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lNTE-RMITTENT DETECTION DURING ANALYTICAL REACTIONS

CROSS-REFERENCE TO RELATED APPLICATIONS

[0001] This application is a continuation application of US. Patent Application No.

”£708,603, filed May 11, 2015, which is a continuation application of US. Patent Application No.

14t'091,961, filed November 27, 2013, now US. Patent No. 9,057,102, which is a continuation

application of US. Patent Application No. l2z’982,029, filed December 30, 2010, now US. Patent

No. 8,628,940, which (1) claims the benefit of US. Provisional Application No. 61f099,696, filed

September 24, 2008; (2) claims the benefit of US. Provisional Application No. 61!] 39,402, filed

December 19, 2008; and (3) is a continuation-in-part application of US. Patent Application No.

12f413,226, filed March 27, 2009, now US. Patent No. 8,143,030, the full disclosures of all of

which are incorporated herein by reference in their entireties for all purposes.

[0002] This application is also related to U.S. Provisional Application No. 61/072,160, filed

March 28, 2008, US. Patent Application No. 12883855, filed March 2?, 2009, now US. Patent

No. 8,236,499, and US. Patent Application No. l2f4l3,258, filed March 27, 2009, now US. Patent

No. 8,153,375, all ofwhich are incorporated herein by reference in their entireties for all purposes.

STATEMENT REGARDING FEDERALLY SPONSORED RESEARCH

[0003] Not Applicable.

BACKGROUND OF THE INVENTION

[0004] The use of optically detectable labeling groups, and particularly those groups having

high quantum yields, e.g., fluorescent or chemiluminescent groups, is ubiquitous throughout the

fields of analytical chemistry, biochemistry, and biology. In particular, by providing a highly visible

signal associated with a given reaction, one can better monitor that reaction as well as any potential

effectors of that reaction. Such analyses are the basic tools of life science research in genomics,

diagnostics, pharmaceutical research, and related fields.

[0005] Such analyses have generally been performed under conditions where the amounts of

reactants are present far in excess of what is required for the reaction in question. The result of this

excess is to provide ample detectability, as well as to compensate for any damage caused by the

detection system and allow for signal detection with minimal impact on the reactants. For example,

analyses based on fluorescent labeling groups generally require the use of an excitation radiation

1
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source directed at the reaction mixture to excite the fluorescent labeling group, which is then

separately detectable. However, one drawback to the use of optically detectable labeling groups is

that prolonged exposure of chemical and biochemical reactants to such light sources, alone, or when

in the presence of other components, e.g., the fluorescent groups, can damage such reactants. The

traditional solution to this drawback is to have the reactants present so far in excess that the number

of undamaged reactant molecules far outnumbers the damaged reactant molecules, thus minimizing

or negating the effects of the photo-induced damage.

[0006] A variety of analytical techniques currently being explored deviate from the

traditional techniques. In particular, many reactions are based on increasingly smaller amounts of

reagents, e_g., in microfluidic or nanofluidic reaction vessels or channels, or in “single molecule“

analyses. Such low reactant volumes are increasingly important in many high throughput

applications, such as microarrays. The use of smaller reactant volumes offers challenges to the use

of optical detection systems. When smaller reactant volumes are used, damage to reactants, such as

from exposure to light somces for fluorescent detection, can become problematic and have a

dramatic impact on the operation of a given analysis. In other cases, other reaction conditions may

impact the processivity, rate, fidelity, or duration of the reaction, including salt or buffer conditions,

pH, temperature, or even immobilization of reaction components within observable reaction

regions. In many cases, the effects of these different reaction or environmental conditions can

degrade the performance of the system over time. This can be particularly detrimental, for example,

in real-time analysis of reactions that include fluorescent reagents that can expose multiple different

reactions components to optical energy. In addition, smaller reactant volumes can lead to limitations

in the amOunt of signal generated upon application of optical energy.

[000?] Further, in the case of sequencing-by-synthesis applications, an additional challenge

has been to develop ways to effectively sequence noncontiguous portions of a template nucleic acid

on a single molecule. This challenge is exacerbated in template nucleic acids that contain highly

repetitive sequence andfor are hundreds or thousands of nucleotides in length, such as certain

genomic DNA fragments. The difficulty in generating such noncontiguous reads from a single

template has hampered efforts to construct consensus sequences for long templates, for example, in

genome sequencing projects.

[0008] As such, methods and systems that result in enhanced reaction performance, such as

an increase in processivity, rate, fidelity, or duration of a reaction of interest, would provide useful

improvements to the methods and compositions currently available. For example, methods, devices,

Oxford, Exh. 1013, p. 7
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and systems that increase reaction performance by, e.g., mitigating to some extent photo-induced

damage in a reaction ofinterest andi’or increasing various other performance metrics for the reaction

would be particularly useful.

BRlEF SWNARY OF THE INVENTION

[0009] In a general sense, the methods provided herein implement intermittent detection of

analytical reactions as a means to collect reliable data From times during the reaction that are less or

not able to be analyzed if detection is constant throughout the reaction. In particular, certain

detection methods can cause damage to reaction components, and such intermittent detection allows

the damage to be avoided or at least delayed, thereby facilitating detection of the reaction at later

stages. For example, if a detection method causes a reduction in processivity ofa polymerase

enzyme, then intermittent detection would allow data collection at noncontiguous regions of a

template nucleic acid that extend farther from the initial binding site ofthe polymerase on the

template than would be achievable under constant detection. Further, some detection methods have

limits on how much data or for how long a time data may be generated in a single reaction, and

intermittent detection of such a reaction can allow this data to be collected from various stages of a

reaction, thereby increasing the flexibility of the investigator to spread out the data collection over

multiple stages oFa reaction. In certain aspects, the present invention is particularly suitable to

characterization of analytical reactions in real time, that is, during the course of the reaction. In

certain aspects, the present invention is particularly suitable to characterization of single molecules

or molecular complexes monitored in analytical reactions, for example, single enzymes,

nucleotides, polynucleotides, and complexes thereof.

[0010] In certain aspects, the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise pr0vi ding a monitorable sequencing reaction comprising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one

Oxford, Exh. 1013, p. 8
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reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition resulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion. The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, e.g., by changing one or more reaction conditions

(e.g., temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. However, in preferred embodiments, nucleotides or nucleotide analogs having the

detectable property are present in the reaction mixture during all stages of the reaction, including

stages in which the degradative influence is eliminated or reduced; as such, the reaction condition

changed in stage two of such an embodiment w0uld not comprise removal or dilution of such

detectable nucleotides or nucleotide analogs.

[0011] In certain aspects, the present invention is generally directed to methods, devices,

and systems for enhancing the performance of illuminated reactions. The term “illuminated

reactions” as used herein refers to reactions which are exposed to an optical energy source. In

certain preferred embodiments, illuminated reactions comprise one or more fluorescent or

fluorogenic reactants. Typically, such illumination is provided in order to observe the generation

ande’or consumption of reactants or products that possess a particular optical characteristic indicative

of their presence, such as a shift in the absorbance spectrum andfor emission spectrum of the

reaction mixture or its components. In some aspects, enhancing the performance of an illuminated

reaction means increasing the processivity, rate, fidelity, andlor duration of the reaction. For

example, enhancing the performance of an illuminated reaction can involve reducing or limiting the

effects of photo-induced damage during the reaction. The term “photo-induced damage" refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction.

Oxford, Exh. 1013, p. 9
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[00l2] In certain aspects, methods of the invention useful for characterizing an analytical

reaction comprise preparing a reaction mixture and initiating the analytical reaction therein,

subjecting the reaction mixture to at least one detection period and at least one non-detecti on period

during the course of the analytical reaction, collecting data during both the detection period(s) and

the non-detection period(s), and combining the collected data to characterize the analytical reaction.

In certain embodiments, the analytical reaction comprises an enzyme that exhibits an improvement

in performance as compared to its performance in the analytical reaction under constant

illumination, and such improvement may be related to various aspects of enzyme activity, e.g.,

processivity, fidelity, rate, duration ofthe analytical reaction, and the like. In certain embodiments,

stop or pause points are used to control the activity of the enzyme, and such stop or pause points

may comprise elements such as large photolabile groups, strand-binding moieties, non-native bases,

and others well known in the art. In certain preferred embodiments, the one or more detection

periods are illuminated periods and the one or more non-detection periods are non-illuminated

periods. In certain preferred embodiments, a plurality of analytical reactions disposed on a solid

support are characterized, preferably in a coordinated fashion as described elsewhere herein.

[0013] In certain preferred embodiments, the analytical reaction is a sequencing reaction

that generates sequence reads from a single nucleic acid template during the detection period(s) but

not during the non-detection period(s). For example, the analytical reaction can comprise at least

two or more detection periods and can generate a plurality of noncontiguous reads from the single

nucleic acid template. In some embodiments, the single nucleic acid template is at least 'I 00 bases in

length andlor comprises multiple repeat sequences. In certain embodiments, the sequencing reaction

comprises passage of the single nucleic acid template thrOugh a nanopore, and in other

embodiments the sequencing reaction comprises primer extension by a polymerase enzyme.

[0014] The analytical may optionally be a processive reaction monitored in real time, i.e.,

during the course of the processive reaction. In preferred embodiments, such a processive reaction

is carried out by a processive enzyme that can repetitively execute its catalytic function, thereby

completing multiple sequential steps of the reaction. For example, a processive polymerization

reaction can comprise a polymerase enzyme repetitively incorporating multiple nucleotides or

nucleotide analogs, as long as such are available to the polymerase within the reaction mixture, e.g.,

without stalling on the template nucleic acid. Such a processive polymerization reaction can be

prevented by incorporation of nucleotides or nucleotide analogs that contain groups that block

additional incorporation events, eg, certain labeling groups or other chemical modifications.
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[WIS] In certain preferred embodiments, the analytical reaction comprises at least one

component comprising a detectable label, e.g., a fluorescently labeled nucleotide. In certain

embodiments, the labeled component is present throughout the course of the analytical reaction, i.e.,

during both the detection and the non-detection periods. The method may further comprise an

optical system to collect the data during the detection period, but optionally not to collect the data

during the non-detection period.

[0016] In certain aspects, methods of the invention comprise providing a substrate having a

reaction mixture disposed thereon and illuminating the reaction mixture on the substrate with an

excitation illumination for multiple, noncontiguous periods during the course of the reaction,

thereby subjecting the reaction mixture to intermittent excitation illumination. In some

embodiments, the reaction mixture comprises first reactant and a second reactant, wherein an

amount of photo-induced damage to the first reactant occurs as a result of interaction between the

first reactant and the second reactant under excitation illumination. In certain embodiments, the

method further comprises monitoring a reaction between the first and second reactants during

illumination and collecting the data generated therefrom. In some embodiments, the reaction is a

primer extension reaction andfor the first reactant is a polymerase enzyme. In certain embodiments,

the second reactant is a t‘luorogenic or fluorescent molecule.

[0017] In yet another aspect, the methods are useful for mitigating photo-induced damage in

an illuminated reaction by subjecting the illuminated reaction to intermittent illumination rather

than constant illumination. For example, certain methods of the invention monitor a reaction

mixture comprising at least one enzyme and a fluorescent or fluorogenic substrate for the enzyme,

wherein interaction of the enzyme and the Substrate under excitation illumination can result in

altered activity of the enzyme, eg if such excitation illumination is present over an extended period

of time. Such methods can comprise directing intermittent excitation illumination at a first

observation region for a first period that is less than a photo-induced damage threshold period under

the intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions. As such, certain aspects of the invention lengthen a

photo-induced damage threshold period for an analytical reaction through intermittent inactivation

of the excitation illumination source since the photo-induced damage threshold period under

intermittent illumination is longer than the photo-induced damage threshold period under constant

illumination.
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[00l8] In a related aspect, the invention also provides methods of performing an enzyme

reaction, comprising providing an enzyme within a first observation region, contacting the enzyme

with a fluorescent or fluorogenic substrate for the enzyme, and directing an excitation radiation at

and detecting signals from the first observation region for a period that is less than a photo-induced

damage threshold period under intermittent illumination conditions, but that is greater than a photo-

induced damage threshold period under constant illumination conditions.

[0019] In further aspects, the invention provides methods of monitoring a primer extension

reaction, comprising providing a polymerase enzyme within a first observation region, contacting

the polymerase with at least a first fluorescent or H uorogenic nucleotide analog, and monitoring a

fluorescent signal emitted from the first observation region in response to illumination with

excitation radiation for a period that is less than a photo-induced damage threshold period under

intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions.

[0020] In addition, the invention provides methods for generating a plurality of

non contiguous sequence reads from a single nucleic acid template molecule, Such methods

generally comprise preparing a reaction mixture comprising the template molecule, a polymerase

enzyme, and a set of differentially labeled nucleotides or nucleotide analogs, wherein the set

comprises at least one type of nucleotide or nucleotide analog for each of the natural nucleobases

(A, T, C, and G). The polymerization reaction is initiated, the polymerase begins processive

incorporation of the labeled nucleotides or nucleotide analogs into a nascent nucleic acid strand, and

during such incorporation the reaction is monitored by optical means to detect incorporation events,

thereby generating a first sequence read. In a subsequent step, the labeled nucleotides or analogs are

replaced with unlabeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed without detecting incorporation events. Subsequently, the unlabeled nucleotides or analogs

are replaced with labeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed once again with real time detection of incorporation events, thereby generating a second

sequence read that is noncontiguous to the first sequence read. The substitution of labeled for

unlabeled, and unlabeled for labeled, nucleotides and nucleotide analogs can be repeated multiple

times to generate a plurality of noncontiguous sequence reads, each of the plurality generated during

a period when the labeled nucleotides or nucleotide analogs are being incorporated into the nascent

strand and such incorporation is being detected in real time.
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[0021] In certain aspects. devices of the invention can comprise a solid support (e. g,

substrate) having an observation region, a first reactant immobilized within the observation region,

and a second reactant disposed within the observation region, and a means for subjecting the

observation region to at least one illuminated period and at least one non-illuminated period. In

certain embodiments, interaction between the first and second reactants under excitation

illumination causes photo-induced damage to the first reactant, and further wherein the photo-

induced damage is reduced by subjecting the observation region to intermittent illumination. In

some embodiments, the first reactant is an enzyme (eg, a polymerase), the second reactant (e.g, a

nucleotide) has a detectable label (e.g., fluorescent label), anda’or the observation region is within a

zero-mode waveguide. The means for subjecting the observation region to one or more illuminated

and non-illuminated periods may comprise, e.g., a laser, laser diode, light-emitting diode, ultra-

violet light bulb, white light source, a mask, a diffraction grating, an arrayed waveguide grating, an

optic fiber, an optical switch, a mirror, a lens, a collimator, an optical attenuator, a filter, a prism, a

planar waveguide, a wave-plate, a delay line, a movable support coupled with the substrate, and a

movable illumination source, and the like. The device may further comprise a means for collecting

the data during the illuminated period(s), such as an optical train, e.g., operably coupled to a

machine comprising machine-readable medium onto which such data may be written and stored.

[0022] In further aspects, the invention provides systems for performing intermittent

detection of an analytical reaction comprising reagents for the analytical reaction disposed on a

solid support, a mounting stage configured to receive the solid support, an optical train positioned to

be in optical communication with at least a portion of the solid support detect signals emanating

therefrom, a means for Subjecting the portion of the solid support to at least one detection period

and at least one non-detection period, a translation system operably coupled to the mounting stage

or the optical train for moving one of the optical train and the solid support relative to the other, and

a data processing system operably coupled to the optical train. In certain preferred embodiments,

the analytical reaction is a sequencing reaction andfor the solid support comprises at least one zero-

mode waveguide.

[0023] In still other aspects, the invention provides systems for analyzing an illuminated

reaction that is susceptible to photo-induced damage when illuminated for a period longer than an

photo-induced damage threshold period, comprising a solid support having reagents for the reaction

disposed thereon, a mounting stage supporting the solid support and configured to receive the solid

support, an optical train positioned to be in optical communication with at least a portion of the
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solid support to illuminate the portion of the solid support and detect signals emanating therefrom, a

means for subjecting the portion of the solid support to at least one detection period and at least one

non-detection period, and a translation system operably coupled to the mounting stage or the optical

train for moving one of the optic-a1 train and the solid support relative to the other. In some

embodiments, the illuminated reaction is a sequencing reaction, e.g., a nucleotide sequencing-by-

synthesis reaction. In certain embodiments, the solid support comprises at least one optical

confinement, e.g., a zero-mode waveguide.

[0024] The invention provides methods ofperforming analytical reactions, e.g., processive

analytical reactions, that include preparing a reaction mixture comprising reaction components, at

least one of which is a detectable component that is detectable during one or more detection periods,

and at least one of which is a clocking component that is detectable during one or more non-

detection periods during the analytical reaction. The methods further comprise initiation the

analytical reaction and maintaining conditions that allow the analytical reaction to proceed while

subjecting it to at least one detection period and at least one non-detecti on period, both in the

presence of the clocking component and the detectable component. In certain embodiments, the

detectable component emits a detectable signal is response to excitation illumination during the

detection period, but not during the non-detection period when a clocking signal is emitted From the

clocking component. The detectable signal is collected during the detection period and the clocking

signal is detected during the non-detection period, e.g., using an optical system. Optionally, the

clocking signal can also be collected during the detection period and the non-detecti on period. In

certain preferred embodiments, detection data is collected in read time during the detection period,

non-detection data is collected in real time during the non-detection period, and the detection data

and non-detection data are both used to characterize the analytical reaction. In some embodiments,

the transition between the detection period and the non-detection period does not involve

substitution andr’or addition of reaction components duringr progression of the analytical reaction,

and in other embodiments the transition does involve substitution andi’or addition of reaction

components, e.g, via a reaction mixture exchange. In some preferred embodiments, a plurality of

analytical reactions are disposed on a solid support, subjected to intermittent illumination,

monitored to collect data, and characterized based upon the data so collected.

[0025] The detectable component and clocking component are typically linked to discrete

molecules in the analytical reaction. For example, the detectable component can be linked to a first

subset of nucleotide analogs and the clocking component can be linked to a second subset of

Oxford, Exh. 1013, p. 14



Oxford, Exh. 1013, p. 15

PBI DOCKET NO: Ill-00 ??0filIS

nucleotide analogs in the analytical reaction mixture. Alternatively, both the detectable component

and the clocking component can be linked to a single molecule, e.g., a single nucleotide or

nucleotide analog, in the analytical reaction. The detectable component and clocking component

can both comprise detectable labels (e.g., luminescent, fluorescent, or fluorogenic labels, including,

e. g., quantum dots), and in some embodiments, different detectable labels, e.g. having different

absorption peaks.

[0026] In certain preferred embodiments, an analytical reaction performed according to the

invention comprises at least one enzyme, e.g., a polymerase, ligase, ribosome, nuclease, andfor

kinase. In some embodiments, pause or stop points are engineered into the analytical reaction to

control activity ofthe enzyme. Various aspects of the analytical reaction can be changed by being

subjected to at least one detection period and at least one non-detecti on period, such aspects

including but not limited to processivity, fidelity, rate, and duration, e.g. of enzyme activity.

[0027] In certain preferred embodiments, the analytical reaction is a sequencing reaction

comprising a single nucleic acid template that generates sequence reads during the detection period

by detecting the detectable component, and does not generate sequence reads during the non-

detection period by suspending detection of the detectable component. Such a sequencing reaction

typically compri ses at least two or three detection periods and generates a plurality of

noncontiguous sequence reads from the single nucleic acid template. In some embodiments, the

template comprises multiple repeat or complementary sequences. In some embodiments, the

sequencing reaction comprises passage of the single nucleic acid or a nascent strand complementary

thereto through a nanopore. In some preferred embodiments, the sequencing reaction comprises

primer extension by a polymerase enzyme and the detectable component is linked to a nucleotide or

nucleotide analog. In some embodiments, the clocking component is linked to the polymerase

enzyme, and optionally can be a multi-component label, eg, a FRET label.

[0028] In certain aspects, the invention provides methods of mitigating photo-induced

damage during an illuminated reaction that include preparing a reaction mixture having first and

second reactants, where interaction of the reactants under excitation illumination can cause photo-

induced damage to the first reactant. The illuminated reaction is subjected to intermittent excitation

illumination characterized by periods of maximal illumination followed by periods of modified but

not absent illumination. The intermittent excitation illumination reduces the amount of photo-

induced damage to the first reactant during the illuminated reaction as compared to the illuminated

reaction under constant maximal excitation illumination, thereby mitigating photo-induced damage

10
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to the first reactant. In certain preferred embodiments, the illuminated reaction is a primer extension

reaction. In certain preferred embodiments, the first reactant is an enzyme, e.g., a polymerase or

ligase enzyme. In certain preferred embodiments, the second reactant comprises a fluorescent or

fluorogenic molecule. In certain embodiments, the modified excitation illumination is illumination

with a lower intensity excitation illumination than the maximal excitation illumination. In certain

embodiments, a set ofillumination sources provides the maximal excitation illumination and a

subset of the set of illumination sources provides the modified excitation illumination.

[0029] In other aspects, the invention provides a method of sequencing a template nucleic

acid that includes subjecting the template to methylation to generate at least one methylated base,

subjecting the methylated base to base excision to generate at least one abasic site in the template,

annealing a primer to the template nucleic acid, contacting the template with a polymerase enzyme

to promote extension of the primer in a template-dependent manner, monitoring the extension of the

primer in real time to generate a nucleotide sequence read complementary to the template,

extending the primer until the abasic site is encountered by the polymerase, at which time the

polymerase pauses on the template, and reinitiating primer extension by facilitating abasic site

bypass by the polymerase. The monitoring, extending, and reinitiating steps are repeated until a

desired number of nucleotide sequence reads is generated and collected, and subsequently analyzed

to determine the sequence of the template nucleic acid. In certain embodiments, the contacting step

occurs during a detection period or a detection period immediately follows the contacting step. In

certain embodiments, a detection period ends and a non-detection period begins prior to one or

more pauses of the polymerase on the template. In certain embodiments, a non-detection period is

terminated simultaneOus with or immediately following one or more reinitiation steps. In some

embodiments, the reinitiating step comprises introduction of a pyrene to the polymerase, where the

polymerase incorporates the pyrene into the nascent strand opposite and, therefore, “pairing with"

an abasic site in the template. In certain preferred embodiments, the template is circular and the

polymerase pauses at the same abasic site multiple times during the primer extension reaction. In

other embodiments, the method further comprises terminating the monitoring when a desired length

of the nucleotide sequence read is collected, e.g., by removing or modifying excitation illumination.

Optionally, the desired length can be less than a length of the template nucleic acid. Additionally,

the monitoring can be reinitiated sub sequent to or simultaneous with the reinitiating of primer

extension.

11
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[0030] In yet further aspects, the invention provides a method of performing an illuminated

reaction that includes preparing a reaction mixture comprising multiple optically detectable

components that are distinguishable from one another based upon their individual signal emissions,

initiating the illuminated reaction, and maintaining conditions that allow the illuminated reaction to

proceed while subjecting the reaction mixture to at least one maximal illuminated period and at least

one modified illuminated period during the illuminated reaction. In preferred embodiments, at least

a portion of the optically detectable components are detectable during both the maximal and

modified illuminated periods. In certain embodiments, the maximal illuminated period is

characterized by a first excitation radiation intensity and the modified illuminated period is

characterized by a second excitation radiation intensity that is less than the first excitation radiation

intensity. In certain preferred embodiments, all of the optically detectable components are

detectable during both the maximal and modified illuminated periods, but are distinguishable from

one another during the maximal illuminated period, but are not distinguishable during the modified

illuminated period. In certain embodiments, the maximal illuminated period comprises exposing the

reaction mixture to a set of excitation radiation wavelengths and the modified illuminated period

comprises exposing the reaction mixture to a subset of the set of excitation radiation wavelengths.

In certain preferred embodiments, all of the optically detectable components are detectable and

distinguishable during the maximal illuminated period, but only a subset ofthe optically detectable

components are detectable during the modified illuminated period.

[0031] In some embodiments, the illuminated reaction is initiated during a modified

illuminated period and subsequently subjected to a maximal illuminated period, where data

collected during the modified illuminated period is used in the statistical analysis of data collected

during the maximal illuminated period. For example, an illuminated reaction that is a

polynucleotide sequencing reaction can generate sequence read data during a modified illuminated

period that is subsequently used to construct a sequence scaffold for assembly of sequence read data

collected during a maximal illuminated period. Additionally or optionally, the illuminated reaction

is a template-directed sequencing reaction and sequence read data collected during a modified

illuminated period is used to determine a rate of translocation of a polymerase during the modified

illuminated period.

[0032] Some embodiments of the invention comprise performing a plurality of illuminated

reactions, each of which is exposed to the set of excitation radiation wavelengths during the

maximal illuminated period, but is exposed to a different subset of the set of excitation radiation

12
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wavelengths during the modified illuminated period, such that a distinct subset of optically

detectable components are detectable during the modified illuminated period for each of the

plurality ofilluminated reactions. In other words, for two such illuminated reactions, although all

optically detectable components are detectable during their respective maximal illuminated periods,

only a subset of the optically detectable components is detectable in each reaction, and the subset

detectable in the first reaction is preferably different from the subset detectable in the second

reaction.

[0033] In certain aspects, the invention provides methods for performing paired-end

sequencing on a single template molecule. In certain embodiments, such a method comprises

providing a double-stranded nucleic acid molecule comprising a first terminal portion, an

intermediate portion, and a second terminal portion. A first linker ligated to the first terminal

portion of the nucleic acid molecule connects the 3’ terminus at the first terminal portion with the 5’

terminus at the first terminal portion; and a second linker ligated to the second terminal portion of

the nucleic acid molecule connects the 3’ terminus at the second terminal portion with the 5'

terminus at the second terminal portion. A template nucleic acid molecule is thereby formed

comprising the double-stranded nucleic acid molecule with both the first linker and the second

linker ligated thereto. The template molecule is subjected to a sequencing process in which

sequence reads are generated for the first terminal portion and the second terminal portion, but

sequence reads are not generated for the intermediate portion, even if the intermediate portion is

processed during the sequencing process, e. g, by a polymerase. In some embodiments, the first

linker and second linker are identical, and in other embodiments they are different from one

another, i.e., not identical. In certain embodiments, the first and second linkers comprise

complementary regions and can be hybridized to one another prior to one or both of the ligating

steps. In some cases, hybridized linkers that are ligated to the ends of a double-stranded nucleic acid

molecule are separated prior to subjecting the molecule to a sequencing reaction, and in some cases

the hybridized linkers remain hybridized during at least a portion of the sequencing reaction. For

example, in a template-directed sequencing reaction, a polymerase capable of strand displacement

separates the hybridized linkers as it sequences the template. In certain preferred embodiments, the

sequencing process comprises at least one detection period (e.g., an illuminated period) and at least

one non-detection period (e.g., a non-illuminated period) such that the intermediate portion of the

template molecule is subjected to the sequencing process during the non-detection period. In some

embodiments, the template is fragmented after ligation to remove the intermediate portion. The
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sequencing process can generate redundant sequence data from one or both of the first terminal

portion and the second terminal portion, andr’or can generate sequence data from an additional

portion ofthe template molecule that is noncontiguous with the first terminal portion and the second

terminal portion. In preferred embodiments, the sequencing process involves circularizing the

template molecule by separating the complementary strands of the template molecule and using the

complementary strands in template-directed nascent strand synthesis catalyzed by a single

polymerase enzyme. Optionally, the template molecule can comprise a primer binding site, a

registration sequence, andfor a synthesis blocking moiety. The primer binding site, a registration

sequence, or synthesis blocking moiety can be present in one or both of the linkers, or can be

located elsewhere within the template molecule. In some cases, the synthesis blocking moiety is

selected from the group consisting of an abasic site, a nick, a synthetic linker, a non-native

nucleotide or analog thereof, a primer, a large photolabile group, a strand-binding moiety, 3

damaged base, and a modified base. The synthesis blocking moiety can permanently or temporarily

block progression of the sequencing process, e.g., by interfering with the activity of an enzyme, e.g.,

a polymerase enzyme. In certain preferred embodiments, the synthesis blocking moiety is an abasic

site, e.g., introduced by a DNA glycosylase.

[0034] In some aspects, the invention provides methods for generating a nucleic acid

construct for analytical reactions. In certain embodiments, such a method comprises providing a

double-stranded nucleic acid molecule comprising a first terminal portion, an intermediate portion,

and a second terminal portion; providing a first stem-loop linker hybridized to a second stem-loop

linker; ligating the first stem-loop linker to the first terminal portion of the nucleic acid molecule,

wherein the first stem-loop linker connects the 3‘ terminus at the first terminal portion with the 5’

terminus at the first terminal portion, and ligating the second stem-loop linker to the second

terminal portion of the nucleic acid molecule, wherein the second stem-loop linker connects the 3’

terminus at the second terminal portion with the 5‘ terminus at the second terminal portion, thereby

generating the nucleic acid construct. Optionally, the nucleic acid construct can be subjected to

fragmentation after the ligating of steps c and d, wherein the fragmentation removes the

intermediate portion from the nucleic acid construct and introduces two double-stranded termini.

The method can further include ligating the two double-stranded termini to one another. In some

embodiments, one of the stem-loop linkers comprises a primer binding site, registration sequence,

or a synthesis blocking moiety that is absent from the other stem-loop linker.

14
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[0035] In further aspects. the invention includes a single template nucleic acid molecule

comprising a duplex region; a first linker linking termini at a first end of the duplex region; a second

linker linking termini at a second end of the duplex region, wherein a region of the first linker is

complementary to a region ofthe second linkers. Optionally, the single template molecule

comprises the first and second linkers hybridized with one another. In some embodiments, the

duplex region is separated or melted apart to transform the single template nucleic acid molecule

into a topologically single-stranded, circular nucleic acid molecule. Further, the invention provides

a composition comprising a single, optically resolvable polymerase enzyme in association with a

singl e-stranded circular nucleic acid molecule, wherein the single-stranded circular nucleic acid

molecule comprises first, second, third, and fourth regions, and further wherein the first region is

complementary to the second region, and the third region is complementary to the fourth region,

and further wherein the regions are ordered on the single-stranded circular nucleic acid molecule as

follows: first region, third region, second region, fourth region.

[0036] In still further aspects ofthe invention, machine-implemented methods for

transforming nucleotide sequence read data into consensus sequence data, wherein the nucleotide

sequence read data is generated by sequencing a target region ofa template nucleic acid multiple

times, and the consensus sequence data is representative of a most likely actual sequence of the

template nucleic acid. Such machine-implemented methods can comprise various steps, such as a)

mapping the nucleotide sequence data to a target sequence using a local alignment method that

produces a set of local alignments comprising an optimal local alignment and sub-optimal local

alignments, b) enumerating the set of local alignments, c) constructing a weighted directed graph

wherein each local alignment in the set of local alignments is represented as a node, thereby

generating a set of nodes in the weighted directed graph, d) drawing edges between pairs of nodes

in the weighted directed graph if the pair represents a potential reconstruction of the template

nucleic acid, e) assigning weights to the edges drawn in step d, wherein a given weight for a given

edge represents the log-likelihood that a given pair of nodes connected by the given edge is truly a

reconstruction of the template nucleic acid, f) finding the shortest path to each node in the weighted

directed graph, thereby generating a set of shortest paths for the weighted directed graph, g) ranking

the set of shortest paths to determine the best assignment, and h) storing the results of steps a-g on a

machine-readable medium. In certain embodiments, the steps of the machine implemented methods

are performed via a user interface implemented in a machine that comprises instructions stored in

machine-readable medium and a processor that executes the instructions. Also provided are
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computer program products comprising a computer usable medium having computer readable

program code embodied therein, said computer readable program code adapted to be executed to

implement the machine-implemented methods of the invention, and machine-readable medium on

which the results of the method steps are stored. The invention further includes a computer program

product comprising a computer usable medium having a computer readable program code embodied

therein, said computer readable program code adapted to be executed to implement the above

methods.

[0037] In certain aspects, the invention provides machine-implemented methods for

transforming enzyme velocity data from one or more detection periods into a distribution of the

distance x travelled by an enzyme (e.g., a polymerase) during a time t, where time t occurs during a

non-detection period. Such a method comprises, in certain embodiments, developing a probability

model p09 to describe an observed distribution of enzyme velocities during one or more detection

periods; sampling velocities from p(v); summing and recording the velocities sampled in step b to

produce a Sum that is an estimate of xfrcorr; and repeating the sampling, summing, and recording M

times to generate a distribution of sums that are estimates of xs’tcorr, with the distribution of sums

being the distribution of the distance x travelled by an enzyme during a time t. Preferably, at least

some of the steps are performed via a user interface implemented in a machine that comprises

instructions stored in machine-readable medium and a processor that executes the instructions.

Optionally, the enzyme is a polymerase enzyme. In some embodiments, multiple enzymes are

observed simultaneously and the probability model pm is determined independently for each of the

multiple enzymes. In certain preferred embodiments,

ftvip.,,,,..,,,.,(v) + [I — f(1-’)lp.i.,,,..(v)

Iftv‘)ir) + [1 — f(1-")]r),.n.,,_..(I-")d1-" '

[0038] In further aspects, the invention provides machine-implemented methods for transforming

PW) =

enzyme velocity data from one or more detection periods into a distribution of the distance x

travelled by an enzyme during a time t, where time t occurs during a non-detection period. In some

embodiments, the method comprises estimating a distribution of local rates p(v)', making

independent identically distributed draws of N = tftcorr velocities from from p(v); summing the

velocities; recording the velocities summed in c) as an estimate of xhcorr; and repeating b-d M

times, e. g., where M is preferably at least 1000. Optionally, p(v) is determined using a Hidden

Markov Model or the autoc-orrelation function <5v(t)5v(r. + A» ~ exp[i]. The invention furtherrmar
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includes a computer program product comprising a computer usable medium having a computer

readable program code embodied therein, said computer readable program code adapted to be

executed to implement the above methods, as well as a machine-readable medium on which the

results of the steps of the methods are stored.

BRIE-F DESCRIPTION OF THE DRAWINGS

[0039] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions, whether illumination is initiated before (A) or alter (B) initiation ot‘the

reaction.

[0040] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination, including depictions ot‘multiple reactions arrayed on a

solid support (A) and prophetic data (B) from certain embodiments of the invention.

[0041] Figure 3 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions on a solid support (A) using intermittent illumination and a mask (B). A graph (C) depicts

prophetic data from certain embodiments of the invention.

[0042] Figure 4 provides additional embodiments of masks for use in the methods ofthe

invention, including a mask that allows illumination of columns of reactions (A) and a mask that

allows illumination of every other reaction in a row and column (B).

[0043] Figure 5 illustrates an aspect of the instant invention in which multiple samples are

analyzed on a single solid support using intermittent illumination. Figure 5A illustrates a solid

support comprising four quadrants, each quadrant containing a different sample. Figure 5B

illustrates a mask design for selective illumination of the Substrate. Figures 5C and SD demonstrate

various positions of the mask on the solid support.

[0044] Figure 6 provides an illustration of paths in a sequence alignment matrix

representing sequencing data from a SMR’IbellTM template.

[0045] Figure 7 illustrates a hypothetical directed graph.

[0046] Figure 8 provides data from single-molecule sequencing-by-synthesis reactions.

Figure 3A provides data from a two-minute interval beginning at initiation of the reactions, i.e.,

from 0-120 seconds. Figure 8B provides data from a second two-minute interval from 300-420

seconds. Figure 8C provides data from a third two-minute interval from 600-720 seconds.

[0047] Figure 9 schematically illustrates one embodiment of a system for use with the

methods, devices, and systems of the invention.
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[0048] Figure 10 provides a graphical representation of rates of polymerase activity on

different portions of a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0049] Figure 11 provides a graphical representation of the average rate of polymerase

translocati on over a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0050] Figure 12 provides a distribution of the physical coverage of a template nucleic acid

achieved during a sequencing reaction utilizing intermittent illumination, with A showing mapping

to a reference sequence with sequence reads (and portions thereof) that do not map to the reference

excluded and B showing a similar mapping that further includes sequence reads corresponding to

insertions in the template that are absent from the reference sequence.

[0051] Figure 'l 3 provides a distribution of the physical coverage provided by sequence

reads generated during sequencing reactions utilizing intermittent illumination across an

approximately 40 kb template nucleic acid.

[0052] Figure 'I 4 provides a sequence dot plot for an alignment between a sequence

assembly produced as described herein and a reference sequence.

[0053] Figure 'I 5 provides an exemplary illustration of an HMM for modeling a simple

“pausing” vs. “sequencing" system.

[0054] Figure 1 6A shows a sample of velocities drawn from the HMM in Figure IS with the

parameters P(S—rP) = H24; P(P—>S) = III 'I; and Io.(v.2)~~Gamma(48,0.25). Figure 163 illustrates a

resulting histogram oflocal velocities. Figure '16C provides an estimated distance traveled during a

non-detection period.

[0055] Figure 17 provides an illustrative example of two ob served histograms of distances

traveled during a non-detection period.

[0056] Figure 18 provides an exemplary strategy for selectively reducing the size of a

duplex fragment within a SMRTbellTM template.

[0057] Figure 19 provides an illustrative example of nucleic acid templates having nicks.

DETAILED DESCRIPTION OF THE INVENTION

[0053] Unless defined otherwise, all technical and scientific terms used herein have the

same meaning as commonly understood by one of ordinary skill in the art to which this invention

pertains. All publications mentioned herein are incorporated herein by reference for the purpose of
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describing and disclosing devices, fonnulations and methodologies which are described in the

publication and which might be used in connection with the presently described invention.

[0059] Note that as used herein and in the appended claims, the singular forms "a, an,

and "the" include plural referents unless the context clearly dictates otherwise. Thus, for example,

reference to "a polymerase" refers to one agent or mixtures of such agents, and reference to "the

method" includes reference to equivalent steps and methods known to those skilled in the art, and so

forth. Where a range of values is provided, it is understood that each intervening value, between the

upper and lower limit of that range and any other stated or intervening value in that stated range is

encompassed within the invention. The upper and lower limits of these smaller ranges may

independently be included in the smaller ranges, and are also encompassed within the invention,

subject to any specifically excluded limit in the stated range. Where the stated range includes one or

both of the limits, ranges excluding either both of those included limits are also included in the

invention.

[0060] In the following description, numerous specific details are set forth to provide a more

thorough understanding of the present invention. However, it will be apparent to one of skill in the

art that the present invention may be practiced without one or more ofthese specific details. In

other instances. well-known features and procedures well known to those skilled in the art have not

been described in order to avoid obscuring the invention. Although a number of methods and

materials similar or equivalent to those described herein can be used in the practice of the present

invention, the preferred materials and methods are described herein.

1. General

[0061] In a general sense, the methods, devices, and systems provided herein implement

intermittent detection of analytical reactions as a means to collect reliable data from times during

the reaction that are less or not able to be analyzed if detection is constant throughout the reaction.

In particular, certain detection methods can cause damage to reaction components, and such

intermittent detection allows the damage to be avoided or at least delayed, thereby facilitating

detection of the reaction at later stages. For example, if a detection method causes a reduction in

processivity of a polymerase enzyme, then intermittent detection would allow data collection at

noncontiguous regions of a template nucleic acid that extend farther from the initial binding site of

the polymerase on the template than would be achievable under constant detection. Further, some

detection methods have limits on how much data or for how long a time data may be generated in a
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single reaction, and intermittent detection of such a reaction can allow this data to be collected from

various stages ofa reaction, thereby increasing the flexibility of the investigator to spread out the

data collection over multiple stages of a reaction. In certain aspects, the present invention is

particularly suitable to characterization of analytical reactions in real time, that is, during the course

of the reaction. In certain aspects, the present invention is particularly suitable to characterization of

single molecules or molecular complexes monitored in analytical reactions, for example, single

enzymes, nucleotides, polynucleotides, and complexes thereof.

[0062] In certain aspects, the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise providing a monitorable sequencing reaction comprising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one

reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition reSulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion.

[0063] The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, e.g., by changing one or more reaction conditions

(e.g., temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. For example, such an alteration in reaction conditions during the second stage may result

in an increase in reaction rates, eg, speeding up the progression of a template nucleic acid through
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a nanopore; or may reduce exposure of reaction components to harmful radiation or other reaction

condition related to detection of the products of the reaction. However, in preferred embodiments,

nucleotides or nucleotide analogs having the detectable property are present in the reaction mixture

during all stages ofthe reaction, including stages in which the degradative influence is eliminated or

reduced; as such, the reaction condition changed in stage two of such an embodiment would not

comprise removal or dilution of such detectable nucleotides or nucleotide analogs.

[0064] “Intermittent detection,” as used herein, generally refers to a means of monitoring a

reaction that is carried out intermittently during the course of the reaction. Intermittent detection

may refer to intermittent use of one or more monitoring methods, but does not necessarily mean that

all means of monitoring a given reaction are intermittently halted. For example, monitoring of one

or more nucleotide incorporations to generate nucleotide sequence reads may be intemrittently

halted while other aspects of a sequencing reaction are constantly monitored, e.g., temperature,

reaction time, pH, etc. In certain embodiments, intermittent detection is achieved by intermittent or

differential illumination ofa given reaction, e,g., a reaction that uses an illumination system to

detect reaction products andi’or progression, Although various aspects of the invention are described

herein in terms of embodiments using intermittent illumination, it should be understood that where

applicable intermittent detection by other means (e.g,, electrochemical, radiochemical, etc.) can be

utilized in the methods of the invention. Likewise, a stage of a reaction during which an intermittent

detection method is active may be referred to as a “detection period“ and a stage of a reaction

during which an intermittent detection method is inactive may be referred to as a “non-detection

period." In illuminated reactions, such periods may also be referred to as “illuminated periods” and

“non-illuminated periods,” respectively, although it is to be understood that the term “non-

illuminated period” included periods in which illumination may be present but altered as compared

to illumination during an “illuminated period.” For example, a non-illuminated period may be

characterized by a complete absence of illumination, or a modification of illumination, including

but not limited to changes in wavelength, frequency, intensity, andi’or number of illumination

sources. Alternatively or additionally, reaction components that are excited by the illumination

source(s) may be modified or removed from a reaction mixture to create a non-illuminated period.

For example, a fluorescent dye detected during an illuminated period may be removed from the

reaction mixture, e.g., by buffer exchange, thereby producing a non-illuminated period during

which time the fluorescent dye cannot be detected even if the excitation illumination is present. In a

further example, a non-illuminated period can indicate a period during an illuminated reaction
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during which a type of illumination-based detection that occurs during an illuminated period is not

occurring, e.g., the identity of fluorescently labeled nucleotides incorporated into a nascent strand is

not being detected or recorded.

[0065] In certain aspects. the present invention is generally directed to improved methods.

devices, and systems for performing illuminated reactions. The term “illuminated reactions” as used

herein refers to reactions which are exposed to an optical energy source. Typically, such

illumination is provided in order to observe the generation andfor consumption of reactants or

products that possess a particular optical characteristic indicative of their presence, such as a shift in

the absorbance spectrum andfor emission spectrum of the reaction mixture or its components. In

certain preferred embodiments, illuminated reactions comprise one or more fluorogenic or

fluorescent components. In accordance with certain methods ofthe invention, such illuminated

analyses are subjected to intermittent detection (eg, data collection) for one or more aspects of the

data typically collected for a given reaction. For example, aspects of the data typically collected for

nucleotide sequencing reactions include nucleotide sequence data, read quality data, signal to

background ratios, reaction rates and durations, measures of the fidelity of the reaction, reaction

times, and the like. In certain preferred embodiments, nucleotide sequence data is iteratively

collected during an ongoing sequencing reaction to generate nucleotide sequence reads for at least

two or more noncontiguous regions of a template nucleic acid molecule. Such iterative sequence

data acquisition may be achieved in various ways depending on the sequencing technology in use,

For example, in sequencing methods that utilize luminescent components that generate a signal

indicative of the identity of a base position, iterative sequence data collection may be achieved by

rem0ving or altering an illumination scurce (or a reaction relative to an illumination scurce),

substituting the luminescent components for unlabeled components that do not generate signal, or

otherwise interrupting signal acquisition in the experimental system.

[0066] In certain preferred embodiments, such illuminated reactions are illuminated for an

amount of time that permits the effective performance of the analysis. Traditionally, illuminated

reactions are illuminated from initiation through completion, and the time during which reaction

data may be reliably collected is dictated by the progression (as measured by, e.g., processivity,

rate, fidelity, duration, etc.) of the reaction under constant illumination. Some reactions are sensitive

to such constant illumination, which can reduce their performance (e.g., processivity), and thereby

prevent collection of data from later stages of the reaction, i.e., stages that would otherwise occur if

the reaction were carried out with no illumination. The present invention provides methods for
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performing illuminated reactions comprising subjecting the reactions to intermittent illumination.

Such intermittent illumination can increase performance (e.g., processivity, rate, fidelity, duration,

etc.) of the reactions, thereby allowing generation of data that cannot be collected under constant

illumination, such as data from later stages of an ongoing reaction whose progression is

compromised under constant illumination. For example, in sequencing-by-incorporation reactions

the use ofintermittent excitation illumination can increase processivity, which has the benefit of

providing sequence reads more distal from the polymerase bindingfinitiation site than such reactions

subjected to constant exposure to excitation illumination.

[0067] Further, it is an object of the instant invention to provide sequence data from

noncontiguous regions ofa nucleic acid template in a single reaction. Other commercially available

platforms have attempted to achieve such noncontiguous sequence data through, e.g., complex

cloning and sequencing strategies. The present invention provides a clear advantage over such

strategies by providing a simple and economical solution that is applicable across various platforms,

and is particularly applicable to illuminated, single-molecule sequencing-by-incorporation

reactions.

[0068] In preferred embodiments, illuminated reactions for use with the instant invention

are nucleic acid sequencing reactions, e.g., sequencing-by-incorporation reactions. In preferred

embodiments, such an illuminated reaction analyzes a single molecule to generate nucleotide

sequence data pertaining to that single molecule. For example, a single nucleic acid template may

be subjected to a sequencing-by-incorporation reaction to generate one or more sequence reads

corresponding to the nucleotide sequence of the nucleic acid template. For a detailed discussion of

Such single moleCule sequencing, see, cg, US. Patent Nos. 6,056,661, 6,917,726, 7,033,764,

7,052,847, 7,056,676, 7,170,050, 7,361,466, 7,416,844, Published US. Patent Application Nos.

2007-0134128 and 200370044781, and M.J. Levene, J. Korlach, SW. Turner, M. Foquet, HG.

Craighead, W.W. Webb, SCIENCE 299682-686, January 2003 Zero-Mode Waveguides for Single-

Molecule Analysis at High Concentrations, all of which are incorporated herein by reference in their

entireties for all purposes. In some embodiments, a plurality of single nucleic acid templates are

analyzed separately and often simultaneously to generate a plurality of sequence reads

corresponding to the nucleotide sequences of the plurality of nucleic acid templates. In certain

preferred embodiments, the plurality of nucleic acid templates includes at least two nucleic acid

templates that comprise identical nucleotide sequences such that analysis of the two nucleic acid

templates generates overlapping sequence reads. In certain preferred embodiments, at least one of'

23

Oxford, Exh. 1013, p. 28



Oxford, Exh. 1013, p. 29

PBI DOCKET NO: til-00 ??0fiUS

the nucleic acid templates is configured to provide redundant sequence data in a single sequence

read, e_g., via duplications, sense and antisense sequences, andfor circularization.

[0069] Certain aspects of the invention are directed to methods, devices, and systems for

generating a sequence scaffold for a nucleic acid template, e.g., chromosome, genome, or portion

thereof. A sequence scaffold as used herein refers to a set of sequence reads that extends across at

least a portion ofa nucleic acid template. In some embodiments, such a sequence scaffold is used to

generate a consensus sequence for the nucleic acid template. In some embodiments, the nucleic acid

template is very large, e.g., at least about 100, 1000, 10,000, 100,000, or more bases or base pairs in

length. In some embodiments, the sequence scaffold andi’or consensus sequence is based on at least

1-, 2-, 5-, 10-, 20-, 50-, 100-, 200-, 500-, or lOOO-fold coverage of at least a portion ofthe nucleic

acid template. In some preferred embodiments, the portion of the nucleic acid is at least about 10%,

20%, 30%, 40%, 50%, 60%, 10%, 80%, 90%, or I00% of the entire length of the nucleic acid

template.

[0070] In certain aspects, the invention is particularly suitable for sequencing nucleic acid

templates interspersed with repetitive elements. Such repetitive elements present major logistical

and computational difficulties for assembling fragments produced by sequencing strategies,

especially those with read-lengths that are too short to encompass unique reads outside the repeat

region. For example, the human T-cell receptor locus contains a five-fold repeat of a trypsinogen

gene that is 4 kbp long and that varies 3 to 5% between copies. Therefore, a sequencing strategy

that cannot previde nucleotide sequence information that spans at least 20 kb for a single molecule

containing the locus will have difficulty providing consensus sequence for the locus. Further, Alu

repeats (~3 00 bp retrotransposons) are also problematic because they cluster and can constitute up

to 50-60% of the template sequence, with copies varying from 5-15% between each other. The

human genome contains an estimated one million Alu repeats and 200,000 LINE elements (average

length ~1000 bp), representing roughly 109-13 and 5% of the entire genome, respectively. In certain

embodiments, the present methods facilitate effi cient and accurate sequence determination for long

templates comprising such repetitive sequences, in part because the present methods do not rely

solely on sequence overlap to generate consensus sequences, but also include information related to

the expected location of the polymerase on the template nucleic acid, thereby linking a particular

sequence read to a particular location on the template nucleic acid. This greatly facilitates accurate

assembly of sequence reads to generate sequence scaffolds andr’or consensus sequences.
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[0071] Certain aspects of the invention are directed to methods, devices, and systems for

generating multiple sequence reads in an illuminated sequencing-by-incorporation reaction that are

distal from one another (i.e., noncontiguous) on a single nucleic acid template by removing the

excitation illumination during the course of the reaction, and subsequently reinitiating the excitation

illumination. Sequence reads are generated only during the periods of time when the excitation

illumination is present, resulting in a “gap” between the sequence reads from a single template

nucleic acid that corresponds to the time during which the excitation illumination was absent but the

incorporation of nascent nucleotides continued “in the dark.” As such, the number of sequence

reads generated for a given template nucleic acid is equal to the number of periods during which the

excitation illumination is present.

[0072] Certain aspects ofthe invention are directed to methods, devices, and systems for

generating multiple sequence reads from a plurality of nucleic acid templates comprising identical

nucleotide sequences. In some embodiments, the multiple sequence reads are not all from the same

region of the nucleic acid templates. In some embodiments, there is overlap between the multiple

sequence reads. In some embodiments, a single sequence read is generated from each of the

plurality of nucleic acid templates, and in other embodiments multiple noncontiguous sequence

reads are generated from each of the plurality of nucleic acid templates. In certain preferred

embodiments, the multiple noncontiguous sequence reads from each of the plurality of nucleic acid

templates together extend across the nucleic acid templates such that they can be combined to

provide a consensus sequence for the identical nucleotide sequence in the nucleic acid templates. In

some embodiments, the consensus sequence is based on at least 2-, 5-, [0-, 20-, 50-, lOO-, 200-,

500-, or lOOO-fold coverage of the identical nucleotide sequence. In some embodiments, the

identical nucleotide sequence represents at least about 10%, 20%, 30%, 40%, 50%, 60%, 70%,

80%, 90%, or 100% of the nucleic acid template.

[0073] Certain aspects of the invention are directed to methods, devices, and systems for

reducing or limiting the effects of photo-induced damage during illuminated reactions, particularly

reactions that employ fluorescent or fluorogenic reactants. The term “photo-induced damage” refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction. Without being bound to a particular theory or

mechanism of operation, some illuminated reactions are subject to photo-induced damage that can

hinder progression of the reaction, e.g., via damage to reaction components, such as enzymes,

cofactors, templates, etc. As such, the illumination of the illuminated reaction can directly or
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indirectly negatively impact progression of the reaction, and such an impact can be measured based

on various characteristics of the reaction progression, e.g., processivity, rate, fidelity, duration, etc.

The present invention provides methods for subjecting an illuminated reaction to intermittent

exposure to illumination, which reduces the amount of photo-induced damage at a given time

during the reaction, allowing the reaction to proceed firrther than it does when constantly exposed to

the illumination.

[0074] In some embodiments, the methods herein may further comprise the addition of one

or more photo-induced damage mitigating agents (e.g., triplet-state quenchers andfor free radical

quenchers) to the illuminated reaction. Such photo-damage mitigating agents are generally known

to those of skill in the art. Further discussion of photo-induced damage and related compounds,

compositions, methods, devices, and systems are also provided in US. Pub. No. 20070161017", filed

December 'I, 2006; and U.S.S.N. 61!] 16,048, filed November l9, 2008, which are incorporated by

reference herein in their entireties for all purposes.

I]. Intermittent Illumination of Analytical Reactions

[0075] Certain aspects of the invention are generally directed to improved methods for

performing illuminated analyses. The terms “illuminated analysis” and “illuminated reaction” are

used interchangeably and generally refer to an analytical reaction that is occurring while being

illuminated (eg, with excitation radiation), so as to evaluate the production, consumption, andfor

conversion of luminescent (e. g., fluorescent) reactants andfor products. As used herein, the terms

“reactant” and “reagent” are used interchangeably. As used herein, the terms “excitation

illumination" and “excitation radiation“ are used interchangeably. In certain embodiments, the

illuminated reaction is a sequencing reaction, e.g., a sequencing-by-incorporation reaction. In

certain embodiments, the illuminated reaction is designed to analyze a single molecule, e.g., by

ensuring the molecule is optically resolvable from any other molecule being analyzed andfor in the

reaction mixture. In certain embodiments, one or more components of the reaction are susceptible to

photo-induced damage directly or indirectly elicited by an excitation radiation source. In certain

preferred embodiments, an illuminated reaction is subjected to intermittent excitation radiation

during the course of the illuminated reaction. In certain preferred embodiments, a sequencing-by-

incorporation reaction is subj ected to intermittent excitation radiation during the course of a

polymerization reaction to generate a plurality of noncontiguous sequence reads from a single

nucleic acid template.
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[0076] In certain aspects. the methods herein provide benefits over methods currently used

for sequencing large template nucleic acids, such as human genomes. For example, the traditional

shotgun sequencing approach entails sequencing nucleic acid fragments and analyzing the resulting

sequence information for overlap and similarity to known sequences to construct the complete

sequence of the template nucleic acid. One disadvantage to the shotgun approach is that assembly

may be difficult ifthe template nucleic acid comprises numerous repeated sequences, and the

inability to assemble a genomic sequence in repeat regions leads to gaps in the assembled sequence.

(See, e.g., Myers, (3.; “Whole-Genome DNA Sequencing" in Computing in Science and

Engineering; Vol 1, Issue 3; pgs. 33-43; Manyun [999.) One method of resolving these gaps is to

sequence fragments large enough to span the repeat regions, but sequencing large fragments can be

difficult and time-con suming. Another approach to spanning a gap is to determine the sequence of

two ends ofa large fragment which has known spacing and orientation, and this approach is

generally termed paired end sequencing (see, e.g., Smith, M. W. et al., (1994) Nature Genetics 7:40-

47; and US. Pub. No. 2006f02926l I, filed June 6, 2006, both of which are incorporated by

reference herein in their entireties for all purposes), This method is limited by the requirement for

information about the spacing and orientation of the ends of the long fragment, andfor complex

sample preparation of the nucleic acid template. The present invention provides methods that are

tolerant of large repetitive regions and do not require prior knowledge of nucleotide sequences (e.g,

base sequences, spacing, orientation, etc.) or complex sample preparation, thereby allowing

economical, efficient, and effective de novo sequencing or resequencing oflong template nucleic

acids.

[0077] In certain aspects, the methods herein previde variOus strategies for achieving

intermittent illumination ofilluminated reactions. Essentially, at least one type of illumination (eg,

excitation illumination) is present for at least one time period (“illuminated period") and absent

during at least one other time period (“non-illuminated peri od”) during an illuminated reaction. As

described above, the term “non-illuminated" indicates a change in illumination including, but not

limited to a complete absence of illumination. For example, a non-illuminated period may also be

characterized by a different illumination source or intensity than an illuminated period, or by a

change in reaction components, e.g., detectable labels. In general, at least one type of data collected

during an illuminated period (e.g., nucleotide sequence data) is not collected during a non-

illuminated period. An absence of the illumination may be due to, e. g, inactivation of the

illumination source (eg, laser, laser diode, a light-emitting diode (LED), a ultra-violet light bulb,
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andr’or a white light source), removal of the illuminated reaction from the illumination source (or

vice versa), or may be due to blockage of the illumination from the reaction, as discussed below.

Modifications to the illumination may be due to, e.g., adjustment ofthe intensity of an illumination

source, or a substitution of one illumination wavelength andr’or frequency for another. Further,

components detectable during an illuminated period may be removed from the reaction mixture

during a non-illuminated period, eg, a fluorescently labeled nucleotide may be replaced with an

unlabeled nucleotide. Knowledge of the rate of the reaction and the time during which the

illumination is absent is used to estimate the progress of the reaction during the non-illuminated

period. For example, ifa reaction proceeds such that one molecule is incorporated into a

macromolecule per second, and the illumination is absent for 20 seconds, it can be estimated that 20

molecules were incorporated during the non-illuminated period. This information is useful during

data analysis to provide context for the reaction data collected during the illuminated period(s). For

example, in a sequencing-by-incorporation reaction the number ofbase positions separating

sequence reads generated in illuminated periods can be estimated based on the temporal length of

intervening non-illuminated periods and the known rate ofincorporation during the reaction andror

by the measured rate of incorporation during the illuminated period(s). The known rate of

incorporation can be based on various factors including, but not limited to, sequence context effects

due to the nucleotide sequence of the template nucleic acid, kinetics of the polymerase used, buffer

effects (salt concentration, pH, etc), and even data being collected from an ongoing reaction.

Further the processivity of an enzyme duringr a non-illuminated period (or other type of non-

detection period) can be manipulated or adjusted by methods known to those of skill in the an. In

partiCular, the kinetics of replication by a polymerase enzyme can be altered by changing the

chemical environment in which it operates, and such methods are further described, cg, in US.

Patent Application Nos. 12f414,191, filed March 30, 2009, 'l2r’537,130, filed August 6, 2009; and

US. Patent Application No. [unassigned], attorney docket no. 105-006301US, entitled

“Engineering Polymerases and Reaction Conditions for Modified Incorporation Properties,” filed

September 4, 2009, the disclosures of all of which are incorporated herein by reference in their

entireties for all purposes. For example, methods are provided for adjusting the enzyme activity, and

these methods find particular relevance in the instant invention when used to enhance accuracy

during detection periods, and to enhance processivity during non-detection periods. Information

regarding enzyme translocation rate and processivity is useful for positioning the sequence reads for
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a single template nucleic acid relative to one another in the construction ofa sequence scaffold

andr’or consensus sequence for the template nucleic acid.

[0078] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions. A reaction mix is prepared at step IOO. In process A shown on the left,

illumination ofthe reaction 105 is begun prior to initiation of the reaction 110, which allows

“illumination data" to be collected at initiation. (In an alternative embodiment, illumination may

commence simultaneously with initiation ofthe reaction.) “Illumination data” as used herein refers

to data collected during an illuminated period, e.g., the length of the illuminated period and

luminescent signal(s) from the reaction product. At least one non-illuminated period I [5 occurs

during the course ofthe reaction, followed by at least one additional illuminated period 120.

Multiple additional non-illuminated and illuminated periods may follow. During the illuminated

periods (105 and 120), illumination data is collected 175. During the non-illuminated period(s),

non-illumination data is collected 180. As used herein, “non-illumination data” refers to data

collected during a non-illuminated period, e.g., the length of the non-illuminated period can be

monitored. In process B shown on the right, the reaction is initiated I55 during a first non-

illuminated period 150. At least one illuminated period 160 occurs during the course of the reaction,

optionally followed by at least one additional non-illuminated period I65. Multiple additional

illuminated and non-illuminated periods may follow. As for process A, illumination data is

collected 175 during the illuminated period(s) 160, and non-illumination data is collected 180

during non-illuminated periods (155 and 165).

[0079] One benefit provided in certain embodiments of the invention is that the reaction

need not be further manipulated after initiation (aside from the control of illumination). For

example, the method can be used to analyze reaction mixtures without the need for buffer changes,

addition of further reaction components, or removal of detectable components, e.g., light-activatable

components such as fluorophores. For example, in a sequencing-by-incorporation reaction, labeled

nucleotides may be present throughout the life of the reaction, even when the reaction is not

generating nucleotide sequence data {e.g., during a non-illuminated period). This provides clear

advantages over methods that require additional handling of the reaction after initiation, which tend

to not only be expensive and time-consuming, but which also provide opportunities for

contamination of the reaction. For example, illumination can be reinitiated at any time during the

reaction at the whim of the ordinary practitioner by simply activating the illumination. In certain

preferred embodiments, the concentration of labeled nucleotides or nucleotide analogs in the
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reaction mixture is greater than the concentration of unlabeled nucleotides in the reaction mixture

throughout the course of the reactions, and may represent at least about 60%, 70%, 80%, 90%, 95%,

99%, or 100% of the total nucleotides in the reaction mixture. Methods for ensuring a high ratio of

labeled versus unlabeled nucleotides in a reaction mixture are known in the art and certain preferred

embodiments are provided in US. Patent Pub. Nos. 2006f0063264, 2006f0194232, and

2007IOI41598, which are incorporated herein by reference in their entireties for all purposes.

[0080] In embodiments in which a sequencing-by-incorporation reaction is subjected to

intermittent illumination, the sequence reads collected during the illuminated periods are arranged

in order and separated from one another by an estimated number of nucleotides incorporated into

the nascent strand during the intervening non-illuminated periods. The resulting gapped read can

then be used to assess certain characteristics of the template nucleic acid. When multiple identical

template nucleic acids are subjected to such a sequencing-by-incorporation reaction, the resulting

set of gapped reads can be combined to create a sequence scaffold andi’or a consensus sequence for

the template nucleic acid.

[008]] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andr’or a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods can be used to provide additional data during the course

of the reaction, e.g., data from illuminated or non-illuminated periods. In certain preferred

embodiments, such alternative labeling methods may comprise using labels that are incorporated

into a product of the reaction. For example, in sequencing-by-incorporation reactions that use

nucleotides comprising labeled terminal phosphates (e.g., the gamma phosphate as in dNTP, or

terminal phosphates on nucleotide analogs with a greater number of phosphate grows) to identify

the nucleotides incorporated into a nascent polynucleotide, the reaction mixture may also include

nucleotides compri sing a base-linked label. During the reaction, these “base-labeled nucleotides"

will be incorporated into the nascent strand, but unlike the terminal phosphate labels removed

during incorporation, the base-linked labels are not cleaved from the nucleotide upon incorporation

by the polymerase, resulting in a nascent strand that comprises the base-linked labels. The

concentration of such base-labeled nucleotides can be adjusted in the reaction mixture to promote

their incorporation into the nascent strand at a predictable rate, e.g., based on the known sequence

of the template or the average frequency of a given nucleotide. The presence andr'or rate of

incorporation of the base-linked labels into the nascent strand can provide a measure of the length

of the nascent strand generated (and, therefore, the distance traveled by the polymerase along the
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template nucleic acid) during the reaction by subjecting the reaction to excitation illumination that

excites the base-linked label (but preferably not the non-base-linked labels), and detecting the signal

emitted. The excitation of the base-linked labels preferably occurs as a pulse during or immediately

following a non-illuminated period, and is otherwise absent during the reaction. The strength of the

signal is indicative of how many labels are present in the nascent strand, thereby providing a

measure of the processivity of the polymerase for a given period during the ongoing reaction, e.g.

during one or more illuminated or non-illuminated periods. Since the base-linked labels remain in

the nascent strand, it is beneficial to minimize the amount of time those tluorophores are subjected

to excitation illumination to mitigate the potential of photo-induced damage to the reaction

components. As such, in preferred embodiments, the excitation illumination wavelength for the

base-labeled nucleotides is different than that of other fluorescent labels in the reaction.

[0082] This method can be modified in various ways. For example, the base-labeled

nucleotides may also comprise a terminal phosphate label so that their incorporation can be

monitored in the same manner during an illuminated period as the non-base-l abel ed nucleotides.

There may be a single type of base-labeled nucleotide in a reaction mixture, or multiple types may

be present, e. g, each type carrying a different nucleobase. The concentration of base-labeled

nucleotides in the reaction mix may be varied, although it is preferred that the ratio of base-labeled

nucleotides to non-base-labeled nucleotides be relatively low. For example, in a reaction mixture

comprising a single type of base-labeled nucleotide (e. g, base-labeled dATP), it is preferred that the

ratio of base-labeled dATP to non-base labeled dATP be less than I :8, and more preferably 1 :'| O or

less. The low concentration of base-labeled nucleotides is preferred in order to minimize sterically

induced polymerase stalling when incorporating multiple base-labeled nucleotides in a row. In some

embodiments, the optimal ratio is pro-determined using capillary electrophoresis for any specific-

base-labeled nucleotide and likely homopolymer sequence prevalence In certain preferred

embodiments, at least 50, 75, 100, 125, or 150 base-labeled nucleotides are incorporated into the

nascent strand during a single non-detection period. The base-labeled nucleotides may be present

throughout the reaction, or may be washed in during non-illuminated periods and washed out after

the pulse of excitation illumination. The reaction mixture comprising base-linked nucleotides being

washed in may also include unlabeled nucleotides for incorporation during a non-detection period.

During a subsequent illuminated period, a reaction mixture comprising terminal phosphate-labeled

nucleotides replaces the reaction mixture comprising base-linked nucleotides and unlabeled

nucleotides. This protocol is one embodiment of the methods of the invention in which a non-
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detection period is not necessarily a non-illuminated period because in this case illumination may be

present, but no incorporation of nucleotides is be detected.

[0083] Alternatively or in addition, a low concentration of a fifth terminal phosphate labeled

nucleotide can be present in the sequencing reaction, wherein the label has a different excitation

wavelength than the other labels in the reaction mixture. For example, a small proportion of one

nucleotide analog, e.g., dAoP, can be labeled with the “fifth label.” During non-detection periods

when the sequence of incorporation ofnucleotides is not being monitored, the reaction site is

illuminated by excitation radiation specific for the fifth label, and this fifth label excitation radiation

can be inactivated during the detection periods. Emissions detected upon incorporation of the

nucleotide analog comprising the fifth label are used to “clock“ the pace ofthe polymerase during

the non-detection period, e. g, based upon the known or estimated frequency of the complementary

nucleotide in the template strand. The fifth label can be chosen such that the excitation and emission

radiation are less likely or unlikely to cause photo-induced damage to reaction components, eg. by

choosing a label with along excitation wavelength (e.g., toward the red end of the visible

spectrum), a label that has a low propensity for entering into a triplet state, anda'or a label that has a

low propensity to form a radical. Since the fifth label is being excited when other labels are not,

there is no requirement for optimal spectral separation from other labels in the reaction mixture.

Further, since the fifth label is not being used for sequencing, other optimizations are also not

necessary, e.g., related to branching, accuracy, and the like. Various types of labels can be used as a

fifth label of the invention including, but not limited to, organic and non-organic dye fluorophores.

For example, latex nanoparticles or quantum dots are particularly suitable due to their lower

propensity for photo-induced damage of certain analytical reaction components. In certain preferred

embodiments, a quantum dot label has an emission spectrum within the same spectral window as

the labels that are used to identify the sequence of base inc-orporations into the nascent strand

(“sequencing label 5”) but an excitation spectrum that does not overlap those of the sequencing

labels to allow detection ofthe fifth label emissions using the same optical system as is used to

detect the sequencing label emissions.

[0084] This method can be modified in various ways. For example, more than one small

subset of a nucleotide analog can be labeled with a fifth label, and in certain embodiments, a small

sub set of each nucleotide analog present in the reaction mixture is labeled with the fifth label.

Further, there may be a plurality of additional labels present in the reaction, each of which is present

on a small subset of a single type of nucleotide analog, e.g., sixth, seventh, and eighth labels. By
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increasing the number oftypes of nucleotide analogs labeled with fifth (or sixth, seventh, eighth)

labels, their frequency of incorporation is likewise increased, which improves the translocation rate

calculation for the polymerase during the non-detection periods. Alternatively, each type of

nucleotide analog can comprise both a sequencing label that is specific for the cognate base in the

nucleotide, as well as a fifth label for clocking the polymerase. The sequencing labels are excited

and detected during the detection periods and the fifth labels are excited and detected during the

non-detecti on periods. Since every nucleotide analog is labeled with a fifth base, each incorporation

event can be counted during the non-detecti on period and the exact rate ofincorporati on can be

determined. Both the sequencing and fifth labels may be bound to the same or different linkers on

the nucleotide analogs. In certain preferred embodiments, a linker on a nucleotide analog positions

the fifth label within an illumination zone to allow excitation, but far from an enzyme (e.g.,

polymerase) to mitigate photo-induced damage related to excitation of and!or emission from the

fifth label.

[0085] In some embodiments. the fifth label is also excited by an illumination during the

detection periods. The availability of the clocking function during the detection period can be used

during sequence analysis to identify positions in the resulting sequence read where a signal was not

detected (resulting in an apparent “missing base“ in the read) and to distinguish between true

insertions and branching events in which two signals are detected for a single incorporation event.

[0086] In yet further embodiments, assembly of gapped reads into a sequence scaffold

andfor a consensus sequence for a template nucleic acid is facilitated by using “non-illuminated

periods” characterized by modified excitation illumination rather than a complete absence of

excitation illumination (which can also be termed “low-illuminated periods“). For example, in some

embodiments a lower intensity excitation illumination is used during the non-illuminated periods

that excites one or more ofthe labels that are excited during the illuminated periods. As such, unlike

various strategies described above, no fifth label is necessary. The lower intensity excitation

illumination results in emissions that are lower intensity but still intense enough to identify an

emission signal over background counts, though typically not intense enough to be used to identify

the particular label generating the emission signal. For example, if label “A” and label “B” are in a

reaction mixture, during an illuminated period the intensity of the signal emissions from each are

high enough that the artisan can distinguish from which label a particular signal originates by the

wavelength anda’or frequency of the signal. However, during a low-illuminated period the artisan

can only identify that a signal emission occurs, but is unable to distinguish the originating label
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because its particular wavelength andfor frequency cannot be accurately determined. The decrease

in excitation illumination intensity provides both a mitigation of photo-induced damage to reaction

components within the observation volume while allowing the practitioner to count the emission s,

and therefore the incorporations, during the non-illuminated period.

[0087] In other embodiments, multiple excitation illumination sources are used during an

illuminated period, and a first subset ofthese illumination sources is removed during a non-

illuminated period, while a second subset remains. The illumination sources that remain during the

non-illuminated period may be present in the same manner as during the illuminated period, or

various aspects may be altered, e.g., intensity may be reduced. For example, if labels A and B

present in a reaction mixture are excited by a first illumination source and labels C and D present in

the reaction mixture are excited by a second illumination source, removal of the first illumination

source during the non-illuminated period results in an inability to detect labels A and B, while C

and D are still detectable. Such an incomplete data set can be used to clock the progress of the

reaction during the non-illuminated period(s). Further, it can also be used in various ways to

facilitate the statistical analysis of data collected during the illuminated period(s). For example, for

nucleotide sequencing applications (as described elsewhere herein) the incomplete data set(s)

collected during non-illuminated period(s) can be used during assembly of a sequence scaffold. For

example, during d6 nova sequence assembly a collection of sequences (contigs) are generated, but

the order of the contigs relative to the template nucleic acid is not always apparent. The scaffolding

process uses extra information to determine the correct order of the conti gs. So, if only two bases

are identifiable in the non-illuminated periods, the incomplete sequence reads comprising only

incorporation of these two bases can be aligned to modified versions of the contigs assembled from

data collected during an illuminated period, but in which the two bases not detected during the non-

illuminated periods have been removed. Once the order of the contigs has been determined, the

incorporation data for the two bases not detected during the non-illuminated periods is restored and

the assembly of the contigs is complete. This method can be modified in various ways. For

example, the practitioner may choose which illumination sources to remove during the non-

illuminated periods based on various characteristics, such as their propensity to cause photo-induced

damage to one or more reaction components, the propensity of the corresponding emission signal to

cause photo-induced damage to one or more reaction components; their energy consumption, and

wear-and-tear on the source device. Further, as described elsewhere herein, rather then removing an

illumination source, reaction components that are excited by the illumination source may be
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removed from the reaction mixture during the non-illuminated period, necessarily rendering them

undetectable. For example, one or more fluorescently labeled nucleotide analogs may be replaced

with unlabeled nucleotide analogs during the non-illuminated periods.

[0088] In certain aspects. the invention provides advantages to performing intramolecular

redundant sequencing, in which a template nucleic acid is used to generate multiple copies of a

sequence read ofinterest, whether by virtue of multiple copies of the complement being present in

the template, repeated replication of the template, or a combination thereof. For example, a first

stage ofa template-dependent sequencing reaction on a single-stranded circular template can

comprise a non-illuminated period during which the template is completely replicated at least one

time to generate at least one incomplete sequence read for a sequence complementary to the

template. The first stage is followed by a second stage comprising an illuminated period during

which the template is replicated multiple times to generate multiple complete sequence reads for the

complementary sequence. The incomplete reads generated in the first stage can be used to construct

a scaffold for assembly of the complete sequence reads generated in the second stage. Further,

incomplete sequence reads can also be used to clock the progress of the reaction during the non-

illuminated periods by providing a count ofthe detectable reaction components and combining that

information with known or estimated characteristics of the template, e.g., nucleotide composition or

sequence.

[0089] The subset of signal emissions detectable in the non-illuminated periods as compared

to the number detectable in the illuminated periods is not limiting and may be chosen based upon

the non-illumination data desired by the ordinary practitioner andr’or other considerations, such as

mitigation of photo-induced damage to extend readlength. For example, to lower the likelihood of

photo-induced damage, the ordinary practitioner may choose to remove the illumination source that

is most damaging, e.g., has the highest frequency. In certain embodiments, multiple sequencing

reactions may be performed for a single amplified template, each with a different combination of

illumination sources andtor detectable components. Alternatively or additionally, multiple replicate

reactions can also be performed for one or more of the combinations of illumination sources andfor

detectable components. The combination of data from multiple different andr’or replicate reactions

performed on a single template provides myriad benefits during statistical analysis. As noted above,

data can be combined to facilitate assembly of contigs generated during illuminated periods. Data

from non-illuminated periods can also provide value in assessing the quality of the sequence reads

generated during the illuminated periods.
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[0090] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andior a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods used to provide additional data during the course of the

reaction can comprise using labels that are incorporated into an enzyme of the reaction. For

example, FRET labels can be used to label portions ofa polymerase enzyme such that the

conformational change between the open and closed states of the enzyme change the FRET value.

For example, a FRET-based system can be used to monitor the kinetics of opening and closing of

the finger subdomain of DNA polymerase, as described in Allen, et a]. (2008) Protein Science

17:401-408, incorporated herein by reference in its entirety for all purposes. In certain preferred

embodiments, a closed conformation produces a FRET signal because the donor and acceptor are

close to one another, and an open conformation silences the signal because there is no energy

transferred between the donor and acceptor. By monitoring the emission from the FRET pair, each

incorporation event can be monitored during non-detection periods, and optionally or additionally

during detection periods. In certain preferred embodiments, the FRET donor is GFP (excitation at

484 nm', emission at 510 nm), and the FRET acceptor is YFP (excitation at 512 nm', emission at 529

nm). Methods for monitoring polymerase activity using FRET labels are known in the art, e.g., in

WOXZOOWOTOSH A2, the disclosure of which is incorporated herein by reference in its entirety for

all purposes.

[0091] A given reaction may experience one or a plurality of illuminated periods or non-

illuminated periods, but preferably experiences at least two illuminated periods. For example, a

given reaction providing nucleotide sequence information from a single template nucleic acid may

have at least about 2, 3, 5, IO, 20, 50, or 100 illuminated periods with intervening non-illuminated

periods. In an embodiment employing multiple periods ofillumination andi’or non-illuminated, the

periods may be the same for both, e.g., 100 seconds “on” and 100 seconds “off.” Alternatively, the

illuminated periods may be longer or shorter than the non-illuminated periods. For example, in

certain embodiments, a non-illuminated period may be at least about 2-, 3-, 4-, 6-, 3-, [0-, 20-, or

50-fold longer than an adjacent illuminated period; or an illuminated period may be at least about 2-

, 3-, 4-, 6-, 3-, [0-, 20-, or 50-fold longer than an adjacent non-illuminated period. Further, each

illuminated period may be the same or different from each other illuminated period, and each non-

illuminated period may be the same or different from each other non-illuminated period. For

example, some embodiments generate a smaller number of long reads, and other embodiments

generate a larger number of short reads. It will be understood that the number and length of the
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illuminated and non-illuminated periods is limited only by the experimental system in use and the

data acquisition goals of the ordinary practitioner. In some embodiments, a nucleotide sequence

read generated during a single illuminated period comprises at least about 20, 30, 40, 50, 7'5, 100,

1000, 10,000, 25,000, 50,000, or 100,000 adjacent nucleotide positions. In some embodiments, a

region of a nucleic acid template processed during a non-illuminated period during a single reaction

comprises at least about 20, 30, 40, 50, 75, 100, 1000, 10,000, 25,000, 50,000, 01' 100,000 adjacent

nucleotide positions. In some embodiments, the set of nucleotide sequence reads generated during a

single sequencing reaction comprising a plurality ot‘illuminated periods comprises at least about 40,

60, 80, 100, 1000, 10,000, 25,000, 50,000, 100,000, 250,000, 500,000, or 1,000,000 nucleotide

sequence positions from a single nucleic acid template. In some embodiments, a set of nucleotide

sequence reads generated during a single sequencing reaction comprising a plurality of illuminated

periods comprises multiple reads of at least a portion of the nucleotide sequence positions from a

single nucleic acid template.

[0092] As noted above, the present invention provides methods that are tolerant of large

repetitive regions and do not require prior knowledge ot‘nucleoti de sequences (e.g., base sequences,

spacing, orientation, etc.). However, such information, if available, may also be useful to the

ordinary practitioner in determining an optimal periodicity for illuminated and non-illuminated

periods during a sequencing reaction, especially when sequencing repetitive sequences. For

example, ifa genomic region is known to contain five adjacent copies of a one kilobase nucleotide

sequence (i .e., five “repeat regions"), it would be beneficial to keep the non-illuminated periods

short enough to be able to confidently map the resulting sequence reads to the correct repeat region.

If a non-illuminated period were too long, the natural variation in translocation rate of the

polymerase would make it diffi cult to assign a sequence read to a particular repeat region,

especially those farther from the binding/initiation site of the polymerase. In a further example, if

the “copies” each had a few mutations that could be used to distinguish them from each other, it

would be beneficial to keep the illuminated periods long enough to increase the chance one of these

mutations would be included in a resulting sequence read, thereby allowing the unambiguous

assignment of the read to a particular repeat region. If the illuminated period were too short the

sequence reads from two different repeat regions could be identical, making mapping the sequence

read challenging. (Another way to mitigate these difficulties would he to incorporate pause or stop

points into the template nucleic acid, as discussed below.)
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[0093] Essentially, the practitioner may design the number of and lengths of time for each

illuminated and non-illuminated period to best suit the illuminated reactions being analyzed and the

invention is not limited in this regard. In certain embodiments, a practitioner may wish to increase

the processivity of a polymerase thereby extending the length of the template nucleic acid processed

in a sequencing reaction to be, e. g., at least 2-, 3-, 4-, 6-, 8-, 10-, or 20-fold, thereby generating

sequence data much farther away from the polymerase bindingr’initiati on site than would be

achieved under constant illumination. In certain embodiments, a practitioner ofthe instant invention

may wish to focus on data from one or more stages of an ongoing reaction, such as stages for which

more data is required for analysis. In the case of sequencing-by-synthesis, one or more particular

regions ofa template nucleic acid may need to be resequenced. Some traditional methods require

that new template nucleic acids be prepared to bring a region requiring resequencing closer to the

initiation point of the sequencing reaction, or require preparation ofmultiple new templates if

multiple regions to be resequenced. In contrast, the methods herein allow the practitioner to subject

a template identical to the previously sequenced template (e.g., from a large genomic DNA sample

preparation) to a sequencing reaction wherein illuminated periods are timed to illuminate the sample

only when the polymerase is incorporating nucleotides into the nascent strand at the one or more

particular regions requiring resequencing. This advantage substantially lowers the time and

resources required for such resequencing operations, therefore providing a significant advantage

Over traditional methods.

[0094] The instant invention contemplates various means for providing non-illuminated

periods during illuminated reactions. In some embodiments, the illumination source is turned off

during the ongoing reaction to create one or more non-illuminated periods. In some embodiments,

the illumination source remains on during the course of the reaction, but the illuminated reaction is

removed from the system for a period of time. In some embodiments, the illumination source

remains on during the course of the reaction, but the illumination is blocked to create one or more

non-illuminated periods. For example, a movable mask may be manually or mechanically

positioned between the illumination source and the illuminated reaction to block the illumination

during non-illuminated periods and removed to allow exposure to the illumination during

illuminated periods. Such a mask may also be dynamically controlled, such as a thin film transistor

display (e.g., an LCD mask). Masks for blocking illumination and manufacture thereof are well

known to those of ordinary skill in the art and need no further elaboration herein.
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[0095] One aspect of the present invention is multiplexing oflarge numbers of single-

molecule analyses. For a number of approaches, e. g., single molecule methods as described above,

it may be desirable to provide the reaction components in individually optically resolvable

configurations, such that a single reaction component or complex can be individually monitored.

Providing such individually resolvable configurations can be accomplished through a number of

mechanisms. For example, by providing a dilute solution of complexes on a substrate surface suited

for immobilization, one will be able to provide individually optically resolvable complexes. (See,

e.g., European Patent No.1105529 to Balasubramanian, et al_, the full disclosure ofwhich is

incorporated herein by reference in its entirety for all purposes.) Alternatively, one may provide a

low density activated surface to which complexes are coupled. (See, e. g, Published International

Patent Application No. W0 2007t041394, the full disclosure of which is incorporated herein by

reference in its entirety for all purposes). Such individual complexes may be provided on planar

substrates or otherwise incorporated into other structures, e_g., zero-mode waveguides or waveguide

arrays, to facilitate their observation.

[0096] In some embodiments, a plurality of illuminated reactions are carried out

simultaneously, e.g., on a solid support. In some preferred embodiments, a solid support comprises

an array of reaction sites. In preferred embodiments, the reaction sites on a solid support are

optically resolvable from each other. In further preferred embodiments, each of the reaction sites on

a solid support contains no more than a single reaction to be interrogated. For example, in a

sequen cing-by-incorporati on embodiment, each reaction site preferably has no more than one

polymerase and no more than one nucleic acid template. The reaction sites may be confinements

(e. g., optical andx’or physical confinements), each with an effective observation volume that permits

resolution of individual molecules present at a concentration that is higher than one nanomolar, or

higher than 100 nanomolar, or on the order of micromolar range. In certain preferred embodiments,

each of the individual confinements yields an effective observation volume that permits resolution

of individual molecules present at a physiologically relevant concentration, tag, at a concentration

higher than about 1 micromolar, or higher than 50 micromolar range or even higher than 100

micromolar. In addition, for purposes of discussion herein, whether a particular reagent is confined

by virtue of structural barriers to its free movement, or is chemically tethered or immobilized to a

surface ofa substrate, it will be described as being “confined.”

[0097] As used herein, a solid support may comprise any of a variety of formats, from

planar substrates, e.g., class slides or planar surfaces within a larger structure, e.g., a multi-well
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plates such as 96 well, 384 well and 1536 well plates or regularly spaced micro- or nano-porous

substrates, or such substrates may comprise more irregular porous materials, such as membranes,

aerogels, fibrous mats, or the like, or they may comprise particulate substrates, e.g., beads, spheres,

metal or semiconductor nanoparticles, or the like. The solid support may comprise an array of one

or more zero-mode waveguides or other nanoscale optical structures.

[0098] As used herein, “zero-mode waveguide” refers to an optical guide in which the

majority of incident radiation is attenuated, preferably more than 80%, more preferably more than

90%, even more preferably more than 99% of the incident radiation is attenuated. As such high

level of attenuation, no significant propagating modes of electromagnetic radiation exi st in the

guide. Consequently, the rapid decay ofincident electromagnetic radiation at the entrance of such

guide provides an extremely small observation volume effective to detect single molecules, even

when they are present at a concentration as high as in the micromolar range. The fabrication and

application of ZMWs in biochemical analysis, and methods for calling bases in sequencing-by-

incorporation methods are described, e.g., in US. Patent Nos. 7,3 'I 5,019, 6,91?,?26, 7,013,054,

7,181,122, and 1,292,742, US. Patent Pub. No. 200310114992, and US. Patent Application No.

121134,186, the full disclosures of which are incorporated herein by reference in their entirety for all

purposes.

[0099] A set of reactions (e.g., contained on a solid support) may comprise identical or

different components. For example, a single template nucleic acid may be analyzed in all reactions

in the set, or a plurality of template nucleic acids may be analyzed, each present in only one or a

subset of the set of reactions. In preferred embodiments, template nucleic acids compri sing the same

nucleotide sequence are analyzed in a plurality of reactions Sufficient to prOvide adequate redundant

nucleotide sequence data to determine a consensus sequence for the template nucleic acids. A

number of sequence reads that will provide adequate nucleotide sequence data will vary, depending,

e.g., on the quality of the template nucleic acid and other components of the reaction, but in general

coverage for a template nucleic acid or portion(s) thereof is at least about 2-, 5-, 10-, 20-, 50-, 100-,

200-, 500-, or 1000-fold coverage. Further, the numbers and lengths of illuminated and non-

illuminated periods for a given reaction in the set of reactions may be the same or different than

those for other reactions in the set. In some embodiments, a mixture of different peri odiciti es are

used for a set of reactions comprising the same template nucleic acid. This strategy can be

beneficial for providing nucleotide sequence reads from varying regions of the template sequence,

thereby increasing the likelihood of overlapping sequence reads between individual reactions. These
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overlapping sequence reads can facilitate construction of a more robust sequence scaffold than

could be constructed were the reactions all subjected to the same periodicity ofilluminated and non-

illuminated periods.

[00l00] Methods of controlling polymerase progress and!or synchronizing polymerases in

different reactions are also usefiil in analysis (eg, mapping, validation, etc.) of nucleic acid reads

farther From the initial binding site ofthe polymerase. During detection periods earlier in the

reaction (i.e., closer to the time at which the polymerase began to process the template nucleic acid,

such as during a first illuminated period), the position ofa polymerase on the template can be

estimated with generally good accuracy based on the known translocation rate of the polymerase

under a given set of reaction conditions. As the duration of the reaction increases, however, the

natural variation in polymerase translocation rate makes it more difficult to accurately determine the

exact position of the polymerase on a template using estimation based on translocation rate alone;

and through each subsequent illuminated period such estimations of polymerase position become

less accurate, making subsequent analysis and mapping of the sequence reads to the template more

difficult. Methods of regulating the position of the polymerase on the template allow more accurate

determinations the polymerase’s position. For example, causing the polymerase to pause or stop at a

given location on the template during a non-illuminated period and reinitiating the polymerization

during or immediately prior to a subsequent illuminated period provides a way to reorient the

subsequently generated read with the template sequence, allowing easier consensus sequence

determination and mapping analyses. Further, such pauserstop points can provide a means of

controlling what regions of the template are processed during the illuminated periods by restricting

where the polymerase will reinitiate on the template, thereby allowing a practioner of the instant

invention to target one or more particular regions of a template for analysis during one or more

detection periods during the course of an analytical reaction. Such methods are also useful to

synchronize a set reactions being monitored simultaneously. For example, a plurality of reactions,

each comprising a single polymerasea’template complex, may be synchronized by regulating the

initiation points of the polymerase on the template for each detection period, thereby creating a set

of sequence reads that show less spreading (i.e., less variation in the position on the template from

which the sequence reads are generated) in the later stages of the reactions than would otherwise be

observed without such regulation.

[00101] Various methods can be used to control or monitor the progress of a polymerase on a

template nucleic acid. For example, as noted above, one may employ a reaction stop or pause point
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within the template sequence, such as a reversibly bound blocking group at one location on the

template, e. g., on the single-stranded portion that was not used in priming. Reaction stop or pause

points can be engineered into a portion of the template for which the nucleotide sequence is

unknown (eg, a genomic fragment), but is preferably located within a portion for which the

nucleotide sequence is known (e.g., an adaptor or linker ligated to the genomic fragment.) For

example, certain preferred sequencing templates (eg, SMRTbellT“ templates, described elsewhere

herein) are closed, single-stranded molecules having regions of internal complementarity separated

by hairpin or stem-loop linkers, and one or both of these linkers can comprise a stop or pause point

to control the passage of the polymerase through them. In some embodiments, these regulatory

sequences or sites cause a permanent cessation of‘nascent strand synthesis, and in other

embodiments the reaction can be reinitiated, e.g., by removing a blocking moiety or adding a

missing reaction component. Various types of pause and stop points are described below and

elsewhere herein, and it will be understood that these can be used independently or in combination,

e.g., in the same template molecule.

[00102] By way of example, at a selected time following initiation of polymerization the

reaction may be subjected to a non-illuminated period. The incorporation ofa synthesis blocking

moiety coupled to the template nucleic acid at a position encountered by the polymerase during the

non-illuminated period will cause the polymerase to pause. An example of an engineered pause

point is a known sequence on the template nucleic acid where a primer sits and blocks progression

ofa polymerase that is actively synthesizing a complementary strand. The presence of the primer by

itself could introduce a pause in the polymerase sequencing or the primer could be chemically

modified to force a full stop (and synchronization of multiple polymerases in multiple reactions).

The chemical modification could be subsequently removed (for example, photo-chemically) and the

polymerase would subsequently continue along the template nucleic acid. In some embodiments,

multiple primers could be included in a reaction to introduce multiple pause or stop points along the

template nucleic acid. Other methods for inducing a reversible pause (stop) in synthesis are known

in the art and include, e. g., reversible sequestering of required cofactors (e. g., Mn“, one or more

nucleotides, etc). Once sufficient time has passed that the polymerase is paused at the blocking

group, illumination is reintroduced and the blocking group removed. This allows control of the

position on the template nucleic acid at which the polymerase will begin generating nucleotide

sequence data during the illuminated period. A variety of synthesis controlling groups may be

employed, including, e.g., large photolabile groups coupled to the template nucleic acid that inhibit
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polymerase mediated replication, strand-binding moieties that prevent processive synthesis. non-

native nucleotides included within the primer andfor the template, and the like. Such reaction

stopsi’pause points are useful in providing more certainty about the relationship of the reads to each

other. For example. since the exact position on a template nucleic acid at which each sequence read

begins would be known, the resulting reads could be better mapped relative to one another for

constmction of a sequence scaffold andror consensus sequence. Further description of these and

other methods for regulating the progress ofa polymerase on a template are provided, e.g., in

U.S.S.N. 6]!099,696, US. Patent Pub. No. 20060160] 13, and US. Patent Pub. No. 200820009007,

all of which are incorporated by reference herein in their entireties for all purposes.)

[00104] By way of example, a sequencing reaction may be initiated on a template comprising

a non-native base in the absence of the complement to the non-native base, which would not impact

the overall sequence determination of other portions of the template that are complementary to

native bases. By starving the reaction for the complement to the non-native base, one can prohibit

Synthesis, and thus, the sequencing process, until the non-native base complement is added to the

mixture. This can provide a “hot start” capability for the system andfor an internal check on the

sequencing process and progress that is configurable to not interfere with sequence analysis of the

regions ofinterest in the template. which would be complementary to only native bases. In some

embodiments, the non-native base complement in the sequence mixture is provided with a

detectably different label than the complements to the four native bases in the sequence, and the

production of incorporation-based signals associated with such labels provides an indication that the

polymerase has initiated or reinitiated. Although described as the “non-native base” it will be

appreciated that this may comprise a set of non-natural bases that can previde multiple control

elements within the template structure. In certain embodiments, two different non-native bases are

included within the template structure, but at different points, to regulate procession of the

sequencing process, e.g., allowing controlled initiation and a controlled stopi’start position later in

the sequence, e.g., prior to a subsequent illuminated period. For example, the complement to the

first non-native base can be added to initiate sequencing immediately prior to the start of a first

illuminated period. During a first non-illuminated period following the first illuminated period, the

polymerase encounters the second non-native base, e.g., at a nucleotide position near but upstream

of a nucleotide region desired to be sequenced in a second illuminated period. Sequencing would

stop until the complement to the second non-native base is added to the reaction mixture. Likewise,

multiple such non-native bases could be incorporated into the template to effectively target the
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polymerase to multiple regions oFinterest for which sequence data is desired. Further, in

applications in which multiple identical templates are being sequenced, this would allow a

resynchronization of the various sequencing reactions and the data generated therefrom.

[00l05] Methods of controlling polymerase progress in different stages of a sequencing

reaction are also useful for not only creating “condition-dependent” non-detection periods (during

which time illumination may or may not be present), but also for minimizing the amount of time

required for traversing a given length of template during a non-detection period (whether or not

illumination is present). In order to reliably detect incorporation events, non-natural reagent

conditions are typically used to limit polymerization during detection periods to approximately l-S,

or about 3 bases per second. In certain embodiments, replacement of Mg2" ions with Mn2+ ions

serves to stabilize and slow the translocation of the polymerase. When magnesium and, optionally,

native nucleotides (e.g., lacking fluorescent labels) are used, the rate of translocation andfor

processivity of the polymerase may increase up to two orders of magnitude. Use of such “rapid

translocation" conditions during the non-detection periods can provide myriad benefits, including

but not limited to a more rapid polymerization rate, an increased processivity (e. g., due to decreased

stalling and misincorporation), and an overall savings due to reduced use of expensive labeled

nucleotide analogs andfor reagents that mitigate oxidative stress.

[00106] In certain embodiments, a protocol for intermittent detection comprises alternating

reaction mixtures, where a first reaction mixture used during the detection periods is optimized for

sequence read generation, and a second reaction mixture used during the non-detecti on periods is

optimized for processivity andx’or rapid polymerization. For example, when reagents for optimal

sequence read generation are present, DNA synthesis rate is low, and there is a fluorescence signal

associated with each incorporation event. After replacing the reaction mixture optimized for

sequence read generation with the reaction mixture optimized for processivity anda’or rapid

polymerization, the polymerase rapidly advances across the template. In certain embodiments, a

flow cell is used to deliver and switch between the two (or more) reaction mixtures during the

course of the reaction.

[00107] In an exemplary embodiment, a first reaction mixture comprises fluorescently-

labeled nucleotide analogs and manganese ions that restrict polymerization to a rate appropriate for

high fidelity detection of nucleotide incorporation. The first reaction mixture can also include

additional agents for mitigation of photo-induced damage of various components of the reaction

mixture. A second reaction mixture comprises natural nucleotides and an appropriate magnesium
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ion concentration for rapid synthesis of the nascent strand complementary to the template. A first

detection period of a sequencing reaction is initiated by introduction of the first reaction mixture,

and a sequence read is generated based upon synthesis of the nascent strand during the detection

period. After a predetermined time interval a sufficient quantity of the second reaction mixture is

flowed onto the reaction site(s) until effectively all the first reaction mixture has been replaced with

the second, thereby initiating a first non-detection period. As noted above, the lack of labeled

nucleotides in the second reaction mixture alone can produce the non-detection period, since there

will be no signal emitted coincident with incorporation of the native nucleotides, but in certain

embodiments illumination may also be removed, e.g., to further mitigate photo-induced damage

during the non-detection period. At a time appropriate to initiate a second detection period, a

sufficient quantity of the first reaction mixture is flowed onto the reaction site(s) until effectively all

the first reaction mixture has been replaced with the second, and detection of incorporation event is

reinitiated. The cycle of reaction mixture exchange is repeated to generate multiple detection and

non -detecti on periods.

[00108] A flow cell for reaction mixture exchange preferably has two inputs that are gated

such that only a single reaction mixture flows into a reaction site or plurality of reaction sites, e.g.,

on a substrate. A single out-flow line may be used to remove reaction mixtures from the reaction

site(s) to a single collection vessel, or multiple collection vessels may be used, one for each type of

reaction mixture used. Further, accurate estimation of the distance a polymerase translocates during

a non-detection period is important for bioinformatics applications. This estimation is complicated

ifthe time for reaction mixture exchange is slow. As such, the flow is preferably at a sufficient rate

that the time for exchange is significantly less than the time spent in the presence of either reaction

mixture alone.

[00109] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination. In this embodiment, sixteen sequencing-by-incorporation

reactions are performed on single nucleic acid templates (each of which comprises the same

nucleotide sequence) with the timing of the illuminated and non-illuminated periods the same for all

sixteen reactions. In A, the sixteen reactions are shown disposed on sixteen reaction sites on a solid

support and are numbered for convenience. A representation of the illumination data is shown in B,

with bars extending across the graph indicative of illumination data collected during illuminated

periods for each reaction. In this illustrative example, each reaction is subjected to three illuminated

periods, each followed by a non-illuminated period, resulting in three noncontiguous sequence reads
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for each reaction, i.e., three noncontiguous reads per template molecule sequenced. The position of

the bars relative to the x-axis provides the position of the sequence read relative to the template

nucleic acid sequence, which extends from position 0 (initiation of sequencing reaction) to 11.

During the first illuminated period, the sequence reads generally overlap, but the natural variation of

polymerase translocati on rate over the set of reactions results in a “spreading” of the sequence reads

as the reaction proceeds through the second and third illuminated periods with increasing variation

in the exact position of each polymerase on the template at the beginning and end of each

illuminated period. As such, the earlier illumination data provides better redundancy

(“oversampling”) of sequence information over a relatively narrow portion of the template nucleic

acid, while the later illuminated periods provide less redundant sequencing data over a broader

region of the template nucleic acid. The timing of the non-illuminated periods between the

illuminated periods and the known or calculated rate of incorporation are used to determine

approximate spacing between the resulting sequence reads, providing context for building a

sequence scafi‘old or consensus sequence. It is important to note that although shown disposed on a

solid support in A, the data shown in B could also have been generated from reactions not disposed

on a solid support nor performed simultaneously and the methods are generally not so limited.

Further, as described above, the spreading of the sequence reads from later stages of the reactions

can be mitigated by synchronizing the reactions, e.g., by regulating the initiation points of the

polymerase on the template for each detection period, thereby creating a set of sequence reads that

provides better redundancy (i .e., more overlap in the positions on the template from which the

sequence reads are generated), especially in the later stages of the reactions.

[00110] Using templates that allow repeated sequencing (e. g, circular templates) in a single

reaction can increase the percent of a nucleic acid template for which nucleotide sequence data is

generated, thereby providing more complete data for further analysis, e.g., construction of sequence

scaffolds andfor consensus sequences for the nucleic acid template. For example, each time a

circular template is sequenced the timing of the illuminated and non-illuminated periods can be

reset to change the regions of the template for which nucleotide sequence data is generated. As

described above, the number of base positions separating sequence reads generated in illuminated

periods can be estimated based on the temporal length of intervening non-illuminated periods and

the known rate of incorporation during the reaction anda’or by the measured rate of incorporation

during the illuminated period(s). The known rate of incorporation can be based on various factors

including, but not limited to, sequence context effects due to the nucleotide sequence of the
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template nucleic acid, kinetics of the polymerase used. buffer effects (salt concentration, pH, etc),

and even data being collected from an ongoing reaction. These factors can be used to determine the

appropriate timing for the illuminated and non-illuminated periods depending on the experimental

objectives of the practitioner, whether it be maximizing length or depth of sequence coverage on a

given template nucleic acid, or optimizing sequence data collection from particular regions of

interest. Alternatively, each time a circular template is sequenced the timing of the illuminated and

non-illuminated periods can be kept the same to provide a greater-fold coverage of one or more

regions of interest in the template. Various methods for generating redundant sequence reads are

known in the art, and certain specific methods are provided in US. Patent No. 7,302,146; US.

Patent No. 7,476,503; U.S.S_N. 6U094,837, filed September 5, 2008; U.S.S.N. 6]!099,696, filed

September 24, 2008; and U.S.S.N_ 61f072, ] 60, filed March 28, 2008, all of which are incorporated

by reference herein in their entireties for all purposes. A specific embodiment is also provided in the

Exemplary Applications section herein.

[0011]] Another exemplary embodiment of an analysis ofa plurality ofilluminated reactions

using intermittent illumination comprises a first illuminated period that is initiated at different times

over the plurality of reactions. For example, the illuminated period for a first reaction may start at 0

seconds, the illuminated period for a second reaction may start at 5 seconds, the illuminated period

for a third reaction may start at 10 seconds, and so forth. Additionally or altematively, a first subset

of reactions may begin at a first time, a second subset may begin at a second time, etc. The first

illuminated period continues for a given length of time, followed by a non-illuminated period and a

subsequent second illuminated period. Optionally, a plurality of non-illuminated periods and

illuminated periods follow the first illuminated period. Staggered start times can provide staggered

data sets (cg, two or more sequence reads) for the plurality of reactions, allowing multiple different

stages of the overall reaction to be interrogated in different reactions. Preferably, the staggered data

sets overlap to an extent that allows further analysis and validation of the reaction data. For

example, a sequencing-by-incorporation reaction subjected to such an embodiment of the invention

would preferably have sufficient overlap between sequence reads from different individual reactions

to allow construction of a sequence scaffold andr’or consensus sequence for a template nucleic acid.

[00112] A mask for use with a solid support (eg, an array of confinements) can be designed

to allow illumination of one or more portions ofthe solid support while blocking illumination to

other portions of the solid support. For example, a mask may comprise one or more windows that

allow excitation illumination to pass through the mask. Such a mask may be physically moved over
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the surface of the solid support (or the solid support can be moved relative to the mask), e.g., to

selectively allow excitation illumination to reach a subset of confinements in an array. For example,

a mask that allows 10% of reaction sites to be illuminated could be used to increase the sequencing

scaffold coverage by sliding the illumination area (the area being subjected to excitation

illumination) back and forth across the solid support. The 10% of reactions would cover certain

regions of the nucleic acid template for any given time period (and therefore region of sequence in

the template). In certain embodiments, an automated mask that selectively controls the timing of

illumination of reactions on a solid support during the course ofthe reaction/acquisition may be

used rather than a mask that must be physically moved.

[00113] The timing of the illuminated and non-illuminated periods for a set of reactions on a

solid support may be the same or may vary, and may be synchronized or random. In certain

embodiments in which the excitation illumination source is turned on and off, the timing ofthe

illuminated and non-illuminated periods for the set of reactions will be identical. In other

embodiments, for example, those that comprise use ofa mask, the timing of the illuminated and

non-illuminated periods for the set of reactions can vary so that while a subset of the reactions are

illuminated, another subset of the reactions are not illuminated. Various exemplary and nonlimiting

embodiments of masks that may be used with a set of reactions on a solid substrate are provided in

Figures 3-5, as described below. In certain embodiments, the illuminatedfnon-illuminated status of

each reaction may be random across the solid support, e.g., to remove any experimental bias

potentially introduced by actively selecting which reactions to illuminate at a given time, as long as

the sequence reads being generated at the illuminated reactions and the time at which these

reactions are not illuminated are able to be assigned to a partiCular reaction. For ease of disCussion,

the action of both illuminating and collecting emission signals from a reaction ofinterest, or a

particular region on a solid support in which a reaction ofinterest is taking place, is referred to as

“interrogating” that reaction and/or that region. A region being so interrogated is termed an

“observation region."

[00114] Figure 3 provides an exemplary embodiment of analysis of a plurality of illuminated

reactions using intermittent illumination and a mask. As in Figure 2, an array of reactions on a solid

support 310 is provided containing sixteen reaction sites, numbered for convenience (A). In B, a

mask 320 is provided with a single window 330 to allow passage ofillumination to a subset of

reactions on the solid support. Window 330 is wide enough to allow illumination of at least two

columns of reaction sites on solid support 310. As in Figure 2, a representation of the illumination
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data is shown in C, with bars extending across the graph indicative ofillumination data collected For

each reaction. The position of the bars relative to the x-axis provides the position of the sequence

read relative to the template nucleic acid sequence, which extends from position 0 (initiation of

sequencing reaction) to 11. When the sequencing reaction is initiated at all positions on solid support

310, the window 330 is positioned to allow illumination to only reactions 1, 5, 9, and 13, and these

four reactions provide sequence reads 350 for the earliest stage of the reactions. The window 330 is

subsequently moved to provide an illuminated period for reactions 2, 6, 10, and I4 while still

continuing the illuminated period for reactions 1, 5, 9, and 13. The illumination data for reactions 2,

6, 10, and I4 provides sequence reads 360, which partially overlap sequence reads 350 for reactions

1, 5, 9, and 13. The window 330 is moved again to provide illuminated periods for reactions 3, 7,

l l, and 15 while still continuing the illuminated period for reactions 2, 6, 10, and 14, but removing

illumination from reactions 1, S, 9, and [3. The illumination data for 3, T, 'l 'I, and 15 results in

sequence reads 3?0, which partially overlap sequence reads 360 for reactions 2, 6, 10, and 14. A

fourth position of the mask 320 initiates an illuminated period for reactions 4, 8, '| 2, and '| 6 while

continuing illumination of reactions 3, "I, '| 'I, and IS, but ending the illuminated period For reactions

2, 6, IO, and [4. Sequence reads 380 correspond to sequence reads from reactions 4, 8, l2, and l6.

Finally, the window is moved to end the illuminated period for reactions 3, 7, l I, and [5 while

continuing the illuminated period for reactions 4, 8, 12, and 16. Repeating the above process allows

a second read to be generated from each reaction, and this second read is noncontiguous with the

first read, For example, reactions 1, 5, 9, and '| 3 correspond to reads 350 and, later in the reaction,

reads 355. The two reads generated in a single reaction do not overlap and are separated by a length

of nucleotides that was incorporated duringr the non-illuminated period between the two illuminated

periods.

[00115] The mask can optionally be passed over the substrate additional times to generate

additional reads until the reactions are complete or no longer provide reliable data, such as when the

total illumination time (computed by summing the times for the multiple illuminated periods) has

surpassed a photo-induced damage threshold period. Further, the mask may be passed back and

forth, or may pass over the solid support in only one direction, e.g., always left to right, or vice

versa.

[00116] Further, unlike the data shown in Figure 2B which has gaps in the sequence coverage

for the template nucleic acid, the strategy provided in this embodiment results in at least two-fold

coverage across the entire template nucleic acid (Figure 3C), although at a lower-fold redundancy.
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The portion of the template covered by only reads 380 and reads 355 has the least-fold redundancy,

and in some instances a gap in coverage may be present in this region due to the movement ofthe

mask 320 from the far right to the far left of the solid support 310. Of course, oversampling by

adding replicate reactions to the set of reactions. or using templates that allow repeated sequencing

(e.g., circular templates) in a single reaction can increase the coverage ofa nucleic acid template,

thereby providing more data for construction of sequence scaffolds andfor consensus sequences for

the nucleic acid template. Various methods for generating redundant sequence reads are known in

the art, and certain specific methods are provided in US. Patent No. 7,302,146; US. Patent No.

7,4?6,503; U.S.S.N. 6U094,837, filed September 5, 2008; U.S.S.N. 6Ia’099,696, filed September 24,

2008; and U.S.S.N. 61f072,160,f1]ed March 28, 2008, all of which have been previously

incorporated by reference herein. The natural variation of polymerase tran slocation rate over the set

of reactions is also apparent in this prophetic example as the spreading of the sequence reads and

decreasing overlap between reads from reactions in adjacent columns in the later stages of the

reactions as compared to the earlier stages.

[00117] Figure 4A provides an embodiment ofa mask similar to that provided in Figure 3

except that it comprises three windows allowing multiple nonadj acent columns of reaction sites to

be illuminated simultaneously. Figure 43 provides an embodiment of a mask comprising twelve

windows, each ofwhich allows illumination of a single reaction site on a solid support. The

windows are oriented in the mask to allow illumination of every other reaction in each row and

every other reaction in each column. It will be understood that these mask designs are merely

exemplary and nonlimiting embodiments as it is well within the abilities of the ordinary practitioner

to determine an appropriate mask design depending on the experimental design or the illuminated

reactions to be interrogated.

[00118] Figure 5B illustrates yet another aspect of the instant invention in which multiple

samples are analyzed on a single solid support using intermittent illumination. Four different

samples are disposed on a solid support, one in each quadrant 510, 520, 530, and 540 (A). A mask

550 is used that comprises two windows 560 that allow multiple rows of reaction sites to be

illuminated simultaneously (B). A first position of this mask over a solid support in which two

reactions in each quadrant are illuminated is demonstrated in C . A second position of the mask

allowing illumination of the previously non-illuminated reactions is demonstrated in D. The mask

may be moved back and forth as indicated by the double-arrow to provide multiple illuminated and

non-illuminated periods for each reaction containing one of the four samples.
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[00] 19] The present invention is also useful for redundant interrogation of reactions or

portions of a solid support of interest. In certain aspects, sequential interrogation of different

observation regions may be repeated a number of times, e.g., more than 2, 5, 10, 50, 100, 500, 1000,

or even more than l0,000 times. In general, this method of stepping the observation region to

another, preferably adjacent region, and repeating the interrogation process is generally referred to

as a “step and repeat” process, and may be performed by various methods, including but not limited

to moving the incident light and the solid support relative to one another and moving a mask across

the surface of the solid support, as described above. Although described as a “step and repeat”

method, in some embodiments where the observation region is moved across a substrate. that

movement is not step-wise and iterative, but instead constitutes a continuous motion, substantially

continuous motion, or stepped movement, or an iterative motion whereby each iterative step

interrogates a new region that overlaps with some portion of the previously interrogated region. In

particular, a substrate may be moved continuously relative to an optical system, whereby the

observation region moves continuously across the substrate being interrogated (in a “scan mode“).

[00120] The present invention is optionally combined with an optical system that provides

illumination andr’or collection of emitted illumination. Preferably, the optical system is operatively

coupled to the reaction sites, e.g.. on a solid support. One example ofa particularly preferred optical

system is described in U_S_SN_ 111901368, filed August 11, 2005, and incorporated herein by

reference in its entirety for all purposes. Optical systems are described further below.

[0012]] In some embodiments, one or both of the solid support and optical system are moved

during interrogation. For example, a solid support being interrogated may be held stationary while

the optical System is mOved, or the solid support may be mOved relative to a stationary optical

system. Such movement may be accomplished using any of a variety of manipulation hardware or

robotic set-ups, e.g_, a stepperr’feeder apparatus, and are well known in high performance printing

technologies and in the semiconductor industry. For example, robotic systems may be used to pick

up and re-orient a given solid support in order to interrogate different regions of the solid support,

or make a previously unaccessible region (e. g., blocked by clips, support structure, or the like) of

the solid support accessible. Such robotic systems are generally available from, e.g., Beckman, Inc,

Tecan, Inc, Caliper Life Sciences, and the like.

[00122] In addition to the foregoing, it will be appreciated that the reagents in a given

reaction of interest, including those reagents for which photo-induced damage is being mitigated in

accordance with the invention, may be provided in any of a variety of different configurations. For
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example, they may be provided free in solution, or complexed with other materials, e.g., other

reagents and/or solid supports. Likewise, such reagents may be provided coupled to beads,

particles, nanocrystals or other nanoparticles, or they may be tethered to larger solid supports, such

as matrices or planar surfaces. These reagents may be further coupled or complexed together with

other reagents, or as separate reagent populations or even as individual molecules, e.g., that are

detectably resolvable from other molecules within the reaction space. As noted above, whether a

particular reagent is confined by virtue of structural barriers to its free movement or is chemically

tethered or immobilized to a surface ofa substrate, it will be described as being “confined." Further

examples of such confined reagents include surface immobilized or localized reagents, e.g., surface

immobilized or associated enzymes, antibodies, etc. that are interrogated upon the surface, e.g.,

through fluorescence scanning microscopy or scanning confocal microscopy, total internal

reflection microscopy or fluorometry, microscopy utilizing evanescent waves (see, e.g., US. Patent

Publication Nos. 20080128627, filed August 3 l , 2007; 2008015228], filed October 3 l, 2007; and

200801552280, filed October 3 I, 2007, all of which are incorporated by reference in their entireties

for all purposes), surface imaging, or the like. For example, in some preferred embodiments, one or

more reagents in an assay system are confined within an optical confinement. Such an optical

confinement may be an internal reflection confinement (IRC) or an external reflection confinement

(ERC), a zero-mode waveguide, or an alternative optical structure, such as one comprising porous

film with reflective index media or a confinement using index matching solids. More detailed

descriptions of various types of optical confinements are provided, e. g, in International Application

Publication No. “IO/20061083751, incorporated herein by reference in its entirety for all purposes.

[00123] The invention is generally applicable to any of a variety of optical assays that require

substantial illumination andy’or photoactivated conversion or excitation of chemical groups, e.g,

fluorophores. For example, the compositions and methods provided herein may be used with

fluorescence microscopy, optical traps and tweezers, spectrophotometry, fluorescence correlation

spectroscopy, confocal microscopy, near-field optical methods, fluorescence resonance energy

transfer (FRET), structured illumination microscopy, total internal reflection fluorescence

microscopy (TIRF), etc. The methods provided herein may be particularly useful in assays that are

negatively impacted, directly or indirectly, by prolonged exposure to illumination. Of particular

interest are those assays that are impaired by the generation andfor accumulation of triplet-state

forms or free radicals during illumination.

52

Oxford, Exh. 1013, p. 57



Oxford, Exh. 1013, p. 58

PBI DOCKET NO: til-00 7706113

[00l24] One particularly apt example of analyses that benefit from the invention are single-

molecule biological analyses, including, inter alia, single molecule nucleic acid sequencing

analyses, single molecule enzyme analyses, hybridization assays (e.g., antibody assays), nucleic

acid hybridization assays, and the like, where the reagents of primary import are subjected to

prolonged illumination with relatively concentrated light sources (e.g., lasers and other concentrated

light sources, such as mercury, xenon, halogen, or other lamps) in an environment where

photoconversionfexcitation is occurring with its associated generation of products. In certain

embodiments, the methods, compositions, and systems are used in nucleic acid sequencing

processes that rely on detection of fluorescent or fluorogenic reagents. Examples of such

sequencing technologies include, for example, SMRTTM nucleic acid sequencing (described in, e.g.,

US. Patent Nos. 6,399,335, 6,056,661, 7,052,847, 7,033,764, 7,056,676, 7,361,466, 7,416,844, the

full disclosures of which are incorporated herein by reference in their entirety for all purposes), non-

real-time, or “one base at a time“ sequencing methods available from, e.g., Illumina, Inc. (San

Diego, CA), Helicos BioSciences (Cambridge, MA), Clonal Single Molecule ArrayTM, and

SOLiDTM sequencing. (See, e.g., Harris, et al. (2008) Science 320 (5872):]06-9, incorporated by

reference herein in its entirety for all purposes.) Such prolonged illumination can negatively impact

(e.g., by introducing photo-induced damage) these reagents and diminish their effectiveness in the

desired reaction.

Ill. Prevention of Photo-induced Damage

[00125] The methods provided herein are particularly useful in analyses that utilize very

limited concentrations of reactants, Such as single molecule detectionfrnonitoring assays. As will be

appreciated, in such reagent limited analyses, any loss, degradation, or depletion of a critical reagent

will dramatically impact the analysis by further limiting the reagent, which not only can adversely

effect the detectable signal, but may also directly impact the reaction being monitored, e. g, by

changing its rate, duration, or product(s). For example, photo-induced damage can include a

photoinduced change in a given reagent that reduces the reactivity of that reagent in the reaction,

e. g, photobleaching of a fluorescent molecule, which diminishes or removes its ability to act as a

signaling molecule. Also included in the term photo-induced damage are other changes that reduce

a reactant’s usefulness in a reaction, e.g., by making the reagent less specific in its activity in the

reaction. Likewise, photo-induced damage includes undesired changes in a reagent that are caused

by interaction of that reagent with a product of another photoinduced reaction, e.g., the generation
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of singlet oxygen during a fluorescence excitation event, which singlet oxygen may damage organic

or other reagents, e.g., proteins. Photo-induced damage also includes downstream effects of damage

to reactants, such as irreversible interactions between damaged reactants and other critical

components of the reaction, e.g., reactive proteins or enzymes. For example, damage to an enzyme

that catalyzes a reaction being monitored may cause a reduction in the rate of the reaction, in some

cases stopping it altogether, or may reduce the duration or fidelity of the reaction.

[00126] As suggested by the foregoing, photo-induced damage generally refers to an

alteration in a given reagent, reactant, or the like, that causes such reagent to have altered

functionality in a desired reaction, e.g., reduced activity, reduced specificity, or a reduced ability to

be acted upon, converted, or modified, by another molecule, that results from, either directly or

indirectly, a photo-induced reaction, e.g., a photo-induced reaction creates a reactant that interacts

with and causes damage to one or more other reactants. Typically, such photoreacti on directly

impacts either the reactant ofinterest, e.g., direct photo-induced damage, or impacts 3 reactant

within one, two or three reactive steps of such reactant ofinterest. Further, such photoreaction can

directly impact the reaction ofinterest, e.g., causing a change in rate, duration, processivity, or

fidelity ofthe reaction.

[00127] The amount of time an illuminated analysis may be carried out before photo-induced

damage so substantially impacts the reactants to render the analysis non-useful is referred to as the

“photo-induced damage threshold period.” A photo-induced damage threshold period is assay-

dependent, and is affected by various factors, including but not limited to characteristics of enzymes

in the assay (eg, susceptibility to photo-induced damage and the effect of such damage on enzyme

activityr'processivity), characteristics of the radiation s0urce (eg, wavelength, intensity),

characteristics of the signal-generating molecule (cg, type of emission, susceptibility to photo-

induced damage, propensity to enter triplet state, and the effect of such damage on the

brightnessfduration of the signal), similar characteristics of other components of the assay. It can

also depend on various components of the assay system, e.g_, signal transmission and detection, data

collection and analysis procedures, etc. It is well within the abilities of the ordinary practitioner to

determine an acceptable photo-induced damage threshold period for a given assay, e. g, by

monitoring the signal decay for the assay in the presence of a photodamaging agent and identifying

a period for which the signal is a reliable measure for the assay. In terms of the invention, the photo-

induced damage threshold period is that period of illuminated analysis during which such photo-

induced damage occurs so as to reduce the rate or processivity of the subject reaction by at least
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10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%. or 90% over the same reaction in the absence of such

illumination. It is an object of the invention to increase the photo-induced damage threshold period,

thereby increasing the amount of time reactions can proceed toward completion with minimal

damage to the reactants, thereby lengthening the time in which the detectable signal is an accurate

measure of reaction progression.

[00128] In some contexts, a “photo-induced damaged” reaction may be subject to spurious

activity, and thus be more active than desired. In such cases, it will be appreciated that the photo-

induced damage threshold period of interest would be characterized by that period of illuminated

analysis during which such spurious activity, e.g., as measured by an increase in reaction rate, or an

increase in non-specific reaction rate, is no more than 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%,

or 90% over a non-illuminated reaction. In one non-limiting example, where a nucleic acid

polymerase, by virtue of a photodamaging event, begins to incorrectly incorporate nucleotides

during template directed synthesis, such activity would impact the photo-induced damage threshold

period as set forth above. In this case. the methods, devices, and systems of the invention would

increase the photo-induced damage threshold period, thus increasing the amount of time the

reaction could proceed before the above-described spurious activity occurred.

[00129] With reference to nucleic acid analyses, it has been observed that in template-

directed synthesis of nucleic acids using fluorescent nucleotide analogs as a substrate, prolonged

illumination can result in a substantial degradation in the ability of the polymerase to synthesize the

nascent strand of DNA, as described previously, e.g., in US. Published Patent Application No.

20070161017, incorporated by reference herein in its entirety for all purposes. Damage to

polymerase enzymes, template sequences, andfor primer sequences can significantly hinder the

ability of the polymerase to process longer strands of nucleic acids. For example, reduction in the

processivity of a polymerase leads to a reduction in read lengths for sequencing processes that

identify sequence constituents based upon their incorporation into the nascent strand. As is

appreciated in the art of genetic analysis, the length of contiguous reads of sequence directly

impacts the ability to assemble genomic information from segments of genomic DNA. Such a

reduction in the activity of an enzyme can have significant effects on many different kinds of

reactions in addition to sequencing reactions, such as 1i gations, cleavages, digestions,

phosphorylations, etc.

[00130] Without being bound to a particular theory or mechanism of operation, it is believed

that at least one cause of photo-induced damage to enzyme activity, particularly in the presence of
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fluorescent reagents, results from the direct interaction of the enzyme with photo-induced damaged

fluorescent reagents. Further, it is believed that this photo-induced damage of the fluorescent

reagents (and possibly additional damage to the enzyme) is at least partially mediated by reactive

intermediates (e.g., reactive oxygen species) that are generated during the relaxation of triplet-state

fluorophores. One or both ofthe photo-induced damaged fluorescent reagents andfor reactive

intermediates may be included in the overall detrimental effects of photo-induced damage.

[00131] In certain aspects, the invention is directed to methods, devices, and systems that

reduce the amount of photo-induced damage to one or more reactants during an illuminated

reaction, e.g., thereby improving the reaction, e.g., by increasing the processivity, rate, fidelity,

processivity, or duration ofthe reaction. In particular, methods are provided that yield a reduction

in the level of photo-induced damage andfor an increase in the photo-induced damage threshold

period as compared to such reactions in the absence of such methods, devices, and systems. In

particular embodiments, such methods comprise subjecting an illuminated reaction to periods of

non-illuminated during the course of the reaction, as described above, or by temporarily removing

components of the reaction mixture that are believed to cause such damage, as described below.

[00132] As generally referred to herein, limited quantity reagents or reactants may be present

in solution, but at very limited concentrations, e.g., less than 200 nM, in some cases less than I0 nM

and in still other cases, less than 10 pM. In preferred aspects, however, such limited quantity

reagents or reactants refer to reactants that are immobilized or otherwise confined within a given

area or reaction site (e.g., a zero-mode waveguide), so as to provide limited quantity of reagents in

that given area, and in certain cases, provide small numbers of molecules of such reagents within

that given area, e.g., from 1 to 1000 individual moleCules, preferably between 1 and 10 moleCules.

As will be appreciated, photo-induced damage of immobilized reactants in a given area will have a

substantial impact on the reactivity of that area, as other, non-damaged reactants are not free to

diffuse into and mask the effects of such damage. Examples of immobilized reactants include

surface-immobilized or -localized reagents, e.g., surface-immobilized or -associated enzymes,

antibodies, etc. that are interrogated upon the surface, e.g., through fluorescence scanning

microscopy or scanning confocal microscopy, total internal reflectance microscopy or fluorometry,

microscopy utilizing evanescent waves (see, e.g., US. Patent Publication Nos. 20080128627, filed

August 31, 2007', 20080152281, filed October 31, 2007', and 200801552280, filed October 31,

200?, all of which are incorporated by reference in their entireties for all purposes}, surface
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imaging, or the like. Various types of solid supports upon which one or more reactants can be

immobilized are described above.

[00133] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is interrogated for one or more illuminated periods that cumulatively are

less than a photo-induced damage threshold period, as set forth elsewhere herein. Such interrogation

may occur coincident with or independent of interrogation of additional observation regions on a

solid support containing the first observation region. In accordance with the present invention, the

observation region typically includes confined reagents (eg, enzymes, substrates, etc.) that are

susceptible to photo-induced damage, and may include an area of a planar or other solid support

upon which confined reagents are immobilized. Altematively or additionally, the observation

region may include a physical confinement that constrains the reagents that are susceptible to photo-

induced damage, including, e.g., microwells, nanowells, planar surfaces that include hydrophobic

barriers to confine reagents.

[00134] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is intermittently interrogated under constant illumination by virtue of

intermittent presence of detectable components of the reaction, wherein the presence of such

detectable components has the potential to directly or indirectly cause photo-induced damage to one

or more other reaction components. For example, a buffer comprising detectable components of a

reaction can be temporarily replaced with a buffer comprising non-detectable versions of the same

components of the reaction, thereby interrupting data acquisition for the reaction. When data

acquisition is to be recommenced, the buffer comprising detectable component is substituted for the

buffer comprising non-detectable components. This substitution of reaction components may be

repeated multiple times to generate multiple sets of data collected at noncontiguous stages of the

reaction. For example, such a substitution can occur at least about 2, 4, 6, 8, or 10 times during the

course of the reaction.

[00135] In certain preferred embodiments, the detectable components are fluorescently-

labeled components that can be damaged by exposure to excitation illumination, and can further

cause damage to other reaction components, as described above. For example, a sequencing-by-

incorporation reaction can be initiated in the presence of fluorescently-labeled nucleotides whose

incorporation is indicative of the nucleotide sequence of the nascent strand synthesized by a

polymerase, and by complementarity, of the template nucleic acid molecule. At a selected time

point during the ongoing reaction, the labeled nucleotides can be removed and replaced with
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unlabeled nucleotides, for example, by buffer exchange. After a period of time during which data

acquisition has been interrupted by the absence of signal from the ongoing reaction, the labeled

nucleotides can be reintroduced to reinitiate data acquisition. The labeled nucleotides may be

removed and reintroduced multiple times and for various lengths of time, as preferred by the

ordinary practitioner. In this way, multiple noncontiguous sequence reads can be generated from a

single nucleic acid molecule in real time.

[00136] The methods herein slow the accumulation of photo-induced damage to one or more

reagents, and may therefore indirectly mitigate the impact of photo-induced damage in an ongoing

reaction of interest. By way of example, methods that reduce exposure of a critical enzyme

component to illumination radiation (eg, by subjecting the reaction to periods ofnon-illumination

or by temporarily removing a component of the reaction responsible for such damage) do not

necessarily prevent the photo-induced damage to the enzyme component, but rather extend the

photo-induced damage threshold period by slowing the accumulation of photo-induced damage in

the reaction mixture. Measurements of reduction of photo-induced dam age as a result of

implementation of intermittent illumination may be characterized as providing a reduction in the

level of photo-induced damage as compared to a reaction subjected to constant illumination.

Likewise, measurements of reduction of photo-induced damage as a result of temporary removal of

reaction components responsible for such damage may be characterized as providing a reduction in

the level of photo-induced damage as compared to a reaction in which such components are present

throughout. Further, characterization of a reduction in photo-induced damage generally utilizes a

comparison of reaction rates, durations, or fidelities, processivities, e.g., of enzyme activity, andfor

a comparison of the photo-induced damage threshold period, between a reaction mixture Subjected

to such the methods andfor systems of the invention and a reaction mixture not so subjected.

[00137] In the case of the present invention, implementation of the methods, devices, and

systems of the invention generally results in a reduction of photo-induced damage of one or more

reactants in a given reaction, as measured in terms of “prevented loss of reactivity” in the system.

Using methods known in the art, the amount of prevented loss of activity can at least 10%,

preferably greater than 20%, 30%, or 40%, and more preferably at least 50% reduction in loss of

reactivity or increase in processivity, and in many cases greater than a 909:5 and up to and greater

than 99% reduction in loss of reactivity or increase in processivity. By way of illustration, and

purely for the purpose of example, when referring to reduction in photo-induced damage as a

measure of enzyme activity in the presence and absence of intermittent illumination, if a reaction
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included a reaction mixture having 100 units of enzyme activity that would, under constant

illumination, yield a reaction mixture having only 50 units of activity, then a 10% reduction in

photo-induced damage would yield a final reaction mixture of 55 units (e.g., 10% of the 50 units

otherwise lost, would no longer be lost). Further, use of the invention is expected to increase the

performance (e.g., processivity, duration, fidelity, rate, etc.) ofa reaction whose performance is

negatively impacted by constant exposure to illumination by at least about 2-, 5-, 10-, 20-, 30-, 50-,

80-, 100-, 500-, or lOOO-fold over that achieved by the reaction under constant illumination. For

example, it is a specific object of the instant invention to increase the processivity ofa polymerase

enzyme in a sequencing reaction to allow collection of data across a longer length of the template.

[00133] With regards to sequencing applications, the methods herein facilitate the scaffolding

ofnucleic acid sequences in reactions susceptible to photo-induced damage. For example, if the

sequencing device has 1000 base pair average readlength under constant illumination, one could

subject the reaction to illuminated periods timed to allow approximately 100 nucleotides to be

incorporated into the nascent strand of read, followed by non-illuminated periods timed to allow

approximately 'I 000 nucleotides to be incorporated “in the dark,” The sequence reads resulting from

this experimental design would comprise about ten sequence reads of about 100 nucleotides each

separated by gaps of about '| 000 nucleotides each, If a plurality of sequencing reactions were

carried out in this manner, and the illuminated periods were staggered appropriately, the reads from

the plurality of reactions could be combined to provide nucleotide sequence data for the entire

template nucleic acid. This w0uld potentially allow sequence scaffolds to be built much more easily

than can be done with short-read systems, enabling structural analysis of previously impossible-to-

sequence sections of highly repetitive DNA, given the sequencing system is capable of long reads in

the absence of photodamage.

IV. Software and Algorithm Implementations

[00139] The methods herein may operate with numerous methods for sequence alignment

including those generated by various types of known multiple sequence alignment (MSA)

algorithms. For example, the sequence alignment may comprise one or more MSA algorithm-

derived alignments that align each read using a reference sequence. In some embodiments in which

a reference sequence is known for the region containing the target sequence, the reference sequence

can be used to produce an MSA using a variant of the center-star algorithm. Alternatively, the

sequence alignment may comprise one or more MSA algorithm-derived alignments that align each
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read relative to every other read without using a reference sequence (“dc Hovo assembly routines”),

e.g., PHRAP, CAP, ClustalW, T-Coffee, AMOS make-consensus, or other dynamic programming

MSAs. Depending on the sequence-generating methods used, the determination of sequence

alignment may also involve analysis of read quality (e. g., using TraceTunerT”, Phred, etc), signal

intensity, peak data (e.g., height, width, proximity to neighboring peak(s), etc), information

indicative of the orientation ofthe read (e.g., 5’—>3' designations), clear range identifiers indicative

of the usable range of calls in the sequence, and the like. Additional algorithms and systems for

sequence alignment are well know to those of skill in the art, and are described further, e.g., in G.

A. Churchill, M. S. Waterman (1992) “The Accuracy of DNA Sequences: Estimating Sequence

Quality,” Germmim 14: 89-98; M. Stephens, et al. (2006) “Automating sequence-based detection

and genotyping of SNPs from diploid samples,” Nat. Genet, 33: 375-381; J. Hein (1989) Mo]. Brat.

Evol, 61649-668;U.S.S.N. 'I2r’l34,186, filed June 5, 2008', and U.S.S.N. 612’] I6,439, filed

November 20, 2008.

[00140] A standard sequence alignment problem in the context of DNA sequencing is to

align the sequence of a relatively short Fragment (<12 kilobases) to a large target sequence. The

assumption is made that this fragment represents a contiguous portion of DNA to be mapped to a

single location on the reference sequence. (A “contiguous portion” to be mapped to a single

location may contain small insertions andfor deletions and still be considered contiguous in this

context.) With the further development of nucleic acid sequencing technologies (e,g., from Illumina,

Inc. (San Diego, CA), Helicos BioSciences (Cambridge, MA), and Applied Biosystems, Inc. (Foster

City, CA)) and mate-pair sequencing protocols (see, e.g., US. Patent Pub. No. 20050292611 At,

which is incorporated by reference herein in its entirety for all purposes), the alignment problem has

been extended to align two fragments coming from the same read to the reference sequence using

some knowledge of the expected mate-pair configuration (distance and orientation).

[00141] With regards to mate-paired reads, mapping two fragments with a distance constraint

and orientation constraint has been treated by various short-read mapping algorithms, e.g., SOAP

(Li, et a]. (2008) Bioinfonnatics, 24, 713-714); SOAPdenovo, and Maq, a set of programs that map

andfor assemble fixed-length Solexar’SOLiD reads (SourceForge, Inc.) While these algorithms can

handle simple cases of mate-pair alignment, which generally treat the specific problem of only two

reads coming from a mate-pai red sequence and use the distance constraint as a hard filter (i.e., if

two reads are within at bp of each other and in the correct orientations, report them as a mate-pair

hit), the methods provided herein are more general and can handle much more complex data sets,
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including those with multiple reads, those for which a reference sequence is or is not present,

potential non-template sequence (e.g., adapter regions or linker portions described below), and

complex distance and orientation constraints. Other programs are also available that attempt to

generalize on top of the mapping and aligning performed by the programs described above. These

include, e. g., Breakdancer, variationhunter, GASV, etc, which can handle more complex mappings,

e.g., by clustering.

[00142] Real-time single molecule sequencing presents opportunities for obtaining much

more complex sequence fragments from a single DNA sequencing read. Two examples are the

reading of multiple discontiguous sequence fragments from a single long stretch of DNA using a

pulsed or intermittent detection system (e. g, intermittent illumination) as described herein and the

contiguous reading of forward, reverse and adapter fragments from a circular templates

(SMRTbellTM templates; see e.g., U.S.S.N. 61f099,696, filed September 24, 2008; US. Patent

Application No. 12883355, filed March 27, 2009 and US. Patent Application No. 12M] 3,258,

filed March 27, 2009, all of which are incorporated by reference herein in their entireties for all

purposes). Further, methods for sequencing template nucleic acids comprising modifications,

including detecting kinetic signatures of such modifications during single-molecule sequencing

reactions, are provided in US. Patent Application Nos. 61/201,551, filed December '| 1, 2008;

611’180350, filed May 21, 2009; and 12(945361 filed November '12, 2010; and US. Patent

Publication No. 2010(0221716, the disclosures of which are incorporated herein by reference in

their entireties for all purposes.

[00143] Certain aspects ofthe invention provide methods for optimally aligning such

sequences to a reference sequence using knowledge of the molecular configuration andr’or

sequencing protocol used to generate the related sequence reads. In particular, methods are provided

to address the general problem of mapping multiple fragments to a reference sequence with variable

distance and orientation constraints.

[00144] Beginning with raw sequence data generated by a nucleic acid sequencing instrument

(step 1), the sequence data is mapped to a target sequence (step 2) using a local alignment method

which produces sub-optimal local alignments as well as the optimal alignment, for example, the

Smith-Waterman algorithm. Another, more flexible example of a local alignment method is a

chaining method using a method for aligning very short fragments to the target sequence (e.g.,

kmer-indexing, suffix trees, suffix arrays, etc.) and chaining the resulting hits back into longer

chains of significant matches (see, eg. D. Gusfield, Algorithms on Strings, Trees, and Sequences,
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Cambridge University Press: Cambridge. UK, l997, which is incorporated by reference herein in its

entirety for all purposes). The chains do not necessarily need to be refi ned by dynamic

programming in order to be useful for the following algorithm, permitting a very fast algorithm. In

certain embodiments, dynamic-programming refinement of the chain might improve the power

(area under the ROC curve) of the algorithm.

[00145] The target sequence consists of the potential hypotheses for the molecular template

in question. In the example of nucleic acid sequencing methods using iterative illumination for

sequencing a shotgun fragment from a linear DNA sequence, the potential hypotheses are both

orientations of the genome (since we do not know the original orientation of the fragment). In the

example of sequencing ofa SMRTbelITM template (e.g., see Example 1 herein), the hypotheses

include both orientations of the genome and known adapter sequences. The parameters determining

how many hits are reported for each local fragment can be varied to change the specificity and

sensitivity ofthis algorithm. Figure 6 shows what these hits might look like for a SMRTbellTM

template (represented as paths in the sequence alignment matrix, which is often called the dynamic-

programming matrix, although it isn’t necessary to use dynamic programming to find these paths).

[00146] After the potential local alignments have been enumerated, a weighted directed

graph is constructed with each local alignment represented as a node in the graph (step 3). The

edges are drawn between nodes if they represent a potential reconstruction of the original molecular

template using knowledge of the expected molecular configuration. The directed connection of an

alignment path A to an alignment path 3 is interpreted as “The target sequence represented by B

could follow the target sequence represented by A in the original molecule." For example, if a linear

single-stranded DNA moleCule is being sequenced by a method that uses iterative illumination, then

fragments from opposite orientations would not be expected to be connected (unless the linear

single-stranded DNA molecule also included oppositely oriented sequences, e.g., as in the case of a

linearized SMRTbellTM template.) In general, fragments that represent the same stretch of the

sequencing read but that align to different regions on the target sequence would not be connected.

Aside from these examples, the rules for connecting nodes should be fairly loose to permit

exploration of weak possibilities that gain significance when all the evidence (eg. all the sequence

reads) are considered. The assignment of edge weights handles the proper weighting of the

likelihood of these edges, and the speed of the algorithm can be tuned by optimizing the pruning of

highly unlikely edges. As usual this represents a tradeoff between speed and sensitivity.
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[00147] Weights are assigned to connections (A —)B) in the graph representing the log-

likelihood that target fragment A is followed by target fragment 3 in the original molecule.

w(A —> a) = —log1-’(B|A)

The conditional probability I’f’B A) encodes the knowledge of the possible molecular configurations

and the alignment significance of B.

PlfilA) = .ftfilglA.—8)

wherefis a measure of alignment significance (either theoretical or empirically obtained) and g

encodes the physical constraints representing the allowed molecular configurations.

[00148] For example, in the context of sequencing using iterative illumination the following

may be known: the time between the end of one fragment and the beginning of the next fragment is

200 seconds. If the polymerase incorporates bases with an average rate of 4bpfsec with a standard

deviation of 1bpr’sec, it can be hypothesized that the probability of target fragment 2 following

target fragment 1 is determined by the distance between these fragments on the target and a normal

probability:

1 a
A,b’ =—ex — d—BOO {’2 200 'gt ) 2,000) p[( )( )]

[00149] In a SMRTbellTM template example, knowledge of the expected insert size and the

observed distance and orientation between fragments would be used to weight the likelihood that

these two fragments could come from a correctly generated SMRTbellTM template. This weight

could include the expected rate of the polymerase as well and rules for the orientation of fragments

with respect to each other and their distance apart in the original read. For example, while it may be

expected that two forward fragments mapping to the same region in the target genome potentially

come from multiple passes around a SlViRTbellTM template molecule, those fragments would not be

expected to be immediately adjacent in sequencing time. The weighting function would account for

the proper amount of expected time between such fragments (i.e. the elapsed time would be

expected to be long enough to include two adapter sequences and a reverse sequence).

[00150] In general, the weighting function could be arbitrarily complex and tuned to

empirically observed relationships between sequencing fragments given the available knowledge

(distance between fragments on the target sequence, sequencing time between fragments, expected

length ofthe template, etc). For example, the empirical probability distributions might be observed

to exhibit longer tails than a Gaussian probability model might predict. The use ofa conditional log-
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likelihood for the assignment of edge weights is motivated by the following logic. In a graph of

possible local alignments it is desirable to find a highly likely path that best explains the observed

data. Consider a path through three nodes A, B, and C, with I’KABC) being the probability that ABC

is the correct assignment:

11/180): P((“ AB)P(B|A)P(A)

x P(C|B)P(BlA)P(Al

where the last approximation isjustified by the observation that the constraints between allowable

 

assignments to the target sequence are typically local in nature. Generalizing this formula for a path

at, ,av and taking the negative logarithm of both sides gives

atr )— logP(ol) 

.\-'—l

— log P(ol .. 11,“): —2 log Phat,li'=l

[00151] It is apparent that the edge weights are additive if we use log-likelihood and we can

use standard shortest-path algorithms for directed graphs to find the optimal path. A hypothetical

directed graph is illustrated in Figure 7. This graph corresponds to the situation depicted by the

alignments pictured above. Heavier lines correspond to more likely paths with the optimal path

shown in blue. Dashed lines represent forbidden transitions. Not all paths are considered in the

illustration to avoid clutter in the presentation. The general formula listed above includes a “one-

body” term P{arj for the starting node in each path that weights the probability that this initial

alignment is correct. To accommodate this probability in a path-finding algorithm we add a

pseudo-source s to the graph which connects to every possible node (not shown in the graph above).

The edge weight connecting the pseudo-source with a node a; is —log Plies). This allows the use of a

conventional single-source shortest-path algorithm starting from the pseudo-source. The desired

probability PM) can come from a measure of alignment significance (theoretical or empirically

determined) or could be set uniformly across all alignments to allow the path logic to determine the

best path assignment, independent of the relative value of the starting points. It is anticipated that a

threshold will be required here to only allow edges between the pseudo-source and nodes for highly

likely alignments; otherwise the shortest path algorithm in the next step will not give the desired

path.

[00152] After construction of the weighted directed graph, the shortest path to each node is

determined (step 4). The graph is directed and acyclic (DAG) so we can use the standard shortest-

path DAG algorithm (see T.H. Cormen, CE Leiserson, RL Rivest, Introduction to Algorithms, MIT

Press: Cambridge, Massachusetts, 1990). This algorithm scales as O(V+E) and should be very
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quick for these graphs. After the shortest path to each node is determined, the paths need to be

ranked to declare the best assignment. It is suggested that the best metric would be a measure which

rewards paths that explain more of the sequenced read (longer paths} with high likelihood. One such

metric would be the normalized negative log-likelihood: dividing the total weight ofthe path by the

number of bases in the sequenced read explained by this path. For more complicated graphs or

edge-weight assignments, Dijkstra’s algorithm, the Bellman-Ford algorithm, or the A* algorithm

could be applied. Other algorithms that may also be used include, but are not limited to the Floyd-

Warshall algorithm.

[00153] For noisy sequence data it is likely that the local alignments found in step 2 will

occasionally overlap with each other in the sequenced read even though it is physically impossible

for such overlaps to occur in a perfect system (unless there has been a rearrangement relative to the

reference genome). As such, some amount of slack must be allowed in the edge assignment logic in

step 3 to account for not knowing the precise boundaries of each local alignment. Once the best

physical model explaining the observed read is determined, the boundaries of the local alignments

can be refined to reflect the physical necessity that each base in the sequenced read can only be

represented in one local alignment. It is also desirable to explain all ofthe bases in between the

local alignments that haven’t been assigned in the graph. One straightforward approach to

refinement would be to construct the perfect model of the sequence and to realign the sequenced

read to this sequence. This refinement algorithm would preserve physical constraints (each base in

the sequenced read can only be explained by one location in the template) and would assign all

bases between the extremal nodes in the optimal path.

[00154] Certain aspects of the software and algorithm implementations described herein may

be varied or altered without departing from the spirit and scope of the invention. For example, with

regards to algorithm seeding, many algorithms can be applied for the original determination of sub-

optimal local alignments (step 2). Conventional examples include PASTA, BLAST, or Smith-

Waterrnan. It is expected that the best benefit will be obtained from using short-sequence alignment

algorithms (suffix array, suffix tree, Boyer-Moore, Rabin-Karp, kmer-indexing, and the like)

followed by chaining to establish regions of significant matches. An advantage of the algorithm

described here is that it does not require dynamic-programming refinement of the resulting chains

and therefore can be quite fast, however it is expected that using dynamic programming to refine the

chains in step 2 could increase the power of the algorithm.
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[MISS] With regards to graph construction, there will be advantages to tuning the logic of

edge assignments to keep the size ofthe graph manageable. It is possible that steps 2 and 3 might be

combined to in a greedy fashion to focus the potentially slow step 2 into productive areas of the

graph. For example, ifa particularly strong hit is found early in step 2, then it may be beneficial to

search for sub-optimal hits only in this local vicinity, knowing that this strong hit should be in the

final solution. Tuning of the graph construction might include thresholds, below which edges are

not created. Further, there are multiple parameters (minimum chain length, minimum probability for

edge assignment, relative weighting of length vs. accuracy, etc.) which can be exposed and tuned in

this algorithm to maximize the sensitivity and specificity of the algorithm for a given scenario.

[00156] With regards to determination of the distance a polymerase travels between reads,

various strategies are provided that are more sophisticated than estimation based upon the rate of

incorporation and the time between detection (e.g., illuminated) periods. In certain embodiments,

the distribution ofthe base pair distance travelled by a polymerase during a non-detection period is

calledex). The distribution of enzyme velocitiespr’v), is estimated by aligning observed reads to a

reference sequence, and this distribution is represented as the number of reference bases per unit

time. There is a length oftime, 1:, over which measurement ofthe instantaneous rate is not

independent. While this method of determining the distance the polymerase travels during a non-

detection period should not be overly sensitive to non-independent estimation of the polymerase

rate, it is likely to strive for independent measurements of the rate. The distance 1- can be estimated

from an exponential fit to the auto-correlation function <61-'(t):§i-=flt - A03: and wit) tabulated across

the aligned sequence at increments of 1:.

[00157] Where multiple single polymerase enzymes are being observed simultaneOusly, e.g.,

each being optically resolvable from every other on a single array, the pfi?) for each is preferably

determined independently for each enzyme. Further, information regarding rare but extended

events, such as polymerase “stalling” on the template, can be measured across a larger data set. For

example, the statistics of stalls can be determined by aggregating rate measurements across an entire

array. Where a stall distribution is characterized by a “long tail” corresponding to multi-exponential

behavior of IPD distribution, such a distribution of polymerization rates can be extended for stalls

longer than the observed reaction by fitting the long-tail behavior to an appropriate functional form,

e. g., using a single-exponential parametric model or other physically motivated model (e.g., multi-

exponential, stretched exponential, power-law, etc.) In certain preferred embodiments, the following

representation of a “per-enzyme" pm is used:
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.1'(v)p..._._......(v)+ [1 — f(v)1p...,.. (v)

jfrv'ip....._......(v') + [1 — frv')]p.....,..(v')mz~'

wherefr’v) is an interpolating function designed to retain information about the zero-velocity tail of

pm =

the global p09 distribution while taking the estimate ofthe polymerase velocity dynamics(e.g., the

dominant high velocity mode) from the specific enzyme. Such an interpolating fiinction is:

1 + et‘f‘tvr’ w)

2
m) =

where Va is a scale parameter to be chosen based on experience (but optionally fixed). Alternatively,

the average of the empirical puns-mafia) and puma-(v) can be used. This approach can be motivated by a

Bayesian approach to density estimation. Other kernel density and Bayesian methods can be

suggested. Alternatively or in addition, the robustness ofp(1.9 to conditions and daily phenomenon

can be explored and used to estimate pm more globally, e.g., using one or more weekly control

experiments.

[00153] Given the lack of a known reference sequence for dc nova assembly, several

alternative ways to formulate pg’v) are provided as follows. For example, in a first embodiment a

control template (essentially a proxy reference sequence) can be subjected to sequencing, e.g., in the

same reaction as the de novo sample or in an identical reaction. The observed velocity for the

sequencing reactions would be measured based upon alignments of the reads from the control

template to its known sequence. Typically, a per-enzyme correction would not be available for the

Mr) and p69 would default to an array-averaged 39(1)). In a second embodiment, a previously

determined p(v) from experiments using a known reference sequence can be used, e.g., where the

previous experiments were performed under the same conditions as the dc novo experiments. In a

third embodiment, pm is estimated by using quality informationr’metrics to screen for the most

likely ”"tme” calls, and restricting the estimates of v to regions containing those calls. In a fourth

embodiment, where error is low, the called base rate and reference base rate converge to the same

rate, and measurements of p(v) without knowledge ofthe reference become substantially reliable.

Further, even if they do not fully converge, they can still be used to accurately infer p(v),as long as

the called base rate is predictably highen’lower than the reference base rate. Yet further, the

measurement ofpp») when a reference sequence is not available can benefit from a detailed look at

the probability model which is available from an algorithm like a CRF. That is, pa) can be

tabulated using a weighted sum over paths through a CRF probability model.
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[00l59] As will be clear to the ordinary practioner based upon the teachings herein, this

framework extends naturally to the measurements of other potentially systematic variations inpm

across an array, e.g., even where a single reaction mixture is applied to the entire array. For

example, the local temperature of the reaction environment can vary systematically across an array

of reactions. The average and variation in the rates of polymerase enzymes on the array would

likely have a dependence on this hidden variable. Where the functional form ofthe temperature

dependence is known, the measurement ofp(v) can be stabilized across the array by modeling a de

novo p(v) as pcom’v) +p,t-,I1.-{i;l where x,y are geometrical variables defining the location on the array.

Further, p65! has been found to be somewhat variable over time. As such, in certain embodiments a

model ofp(wt) is developed using an appropriate model for the evolution ofpf’i-y over time.

[00160] Once a representative distribution ofvelocities 19M has been obtained for a given

read from a given reaction, the expected travel distance in the non-detecti on period can be

expressed as:

,{i} = IL[L[p(v)]’” —1‘ Hf”)?T .5

where L[] and IL[] stand for the Laplace and inverse Laplace transform, respectively. A similar

result is derived in Svoboda, et al. (PNAS 91:11782 (1994)) and readily follows from considering

the pdf of a sum of random variables. Optionally, in certain embodiments density estimation

techniques (e.g., kernel density estimation, etc.) are useful when modeling p0!) since they can

smooth the resulting numerical calculations in the Laplace and inverse Laplace transform.

[00161] Knowledge of the complete distribution has several advantages over the commonly

applied Gaussian approximation. For example, knowledge of the complete distribution of insert

lengths is very desirable when using a Bayesian framework approach to detect structural variation.

(See, cg, Bashir, et al. (2008) PLoS Comput. Biol. 4:51; Hormozdiari, et al. (2009) Genome Res.

19:1270; and Lee, et al. (2008) Bioinformatics 24:59.) While Bashir, et al. does not strictly follow a

Bayesian approach, the geometric approach described in the paper can be straightforwardly

modified to incorporate an actual posterior instead of the boxcar posterior assumed in the paper.

Further, during mapping ofnoncontiguous reads to a genome where they are expected to be

concordant (19., not a structural variation), it is useful to consider the known distribution when

judging the significance of the reSulting alignments between the observed reads and the genomic

sequence. In addition, when clustering noncontiguous reads that scaffold contigs in a de novo
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assembly, a path of Bayesian significance can be followed that is very similar to that followed in the

structural variation case discussed supra.

[00162] In further embodiments, the determination of the distance a polymerase travels

between reads is performed using an algorithm based on a simulation approach rather than the exact

analytical result used in the algorithm described above. This method relies on Monte Carlo

sampling from a distribution, which allows a better extension to arbitrary empirical distributions. It

also lacks the difficult computations of numeri cal Laplace and inverse Laplace transforms, and

permits calculation of distances traveled during non-detection periods when the underlying kinetic

processes have multi-phasic kinetics, e.g., the presence of long stalls.

[00163] This approach aims to calculate the distribution of the distance x travelled by an

enzyme during a time rduring which it was not being observed (eg, during a non-detection

period). In some embodiments, a distribution oflocal rates,p(td, is estimated, where the definition

of“local” is set by the correlation length of the rate autocorrelation function, e.g.:

 

(5t-‘(r‘)§1’(£ + m) w exp[ _ A]T

Given a local rate distribution and an assumption that independent identically distributed (i_i.d.)

draws can be made from this distribution, one approach to calculating the distribution is as follows.

First, draw N = them-r velocities from pfv)‘, and Subsequently Sum them and record them as an

estimate ofxfrmn. Repeat the process M times, with the optimal choice of M dependent on the

desired level of precision for estimation of the pr’x) distribution. In certain preferred embodiments,

M is between about 1000 and about 5000, e.g. at least about 1000, 2000, 3000, or 4000, or is about

5000.

[00164] In some embodiments in which the enzyme system is not well explained by a single

kinetic process or cycle (as in the case of observed stalling behavior), above-described rate

autocorrelation function and the i_i.d. assumption will be violated. As such, a probability model

having a richer structure is preferably used. One such probability model is a Hidden Markov Model

(HMM). Figure 15 provides an exemplary illustration of an HMM for modeling a simple “pausing”

vs. “sequencing” system. Where the kinetics ofthe pausing state can be well described by a single-

exponential, this model is expected to describe the ob served distribution of local velocities. The

single-exponential assumption is implicit in the state structure of the model since the amount of

time spent in the pause state will be a geometric distribution with mean pin-p) [it-3., the ob served

stall times will have to be added to this model]. If the stall kinetics are multi-phasic, then more
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“dark states” will have to be added to this model. Further, the model shown in Figure 15 can

actually be treated as a Markov Model and not a Hidden Markov Model without much loss of

generality because the “pause” state is not actually hidden due to the fact that the data collected

during the pause state is highly distinguishable From the data collected during the sequencing state.

As such, the general HMM apparatus is not necessary. The model in Figure 15 can be used to

simulate the distribution ot‘local velocities when there is a long-term pause or stall phase present in

the reaction data kinetics. SO is the start state, and there is no explicit end state since this model is

used as a generative model and it is assumed that it is run forward for a prescribed number of steps.

The qualities P(P—»S) and P(S—~P) represent exit from a stalled state and entry into a stalled state,

respectively. These qualities can be measured by an EM algorithm or they can be quickly estimated

1. Shari.“ 

by physical observables. PM}. 2 Hi1 + J and P(S—~P) is the Frequency of stall starts per ‘Ccorr.rx .m

(Example parameters are 15mu=80 seconds; 'Ccott = IO seconds; and P(S—>P) = 1.524.) The simulation

estimate ofpt’x) can now be produced using the procedure outlined above in which N = (freon

velocities are drawn from phi); and they are subsequently summed and recorded as an estimate of

.n’tmrr. The process is repeated M times, with the optimal choice of M dependent on the desired level

of precision for estimation of the p09) distribution. In certain preferred embodiments, M is between

abOut 1000 and abOut 5000, e.g. at least abOut 1000, 2000, 3000, or 4000, or is abOut 5000. Figure

16 shows exemplary simulated applications ofthis method. Figure 16A shows a sample of

velocities drawn from the HIVTM in Figure 15 with the parameters P(S—>P) = 1/24; P(P—>S) = 1111',

and p(v)~Gamma(48,0.25). Figure 163 illustrates a resulting histogram of local velocities. Figure

16C provides an estimated distance traveled during a 1300 second non-detection period, which is

calculated by sampling 2000 estimates from the HMM model.

[00165] Figure 17 provides an illustrative example of two observed histograms of distances

traveled during a non-detection period. The influence of pausefstall behavior can be seen in the

heavy-left tailng of both distributions.

[00166] While the simulation method in which i.i.d. draw assumption is valid is more general

and can treat arbitrary pm and more complex models for non-sequencing states, the two-state

model using the HIVEM can be treated analytically. The result of this is:
A"

IJLX‘; zlair) : ZEN.» (x)‘DN(N$)1V: —0
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where a”? (x) is the distribution of the sum ofMy variables drawn from pr’v). For the general case,

this distribution is given by the Laplace transform approach presented above. For pfid-vNormaKuo),

this distribution is distributed as NonnalmsuNINso). Forp(v)~Gamma(k,B), this distribution is

distributed as Gamma(Nsk,9). P.v(Ns) is the number of cycles spent in the sequencing state ifwe

observe N cycles from the Markov process in Figure 15. The expression for this is described in

Pedler, et a]. (1 WI) J. Appl. Prob. 8:38], which is incorporated herein by reference in its entirety

for all purposes.

[00167] As will be clear to one of ordinary skill in the art upon review of the teachings

herein, these methods can be readily extended to the non-detection period estimations of procession

by other cyclical biological reactions, such as the action of reverse transcriptase or the synthesis of

proteins by a ribosome complex, e.g., and certain preferred embodiments of such reactions are

further described in U.S.S.N. 12r’767,6?3, filed April 26, 2010; and U.S.S.N. 12813968, filed June

1 1, 20 [0, the disclosures of which are incorporated herein by reference in their entireties for all

purposes. Further, the simulation model described above is not restricted to simple two-state

kinetics, and the use ofpr“1-) is not restricted to analytical models. In fact, in certain embodiments,

empirical estimates are preferably used.

[00163] Although useful in certain preferred embodiments of the invention, certain

algorithms as presented above do not easily handle the case where the template does not match a

physical ly-motivated expected model. A relevant example of such a case is when the template

contains a genomic structural variation (SV), such as translocation, whereby two fragments which

are correctly adjacent in the template are located very far apart in the reference genome. Such

structural variation cases are best handled in the context of the current algorithm by reporting the

confidence of an observed path and reporting situations when no physically expected path seems to

fit the observed data. In general, the detection of structural variation requires the presence of

multiple highly significant local alignments which can be identified as significantly overturning the

null hypothesis ofmatching the genomic ordering of fragments with their own individual merit.

Nevertheless, with molecular redundant sequencing such as SMRTbellTM template sequencing the

current algorithm can be adapted to improve the ability to identify an SV event. Such a modification

could be a feedback approach which allows modification of the linking constraints in step 3 to allow

very far separations on the target sequence when the individual alignments are very significant.

Only one such highly-significant pair would be needed to enable the resCue of less significant

partial matches that support the same SV hypothesis.
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[00l69] The software and algorithm implementations provided herein are particularly suited

for transforming sequence read data generated from various sequencing technologies (e.g.,

sequencing-by-synthesis, intramolecular redundant sequencing, Sanger sequencing, capillary

electrophoretic sequencing, pyrosequencing, ligase-m ediated sequencing, etc.) into consensus

sequence data that provides a representation of the actual nucleotide sequence of the template

nucleic acid that was subjected to the sequencing reaction(s) from which the sequence read data was

generated. The software and algorithm implementations provided herein are preferably machine-

implemented methods. The various steps recited herein are preferably perform ed via a user interface

implemented in a machine that comprises instructions stored in machine-readable medium and a

processor that executes the instructions. The results of these methods are preferably stored on a

machine-readable medium, as well. Further, the invention provides a computer program product

comprising a computer usable medium having a computer readable program code embodied therein,

the computer readable program code adapted to implement one or more of the methods described

herein, and optionally also providing storage for the results of the methods ofthe invention.

[00170] In another aspect, the invention provides data processing systems for transforming

sequence read data from one or more sequencing reactions into consensus sequence data

representative of an actual sequence of one or more template nucleic acids analyzed in the one or

more sequencing reactions. Such data processing systems typically comprise a computer processor

for processing the sequence read data according to the steps and methods described herein, and

computer usable medium for storage of the initial sequence read data andi’or the results of one or

more steps of the transformation (e.g, the consensus sequence data).

[00171] While described with reference to certain specific applications abOve, it will be

understood that these methods are also applicable to other types of complex data sets, and the

invention should not be limited to only the specific examples provided herein. Other applications of

the instant methods will be clear to those of ordinary skill in the art and are considered to be

additional aspects of the instant invention.

V. Devices and Systems

[00172] The invention also provides systems that are used in conjunction with the

compositions and methods of the invention in order to provide for intermittent detection of

analytic-a1 reactions. In particular, such systems typically include the reagent systems described

herein, in conjunction with an analytical system, e.g, for detecting data from those reagent systems.
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For example, a sequencing reaction may be subjected to intermittent illumination. and the

sequencing system may include the system components provided with or sold for use with

commercially available nucleic acid sequencing systems, such as the Genome Analyzer System

available from Illumina, Inc, the GS FLX System, available from 454 Life Sciences, or the A31

3730 System available from Life Technologies, Inc.

[00173] In certain preferred embodiments, reactions subjected to intermittent illumination are

monitored using an optical system capable of detecting andr’or monitoring interactions between

reactants at the single-molecule level. Such an optical system achieves these fimcti ons by first

generating and transmitting an incident wavelength to the reactants, followed by collecting and

analyzing the optical signals from the reactants. Such systems typically employ an optical train that

directs signals from the reactions to a detector, and in certain embodiments in which a plurality of

reactions is disposed on a solid surface, such systems typically direct signals from the solid surface

(e.g, array of confinements) onto different locations of an array-based detector to simultaneously

detect multiple different optical signals from each ofmultiple different reactions. In particular, the

optical trains typically include optical gratings or wedge prisms to simultaneously direct and

separate signals having differing spectral characteristics from each confinement in an array to

different locations on an array based detector, sag, a CCD, and may also comprise additional optical

transmission elements and optical reflection elements.

[00174] An optical system applicable for use with the present invention preferably comprises

at least an excitation source and a photon detector. The excitation source generates and transmits

incident light used to optically excite the reactants in the reaction. Depending on the intended

application, the sauce of the incident light can be a laser, laser diode, a light-emitting diode (LED),

a ultra-violet light bulb, andi’or a white light source. Further, the excitation light may be evanescent

light, e.g., as in total internal reflection microscopy, certain types of waveguides that carry light to a

reaction site (see, e.g., US. Application Pub. Nos. 20030128621 20080152281, and

200801552280), or zero-mode waveguides, described below. Where desired, more than one source

can be employed simultaneously. The use of multiple sources is particularly desirable in

applications that employ multiple different reagent compounds having differing excitation spectra,

consequently allowing detection of more than one fluorescent signal to track the interactions of

more than one or one type of molecules simultaneously. A wide variety of photon detectors or

detector arrays are available in the art. Representative detectors include but are not limited to

optical reader, high-efficiency photon detection system, photodiode (tag. avalanche photo diodes
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(APDD, camera, charge couple device (CCD), electron-multiplying charge-coup] ed device

(EMCCD), intensified charge coupled device (ICCD), and confocal microscope equipped with any

of the foregoing detectors. For example, in some embodiments an optical train includes a

fluorescence microscope capable of resolving fluorescent signals from individual sequencing

complexes. Where desired, the subject arrays of optical confinements contain various alignment

aides or keys to facilitate a proper spatial placement of the optical confinement and the excitation

sources, the photon detectors, or the optical train as described below.

[00175] The subject optical system may also include an optical train whose function can be

manifold and may comprise one or more optical transmission or reflection elements. Such optical

trains preferably encompass a variety of optical devices that channel light from one location to

another in either an altered or unaltered state. First, the optical train collects andfor directs the

incident wavelength to the reaction site (eg, optical confinement). Second, it transmits andfor

directs the optical signals emitted from the reactants to the photon detector. Third, it may select

andt’or modify the optical properties of the incident wavelengths or the emitted wavelengths from

the reactants. In certain embodiments, the optical train controls an onfoff cycle of the illumination

source to provide illuminated and non-illuminated periods to one or more illuminated reaction sites.

Illustrative examples of such optical transmission or reflection elements are diffraction gratings,

arrayed waveguide gratings (AWG), optic fibers, optical switches, mirrors (including dichroic

mirrors), lenses (including microlenses, nanolenses, objective lenses, imaging lenses, and the like),

collimators, optical attenuators, filters (sag, polarization or dichroic filters), prisms, wavelength

filters (low-pass, band-pass, or high-pass), planar waveguides, wave-plates, delay lines, and any

other devices that guide the transmission of light thrOugh proper refractive indices and geometries.

One example ofa particularly preferred optical train is described in US. Patent Pub. No.

2007003651 I, filed August 11, 2005, and incorporated by reference herein in its entirety for all

purposes.

[00176] In a preferred embodiment, a reaction site (e.g., optical confinement) containing a

reaction of interest is operatively coupled to a photon detector. The reaction site and the respective

detector can be spatially aligned (e.g., 1:1 mapping) to permit an efficient collection of optical

signals from the reactants. In certain preferred embodiments, a reaction substrate is disposed upon a

translation stage, which is typically coupled to appropriate robotics to provide lateral translation of

the substrate in two dimensions over a fixed optical train. Alternative embodiments could couple the

translation system to the optical train to move that aspect of the system relative to the substrate. For
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example, a translation stage provide a means of removing a reaction substrate (or a portion thereof)

out ofthe path of illumination to create a non-illuminated period for the reaction substrate (or a

portion thereof), and returning the substrate at a later time to initiate a subsequent illuminated

period. An exemplary embodiment is provided in US. Patent Pub. No. 2007016l017, filed

December 1, 2006.

[00177] In particularly preferred aspects, such systems include arrays of reaction regions, eg,

zero-mode waveguide arrays, that are illuminated by the system, in order to detect signals (e.g.,

fluorescent signals) therefrom, that are in conjunction with analytical reactions being canied out

within each reaction region. Each individual reaction region can be operatively coupled to a

respective microlens or a nanolens, preferably spatially aligned to optimize the signal collection

efficiency. Alternatively, a combination of an objective lens, a spectral filter set or prism for

resolving signals of different wavelengths, and an imaging lens can be used in an optical train, to

direct optical signals from each confinement to an array detector, e.g., a CC D, and concurrently

separate signals from each different confinement into multiple constituent signal elements, e.g.,

different wavelength spectra, that correspond to different reaction events occurring within each

confinement. In preferred embodiments, the setup further comprises means to control illumination

of each confinement. and such means may be a feature of the optical system or may be found

elsewhere is the system, e_g., as a mask positioned over an array of confinements. Detailed

descriptions of such optical systems are provided, eg, in US. Patent Pub. No. 20060063264, filed

September I6, 2005, which is incorporated herein by reference in its entirety for all purposes.

[00178] The systems of the invention also typically include information processors or

computers operably coupled to the detection portions of the Systems, in order to store the signal data

obtained from the detector(s) on a computer readable medium, e.g., hard disk, CD, DVD or other

optical medium, flash memory device, or the like. For purposes of this aspect of the invention, such

operable connection provide for the electronic transfer of data from the detection system to the

processor for sub sequent analysis and conversion. Operable connections may be accomplished

through any of a variety of well known computer networking or connecting methods, e.g.,

Firewire®, USB connections, wireless connections, WAN or LAN connections, or other

connections that preferably include high data transfer rates. The computers also typically include

software that analyzes the raw signal data, identifies signal pulses that are likely associated with

incorporation events, and identifies bases incorporated during the sequencing reaction, in order to

convert or transform the raw signal data into user interpretable sequence data (See, e.g., Published
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US. Patent Application No. 2009-002433 l, the full disclosure ofwhich is incorporated herein by

reference in its entirety for all purposes).

[00179] Exemplary systems are described in detail in, e.g., US. Patent Application No.

1 “901,273, filed September 14, 2007 and US. Patent Application No. 12r134,186, filed June 5,

2008, the full disclosures of which are incorporated herein by reference in their entirety for all

purposes.

[00180] Further, as noted above, the invention provides data processing systems for

transforming sequence read data into consensus sequence data. In certain embodiments, the data

processing systems include machines for generating sequence read data by interrogating a template

nucleic acid molecule. In certain preferred embodiments, the machine generates the sequence read

data using a sequencing-by-synthesis technology, as described elsewhere herein, but the machine

may generate the sequence read data using other sequencing technologies known to those of

ordinary skill in the art, e_g., pyrosequencing, ligation-mediated sequencing, Sanger sequencing,

capillary electrophoretic sequencing, etc. Such machines and methods for using them are available

to the ordinary practioner.

[00181] The sequence read data generated is representative of the nucleotide sequence of the

template nucleic acid molecule only to the extent that a given sequencing technology is able to

generate such data, and so may not be identical to the actual sequence of the template nucleic acid

molecule. For example, it may contain a deletion or a different base at a given position as compared

to the actual sequence of the template, e. g, when a base call is missed or incorrect, respectively. As

such, it is beneficial to generate redundant sequence read data, and the methods described herein

provide manipulations and computations that transform redundant sequence read data into

consensus sequence data that is generally more representative of the actual sequence of the template

nucleic acid molecule than sequence read data from a single read of a single template nucleic acid

molecule. Redundant sequence read data comprises multiple reads, each of which includes at least a

portion of sequence read that overlaps with at least a portion of at least one other of the multiple

reads. As such, the multiple reads need not all overlap with one another, and a first subset may

overlap for a different portion of the template nucleic acid sequence than does a second subset. Such

redundant sequence read data can be generated by various methods, including repeated sequencing

of a single nucleic acid template, sequencing of multiple identical nucleic acid templates, or a

combination thereof.
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[00l82] In another aspect, the data processing systems can include software and algorithm

implementations provided herein, e.g. those configured to transform redundant sequence read data

into consensus sequence data, which, as noted above, is generally more representative ofthe actual

sequence of the template nucleic acid molecule than sequence read data from a single read of a

single template nucleic acid molecule. Further, the transformation of the redundant sequence read

data into consensus sequence data identifies and negates some or all of the single-read variation

between the multiple reads in the redundant sequence read data. As such, the transformation

provides a representation of the actual nucleotide sequence of the nucleic acid template from which

redundant sequence read data is generated that is more accurate than a representation based on a

single read.

[00183] The software and algorithm implementations provided herein are preferably

machine-implemented methods, e.g., carried out on a machine comprising computer-readable

medium configured to carry out various aspects of the methods herein. For example, the computer-

readable medium preferably comprises at least one or more of the following: a) a user interface; b)

memory for storing redundant sequence read data; c) memory storing software-imp] em ented

instructions for carrying out the algorithms for transforming redundant sequence read data into

consensus sequence data; d) a processor for executing the instructions; e) software for recording the

results of the transformation into memory; and f) memory for recordation and storage of the

resulting consensus sequence read data. In preferred embodiments, the user interface is used by the

practitioner to manage various aspects of the machine, e.g., to direct the machine to carry out the

various steps in the transformation of redundant sequence read data into consensus sequence data,

recordati on of the results of the transformation, and management of the consenSus sequence data

stored in memory.

[00184] As such, in preferred embodiments, the methods further comprise a transformation of

the computer-readable medium by recordati on of the redundant sequence read data andfor the

consensus sequence data generated by the methods. Further, the computer-readable medium may

comprise software for providing a graphical representation of the redundant sequence read data

andfor the consensus sequence read data, and the graphical representation may be provided, e. g., in

soft-copy (e.g., on an electronic display) andfor hard-copy (cg, on a print-out) form.

[00185] The invention also provides a computer program product comprising a computer-

readable medium having a computer-readable program code embodied therein, the computer

readable program code adapted to implement one or more of the methods described herein, and
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optionally also providing storage for the results of the methods of the invention. In certain preferred

embodiments, the computer program product comprises the computer-readable medium described

above.

[00l86] In another aspect. the invention provides data processing systems for transforming

sequence read data from one or more sequencing reactions into consensus sequence data

representative of an actual sequence of one or more template nucleic acids analyzed in the one or

more sequencing reactions. Such data processing systems typically comprise a computer processor

for processing the sequence read data according to the steps and methods described herein, and

computer usable medium for storage of the initial sequence read data andi’or the results of one or

more steps of the transformation (e. g, the consensus sequence data), such as the corn purer-readable

medium described above.

[00187] As shown in Figure 9, the system 900 includes a substrate 902 that includes a

plurality ofdiscrete sources of chromophore emission signals, e.g., an array of zero-mode

waveguides 904. An excitation illumination source, e.g., laser 906, is provided in the system and is

positioned to direct excitation radiation at the various signal sources. This is typically done by

directing excitation radiation at or through appropriate optical components, cg, dichroic 'lOS and

objective lens 910, that direct the excitation radiation at the substrate 902, and particularly the signal

sources 904. Emitted signals from the sources 904 are then collected by the optical components,

e.g., objective 910, and passed through additional optical elements, e,g., dichroic 908, prism 9l2

and lens 914, until they are directed to and impinge upon an optical detection system, e.g., detector

array 916. The signals are then detected by detector array 916, and the data from that detection is

transmitted to an appropriate data processing System, e.g., computer 918, where the data is

subjected to interpretation, analysis, and ultimately presented in a user ready format, e.g, on display

920, or printout 922, from printer 924. As will be appreciated, a variety of modifications may be

made to such systems, including, for example, the use of multiplexing components to direct

multiple discrete beams at different locations on the substrate, the use of spatial filter components,

such as confocal masks, to filter out-of focus components, beam shaping elements to modify the

spot configuration incident upon the substrates, and the like (See, e.g., Published US. Patent

Application Nos. 2007;003:5511 and 2007f095119, and US. Patent Application No. “901,273, all

of which are incorporated herein by reference in their entireties for all purposes.)

VI. Exemplary Applications
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[MISS] The methods and compositions of the invention are useful in a broad range of

analytical reactions in which one or more aspects ofa detection method are detrimental to one or

more aspects of the analytical reaction, such as rate, duration, fidelity, processivity, and the like. In

such cases, intermittent detection at least partially mitigates the detrimental effect while allowing

collection of data from stages of the analytical reaction that were previously uncollectable. As noted

above, illuminated reactions are one example of analytical reactions that benefit from the

compositions and methods described herein, particularly those using photoluminescent or

fluorescent reagents, and particularly such reactions where one or more of the reaction components

that are susceptible to photo-induced damage are present at relatively low levels. One exemplary

application ofthe methods and compositions described herein is in single molecule analytical

reactions, where the reaction ofa single molecule (or very limited number of molecules) is ob served

in the analysis, such as observation ofthe action ofa single enzyme molecule. In another aspect, the

present invention is directed to illuminated reactions for single molecule analysis, including

sequencing ofnucleic acids by observing incorporation of nucleotides into a nascent nucleic acid

sequence during template-directed polymerase-based synthesis, Such methods, generally referred

to as “sequencing-by-incorporation” or “sequencing-by-synthesis," involve the observation of the

addition of nucleotides or nucleotide analogs in a template-dependent fashion in order to determine

the sequence ofthe template strand. See, e.g., US. Patent Nos. 6,780,591, 7,037,687, 7,344,865,

7,302, [46. Processes for performing this detection include the use of fluorescently labeled

nucleotide analogs within a confined observation region, e.g., within a nanoscale well andfor

tethered, either directly or indirectly to a surface. By using excitation illumination (i.e., illumination

of an appropriate wavelength to excite the fluorescent label and induce a detectable signal), the

fluorescently labeled bases can be detected as they are incorporated into the nascent strand, thus

identifying the nature of the incorporated base, and as a result, the complementary base in the

template strand.

[00189] In particular aspects, when an analysis relies upon a small population of reagent

molecules, damage to any significant fraction of that population will have a substantial impact on

the analysis being performed. For example, prolonged interrogation of a limited population of

reagents, e.g., fluorescent analogs and enzymes, can lead to photo-induced damage of the various

reagents to the point of substantially impacting the activity or functionality of the enzyme. It has

been shown that prolonged illumination of DNA polymerases involved in synthesis using

fluorescent nucleotide analogs results in a dramatic decrease in the enzyme’s ability to synthesize
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DNA, often measured as a reduction in processivity. Without being bound to any theory of

operation, it is believed that in some cases a photo-induced damage event affects the catalytic

region ofthe enzyme thus affecting either the ability ofthe enzyme to remain complexed with the

template, or its ability to continue synthesis. In general, the methods, devices, and systems of the

present invention can increase performance andior selectively monitor one or more stages of an

illuminated reaction by subjecting the reaction to intermittent illumination.

[00190] One particularly preferred aspect of the invention is in conjunction with the

sequencing by incorporation of nucleic acids within an optical confinement, such as a zero-mode

waveguide. Such reactions involve observation of an extremely small reaction volume in which one

or only a few polymerase enzymes and their fluorescent substrates may be present. Zero-mode

waveguides, and their use in sequencing applications are generally described in US. Patent Nos.

6,9 I 7,726 and 7,033,764, and preferred methods of sequencing by incorporation are generally

described in Published US. Patent Application No. 2003-0044781, the full disclosures of which are

incorporated herein by reference in their entireties for all purposes, and in particular for their

teachings regarding such sequencing applications and methods. Briefly, arrays of zero-mode

waveguides (“ZMWS”), configured in accordance with the present invention may be employed as

optical confinements for single molecule DNA sequence determination, In particular, as noted

above, these ZMWs provide extremely small observation volumes at or near the transparent

substrate surface, also termed the “base“ of the ZMW. A nucleic acid synthesis complex, e.g.,

template sequence, polymerase, and primer, which is immobilized at the base of the ZMW, may

then be specifically observed during synthesis to monitor incorporation of nucleotides in a template

dependent fashion, and thus previde the identity and sequences of nucleotides in the template

strand. This identification is typically accomplished by providing detectable label groups, such as

fluorescent labeling molecules, on the nucleotides. In some instances, the labeled nucleotides

terminate primer extension, allowing a “one base at a time” interrogation of the complex. If, upon

exposure to a given labeled base, a base is incorporated, its representative fluorescent signal may be

detected at the base of the ZMW. If no signal is detected, then the base was not incorporated and

the complex is interrogated with each of the other bases, in turn. Once a base is incorporated, the

labeling group is removed, e.g., through the use of a photocleavable linking group, and where the

label was not the terminating group, a terminator, upon the 3’ end of the incorporated nucleotide,

may be removed prior to subsequent interrogation. In other more preferred embodiments, the

incorporation of a labeled nucleotide does not terminate primer extension and the processive
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incorporation of multiple labeled nucleotides can be monitored in real time by detecting a series of

fluorescent signals at the base of the ZMW. In some such embodiments, the label is naturally

released upon incorporation of the labeled nucleotides by the polymerase, and so need not be

released by alternative means, e.g., a photocleavage event. As such, a processive sequencing

reaction can comprise a polymerase enzyme repetitively incorporating multiple nucleotides or

nucleotide analogs, as long as such are available to the polymerase within the reaction mixture, e.g.,

without stalling on the template nucleic acid. (Such a processive polymerization reaction can be

prevented by incorporation of nucleotides or nucleotide analogs that contain groups that block

additional incorporation events, e.g., certain labeling groups or other chemical modifications.)

[00191] In accordance with the present invention, sequencing reactions may be carried out by

only interrogating a reaction mixture, e.g., detecting fluorescent emission for one or more

illuminated periods before excessive photo-induced damage has occurred. In general, the methods

described herein are implemented in a manner sufficient to provide beneficial impact, e.g., reduced

photo-induced damage andl'or extension of the photo-induced damage threshold period, but are not

implemented in such a manner to interfere with the reaction of interest, e.g., a sequencing reaction.

rThe present invention also contemplates alternative methods of and compositions for mitigating the

impact of photo-induced damage on a reaction, as described above and in, e.g., U.S.S.N.

61f116,048, filed November 19, 2008. Such alternative methods and compounds can be used in

combination with the compositions and methods provided herein to further alleviate the effects of

species that can be generated during an illuminated reaction.

[00192] Another method of mitigating the impact of photo-induced damage on the results of

a given reaction provides for the elimination of potentially damaging Oxygen species using means

other than the use of the photo-induced damage mitigating agents described above. In one example,

dissolved oxygen species may be flushed out of aqueous systems by providing the reaction system

under different gas environments, such as by exposing an aqueous reaction to neutral gas

environments, such as argon, nitrogen, helium, xenon, or the like, to prevent dissolution of excess

oxygen in the reaction mixture. By reducing the initial oxygen load of the system, it has been

observed that photo-induced damage effects, e.g., on polymerase mediated DNA synthesis, is

markedly reduced. In particularly preferred aspects, the system is exposed to a xenon atmosphere.

In particular, since xenon can be induced to form a dipole, it operates as a triplet-state quencher in

addition to supplanting oxygen in the aqueous system. (See, e.g., Vierstra and Pof‘f, Plant Physiol.
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198] May; 67(5): 996—998) As such, xenon would also be categorized as a quencher, as set forth

above.

[00193] Although described in terms of zero-mode waveguides, it will be appreciated that a

variety of selective illumination strategies may be employed to selectively interrogate different

regions of a solid support over time, e. g., so as to only damage molecules within certain selected

regions ofa substrate while not damaging molecules in other selected regions of the substrate. In

certain embodiments, such methods can involve using a directed light source (e.g., a laser) to

illuminate only selected regions; changing the illumination angle ofthe light source; or refocusing

the illumination, e.g., by passing the illumination through an optical train that alters the shape ofthe

incident light on the solid support. These and further examples of alternative methods ofmitigating

photo-induced damage which can be used in combination with methods and systems of the

invention described herein are provided in US. Patent Pub. No. 20070036511, filed August '| l,

2005; US. Patent No. 6,881,312; U.S_S.N. 61?] 16,048, filed November 19, 2008; and US. Patent

Pub. No. 20070161017, filed December I, 2006, all of which are incorporated herein by reference

in their entireti es for all purposes, and in particular for disclosure related to these methods of

mitigating photo-induced damage.

[00194] As noted above, using templates that allow repeated sequencing (e.g., circular

templates, SMRTbelITM templates, etc.) in a single reaction can increase the percent of a nucleic

acid template for which nucleotide sequence data is generated andfor increase the fold-coverage of

the sequence reads for one or more regions of interest in the template, thereby providing more

complete data for further analysis, e.g., construction of sequence scaffolds andfor consensus

sequences for the nucleic acid template. For example, in certain preferred embodiments, templates

sequenced by the methods described herein are templates comprising a double-stranded segment,

e.g., greater than 75%, or even greater than 90% of the target segment will be double-stranded or

otherwise intemally complementary. Such templates may, for example, comprise a double-stranded

portion comprised of two complementary sequences and two single-stranded linking portions (cg,

oligos or “hairpins”)joining the 3’ end of each strand of the double-stranded region to the 5’ end of

the other strand (sometimes referred to as “SMRTbellTM” templates). In certain embodiments,

double-stranded portions for use in such templates are PCR-amplified. Optionally, restriction sites

are incorporated within the PCR primers such that subsequent digestion of the amplified products

with appropriate restriction enzymes generates double-stranded portions containing known
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overhang sequences on either end, which are then ligated to hairpin adapters containing a

complementary overhang to generate the SMRTbellTM templates.

[00195] These template molecules are particularly useful as nucleotide sequence data

generated therefrom comprises both sense and anti sense nucleotide sequences for the double-

stranded portion, and the circular conformation of the template enables repeated sequencing (e.g.,

using a polymerase capable of strand-displacement) provides duplicative or redundant sequence

information. Restated, a sequence process may progress around the completely contiguous sequence

repeatedly obtaining sequence data for each segment from the complementary sequences, as well as

sequence data within each segment, by repeatedly sequencing that segment. Iterative illumination is

useful in such sequencing applications, e.g., to focus nucleotide sequence data collection on stages

of the sequencing reaction most of interest, such as the stages during which nucleotide sequence

data is being generated from a strand of the (previously) double-stranded portion. Iterative

illumination may also allow additional “rounds” ofsequencing the template by virtue ofthe

reduction in photo-induced damage to reaction components, as described elsewhere herein, thereby

providing more complete and robust nucleotide sequence data for future analysis, e.g., sequence

scaffold construction and/or consensus sequence determination. Further, as described above, the

number of base positions separating sequence reads generated in illuminated periods can be

estimated based on the temporal length of intervening non-illuminated periods and the known rate

of incorporation during the reaction and!or by the measured rate of incorporation during the

illuminated period(s). The known rate of incorporation can be based on various factors including,

but not limited to, sequence context effects due to the nucleotide sequence of the template nucleic

acid, kinetics of the polymerase used, buffer effects (salt concentration, pH, etc), and even data

being collected from an ongoing reaction. These factors can be used to determine the appropriate

timing for the illuminated and non-illuminated periods depending on the experimental objectives of

the practitioner, whether it be maximizing length or depth of sequence coverage on a given template

nucleic acid, or optimizing sequence data collection from particular regions of interest, e.g., from

the ends of the double-stranded portion of a SMRTbellTM template.

[00196] In addition to providing sense and antisense sequence data within a single template

molecule that can be sequenced in one integrated process, the presence of the single-stranded

linking portions also provides an opportunity to provide a registration sequence that permits the

identification of when one segment, e.g., the sense strand, is completed and the other begins, cg,

the antisense strand. Such registration sequences provide a basis for alignment sequence data from
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multiple sequence reads from the same template sequences, e.g., the same molecule, or identical

molecules in a template population. Additional aspects of and uses for registration sequences, e.g.,

for molecular redundant sequencing, are further described in US. Patent Publication No.

200900293 85, which is incorporated herein by reference in its entirety for all purposes.

[00197] In certain embodiments, such a sequencing process begins by priming the template

nucleic acid within one of the linking portions and allowing the polymerase to proceed along the

strand of the double-stranded portion of the template that is immediately downstream of the primed

linking portion when the double-stranded portion is melted or denatured. The sequence process

proceeds around the second linking portion and proceeds along the complementary strand of the

(now previously) double-stranded portion of the template. Because the template is circular, this

process can continue to provide multiple repeated sequence reads from the one template. Thus,

sequence redundancy comes from both the determination of complementary sequences (sense and

anti sense strands of the double-stranded portion), and the repeated sequencing of each circular

template. The ongoing sequencing reaction is subjected to multiple illuminated and non-illuminated

periods to generate at least two or more sequence reads per pass around the template. The

illuminated periods are preferably timed to allow generation of nucleotide sequence data for

selected regions of the template. For example, it may be beneficial to only generate nucleotide

sequence data for the complementary strands of the double-stranded portion, or segments thereof.

As will be appreciated, in iteratively sequencing circular templates, strand displacing polymerases,

as discussed elsewhere herein, are particularly preferred, as they will displace the nascent strand

with each cycle around the template, allowing continuous sequencing. Other approaches will

similarly allow Such iterative sequencing including, e.g., use ofan enzyme having 5’-3’ exonuclease

activity in the reaction mixture to digest the nascent strand post-synthesis.

[00198] One may optionally employ various means for controlling initiation anda’or

progression of a sequencing reaction, and such means may include the addition of specific

sequences or other moieties into the template nucleic acid, such as binding sites, e.g., for primers or

proteins. Various methods of incorporating control elements into an analytical reaction, e. g. by

integrating stop or pause points into a template, are discussed elsewhere herein and are further

described in related application, US. Application No. 12413358, filed March 27, 2009, which is

incorporated herein by reference in its entirety for all purposes.

[00199] In certain embodiments, a reaction stop or pause point may be included within the

template sequence, such as a reversibly bound blocking group at one location on the template, e.g.,
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on the linking portion that was not used in priming. By way of example, following initial

sequencing from the original priming location, e.g., from the single-stranded linking portion used in

priming synthesis through a first portion of the sense strand (e.g., the 3’ end), the data acquisition

may be switched ott‘ and the polymerase allowed to proceed around the template, e.g., through the

remainder of the sense strand to the other linking portion. The incorporation of a synthesis blocking

moiety coupled to this linking portion will allow control of reinitiation ofthe polymerase activity at

the 3’ end of the antisen se strand. One would thereby obtain paired-end sequence data for the

overall (previously) double-stranded segment, with sequence data from one end coming from the

sense strand and sequence data from the other end coming from the antisense strand. This template

construction and sequencing methodology is particularly useful in the case of long double-stranded

segments, especially given the short read lengths generated by some sequencing technologies.

[00200] A variety of synthesis controlling groups may be employed, including, e.g., large

photolabile groups coupled to the nucleobase portion of one or more bases in the single-stranded

portion that inhibit polymerase-mediated replication; strand-binding moieties that prevent

processive synthesis; non-native nucleotides included within the primer andfor template; and the

like. The use of strand-binding moieties includes, but is not limited to, reversible, specific binding

of particular proteins to recognition sequences incorporated into the template (or primer bound

thereto) for this purpose. In certain embodiments, such control sequences may include binding sites

for transcription factors, e.g., repressor binding regions provided within the linking portion(s). For

example, the lac repressor recognition sequence is bound by the lac repressor protein, and this

binding has been shown to block replication in a manner reversible by addition of appropriate

initiators, Such as isophenylthiogalactoside (lPTG) or allolactose.

[00201] In some embodiments, primer recognition sequences andfor additional control

sequences may also be provided for control of initiation andr’or progression of polymerization, e.g.,

through a hybridized probe or reversibly modified nucleotide, or the like. (See, e. g., US. Patent

Application No. 2008-0009007, the full disclosure of which is incorporated herein by reference in

its entirety for all purposes.) Such probes include but are not limited to probes at which a

polymerase initiates polymerization, probes containing various types of detectable labels, molecular

beacons, TaqMan® probes, Invader® probes (Third Wave Technologies, Inc), or the like, that can

be used for various purposes, e.g., to provide indications of the commencement and/”or progress of

synthesis.
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[00202] An engineered pause point (reversible or irreversible) can include one or more non-

native (non-natural) or fifth bases that do not pair with any of the four native nucleoside

polyphosphates in the synthesis reaction, e.g., in the template andfor oligonucleotides probe(s),

andtor that exhibit a distinct kinetic signature during template-dependent synthesis at such a base.

Upon encountering such a base, the polymerase pauses until the complement to the non-natural base

is added to the reaction mixture. Likewise, an engineered pause point could include a “damaged"

base that causes a stop in replication until repair enzymes are added to the mixture. For example, a

template having a pyrimidine dimer would cause the replication complex to pause, and addition of

the photolyase DNA repair enzyme would repair the problem location and allow replication, and

sequencing to continue. In yet further embodiments, a combination ofmodification enzymes could

be used to engineer a set of modified bases on a template, e.g., a combination ot‘glycosylases,

methylases, nucleases, and the like. (Further information on sequencing template nucleic acids

comprising modifications, including detecting kinetic signatures of such modifications during

single-molecule sequencing reactions, are prOvided in US. Patent Application Nos. 6|!20],55'|,

filed December I I, 2008', 6|!‘l80,350, filed May 2], 2009; and 12f945,767, filed November [2,

2010; and US. Patent Publication No. 20l0f0221716, the disclosures of which are incorporated

herein by reference in their entireties for all purposes.)

[00203] As noted elsewhere herein, stop or pause points can be engineered into various

portions of the template, e.g., portions for which the nucleotide sequence is unknown (e.g., a

genomic fragment) or known (e.g., an adaptor or linker ligated to the genomic fragment.) For

example, SMRTbellTM templates are topologically closed, single-stranded molecules having regions

of internal complementarity separated by hairpin or stem-loop linkers, Such that hybridization of the

regions of internal complementarity produces a double-stranded portion within the template. One or

both of the linkers can comprise a stop or pause point to modulate polymerase activity. In some

embodiments, these regulatory sequences or sites cause a permanent cessation of nascent strand

synthesis, and in other embodiments the reaction can be reinitiated, e.g, by removing a blocking

moiety or adding a missing reaction component. Various types of pause and stop points are

described below and elsewhere herein, and it will be understood that these can be used

independently or in combination, e.g., in the same template molecule.

[00204] In other embodiments, an abasic site is used as a synthesis blocking moiety or pause

point until addition of a non-natural “base,” such as a pyrene, which has been shown to “base-pair”

with an abasic site during DNA synthesis. (See, cg, Matray, et a1. (1999) Nature 399(673?);?O4—8,
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which is incorporated herein by reference in its entirety for all purposes.) Where a permanent

termination of sequencing is desired, no non-natural analog is added and the polymerase is

permanently blocked at the abasic site. DNA (or RNA) glycosylases create abasic sites that are

quite different from the nonnal coding bases, A, T, G, and C (and U in RNA). A wide variety of

monofunctional and bifunctional DNA glycosylases that have specificity for most common DNA or

RNA adducts, including 5-methylcytosine. are known in the art, with different glycosylases capable

of recognizing different types of modified DNA andfor RNA bases. The molecular structures of

many glycosylases have been solved, and based on structural similarity they are grouped into four

superfamilies. The UDG and AAG families contain small, compact glycosylases, whereas the

MutWFpg and HhH-GPD families comprise larger enzymes with multiple domains. As an

example, four enzymes have been identifi ed in Arabidopsis Mariana in the plant pathway for

cytosine demethylation. Additionally, other enzymes are also known to recognize 5-methyl cytosine

and remove the methylated base to create an abasic site. Further, various enzymes are known to

methylate cytosine in a sequence-specific manner. As such, a combination of a cytosine-methylase

and an enzyme that creates an abasic site from a methylated cytosine nucleotide can be used to

create one or more abasic sites in a template nucleic acid. The size ofthe recognition site ofthe

methylase and the base composition of the template determine how frequently methylation occurs,

and therefore, the number of abasic sites created in a given template nucleic acid, allowing the

ordinary practioner to choose a methylase with a recognition site that produces a desired spacing

between modified nucleotides. For example, ifthe recognition site is three bases long, then on

average an abasic site is expected every 64 bases; if the recognition site is four bases long, then on

average an abasic site is expected every 256 bases; if the recognition site is six bases long, then on

average an abasic site is expected every 4096 bases, and so forth. Of course, templates with a higher

GC content would be expected to have more frequent abasic site formation, and templates with

lower GC content would be expected to have less frequent abasic site formation.

[00205] Uracil-DNA glycosylases can also be used to introduce abasic sites into a template

nucleic acid comprising deoxyuridine nucleotides. This strategy has the advantage of allowing the

practitioner to choose the locations of the abasic sites within a DNA template since deoxyuridine

nucleotides are not generally found in DNA. Various methods of inserting deoxyuridine nucleotides

into a DNA template may be used, and different methods will be preferred for different

applications. In certain embodiments, one or more site-specific deoxyurac-ils are incorporated during

standard phosphoramidite oligonucleotide synthesis. To place uracils at indeterminate positions in a
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DNA, replacing a portion of the deoxythymidine triphosphate with deoxyuridine triphosphate will

result in an amplimer with random U sites in place ofT sites after polymerase chain reaction. In

other embodiments, deoxyuridine nucleotides are engineered into the template, e.g., by ligation ot‘a

synthetic linker or adaptor comprising one or more deoxyuri dine nucleotides to a nucleic acid

sequence to be sequenced. In certain preferred embodiments, deoxyuri dine nucleotides are

incorporated into the linker portions ot‘a SMRTbellTM template.

[00206] To subsequently introduce abasic sites prior to sequencing, the deoxyuri dine

nucleotide-containing template is subjected to treatment with uracil-DNA glycosylase, which

removes the one or more uracil bases from the deoxyuridine nucleotides, thereby generating one or

more abasic sites in the template. Alternatively, since the deoxyuridine nucleotide can be

recognized as a template base and paired with deoxyadenosine during template-dependent nascent

strand synthesis, the synthesis-blocking abasic site can instead be introduced after initiation of the

sequencing reaction, e.g., at a time chosen by the practitioner. For example, the reaction can be

initiated with a de0xyuridine-containing template, and uracil-DNA glycosylase can subsequently be

added to block the polymerase and halt the reaction after the reaction has proceeded for a given

time. As such, termination ofthe reaction is optional rather than required.

[00207] While uracil-DNA glycoSylase activity is useful for introducing abasic sites into a

template as described above, this activity can be problematic during the preparation of such

templates. As such, strategies are typically implemented during preparation and manipulation of

uracil-containing DNA, e.g., using molecular biology enzymes, to avoid uracil-DNA glycosylase

activity, in particular, due to the E. coli UDG enzyme. Since a majority of standard molecular

biology enzymes are Overexpressed and Subsequently purified from an E. coli host, UDG activity

can be a contaminating activity that is often not monitored by the enzyme manufacturer’ 5 quality

control procedures. To mitigate contaminating UDG activity, a commercially available UDG

inhibitor, also known as uracil glycosylase inhibitor or UGI (e.g., from New England Biolabs,

Ipswich, MA) can be included in molecular biology reactions. This is a small protein inhibitor from

the B. subtih‘s bacteriophase PBSI that binds reversibly to E. coli UDG to inhibit its catalytic

activity. UGI is also capable of dissociating UDG from a DNA molecule. Alternatively, UDG

activity can be inhibited without exogenous protein using a chemical inhibitor of the enzyme, such

as an oligonucleotide containing a l-aza-deoxyribose base, a transition state analog for the UDG

enzyme. This and other cationic nitrogenous sugars have been used for mechanistic studies of UDG
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activity and show potent inhibition activity. (See. e.g., Jiang et a]. Biochemistry, 2002, 4] (22), pp

7116—7124.)

[00208] In certain applications, UDG activity needs to be inhibited temporarily, and

subsequently enabled to remove create an abasic site as described above. In some embodiments, a

DNA purification that removes proteins is employed, e.g., including a phenol-chloroform extraction

with subsequent ethanol precipitation, a silica-based column approach (e.g., QiaQuick columns

from Qiagen and similar products), andror a PEGfsodium chloride precipitation (eg, AMPure

beads from Beckman Coulter). Altematively or additionally, a commercially-available UDG

enzyme that is not inhibited by UGI is added when abasic site formation is desired. For example,

the AfingrdiLs UDG is from a thermophilic organism and cannot be inhibited by the same

bacteriophage protein as is the 12‘. coir UDG enzyme. In certain preferred embodiments, UDG-

inhibition is employed during template preparation, and inhibition-resistant UDG activity is added

at a subsequent time to trigger the creation ofabasic sites at deoxyuridine nucleotides, e.g.,

immediately prior to or during an ongoing reaction.

[00209] In some preferred embodiments, one or more abasic sites are engineered into a linker

or adapter sequence within a sequencing template molecule. Abasic sugar residues serve as efficient

terminators of polymerization For many polymerases. e.g., $29. l’.2’-dideoxyribose is the most

common synthetic “abasic site". In other embodiments, a synthetic linker is incorporated into a

linker or adaptor. For example, an internal spacer (eg, Spacer 3 from Biosearch Technologies, Inc.)

or other carbon-based linker can be used in lieu ot‘a sugar-base nucleotide. Similar to an abasic

nucleotide, the polymerase will be blocked upon encountering these moieties in the template nucleic

acid.

[00210] In certain embodiments, synthesis blocking moieties are nicks in the template nucleic

acid. Nicking enzymes (eg, nicking endonucleases) are known in the art and can be used to

specifically nick the template prior to or during,r a template-directed sequencing reaction. The use of

site-specific nicking endonucleases allows the practitioner to incorporate a recognition sequence at

a particular location within the template nucleic acid, and such nicking endonucleases are

commercially available, e. g., from New England Biol abs, Inc. For example, a linker or adapter can

be synthesized with a nicking endonuclease recognition sequence, ligated to a nucleic acid molecule

to be sequenced, and can be specifically nicked either before or during a subsequent sequencing

reaction. Nicks can also be introduced by ligating duplex segments that lack either a terminal 3 ’-

hydroxy (cg, have a dideoxynuclcotide at the 3'-terminius) andfor 5'-phosphate group on one

39

Oxford, Exh. 1013, p. 94



Oxford, Exh. 1013, p. 95

PBI DOCKET NO: Ill-0f! ??fltilIS

strand. The ligation results in covalent linkage of the phosphodiester backbone on one strand, but

not on the other, which is therefore effectively “nicked.“ In certain embodiments, a SMRTbellTM

template is constructed using a duplex (or “insert“) nucleic acid molecule lacking a 5’-phosphate

group at one or both termini. Upon ligation of the hairpin or stem-loop adaptors at each end, nicks

are created at one or both ligation site(s), depending on whether the duplex lacked a 5’-phosphate at

one or both ends, respectively. In other embodiments, a SMRTbellTM template is constructed using

one or two stem-loop adaptors lacking a 3’-hydroxy group at the terminus (e.g., comprising a 2,3”-

dideoxynucleotide rather than a 2’-deoxynucleotide). Upon ligation of one or two stem-loop

adaptors lacking a 3’-hydroxy group, one or two nicks are created at the ligation site(s), depending

on whether one or two adaptors lacked the 3’-hydroxy group, respectively. In both cases, a nick is

created in the template nucleic acid, and a primer bound to one ot‘the adaptors provides an initiation

site for the polymerase, which will process the template until encountering a nick, at which point

the polymerase will terminate the reaction by dissociation from the template. Regardless ofhow a

nick is created. the position ot‘a nick relative to the initiation site For the polymerase determines

how much of the template will be sequenced. For example, Figure I9A provides an illustrative

example of an embodiment in which a nick is present on a first strand ofa duplex portion at a

position distal to the adaptor containing the primer binding site. The first strand is processed by a

polymerase, but the complementary strand is not processed because the polymerase dissociates at

the nick site. An alternative embodiment is shown in Figure 19B, in which a nick is present on the

strand complementary to the first strand at a position proximal to the adaptor containing the primer

binding site. In this case both the first and complementary strands, as well as the adaptor not

containing the primer binding site, are processed by the polymerase pri or to dissociation. The

position of the primer binding site also determines how much of the template is processed by the

polymerase. Figure 19C provides a template having a primer binding site at a position from which a

polymerase would process a significant portion of the adaptor prior to entering the duplex portion.

An additional advantage to using a 3’-dideoxynucleotide at a nick is that it prevents the use of the

nick as a polymerse initiation site, since strand extension requires a 3-hydroxy group. As such, the

resulting nick would not compete with a primer site for initiation of nascent strand synthesis by the

polymerase. Having a single, known site of initiation on a template molecule is beneficial, e.g., for

subsequent mapping of a read generated in such a reaction. In certain preferred embodiments, a nick

site both lacks a 5’-phosphate group and comprises a 3’-dideoxynucleotide.
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[00211] In certain preferred embodiments, modification and base excision is performed prior

to introduction ofa template nucleic acid to a reaction site, e.g., a zero-mode waveguide. As noted

above, the choice of recognition site for the methylase depends on how far apart the practitioner

wishes point of synthesis initiation to be on the template. For example, after initiating the template-

dependent sequencing reaction, the sequence of nucleotide incorporations into the nascent strand is

monitored for a desired sequence read, which may extend from the initiation point to the pause

point, or may end before the polymerase reaches the pause point. In some preferred embodiments,

as described elsewhere herein, the monitoring is suspended by modifying or removing an

illumination source, e.g., by moving the illumination source or a substrate comprising the reaction

site. Synthesis of the nascent strand will continue until the pause site is reached, whether or not the

reaction is being actively monitored. When the reaction is to be reinitiated, reaction components are

added that allow bypass, e. g, pyrene, polymerase, etc. and these can be subsequently removed

(e.g., by buffer exchange) to allow additional pauses at other pause sites on the template.

[00212] In certain embodiments using pyrosequencing-based technologies (eg, as developed

by 454 Life Sciences}, abasic sites can be introduced into a set of amplified template nucleic acids

and synthesis initiated. Since all templates in the set are identical, they will comprise the same

number of abasic sites in the same positions. During the course of the synthesis reaction, the

synchronous incorporation of nucleotides into the nascent strands is monitored until either an abasic

site is reached (at which point the synthesis is paused) or until the incorporation becomes

asynchronous (which increases the background noise and decreases reliability of the sequence read).

In the latter case, the practioner may opt to speed up the reaction, e.g, by adding all nucleotides at

one time, to extend all nascent strands to the first abasic site in the templates. When Synthesis is to

be reinitiated, reaction components are added that allow bypass of the abasic site, eg. one or more

pyrenes. A wash step may be performed to remove nucleotides andfor polymerases from the

reaction sites prior to such addition. Further, in some cases, a different polymerase may be used for

pyrene incorporation as is used for sequencing-by-synthesis reactions. In certain preferred

embodiments, the reaction mixture comprising the pyrene for abasic site bypass allows readthrough

of the abasic site, but no further on the template. Subsequent addition of sequencing reaction

mixture allows the sequencing-by-synthesis reaction to recommence and incorporation of

nucleotides into the nascent strand to be monitored. Alternatively or additionally, the practioner

need not wait until an abasic site is reached to suspend detection and, optionally, speed up the

reaction to bring all nascent strands to a given abasic site, but can choose to do this before a reaction

91

Oxford, Exh. 1013, p. 96



Oxford, Exh. 1013, p. 97

PBI DOCKET NO: til-00 ??flfill$

has become asynchronous, e.g., after desired sequence data has been collected for a particular

region of interest in a template nucleic acid.

[00213] In certain embodiments using ligation-based technologies (e. g, the SOLiDTM System

developed by Life Technologies). a pause site can be engineered by using an oligonucleotide that

cannot participate in the ligation reaction and that is complementary to a desired location on the set

of identical template nucleic acids, e.g., on a bead. When the serial ligation reaction hits the position

recognized by this polynucleotide, the reaction cannot proceed and any reactions that have become

asynchronous will “catch up.” The user can then unblock the oligo (e.g., using chemical treatment

or photo-cleavage) and reinitiate the sequencing reaction.

[00214] In some cases, it may be desirable to provide endonuclease recognition sites within

the template nucleic acid. For example, inclusion of such sites within a circular template can allow

for a mechanism to release the template from a synthesis reaction, i.e., by linearizing it, and

allowing the polymerase to run offthe linear template, andfor to expose the template to exonuclease

activity, and thus terminate Synthesis through removal of the template. Such sites could additionally

be exploited as control sequences by providing specific binding locations for endonucleases

engineered to lack cleavage activity, but retain sequence specific binding, and could therefore be

used to block progression of the polymerase enzyme on a template nucleic acid.

[00215] In some cases, nicking sites, e_g_, sites recognized by nicking endonucleases, may be

included within a portion of the template molecule, and particularly within a double-stranded

portion of the template, e. g., in a double-stranded segment of a SMRT bellTM or in the stem portion

of an exogenous hairpin structure. Such nicking sites provide one or more breaks in one strand of a

double-stranded sequence and can thereby provide one or more priming locations for, e. g, a strand-

displacing polymerase enzyme. A variety of nicking enzymes and their recognition sequences are

known in the art, with such enzymes being generally commercially available, e_g., from New

England Biolabs.

[00216] In certain embodiments, methods for intermittent detection described herein are

useful in “paired-end” sequencing applications in which sequence infonnati on is generated from

two ends of a template nucleic acid but not for at least a portion of the intervening portion of the

template. Typically, paired-end sequencing applications provide sequence data for only the two

ends of a nucleic acid template, but the present invention also allows generation of additional

sequence reads that are noncontiguous with the sequence reads from the ends of the template. In

certain preferred embodiments, a duplex fragment (cg, genomic fragment) is ligated to a single-
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stranded linker that connects the 3’ end of the sense strand to the 5’ end ofthe antisense strand, or

that connects the 5’ end of the sense strand to the 3’ end of the antisense strand. In either

orientation, separation of the two strands of the duplex fragment results in a single-stranded linear

template nucleic acid that contains the linker in between the sense and anti sense strands. Subsequent

sequencing can involve intermittent detection that generates sequence reads for only the portions of

the sense and antisense strands that are ofinterest, e.g., one or both of the ends. In certain

embodiments, both sense and antisense strands may be sequenced at both ends to provide

redundancy in the sequence data. Sequence reads recognized as being from the linker portion of the

template (eg, based on the known linker sequence or specific registration sequences encoded

therein) can be used to orient the alignment of the sequence reads from the sense and antisense

portions of the template, providing context for determining the sequences ofthe ends of the duplex

fragment and subsequent sequence scaffold construction andfor mapping. In certain embodiments,

pause or stop points may be incorporated into the linker to control the processing of the template by

the polymerase, and therefore may be used to synchronize the detection periods to ensure generation

of sequence reads from particular regions of template. Further, additional detection periods can be

included that are timed to provide sequence reads from portions of the sense andfor antisense strand

that are noncontiguous with the end regions.

[00217] In a related embodiment, paired-end sequencing may be accomplished by using a

nucleic acid template that has linkers connecting the sense and anti sense strands ofa duplex

fragment at both ends, such that separation of the strands of the duplex fragment provides a single-

stranded circular template that contains a linkers in between each end of the sense and anti sense

strands of the original duplex fragment. Such a template molecule would allow a strand-displacing

polymerase to proceed around the template multiple times, thereby potentially generating redundant

sequence data from both ends of both strands of the original duplex fragment. As noted elsewhere

herein, such redundancy is useful for determination of consensus sequences andfor construction of

sequence scaffolds. As the polymerase enzyme processes the template, detection periods can be

timed (e.g., based on knowledge of the rate at which the polymerase processes the template, which

is dependent not only on the polymerase but also on the sequence of the template itself) to generate

nucleotide sequence reads from the regions of the template corresponding to one or both ends of the

sense and antisense strands, and can also include detection periods to generate additional reads from

other, noncontiguous regions of the duplex fragment, as well. Although such timing can be used to

determine the appropriate periodicity of the detection periods, at later stages of the reaction (cg, as
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the polymerase repeatedly proceeds around the template), the exact location of reinitiation of

sequence read generation becomes more approximate Incorporation of pause or stop points into one

or both linkers to regulate the processing of the template by the polymerase may be used to

synchronize the detection periods regardless of the total distance travelled by the polymerase around

the template. This strategy more reliably ensures generation of sequence reads from selected regions

of template, e.g, the ends of the sense and antisense portions and, optionally, regions in between and

noncontiguous with the end regions regardless of the number of passes of the polymerase around

the template nucleic acid, especially in later stages of the reaction. Further, the known sequence of

one or both of the linkers can be used to orient sequence reads from the sense and antisense portions

for consensus sequence determination and/or mapping.

[[10213] In some such embodiments, a duplex fragment inserted between two hairpin linkers

may be much larger than desired, increasing the difficulty of limiting nucleotide sequence read data

to particular regions of the fragment. The size of the duplex fragment ligated to the two hairpin

linkers can be selectively reduced to retain the regions attached to the linkers and to lose a central

portion of the duplex fragment. One particularly preferred strategy, illustrated in Figure 18,

comprises hairpin linkers (1802, 1804) having a regions of cross-complementarity (1806, 1808),

such that the two linkers 1802 and 1804 can anneal to each other in a manner that does not interfere

with ligation to a duplex fragment 1810. Duplex fragment 1810 comprises ends 1812 and 1814, as

well as a long central region 1816, which is not shown but is understood to be between the two

Curvy lines. Once end 1812 is ligated to linker 1802 and end 1814 is ligated to linker 1804, the

construct is subjected to fragmentation, which removes the central region 1816 of the duplex

fragment 1810, producing construct '18 18 having ends 1820 and 1822. After fragmentation, the ends

of the portions of the duplex fragment still associated with the annealed linker pair (ends 1820 and

1822) are ligated together to produce construct 1824, which can then be treated (e.g., with heat,

gentle denaturation, primer invasion, changing salt concentration, etc.) to separate cross-

complementary regions 1806 and 1808 from one another, e.g., to generate a circular single-stranded

nucleic acid molecule. Alternatively, the separation may occur during the course of the sub sequent

reaction, e.g., by polymerase-mediated strand displacement. Yet further, where the hybridized

cross-complementary regions are long enough to undergo a complete DNA turn, an additional

reaction component (e.g, helicase, topoisomerase, polymerase, etc.) may be needed to unwind the

duplex and allow separation. As such, the resulting “mate-pair” construct has only the ends of the

original duplex fragment ligated together and capped with adaptors that link the 5’ end of each
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strand of the duplex with the 3’ end of the other strand of the duplex, and denaturation of the duplex

produces a closed, single-stranded circular construct.

[00219] Fragmentation of the duplex fragment can be performed by a variety of known

methods. For example, fragmentation can be performed enzymatic-ally (e.g., using restriction

enzymes or other nucleases) or mechanically, by shearing or sonication. The type of fragmentati on

chosen will determine various characteristics of the resulting construct, e.g., how large a central

region is removed and the types of ends remaining (e.g., blunt, 5’ overhang, 3’ overhang, random,

identical on both ends, etc). Optionally, the ends can be modi f1 ed after fragmentation to facilitate

the subsequent ligation step. Although not shown in Figure 18, it is expected that the ligation of the

duplex fragment to the hybridized linkers will be a two-step process, with one end being ligated first

and unimolecular kinetics favoring ligation ot‘the second end to the second linker. The cross-

complementary regions of the linkers can be designed to produce varying levels of

complementarity, and therefore varying strengths of the hybridization. For example, a longer or

higher GC content in a cross-complementary region lends a higher stability to the linker:linker

interaction, but separation of the hybridized linkers requires a more severe treatment, e.g., higher

temperature, more stringent conditions, etc. As such the cross-complementary regions should be

engineered to produce a stable linkerzlinker interaction that is disruptable under conditions that are

not destructive to the overall construct. Further the linkers can vary in regions apart from the cross-

complementary regions For example, one linker can have a primer binding site that the other lacks,

which would provide a single polymerase initiation site in the final construct. Other sequence

characteristics described herein (e.g., pause sites, registrations sequences, etc.) can also be included

in one or both linker regions. If topological constraints limit the Subsequent processing of the

resulting contruct, e.g., during template-directed nascent strand synthesis, these can be addressed by

addition of a reaction component (e.g., a helicase or topoisomerase) to resolve the topological

constraint. As such, the methods can be used to add asymmetric linkers to duplex polynucleotides,

whether or not the duplex is to be selectively reduced in size, or not, as long as the asymmetric

linkers can cross-hybridize to one another.

[00220] Although in preferred embodiments, the two linkers to be ligated to a single duplex

fragment are hybridized to one another prior to ligation, in some embodiments they are instead

hybridized after the initial ligation reaction, and where topological constraints inhibit such a post-

ligation hybridization a reaction component (e.g., topoisomerase) may be included to relieve such

constraints. In certain embodiments, the hybridized linkers are separated prior to addition of
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reaction components for a sub sequent reaction, and in other embodiments the hybridized linkers are

not separated until after the addition of reaction components for a subsequent reaction. For example,

a polymerase enzyme may bind to a primer annealed to a linker before or after separation of the

linker from a second linker. In fact, it may be benefical in some embodiments to postpone

separation of the linkers, e. g., where compaction of the nucleic acid construct is beneficial, such as

when the construct must be loaded into a confinement of some kind, e.g., a nanowell, optical

confinement, etc.

[0022]] In some embodiments, the methods further include separation of single linker

constructs from hybridized linker pair constructs. This can be accomplished by an exonuclease

treatment after ligation of the duplex fragment to the linkers, which would degrade any constructs

having an unannealed end. Alternatively, it may be desirable to remove the single linkers prior to

ligation, for example using a size separation methodology or by allowing them to bind to

oligonucleotides that are complementary to the cross-complementary regions and bound to a

column or magnetic beads. (The cross-complementary regions of the hybridized linker pairs will not

be available for binding to the oligonucleotides. Other methods known in the art can also be used to

separate single linkers from hybridized linker pairs.

[00222] Interestingly, the use of the senser’antisense nucleic acid templates described above

would represent a unidirectional processing of a template to provide paired-end sequence data, as

opposed to the more traditional bi-directional processing of a linear template molecule. Further,

unlike traditional approaches, these methods for paired-end sequencing involve processing,

chemically or otherwise, of notjust the regions at the ends, but also regions in between the ends,

and in some embodiments comprising processing of the entire template. For example, a polymerase

incorporates nucleotides into a nascent strand for each position of the template (thereby

“processing” each position of the template), yet the sequencing data generated is limited to specific-

regions of the template that are of particular interest to the practitioner, such as the end regions. As

such, in certain embodiments the duplex fragment is not further reduced in size after ligation to a

linker pair, and the entire duplex fragment is processed by the polymerase.

[00223] In certain embodiments, methods for intermittent detection described herein are

useful in analysis systems that employ nanopores. A nanopore is a small pore in an electric-ally

insulating membrane that can be used for single molecule detection. In general, a nanopore

functions as a Coulter counter for much smaller particles, and can take various forms, e.g., a protein

channel in a lipid bilayer or a pore in a solid-state membrane. The detection principal is based on
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monitoring the ionic current of an electrolyte solution passing through the nanopore as a voltage is

applied across the membrane For example, passage of a polynucleotide molecule (eg, DNA,

RNA, etc.) through a nanopore causes changes in the magnitude of the current through the

nanopore, with each nucleotide obstructing the nanopore to a different, characteristic degree. As

such, the pattern ot‘variations in the current passing through the nanopore as the polynucleotide is

drawn through may be monitored and analyzed to determine the nucleotide sequence of the

polynucleotide. A polynucleotide may be drawn through the nanopore by various means, e.g., by

electrophoresis, or using enzyme chaperones to guide the polynucleotide through the nanopore. For

additional discussion of methods of fabrication and use of nanopores, see. e.g., US. Patent No.

5,795,782; Kasianowicz, J..l., et al. (1996) Proc NatiAcadScr’ USA 93(24):13770-3; Ashkenas, N,

et a]. (2005) Angew (Them In! lid Eng! 44(9):l40l-4; Winters-Hilt, S., et a]. (2003) Biophys.)

842967-76; Astier, Y., et al. (2006) JAm Chem Soc 128(5): 1 705-10; Fologea, D., et al. (2005) Nana

Leif 5(10):1905-9; Deamer, D.W., et al. (2000) i‘i‘ena's Biotechnm’ 18(4): 147-51 ; and Church, GM.

(2006) Scientific Americcii1294(l):52, all of which are incorporated by reference herein in their

entireties for all purposes. In some embodiments, intermittent detection of nucleic acid sequence

data from a nanopore may be achieved by modifying the progress of the polynucleotide through the

nanopore so that progress is sped up during non-detecti on periods and progress is slowed to allow

sequence determination during detection periods. The rate of passage of the polynucleotide through

the nanopore may be modified by various methods, including but not limited to increasing an

electrophoretic field carrying the polynucleotide (e.g., by increasing the voltage, changing the

conductivity of the reaction mixture, and the like), or changing various reaction conditions to alter

the speed at which a protein chaperone carries the polynucleotide. Further, in embodiments utilizing

a processive exonuclease to feed individual bases through the nanopore, the kinetics of the

exonuclease may be modified based on the known biochemical characteristics of the exonuclease.

[00224] In diagnostic sequencing applications, it may be necessary only to provide sequence

data for a small fragment of DNA, but do so in an extremely accurate sequencing process. For such

applications, shorter target segments may be employ ed, thus permitting a higher level of

redundancy by sequencing multiple times around a smaller circular template, where such

redundancy provides the desired accuracy. Thus, in some cases, the double stranded target segment

may be much shorter, e.g., from 10 to 200, from 20 to 100 or from 20 to 50 or from 20 to 75 bases

in length. For purposes of the foregoing, the length of the target segment in terms of bases denotes

the length of one strand of the double stranded segment. In such applications, various methods for
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intermittent detection described herein may be used to analyze the sequence of the template, thereby

targeting the sequence data to the portion(s) of the template of particular interest to the

diagnostician, andfor improving various aspects of the reaction performance, e.g., by virtue of the

reduction of photo-induced damage to one or more reaction components.

[00225] It is to be understood that the above description is intended to be illustrative and not

restrictive. It readily should be apparent to one skilled in the art that various embodiments and

modifications may be made to the invention disclosed in this application, including but not limited

to combinations of various aspects of the invention, without departing from the scope and spirit of

the invention. The scope of the invention should, therefore, be determined not with reference to the

above description, but should instead be determined with reference to the appended claims, along

with the full scope of equivalents to which such claims are entitled. All publications mentioned

herein are cited for the purpose of describing and disclosing reagents, methodologies and concepts

that may be used in connection with the present invention. Nothing herein is to be construed as an

admission that these references are prior art in relation to the inventions described herein.

Throughout the disclosure various patents, patent applications and publications are referenced.

Unless otherwise indicated, each is incorporated by reference in its entirety for all purposes.

[00226] Although described in some detail for purposes ofillustration, it will be readily

appreciated that a number of variations known or appreciated by those of skill in the art may be

practiced within the scope of present invention. Unless otherwise clear from the context or

expressly stated, any concentration values provided herein are generally given in terms of admixture

values or percentages without regard to any conversion that occurs upon or following addition of

the particular component of the mixture. To the extent not already expressly incorporated herein,

all published references and patent documents referred to in this disclosure are incorporated herein

by reference in their entirety for all purposes.

[00227] The following non-limiting examples are provided to further illustrate the invention.

VI. Examples of Intermittent Illumination of a Single Molecule Sequencing-by-

Synthesis Reaction

Example I

[00223] A nucleic acid template was provided that comprised a double-stranded region and

two single-stranded linker portions at each end. The first linker portion connected the 3‘ end of the
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sense strand with the 5’ end ofthe antisense strand, and the second linker portion connected the 3’

end of the antisense strand with the 5’ end of the sense strand. This template was designed to form a

single-stranded circle of approximately 500 bases when the double-stranded region was opened

(e.g., by heat denaturization, helicase activity, etc), and is sometimes referred to as a SMRTbellTM

template. A plurality of this nucleic acid template was incubated with polymerases, primers, and

other reaction components to allow formation of polymerase-template complexes. (See, e.g.,

Korlach, J, et a]. (2008) Nucleosides, Nucleotides and Nucleic Acids, 2?:1072-1083; and Bid, J.

(2009} Science 323133-138.) The complexes were immobilized in zero-mode waveguides in a

reaction mixture containing all necessary buffer and nucleotide analog components for carrying out

sequencing-by-synthesis reactions with the exception ofa cognate starting base and a metal

dication. A Smith-Waterman algorithm was used to perform the alignment ofthe known sequence

of the template with the sequence reads generated in the reaction, and the positions of the sequence

reads is graphically illustrated in Figure 8.

[00229] Acquisition of the data shown in Figure 8 was collected as follows. Illumination of

the array of zero-mode waveguides was initiated with laser excitation (532 nm and 64] nm laser

lines) att = -5 seconds, and the missing cognate starting base and metal dication (manganese metal)

were added at t = 0 seconds to simultaneously initiate the sequencing-by-synthesis reactions in all

zero-mode waveguides. The reactions were monitored under illumination for 120' seconds at which

time the illumination was removed; the sequencing reads generated during that stage of the reaction

are shown in Figure 8A as a function of the template position to which each read maps. At 295

seconds illumination was resumed and data acquisition was reinitiated at 300 seconds and

maintained for another 120 second interval; the sequencing reads during this second illuminated

period are shown in Figure SB. At 595 seconds illumination was resumed and data acquisition was

reinitiated at 600 seconds and maintained for another 120 second interval; the sequencing reads

during this third illuminated period are shown in Figure SC.

[00230] As expected, the longer the amount of time before the sequence data is collected

(that is, the later the illuminated period), the further into the template the alignments shift, and this

shift is a rough function of time since initiation of the reaction. Further, the distribution of sequence

reads generated during each subsequent illuminated period becomes more dispersed than the

previous illuminated period(s). Further, due to the circular nature of the template, Figure 8C clearly

shows that some polymerases have passed completely around the substrate and are beginning to
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generate sequence reads from a second pass around the template, thereby generating redundant

sequence information for a single template nucleic acid.

Example [I

[00231] As in Example I, a EMRTbellTM template was used. For templates of defined

sequence, PCR was used to generate 3 or 6 kb DNA inserts for the double-stranded region in the

SMRTbellTM templates using a standard PCR methodology. For genomic and other biological

samples, a DNA fragmentation protocol was used that generates DNA fragments distributed around

3 or 6 kb. Generation of fragments in these ranges was done using a HydroShearm" (Genomic

Solutionsrfl') device with settings recommended by the manufacturer. The random genomic DNA

fragments were enzymatically treated to generate blunt ends. Both the PCR products and randomly

generated DNA fragments were phosphorylated and then immediately put into a ligation reaction

with a blunt hairpin adapter. The products were puri ti ed through two size selection steps using

reduced volumes of AMPureE” magnetic beads (A gencourt'g’) to remove hairpin dimers and other

short products (Fabrication of SMRTbellTM templates is further described elsewhere herein.)

[00232] The system components used for polynucleotide sequencing using intermittent

detection are comparable to single-molecule sequencing applications under constant illumination,

which are described, e.g., in Eid, et a1. (2009) Science 323:133-138. Specifically, the

immobilization and sequencing buffer compositions, nucleotide analogs identity and concentration,

polymerase, ZMWs, Surface treatment and instrumentation were identical to the standard

methodology. Modifications to the SMRTbellT'“ template DNA and polymerase binding and

immobilization and data acquisition protocols are as follows.

[00233] A binding solution was prepared by incubation of 3 or 6 kb DNA SlVlRTbellTM

templates (1-10 nM) with a '10-fold excess of DNA polymerase (IO-100 nM, respectively) in '10

mM MOPS (pH 7.5), 10 mM KOAc, 100 mM DTT & 0.05% Tween-20 for 2 hours at 30°C,

followed by 1 hour at 37°C and subsequent storage at 40C prior to immobilization on the ZM‘Ws.

Immediately prior to immobilization, the binding solution was diluted in the standard

immobilization solution (50 mM MOPS (pH 7.5), 75 mM KOAc, 5 mM DTT, 0.05% Tween-20) to

the desired final concentration, typically 0.1 to 1 nM, and incubated for 30 to 60 minutes at 22°C.

Post-immobilization chip preparation and sequencing initiation were identical to the standard

methods.
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[00234] The data acquisition protocol was similar to the standard application with

coordinated modifications to the collection timing and ZMW positioning. In the standard

acquisition procedure, a single long acquisition (~10 minutes) is performed for each ZMW. In the

intermittent illumination acquisition procedure, multiple short acquisitions (~3 minutes) of sequence

reads (also termed “strobe reads”) were performed for each ZMW (during “detection periods”) with

an interval between each acquisition period during which no acquisition of sequence reads was

performed (“non-detection period”). The duration of the interval between each acquisition of

sequence reads was determined based upon a desired distance (i_e_, number of nucleotide positions)

between each sequence (or strobe) read, the polymerization rate of the polymerase. and the

SIVIRTbellTM template insert size.

[00235] SM RTbellTM templates were generated as described above for AC223433, a t‘osmid

clone comprising a sequence of an approximately 40 kb region of Homo .sapiens chromosome 1 5.

The reference sequences used to map the sequence reads generated in the sequencing reactions were

the publically available sequences of Homo soprem' chromosome '| 5 (Hg | 8; NCBI Build 36. I ) and

fosmid AC223433 (NCBI GenBank accession number). Table I shows the number of statistically

significantly mapped sequence reads for several types of intermittent illumination sequencing

reactions. The number of mappable “looks" is equivalent to the number of mappable sequence reads

generated during detection periods for a single template molecule. For example, a “mapped l-look

read" means, for a single template molecule, only a single detection period generated a sequence

read that could be mapped to the reference sequence.

Table 1: Summary of Sequencing Results 

  
  

 

  
 

 

   

  

Mapping Mapped l- Mapped 2- Mapped 3- Mapped 4-
Ret‘erence look reads look reads look reads look reads

Human chrl 5

(Hng) 13834 1289 127 4
Fosmid 15253 [571 158 5

  
 

[00236] Deviations in the expected time span for a set of sequencing reads from a single

sequencing reaction are indicative of genomic events such as genomic rearrangements, e.g.,

insertions, deletions, etc, Figures 10 and 11 illustrate this point. Specifically, the time and distance

travelled along the template (based upon the reference sequence) by the polymerase was computed

within and between the sequence reads generated during the detection (illuminated) periods. These

calculations were used to detect unexpected variations, indicating possible genomic events in the
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template as compared to the reference sequence. Figure 10 provides a plot that illustrates the

normalized average time it took for the polymerase to traverse a region of the template based on the

length of that region in the Homo sapiens chromosome 15 reference sequence. The sequence reads

are fit to a diagonal having a slope equal to the average speed for sequencing reads. Deviations from

the regressed diagonal indicate genomic events (for example, structural vari ants), and the slope of

the sequence reads around such deviations indicate the relative size of the genomic event (eg, in

the case of insertionsfdeletions). For example, if the time for the polymerase to traverse a region

was unexpectedly long, this indicated the polymerase actually traversed a longer region than was

expected based on the reference sequence. The two distinct off-diagonal deviations (upper right

hand corner) with higher slope indicated that an insertion had occurred in the reference sequence,

and this was verified by comparison to the known fosmid sequence.

[00237] Figure 'l 'I shows the average time it took the polymerase to traverse the template. For

each mapped read, starting and ending times and positions were determined and used to compute

the distance traversed by the polymerase between sequence reads. Based on these determinations,

an average time across any particular region of the human reference sequence was computed.

Regions that were traversed by the polymerase more slowly have peaks of higher AT, and were

indicative of insertions in the template relative to the Homo .s'apfens chromosome [5 reference

sequence. The insertions identifi ed were the same insertions identified above.

[00238] Intermittent illumination-based sequencing reactions across fosmid sequence

AC223433 showed significant sequence read coverage across the insertion events. The distribution

of the physical coverage is shown in Figure 12, which illustrates examples of three-look strobes

(i .e., sequencing reactions having three detectionfilluminated periods) that span or intersect the

insertion events. Figure 12A shows the mapping of the strobe sequence reads to the Home s'apfens'

chromosome '15 reference sequence, where the sequence reads generated from the insert sequences

in the template are excluded. Arrows indicate the locations of the insertions. Figure 123 shows a

similar mapping with the sequence reads generated from the insert sequences indicated with

brackets. A number of sequence reads flank the insertions. connect the two insertions, or clarify

sequence within (or at the boundaries of) the insertion sequences. Such flanking and connecting

sequence reads are useful for predicting and detecting genomic events, anchoring them to genomic

references, and scaffoldng for de novo assembly of novel sequences. In particular, there are 30 and

38 “3-look” reads that intersect the two regions of insertion of ( l 192 bp and 6879 bp, respectively).

These sequence reads facilitated mapping of the insertions to the human reference sequence, which
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would have been extremely difficult, if not impossible, with commercially available short-read

sequencing technologies. Further the sequence of the smaller insertion was a highly repetitive

sequence, which would also have made mapping difti cult with certain short-read technologies.

[00239] Figure 13 illustrates the sequence coverage obtained across the fosmid sequence,

showing all two-, three-, and four-look strobe sequence reads spanning the sequence that are

mappable to the known AC223433 fosmid sequence.

[00240] A consensus sequence was derived from the set of mappable sequence reads

generated in these sequencing reactions. Strobe sequence reads were combined with sequence reads

generated under constant illumination and assembled based on the human reference sequence

(Hgl 8). High quality reads surrounding the (suspected) insertion sites, as well as high quality reads

that did not map to the reference sequence, were extracted and assembled with a “de novo" greedy

suffix tree assembler; the resulting contigs were mapped to the Hg'l 8 reference sequence. (Iontigs

spanning the (suspected) insertion sites were identified and fed back into the “de novo" assembler,

and the resulting conti gs were manually edited using standard techniques and placed back into the

derived reference guided assembly. The final consensus sequence was a hybrid ofa reference

guided assembly and attempts at de novo assembly of novel insert sequences. Alignments to

reference sequences were performed and plotted. Figure 14 provides a sequence dot plot for an

alignment between a sequence assembly produced as described above and the fosmid reference

sequence, and this plot confirmed a high degree of alignment between the two sequences. This dot

plot was generated using Gepard [.2] (“GEnome PAir — Rapid Dotter,” available from the Munich

Information Center for Protein Sequences (MIPSD with a word size of 7. Nucleic acid dot plots are

widely used in the art and are further described, e.g., in Krumsiek et al. (200?) Bioinformatics

23(8): 1026-8, Maizel et al. (1981) Pro-:- Natl Acad Sci USA 78:7665; Pustell, et al. (1982) Nucleic

Acids Res 10.4765; and Quigley, et al. (1984) Nucleic Acids Res 1234?, all of which are

incorporated herein by reference in their entireties for all purposes.
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What is claimed is:

1. A method of determining a nucleotide sequence of a region of interest in a polynucleotide‘

the method comprising:

introducing a polynucleolide comprising a region of interest to a sequence analysis systenr

comprising a nanopore and an enzyme chaperone;

monitoring variations in a parameter of the nanopore of the sequence analysis system during

passage of the polynucleotide through the nanopore, wherein the enzyme chaperone regulates the

rate of passage of the polynucleotide through the nanopore;

analyzing the monitored variations of the nanopore of the sequence analysis system to

determine a nucleotide sequence of the polynucleotide, wherein the nucleotide sequence comprises

redundant sequence information for the region ofinterest; and

determining a consensus sequence for the region of interest based on the redundant sequence

information.

2. The method of claim 1, wherein the nanopore comprises a protein channel.

3. The method of claim 1, wherein the nanopore is in a membrane.

4. The method of claim 3, wherein the membrane is a lipid bilayer.

5. The method of claim 3, wherein the membrane is a solid-state membrane.

6. The method of claim 3‘ wherein a voltage is applied across the membrane.

7. The method of claim 6. wherein the parameter in the monitoring step is the ionic current of

an electrolyte solution passing through the nanopore.

8. The method of claim 'I. further comprising changing reaction conditions to alter the speed at

which the enzyme chaperone guides the polynucleotide through the nanopore.
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9. The method of cl aim 1, wherein the polynucleotide comprises complementary sequences of'

the region of interest, wherein the redundant sequence information comprises the nucleotide

sequence of the complementary sequences.

10. The method of claim 9, wherein the complementary sequences are linked by an

oligonucleotide.

] l. The method of claim 10, wherein the oligonucleotide comprises a registration sequence.

12. The method of claim 1, wherein the polynucleotide comprises double-stranded DNA.

13. The method of claim 'I 2, wherein the polynucleotide is greater than 75% double-stranded

DNA.

14. The method of cl aim 12, wherein the pol ynucl eoti de is greater than 90% double-stran ded

DNA.

15. The method of claim 1, wherein the polynucleotide comprises a double-stranded portion

compri sing complementary sequences of the region of interest, wherein the redundant sequence

information comprises the nucleotide sequence of the complementary sequences.

16. The method of claim '15, wherein the complementary sequences are linked by an

oligonucleotide.

17. The method of claim '16, wherein the oligonucleotide comprises a registration sequence.

18. The method of claim '1, wherein the polynucleotide comprises multiple repeats of the region

of interest, wherein the redundant sequence information comprises the nucleotide sequence of the

multiple repeats.
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INTERMITTENT DETECTION DURING ANALYTICAL REACTIONS

ABSTRACT

Methods, devices, and systems for performing intermittent detection during analytical

reactions are prowided. Such methods facilitate collection of reaction data from disparate reaction

times. Further, such methods are useful for reducing photo-induced damage of one or more

reactants in an illuminated analytical reaction at a given reaction time. In preferred embodiments,

the reaction mixture is subjected to at least one illuminated and non-illuminated period and allowed

to proceed such that the time in which the reaction mixture is illuminated is less than a photo-

induced damage threshold period.
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APPLICATION DATA SHEET (3”! CFR 1.76}

................ .._.............m~w~.—.mm___.__.__—_.mnmm”

INTERMITTENT DETECTIONDERING AhALY1{CAL REACTIONS

 
  
 

 

Title {sf inventian

As the below named invenioris}, Ewe declare that:

This decimation15 directed to:  
 

! ['3 The attached appiicatien. or-

Urfited States orPCT AppiieationNa. {#09 _,E_f_i_l___,.£’i1'e{§ on. Ngvember 27 2013 E
I E! as amended on _______________________________________ (if applicabie) E

E a

E The abova~idenzified application was made or authari‘zad to be made by mums
i _

Ewe belimze that Ewe arm/are the original inventorftariginai joint inventors 9f 2: claimed inventiun in the applicalign;

Ifwe acknowledge the duty m disci‘ose :0 ihe united States Patzm and ’hademark Office ail infommfinn known {a
mains :0 be material ta. pamntability as defmed in 3'? {BER 1.56.

Ewe hereby acknowiedgfi: that any Wiilfui false statement nmda it? this declaration is punishable finder 1815.313
i001 by fine or imprisonment of not more: than five: (5} years, or both.

 

Invanior one: Stephen Turner Date: 1 l Bacamber 202 3L_w_m_m._WM~W___——mu_fi_fi____ 

ESignamre: w0-"-

 
 

 
 

  

Ifivemor wm:

Signature:

Inventor three: Keimefil Mark Maxhanfi Dale:——v——WWWWMHH—.__.mm.m.mum..........................._..____m._._._u—

- S-ignatum;

hummer four: John Bid Date:

Signature:  
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Becket Na. fi1—601104IJS

 

11F(_LARA}ION (37 CF11 .163} FGR UTILITY OR DESIGN AP?LICA’I‘ION USING A

A?FL1CATE(}N BA'1A SEEK1"(37 CF11 1'76)— ;

 
As the below named .inventods), {has 11863:: that:

This declaration is {til-acted to:

[:1 The atmhad apyiicatiom or

United States or PC? Application N0. _ 141691.961 . flied on Nevember 27, 201% -

[:1 as ammded onH_____________________+1..“ (if appi'imh1e} I

The atmye'identified appiicafion was made or anthurized m be. made by meé'us.

 
Ewe beiieve that. L’we 611113.139- t-hs urigitm! inventoflariginai joint ihwntors of 3 c1 aimed invention in the appiica’tiorr;

lfwc acknowiedge the duty 10315011359 1:: 1116 United States Patent and Trademark Office ail inibrmation knewn to
1 mez‘us to be mgamriat to patenta'niiig' as defined in 31" CPR 1.56,

 

 

  
 

 
 
 

 

  
 
 

Ewe hereby acknowledge: that any wiilfin false statement made in this declaration is punishabie 1.13168! 3.8 {5.3.0.
1'03} by fine or imprisonment efnm' more than five {5} years, 51' both.

. 'FULL NAME OF iNVENTORG}  
Inventor ans:

S ignztture:

- inventor two:

Sign ature:

Inventor three: KenLebh Mark Max}: am Date:
“Wm—“WW

Signature:

 
 Imentor fa ur: John Rid Dam: !

  

Oxford, Exh. 1013, p. 137



Oxford, Exh. 1013, p. 138

Docket'No. fitne‘méus

DECLARATION (37 CFR1.63}.F(}RUTIL{TY 0R DESIGN APPLICATION USING AN I
AP?LICATION DATA. SHEET (37 CFR 1.76)
  

 

 
This 'declatatinn is directed to:

 
E] The attached applicatim, or

{31] Unitad States or R3? Appiicatian Nu. 14:99} 961 flied on Navemher 2?, 2i}! 3 _,

i {:1 as amenfied can (ifappiicablc).

‘ The above-identified appticatioa was made or aathoriz‘ed it} be made by mains.
1l

Uwc- laciieve that .Er'we atm'arg the stigma} inventarr’originaljgint inventars of. a claimed invcnti'on in the application;

Uwe. acknuwiedge the duty to disclose ta the United States Patentand ‘I'rademark Office all information known to
' mat-us to be materiai to patentability as defined in 37‘ CPR 1.56.

lfwe hereby acknowiedge that any willful false statement mate in this decimation is punishable unrier 13 U.SE.
H102: by fine or impfisonmcnt nffnot more than five (5} year-s, or- both.

 

F {IL-L NAME- OF INVENTOR(S}

 

 

 

Inventor one: Ste hen Turner Date:

{ Signature:
1

Inventor two: 5012 Swansea Data:

E Signature: ____“WWW...WWW....____________..______...ww.w___________fl__...u..W__________
E_________.___.........__._..________________.._______________________________._.._______________________.________...____.__._
E inventor-three: _____I_._(_§_t_meth Mark Maxham ________________Qgtg:
E _ _ .
Wigwam: 3%Wmm
mem

E Inventor fuu'r: John Eid Date:

Signature:
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Doom Na -fi1-‘(}GT794US

 ' DECLARATW{SIGN {3? CFR' 163) FOR UTILHY 0R DESIGN AI’PLECATION USING AN

E fil’PLlCATEQN EATA SKEET (3'? CFR E .76)

 
As the beiow named invenmr‘is), Uwe éeclare that

This decimation is; directed to: E
{:Z] The Washed appiiwtion, or

E IE! United. Sims OTFCT Appiicaiinn No. 1&0913961 , flied on. Roveamg; 23a 3333.“.

E E3 as amended 0nW(it‘applicgbie)

‘ The above-idealified 'applicatim was made or author-53m ta 2:: mafia: by mews. E

Ewe believe that Hm: aware the miginaz‘ inventorfmiginal join: {warriors af a 5133 med imemion- in the appiicalion;

E Ifwe-acknewledgc the duty to disclose to the: United States Patent and Tradamaa'k Gifim all information known to
. Indus to be material to pateatabiiiiy as defined in 3 T CF13 3.56.

Ewe hath}? acknowledge that any wiilfil! faise statement made in this declaraficn is punishabie under 18 USU.
“101 by fine or impri'sonmem of nut more than five (5} years! er both.   

 
 

 

 

FULL NAME OF II‘JVEN'I'OR{_S)

Invent'ar one: LQEFMEELW_Q§§EMMM

 
i- Inventor two: 3011 Serena]; ____________ Date: _i

Signatmi Wm______________________”wI
Il

Imam three; Kenneth MarkMaxi-mu  

Signature:
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Approx-ad farm‘s tirrswgii-i 5136120111. 0MB 065 7-3 I
Eifi. Patent and Trademalia Office; U31 UEF’RRTMENT SF 1303*. ME ...iii

1' hmrebyzap-pom:PracfiIiGIW-“S ages-353m: with Customer Number:_
QR - 0

D Frantitionerisj earned heicrw {if mere than ten paterii practitioners are if.) ba 1312me than a wsicma mimbar must be used]:
Regishaiimi

anber

3111: correspondence at; - 9 apfilicstwn idscmified in me a chain Bia'ement Lindei' 3'? CFP4.?31'3‘12”
 

P1113315 change

l a} Th5 andress associated with. Customer Number:
{3R

Firm ctr
individual Name

:’ ixdtiress

C. ity

' country“-
  ' Teiapiiisne 

RES-Ewes: Name anti Addrsasr Pacific Biosciences 0f Caiifornia, inc.
' 1380 Wiiiow Road

Manic Park CA 94025

A can? of ti‘iis form togetherwizii a statement utisier 3? CFR 373fc) {FomPToifiiwefiar aquivaient: is magnified to be
Fittedin each appiicatiori in which ti'iia farmis usasi. The staiamant Hatter 3? CFR 3.73(6} may be commeted by one of
The pracfiitianass appainted In this form. and musfi Edentfiy the agaplicafifin in which this Power 04‘ Attorneyl5 tabs filed

SEGNATURE vi Assignee of Record

The individ 1 'whaae signaiure am: titieis*uppiied hem-.115 wimrzad ic act onbeitaif of the assignee
aigi‘iaiure 

Name

....:‘ .'.1i-R1 31 i.32 and i;33 The 1111mm” i3 recuized i-3”3:1:i-in oi mtain a hen . " ‘ .
' . .00.123118111 ity-1*; gtwellied bv 35 US$122 am: 3'? CFR ‘i i‘. and 1.14.1135 aaiieman".5 (-aiimatecl _. K13 3 minutes

to ix:lipirfie mini-.5. Jamming. 9'am: ' . I1} the ccmili‘s'icd aypiicdim form to he US—‘JTO. Tim mi! val“! depending 1:90.11 liia inGM-riuai Case n‘Tx'
La:Hi: .81:is on “he amuunl11‘ time you meme «1-sompie'ie thi‘. farm asdior st:ggesvms for reducing this burden shout} 'Lie sem. mine Chief Infomemn Office:
U.“ Paieni and Trade. " Office. 1;.S. Demrtmeni m‘ “Cmmeme. P..O St): 14'.SU ASexanrir-a. ‘R 2231341150130 HGT SEi-JIJ FEES OR ELOMPC5:EE:
FLiQMS TO 'E'HHS AGLHEES'S. SEND TO: Gammissioiwr for Pater“. 9.12}. Sci-3: i450. Nexandria, UR 223134-156.

 

  

if you new 35331.3 I'ICE il‘l compieiii'ig ‘ii'iia fmm mil 1 wfiiiflvPTO-B’iES and select option 2.
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iJ‘i‘Q'i'iiNQG [2-8-1 2)
Approved in: use through Gér3132013. OMB 5551-9031

US. Patarrt and Trademark Office; 8.3. DEPARTMENT OF GOMMERGE
Hired to to (marinnotrhlcrmatinn imiass ii rttsla-~ a valid ORB control numrfir.

STATEMENT UMBER 3? (EFF! 333$;

ApplicantiPatent mgr; Pacific Bioscienoes of Catiiomiia, inc.

Under the F‘_ arumrtr Reduction Ant of tQQIS
   

  
Application NoJPateni No; Not Yet Aasigned

Tit‘lod: lNTEREifiiTTENT DE?E§3T§ON DURING ANALYTICAL REACTIONS

 

 
'Fitew‘iesise Date: Desembe‘” 19» 2975

 
 

 

 
 Pacific Biosciences of California. inc. a corporation  
 {Namn ui Miigttafl} (Type oi Assignafi, 9.9., curporaiion. partnership, university, gouammant agency, etc i
 

 states that. for the patent applicationipaiont identified above, it is {choose gm of options 1‘ 2. 3 or it- below}:  
 

.u...‘

1. 1115 The assignee of the entire right, title, and interest.  

 2. 1: An assignee of iess than the entire right, iitie? and interest {check appticabie box}:  
 L3 The extent (by percentage) of its ownership interest is 3:3. Additional Statementisi by tire owners

noiding the baianco of the interest must fig gigmitggg to amount for 109% of the ownership intoreat.

:I there are unspecified percentages of ownership. The other parties, inniuding inventors, who together 0““ the entire
right title and interest are:r—'*" ...............................-   
 
 

-...................................... mun-W

Additionai Statornontis} by this ownsris) holding the baianoe oi the interest mtg: 9g gubngifiefi to amount [or the entire 5
right, title. and interest.  

 3. ifi The assignee of an undivided interest in the entirety is complete assignment iram one oi the ioirti inventors was made).
The 0th or parties, inciuding inventors, who together own tho entire right, titte. and interest are:  

 

  
right, title, and interest.

 

 
4. ‘._,i The recipient. Via a court prnnfieding or the like: {as}. banliruptcy. probate], of an undrvrded interest in me entirety in
compiete transfer of ownership intere at was made). The certified documentta} showing the transfer is attached.  

  

 Tito interest identifier} in option "i. 2 or 3 above {not option (it is evidenced by either iciiootan 9:19; of options A or B below}:  

  A. i_.r_j An assignment irotn the invorttoris} of the patent applicatiom'patont identified above. The aasignmnnt was rammed in
the United States Patent and Trademark Office at Fteei 032051 _. Frame .f_'j§f5__________________, or for which a copy
thereof is attached.  

  
 

B. S A chain of iitie from the inveni0i{$), 0f the patent appiicationr'pateot identified above, to the current assignee as ioliows:

 
 

From:

The document was remrciod in the United States Patent and Trademark ()flioe at

  Reel Frame . or tor which a copy thereof is attached.

  
2. From:

{Page 1 of 2]
This (inflection oi information is required by 3'? CF“. 3.?3ib]. The information in required to obtain or retain a benaiit by the pubic which is to "is (not: by the EJSPTO to
process} an appiirmmn Corifidemidity is governed by 35 flat). 122 and 3? 65:3 1.1 ’: and 1.14. This rmiection :5 estimated in take 12 it: '9, in mmpialal including
gathering. preparing. and submitting the moist-tater! appiicaiicn lorm to the lJéEPTO. Time Iniii vary departing upfi'ii the innividnai case. My oomrrton-‘s on the amount
or time you requiio to complete this toms amt'or suggeotons for reducing; this burden. shotiici be sent to tin-t Cole-t interment-in Officer. Lit}. Patent and Darkroom
Oifioo. {5.8. flapariznefli of Committee. PD. 536:: 145i}. Rwandria. W‘s 22313-1450. £30 NOT SEND FEES GR COMHET ED FORMS TO THiS ADDRESS. SEND
TO: Commissioner for Patents, PD. Box 1450, Alexandria, VA 2231344513.

Effort liner} m‘sisfmtne in completing Iltrrfiim_ all! 1—800—PTO—9! 99 and 3639:?! 03315033 2.
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P?’r'AiNQfi {08512}
Approved For use through 913332013. 0MB 5-5551 @031

US. Patent and denzmrk cities: U.:5 DEPARTMEN‘I OF COMMERCE
Undeflhe Panemom Ram-Junior: Act at 1995. mm - rsons are r:- wired to resmm ta :1 miisacta'on oi Enlmmafim 1915969 it d:s.=;la_s a valid CNS comm! number.

STAYESIEEMF UNDER 3'? CFR 33359}

#_*____H#___ '70: ____

The documen’r was recorded in the United States Patent and Trademark Dfiice at

mm, or for which a may thereof is aizached.

To:

The decumem was recorded in the United Stanza Pazem and Trademark Office a:

_, Or for which a copy ihereoi Es washed.

To:

The documerrt was rewrded in the United Staies Patent and Trademark Office at

Reel , Frame , or for which a copy mama? :5 attached.

To:

the document was recorfieo‘ in the United States Fateni and 'E'raclemam Office at

Ree! , Frame " . or for which a copy lhereoi is attached.

[3 Addiiia-na! documem in the chain of title an: Eisted on a supplemen‘ia} sheet{s}.

{:1 AS required by 37 CPR 31?3{C}(1}{3),iha documentary evidence of The chain of We fmm the originai owe: to the
' assignee was, or cancurrentiy is being. submitted for racerdailon pursnam to 3? CH? 3.11.

(NOTE: A separate oooy (La. a {we copy of {he originat assignment documeni-{s}} must be submitted 'ta Assignment
Division in accordance with 37 CFR Part 3, to record the assignment in the reconds of the USP‘IO. See MPEP 302.08;

The undamiqoed {us-haw title is Supplieé bemw} is authorized to ac? on behaif of the assignae.

  3"- ': __~..._,.‘...  

Sigri'ature .5" >1... Gate
RObert H: Reai’ney, PhHD marmaoanwmmsmoem-mm
............................................................. _ W

 

 
Printed or Typed Name  
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UNITED STATES PATENT AND TRADEMARK OFFICE

UNDER SECREI'AFW OF COMMERCE FOR INTELLECTUAL PFIOF'ERTYAND
DIRECTOR OF THE UNITED STATES PATEN'I' AND TRADEMARK OFFICE

 

JANUARY 30, 2014
PTAS

SSSUEE‘EEWLREE 502657767
MENLO PARK, CA 94025 

  
UNII.;D SiAlT'S PA11'NT AND TRAD.LMALK ObFIC.L

NOTICE OF RECORDATION OF ASSIGYLENT DOCUMENT

    
 

 
 

THE E.CLOSED DOCUb.ENl HAS SEEN RECORDED bY LHE ASSIGNMENT RECORDATION BRANCH
OF TH.E J. S. PATdNL AND LRADdMARK OFFIC.3. A COMPLaIfi COPY IS AVAILABLE AT THE
ASSIGNMENT SEARCH ROOM ON THE REEL AN] FRAME NUMBER REFERENCED BELOW.

  

 'L' 
   

PLEASE REVIEW ALL INFORMATION CONTAINED ON THIS GOTICE. THE INFORMATION
CONTAINED ON THIS RECORDATION NOTICE REFLECTS THE DATA PRESENT IN THE PATENT
AND TRADEMARK ASSIGNMENT SYSTEM. IF YOJ SHOULD FIND ANY ERRORS OR HAVE

OUESTIO.JS CONCERNING THIS .OTICE, YOU MAY CONTACT THE ASSIGNMENT RECORDATION
BRANCH AT 571— 272- 3350. P.-.AS* S‘ND R4QU‘.S bOR COfiRECTION TO: U.S. PATENT
AND TRADEMARK OFFICE, MAIL STOP: ASSIGNMENT RECORDATION BRANCH, P.O. BOX
1450, ALEXANDRIA, VA 22313.

      
     
     

 
   RECORDATION DATE: 01/29f2014 REELHFRAME: 032084f0166

NUMBER OF PAGES: 7

       
 

BRIEF: ASSIGNMENT OF ASSIGNORS INImRfiSi [SfiT DOCUMENT FOR DETAILS).

  

 
   

 

 

ASSIGYOR:

TURNER, STEPHEN DOC DATE: 12311/2013

ASSIUAOR:

SORENSON, JON DOC DATE: 01/14/2014

ASSIGAOR:

MAXHAT, KENNETH MARK DOC DATE: 12/17/2013

ASSIGAOR:

EID, JOHN DOC DATE: 01/08/2014

ASSIGIfi“:

PACIFIC BIOSCIENCES OF CALIFORNIA,
11C

1380 WILLOW ROAD

MENLO PARK, CALIFORNIA 94025

APPLICATION NUMBER: 14091961 FILING DATE: 11/27/2013
PATENT NUMBER: ISSUE DATE:
TITLE: INTERMITTENT DETECTION DURING ANALYTICAL REACTIONS 

P.O. Box 1450. Alexandria. Virginia 22313-1450 - WWWUSPTQGDU
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032084/0166 PAGE 2 

ASSIGNMENT RECORDRTION BRANCH
PU-‘TIC L"COLDS DIVISION

   
  
 

Oxford, Exh. 1013, p. 144



Oxford, Exh. 1013, p. 145

Attorney Docket No; 0% 4107704115-

ASSIGNMENT OF PATENT APPLICATION

3 DENT

WHEREAS,

Stephen Turner of 810 5:3: Street, Kirkiand, WA9893 3. USA;

Jon Sorenson of 172.5 Mason Street, Alameda, CA 94501, USA;

Kenneth Mark Maxhnm of241 Harrison Avenue. Redwood City, CA 94062, USA, and

John Rid of 52 Sheridan Street. #2. San Francisco, CA 941.03, USA.

hereinafter refened to as “Assignor(s)," isr‘are the inventons} of the invention described and set
forth in the beiow—identified patent application:

”fine of Invention: IN'I‘ERMmENT DETECTEON DURING

- ANALYTICAL REACTIONS

Fiiing Bate: November 2’}, 20.13

Application No: MIOQE .961; and

WHEREAS. Pacific Bioscienees of California, Erie, ioented at 1330 Wiiiow Road, Memo Park,

CA 94025, hereinafter referred to as “ASSEGNEE'.” is desirous of acquiring an interest in. the invention

and appiieation and in any US. Letters torrent and Registrations which may be granted on any patent
appiicntion claiming priority from the same; I

For good and vanmtfle consideration. receipt of which is hereby acknowledged by Assignorcs},

AssignorfS) hnsfhave assigned, anti by these presents doesfdo assign to Assignee nil right. title and interest
in and to the invention and application and to at? foreign counterparts {including patent, utiiity model and
indostria! designs). and in and to any {otters Fatent and Registrations which may heieafter be granted on
any patent application ciairning priority from the same in the United States and 311 countries thronghoot
the work}, and to claim the priority from the application as provided by the Paris Convention. The right,
title-and interest is to be heidnnd enjoyed by Assignee and Assignee’s successors and assigns as fully and
exclusively as it would have been held and enjoyed by Assignofis} had this Assignment not been made,
for the foil term of any Letters Patent and Registrations which may be granted thereon, or of any division.
renewal, continuation in whoie or in part. substitution, conversion, reissue. prolongation or extension
thereof.

Assig-nor{s) further ngreetfls) that Ass-ignorfs). wilt, without charge to Assignee. but at Assignees

expense. (a) cooperate with Assignees; in the prosecution of 11.3. i’atent applications and foreign
counterparts on the invention and any improvements. (h) execute, verify, acknowierige and deliver- nit
such further papere, inciuding applications and. instruments of transfer, and (e) perform such other acts as

Assignee iawfuily may request to obtain or maintain Lettere Patent and Registrations for the invention

and improvements in any and all countries. and to vest one thereto in Asst-gene, or Assignee’s successors
and assigns.
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Assignment

Attorney Docket No; 01 “097’704US
Page 2.

IN TESTIMONY WHEREOF, Assignofis} Wham. signed his/heriiheir namefis) or; the date
indicatefi,

 12"} 1le

£331.36 ____________—

WWW EEEQEEQnson

W Kenncth Mark Maxham

w"-............................. J'ehn Eid-
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Assignment

Attorney BacketNra‘: ammmws
Page 2

'IN 'i‘ES’FiMDNY WHEREDF, Assi'guos(s) hasfhave signed hiamarltheir namefis} an the. date:
intimated,

'fiéiéfimm""""" éz‘éghéii—fir'ner """""""

(W /mg: m H-_________________lg : _______________.
Dated Jon Sofenson

L

W_________ “K‘EfiéifiiQffiEE—F""""""*

B;&E7mmmmm# W""""""""""""""
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Assignment
Attorney Docket Na: 01—007704US

Page 2

EN TESTEMONY WHERBOF, Assignads) hasfhave signed hismer/Iheir nme{s) an the date
indicateti.

 

 

Dated gimme-n Turner

lDEad...............................m..____ Jon Sorenson

:1 i? 1 W3 W____________________”"ZkM’hmi__________________________
Dataii I Kanneth Mark Maxham

Dated Jehn Bid” """"""
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Assigruneut
Attorney Docket Na: 01-6972304US
Page 2

IN TESTMONY WREOF, Assignefls} hayhawaigmd hishaffiheir name£sj on the (Eats
indicated.

 

Dated I Stephen Turner

Dated Jon. Sormsan mmmmm

WWW”_____m Kaunas}: Mark Math ______..._..m.__

l {‘3 I2»: £4»{med  
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I hereby certifyr that this correspondence is being electronically PATENT
transmitted to the USPTO or deposited with the United States Altorney Docket No.: nt-anTT-nous
Postal Service as first class mail addressed to:
Commissioner for Patents
PO. Box 145 0
Alexandria. VA 22313-1450

December [9 2016

B3,- Egygugling L |.im.-r
Jacqueline L, Lim

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE

In re application of:

Examiner: To be Assigned
Stephen Turner et al.

. . . Art Unit: Tobe Assigned
Application No: To be Asmgned

Filed: December .191 2016 Confirmation No: To be Assigned 
 

For: INTERMITTENT DETECTION WOMIATION DISCLOSURE
DURING ANALYTICAL REACTIONS STATEMENT UNDER 37 CFR § 1-97

AND 198

COMMISSIONER FOR PATENTS
P. 0. BOX 1450
Alexandria. CA 223 | 3-1450

INFORBIATION DISCLOSURE STATEMENT

Sir:

This information Disclosure Statement is submitted:

(a) [ x ] Under 37 CFR 1.97m)

(Within three months of filing national application or date of ently of national application or befolc mailingdate of Eirst Office Actio n on the merits whichever occuis last 1.

(b) [ ] Under 37 CFR 1.97(e} together with either a:

[ ] Statement under CFR 1.9?(e) or

[ ] $180.00 fee under 37 CFR 'l.17(p)
[After the CFR I .9be1 time period. but before a final action. notice of allowance. whichever occurs filst].

(c) [ ] Under 37 CFR l.97(d) together with: a

Statement under 37 CFR 1.9?(6), and

$180.00 fee as set forth in 37 CFR l.17(p).

(Alter a final action or notice of allowance, whichever occurs lirst. but before payment of the issue fee).

[ ] STATEMENT UNDER 37 CFR 1.9716!

The undersigned certifies that:

[ ] Each item of information contained in the Information Disclosure Statement

was cited in a communication from a foreign patent office in a counterpart foreign

application not more than three months prior to the filing of the statement, or
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PB] DOCKET NIL: 0|4lfl??lilfill$
Information Disclosure Statement

[ ] No item of information contained in the Information Disclosure Statement

was cited in a communication from a foreign patent office in a counterpart foreign

application , and to the knowledge of the undersigned after making reasonable inquiry,

was known to any individual designated in 3? CFR §l .56 more than three months prior to

the filing of the Infonnation Disclosure Statement.

[ X ] PRIOR APPLICATIONS

All references in the enclosed PTO Form SBUSA which are required to be

included in this submission, were disclosed in prior Patent Application No: [$703,603,

filed May [1 , 2015, and, as such, copies thereof are not included pursuant to the

provisions of 37 CFR l.98(d)_

[ ] FOREIGN LANGUAGE DOCUMENTS

A concise explanation of the relevance of foreign language patents, foreign

language publications and other foreign language information listed on PTO form 1449,

as presently understood by the individual(s) designated in 3? CFR [.56 most

knowledgeable about the content is given on the attached sheet, or where a foreign

language patent is cited in a search report or other action by a foreign patent office in a

counterpart foreign application, an English language version of the search or action

which indicates the degree of relevance found by the foreign office is listed on form PTO
1449 and is enclosed herewith.

[ ]FEEAUTHORIZATION

Please charge to Deposit Account No. 50-4427 the sum of $ 0.00 at anytime

during the pendency of this application, please charge any fees required or credit any

overpayment to Deposit Account No.50-4427.
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December 19, 2016 fDavid C. Scherer, PhD}

Date David C. Scherer, PhD.
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CERTIFICATION STATEMENT

Ptease see 37 CPR 1.97 and 1.9810 make the appropriate selection(s):

That each item of information contained in the information disclosure statement was first cited in any communication
I:l from a foreign patent office in a counterpart foreign appiication not more than three months prior to the fliing of the

information disclosure statement. See 3? CFR 1.97(e){1).

0R

That no item of information contained in the information disclosure statement was cited in a communication from a

foreign patent office in a counterpart foi‘eign application, and, to the knowiedge of the person signing the codification
after making reasonabie inquiry. no item of information contained in the information disciosure statement was known to

D any individual designated in 3? CFR 1.515(0) more than three months prior to the fiting of the information disctosuie
statement. See 37 CFR 1.97(e){2).

D See attached certification statement.

|:| The fee set forth in 37 CFR 117 {p} has been submitted herewith.

E A certification statement is not submitted herewith.
SIGNATURE

A signature of the appiioant or representative is required in accordance with CFR 1.33, 10.18. Please see CFR 1.4{d) for the
form of the signature.

NameiPnnt David C. Sci-rarer. PhD. Registration Number 

This coltection of information is required by 37 CFR 1.9? and 1.98. The information is required to obtain or retain a benefit by the
public which is to file (and by the USPTO to process} an application. Confidentiaiity is governed by 35 U.S.C. 122 and 37 CFR

1.14. This coiiection is estimated to take 1 hour to comptete, including gathering, preparing and submitting the completed
application form to the USPTO. Time will vary depending upon the individual case. Any comments on the amount of time you
require to compiete this form andlor suggestions for reducing this burden, shouid be sent to the Chief Information Officer. US.
Patent and Trademark Office, US. Department of Commerce. PO. Box 1450, Aiexandria, VA 22313-1450. DO NOT SEND
FEES OR COMPLETED FORMS TO THIS ADDRESS. SEND TO: Commissioner for Patents, P.O. Box 1450, Alexandria,
VA 22313-1450.
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Electronic Patent Application Fee Transmittal 

Application Number:

Filing Date: 

Title of Invention: INTERMI'I'I'ENT DETECTION DURING ANALYTICAL REACTIONS

Filing Fees for Track I Prioritized Examination - Nonprovisional Application under 35 USC 111(a}

 
Sub-Total in

USDISI

Basic Filing.

UTILITY APPLICATION FILING

Description Quantity

 

UTILITY SEARCH FEE
 

UTILITY EXAMINATION FEE 

REQUEST FOR PRIORITIZED EXAMINATION

  
 

Miscellaneous-Filing:
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Electronic Acknowledgement Receipt
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International Application Number: 
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Filing Date: 
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Application Type: Utility under35 USC 111(3)

Payment information:
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Payment Type DA
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RAM confirmation Number 12201 6|NTEFSW0000616450442?

Deposit Account
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This Acknowledgement Receipt evidences receipt on the noted date by the USPTO of the indicated documents,
characterized by the applicant, and including page counts, where applicable. It serves as evidence of receipt similar to a
Post Card, as described in MPEP 503.

New Applications Under 35 U.5.C. 1 1 1
If a new application is being filed and the application includes the necessary components for a filing date [see 37 CFR
1.53[bI-{d} and MPEP 506}, a Filing Receipt {37 CFR 1.54} will be issued in due course and the date shown on this

Acknowledgement Receipt will establish the filing date of the application.

 

National Stage of an International Application under 35 U.5.C. 371
If a timely submission to enter the national stage of an international application is compliant with the conditions of 35
U.5.C. 371 and other applicable requirements a Form PCTI'DOI’EOI'QOS indicating acceptance of the application as a
national stage submission under 35 U.5.C. 371 will be issued in addition to the Filing Receipt, in due course.

New International Application Filed with the USPTO as a Receiving Office
If a new international application is being filed and the international application includes the necessary components for
an international filing date {see PCT Article 11 and MPEP 1810}, a Notification of the International Application Number
and of the International Filing Date [Form PCTIROH 05) will be issued in due course. subject to prescriptions concerning

national security, and the date shown on this Acknowledgement Receipt will establish the international filing date of
the application.
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Doc Code: TRACK1.REQ

Document Description: TrackOne Request PTOIAIN424 {04-14}

CERTIFICATiON AND REQUEST FOR PRIORITIZED EXAMINATION

UNDER 37 CFR1.102(e){Paget of 1}

INTERMlTTENT DETECTZON DURlNG ANALYTICAL REACTIONS

APPLICANT HEREBY CERTIFIES THE FOLLOWING AND REQUESTS PRIORITIZED EXAMINATiON FOR
THE ABOVE-iDENTIFIED APPLICATION.

1. The processing fee set forth in 37 CFR 1.iT(i)(1) and the prioritized examination fee set forth in

37 CFR 1.1?{c} have been fiied with the request. The publication tee requirement is met

because that fee, set forth in 3? CFR 1.18{d), is currently $0. The basic filing tee, search fee,

and examination fee are filed with the request or have been already been paid. I understand

that any required excess claims fees or application size fee must be paid for the application

2. i understand that the application may not contain, or be amended to contain, more than four

independent claims, more than thirty total claims, or any multiple dependent claims, and that

any request for an extension of time will cause an outstanding Track | request to be dismissed.

3. The appiicable box is checked below:

‘ ice! A- -|ication Track One - Prioritized Examination under -

i. (a) The appiication is an original nonprovisional utility application filed under 35 U.S.C. t‘lt( ).

This certification and request is being filed with the utility application via EFS-Web.
-_OR___

(to) The application is an original nonprovisional plant application filed under 35 U.S.C. 11t{a}.

This certification and request is being flied with the plant application in paper.

ii. An executed inventor’s oath or declaration under 3? CFR 1.63 or 3? CFR 1.64 for each

inventor, g the application data sheet meeting the conditions specified in 3? CFR 1.53(f)(3}(i) is

filed with the application.

ii. I I Reguesi for Continued Examination - Prioritize-d Examination under § ‘l.1021ei[21

i. A request for continued examination has been filed with, or prior to, this form.

ii. if the application is a utility appiication, this certification and request is being filed via EFS-Web.

iii. The appiicatlon is an original nonpiovisional utility application filed under 35 £1.30. Hits), or is

a national stage entry under 35 USS. 37?.

iv. This certification and request is being filed prior to the mailing of a first Office action responsive

to the request for continued examination.

v. No prior request for continued examination has been granted prioritized examination status

under 37 CFR 1.102(e)[2}.

lDavld C. Scherer, Ph.D.! We December 19, 2016Signature
 

David C. Scherer, Ph.D. Practise 56,993RE ISIIBIiOl'i Number

' This form must be Signed in accordance with 3? CFR 133. See 3? CFR 1.4{0'} for signature requirements and certifications.Submit mum to forms if more than one sr' nature is r- mired.‘

forms are submitted.
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In re application of:
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Mail Stop Amendment
Commissioner for Patents

PO. Box 1450

Alexandria, VA 22313-1450

INTRODUCTORY REMARKS

This Preliminary Amendment is filed prior to an action on the merits in this

matter. Applicant respectfully requests entry of the amendments and remarks provided

herein.

Amendments to the Specification begin on page 2 of this paper.

Amendments to the Drawings begin on page 6 of this paper.

Remarkszrguments begin at page 7 of this paper.
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AMENDMENTS TO THE SPECIFICATION

Please add the following paragraphs after paragraph [005?] and renumber

the subsequent paragraphs in the application accordingly. No new matter has been

added.

[0058] Figures 20A and BOB illustrate two exemplary embodiments of template

constructs used in the present invention.

[0059] Figures 21A and 21B schematically illustrate redundant or consensus

sequencing using the constructs shown in Figures 20A and 20B.

Please insert the following paragraphs after paragraph [00110] of the specification

as filed. These will become new paragraphs [00113]-[001]7]. Please renumber the

Subsequent paragraphs in the application accordingly. No new matter has been added.

[00113] The present invention provides novel template configurations and methods

for exploiting these compositions in template directed sequencing processes. While these

compositions and methods have utility across all of the various template directed

processes described herein, for ease of discussion, they are being primarily discussed in

terms of preferred single molecule, real-time sequencing processes, in which they provide

myriad benefits. In particular, the present invention is generally directed to nucleic acid

sequences that employ improved template sequences to improve the accuracy of

sequencing processes. For example, in at least one aspect, the template compositions of

the invention are generally characterized by the presence of a double stranded segment or

a pair of sub-segments that are internally complementary, i.e., complementary to each

other. In particular contexts, the target nucleic acid segment that is included within a

template construct will typically be substantially comprised ofa double stranded

segment, e.g., greater than "£596, or even greater than 90% of the target segment will be

double stranded or otherwise internally complementary.
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[00114] Examples of template configurations of the invention that are partially and

completely contiguous are schematically illustrated in Figure 20A and 20B, respectively.

In particular, as shown in Figure 20A, a partially contiguous template sequence 200 is

shown which includes a double stranded portion, comprised of two complementary

segments 202 and 204, which, for example, represent a target sequence or portion

thereof. As shown, the 3’ end of segment 202 is linked to the 5’ end of segment 204 by

linking oligonucleotide 206, providing a single stranded portion of the template, and

yielding a partially contiguous sequence. By comparison, as shown in Figure 203, a

completely contiguous template sequence 210 is shown. Sequence 210 includes a double

stranded portion again comprised of two complementary segments 212 and 214. As with

the partially contiguous sequence of Figure 20A, the 3’ end of segment 212 isjoined to

the 5’ end of segment 214 via oligonucleotide 216 in a first single stranded portion. In

addition, the 5’ end of segment 212 is joined to the 3’ end of segment 214 via linking

oligonucleotide 218, previding a second single stranded portion, and yielding a

completely contiguous or circular template sequence.

[00115] In addition, the templates of the invention, by virtue of their inclusion of

double stranded segments, provide consensus through the identification of both the sense

and antisense strand of such sequences (in both the partially and completely contiguous

configurations).

[00116] By way of example, and with reference to Figures 20A and 203, with

respect to a partially contiguous template shown in Figure 20A, obtaining the entire

sequence, e.g., that of segments 202, 204 and 206 provides a measure of consensus by

virtue of having sequenced both sense strand, e. g, segment 202. and the antisense strand,

cg, segment 204. In addition to providing sense and antisense consensus within a single

template molecule that can be sequenced in one integrated process, the presence of

linking segment 206 also provides an opportunity to provide a registration sequence that

permits the identification of when one segment, e.g., 202, is completed and the other

begins, e.g., 204. Such registration sequences provide a basis for alignment sequence

data from multiple sequence reads from the same template sequences, e.g, the same

molecule, or identical molecules in a template population. The progress of sequencing
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processes is schematically illustrated in Figure 21A. In particular, as shown, a

sequencing process that begins, e.g., is primed, at the open end of the partially contiguous

template, proceeds along the first or sense strand, providing the nucleotide sequence (A)

of that strand, as represented in the schematic sequence readout provided. The process

then proceeds around the linking oligonucleotide of the template, providing the

nucleotide sequence (B) of that segment. The process then continues along the antisense

strand to the A sequence, and provides the nucleotide sequence (Ar), which provides

consensus data for the sense strand as its antisense counterpart. As noted, because the B

sequence may be exogenously provided, and thus known, it may also provide a

registration sequence indicating a point in the sequence determination at which the data

transitions from sense to antisense strands.

[00117] With respect to completely contiguous or circular template sequences

configured in accordance with the invention, the consensus potential is further increased.

In particular, as with the partially contiguOus sequences shown in Figure 20A, the

completely contiguous sequences also provide sense and antisense consensus. In

addition, such templates provide for the potential for iterative sequencing of the same

molecule multiple times, by virtue of the circular configuration of the template. Restated,

a sequence process may progress around the completely contiguous sequence repeatedly

obtaining consensus for each segment from the complementary sequences, as well as

consensus within each segment, by repeatedly sequencing that segment. This is

schematically illustrated in Figure 21 B, again with a representative illustration ofa

sequence readout provided. As shown, a sequencing process that is primed at one end,

e.g., primed within one linking oligonucleotide sequence, e.g., linking oligonucleotide

2l8 of Figure 20, proceeds along the first or sense strand 214, again providing the

nucleotide sequence A of that strand. The sequence process then proceeds around the

first linking oligonucleotide, e.g., linking oligonucleotide 2 [6 from Figure 20, to provide

the nucleotide sequence B of that segment of the template. Proceeding along the

anti sense strand, e.g., segment 2 I 2 of Figure 203), provides the nucleotide sequence A‘,

which is again, complementary to sequence A. The sequencing process then continues

around the template providing the nucleotide sequence for the other linking
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oligonucleotide, e.g., linking oligonucleotide 218 of Figure ZOB, where the illustrated

sequencing process began, providing nucleotide sequence C. Because the template is

circular, this process can continue to provided multiple repeated sequence reads from the

one template, e.g., shown as providing a second round of the sequence data A-B-A’-C-A-

B-A’. Thus, sequence redundancy comes from both the determination of complementaiy

sequences A and A’, and the repeated sequencing of each segment. As will be

appreciated, in iteratively sequencing circular templates, strand displacing polymerases,

as discussed elsewhere herein, are particularly preferred, as they will displace the nascent

strand with each cycle around the template, allowing continuous sequencing. Other

approaches will similarly allow such iterative sequencing including, e.g., use of an

enzyme having . -a exonuclease activity in the reaction mixture to digest the nascent

strand post synthesis.
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AMENDMENT TO DRAWINGS

Please add Figure 20A, ZOB, 21A and ZIB submitted herein to Figures 1-19 in the

application as filed. These figures are referred to in paragraphs [00113] - [0011?]

described above in the previous section. No new matter has been added.
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REMARKS

Amendments to the Specification

The application as filed, in paragraph [00110], states that “Various methods for

generating redundant sequence reads are known in the art, and certain specific methods

are provided in US. Patent No. 7,302,146; US. Patent No. ?,476,503; U.S.S.N.

61:’094,83?, filed September 5, 2008; U.S.S.N. 6U099,696, filed September 24, 2008',

and U.S.S.N. 612’072,160, filed March 28, 2008, all of which are incorporated by
9‘!

reference herein in their entireties for all purposes. Applicants note that in addition to

incorporation by reference, the subject application claims priority to U.S.S.N.

612’099,696.

Applicants have added paragraphs [0058]-[0059]. These paragraphs provide text

derived from paragraphs [0009]—[0010] of the U.S.S.N. 61f099,696 application as filed

(i.e., descriptions of figures 2A, 2B, 3A, and 3B), which was incorporated by reference

into the subject application in the excerpt above. The figure numbers have been changed

to reflect new numbering in the subject application. No new matter has been added.

Applicants have added paragraphs [00113]-[00117]. These paragraphs provide

text derived from paragraphs [0028]—[0035] of the U.S,S.N. 61i’099,696 application as

filed, which was incorporated by reference into the subject application in the excerpt

above. The figure numbers have been changed to reflect new numbering in the subject

application No new matter has been added.

Amendments to the Drawings

Figures 20A, 203, 21A and 21B provided herein are copies of figures 2A, 23, 3A

and 3B of the U.S.S.N. 61f099,696 application as filed, which was incorporated by

reference into the subject application in the excerpt above. The figure numbers have been

changed to reflect new numbering in the subject application. No new matter has been

added.
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CONCLUSION

Based upon the foregoing amendments and remarks, Applicant believes the

instant application is in condition for allowance and action toward that end is respectfully

requested. If the Examiner believes a telephone conference would expedite the

prosecution of this application, the Examiner is encouraged to contact Applicant’s

undersigned representative at (650) 521-8127.

Respectfully submitted,

December 20, 2016 David C. Scherer, PhD}

Date David C. Scherer, PhD.

Reg. No: 56,993

PACIFIC BIOSCIENCES OF

CALIFORNIA, INC.
1380 Willow Road

Menlo Park, CA 94025
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lNTE-RMITTENT DETECTION DURING ANALYTICAL REACTIONS

CROSS-REFERENCE TO RELATED APPLICATIONS

[0001] This application is a continuation application of US. Patent Application No.

”£708,603, filed May 11, 2015, which is a continuation application of US. Patent Application No.

14f091,961, filed November 27, 2013, now US. Patent No. 9,057,102, which is a continuation

application of US. Patent Application No. l2f982,029, filed December 30, 2010, now US. Patent

No. 8,628,940, which (1) claims the benefit of US. Provisional Application No. 611099696, filed

September 24, 2008; (2) claims the benefit of US. Provisional Application No. 61!] 39,402, filed

December 19, 2008; and (3) is a continuation-in-part application of US. Patent Application No.

12f413,226, filed March 27, 2009, now US. Patent No. 8,143,030, the full disclosures of all of

which are incorporated herein by reference in their entireties for all purposes.

[0002] This application is also related to U.S. Provisional Application No. 61/072,160, filed

March 28, 2008, US. Patent Application No. 12883855, filed March 2?, 2009, now US. Patent

No. 8,236,499, and US. Patent Application No. 12,148,258, filed March 27, 2009, now US. Patent

No. 8,153,375, all ofwhich are incorporated herein by reference in their entireties for all purposes.

STATEMENT REGARDING FEDERALLY SPONSORED RESEARCH

[0003] Not Applicable.

BACKGROUND OF THE INVENTION

[0004] The use of optically detectable labeling groups, and particularly those groups having

high quantum yields, e.g., fluorescent or chemiluminescent groups, is ubiquitous throughout the

fields of analytical chemistry, biochemistry, and biology. In particular, by providing a highly visible

signal associated with a given reaction, one can better monitor that reaction as well as any potential

effectors of that reaction. Such analyses are the basic tools of life science research in genomics,

diagnostics, pharmaceutical research, and related fields.

[0005] Such analyses have generally been performed under conditions where the amounts of

reactants are present far in excess of what is required for the reaction in question. The result of this

excess is to provide ample detectability, as well as to compensate for any damage caused by the

detection system and allow for signal detection with minimal impact on the reactants. For example,

analyses based on fluorescent labeling groups generally require the use of an excitation radiation

1
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source directed at the reaction mixture to excite the fluorescent labeling group, which is then

separately detectable. However, one drawback to the use of optically detectable labeling groups is

that prolonged exposure of chemical and biochemical reactants to such light sources, alone, or when

in the presence of other components, e.g., the fluorescent groups, can damage such reactants. The

traditional solution to this drawback is to have the reactants present so far in excess that the number

of undamaged reactant molecules far outnumbers the damaged reactant molecules, thus minimizing

or negating the effects of the photo-induced damage.

[0006] A variety of analytical techniques currently being explored deviate from the

traditional techniques. In particular, many reactions are based on increasingly smaller amounts of

reagents, e_g., in microfluidic or nanofluidic reaction vessels or channels, or in “single molecule“

analyses. Such low reactant volumes are increasingly important in many high throughput

applications, such as microarrays. The use of smaller reactant volumes offers challenges to the use

of optical detection systems. When smaller reactant volumes are used, damage to reactants, such as

from exposure to light somces for fluorescent detection, can become problematic and have a

dramatic impact on the operation of a given analysis. In other cases, other reaction conditions may

impact the processivity, rate, fidelity, or duration of the reaction, including salt or buffer conditions,

pH, temperature, or even immobilization of reaction components within observable reaction

regions. In many cases, the effects of these different reaction or environmental conditions can

degrade the performance of the system over time. This can be particularly detrimental, for example,

in real-time analysis of reactions that include fluorescent reagents that can expose multiple different

reactions components to optical energy. In addition, smaller reactant volumes can lead to limitations

in the amOunt of signal generated upon application of optical energy.

[000?] Further, in the case of sequencing-by-synthesis applications, an additional challenge

has been to develop ways to effectively sequence noncontiguous portions of a template nucleic acid

on a single molecule. This challenge is exacerbated in template nucleic acids that contain highly

repetitive sequence andfor are hundreds or thousands of nucleotides in length, such as certain

genomic DNA fragments. The difficulty in generating such noncontiguous reads from a single

template has hampered efforts to construct consensus sequences for long templates, for example, in

genome sequencing projects.

[0008] As such, methods and systems that result in enhanced reaction performance, such as

an increase in processivity, rate, fidelity, or duration of a reaction of interest, would provide useful

improvements to the methods and compositions currently available. For example, methods, devices,
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and systems that increase reaction performance by, e.g., mitigating to some extent photo-induced

damage in a reaction ofinterest andi’or increasing various other performance metrics for the reaction

would be particularly useful.

BRlEF SWNARY OF THE INVENTION

[0009] In a general sense, the methods provided herein implement intermittent detection of

analytical reactions as a means to collect reliable data From times during the reaction that are less or

not able to be analyzed if detection is constant throughout the reaction. In particular, certain

detection methods can cause damage to reaction components, and such intermittent detection allows

the damage to be avoided or at least delayed, thereby facilitating detection of the reaction at later

stages. For example, if a detection method causes a reduction in processivity ofa polymerase

enzyme, then intermittent detection would allow data collection at noncontiguous regions of a

template nucleic acid that extend farther from the initial binding site ofthe polymerase on the

template than would be achievable under constant detection. Further, some detection methods have

limits on how much data or for how long a time data may be generated in a single reaction, and

intermittent detection of such a reaction can allow this data to be collected from various stages of a

reaction, thereby increasing the flexibility of the investigator to spread out the data collection over

multiple stages oFa reaction. In certain aspects, the present invention is particularly suitable to

characterization of analytical reactions in real time, that is, during the course of the reaction. In

certain aspects, the present invention is particularly suitable to characterization of single molecules

or molecular complexes monitored in analytical reactions, for example, single enzymes,

nucleotides, polynucleotides, and complexes thereof.

[0010] In certain aspects, the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise pr0vi ding a monitorable sequencing reaction comprising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one
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reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition resulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion. The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, e.g., by changing one or more reaction conditions

(e.g., temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. However, in preferred embodiments, nucleotides or nucleotide analogs having the

detectable property are present in the reaction mixture during all stages of the reaction, including

stages in which the degradative influence is eliminated or reduced; as such, the reaction condition

changed in stage two of such an embodiment w0uld not comprise removal or dilution of such

detectable nucleotides or nucleotide analogs.

[0011] In certain aspects, the present invention is generally directed to methods, devices,

and systems for enhancing the performance of illuminated reactions. The term “illuminated

reactions” as used herein refers to reactions which are exposed to an optical energy source. In

certain preferred embodiments, illuminated reactions comprise one or more fluorescent or

fluorogenic reactants. Typically, such illumination is provided in order to observe the generation

ande’or consumption of reactants or products that possess a particular optical characteristic indicative

of their presence, such as a shift in the absorbance spectrum andfor emission spectrum of the

reaction mixture or its components. In some aspects, enhancing the performance of an illuminated

reaction means increasing the processivity, rate, fidelity, andlor duration of the reaction. For

example, enhancing the performance of an illuminated reaction can involve reducing or limiting the

effects of photo-induced damage during the reaction. The term “photo-induced damage" refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction.
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[00l2] In certain aspects, methods of the invention useful for characterizing an analytical

reaction comprise preparing a reaction mixture and initiating the analytical reaction therein,

subjecting the reaction mixture to at least one detection period and at least one non-detecti on period

during the course of the analytical reaction, collecting data during both the detection period(s) and

the non-detection period(s), and combining the collected data to characterize the analytical reaction.

In certain embodiments, the analytical reaction comprises an enzyme that exhibits an improvement

in performance as compared to its performance in the analytical reaction under constant

illumination, and such improvement may be related to various aspects of enzyme activity, e.g.,

processivity, fidelity, rate, duration of the analytical reaction, and the like. In certain embodiments,

stop or pause points are used to control the activity of the enzyme, and such stop or pause points

may comprise elements such as large photolabile groups, strand-binding moieties, non-native bases,

and others well known in the art. In certain preferred embodiments, the one or more detection

periods are illuminated periods and the one or more non-detection periods are non-illuminated

periods. In certain preferred embodiments, a plurality of analytical reactions disposed on a solid

support are characterized, preferably in a coordinated fashion as described elsewhere herein.

[0013] In certain preferred embodiments, the analytical reaction is a sequencing reaction

that generates sequence reads from a single nucleic acid template during the detection period(s) but

not during the non-detection period(s). For example, the analytical reaction can comprise at least

two or more detection periods and can generate a plurality of noncontiguous reads from the single

nucleic acid template. In some embodiments, the single nucleic acid template is at least 'I 00 bases in

length andlor comprises multiple repeat sequences. In certain embodiments, the sequencing reaction

comprises passage of the single nucleic acid template thrOugh a nanopore, and in other

embodiments the sequencing reaction comprises primer extension by a polymerase enzyme.

[0014] The analytical may optionally be a processive reaction monitored in real time, i.e.,

during the course of the processive reaction. In preferred embodiments, such a processive reaction

is carried out by a processive enzyme that can repetitively execute its catalytic function, thereby

completing multiple sequential steps of the reaction. For example, a processive polymerization

reaction can comprise a polymerase enzyme repetitively incorporating multiple nucleotides or

nucleotide analogs, as long as such are available to the polymerase within the reaction mixture, e.g.,

without stalling on the template nucleic acid. Such a processive polymerization reaction can be

prevented by incorporation of nucleotides or nucleotide analogs that contain groups that block

additional incorporation events, eg, certain labeling groups or other chemical modifications.
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[WIS] In certain preferred embodiments, the analytical reaction comprises at least one

component comprising a detectable label, e.g., a fluorescently labeled nucleotide. In certain

embodiments, the labeled component is present throughout the course of the analytical reaction, i.e.,

during both the detection and the non-detection periods. The method may further comprise an

optical system to collect the data during the detection period, but optionally not to collect the data

during the non-detection period.

[0016] In certain aspects, methods of the invention comprise providing a substrate having a

reaction mixture disposed thereon and illuminating the reaction mixture on the substrate with an

excitation illumination for multiple, noncontiguous periods during the course of the reaction,

thereby subjecting the reaction mixture to intermittent excitation illumination. In some

embodiments, the reaction mixture comprises first reactant and a second reactant, wherein an

amount of photo-induced damage to the first reactant occurs as a result of interaction between the

first reactant and the second reactant under excitation illumination. In certain embodiments, the

method further comprises monitoring a reaction between the first and second reactants during

illumination and collecting the data generated therefrom. In some embodiments, the reaction is a

primer extension reaction andfor the first reactant is a polymerase enzyme. In certain embodiments,

the second reactant is a t‘luorogenic or fluorescent molecule.

[0017] In yet another aspect, the methods are useful for mitigating photo-induced damage in

an illuminated reaction by subjecting the illuminated reaction to intermittent illumination rather

than constant illumination. For example, certain methods of the invention monitor a reaction

mixture comprising at least one enzyme and a fluorescent or fluorogenic substrate for the enzyme,

wherein interaction of the enzyme and the Substrate under excitation illumination can result in

altered activity of the enzyme, eg if such excitation illumination is present over an extended period

of time. Such methods can comprise directing intermittent excitation illumination at a first

observation region for a first period that is less than a photo-induced damage threshold period under

the intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions. As such, certain aspects of the invention lengthen a

photo-induced damage threshold period for an analytical reaction through intermittent inactivation

of the excitation illumination source since the photo-induced damage threshold period under

intermittent illumination is longer than the photo-induced damage threshold period under constant

illumination.
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[00l8] In a related aspect, the invention also provides methods of performing an enzyme

reaction, comprising providing an enzyme within a first observation region, contacting the enzyme

with a fluorescent or fluorogenic substrate for the enzyme, and directing an excitation radiation at

and detecting signals from the first observation region for a period that is less than a photo-induced

damage threshold period under intermittent illumination conditions, but that is greater than a photo-

induced damage threshold period under constant illumination conditions.

[0019] In further aspects, the invention provides methods of monitoring a primer extension

reaction, comprising providing a polymerase enzyme within a first observation region, contacting

the polymerase with at least a first fluorescent or H uorogenic nucleotide analog, and monitoring a

fluorescent signal emitted from the first observation region in response to illumination with

excitation radiation for a period that is less than a photo-induced damage threshold period under

intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions.

[0020] In addition, the invention provides methods for generating a plurality of

non contiguous sequence reads from a single nucleic acid template molecule, Such methods

generally comprise preparing a reaction mixture comprising the template molecule, a polymerase

enzyme, and a set of differentially labeled nucleotides or nucleotide analogs, wherein the set

comprises at least one type of nucleotide or nucleotide analog for each of the natural nucleobases

(A, T, C, and G). The polymerization reaction is initiated, the polymerase begins processive

incorporation of the labeled nucleotides or nucleotide analogs into a nascent nucleic acid strand, and

during such incorporation the reaction is monitored by optical means to detect incorporation events,

thereby generating a first sequence read. In a subsequent step, the labeled nucleotides or analogs are

replaced with unlabeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed without detecting incorporation events. Subsequently, the unlabeled nucleotides or analogs

are replaced with labeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed once again with real time detection of incorporation events, thereby generating a second

sequence read that is noncontiguous to the first sequence read. The substitution of labeled for

unlabeled, and unlabeled for labeled, nucleotides and nucleotide analogs can be repeated multiple

times to generate a plurality of noncontiguous sequence reads, each of the plurality generated during

a period when the labeled nucleotides or nucleotide analogs are being incorporated into the nascent

strand and such incorporation is being detected in real time.
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[0021] In certain aspects. devices of the invention can comprise a solid support (e. g,

substrate) having an observation region, a first reactant immobilized within the observation region,

and a second reactant disposed within the observation region, and a means for subjecting the

observation region to at least one illuminated period and at least one non-illuminated period. In

certain embodiments, interaction between the first and second reactants under excitation

illumination causes photo-induced damage to the first reactant, and further wherein the photo-

induced damage is reduced by subjecting the observation region to intermittent illumination. In

some embodiments, the first reactant is an enzyme (eg, a polymerase), the second reactant (e.g, a

nucleotide) has a detectable label (e.g., fluorescent label), anda’or the observation region is within a

zero-mode waveguide. The means for subjecting the observation region to one or more illuminated

and non-illuminated periods may comprise, e.g., a laser, laser diode, light-emitting diode, ultra-

violet light bulb, white light source, a mask, a diffraction grating, an arrayed waveguide grating, an

optic fiber, an optical switch, a mirror, a lens, a collimator, an optical attenuator, a filter, a prism, a

planar waveguide, a wave-plate, a delay line, a movable support coupled with the substrate, and a

movable illumination source, and the like. The device may further comprise a means for collecting

the data during the illuminated period(s), such as an optical train, e.g., operably coupled to a

machine comprising machine-readable medium onto which such data may be written and stored.

[0022] In further aspects, the invention provides systems for performing intermittent

detection of an analytical reaction comprising reagents for the analytical reaction disposed on a

solid support, a mounting stage configured to receive the solid support, an optical train positioned to

be in optical communication with at least a portion of the solid support detect signals emanating

therefrom, a means for Subjecting the portion of the solid support to at least one detection period

and at least one non-detection period, a translation system operably coupled to the mounting stage

or the optical train for moving one of the optical train and the solid support relative to the other, and

a data processing system operably coupled to the optical train. In certain preferred embodiments,

the analytical reaction is a sequencing reaction andfor the solid support comprises at least one zero-

mode waveguide.

[0023] In still other aspects, the invention provides systems for analyzing an illuminated

reaction that is susceptible to photo-induced damage when illuminated for a period longer than an

photo-induced damage threshold period, comprising a solid support having reagents for the reaction

disposed thereon, a mounting stage supporting the solid support and configured to receive the solid

support, an optical train positioned to be in optical communication with at least a portion of the
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solid support to illuminate the portion of the solid support and detect signals emanating therefrom, a

means for subjecting the portion of the solid support to at least one detection period and at least one

non-detection period, and a translation system operably coupled to the mounting stage or the optical

train for moving one of the optic-a1 train and the solid support relative to the other. In some

embodiments, the illuminated reaction is a sequencing reaction, e.g., a nucleotide sequencing-by-

synthesis reaction. In certain embodiments, the solid support comprises at least one optical

confinement, e.g., a zero-mode waveguide.

[0024] The invention provides methods ofperforming analytical reactions, e.g., processive

analytical reactions, that include preparing a reaction mixture comprising reaction components, at

least one of which is a detectable component that is detectable during one or more detection periods,

and at least one of which is a clocking component that is detectable during one or more non-

detection periods during the analytical reaction. The methods further comprise initiation the

analytical reaction and maintaining conditions that allow the analytical reaction to proceed while

subjecting it to at least one detection period and at least one non-detecti on period, both in the

presence of the clocking component and the detectable component. In certain embodiments, the

detectable component emits a detectable signal is response to excitation illumination during the

detection period, but not during the non-detection period when a clocking signal is emitted From the

clocking component. The detectable signal is collected during the detection period and the clocking

signal is detected during the non-detection period, e.g., using an optical system. Optionally, the

clocking signal can also be collected during the detection period and the non-detecti on period. In

certain preferred embodiments, detection data is collected in read time during the detection period,

non-detection data is collected in real time during the non-detection period, and the detection data

and non-detection data are both used to characterize the analytical reaction. In some embodiments,

the transition between the detection period and the non-detection period does not involve

substitution andr’or addition of reaction components duringr progression of the analytical reaction,

and in other embodiments the transition does involve substitution andi’or addition of reaction

components, e.g, via a reaction mixture exchange. In some preferred embodiments, a plurality of

analytical reactions are disposed on a solid support, subjected to intermittent illumination,

monitored to collect data, and characterized based upon the data so collected.

[0025] The detectable component and clocking component are typically linked to discrete

molecules in the analytical reaction. For example, the detectable component can be linked to a first

subset of nucleotide analogs and the clocking component can be linked to a second subset of
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nucleotide analogs in the analytical reaction mixture. Alternatively, both the detectable component

and the clocking component can be linked to a single molecule, e.g., a single nucleotide or

nucleotide analog, in the analytical reaction. The detectable component and clocking component

can both comprise detectable labels (e.g., luminescent, fluorescent, or fluorogenic labels, including,

e. g., quantum dots), and in some embodiments, different detectable labels, e.g. having different

absorption peaks.

[0026] In certain preferred embodiments, an analytical reaction performed according to the

invention comprises at least one enzyme, e.g., a polymerase, ligase, ribosome, nuclease, andfor

kinase. In some embodiments, pause or stop points are engineered into the analytical reaction to

control activity ofthe enzyme. Various aspects of the analytical reaction can be changed by being

subjected to at least one detection period and at least one non-detecti on period, such aspects

including but not limited to processivity, fidelity, rate, and duration, e.g. of enzyme activity.

[0027] In certain preferred embodiments, the analytical reaction is a sequencing reaction

comprising a single nucleic acid template that generates sequence reads during the detection period

by detecting the detectable component, and does not generate sequence reads during the non-

detection period by suspending detection of the detectable component. Such a sequencing reaction

typically compri ses at least two or three detection periods and generates a plurality of

noncontiguous sequence reads from the single nucleic acid template. In some embodiments, the

template comprises multiple repeat or complementary sequences. In some embodiments, the

sequencing reaction comprises passage of the single nucleic acid or a nascent strand complementary

thereto through a nanopore. In some preferred embodiments, the sequencing reaction comprises

primer extension by a polymerase enzyme and the detectable component is linked to a nucleotide or

nucleotide analog. In some embodiments, the clocking component is linked to the polymerase

enzyme, and optionally can be a multi-component label, eg, a FRET label.

[0028] In certain aspects, the invention provides methods of mitigating photo-induced

damage during an illuminated reaction that include preparing a reaction mixture having first and

second reactants, where interaction of the reactants under excitation illumination can cause photo-

induced damage to the first reactant. The illuminated reaction is subjected to intermittent excitation

illumination characterized by periods of maximal illumination followed by periods of modified but

not absent illumination. The intermittent excitation illumination reduces the amount of photo-

induced damage to the first reactant during the illuminated reaction as compared to the illuminated

reaction under constant maximal excitation illumination, thereby mitigating photo-induced damage

10
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to the first reactant. In certain preferred embodiments, the illuminated reaction is a primer extension

reaction. In certain preferred embodiments, the first reactant is an enzyme, e.g., a polymerase or

ligase enzyme. In certain preferred embodiments, the second reactant comprises a fluorescent or

fluorogenic molecule. In certain embodiments, the modified excitation illumination is illumination

with a lower intensity excitation illumination than the maximal excitation illumination. In certain

embodiments, a set ofillumination sources provides the maximal excitation illumination and a

subset of the set of illumination sources provides the modified excitation illumination.

[0029] In other aspects, the invention provides a method of sequencing a template nucleic

acid that includes subjecting the template to methylation to generate at least one methylated base,

subjecting the methylated base to base excision to generate at least one abasic site in the template,

annealing a primer to the template nucleic acid, contacting the template with a polymerase enzyme

to promote extension of the primer in a template-dependent manner, monitoring the extension of the

primer in real time to generate a nucleotide sequence read complementary to the template,

extending the primer until the abasic site is encountered by the polymerase, at which time the

polymerase pauses on the template, and reinitiating primer extension by facilitating abasic site

bypass by the polymerase. The monitoring, extending, and reinitiating steps are repeated until a

desired number of nucleotide sequence reads is generated and collected, and subsequently analyzed

to determine the sequence of the template nucleic acid. In certain embodiments, the contacting step

occurs during a detection period or a detection period immediately follows the contacting step. In

certain embodiments, a detection period ends and a non-detection period begins prior to one or

more pauses of the polymerase on the template. In certain embodiments, a non-detection period is

terminated simultaneOus with or immediately following one or more reinitiation steps. In some

embodiments, the reinitiating step comprises introduction of a pyrene to the polymerase, where the

polymerase incorporates the pyrene into the nascent strand opposite and, therefore, “pairing with"

an abasic site in the template. In certain preferred embodiments, the template is circular and the

polymerase pauses at the same abasic site multiple times during the primer extension reaction. In

other embodiments, the method further comprises terminating the monitoring when a desired length

of the nucleotide sequence read is collected, e.g., by removing or modifying excitation illumination.

Optionally, the desired length can be less than a length of the template nucleic acid. Additionally,

the monitoring can be reinitiated sub sequent to or simultaneous with the reinitiating of primer

extension.

11
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[0030] In yet further aspects, the invention provides a method of performing an illuminated

reaction that includes preparing a reaction mixture comprising multiple optically detectable

components that are distinguishable from one another based upon their individual signal emissions,

initiating the illuminated reaction, and maintaining conditions that allow the illuminated reaction to

proceed while subjecting the reaction mixture to at least one maximal illuminated period and at least

one modified illuminated period during the illuminated reaction. In preferred embodiments, at least

a portion of the optically detectable components are detectable during both the maximal and

modified illuminated periods. In certain embodiments, the maximal illuminated period is

characterized by a first excitation radiation intensity and the modified illuminated period is

characterized by a second excitation radiation intensity that is less than the first excitation radiation

intensity. In certain preferred embodiments, all of the optically detectable components are

detectable during both the maximal and modified illuminated periods, but are distinguishable from

one another during the maximal illuminated period, but are not distinguishable during the modified

illuminated period. In certain embodiments, the maximal illuminated period comprises exposing the

reaction mixture to a set of excitation radiation wavelengths and the modified illuminated period

comprises exposing the reaction mixture to a subset of the set of excitation radiation wavelengths.

In certain preferred embodiments, all of the optically detectable components are detectable and

distinguishable during the maximal illuminated period, but only a subset ofthe optically detectable

components are detectable during the modified illuminated period.

[0031] In some embodiments, the illuminated reaction is initiated during a modified

illuminated period and subsequently subjected to a maximal illuminated period, where data

collected during the modified illuminated period is used in the statistical analysis of data collected

during the maximal illuminated period. For example, an illuminated reaction that is a

polynucleotide sequencing reaction can generate sequence read data during a modified illuminated

period that is subsequently used to construct a sequence scaffold for assembly of sequence read data

collected during a maximal illuminated period. Additionally or optionally, the illuminated reaction

is a template-directed sequencing reaction and sequence read data collected during a modified

illuminated period is used to determine a rate of translocation of a polymerase during the modified

illuminated period.

[0032] Some embodiments of the invention comprise performing a plurality of illuminated

reactions, each of which is exposed to the set of excitation radiation wavelengths during the

maximal illuminated period, but is exposed to a different subset of the set of excitation radiation

12
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wavelengths during the modified illuminated period, such that a distinct subset of optically

detectable components are detectable during the modified illuminated period for each of the

plurality ofilluminated reactions. In other words, for two such illuminated reactions, although all

optically detectable components are detectable during their respective maximal illuminated periods,

only a subset of the optically detectable components is detectable in each reaction, and the subset

detectable in the first reaction is preferably different from the subset detectable in the second

reaction.

[0033] In certain aspects, the invention provides methods for performing paired-end

sequencing on a single template molecule. In certain embodiments, such a method comprises

providing a double-stranded nucleic acid molecule comprising a first terminal portion, an

intermediate portion, and a second terminal portion. A first linker ligated to the first terminal

portion of the nucleic acid molecule connects the 3’ terminus at the first terminal portion with the 5’

terminus at the first terminal portion; and a second linker ligated to the second terminal portion of

the nucleic acid molecule connects the 3’ terminus at the second terminal portion with the 5'

terminus at the second terminal portion. A template nucleic acid molecule is thereby formed

comprising the double-stranded nucleic acid molecule with both the first linker and the second

linker ligated thereto. The template molecule is subjected to a sequencing process in which

sequence reads are generated for the first terminal portion and the second terminal portion, but

sequence reads are not generated for the intermediate portion, even if the intermediate portion is

processed during the sequencing process, e. g, by a polymerase. In some embodiments, the first

linker and second linker are identical, and in other embodiments they are different from one

another, i.e., not identical. In certain embodiments, the first and second linkers comprise

complementary regions and can be hybridized to one another prior to one or both of the ligating

steps. In some cases, hybridized linkers that are ligated to the ends of a double-stranded nucleic acid

molecule are separated prior to subjecting the molecule to a sequencing reaction, and in some cases

the hybridized linkers remain hybridized during at least a portion of the sequencing reaction. For

example, in a template-directed sequencing reaction, a polymerase capable of strand displacement

separates the hybridized linkers as it sequences the template. In certain preferred embodiments, the

sequencing process comprises at least one detection period (e.g., an illuminated period) and at least

one non-detection period (e.g., a non-illuminated period) such that the intermediate portion of the

template molecule is subjected to the sequencing process during the non-detection period. In some

embodiments, the template is fragmented after ligation to remove the intermediate portion. The
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sequencing process can generate redundant sequence data from one or both of the first terminal

portion and the second terminal portion, andr’or can generate sequence data from an additional

portion ofthe template molecule that is noncontiguous with the first terminal portion and the second

terminal portion. In preferred embodiments, the sequencing process involves circularizing the

template molecule by separating the complementary strands of the template molecule and using the

complementary strands in template-directed nascent strand synthesis catalyzed by a single

polymerase enzyme. Optionally, the template molecule can comprise a primer binding site, a

registration sequence, andfor a synthesis blocking moiety. The primer binding site, a registration

sequence, or synthesis blocking moiety can be present in one or both of the linkers, or can be

located elsewhere within the template molecule. In some cases, the synthesis blocking moiety is

selected from the group consisting of an abasic site, a nick, a synthetic linker, a non-native

nucleotide or analog thereof, a primer, a large photolabile group, a strand-binding moiety, 3

damaged base, and a modified base. The synthesis blocking moiety can permanently or temporarily

block progression of the sequencing process, e.g., by interfering with the activity of an enzyme, e.g.,

a polymerase enzyme. In certain preferred embodiments, the synthesis blocking moiety is an abasic

site, e.g., introduced by a DNA glycosylase.

[0034] In some aspects, the invention provides methods for generating a nucleic acid

construct for analytical reactions. In certain embodiments, such a method comprises providing a

double-stranded nucleic acid molecule comprising a first terminal portion, an intermediate portion,

and a second terminal portion; providing a first stem-loop linker hybridized to a second stem-loop

linker; ligating the first stem-loop linker to the first terminal portion of the nucleic acid molecule,

wherein the first stem-loop linker connects the 3‘ terminus at the first terminal portion with the 5’

terminus at the first terminal portion, and ligating the second stem-loop linker to the second

terminal portion of the nucleic acid molecule, wherein the second stem-loop linker connects the 3’

terminus at the second terminal portion with the 5‘ terminus at the second terminal portion, thereby

generating the nucleic acid construct. Optionally, the nucleic acid construct can be subjected to

fragmentation after the ligating of steps c and d, wherein the fragmentation removes the

intermediate portion from the nucleic acid construct and introduces two double-stranded termini.

The method can further include ligating the two double-stranded termini to one another. In some

embodiments, one of the stem-loop linkers comprises a primer binding site, registration sequence,

or a synthesis blocking moiety that is absent from the other stem-loop linker.

14
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[0035] In further aspects. the invention includes a single template nucleic acid molecule

comprising a duplex region; a first linker linking termini at a first end of the duplex region; a second

linker linking termini at a second end of the duplex region, wherein a region of the first linker is

complementary to a region ofthe second linkers. Optionally, the single template molecule

comprises the first and second linkers hybridized with one another. In some embodiments, the

duplex region is separated or melted apart to transform the single template nucleic acid molecule

into a topologically single-stranded, circular nucleic acid molecule. Further, the invention provides

a composition comprising a single, optically resolvable polymerase enzyme in association with a

singl e-stranded circular nucleic acid molecule, wherein the single-stranded circular nucleic acid

molecule comprises first, second, third, and fourth regions, and further wherein the first region is

complementary to the second region, and the third region is complementary to the fourth region,

and further wherein the regions are ordered on the single-stranded circular nucleic acid molecule as

follows: first region, third region, second region, fourth region.

[0036] In still further aspects ofthe invention, machine-implemented methods for

transforming nucleotide sequence read data into consensus sequence data, wherein the nucleotide

sequence read data is generated by sequencing a target region ofa template nucleic acid multiple

times, and the consensus sequence data is representative of a most likely actual sequence of the

template nucleic acid. Such machine-implemented methods can comprise various steps, such as a)

mapping the nucleotide sequence data to a target sequence using a local alignment method that

produces a set of local alignments comprising an optimal local alignment and sub-optimal local

alignments, b) enumerating the set of local alignments, c) constructing a weighted directed graph

wherein each local alignment in the set of local alignments is represented as a node, thereby

generating a set of nodes in the weighted directed graph, d) drawing edges between pairs of nodes

in the weighted directed graph if the pair represents a potential reconstruction of the template

nucleic acid, e) assigning weights to the edges drawn in step d, wherein a given weight for a given

edge represents the log-likelihood that a given pair of nodes connected by the given edge is truly a

reconstruction of the template nucleic acid, f) finding the shortest path to each node in the weighted

directed graph, thereby generating a set of shortest paths for the weighted directed graph, g) ranking

the set of shortest paths to determine the best assignment, and h) storing the results of steps a-g on a

machine-readable medium. In certain embodiments, the steps of the machine implemented methods

are performed via a user interface implemented in a machine that comprises instructions stored in

machine-readable medium and a processor that executes the instructions. Also provided are
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computer program products comprising a computer usable medium having computer readable

program code embodied therein, said computer readable program code adapted to be executed to

implement the machine-implemented methods of the invention, and machine-readable medium on

which the results of the method steps are stored. The invention further includes a computer program

product comprising a computer usable medium having a computer readable program code embodied

therein, said computer readable program code adapted to be executed to implement the above

methods.

[0037] In certain aspects, the invention provides machine-implemented methods for

transforming enzyme velocity data from one or more detection periods into a distribution of the

distance x travelled by an enzyme (e.g., a polymerase) during a time t, where time t occurs during a

non-detection period. Such a method comprises, in certain embodiments, developing a probability

model p09 to describe an observed distribution of enzyme velocities during one or more detection

periods; sampling velocities from p(v); summing and recording the velocities sampled in step b to

produce a Sum that is an estimate of xfrcorr; and repeating the sampling, summing, and recording M

times to generate a distribution of sums that are estimates of xs’tcorr, with the distribution of sums

being the distribution of the distance x travelled by an enzyme during a time t. Preferably, at least

some of the steps are performed via a user interface implemented in a machine that comprises

instructions stored in machine-readable medium and a processor that executes the instructions.

Optionally, the enzyme is a polymerase enzyme. In some embodiments, multiple enzymes are

observed simultaneously and the probability model pm is determined independently for each of the

multiple enzymes. In certain preferred embodiments,

ftvip.,,,,..,,,.,(v) + [I — f(1-’)lp.i.,,,..(v)

Iftv‘)ir) + [1 — f(1-")]r),.n.,,_..(I-")d1-" '

[0038] In further aspects, the invention provides machine-implemented methods for transforming

PW) =

enzyme velocity data from one or more detection periods into a distribution of the distance x

travelled by an enzyme during a time t, where time t occurs during a non-detection period. In some

embodiments, the method comprises estimating a distribution of local rates p(v)', making

independent identically distributed draws of N = tftcorr velocities from from p(v); summing the

velocities; recording the velocities summed in c) as an estimate of xhcorr; and repeating b-d M

times, e. g., where M is preferably at least 1000. Optionally, p(v) is determined using a Hidden

Markov Model or the autoc-orrelation function <5v(t)5v(r. + A» ~ exp[i]. The invention furtherrmar
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includes a computer program product comprising a computer usable medium having a computer

readable program code embodied therein, said computer readable program code adapted to be

executed to implement the above methods, as well as a machine-readable medium on which the

results of the steps of the methods are stored.

BRIE-F DESCRIPTION OF THE DRAWINGS

[0039] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions, whether illumination is initiated before (A) or alter (B) initiation ot‘the

reaction.

[0040] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination, including depictions ot‘multiple reactions arrayed on a

solid support (A) and prophetic data (B) from certain embodiments of the invention.

[0041] Figure 3 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions on a solid support (A) using intermittent illumination and a mask (B). A graph (C) depicts

prophetic data from certain embodiments of the invention.

[0042] Figure 4 provides additional embodiments of masks for use in the methods ofthe

invention, including a mask that allows illumination of columns of reactions (A) and a mask that

allows illumination of every other reaction in a row and column (B).

[0043] Figure 5 illustrates an aspect of the instant invention in which multiple samples are

analyzed on a single solid support using intermittent illumination. Figure 5A illustrates a solid

support comprising four quadrants, each quadrant containing a different sample. Figure 5B

illustrates a mask design for selective illumination of the Substrate. Figures 5C and SD demonstrate

various positions of the mask on the solid support.

[0044] Figure 6 provides an illustration of paths in a sequence alignment matrix

representing sequencing data from a SMR’IbellTM template.

[0045] Figure 7 illustrates a hypothetical directed graph.

[0046] Figure 8 provides data from single-molecule sequencing-by-synthesis reactions.

Figure 3A provides data from a two-minute interval beginning at initiation of the reactions, i.e.,

from 0-120 seconds. Figure 8B provides data from a second two-minute interval from 300-420

seconds. Figure 8C provides data from a third two-minute interval from 600-720 seconds.

[0047] Figure 9 schematically illustrates one embodiment of a system for use with the

methods, devices, and systems of the invention.
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[0048] Figure 10 provides a graphical representation of rates of polymerase activity on

different portions of a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0049] Figure 11 provides a graphical representation of the average rate of polymerase

translocati on over a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0050] Figure 12 provides a distribution of the physical coverage of a template nucleic acid

achieved during a sequencing reaction utilizing intermittent illumination, with A showing mapping

to a reference sequence with sequence reads (and portions thereof) that do not map to the reference

excluded and B showing a similar mapping that further includes sequence reads corresponding to

insertions in the template that are absent from the reference sequence.

[0051] Figure 'l 3 provides a distribution of the physical coverage provided by sequence

reads generated during sequencing reactions utilizing intermittent illumination across an

approximately 40 kb template nucleic acid.

[0052] Figure 'I 4 provides a sequence dot plot for an alignment between a sequence

assembly produced as described herein and a reference sequence.

[0053] Figure 'I 5 provides an exemplary illustration of an HMM for modeling a simple

“pausing” vs. “sequencing" system.

[0054] Figure 1 6A shows a sample of velocities drawn from the HMM in Figure IS with the

parameters P(S—rP) = H24; P(P—>S) = III 'I; and Io.(v.2)~~Gamma(48,0.25). Figure 163 illustrates a

resulting histogram oflocal velocities. Figure '16C provides an estimated distance traveled during a

non-detection period.

[0055] Figure 17 provides an illustrative example of two ob served histograms of distances

traveled during a non-detection period.

[0056] Figure 18 provides an exemplary strategy for selectively reducing the size of a

duplex fragment within a SMRTbellTM template.

[0057] Figure 19 provides an illustrative example of nucleic acid templates having nicks.

[0053] Figures 20A and 20B illustrate two exemplagy embodiments of template constructs

used in the present invention.

[0059] Figures 21A and 21B schematically illustrate redundant or consensus seguencing

using the constructs shown in Figures 20A and 20B.
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DETAILED DESCRIPTION OF THE INVENTION

[0060] Unless defined otherwise, all technical and scientific terms used herein have the

same meaning as commonly understood by one of ordinary skill in the art to which this invention

pertains. All publications mentioned herein are incorporated herein by reference for the purpose of

describing and disclosing devices, formulations and methodologies which are described in the

publication and which might be used in connection with the presently described invention.

[0061] Note that as used herein and in the appended claims, the singular forms "a, an,

and "the" include plural referents unless the context clearly dictates otherwise. Thus, for example,

reference to "a polymerase" refers to one agent or mixtures of such agents, and reference to "the

method" includes reference to equivalent steps and methods known to those skilled in the art, and so

forth. Where a range of values is provided, it is understood that each intervening value, between the

upper and lower limit of that range and any other stated or intervening value in that stated range is

encompassed within the invention. The upper and lower limits ofthese smaller ranges may

independently be included in the smaller ranges, and are also encompassed within the invention,

subject to any specifically excluded limit in the stated range. Where the stated range includes one or

both of the limits, ranges excluding either both of those included limits are also included in the

invention.

[0062] In the following description, numerous specific details are set forth to provide a more

thorough understanding of the present invention. However, it will be apparent to one of skill in the

art that the present invention may be practiced without one or more of these specific details. In

other instances, well-known features and procedures well known to those skilled in the art have not

been described in order to avoid obscuring the invention. Although a number of methods and

materials similar or equivalent to those described herein can be used in the practice of the present

invention, the preferred materials and methods are described herein.

1. General

[0063] In a general sense, the methods, devices, and systems provided herein implement

intermittent detection of analytical reactions as a means to collect reliable data from times during

the reaction that are less or not able to be analyzed if detection is constant throughout the reaction.

In particular, certain detection methods can cause damage to reaction components, and such

intermittent detection allows the damage to be avoided or at least delayed, thereby facilitating

detection of the reaction at later stages. For example, if a detection method causes a reduction in
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processivity ot‘a polymerase enzyme. then intermittent detection would allow data collection at

noncontiguous regions of a template nucleic acid that extend farther from the initial binding site of

the polymerase on the template than would be achievable under constant detection. Further, some

detection methods have limits on how much data or for how long a time data may be generated in a

single reaction, and intermittent detection of such a reaction can allow this data to be collected from

various stages of a reaction, thereby increasing the flexibility of the investigator to spread out the

data collection over multiple stages of a reaction. In certain aspects, the present invention is

particularly suitable to characterization of analytical reactions in real time, that is, during the course

of the reaction. In certain aspects, the present invention is particularly suitable to characterization of

single molecules or molecular complexes monitored in analytical reactions, for example, single

enzymes, nucleotides, polynucleotides, and complexes thereof.

[0064] In certain aspects. the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise providing a monitorable sequencing reaction com prising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one

reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition resulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion.

[0065] The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, cg, by changing one or more reaction conditions
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(eg, temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. For example, such an alteration in reaction conditions during the second stage may result

in an increase in reaction rates, e.g., speeding up the progression ot‘a template nucleic acid through

a nanopore; or may reduce exposure of reaction components to harmfiil radiation or other reaction

condition related to detection of the products of the reaction. However, in preferred embodiments,

nucleotides or nucleotide analogs having the detectable property are present in the reaction mixture

during all stages ofthe reaction, including stages in which the degradative influence is eliminated or

reduced; as such, the reaction condition changed in stage two of such an embodiment would not

comprise removal or dilution of such detectable nucleotides or nucleotide analogs.

[0066] “Intermittent detection," as used herein, generally refers to a means of monitoring a

reaction that is carried out intermittently during the course of the reaction. Intermittent detection

may refer to intermittent use of one or more monitoring methods, but does not necessarily mean that

all means ofmonitoring a given reaction are intermittently halted. For example, monitoring of one

or more nucleotide incorporations to generate nucleotide sequence reads may be intermittently

halted while other aspects of a sequencing reaction are constantly monitored, e.g., temperature,

reaction time, pI-I, etc. In certain embodiments, intermittent detection is achieved by intermittent or

differential illumination of a given reaction, e.g, a reaction that uses an illumination system to

detect reaction products andfor progression, Although various aspects of the invention are described

herein in terms of embodiments using intermittent illumination, it should be understood that where

applicable intermittent detection by other means (e.g., electrochemical, radiochemical, etc.) can be

utilized in the methods of the invention. Likewise, a stage of a reaction during which an intermittent

detection method is active may be referred to as a “detection period” and a stage of a reaction

during which an intermittent detection method is inactive may be referred to as a “non-detection

period.” In illuminated reactions, such periods may also be referred to as “illuminated periods” and

“non-illuminated periods,” respectively, although it is to be understood that the term “non-

illuminated period” included periods in which illumination may be present but altered as compared

to illumination during an “illuminated period.” For example, a non-illuminated period may be

characterized by a complete absence of illumination, or a modification of illumination, including

but not limited to changes in wavelength, frequency, intensity, and/”or number of illumination

sources. Alternatively or additionally, reaction components that are excited by the illumination

source(s) may be modified or removed from a reaction mixture to create a non-illuminated period.
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For example, a fluorescent dye detected during an illuminated period may be removed from the

reaction mixture, e_g., by buffer exchange, thereby producing a non-illuminated period during

which time the fluorescent dye cannot be detected even if the excitation illumination is present. In a

further example, a non-illuminated period can indicate a period during an illuminated reaction

during which a type ofillumination-based detection that occurs during an illuminated period is not

occurring, e.g., the identity of fluorescently labeled nucleotides incorporated into a nascent strand is

not being detected or recorded.

[0067] In certain aspects, the present invention is generally directed to improved methods,

devices, and systems for performing illuminated reactions. The term “illuminated reactions" as used

herein refers to reactions which are exposed to an optical energy source. Typically, such

illumination is provided in order to observe the generation andfor consumption of reactants or

products that possess a particular optical characteristic indicative of their presence, such as a shift in

the absorbance spectrum andfor emission spectrum of the reaction mixture or its components. In

certain preferred embodiments, illuminated reactions comprise one or more fluorogenic or

fluorescent components. In accordance with certain methods of the invention, such illuminated

analyses are subjected to intermittent detection (e.g., data collection) for one or more aspects of the

data typically collected for a given reaction. For example, aspects of the data typically collected for

nucleotide sequencing reactions include nucleotide sequence data, read quality data, signal to

background ratios, reaction rates and durations, measures of the fidelity of the reaction, reaction

times, and the like. In certain preferred embodiments, nucleotide sequence data is iteratively

collected during an ongoing sequencing reaction to generate nucleotide sequence reads for at least

two or more noncontiguous regions of a template nucleic acid moleCule. Such iterative sequence

data acquisition may be achieved in various ways depending on the sequencing technology in use.

For example, in sequencing methods that utilize luminescent components that generate a signal

indicative of the identity of a base position, iterative sequence data collection may be achieved by

removing or altering an illumination source (or a reaction relative to an illumination source),

substituting the luminescent components for unlabeled components that do not generate signal, or

otherwise interrupting signal acquisition in the experimental system.

[0068] In certain preferred embodiments, such illuminated reactions are illuminated for an

amount of time that permits the effective performance of the analysis. Traditionally, illuminated

reactions are illuminated from initiation through completion, and the time during which reaction

data may be reliably collected is dictated by the progression (as measured by, e.g., processivity,
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rate, fidelity, duration, etc.) of the reaction under constant illumination. Some reactions are sensitive

to such constant illumination, which can reduce their performance (e.g., processivity), and thereby

prevent collection of data from later stages of the reaction, i.e., stages that would otherwise occur if

the reaction were carried out with no illumination. The present invention provides methods for

performing illuminated reactions comprising subjecting the reactions to intermittent illumination.

Such intermittent illumination can increase performance (e. g, processivity, rate, fidelity, duration,

etc.) of the reactions, thereby allowing generation of data that cannot be collected under constant

illumination, such as data from later stages of an ongoing reaction whose progression is

compromised under constant illumination. For example, in sequencing-by-incorporation reactions

the use ofintermittent excitation illumination can increase processivity, which has the benefit of

providing sequence reads more distal from the polymerase binding/initiation site than such reactions

subjected to constant exposure to excitation illumination.

[0069] Further, it is an object of the instant invention to provide sequence data from

noncontiguous regions ofa nucleic acid template in a single reaction. Other commercially available

platforms have attempted to achieve such nonconti guous sequence data through, e,g., complex

cloning and sequencing strategies. The present invention provides a clear advantage over such

strategies by providing a simple and economical solution that is applicable across various platforms,

and is particularly applicable to illuminated, single-molecule sequencing-by-incorporation

reactions.

[0070] In preferred embodiments, illuminated reactions for use with the instant invention

are nucleic acid sequencing reactions, e.g., sequencing-by-incorporation reactions. In preferred

embodiments, Such an illuminated reaction analyzes a single molec ule to generate nucleotide

sequence data pertaining to that single molecule. For example, a single nucleic acid template may

be subjected to a sequencing-by-incorporati on reaction to generate one or more sequence reads

corresponding to the nucleotide sequence of the nucleic acid template. For a detailed discussion of

such single molecule sequencing, see, e.g., US. Patent Nos. 6,056,661, 6,917,726, ?,033,764,

7,052,847, 7,056,676, "£170,050, 7,361,466, 7,416,844; Published US. Patent Application Nos.

2007-0134128 and 2003f0044781', and M.J. Levene, J. Korlach, SW. Turner, M. Foquet, H.G.

Craighead, W.W. Webb, SCIENCE 299682-686, January 2003 Zero-Mode Waveguides for Single-

Molecule Analysis at High Concentrations, all of which are incorporated herein by reference in their

entireties for all purposes. In some embodiments, a plurality of single nucleic acid templates are

analyzed separately and often simultaneously to generate a plurality of sequence reads
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corresponding to the nucleotide sequences of the plurality of nucleic acid templates. In certain

preferred embodiments, the plurality of nucleic acid templates includes at least two nucleic acid

templates that comprise identical nucleotide sequences such that analysis of the two nucleic acid

templates generates overlapping sequence reads. In certain preferred embodiments, at least one of

the nucleic acid templates is configured to provide redundant sequence data in a single sequence

read, e.g., via duplications, sense and antisense sequences, andfor circularization.

[0071] Certain aspects of the invention are directed to methods, devices, and systems for

generating a sequence scaffold for a nucleic acid template, e.g., chromosome, genome, or portion

thereof. A sequence scaffold as used herein refers to a set of sequence reads that extends across at

least a portion ofa nucleic acid template. In some embodiments, such a sequence scaffold is used to

generate a consensus sequence for the nucleic acid template. In some embodiments, the nucleic acid

template is very large, e.g., at least about 100, 1000, 10,000, [00,000, or more bases or base pairs in

length. In some embodiments, the sequence scaffold andfor consensus sequence is based on at least

l-, 2—, 5-, 'I 0-, 20-, 50-, 100-, 200-, 500-, or IOOO-fold coverage of at least a portion of the nucleic

acid template. In some preferred embodiments, the portion of the nucleic acid is at least about ID%,

20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, or 100% of the entire length of the nucleic acid

template.

[0072] In certain aspects, the invention is particularly suitable for sequencing nucleic acid

templates interspersed with repetitive elements. Such repetitive elements present major logistical

and computational difficulties for assembling fragments produced by sequencing strategies,

especially those with read-lengths that are too short to encompass unique reads outside the repeat

region. For example, the human T-cell receptor locus contains a five-fold repeat of a trypsinogen

gene that is 4 kbp long and that varies 3 to 5% between copies. Therefore, a sequencing strategy

that cannot provide nucleotide sequence information that spans at least 20 kb for a single molecule

containing the locus will have difficulty providing consensus sequence for the locus. Further, Alu

repeats (~3OO bp retrotransposons) are also problematic because they cluster and can constitute up

to 50-60% of the template sequence, with copies varying from 5-1592. between each other. The

human genome contains an estimated one million Alu repeats and 200,000 LINE elements (average

length ~1000 bp), representing roughly 109/6 and 5% of the entire genome, respectively. In certain

embodiments, the present methods facilitate efficient and accurate sequence determination for long

templates comprising such repetitive sequences, in part because the present methods do not rely

solely on sequence overlap to generate consensus sequences, but also include information related to
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the expected location of the polymerase on the template nucleic acid, thereby linking a particular

sequence read to a particular location on the template nucleic acid. This greatly facilitates accurate

assembly of sequence reads to generate sequence scaffolds andfor consensus sequences.

[0073] Certain aspects of the invention are directed to methods, devices, and systems for

generating multiple sequence reads in an illuminated sequencing-by-incorporation reaction that are

distal from one another (i.e., noncontiguous) on a single nucleic acid template by removing the

excitation illumination during the course of the reaction, and subsequently reinitiating the excitation

illumination. Sequence reads are generated only during the periods of time when the excitation

illumination is present, resulting in a “gap” between the sequence reads from a single template

nucleic acid that corresponds to the time during which the excitation illumination was absent but the

incorporation of nascent nucleotides continued “in the dark.” As such, the number of sequence

reads generated for a given template nucleic acid is equal to the number of periods during which the

excitation illumination is present.

[0074] Certain aspects of the invention are directed to methods, devices, and systems for

generating multiple sequence reads from a plurality of nucleic acid templates comprising identical

nucleotide sequences. In some embodiments, the multiple sequence reads are not all from the same

region of the nucleic acid templates. In some embodiments, there is overlap between the multiple

sequence reads. In some embodiments, a single sequence read is generated from each of the

plurality of nucleic acid templates, and in other embodiments multiple noncontiguous sequence

reads are generated from each of the plurality of nucleic acid templates. In certain preferred

embodiments, the multiple noncontiguous sequence reads from each ofthe plurality of nucleic acid

templates together extend across the nucleic acid templates such that they can be combined to

provide a consensus sequence for the identical nucleotide sequence in the nucleic acid templates. In

some embodiments, the consensus sequence is based on at least 2—, 5-, 10-, 20—, 50-, 100-, 200-,

500-, or lOOO-fold coverage of the identical nucleotide sequence. In some embodiments, the

identical nucleotide sequence represents at least about 1094'), 20%, 30%, 40%, 50%, 60%, 70%,

80%, 90%, or 100% of the nucleic acid template.

[0075] Certain aspects of the invention are directed to methods, devices, and systems for

reducing or limiting the effects of photo-induced damage during illuminated reactions, particularly

reactions that employ fluorescent or fluorogenic reactants. The term “photo-induced damage” refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction. Without being bound to a particular theory or
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mechanism of operation, some illuminated reactions are subject to photo-induced damage that can

hinder progression of the reaction, e.g., via damage to reaction components, such as enzymes,

cofactors, templates, etc. As such, the illumination of the illuminated reaction can directly or

indirectly negatively impact progression of the reaction, and such an impact can be measured based

on various characteristics of the reaction progression, e.g., processivity, rate, fidelity, duration, etc.

The present invention provides methods for subjecting an illuminated reaction to intermittent

exposure to illumination, which reduces the amount of photo-induced damage at a given time

during the reaction, allowing the reaction to proceed further than it does when constantly exposed to

the illumination.

[0076] In some embodiments, the methods herein may further comprise the addition of one

or more photo-induced damage mitigating agents (e.g., triplet-state quenchers andtor free radical

quenchers) to the illuminated reaction. Such photo-damage mitigating agents are generally known

to those of skill in the art. Further discussion of photo-induced damage and related compounds,

compositions, methods, devices, and systems are also provided in US. Pub. No. 2007OI6'IOI7', filed

December 'I, 2006; and U.S.S.N, 61!] 16,048, filed November 19, 2008, which are incorporated by

reference herein in their entireties for all purposes.

I]. Intermittent Illumination of Analytical Reactions

[0077] Certain aspects of the invention are generally directed to improved methods for

performing illuminated analyses. The terms “illuminated analysis” and “illuminated reaction” are

used interchangeably and generally refer to an analytical reaction that is occurring while being

illuminated (e.g., with excitation radiation), so as to evaluate the production, conSumption, andfor

conversion of luminescent (e.g., fluorescent) reactants andtor products. As used herein, the terms

“reactant” and “reagent" are used interchangeably. As used herein, the terms “excitation

illumination” and “excitation radiation” are used interchangeably. In certain embodiments, the

illuminated reaction is a sequencing reaction, e.g., a sequencing-by-incorporation reaction. In

certain embodiments, the illuminated reaction is designed to analyze a single molecule, e.g., by

ensuring the molecule is optically resolvable from any other molecule being analyzed andr’or in the

reaction mixture. In certain embodiments, one or more components of the reaction are susceptible to

photo-induced damage directly or indirectly elicited by an excitation radiation source. In certain

preferred embodiments, an illuminated reaction is subjected to intermittent excitation radiation

during the course of the illuminated reaction. In certain preferred embodiments, a sequencing-by-
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incorporation reaction is subjected to intermittent excitation radiation during the course of a

polymerization reaction to generate a plurality of noncontiguous sequence reads from a single

nucleic acid template.

[0078] In certain aspects, the methods herein provide benefits over methods currently used

for sequencing large template nucleic acids, such as human genomes. For example, the traditional

shotgun sequencing approach entails sequencing nucleic acid fragments and analyzing the resulting

sequence information for overlap and similarity to known sequences to construct the complete

sequence of the template nucleic acid. One disadvantage to the shotgun approach is that assembly

may be difficult ifthe template nucleic acid comprises numerous repeated sequences, and the

inability to assemble a genomic sequence in repeat regions leads to gaps in the assembled sequence.

(See, eg, Myers, (3.; “Whole-Genome DNA Sequencing" in Computing in Science and

Engineering; Vol 1, Issue 3; pgs. 33-43; Mayflun [999.) One method of resolving these gaps is to

sequence fragments large enough to span the repeat regions, but sequencing large fragments can be

difficult and time-consuming. Another approach to spanning a gap is to determine the sequence of

two ends ofa large fragment which has known spacing and orientation, and this approach is

generally termed paired end sequencing (see, e.g., Smith, M. W. et al., (1994) Nature Genetics 7:40-

47; and US. Pub. No. 2006f02926l I, filed June 6, 2006, both of which are incorporated by

reference herein in their entireties for all purposes). This method is limited by the requirement for

information about the spacing and orientation of the ends of the long fragment, andr’or complex

sample preparation of the nucleic acid template. The present invention provides methods that are

tolerant of large repetitive regions and do not require prior knowledge of nucleotide sequences (e.g.,

base sequences, spacing, orientation, etc.) or complex sample preparation, thereby allowing

economical, efficient, and effective de novo sequencing or resequencing oflong template nucleic

acids.

[0079] In certain aspects, the methods herein provide various strategies for achieving

intermittent illumination ofilluminated reactions. Essentially, at least one type of illumination (eg,

excitation illumination) is present for at least one time period (“illuminated period”) and absent

during at least one other time period (“non-illuminated peri od”) during an illuminated reaction. As

described above, the term “non-illuminated” indicates a change in illumination including, but not

limited to a complete absence ofillumination. For example, a non-illuminated period may also be

characterized by a different illumination source or intensity than an illuminated period, or by a

change in reaction components, e.g., detectable labels. In general, at least one type of data collected
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during an illuminated period (cg, nucleotide sequence data) is not collected during a non-

illuminated period. An absence ofthe illumination may be due to, e. g., inactivation of the

illumination source (e.g., laser, laser diode, a light-emitting diode (LED), a ultra-violet light bulb,

andfor a white light source), removal of the illuminated reaction from the illumination source (or

vice versa), or may be due to blockage of the illumination from the reaction, as discussed below.

Modifications to the illumination may be due to, e.g., adjustment ofthe intensity of an illumination

source, or a substitution of one illumination wavelength andr’or frequency for another. Further,

components detectable during an illuminated period may be removed from the reaction mixture

during a non-illuminated period, e.g., a fluorescently labeled nucleotide may be replaced with an

unlabeled nucleotide. Knowledge ofthe rate of the reaction and the time during which the

illumination is absent is used to estimate the progress of the reaction during the non-illuminated

period. For example, ifa reaction proceeds such that one molecule is incorporated into a

macromolecule per second, and the illumination is absent for 20 seconds, it can be estimated that 20

molecules were incorporated duringr the non-illuminated period. This information is useful during

data analysis to provide context for the reaction data collected during the illuminated period(s). For

example, in a sequencing-by-incorporation reaction the number of base positions separating

sequence reads generated in illuminated periods can be estimated based on the temporal length of

intervening non-illuminated periods and the known rate of incorporation during the reaction andr'or

by the measured rate of incorporation during the illuminated period(s). The known rate of

incorporation can be based on various factors including, but not limited to, sequence context effects

due to the nucleotide sequence of the template nucleic acid, kinetics of the polymerase used, buffer

effects (salt concentration, pH, etc), and even data being collected from an ongoing reaction.

Further the processivity of an enzyme during a non-illuminated period (or other type of non-

detection period) can be manipulated or adjusted by methods known to those of skill in the art. In

particular, the kinetics of replication by a polymerase enzyme can be altered by changing the

chemical environment in which it operates, and such methods are further described, cg, in US.

Patent Application Nos. 12!4'l4,l9l, filed March 30, 2009, 12/531130, filed August 6, 2009; and

US. Patent Application No. [unassigned], attorney docket no. 105-006301US, entitled

“Engineering Polymerases and Reaction Conditions for Modified Incorporation Properties,” filed

September 4, 2009, the disclosures of all of which are incorporated herein by reference in their

entireties for all purposes. For example, methods are provided for adjusting the enzyme activity, and

these methods find particular relevance in the instant invention when used to enhance accuracy
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during detection periods, and to enhance processivity during non-detection periods. Information

regarding enzyme tran slocation rate and processivity is useful for positioning the sequence reads for

a single template nucleic acid relative to one another in the construction ofa sequence scaffold

andi’or consensus sequence for the template nucleic acid.

[[1080] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions. A reaction mix is prepared at step 100. In process A shown on the left,

illumination ofthe reaction 105 is begun prior to initiation of the reaction 110, which allows

“illumination data” to be collected at initiation. (In an alternative embodiment, illumination may

commence simultaneously with initiation ofthe reaction.) “Illumination data” as used herein refers

to data collected during an illuminated period, e.g., the length of the illuminated period and

luminescent signal(s) from the reaction product. At least one non-illuminated period I 15 occurs

during the course of the reaction, followed by at least one additional illuminated period 120.

Multiple additional non-illuminated and illuminated periods may follow. During the illuminated

periods (105 and 120), illumination data is collected 175, During the non-illuminated period(s),

non-illumination data is collected 180. As used herein, “non-illumination data” refers to data

collected during a non-illuminated period, e.g., the length of the non-illuminated period can be

monitored. In process B shown on the right. the reaction is initiated 155 during a first non-

illuminated period 150. At least one illuminated period 160 occurs during the course of the reaction,

optionally followed by at least one additional non-illuminated period 165. Multiple additional

illuminated and non-illuminated periods may follow. As for process A, illumination data is

collected 175 during the illuminated period(s) 160, and non-illumination data is collected 180

during non-illuminated periods (155 and 165).

[0081] One benefit provided in certain embodiments of the invention is that the reaction

need not be further manipulated after initiation (aside from the control of illumination). For

example, the method can be used to analyze reaction mixtures without the need for buffer changes,

addition of further reaction components, or removal of detectable components, cg, light-activatable

components such as fluorophores. For example, in a sequencing-by-incorporation reaction, labeled

nucleotides may be present throughout the life of the reaction, even when the reaction is not

generating nucleotide sequence data (cg, during a non-illuminated period). This provides clear

advantages over methods that require additional handling of the reaction after initiation, which tend

to not only be expensive and time-consuming, but which also provide opportunities for

contamination of the reaction. For example, illumination can be reinitiated at any time during the
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reaction at the whim oFthe ordinary practitioner by simply activating the illumination. In certain

preferred embodiments, the concentration oflabeled nucleotides or nucleotide analogs in the

reaction mixture is greater than the concentration of unlabeled nucleotides in the reaction mixture

throughout the course of the reactions, and may represent at least about 60%, 70%, 80%, 90%, 95%,

99%, or 100% of the total nucleotides in the reaction mixture. Methods for ensuring a high ratio of

labeled versus unlabeled nucleotides in a reaction mixture are known in the art and certain preferred

embodiments are provided in US. Patent Pub. Nos. 20030063264, 20060194232, and

200790141 593, which are incorporated herein by reference in their entireties for all purposes.

[0082] In embodiments in which a sequencing-by-incorporation reaction is subjected to

intermittent illumination, the sequence reads collected during the illuminated periods are arranged

in order and separated from one another by an estimated number of nucleotides incorporated into

the nascent strand during the intervening non-illuminated periods. The resulting gapped read can

then be used to assess certain characteristics of the template nucleic acid. When multiple identical

template nucleic acids are subjected to such a sequencing-by-incorporati on reaction, the resulting

set or“ gapped reads can be combined to create a sequence scaftold anda’or a consensus sequence for

the template nucleic acid.

[0083] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andfor a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods can be used to provide additional data during the course

of the reaction, e.g., data from illuminated or non-illuminated periods. In certain preferred

embodiments, such alternative labeling methods may comprise using labels that are incorporated

into a product of the reaction. For example, in sequencing-by-incorporation reactions that use

nucleotides comprising labeled terminal phosphates (e.g., the gamma phosphate as in dNTP, or

terminal phosphates on nucleotide analogs with a greater number of phosphate groups) to identify

the nucleotides incorporated into a nascent polynucleotide, the reaction mixture may also include

nucleotides compri sing a base-linked label. During the reaction, these “base-labeled nucleotides”

will be incorporated into the nascent strand, but unlike the terminal phosphate labels removed

during incorporation, the base-linked labels are not cleaved from the nucleotide upon incorporation

by the polymerase, resulting in a nascent strand that comprises the base-linked labels. The

concentration of such base-labeled nucleotides can be adjusted in the reaction mixture to promote

their incorporation into the nascent strand at a predictable rate, e.g., based on the known sequence

of the template or the average frequency of a given nucleotide. The presence andr’or rate of
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incorporation ofthe base-linked labels into the nascent strand can provide a measure ofthe length

of the nascent strand generated (and, therefore, the distance traveled by the polymerase along the

template nucleic acid) during the reaction by subjecting the reaction to excitation illumination that

excites the base-linked label (but preferably not the non-base-linked labels), and detecting the signal

emitted. The excitation of the base-linked labels preferably occurs as a pulse during or immediately

following a non-illuminated period, and is otherwise absent during the reaction. The strength of the

signal is indicative of how many labels are present in the nascent strand, thereby providing a

measure ofthe processivity of the polymerase for a given period during the ongoing reaction, e.g.

during one or more illuminated or non-illuminated periods. Since the base-linked labels remain in

the nascent strand, it is beneficial to minimize the amount of time those tluorophores are subjected

to excitation illumination to mitigate the potential of photo-induced damage to the reaction

components. As such, in preferred embodiments, the excitation illumination wavelength for the

base-labeled nucleotides is different than that of other fluorescent labels in the reaction.

[0084] This method can be modified in various ways. For example, the base-labeled

nucleotides may also comprise a terminal phosphate label so that their incorporation can be

monitored in the same manner during an illuminated period as the non-base-labeled nucleotides.

There may be a single type of base-labeled nucleotide in a reaction mixture, or multiple types may

be present, e.g., each type carrying a different nucleobase. The concentration of base-labeled

nucleotides in the reaction mix may be varied, although it is preferred that the ratio of base-labeled

nucleotides to non-base-labeled nucleotides be relatively low. For example, in a reaction mixture

comprising a single type of base-labeled nucleotide (e.g., base-labeled dATP), it is preferred that the

ratio of base-labeled dATP to non-base labeled dATP be less than 1:8, and more preferably 1:10 or

less. The low concentration of base-labeled nucleotides is preferred in order to minimize sterically

induced polymerase stalling when incorporating multiple base-label ed nucleotides in a row. In some

embodiments, the optimal ratio is pre-determined using capillary electrophoresis for any specific

base-labeled nucleotide and likely homopolymer sequence prevalence. In certain preferred

embodiments, at least 50, 75, 100, 125, or 150 base-labeled nucleotides are incorporated into the

nascent strand during a single non-detection period. The base-labeled nucleotides may be present

throughout the reaction, or may be washed in during non-illuminated periods and washed out after

the pulse of excitation illumination. The reaction mixture comprising base-linked nucleotides being

washed in may also include unlabeled nucleotides for incorporation during a non-detection period.

During a subsequent illuminated period, a reaction mixture comprising terminal phosphate-labeled
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nucleotides replaces the reaction mixture comprising base-linked nucleotides and unlabeled

nucleotides. This protocol is one embodiment ot‘the methods of the invention in which a non-

detection period is not necessarily a non-illuminated period because in this case illumination may be

present, but no incorporation of nucleotides is be detected.

[0085] Alternatively or in addition, a low concentration of a fifth terminal phosphate labeled

nucleotide can be present in the sequencing reaction, wherein the label has a different excitation

wavelength than the other labels in the reaction mixture. For example, a small proportion of one

nucleotide analog, e.g., dA6P, can be labeled with the “fifth label.” During non-detection periods

when the sequence of incorporation ot‘nucleotides is not being monitored, the reaction site is

illuminated by excitation radiation specific for the ti fth label, and this fifth label excitation radiation

can be inactivated during the detection periods. Emissions detected upon incorporation ot‘the

nucleotide analog comprising the fifth label are used to “clock" the pace ofthe polymerase during

the non-detection period, e. g, based upon the known or estimated frequency of the complementary

nucleotide in the template strand. The fifth label can be chosen such that the excitation and emission

radiation are less likely or unlikely to cause photo-induced damage to reaction components, eg, by

choosing a label with a long excitation wavelength (e.g., toward the red end ofthe visible

spectrum), a label that has a low propensity for entering into a triplet state, andx‘or a label that has a

low propensity to form a radical. Since the fifth label is being excited when other labels are not,

there is no requirement for optimal spectral separation from other labels in the reaction mixture.

Further, since the fifth label is not being used for sequencing, other optimizations are also not

necessary, cg, related to branching, accuracy, and the like. Various types of labels can be used as a

fifth label of the invention including, but not limited to, organic and non-organic dye fluorophores.

For example, latex nanoparticles or quantum dots are particularly suitable due to their lower

propensity for photo-induced damage of certain analytical reaction components. In certain preferred

embodiments, a quantum dot label has an emission spectrum within the same spectral window as

the labels that are used to identify the sequence of base incorporations into the nascent strand

(“sequencing labels”) but an excitation spectrum that does not overlap those of the sequencing

labels to allow detection of the fifth label emissions using the same optical system as is used to

detect the sequencing label emissions.

[0086] This method can be modified in various ways. For example, more than one small

subset of a nucleotide analog can be labeled with a fifth label, and in certain embodiments, a small

subset of each nucleotide analog present in the reaction mixture is labeled with the fifth label.
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Further, there may be a plurality of additional labels present in the reaction, each of which is present

on a small subset ofa single type of nucleotide analog, e.g., sixth, seventh, and eighth labels. By

increasing the number oftypes of nucleotide analogs labeled with fifth (or sixth, seventh, eighth)

label s, their frequency ofincorporation is likewise increased, which improves the translocation rate

calculation for the polymerase during the non-detection periods. Alternatively, each type of

nucleotide analog can comprise both a sequencing label that is specific for the cognate base in the

nucleotide, as well as a fifth label for clocking the polymerase. The sequencing labels are excited

and detected during the detection periods and the fifth labels are excited and detected during the

non-detection periods. Since every nucleotide analog is labeled with a fifth base, each incorporation

event can be counted during the non-detecti on period and the exact rate ofincorporati on can be

determined. Both the sequencing and fifih labels may be bound to the same or different linkers on

the nucleotide analogs. In certain preferred embodiments, a linker on a nucleotide analog positions

the fifth label within an illumination zone to allow excitation, but far from an enzyme (eg,

polymerase) to mitigate photo-induced damage related to excitation of an di’or emission from the

fifth label.

[008?] In some embodiments, the fifth label is also excited by an illumination during the

detection periods. The availability of the clocking function during the detection period can be used

during sequence analysis to identify positions in the resulting sequence read where a signal was not

detected (resulting in an apparent “missing base” in the read) and to distinguish between true

insertions and branching events in which two signals are detected for a single incorporation event.

[0088] In yet further embodiments, assembly of gapped reads into a sequence scaffold

andlor a consensus sequence for a template nucleic acid is facilitated by using “non-illuminated

periods” characterized by modified excitation illumination rather than a complete absence of

excitation illumination (which can also be termed “low-illuminated periods”). For example, in some

embodiments a lower intensity excitation illumination is used during the non-illuminated periods

that excites one or more ofthe labels that are excited during the illuminated periods. As such, unlike

various strategies described above, no fifth label is necessary. The lower intensity excitation

illumination results in emissions that are lower intensity but still intense enough to identify an

emission signal over background counts, though typically not intense enough to be used to identify

the particular label generating the emission signal. For example, if label “A” and label “B” are in a

reaction mixture, during an illuminated period the intensity of the signal emissions from each are

high enough that the artisan can distinguish from which label a particular signal originates by the
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wavelength andz’or frequency of the signal. However, during a low-illuminated period the artisan

can only identify that a signal emission occurs, but is unable to distinguish the originating label

because its particular wavelength and/or frequency cannot be accurately determined. The decrease

in excitation illumination intensity provides both a mitigation of photo-induced damage to reaction

components within the observation volume while allowing the practitioner to count the emissions,

and therefore the incorporations, during the non-illuminated period.

[0089] In other embodiments, multiple excitation illumination sources are used during an

illuminated period, and a first subset ofthese illumination sources is removed during a non-

illuminated period, while a second subset remains. The illumination sources that remain during the

non-illuminated period may be present in the same manner as during the illuminated period, or

various aspects may be altered, e.g., intensity may be reduced. For example, iflabels A and B

present in a reaction mixture are excited by a first illumination source and labels C and D present in

the reaction mixture are excited by a second illumination source, removal of the first illumination

source during the non-illuminated period results in an inability to detect labels A and B, while C

and D are still detectable. Such an incomplete data set can be used to clock the progress of the

reaction during the non-illuminated period(s). Further, it can also be used in various ways to

facilitate the statistical analysis of data collected during the illuminated period(s). For example, for

nucleotide sequencing applications (as described elsewhere herein) the incomplete data set(s)

collected during non-illuminated period(s) can be used during assembly of a sequence scaffold. For

example, during d9 now) sequence assembly a collection of sequences (conti gs) are generated, but

the order of the contigs relative to the template nucleic acid is not always apparent. The scaffolding

process uses extra information to determine the correct order of the contigs. So, if only two bases

are identifiable in the non-illuminated periods, the incomplete sequence reads comprising only

incorporation of these two bases can be aligned to modified versions of the contigs assembled from

data collected during an illuminated period, but in which the two bases not detected during the non-

illuminated periods have been removed. Once the order of the contigs has been determined, the

incorporation data for the two bases not detected during the non-illuminated periods is restored and

the assembly of the contigs is complete. This method can be modified in various ways. For

example, the practitioner may choose which illumination sources to remove during the non-

illuminated periods based on various characteristics, such as their propensity to cause photo-induced

damage to one or more reaction components, the propensity of the corresponding emission signal to

cause photo-induced damage to one or more reaction components; their energy consumption; and
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wear-and-tear on the source device. Further, as described elsewhere herein, rather then removing an

illumination source, reaction components that are excited by the illumination source may be

removed from the reaction mixture during the non-illuminated period, necessarily rendering them

undetectable. For example, one or more fluorescently labeled nucleotide analogs may be replaced

with unlabeled nucleotide analogs during the non-illuminated periods.

[0090] In certain aspects. the invention provides advantages to performing intramolecular

redundant sequencing, in which a template nucleic acid is used to generate multiple copies of a

sequence read ofinterest, whether by virtue of multiple copies of the complement being present in

the template. repeated replication of the template, or a combination thereof. For example, a first

stage ofa template-dependent sequencing reaction on a single-stranded circular template can

comprise a non-illuminated period during which the template is completely replicated at least one

time to generate at least one incomplete sequence read for a sequence complementary to the

template. The first stage is followed by a second stage comprising an illuminated period during

which the template is replicated multiple times to generate multiple complete sequence reads for the

complementary sequence. The incomplete reads generated in the first stage can be used to construct

a scaffold for assembly of the complete sequence reads generated in the second stage. Further,

incomplete sequence reads can also be used to clock the progress of the reaction during the non-

illuminated periods by providing a count of the detectable reaction components and combining that

information with known or estimated characteristics of the template, eg, nucleotide composition or

sequence.

[0091] The subset of signal emissions detectable in the non-illuminated periods as compared

to the number detectable in the illuminated periods is not limiting and may be chosen based upon

the non-illumination data desired by the ordinary practitioner andi’or other considerations, such as

mitigation of photo-induced damage to extend readlength. For example, to lower the likelihood of

photo-induced damage, the ordinary practitioner may choose to remove the illumination source that

is most damaging, e.g., has the highest frequency. In certain embodiments, multiple sequencing

reactions may be performed for a single amplified template, each with a different combination of

illumination sources andfor detectable components. Alternatively or additionally, multiple replicate

reactions can also be performed for one or more of the combinations of illumination sources and!or

detectable components. The combination of data from multiple different andfor replicate reactions

performed on a single template provides myriad benefits during statistical analysis. As noted above,

data can be combined to facilitate assembly of contigs generated during illuminated periods. Data
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from non-illuminated periods can also provide value in assessing the quality ofthe sequence reads

generated during the illuminated periods.

[0092] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andz’or a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods used to provide additional data during the course of the

reaction can comprise using labels that are incorporated into an enzyme of the reaction. For

example, FRET labels can be used to label portions of a polymerase enzyme such that the

conformational change between the open and closed states ofthe enzyme change the FRET value.

For example, a FRET-based system can be used to monitor the kinetics of opening and closing of

the finger subdomain of DNA polymerase, as described in Allen, et a]. (2008) Protein Science

1?:401-408, incorporated herein by reference in its entirety for all purposes. In certain preferred

embodiments, a closed conformation produces a FRET signal because the donor and acceptor are

close to one another, and an open conformation silences the signal because there is no energy

transferred between the donor and acceptor. By monitoring the emission from the FRET pair, each

incorporation event can be monitored during non-detection periods, and optionally or additionally

during detection periods. In certain preferred embodiments, the FRET donor is OFF (excitation at

484 nm', emission at 5 l 0 nm), and the FRET acceptor is YFP (excitation at 5l2 nm‘, emission at 529

nm). Methods for monitoring polymerase activity using FRET labels are known in the art, e.g., in

WOQOOWOTOSTZ A2, the disclosure of which is incorporated herein by reference in its entirety for

all purposes.

[0093] A given reaction may experience one or a plurality of illuminated periods or non-

illuminated periods, but preferably experiences at least two illuminated periods. For example, a

given reaction providing nucleotide sequence information from a single template nucleic acid may

have at least about 2, 3, 5, 10, 20, 50, or 100 illuminated periods with intervening non-illuminated

periods. In an embodiment employing multiple periods of illumination andlor non-illuminated, the

periods may be the same for both, e_g., 100 seconds “on” and 100 seconds “off.” Alternatively, the

illuminated periods may be longer or shorter than the non-illuminated periods. For example, in

certain embodiments, a non-illuminated period may be at least about 2-, 3-, 4-, 6-, 8-, 10-, 20-, or

50-fold longer than an adjacent illuminated period; or an illuminated period may be at least about 2-

, 3-, 4-, 6-, 8-, 10-, 20-, or 50-fold longer than an adjacent non-illuminated period. Further, each

illuminated period may be the same or different from each other illuminated period, and each non-

illuminated period may be the same or different from each other non-illuminated period. For
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example, some embodiments generate a smaller number oflong reads, and other embodiments

generate a larger number of short reads. It will be understood that the number and length of the

illuminated and non-illuminated periods is limited only by the experimental system in use and the

data acquisition goals of the ordinary practitioner. In some embodiments, a nucleotide sequence

read generated during a single illuminated period comprises at least about 20, 30, 40, 50, 75, 100,

1000, 10,000, 25,000, 50,000, or 100,000 adjacent nucleotide positions. In some embodiments, a

region of a nucleic acid template processed during a non-illuminated period during a single reaction

comprises at least about 20, 30, 40, 50, 75, 100, 1000, 10,000, 25,000, 50,000, or 100,000 adjacent

nucleotide positions. In some embodiments, the set of nucleotide sequence reads generated during a

single sequencing reaction comprising a plurality ofilluminated periods comprises at least about 40,

60, 80, 100, 1000, l0,000, 25,000, 50,000, 100,000, 250,000, 500,000, or 1,000,000 nucleotide

sequence positions from a single nucleic acid template. In some embodiments, a set of nucleotide

sequence reads generated during a single sequencing reaction comprising a plurality of illuminated

periods comprises multiple reads of at least a portion of the nucleotide sequence positions From a

single nucleic acid template.

[0094] As noted above, the present invention provides methods that are tolerant of large

repetitive regions and do not require prior knowledge ot‘nucleoti de sequences (e.g., base sequences,

spacing, orientation, etc). However, such information, if available, may also be usefiJl to the

ordinary practitioner in determining an optimal periodicity for illuminated and non-illuminated

periods during a sequencing reaction, especially when sequencing repetitive sequences. For

example, ifa genomic region is known to contain five adjacent copies ofa one kilobase nucleotide

sequence (i.e., five “repeat regions"), it would be beneficial to keep the non-illuminated periods

short enough to be able to confidently map the resulting sequence reads to the correct repeat region.

If a non-illuminated period were too long, the natural variation in translocation rate of the

polymerase would make it difficult to assign a sequence read to a particular repeat region,

especially those farther from the bindingi'initiation site of the polymerase. In a further example, if

the “copies” each had a few mutations that could be used to distinguish them from each other, it

would be beneficial to keep the illuminated periods long enough to increase the chance one of these

mutations would be included in a resulting sequence read, thereby allowing the unambiguous

assignment of the read to a particular repeat region. If the illuminated period were too short the

sequence reads from two different repeat regions could be identical, making mapping the sequence
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read challenging. (Another way to mitigate these difficulties would be to incorporate pause or stop

points into the template nucleic acid, as discussed below.)

[0095] Essentially, the practitioner may design the number of and lengths of time for each

illuminated and non-illuminated period to best suit the illuminated reactions being analyzed and the

invention is not limited in this regard. In certain embodiments, a practitioner may wish to increase

the processivity of a polymerase thereby extending the length of the template nucleic acid processed

in a sequencing reaction to be, e. g, at least 2—, 3-, 4-, 6-, 8-, lO-, or 20-fold, thereby generating

sequence data much farther away from the polymerase bindingfinitiati on site than would be

achieved under constant illumination. In certain embodiments, a practitioner ofthe instant invention

may wish to focus on data from one or more stages of an ongoing reaction, such as stages for which

more data is required for analysis. In the case ofsequencing-by-synthesis, one or more particular

regions ot‘a template nucleic acid may need to be resequenced. Some traditional methods require

that new template nucleic acids be prepared to bring a region requiring resequencing closer to the

initiation point of the sequencing reaction, or require preparation ot‘multiple new templates if‘

multiple regions to be resequenced. In contrast, the methods herein allow the practitioner to subject

a template identical to the previously sequenced template (e.g, from a large genomic DNA sample

preparation) to a sequencing reaction wherein illuminated periods are timed to illuminate the sample

only when the polymerase is incorporating nucleotides into the nascent strand at the one or more

particular regions requiring resequencing. This advantage substantially lowers the time and

resources required for such resequencing operations, therefore providing a significant advantage

over traditional methods.

[0096] The instant invention contemplates variOus means for previding non-illuminated

periods during illuminated reactions. In some embodiments, the illumination source is turned off

during the ongoing reaction to create one or more non-illuminated periods. In some embodiments,

the illumination source remains on during the course of the reaction, but the illuminated reaction is

removed from the system for a period of time. In some embodiments, the illumination source

remains on during the course of the reaction, but the illumination is blocked to create one or more

non-illuminated periods. For example, a movable mask may be manually or mechanically

positioned between the illumination source and the illuminated reaction to block the illumination

during non-illuminated periods and removed to allow exposure to the illumination during

illuminated periods. Such a mask may also be dynamically controlled, such as a thin film transistor
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display (e.g., an LCD mask). Masks for blocking illumination and manufacture thereof are well

known to those of ordinary skill in the art and need no further elaboration herein.

[0097] One aspect of the present invention is multiplexing of large numbers of single-

molecule analyses. For a number of approaches, e. g., single molecule methods as described above,

it may be desirable to provide the reaction components in individually optically resolvable

configurations, such that a single reaction component or complex can be individually monitored.

Providing such individually resolvable configurations can be accomplished through a number of

mechanisms. For example, by providing a dilute solution of complexes on a substrate surface suited

for immobilization, one will be able to provide individually optically resolvable complexes. (See,

e.g., European Patent No.1105529 to Balasubramanian, et al, the full disclosure ofwhich is

incorporated herein by reference in its entirety for all purposes.) Altematively, one may provide a

low density activated surface to which complexes are coupled. (See, e. g., Published Intemational

Patent Application No. WO 200?;‘041394, the full disclosure of which is incorporated herein by

reference in its entirety for all purposes). Such individual complexes may be provided on planar

substrates or otherwise incorporated into other structures, e.g., zero-mode waveguides or waveguide

arrays, to facilitate their observation.

[0098] In some embodiments. a plurality of illuminated reactions are carried out

simultaneously, cg, on a solid support. In some preferred embodiments, a solid support comprises

an array of reaction sites. In preferred embodiments, the reaction sites on a solid support are

optically resolvable from each other. In further preferred embodiments, each of the reaction sites on

a solid support contains no more than a single reaction to be interrogated. For example, in a

sequencing-by-incorporation embodiment, each reaction site preferably has no more than one

polymerase and no more than one nucleic acid template. The reaction sites may be confinements

(e.g., optical andfor physical confinements), each with an effective observation volume that permits

resolution of individual molecules present at a concentration that is higher than one nanomolar, or

higher than 100 nanomolar, or on the order of micromolar range. In certain preferred embodiments,

each of the individual confinements yields an effective observation volume that permits resolution

of individual molecules present at a physiologically relevant concentration, e.g., at a concentration

higher than about I micromolar, or higher than 50 micromolar range or even higher than 100

micromolar. In addition, for purposes of discussion herein, whether a particular reagent is confined

by virtue of structural barriers to its free movement, or is chemically tethered or immobilized to a

surface of a substrate, it will be described as being “confined.”
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[0099] As used herein, a solid support may comprise any ofa variety of Formats, from

planar substrates, e.g., glass slides or planar surfaces within a larger structure, e. g., a multi-well

plates such as 96 well, 384 well and 1536 well plates or regularly spaced micro- or nano—porous

substrates, or such substrates may comprise more irregular porous materials, such as membranes,

aerogels, fibrous mats, or the like, or they may comprise particulate substrates, e.g., beads, spheres,

metal or semiconductor nanoparticles, or the like. The solid support may comprise an array of one

or more zero-mode waveguides or other nanoscale optical structures.

[00100] As used herein, “zero-mode waveguide” refers to an optical guide in which the

majority of incident radiation is attenuated. preferably more than 80%, more preferably more than

90%, even more preferably more than 99% of the incident radiation is attenuated. As such high

level of attenuation, no significant propagating modes of electromagnetic radiation exist in the

guide. Consequently, the rapid decay of incident electromagnetic radiation at the entrance of such

guide provides an extremely small observation volume effective to detect single molecules, even

when they are present at a concentration as high as in the micromolar range. The fabrication and

application onMWs in biochemical analysis, and methods for calling bases in sequencing-by-

incorporation methods are described, e.g., in US. Patent Nos. ?,3'l 5,019, 6,9l7,?26, 7,013,054,

7,181,122, and 7,292,742, US. Patent Pub. No. 20030174992, and US. Patent Application No.

12! 134,186, the full disclosures of which are incorporated herein by reference in their entirety for all

purposes.

[00101] A set of reactions (e.g., contained on a solid support) may comprise identical or

different components. For example, a single template nucleic acid may be analyzed in all reactions

in the set, or a plurality of template nucleic acids may be analyzed, each present in only one or a

subset of the set of reactions. In preferred embodiments, template nucleic acids comprising the same

nucleotide sequence are analyzed in a plurality of reactions sufficient to provide adequate redundant

nucleotide sequence data to determine a consensus sequence for the template nucleic acids. A

number of sequence reads that will provide adequate nucleotide sequence data will vary, depending,

e.g., on the quality of the template nucleic acid and other components of the reaction, but in general

coverage for a template nucleic acid or portion(s) thereof is at least about 2-, 5-, 10-, 20-, 50-, 100-,

200-, 500-, or 1000-fold coverage. Further, the numbers and lengths of illuminated and non-

illuminated periods for a given reaction in the set of reactions may be the same or different than

those for other reactions in the set. In some embodiments, a mixture of different periodicities are

used for a set of reactions comprising the same template nucleic acid. This strategy can be
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beneficial for providing nucleotide sequence reads from varying regions of the template sequence,

thereby increasing the likelihood of overlapping sequence reads between individual reactions. These

overlapping sequence reads can facilitate construction of a more robust sequence scaffold than

could be constructed were the reactions all subjected to the same periodicity of illuminated and non-

illuminated periods.

[00102] Methods of controlling polymerase progress and!or synchronizing polymerases in

different reactions are also useful in analysis (e.g., mapping, validation, etc.) of nucleic acid reads

farther from the initial binding site ofthe polymerase. During detection periods earlier in the

reaction (i.e., closer to the time at which the polymerase began to process the template nucleic acid,

such as during a first illuminated period), the position ofa polymerase on the template can be

estimated with generally good accuracy based on the known translocation rate of the polymerase

under a given set of reaction conditions. As the duration of the reaction increases, however, the

natural variation in polymerase translocation rate makes it more difficult to accurately determine the

exact position of the polymerase on a template using estimation based on translocation rate alone;

and through each subsequent illuminated period such estimations of polymerase position become

less accurate, making subsequent analysis and mapping of the sequence reads to the template more

difficult. Methods of regulating the position of the polymerase on the template allow more accurate

determinations the polymerase’s position. For example, causing the polymerase to pause or stop at a

given location on the template during a non-illuminated period and reinitiating the polymerization

during or immediately prior to a subsequent illuminated period provides a way to reorient the

subsequently generated read with the template sequence, allowing easier consensus sequence

determination and mapping analyses. Further, such pausefstop points can previde a means of

controlling what regions of the template are processed during the illuminated periods by restricting

where the polymerase will reinitiate on the template, thereby allowing a practioner of the instant

invention to target one or more particular regions of a template for analysis during one or more

detection periods during the course of an analytical reaction. Such methods are also useful to

synchronize a set reactions being monitored simultaneously. For example, a plurality of reactions,

each comprising a single polymeraser’template complex, may be synchronized by regulating the

initiation points of the polymerase on the template for each detection period, thereby creating a set

of sequence reads that show less spreading (i.e., less variation in the position on the template from

which the sequence reads are generated) in the later stages of the reactions than would otherwise be

observed without such regulation.
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[00l03] Various methods can be used to control or monitor the progress of a polymerase on a

template nucleic acid. For example, as noted above, one may employ a reaction stop or pause point

within the template sequence, such as a reversibly bound blocking group at one location on the

template, e.g.. on the single-stranded portion that was not used in priming. Reaction stop or pause

points can be engineered into a portion of the template for which the nucleotide sequence is

unknown (eg, a genomic fragment}, but is preferably located within a portion for which the

nucleotide sequence is known (eg, an adaptor or linker ligated to the genomic fragment.) For

example, certain preferred sequencing templates (eg, SMRTbellTM templates, described elsewhere

herein) are closed, single-stranded molecules having regions of internal complementarity separated

by hairpin or stem-loop linkers, and one or both of these linkers can comprise a stop or pause point

to control the passage of the polymerase through them. In some embodiments, these regulatory

sequences or sites cause a permanent cessation of nascent strand synthesis, and in other

embodiments the reaction can be reinitiated, eg, by removing a blocking moiety or adding a

missing reaction component. Various types of pause and stop points are described below and

elsewhere herein, and it will be understood that these can be used independently or in combination,

e.g., in the same template molecule.

[00104] By way of example, at a selected time following initiation of polymerization the

reaction may be subjected to a non-illuminated period. The incorporation of a synthesis blocking

moiety coupled to the template nucleic acid at a position encountered by the polymerase during the

non-illuminated period will cause the polymerase to pause. An example of an engineered pause

point is a known sequence on the template nucleic acid where a primer sits and blocks progression

of a polymerase that is actively synthesizing a complementary strand. The presence of the primer by

itself could introduce a pause in the polymerase sequencing or the primer could be chemically

modified to force a full stop (and synchronization of multiple polymerases in multiple reactions).

The chemical modification could be subsequently removed (for example, photo-chemically) and the

polymerase would subsequently continue along the template nucleic acid. In some embodiments,

multiple primers could be included in a reaction to introduce multiple pause or stop points along the

template nucleic acid. Other methods for inducing a reversible pause (stop) in synthesis are known

in the art and include, e.g., reversible sequestering of required cofactors (eg, Mn”, one or more

nucleotides, etc). Once sufficient time has passed that the polymerase is paused at the blocking

group, illumination is reintroduced and the blocking group removed. This allows control of the

position on the template nucleic acid at which the polymerase will begin generating nucleotide
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sequence data during the illuminated period. A variety of synthesis controlling groups may be

employed, including, e. g., large photolabile groups coupled to the template nucleic acid that inhibit

polymerase mediated replication, strand-binding moieties that prevent processive synthesis, non-

native nucleotides included within the primer andfor the template, and the like. Such reaction

stopsfpause points are useful in providing more certainty about the relationship of the reads to each

other. For example. since the exact position on a template nucleic acid at which each sequence read

begins would be known, the resulting reads could be better mapped relative to one another for

construction of a sequence scati'old andior consensus sequence. Further description of these and

other methods for regulating the progress of a polymerase on a template are provided, e.g., in

U.S.S.N. 6]!099,696, US. Patent Pub. No. 2006/0160] 13, and US. Patent Pub. No. 2008f0009007,

all of which are incorporated by reference herein in their entireti es for all purposes.)

[00106] By way of example, a sequencing reaction may be initiated on a template comprising

a non-native base in the absence of the complement to the non-native base, which would not impact

the overall sequence determination of other portions of the template that are complementary to

native bases. By starving the reaction for the complement to the non-native base, one can prohibit

synthesis, and thus, the sequencing process, until the non-native base complement is added to the

mixture. This can provide a “hot start" capability for the system andr'or an internal check on the

sequencing process and progress that is configurable to not interfere with sequence analysis of the

regions ofinterest in the template, which would be complementary to only native bases. In some

embodiments, the non-native base complement in the sequence mixture is provided with a

detectably different label than the complements to the four native bases in the sequence, and the

production of incorporation-based signals associated with such labels prOvides an indication that the

polymerase has initiated or reinitiated. Although described as the “non-native base” it will be

appreciated that this may comprise a set of non-natural bases that can provide multiple control

elements within the template structure. In certain embodiments, two different non-native bases are

included within the template structure, but at different points, to regulate procession of the

sequencing process, e.g., allowing controlled initiation and a controlled stopfstart position later in

the sequence, e. g, prior to a subsequent illuminated period. For example, the complement to the

first non-native base can be added to initiate sequencing immediately prior to the start of a first

illuminated period. During a first non-illuminated period following the first illuminated period, the

polymerase encounters the second non-native base, c.g., at a nucleotide position near but upstream

of a nucleotide region desired to be sequenced in a second illuminated period. Sequencing would
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stop until the complement to the second non-native base is added to the reaction mixture. Likewise,

multiple such non-native bases could be incorporated into the template to effectively target the

polymerase to multiple regions ofinterest for which sequence data is desired. Further, in

applications in which multiple identical templates are being sequenced, this would allow a

resynchronization of the various sequencing reactions and the data generated therefrom.

[00107] Methods of controlling polymerase progress in different stages of a sequencing

reaction are also useful for not only creating “condition-dependent” non-detection periods (during

which time illumination may or may not be present), but also for minimizing the amount oftime

required for traversing a given length of template during a non-detection period (whether or not

illumination is present). In order to reliably detect incorporation events, non-natural reagent

conditions are typically used to limit polymerization during detection periods to approximately 1-5,

or about 3 bases per second. In certain embodiments, replacement of Mgl‘ ions with Mn2+ ions

serves to stabilize and slow the translocation ofthe polymerase. When magnesium and, optionally,

native nucleotides (e.g., lacking fluorescent labels) are used, the rate of translocation andfor

processivity of the polymerase may increase up to two orders ofmagnitude. Use of such “rapid

translocation" conditions during the non-detection periods can provide myriad benefits, including

but not limited to a more rapid polymerization rate, an increased processivity (e.g., due to decreased

stalling and mi sincorporation), and an overall savings due to reduced use of expensive labeled

nucleotide analogs andfor reagents that mitigate oxidative stress.

[00108] In certain embodiments, a protocol for intermittent detection comprises alternating

reaction mixtures, where a first reaction mixture used during the detection periods is optimized for

sequence read generation, and a second reaction mixture used during the non-detection periods is

optimized for processivity andfor rapid polymerization. For example, when reagents for optimal

sequence read generation are present, DNA synthesis rate is low, and there is a fluorescence signal

associated with each incorporation event. After replacing the reaction mixture optimized for

sequence read generation with the reaction mixture optimized for processivity and!or rapid

polymerization, the polymerase rapidly advances across the template. In certain embodiments, a

flow cell is used to deliver and switch between the two (or more) reaction mixtures during the

course of the reaction.

[00109] In an exemplary embodiment, a first reaction mixture comprises fluorescently-

labeled nucleotide analogs and manganese ions that restrict polymerization to a rate appropriate for

high fidelity detection of nucleotide incorporation. The first reaction mixture can also include
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additional agents for mitigation of photo-induced damage of vari ous components of the reaction

mixture. A second reaction mixture comprises natural nucleotides and an appropriate magnesium

ion concentration for rapid synthesis of the nascent strand complementary to the template. A first

detection period of a sequencing reaction is initiated by introduction of the first reaction mixture,

and a sequence read is generated based upon synthesis of the nascent strand during the detection

period. After a predetermined time interval a sufficient quantity of the second reaction mixture is

flowed onto the reaction site(s) until effectively all the first reaction mixture has been replaced with

the second, thereby initiating a first non-detection period. As noted above, the lack oflabeled

nucleotides in the second reaction mixture alone can produce the non-detection period, since there

will be no signal emitted coincident with incorporation of the native nucleotides, but in certain

embodiments illumination may also be removed, e.g., to further mitigate photo-induced damage

during the non-detection period. At a time appropriate to initiate a second detection period. a

sufficient quantity of the first reaction mixture is flowed onto the reaction site(s) until effectively all

the first reaction mixture has been replaced with the second, and detection of incorporation event is

reinitiated. The cycle of reaction mixture exchange is repeated to generate multiple detection and

non-detection periods.

[00110] A flow cell for reaction mixture exchange preferably has two inputs that are gated

such that only a single reaction mixture flows into a reaction site or plurality of reaction sites, e.g,

on a substrate. A single out-flow line may be used to remove reaction mixtures from the reaction

site(s) to a single collection vessel, or multiple collection vessels may be used, one for each type of

reaction mixture used. Further, accurate estimation of the distance a polymerase translocates during

a non-detection period is important for bioinformatics applications. This estimation is complicated

ifthe time for reaction mixture exchange is slow. As such, the flow is preferably at a sufficient rate

that the time for exchange is significantly less than the time spent in the presence of either reaction

mixture alone.

[00111] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination. In this embodiment, sixteen sequencing-by-incorporation

reactions are performed on single nucleic acid templates (each of which comprises the same

nucleotide sequence) with the timing of the illuminated and non-illuminated periods the same for all

sixteen reactions. In A, the sixteen reactions are shown disposed on sixteen reaction sites on a solid

support and are numbered for convenience. A representation ofthe illumination data is shown in B,

with bars extending across the graph indicative of illumination data collected during illuminated
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periods for each reaction. In this illustrative example, each reaction is subjected to three illuminated

periods, each followed by a non-illuminated period, resulting in three noncontiguous sequence reads

for each reaction, i.e., three noncontiguous reads per template molecule sequenced. The position of

the bars relative to the x-axis provides the position of the sequence read relative to the template

nucleic acid sequence, which extends from position 0 (initiation of sequencing reaction) to n.

During the first illuminated period, the sequence reads generally overlap, but the natural variation of

polymerase translocation rate over the set of reactions results in a “spreading" of the sequence reads

as the reaction proceeds through the second and third illuminated periods with increasing variation

in the exact position of each polymerase on the template at the beginning and end of each

illuminated period. As such, the earlier illumination data provides better redundancy

(“oversampling”) of sequence information over a relatively narrow portion of the template nucleic

acid, while the later illuminated periods provide less redundant sequencing data over a broader

region of the template nucleic acid. The timing of the non-illuminated periods between the

illuminated periods and the known or calculated rate of incorporation are used to determine

approximate spacing between the resulting sequence reads, providing context for building a

sequence scaffold or consensus sequence. It is important to note that although shown disposed on a

solid support in A, the data shown in B could also have been generated from reactions not disposed

on a solid support nor performed simultaneously and the methods are generally not so limited.

Further, as described above, the spreading of the sequence reads from later stages of the reactions

can be mitigated by synchronizing the reactions, e.g., by regulating the initiation points of the

polymerase on the template for each detection period, thereby creating a set of sequence reads that

provides better redundancy (i.e., more Overlap in the positions on the template from which the

sequence reads are generated), especially in the later stages of the reactions.

[00112] Using templates that allow repeated sequencing (e.g., circular templates) in a single

reaction can increase the percent of a nucleic acid template for which nucleotide sequence data is

generated, thereby providing more complete data for further analysis, e.g., construction of sequence

scaffolds andi’or consensus sequences for the nucleic acid template. For example, each time a

circular template is sequenced the timing of the illuminated and non-illuminated periods can be

reset to change the regions of the template for which nucleotide sequence data is generated. As

described above, the number ofbase positions separating sequence reads generated in illuminated

periods can be estimated based on the temporal length of intervening non-illuminated periods and

the known rate of incorporation during the reaction anda’or by the measured rate of incorporation
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during the illuminated period(s). The known rate of incorporation can be based on various factors

including, but not limited to, sequence context effects due to the nucleotide sequence of the

template nucleic acid, kinetics of the polymerase used. buffer effects (salt concentration, pH, etc),

and even data being collected from an ongoing reaction. These factors can be used to determine the

appropriate timing for the illuminated and non-illuminated periods depending on the experimental

objectives of the practitioner, whether it be maximizing length or depth of sequence coverage on a

given template nucleic acid, or optimizing sequence data collection from particular regions of

interest. Alternatively, each time a circular template is sequenced the timing ofthe illuminated and

non-illuminated periods can be kept the same to provide a greater-fold coverage of one or more

regions ofinterest in the template. Various methods for generating redundant sequence reads are

known in the art, and certain specific methods are provided in US. Patent No. 7,302,146; US.

Patent No. 7,476,503; U.S.S.N. 617094337, filed September 5, 2008; U.S.S.N. 617099696, filed

September 24, 2008; and U.S.S.N. 617072, 1 60, filed March 28, 2008, all of which are incorporated

by reference herein in their entireties for all purposes, A specific embodiment is also provided in the

Exemplary Applications section herein.

[00113] The present invention provides novel template configurations and methods for
 

exploiting these compositions in template directed seguencing processes, While these compositions

and methods have utility across all of the various template directed processes described herein for

ease of discussion they are being primarily discussed in terms of preferred single molecule, real-

time seguencing processes, in which they prOvide myriad benefits. In particular, the present

invention is generally directed to nucleic acid sequences that employ improved template sequences

to imprOve the accuracy of seguencing processes. For example, in at least one aspect, the template

compositions of the invention are generally characterized bv the presence of a double stranded

segment or a pair of sub-segments that are internally complementary, i.e., complementary to each

other. In particular contexts, the target nucleic acid segment that is included within a template

construct will typically be sub stantiallv comprised of a double stranded segment e.g. greater than

75%, or even greater than 90% of the target segment will be double stranded or otherwise internally

complementarv.

[00114] Examples of template configurations of the invention that are partially and

completely contiguous are schematically illustrated in Figure 20A and 20B, respectively. In

particular, as shown in Figure 20A, a partially contiguous template seguence 200 is shown which

includes a double stranded portion, comprised of two complementary segments 202 and 204 which.
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for example, represent a target sequence or portion thereof. As shown, the 3’ end of segment 202 is

linked to the 5’ end of segment 204 by linking oligonucleotide 206, providing a single stranded

portion ofthe template, and yielding a partially contiguous sequence. By comparison, as shown in
 

Figure 203 a completely contiguous template sequence 210 is shown. Sequence 210 includes a

double stranded portion again comprised of two complementagy segments 212 and 214. As with the

partially contigous sequence of Figire 20A the 3’ end of segment 212 is joined to the 5’ end of

segment 214 via oligonucleotide 216 in a first single stranded portion. In addition, the 5’ end of

segment 212 isjoined to the 3’ end of segment 214 via linking oligonucleotide 218, providing a
 

second single stranded portion, and yielding a completely contigpous or circular template sequence.

[00115] In addition the templates ot‘the invention by virtue of their inclusion of double

stranded segments. provide consensus through the identifi cation of both the sense and antisense

strand of such sequences [in both the partially and completely conti gpous configurations}.

[00116] By wav of example and with reference to Figures 20A and 203, with respect to a

partially contiguous template shown in Figure 20A obtaining the entire sequence, e.g., that of

segments 202 204 and 206 provides a measure of consensus by virtue of having sequenced both

sense strand, e.g.. segment 202, and the anti sense strand. e.g., segment 204. In addition to

 

 

providing sense and antisense consensus within a single template molecule that can be sequenced in

one integrated process the presence of linking segment 206 also provides an opportunity to provide

a registration sequence that permits the identification of when one segment, e.g., 202, is completed

and the other begins, e.g., 204. Such registration sequences provide a basis for alignment sequence

data from multiple sequence reads from the same template sequences, cg. the same molecule, or
 

identical moleCUles in a template population. The progress of sequencing processes is

schematically illustrated in Figure 21A. In particular as shown, a sequencing process that begins

e.g.. is primed. at the open end of the partially contiguous template. proceeds along the first or sense

strand, providing the nucleotide sequence {A1 of that strand, as represented in the schematic

sequence readout provided. The process then proceeds around the linking oligonucleotide of the

template, providing the nucleotide sequence 1B! of that segment. The process then continues along

the antisense strand to the A se uence and rovides the nucleotide se uence A’ which rovides

consensus data for the sense strand as its antisense counterpart. As noted, because the B sequence

may be exogenously provided, and thus known, it may also provide a registration sequence

indicating a point in the sequence determination at which the data transitions from sense to

anti sense strands.
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[00] 17] With respect to completely contiguous or circular template sequences confi gured in

accordance with the invention, the consensus potential is further increased. In particular, as with

the partially contiguous sequences shown in Figure 20A, the completely contiguous sequences also

provide sense and antisense consensus. In addition, such templates provide for the potential for

iterative sequencing of the same molecule multiple times, by virtue of the circular confi gurati on of

the template. Restated, a sequence process may progress around the completely contigqous

sequence repeatedly obtaining consensus for each segment from the complementagy sequences, as

well as consensus within each segment, by repeatedly sequencing that segment. This is

schematically illustrated in Figre 2 l B, again with a representative illustration of a sequence

readout provided. As shown a sequencing process that is primed at one end eg, primed within

one linking oligonucleotide sequence. e.g., linking oligonucleotide 218 ot‘Figure 20. proceeds along

the first or sense strand 2|4 again providing the nucleotide sequence A of that strand. The

sequence process then proceeds around the first linking oligonucleotide eg. linking

oligonucleotide 216 from Figure 20 to provide the nucleotide sequence B of that segment of the

tern late. Proceedin alon the antisense strand e. . se ment 212 of Pi ure ZOB rovides the

nucleotide sequence A’. which is again. complementary to sequence A. The sequencingprocess

then continues around the template providing the nucleotide sequence for the other linking

oligonucleotide, e.g. linking oligonucleotide 218 of Figure 20B where the illustrated sequencing

process began providing nucleotide sequence C. Because the template is circular, this process can

continue to provided multiple repeated sequence reads from the one template, e,g., shown as

providing a second round of the sequence data A-B-A’-C-A-B-A'. Thusr sequence redundancy

comes from both the determination of complementary sequences A and A’, and the repeated

sequencing of each segment. As will be appreciated in iteratively sequencing circular templates

strand displacing polymerases. as discussed elsewhere herein, are particularly preferred. as they will

displace the nascent strand with each cycle around the template, allowing continuous sequencing.

Other approaches will similarly allow such iterative sequencing including eg. use of an enzyme

having 5’-3’ exonuclease activity in the reaction mixture to digest the nascent strand post synthesis.

[00118] Another exemplary embodiment of an analysis of a plurality of illuminated reactions

using intermittent illumination comprises a first illuminated period that is initiated at different times

over the plurality of reactions. For example, the illuminated period for a first reaction may start at 0

seconds, the illuminated period for a second reaction may start at 5 seconds, the illuminated period

for a third reaction may start at 10 seconds, and so forth. Additionally or alternatively, a first subset
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of reactions may begin at a first time, a second subset may begin at a second time, etc. The first

illuminated period continues for a given length of time, followed by a non-illuminated period and a

subsequent second illuminated period. Optionally, a plurality of non-illuminated periods and

illuminated periods follow the first illuminated period. Staggered start times can provide staggered

data sets (e.g., two or more sequence reads) for the plurality of reactions, allowing multiple different

stages of the overall reaction to be interrogated in different reactions. Preferably, the staggered data

sets overlap to an extent that allows further analysis and validation of the reaction data. For

example, a sequencing-by-incorporation reaction subjected to such an embodiment ofthe invention

would preferably have sufficient overlap between sequence reads from different individual reactions

to allow construction of a sequence scaffold andi’or consensus sequence for a template nucleic acid.

[00119] A mask for use with a solid support (cg, an array of confinements) can be designed

to allow illumination of one or more portions ofthe solid support while blocking illumination to

other portions ofthe solid support. For example, a mask may comprise one or more windows that

allow excitation illumination to pass through the mask. Such a mask may be physically moved over

the surface of the solid support (or the solid support can be moved relative to the mask), e.g., to

selectively allow excitation illumination to reach a subset of confinements in an array. For example,

a mask that allows 10% of reaction sites to be illuminated could be used to increase the sequencing

scaffold coverage by sliding the illumination area (the area being subjected to excitation

illumination) back and forth across the solid support. The 10% of reactions would cover certain

regions of the nucleic acid template for any given time period (and therefore region of sequence in

the template). In certain embodiments, an automated mask that selectively controls the timing of

illumination of reactions on a solid Support during the cOurse of the reactionfacquisition may be

used rather than a mask that must be physically moved.

[00120] The timing of the illuminated and non-illuminated periods for a set of reactions on a

solid support may be the same or may vary, and may be synchronized or random. In certain

embodiments in which the excitation illumination source is turned on and off, the timing of the

illuminated and non-illuminated periods for the set of reactions will be identical. In other

embodiments, for example, those that comprise use of a mask, the timing of the illuminated and

non-illuminated periods for the set of reactions can vary so that while a subset of the reactions are

illuminated, another subset of the reactions are not illuminated. Various exemplary and nonlimiting

embodiments of masks that may be used with a set of reactions on a solid substrate are provided in

Figures 3-5, as described below. In certain embodiments, the illuminatcdr’non-illuminated status of
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each reaction may be random across the solid support, e.g., to remove any experimental bias

potentially introduced by actively selecting which reactions to illuminate at a given time, as long as

the sequence reads being generated at the illuminated reactions and the time at which these

reactions are not illuminated are able to be assigned to a particular reaction. For ease of discussion,

the action of both illuminating and collecting emission signals from a reaction ofinterest, or a

particular region on a solid support in which a reaction of interest is taking place, is referred to as

“interrogating" that reaction andr’or that region. A region being so interrogated is termed an

“observation region.”

[00121] Figure 3 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination and a mask. As in Figure 2, an array of reactions on a solid

support 310 is provided containing sixteen reaction sites, numbered for convenience (A). In B, a

mask 320 is provided with a single window 330 to allow passage ofillumination to a subset of

reactions on the solid support. Window 330 is wide enough to allow illumination of at least two

columns of reaction sites on solid support 310. As in Figure 2, a representation of the illumination

data is shown in C, with bars extending across the graph indicative of illumination data collected For

each reaction. The position of the bars relative to the x-axis provides the position of the sequence

read relative to the template nucleic acid sequence, which extends from position 0 (initiation of

sequencing reaction) to n. When the sequencing reaction is initiated at all positions on solid support

310, the window 330 is positioned to allow illumination to only reactions 1, 5, 9, and [3, and these

four reactions provide sequence reads 350 for the earliest stage of the reactions. The window 330 is

subsequently moved to provide an illuminated period for reactions 2, 6, 10, and 14 while still

continuing the illuminated period for reactions 1, 5, 9, and 13. The illumination data for reactions 2,

6, 10, and 14 provides sequence reads 360, which partially overlap sequence reads 350 for reactions

1, 5, 9, and 13. The window 330 is moved again to provide illuminated periods for reactions 3, 7,

11, and 15 while still continuing the illuminated period for reactions 2, 6, 10, and 14, but removing

illumination from reactions 1, 5, 9, and 13. The illumination data for 3, 7', l l, and 15 results in

sequence reads 370, which partially overlap sequence reads 360 for reactions 2, 6, 10, and 14. A

fourth position of the mask 320 initiates an illuminated period for reactions 4, 8, 12, and 16 while

continuing illumination of reactions 3, 7, l l, and 15, but ending the illuminated period for reactions

2, 6, 10, and 14. Sequence reads 380 correspond to sequence reads from reactions 4, 8, 12, and 16.

Finally, the window is moved to end the illuminated period for reactions 3, ’i’, 11, and 15 while

continuing the illuminated period for reactions 4, 8, 12, and 16. Repeating the above process allows
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a second read to be generated from each reaction, and this second read is noncontiguous with the

first read. For example, reactions 1, 5, 9, and 13 correspond to reads 350 and, later in the reaction,

reads 355. The two reads generated in a single reaction do not overlap and are separated by a length

of nucleotides that was incorporated during the non-illuminated period between the two illuminated

periods.

[00122] The mask can optionally be passed over the substrate additional times to generate

additional reads until the reactions are complete or no longer provide reliable data, such as when the

total illumination time (computed by summing the times for the multiple illuminated periods) has

surpassed a photo-induced damage threshold period. Further, the mask may be passed back and

forth, or may pass over the solid support in only one direction, cg, always left to right, or vice

versa.

[00123] Further, unlike the data shown in Figure 2B which has gaps in the sequence coverage

for the template nucleic acid, the strategy provided in this embodiment results in at least two-fold

coverage across the entire template nucleic acid (Figure 3C), although at a lower-fold redundancy.

The portion of the template covered by only reads 380 and reads 355 has the least-fold redundancy,

and in some instances a gap in coverage may be present in this region due to the movement ofthe

mask 320 from the far right to the far left of the solid support 3 '| 0. Of course, oversampling by

adding replicate reactions to the set of reactions, or using templates that allow repeated sequencing

(e.g., circular templates) in a single reaction can increase the coverage ofa nucleic acid template,

thereby providing more data for construction of sequence scaffolds andfor consensus sequences for

the nucleic acid template. Various methods for generating redundant sequence reads are known in

the art, and certain specific methods are prOvided in U.S. Patent No. 7,302,146; US. Patent No.

7,426,503; U.S.S.N. 611094337, filed September 5, 2003, U.S.S.N. 6lf099,696, filed September 24,

2008; and U_S.S.N. 6]!0?2,160, filed March 28, 2008, all of which have been previously

incorporated by reference herein. The natural variation of polymerase translocation rate over the set

of reactions is also apparent in this prophetic example as the spreading of the sequence reads and

decreasing overlap between reads from reactions in adjacent columns in the later stages of the

reactions as compared to the earlier stages.

[00124] Figure 4A provides an embodiment of a mask similar to that provided in Figure 3

except that it comprises three windows allowing multiple nonadj acent columns of reaction sites to

be illuminated simultaneously. Figure 4B provides an embodiment ofa mask comprising twelve

windows, each of which allows illumination of a single reaction site on a solid support. The
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windows are oriented in the mask to allow illumination of every other reaction in each row and

every other reaction in each column. It will be understood that these mask designs are merely

exemplary and nonlimiting embodiments as it is well within the abilities of the ordinary practitioner

to determine an appropriate mask design depending on the experimental design or the illuminated

reactions to be interrogated.

[00125] Figure SB illustrates yet another aspect of the instant invention in which multiple

samples are analyzed on a single solid support using intermittent illumination. Four different

samples are disposed on a solid support, one in each quadrant 510, 520, S30, and 540 (A). A mask

550 is used that comprises two windows 560 that allow multiple rows of reaction sites to be

illuminated simultaneously (B). A first position of this mask over a solid support in which two

reactions in each quadrant are illuminated is demonstrated in C. A second position of the mask

allowing illumination ofthe previously non-illuminated reactions is demonstrated in D. The mask

may be moved back and forth as indicated by the double-arrow to provide multiple illuminated and

non -illun1inated periods for each reaction containing one of the four samples.

[00126] The present invention is also useful for redundant interrogation of reactions or

portions of a solid support of interest. In certain aspects, sequential interrogation of different

observation regions may be repeated a number of times, e,g., more than 2, 5, IO, 50, 100, 500, IOOO,

or even more than 10,000 times. In general, this method of stepping the observation region to

another, preferably adjacent region, and repeating the interrogation process is generally referred to

as a “step and repeat” process, and may be performed by various methods, including but not limited

to moving the incident light and the solid support relative to one another and moving a mask across

the Surface of the solid Support, as described above. Although described as a “step and repeat“

method, in some embodiments where the observation region is moved across a substrate, that

movement is not step-wise and iterative, but instead constitutes a continuous motion, substantially

continuous motion, or stepped movement, or an iterative motion whereby each iterative step

interrogates a new region that overlaps with some portion of the previously interrogated region. In

particular, a substrate may be moved continuously relative to an optical system, whereby the

observation region moves continuously across the substrate being interrogated (in a “scan mode”).

[00127] The present invention is optionally combined with an optical system that provides

illumination andi’or collection of emitted illumination. Preferably, the optical system is operatively

coupled to the reaction sites, e.g., on a solid support. One example of a particularly preferred optic-a1
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system is described in USSN. ] ”201,768, filed August 1], 2005, and incorporated herein by

reference in its entirety for all purposes. Optical systems are described further below.

[00128] In some embodiments, one or both ofthe solid support and optical system are moved

during interrogation. For example, a solid support being interrogated may be held stationary while

the optical system is moved, or the solid support may be moved relative to a stationary optical

system. Such movement may be accomplished using any of a variety of manipulation hardware or

robotic set-ups, e.g., a steppen’feeder apparatus, and are well known in high performance printing

technologies and in the semiconductor industry. For example, robotic systems may be used to pick

up and rc-orient a given solid support in order to interrogate different regions of the solid support,

or make a previously unacccssible region (c.g., blocked by clips, support structure, or the like) of

the solid support accessible. Such robotic systems are generally available from, e.g., Beckman, lnc.,

Tecan, Inc, Caliper Life Sciences, and the like.

[[10129] In addition to the foregoing, it will be appreciated that the reagents in a given

reaction of interest, including those reagents for which photo-induced damage is being mitigated in

accordance with the invention, may be provided in any of a variety of different configurations, For

example, they may be provided free in solution, or complexcd with other materials, c.g., other

reagents andx’or solid supports. Likewise, such reagents may be provided coupled to beads,

particles, nanocrystals or other nanoparticlcs, or they may be tethered to larger solid supports, such

as matrices or planar surfaces. These reagents may be further coupled or complexed together with

other reagents, or as separate reagent populations or even as individual molecules, e. g, that are

detectably resolvable from other molecules within the reaction space. As noted above, whether a

partiCular reagent is confined by virtue of structural barriers to its free movement or is chemically

tethered or immobilized to a surface ofa substrate, it will be described as being “confined.” Further

examples of such confined reagents include surface immobilized or localized reagents, e.g., surface

immobilized or associated enzymes, antibodies, etc. that are interrogated upon the surface, e.g.,

through fluorescence scanning microscopy or scanning confocal microscopy, total internal

reflection microscopy or fluorometry, microscopy utilizing evanescent waves (see, e.g., U.S. Patent

Publication Nos. 20080128627, filed August 31, 2007; 20080152281, filed October 31, 2007; and

200801552280, filed October 31, 2007, all of which are incorporated by reference in their entireties

for all purposes), surface imaging, or the like. For example, in some preferred embodiments, one or

more reagents in an assay system are confined within an optical confinement. Such an optical

confinement may be an internal reflection confinement ([RC) or an external reflection confinement
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(ERC), a zero-mode waveguide, or an alternative opti cal structure, such as one comprising porous

film with reflective index media or a confinement using index matching solids. More detailed

descriptions of various types of optical continements are provided, e. g., in International Application

Publication No. W0720067083751, incorporated herein by reference in its entirety for all purposes.

[00130] The invention is generally applicable to any ofa variety of optical assays that require

substantial illumination andfor photoactivated conversion or excitation of chemical groups, e.g.,

fluorophores. For example, the compositions and methods provided herein may be used with

fluorescence microscopy, optical traps and tweezers, spectrophotometry, fluorescence correlation

spectroscopy, confocal microscopy, near-field optical methods. fluorescence resonance energy

transfer (FRET), structured illumination microscopy, total internal reflection fluorescence

microscopy (TIRF), etc. The methods provided herein may be particularly useful in assays that are

negatively impacted, directly or indirectly, by prolonged exposure to illumination. Of particular

interest are those assays that are impaired by the generation andfor accumulation of tri plet-state

forms or free radicals during illumination.

[00131] One particularly apt example of analyses that benefit from the invention are single-

molecule biological analyses, including, inter alia, single molecule nucleic acid sequencing

analyses, single molecule enzyme analyses, hybridization assays (e.g., antibody assays), nucleic

acid hybridization assays, and the like, where the reagents of primary import are subjected to

prolonged illumination with relatively concentrated light sources (eg, lasers and other concentrated

light scurces, such as mercury, xenon, halogen, or other lamps) in an environment where

photoconversionfexcitation is occurring with its associated generation of products. In certain

embodiments, the methods, compositions, and systems are used in nucleic acid sequencing

processes that rely on detection of fluorescent or fluorogenic reagents. Examples of such

sequencing technologies include, for example, SMRTTM nucleic acid sequencing (described in, e.g.,

US. Patent Nos. 6,399,335, 6,056,661, 7,052,847, 7,033,764, 7,056,676, 7,361,466, 7,416,844, the

full disclosures of which are incorporated herein by reference in their entirety for all purposes), non-

real-time, or “one base at a time” sequencing methods available from, e.g., Illumina, Inc. (San

Diego, CA), Helicos BioSciences (Cambridge, MA), Clonal Single Molecule ArrayTM, and

SOLiDTM sequencing. (See, e.g., Harris, et a1. (2008) Science 320 (5872): 106-9, incorporated by

reference herein in its entirety for all purposes.) Such prolonged illumination can negatively impact

(cg, by introducing photo-induced damage) these reagents and diminish their effectiveness in the

desired reaction.
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1]]. Prevention of Photo-induced Damage

[00132] The methods provided herein are particularly useful in analyses that utilize very

limited concentrations of reactants, such as single molecule dctectionr'monitoring assays. As will be

appreciated, in such reagent limited analyses, any loss, degradation, or depletion of a critical reagent

will dramatically impact the analysis by further limiting the reagent, which not only can adversely

effect the detectable signal, but may also directly impact the reaction being monitored, e.g., by

changing its rate, duration, or product(s). For example, photo-induced damage can include a

photoinduced change in a given reagent that reduces the reactivity of that reagent in the reaction,

c.g., photobleaching ofa fluorescent molecule, which diminishes or removes its ability to act as a

signaling molecule. Also included in the term photo-induced damage are other changes that reduce

a reactant’s usefulness in a reaction, e.g., by making the reagent less specific in its activity in the

reaction. Likewise, photo-induced damage includes undesired changes in a reagent that are caused

by interaction of that reagent with a product of another photoinduced reaction, e.g., the generation

of singlet oxygen during a fluorescence excitation event, which singlet oxygen may damage organic

or other reagents, c.g., proteins. Photo-induced damage also includes downstream effects of damage

to reactants, such as irreversible interactions between damaged reactants and other critical

components of the reaction, c.g, reactive proteins or enzymes. For example, damage to an enzyme

that catalyzes a reaction being monitored may cause a reduction in the rate of the reaction, in some

cases stopping it altogether, or may reduce the duration or fidelity of the reaction.

[00133] As suggested by the foregoing, photo-induced damage generally refers to an

alteration in a given reagent, reactant, or the like, that causes such reagent to have altered

functionality in a desired reaction, e.g., rcduccd activity, reduced specificity, or a reduced ability to

be acted upon, converted, or modified, by another molecule, that results from, either directly or

indirectly, a photo-induced rcacti on, e.g., a photo-induced reaction creates a reactant that interacts

with and causes damage to one or more other reactants. Typically, such photoreacti on directly

impacts either the reactant of interest, e.g., direct photo-induced damage, or impacts a reactant

within one, two or three reactive steps of such reactant of interest. Further, such photoreaction can

directly impact the reaction of interest, e.g., causing a change in rate, duration, processivity, or

fidelity of the reaction.

[00134] The amount of time an illuminated analysis may be carried out before photo-induced

damage so substantially impacts the reactants to render the analysis non-useful is referred to as the
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“photo-induced damage threshold period.” A photo-induced damage threshold period is assay-

dependent, and is affected by various factors, including but not limited to characteristics of enzymes

in the assay (cg, susceptibility to photo-induced damage and the effect of such damage on enzyme

activityr’processivity), characteristics of the radiation source (eg, wavelength, intensity),

characteristics of the signal-generating molecule (e.g., type ofemission, susceptibility to photo-

induced damage, propensity to enter triplet state, and the effect of such dam age on the

brightnessfduration of the signal), similar characteristics of other components of the assay. It can

also depend on various components of the assay system, e.g., signal transmission and detection, data

collection and analysis procedures, etc. It is well within the abilities ofthe ordinary practitioner to

determine an acceptable photo-induced damage threshold period for a given assay, e.g., by

monitoring the signal decay for the assay in the presence of a photodamaging agent and identifying

a period for which the signal is a reliable measure for the assay. In terms of the invention, the photo-

induced damage threshold period is that period of illuminated analysis during which such photo-

induced dam age occurs so as to reduce the rate or processivity of the subject reaction by at least

10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, or 90% over the same reaction in the absence of such

illumination. It is an object ofthe invention to increase the photo-induced damage threshold period,

thereby increasing the amount of time reactions can proceed toward completion with minimal

damage to the reactants, thereby lengthening the time in which the detectable signal is an accurate

measure of reaction progression.

[00135] In some contexts, a “photo-induced damaged" reaction may be subject to spurious

activity, and thus be more active than desired. In such cases, it will be appreciated that the photo-

induced damage threshold period of interest would be characterized by that period of illuminated

analysis during which such spurious activity, eg, as measured by an increase in reaction rate, or an

increase in non-specific reaction rate, is no more than 10%, 209/6, 30%, 40%, 50%, 60%, 70%, 80%,

or 90% over a non-illuminated reaction. In one non-limiting example, where a nucleic acid

polymerase, by virtue of a photodamaging event, begins to incorrectly incorporate nucleotides

during template directed synthesis, such activity would impact the photo-induced damage threshold

period as set forth above. In this case, the methods, devices, and systems of the invention would

increase the photo-induced damage threshold period, thus increasing the amount of time the

reaction could proceed before the above-described spurious activity occurred.

[00136] With reference to nucleic acid analyses, it has been observed that in template-

directed synthesis of nucleic acids using fluorescent nucleotide analogs as a substrate, prolonged
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illumination can result in a substantial degradation in the ability of the polymerase to synthesize the

nascent strand of DNA, as described previously, e. g., in US. Published Patent Application No.

2007016101?, incorporated by reference herein in its entirety for all purposes. Damage to

polymerase enzymes, template sequences, andz’or primer sequences can significantly hinder the

ability of the polymerase to process longer strands of nucleic acids. For example, reduction in the

processivity ot‘a polymerase leads to a reduction in read lengths for sequencing processes that

identify sequence constituents based upon their incorporation into the nascent strand. As is

appreciated in the art of genetic analysis, the length of contiguous reads of sequence directly

impacts the ability to assemble genomic information from segments of genomic DNA. Such a

reduction in the activity of an enzyme can have significant effects on many different kinds of

reactions in addition to sequencing reactions, such as It gations, cleavages, digestions,

phosphorylations, etc.

[00137] Without being bound to a particular theory or mechanism of operation, it is believed

that at least one cause of photo-induced damage to enzyme activity, particularly in the presence of

fluorescent reagents, results from the direct interaction of the enzyme with photo-induced damaged

fluorescent reagents. Further, it is believed that this photo-induced damage of the fluorescent

reagents (and possibly additional damage to the enzyme) is at least partially mediated by reactive

intermediates (eg, reactive oxygen species) that are generated during the relaxation of triplet-state

fluorophores. One or both of the photo-induced damaged fluorescent reagents andr’or reactive

intermediates may be included in the overall detrimental effects of photo-induced damage.

[00138] In certain aspects, the invention is directed to methods, devices, and systems that

reduce the amOunt of photo-induced damage to one or more reactants during an illuminated

reaction, e.g., thereby improving the reaction, e.g., by increasing the processivity, rate, fidelity,

processivity, or duration of the reaction. In particular, methods are provided that yield a reduction

in the level of photo-induced damage and/or an increase in the photo-induced damage threshold

period as compared to such reactions in the absence of such methods, devices, and systems. In

particular embodiments, such methods comprise subjecting an illuminated reaction to periods of

non-illuminated during the course of the reaction, as described above, or by temporarily removing

components of the reaction mixture that are believed to cause such damage, as described below.

[00139] As generally referred to herein, limited quantity reagents or reactants may be present

in solution, but at very limited concentrations, e.g., less than 200 nM, in some cases less than 10 nM

and in still other cases, less than 10 pM. In preferred aspects, however, such limited quantity
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reagents or reactants refer to reactants that are immobilized or otherwise confined within a given

area or reaction site {e.g., a zero-mode waveguide), so as to provide limited quantity of reagents in

that given area. and in certain cases, provide small numbers of molecules of such reagents within

that given area. e.g., from 1 to 1000 individual molecules, preferably between 1 and 10 molecules.

As will be appreciated, photo-induced damage of immobilized reactants in a given area will have a

substantial impact on the reactivity of that area, as other, non-damaged reactants are not free to

diffuse into and mask the effects of such damage. Examples of immobilized reactants include

surface-immobilized or -localized reagents, e.g., surface-immobilized or -associated enzymes,

antibodies, etc. that are interrogated upon the surface, e.g., through fluorescence scanning

microscopy or scanning confocal microscopy, total internal reflectance microscopy or fluorometry,

microscopy utilizing evanescent waves (see, e.g., US. Patent Publication Nos. 20080128627, filed

August 31, 2007', 2008015228], filed October 3 l , 2007', and 200801552280, filed October 3 l ,

2007, all of which are incorporated by reference in their entireties for all purposes), surface

imaging, or the like, Various types of solid supports upon which one or more reactants can be

immobilized are described above.

[00140] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is interrogated for one or more illuminated periods that cumulatively are

less than a photo-induced damage threshold period, as set forth elsewhere herein. Such interrogation

may occm coincident with or independent of interrogation of additional observation regions on a

solid support containing the first observation region. In accordance with the present invention, the

observation region typically includes confined reagents (cg, enzymes, substrates, etc.) that are

Susceptible to photo-induced damage, and may include an area of a planar or other solid Support

upon which confined reagents are immobilized. Alternatively or additionally, the observation

region may include a physical confinement that constrains the reagents that are susceptible to photo-

induced damage, including, e.g., microwells, nanowells, planar surfaces that include hydrophobic

barriers to confine reagents.

[00141] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is intermittently interrogated under constant illumination by virtue of

intermittent presence of detectable components of the reaction, wherein the presence of such

detectable components has the potential to directly or indirectly cause photo-induced damage to one

or more other reaction components. For example, a buffer comprising detectable components of a

reaction can be temporarily replaced with a buffer comprising non-detectable versions of the same
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components of the reaction, thereby interrupting data acquisition for the reaction. When data

acquisition is to be recommenced, the buffer comprising detectable component is substituted for the

buffer comprising non-detectable components. This substitution of reaction components may be

repeated multiple times to generate multiple sets of data collected at noncontiguous stages of the

reaction. For example, such a substitution can occur at least about 2, 4, 6, 8, or 10 times during the

course of the reaction.

[00142] In certain preferred embodiments, the detectable components are fluorescently-

labeled components that can be damaged by exposure to excitation illumination, and can fithher

cause damage to other reaction components, as described above. For example. a sequencing-by-

incorporation reaction can be initiated in the presence of fluorescently-labeled nucleotides whose

incorporation is indicative ot‘the nucleotide sequence ot‘the nascent strand synthesized by a

polymerase. and by complementarity, of the template nucleic acid molecule. At a selected time

point during the ongoing reaction, the labeled nucleotides can be removed and replaced with

unlabeled nucleotides, for example, by buffer exchange. After a period of time during which data

acquisition has been interrupted by the absence of signal From the ongoing reaction, the labeled

nucleotides can be reintroduced to reinitiate data acquisition. rThe labeled nucleotides may be

removed and reintroduced multiple times and for various lengths of time, as preferred by the

ordinary practitioner. In this way, multiple noncontiguous sequence reads can be generated from a

single nucleic acid molecule in real time.

[00143] The methods herein slow the accumulation of photo-induced damage to one or more

reagents, and may therefore indirectly mitigate the impact of photo-induced damage in an ongoing

reaction of interest. By way of example, methods that reduce exposure of a critical enzyme

component to illumination radiation (eg, by subjecting the reaction to periods of non-illumination

or by temporarily removing a component of the reaction responsible for such damage) do not

necessarily prevent the photo-induced damage to the enzyme component, but rather extend the

photo-induced damage threshold period by slowing the accumulation of photo-induced damage in

the reaction mixture. Measurements of reduction of photo-induced damage as a result of

implementation of intermittent illumination may be characterized as providing a reduction in the

level of photo-induced damage as compared to a reaction subjected to constant illumination.

Likewise, measurements of reduction of photo-induced damage as a result of temporary removal of

reaction components responsible for such damage may be characterized as providing a reduction in

the level of photo-induced damage as compared to a reaction in which such components are present
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throughout. Further, characterization of a reduction in photo-induced damage generally utilizes a

comparison of reaction rates, durations, or fidelities, processivities, e.g., of enzyme activity, andfor

a comparison of the photo-induced damage threshold period, between a reaction mixture subjected

to such the methods andi’or systems of the invention and a reaction mixture not so subjected.

[00144] In the case of the present invention, implementation of the methods, devices, and

systems of the invention generally results in a reduction of photo-induced damage of one or more

reactants in a given reaction, as measured in terms of "prevented loss of reactivity” in the system.

Using methods known in the art, the amount ofprevented loss of activity can at least 10%,

preferably greater than 209", 30%, or 40%, and more preferably at least 50% reduction in loss of

reactivity or increase in processivity, and in many cases greater than a 90% and up to and greater

than 99% reduction in loss of reactivity or increase in processivity. By way of illustration, and

purely for the purpose of example, when referring to reduction in photo-induced damage as a

measure of enzyme activity in the presence and absence of intermittent illumination, ifa reaction

included a reaction mixture having 100 units of enzyme activity that would, under constant

illumination, yield a reaction mixture having only 50 units of activity, then a I091: reduction in

photo-induced damage would yield a final reaction mixture of 55 units (eg, 10% ofthe 50 units

otherwise lost, w0uld no longer be lost), Further, use of the invention is expected to increase the

performance (cg, processivity, duration, fidelity, rate, etc.) of a reaction whose performance is

negatively impacted by constant exposure to illumination by at least about 2-, 5-, 10-, 20-, 30-, 50-,

80-, '| 00-, 500-, or 'IOOO-fold over that achieved by the reaction under constant illumination. For

example, it is a specific object of the instant invention to increase the processivity of a polymerase

enzyme in a sequencing reaction to allow collection of data across a longer length of the template.

[00145] ‘With regards to sequencing applications, the methods herein facilitate the scaffolding

of nucleic acid sequences in reactions susceptible to photo-induced damage. For example, if the

sequencing device has 1000 base pair average readlength under constant illumination, one could

subject the reaction to illuminated periods timed to allow approximately 100 nucleotides to be

incorporated into the nascent strand of read, followed by non-illuminated periods timed to allow

approximately 1000 nucleotides to be incorporated “in the dark.” The sequence reads resulting from

this experimental design would comprise about ten sequence reads of about 100 nucleotides each

separated by gaps of about 1000 nucleotides each. If a plurality of sequencing reactions were

carried out in this manner, and the illuminated periods were staggered appropriately, the reads from

the plurality of reactions could be combined to provide nucleotide sequence data for the entire

61

Oxford, Exh. 1013, p. 244



Oxford, Exh. 1013, p. 245

PBI DOCKET NO: til-0ft ??flfill$

template nucleic acid. This would potentially allow sequence scaffolds to be built much more easily

than can be done with short-read systems, enabling structural analysis of previously impossible-to-

sequence sections of highly repetitive DNA, given the sequencing system is capable ot‘long reads in

the absence of photodamage.

IV. Software and Algorithm Implementations

[00146] The methods herein may operate with numerous methods for sequence alignment

including those generated by various types ofknovvn multiple sequence alignment (MSA)

algorithms. For example, the sequence alignment may comprise one or more MSA algorithm-

derived alignments that align each read using a reference sequence. In some embodiments in which

a reference sequence is known for the region containing the target sequence, the reference sequence

can be used to produce an MSA using a variant of the center-star algorithm. Alternatively, the

sequence alignment may comprise one or more MSA algorithm-derived alignments that align each

read relative to every other read without using a reference sequence (“ale rim-Io assembly routines”),

e.g., PHRAP, CAP, ClustalW, T-Coffee, AMOS make-consensus, or other dynamic programming

MSAs. Depending on the sequence-generating methods used, the determination of sequence

alignment may also involve analysis of read quality (e.g., using TraceTunerT“, Phred, etc), signal

intensity, peak data (e.g., height, width, proximity to neighboring peak(s), etc), information

indicative of the orientation of the read (e.g., 5’—)3‘ designations), clear range identifiers indicative

of the usable range of calls in the sequence, and the like. Additional algorithms and systems for

sequence alignment are well know to those of skill in the art, and are described further, e.g., in G.

A. Churchill, M. S. Waterman (1992) “The AcouraCy of DNA Sequences: Estimating Sequence

Quality," Genomics 14: 89-98, M. Stephens, et a1. (2006) “Automating sequence-based detection

and genotyping of SW5 from diploid samples,” Nat. Genet, 38: 375-381; J. Hein (1989) MW. Biol.

Evol, 6: 649-668, U.S.S.N. 'l2i’134,186, filed June 5, 2008‘, and U.S.S.N. 61f116,439, filed

November 20, 2008.

[00147] A standard sequence alignment problem in the context of DNA sequencing is to

align the sequence of a relatively short fragment (<2 kilobases) to a large target sequence. The

assumption is made that this fragment represents a contiguous portion of DNA to be mapped to a

single location on the reference sequence. (A “contiguous portion” to be mapped to a single

location may contain small inseflions and/or deletions and still be considered contiguous in this

context.) With the further development of nucleic acid sequencing technologies (cg, from Illumina,
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Inc. (San Diego, CA), Helicos BioSciences (Cambridge, MA), and Applied Biosystems, Inc. (Foster

City, CA)) and mate-pair sequencing protocols (see, e. g, US. Patent Pub. No. 2006f0292611 Al,

which is incorporated by reference herein in its entirety for all purposes), the alignment problem has

been extended to align two fragments coming from the same read to the reference sequence using

some knowledge of the expected mate-pair configuration (distance and orientation).

[00148] With regards to mate-pai red reads, mapping two fragments with a distance constraint

and orientation constraint has been treated by various short-read mapping algorithms, e. g, SOAP

(Li, et al. (2008) Bioinformatics, 24, 713-714); SOAPdenovo; and Maq, a set of programs that map

andr’or assemble fixed-length Solexar’SOLiD reads (SourceForge, Inc.) While these algorithms can

handle simple cases ofmate-pair alignment, which generally treat the specific problem of only two

reads coming from a mate-pai red sequence and use the distance constraint as a hard filter (i.e., if

two reads are within at bp of each other and in the correct orientations, report them as a mate-pair

hit), the methods provided herein are more general and can handle much more complex data sets,

including those with multiple reads, those for which a reference sequence is or is not present,

potential non-template sequence (e.g., adapter regions or linker portions described below), and

complex distance and orientation constraints. Other programs are also available that attempt to

generalize on top of the mapping and aligning performed by the programs described above. These

include, e.g., Breakdancer, variationhunter, GASV, etc, which can handle more complex mappings,

e.g., by clustering.

[00149] Real-time single molecule sequencing presents opportunities for obtaining much

more complex sequence fragments from a single DNA sequencing read. Two examples are the

reading of multiple discontiguOus sequence fragments from a single long stretch of DNA using a

pulsed or intermittent detection system (eg, intermittent illumination) as described herein and the

contiguous reading of forward, reverse and adapter fragments from a circular templates

(SMRTbellTM templates; see e.g., U.S.S.N. 61f099,696, filed September 24, 2008; US. Patent

Application No. 12883355, filed March 2?, 2009 and US. Patent Application No. 12(413,258,

filed March 27, 2009, all of which are incorporated by reference herein in their entireties for all

purposes). Further, methods for sequencing template nucleic acids comprising modifications,

including detecting kinetic signatures of such modifications during single-molecule sequencing

reactions, are provided in U.S. Patent Application Nos. 61,201,551, tiled December 11, 2008,

6]!180,350, filed May 21, 2009; and 12/945367, filed November 12, 2010, and US. Patent
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Publication No. 2010:“0221716, the disclosures ofwhich are incorporated herein by reference in

their entireties for all purposes.

[00150] Certain aspects of the invention provide methods for optimally aligning such

sequences to a reference sequence using knowledge of the molecular configuration andfor

sequencing protocol used to generate the related sequence reads. In particular, methods are provided

to address the general problem of mapping multiple fragments to a reference sequence with variable

distance and orientation constraints.

[0015]] Beginning with raw sequence data generated by a nucleic acid sequencing instrument

(step 1), the sequence data is mapped to a target sequence (step 2) using a local alignment method

which produces sub-optimal local alignments as well as the optimal alignment, for example, the

Smith-Watennan algorithm. Another, more flexible example of a local alignment method is a

chaining method using a method for aligning very short fragments to the target sequence (cg.

kmer—indexing, suffix trees, suffix arrays, etc.) and chaining the resulting hits back into longer

chains of significant matches (see, e.g. D. Gusfield, Algorithms on Strings, Trees, and Sequences,

Cambridge University Press: Cambridge, UK, |997, which is incorporated by reference herein in its

entirety for all purposes). The chains do not necessarily need to be refined by dynamic

programming in order to be useful for the following algorithm, permitting a very fast algorithm. In

certain embodiments, dynamic-programming refinement of the chain might improve the power

(area under the ROC curve) of the algorithm.

[00152] The target sequence consists of the potential hypotheses for the molecular template

in question. In the example of nucleic acid sequencing methods using iterative illumination for

sequencing a shotgun fragment from a linear DNA sequence, the potential hypotheses are both

orientations of the genome (since we do not know the original orientation of the fragment). In the

example of sequencing of a SMRTbelIT'M template (e.g., see Example 1 herein), the hypotheses

include both orientations of the genome and known adapter sequences. The parameters determining

how many hits are reported for each local fragment can be varied to change the specifl city and

sensitivity of this algorithm. Figure 6 shows what these hits might look like for a SMRTbellTM

template (represented as paths in the sequence alignment matrix, which is often called the dynamic-

programming matrix, although it isn’t necessary to use dynamic programming to find these paths).

[00153] After the potential local alignments have been enumerated, a weighted directed

graph is constructed with each local alignment represented as a node in the graph (step 3). The

edges are drawn between nodes if they represent a potential reconstruction of the original molecular
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template using knowledge of the expected molecular configuration. The directed connection of an

alignment path A to an alignment path .8 is interpreted as “ The target sequence represented by B

could follow the target sequence represented by A in the original molecule.” For example, if a linear

single-stranded DNA molecule is being sequenced by a method that uses iterative illumination, then

fragments from opposite orientations would not be expected to be connected (unless the linear

single-stranded DNA molecule also included oppositely oriented sequences, e.g., as in the case of a

linearized SMRTbellTM template.) In general, fragments that represent the same stretch of the

sequencing read but that align to different regions on the target sequence would not be connected.

Aside from these examples, the rules for connecting nodes should be fairly loose to permit

exploration of weak possibilities that gain significance when all the evidence (eg. all the sequence

reads) are considered. The assignment ofedge weights handles the proper weighting ofthe

likelihood of these edges, and the speed of the algorithm can be tuned by optimizing the pruning of

highly unlikely edges. As usual this represents a tradeoffbetween speed and sensitivity.

[00154] Weights are assigned to connections (A —,>B) in the graph representing the log-

likelihood that target fragment A is followed by target fragment B in the original molecule.

tmrsm=4@P@M)

The conditional probability P(B A) encodes the knowledge of the possible molecular configurations

and the alignment significance of B.

PEbeQkMfl)

wherefis a measure of alignment significance (either theoretical or empirically obtained) and g

encodes the physical constraints representing the allowed molecular configurations.

[00155] For example, in the context of sequencing using iterative illumination the following

may be known: the time between the end of one fragment and the beginning ofthe next fragment is

200 seconds. If the polymerase incorporates bases with an average rate of 4bpa’see with a standard

deviation of '| bpz’seo it can be hypothesized that the probability of target fragment 2 following

target fragment | is determined by the distance between these fragments on the target and a normal

probability:

] 'I
AJI z—ex — 61—800 f2 200 'gr ) 2mm) plt ) ( )1

[00156] In a Sh/LRTlaellTM template example, knowledge of the expected insert size and the

observed distance and orientation between fragments would be used to weight the likelihood that
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these two fragments could come from a correctly generated SMRTbellTM template. This weight

could include the expected rate of the polymerase as well and rules for the orientation of fragments

with respect to each other and their distance apart in the original read. For example, while it may be

expected that two forward fragments mapping to the same region in the target genome potentially

come from multiple passes around a SMRTbellTM template molecule, those fragments would not be

expected to be immediately adjacent in sequencing time. The weighting function would account for

the proper amount of expected time between such fragments (ie. the elapsed time would be

expected to be long enough to include two adapter sequences and a reverse sequence).

[00157] In general, the weighting function could be arbitrarily complex and tuned to

empirically observed relationships between sequencing fragments given the available knowledge

(distance between fragments on the target sequence, sequencing time between fragments, expected

length ofthe template, etc). For example. the empirical probability distributions might be observed

to exhibit longer tails than a Gaussian probability model might predict. The use ofa conditional log-

likelihood for the assignment of edge weights is motivated by the following logic. In a graph of

possible local alignments it is desirable to find a highly likely path that best explains the observed

data. Consider a path through three nodes A. B, and (7, with PMBC) being the probability that ABC

is the correct assignment:

PM???) : P(C|AB)P(B|,4)P(A)

e P((.‘|B)P(BtA)P(A)

where the last approximation is justified by the observation that the constraints between allowable

assignments to the target sequence are typically local in nature. Generalizing this formula for a path

at, ,av and taking the negative logarithm of both sides gives
.\-' 1

— log Phat, .. .oN ) = —Z logPCa, , I la )— logPflstl)i'=l

[00158] It is apparent that the edge weights are additive if we use log-likelihood and we can

use standard shortest-path algorithms for directed graphs to find the optimal path. A hypothetical

directed graph is illustrated in Figure 7". This graph corresponds to the situation depicted by the

alignments pictured above. Heavier lines correspond to more likely paths with the optimal path

shown in blue. Dashed lines represent forbidden transitions. Not all paths are considered in the

illustration to avoid clutter in the presentation. The general formula listed above includes a “one-

body” term War) for the starting node in each path that weights the probability that this initial

alignment is correct. To accommodate this probability in a path-finding algorithm we add a
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pseudo-source s to the graph which connects to every possible node (not shown in the graph above).

The edge weight connecting the pseudo-source with a node a; is —log Has). This allows the use of a

conventional single-source shortest-path algorithm starting from the pseudo-source. The desired

probability Pan) can come from a measure of alignment significance (theoretical or empirically

determined) or could be set uniformly across all alignments to allow the path logic to determine the

best path assignment, independent ofthe relative value ofthe starting points. It is anticipated that a

threshold will be required here to only allow edges between the pseudo-source and nodes for highly

likely alignments; otherwise the shortest path algorithm in the next step will not give the desired

path.

[00159] After construction of the weighted directed graph, the shortest path to each node is

determined (step 4). The graph is directed and acyclic (DAG) so we can use the standard shortest-

path DAG algorithm (see T.H. (Iormen, CE Leiserson, RL Rivest, Introduction to Algorithms, MIT

Press: Cambridge, Massachusetts, 1990). This algorithm scales as O(V+E) and should be very

quick for these graphs. After the shortest path to each node is determined, the paths need to be

ranked to declare the best assignment. It is suggested that the best metric would be a measure which

rewards paths that explain more ofthe sequenced read (longer paths} with high likelihood. One such

metric would be the normalized negative log-likelihood: dividing the total weight of the path by the

number of bases in the sequenced read explained by this path. For more complicated graphs or

edge-weight assignments, Dijkstra‘s algorithm, the Bellman-Ford algorithm, or the A* algorithm

could be applied. Other algorithms that may also be used include, but are not limited to the Fl oyd-

Warshall algorithm.

[00160] For noisy sequence data it is likely that the local alignments f0und in step 2 will

occasionally overlap with each other in the sequenced read even though it is physically impossible

for such overlaps to occur in a perfect sy stern (unless there has been a rearrangement relative to the

reference genome). As such, some amount of slack must be allowed in the edge assignment logic in

step 3 to account for not knowing the precise boundaries of each local alignment. Once the best

physical model explaining the observed read is determined, the boundaries of the local alignments

can be refined to reflect the physical necessity that each base in the sequenced read can only be

represented in one local alignment. It is also desirable to explain all of the bases in between the

local alignments that haven’t been assigned in the graph. One straightforward approach to

refinement would be to construct the perfect model of the sequence and to realign the sequenced

read to this sequence. This refinement algorithm would preserve physical constraints (each base in
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the sequenced read can only be explained by one location in the template) and would assign all

bases between the extremal nodes in the optimal path.

[00161] Certain aspects of the software and algorithm implementations described herein may

be varied or altered without departing from the spirit and scope of the invention. For example, with

regards to algorithm seeding, many algorithms can be applied for the original determination of sub-

optimal local alignments (step 2}. Conventional examples include FASTA, BLAST, or Smith-

Waterman. It is expected that the best benefit will be obtained from using short-sequence alignment

algorithms (suffix array, suffix tree, Boyer-Moore, Rabin-Karp, km er-indexing, and the like)

followed by chaining to establish regions of significant matches. An advantage of the algorithm

described here is that it does not require dynamic-programming refinement ofthe resulting chains

and therefore can be quite fast, however it is expected that using dynamic programming to refine the

chains in step 2 could increase the power of the algorithm.

[00162] With regards to graph construction, there will be advantages to tuning the logic of

edge assignments to keep the size ofthe graph manageable. It is possible that steps 2 and 3 might be

combined to in a greedy fashion to focus the potentially slow step 2 into productive areas of the

graph. For example, ifa particularly strong hit is found early in step 2, then it may be beneficial to

search for sub-optimal hits only in this local vicinity, knowing that this strong hit should be in the

final solution. Tuning of the graph construction might include thresholds, below which edges are

not created. Further, there are multiple parameters (minimum chain length, minimum probability for

edge assignment, relative weighting of length vs. accuracy, etc.) which can be exposed and tuned in

this algorithm to maximize the sensitivity and specificity of the algorithm for a given scenario.

[00163] With regards to determination of the distance a polymerase travels between reads,

various strategies are provided that are more sophisticated than estimation based upon the rate of

incorporation and the time between detection (cg, illuminated) periods. In certain embodiments,

the distribution of the base pair distance travelled by a polymerase during a non-detection period is

called pfx). The distribution of enzyme velocities, pr’i-y', is estimated by aligning observed reads to a

reference sequence, and this distribution is represented as the number of reference bases per unit

time. There is a length of time, 1:, over which measurement of the instantaneous rate is not

independent. While this method of determining the distance the polymerase travels during a non-

detection period should not be overly sensitive to non-independent estimation of the polymerase

rate, it is likely to strive for independent measurements of the rate. The distance 1' can be estimated
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from an exponential fit to the auto-correlation function <‘ziv(0(5v(r—Ar)>, and vg’t) tabulated across

the aligned sequence at increments of 1:.

[00164] Where multiple single polymerase enzymes are being observed simultaneously, e.g.,

each being optically resolvable from every other on a single array, the pfl’) for each is preferably

determined independently for each enzyme. Further, information regarding rare but extended

events, such as polymerase “stalling" on the template, can be measured across a larger data set. For

example, the statistics of stalls can be determined by aggregating rate measurements across an entire

array. Where a stall distribution is characterized by a “long tail" corresponding to multi-exponential

behavior of IPD distribution, such a distribution of polymerization rates can be extended for stalls

longer than the observed reaction by fitting the long-tail behavior to an appropriate functional form,

e.g., using a single-exponential parametric model or other physically motivated mode] (e.g., multi-

exponential, stretched exponential, power-law, etc.) In certain preferred embodiments, the following

representation of a “ per-enzyme“ pf19 is used:

fiv)p.,.,...,.(v)+[1 — animate)

Ira-”)pttttrv') + [I — f0-")]1a..m.(v')a'i="

whcrcfl’v) is an interpolating function designed to retain information about the zero-velocity tail of

MV) =

the global pm distribution while taking the estimate of the polymerase velocity dynamics(e,g., the

dominant high velocity mode) from the specific enzyme. Such an interpolating function is;

1+ crflivf v0)

2

where Va is a scale parameter to be chosen based on experience (but optionally fixed). Alternatively,

f0") =

the average of the empirical past-mo») and poms-(v) can be used. This approach can be motivated by a

Bayesian approach to density estimation. Other kernel density and Bayesian methods can be

suggested. Alternatively or in addition, the robustness ofpm to conditions and daily phenomenon

can be explored and used to estimate laps} more globally, e.g., using one or more weekly control

experiments.

[00l65] Given the lack of a known reference sequence for de from assembly. several

alternative ways to formulate 32(1)) are provided as follows. For example, in a first embodiment a

control template (essentially a proxy reference sequence) can be subjected to sequencing, e.g., in the

same reaction as the de novo sample or in an identical reaction. The observed velocity for the

sequencing reactions would be measured based upon alignments of thc reads from the control

template to its known sequence. Typically, a per-enzyme correction would not be available for the
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[)(v) and pfij) would default to an array-averaged p(v). In a second embodiment, a previously

determined pfv) from experiments using a known reference sequence can be used, e.g, where the

previous experiments were perfonned under the same conditions as the de novo experiments. In a

third embodiment, pfly is estimated by using quality informationr’metrics to screen for the most

likely “true" calls, and restricting the estimates of v to regions containing those calls. In a fourth

embodiment, where error is low, the called base rate and reference base rate converge to the same

rate, and measurements of p(v) without knowledge of the reference become substantially reliable.

Further, even if they do not fully converge, they can still be used to accurately infer p(v),as long as

the called base rate is predictably higherr’lower than the reference base rate. Yet further, the

measurement ofp(v) when a reference sequence is not available can benefit from a. detailed look at

the probability model which is available from an algorithm like a CRF. That is, pr») can be

tabulated using a weighted sum over paths through a CRF probability model.

[00166] As will be clear to the ordinary practioner based upon the teachings herein, this

framework extends naturally to the measurements of other potentially systematic variations in [Mid

across an array, e.g., even where a single reaction mixture is applied to the entire array. For

example, the local temperature of the reaction environment can vary systematically across an array

of reactions. The average and variation in the rates of polymerase enzymes on the array would

likely have a dependence on this hidden variable. Where the functional form of the temperature

dependence is known, the measurement ofpfl’) can be stabilized across the array by modeling a de

novo M1?) as [imam-r) + [)r,;-(V) where any are geom etn' cal variables defining the location on the array.

Further, 10(1)) has been found to be somewhat variable over time. As such, in certain embodiments a

model ofp(wt) is developed using an appropriate model for the evolution ofp(v) over time.

[0016?] Once a representative distribution of velocities pft'j has been obtained for a given

read from a given reaction, the expected travel distance in the non-detection period can be

expressed as:

pp] 2 ,L_[L[p(v)].,.. 1— upon]3' S

where L-[] and LL[] stand for the Laplace and inverse Laplace transform, respectively, A similar

result is derived in Svoboda, et al. (PNAS 91:1]782 (1994)) and readily follows from considering

the pdf of a sum of random variables. Optionally, in certain embodiments density estimation

techniques (eg, kernel density estimation, etc.) are useful when modeling p(v) since they can

smooth the resulting numerical calculations in the Laplace and inverse Laplace transform.
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[00MB] Knowledge of the complete distribution has several advantages over the commonly

applied Gaussian approximation. For example, knowledge of the complete distribution of insert

lengths is very desirable when using a Bayesian framework approach to detect structural variation.

(See, eg, Bashir, et al. (2008) PLoS Comput. Biol. 4:51; Hormozdiari, et al. (2009) Genome Res.

19:1270; and Lee, et al. (2008) Bioinformatics 24:59.) While Bashir, et al. does not strictly follow a

Bayesian approach, the geometric approach described in the paper can be straightforwardly

modified to incorporate an actual posterior instead of the boxcar posterior assumed in the paper.

Further, during mapping of noncontiguous reads to a genome where they are expected to be

concordant (1'.e., not a structural variation), it is useful to consider the known distribution when

judging the significance ofthe resulting alignments between the observed reads and the genomic

sequence. In addition, when clustering noncontiguous reads that scaffold contigs in a de novo

assembly, a path of Bayesian significance can be followed that is very similar to that followed in the

structural variation case discussed swim.

[00169] In further embodiments, the determination of the distance a polymerase travels

between reads is performed using an algorithm based on a simulation approach rather than the exact

analytical result used in the algorithm described above. This method relies on Monte Carlo

sampling from a distribution, which allows a better extension to arbitrary empirical distributions. It

also lacks the difficult computations of numerical Laplace and inverse Laplace transforms, and

permits calculation of distances traveled during non-detecti on periods when the underlying kinetic

processes have multi-phasic kinetics, e.g., the presence of long stalls.

[00170] This approach aims to calculate the distribution of the distance x travelled by an

enzyme during a time it during which it was not being observed (eg, during a non-detection

period). In some embodiments, a distribution oflocal rates, pf’v), is estimated, where the definition

of “local” is set by the correlation length of the rate autocorrelation function, eg:
\

(&‘(f)5v(t + an) ~ exp[iJT

Given a local rate distribution and an assumption that independent identically distributed (i.i.d.)

draws can be made from this distribution, one approach to calculating the distribution is as follows.

First, draw N = them-r velocities from pg’v), and subsequently sum them and record them as an

estimate ofxftoou; Repeat the process M times, with the optimal choice of M dependent on the

desired level ofprecision for estimation of the par) distribution. In certain preferred embodiments,
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M is between about 1000 and about 5000, eg. at least about 1000, 2000, 3000, or 4000, or is about

5000.

[00171] In some embodiments in which the enzyme system is not well explained by a single

kinetic process or cycle (as in the case of observed stalling behavior), above-described rate

autocorrelation function and the i.i.d. assumption will be violated. As such, a probability model

having a richer structure is preferably used. One such probability model is a Hidden Markov Model

(HMM). Figure 15 provides an exemplary illustration of an HMM for modeling a simple ”pausing”

vs. “sequencing" system. Where the kinetics of the pausing state can be well described by a single-

exponential, this model is expected to describe the observed distribution of local velocities. The

single-exponential assumption is implicit in the state structure of the model since the amount of

time spent in the pause state will be a geometric distribution with mean pf(l-p) [r'.e., the observed

stall times will have to be added to this model]. Ifthe stall kinetics are multi-phasic, then more

“dark states” will have to be added to this model. Further, the model shown in Figure 15 can

actually be treated as a Markov Model and not a Hidden Markov Model without much loss of

generality because the “pause" state is not actually hidden due to the Fact that the data collected

during the pause state is highly distinguishable from the data collected during the sequencing state.

As such, the general HMM apparatus is not necessary. The model in Figure 15 can be used to

simulate the distribution of local velocities when there is a long-term pause or stall phase present in

the reaction data kinetics. SO is the start state, and there is no explicit end state since this model is

used as a generative model and it is assumed that it is run forward for a prescribed number of steps.

The qualities P(P—>S) and P(S—»P) represent exit from a stalled state and entry into a stalled state,

respectively. These qualities can be measured by an EM algorithm or they can be quickly estimated

 

by physical observables. PP
—).‘-‘ _

r . .

— ll[1+ 5“" J and P(S—’P) rs the frequency of stall starts per Tcorr.Tau-r

(Example parameters are Tsmll=80 seconds; tom = 10 seconds; and P(S—>P) = 1.024.) The simulation

estimate ofpflr) can now be produced using the procedure outlined above in which N = thew

velocities are drawn from p(v); and they are subsequently summed and recorded as an estimate of

rfrcm. The process is repeated M times, with the optimal choice of M dependent on the desired level

of precision for estimation of the pi’x) distribution. In certain preferred embodiments, M is between

about 1000 and about 5000, eg. at least about 1000, 2000, 3000, or 4000, or is about 5000. Figure

16 shows exemplary simulated applications of this method. Figure 16A shows a sample of

velocities drawn from the mm in Figure 15 with the parameters P(S—~P) = 12’24; P(P—>S) = 111];
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and p(v)~Gamma(48,0.25). Figure 163 illustrates a resulting histogram of local velocities. Figure

16C provides an estimated distance traveled during a 1300 second non-detection period, which is

calculated by sampling 2000 estimates from the HIVIM model.

[00l72] Figure 17 provides an illustrative example of two observed histograms of distances

traveled during a non-detection period. The influence of pausefstall behavior can be seen in the

heavy-left tailing of both distributions.

[00173] While the simulation method in which i.i.d. draw assumption is valid is more general

and can treat arbitrary p(v) and more complex models for non-sequencing states, the two-state

model using the HMM can be treated analytically. The result ofthis is:
N

prxr a...) = 2%., (pp..- (N5)r\"¢=0

where ark—R (x) is the distribution of the sum ost- variables drawn from p69. For the general case,

this distribution is given by the Laplace transform approach presented above. For pfv)~Normal(u,o),

this distribution is distributed as Normal(Nsu,\iNso). For p(t9~Gamma(k,0), this distribution is

distributed as Gamma(Nsk,8). Pry-(N5) is the number of cycles spent in the sequencing state if we

observe N cycles from the Markov process in Figure 15. The expression for this is described in

Pedler, et a]. (1971) J. Appl. Prob. 3:331, which is incorporated herein by reference in its entirety

for all purposes.

[00174] As will be clear to one of ordinary skill in the art upon review of the teachings

herein, these methods can be readily extended to the non-detection period estimations of procession

by other cyclical biological reactions, such as the action of reverse transcriptase or the synthesis of

proteins by a ribosome complex, e.g., and certain preferred embodiments of such reactions are

further described in U.S.S.N. 13761673, filed April 26, 2010; and U.S.S.N. 13813968, filed June

1], 2010, the disclosures of which are incorporated herein by reference in their entireties for all

purposes. Further, the simulation model described above is not restricted to simple two-state

kinetics, and the use ofp62) is not restricted to analytical models. In fact, in certain embodiments,

empirical estimates are preferably used.

[00175] Although useful in certain preferred embodiments of the invention, certain

algorithms as presented above do not easily handle the case where the template does not match a

physically-m otivated expected model. A relevant example of such a case is when the template

contains a genomic structural variation (S V), such as translocation. whereby two fragments which

are correctly adjacent in the template are located very far apart in the reference genome. Such
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structural variation cases are best handled in the context of the current algorithm by reporting the

confidence of an observed path and reporting situations when no physically expected path seems to

fit the observed data. In general, the detection of structural variation requires the presence of

multiple highly significant local alignments which can be identified as significantly overturning the

null hypothesis ofmatching the genomic ordering of fragments with their own individual merit.

Nevertheless, with molecular redundant sequencing such as ESMRTbellTM template sequencing the

current algorithm can be adapted to improve the ability to identify an S‘V event. Such a modification

could be a feedback approach which allows modification of the linking constraints in step 3 to allow

very far separations on the target sequence when the individual alignments are very significant.

Only one such highly-significant pair would be needed to enable the rescue ofless significant

partial matches that support the same SV hypothesis.

[00176] The software and algorithm implementations provided herein are particularly suited

for transforming sequence read data generated from various sequencing technologies (e.g.,

sequen cing-by-Synthesis, intramolecul ar redundant sequencing, Sanger sequencing, capillary

electrophoretic sequencing, pyrosequencing, ligase-mediated sequencing, etc.) into consensus

sequence data that provides a representation of the actual nucleotide sequence of the template

nucleic acid that was subjected to the sequencing reaction(s) from which the sequence read data was

generated. The software and algorithm implementations provided herein are preferably machine-

implemented methods. The various steps recited herein are preferably perform ed via a user interface

implemented in a machine that comprises instructions stored in machine-readable medium and a

processor that executes the instructions. The results of these methods are preferably stored on a

machine-readable medium, as well. Further, the invention prevides a computer program product

comprising a computer usable medium having a computer readable program code embodied therein,

the computer readable program code adapted to implement one or more of the methods described

herein, and optionally also providing storage for the results of the methods of the invention.

[00177] In another aspect, the invention provides data processing systems for transforming

sequence read data from one or more sequencing reactions into consensus sequence data

representative of an actual sequence of one or more template nucleic acids analyzed in the one or

more sequencing reactions. Such data processing systems typically comprise a computer processor

for processing the sequence read data according to the steps and methods described herein, and

computer usable medium for storage of the initial sequence read data and/or the results of one or

more steps of the transformation (eg, the consensus sequence data).
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[00l78] While described with reference to certain specific applications above, it will be

understood that these methods are also applicable to other types of complex data sets, and the

invention should not be limited to only the specific examples provided herein. Other applications of

the instant methods will be clear to those of ordinary skill in the art and are considered to be

additional aspects of the instant invention.

V. Devices and Systems

[00179] The invention also provides systems that are used in conjunction with the

compositions and methods of the invention in order to provide for intermittent detection of

analytical reactions. In particular, such systems typically include the reagent systems described

herein, in conjunction with an analytical system, cg, for detecting data from those reagent systems.

For example, a sequencing reaction may be subjected to intermittent illumination, and the

sequencing system may include the system components provided with or sold for use with

commercially available nucleic acid sequencing systems, such as the Genome Analyzer System

available from Illumina, Inc, the GS FLX System, available from 454 Life Sciences, or the A31

3?30 System available from Life Technologies, Inc.

[00180] In certain preferred embodiments, reactions subjected to intermittent illumination are

monitored using an optical system capable of detecting andfor monitoring interactions between

reactants at the single-molecule level. Such an optical system achieves these functions by first

generating and transmitting an incident wavelength to the reactants, followed by collecting and

analyzing the optical signals from the reactants. Such systems typically employ an optical train that

directs signals from the reactions to a detector, and in certain embodiments in which a plurality of

reactions is disposed on a solid surface, such systems typically direct signals from the solid surface

(e.g., array of confinements) onto different locations of an array-based detector to simultaneously

detect multiple different optical signals from each of multiple different reactions. In particular, the

optical trains typically include optical gratings or wedge prisms to simultaneously direct and

separate signals having differing spectral characteristics from each confinement in an array to

different locations on an array based detector, 3.53:, a CCD, and may also comprise additional optical

transmission elements and optical reflection elements.

[00181] An optical system applicable for use with the present invention preferably comprises

at least an excitation source and a photon detector. The excitation source generates and transmits

incident light used to optically excite the reactants in the reaction. Depending on the intended
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application, the source of the incident light can be a laser, laser diode, a light-emitting diode (LED),

a ultra-violet light bulb, andfor a white light source. Further, the excitation light may be evanescent

light, e. g., as in total internal reflection microscopy, certain types of waveguides that carry light to a

reaction site (see, e.g., US. Application Pub. Nos. 20080128627, 20080152281, and

200801552280), or zero-mode waveguides, described below. Where desired, more than one source

can be employed simultaneously. The use ot‘multiple sources is particularly desirable in

applications that employ multiple different reagent compounds having differing excitation spectra,

consequently allowing detection of more than one fluorescent signal to track the interactions of

more than one or one type of molecules simultaneously. A wide variety of photon detectors or

detector arrays are available in the art. Representative detectors include but are not limited to

optical reader, high-efficiency photon detection system, photodiode (cg. avalanche photo diodes

(APD)), camera, charge couple device (CCD), electron-multiplying charge-coupled device

(EMCCD), intensified charge coupled device (ICCD), and confocal microscope equipped with any

of the foregoing detectors. For example, in some embodiments an optical train includes a

fluorescence microscope capable of resolving fluorescent signals from individual sequencing

complexes. Where desired, the subject arrays of optical confinements contain various alignment

aides or keys to facilitate a proper spatial placement of the optical confinement and the excitation

sources, the photon detectors, or the optical train as described below.

[00182] The subject optical system may also include an optical train whose function can be

manifold and may comprise one or more optical transmission or reflection elements. Such optical

trains preferably encompass a variety of optical devices that channel light from one location to

another in either an altered or unaltered state. First, the optical train collects and/or directs the

incident wavelength to the reaction site (cg, optical confinement). Second, it transmits andfor

directs the optical signals emitted from the reactants to the photon detector. Third, it may select

andi’or modify the optical properties of the incident wavelengths or the emitted wavelengths from

the reactants. In certain embodiments, the optical train controls an oni’of‘f' cycle of the illumination

source to provide illuminated and non-illuminated periods to one or more illuminated reaction sites.

Illustrative examples of such optical transmission or reflection elements are diffraction gratings,

arrayed waveguide gratings (AWG), optic fibers, optical switches, mirrors (including dichroic-

mirrors), lenses (including microlenses, nanolenses, objective lenses, imaging lenses, and the like),

collimators, optical attenuators, filters (cg, polarization or dichroic filters), prisms, wavelength

filters (low-pass, band-pass, or high-pass), planar waveguides, wave-plates, delay lines, and any
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other devices that guide the transmission of light through proper refractive indices and geometries.

One example ofa particularly preferred optical train is described in US. Patent Pub. No.

2007003651], filed August 11, 2005, and incorporated by reference herein in its entirety for all

purposes.

[00133] In a preferred embodiment, a reaction site (e.g, optical confinement) containing a

reaction of interest is operative] y coupled to a photon detector. The reaction site and the respective

detector can be spatially aligned (eg, I :l mapping) to permit an efficient collection of optical

signals from the reactants. In certain preferred embodiments, a reaction substrate is disposed upon a

translation stage, which is typically coupled to appropriate robotics to provide lateral translation of

the substrate in two dimensions over a fixed optical train. Alternative embodiments could couple the

translation system to the optical train to move that aspect of the system relative to the substrate. For

example, a translation stage provide a means of removing a reaction substrate (or a portion thereof)

out ofthe path of illumination to create a non-illuminated period for the reaction substrate (or a

portion thereof), and returning the substrate at a later time to initiate a subsequent illuminated

period. An exemplary embodiment is provided in US. Patent Pub. No. 2007016IOI7, filed

December I, 2006.

[00184] In particularly preferred aspects, such systems include arrays of reaction regions, eg.

zero-mode waveguide arrays, that are illuminated by the system, in order to detect signals (e.g,

fluorescent signals) therefrom, that are in conjunction with analytical reactions being carried out

within each reaction region. Each individual reaction region can be operatively coupled to a

respective microlens or a nanolens, preferably spatially aligned to optimize the signal collection

efficiency. Alternatively, a combination of an objective lens, a spectral filter set or prism for

resolving signals of different wavelengths, and an imaging lens can be used in an optical train, to

direct optical signals from each confinement to an array detector, 6.3., a CCD, and concurrently

separate signals from each different confinement into multiple constituent signal elements, 6.3.,

different wavelength spectra, that correspond to different reaction events occurring within each

confinement. In preferred embodiments, the setup further comprises means to control illumination

of each confinement, and such means may be a feature of the optical system or may be found

elsewhere is the system, e.g., as a mask positioned over an array of confinements. Detailed

descriptions of such optical systems are provided, eg, in US Patent Pub. No. 20060063264, filed

September 16, 2005, which is incorporated herein by reference in its entirety for all purposes.
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[MISS] The systems of the invention also typically include information processors or

computers operably coupled to the detection portions of the systems, in order to store the signal data

obtained from the detector( s) on a computer readable medium, e.g., hard disk, CD, DVD or other

optical medium, flash memory device, orthe like. For purposes of this aspect ofthe invention, such

operable connection provide for the electronic transfer of data from the detection system to the

processor for subsequent analysis and conversion. Operable connections may be accomplished

through any of a variety of well known computer networking or connecting methods, e.g.,

Firewire®, USB connections, wireless connections, WAN or LAN connections, or other

connections that preferably include high data transfer rates. The computers also typically include

software that analyzes the raw signal data, identifies signal pulses that are likely associated with

incorporation events, and identifies bases incorporated during the sequencing reaction, in order to

convert or transform the raw signal data into user interpretable sequence data (See, e.g., Published

US. Patent Application No. 2009-0024331, the full disclosure ofwhich is incorporated herein by

reference in its entirety for all purposes).

[00186] Exemplary systems are described in detail in, e,g., US. Patent Application No,

l 1190] ,273, filed September 14, 2007 and US. Patent Application No. 12f] 34,1 86, filed June 5,

2008, the full disclosures of which are incorporated herein by reference in their entirety for all

purposes.

[00187] Further, as noted above, the invention provides data processing systems for

transforming sequence read data into consensus sequence data. In certain embodiments, the data

processing systems include machines for generating sequence read data by interrogating a template

nucleic acid moleCule. In certain preferred embodiments, the machine generates the sequence read

data using a sequencing-by-synthesis technology, as described elsewhere herein, but the machine

may generate the sequence read data using other sequencing technologies known to those of

ordinary skill in the art, e.g., pyrosequencing, ligation-mediated sequencing, Sanger sequencing,

capillary electrophoretic sequencing, etc. Such machines and methods for using them are available

to the ordinary practioner.

[00138] The sequence read data generated is representative of the nucleotide sequence of the

template nucleic acid molecule only to the extent that a given sequencing technology is able to

generate such data, and so may not be identical to the actual sequence of the template nucleic acid

molecule. For example, it may contain a deletion or a different base at a given position as compared

to the actual sequence of the template, cg, when a base call is missed or incorrect, respectively. As

78

Oxford, Exh. 1013, p. 261



Oxford, Exh. 1013, p. 262

PBI DOCKET NO: Ill-00 ??0tiUS

such, it is beneficial to generate redundant sequence read data, and the methods described herein

provide manipulations and computations that transform redundant sequence read data into

consensus sequence data that is generally more representative of the actual sequence of the template

nucleic acid molecule than sequence read data from a single read of a single template nucleic acid

molecule. Redundant sequence read data comprises multiple reads, each of which includes at least a

portion of sequence read that overlaps with at least a portion of at least one other of the multiple

reads. As such, the multiple reads need not all overlap with one another, and a first subset may

overlap for a different portion of the template nucleic acid sequence than does a second subset. Such

redundant sequence read data can be generated by various methods, including repeated sequencing

ofa single nucleic acid template, sequencing ofmultiple identical nucleic acid templates, or a

combination thereof.

[00189] In another aspect, the data processing systems can include software and algorithm

implementations provided herein, e.g. those configured to transform redundant sequence read data

into consensus sequence data, which, as noted above, is generally more representative of the actual

sequence of the template nucleic acid molecule than sequence read data from a single read of a

single template nucleic acid molecule. Further, the transformation ofthe redundant sequence read

data into consensus sequence data identifies and negates some or all of the singl e-read variation

between the multiple reads in the redundant sequence read data. As such, the transformation

provides a representation of the actual nucleotide sequence of the nucleic acid template from which

redundant sequence read data is generated that is more accurate than a representation based on a

single read.

[00190] The software and algorithm implementations provided herein are preferably

machine-implemented methods, e.g, carried out on a machine comprising computer-readable

medium configured to carry out various aspects of the methods herein. For example, the computer-

readable medium preferably comprises at least one or more of the following: a) a user interface; b)

memory for storing redundant sequence read data; c) memory storing software-implemented

instructions for carrying out the algorithms for transforming redundant sequence read data into

consensus sequence data; d) a processor for executing the instructions; e) software for recording the

results of the transformation into memory; and f) memory for recordation and storage of the

resulting consensus sequence read data. In preferred embodiments, the user interface is used by the

practitioner to manage various aspects of the machine, e.g., to direct the machine to carry out the

various steps in the transformation of redundant sequence read data into consensus sequence data,
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recordation of the results of the transformation, and management of the consensus sequence data

stored in memory.

[00191] As such, in preferred embodiments, the methods further comprise a transformation of

the computer-readable medium by recordati on of the redundant sequence read data andfor the

consensus sequence data generated by the methods. Further, the computer-readable medium may

comprise software for providing a graphical representation of the redundant sequence read data

andfor the consensus sequence read data, and the graphical representation may be provided, e. g, in

soft-copy (e. g, on an electronic display) andr'or hard-copy (eg, on a print-out) form.

[00192] The invention also provides a computer program product comprising a computer-

readable medium having a computer-readable program code embodied therein, the computer

readable program code adapted to implement one or more of the methods described herein, and

optionally also providing storage for the results of the methods of the invention. In certain preferred

embodiments, the computer program product comprises the computer-readable medium described

abOve.

[00193] In another aspect, the invention provides data processing systems for transforming

sequence read data from one or more sequencing reactions into consensus sequence data

representative of an actual sequence of one or more template nucleic acids analyzed in the one or

more sequencing reactions. Such data processing systems typically comprise a computer processor

for processing the sequence read data according to the steps and methods described herein, and

computer usable medium for storage of the initial sequence read data andfor the results of one or

more steps of the transformation (e.g., the consensus sequence data), such as the computer-readable

medium described abOve.

[00194] As shown in Figure 9, the system 900 includes a substrate 902 that includes a

plurality of discrete sources of chromophore emission signals, e.g., an array of zero-mode

waveguides 904. An excitation illumination source, e.g., laser 906, is provided in the system and is

positioned to direct excitation radiation at the various signal sources. This is typically done by

directing excitation radiation at or through appropriate optical components, e.g., dichroic 108 and

objective lens 910, that direct the excitation radiation at the substrate 902, and particularly the signal

sources 904. Emitted signals from the sources 904 are then collected by the optical components,

e.g., objective 910, and passed through additional optical elements, e.g., dichroic 908, prism 912

and lens 914, until they are directed to and impinge upon an optical detection system, e.g., detector

array 916. The signals are then detected by detector array 916, and the data from that detection is
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transmitted to an appropriate data processing system, e.g., computer 918, where the data is

subjected to interpretation, analysis, and ultimately presented in a user ready format, e.g., on display

920, or printout 922, from printer 924. As will be appreciated, a variety of modifications may be

made to such systems, including, for example, the use of multiplexing components to direct

multiple discrete beams at different locations on the substrate, the use of spatial filter components,

such as confocal masks, to filter out-of focus components, beam shaping elements to modify the

spot configuration incident upon the substrates, and the like (See, e.g., Published US. Patent

Application Nos. 200770036511 and 20077095119, and US. Patent Application No. 117901,273, all

of which are incorporated herein by reference in their entireties for all purposes.)

VI. Exemplary Applications

[00195] The methods and compositions of the invention are useful in a broad range of

analytical reactions in which one or more aspects ofa detection method are detrimental to one or

more aspects of the analytical reaction, such as rate, duration, fidelity, processivity, and the like. In

such cases, intermittent detection at least partially mitigates the detrimental effect while allowing

collection of data from stages of the analytical reaction that were previously uncollectable. As noted

above, illuminated reactions are one example of analytical reactions that benefit from the

compositions and methods described herein, particularly those using photoluminescent or

fluorescent reagents, and particularly such reactions where one or more of the reaction components

that are susceptible to photo-induced damage are present at relatively low levels. One exemplary

application of the methods and compositions described herein is in single molecule analytical

reactions, where the reaction of a single moleCule (or very limited number of molecules) is observed

in the analysis, such as observation of the action of a single enzyme molecule. In another aspect, the

present invention is directed to illuminated reactions for single molecule analysis, including

sequencing of nucleic acids by observing incorporation of nucleotides into a nascent nucleic acid

sequence during template-directed polymerase-based synthesis. Such methods, generally referred

to as “seq uencing-by-incorporation” or “sequencing-by-synthesis,” involve the observation of the

addition of nucleotides or nucleotide analogs in a template-dependent fashion in order to determine

the sequence of the template strand. See, e.g., US. Patent Nos. 6,780,591, 7,037,687, 7,344,865,

7,302,146. Processes for performing this detection include the use of fluorescently labeled

nucleotide analogs within a confined observation region, e.g., within a nanoscale well ands’or

tethered, either directly or indirectly to a surface. By using excitation illumination (i.e., illumination
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of an appropriate wavelength to excite the fluorescent label and induce a detectable signal), the

fluorescently labeled bases can be detected as they are incorporated into the nascent strand, thus

identifying the nature of the incorporated base, and as a result, the complementary base in the

template strand.

[00196] In particular aspects, when an analysis relies upon a small population of reagent

molecules, damage to any significant fraction of that population will have a substantial impact on

the analysis being performed. For example, prolonged interrogation ofa limited population of

reagents, e.g., fluorescent analogs and enzymes, can lead to photo-induced damage ofthe various

reagents to the point of substantially impacting the activity or functionality of the enzyme. It has

been shown that prolonged illumination of DNA polymerases involved in synthesis using

fluorescent nucleotide analogs results in a dramatic decrease in the enzyme’s ability to synthesize

DNA, often measured as a reduction in processivity. Without being bound to any theory of

operation, it is believed that in some cases a photo-induced damage event affects the catalytic

region of the enzyme thus affecting either the ability of the enzyme to remain complexed with the

template, or its ability to continue synthesis. In general, the methods, devices, and systems of the

present invention can increase performance and/or selectively monitor one or more stages of an

illuminated reaction by subjecting the reaction to intermittent illumination.

[00197] One particularly preferred aspect of the invention is in conjunction with the

sequencing by incorporation of nucleic acids within an optical confinement, such as a zero-mode

waveguide. Such reactions involve observation of an extremely small reaction volume in which one

or only a few polymerase enzymes and their fluorescent substrates may be present. Zero-mode

waveguides, and their use in sequencing applications are generally described in US. Patent Nos.

6,917,?26 and 7,033,?64, and preferred methods of sequencing by incorporation are generally

described in Published US. Patent Application No. 2003-0044781, the full disclosures of which are

incorporated herein by reference in their entireties for all purposes, and in particular for their

teachings regarding such sequencing applications and methods. Briefly, arrays of zero-mode

waveguides (“ZMWs”), configured in accordance with the present invention may be employed as

optical confinements for single molecule DNA sequence determination. In particular, as noted

above, these ZMWs provide extremely small observation volumes at or near the transparent

substrate surface, also termed the “base” of the ZMW. A nucleic acid synthesis complex, e.g.,

template sequence, polymerase, and primer, which is immobilized at the base of the ZMW, may

then be specific-ally observed during synthesis to monitor incorporation of nucleotides in a template
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dependent fashion, and thus provide the identity and sequences of nucleotides in the template

strand. This identification is typically accomplished by providing detectable label groups, such as

fluorescent labeling molecules, on the nucleotides. In some instances, the labeled nucleotides

terminate primer extension, allowing a ”one base at a time” interrogation ofthe complex. If, upon

exposure to a given labeled base, a base is incorporated, its representative fluorescent signal may be

detected at the base of the ZMW. If no signal is detected, then the base was not incorporated and

the complex is interrogated with each of the other bases, in turn. Once a base is incorporated, the

labeling group is removed, e.g., through the use of a photocleavable linking group, and where the

label was not the terminating group, a terminator, upon the 3’ end of the incorporated nucleotide,

may be removed prior to sub sequent interrogation. In other more preferred embodiments, the

incorporation of a labeled nucleotide does not terminate primer extension and the processive

incorporation of multiple labeled nucleotides can be monitored in real time by detecting a series of

fluorescent signals at the base of the ZMW. In some such embodiments, the label is naturally

released upon incorporation of the labeled nucleotides by the polymerase, and so need not be

released by alternative means, e.g., a photocleavage event. As such, a processive sequencing

reaction can comprise a polymerase enzyme repetitively incorporating multiple nucleotides or

nucleotide analogs, as long as such are available to the polymerase within the reaction mixture, e,g.,

without stalling on the template nucleic acid. (Such a processive polymerization reaction can be

prevented by incorporation of nucleotides or nucleotide analogs that contain groups that block

additional incorporation events, e. g., certain labeling groups or other chemical modifications.)

[00198] In accordance with the present invention, sequencing reactions may be carried out by

only interrogating a reaction mixture, e. g., detecting fluorescent emission for one or more

illuminated periods before excessive photo-induced damage has occurred. In general, the methods

described herein are implemented in a manner sufficient to provide beneficial impact, e.g., reduced

photo-induced damage and/or extension of the photo-induced damage threshold period, but are not

implemented in such a manner to interfere with the reaction ofinterest, e.g., a sequencing reaction.

The present invention also contemplates alternative methods of and compositions for mitigating the

impact of photo-induced damage on a reaction, as described above and in, e. g., U.S.S.N.

61!] 16,048, filed November 19, 2008. Such alternative methods and compounds can be used in

combination with the compositions and methods provided herein to further alleviate the effects of

species that can be generated during an illuminated reaction.
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[00l99] Another method ofmitigating the impact of photo-induced damage on the results of

a given reaction provides for the elimination ofpotentially damaging oxygen species using means

other than the use of the photo-induced damage mitigating agents described above. In one example,

dissolved oxygen species may be flushed out of aqueous systems by providing the reaction system

under different gas environments, such as by exposing an aqueous reaction to neutral gas

environments, such as argon, nitrogen, helium, xenon, or the like, to prevent dissolution of excess

oxygen in the reaction mixture. By reducing the initial oxygen load of the system, it has been

observed that photo-induced damage effects, e.g., on polymerase mediated DNA synthesis, is

markedly reduced. In particularly preferred aspects, the system is exposed to a xenon atmosphere.

In particular, since xenon can be induced to form a dipole, it operates as a triplet-state quencher in

addition to supplanting oxygen in the aqueous system. (See, e.g., Vierstra and Poff, Plant Physiol.

198] May; 67(5): 996—998) As such, xenon would also be categorized as a quencher, as set forth

above.

[00200] Although described in terms of zero-mode waveguides, it will be appreciated that a

variety of selective illumination strategies may be employed to selectively interrogate different

regions ofa solid support over time, e.g., so as to only damage molecules within certain selected

regions ofa substrate while not damaging molecules in other selected regions of the substrate. In

certain embodiments, such methods can involve using a directed light source (eg, a laser) to

illuminate only selected regions; changing the illumination angle of the light source; or refocusing

the illumination, e.g., by passing the illumination through an optical train that alters the shape of the

incident light on the solid support. These and further examples of alternative methods of mitigating

photo-induced damage which can be used in combination with methods and systems of the

invention described herein are provided in US. Patent Pub. No. 20070036511, filed August 1 l,

2005, US. Patent No. 6,881,3 '12; U.S.S.N. 61f116,048, filed November 19, 2008, and US. Patent

Pub. No. 20070161017, filed December 1, 2006, all of which are incorporated herein by reference

in their entireties for all purposes, and in particular for disclosure related to these methods of

mitigating photo-induced damage.

[00201] As noted above, using templates that allow repeated sequencing (e.g., circular

templates, SMRTbellTM templates, etc.) in a single reaction can increase the percent of a nucleic

acid template for which nucleotide sequence data is generated andfor increase the fol d-coverage of

the sequence reads for one or more regions of interest in the template, thereby providing more

complete data for further analysis, e.g., construction of sequence scaffolds andfor consensus
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sequences for the nucleic acid template. For example, in certain preferred embodiments, templates

sequenced by the methods described herein are templates comprising a double-stranded segment,

e.g., greater than 75%, or even greater than 90% of the target segment will be double-stranded or

otherwise intemally complementary. Such templates may, for example, comprise a double-stranded

portion comprised of two complementary sequences and two single-stranded linking portions (e. g.,

oligos or “hairpins”) joining the 3’ end of each strand of the double-stranded region to the 5’ end of

the other strand (sometimes referred to as “SMRTbellTW' templates). In certain embodiments,

double-stranded portions for use in such templates are PC R-amplifi ed. Optionally, restriction sites

are incorporated within the PCR primers such that subsequent digestion of the amplified products

with appropriate restriction enzymes generates double-stranded portions containing known

overhang sequences on either end, which are then ligated to hairpin adapters containing a

complementary overhang to generate the SMRTbellTM templates.

[“0202] These template molecules are particularly useful as nucleotide sequence data

generated therefrom comprises both sense and anti sense nucleotide sequences for the double-

stranded portion, and the circular conformation of the template enables repeated sequencing (e.g.,

using a polymerase capable of strand-displacement) provides duplicative or redundant sequence

information. Restated, a sequence process may progress around the completely contiguous sequence

repeatedly obtaining sequence data for each segment from the complementary sequences, as well as

sequence data within each segment, by repeatedly sequencing that segment. Iterative illumination is

useful in such sequencing applications, e.g., to focus nucleotide sequence data collection on stages

of the sequencing reaction most of interest, such as the stages during which nucleotide sequence

data is being generated from a strand of the (previously) deuble-stranded portion. Iterative

illumination may also allow additional “rounds” of sequencing the template by virtue ofthe

reduction in photo-induced damage to reaction components, as described elsewhere herein, thereby

providing more complete and robust nucleotide sequence data for future analysis, e.g., sequence

scaffold construction andfor consensus sequence determination. Further, as described above, the

number of base positions separating sequence reads generated in illuminated periods can be

estimated based on the temporal length of intervening non-illuminated periods and the known rate

of incorporation during the reaction and»ror by the measured rate of incorporation during the

illuminated period(s). The known rate of incorporation can be based on various factors including,

but not limited to, sequence context effects due to the nucleotide sequence of the template nucleic

acid, kinetics of the polymerase used, buffer effects (salt concentration, pH, etc), and even data
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being collected from an ongoing reaction. These factors can be used to determine the appropriate

timing for the illuminated and non-illuminated periods depending on the experimental objectives of

the practitioner, whether it be maximizing length or depth of sequence coverage on a given template

nucleic acid, or optimizing sequence data collection from particular regions of interest, e.g., from

the ends of the double-stranded portion of a Sh/LR.TbellTM template.

[00203] In addition to providing sense and antisense sequence data within a single template

molecule that can be sequenced in one integrated process, the presence of the single-stranded

linking portions also provides an opportunity to provide a registration sequence that permits the

identification of when one segment, e.g., the sense strand. is completed and the other begins, e.g.,

the anti sense strand. Such registration sequences provide a basis for alignment sequence data from

multiple sequence reads from the same template sequences, e.g., the same molecule, or identical

molecules in a template population. Additional aspects of and uses for registration sequences, e. g,

for molecular redundant sequencing, are further described in US. Patent Publication No.

20090029385, which is incorporated herein by reference in its entirety for all purposes.

[00204] In certain embodiments, such a sequencing process begins by priming the template

nucleic acid within one ofthe linking portions and allowing the polymerase to proceed along the

strand of the double-stranded portion of the template that is immediately down stream of the primed

linking portion when the double-stranded portion is melted or denatured. The sequence process

proceeds around the second linking portion and proceeds along the complementary strand of the

(now previously) double-stranded portion of the template. Because the template is circular, this

process can continue to provide multiple repeated sequence reads from the one template. Thus,

sequence redundancy comes from both the determination of complementary sequences (sense and

anti sense strands of the double-stranded portion), and the repeated sequencing of each circular

template. The ongoing sequencing reaction is subjected to multiple illuminated and non-illuminated

periods to generate at least two or more sequence reads per pass around the template. The

illuminated periods are preferably timed to allow generation of nucleotide sequence data for

selected regions of the template. For example, it may be beneficial to only generate nucleotide

sequence data for the complementary strands of the double-stranded portion, or segments thereof.

As will be appreciated, in iteratively sequencing circular templates, strand displacing polymerases,

as discussed elsewhere herein, are particularly preferred, as they will displace the nascent strand

with each cycle around the template, allowing continuous sequencing. Other approaches will
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similarly allow such iterative sequencing including, e.g., use of' an enzyme having 5’-3’ exonuclease

activity in the reaction mixture to digest the nascent strand post-synthesis.

[00205] One may optionally employ various means for controlling initiation andror

progression of a sequencing reaction, and such means may include the addition of specific

sequences or other moieties into the template nucleic acid, such as binding sites, e.g, for primers or

proteins. Various methods of incorporating control elements into an analytical reaction, e. g. by

integrating stop or pause points into a template, are discussed elsewhere herein and are further

described in related application, US. Application No. 12/413,258, filed March 2?, 2009, which is

incorporated herein by reference in its entirety for all purposes.

[00206] In certain embodiments, a reaction stop or pause point may be included vvi thin the

template sequence, such as a reversibly bound blocking group at one location on the template, eg,

on the linking portion that was not used in priming. By way of example, following initial

sequencing from the original priming location, eg, from the single-stranded linking portion used in

priming synthesis through a first portion of the sense strand (e,g., the 3’ end), the data acquisition

may be switched off and the polymerase allowed to proceed around the template, e.g., through the

remainder of the sense strand to the other linking portion. The incorporation of a synthesis blocking

moiety coupled to this linking portion will allow control of reinitiation of the polymerase activity at

the 3‘ end of the antisense strand. One would thereby obtain paired-end sequence data for the

Overall (previously) double-stranded segment, with sequence data from one end coming from the

sense strand and sequence data from the other end coming from the anti sen se strand. This template

construction and sequencing methodology is particularly useful in the case of long double-stranded

segments, especially given the short read lengths generated by some sequencing technologies.

[00207] A variety of synthesis controlling groups may be employed, including, e.g., large

photolabile groups coupled to the nucleobase portion of one or more bases in the single-stranded

portion that inhibit polymerase-mediated replication; strand-binding moieties that prevent

processive synthesis, non-native nucleotides included within the primer andr’or template, and the

like. The use of strand-binding moieties includes, but is not limited to, reversible, specific binding

of particular proteins to recognition sequences incorporated into the template (or primer bound

thereto) for this purpose. In certain embodiments, such control sequences may include binding sites

for transcription factors, e. g., repressor binding regions provided within the linking portion(s). For

example, the lac repressor recognition sequence is bound by the lac repressor protein, and this
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binding has been shown to block replication in a manner reversible by addition of appropriate

initiators, such as isophenylthiogalactoside (LPTG) or allolactose.

[00208] In some embodiments, primer recognition sequences and/or additional control

sequences may also be provided for control of initiation andr’or progression of polymerization, e.g.,

through a hybridized probe or reversibly modified nucleotide, or the like. (See, e. g., US. Patent

Application No. 2008-0009007, the full disclosure of which is incorporated herein by reference in

its entirety for all purposes.) Such probes include but are not limited to probes at which a

polymerase initiates polymerization, probes containing various types ofdetectable labels, molecular

beacons, TaqMan® probes, lnvader® probes (Third Wave Technologies, Inc), or the like, that can

be used for various purposes, e.g., to provide indications of the commencement andr'or progress of

synthesis.

[00209] An engineered pause point (reversible or irreversible) can include one or more non-

native (non-natural) or fifth bases that do not pair with any of the four native nucleoside

polyphosphates in the synthesis reaction, e.g., in the template andr’or oligonucleotides probe(s),

andr’or that exhibit a distinct kinetic signature during template-dependent synthesis at such a base.

Upon encountering such a base, the polymerase pauses until the complement to the non-natural base

is added to the reaction mixture. Likewise, an engineered pause point could include a “damaged"

base that causes a stop in replication until repair enzymes are added to the mixture. For example, a

template having a pyrimidine dimer would cause the replication complex to pause, and addition of

the photolyase DNA repair enzyme would repair the problem location and allow replication, and

sequencing to continue. In yet further embodiments, a combination of modification enzymes could

be used to engineer a set of modified bases on a template, e.g., a combination ofglycosflases,

methylases, nucleases, and the like. (Further information on sequencing template nucleic acids

comprising modifications, including detecting kinetic signatures of such modifications during

single-molecule sequencing reactions, are provided in US. Patent Application Nos. 6U201,551,

filed December 11, 2008', 61(180350, filed May 2], 2009; and 12f945,?67, filed November 12,

2010, and US. Patent Publication No. 2010:0221? 16, the disclosures of which are incorporated

herein by reference in their entireties for all purposes.)

[00210] As noted elsewhere herein, stop or pause points can be engineered into various

portions of the template, e.g., portions for which the nucleotide sequence is unknown (e.g., a

genomic fragment) or known (e.g., an adaptor or linker ligated to the genomic fragment.) For

example, SMRTbellTM templates are topologically closed, single-stranded molecules having regions
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of internal complementarity separated by hairpin or stem-loop linkers, such that hybridization of the

regions of internal complementarity produces a double-stranded portion within the template. One or

both of the linkers can comprise a stop or pause point to modulate polymerase activity. In some

embodiments, these regulatory sequences or sites cause a permanent cessation ofnascent strand

synthesis, and in other embodiments the reaction can be reinitiated, e.g., by removing a blocking

moiety or adding a missing reaction component. Various types of pause and stop points are

described below and elsewhere herein, and it will be understood that these can be used

independently or in combination, e.g., in the same template molecule.

[00211] In other embodiments, an abasic site is used as a synthesis blocking moiety or pause

point until addition of a non-natural “base,“ such as a pyrene, which has been shown to “base-pair”

with an abasic site during DNA synthesis. (See, e.g., Matray, et al. (1999) Nature 399(6737):704-8,

which is incorporated herein by reference in its entirety for all purposes.) Where a permanent

termination of sequencing is desired, no non-natural analog is added and the polymerase is

permanently blocked at the abasic site. DNA (or RNA) glycosylases create abasic sites that are

quite different from the normal coding bases, A, T, G, and C (and U in RNA), A wide variety of

monofunctional and bifunctional DNA glycosylases that have specificity for most common DNA or

RNA adducts, including 5-methylcytosine, are known in the art, with different glycosylases capable

of recognizing different types of modified DNA andfor RNA bases. The molecular structures of

many glyc03ylases have been solved, and based on structural similarity they are grouped into four

superfamilies. The UDG and AAG families contain small, compact glycosylases, whereas the

MutMr’Fpg and HhH—GPD families comprise larger enzymes with multiple domains. As an

example, f0ur enzymes have been identifr ed in Arabidopsis thaiiana in the plant pathway for

cytosine demethylation. Additionally, other enzymes are also known to recognize S-rnethyl cytosine

and remove the methylated base to create an abasic site. Further, various enzymes are known to

methylate cytosine in a sequence-specific manner. As such, a combination of a cytosine-methylase

and an enzyme that creates an abasic site from a methylated cytosine nucleotide can be used to

create one or more abasic sites in a template nucleic acid. The size of the recognition site of the

methylase and the base composition of the template determine how frequently methylation occurs,

and therefore, the number of abasic sites created in a given template nucleic acid, allowing the

ordinary practioner to choose a methylase with a recognition site that produces a desired spacing

between modified nucleotides. For example, if the recognition site is three bases long, then on

average an abasic site is expected every 64 bases; if the recognition site is four bases long, then on
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average an abasic site is expected every 256 bases; ifthe recognition site is six bases long, then on

average an abasic site is expected every 4096 bases; and so forth. Of course, templates with a higher

GC content would be expected to have more frequent abasic site formation, and templates with

lower GC content would be expected to have less frequent abasic site formation.

[00212] Uracil-DNA glycosylases can also be used to introduce abasic sites into a template

nucleic acid comprising deoxyuridine nucleotides. This strategy has the advantage of allowing the

practitioner to choose the locations of the abasic sites within a DNA template since deoxyuridine

nucleotides are not generally found in DNA. Various methods of inserting deoxyuridine nucleotides

into a DNA template may be used, and different methods will be preferred for different

applications. In certain embodiments, one or more site-specific deoxyuracils are incorporated during

standard phosphoramidite oligonucleotide synthesis. To place uracils at indeterminate positions in a

DNA, replacing a portion of the deoxythymidine triphosphate with deoxyuridine triphosphate will

result in an amplimer with random U sites in place ot‘T sites after polymerase chain reaction. In

other embodiments, deoxyuridine nucleotides are engineered into the template, e.g,, by ligation ofa

synthetic linker or adaptor comprising one or more deoxyuridine nucleotides to a nucleic acid

sequence to be sequenced. In certain preferred embodiments, deoxyuri dine nucleotides are

incorporated into the linker portions ofa SMRTbellTM template.

[00213] To subsequently introduce abasic sites prior to sequencing, the deoxyuridine

nucleotide-containing template is subjected to treatment with uracil-DNA glycosylase, which

removes the one or more uracil bases from the deoxyuridine nucleotides, thereby generating one or

more abasic sites in the template. Alternatively, since the deoxyuridine nucleotide can be

recognized as a template base and paired with decayadenosine during template-dependent nascent

strand synthesis, the synthesis-blocking abasic site can instead be introduced after initiation of the

sequencing reaction, e.g_, at a time chosen by the practitioner. For example, the reaction can be

initiated with a deoxyuridine-containing template, and uracil-DNA glycosylase can subsequently be

added to block the polymerase and halt the reaction after the reaction has proceeded for a given

time. As such, termination of the reaction is optional rather than required.

[00214] While uracil-DNA glycosylase activity is useful for introducing abasic sites into a

template as described above, this activity can be problematic during the preparation of such

templates. As such, strategies are typically implemented during preparation and manipulation of

uracil-containing DNA, e.g., using molecular biology enzymes, to avoid uracil-DNA glycosylase

activity, in particular, due to the E. coil UDG enzyme. Since a majority of standard molecular
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biology enzymes are overexpressed and subsequently purified from an h‘. colr' host, UDG activity

can be a contaminating activity that is often not monitored by the enzyme manufacturer’s quality

control procedures. To mitigate contaminating UDG activity, a commercially available UDG

inhibitor, also known as uracil glycosylase inhibitor or UGI (eg, from New England Biolabs,

Ipswich, MA) can be included in molecular biology reactions. This is a small protein inhibitor from

the H. whims bacteriophase PBSI that binds reversibly to E. coli UDG to inhibit its catalytic

activity. UGI is also capable of dissociating UDG from a DNA molecule. Alternatively, UDG

activity can be inhibited without exogenous protein using a chemical inhibitor ofthe enzyme, such

as an oligonucleotide containing a l-aza-deoxyribose base, a transition state analog for the UDG

enzyme. This and other cationic nitrogenous sugars have been used for mechanistic studies of UDG

activity and show potent inhibition activity. (See, e.g., Jiang et al. Biochemistry, 2002, 4] (22), pp

7] 16—7 [24.)

[00215] In certain applications, UDG activity needs to be inhibited temporarily, and

subsequently enabled to remove create an abasic site as described above. In some embodiments, a

DNA purification that removes proteins is employed, e,g., including a phenol-chloroform extraction

with subsequent ethanol precipitation, a silica-based column approach (e.g., QiaQuick columns

from Qiagen and similar products), andfor a PEGx’sodium chloride precipitation (cg, AMPure

beads from Beckman Coulter). Altematively or additionally, a commercially-available UDG

enzyme that is not inhibited by UGI is added when abasic site formation is desired. For example,

the A. .firfgi'das UDG is from a thermophilic organism and cannot be inhibited by the same

bacteriophage protein as is the E. can UDG enzyme. In certain preferred embodiments, UDG-

inhibition is emp10yed duringr template preparation, and inhibition-resistant UDG activity is added

at a subsequent time to trigger the creation of abasic sites at deoxyuridine nucleotides, e.g.,

immediately prior to or during an ongoing reaction.

[00216] In some preferred embodiments, one or more abasic sites are engineered into a linker

or adapter sequence within a sequencing template molecule. Abasic sugar residues serve as efficient

terminators of polymerization for many polymerases, e. g., (D29. 1’,2’-dideoxyribose is the most

common synthetic “abasic site”. In other embodiments, a synthetic linker is incorporated into a

linker or adaptor. For example, an internal spacer (cg, Spacer 3 from Biosearch Technologies, Inc.)

or other carbon-based linker can be used in lieu of a sugar-base nucleotide. Similar to an abasic

nucleotide, the polymerase will be blocked upon encountering these moieties in the template nucleic

acid.
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[00217] In certain embodiments, synthesis bloc-king moieties are nicks in the template nucleic

acid. Nicking enzymes (e.g., nicking endonucleases) are known in the art and can be used to

specifically nick the template prior to or during a template-directed sequencing reaction. The use of

site-specific nicking endonucleases allows the practitioner to incorporate a recognition sequence at

a particular location within the template nucleic acid, and such nicking endonucleases are

commercially available, e.g., from New England Biolabs, Inc. For example, a linker or adapter can

be synthesized with a nicking endonuclease recognition sequence, ligated to a nucleic acid molecule

to be sequenced, and can be specifically nicked either before or during a subsequent sequencing

reaction. Nicks can also be introduced by ligating duplex segments that lack either a terminal 3’-

hydroxy (e.g., have a dideoxynucleotide at the 3’-terminius) andr'or 5’-phosphate group on one

strand. The ligation results in covalent linkage of the phosphodiester backbone on one strand, but

not on the other, which is therefore effectively “nicked.” In certain embodiments, a SlVIRTbellTM

template is constructed using a duplex (or “insert“) nucleic acid molecule lacking a 5’-phosphate

group at one or both termini. Upon ligation of the hairpin or stem-loop adaptors at each end, nicks

are created at one or both ligation site(s), depending on whether the duplex lacked a 5‘-phosphate at

one or both ends, respectively. In other embodiments, a SMRTbelITM template is constructed using

one or two stem-loop adaptors lacking a 3’-hydr0xy group at the terminus (eg, comprising a 2‘,3‘-

dideoxynucleotide rather than a 2’-deoxynucleotide). Upon ligation of one or two stem-loop

adaptors lacking a 3’-hydroxy group, one or two nicks are created at the ligation site(s), depending

on whether one or two adaptors lacked the 3’-hydroxy group, respectively. In both cases, a nick is

created in the template nucleic acid, and a primer bound to one of the adaptors provides an initiation

site for the polymerase, which will process the template until encountering a nick, at which point

the polymerase will terminate the reaction by dissociation from the template. Regardless of how a

nick is created, the position of a nick relative to the initiation site for the polymerase determines

how much of the template will be sequenced. For example, Figure 19A provides an illustrative

example ofan embodiment in which a nick is present on a first strand ofa duplex portion at a

position distal to the adaptor containing the primer binding site. The first strand is processed by a

polymerase, but the complementary strand is not processed because the polymerase dissociates at

the nick site. An alternative embodiment is shown in Figure 19B, in which a nick is present on the

strand complementary to the first strand at a position proximal to the adaptor containing the primer

binding site. In this case both the first and complementary strands, as well as the adaptor not

containing the primer binding site, are processed by the polymerase prior to dissociation. The
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position ofthe primer binding site also determines how much of the template is processed by the

polymerase. Figure 19C provides a template having a primer binding site at a position from which a

polymerase would process a significant portion of the adaptor prior to entering the duplex portion.

An additional advantage to using a 3’-dideoxynucleotide at a nick is that it prevents the use of the

nick as a polymerse initiation site, since strand extension requires a 3-hydroxy group. As such, the

resulting nick would not compete with a primer site for initiation of nascent strand synthesis by the

polymerase. Having a single, known site ofinitiation on a template molecule is beneficial, e.g., for

subsequent mapping ofa read generated in such a reaction. In certain preferred embodiments, a nick

site both lacks a 5’-phosphate group and comprises a 3’-dideoxynucleotide.

[00213] In certain preferred embodiments, modification and base excision is performed prior

to introduction ofa template nucleic acid to a reaction site, e.g., a zero-mode waveguide. As noted

above, the choice of recognition site for the methylase depends on how far apart the practitioner

wishes point of synthesis initiation to be on the template. For example, after initiating the template-

dependent sequencing reaction, the sequence of nucleotide incorporations into the nascent strand is

monitored for a desired sequence read, which may extend from the initiation point to the pause

point, or may end before the polymerase reaches the pause point. In some preferred embodiments,

as described elsewhere herein, the monitoring is suspended by modifying or removing an

illumination source, e.g., by moving the illumination source or a substrate comprising the reaction

site. Synthesis of the nascent strand will continue until the pause site is reached, whether or not the

reaction is being actively monitored. When the reaction is to be reinitiated, reaction components are

added that allow bypass, e.g., pyrene, polymerase, etc, and these can be subsequently removed

(e. g., by buffer exchange) to allow additional pauses at other pause sites on the template.

[00219] In certain embodiments using pyrosequencing-based technologies (e.g., as developed

by 454 Life Sciences), abasic sites can be introduced into a set of amplified template nucleic acids

and synthesis initiated. Since all templates in the set are identical, they will comprise the same

number of abasic sites in the same positions. During the course of the synthesis reaction, the

synchronous incorporation of nucleotides into the nascent strands is monitored until either an abasic

site is reached (at which point the synthesis is paused) or until the incorporation becomes

asynchronous (which increases the background noise and decreases reliability of the sequence read).

In the latter case, the practioner may opt to speed up the reaction, e.g., by adding all nucleotides at

one time, to extend all nascent strands to the first abasic site in the templates. When synthesis is to

be reinitiated, reaction components are added that allow bypass of the abasic site, e.g. one or more
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pyrenes. A wash step may be performed to remove nucleotides andr’or polymerases from the

reaction sites prior to such addition. Further, in some cases, a different polymerase may be used for

pyrene incorporation as is used for sequencing-by-synthesis reactions. In certain preferred

embodiments, the reaction mixture comprising the pyrene For abasic site bypass allows readthrough

of the abasic site, but no firrther on the template. Subsequent addition of sequencing reaction

mixture allows the sequencing-by-synthesis reaction to recommence and incorporation of

nucleotides into the nascent strand to be monitored. Alternatively or additionally, the practioner

need not wait until an abasic site is reached to suspend detection and, optionally, speed up the

reaction to bring all nascent strands to a given abasic site, but can choose to do this before a reaction

has become asynchronous, e.g, after desired sequence data has been collected for a particular

region of interest in a template nucleic acid.

[00220] In certain embodiments using ligation-based technologies (e.g., the SGLiDTM System

developed by Life Technologies), a pause site can be engineered by using an oligonucleotide that

cannot participate in the ligation reaction and that is complementary to a desired location on the set

ofidentical template nucleic acids, e.g., on a bead. When the serial ligation reaction hits the position

recognized by this polynucleotide, the reaction cannot proceed and any reactions that have become

asynchronous will “catch up.“ The user can then unblock the oligo (e.g., using chemical treatment

or photo-cleavage) and reinitiate the sequencing reaction.

[00221] In some cases, it may be desirable to provide endonuclease recognition sites within

the template nucleic acid. For example, inclusion of such sites within a circular template can allow

for a mechanism to release the template from a synthesis reaction, i_e., by linearizing it, and

allowing the polymerase to run off the linear template, and/or to expose the template to exonuclease

activity, and thus terminate synthesis through removal of the template. Such sites could additionally

be exploited as control sequences by providing specific binding locations for endonucleases

engineered to lack cleavage activity, but retain sequence specific binding, and could therefore be

used to block progression ofthe polymerase enzyme on a template nucleic acid.

[00222] In some cases, nicking sites, e.g., sites recognized by nicking endonucleases, may be

included within a portion of the template molecule, and particularly within a double-stranded

portion of the template, e.g, in a double-stranded segment of a SMRT bellT‘“ or in the stern portion

of an exogenous hairpin structure. Such nicking sites provide one or more breaks in one strand of a

double-stranded sequence and can thereby provide one or more priming locations for, e.g., a strand-

displacing polymerase enzyme. A variety of nicking enzymes and their recognition sequences are
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known in the art, with such enzymes being generally commercially available, e.g., from New

England Biolabs.

[00223] In certain embodiments, methods for intermittent detection described herein are

useful in ”paired-end" sequencing applications in which sequence information is generated from

two ends of a template nucleic acid but not for at least a portion ofthe intervening portion ofthe

template. Typically, paired-end sequencing applications provide sequence data for only the two

ends of a nucleic acid template, but the present invention also allows generation of additional

sequence reads that are noncontiguous with the sequence reads from the ends of the template. In

certain preferred embodiments, a duplex fragment (e.g., genomic fragment) is ligated to a single-

stranded linker that connects the 3‘ end of the sense strand to the 5’ end ofthe antisense strand, or

that connects the 5’ end of the sense strand to the 3’ end of the anti sense strand. In either

orientation, separation of the two strands of the duplex fragment results in a single-stranded linear

template nucleic acid that contains the linker in between the sense and anti sense strands. Subsequent

sequencing can involve intermittent detection that generates sequence reads for only the portions of

the sense and anti sense strands that are ofinterest, e.g., one or both of the ends. In certain

embodiments, both sense and antisense strands may be sequenced at both ends to provide

redundancy in the sequence data. Sequence reads recognized as being from the linker portion of the

template (cg, based on the known linker sequence or specific registration sequences encoded

therein) can be used to orient the alignment of the sequence reads from the sense and anti sense

portions of the template, previding context for determining the sequences of the ends of the duplex

fragment and sub sequent sequence scaffold construction andfor mapping. In certain embodiments,

pause or stop points may be incorporated into the linker to control the processing of the template by

the polymerase, and therefore may be used to synchronize the detection periods to ensure generation

of sequence reads from particular regions of template. Further, additional detection periods can be

included that are timed to provide sequence reads from portions of the sense and/or antisense strand

that are noncontiguous with the end regions.

[00224] In a related embodiment, paired-end sequencing may be accomplished by using a

nucleic acid template that has linkers connecting the sense and antisense strands of a duplex

fragment at both ends, such that separation of the strands of the duplex fragment provides a single-

stranded circular template that contains a linkers in between each end of the sense and anti sense

strands of the original duplex fragment. Such a template molecule would allow a strand-displacing

polymerase to proceed around the template multiple times, thereby potentially generating redundant
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sequence data from both ends of both strands of the original duplex fragment. As noted elsewhere

herein, such redundancy is useful for determination ofconsensus sequences andfor construction of

sequence scaffolds. As the polymerase enzyme processes the template, detection periods can be

timed (e.g., based on knowledge of the rate at which the polymerase processes the template, which

is dependent not only on the polymerase but also on the sequence of the template itself) to generate

nucleotide sequence reads from the regions of the template corresponding to one or both ends of the

sense and anti sen se strands, and can also include detection periods to generate additional reads from

other, noncontiguous regions of the duplex fragment, as well. Although such timing can be used to

determine the appropriate periodicity of the detection periods, at later stages of the reaction (e.g., as

the polymerase repeatedly proceeds around the template), the exact location of reiniti ati on of

sequence read generation becomes more approximate. Incorporation of pause or stop points into one

or both linkers to regulate the processing of the template by the polymerase may be used to

synchronize the detection periods regardless of the total distance travelled by the polymerase around

the template. This strategy more reliably ensures generation of sequence reads from selected regions

of template, e.g, the ends of the sense and anti sense portions and, optionally, regions in between and

noncontiguous with the end regions regardless of the number of passes of the polymerase around

the template nucleic acid. especially in later stages of the reaction. Further, the known sequence of

one or both of the linkers can be used to orient sequence reads from the sense and antisense portions

for consensus sequence determination andr’or mapping.

[00225] In some such embodiments, a duplex fragment inserted between two hairpin linkers

may be much larger than desired, increasing the difficulty of limiting nucleotide sequence read data

to partiCular regions of the fragment. The size of the duplex fragment ligated to the two hairpin

linkers can be selectively reduced to retain the regions attached to the linkers and to lose a central

portion of the duplex fragment. One particularly preferred strategy, illustrated in Figure 18,

comprises hairpin linkers (1802, 1804) having a regions of cross-complementarity (1806, 1808),

such that the two linkers 1802 and 1804 can anneal to each other in a manner that does not interfere

with ligation to a duplex fragment 1810. Duplex fragment 1810 comprises ends 1812 and 1814, as

well as a long central region 1816, which is not shown but is understood to be between the two

curvy lines. Once end 1812 is ligated to linker 1802 and end 1814 is ligated to linker 1804, the

construct is subjected to fragmentation, which removes the central region 1816 of the duplex

fragment 1810, producing construct 1818 having ends 1820 and 1822. After fragmentation, the ends

of the portions of the duplex fragment still associated with the annealed linker pair (ends 1820 and

96

Oxford, Exh. 1013, p. 279



Oxford, Exh. 1013, p. 280

PBI DOCKET NO: til-00 ??flfilIS

1822) are ligated together to produce construct 1824, which can then be treated (e.g., with heat,

gentle denaturation, primer invasion, changing salt concentration, etc.) to separate cross-

complementary regions 1806 and 1308 from one another, e.g., to generate a circular single-stranded

nucleic acid molecule. Alternatively, the separation may occur during the course of the sub sequent

reaction, e.g., by polymerase-mediated strand displacement. Yet further, where the hybridized

cross-complementary regions are long enough to undergo a complete DNA turn, an additional

reaction component (eg, helicase, topoisomerase, polymerase, etc.) may be needed to unwind the

duplex and allow separation. As such, the resulting “mate-pair” construct has only the ends ofthe

original duplex fragment ligated together and capped with adaptors that link the 5’ end of each

strand of the duplex with the 3’ end of the other strand of the duplex, and denaturation of the duplex

produces a cl osed, single-stranded circular construct.

[00226] Fragmentation of the duplex fragment can be performed by a variety of known

methods. For example, fragmentation can be performed enzymatically (e_g., using restriction

enzymes or other nucleases) or mechanically, by shearing or sonication. The type of fragmentation

chosen will determine various characteristics of the resulting construct, e.g., how large a central

region is removed and the types of ends remaining (cg, blunt, 5‘ overhang, 3’ overhang, random,

identical on both ends, etc). Optionally, the ends can be modified after fragmentation to facilitate

the subsequent ligation step. Although not shown in Figure 18, it is expected that the ligation of the

duplex fragment to the hybridized linkers will be a two-step process, with one end being ligated first

and unimolecular kinetics favoring ligation of the second end to the second linker. The cross-

complernentary regions of the linkers can be designed to produce varying levels of

complementarity, and therefore varying strengths of the hybridization. For example, a longer or

higher GC content in a cross-complementary region lends a higher stability to the linker:linker

interaction, but separation of the hybridized linkers requires a more severe treatment, e.g, higher

temperature, more stringent conditions, etc. As such the cross-complementary regions should be

engineered to produce a stable linkerLIinker interaction that is disruptable under conditions that are

not destructive to the overall construct. Further the linkers can vary in regions apart from the cross-

complementary regions For example, one linker can have a primer binding site that the other lacks,

which would provide a single polymerase initiation site in the final construct. Other sequence

characteristics described herein (e.g., pause sites, registrations sequences, etc.) can also be included

in one or both linker regions. If topological constraints limit the subsequent processing of the

resulting contruct, cg, during template-directed nascent strand synthesis, these can be addressed by
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addition of a reaction component (e. g, a helicase or topoisomerase) to resolve the topological

constraint. As such, the methods can be used to add asymmetric linkers to duplex polynucleotides,

whether or not the duplex is to be selectively reduced in size, or not, as long as the asymmetric

linkers can cross-hybridize to one another.

[00227] Although in preferred embodiments, the two linkers to be ligated to a single duplex

fragment are hybridized to one another prior to ligation, in some embodiments they are instead

hybridized after the initial ligation reaction, and where topological constraints inhibit such a post-

ligation hybridization a reaction component (e.g., topoisomerase) may be included to relieve such

constraints. In certain embodiments, the hybridized linkers are separated prior to addition of

reaction components for a sub sequent reaction, and in other embodiments the hybridized linkers are

not separated until after the addition of reaction components for a subsequent reaction. For example,

a polymerase enzyme may bind to a primer annealed to a linker before or after separation of the

linker from a second linker. In fact, it may be benefical in some embodiments to postpone

separation of the linkers. e. g, where compaction of the nucleic acid construct is beneficial, such as

when the construct must be loaded into a confinement of some kind, e.g., a nanowell, optical

confinement, etc.

[00228] In some embodiments. the methods further include separation of single linker

constructs from hybridized linker pair constructs. This can be accomplished by an exonuclease

treatment afier ligation of the duplex fragment to the linkers, which would degrade any constructs

having an unannealed end. Alternatively, it may be desirable to remove the single linkers prior to

ligation, for example using a size separation methodology or by allowing them to bind to

oligonucleotides that are complementary to the cross-complementary regions and bOund to a

column or magnetic beads. (The cross-complementary regions of the hybridized linker pairs will not

be available for binding to the oligonucleotides. Other methods known in the art can also be used to

separate single linkers from hybridized linker pairs.

[00229] Interestingly, the use of the sensefantisense nucleic acid templates described above

would represent a unidirectional processing of a template to provide paired-end sequence data, as

opposed to the more traditional bi-directional processing of a linear template molecule. Further,

unlike traditional approaches, these methods for paired-end sequencing involve processing,

chemically or otherwise, of not just the regions at the ends, but also regions in between the ends,

and in some embodiments comprising processing of the entire template. For example, a polymerase

incorporates nucleotides into a nascent strand for each position of the template (thereby
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“processing” each position of the template), Yet the sequencing data generated is limited to specific-

regions of the template that are of particular interest to the practitioner, such as the end regions. As

such, in certain embodiments the duplex fragment is not further reduced in size after ligation to a

linker pair, and the entire duplex fragment is processed by the polymerase.

[00230] In certain embodiments, methods for intermittent detection described herein are

useful in analysis systems that employ nanopores. A nanopore is a small pore in an electrically

insulating membrane that can be used for single molecule detection. In general, a nanopore

functions as a Coulter counter for much smaller particles, and can take various forms, e.g., a protein

channel in a lipid bilayer or a pore in a solid-state membrane. The detection principal is based on

monitoring the ionic current of an electrolyte solution passing through the nanopore as a voltage is

applied across the membrane. For example, passage of a polynucleotide molecule (e.g., DNA,

RNA, etc.) through a nanopore causes changes in the magnitude ofthe current through the

nanopore, with each nucleotide obstructing the nanopore to a different, characteristic degree. As

such, the pattern of variations in the current passing through the nanopore as the poly-nucleotide is

drawn through may be monitored and analyzed to determine the nucleotide sequence of the

polynucleotide. A polynucleo’ride may be drawn through the nanopore by various means, e.g., by

electrophoresis, or using enzyme chaperones to guide the polynucleotide through the nanopore. For

additional discussion of methods of fabrication and use of nanopores, see, e.g., US. Patent No.

5,795,782; Kasianowicz, J.J., et al, (l996) Pmc Nati'AmdS'cr USA 93(24): 13770-3; Ashkenas, N.,

et al, (2005) Angeli! (718m Int Ed Eng! 44(9): 1 40l-4', Winters-Hilt, S., et al, (2003) Biophst

84967-76, Astier, Y., et al. (2006) JAm Chem Soc 128(5):1?05-10; Fologea, D., et al. (2005)Ncmo

Let! 5(10):1905-9; Deamer, D.W., et a1. (2000) fienobBtotechi/iof 18(4): 147-51; and Church, GM.

(2006) Scientific American 294(1):52, all of which are incorporated by reference herein in their

entireties for all purposes. In some embodiments, intermittent detection of nucleic acid sequence

data from a nanopore may be achieved by modifying the progress of the polynucleotide through the

nanopore so that progress is sped up during non-detection periods and progress is slowed to allow

sequence determination during detection periods. The rate of passage of the polynucleotide through

the nanopore may be modified by various methods, including but not limited to increasing an

electrophoretic- field carrying the polynucleotide (e.g., by increasing the voltage, changing the

conductivity of the reaction mixture, and the like), or changing various reaction conditions to alter

the speed at which a protein chaperone carries the polynucleotide. Further, in embodiments utilizing
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a processive exonuclease to feed individual bases through the nanopore, the kinetics of the

exonuclease may be modified based on the known biochemical characteristics ofthe exonuclease.

[00231] In diagnostic sequencing applications, it may be necessary only to provide sequence

data for a small fragment of DNA, but do so in an extremely accurate sequencing process. For such

applications, shorter target segments may be employ ed, thus permitting a higher level of

redundancy by sequencing multiple times around a smaller circular template, where such

redundancy provides the desired accuracy. Thus, in some cases, the double stranded target segment

may be much shorter, e.g., from 10 to 200, from 20 to 100 or from 20 to 50 or from 20 to 75 bases

in length. For purposes of the foregoing, the length of the target segment in terms of bases denotes

the length of one strand of the double stranded segment. In such applications, various methods for

intermittent detection described herein may be used to analyze the sequence of the template, thereby

targeting the sequence data to the portion(s) of the template of particular interest to the

diagnostician, andfor improving various aspects of the reaction performance, e.g., by virtue of the

reduction of photo-induced damage to one or more reaction components.

[00232] It is to be understood that the above description is intended to be illustrative and not

restrictive. It readily should be apparent to one skilled in the art that various embodiments and

modifications may be made to the invention disclosed in this application, including but not limited

to combinations of various aspects of the invention, without departing from the scope and spirit of

the invention. The scope of the invention should, therefore, be determined not with reference to the

above description, but should instead be determined with reference to the appended claims, along

with the full scope of equivalents to which such claims are entitled. All publications mentioned

herein are cited for the purpose of describing and disclosing reagents, methodologies and concepts

that may be used in connection with the present invention. Nothing herein is to be construed as an

admission that these references are prior art in relation to the inventions described herein.

Throughout the disclosure various patents, patent applications and publications are referenced.

Unless otherwise indicated, each is incorporated by reference in its entirety for all purposes.

[00233] Although described in some detail for purposes of illustration, it will be readily

appreciated that a number of variations known or appreciated by those of skill in the art may be

practiced within the scope of present invention. Unless otherwise clear from the context or

expressly stated, any concentration values provided herein are generally given in terms of admixture

values or percentages without regard to any conversion that occurs upon or following addition of
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the particular component of the mixture. To the extent not already expressly incorporated herein,

all published references and patent documents referred to in this disclosure are incorporated herein

by reference in their entirety for all purposes.

[00234] The following non-limiting examples are provided to further illustrate the invention.

VI. Examples of Intermittent Illumination of a Single Molecule Sequencing-by-

Synthesis Reaction

Example 1

[00235] A nucleic acid template was provided that comprised a double-stranded region and

two single-stranded linker portions at each end. The first linker portion connected the 3’ end of the

sense strand with the 5’ end of the antisense strand, and the second linker portion connected the 3’

end of the antisense strand with the 5’ end of the sense strand. This template was designed to form a

single-stranded circle of approximately 500 bases when the double-stranded region was opened

(eg, by heat denaturization, helicase activity, etc), and is sometimes referred to as a SMRTbellTM

template. A plurality of this nucleic acid template was incubated with polymerases, primers, and

other reaction components to allow formation of polymerase-template complexes. (See, eg,

Korlach, J., et al. (2008) Nucleosides, Nucleotides and Nucleic Acids, 27210704083; and Bid, J.

(2009} Science 321133-138.) The complexes were immobilized in zero-mode waveguides in a

reaction mixture containing all necessary buffer and nucleotide analog components for carrying out

sequencing-by-synthesis reactions with the exception ofa cognate starting base and a metal

dication. A Smith-Waterman algorithm was used to perform the alignment ofthe known sequence

of the template with the sequence reads generated in the reaction, and the positions of the sequence

reads is graphically illustrated in Figure 8.

[00236] Acquisition of the data shown in Figure 8 was collected as follows. Illumination of

the array of zero-mode waveguides was initiated with laser excitation (532 nm and 64] nm laser

lines) att = -5 seconds, and the missing cognate starting base and metal dication (manganese metal)

were added at t = 0 seconds to simultaneously initiate the sequencing-by-synthesis reactions in all

zero-mode waveguides. The reactions were monitored under illumination for 120 seconds at which

time the illumination was remOved; the sequencing reads generated during that stage of the reaction

are shown in Figure 8A as a function of the template position to which each read maps. At 295

seconds illumination was resumed and data acquisition was reinitiated at 300 seconds and

maintained for another 120 second interval; the sequencing reads during this second illuminated
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period are shown in Figure SB. At 595 seconds illumination was resumed and data acquisition was

reinitiated at 600 seconds and maintained for another 120 second interval; the sequencing reads

during this third illuminated period are shown in Figure SC.

[00237] As expected, the longer the amount of time before the sequence data is collected

(that is, the later the illuminated period), the filrther into the template the alignments shift, and this

shift is a rough function of time since initiation of the reaction. Further, the distribution of sequence

reads generated during each subsequent illuminated period becomes more dispersed than the

previous illuminated period(s). Further, due to the circular nature of the template, Figure 8C clearly

shows that some polymerases have passed completely around the substrate and are beginning to

generate sequence reads from a second pass around the template, thereby generating redundant

sequence information for a single template nucleic acid.

Example [I

[00238] As in Example I, 3 SM RTbellTM template was used. For templates of defined

sequence, PCR was used to generate 3 or 6 kb DNA inserts for the double-stranded region in the

SMRTbellTM templates using a standard PCR methodology. For genomic and other biological

samples, a DNA fragmentation protocol was used that generates DNA fragments distributed around

3 or 6 kb. Generation of fragments in these ranges was done using a HydroShearLfi’ (Genomic

Solutions‘g') device with settings recommended by the manufacturer. The random genomic DNA

fragments were enzymatically treated to generate blunt ends. Both the PCR products and randomly

generated DNA fragments were phosphorylated and then immediately put into a ligation reaction

with a blunt hairpin adapter. The products were purified through two size selection steps using

reduced volumes of AlVlPureip magnetic beads (Agencourt'fi') to remove hairpin dimers and other

short products. (Fabrication of SMRTbellTM templates is further described elsewhere herein.)

[00239] The system components used for polynucleotide sequencing using intermittent

detection are comparable to single-molecule sequencing applications under constant illumination,

which are described, e.g., in Eid, et a1. (2009) Science 323:133-138. Specifically, the

immobilization and sequencing buffer compositions, nucleotide analogs identity and concentration,

polymerase, ZMWs, surface treatment and instrumentation were identical to the standard

methodology. Modifications to the SMRTbeIlT” template DNA and polymerase binding and

immobilization and data acquisition protocols are as follows.
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[00240] A binding solution was prepared by incubation of 3 or 6 kb DNA SMRTbellTM

templates (1-10 nM) with a 10-fold excess ot'DNA polymerase (10-100 nM, respectively) in 10

mM MOPS (pH 7.5), 10 mM KOAc, 100 mM DTT & 0.05% Tween-20 for 2 hours at 30°C,

followed by 1 hour at 37°C and subsequent storage at 40C prior to immobilization on the ZMWs.

Immediately prior to immobilization, the binding solution was diluted in the standard

immobilization solution (50 mM MOPS (pH 7.5), 75 mM KOAc, 5 mM DTT, 0.05% Tween-20) to

the desired final concentration, typically 0.] to 1 nM, and incubated for 30 to 60 minutes at 22°C.

Post-immobilizati on chip preparation and sequencing initiation were identical to the standard

methods.

[00241] The data acquisition protocol was similar to the standard application with

coordinated modifications to the collection timing and ZMW positioning. In the standard

acquisition procedure, a single long acquisition (~10 minutes) is performed for each ZMW. In the

intermittent illumination acquisition procedure, multiple short acquisitions (~3 minutes) of sequence

reads (al so termed “strobe reads“) were performed for each ZMW (during “detection periods“) with

an interval between each acquisition period during which no acquisition of sequence reads was

performed (“non-detection period"). The duration of the interval between each acquisition of

sequence reads was determined based upon a desired distance (i.e., number of nucleotide positions)

between each sequence (or strobe) read, the polymerization rate of the polymerase, and the

SMRTbellTM template insert size.

[00242] SMRTbellTM templates were generated as described above for AC223433, a fosmid

clone comprising a sequence of an approximately 40 kb region of Homo saprens chromosome 15.

The reference sequences used to map the sequence reads generated in the sequencing reactions were

the publically available sequences ofHomo Sc'rprerrs' chromosome 15 (Hng; NCBI Build 36.1) and

fosmid AC223433 (NCBI GenBank accession number) Table 1 shows the number of statistically

significantly mapped sequence reads for several types of intermittent illumination sequencing

reactions. The number of mappable “looks” is equivalent to the number of mappable sequence reads

generated during detection periods for a single template molecule. For example, a “mapped l-look

read” means, for a single template molecule, only a single detection period generated a sequence

read that could be mapped to the reference sequence.

Table 1: Summary of Sequencing Results

Manned 2- Manned 3- Manned 4- 
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Reference look reads look reads look reads look reads

Human chrl 5 q q

(Hng) 13834 1289 127 4
Fosmid 15253 [571 158 5

[00243] Deviations in the expected time span for a set of sequencing reads from a single

sequencing reaction are indicative of genomic events such as genomic rearrangements, e.g.,

insertions, deletions, etc. Figures 10 and 11 illustrate this point. Specifically, the time and distance

travelled along the template (based upon the reference sequence) by the polymerase was computed

within and between the sequence reads generated during the detection (illuminated) periods. These

calculations were used to detect unexpected variations, indicating possible genomic events in the

template as compared to the reference sequence. Figure 10 provides a plot that illustrates the

normalized average time it took for the polymerase to traverse a region of the template based on the

length of that region in the Homo sapfens chromosome 15 reference sequence. The sequence reads

are fit to a diagonal having a slope equal to the average speed for sequencing reads. Deviations from

the regressed diagonal indicate genomic events (for example, structural variants), and the slope of

the sequence reads around such deviations indicate the relative size of the genomic event (e.g., in

the case of insertionsfdeletions). For example, ifthe time for the polymerase to traverse a region

was unexpectedly long, this indicated the polymerase actually traversed a longer region than was

expected based on the reference sequence. The two distinct off-diagonal deviations (upper right

hand corner) with higher slope indicated that an insertion had occurred in the reference sequence,

and this was verified by comparison to the known fosmid sequence.

[00244] Figure 11 shows the average time it took the polymerase to traverse the template. For

each mapped read, starting and ending times and positions were determined and used to compute

the distance traversed by the polymerase between sequence reads. Based on these determinations,

an average time across any particular region of the human reference sequence was computed.

Regions that were traversed by the polymerase more slowly have peaks ofhigher AT, and were

indicative of insertions in the template relative to the Homo .s'apiem chromosome 15 reference

sequence. The insertions identified were the same insertions identified above.

[00245] Intermittent illumination-based sequencing reactions across fosmid sequence

AC223433 showed significant sequence read coverage across the insertion events. The distribution

of the physical coverage is shown in Figure 12, which illustrates examples of three-look strobes

(i.e_, sequencing reactions having three detectionfilluminated periods) that span or intersect the
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insertion events. Figure 12A shows the mapping of the strobe sequence reads to the Homo sapiens

chromosome 15 reference sequence, where the sequence reads generated from the insert sequences

in the template are excluded. Arrows indicate the locations of the insertions. Figure 12B shows a

similar mapping with the sequence reads generated from the insert sequences indicated with

brackets. A number of sequence reads flank the insertions, connect the two insertions, or clarify

sequence within (or at the boundaries of) the insertion sequences. Such flanking and connecting

sequence reads are useful for predicting and detecting genomic events, anchoring them to genomic

references, and scaffolding for de novo assembly of novel sequences. In particular, there are 30 and

38 “3-look" reads that intersect the two regions of insertion of (1192 bp and 6879 bp, respectively).

These sequence reads facilitated mapping of the insertions to the human reference sequence, which

would have been extremely difficult, if not impossible, with commercially available short-read

sequencing technologies. Further the sequence of the smaller insertion was a highly repetitive

sequence, which would also have made mapping diffi cult with certain short-read technologies.

[00246] Figure 'I 3 illustrates the sequence coverage obtained across the fosmid sequence,

showing all two-, three-, and four-look strobe sequence reads spanning the sequence that are

mappable to the known AC223433 fosmid sequence.

A consensus sequence was derived from the set of mappable sequence reads generated in these

sequencing reactions. Strobe sequence reads were combined with sequence reads generated under

constant illumination and assembled based on the human reference sequence (Hg18), High quality

reads Surrounding the (suspected) insertion sites, as well as high quality reads that did not map to

the reference sequence, were extracted and assembled with a “de novo” greedy suffix tree

assembler; the reSulting contigs were mapped to the Hg18 reference sequence. Contigs spanning the

(suspected) insertion sites were identified and fed back into the “de novo” assembler, and the

resulting contigs were manually edited using standard techniques and placed back into the derived

reference guided assembly. The final consensus sequence was a hybrid of a reference guided

assembly and attempts at de novo assembly of novel insert sequences. Alignments to reference

sequences were performed and plotted. Figure 14 provides a sequence dot plot for an alignment

between a sequence assembly produced as described above and the fosmid reference sequence, and

this plot confirmed a high degree of alignment between the two sequences. This dot plot was

generated using Gepard 1.21 (“GEnome PAir — Rapid Dotter,” available from the Munich

Information Center for Protein Sequences (MIPSD with a word size of 7. Nucleic acid dot plots are

widely used in the art and are further described, e.g., in Krumsiek et al. (2007) Bioinformatics
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23(8):1026-8; Maize] et al. (198]) Proc Natl Acad Sci USA 78:7665; Pustell, et al. (1982) Nucleic

Acids Res 10:4?65; and Quigley, et a1. (1984) Nucleic Acids Res 122347, all of which are

incorporated herein by reference in their entireties for all purposes.
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lNTE-RMITTENT DETECTION DURING ANALYTICAL REACTIONS

CROSS-REFERENCE TO RELATED APPLICATIONS

[0001] This application is a continuation application of US. Patent Application No.

”£708,603, filed May 11, 2015, which is a continuation application of US. Patent Application No.

14t'091,961, filed November 27, 2013, now US. Patent No. 9,057,102, which is a continuation

application of US. Patent Application No. l2z’982,029, filed December 30, 2010, now US. Patent

No. 8,628,940, which (1) claims the benefit of US. Provisional Application No. 61f099,696, filed

September 24, 2008; (2) claims the benefit of US. Provisional Application No. 61!] 39,402, filed

December 19, 2008; and (3) is a continuation-in-part application of US. Patent Application No.

12f413,226, filed March 27, 2009, now US. Patent No. 8,143,030, the full disclosures of all of

which are incorporated herein by reference in their entireties for all purposes.

[0002] This application is also related to U.S. Provisional Application No. 61/072,160, filed

March 28, 2008, US. Patent Application No. 12883855, filed March 2?, 2009, now US. Patent

No. 8,236,499, and US. Patent Application No. l2f4l3,258, filed March 27, 2009, now US. Patent

No. 8,153,375, all ofwhich are incorporated herein by reference in their entireties for all purposes.

STATEMENT REGARDING FEDERALLY SPONSORED RESEARCH

[0003] Not Applicable.

BACKGROUND OF THE INVENTION

[0004] The use of optically detectable labeling groups, and particularly those groups having

high quantum yields, e.g., fluorescent or chemiluminescent groups, is ubiquitous throughout the

fields of analytical chemistry, biochemistry, and biology. In particular, by providing a highly visible

signal associated with a given reaction, one can better monitor that reaction as well as any potential

effectors of that reaction. Such analyses are the basic tools of life science research in genomics,

diagnostics, pharmaceutical research, and related fields.

[0005] Such analyses have generally been performed under conditions where the amounts of

reactants are present far in excess of what is required for the reaction in question. The result of this

excess is to provide ample detectability, as well as to compensate for any damage caused by the

detection system and allow for signal detection with minimal impact on the reactants. For example,

analyses based on fluorescent labeling groups generally require the use of an excitation radiation
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source directed at the reaction mixture to excite the fluorescent labeling group, which is then

separately detectable. However, one drawback to the use of optically detectable labeling groups is

that prolonged exposure of chemical and biochemical reactants to such light sources, alone, or when

in the presence of other components, e.g., the fluorescent groups, can damage such reactants. The

traditional solution to this drawback is to have the reactants present so far in excess that the number

of undamaged reactant molecules far outnumbers the damaged reactant molecules, thus minimizing

or negating the effects of the photo-induced damage.

[0006] A variety of analytical techniques currently being explored deviate from the

traditional techniques. In particular, many reactions are based on increasingly smaller amounts of

reagents, e_g., in microfluidic or nanofluidic reaction vessels or channels, or in “single molecule“

analyses. Such low reactant volumes are increasingly important in many high throughput

applications, such as microarrays. The use of smaller reactant volumes offers challenges to the use

of optical detection systems. When smaller reactant volumes are used, damage to reactants, such as

from exposure to light somces for fluorescent detection, can become problematic and have a

dramatic impact on the operation of a given analysis. In other cases, other reaction conditions may

impact the processivity, rate, fidelity, or duration of the reaction, including salt or buffer conditions,

pH, temperature, or even immobilization of reaction components within observable reaction

regions. In many cases, the effects of these different reaction or environmental conditions can

degrade the performance of the system over time. This can be particularly detrimental, for example,

in real-time analysis of reactions that include fluorescent reagents that can expose multiple different

reactions components to optical energy. In addition, smaller reactant volumes can lead to limitations

in the amOunt of signal generated upon application of optical energy.

[000?] Further, in the case of sequencing-by-synthesis applications, an additional challenge

has been to develop ways to effectively sequence noncontiguous portions of a template nucleic acid

on a single molecule. This challenge is exacerbated in template nucleic acids that contain highly

repetitive sequence andfor are hundreds or thousands of nucleotides in length, such as certain

genomic DNA fragments. The difficulty in generating such noncontiguous reads from a single

template has hampered efforts to construct consensus sequences for long templates, for example, in

genome sequencing projects.

[0008] As such, methods and systems that result in enhanced reaction performance, such as

an increase in processivity, rate, fidelity, or duration of a reaction of interest, would provide useful

improvements to the methods and compositions currently available. For example, methods, devices,
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and systems that increase reaction performance by, e.g., mitigating to some extent photo-induced

damage in a reaction ofinterest andi’or increasing various other performance metrics for the reaction

would be particularly useful.

BRlEF SWNARY OF THE INVENTION

[0009] In a general sense, the methods provided herein implement intermittent detection of

analytical reactions as a means to collect reliable data From times during the reaction that are less or

not able to be analyzed if detection is constant throughout the reaction. In particular, certain

detection methods can cause damage to reaction components, and such intermittent detection allows

the damage to be avoided or at least delayed, thereby facilitating detection of the reaction at later

stages. For example, if a detection method causes a reduction in processivity ofa polymerase

enzyme, then intermittent detection would allow data collection at noncontiguous regions of a

template nucleic acid that extend farther from the initial binding site ofthe polymerase on the

template than would be achievable under constant detection. Further, some detection methods have

limits on how much data or for how long a time data may be generated in a single reaction, and

intermittent detection of such a reaction can allow this data to be collected from various stages of a

reaction, thereby increasing the flexibility of the investigator to spread out the data collection over

multiple stages oFa reaction. In certain aspects, the present invention is particularly suitable to

characterization of analytical reactions in real time, that is, during the course of the reaction. In

certain aspects, the present invention is particularly suitable to characterization of single molecules

or molecular complexes monitored in analytical reactions, for example, single enzymes,

nucleotides, polynucleotides, and complexes thereof.

[0010] In certain aspects, the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise pr0vi ding a monitorable sequencing reaction comprising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one
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reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition resulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion. The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, e.g., by changing one or more reaction conditions

(e.g., temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. However, in preferred embodiments, nucleotides or nucleotide analogs having the

detectable property are present in the reaction mixture during all stages of the reaction, including

stages in which the degradative influence is eliminated or reduced; as such, the reaction condition

changed in stage two of such an embodiment w0uld not comprise removal or dilution of such

detectable nucleotides or nucleotide analogs.

[0011] In certain aspects, the present invention is generally directed to methods, devices,

and systems for enhancing the performance of illuminated reactions. The term “illuminated

reactions” as used herein refers to reactions which are exposed to an optical energy source. In

certain preferred embodiments, illuminated reactions comprise one or more fluorescent or

fluorogenic reactants. Typically, such illumination is provided in order to observe the generation

ande’or consumption of reactants or products that possess a particular optical characteristic indicative

of their presence, such as a shift in the absorbance spectrum andfor emission spectrum of the

reaction mixture or its components. In some aspects, enhancing the performance of an illuminated

reaction means increasing the processivity, rate, fidelity, andlor duration of the reaction. For

example, enhancing the performance of an illuminated reaction can involve reducing or limiting the

effects of photo-induced damage during the reaction. The term “photo-induced damage" refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction.
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[00l2] In certain aspects, methods of the invention useful for characterizing an analytical

reaction comprise preparing a reaction mixture and initiating the analytical reaction therein,

subjecting the reaction mixture to at least one detection period and at least one non-detecti on period

during the course of the analytical reaction, collecting data during both the detection period(s) and

the non-detection period(s), and combining the collected data to characterize the analytical reaction.

In certain embodiments, the analytical reaction comprises an enzyme that exhibits an improvement

in performance as compared to its performance in the analytical reaction under constant

illumination, and such improvement may be related to various aspects of enzyme activity, e.g.,

processivity, fidelity, rate, duration of the analytical reaction, and the like. In certain embodiments,

stop or pause points are used to control the activity of the enzyme, and such stop or pause points

may comprise elements such as large photolabile groups, strand-binding moieties, non-native bases,

and others well known in the art. In certain preferred embodiments, the one or more detection

periods are illuminated periods and the one or more non-detection periods are non-illuminated

periods. In certain preferred embodiments, a plurality of analytical reactions disposed on a solid

support are characterized, preferably in a coordinated fashion as described elsewhere herein.

[0013] In certain preferred embodiments, the analytical reaction is a sequencing reaction

that generates sequence reads from a single nucleic acid template during the detection period(s) but

not during the non-detection period(s). For example, the analytical reaction can comprise at least

two or more detection periods and can generate a plurality of noncontiguous reads from the single

nucleic acid template. In some embodiments, the single nucleic acid template is at least 'I 00 bases in

length andlor comprises multiple repeat sequences. In certain embodiments, the sequencing reaction

comprises passage of the single nucleic acid template thrOugh a nanopore, and in other

embodiments the sequencing reaction comprises primer extension by a polymerase enzyme.

[0014] The analytical may optionally be a processive reaction monitored in real time, i.e.,

during the course of the processive reaction. In preferred embodiments, such a processive reaction

is carried out by a processive enzyme that can repetitively execute its catalytic function, thereby

completing multiple sequential steps of the reaction. For example, a processive polymerization

reaction can comprise a polymerase enzyme repetitively incorporating multiple nucleotides or

nucleotide analogs, as long as such are available to the polymerase within the reaction mixture, e.g.,

without stalling on the template nucleic acid. Such a processive polymerization reaction can be

prevented by incorporation of nucleotides or nucleotide analogs that contain groups that block

additional incorporation events, eg, certain labeling groups or other chemical modifications.
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[WIS] In certain preferred embodiments, the analytical reaction comprises at least one

component comprising a detectable label, e.g., a fluorescently labeled nucleotide. In certain

embodiments, the labeled component is present throughout the course of the analytical reaction, i.e.,

during both the detection and the non-detection periods. The method may further comprise an

optical system to collect the data during the detection period, but optionally not to collect the data

during the non-detection period.

[0016] In certain aspects, methods of the invention comprise providing a substrate having a

reaction mixture disposed thereon and illuminating the reaction mixture on the substrate with an

excitation illumination for multiple, noncontiguous periods during the course of the reaction,

thereby subjecting the reaction mixture to intermittent excitation illumination. In some

embodiments, the reaction mixture comprises first reactant and a second reactant, wherein an

amount of photo-induced damage to the first reactant occurs as a result of interaction between the

first reactant and the second reactant under excitation illumination. In certain embodiments, the

method further comprises monitoring a reaction between the first and second reactants during

illumination and collecting the data generated therefrom. In some embodiments, the reaction is a

primer extension reaction andfor the first reactant is a polymerase enzyme. In certain embodiments,

the second reactant is a t‘luorogenic or fluorescent molecule.

[0017] In yet another aspect, the methods are useful for mitigating photo-induced damage in

an illuminated reaction by subjecting the illuminated reaction to intermittent illumination rather

than constant illumination. For example, certain methods of the invention monitor a reaction

mixture comprising at least one enzyme and a fluorescent or fluorogenic substrate for the enzyme,

wherein interaction of the enzyme and the Substrate under excitation illumination can result in

altered activity of the enzyme, eg if such excitation illumination is present over an extended period

of time. Such methods can comprise directing intermittent excitation illumination at a first

observation region for a first period that is less than a photo-induced damage threshold period under

the intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions. As such, certain aspects of the invention lengthen a

photo-induced damage threshold period for an analytical reaction through intermittent inactivation

of the excitation illumination source since the photo-induced damage threshold period under

intermittent illumination is longer than the photo-induced damage threshold period under constant

illumination.
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[00l8] In a related aspect, the invention also provides methods of performing an enzyme

reaction, comprising providing an enzyme within a first observation region, contacting the enzyme

with a fluorescent or fluorogenic substrate for the enzyme, and directing an excitation radiation at

and detecting signals from the first observation region for a period that is less than a photo-induced

damage threshold period under intermittent illumination conditions, but that is greater than a photo-

induced damage threshold period under constant illumination conditions.

[0019] In further aspects, the invention provides methods of monitoring a primer extension

reaction, comprising providing a polymerase enzyme within a first observation region, contacting

the polymerase with at least a first fluorescent or H uorogenic nucleotide analog, and monitoring a

fluorescent signal emitted from the first observation region in response to illumination with

excitation radiation for a period that is less than a photo-induced damage threshold period under

intermittent illumination conditions, but that is greater than a photo-induced damage threshold

period under constant illumination conditions.

[0020] In addition, the invention provides methods for generating a plurality of

non contiguous sequence reads from a single nucleic acid template molecule, Such methods

generally comprise preparing a reaction mixture comprising the template molecule, a polymerase

enzyme, and a set of differentially labeled nucleotides or nucleotide analogs, wherein the set

comprises at least one type of nucleotide or nucleotide analog for each of the natural nucleobases

(A, T, C, and G). The polymerization reaction is initiated, the polymerase begins processive

incorporation of the labeled nucleotides or nucleotide analogs into a nascent nucleic acid strand, and

during such incorporation the reaction is monitored by optical means to detect incorporation events,

thereby generating a first sequence read. In a subsequent step, the labeled nucleotides or analogs are

replaced with unlabeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed without detecting incorporation events. Subsequently, the unlabeled nucleotides or analogs

are replaced with labeled nucleotides or nucleotide analogs and the polymerization is allowed to

proceed once again with real time detection of incorporation events, thereby generating a second

sequence read that is noncontiguous to the first sequence read. The substitution of labeled for

unlabeled, and unlabeled for labeled, nucleotides and nucleotide analogs can be repeated multiple

times to generate a plurality of noncontiguous sequence reads, each of the plurality generated during

a period when the labeled nucleotides or nucleotide analogs are being incorporated into the nascent

strand and such incorporation is being detected in real time.
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[0021] In certain aspects. devices of the invention can comprise a solid support (e. g,

substrate) having an observation region, a first reactant immobilized within the observation region,

and a second reactant disposed within the observation region, and a means for subjecting the

observation region to at least one illuminated period and at least one non-illuminated period. In

certain embodiments, interaction between the first and second reactants under excitation

illumination causes photo-induced damage to the first reactant, and further wherein the photo-

induced damage is reduced by subjecting the observation region to intermittent illumination. In

some embodiments, the first reactant is an enzyme (eg, a polymerase), the second reactant (e.g, a

nucleotide) has a detectable label (e.g., fluorescent label), anda’or the observation region is within a

zero-mode waveguide. The means for subjecting the observation region to one or more illuminated

and non-illuminated periods may comprise, e.g., a laser, laser diode, light-emitting diode, ultra-

violet light bulb, white light source, a mask, a diffraction grating, an arrayed waveguide grating, an

optic fiber, an optical switch, a mirror, a lens, a collimator, an optical attenuator, a filter, a prism, a

planar waveguide, a wave-plate, a delay line, a movable support coupled with the substrate, and a

movable illumination source, and the like. The device may further comprise a means for collecting

the data during the illuminated period(s), such as an optical train, e.g., operably coupled to a

machine comprising machine-readable medium onto which such data may be written and stored.

[0022] In further aspects, the invention provides systems for performing intermittent

detection of an analytical reaction comprising reagents for the analytical reaction disposed on a

solid support, a mounting stage configured to receive the solid support, an optical train positioned to

be in optical communication with at least a portion of the solid support detect signals emanating

therefrom, a means for Subjecting the portion of the solid support to at least one detection period

and at least one non-detection period, a translation system operably coupled to the mounting stage

or the optical train for moving one of the optical train and the solid support relative to the other, and

a data processing system operably coupled to the optical train. In certain preferred embodiments,

the analytical reaction is a sequencing reaction andfor the solid support comprises at least one zero-

mode waveguide.

[0023] In still other aspects, the invention provides systems for analyzing an illuminated

reaction that is susceptible to photo-induced damage when illuminated for a period longer than an

photo-induced damage threshold period, comprising a solid support having reagents for the reaction

disposed thereon, a mounting stage supporting the solid support and configured to receive the solid

support, an optical train positioned to be in optical communication with at least a portion of the
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solid support to illuminate the portion of the solid support and detect signals emanating therefrom, a

means for subjecting the portion of the solid support to at least one detection period and at least one

non-detection period, and a translation system operably coupled to the mounting stage or the optical

train for moving one of the optic-a1 train and the solid support relative to the other. In some

embodiments, the illuminated reaction is a sequencing reaction, e.g., a nucleotide sequencing-by-

synthesis reaction. In certain embodiments, the solid support comprises at least one optical

confinement, e.g., a zero-mode waveguide.

[0024] The invention provides methods ofperforming analytical reactions, e.g., processive

analytical reactions, that include preparing a reaction mixture comprising reaction components, at

least one of which is a detectable component that is detectable during one or more detection periods,

and at least one of which is a clocking component that is detectable during one or more non-

detection periods during the analytical reaction. The methods further comprise initiation the

analytical reaction and maintaining conditions that allow the analytical reaction to proceed while

subjecting it to at least one detection period and at least one non-detecti on period, both in the

presence of the clocking component and the detectable component. In certain embodiments, the

detectable component emits a detectable signal is response to excitation illumination during the

detection period, but not during the non-detection period when a clocking signal is emitted From the

clocking component. The detectable signal is collected during the detection period and the clocking

signal is detected during the non-detection period, e.g., using an optical system. Optionally, the

clocking signal can also be collected during the detection period and the non-detecti on period. In

certain preferred embodiments, detection data is collected in read time during the detection period,

non-detection data is collected in real time during the non-detection period, and the detection data

and non-detection data are both used to characterize the analytical reaction. In some embodiments,

the transition between the detection period and the non-detection period does not involve

substitution andr’or addition of reaction components duringr progression of the analytical reaction,

and in other embodiments the transition does involve substitution andi’or addition of reaction

components, e.g, via a reaction mixture exchange. In some preferred embodiments, a plurality of

analytical reactions are disposed on a solid support, subjected to intermittent illumination,

monitored to collect data, and characterized based upon the data so collected.

[0025] The detectable component and clocking component are typically linked to discrete

molecules in the analytical reaction. For example, the detectable component can be linked to a first

subset of nucleotide analogs and the clocking component can be linked to a second subset of
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nucleotide analogs in the analytical reaction mixture. Alternatively, both the detectable component

and the clocking component can be linked to a single molecule, e.g., a single nucleotide or

nucleotide analog, in the analytical reaction. The detectable component and clocking component

can both comprise detectable labels (e.g., luminescent, fluorescent, or fluorogenic labels, including,

e. g., quantum dots), and in some embodiments, different detectable labels, e.g. having different

absorption peaks.

[0026] In certain preferred embodiments, an analytical reaction performed according to the

invention comprises at least one enzyme, e.g., a polymerase, ligase, ribosome, nuclease, andfor

kinase. In some embodiments, pause or stop points are engineered into the analytical reaction to

control activity ofthe enzyme. Various aspects of the analytical reaction can be changed by being

subjected to at least one detection period and at least one non-detecti on period, such aspects

including but not limited to processivity, fidelity, rate, and duration, e.g. of enzyme activity.

[0027] In certain preferred embodiments, the analytical reaction is a sequencing reaction

comprising a single nucleic acid template that generates sequence reads during the detection period

by detecting the detectable component, and does not generate sequence reads during the non-

detection period by suspending detection of the detectable component. Such a sequencing reaction

typically compri ses at least two or three detection periods and generates a plurality of

noncontiguous sequence reads from the single nucleic acid template. In some embodiments, the

template comprises multiple repeat or complementary sequences. In some embodiments, the

sequencing reaction comprises passage of the single nucleic acid or a nascent strand complementary

thereto through a nanopore. In some preferred embodiments, the sequencing reaction comprises

primer extension by a polymerase enzyme and the detectable component is linked to a nucleotide or

nucleotide analog. In some embodiments, the clocking component is linked to the polymerase

enzyme, and optionally can be a multi-component label, eg, a FRET label.

[0028] In certain aspects, the invention provides methods of mitigating photo-induced

damage during an illuminated reaction that include preparing a reaction mixture having first and

second reactants, where interaction of the reactants under excitation illumination can cause photo-

induced damage to the first reactant. The illuminated reaction is subjected to intermittent excitation

illumination characterized by periods of maximal illumination followed by periods of modified but

not absent illumination. The intermittent excitation illumination reduces the amount of photo-

induced damage to the first reactant during the illuminated reaction as compared to the illuminated

reaction under constant maximal excitation illumination, thereby mitigating photo-induced damage
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to the first reactant. In certain preferred embodiments, the illuminated reaction is a primer extension

reaction. In certain preferred embodiments, the first reactant is an enzyme, e.g., a polymerase or

ligase enzyme. In certain preferred embodiments, the second reactant comprises a fluorescent or

fluorogenic molecule. In certain embodiments, the modified excitation illumination is illumination

with a lower intensity excitation illumination than the maximal excitation illumination. In certain

embodiments, a set ofillumination sources provides the maximal excitation illumination and a

subset of the set of illumination sources provides the modified excitation illumination.

[0029] In other aspects, the invention provides a method of sequencing a template nucleic

acid that includes subjecting the template to methylation to generate at least one methylated base,

subjecting the methylated base to base excision to generate at least one abasic site in the template,

annealing a primer to the template nucleic acid, contacting the template with a polymerase enzyme

to promote extension of the primer in a template-dependent manner, monitoring the extension of the

primer in real time to generate a nucleotide sequence read complementary to the template,

extending the primer until the abasic site is encountered by the polymerase, at which time the

polymerase pauses on the template, and reinitiating primer extension by facilitating abasic site

bypass by the polymerase. The monitoring, extending, and reinitiating steps are repeated until a

desired number of nucleotide sequence reads is generated and collected, and subsequently analyzed

to determine the sequence of the template nucleic acid. In certain embodiments, the contacting step

occurs during a detection period or a detection period immediately follows the contacting step. In

certain embodiments, a detection period ends and a non-detection period begins prior to one or

more pauses of the polymerase on the template. In certain embodiments, a non-detection period is

terminated simultaneOus with or immediately following one or more reinitiation steps. In some

embodiments, the reinitiating step comprises introduction of a pyrene to the polymerase, where the

polymerase incorporates the pyrene into the nascent strand opposite and, therefore, “pairing with"

an abasic site in the template. In certain preferred embodiments, the template is circular and the

polymerase pauses at the same abasic site multiple times during the primer extension reaction. In

other embodiments, the method further comprises terminating the monitoring when a desired length

of the nucleotide sequence read is collected, e.g., by removing or modifying excitation illumination.

Optionally, the desired length can be less than a length of the template nucleic acid. Additionally,

the monitoring can be reinitiated sub sequent to or simultaneous with the reinitiating of primer

extension.

11
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[0030] In yet further aspects, the invention provides a method of performing an illuminated

reaction that includes preparing a reaction mixture comprising multiple optically detectable

components that are distinguishable from one another based upon their individual signal emissions,

initiating the illuminated reaction, and maintaining conditions that allow the illuminated reaction to

proceed while subjecting the reaction mixture to at least one maximal illuminated period and at least

one modified illuminated period during the illuminated reaction. In preferred embodiments, at least

a portion of the optically detectable components are detectable during both the maximal and

modified illuminated periods. In certain embodiments, the maximal illuminated period is

characterized by a first excitation radiation intensity and the modified illuminated period is

characterized by a second excitation radiation intensity that is less than the first excitation radiation

intensity. In certain preferred embodiments, all of the optically detectable components are

detectable during both the maximal and modified illuminated periods, but are distinguishable from

one another during the maximal illuminated period, but are not distinguishable during the modified

illuminated period. In certain embodiments, the maximal illuminated period comprises exposing the

reaction mixture to a set of excitation radiation wavelengths and the modified illuminated period

comprises exposing the reaction mixture to a subset of the set of excitation radiation wavelengths.

In certain preferred embodiments, all of the optically detectable components are detectable and

distinguishable during the maximal illuminated period, but only a subset ofthe optically detectable

components are detectable during the modified illuminated period.

[0031] In some embodiments, the illuminated reaction is initiated during a modified

illuminated period and subsequently subjected to a maximal illuminated period, where data

collected during the modified illuminated period is used in the statistical analysis of data collected

during the maximal illuminated period. For example, an illuminated reaction that is a

polynucleotide sequencing reaction can generate sequence read data during a modified illuminated

period that is subsequently used to construct a sequence scaffold for assembly of sequence read data

collected during a maximal illuminated period. Additionally or optionally, the illuminated reaction

is a template-directed sequencing reaction and sequence read data collected during a modified

illuminated period is used to determine a rate of translocation of a polymerase during the modified

illuminated period.

[0032] Some embodiments of the invention comprise performing a plurality of illuminated

reactions, each of which is exposed to the set of excitation radiation wavelengths during the

maximal illuminated period, but is exposed to a different subset of the set of excitation radiation

12
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wavelengths during the modified illuminated period, such that a distinct subset of optically

detectable components are detectable during the modified illuminated period for each of the

plurality ofilluminated reactions. In other words, for two such illuminated reactions, although all

optically detectable components are detectable during their respective maximal illuminated periods,

only a subset of the optically detectable components is detectable in each reaction, and the subset

detectable in the first reaction is preferably different from the subset detectable in the second

reaction.

[0033] In certain aspects, the invention provides methods for performing paired-end

sequencing on a single template molecule. In certain embodiments, such a method comprises

providing a double-stranded nucleic acid molecule comprising a first terminal portion, an

intermediate portion, and a second terminal portion. A first linker ligated to the first terminal

portion of the nucleic acid molecule connects the 3’ terminus at the first terminal portion with the 5’

terminus at the first terminal portion; and a second linker ligated to the second terminal portion of

the nucleic acid molecule connects the 3’ terminus at the second terminal portion with the 5'

terminus at the second terminal portion. A template nucleic acid molecule is thereby formed

comprising the double-stranded nucleic acid molecule with both the first linker and the second

linker ligated thereto. The template molecule is subjected to a sequencing process in which

sequence reads are generated for the first terminal portion and the second terminal portion, but

sequence reads are not generated for the intermediate portion, even if the intermediate portion is

processed during the sequencing process, e. g, by a polymerase. In some embodiments, the first

linker and second linker are identical, and in other embodiments they are different from one

another, i.e., not identical. In certain embodiments, the first and second linkers comprise

complementary regions and can be hybridized to one another prior to one or both of the ligating

steps. In some cases, hybridized linkers that are ligated to the ends of a double-stranded nucleic acid

molecule are separated prior to subjecting the molecule to a sequencing reaction, and in some cases

the hybridized linkers remain hybridized during at least a portion of the sequencing reaction. For

example, in a template-directed sequencing reaction, a polymerase capable of strand displacement

separates the hybridized linkers as it sequences the template. In certain preferred embodiments, the

sequencing process comprises at least one detection period (e.g., an illuminated period) and at least

one non-detection period (e.g., a non-illuminated period) such that the intermediate portion of the

template molecule is subjected to the sequencing process during the non-detection period. In some

embodiments, the template is fragmented after ligation to remove the intermediate portion. The
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sequencing process can generate redundant sequence data from one or both of the first terminal

portion and the second terminal portion, andr’or can generate sequence data from an additional

portion ofthe template molecule that is noncontiguous with the first terminal portion and the second

terminal portion. In preferred embodiments, the sequencing process involves circularizing the

template molecule by separating the complementary strands of the template molecule and using the

complementary strands in template-directed nascent strand synthesis catalyzed by a single

polymerase enzyme. Optionally, the template molecule can comprise a primer binding site, a

registration sequence, andfor a synthesis blocking moiety. The primer binding site, a registration

sequence, or synthesis blocking moiety can be present in one or both of the linkers, or can be

located elsewhere within the template molecule. In some cases, the synthesis blocking moiety is

selected from the group consisting of an abasic site, a nick, a synthetic linker, a non-native

nucleotide or analog thereof, a primer, a large photolabile group, a strand-binding moiety, 3

damaged base, and a modified base. The synthesis blocking moiety can permanently or temporarily

block progression of the sequencing process, e.g., by interfering with the activity of an enzyme, e.g.,

a polymerase enzyme. In certain preferred embodiments, the synthesis blocking moiety is an abasic

site, e.g., introduced by a DNA glycosylase.

[0034] In some aspects, the invention provides methods for generating a nucleic acid

construct for analytical reactions. In certain embodiments, such a method comprises providing a

double-stranded nucleic acid molecule comprising a first terminal portion, an intermediate portion,

and a second terminal portion; providing a first stem-loop linker hybridized to a second stem-loop

linker; ligating the first stem-loop linker to the first terminal portion of the nucleic acid molecule,

wherein the first stem-loop linker connects the 3‘ terminus at the first terminal portion with the 5’

terminus at the first terminal portion, and ligating the second stem-loop linker to the second

terminal portion of the nucleic acid molecule, wherein the second stem-loop linker connects the 3’

terminus at the second terminal portion with the 5‘ terminus at the second terminal portion, thereby

generating the nucleic acid construct. Optionally, the nucleic acid construct can be subjected to

fragmentation after the ligating of steps c and d, wherein the fragmentation removes the

intermediate portion from the nucleic acid construct and introduces two double-stranded termini.

The method can further include ligating the two double-stranded termini to one another. In some

embodiments, one of the stem-loop linkers comprises a primer binding site, registration sequence,

or a synthesis blocking moiety that is absent from the other stem-loop linker.
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[0035] In further aspects. the invention includes a single template nucleic acid molecule

comprising a duplex region; a first linker linking termini at a first end of the duplex region; a second

linker linking termini at a second end of the duplex region, wherein a region of the first linker is

complementary to a region ofthe second linkers. Optionally, the single template molecule

comprises the first and second linkers hybridized with one another. In some embodiments, the

duplex region is separated or melted apart to transform the single template nucleic acid molecule

into a topologically single-stranded, circular nucleic acid molecule. Further, the invention provides

a composition comprising a single, optically resolvable polymerase enzyme in association with a

singl e-stranded circular nucleic acid molecule, wherein the single-stranded circular nucleic acid

molecule comprises first, second, third, and fourth regions, and further wherein the first region is

complementary to the second region, and the third region is complementary to the fourth region,

and further wherein the regions are ordered on the single-stranded circular nucleic acid molecule as

follows: first region, third region, second region, fourth region.

[0036] In still further aspects ofthe invention, machine-implemented methods for

transforming nucleotide sequence read data into consensus sequence data, wherein the nucleotide

sequence read data is generated by sequencing a target region ofa template nucleic acid multiple

times, and the consensus sequence data is representative of a most likely actual sequence of the

template nucleic acid. Such machine-implemented methods can comprise various steps, such as a)

mapping the nucleotide sequence data to a target sequence using a local alignment method that

produces a set of local alignments comprising an optimal local alignment and sub-optimal local

alignments, b) enumerating the set of local alignments, c) constructing a weighted directed graph

wherein each local alignment in the set of local alignments is represented as a node, thereby

generating a set of nodes in the weighted directed graph, d) drawing edges between pairs of nodes

in the weighted directed graph if the pair represents a potential reconstruction of the template

nucleic acid, e) assigning weights to the edges drawn in step d, wherein a given weight for a given

edge represents the log-likelihood that a given pair of nodes connected by the given edge is truly a

reconstruction of the template nucleic acid, f) finding the shortest path to each node in the weighted

directed graph, thereby generating a set of shortest paths for the weighted directed graph, g) ranking

the set of shortest paths to determine the best assignment, and h) storing the results of steps a-g on a

machine-readable medium. In certain embodiments, the steps of the machine implemented methods

are performed via a user interface implemented in a machine that comprises instructions stored in

machine-readable medium and a processor that executes the instructions. Also provided are
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computer program products comprising a computer usable medium having computer readable

program code embodied therein, said computer readable program code adapted to be executed to

implement the machine-implemented methods of the invention, and machine-readable medium on

which the results of the method steps are stored. The invention further includes a computer program

product comprising a computer usable medium having a computer readable program code embodied

therein, said computer readable program code adapted to be executed to implement the above

methods.

[0037] In certain aspects, the invention provides machine-implemented methods for

transforming enzyme velocity data from one or more detection periods into a distribution of the

distance x travelled by an enzyme (e.g., a polymerase) during a time t, where time t occurs during a

non-detection period. Such a method comprises, in certain embodiments, developing a probability

model p09 to describe an observed distribution of enzyme velocities during one or more detection

periods; sampling velocities from p(v); summing and recording the velocities sampled in step b to

produce a Sum that is an estimate of xfrcorr; and repeating the sampling, summing, and recording M

times to generate a distribution of sums that are estimates of xs’tcorr, with the distribution of sums

being the distribution of the distance x travelled by an enzyme during a time t. Preferably, at least

some of the steps are performed via a user interface implemented in a machine that comprises

instructions stored in machine-readable medium and a processor that executes the instructions.

Optionally, the enzyme is a polymerase enzyme. In some embodiments, multiple enzymes are

observed simultaneously and the probability model pm is determined independently for each of the

multiple enzymes. In certain preferred embodiments,

ftvip.,,,,..,,,.,(v) + [I — f(1-’)lp.i.,,,..(v)

Iftv‘)ir) + [1 — f(1-")]r),.n.,,_..(I-")d1-" '

[0038] In further aspects, the invention provides machine-implemented methods for transforming

PW) =

enzyme velocity data from one or more detection periods into a distribution of the distance x

travelled by an enzyme during a time t, where time t occurs during a non-detection period. In some

embodiments, the method comprises estimating a distribution of local rates p(v)', making

independent identically distributed draws of N = tftcorr velocities from from p(v); summing the

velocities; recording the velocities summed in c) as an estimate of xhcorr; and repeating b-d M

times, e. g., where M is preferably at least 1000. Optionally, p(v) is determined using a Hidden

Markov Model or the autoc-orrelation function <5v(t)5v(r. + A» ~ exp[i]. The invention furtherrmar
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includes a computer program product comprising a computer usable medium having a computer

readable program code embodied therein, said computer readable program code adapted to be

executed to implement the above methods, as well as a machine-readable medium on which the

results of the steps of the methods are stored.

BRIE-F DESCRIPTION OF THE DRAWINGS

[0039] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions, whether illumination is initiated before (A) or alter (B) initiation ot‘the

reaction.

[0040] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination, including depictions ot‘multiple reactions arrayed on a

solid support (A) and prophetic data (B) from certain embodiments of the invention.

[0041] Figure 3 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions on a solid support (A) using intermittent illumination and a mask (B). A graph (C) depicts

prophetic data from certain embodiments of the invention.

[0042] Figure 4 provides additional embodiments of masks for use in the methods ofthe

invention, including a mask that allows illumination of columns of reactions (A) and a mask that

allows illumination of every other reaction in a row and column (B).

[0043] Figure 5 illustrates an aspect of the instant invention in which multiple samples are

analyzed on a single solid support using intermittent illumination. Figure 5A illustrates a solid

support comprising four quadrants, each quadrant containing a different sample. Figure 5B

illustrates a mask design for selective illumination of the Substrate. Figures 5C and SD demonstrate

various positions of the mask on the solid support.

[0044] Figure 6 provides an illustration of paths in a sequence alignment matrix

representing sequencing data from a SMR’IbellTM template.

[0045] Figure 7 illustrates a hypothetical directed graph.

[0046] Figure 8 provides data from single-molecule sequencing-by-synthesis reactions.

Figure 3A provides data from a two-minute interval beginning at initiation of the reactions, i.e.,

from 0-120 seconds. Figure 8B provides data from a second two-minute interval from 300-420

seconds. Figure 8C provides data from a third two-minute interval from 600-720 seconds.

[0047] Figure 9 schematically illustrates one embodiment of a system for use with the

methods, devices, and systems of the invention.

17

Oxford, Exh. 1013, p. 306



Oxford, Exh. 1013, p. 307

PBI DOCKET NO: til-00 ??0tilIS

[0048] Figure 10 provides a graphical representation of rates of polymerase activity on

different portions of a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0049] Figure 11 provides a graphical representation of the average rate of polymerase

translocati on over a template nucleic acid during a sequencing reaction utilizing intermittent

illumination.

[0050] Figure 12 provides a distribution of the physical coverage of a template nucleic acid

achieved during a sequencing reaction utilizing intermittent illumination, with A showing mapping

to a reference sequence with sequence reads (and portions thereof) that do not map to the reference

excluded and B showing a similar mapping that further includes sequence reads corresponding to

insertions in the template that are absent from the reference sequence.

[0051] Figure 'l 3 provides a distribution of the physical coverage provided by sequence

reads generated during sequencing reactions utilizing intermittent illumination across an

approximately 40 kb template nucleic acid.

[0052] Figure 'I 4 provides a sequence dot plot for an alignment between a sequence

assembly produced as described herein and a reference sequence.

[0053] Figure 'I 5 provides an exemplary illustration of an HMM for modeling a simple

“pausing” vs. “sequencing" system.

[0054] Figure 1 6A shows a sample of velocities drawn from the HMM in Figure IS with the

parameters P(S—rP) = H24; P(P—>S) = III 'I; and Io.(v.2)~~Gamma(48,0.25). Figure 163 illustrates a

resulting histogram oflocal velocities. Figure '16C provides an estimated distance traveled during a

non-detection period.

[0055] Figure 17 provides an illustrative example of two ob served histograms of distances

traveled during a non-detection period.

[0056] Figure 18 provides an exemplary strategy for selectively reducing the size of a

duplex fragment within a SMRTbellTM template.

[0057] Figure 19 provides an illustrative example of nucleic acid templates having nicks.

[0053] Figures 20A and 20B illustrate two exemplary embodiments of template constructs

used in the present invention.

[0059] Figures 21A and 21B schematically illustrate redundant or consensus sequencing

using the constructs shown in Figures 20A and 20B.
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DETAILED DESCRIPTION OF THE INVENTION

[0060] Unless defined otherwise, all technical and scientific terms used herein have the

same meaning as commonly understood by one of ordinary skill in the art to which this invention

pertains. All publications mentioned herein are incorporated herein by reference for the purpose of

describing and disclosing devices, formulations and methodologies which are described in the

publication and which might be used in connection with the presently described invention.

[0061] Note that as used herein and in the appended claims, the singular forms "a, an,

and "the" include plural referents unless the context clearly dictates otherwise. Thus, for example,

reference to "a polymerase" refers to one agent or mixtures of such agents, and reference to "the

method" includes reference to equivalent steps and methods known to those skilled in the art, and so

forth. Where a range of values is provided, it is understood that each intervening value, between the

upper and lower limit of that range and any other stated or intervening value in that stated range is

encompassed within the invention. The upper and lower limits ofthese smaller ranges may

independently be included in the smaller ranges, and are also encompassed within the invention,

subject to any specifically excluded limit in the stated range. Where the stated range includes one or

both of the limits, ranges excluding either both of those included limits are also included in the

invention.

[0062] In the following description, numerous specific details are set forth to provide a more

thorough understanding of the present invention. However, it will be apparent to one of skill in the

art that the present invention may be practiced without one or more of these specific details. In

other instances, well-known features and procedures well known to those skilled in the art have not

been described in order to avoid obscuring the invention. Although a number of methods and

materials similar or equivalent to those described herein can be used in the practice of the present

invention, the preferred materials and methods are described herein.

1. General

[0063] In a general sense, the methods, devices, and systems provided herein implement

intermittent detection of analytical reactions as a means to collect reliable data from times during

the reaction that are less or not able to be analyzed if detection is constant throughout the reaction.

In particular, certain detection methods can cause damage to reaction components, and such

intermittent detection allows the damage to be avoided or at least delayed, thereby facilitating

detection of the reaction at later stages. For example, if a detection method causes a reduction in
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processivity ot‘a polymerase enzyme. then intermittent detection would allow data collection at

noncontiguous regions of a template nucleic acid that extend farther from the initial binding site of

the polymerase on the template than would be achievable under constant detection. Further, some

detection methods have limits on how much data or for how long a time data may be generated in a

single reaction, and intermittent detection of such a reaction can allow this data to be collected from

various stages of a reaction, thereby increasing the flexibility of the investigator to spread out the

data collection over multiple stages of a reaction. In certain aspects, the present invention is

particularly suitable to characterization of analytical reactions in real time, that is, during the course

of the reaction. In certain aspects, the present invention is particularly suitable to characterization of

single molecules or molecular complexes monitored in analytical reactions, for example, single

enzymes, nucleotides, polynucleotides, and complexes thereof.

[0064] In certain aspects. the present invention is directed to methods, devices, and systems

for obtaining sequence data from discontiguous portions of single nucleic acid templates. The

methods generally comprise providing a monitorable sequencing reaction com prising a polymerase,

template, and primer sequence, as well as the various types of nucleotides or nucleotide analogs that

are to be incorporated by the polymerase enzyme in the template-directed primer extension reaction.

Typically, at least one or more or all of the nucleotides or nucleotide analogs are embodied with a

detectable property that permits their identification upon or following incorporation. In the context

of the present invention, the sequence data for a first portion of a template nucleic acid is acquired

during a first stage of the reaction under a first set of reaction conditions that includes at least one

reaction condition that results in degraded performance of the reaction, but that may contribute to

the detectability of the nucleotides being incorporated. During a second stage of the reaction, the

degradative influence is eliminated or reduced, which may result in an inability or a reduced ability

to obtain sequence data from a second portion of the template nucleic acid, but where the second

portion of the template nucleic acid is contiguous with the first portion. Subsequently, the reaction

condition resulting in degraded performance is reinstated and sequence data is obtained for a third

portion of the template nucleic acid during a third stage of the reaction, but where the third portion

of the sequence is not contiguous with the first portion of the sequence, but is contiguous with the

second portion.

[0065] The elimination or reduction of the degradative influence during the second stage of

the reaction may be accomplished by changing or shortening one or more reaction conditions

underlying degradative reaction performance, cg, by changing one or more reaction conditions
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(eg, temperature, pH, exposure to radiation, physical manipulation, etc), and in particular may

involve altering a reaction condition related to detection of one or more aspects or products of the

reaction. For example, such an alteration in reaction conditions during the second stage may result

in an increase in reaction rates, e.g., speeding up the progression ot‘a template nucleic acid through

a nanopore; or may reduce exposure of reaction components to harmfiil radiation or other reaction

condition related to detection of the products of the reaction. However, in preferred embodiments,

nucleotides or nucleotide analogs having the detectable property are present in the reaction mixture

during all stages ofthe reaction, including stages in which the degradative influence is eliminated or

reduced; as such, the reaction condition changed in stage two of such an embodiment would not

comprise removal or dilution of such detectable nucleotides or nucleotide analogs.

[0066] “Intermittent detection," as used herein, generally refers to a means of monitoring a

reaction that is carried out intermittently during the course of the reaction. Intermittent detection

may refer to intermittent use of one or more monitoring methods, but does not necessarily mean that

all means ofmonitoring a given reaction are intermittently halted. For example, monitoring of one

or more nucleotide incorporations to generate nucleotide sequence reads may be intermittently

halted while other aspects of a sequencing reaction are constantly monitored, e.g., temperature,

reaction time, pI-I, etc. In certain embodiments, intermittent detection is achieved by intermittent or

differential illumination of a given reaction, e.g, a reaction that uses an illumination system to

detect reaction products andfor progression, Although various aspects of the invention are described

herein in terms of embodiments using intermittent illumination, it should be understood that where

applicable intermittent detection by other means (e.g., electrochemical, radiochemical, etc.) can be

utilized in the methods of the invention. Likewise, a stage of a reaction during which an intermittent

detection method is active may be referred to as a “detection period” and a stage of a reaction

during which an intermittent detection method is inactive may be referred to as a “non-detection

period.” In illuminated reactions, such periods may also be referred to as “illuminated periods” and

“non-illuminated periods,” respectively, although it is to be understood that the term “non-

illuminated period” included periods in which illumination may be present but altered as compared

to illumination during an “illuminated period.” For example, a non-illuminated period may be

characterized by a complete absence of illumination, or a modification of illumination, including

but not limited to changes in wavelength, frequency, intensity, and/”or number of illumination

sources. Alternatively or additionally, reaction components that are excited by the illumination

source(s) may be modified or removed from a reaction mixture to create a non-illuminated period.
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For example, a fluorescent dye detected during an illuminated period may be removed from the

reaction mixture, e_g., by buffer exchange, thereby producing a non-illuminated period during

which time the fluorescent dye cannot be detected even if the excitation illumination is present. In a

further example, a non-illuminated period can indicate a period during an illuminated reaction

during which a type ofillumination-based detection that occurs during an illuminated period is not

occurring, e.g., the identity of fluorescently labeled nucleotides incorporated into a nascent strand is

not being detected or recorded.

[0067] In certain aspects, the present invention is generally directed to improved methods,

devices, and systems for performing illuminated reactions. The term “illuminated reactions" as used

herein refers to reactions which are exposed to an optical energy source. Typically, such

illumination is provided in order to observe the generation andfor consumption of reactants or

products that possess a particular optical characteristic indicative of their presence, such as a shift in

the absorbance spectrum andfor emission spectrum of the reaction mixture or its components. In

certain preferred embodiments, illuminated reactions comprise one or more fluorogenic or

fluorescent components. In accordance with certain methods of the invention, such illuminated

analyses are subjected to intermittent detection (e.g., data collection) for one or more aspects of the

data typically collected for a given reaction. For example, aspects of the data typically collected for

nucleotide sequencing reactions include nucleotide sequence data, read quality data, signal to

background ratios, reaction rates and durations, measures of the fidelity of the reaction, reaction

times, and the like. In certain preferred embodiments, nucleotide sequence data is iteratively

collected during an ongoing sequencing reaction to generate nucleotide sequence reads for at least

two or more noncontiguous regions of a template nucleic acid moleCule. Such iterative sequence

data acquisition may be achieved in various ways depending on the sequencing technology in use.

For example, in sequencing methods that utilize luminescent components that generate a signal

indicative of the identity of a base position, iterative sequence data collection may be achieved by

removing or altering an illumination source (or a reaction relative to an illumination source),

substituting the luminescent components for unlabeled components that do not generate signal, or

otherwise interrupting signal acquisition in the experimental system.

[0068] In certain preferred embodiments, such illuminated reactions are illuminated for an

amount of time that permits the effective performance of the analysis. Traditionally, illuminated

reactions are illuminated from initiation through completion, and the time during which reaction

data may be reliably collected is dictated by the progression (as measured by, e.g., processivity,
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rate, fidelity, duration, etc.) of the reaction under constant illumination. Some reactions are sensitive

to such constant illumination, which can reduce their performance (e.g., processivity), and thereby

prevent collection of data from later stages of the reaction, i.e., stages that would otherwise occur if

the reaction were carried out with no illumination. The present invention provides methods for

performing illuminated reactions comprising subjecting the reactions to intermittent illumination.

Such intermittent illumination can increase performance (e. g, processivity, rate, fidelity, duration,

etc.) of the reactions, thereby allowing generation of data that cannot be collected under constant

illumination, such as data from later stages of an ongoing reaction whose progression is

compromised under constant illumination. For example, in sequencing-by-incorporation reactions

the use ofintermittent excitation illumination can increase processivity, which has the benefit of

providing sequence reads more distal from the polymerase binding/initiation site than such reactions

subjected to constant exposure to excitation illumination.

[0069] Further, it is an object of the instant invention to provide sequence data from

noncontiguous regions ofa nucleic acid template in a single reaction. Other commercially available

platforms have attempted to achieve such nonconti guous sequence data through, e,g., complex

cloning and sequencing strategies. The present invention provides a clear advantage over such

strategies by providing a simple and economical solution that is applicable across various platforms,

and is particularly applicable to illuminated, single-molecule sequencing-by-incorporation

reactions.

[0070] In preferred embodiments, illuminated reactions for use with the instant invention

are nucleic acid sequencing reactions, e.g., sequencing-by-incorporation reactions. In preferred

embodiments, Such an illuminated reaction analyzes a single molec ule to generate nucleotide

sequence data pertaining to that single molecule. For example, a single nucleic acid template may

be subjected to a sequencing-by-incorporati on reaction to generate one or more sequence reads

corresponding to the nucleotide sequence of the nucleic acid template. For a detailed discussion of

such single molecule sequencing, see, e.g., US. Patent Nos. 6,056,661, 6,917,726, ?,033,764,

7,052,847, 7,056,676, "£170,050, 7,361,466, 7,416,844; Published US. Patent Application Nos.

2007-0134128 and 2003f0044781', and M.J. Levene, J. Korlach, SW. Turner, M. Foquet, H.G.

Craighead, W.W. Webb, SCIENCE 299682-686, January 2003 Zero-Mode Waveguides for Single-

Molecule Analysis at High Concentrations, all of which are incorporated herein by reference in their

entireties for all purposes. In some embodiments, a plurality of single nucleic acid templates are

analyzed separately and often simultaneously to generate a plurality of sequence reads
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corresponding to the nucleotide sequences of the plurality of nucleic acid templates. In certain

preferred embodiments, the plurality of nucleic acid templates includes at least two nucleic acid

templates that comprise identical nucleotide sequences such that analysis of the two nucleic acid

templates generates overlapping sequence reads. In certain preferred embodiments, at least one of

the nucleic acid templates is configured to provide redundant sequence data in a single sequence

read, e.g., via duplications, sense and antisense sequences, andfor circularization.

[0071] Certain aspects of the invention are directed to methods, devices, and systems for

generating a sequence scaffold for a nucleic acid template, e.g., chromosome, genome, or portion

thereof. A sequence scaffold as used herein refers to a set of sequence reads that extends across at

least a portion ofa nucleic acid template. In some embodiments, such a sequence scaffold is used to

generate a consensus sequence for the nucleic acid template. In some embodiments, the nucleic acid

template is very large, e.g., at least about 100, 1000, 10,000, [00,000, or more bases or base pairs in

length. In some embodiments, the sequence scaffold andfor consensus sequence is based on at least

l-, 2-, 5-, 'I 0-, 20-, 50-, 100-, 200-, 500-, or IOOO-fold coverage of at least a portion of the nucleic

acid template. In some preferred embodiments, the portion of the nucleic acid is at least about ID%,

20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, or 100% of the entire length of the nucleic acid

template.

[0072] In certain aspects, the invention is particularly suitable for sequencing nucleic acid

templates interspersed with repetitive elements. Such repetitive elements present major logistical

and computational difficulties for assembling fragments produced by sequencing strategies,

especially those with read-lengths that are too short to encompass unique reads outside the repeat

region. For example, the human T-cell receptor locus contains a five-fold repeat of a trypsinogen

gene that is 4 kbp long and that varies 3 to 5% between copies. Therefore, a sequencing strategy

that cannot provide nucleotide sequence information that spans at least 20 kb for a single molecule

containing the locus will have difficulty providing consensus sequence for the locus. Further, Alu

repeats (~3OO bp retrotransposons) are also problematic because they cluster and can constitute up

to 50-60% of the template sequence, with copies varying from 5-1592. between each other. The

human genome contains an estimated one million Alu repeats and 200,000 LINE elements (average

length ~1000 bp), representing roughly 109/6 and 5% of the entire genome, respectively. In certain

embodiments, the present methods facilitate efficient and accurate sequence determination for long

templates comprising such repetitive sequences, in part because the present methods do not rely

solely on sequence overlap to generate consensus sequences, but also include information related to
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the expected location of the polymerase on the template nucleic acid, thereby linking a particular

sequence read to a particular location on the template nucleic acid. This greatly facilitates accurate

assembly of sequence reads to generate sequence scaffolds andfor consensus sequences.

[0073] Certain aspects of the invention are directed to methods, devices, and systems for

generating multiple sequence reads in an illuminated sequencing-by-incorporation reaction that are

distal from one another (i.e., noncontiguous) on a single nucleic acid template by removing the

excitation illumination during the course of the reaction, and subsequently reinitiating the excitation

illumination. Sequence reads are generated only during the periods of time when the excitation

illumination is present, resulting in a “gap” between the sequence reads from a single template

nucleic acid that corresponds to the time during which the excitation illumination was absent but the

incorporation of nascent nucleotides continued “in the dark.” As such, the number of sequence

reads generated for a given template nucleic acid is equal to the number of periods during which the

excitation illumination is present.

[0074] Certain aspects of the invention are directed to methods, devices, and systems for

generating multiple sequence reads from a plurality of nucleic acid templates comprising identical

nucleotide sequences. In some embodiments, the multiple sequence reads are not all from the same

region of the nucleic acid templates. In some embodiments, there is overlap between the multiple

sequence reads. In some embodiments, a single sequence read is generated from each of the

plurality of nucleic acid templates, and in other embodiments multiple noncontiguous sequence

reads are generated from each of the plurality of nucleic acid templates. In certain preferred

embodiments, the multiple noncontiguous sequence reads from each ofthe plurality of nucleic acid

templates together extend across the nucleic acid templates such that they can be combined to

provide a consensus sequence for the identical nucleotide sequence in the nucleic acid templates. In

some embodiments, the consensus sequence is based on at least 2-, 5-, 10-, 20-, 50-, 100-, 200-,

500-, or lOOO-fold coverage of the identical nucleotide sequence. In some embodiments, the

identical nucleotide sequence represents at least about 1094'), 20%, 30%, 40%, 50%, 60%, 70%,

80%, 90%, or 100% of the nucleic acid template.

[0075] Certain aspects of the invention are directed to methods, devices, and systems for

reducing or limiting the effects of photo-induced damage during illuminated reactions, particularly

reactions that employ fluorescent or fluorogenic reactants. The term “photo-induced damage” refers

generally to any direct or indirect impact of illumination on one or more reagents in a reaction

resulting in a negative impact upon that reaction. Without being bound to a particular theory or
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mechanism of operation, some illuminated reactions are subject to photo-induced damage that can

hinder progression of the reaction, e.g., via damage to reaction components, such as enzymes,

cofactors, templates, etc. As such, the illumination of the illuminated reaction can directly or

indirectly negatively impact progression of the reaction, and such an impact can be measured based

on various characteristics of the reaction progression, e.g., processivity, rate, fidelity, duration, etc.

The present invention provides methods for subjecting an illuminated reaction to intermittent

exposure to illumination, which reduces the amount of photo-induced damage at a given time

during the reaction, allowing the reaction to proceed further than it does when constantly exposed to

the illumination.

[0076] In some embodiments, the methods herein may further comprise the addition of one

or more photo-induced damage mitigating agents (e.g., triplet-state quenchers andtor free radical

quenchers) to the illuminated reaction. Such photo-damage mitigating agents are generally known

to those of skill in the art. Further discussion of photo-induced damage and related compounds,

compositions, methods, devices, and systems are also provided in US. Pub. No. 2007OI6'IOI7', filed

December 'I, 2006; and U.S.S.N, 61!] 16,048, filed November 19, 2008, which are incorporated by

reference herein in their entireties for all purposes.

I]. Intermittent Illumination of Analytical Reactions

[0077] Certain aspects of the invention are generally directed to improved methods for

performing illuminated analyses. The terms “illuminated analysis” and “illuminated reaction” are

used interchangeably and generally refer to an analytical reaction that is occurring while being

illuminated (e.g., with excitation radiation), so as to evaluate the production, conSumption, andfor

conversion of luminescent (e.g., fluorescent) reactants andtor products. As used herein, the terms

“reactant” and “reagent" are used interchangeably. As used herein, the terms “excitation

illumination” and “excitation radiation” are used interchangeably. In certain embodiments, the

illuminated reaction is a sequencing reaction, e.g., a sequencing-by-incorporation reaction. In

certain embodiments, the illuminated reaction is designed to analyze a single molecule, e.g., by

ensuring the molecule is optically resolvable from any other molecule being analyzed andr’or in the

reaction mixture. In certain embodiments, one or more components of the reaction are susceptible to

photo-induced damage directly or indirectly elicited by an excitation radiation source. In certain

preferred embodiments, an illuminated reaction is subjected to intermittent excitation radiation

during the course of the illuminated reaction. In certain preferred embodiments, a sequencing-by-
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incorporation reaction is subjected to intermittent excitation radiation during the course of a

polymerization reaction to generate a plurality of noncontiguous sequence reads from a single

nucleic acid template.

[0078] In certain aspects, the methods herein provide benefits over methods currently used

for sequencing large template nucleic acids, such as human genomes. For example, the traditional

shotgun sequencing approach entails sequencing nucleic acid fragments and analyzing the resulting

sequence information for overlap and similarity to known sequences to construct the complete

sequence of the template nucleic acid. One disadvantage to the shotgun approach is that assembly

may be difficult ifthe template nucleic acid comprises numerous repeated sequences, and the

inability to assemble a genomic sequence in repeat regions leads to gaps in the assembled sequence.

(See, eg, Myers, (3.; “Whole-Genome DNA Sequencing" in Computing in Science and

Engineering; Vol 1, Issue 3; pgs. 33-43; Mayflun [999.) One method of resolving these gaps is to

sequence fragments large enough to span the repeat regions, but sequencing large fragments can be

difficult and time-consuming. Another approach to spanning a gap is to determine the sequence of

two ends ofa large fragment which has known spacing and orientation, and this approach is

generally termed paired end sequencing (see, e.g., Smith, M. W. et al., (1994) Nature Genetics 7:40-

47; and US. Pub. No. 2006f02926l I, filed June 6, 2006, both of which are incorporated by

reference herein in their entireties for all purposes). This method is limited by the requirement for

information about the spacing and orientation of the ends of the long fragment, andr’or complex

sample preparation of the nucleic acid template. The present invention provides methods that are

tolerant of large repetitive regions and do not require prior knowledge of nucleotide sequences (e.g.,

base sequences, spacing, orientation, etc.) or complex sample preparation, thereby allowing

economical, efficient, and effective de novo sequencing or resequencing oflong template nucleic

acids.

[0079] In certain aspects, the methods herein provide various strategies for achieving

intermittent illumination ofilluminated reactions. Essentially, at least one type of illumination (eg,

excitation illumination) is present for at least one time period (“illuminated period”) and absent

during at least one other time period (“non-illuminated peri od”) during an illuminated reaction. As

described above, the term “non-illuminated” indicates a change in illumination including, but not

limited to a complete absence ofillumination. For example, a non-illuminated period may also be

characterized by a different illumination source or intensity than an illuminated period, or by a

change in reaction components, e.g., detectable labels. In general, at least one type of data collected
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during an illuminated period (cg, nucleotide sequence data) is not collected during a non-

illuminated period. An absence ofthe illumination may be due to, e. g., inactivation of the

illumination source (e.g., laser, laser diode, a light-emitting diode (LED), a ultra-violet light bulb,

andfor a white light source), removal of the illuminated reaction from the illumination source (or

vice versa), or may be due to blockage of the illumination from the reaction, as discussed below.

Modifications to the illumination may be due to, e.g., adjustment ofthe intensity of an illumination

source, or a substitution of one illumination wavelength andr’or frequency for another. Further,

components detectable during an illuminated period may be removed from the reaction mixture

during a non-illuminated period, e.g., a fluorescently labeled nucleotide may be replaced with an

unlabeled nucleotide. Knowledge ofthe rate of the reaction and the time during which the

illumination is absent is used to estimate the progress of the reaction during the non-illuminated

period. For example, ifa reaction proceeds such that one molecule is incorporated into a

macromolecule per second, and the illumination is absent for 20 seconds, it can be estimated that 20

molecules were incorporated duringr the non-illuminated period. This information is useful during

data analysis to provide context for the reaction data collected during the illuminated period(s). For

example, in a sequencing-by-incorporation reaction the number of base positions separating

sequence reads generated in illuminated periods can be estimated based on the temporal length of

intervening non-illuminated periods and the known rate of incorporation during the reaction andr'or

by the measured rate of incorporation during the illuminated period(s). The known rate of

incorporation can be based on various factors including, but not limited to, sequence context effects

due to the nucleotide sequence of the template nucleic acid, kinetics of the polymerase used, buffer

effects (salt concentration, pH, etc), and even data being collected from an ongoing reaction.

Further the processivity of an enzyme during a non-illuminated period (or other type of non-

detection period) can be manipulated or adjusted by methods known to those of skill in the art. In

particular, the kinetics of replication by a polymerase enzyme can be altered by changing the

chemical environment in which it operates, and such methods are further described, cg, in US.

Patent Application Nos. 12!4'l4,l9l, filed March 30, 2009, 12/531130, filed August 6, 2009; and

US. Patent Application No. [unassigned], attorney docket no. 105-006301US, entitled

“Engineering Polymerases and Reaction Conditions for Modified Incorporation Properties,” filed

September 4, 2009, the disclosures of all of which are incorporated herein by reference in their

entireties for all purposes. For example, methods are provided for adjusting the enzyme activity, and

these methods find particular relevance in the instant invention when used to enhance accuracy
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during detection periods, and to enhance processivity during non-detection periods. Information

regarding enzyme tran slocation rate and processivity is useful for positioning the sequence reads for

a single template nucleic acid relative to one another in the construction ofa sequence scaffold

andi’or consensus sequence for the template nucleic acid.

[[1080] Figure 1 provides exemplary embodiments of methods for intermittent illumination

of analytical reactions. A reaction mix is prepared at step 100. In process A shown on the left,

illumination ofthe reaction 105 is begun prior to initiation of the reaction 110, which allows

“illumination data” to be collected at initiation. (In an alternative embodiment, illumination may

commence simultaneously with initiation ofthe reaction.) “Illumination data” as used herein refers

to data collected during an illuminated period, e.g., the length of the illuminated period and

luminescent signal(s) from the reaction product. At least one non-illuminated period I 15 occurs

during the course of the reaction, followed by at least one additional illuminated period 120.

Multiple additional non-illuminated and illuminated periods may follow. During the illuminated

periods (105 and 120), illumination data is collected 175, During the non-illuminated period(s),

non-illumination data is collected 180. As used herein, “non-illumination data” refers to data

collected during a non-illuminated period, e.g., the length of the non-illuminated period can be

monitored. In process B shown on the right. the reaction is initiated 155 during a first non-

illuminated period 150. At least one illuminated period 160 occurs during the course of the reaction,

optionally followed by at least one additional non-illuminated period 165. Multiple additional

illuminated and non-illuminated periods may follow. As for process A, illumination data is

collected 175 during the illuminated period(s) 160, and non-illumination data is collected 180

during non-illuminated periods (155 and 165).

[0081] One benefit provided in certain embodiments of the invention is that the reaction

need not be further manipulated after initiation (aside from the control of illumination). For

example, the method can be used to analyze reaction mixtures without the need for buffer changes,

addition of further reaction components, or removal of detectable components, cg, light-activatable

components such as fluorophores. For example, in a sequencing-by-incorporation reaction, labeled

nucleotides may be present throughout the life of the reaction, even when the reaction is not

generating nucleotide sequence data (cg, during a non-illuminated period). This provides clear

advantages over methods that require additional handling of the reaction after initiation, which tend

to not only be expensive and time-consuming, but which also provide opportunities for

contamination of the reaction. For example, illumination can be reinitiated at any time during the
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reaction at the whim oFthe ordinary practitioner by simply activating the illumination. In certain

preferred embodiments, the concentration oflabeled nucleotides or nucleotide analogs in the

reaction mixture is greater than the concentration of unlabeled nucleotides in the reaction mixture

throughout the course of the reactions, and may represent at least about 60%, 70%, 80%, 90%, 95%,

99%, or 100% of the total nucleotides in the reaction mixture. Methods for ensuring a high ratio of

labeled versus unlabeled nucleotides in a reaction mixture are known in the art and certain preferred

embodiments are provided in US. Patent Pub. Nos. 20030063264, 20060194232, and

2007H0l41593, which are incorporated herein by reference in their entireties for all purposes.

[0082] In embodiments in which a sequencing-by-incorporation reaction is subjected to

intermittent illumination, the sequence reads collected during the illuminated periods are arranged

in order and separated from one another by an estimated number of nucleotides incorporated into

the nascent strand during the intervening non-illuminated periods. The resulting gapped read can

then be used to assess certain characteristics of the template nucleic acid. When multiple identical

template nucleic acids are subjected to such a sequencing-by-incorporati on reaction, the resulting

set or“ gapped reads can be combined to create a sequence scaftold anda’or a consensus sequence for

the template nucleic acid.

[0083] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andfor a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods can be used to provide additional data during the course

of the reaction, e.g., data from illuminated or non-illuminated periods. In certain preferred

embodiments, such alternative labeling methods may comprise using labels that are incorporated

into a product of the reaction. For example, in sequencing-by-incorporation reactions that use

nucleotides comprising labeled terminal phosphates (e.g., the gamma phosphate as in dNTP, or

terminal phosphates on nucleotide analogs with a greater number of phosphate groups) to identify

the nucleotides incorporated into a nascent polynucleotide, the reaction mixture may also include

nucleotides compri sing a base-linked label. During the reaction, these “base-labeled nucleotides”

will be incorporated into the nascent strand, but unlike the terminal phosphate labels removed

during incorporation, the base-linked labels are not cleaved from the nucleotide upon incorporation

by the polymerase, resulting in a nascent strand that comprises the base-linked labels. The

concentration of such base-labeled nucleotides can be adjusted in the reaction mixture to promote

their incorporation into the nascent strand at a predictable rate, e.g., based on the known sequence

of the template or the average frequency of a given nucleotide. The presence andr’or rate of
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incorporation ofthe base-linked labels into the nascent strand can provide a measure ofthe length

of the nascent strand generated (and, therefore, the distance traveled by the polymerase along the

template nucleic acid) during the reaction by subjecting the reaction to excitation illumination that

excites the base-linked label (but preferably not the non-base-linked labels), and detecting the signal

emitted. The excitation of the base-linked labels preferably occurs as a pulse during or immediately

following a non-illuminated period, and is otherwise absent during the reaction. The strength of the

signal is indicative of how many labels are present in the nascent strand, thereby providing a

measure ofthe processivity of the polymerase for a given period during the ongoing reaction, e.g.

during one or more illuminated or non-illuminated periods. Since the base-linked labels remain in

the nascent strand, it is beneficial to minimize the amount of time those tluorophores are subjected

to excitation illumination to mitigate the potential of photo-induced damage to the reaction

components. As such, in preferred embodiments, the excitation illumination wavelength for the

base-labeled nucleotides is different than that of other fluorescent labels in the reaction.

[0084] This method can be modified in various ways. For example, the base-labeled

nucleotides may also comprise a terminal phosphate label so that their incorporation can be

monitored in the same manner during an illuminated period as the non-base-labeled nucleotides.

There may be a single type of base-labeled nucleotide in a reaction mixture, or multiple types may

be present, e.g., each type carrying a different nucleobase. The concentration of base-labeled

nucleotides in the reaction mix may be varied, although it is preferred that the ratio of base-labeled

nucleotides to non-base-labeled nucleotides be relatively low. For example, in a reaction mixture

comprising a single type of base-labeled nucleotide (e.g., base-labeled dATP), it is preferred that the

ratio of base-labeled dATP to non-base labeled dATP be less than 1:8, and more preferably 1:10 or

less. The low concentration of base-labeled nucleotides is preferred in order to minimize sterically

induced polymerase stalling when incorporating multiple base-label ed nucleotides in a row. In some

embodiments, the optimal ratio is pre-determined using capillary electrophoresis for any specific

base-labeled nucleotide and likely homopolymer sequence prevalence. In certain preferred

embodiments, at least 50, 75, 100, 125, or 150 base-labeled nucleotides are incorporated into the

nascent strand during a single non-detection period. The base-labeled nucleotides may be present

throughout the reaction, or may be washed in during non-illuminated periods and washed out after

the pulse of excitation illumination. The reaction mixture comprising base-linked nucleotides being

washed in may also include unlabeled nucleotides for incorporation during a non-detection period.

During a subsequent illuminated period, a reaction mixture comprising terminal phosphate-labeled
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nucleotides replaces the reaction mixture comprising base-linked nucleotides and unlabeled

nucleotides. This protocol is one embodiment ot‘the methods of the invention in which a non-

detection period is not necessarily a non-illuminated period because in this case illumination may be

present, but no incorporation of nucleotides is be detected.

[0085] Alternatively or in addition, a low concentration of a fifth terminal phosphate labeled

nucleotide can be present in the sequencing reaction, wherein the label has a different excitation

wavelength than the other labels in the reaction mixture. For example, a small proportion of one

nucleotide analog, e.g., dA6P, can be labeled with the “fifth label.” During non-detection periods

when the sequence of incorporation ot‘nucleotides is not being monitored, the reaction site is

illuminated by excitation radiation specific for the ti fth label, and this fifth label excitation radiation

can be inactivated during the detection periods. Emissions detected upon incorporation ot‘the

nucleotide analog comprising the fifth label are used to “clock" the pace ofthe polymerase during

the non-detection period, e. g, based upon the known or estimated frequency of the complementary

nucleotide in the template strand. The fifth label can be chosen such that the excitation and emission

radiation are less likely or unlikely to cause photo-induced damage to reaction components, eg, by

choosing a label with a long excitation wavelength (e.g., toward the red end ofthe visible

spectrum), a label that has a low propensity for entering into a triplet state, andx‘or a label that has a

low propensity to form a radical. Since the fifth label is being excited when other labels are not,

there is no requirement for optimal spectral separation from other labels in the reaction mixture.

Further, since the fifth label is not being used for sequencing, other optimizations are also not

necessary, cg, related to branching, accuracy, and the like. Various types of labels can be used as a

fifth label of the invention including, but not limited to, organic and non-organic dye fluorophores.

For example, latex nanoparticles or quantum dots are particularly suitable due to their lower

propensity for photo-induced damage of certain analytical reaction components. In certain preferred

embodiments, a quantum dot label has an emission spectrum within the same spectral window as

the labels that are used to identify the sequence of base incorporations into the nascent strand

(“sequencing labels”) but an excitation spectrum that does not overlap those of the sequencing

labels to allow detection of the fifth label emissions using the same optical system as is used to

detect the sequencing label emissions.

[0086] This method can be modified in various ways. For example, more than one small

subset of a nucleotide analog can be labeled with a fifth label, and in certain embodiments, a small

subset of each nucleotide analog present in the reaction mixture is labeled with the fifth label.
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Further, there may be a plurality of additional labels present in the reaction, each of which is present

on a small subset ofa single type of nucleotide analog, e.g., sixth, seventh, and eighth labels. By

increasing the number oftypes of nucleotide analogs labeled with fifth (or sixth, seventh, eighth)

label s, their frequency ofincorporation is likewise increased, which improves the translocation rate

calculation for the polymerase during the non-detection periods. Alternatively, each type of

nucleotide analog can comprise both a sequencing label that is specific for the cognate base in the

nucleotide, as well as a fifth label for clocking the polymerase. The sequencing labels are excited

and detected during the detection periods and the fifth labels are excited and detected during the

non-detection periods. Since every nucleotide analog is labeled with a fifth base, each incorporation

event can be counted during the non-detecti on period and the exact rate ofincorporati on can be

determined. Both the sequencing and fifih labels may be bound to the same or different linkers on

the nucleotide analogs. In certain preferred embodiments, a linker on a nucleotide analog positions

the fifth label within an illumination zone to allow excitation, but far from an enzyme (eg,

polymerase) to mitigate photo-induced damage related to excitation of an di’or emission from the

fifth label.

[008?] In some embodiments, the fifth label is also excited by an illumination during the

detection periods. The availability of the clocking function during the detection period can be used

during sequence analysis to identify positions in the resulting sequence read where a signal was not

detected (resulting in an apparent “missing base” in the read) and to distinguish between true

insertions and branching events in which two signals are detected for a single incorporation event.

[0088] In yet further embodiments, assembly of gapped reads into a sequence scaffold

andlor a consensus sequence for a template nucleic acid is facilitated by using “non-illuminated

periods” characterized by modified excitation illumination rather than a complete absence of

excitation illumination (which can also be termed “low-illuminated periods”). For example, in some

embodiments a lower intensity excitation illumination is used during the non-illuminated periods

that excites one or more ofthe labels that are excited during the illuminated periods. As such, unlike

various strategies described above, no fifth label is necessary. The lower intensity excitation

illumination results in emissions that are lower intensity but still intense enough to identify an

emission signal over background counts, though typically not intense enough to be used to identify

the particular label generating the emission signal. For example, if label “A” and label “B” are in a

reaction mixture, during an illuminated period the intensity of the signal emissions from each are

high enough that the artisan can distinguish from which label a particular signal originates by the
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wavelength andz’or frequency of the signal. However, during a low-illuminated period the artisan

can only identify that a signal emission occurs, but is unable to distinguish the originating label

because its particular wavelength and/or frequency cannot be accurately determined. The decrease

in excitation illumination intensity provides both a mitigation of photo-induced damage to reaction

components within the observation volume while allowing the practitioner to count the emissions,

and therefore the incorporations, during the non-illuminated period.

[0089] In other embodiments, multiple excitation illumination sources are used during an

illuminated period, and a first subset ofthese illumination sources is removed during a non-

illuminated period, while a second subset remains. The illumination sources that remain during the

non-illuminated period may be present in the same manner as during the illuminated period, or

various aspects may be altered, e.g., intensity may be reduced. For example, iflabels A and B

present in a reaction mixture are excited by a first illumination source and labels C and D present in

the reaction mixture are excited by a second illumination source, removal of the first illumination

source during the non-illuminated period results in an inability to detect labels A and B, while C

and D are still detectable. Such an incomplete data set can be used to clock the progress of the

reaction during the non-illuminated period(s). Further, it can also be used in various ways to

facilitate the statistical analysis of data collected during the illuminated period(s). For example, for

nucleotide sequencing applications (as described elsewhere herein) the incomplete data set(s)

collected during non-illuminated period(s) can be used during assembly of a sequence scaffold. For

example, during d9 now) sequence assembly a collection of sequences (conti gs) are generated, but

the order of the contigs relative to the template nucleic acid is not always apparent. The scaffolding

process uses extra information to determine the correct order of the contigs. So, if only two bases

are identifiable in the non-illuminated periods, the incomplete sequence reads comprising only

incorporation of these two bases can be aligned to modified versions of the contigs assembled from

data collected during an illuminated period, but in which the two bases not detected during the non-

illuminated periods have been removed. Once the order of the contigs has been determined, the

incorporation data for the two bases not detected during the non-illuminated periods is restored and

the assembly of the contigs is complete. This method can be modified in various ways. For

example, the practitioner may choose which illumination sources to remove during the non-

illuminated periods based on various characteristics, such as their propensity to cause photo-induced

damage to one or more reaction components, the propensity of the corresponding emission signal to

cause photo-induced damage to one or more reaction components; their energy consumption; and
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wear-and-tear on the source device. Further, as described elsewhere herein, rather then removing an

illumination source, reaction components that are excited by the illumination source may be

removed from the reaction mixture during the non-illuminated period, necessarily rendering them

undetectable. For example, one or more fluorescently labeled nucleotide analogs may be replaced

with unlabeled nucleotide analogs during the non-illuminated periods.

[0090] In certain aspects. the invention provides advantages to performing intramolecular

redundant sequencing, in which a template nucleic acid is used to generate multiple copies of a

sequence read ofinterest, whether by virtue of multiple copies of the complement being present in

the template. repeated replication of the template, or a combination thereof. For example, a first

stage ofa template-dependent sequencing reaction on a single-stranded circular template can

comprise a non-illuminated period during which the template is completely replicated at least one

time to generate at least one incomplete sequence read for a sequence complementary to the

template. The first stage is followed by a second stage comprising an illuminated period during

which the template is replicated multiple times to generate multiple complete sequence reads for the

complementary sequence. The incomplete reads generated in the first stage can be used to construct

a scaffold for assembly of the complete sequence reads generated in the second stage. Further,

incomplete sequence reads can also be used to clock the progress of the reaction during the non-

illuminated periods by providing a count of the detectable reaction components and combining that

information with known or estimated characteristics of the template, eg, nucleotide composition or

sequence.

[0091] The subset of signal emissions detectable in the non-illuminated periods as compared

to the number detectable in the illuminated periods is not limiting and may be chosen based upon

the non-illumination data desired by the ordinary practitioner andi’or other considerations, such as

mitigation of photo-induced damage to extend readlength. For example, to lower the likelihood of

photo-induced damage, the ordinary practitioner may choose to remove the illumination source that

is most damaging, e.g., has the highest frequency. In certain embodiments, multiple sequencing

reactions may be performed for a single amplified template, each with a different combination of

illumination sources andfor detectable components. Alternatively or additionally, multiple replicate

reactions can also be performed for one or more of the combinations of illumination sources and!or

detectable components. The combination of data from multiple different andfor replicate reactions

performed on a single template provides myriad benefits during statistical analysis. As noted above,

data can be combined to facilitate assembly of contigs generated during illuminated periods. Data
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from non-illuminated periods can also provide value in assessing the quality ofthe sequence reads

generated during the illuminated periods.

[0092] Additional methods may also be used to aid in assembly of gapped reads into a

sequence scaffold andz’or a consensus sequence for a template nucleic acid. For example, in some

embodiments, alternative labeling methods used to provide additional data during the course of the

reaction can comprise using labels that are incorporated into an enzyme of the reaction. For

example, FRET labels can be used to label portions of a polymerase enzyme such that the

conformational change between the open and closed states ofthe enzyme change the FRET value.

For example, a FRET-based system can be used to monitor the kinetics of opening and closing of

the finger subdomain of DNA polymerase, as described in Allen, et a]. (2008) Protein Science

1?:401-408, incorporated herein by reference in its entirety for all purposes. In certain preferred

embodiments, a closed conformation produces a FRET signal because the donor and acceptor are

close to one another, and an open conformation silences the signal because there is no energy

transferred between the donor and acceptor. By monitoring the emission from the FRET pair, each

incorporation event can be monitored during non-detection periods, and optionally or additionally

during detection periods. In certain preferred embodiments, the FRET donor is OFF (excitation at

484 nm', emission at 5 l 0 nm), and the FRET acceptor is YFP (excitation at 5l2 nm‘, emission at 529

nm). Methods for monitoring polymerase activity using FRET labels are known in the art, e.g., in

WOQOOWOTOSTZ A2, the disclosure of which is incorporated herein by reference in its entirety for

all purposes.

[0093] A given reaction may experience one or a plurality of illuminated periods or non-

illuminated periods, but preferably experiences at least two illuminated periods. For example, a

given reaction providing nucleotide sequence information from a single template nucleic acid may

have at least about 2, 3, 5, 10, 20, 50, or 100 illuminated periods with intervening non-illuminated

periods. In an embodiment employing multiple periods of illumination andlor non-illuminated, the

periods may be the same for both, e_g., 100 seconds “on” and 100 seconds “off.” Alternatively, the

illuminated periods may be longer or shorter than the non-illuminated periods. For example, in

certain embodiments, a non-illuminated period may be at least about 2-, 3-, 4-, 6-, 8-, 10-, 20-, or

50-fold longer than an adjacent illuminated period; or an illuminated period may be at least about 2-

, 3-, 4-, 6-, 8-, 10-, 20-, or 50-fold longer than an adjacent non-illuminated period. Further, each

illuminated period may be the same or different from each other illuminated period, and each non-

illuminated period may be the same or different from each other non-illuminated period. For
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example, some embodiments generate a smaller number oflong reads, and other embodiments

generate a larger number of short reads. It will be understood that the number and length of the

illuminated and non-illuminated periods is limited only by the experimental system in use and the

data acquisition goals of the ordinary practitioner. In some embodiments, a nucleotide sequence

read generated during a single illuminated period comprises at least about 20, 30, 40, 50, 75, 100,

1000, 10,000, 25,000, 50,000, or 100,000 adjacent nucleotide positions. In some embodiments, a

region of a nucleic acid template processed during a non-illuminated period during a single reaction

comprises at least about 20, 30, 40, 50, 75, 100, 1000, 10,000, 25,000, 50,000, or 100,000 adjacent

nucleotide positions. In some embodiments, the set of nucleotide sequence reads generated during a

single sequencing reaction comprising a plurality ofilluminated periods comprises at least about 40,

60, 80, 100, 1000, l0,000, 25,000, 50,000, 100,000, 250,000, 500,000, or 1,000,000 nucleotide

sequence positions from a single nucleic acid template. In some embodiments, a set of nucleotide

sequence reads generated during a single sequencing reaction comprising a plurality of illuminated

periods comprises multiple reads of at least a portion of the nucleotide sequence positions From a

single nucleic acid template.

[0094] As noted above, the present invention provides methods that are tolerant of large

repetitive regions and do not require prior knowledge ot‘nucleoti de sequences (e.g., base sequences,

spacing, orientation, etc). However, such information, if available, may also be usefiJl to the

ordinary practitioner in determining an optimal periodicity for illuminated and non-illuminated

periods during a sequencing reaction, especially when sequencing repetitive sequences. For

example, ifa genomic region is known to contain five adjacent copies ofa one kilobase nucleotide

sequence (i.e., five “repeat regions"), it would be beneficial to keep the non-illuminated periods

short enough to be able to confidently map the resulting sequence reads to the correct repeat region.

If a non-illuminated period were too long, the natural variation in translocation rate of the

polymerase would make it difficult to assign a sequence read to a particular repeat region,

especially those farther from the bindingi'initiation site of the polymerase. In a further example, if

the “copies” each had a few mutations that could be used to distinguish them from each other, it

would be beneficial to keep the illuminated periods long enough to increase the chance one of these

mutations would be included in a resulting sequence read, thereby allowing the unambiguous

assignment of the read to a particular repeat region. If the illuminated period were too short the

sequence reads from two different repeat regions could be identical, making mapping the sequence
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read challenging. (Another way to mitigate these difficulties would be to incorporate pause or stop

points into the template nucleic acid, as discussed below.)

[0095] Essentially, the practitioner may design the number of and lengths of time for each

illuminated and non-illuminated period to best suit the illuminated reactions being analyzed and the

invention is not limited in this regard. In certain embodiments, a practitioner may wish to increase

the processivity of a polymerase thereby extending the length of the template nucleic acid processed

in a sequencing reaction to be, e. g, at least 2-, 3-, 4-, 6-, 8-, lO-, or 20-fold, thereby generating

sequence data much farther away from the polymerase bindingfinitiati on site than would be

achieved under constant illumination. In certain embodiments, a practitioner ofthe instant invention

may wish to focus on data from one or more stages of an ongoing reaction, such as stages for which

more data is required for analysis. In the case ofsequencing-by-synthesis, one or more particular

regions ot‘a template nucleic acid may need to be resequenced. Some traditional methods require

that new template nucleic acids be prepared to bring a region requiring resequencing closer to the

initiation point of the sequencing reaction, or require preparation ot‘multiple new templates if‘

multiple regions to be resequenced. In contrast, the methods herein allow the practitioner to subject

a template identical to the previously sequenced template (e.g, from a large genomic DNA sample

preparation) to a sequencing reaction wherein illuminated periods are timed to illuminate the sample

only when the polymerase is incorporating nucleotides into the nascent strand at the one or more

particular regions requiring resequencing. This advantage substantially lowers the time and

resources required for such resequencing operations, therefore providing a significant advantage

over traditional methods.

[0096] The instant invention contemplates variOus means for previding non-illuminated

periods during illuminated reactions. In some embodiments, the illumination source is turned off

during the ongoing reaction to create one or more non-illuminated periods. In some embodiments,

the illumination source remains on during the course of the reaction, but the illuminated reaction is

removed from the system for a period of time. In some embodiments, the illumination source

remains on during the course of the reaction, but the illumination is blocked to create one or more

non-illuminated periods. For example, a movable mask may be manually or mechanically

positioned between the illumination source and the illuminated reaction to block the illumination

during non-illuminated periods and removed to allow exposure to the illumination during

illuminated periods. Such a mask may also be dynamically controlled, such as a thin film transistor
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display (e.g., an LCD mask). Masks for blocking illumination and manufacture thereof are well

known to those of ordinary skill in the art and need no further elaboration herein.

[0097] One aspect of the present invention is multiplexing of large numbers of single-

molecule analyses. For a number of approaches, e. g., single molecule methods as described above,

it may be desirable to provide the reaction components in individually optically resolvable

configurations, such that a single reaction component or complex can be individually monitored.

Providing such individually resolvable configurations can be accomplished through a number of

mechanisms. For example, by providing a dilute solution of complexes on a substrate surface suited

for immobilization, one will be able to provide individually optically resolvable complexes. (See,

e.g., European Patent No.1105529 to Balasubramanian, et al, the full disclosure ofwhich is

incorporated herein by reference in its entirety for all purposes.) Altematively, one may provide a

low density activated surface to which complexes are coupled. (See, e. g., Published Intemational

Patent Application No. WO 200?;‘041394, the full disclosure of which is incorporated herein by

reference in its entirety for all purposes). Such individual complexes may be provided on planar

substrates or otherwise incorporated into other structures, e.g., zero-mode waveguides or waveguide

arrays, to facilitate their observation.

[0098] In some embodiments. a plurality of illuminated reactions are carried out

simultaneously, cg, on a solid support. In some preferred embodiments, a solid support comprises

an array of reaction sites. In preferred embodiments, the reaction sites on a solid support are

optically resolvable from each other. In further preferred embodiments, each of the reaction sites on

a solid support contains no more than a single reaction to be interrogated. For example, in a

sequencing-by-incorporation embodiment, each reaction site preferably has no more than one

polymerase and no more than one nucleic acid template. The reaction sites may be confinements

(e.g., optical andfor physical confinements), each with an effective observation volume that permits

resolution of individual molecules present at a concentration that is higher than one nanomolar, or

higher than 100 nanomolar, or on the order of micromolar range. In certain preferred embodiments,

each of the individual confinements yields an effective observation volume that permits resolution

of individual molecules present at a physiologically relevant concentration, e.g., at a concentration

higher than about I micromolar, or higher than 50 micromolar range or even higher than 100

micromolar. In addition, for purposes of discussion herein, whether a particular reagent is confined

by virtue of structural barriers to its free movement, or is chemically tethered or immobilized to a

surface of a substrate, it will be described as being “confined.”
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[0099] As used herein, a solid support may comprise any ofa variety of Formats, from

planar substrates, e.g., glass slides or planar surfaces within a larger structure, e. g., a multi-well

plates such as 96 well, 384 well and 1536 well plates or regularly spaced micro- or nano—porous

substrates, or such substrates may comprise more irregular porous materials, such as membranes,

aerogels, fibrous mats, or the like, or they may comprise particulate substrates, e.g., beads, spheres,

metal or semiconductor nanoparticles, or the like. The solid support may comprise an array of one

or more zero-mode waveguides or other nanoscale optical structures.

[00100] As used herein, “zero-mode waveguide” refers to an optical guide in which the

majority of incident radiation is attenuated. preferably more than 80%, more preferably more than

90%, even more preferably more than 99% of the incident radiation is attenuated. As such high

level of attenuation, no significant propagating modes of electromagnetic radiation exist in the

guide. Consequently, the rapid decay of incident electromagnetic radiation at the entrance of such

guide provides an extremely small observation volume effective to detect single molecules, even

when they are present at a concentration as high as in the micromolar range. The fabrication and

application onMWs in biochemical analysis, and methods for calling bases in sequencing-by-

incorporation methods are described, e.g., in US. Patent Nos. ?,3'l 5,019, 6,9l7,?26, 7,013,054,

7,181,122, and 7,292,742, US. Patent Pub. No. 20030174992, and US. Patent Application No.

12! 134,186, the full disclosures of which are incorporated herein by reference in their entirety for all

purposes.

[00101] A set of reactions (e.g., contained on a solid support) may comprise identical or

different components. For example, a single template nucleic acid may be analyzed in all reactions

in the set, or a plurality of template nucleic acids may be analyzed, each present in only one or a

subset of the set of reactions. In preferred embodiments, template nucleic acids comprising the same

nucleotide sequence are analyzed in a plurality of reactions sufficient to provide adequate redundant

nucleotide sequence data to determine a consensus sequence for the template nucleic acids. A

number of sequence reads that will provide adequate nucleotide sequence data will vary, depending,

e.g., on the quality of the template nucleic acid and other components of the reaction, but in general

coverage for a template nucleic acid or portion(s) thereof is at least about 2-, 5-, 10-, 20-, 50-, 100-,

200-, 500-, or 1000-fold coverage. Further, the numbers and lengths of illuminated and non-

illuminated periods for a given reaction in the set of reactions may be the same or different than

those for other reactions in the set. In some embodiments, a mixture of different periodicities are

used for a set of reactions comprising the same template nucleic acid. This strategy can be
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beneficial for providing nucleotide sequence reads from varying regions of the template sequence,

thereby increasing the likelihood of overlapping sequence reads between individual reactions. These

overlapping sequence reads can facilitate construction of a more robust sequence scaffold than

could be constructed were the reactions all subjected to the same periodicity of illuminated and non-

illuminated periods.

[00102] Methods of controlling polymerase progress and!or synchronizing polymerases in

different reactions are also useful in analysis (e.g., mapping, validation, etc.) of nucleic acid reads

farther from the initial binding site ofthe polymerase. During detection periods earlier in the

reaction (i.e., closer to the time at which the polymerase began to process the template nucleic acid,

such as during a first illuminated period), the position ofa polymerase on the template can be

estimated with generally good accuracy based on the known translocation rate of the polymerase

under a given set of reaction conditions. As the duration of the reaction increases, however, the

natural variation in polymerase translocation rate makes it more difficult to accurately determine the

exact position of the polymerase on a template using estimation based on translocation rate alone;

and through each subsequent illuminated period such estimations of polymerase position become

less accurate, making subsequent analysis and mapping of the sequence reads to the template more

difficult. Methods of regulating the position of the polymerase on the template allow more accurate

determinations the polymerase’s position. For example, causing the polymerase to pause or stop at a

given location on the template during a non-illuminated period and reinitiating the polymerization

during or immediately prior to a subsequent illuminated period provides a way to reorient the

subsequently generated read with the template sequence, allowing easier consensus sequence

determination and mapping analyses. Further, such pausefstop points can previde a means of

controlling what regions of the template are processed during the illuminated periods by restricting

where the polymerase will reinitiate on the template, thereby allowing a practioner of the instant

invention to target one or more particular regions of a template for analysis during one or more

detection periods during the course of an analytical reaction. Such methods are also useful to

synchronize a set reactions being monitored simultaneously. For example, a plurality of reactions,

each comprising a single polymeraser’template complex, may be synchronized by regulating the

initiation points of the polymerase on the template for each detection period, thereby creating a set

of sequence reads that show less spreading (i.e., less variation in the position on the template from

which the sequence reads are generated) in the later stages of the reactions than would otherwise be

observed without such regulation.
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[00l03] Various methods can be used to control or monitor the progress of a polymerase on a

template nucleic acid. For example, as noted above, one may employ a reaction stop or pause point

within the template sequence, such as a reversibly bound blocking group at one location on the

template, e.g.. on the single-stranded portion that was not used in priming. Reaction stop or pause

points can be engineered into a portion of the template for which the nucleotide sequence is

unknown (eg, a genomic fragment}, but is preferably located within a portion for which the

nucleotide sequence is known (eg, an adaptor or linker ligated to the genomic fragment.) For

example, certain preferred sequencing templates (eg, SMRTbellTM templates, described elsewhere

herein) are closed, single-stranded molecules having regions of internal complementarity separated

by hairpin or stem-loop linkers, and one or both of these linkers can comprise a stop or pause point

to control the passage of the polymerase through them. In some embodiments, these regulatory

sequences or sites cause a permanent cessation of nascent strand synthesis, and in other

embodiments the reaction can be reinitiated, eg, by removing a blocking moiety or adding a

missing reaction component. Various types of pause and stop points are described below and

elsewhere herein, and it will be understood that these can be used independently or in combination,

e.g., in the same template molecule.

[00104] By way of example, at a selected time following initiation of polymerization the

reaction may be subjected to a non-illuminated period. The incorporation of a synthesis blocking

moiety coupled to the template nucleic acid at a position encountered by the polymerase during the

non-illuminated period will cause the polymerase to pause. An example of an engineered pause

point is a known sequence on the template nucleic acid where a primer sits and blocks progression

of a polymerase that is actively synthesizing a complementary strand. The presence of the primer by

itself could introduce a pause in the polymerase sequencing or the primer could be chemically

modified to force a full stop (and synchronization of multiple polymerases in multiple reactions).

The chemical modification could be subsequently removed (for example, photo-chemically) and the

polymerase would subsequently continue along the template nucleic acid. In some embodiments,

multiple primers could be included in a reaction to introduce multiple pause or stop points along the

template nucleic acid. Other methods for inducing a reversible pause (stop) in synthesis are known

in the art and include, e.g., reversible sequestering of required cofactors (eg, Mn”, one or more

nucleotides, etc). Once sufficient time has passed that the polymerase is paused at the blocking

group, illumination is reintroduced and the blocking group removed. This allows control of the

position on the template nucleic acid at which the polymerase will begin generating nucleotide
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sequence data during the illuminated period. A variety of synthesis controlling groups may be

employed, including, e. g., large photolabile groups coupled to the template nucleic acid that inhibit

polymerase mediated replication, strand-binding moieties that prevent processive synthesis, non-

native nucleotides included within the primer andfor the template, and the like. Such reaction

stopsfpause points are useful in providing more certainty about the relationship of the reads to each

other. For example. since the exact position on a template nucleic acid at which each sequence read

begins would be known, the resulting reads could be better mapped relative to one another for

construction of a sequence scati'old andior consensus sequence. Further description of these and

other methods for regulating the progress of a polymerase on a template are provided, e.g., in

U.S.S.N. 6]!099,696, US. Patent Pub. No. 2006/0160] 13, and US. Patent Pub. No. 2008f0009007,

all of which are incorporated by reference herein in their entireti es for all purposes.)

[00106] By way of example, a sequencing reaction may be initiated on a template comprising

a non-native base in the absence of the complement to the non-native base, which would not impact

the overall sequence determination of other portions of the template that are complementary to

native bases. By starving the reaction for the complement to the non-native base, one can prohibit

synthesis, and thus, the sequencing process, until the non-native base complement is added to the

mixture. This can provide a “hot start" capability for the system andr'or an internal check on the

sequencing process and progress that is configurable to not interfere with sequence analysis of the

regions ofinterest in the template, which would be complementary to only native bases. In some

embodiments, the non-native base complement in the sequence mixture is provided with a

detectably different label than the complements to the four native bases in the sequence, and the

production of incorporation-based signals associated with such labels prOvides an indication that the

polymerase has initiated or reinitiated. Although described as the “non-native base” it will be

appreciated that this may comprise a set of non-natural bases that can provide multiple control

elements within the template structure. In certain embodiments, two different non-native bases are

included within the template structure, but at different points, to regulate procession of the

sequencing process, e.g., allowing controlled initiation and a controlled stopfstart position later in

the sequence, e. g, prior to a subsequent illuminated period. For example, the complement to the

first non-native base can be added to initiate sequencing immediately prior to the start of a first

illuminated period. During a first non-illuminated period following the first illuminated period, the

polymerase encounters the second non-native base, c.g., at a nucleotide position near but upstream

of a nucleotide region desired to be sequenced in a second illuminated period. Sequencing would
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stop until the complement to the second non-native base is added to the reaction mixture. Likewise,

multiple such non-native bases could be incorporated into the template to effectively target the

polymerase to multiple regions ofinterest for which sequence data is desired. Further, in

applications in which multiple identical templates are being sequenced, this would allow a

resynchronization of the various sequencing reactions and the data generated therefrom.

[00107] Methods of controlling polymerase progress in different stages of a sequencing

reaction are also useful for not only creating “condition-dependent” non-detection periods (during

which time illumination may or may not be present), but also for minimizing the amount oftime

required for traversing a given length of template during a non-detection period (whether or not

illumination is present). In order to reliably detect incorporation events, non-natural reagent

conditions are typically used to limit polymerization during detection periods to approximately 1-5,

or about 3 bases per second. In certain embodiments, replacement of Mgl‘ ions with Mn2+ ions

serves to stabilize and slow the translocation ofthe polymerase. When magnesium and, optionally,

native nucleotides (e.g., lacking fluorescent labels) are used, the rate of translocation andfor

processivity of the polymerase may increase up to two orders ofmagnitude. Use of such “rapid

translocation" conditions during the non-detection periods can provide myriad benefits, including

but not limited to a more rapid polymerization rate, an increased processivity (e.g., due to decreased

stalling and mi sincorporation), and an overall savings due to reduced use of expensive labeled

nucleotide analogs andfor reagents that mitigate oxidative stress.

[00108] In certain embodiments, a protocol for intermittent detection comprises alternating

reaction mixtures, where a first reaction mixture used during the detection periods is optimized for

sequence read generation, and a second reaction mixture used during the non-detection periods is

optimized for processivity andfor rapid polymerization. For example, when reagents for optimal

sequence read generation are present, DNA synthesis rate is low, and there is a fluorescence signal

associated with each incorporation event. After replacing the reaction mixture optimized for

sequence read generation with the reaction mixture optimized for processivity and!or rapid

polymerization, the polymerase rapidly advances across the template. In certain embodiments, a

flow cell is used to deliver and switch between the two (or more) reaction mixtures during the

course of the reaction.

[00109] In an exemplary embodiment, a first reaction mixture comprises fluorescently-

labeled nucleotide analogs and manganese ions that restrict polymerization to a rate appropriate for

high fidelity detection of nucleotide incorporation. The first reaction mixture can also include
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additional agents for mitigation of photo-induced damage of vari ous components of the reaction

mixture. A second reaction mixture comprises natural nucleotides and an appropriate magnesium

ion concentration for rapid synthesis of the nascent strand complementary to the template. A first

detection period of a sequencing reaction is initiated by introduction of the first reaction mixture,

and a sequence read is generated based upon synthesis of the nascent strand during the detection

period. After a predetermined time interval a sufficient quantity of the second reaction mixture is

flowed onto the reaction site(s) until effectively all the first reaction mixture has been replaced with

the second, thereby initiating a first non-detection period. As noted above, the lack oflabeled

nucleotides in the second reaction mixture alone can produce the non-detection period, since there

will be no signal emitted coincident with incorporation of the native nucleotides, but in certain

embodiments illumination may also be removed, e.g., to further mitigate photo-induced damage

during the non-detection period. At a time appropriate to initiate a second detection period. a

sufficient quantity of the first reaction mixture is flowed onto the reaction site(s) until effectively all

the first reaction mixture has been replaced with the second, and detection of incorporation event is

reinitiated. The cycle of reaction mixture exchange is repeated to generate multiple detection and

non-detection periods.

[00110] A flow cell for reaction mixture exchange preferably has two inputs that are gated

such that only a single reaction mixture flows into a reaction site or plurality of reaction sites, e.g,

on a substrate. A single out-flow line may be used to remove reaction mixtures from the reaction

site(s) to a single collection vessel, or multiple collection vessels may be used, one for each type of

reaction mixture used. Further, accurate estimation of the distance a polymerase translocates during

a non-detection period is important for bioinformatics applications. This estimation is complicated

ifthe time for reaction mixture exchange is slow. As such, the flow is preferably at a sufficient rate

that the time for exchange is significantly less than the time spent in the presence of either reaction

mixture alone.

[00111] Figure 2 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination. In this embodiment, sixteen sequencing-by-incorporation

reactions are performed on single nucleic acid templates (each of which comprises the same

nucleotide sequence) with the timing of the illuminated and non-illuminated periods the same for all

sixteen reactions. In A, the sixteen reactions are shown disposed on sixteen reaction sites on a solid

support and are numbered for convenience. A representation ofthe illumination data is shown in B,

with bars extending across the graph indicative of illumination data collected during illuminated
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periods for each reaction. In this illustrative example, each reaction is subjected to three illuminated

periods, each followed by a non-illuminated period, resulting in three noncontiguous sequence reads

for each reaction, i.e., three noncontiguous reads per template molecule sequenced. The position of

the bars relative to the x-axis provides the position of the sequence read relative to the template

nucleic acid sequence, which extends from position 0 (initiation of sequencing reaction) to n.

During the first illuminated period, the sequence reads generally overlap, but the natural variation of

polymerase translocation rate over the set of reactions results in a “spreading" of the sequence reads

as the reaction proceeds through the second and third illuminated periods with increasing variation

in the exact position of each polymerase on the template at the beginning and end of each

illuminated period. As such, the earlier illumination data provides better redundancy

(“oversampling”) of sequence information over a relatively narrow portion of the template nucleic

acid, while the later illuminated periods provide less redundant sequencing data over a broader

region of the template nucleic acid. The timing of the non-illuminated periods between the

illuminated periods and the known or calculated rate of incorporation are used to determine

approximate spacing between the resulting sequence reads, providing context for building a

sequence scaffold or consensus sequence. It is important to note that although shown disposed on a

solid support in A, the data shown in B could also have been generated from reactions not disposed

on a solid support nor performed simultaneously and the methods are generally not so limited.

Further, as described above, the spreading of the sequence reads from later stages of the reactions

can be mitigated by synchronizing the reactions, e.g., by regulating the initiation points of the

polymerase on the template for each detection period, thereby creating a set of sequence reads that

provides better redundancy (i.e., more Overlap in the positions on the template from which the

sequence reads are generated), especially in the later stages of the reactions.

[00112] Using templates that allow repeated sequencing (e.g., circular templates) in a single

reaction can increase the percent of a nucleic acid template for which nucleotide sequence data is

generated, thereby providing more complete data for further analysis, e.g., construction of sequence

scaffolds andi’or consensus sequences for the nucleic acid template. For example, each time a

circular template is sequenced the timing of the illuminated and non-illuminated periods can be

reset to change the regions of the template for which nucleotide sequence data is generated. As

described above, the number ofbase positions separating sequence reads generated in illuminated

periods can be estimated based on the temporal length of intervening non-illuminated periods and

the known rate of incorporation during the reaction anda’or by the measured rate of incorporation
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during the illuminated period(s). The known rate of incorporation can be based on various factors

including, but not limited to, sequence context effects due to the nucleotide sequence of the

template nucleic acid, kinetics of the polymerase used, buffer effects (salt concentration, pH, etc),

and even data being collected from an ongoing reaction. These factors can be used to determine the

appropriate timing for the illuminated and non-illuminated periods depending on the experimental

objectives of the practitioner, whether it be maximizing length or depth of sequence coverage on a

given template nucleic acid, or optimizing sequence data collection from particular regions of

interest. Alternatively, each time a circular template is sequenced the timing ofthe illuminated and

non-illuminated periods can be kept the same to provide a greater-fold coverage of one or more

regions ofinterest in the template. Various methods for generating redundant sequence reads are

known in the art, and certain specific methods are provided in US. Patent No. 7,302,146; US.

Patent No. 7,476,503; U.S.S.N. 61 {094,837, filed September 5, 2008; USSN. 617099696, filed

September 24, 2008; and U.S.S.N. 617072, 1 60, filed March 28, 2008, all of which are incorporated

by reference herein in their entireties for all purposes, A specific embodiment is also provided in the

Exemplary Applications section herein.

[00113] The present invention provides novel template configurations and methods for

exploiting these compositions in template directed sequencing processes, While these compositions

and methods have utility across all of the various template directed processes described herein, for

ease of discussion, they are being primarily discussed in terms of preferred single molecule, real-

time sequencing processes, in which they prev-ide myriad benefits. In particular, the present

invention is generally directed to nucleic acid sequences that employ improved template sequences

to imprOve the accuracy of sequencing processes. For example, in at least one aspect, the template

compositions of the invention are generally characterized by the presence of a double stranded

segment or a pair of sub-segments that are internally complementary, i.e., complementary to each

other. In particular contexts, the target nucleic acid segment that is included within a template

construct will typically be substantially comprised of a double stranded segment, e.g., greater than

75%, or even greater than 90% of the target segment will be double stranded or otherwise internally

complementary.

[00114] Examples of template configurations of the invention that are partially and

completely contiguous are schematically illustrated in Figure 20A and 20B, respectively. In

particular, as shown in Figure 20A, a partially contiguous template sequence 200 is shown which

includes a double stranded portion, comprised of two complementary segments 202 and 204, which,
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for example, represent a target sequence or portion thereof. As shown, the 3’ end of segment 202 is

linked to the 5’ end of segment 204 by linking oligonucleotide 206, providing a single stranded

portion of the template, and yielding a partially contiguous sequence. By comparison, as shown in

Figure 203, a completely contiguous template sequence 210 is shown. Sequence 210 includes a

double stranded portion again comprised of two complementary segments 212 and 214. As with the

partially contiguous sequence of Figure 20A, the 3’ end of segment 212 is joined to the 5’ end of

segment 214 via oligonucleotide 216 in a first single stranded portion. In addition, the 5’ end of

segment 212 isjoined to the 3’ end of segment 214 via linking oligonucleotide 218, providing a

second single stranded portion, and yielding a completely contiguous or circular template sequence.

[00115] In addition, the templates ot‘the invention, by virtue of their inclusion of double

stranded segments, provide consensus through the identifi cation of both the sense and antisense

strand of such sequences (in both the partially and completely contiguous configurations).

[00116] By way of example, and with reference to Figures 20A and 203, with respect to a

partially contiguous template shown in Figure 20A, obtaining the entire sequence. e.g., that of

segments 202, 204 and 206 provides a measure of consensus by virtue of having sequenced both

sense strand, e.g., segment 202, and the anti sense strand, e.g., segment 204. In addition to

providing sense and antisense consensus within a single template molecule that can be sequenced in

one integrated process, the presence of linking segment 206 also provides an opportunity to provide

a registration sequence that permits the identification of when one segment, e.g., 202, is completed

and the other begins, eg, 204. Such registration sequences provide a basis for alignment sequence

data from multiple sequence reads from the same template sequences, e.g., the same molecule, or

identical moleCUles in a template population. The progress of sequencing processes is

schematically illustrated in Figure 21A. In particular, as shown, a sequencing process that begins,

e.g., is primed, at the open end of the partially contiguous template, proceeds along the first or sense

strand, providing the nucleotide sequence (A) of that strand, as represented in the schematic

sequence readout provided. The process then proceeds around the linking oligonucleotide of the

template, providing the nucleotide sequence (B) of that segment. The process then continues along

the antisense strand to the A sequence, and provides the nucleotide sequence (A’), which provides

consensus data for the sense strand as its antisense counterpart. As noted, because the B sequence

may be exogenously provided, and thus known, it may also provide a registration sequence

indicating a point in the sequence determination at which the data transitions from sense to

anti sense strands.
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[00] 17] With respect to completely contiguous or circular template sequences configured in

accordance with the invention, the consensus potential is further increased. In particular, as with

the partially contiguous sequences shown in Figure 20A, the completely contiguous sequences also

provide sense and antisense consensus. In addition, such templates provide for the potential for

iterative sequencing of the same molecule multiple times, by virtue of the circular configurati on of

the template. Restated, a sequence process may progress around the completely contiguous

sequence repeatedly obtaining consensus for each segment from the complementary sequences, as

well as consensus within each segment, by repeatedly sequencing that segment. This is

schematically illustrated in Figure 2 l B, again with a representative illustration of a sequence

readout provided. As shown, a sequencing process that is primed at one end, e.g., primed within

one linking oligonucleotide sequence, e.g., linking oligonucleotide 218 ot‘Figure 20, proceeds along

the first or sense strand 2|4, again providing the nucleotide sequence A of that strand. The

sequence process then proceeds around the first linking oligonucleotide, e.g., linking

oligonucleotide 216 from Figure 20, to provide the nucleotide sequence B of that segment of the

template. Proceeding along the antisense strand, e.g., segment 212 of Figure 203), provides the

nucleotide sequence A’, which is again, complementary to sequence A. The sequencing process

then continues around the template providing the nucleotide sequence for the other linking

oligonucleotide, cg, linking oligonucleotide 218 of Figure 20B, where the illustrated sequencing

process began, providing nucleotide sequence C. Because the template is circular, this process can

continue to provided multiple repeated sequence reads from the one template, e,g., shown as

providing a second round of the sequence data A-B-A’-C-A-B-A'. Thus, sequence redundancy

comes from both the determination of complementary sequences A and A’, and the repeated

sequencing of each segment. As will be appreciated, in iteratively sequencing circular templates,

strand displacing polymerases, as discussed elsewhere herein, are particularly preferred, as they will

displace the nascent strand with each cycle around the template, allowing continuous sequencing.

Other approaches will similarly allow such iterative sequencing including, cg, use of an enzyme

having 5’-3’ exonuclease activity in the reaction mixture to digest the nascent strand post synthesis.

[00118] Another exemplary embodiment of an analysis of a plurality of illuminated reactions

using intermittent illumination comprises a first illuminated period that is initiated at different times

over the plurality of reactions. For example, the illuminated period for a first reaction may start at 0

seconds, the illuminated period for a second reaction may start at 5 seconds, the illuminated period

for a third reaction may start at 10 seconds, and so forth. Additionally or alternatively, a first subset
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of reactions may begin at a first time, a second subset may begin at a second time, etc. The first

illuminated period continues for a given length of time, followed by a non-illuminated period and a

subsequent second illuminated period. Optionally, a plurality of non-illuminated periods and

illuminated periods follow the first illuminated period. Staggered start times can provide staggered

data sets (e.g., two or more sequence reads) for the plurality of reactions, allowing multiple different

stages of the overall reaction to be interrogated in different reactions. Preferably, the staggered data

sets overlap to an extent that allows further analysis and validation of the reaction data. For

example, a sequencing-by-incorporation reaction subjected to such an embodiment ofthe invention

would preferably have sufficient overlap between sequence reads from different individual reactions

to allow construction of a sequence scaffold andi’or consensus sequence for a template nucleic acid.

[00119] A mask for use with a solid support (cg, an array of confinements) can be designed

to allow illumination of one or more portions ofthe solid support while blocking illumination to

other portions ofthe solid support. For example, a mask may comprise one or more windows that

allow excitation illumination to pass through the mask. Such a mask may be physically moved over

the surface of the solid support (or the solid support can be moved relative to the mask), e.g., to

selectively allow excitation illumination to reach a subset of confinements in an array. For example,

a mask that allows 10% of reaction sites to be illuminated could be used to increase the sequencing

scaffold coverage by sliding the illumination area (the area being subjected to excitation

illumination) back and forth across the solid support. The 10% of reactions would cover certain

regions of the nucleic acid template for any given time period (and therefore region of sequence in

the template). In certain embodiments, an automated mask that selectively controls the timing of

illumination of reactions on a solid Support during the cOurse of the reactionfacquisition may be

used rather than a mask that must be physically moved.

[00120] The timing of the illuminated and non-illuminated periods for a set of reactions on a

solid support may be the same or may vary, and may be synchronized or random. In certain

embodiments in which the excitation illumination source is turned on and off, the timing of the

illuminated and non-illuminated periods for the set of reactions will be identical. In other

embodiments, for example, those that comprise use of a mask, the timing of the illuminated and

non-illuminated periods for the set of reactions can vary so that while a subset of the reactions are

illuminated, another subset of the reactions are not illuminated. Various exemplary and nonlimiting

embodiments of masks that may be used with a set of reactions on a solid substrate are provided in

Figures 3-5, as described below. In certain embodiments, the illuminatcdr’non-illuminated status of
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each reaction may be random across the solid support, e.g., to remove any experimental bias

potentially introduced by actively selecting which reactions to illuminate at a given time, as long as

the sequence reads being generated at the illuminated reactions and the time at which these

reactions are not illuminated are able to be assigned to a particular reaction. For ease of discussion,

the action of both illuminating and collecting emission signals from a reaction ofinterest, or a

particular region on a solid support in which a reaction of interest is taking place, is referred to as

“interrogating" that reaction andr’or that region. A region being so interrogated is termed an

“observation region.”

[00121] Figure 3 provides an exemplary embodiment of analysis of a plurality ofilluminated

reactions using intermittent illumination and a mask. As in Figure 2, an array of reactions on a solid

support 310 is provided containing sixteen reaction sites, numbered for convenience (A). In B, a

mask 320 is provided with a single window 330 to allow passage ofillumination to a subset of

reactions on the solid support. Window 330 is wide enough to allow illumination of at least two

columns of reaction sites on solid support 310. As in Figure 2, a representation of the illumination

data is shown in C, with bars extending across the graph indicative of illumination data collected For

each reaction. The position of the bars relative to the x-axis provides the position of the sequence

read relative to the template nucleic acid sequence, which extends from position 0 (initiation of

sequencing reaction) to n. When the sequencing reaction is initiated at all positions on solid support

310, the window 330 is positioned to allow illumination to only reactions 1, 5, 9, and [3, and these

four reactions provide sequence reads 350 for the earliest stage of the reactions. The window 330 is

subsequently moved to provide an illuminated period for reactions 2, 6, 10, and 14 while still

continuing the illuminated period for reactions 1, 5, 9, and 13. The illumination data for reactions 2,

6, 10, and 14 provides sequence reads 360, which partially overlap sequence reads 350 for reactions

1, 5, 9, and 13. The window 330 is moved again to provide illuminated periods for reactions 3, 7,

11, and 15 while still continuing the illuminated period for reactions 2, 6, 10, and 14, but removing

illumination from reactions 1, 5, 9, and 13. The illumination data for 3, 7', l l, and 15 results in

sequence reads 370, which partially overlap sequence reads 360 for reactions 2, 6, 10, and 14. A

fourth position of the mask 320 initiates an illuminated period for reactions 4, 8, 12, and 16 while

continuing illumination of reactions 3, 7, l l, and 15, but ending the illuminated period for reactions

2, 6, 10, and 14. Sequence reads 380 correspond to sequence reads from reactions 4, 8, 12, and 16.

Finally, the window is moved to end the illuminated period for reactions 3, ’i’, 11, and 15 while

continuing the illuminated period for reactions 4, 8, 12, and 16. Repeating the above process allows
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a second read to be generated from each reaction, and this second read is noncontiguous with the

first read. For example, reactions 1, 5, 9, and 13 correspond to reads 350 and, later in the reaction,

reads 355. The two reads generated in a single reaction do not overlap and are separated by a length

of nucleotides that was incorporated during the non-illuminated period between the two illuminated

periods.

[00122] The mask can optionally be passed over the substrate additional times to generate

additional reads until the reactions are complete or no longer provide reliable data, such as when the

total illumination time (computed by summing the times for the multiple illuminated periods) has

surpassed a photo-induced damage threshold period. Further, the mask may be passed back and

forth, or may pass over the solid support in only one direction, cg, always left to right, or vice

versa.

[00123] Further, unlike the data shown in Figure 2B which has gaps in the sequence coverage

for the template nucleic acid, the strategy provided in this embodiment results in at least two-fold

coverage across the entire template nucleic acid (Figure 3C), although at a lower-fold redundancy.

The portion of the template covered by only reads 380 and reads 355 has the least-fold redundancy,

and in some instances a gap in coverage may be present in this region due to the movement ofthe

mask 320 from the far right to the far left of the solid support 3 '| 0. Of course, oversampling by

adding replicate reactions to the set of reactions, or using templates that allow repeated sequencing

(e.g., circular templates) in a single reaction can increase the coverage ofa nucleic acid template,

thereby providing more data for construction of sequence scaffolds andfor consensus sequences for

the nucleic acid template. Various methods for generating redundant sequence reads are known in

the art, and certain specific methods are prOvided in U.S. Patent No. 7,302,146; US. Patent No.

7,426,503; U.S.S.N. 611094337, filed September 5, 2003, U.S.S.N. 6lf099,696, filed September 24,

2008; and U_S.S.N. 6]!0?2,160, filed March 28, 2008, all of which have been previously

incorporated by reference herein. The natural variation of polymerase translocation rate over the set

of reactions is also apparent in this prophetic example as the spreading of the sequence reads and

decreasing overlap between reads from reactions in adjacent columns in the later stages of the

reactions as compared to the earlier stages.

[00124] Figure 4A provides an embodiment of a mask similar to that provided in Figure 3

except that it comprises three windows allowing multiple nonadj acent columns of reaction sites to

be illuminated simultaneously. Figure 4B provides an embodiment ofa mask comprising twelve

windows, each of which allows illumination of a single reaction site on a solid support. The
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windows are oriented in the mask to allow illumination of every other reaction in each row and

every other reaction in each column. It will be understood that these mask designs are merely

exemplary and nonlimiting embodiments as it is well within the abilities of the ordinary practitioner

to determine an appropriate mask design depending on the experimental design or the illuminated

reactions to be interrogated.

[00125] Figure SB illustrates yet another aspect of the instant invention in which multiple

samples are analyzed on a single solid support using intermittent illumination. Four different

samples are disposed on a solid support, one in each quadrant 510, 520, S30, and 540 (A). A mask

550 is used that comprises two windows 560 that allow multiple rows of reaction sites to be

illuminated simultaneously (B). A first position of this mask over a solid support in which two

reactions in each quadrant are illuminated is demonstrated in C. A second position of the mask

allowing illumination ofthe previously non-illuminated reactions is demonstrated in D. The mask

may be moved back and forth as indicated by the double-arrow to provide multiple illuminated and

non -illun1inated periods for each reaction containing one of the four samples.

[00126] The present invention is also useful for redundant interrogation of reactions or

portions of a solid support of interest. In certain aspects, sequential interrogation of different

observation regions may be repeated a number of times, e,g., more than 2, 5, IO, 50, 100, 500, IOOO,

or even more than 10,000 times. In general, this method of stepping the observation region to

another, preferably adjacent region, and repeating the interrogation process is generally referred to

as a “step and repeat” process, and may be performed by various methods, including but not limited

to moving the incident light and the solid support relative to one another and moving a mask across

the Surface of the solid Support, as described above. Although described as a “step and repeat“

method, in some embodiments where the observation region is moved across a substrate, that

movement is not step-wise and iterative, but instead constitutes a continuous motion, substantially

continuous motion, or stepped movement, or an iterative motion whereby each iterative step

interrogates a new region that overlaps with some portion of the previously interrogated region. In

particular, a substrate may be moved continuously relative to an optical system, whereby the

observation region moves continuously across the substrate being interrogated (in a “scan mode”).

[00127] The present invention is optionally combined with an optical system that provides

illumination andi’or collection of emitted illumination. Preferably, the optical system is operatively

coupled to the reaction sites, e.g., on a solid support. One example of a particularly preferred optic-a1
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system is described in USSN. ] ”201,768, filed August 1], 2005, and incorporated herein by

reference in its entirety for all purposes. Optical systems are described further below.

[00128] In some embodiments, one or both ofthe solid support and optical system are moved

during interrogation. For example, a solid support being interrogated may be held stationary while

the optical system is moved, or the solid support may be moved relative to a stationary optical

system. Such movement may be accomplished using any of a variety of manipulation hardware or

robotic set-ups, e.g., a steppen’feeder apparatus, and are well known in high performance printing

technologies and in the semiconductor industry. For example, robotic systems may be used to pick

up and rc-orient a given solid support in order to interrogate different regions of the solid support,

or make a previously unacccssible region (c.g., blocked by clips, support structure, or the like) of

the solid support accessible. Such robotic systems are generally available from, e.g., Beckman, lnc.,

Tecan, Inc, Caliper Life Sciences, and the like.

[[10129] In addition to the foregoing, it will be appreciated that the reagents in a given

reaction of interest, including those reagents for which photo-induced damage is being mitigated in

accordance with the invention, may be provided in any of a variety of different configurations, For

example, they may be provided free in solution, or complexcd with other materials, c.g., other

reagents andx’or solid supports. Likewise, such reagents may be provided coupled to beads,

particles, nanocrystals or other nanoparticlcs, or they may be tethered to larger solid supports, such

as matrices or planar surfaces. These reagents may be further coupled or complexed together with

other reagents, or as separate reagent populations or even as individual molecules, e. g, that are

detectably resolvable from other molecules within the reaction space. As noted above, whether a

partiCular reagent is confined by virtue of structural barriers to its free movement or is chemically

tethered or immobilized to a surface ofa substrate, it will be described as being “confined.” Further

examples of such confined reagents include surface immobilized or localized reagents, e.g., surface

immobilized or associated enzymes, antibodies, etc. that are interrogated upon the surface, e.g.,

through fluorescence scanning microscopy or scanning confocal microscopy, total internal

reflection microscopy or fluorometry, microscopy utilizing evanescent waves (see, e.g., U.S. Patent

Publication Nos. 20080128627, filed August 31, 2007; 20080152281, filed October 31, 2007; and

200801552280, filed October 31, 2007, all of which are incorporated by reference in their entireties

for all purposes), surface imaging, or the like. For example, in some preferred embodiments, one or

more reagents in an assay system are confined within an optical confinement. Such an optical

confinement may be an internal reflection confinement ([RC) or an external reflection confinement
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(ERC), a zero-mode waveguide, or an alternative opti cal structure, such as one comprising porous

film with reflective index media or a confinement using index matching solids. More detailed

descriptions of various types of optical continements are provided, e. g., in International Application

Publication No. W0720067083751, incorporated herein by reference in its entirety for all purposes.

[00130] The invention is generally applicable to any ofa variety of optical assays that require

substantial illumination andfor photoactivated conversion or excitation of chemical groups, e.g.,

fluorophores. For example, the compositions and methods provided herein may be used with

fluorescence microscopy, optical traps and tweezers, spectrophotometry, fluorescence correlation

spectroscopy, confocal microscopy, near-field optical methods. fluorescence resonance energy

transfer (FRET), structured illumination microscopy, total internal reflection fluorescence

microscopy (TIRF), etc. The methods provided herein may be particularly useful in assays that are

negatively impacted, directly or indirectly, by prolonged exposure to illumination. Of particular

interest are those assays that are impaired by the generation andfor accumulation of tri plet-state

forms or free radicals during illumination.

[00131] One particularly apt example of analyses that benefit from the invention are single-

molecule biological analyses, including, inter alia, single molecule nucleic acid sequencing

analyses, single molecule enzyme analyses, hybridization assays (e.g., antibody assays), nucleic

acid hybridization assays, and the like, where the reagents of primary import are subjected to

prolonged illumination with relatively concentrated light sources (eg, lasers and other concentrated

light scurces, such as mercury, xenon, halogen, or other lamps) in an environment where

photoconversionfexcitation is occurring with its associated generation of products. In certain

embodiments, the methods, compositions, and systems are used in nucleic acid sequencing

processes that rely on detection of fluorescent or fluorogenic reagents. Examples of such

sequencing technologies include, for example, SMRTTM nucleic acid sequencing (described in, e.g.,

US. Patent Nos. 6,399,335, 6,056,661, 7,052,847, 7,033,764, 7,056,676, 7,361,466, 7,416,844, the

full disclosures of which are incorporated herein by reference in their entirety for all purposes), non-

real-time, or “one base at a time” sequencing methods available from, e.g., Illumina, Inc. (San

Diego, CA), Helicos BioSciences (Cambridge, MA), Clonal Single Molecule ArrayTM, and

SOLiDTM sequencing. (See, e.g., Harris, et a1. (2008) Science 320 (5872): 106-9, incorporated by

reference herein in its entirety for all purposes.) Such prolonged illumination can negatively impact

(cg, by introducing photo-induced damage) these reagents and diminish their effectiveness in the

desired reaction.
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1]]. Prevention of Photo-induced Damage

[00132] The methods provided herein are particularly useful in analyses that utilize very

limited concentrations of reactants, such as single molecule dctectionr'monitoring assays. As will be

appreciated, in such reagent limited analyses, any loss, degradation, or depletion of a critical reagent

will dramatically impact the analysis by further limiting the reagent, which not only can adversely

effect the detectable signal, but may also directly impact the reaction being monitored, e.g., by

changing its rate, duration, or product(s). For example, photo-induced damage can include a

photoinduced change in a given reagent that reduces the reactivity of that reagent in the reaction,

c.g., photobleaching ofa fluorescent molecule, which diminishes or removes its ability to act as a

signaling molecule. Also included in the term photo-induced damage are other changes that reduce

a reactant’s usefulness in a reaction, e.g., by making the reagent less specific in its activity in the

reaction. Likewise, photo-induced damage includes undesired changes in a reagent that are caused

by interaction of that reagent with a product of another photoinduced reaction, e.g., the generation

of singlet oxygen during a fluorescence excitation event, which singlet oxygen may damage organic

or other reagents, c.g., proteins. Photo-induced damage also includes downstream effects of damage

to reactants, such as irreversible interactions between damaged reactants and other critical

components of the reaction, c.g, reactive proteins or enzymes. For example, damage to an enzyme

that catalyzes a reaction being monitored may cause a reduction in the rate of the reaction, in some

cases stopping it altogether, or may reduce the duration or fidelity of the reaction.

[00133] As suggested by the foregoing, photo-induced damage generally refers to an

alteration in a given reagent, reactant, or the like, that causes such reagent to have altered

functionality in a desired reaction, e.g., rcduccd activity, reduced specificity, or a reduced ability to

be acted upon, converted, or modified, by another molecule, that results from, either directly or

indirectly, a photo-induced rcacti on, e.g., a photo-induced reaction creates a reactant that interacts

with and causes damage to one or more other reactants. Typically, such photoreacti on directly

impacts either the reactant of interest, e.g., direct photo-induced damage, or impacts a reactant

within one, two or three reactive steps of such reactant of interest. Further, such photoreaction can

directly impact the reaction of interest, e.g., causing a change in rate, duration, processivity, or

fidelity of the reaction.

[00134] The amount of time an illuminated analysis may be carried out before photo-induced

damage so substantially impacts the reactants to render the analysis non-useful is referred to as the
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“photo-induced damage threshold period.” A photo-induced damage threshold period is assay-

dependent, and is affected by various factors, including but not limited to characteristics of enzymes

in the assay (cg, susceptibility to photo-induced damage and the effect of such damage on enzyme

activityr’processivity), characteristics of the radiation source (eg, wavelength, intensity),

characteristics of the signal-generating molecule (e.g., type ofemission, susceptibility to photo-

induced damage, propensity to enter triplet state, and the effect of such dam age on the

brightnessfduration of the signal), similar characteristics of other components of the assay. It can

also depend on various components of the assay system, e.g., signal transmission and detection, data

collection and analysis procedures, etc. It is well within the abilities ofthe ordinary practitioner to

determine an acceptable photo-induced damage threshold period for a given assay, e.g., by

monitoring the signal decay for the assay in the presence of a photodamaging agent and identifying

a period for which the signal is a reliable measure for the assay. In terms of the invention, the photo-

induced damage threshold period is that period of illuminated analysis during which such photo-

induced dam age occurs so as to reduce the rate or processivity of the subject reaction by at least

10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, or 90% over the same reaction in the absence of such

illumination. It is an object ofthe invention to increase the photo-induced damage threshold period,

thereby increasing the amount of time reactions can proceed toward completion with minimal

damage to the reactants, thereby lengthening the time in which the detectable signal is an accurate

measure of reaction progression.

[00135] In some contexts, a “photo-induced damaged" reaction may be subject to spurious

activity, and thus be more active than desired. In such cases, it will be appreciated that the photo-

induced damage threshold period of interest would be characterized by that period of illuminated

analysis during which such spurious activity, eg, as measured by an increase in reaction rate, or an

increase in non-specific reaction rate, is no more than 10%, 209/6, 30%, 40%, 50%, 60%, 70%, 80%,

or 90% over a non-illuminated reaction. In one non-limiting example, where a nucleic acid

polymerase, by virtue of a photodamaging event, begins to incorrectly incorporate nucleotides

during template directed synthesis, such activity would impact the photo-induced damage threshold

period as set forth above. In this case, the methods, devices, and systems of the invention would

increase the photo-induced damage threshold period, thus increasing the amount of time the

reaction could proceed before the above-described spurious activity occurred.

[00136] With reference to nucleic acid analyses, it has been observed that in template-

directed synthesis of nucleic acids using fluorescent nucleotide analogs as a substrate, prolonged
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illumination can result in a substantial degradation in the ability of the polymerase to synthesize the

nascent strand of DNA, as described previously, e. g., in US. Published Patent Application No.

2007016101?, incorporated by reference herein in its entirety for all purposes. Damage to

polymerase enzymes, template sequences, andz’or primer sequences can significantly hinder the

ability of the polymerase to process longer strands of nucleic acids. For example, reduction in the

processivity ot‘a polymerase leads to a reduction in read lengths for sequencing processes that

identify sequence constituents based upon their incorporation into the nascent strand. As is

appreciated in the art of genetic analysis, the length of contiguous reads of sequence directly

impacts the ability to assemble genomic information from segments of genomic DNA. Such a

reduction in the activity of an enzyme can have significant effects on many different kinds of

reactions in addition to sequencing reactions, such as It gations, cleavages, digestions,

phosphorylations, etc.

[00137] Without being bound to a particular theory or mechanism of operation, it is believed

that at least one cause of photo-induced damage to enzyme activity, particularly in the presence of

fluorescent reagents, results from the direct interaction of the enzyme with photo-induced damaged

fluorescent reagents. Further, it is believed that this photo-induced damage of the fluorescent

reagents (and possibly additional damage to the enzyme) is at least partially mediated by reactive

intermediates (eg, reactive oxygen species) that are generated during the relaxation of triplet-state

fluorophores. One or both of the photo-induced damaged fluorescent reagents andr’or reactive

intermediates may be included in the overall detrimental effects of photo-induced damage.

[00138] In certain aspects, the invention is directed to methods, devices, and systems that

reduce the amOunt of photo-induced damage to one or more reactants during an illuminated

reaction, e.g., thereby improving the reaction, e.g., by increasing the processivity, rate, fidelity,

processivity, or duration of the reaction. In particular, methods are provided that yield a reduction

in the level of photo-induced damage and/or an increase in the photo-induced damage threshold

period as compared to such reactions in the absence of such methods, devices, and systems. In

particular embodiments, such methods comprise subjecting an illuminated reaction to periods of

non-illuminated during the course of the reaction, as described above, or by temporarily removing

components of the reaction mixture that are believed to cause such damage, as described below.

[00139] As generally referred to herein, limited quantity reagents or reactants may be present

in solution, but at very limited concentrations, e.g., less than 200 nM, in some cases less than 10 nM

and in still other cases, less than 10 pM. In preferred aspects, however, such limited quantity
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reagents or reactants refer to reactants that are immobilized or otherwise confined within a given

area or reaction site {e.g., a zero-mode waveguide), so as to provide limited quantity of reagents in

that given area. and in certain cases, provide small numbers of molecules of such reagents within

that given area. e.g., from 1 to 1000 individual molecules, preferably between 1 and 10 molecules.

As will be appreciated, photo-induced damage of immobilized reactants in a given area will have a

substantial impact on the reactivity of that area, as other, non-damaged reactants are not free to

diffuse into and mask the effects of such damage. Examples of immobilized reactants include

surface-immobilized or -localized reagents, e.g., surface-immobilized or -associated enzymes,

antibodies, etc. that are interrogated upon the surface, e.g., through fluorescence scanning

microscopy or scanning confocal microscopy, total internal reflectance microscopy or fluorometry,

microscopy utilizing evanescent waves (see, e.g., US. Patent Publication Nos. 20080128627, filed

August 31, 2007', 2008015228], filed October 3 l , 2007', and 200801552280, filed October 3 l ,

2007, all of which are incorporated by reference in their entireties for all purposes), surface

imaging, or the like, Various types of solid supports upon which one or more reactants can be

immobilized are described above.

[00140] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is interrogated for one or more illuminated periods that cumulatively are

less than a photo-induced damage threshold period, as set forth elsewhere herein. Such interrogation

may occm coincident with or independent of interrogation of additional observation regions on a

solid support containing the first observation region. In accordance with the present invention, the

observation region typically includes confined reagents (cg, enzymes, substrates, etc.) that are

Susceptible to photo-induced damage, and may include an area of a planar or other solid Support

upon which confined reagents are immobilized. Alternatively or additionally, the observation

region may include a physical confinement that constrains the reagents that are susceptible to photo-

induced damage, including, e.g., microwells, nanowells, planar surfaces that include hydrophobic

barriers to confine reagents.

[00141] In accordance with certain aspects of the invention, a reaction of interest within a

first observation region is intermittently interrogated under constant illumination by virtue of

intermittent presence of detectable components of the reaction, wherein the presence of such

detectable components has the potential to directly or indirectly cause photo-induced damage to one

or more other reaction components. For example, a buffer comprising detectable components of a

reaction can be temporarily replaced with a buffer comprising non-detectable versions of the same
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components of the reaction, thereby interrupting data acquisition for the reaction. When data

acquisition is to be recommenced, the buffer comprising detectable component is substituted for the

buffer comprising non-detectable components. This substitution of reaction components may be

repeated multiple times to generate multiple sets of data collected at noncontiguous stages of the

reaction. For example, such a substitution can occur at least about 2, 4, 6, 8, or 10 times during the

course of the reaction.

[00142] In certain preferred embodiments, the detectable components are fluorescently-

labeled components that can be damaged by exposure to excitation illumination, and can fithher

cause damage to other reaction components, as described above. For example. a sequencing-by-

incorporation reaction can be initiated in the presence of fluorescently-labeled nucleotides whose

incorporation is indicative ot‘the nucleotide sequence ot‘the nascent strand synthesized by a

polymerase. and by complementarity, of the template nucleic acid molecule. At a selected time

point during the ongoing reaction, the labeled nucleotides can be removed and replaced with

unlabeled nucleotides, for example, by buffer exchange. After a period of time during which data

acquisition has been interrupted by the absence of signal From the ongoing reaction, the labeled

nucleotides can be reintroduced to reinitiate data acquisition. rThe labeled nucleotides may be

removed and reintroduced multiple times and for various lengths of time, as preferred by the

ordinary practitioner. In this way, multiple noncontiguous sequence reads can be generated from a

single nucleic acid molecule in real time.

[00143] The methods herein slow the accumulation of photo-induced damage to one or more

reagents, and may therefore indirectly mitigate the impact of photo-induced damage in an ongoing

reaction of interest. By way of example, methods that reduce exposure of a critical enzyme

component to illumination radiation (eg, by subjecting the reaction to periods of non-illumination

or by temporarily removing a component of the reaction responsible for such damage) do not

necessarily prevent the photo-induced damage to the enzyme component, but rather extend the

photo-induced damage threshold period by slowing the accumulation of photo-induced damage in

the reaction mixture. Measurements of reduction of photo-induced damage as a result of

implementation of intermittent illumination may be characterized as providing a reduction in the

level of photo-induced damage as compared to a reaction subjected to constant illumination.

Likewise, measurements of reduction of photo-induced damage as a result of temporary removal of

reaction components responsible for such damage may be characterized as providing a reduction in

the level of photo-induced damage as compared to a reaction in which such components are present
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throughout. Further, characterization of a reduction in photo-induced damage generally utilizes a

comparison of reaction rates, durations, or fidelities, processivities, e.g., of enzyme activity, andfor

a comparison of the photo-induced damage threshold period, between a reaction mixture subjected

to such the methods andi’or systems of the invention and a reaction mixture not so subjected.

[00144] In the case of the present invention, implementation of the methods, devices, and

systems of the invention generally results in a reduction of photo-induced damage of one or more

reactants in a given reaction, as measured in terms of "prevented loss of reactivity” in the system.

Using methods known in the art, the amount ofprevented loss of activity can at least 10%,

preferably greater than 209", 30%, or 40%, and more preferably at least 50% reduction in loss of

reactivity or increase in processivity, and in many cases greater than a 90% and up to and greater

than 99% reduction in loss of reactivity or increase in processivity. By way of illustration, and

purely for the purpose of example, when referring to reduction in photo-induced damage as a

measure of enzyme activity in the presence and absence of intermittent illumination, ifa reaction

included a reaction mixture having 100 units of enzyme activity that would, under constant

illumination, yield a reaction mixture having only 50 units of activity, then a I091: reduction in

photo-induced damage would yield a final reaction mixture of 55 units (eg, 10% ofthe 50 units

otherwise lost, w0uld no longer be lost), Further, use of the invention is expected to increase the

performance (cg, processivity, duration, fidelity, rate, etc.) of a reaction whose performance is

negatively impacted by constant exposure to illumination by at least about 2-, 5-, 10-, 20-, 30-, 50-,

80-, '| 00-, 500-, or 'IOOO-fold over that achieved by the reaction under constant illumination. For

example, it is a specific object of the instant invention to increase the processivity of a polymerase

enzyme in a sequencing reaction to allow collection of data across a longer length of the template.

[00145] ‘With regards to sequencing applications, the methods herein facilitate the scaffolding

of nucleic acid sequences in reactions susceptible to photo-induced damage. For example, if the

sequencing device has 1000 base pair average readlength under constant illumination, one could

subject the reaction to illuminated periods timed to allow approximately 100 nucleotides to be

incorporated into the nascent strand of read, followed by non-illuminated periods timed to allow

approximately 1000 nucleotides to be incorporated “in the dark.” The sequence reads resulting from

this experimental design would comprise about ten sequence reads of about 100 nucleotides each

separated by gaps of about 1000 nucleotides each. If a plurality of sequencing reactions were

carried out in this manner, and the illuminated periods were staggered appropriately, the reads from

the plurality of reactions could be combined to provide nucleotide sequence data for the entire
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template nucleic acid. This would potentially allow sequence scaffolds to be built much more easily

than can be done with short-read systems, enabling structural analysis of previously impossible-to-

sequence sections of highly repetitive DNA, given the sequencing system is capable ot‘long reads in

the absence of photodamage.

IV. Software and Algorithm Implementations

[00146] The methods herein may operate with numerous methods for sequence alignment

including those generated by various types ofknovvn multiple sequence alignment (MSA)

algorithms. For example, the sequence alignment may comprise one or more MSA algorithm-

derived alignments that align each read using a reference sequence. In some embodiments in which

a reference sequence is known for the region containing the target sequence, the reference sequence

can be used to produce an MSA using a variant of the center-star algorithm. Alternatively, the

sequence alignment may comprise one or more MSA algorithm-derived alignments that align each

read relative to every other read without using a reference sequence (“ale rim-Io assembly routines”),

e.g., PHRAP, CAP, ClustalW, T-Coffee, AMOS make-consensus, or other dynamic programming

MSAs. Depending on the sequence-generating methods used, the determination of sequence

alignment may also involve analysis of read quality (e.g., using TraceTunerT“, Phred, etc), signal

intensity, peak data (e.g., height, width, proximity to neighboring peak(s), etc), information

indicative of the orientation of the read (e.g., 5’—)3‘ designations), clear range identifiers indicative

of the usable range of calls in the sequence, and the like. Additional algorithms and systems for

sequence alignment are well know to those of skill in the art, and are described further, e.g., in G.

A. Churchill, M. S. Waterman (1992) “The AcouraCy of DNA Sequences: Estimating Sequence

Quality," Genomics 14: 89-98, M. Stephens, et a1. (2006) “Automating sequence-based detection

and genotyping of SW5 from diploid samples,” Nat. Genet, 38: 375-381; J. Hein (1989) MW. Biol.

Evol, 6: 649-668, U.S.S.N. 'l2i’134,186, filed June 5, 2008‘, and U.S.S.N. 61f116,439, filed

November 20, 2008.

[00147] A standard sequence alignment problem in the context of DNA sequencing is to

align the sequence of a relatively short fragment (<2 kilobases) to a large target sequence. The

assumption is made that this fragment represents a contiguous portion of DNA to be mapped to a

single location on the reference sequence. (A “contiguous portion” to be mapped to a single

location may contain small inseflions and/or deletions and still be considered contiguous in this

context.) With the further development of nucleic acid sequencing technologies (cg, from Illumina,
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