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METHOD FOR PAIR-WISE SEQUENCING A
PLURITY OF TARGET POLYNUCLEOTIDES

CROSS REFERENCE TO RELATED
APPLICATIONS

The present application claims priority from U.S. Provi-
sional Application Nos. 60/850,210, filed Oct. 6, 2006 and
60/898,910, filed Feb. 1, 2007. Applicants claim the benefits
of priority under 35 U.S.C. §119 as to each of these provi-
sional applications, and the entire disclosure of each of these
provisional applications is incorporated herein by reference
in its entirety.

FIELD OF THE INVENTION

The invention relates to methods for pairwise sequencing
of a double-stranded polynucleotide template, which meth-
ods result in the sequential determination of nucleotide
sequences in two distinct and separate regions of the poly-
nucleotide template.

BACKGROUND TO THE INVENTION

Several publications and patent documents are referenced
in this application in order to more fully describe the state of
the art to which this invention pertains. The disclosure of each
of these publications and documents is incorporated by ref-
erence herein.

Advances in the study of biological molecules have been
led, in part, by improvement in technologies used to charac-
terise the molecules or their biological reactions. In particu-
lar, the study of the nucleic acids DNA and RNA has benefited
from developing technologies used for sequence analysis.

One method for sequencing a polynucleotide template
involves performing multiple extension reactions using a
DNA polymerase to successively incorporate labelled nucle-
otides to a template strand. In such a “sequencing by synthe-
sis” reaction a new nucleotide strand base-paired to the tem-
plate strand is built up in the 5' to 3' direction by successive
incorporation of individual nucleotides complementary to the
template strand. If used simultaneously, the substrate nucleo-
side triphosphates used in the sequencing reaction may be
blocked to prevent over-incorporation and labelled differ-
ently, permitting determination of the identity of the incorpo-
rated nucleotide as successive nucleotides are added.

In order to carry out accurate sequencing a reversible
chain-terminating structural modification or “blocking
group” may be added to the substrate nucleotides to ensure
that nucleotides are incorporated one at a time in a controlled
manner. As each single nucleotide is incorporated, the block-
ing group prevents any further nucleotide incorporation into
the polynucleotide chain. Once the identity of the last-incor-
porated labelled nucleotide has been determined the label
moiety and blocking group are removed, allowing the next
blocked, labelled nucleotide to be incorporated in a subse-
quent round of sequencing.

In certain circumstances the amount of sequence data that
can be reliably obtained with the use of sequencing-by-syn-
thesis techniques, particularly when using blocked, labelled
nucleotides, may be limited. In some circumstances it is pre-
ferred to limit the sequencing “run” to a number of bases that
permits sequence realignment with the human genome, typi-
cally around 25-30 cycles of incorporation. Whilst sequenc-
ing runs of this length are extremely useful, particularly in
applications such as, for example, SNP analysis and genotyp-
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2

ing, it would be advantageous in many circumstances to be
able to reliably obtain further sequence data for the same
template molecule.

The technique of “paired-end” or “pairwise” sequencing is
generally known in the art of molecular biology, particularly
in the context of whole-genomic shotgun sequencing. Paired-
end sequencing allows the determination of two “reads” of
sequence from two places on a single polynucleotide duplex.
The advantage of the paired-end approach is that there is
significantly more information to be gained from sequencing
two stretches each of “n” bases from a single template than
from sequencing “n” bases from each of two independent
templates in a random fashion. With the use of appropriate
software tools for the assembly of sequence information it is
possible to make use of the knowledge that the “paired-end”
sequences are not completely random, but are known to occur
on a single duplex, and are therefore linked or paired in the
genome. This information has been shown to greatly aid the
assembly of whole genome sequences into a consensus
sequence.

Paired-end sequencing has typically been performed by
making use of specialized circular shotgun cloning vectors.
After cutting the vector at a specific single site, the template
DNA to be sequenced (typically genomic DNA) is inserted
into the vector and the ends resealed to form a new construct.
The vector sequences flanking the insert DNA include bind-
ing sites for sequencing primers which permit sequencing of
the insert DNA on opposite strands. However, the need for
sequencing primers at both ends of the template fragment
makes the use of array-based sequencing techniques
extremely difficult. With array-based techniques, which usu-
ally rely on a single stranded template, it is generally only
possible to sequence from one end of a nucleotide template,
as the complementary strand is not attached to the surface.

A number of methods for double-ended sequencing of a
polynucleotide template which can be carried out on a solid
support have been reported, for example US20060024681,

US20060292611, WO06110855, WO006135342,
WO003074734, WO007010252, WO007091077  and
WO00179553.

WO 98/44151 and WO 00/18957 both describe methods of
nucleic acid amplification which allow amplification prod-
ucts to be immobilised on a solid support in order to form
arrays comprised of clusters or “colonies” formed from a
plurality of identical immobilised polynucleotide strands and
a plurality of identical immobilised complementary strands.
The nucleic acid molecules present in DNA colonies on the
clustered arrays prepared according to these methods can
provide templates for sequencing reactions, for example as
described in WO 98/44152. It is advantageous to enable the
efficient sequencing of both strands of such clusters, as
described in detail in the methods herein.

SUMMARY OF THE INVENTION

The present inventors have now developed methods for
paired-end sequencing of double-stranded polynucleotide
templates, including double-stranded templates present on
clustered arrays, such as those described herein. The methods
permit sequencing of two distinct regions, one at each end of
the complementary strands of a target polynucleotide duplex.
Using the methods of the invention it is possible to obtain two
linked or paired reads of sequence information from each
double-stranded template on a clustered array, rather than just
a single sequencing read from one strand of the template.

According to one method of the invention there is provided
a method for pairwise sequencing of first and second regions
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of a target double-stranded polynucleotide, wherein said first
and second regions are in the same target double-stranded
polynucleotide, the method comprising:

(a) providing a solid support having immobilised thereon a
plurality of double stranded template polynucleotides each
formed from complementary first and second template
strands linked to the solid support at their 5' ends, and mul-
tiple copies of one or more 5'-end immobilised primers
capable of hybridising to the 3' end of the first template strand;

(b) treating the plurality of double stranded template poly-
nucleotides such that the first template strands are hybridised
to 5'-end immobilised primers;

(c) carrying out a first sequencing read to determine the
sequence of a first region of the template polynucleotide;

(d) carrying out an extension reaction to extend one or more
of'the immobilised primers to copy the first template strand to
generate a second immobilised template strand;

(e) treating the plurality of first and second immobilised tem-
plate strands to remove the first template strand from the solid
support;

(®) carrying out a second sequencing read to determine the
sequence of a second region of the template polynucleotide,
wherein determining the sequences of the first and second
regions of the target polynucleotide achieves pairwise
sequencing of said first and second regions of said target
double-stranded polynucleotide.

A second method of the invention provides a method for
sequencing end regions A and B of a target double-stranded
polynucleotide, wherein said end regions A and B are in the
same target double-stranded polynucleotide, the method
comprising:

(a) providing a solid support having immobilised thereon a
plurality of double stranded template polynucleotides each
formed from complementary first and second template
strands linked to the solid support at their 5' ends;

(b) treating the double stranded template polynucleotides
such that each double stranded template polynucleotide is cut
in at least two places to generate two shortened double
stranded template fragments A and B immobilised at one end,
wherein A and B are no longer directly connected;

(c) treating the two shortened double stranded template frag-
ments A and B immobilised at one end to make the two
non-immobilised ends a blunt ended duplex;

(d) treating the two blunt ended duplexes such that the two
blunt ends A and B are connected to form a double stranded
nucleotide sequence containing both ends A and B of the
original target fragment in a shortened contiguous sequence,
immobilised at both ends;

(e) cleaving one strand of the double stranded nucleotide
sequence containing both distal ends A and B of the original
target fragment joined in a shortened contiguous sequence
immobilised at both ends to generate a single stranded nucle-
otide target sequence containing both distal ends A and B of
the original target fragment in a shortened contiguous
sequence, wherein said single stranded nucleotide target
sequence is immobilised at a single 5' or 3' end;

() hybridising a sequencing primer to the single stranded
nucleotide target sequence containing both distal ends A and
B of the original target fragment in a shortened contiguous
sequence; and
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(g) carrying out a single sequencing reaction to determine a
contiguous sequence of both ends A and B of the original
target fragment.

A third method of the invention provides for pairwise
sequencing of first and second regions of a target double-
stranded polynucleotide, wherein said first and second
regions are in the same target double-stranded polynucle-
otide, the method comprising:

(a) providing a solid support having immobilised thereon a
plurality of double stranded template polynucleotides each
formed from complementary first and second template
strands linked to the solid support at both their 5' ends, and
multiple copies of one or more 5'-end immobilised primers
capable of hybridising to the 3' end of the first template strand;

(b) treating the plurality of double stranded template poly-
nucleotides such that the first template strands are hybridised
to a primer that is immobilised on the solid support at its
5'-end;

(c) carrying out a first sequencing to determine the sequence
of a first region of the template polynucleotide;

(d) carrying out an extension reaction to extend one or more
of the immobilised primers to the end of the first template
strand to generate a second immobilised template strand;

(e) treating the plurality of template polynucleotides such that
the first template strand is removed from the solid support
leaving the second immobilised template strand single
stranded;

(f) carrying out a second sequencing read to determine the
sequence of a second region of the template polynucleotide,
wherein determining the sequences of the first and second
regions of the target polynucleotide achieves pairwise
sequencing of said first and second regions of said target
double-stranded polynucleotide.

In a more specific example, said third method is a method
for pairwise sequencing of first and second regions of a target
double-stranded polynucleotide, wherein said first and sec-
ond regions are in the same target double-stranded polynucle-
otide, the method comprising:

(a) providing a solid support having immobilised thereon a
plurality of double stranded template polynucleotides each
formed from complementary first and second template
strands linked to the solid support at their 5' ends;

(b) treating the plurality of double stranded template poly-
nucleotides such that one of the strands is released from the
surface leaving a single stranded first template strand immo-
bilised on the solid support at its 5'-end;

(c) hybridising a primer to said first template strand and
carrying out a first sequencing reaction to monitor the incor-
poration of labelled nucleotides onto the hybridised primer
using cycles of primer extension with a polymerase and
labelled nucleotides to generate a first extended sequencing
primer and determine the sequence of a first region of the
template polynucleotide;

(d) removing said first extended sequencing primer;

(e) hybridising the immobilised first template strand with
immobilised primers and extending said immobilised primers
to regenerate said plurality of double stranded template poly-
nucleotides each formed from complementary first and sec-
ond template strands linked to the solid support at their 5'
ends;
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(D) treating the plurality of template polynucleotides such that
the first template strand is removed from the surface leaving
the second immobilised template strand single stranded;

(g) hybridising a second sequencing primer to the second
immobilised template strands; and

(h) carrying out a second sequencing run to monitor the
incorporation of labelled nucleotides onto the second
sequencing primer using cycles of primer extension with a
polymerase and labelled nucleotides to generate a second
extended sequencing primer and determine the sequence of a
second region of the template polynucleotide, wherein deter-
mining the sequences of the first and second regions of the
target polynucleotide achieves pairwise sequencing of said
first and second regions of said target double-stranded poly-
nucleotide.

Further covered within the embodiments of the inventions
are clustered arrays prepared according to any method
described herein, for example using strand resynthesis
between two sequencing reads, or using a restriction endonu-
clease treatment to excise the central region of an immobil-
ised duplex.

Further described herein is a method of improving the data
quality of a sequencing reaction on an immobilised template,
the method comprising hybridising the template to an immo-
bilised primer such that the template is immobilised through
both ends.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 shows a schematic of a paired-end read using a first
method of the invention enabled with a nicking enzyme.

FIG. 2 shows a schematic of a paired read using a first
method of the invention enabled with a uracil primer.

FIG. 3 shows a schematic of a paired read using a second
method of the invention.

FIG. 4a shows a schematic of a paired read using a third
method ofthe invention. The figure shows the first sequencing
read occurring from a hybridised primer, but the strand may
also be hybridised to the phosphate blocked primer on the
surface, and hence may be immobilised via both ends (as
shown in FIG. 4c¢).

FIG. 45 shows a schematic of a paired read using the third
method of the invention enabled using three grafting primers.

FIG. 4¢ shows the method of FIG. 4a, where the template
is immobilised through both ends during SBS read 1.

FIG. 5 shows a representation of the clusters as grown on
the surface.

FIG. 6 shows the full sequence of one strand of the template
used for amplification.

FIG. 7 shows data from two cycles of nucleotide incorpo-
ration onto immobilised sequencing primer.

FIG. 8 shows data from sequencing reads obtained from
the method shown in FIG. 4b. The sample used was a frag-
mented BAC of 140 KB fragmented to an average insert size
of' 80 base pairs. The two reads were obtained from either end
of the fragment. Numerical data from a single tile of a
sequencing run is shown. Both reads clearly align against the
BAC sequence, with only 4% of the read derived from E. coli
that contaminated the original sample.

FIG. 9 shows a schematic of a method using two nicking
enzymes and strand resynthesis.

FIG. 10 shows the optional step of primer extension prior to
strand resynthesis, which improves the strand resynthesis
step.

FIG. 11 shows an alternative method for reversibly block-
ing the immobilised primer.
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FIG. 12 shows a schematic of indexing paired reads,
wherein the sample templates are prepared using an indexing
sequence or tag.

FIG. 13 shows a schematic of a typical amplification pro-
cess.

DETAILED DESCRIPTION OF THE INVENTION

The invention provides a method for sequencing two
regions of a target double-stranded polynucleotide template,
referred to herein as the first and second regions for sequence
determination. The first and second regions for sequence
determination are at both ends of complementary strands of
the double-stranded polynucleotide template, which are
referred to herein respectively as first and second template
strands. Once the sequence of a strand is known, the sequence
of'its complementary strand is also known, therefore the term
two regions can apply equally to both ends of a single
stranded template, or both ends of'a double stranded template,
wherein a first region and its complement are known, and a
second region and its complement are known.

The starting point for the method of the invention is the
provision of a plurality of template polynucleotide duplexes
immobilised on a solid support. The template polynucleotides
may be immobilised in the form of an array of amplified
single template molecules, or ‘clusters’. Each of the duplexes
within a particular cluster comprises the same double-
stranded target region to be sequenced. The duplexes are each
formed from complementary first and second template
strands which are linked to the solid support at or near to their
5'ends. Typically, the template polynucleotide duplexes will
be provided in the form of a clustered array.

An alternate starting point is a plurality of single stranded
templates which are attached to the same surface as a plurality
of primers that are complementary to the 3' end of the immo-
bilised template. The primers may be reversibly blocked to
prevent extension. The single stranded templates may be
sequenced using a hybridised primer at the 3' end. The
sequencing primer may be removed after sequencing, and the
immobilised primers deblocked to release an extendable 3'
hydroxyl. These primers may be used to copy the template
using bridged strand resynthesis to produce a second immo-
bilised template that is complementary to the first. Removal
of'the first template from the surface allows the newly single
stranded second template to be sequenced, again from the 3'
end. Thus both ends of the original immobilised template can
be sequenced. Such a technique allows paired end reads
where the templates are amplified using a single extendable
immobilised primer, for example as described in Polony tech-
nology (Nucleic Acids Research 27, 24, €34 (1999)) or emul-
sion PCR (Science 309, 5741, 1728-1732 (2005); Nature 437,
376-380 (2005)). The details described herein below regard-
ing the individual steps apply mutatis mutandis to the steps
described above, for example the primers may be blocked
using the same techniques as described in the relevant sec-
tions below.

If the amplification is performed on beads, either with a
single or multiple extendable primers, the beads may be
analysed in solution, in individual wells of a microtitre or
picotitre plate, immobilised in individual wells, for example
in a fibre optic type device, or immobilised as an array on a
solid support. The solid support may be a planar surface, for
example a microscope slide, wherein the beads are deposited
randomly and held in place with a film of polymer, for
example agarose or acrylamide.

When referring to immobilisation or attachment of mol-
ecules (e.g. nucleic acids) to a solid support, the terms
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“immobilised” and “attached” are used interchangeably
herein and both terms are intended to encompass direct or
indirect, covalent or non-covalent attachment, unless indi-
cated otherwise, either explicitly or by context. In certain
embodiments of the invention covalent attachment may be
preferred, but generally all that is required is that the mol-
ecules (e.g. nucleic acids) remain immobilised or attached to
the support under the conditions in which it is intended to use
the support, for example in applications requiring nucleic
acid amplification and/or sequencing.

Certain embodiments of the invention may make use of
solid supports comprised of an inert substrate or matrix (e.g.
glass slides, polymer beads etc) which is been “functiona-
lised”, for example by application of a layer or coating of an
intermediate material comprising reactive groups which per-
mit covalent attachment to biomolecules, such as polynucle-
otides. Examples of such supports include, but are not limited
to, polyacrylamide hydrogels supported on an inert substrate
such as glass. In such embodiments, the biomolecules (e.g.
polynucleotides) may be directly covalently attached to the
intermediate material (e.g. the hydrogel) but the intermediate
material may itself be non-covalently attached to the substrate
or matrix (e.g. the glass substrate). The term “covalent attach-
ment to a solid support™ is to be interpreted accordingly as
encompassing this type of arrangement.

In order to sequence two regions of a given target double-
stranded polynucleotide using the methods of the invention,
the clusters can be manipulated either to excise the region of
the target DNA between the two ends, or to obtain sequence
data from both strands of the duplex. If the central portion of
the cluster is excised, and the ends joined, it is possible to read
the shortened contiguous sequence of the cluster in a single
sequencing reaction that reads across both ends ofthe original
template. This is similar to the idea of vector based (ditag)
cloning in solution, but uses the cluster on the surface, which
comprises a single sequence to ensure the two ends of the
original fragment are joined. In the case of vectors in solution,
the DNA fragments are ligated into circular constructs, and
therefore the two ends (or tags) of the fragments remain on the
same molecule even when the circle is cut open. This ensures
two ends from the same original fragment are joined back
together (to form ditags), without inter-molecular scram-
bling. In the case of clusters, the fact that the ends of the
duplex fragments remain attached to the surface ensures that
the ends from the original fragment are joined, which also
prevents sequences from different molecules, or clusters,
from mixing together. See FIG. 3 for a schematic of paired-
end sequencing that calls for ligation of shortened ends. At the
start of the procedure, the two ends A and B are covalently
linked together via a series of intermediate bases, for example
100-1000 bases. A first treatment step cuts the cluster strands
to leave only the ends A and B as separate short duplexes that
are no longer covalently connected. A single strand of each
duplex is attached to the surface, with the other strand hybri-
dised. If the duplexes are made blunt ended, and ligated back
together, ends AB (and AA and BB) are rejoined covalently
without the intermediate bases.

Methods of treating the duplex to cut the strands at specific,
but sequence independent, positions include using a restric-
tion enzyme. Suitable restrictions enzymes are well known in
the prior art, for example Mmel, that cuts 18 and 20 bases
remotely to its binding site. It is desirable for the restriction
enzyme to reach as far as possible into the unknown region of
the DNA, and an enzyme that cuts between 10-50 bases, or
further, is preferred. In a particular embodiment, an enzyme
that cuts between 15-30 bases remote from its binding site,
such as EcoP15, is envisioned.
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The recognition sites for the particular restriction enzyme
used can be engineered into both the primer used for solid
phase amplification, and attached to the ends of the target
fragments in the sample preparation step. The attachment of
universal known ends to a library of DNA fragments by
ligation allows the amplification of a large variety of different
sequences in a single amplification reaction. The sequences
of the known sequence portion of the nucleic acid template
can be designed such the type 2 s restriction enzymes bind to
the known region, and cut into the unknown region of the
amplified template.

Treatment of the duplexes where both strands are immobi-
lised with the restriction enzyme(s) will give rise to two
shortened duplex fragments in each cluster, each duplex
anchored to the surface by one of its 5'-ends. Treatment with
restriction enzymes usually leaves an overhang on one of the
strands. The single stranded overhang can be filled in or
removed, with a polymerase or exonuclease respectively, to
ensure the ends of the duplex are blunt.

The blunt ended duplex fragments can then be joined
together by ligation to produce duplexes where both 5' ends
are immobilised. Such shortened duplexes contain the
sequences derived from the two ends of original fragment, but
without any intervening bases. A single sequencing run of
say, 50 bases, could obtain the sequence of 25 bases from each
end of the original fragment.

To facilitate sequencing, it is preferable if one of the strands
is removed from the surface to allow efficient hybridisation of
a sequencing primer to the remaining immobilised strand.
Suitable methods for linearisation are described below, and
described in more detail in application number
WO07010251, the contents of which are incorporated herein
by reference in their entirety. Linearisation also serves to limit
the problem of ligation of two fragments from the same end
rather than opposing ends. For each fragment with ends A and
B, the ‘stumps’ A and B are left on the surface after the
cleavage step. There is nothing to prevent A ligating to A or B
ligating to B to give two repeated copies of one end, rather
than the desired one copy of two ends. The linearisation of
one of the strands helps avoid this problem, as for the three
possibilities A-A, A-B or B-B, one duplex will have both
strands removed, and one will have neither removed, and
therefore remain as a duplex that is unavailable for hybridi-
sation. Methods for linearisation and sequencing of clusters
are described in full below.

In the first method of the invention, sequence data can be
obtained from both ends of the immobilised duplex by a
method wherein the duplex is treated to free a 3'-hydroxyl
moiety that can be used an extension primer. The extension
primer can then be used to read the first sequence from one
strand of the template. After the first read, the strand can be
extended to fully copy all the bases up to the end of the first
strand. This second copy remains attached to the surface at the
5'-end. If the first strand is removed from the surface, the
sequence of the second strand can be read. This gives a
sequence read from both ends of the original fragment.

In the third method of the invention, sequence data can be
obtained from both ends of a template duplex by obtaining a
sequence read from one strand of the template from a primer
in solution, copying the strand using immobilised primers,
releasing the first strand and sequencing the second, copied
strand.

Methods of generating a free 3'-hydroxyl in only one strand
of'a duplex immobilised at both ends include either treatment
with a nicking enzyme, or chemical treatment to remove a
specific nucleotide. Suitable nicking enzymes are well known
in the art, and would preferably cut at a site that is 3'-remote
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to their binding site to avoid having to sequence bases that
derive from the known nicked site. The nicking enzyme
should cut only one of the immobilised strands, at the end
closest to the surface. See FIG. 1 for schematic of paired end
sequencing methodology utilising a nicking enzyme.
Examples of suitable restriction enzymes would include
Nt.BstNBI and Nt.Alwl, which have no bases of defined
sequence beyond the released 3'-hydroxyl.

Methods of removing nucleotides from the duplex involve
the design of the template such that the base immediately
adjacent to the unknown target region can be removed to
make an abasic site. An “abasic site” is defined as a nucleotide
position in a polynucleotide chain from which the base com-
ponent has been removed. Abasic sites can occur naturally in
DNA under physiological conditions by hydrolysis of nucle-
otide residues, but may also be formed chemically under
artificial conditions or by the action of enzymes. Once
formed, abasic sites may be cleaved (e.g. by treatment with an
endonuclease or other single-stranded cleaving enzyme,
exposure to heat or alkali), providing a means for site-specific
cleavage of a polynucleotide strand.

In a non-limiting embodiment an abasic site may be cre-
ated at a pre-determined position on one strand of a template
polynucleotide duplex and then cleaved by first incorporating
deoxyuridine (U) at a pre-determined cleavage site in one
strand of the template polynucleotide duplex. This can be
achieved, for example, by including U in one of the primers
used for preparation of the template polynucleotide duplex by
solid-phase amplification. The enzyme uracil DNA glycosy-
lase (UDG) may then be used to remove the uracil base,
generating an abasic site on one strand. The polynucleotide
strand including the abasic site may then be cleaved at the
abasic site by treatment with endonuclease (e.g EndoIV endo-
nuclease, AP lyase, FPG glycosylase/AP lyase, EndoVIII
glycosylase/AP lyase), heat or alkali. In a particular embodi-
ment, the USER reagent available from New Englad Biolabs
(M5505S) is used for the creation of a single nucleotide gap at
auracil base in a duplex strand. Treatment with endonuclease
enzymes gives rise to a 3'-phosphate moiety at the cleavage
site, which can be removed with a suitable phosphatase such
as alkaline phosphatase. See FIG. 2 for a schematic of a
paired-end sequencing reaction that utilizes USER lineariza-
tion resynthesis.

Abasic sites may also be generated at non-natural/modified
deoxyribonucleotides other than deoxyuridine and cleaved in
an analogous manner by treatment with endonuclease, heat or
alkali. For example, 8-oxo-guanine can be converted to an
abasic site by exposure to FPG glycosylase. Deoxyinosine
can be converted to an abasic site by exposure to AlkA gly-
cosylase. The abasic sites thus generated may then be
cleaved, typically by treatment with a suitable endonuclease
(e.g. EndolV, AP lyase). A further example includes the use of
a specific non methylated cytosine. If the remainder of the
primer sequences, and the dNTP’s used in cluster formation
are methylated cytosine residues, then the non-methylated
cytosines can be specifically converted to uracil residues by
treatment with bisulfite. This allows the use of the same
‘USER’ treatment to linearise both strands of the cluster, as
one of the primers may contain a uracil, and one may contain
the cytosine that can be converted into a uracil (effectively a
‘protected uracil’ species). If the non-natural/modified nucle-
otide is to be incorporated into an amplification primer foruse
in solid-phase amplification, then the non-natural/modified
nucleotide should be capable of being copied by the poly-
merase used for the amplification reaction.

In one embodiment, the molecules to be cleaved may be
exposed to a mixture containing the appropriate glycosylase
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and one or more suitable endonucleases. In such mixtures the
glycosylase and the endonuclease will typically be present in
an activity ratio of at least about 2:1.

This method of cleavage has particular advantages in rela-
tion to the creation of templates for nucleic acid sequencing.
In particular, cleavage of an abasic site generated by treatment
with a reagent such as USER automatically releases a free 3'
phosphate group on the cleaved strand which after phos-
phatase treatment can provide an initiation point for sequenc-
ing a region of the complementary strand. Moreover, if the
initial double-stranded nucleic acid contains only one cleav-
able (e.g. uracil) base on one strand then a single “nick” can
be generated at a unique position in this strand of the duplex.
Since the cleavage reaction requires a residue, e.g. deoxyuri-
dine, which does not occur naturally in DNA, but is otherwise
independent of sequence context, if only one non-natural base
is included there is no possibility of glycosylase-mediated
cleavage occurring elsewhere at unwanted positions in the
duplex. In contrast, were the double-stranded nucleic acid to
be cleaved with a “nicking” endonuclease that recognises a
specific sequence, there is a possibility that the enzyme may
create nicks at “other” sites in the duplex (in addition to the
desired cleavage site) if these possess the correct recognition
sequence. This could present a problem if nicks are created in
the strand it is intended to copy, rather than the strand that will
be fully or partially removed, and is a particular risk if the
target portion of the double-stranded nucleic acid molecule is
ofunknown sequence. These limitations may be overcome by
preparing a sample with the recognition site for two different
nicking enzymes. If both preparations are processed sepa-
rately using the method, the regions of the genome cleaved by
one nicking enzyme should be represented in the other prepa-
ration.

The fact that there is no requirement for the non-natural
(e.g. uracil) residue to be located in a detailed sequence con-
text in order to provide a site for cleavage using this approach
is itself advantageous. In particular, if the cleavage site is to be
incorporated into an amplification primer to be used in the
production of a clustered array by solid-phase amplification,
it is only necessary to replace one natural nucleotide (e.g. T)
in the primer with a non-natural nucleotide (e.g. U) in order to
enable cleavage. There is no need to engineer the primer to
include a restriction enzyme recognition sequence of several
nucleotides in length. Oligonucleotide primers including U
nucleotides, and other non-natural nucleotides, such as those
listed above, can easily be prepared using conventional tech-
niques and apparatus for chemical synthesis of oligonucle-
otides.

Another advantage gained by cleavage of abasic sites in a
double-stranded molecule generated by action of UDG on
uracil is that the first base incorporated in a “sequencing-by-
synthesis™ reaction initiating at the free 3' hydroxyl group
formed by cleavage at such a site will always be T. Hence, if
the template polynucleotide duplex forms part of a clustered
array comprised of many such molecules, all of which are
cleaved in this manner to produce sequencing templates, then
the first base universally incorporated across the whole array
will be T. This can provide a sequence-independent assay for
individual cluster intensity at the start of a sequencing “run”.

In particular cases, it may be advantageous to perform a
blocking treatment with a dideoxynucleotide triphosphate
and a polymerase and/or terminal transferase. After a solid
phase amplification, there remain on the surface a large num-
ber of unused amplification primers, in addition to the free
3'-ends of each of the template strands. Treatment with such
a blocked nucleotide ensures these free 3'-OH functional
groups are unavailable for extension during any subsequent
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polymerase steps. In methods where 3'-hydroxyl groups are
created with chemical treatment or restriction endonucleases,
it is advantageous to block any residual 3'-hydroxyl groups
before the desired 3'-hydroxyl groups are created. In the case
of treatment with the USER reagent, as a phosphate group is
released, the blocking step can be performed either before or
after the USER treatment, as the phosphate group will act as
a protecting group to prevent blocking of the desired 3'-hy-
droxyl moieties. The phosphate group can be removed after
the blocking step has been performed.

The act of restriction enzyme treatment or abasic site gen-
eration and cleavage results in a free 5'-end on the strand that
is no longer immobilised to the surface. This strand can be
completely removed from the surface by treatment with a 5'-3'
exonuclease, such as lambda or T7 exonuclease. Such a treat-
ment means that the template strand is single stranded, and
available for subsequent copying. If the polymerase that is
used to extend the 3'-hydroxyl group has a strand displacing
activity, then the 5'-3' exonuclease treatment may not be nec-
essary.

In the embodiment of the invention, using an immobilised
primer for sequencing, it is advantageous to extend the free
3'-hydroxyl primer with a plurality of bases complementary
to the template prior to initiating sequencing. This both raises
the melting temperature of the immobilised duplex, and helps
prevent the template strand from re-hybridising to other
immobilised primers during sequencing, which gives rises to
phasing problems within the cluster. The ligation step is car-
ried out after the phosphatase step has removed the phosphate
group from the immobilised primer. Addition of 20-30 bases
of sequence can be performed by a ligation reaction with a
5'-phosphate modified primer hydridised adjacent to the free
3'-hydroxyl. A ligase, such as T4 DNA ligase can be used to
seal the gap. In the case of USER treatment which removes
the U nucleotide, the 5'-base of the primer will be T that
replaces the excised U. For the hybridisation step to be carried
out efficiently, the 5'-non immobilised strand must have been
removed by 5'-3' exonucleolysis treatment as described
above. Such immobilised, extended primers with a free 3'-hy-
droxyl are described as extended 5'-anchored, or extended
immobilised primers, and generation of such extended prim-
ers is only one of the steps involved in treating the plurality of
double stranded template polynucleotides such that the first
template strand is hybridised to a primer that is immobilised
on the solid support at its 5'-end.

The free 3'-hydroxyl group on the 5'-anchored primer or
extended primer can be used to initiate rounds of sequencing
to determine the sequence of the bases in the hybridised
template. Sequencing can be carried out using any suitable
“sequencing-by-synthesis” technique, wherein nucleotides
are added successively to the free 3' hydroxyl group, resulting
in synthesis of a polynucleotide chain in the 5' to 3' direction.
The nature of the nucleotide added is preferably determined
after each addition. Alternative methods of sequencing
include sequencing by ligation, for example as described in
U.S. Pat. No. 6,306,597 or WO06084132, the contents of
which are incorporated herein by reference.

The use of USER according to the present invention pro-
duces a linearised first template strand and a lawn of primers
left with phosphate blocking moieties. Without further phos-
phatase treatment, the immobilised primer lawn is not suit-
able for polymerase extension. A sequencing primer in solu-
tion can be used to initiate a sequencing read for the first
template strand. If the phosphate groups are removed from
the lawn of primers, then the first template strands, once the
first extended sequencing primer has been removed, can be
hybridised to the primer lawn and subjected to one or more
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cycles of extension, denaturation and re-hybridisation. The
denaturation can be performed thermally or isothermally, for
example using chemical denaturation. The chemical denatur-
atant may be urea, hydroxide or formamide or other similar
reagent. This re-generates the template duplexes where both
strands are immobilised. The first strand can be removed by a
suitable orthogonal linearisation treatment step, such as diol
cleavage or removal of an 8-0x0-G residue, and after dena-
turation of the first template strand, a second sequencing
primer can be hybridised to the second template strand, and
the second template strand sequenced. This orthogonal lin-
earisation strategy allows reads from both ends of the tem-
plate.

The first method of the invention provides a sequencing
reaction carried out using an immobilised primer. The immo-
bilised sequencing primer can be denatured, and the first
template strand used to re-initiate further rounds of extension
or amplification as above. Again this re-generates the tem-
plate duplexes where both strands are immobilised. The first
strand can be removed by a suitable orthogonal linearisation
treatment step, such as diol cleavage or removal of an
8-0x0-G residue, and after denaturation of the first template
strand, a second sequencing primer can be hybridised to the
second template strand, and the second template strand
sequenced. This orthogonal linearisation strategy also allows
reads from both ends of the template.

Both of the methods detailed above allow for cluster
repopulation between the first and second reads. This is ben-
eficial to increase the level of signal obtained for the second
read of the cluster. Any method that results in both amplifi-
cation primers being retained on the surface during the first
sequencing read is within the scope of the third method of the
invention, although it is advantageous if the primers can be
treated, as in the case of USER, to make the 3'-hydroxyl
unavailable for primer extension during the sequencing reac-
tion. An alternative method of blocking the unextended graft-
ing primers would be to use a nucleoside carry an unextend-
able 3' group. Treating the surface with such a nucleotide and
terminal transferase would block the surface to further exten-
sion. After the first sequencing run, the nucleotides could be
deprotected to allow further cycles of copying the template
strand. If the nucleotides carry a dideoxy modification, this
can be removed using an exonuclease, or a polymerase with
exonuclease activity. Thus the clusters could be made with
two grafted primers as described, the unused primers blocked
during the first sequencing reaction, then deblocked to allow
further copying of the template strands.

A portion of the amplification primers may be attached to
the surface with a modification blocking the 3'hydroxyl from
extension in the amplification cycles. This in effect means
that the surface is treated with three or more amplification
primers rather than two. At least two of the amplification
primers should comprise regions of identical sequence, but at
least one primer will not be susceptible to the conditions used
to remove the second primer during the linearisation process,
and will contain a 3'-blocking moiety. The blocking moiety
may take the form of a chemical block, such as an azidom-
ethyl group that can be removed with a phosphine reagent, an
enzymatically removable such as a phosphate group that can
be removed with a phosphatase, or may be in the form of a
nucleoside group that can be removed using 3'-5' exonucle-
olysis. Such nucleoside modifications include abasic sites,
that can be removed as described, or 2', 3' dideoxy nucleotides
that can be removed by a polymerase with exonuclease activ-
ity. Further modifications include using an oligonucleotide
sequence that can form a self complementary region with a
recognition sequence for a restriction enzyme, as shown in
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FIG. 11. Treatment with the restriction enzyme should cut the
hairpin strand and release a shorter sequence with a free 3'
hydroxyl group. Treatment of the surface after the first
sequencing run is completed to deblock the primers will allow
the remaining first strand to hybridise to the deprotected
primers and recopy the already sequenced strands. A second
sequencing read can be obtained by removing the first strand,
hybridising a sequencing primer and reading the newly syn-
thesised second strand.

One particular sequencing method which can be used in the
methods of the invention relies on the use of modified nucle-
otides that can act as reversible chain terminators. Such
reversible chain terminators comprise removable 3' blocking
groups. Once such a modified nucleotide has been incorpo-
rated into the growing polynucleotide chain complementary
to the region of the template being sequenced there is no free
3'-OH group available to direct further sequence extension
and therefore the polymerase can not add further nucleotides.
Once the nature of the base incorporated into the growing
chain has been determined, the 3' block may be removed to
allow addition of the next successive nucleotide. By ordering
the products derived using these modified nucleotides it is
possible to deduce the DNA sequence of the DNA template.
Such reactions can be done in a single experiment if each of
the modified nucleotides has attached thereto a different
label, known to correspond to the particular base, to facilitate
discrimination between the bases added at each incorporation
step. Suitable labels are described in copending PCT appli-
cation PCT/GB/2007/001770, the contents of which are
incorporated herein by reference in their entirety. Alterna-
tively, a separate reaction may be carried out containing each
of the modified nucleotides added individually.

The modified nucleotides may carry a label to facilitate
their detection. In a particular embodiment, the label is a
fluorescent label. Each nucleotide type may carry a different
fluorescent label. However the detectable label need not be a
fluorescent label. Any label can be used which allows the
detection of the incorporation of the nucleotide into the DNA
sequence.

One method for detecting the fluorescently labelled nucle-
otides comprises using laser light of a wavelength specific for
the labelled nucleotides, or the use of other suitable sources of
illumination. The fluorescence from the label on an incorpo-
rated nucleotide may be detected by a CCD camera or other
suitable detection means. Suitable detection means are
described in copending application PCT/US2007/007991,
the contents of which are incorporated herein by reference in
their entirety.

Once the first sequencing read is complete, and sufficient
read length has been determined, the rest of the strand can be
copied. Ifthe 3'-hydroxyl group was originally created with a
nicking enzyme, then it will be possible to re-create a fresh
3'-hydroxyl group at the same position, and extend from this
position, however it is equally possible to continue to copy the
first template strand from the 3'-hydroxyl group of the nucle-
otides incorporated as part of the sequencing reaction. This
extension reaction with all four unlabelled nucleotides and a
polymerase will copy all the bases of first template. The
immobilised primers may contain a restriction site for a nick-
ing enzyme, and treatment with the restriction enzyme may
shorten the immobilised primers, or the immobilised tem-
plate duplexes to release an unblocked 3' hydroxyl group, as
shown in FIG. 9.

In the course of developing the protocols included herein,
it was surprisingly noticed that sequencing results were
improved in situations where the 5' end of the template was
capable of hybridisation to an immobilised primer. In short,
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sequencing as shown in FIG. 4¢ was better than sequencing as
shown in FIG. 4a. In the experimental results shown herein,
better means that the level of signal retained over multiple
cycles was higher, meaning that the decay curve with both
ends immobilised was less steep, and the signal higher than
that where only a single end is immobilised. This may be due
to the fact that any template strand breakages that occur
during the sequencing process do not automatically result in
loss of the template from the surface, as the 3' end of the
template is also held in place by hybridisation, although there
may also be other factors that cause this effect.

The first template strand may be attached to the surface in
away that allows selective removal. If the first template strand
is removed from the surface, and the duplex strands dena-
tured, for example by treatment with hydroxide or forma-
mide, then the second, copied strand remains immobilised as
a linearised single strand. As the end sequences of this strand
are known, it is possible to hybridise a sequencing primer to
the second template strand, and by repeating the cycles of
sequencing as described above, determine the sequence of a
second read for the other end of the template to the first read.

Selective removal, or linearisation of the first template
strand can be achieved in a number of ways. The linearization
to allow hybridization of a sequencing primer in solution does
not have to leave a functional 3'-hydroxyl on the template
strand, and can cleave either one strand or both strands. Thus,
as used herein, the term “linearization” refers to the selective
removal of a complementary strand. If one of the amplifica-
tion primers is immobilised such that it can be cleaved from
the surface, the resulting double stranded DNA can be made
single stranded using heat or chemical denaturing conditions
to give a single stranded molecule containing a primer
hybridisation site. The single stranded molecule can be hybri-
dised with a sequencing primer in solution to allow a sequenc-
ing read of the immobilised template strand. Said cleavage
site is a site which allows controlled cleavage of the first
template strand by chemical, enzymatic or photochemical
means.

Any suitable enzymatic, chemical or photochemical cleav-
age reaction may be used to cleave. A number of suitable
methods are described in WO07010251, the contents of
which are incorporated herein by reference in their entirety.
The cleavage reaction may result in removal of a part or the
whole of the strand being cleaved. Suitable cleavage means
include, for example, restriction enzyme digestion, in which
case the cleavage site is an appropriate restriction site for the
enzyme which directs cleavage of one or both strands of a
duplex template; RNase digestion or chemical cleavage of a
bond between a deoxyribonucleotide and a ribonucleotide, in
which case the cleavage site may include one or more ribo-
nucleotides; chemical reduction of a disulphide linkage with
areducing agent (e.g. TCEP), in which case the cleavage site
should include an appropriate disulphide linkage; chemical
cleavage of a diol linkage with periodate, in which case the
cleavage site should include a diol linkage; generation of an
abasic site and subsequent hydrolysis, etc.

Inone embodiment cleavage may occur at a cleavage site in
one or both strands of a template polynucleotide duplex
which comprises one or more or any combination of non-
natural nucleotides, ribonucleotides or a non-nucleotide
chemical modifications.

Suitable cleavage techniques for use in the method of the
invention include, but are not limited to, the following:

i) Chemical Cleavage
The term “chemical cleavage” encompasses any method
which utilises a non-nucleic acid and non-enzymatic chemi-
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cal reagent in order to promote/achieve cleavage of one or
both strands of a template polynucleotide duplex. If required,
one or both strands of the template polynucleotide duplex
may include one or more non-nucleotide chemical moieties
and/or non-natural nucleotides and/or non-natural backbone
linkages in order to permit a chemical cleavage reaction. In a
particular embodiment, the modification(s) required to per-
mit chemical cleavage may be incorporated into an amplifi-
cation primer used to form the template polynucleotide
duplex by solid-phase nucleic acid amplification.

In a preferred but non-limiting embodiment, one strand of
the template polynucleotide duplex (or the amplification
primer from which this strand is derived if formed by solid-
phase amplification) may include a diol linkage which per-
mits cleavage by treatment with periodate (e.g., sodium
periodate). It will be appreciated that more than one diol can
be included at the cleavage site.

Diol linker units based on phosphoamidite chemistry suit-
able for incorporation into polynucleotide chains are com-
mercially available from Fidelity systems Inc. (Gaithersburg,
Md., USA). One or more diol units may be incorporated into
a polynucleotide using standard methods for automated
chemical DNA synthesis. Hence, oligonucleotide primers
including one or more diol linkers can be conveniently pre-
pared by chemical synthesis.

In order to position the diol linker at an optimum distance
from the solid support, one or more spacer molecules may be
included between the diol linker and the site of attachment to
the solid support. The spacer molecule may be a non-nucle-
otide chemical moiety. Suitable spacer units based on phos-
phoamidite chemistry for use in conjunction with diol linkers
are also supplied by Fidelity Systems, Inc. One suitable
spacer for use with diol linkers is the spacer denoted arm 26,
identified in the accompanying examples. To enable attach-
ment to a solid support at the 5' end of the polynucleotide
strand, arm 26 may be modified to include a phosphorothioate
group. The phosphorothioate group can easily be attached
during chemical synthesis of a “polynucleotide” chain
including the spacer and diol units.

Other spacer molecules could be used as an alternative to
arm 26. For example, a stretch of non-target “spacer” nucle-
otides may be included. Typically from 1 to 20, more particu-
larly from 1 to 15 or from 1 to 10, and even more particularly
2,3,4,5,6,7,8,9 or 10 spacer nucleotides may be included.
In a particular embodiment, 10 spacer nucleotides are posi-
tioned between the point of attachment to the solid support
and the diol linker. In another particular embodiment, polyT
spacers are used, although other nucleotides and combina-
tions thereof can be used. In another particular embodiment,
the primer may include 10T spacer nucleotides.

The diol linker is cleaved by treatment with a “cleaving
agent”, which can be any substance which promotes cleavage
of'the diol. In a particular embodiment, the cleaving agent is
periodate, preferably aqueous sodium periodate (NalO,).
Following treatment with the cleaving agent (e.g., periodate)
to cleave the diol, the cleaved product may be treated with a
“capping agent” in order to neutralise reactive species gener-
ated in the cleavage reaction. Suitable capping agents for this
purpose include amines, such as ethanolamine or propanola-
mine. Advantageously, the capping agent (e.g., propanola-
mine) may be included in a mixture with the cleaving agent
(e.g., periodate) so that reactive species are capped as soon as
they are formed.

The combination of a diol linkage and cleaving agent (e.g.,
periodate) to achieve cleavage of at least one strand of a
template polynucleotide duplex may be used to particular
advantage for linearisation of template duplexes on solid
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supported polyacrylamide hydrogels because treatment with
periodate is compatible with nucleic acid integrity and with
the chemistry of the hydrogel surface. Utility of diol linkages/
periodate as a method of linearisation is not, however, limited
to polyacrylamide hydrogel surfaces but also extends to lin-
earisation of duplexes immobilised on other solid supports
and surfaces, including supports coated with functionalised
silanes (etc).

In a further embodiment, the strand to be cleaved (or the
amplification primer from which this strand is derived if
prepared by solid-phase amplification) may include a disul-
phide group which permits cleavage with a chemical reducing
agent, e.g. Tris(2-carboxyethyl)-phosphate hydrochloride
(TCEP).

i) Cleavage of Abasic Sites

The use of abasic sites is described above in order to
generate a free 3'-hydroxyl moiety to act as a sequencing
primer. If both amplification primers are modified such that
they can be sequentially cleaved, the second cleavage can be
used to cleave the first strand from the surface. The first (or
second) primer could contain a uracil base, that can be
cleaved by one enzyme (UDG), and the second (or first)
primer could contain an 8-oxo-guanine base that can be
cleaved by a second, orthogonal enzyme, FPG glycosylase.
The second abasic site cleavage could be used to leave a
sequencing primer attached to a surface, such that a G base is
incorporated as the first cycle of sequencing, or the cleaved
duplex strands can be denatured to allow hybridisation of a
sequencing primer in solution.

iii) Cleavage of Ribonucleotides

Incorporation of one or more ribonucleotides into a poly-
nucleotide strand which is otherwise comprised of deoxyri-
bonucleotides (with or without additional non-nucleotide
chemical moieties, non-natural bases or non-natural back-
bone linkages) can provide a site for cleavage using a chemi-
cal agent capable of selectively cleaving the phosphodiester
bond between a deoxyribonucleotide and a ribonucleotide or
using a ribonuclease (RNAse). Therefore, sequencing tem-
plates can be produced by cleavage of one strand of a template
polynucleotide duplex at a site containing one or more con-
secutive ribonucleotides using such a chemical cleavage
agent or an RNase. In a particular embodiment, the strand to
be cleaved contains a single ribonucleotide, which provides a
site for chemical cleavage.

Suitable chemical cleavage agents capable of selectively
cleaving the phosphodiester bond between a deoxyribonucle-
otide and a ribonucleotide include metal ions, for example
rare-earth metal ions (especially La particularly Tm>*, Yb>*
or Lu** (Chen et al. Biotechniques. 2002, 32: 518-520;
Komiyama et al. Chem. Commun. 1999, 1443-1451)), Fe(3)
or Cu(3), or exposure to elevated pH, e.g., treatment with a
base such as sodium hydroxide. By “selective cleavage of the
phosphodiester bond between a deoxyribonucleotide and a
ribonucleotide” is meant that the chemical cleavage agent is
not capable of cleaving the phosphodiester bond between two
deoxyribonucleotides under the same conditions.

The base composition of the ribonucleotide(s) is generally
not material, but can be selected in order to optimise chemical
(or enzymatic) cleavage. By way of example, rtUMP or rCMP
are generally preferred if cleavage is to be carried out by
exposure to metal ions, especially rare earth metal ions.

The ribonucleotide(s) will typically be incorporated into
one strand of a template polynucleotide duplex (or the ampli-
fication primer from which this strand is derived if prepared
by solid-phase amplification), and may be situated in a region
of'the duplex which is single-stranded when the two comple-
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mentary strands of the duplex are annealed (i.e., in a 5' over-
hanging portion). If the template polynucleotide duplex is
prepared by solid-phase amplification using forward and
reverse amplification primers, one of which contains at least
one ribonucleotide, the standard DNA polymerase enzymes
used for amplification are not capable of copying ribonucle-
otide templates. Hence, the amplification products will con-
tain an overhanging 5' region comprising the ribonucleotide
(s) and any remainder of the amplification primer upstream of
the ribonucleotide(s).

The phosphodiester bond between a ribonucleotide and a
deoxyribonucleotide, or between two ribonucleotides may
also be cleaved by an RNase. Any endolytic ribonuclease of
appropriate substrate specificity can be used for this purpose.
Ifthe ribonucleotide(s) are present in a region which is single-
stranded when the two complementary strands of the double-
stranded molecule are annealed (i.e., in a 5' overhanging
portion), then the RNase will be an endonuclease which has
specificity for single strands containing ribonucleotides. For
cleavage with ribonuclease it is preferred to include two or
more consecutive ribonucleotides, and preferably from 2 to
10 or from 5 to 10 consecutive ribonucleotides. The precise
sequence of the ribonucleotides is generally not material,
except that certain RNases have specificity for cleavage after
certain residues. Suitable RNases include, for example,
RNaseA, which cleaves after C and U residues. Hence, when
cleaving with RNaseA the cleavage site must include at least
one ribonucleotide which is C or U.

Polynucleotides incorporating one or more ribonucle-
otides can be readily synthesised using standard techniques
for oligonucleotide chemical synthesis with appropriate ribo-
nucleotide precursors. If the template polynucleotide duplex
is prepared by solid-phase nucleic acid amplification, then it
is convenient to incorporate one or more ribonucleotides into
one of the primers to be used for the amplification reaction.

iv) Photochemical Cleavage

The term “photochemical cleavage” encompasses any
method which utilises light energy in order to achieve cleav-
age of one or both strands of the double-stranded nucleic acid
molecule.

A site for photochemical cleavage can be provided by a
non-nucleotide chemical spacer unit in one of the strands of
the double-stranded molecule (or the amplification primer
from which this strand is derived if prepared by solid-phase
amplification). Suitable photochemical cleavable spacers
include the PC spacer phosphoamidite (4-(4,4'-Dimethox-
ytrityloxy)butyramidomethyl)-1-(2-nitrophenyl)-ethyl]-2-
cyanoethyl-(N,N-diisopropyl)-phosphoramidite)  supplied
by Glen Research, Sterling, Va., USA (cat number 10-4913-
XX) which has the structure:

O—P—N(Pr),
0

DMTOM
NH

The spacer unit can be cleaved by exposure to a UV light
source.

This spacer unit can be attached to the 5' end of a poly-
nucleotide, together with a thiophosphate group which per-
mits attachment to a solid surface, using standard techniques
for chemical synthesis of oligonucleotides. Conveniently, this
spacer unit can be incorporated into a forward or reverse

O—CNEt
NO,
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amplification primer to be used for synthesis of a photocleav-
able template polynucleotide duplex by solid-phase amplifi-
cation.

v) PCR Stoppers

In another embodiment of the invention the template poly-
nucleotide duplex may be prepared by solid-phase amplifica-
tion using forward and reverse primers, one of which contains
a “PCR stopper”. A “PCR stopper” is any moiety (nucleotide
or non-nucleotide) which prevents read-through of the poly-
merase used for amplification, such that it cannot extend/copy
beyond that point. The result is that amplified strands derived
by extension of the primer containing the PCR stopper will
contain a 5' overhanging portion. This 5' overhang (other than
the PCR stopper itself) may be comprised of naturally occur-
ring deoxyribonucleotides, with predominantly natural back-
bone linkages, i.e., it may simply be a stretch of single-
stranded DNA. The molecule may then be cleaved in the 5'
overhanging region with the use of a cleavage reagent (e.g., an
enzyme) which is selective for cleavage of single-stranded
DNA but not double stranded DNA, for example mung bean
nuclease.

The PCR stopper may be essentially any moiety which
prevents read-through of the polymerase to be used for the
amplification reaction. Suitable PCR stoppers include, but are
not limited to, hexaethylene glycol (HEG), abasic sites, and
any non-natural or modified nucleotide which prevents read-
through of the polymerase, including DNA analogues such as
peptide nucleic acid (PNA).

Stable abasic sites can be introduced during chemical oli-
gonucleotide synthesis using appropriate spacer units con-
taining the stable abasic site. By way of example, abasic furan
(5'-O-Dimethoxytrityl-1',2'-Dideoxyribose-3'-[ (2-cyanoet-
hyl)-(N,N-diisopropyl)|-phosphoramidite) spacers commer-
cially available from Glen Research, Sterling, Va., USA, can
be incorporated during chemical oligonucleotide synthesis in
order to introduce an abasic site. Such a site can thus readily
be introduced into an oligonucleotide primer to be used in
solid-phase amplification. If an abasic site is incorporated
into either forward or reverse amplification primer the result-
ing amplification product will have a 5' overhang on one
strand which will include the abasic site (in single-stranded
form). The single-stranded abasic site may then be cleaved by
the action of a suitable chemical agent (e.g. exposure to
alkali) or an enzyme (e.g. AP-endonuclease VI, Shida et al.
Nucleic Acids Research, 1996, Vol. 24, 4572-4576).

vi) Cleavage of Peptide Linker

A cleavage site can also be introduced into one strand of a
template polynucleotide duplex by preparing a conjugate
structure in which a peptide molecule is linked to one strand
of the duplex (or the amplification primer from which this
strand is derived if prepared by solid-phase amplification).
The peptide molecule can subsequently be cleaved by a pep-
tidase enzyme of the appropriate specificity, or any other
suitable means of non-enzymatic chemical or photochemical
cleavage. Typically, the conjugate between peptide and
nucleic acid will be formed by covalently linking a peptide to
one strand only of the template polynucleotide duplex, with
the peptide portion being conjugated to the 5' end of this
strand, adjacent to the point of attachment to the solid surface.
If the template polynucleotide duplex is prepared by solid-
phase amplification, the peptide conjugate may be incorpo-
rated at the 5' end of one of the amplification primers. Obvi-
ously the peptide component of this primer will not be copied
during amplification, hence the “bridged” amplification prod-
uct will include a cleavable 5' peptide “overhang” on one
strand.
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Conjugates between peptides and nucleic acids wherein
the peptide is conjugated to the 5' end of the nucleic acid can
be prepared using techniques generally known in the art. In
one such technique the peptide and nucleic acid components
of the desired amino acid and nucleotide sequence can be
synthesised separately, e.g. by standard automated chemical
synthesis techniques, and then conjugated in aqueous/organic
solution. By way of example, the OPeC™ system commer-
cially available from Glen Research is based on the “native
ligation” of an N-terminal thioester-functionalized peptide to
a S'-cysteinyl oligonucleotide. Pentafluorophenyl S-ben-
zylthiosuccinate is used in the final coupling step in standard
Fmoc-based solid-phase peptide assembly. Deprotection
with trifluoroacetic acid generates, in solution, peptides sub-
stituted with an N-terminal S-benzylthiosuccinyl group.
O-trans-4-(N-a-Fmoc-5-tert-butylsulfenyl-1-cysteinyl)ami-
nocyclohexyl O-2-cyanoethyl-N,N-diisopropylphosphora-
midite is used in the final coupling step in standard phos-
phoramidite  solid-phase  oligonucleotide  assembly.
Deprotection with aqueous ammonia solution generates in
solution 5'-S-tert-butylsulfenyl-L-cysteinyl functionalized
oligonucleotides. The thiobenzyl terminus of the modified
peptide is converted to the thiophenyl analogue by the use of
thiophenol, whilst the modified oligonucleotide is reduced
using tris(carboxyethyl)-phosphine. Coupling of these two
intermediates, followed by the “native ligation” step, leads to
formation of the oligonucleotide-peptide conjugate.

The conjugate strand containing peptide and nucleic acid
can be covalently attached to a solid support using any suit-
able covalent linkage technique known in the art which is
compatible with the chosen surface. If the peptide/nucleic
acid conjugate structure is an amplification primer to be used
for solid-phase amplification, attachment to the solid support
must leave the 3' end of the nucleic acid component free.

The peptide component can be designed to be cleavable by
any chosen peptidase enzyme, of which many are known in
the art. The nature of the peptidase is not particularly limited,
it is necessary only for the peptidase to cleave somewhere in
the peptide component. Similarly, the length and amino acid
sequence of the peptide component is not particularly limited
except by the need to be “cleavable” by the chosen peptidase.

The length and precise sequence of the nucleic acid com-
ponent is also not particularly limited, it may be of any desired
sequence. If the nucleic acid component is to function as a
primer in solid-phase amplification, then its length and nucle-
otide sequence will be selected to enable annealing to the
template to be amplified.

vii) Enzymatic Digestion with Restriction Endonuclease/
Nicking Endonuclease

Cleavage of double-stranded polynucleotides with restric-
tion endonuclease is a technique in routine use in the art of
molecular biology. Nicking endonucleases are enzymes that
selectively cleave or “nick™ one strand of a polynucleotide
duplex and are also well known in the art of molecular biol-
ogy. The invention is not limited with respect to the nature of
the enzyme. Essentially any restriction or nicking endonu-
clease may be used, provided that a suitable recognition
sequence can be included at the cleavage site. In the case of
the invention using two sequencing reads, the choice of nick-
ing enzyme will need to be different to that used in the first
cycle of extension, and this can be enabled using amplifica-
tion primers with recognition sites for two different enzymes.

The method of the invention is described in further detail as
follows.

Any suitable solid support and any suitable attachment
means known in the art may be used, of which several are
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described by way of example below. In a particular embodi-
ment, linkage to the solid support is achieved via covalent
attachment.

The polynucleotide duplexes will typically be formed from
two complementary polynucleotide strands comprised of
deoxyribonucleotides joined by phosphodiester bonds, but
may additionally include one or more ribonucleotides and/or
non-nucleotide chemical moieties and/or non-naturally
occurring nucleotides and/or non-naturally occurring back-
bone linkages. In particular, the double-stranded nucleic acid
may include non-nucleotide chemical moieties, e.g. linkers or
spacers, at the 5' end of one or both strands. By way of
non-limiting examples the double-stranded nucleic acid may
include methylated nucleotides, uracil bases, phosphorothio-
ate groups, ribonucleotides, diol linkages, disulphide link-
ages, peptides etc. Such non-DNA or non-natural modifica-
tions may be included in order to permit cleavage, or to confer
some other desirable property, for example to enable covalent
attachment to a solid support, or to act as spacers to position
a site of cleavage an optimal distance from the solid support.

The template duplexes may also include non-target
sequences at both the 5' and 3' ends, flanking the target poly-
nucleotide. If the template duplexes are formed by solid-
phase amplification, these non-target sequences will gener-
ally be derived from the primers used for solid-phase
amplification.

The polynucleotide duplexes form part of a single cluster
or colony comprised of many such first and second duplexes,
and the cluster or colony will itself typically form part of an
array of many such clusters or colonies. The terms “cluster”
and “colony” are used interchangeably throughout and refer
to a discrete site on a solid support comprised of a plurality of
identical immobilised nucleic acid strands and a plurality of
identical immobilised complementary nucleic acid strands.
The term “clustered array” refers to an array formed from
such clusters or colonies.

A key feature of the invention is that both sequencing runs
can occur in the same cluster or colony on a clustered array.
On such an array each duplex within each colony will com-
prise the same double-stranded target polynucleotide,
whereas different colonies may be formed of duplexes com-
prising different double-stranded target polynucleotides. In a
particular embodiment at least 90%, more particularly at least
95% of the colonies on a given clustered array will be formed
from template duplexes comprising different double-
stranded target polynucleotides, although within each indi-
vidual colony on the array all template duplexes will com-
prise the same double-stranded target polynucleotide.

The amplified polynucleotides can be treated in such a way
to enable extension of a hybridised primer. Each polynucle-
otide duplex on the array contains the same universal primer
recognition regions to allow the same primers to be used to
sequence every cluster. A first sequencing primer is then
hybridised to the first template strand and a sequencing reac-
tion proceeds via successive incorporation of nucleotides or
oligonucleotides to the first sequencing primer, resulting in
determination of the sequence of a first region of the target
polynucleotide. In the case of the method where both ends of
the original fragment are made contiguous (see FIG. 3), the
first sequencing run gives sequence information for both ends
of the original fragment. At this point, the method is com-
plete; there is no need for further processing of the sample.

By contrast, the other methods of the invention require two
sequencing reactions to be performed. The first sequencing
reaction is initiated either by the 3'-hydroxyl group of the
immobilised primer that is freed from within the immobilised
duplex, or is initiated by a sequencing primer added from
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solution. The second sequencing reaction is initiated by a
sequencing primer that can either be immobilised or applied
in solution. Hybridisation of the sequencing primer in solu-
tion to the template strand is achieved by contacting the
primer and template strand under conditions which promote
annealing of primer to template. Such conditions will gener-
ally be well known to those skilled in the art of molecular
biology.

When the first sequencing reaction is complete, if the first
sequencing primer is immobilised this can be used to further
extend the strand to copy every base on the template. This is
carried out using the four native nucleotide triphosphates,
dATP, dGTP, dCTP and dTTP, and a suitable polymerase. If
the complementary strand was removed by treatment with a
5'-3' exonuclease step prior to the sequencing reaction, then
the extension reaction can be carried out at any temperature as
the strand is already single stranded, and therefore any poly-
merase such as Klenow, Taq or vent is suitable. If the strand
has not been removed, then a polymerase with strand displac-
ing activity, such as Bst polymerase will be required.

Prior to undertaking the extension reaction, it may be
advantageous to extend the immobilised primer, as shown in
FIG. 10. The extension can performed using a hybridised
oligonucleotide with a sequence that extends beyond the 3'
end of the immobilised primer, whose sequence is also the
same sequence as the corresponding region at the end of the
template. This extended portion can serve as a basis for exten-
sion of the immobilised primer, and thus the extended primer
is complementary to the immobilised template strand. The
extended primers may improve the efficiency of the strand
resynthesis step due to their increased length.

Once a complementary sequence of the first strand has
been generated, the first strand can be removed from the
surface as described above. A second sequencing primer is
then hybridised to the copied strand of the template and a
sequencing reaction proceeds via successive addition of
nucleotides to the second sequencing primer, resulting in
determination of the sequence of a second region of the target
polynucleotide. See FIG. 1.

As described above, sequencing can be carried out using
any suitable “sequencing-by-synthesis™ technique, wherein
nucleotides or oligonucleotides are added successively to a
free 3' hydroxyl group, typically provided by annealing of a
sequencing primer, resulting in synthesis of a polynucleotide
chain in the 5' to 3' direction. In a particular embodiment, the
nature of the nucleotide or oligonucleotide added is deter-
mined after each addition.

One particular sequencing method which can be used in the
methods of the invention relies on the use of modified nucle-
otides that can act as reversible chain terminators. Nucle-
otides for use in the invention are described fully in
W004018497. Once the modified nucleotide has been incor-
porated into the growing polynucleotide chain complemen-
tary to the region of the template being sequenced there is no
free 3'-OH group available to direct further sequence exten-
sion and therefore the polymerase can not add further nucle-
otides. Once the nature of the base incorporated into the
growing chain has been determined, the 3' block may be
removed to allow addition of the next successive nucleotide.
By ordering the products derived using these modified nucle-
otides it is possible to deduce the DNA sequence of the DNA
template. Such reactions can be done in a single experiment if
each of the modified nucleotides has attached thereto a dif-
ferent label, known to correspond to the particular base,
which facilitates discrimination between the bases added at
each incorporation step. Alternatively, a separate reaction
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may be carried out containing each of the modified nucle-
otides, which are added separately.

The modified nucleotides may carry a label to facilitate
their detection. In a particular embodiment, the label is a
fluorescent label. Each nucleotide type may carry a different
fluorescent label. Fluorescent labels suitable for use in the
current invention are described in PCT application PCT/
GB2007/001770. However the detectable label need not be a
fluorescent label. Any label can be used which allows the
detection of the incorporation of the nucleotide into the DNA
sequence.

One method for detecting the fluorescently labelled nucle-
otides comprises using laser light of a wavelength specific for
the labelled nucleotides, or the use of other suitable sources of
illumination. The fluorescence from the label on the nucle-
otide may be detected by a CCD camera or other suitable
detection means. An imaging system suitable for determining
the fluorescence signal from incorporated nucleotides is
described in PCT application number PCT/US07/007,991.

The methods of the invention are not limited to use of the
sequencing method outlined above, but can be used in con-
junction with essentially any sequencing methodology which
relies on successive incorporation of nucleotides into a poly-
nucleotide chain. Suitable techniques include, for example,
Pyrosequencing™, FISSEQ (fluorescent in situ sequencing),
MPSS (massively parallel signature sequencing) and
sequencing by ligation-based methods.

The target double-stranded polynucleotide to be sequenced
using the method of the invention may be any polynucleotide
that it is desired to sequence. The target polynucleotide may
be of known, unknown or partially known sequence, such as,
for example in re-sequencing applications. Using the tem-
plate preparation method described in detail below it is pos-
sible to prepare arrays of templates starting from essentially
any double-stranded target polynucleotide of known,
unknown or partially known sequence. With the use of arrays
it is possible to sequence multiple targets of the same or
different sequence in parallel. A particular application of the
pairwise method is in the sequencing of fragments of
genomic DNA. The method provides particular advantages in
the identification of genome rearrangements, since the two
regions of sequence obtained for each target molecule using
the method will be known to be linked within a certain dis-
tance of each other in the genome, depending on the size of
the starting target molecule.

Preparation of Templates to be Sequenced

Suitable templates for sequencing using the method of the
invention can be prepared by solid-phase nucleic acid ampli-
fication to produce nucleic acid colonies. The templates to be
amplified will generally comprise unknown regions flanked
by known ends, for example prepared according to methods
described in application WO07052006, whose contents are
incorporated herein by reference in their entirety. For
example, the templates may derive from a sample of genomic
DNA, or from a cDNA library. The amplification can be done
using procedures analogous to those described in WO
98/44151, WO 00/18957, WO0206456 or WO07107710, the
contents of which are incorporated herein in their entirety by
reference.

The templates for amplification may be prepared to contain
a tag sequence, for example as shown in FIG. 12. The use of
a tag sequence, for example as described in application
WO05068656, whose contents are incorporated herein by
reference in their entirety, allows multiple different samples
to be analysed in the same sequencing run whilst preserving
the identity of each sample. FIG. 12 shows the tag that is read
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atthe end of the first read, but the tag can equally be read at the
end of the second read, for example using a sequencing
primer complementary to the strand marked P7. The inven-
tion is not limited to two reads per cluster, three or more reads
per cluster are obtainable simply by dehybridising a first
extended sequencing primer, and rehybridising a second
primer before or after the cluster repopulation/strand resyn-
thesis step. Methods of preparing suitable samples for index-
ing are described in copending application US60/899,221
filed Feb. 1, 2007.

For amplification to proceed, a mixture of at least two
amplification primers is immobilised or “grafted” onto the
surface of a suitable solid support.

The amplification primers are oligonucleotide molecules
having the following structures:

Forward primer: A-L-X-S1

Reverse primer: A-L-Y-S2

Wherein A represents a moiety which allows attachment to
the solid support, L. is an optional linker or spacer moiety, X
andY are optional cleavage sites as described above to allow
subsequent removal of one or other of the strands from the
surface and S1 and S2 are polynucleotide sequences which
permit amplification of a template nucleic acid molecule
comprising the target double-stranded polynucleotide.

The mixture of primers will generally comprise substan-
tially equal amounts the forward and reverse primers.

L represents a linker which may be included but is not
strictly necessary. The linker may be a carbon-containing
chain such as those of formula (CH,),, wherein “n” is from 1
to about 1500, for example less than about 1000, preferably
less than 100, e.g. from 2-50, particularly 5-25. However, a
variety of other linkers may be employed with the only
restriction placed on their structures being that the linkers are
stable under conditions under which the polynucleotides are
intended to be used subsequently, e.g. conditions used in
DNA amplification and sequencing.

Linkers which do not consist of only carbon atoms may
also be used. Such linkers include polyethylene glycol (PEG)
having a general formula of (CH,—CH,—0),,,, whereinm is
from about 1 to 600, preferably less than about 500.

Linkers formed primarily from chains of carbon atoms and
from PEG may be modified so as to contain functional groups
which interrupt the chains. Examples of such groups include
ketones, esters, amines, amides, ethers, thioethers, sulfox-
ides, and sulfones. Separately or in combination with the
presence of such functional groups may be employed alkene,
alkyne, aromatic or heteroaromatic moieties, or cyclic ali-
phatic moieties (e.g. cyclohexyl). Cyclohexyl or phenyl rings
may, for example, be connected to a PEG or (CH,), chain
through their 1- and 4-positions.

As an alternative to the linkers described above, which are
primarily based on linear chains of saturated carbon atoms,
optionally interrupted with unsaturated carbon atoms or het-
eroatoms, other linkers may be envisaged which are based on
nucleic acids or monosaccharide units (e.g. dextrose). It is
also within the scope of this invention to utilise peptides as
linkers.

In a further embodiment, a linker may comprise one or
more nucleotides which form part of the amplification primer
but which do not participate in any reaction carried out on or
with the primer (e.g., a hybridisation or amplification reac-
tion). Such nucleotides may also be referred to herein as
“spacer” polynucleotides. Typically from 1 to 20, more pref-
erably from 1 to 15 or from 1 to 10, and more particularly 2,
3,4,5,6,7,8,9 or 10 spacer nucleotides may be included. In
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aparticular embodiment, the primer includes 10 spacer nucle-
otides. PolyT spacers may be used in some embodiments,
although other nucleotides and combinations thereof can also
be used. In a particular embodiment, the primer may include
10T spacer nucleotides.

The one or more spacer nucleotides function to space the
portion of the primer required to hybridise to a target and
direct amplification away from the site of attachment to the
solid support (i.e., S1 or S2). The inclusion of spacer nucle-
otides at the 5' end can markedly improve the performance of
hybridisation of complementary polynucleotides to region S1
or S2. In a more particular embodiment the polynucleotide
includes 10T spacer nucleotides and a 5' phosphorothioate
group for attachment to the solid support (moiety A),
although other attachment moieties may be used as discussed
below.

Sequences S1 and S2 in the forward and reverse primers are
polynucleotide sequences which, in combination, direct
amplification of a template by solid-phase bridging amplifi-
cation reaction. The template to be amplified must itself com-
prise (when viewed as a single strand) at the 3' end a sequence
capable of hybridising to sequence S1 in the forward primers
and at the 5' end a sequence the complement of which is
capable of hybridising to sequence S2 the reverse primer.

The precise nature of sequences S1 and S2 in the forward
and reverse primer oligonucleotides will be dependent on the
nature of the template it is intended to amplify. S1 and S2
must be capable of hybridising to cognate sequences on
complementary strands of the template to be amplified. The
term “hybridisation” encompasses sequence-specific binding
between primer and template. Binding of a primer to its
cognate sequence in the template should occur under typical
conditions used for primer-template annealing in standard
PCR. Typically hybridisation conditions are 5xSSCat 40° C.,
following an initial denaturation step. It is not essential for
hybridisation that sequences S1 and S2 be exactly comple-
mentary to their cognate sequences in the template to be
amplified, although this is preferred.

S1 and S2 may be of different or identical sequence and
will typically be around 20-30 nucleotides in length. The
primers can include natural and non-natural DNA bases, also
ribonucleotides or any combination thereof, and may also
include non-natural backbone linkages such as disulphides or
phosphorothioates.

Cleavage site X and/or Y may fall within sequence S1 or
S2, or if the linker L is itself a polynucleotide cleavage they
may form part of linker region L. In other embodiments the
cleavage site may be formed at the junction of sequences L
and S1 or L and S2, or at the junction between moiety A and
linker L (if present) or between moiety A and sequence S1 or
S2 (if L not present).

Moiety A may be any chemical moiety which permits
immobilisation of an oligonucleotide primer on a solid sup-
port. The surface of the solid support may itself be functiona-
lised to permit attachment of the primers. Any suitable cova-
lent or non-covalent attachment means may be used, of which
many are known in the art.

By way of example, biotinylated albumins (BSA) can form
a stable attachment of biotin groups by physisorption of the
protein onto surfaces. Covalent modification can also be per-
formed using silanes, which have been used to attach mol-
ecules to a solid support, usually a glass slide. By way of
example, a mixture of tetracthoxysilane and triethoxy-bro-
moacetamidopropyl-silane (e.g. in a ratio of 1:100) can be
used to prepare functionalised glass slides which permit
attachment of molecules such as nucleic acids including a
thiophosphate or phosphorothioate functionality. Biotin mol-
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ecules can be attached to surfaces using appropriately reac-
tive species such as biotin-PEG-succinimidyl ester which
reacts with an amino surface. A mixture of amplification
primers may then be brought into contact with the functiona-
lised solid support.

In alternative embodiments functionalised polyacrylamide
hydrogels may be used to attach primers wherein moiety A is
a sulfur-containing nucleophilic group. Examples of appro-
priate sulfur nucleophile-containing polynucleotides are dis-
closed in Zhao et al (Nucleic Acids Research, 2001, 29(4),
955-959) and Pirrung et al (Langmuir, 2000, 16, 2185-2191)
and include, for example, simple thiols, thiophosphates and
thiophosphoramidates. In particular embodiments, hydrogels
are formed from a mixture of (i) a first comonomer which is
acrylamide, methacrylamide, hydroxyethyl methacrylate or
N-vinyl pyrrolidinone; and

(ii) a second comonomer which is a functionalised acryla-
mide or acrylate of formula (I):

H,C=C(H)—C(=0)-A-B—C @3

or a methacrylate or methacrylamide of formula (I):

or HyC=C(CH;)—C(=0)-A-B—C— (I
(wherein:

A is NR or O, wherein R is hydrogen or an optionally
substituted saturated hydrocarbyl group comprising 1 to 5
carbon atoms;

—B— is an optionally substituted alkylene biradical of
formula—(CH,),— wherein n is an integer from 1 to 50; and
wherein n=2 or more, one or more optionally substituted
ethylene biradicals —CH,CH,— of said alkylene biradical
may be independently replaced by ethenylene and ethynylene
moieties; and wherein n=1 or more, one or more methylene
biradicals —CH,— may be replaced independently with an
optionally substituted mono- or polycyclic hydrocarbon
biradical comprising from 4 to 50 carbon atoms, or a corre-
sponding heteromonocyclic or heteropolycyclic biradical
wherein at least 1 CH, or CH, is substituted by an oxygen
sulfur or nitrogen atom or an NH group; and

C is a group for reaction with a compound (to bind the
compound covalently to the hydrogel) to form a polymerised
product. In a particular embodiment, the hydrogel is formed
by co-polymerisation of acrylamide and N-(5-bromoaceta-
midylpentyl)acrylamide (BRAPA), as described in applica-
tion WO05065814, the contents of which are incorporated
herein by reference in their entirity.

The term “solid support”, as used herein, refers to the
material to which the polynucleotides molecules are attached.
Suitable solid supports are available commercially, and will
be apparent to the skilled person. The supports can be manu-
factured from materials such as glass, ceramics, silica and
silicon. Supports with a gold surface may also be used. The
supports usually comprise a flat (planar) surface, or at least a
structure in which the polynucleotides to be interrogated are
in approximately the same plane. Alternatively, the solid sup-
port can be non-planar, e.g., a microbead. Any suitable size
may be used. For example, the supports might be on the order
of 1-10 cm in each direction.

For the grafting reaction to proceed a mixture of the ampli-
fication primers is applied to a (suitable functionalised) solid
support under conditions which permit reaction between moi-
ety A and the support. The result of the grafting reaction is a
substantially even distribution of the primers over the solid
support.

In certain embodiments the template to be amplified may
be grafted onto the solid support together with the amplifica-
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tion primers in a single grafting reaction. This can be achieved
by adding template molecules including moiety A at the §'
end to the mixture of primers to form a primer-template
mixture. This mixture is then grafted onto the solid support in
a single step. Amplification may then proceed using the
immobilised template and primers in a reaction analogous to
that described in WO 00/18957. The first step in such a
reaction will be hybridisation between surface-bound tem-
plates and surface-bound amplification primers.

If the mixture of primers only is grafted onto the solid
support and the template to be amplified is present in free
solution, the amplification reaction may proceed substan-
tially as described in WO 98/44151. Briefly, following attach-
ment of the primers, the solid support is contacted with the
template to be amplified under conditions which permit
hybridisation between the template and the immobilised
primers. The template is usually added in free solution under
suitable hybridisation conditions, which will be apparent to
the skilled reader. Typically hybridisation conditions are, for
example, 5xSSC at 40° C., following an initial denaturation
step. Solid-phase amplification can then proceed, the first step
of the amplification being a primer extension step in which
nucleotides are added to the 3' end of the immobilised primer
hybridised to the template to produce a fully extended
complementary strand. This complementary strand will thus
include at its 3' end a sequence which is capable of binding to
the second primer molecule immobilised on the solid support.
Further rounds of amplification lead to the formation of clus-
ters or colonies of template molecules bound to the solid
support.

Sequences S1 and S2 in the amplification primers may be
specific for a particular target nucleic acid that it is desired to
amplify, but in other embodiments sequences S1 and S2 may
be “universal” primer sequences which enable amplification
of any target nucleic acid of known or unknown sequence
which has been modified to enable amplification with the
universal primers.

Suitable templates to be amplified with universal primers
may be prepared by modifying target double-stranded poly-
nucleotides by addition of known adaptor sequences to the 5'
and 3' ends of the target nucleic acid molecules to be ampli-
fied. The target molecules themselves may be any double-
stranded molecules it is desired to sequence (e.g., random
fragments of human genomic DNA). The adaptor sequences
enable amplification of these molecules on a solid support to
form clusters using forward and reverse primers having the
general structure described above, wherein sequences S1 and
S2 are universal primer sequences.

The adaptors are typically short oligonucleotides that may
be synthesised by conventional means. The adaptors may be
attached to the 5' and 3' ends of target nucleic acid fragments
by a variety of means (e.g. subcloning, ligation. etc). More
specifically, two different adaptor sequences are attached to a
target nucleic acid molecule to be amplified such that one
adaptor is attached at one end of the target nucleic acid mol-
ecule and another adaptor is attached at the other end of the
target nucleic acid molecule. The resultant construct compris-
ing a target nucleic acid sequence flanked by adaptors may be
referred to herein as a “template nucleic acid construct”.
Suitable methods of sample preparation for use in the method
described herein are detailed in application number U.S. Ser.
No. 11/486,953.

The target double-stranded polynucleotides may advanta-
geously be size-fractionated prior to modification with the
adaptor sequences.

The adaptors contain sequences which permit nucleic acid
amplification using the amplification primer molecules
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immobilised on the solid support. These sequences in the
adaptors may be referred to herein as “primer binding
sequences”. In order to act as a template for nucleic acid
amplification, a single strand of the template construct must
contain a sequence which is complementary to sequence S1
in the forward amplification primers (such that the forward
primer molecule can bind and prime synthesis of a comple-
mentary strand) and a sequence which corresponds to
sequence S2 in the reverse amplification primer molecules
(such that the reverse primer molecule can bind to the
complementary strand). The sequences in the adaptors which
permit hybridisation to primer molecules will typically be
around 20-30 nucleotides in length, although the invention is
not limited to sequences of this length.

The precise identity of sequences S1 and S2 in the ampli-
fication primers, and hence the cognate sequences in the
adaptors, are generally not material to the invention, as long
as the primer molecules are able to interact with the amplifi-
cation sequences in order to direct bridging amplification.
The criteria for design of primers are generally well known to
those of ordinary skill in the art.

Solid-phase amplification by either the method analogous
to that of WO 98/44151 or that of WO 00/18957 will result in
production of an array of colonies of “bridged” amplification
products. Both strands of the amplification product will be
immobilised on the solid support at or near the 5' end, this
attachment being derived from the original attachment of the
amplification primers. Typically the amplification products
within each colony will be derived from amplification of a
single target molecule.

Amplification methods suitable for the present invention
include both thermocycling and isothermal amplifications. In
a particular embodiment of the invention, isothermal ampli-
fication conditions, as described in application number
WO07107710, are used. The lower temperatures used in iso-
thermal amplifications, which simply involve cycles of buffer
exchange to change between extension and denaturing con-
ditions, are advantageous due to a higher retention of surface
bound molecules, and therefore brighter clusters (i.e, clusters
having greater fluorescence intensity following incorporation
of a fluorescently labelled nucleotide).

The utility of the sequencing method of the invention is not
limited to sequencing of templates produced by an amplifi-
cation reaction, although this is preferred. The method may be
applied to sequencing of double-stranded templates immobi-
lised on a support by any other means amenable to repeated
cycles of hybridisation and sequencing.

The invention will be further understood with reference to
the following non-limiting experimental examples:

EXAMPLES

The following are examples of general techniques which
may be applied in carrying out the method of the invention.

Example 1

Cluster Preparation Using the Detailed Invention

Acrylamide Coating of Glass Chips

The solid supports used are typically 8-channel glass chips
such as those provided by Silex Microsystems (Sweden).
However, the experimental conditions and procedures are
readily applicable to other solid supports.

Chips were washed as follows: neat Decon for 30 min,
milliQ H,O for 30 min, NaOH 1N for 15 min, milliQ H,O for
30 min, HC1 0.1N for 15 min, milliQ H,O for 30 min.
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Polymer Solution Preparation:

For 10 ml of 2% polymerisation mix.
10 ml of 2% solution of acrylamide in milliQ H20

165 pl of'a 100 mg/ml N-(5-bromoacetamidylpentyl)acry-
lamide (BRAPA) solution in DMF (23.5 mg in 235 pul
DMF)

11.5 ul of TEMED

100 ul of a 50 mg/ml solution of potassium persulfate in
milliQ H,O (20 mg in 400 pl H,0)

The 10 ml solution of acrylamide was first degassed with
argon for 15 min. The solutions of BRAPA, TEMED and
potassium persulfate were successively added to the acryla-
mide solution. The mixture was then quickly vortexed and
immediately used. Polymerization was then carried out for 1
h 30 min at RT. Afterwards the channels were washed with
milliQ H,O for 30 min and filled with 0.1 M potassium
phosphate buffer for storage until required.

Example 2

Synthesis of
N-(5-bromoacetamidylpentyl)acrylamide (BRAPA)
M

N-Boc-1,5-diaminopentane toluene sulfonic acid was
obtained from Novabiochem. The bromoacetyl chloride and
acryloyl chloride were obtained from Fluka. All other
reagents were Aldrich products.

PN 07< )
/ﬁ( \(Ll/

¢}

To a stirred suspension of N-Boc-1,5-diaminopentane
toluene sulfonic acid (5.2 g, 13.88 mmol) and triethylamine
(4.83 ml, 2.5 eq) in THF (120 ml) at 0° C. was added acryloyl
chloride (1.13 ml, 1 eq) through a pressure equalized drop-
ping funnel over a one hour period. The reaction mixture was
then stirred at room temperature and the progress of the
reaction checked by TL.C (petroleum ether:ethyl acetate 1:1).
After two hours, the salts formed during the reaction were
filtered off and the filtrate evaporated to dryness. The residue
was purified by flash chromatography (neat petroleum ether
followed by a gradient of ethyl acetate up to 60%) to yield
2.56 g (9.98 mmol, 71%) of product 2 as a beige solid. ‘H
NMR (400 MHz, dg-DMSO): 1.20-1.22 (m, 2H, CH,), 1.29-
1.43 (m, 13H, tBu, 2xCH,), 2.86 (q, 2H, J=6.8 Hz and 12.9
Hz, CH,), 3.07 (q, 2H, J=6.8 Hz and 12.9 Hz, CH,,), 5.53 (dd,
1H, J=2.3 Hz and 10.1 Hz, CH), 6.05 (dd, 1H, J=2.3 Hz and
17.2Hz,CH), 6.20 (dd, 1H, J=10.1 Hzand 17.2 Hz, CH), 6.77
(t, 1H, J=5.3 Hz, NH), 8.04 (bs, 1H, NH). Mass (electro-
spray+) calculated for C,;H,,N,O; 256, found 279 (256+
Na™)
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Product 2 (2.56 g, 10 mmol) was dissolved in trifluoroace-
tic acid:dichloromethane (1:9, 100 ml) and stirred at room
temperature. The progress of the reaction was monitored by
TLC (dichloromethane:methanol 9:1). On completion, the
reaction mixture was evaporated to dryness, the residue co-
evaporated three times with toluene and then purified by flash
chromatography (neat dichloromethane followed by a gradi-
ent of methanolup to 20%). Product 3 was obtained as a white
powder (2.43 g, 9 mmol, 90%). "H NMR (400 MHz, D,O):
1.29-1.40 (m, 2H, CH,), 1.52 (quint., 2H, J=7.1 Hz, CH,),
1.61 (quint., 2H, I=7.7 Hz, CH,), 2.92 (t,2H, J=7.6 Hz, CH,,),
3.21 (t, 2H, J=6.8 Hz, CH,), 5.68 (dd, 1H, J=1.5 Hz and 10.1
Hz, CH), 6.10 (dd, 1H, J=1.5 Hz and 17.2 Hz, CH), 6.20 (dd,
1H, J=10.1 Hz and 17.2 Hz, CH). Mass (electrospray+) cal-
culated for CgH, (N,O 156, found 179 (156+Na*).

To a suspension of product 3 (6.12 g, 22.64 mmol) and
triethylamine (6.94 ml, 2.2 eq) in THF (120 ml) was added
bromoacetyl chloride (2.07 ml, 1.1 eq), through a pressure
equalized dropping funnel, over a one hour period and at -60°
C. (cardice and isopropanol bath in a dewar). The reaction
mixture was then stirred at room temperature overnight and
the completion of the reaction was checked by TL.C (dichlo-
romethane:methanol 9:1) the following day. The salts formed
during the reaction were filtered off and the reaction mixture
evaporated to dryness. The residue was purified by chroma-
tography (neat dichloromethane followed by a gradient of
methanol up to 5%). 3.2 g (11.55 mmol, 51%) of the product
1 (BRAPA) were obtained as a white powder. A further
recrystallization performed in petroleum ether:ethyl acetate
gave 3 g of the product 1. 'H NMR (400 MHz, d,-DMSO) §
1.21-1.30 (m, 2H, CH,), 1.34-1.48 (m, 4H, 2xCH,), 3.02-
3.12 (m, 4H, 2xCH,), 3.81 (s, 2H, CH,), 5.56 (d, 1H, J=9.85
Hz, CH), 6.07 (d, 1H, J=16.9 Hz, CH), 6.20 (dd, 1H, J=10.1
Hz and 16.9 Hz, CH), 8.07 (bs, 1H, NH), 8.27 (bs, 1H, NH).
Mass (electrospray+) calculated for C, H,,BrN,O, 276 or
278, found 279 (278+H"), 299 (276+Na*).

Example 3

Grafting Primers onto Surface of SFA Coated Chip

An SFA coated chip is placed onto a modified MJ-Research
thermocycler and attached to a peristaltic pump. Grafting mix
consisting of 0.5 uM of a forward primer and 0.5 uM of a
reverse primer in 10 mM phosphate buffer (pH 7.0) is pumped
into the channels of the chip at a flow rate of 60 pl/min for 75
sat 20° C. The thermocycler is then heated to 51.6° C., and the
chip is incubated at this temperature for 1 hour. During this
time, the grafting mix undergoes 18 cycles of pumping: graft-
ing mix is pumped in at 15 pl/min for 20 s, then the solution
is pumped back and forth (5 s forward at 15 pl/min, then 5 s
backward at 15 ul/min) for 180 s. After 18 cycles of pumping,
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the chip is washed by pumping in 5xSSC/5 mM EDTA at 15
wl/min for 300 s at 51.6° C. The thermocycler is then cooled
to 20° C.

The primers are typically 5'-phosphorothioate oligonucle-
otides incorporating any specific sequences or modifications
required for cleavage. Their sequences and suppliers vary
according to the experiment for which they are to be used, and
in this case were complementary to the 5'-ends of the template
duplex. The DNA sequence used in this process was a single
monotemplate sequence of 240 bases, with ends complemen-
tary to the grafted primers. The full sequence of the template
duplex is shown in FIG. 6. The duplex DNA was denatured
using sodium hydroxide treatment followed by snap dilution
as described.

For some of the experiments detailed, the amplified clus-
ters contained a diol linkage in one of the grafted primers.
Diol linkages can be introduced by including a suitable link-
age into one of the primers used for solid-phase amplification.
Synthesis of the diol phosphoramidite is described in
Example 4 below. Products containing such diol linkages can
be cleaved using periodate and propanolamine as described,
and the resulting single stranded polynucleotides hybridised
as described.

The grafted primers contain a sequence of T bases at the
5'-end to act as a spacer group to aid linearisation and hybrid-
ization. The sequences of the two primers grafted to the chip
are designed to enable the appropriate treatment to release the
free 3'-hydroxyl moiety, and contain either U base as follows:

(SEQ ID NO: 1)

P5diol: 5' PS-TTTTTTTTTT-diol-AATGATACGGCGACCACCGA

(SEQ ID NO:
5' PS-TTTTTTTTTTCAAGCAGAAGACGGCATACGAGAU

2)
P7GAU:

The same primers can enable cutting with BstNB1, assuming
the samples to be amplified contain the relevant recognition
site as follows:

. GAGTCNNNNVN . . . 3' (SEQ ID NO: 3)

. CTCAGNNNNN . . . 5' (SEQ ID NO: 4)
To enable the cutting with the remote cutting restriction
enzyme Mmel; the ends of both the grafting primers con-

tained the following sequence:

5! . TCCGAC-3'

To enable the cutting with the remote cutting restriction

enzyme EcoP15; the ends of both the grafting primers con-
tained the following sequence:

5! . CAGCAG-3'

The design of the primers is shown in FIGS. 5 and 6
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Example 4

Preparation of Diol-Phosphoramidite for DNA
Coupling

OAc

DMTr O O
~ O/\/\/\H\/\/ ~ II)/ ~NN N
OAc \( N

Diol-8
15
Step 1:
/\/\/\/OH DMTr-Cl, H'base 20
_—
HO DCM
DMTr\ /\/\/\/OH
(6]
Diol-1

25

1,6-Hexanediol (Sigma Aldrich 99%) (14.6 g, 124 mmol),
N,N-diisopropylethylamine (Hiinig’s base; Sigma Aldrich;
redistilled) (21.6 mL, 124 mmol) is dissolved in anhydrous
DCM/DMF (250/50 mL) under N,. The solution is cooled to
0° C. and the first portion of 4,4'-dimethoxytrityl chloride
(DMTr-Cl; Sigma-Aldrich 95%) (10.5 g, 31 mmol) is added.
The reaction mixture is then warmed to room temperature.
After stirring for 1 h, the reaction mixture is cooled to 0° C.
again and the second portion of DMTr-Cl (10.5 g, 31 mmol)
is added and then allowed to stir at room temperature for other
2 hours. TLC (EtOAc:petroleum ether 4:6) analysis indicates
ca. 95% consumption of starting material derivative (DMTr-
OH). The reaction is concentrated under reduced pressure and
Ag. NaHCO; (sat.) solution (500 mL) is poured into the
residue. The resulting mixture is extracted with petroleum
ether/EtOAc (2:1) (3x1000 mL). The combined organic lay-
ers are dried over MgSQO,, and concentrated under vacuum.
The residue is co-evaporated with xylene (2x100 mL) to
remove DMF. The reaction mixture, is pre-absorbed on silica
gel and subjected to flash chromatography using solvents
containing 1% Et;N petroleum ether to petroleum ether/
EtOAc (7:3) as eluent. The yield of pale yellow oil is 16.58 g,
64%, with a further 7.8 g (17%) of the bis-tritylated by-
product.

TLC: Ry 0.35 (diol-1); Ry 0.7 (bis-tritylated by-product)
(petroleum ether/EtOAc 6:4).

'HNMR (400 MHz, CDCl,): § 1.32-1.44 (m, 4H, 2xCH,,),
1.54-1.68 (m, 4H, 2xCH,), 3.06 (t, J=6.6 Hz, 2H, CH,0),
3.62-3.68 (m, 2H, CH,OH), 3.81 (s, 6H, 2xMeO), 6.83-6.85
(m, 4H, Ph), 7.24-7.35 (m, 7H, Ph), 7.45-7.47 (m, 2H, Ph).

40

Step 2:
60
/ \ (@]
0 N< TRAP
DMTr /\/\/\/OH \_/
O DCM

65
Diol-1
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-continued

DMTr O
~ O/\/\/Y

H
Diol-3

To a solution of Diol-1 (16.6 g, 39.5 mmol) in anhydrous
DCM (200 mL), tetrapropylammonium perruthenate (TPAP;
Sigma Aldrich 97%) (277 mg, 0.79 mmol) is added under N,
atmosphere. The solution is cooled to 0° C. and N-methyl-
mopholine N-oxide (Sigma Aldrich 97%) (2.7 g, 23 mmol) is
added. The reaction is warmed to room temperature. After 1
hour, the other three portions of N-methylmopholine N-oxide
(3x2.0 g, 51.2 mmol) are added within a period of four hours.
TLC (EtOAc:petroleum ether 4:6) indicates the reaction goes
to completion. The reaction is quenched with aq. NaHCO,
(sat.) (1000 mL) and extracted to CH,Cl, (4x1000 mL). The
combined organic layers are dried over MgSO,,. The solution
is concentrated under reduced pressure. Diol-3, 9.9 g, 60%, is
isolated by flash chromatography using solvents containing
1% Et;N from petroleum ether to petroleum ether/EtOAc
(6:4) as eluent, as a pale yellow oil.

TLC: Ry 0.7 (petroleum ether/EtOAc 6:4).

'H NMR (400 MHz, CDCL,): § 1.30-1.37 (m, 2H, CH,),
1.48-1.57 (m, 4H, 2xCH,), 2.34 (td, J=1.7 and 7.4 Hz, 2H,
CH,CHO), 2.97 (s, 2H, CH,0), 3.72 (s, 6H, 2xMe0), 6.73-
6.76 (m, 4H, Ph), 7.10-7.26 (m, 7H, Ph), 7.34-7.36 (m, 2H,
Ph), 9.67 (t, J=1.7, 1H, CHO).

Step 3:
/\/\/OAC PPh;
Br
Ph @ /\/\/OAC
Ph—P
| Br
Ph
Diol-2

A solution of triphenylphosphine (Sigma-Aldrich 99%,
ReagentPlus™). (39.3 g, 150 mmol) and 4-bromobutyl
acetate (Sigma-Aldrich) (26 mL, 180 mmol) in anhydrous
toluene (300 mL ) is heated under reflux for 36 hours under N,
in an oil-bath (140° C.). During the reflux, oil is precipitated
out. The reaction mixture is cooled to room temperature. TL.C
(petroleum ether/EtOAc 7:3) analysis of the toluene solution
showed that there is still triphenylphosphine (R 0.8) left. The
supernatant is decanted into another round-bottomed flask
and concentrated down to the approximate volume of 30 mL.
The solution is heated under reflux again for another 12 hours.
The supernatant is decanted. The portions of oil are combined
together, dissolved in water (500 mL) and extracted with
EtOAc (2x500 mL). The combined organic layers are back-
extracted with water (150 mL). Two lots of aqueous layers are
combined, evaporated under reduced pressure. The resulting
residue is co-evaporated with acetonitrile (2x100 mL) to give
78.4 g, 95% yield of a pale yellow oil. NMR indicates that the
product is pure, and is used for the next step reaction without
further purification.

TLC: R 0.0 (petroleum ether/EtOAc 7:3).

11 NMR (400 MHz, CDCL,): & 1.63-1.73 (m, 2H, CIH,),
1.94 (s, 3H, 2xCHS,), 2.06-2.16 (m, 2H, CH,), 3.97-4.05 (m,
2H, CHLP), 4.11 (t, J=6.0, 2H, CH,0), 7.69-7.95 (m, 15H,
Ph)



US 7,754,429 B2

33
3P NMR (162 MHz, CDCL,): 25.9 ppm.

Mass spec details: LC-MS (Electrospray positive): (M*)
377.

Step 4:

DMTr
\O/\/\/\n/

¢}

2

Diol-3 LD KOBu!

(" 2) NaOH/THF/MeOH

Ph
\® LN N OAc
Ph—P
| Br
Ph

Diol-2 y,

DMTr( O/\/\/\/\/\/OH

Diol-4

Diol-2 (10.34 g, 22.7 mmol) is weighed into a round-
bottomed flask and dissolved with DCM (20 mL). The solu-
tion is then evaporated under reduced pressure until it gives a
white foam. The flask is then subjected to high vacuum for 24
h. To this flask, anhydrous THF (180 mL) is added under N,,.
The resulting suspension is cooled to -78° C. with an
acetone-dry ice bath. With vigorous stirring, KOBu’ (3.3 g,
29.5 mmol) is added under N,. Slowly the colour of the
suspension turns orange, and white solids are gradually pre-
cipitated out. To this suspension, a solution of diol-3 (dried at
60° C. under high vacuum for 1 h before the reaction), (9.5 g,
22.7 mmol) in THF (50 mL) is added drop wise over half an
hour. Acetone-dry ice bath is then removed. The reaction
mixture is slowly warmed to room temperature and stirred for
another hour. The colour of the reaction mixture turns yellow
after the addition of diol-3. The reaction mixture is concen-
trated down under reduced pressure. The resulting residue is
partitioned between DCM (800 mL) and aq. NaCl (sat.) (800
mL). The aqueous layer is extracted with an additional DCM
(2x800 mL). The organic extractions are combined, dried
over MgSO,, filtered, and evaporated under reduced pressure
to give yellow oil. The oil is dissolved in THF/MeOH (125/
100 mL) and cooled to 0° C. To this solution, NaOH (1M in
H,0, 25 mL) is added. After allowing the reaction to stir for
1 hour, TLC analysis indicates full consumption of starting
material. The reaction mixture is neutralized with acetic acid
(1.5 mL). The reaction mixture is concentrated down under
reduced pressure. The resulting residue is partitioned
between DCM (800 mL.) and aq. NaHCO; (sat.) (800 mL).
The aqueous layer is extracted with additional DCM (2x800
ml). The organic extractions are combined, dried over
MgSO,, filtered, and evaporated to give a pale yellow oil.
Diol-4, 6.45 g, 60% is isolated by flash chromatography using
solvents containing 1% Et;N from petroleum ether to petro-
leum ether/EtOAc (5:5) as eluent, as a light yellow oil.

TLC: R~0.45 (petroleum ether/BtOAc 6:4).

'HNMR (400 MHz, CDCl,) § 1.24-1.32 (m, 4H, 2xCH,),
1.54-1.57 (m, 4H, 2xCH,), 1.93-1.96 (m, 2H, CH,), 2.02-
2.07 (m, 2H, CH,), 2.96 (t, J=6.6 Hz, 2H, CH,0), 3.54-3.59
(m, 2H, CH,OH), 3.72 (s, 6H, 2xMeQ), 5.29-5.32 (m, 2H,
2x=CH) 6.73-6.77 (m, 4H, Ph), 7.11-7.27 (m, 7H, Ph), 7.36-
7.38 (m, 2H, Ph).
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Step 5:

DMIIN, A SN0 _BDPSC
0 Im-H, DMF
Diol-4

DM N NS 0TS

Diol-5

To a solution of Diol-4 (5.68 g, 12 mmol) and imidazole
(Sigma Aldrich, 99%), (1.63 g, 24 mmol) in anhydrous DMF
(100 mL), t-butyldiphenylsilyl chloride (Sigma Aldrich,
98%), (4.05 mL, 15.6 mmol) is added drop wise under N,
atmosphere at room temperature. The reaction is stirred for 1
hour. TLC (petroleum ether/EtOAc 8:2) indicates that the
starting material is fully consumed. A saturated aq. NaHCO,
solution (500 mL.) is added to quench the reaction. The result-
ing mixture is extracted with petroleum ether/EtOAc (2:1)
(3x500 mL). The organic layers are combined, dried over
MgSO,, filtered, and evaporated to give a yellow oil. Diol-5,
8.14 g, 95% is isolated by flash chromatography using sol-
vents containing 1% Et;N from petroleum ether to petroleum
ether/EtOAc (9:1) as eluent, as a colourless oil.

TLC: R~0.7 (petroleum ether:EtOAc 8:2).

{1 NMR (400 MHz, CDCl,): § 0.97 (s, 9H, 3xMe), 1.19-
1.30 (m, 4H, 2xCH,), 1.48-1.55 (m, 4H, 2xCH,), 1.91-1.95
(m, 2H, CH,), 2.01-2.06 (m, 2H, CH,), 2.95 (t, J=6.6 Hz, 2H,
CH,0) 3.58 (t, 1=6.3 Hz, 2H, CH,0), 3.70 (s, 6H, 2xMeO),
5.24-5.27 (m, 2H, 2x=CH), 6.72-6.75 (m, 4H, Ph), 7.11-7.37
(m, 15H, Ph), 7.57-7.60 (m, 4T, Ph).

Step 6:
DMTr\ /\/\/\/\/\/OTBDPS »
O
Diol-5
OH
DMTr\ OTBDPS
O
OH
Diol-6

A mixture of diol-5 (9.27 g, 13 mmol), AD-mix-a (Sigma
Aldrich), (18.2 g), methanesulfonamide (Sigma Aldrich,
97%), (1.23 g, 13 mmol), t-BuOH (65 mL) and water (65 mL)
is stirred together vigorously at 55° C. for 14 h. The TLC
analysis (petroleum ether:EtOAc 6:4) indicates ca. 95% con-
sumption of the starting material. The reaction mixture is
cooled to room temperature, treated with sodium sulfite (15.3
g, 12 mmol), then further stirred for 30 min. A saturated aq.
NaHCO; solution (500 mL) is added to the reaction. The
resulting mixture is extracted with EtOAc (3x500 mL). The
organic layers are combined, dried over MgSO,, filtered, and
evaporated to give yellow oil. Diol-6, 7.96 g, 82%, is isolated
by flash chromatography (silica gel, Fluka, 70-230 mesh)
using solvents containing 1% Et;N from petroleum ether to
petroleum ether/EtOAc (1:1) as elutant, as a white solid.

TLC: R~=0.3 (petroleum ether:EtOAc 6:4).

11 NMR (400 MHz, CDCL,) 8 1.07 (s, 9H, 3xMe), 1.41-
1.7 (m, 12H, 6xCH,), 1.94 (d, ]=4.3 Hz, 1H, OH), 2.94-2.95
(m, 1H, OH), 3.06 (t, 1=6.6 Hz, 2H, CH,0), 3.61-3.63 (m, 2H,
2xCHOH), 3.73 (t, J=5.6 Hz, 2H, CH,0), 3.81 (s, 6M.
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2xMeO), 5.24-5.27 (m, 2H, 2x=CH), 6.82-6.85 (m, 4, Ph),
7.21-7.47 (m, 15H, Ph), 7.57-7.60 (m, 4H, Ph).

Step 7:
OH

DMTr OTBDPS

(6]

OH
Diol-6
OAc
DMTr\O oH
OAc
Diol-7

To a solution of diol-6 (7.96 g, 13 mmol) and DMAP
(Sigma-Aldrich ReagentPlus™, 99%). (260 mg, 2.13 mmol)
in a mixture of pyridine (15 mL) and DCM (30 mL), acetic
anhydride (Fluka 99%), (2.5 mL, 26.68 mmol) is added at
room temperature. TLC analysis (petroleum ether:EtOAc
6:4) indicates full consumption of the starting material after 1
h. The reaction is quenched by saturated aq. NaHCO; solu-
tion (500 mL). After 5 min. the mixture is extracted with
DCM (3x500 mL). The organic layers are combined, dried
over MgSO,, filtered, and evaporated. The residue is co-
evaporated with toluene (2x100 mL). The resulting yellow oil
is subjected to a plug of silica gel (50 g, Fluka, 70-230 mesh)
to remove DMAP using eluents containing 0.1% Et;N from
petroleum ether to petroleum ether/EtOAc (7:3) (250 mL
each). The combined fractions of product are concentrated to
dryness. The resulting colourless oil is dissolved in THF (100
mL) and treated with TBAF (Sigma-Aldrich; 5% wt water),
(1 M in THF, 15 mL) at 0° C. The reaction solution is slowly
warmed to room temperature and stirred for 2 hours. TLC
analysis (petroleum ether:EtOAc 6:4) indicates that desilyla-
tion is completed. The volatile solvent (THF) is evaporated
under reduced pressure at low temperature. A saturated aq.
NaHCO; solution (500 mL) is added to the residue. The
resulting mixture is extracted with EtOAc (3x500 mL). The
organic layers are combined, dried over MgSO,,, filtered, and
evaporated to give yellow oil. Diol-7, 4.2 g, 66%, is isolated
by flash chromatography using solvents containing 1% Et;N
from petroleum ether to petroleum ether/EtOAc (1:1) as elut-
ant, as a white solid.

TLC: R~0.45 (petroleum ether:BtOAc 1:1).

"H NMR (400 MHz, CDCL,) & 1.29-1.33 (m, 4H, 2xCIL),
1.47-1.63 (m, 8H, 4xCH,), 1.99, 2.01 (2 s, 6H, 2 MeC(O)),
3.00 (1, 1=6.5 Hz, 2H, CH,0), 3.60-3.64 (m, 2H, CH,0), 3.75
(s, 6H, 2xMeO), 4.92-4.97 (m, 2H, 2xCHOAC), 6.76-6.80
(m, 4H, Ph), 7.15-7.29 (m, 7H, Ph), 7.38-7.40 (m, 2H, Ph).

Step 8:
OAc
DMTr\ W\A/OH
O —_—
OAc

Diol-7

w
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-continued
OAc

DMTr O O
~ OW\A/ ~ II,/ NN N
OAc Y NY

Diol-8

To a solution of diol-7 (2.08 g, 3.5 mmol) and diisopropy-
lethylamine (Sigma Aldrich), (1.53 ml, 8.75 mmol) in DCM
(17 mL), 2-cyanoethyl N,N-diisopropylchlorophosphor-
amidite (1.0 g, 4.2 mmol) is added drop wise at room tem-
perature under N,. After stirring for 1 hour, TLC analysis
(petroleum ether:EtOAc 4:6) indicates the full consumption
of the starting material. The solvent (THF) is concentrated
under reduced pressure. The resulting residue is subjected to
chromatography directly. Diol-8, 2.5 g, 90%, is isolated by
flash chromatography using solvents containing 1% Et;N
from petroleum ether to petroleum ether/EtOAc (1:1) as elu-
ent, as a colourless syrup.

TLC: R#~0.55 (petroleum ether: EtOAc 4:6).

'H1 NMR (400 MHz, CDC1,)$ 1.09, 1.10, 1.11, 1.12 (4 s,
12H, N(CHMe,),), 1.26-1.31 (m, 4H, 2xCH,), 1.45-1.56 (m,
8H, 4xCIL,), 1.95,1.969,1.971, 1.98 (4 s, 6H, 2 MeCO), 2.56
(t. J=6.5 Hz, 2H, CH,CN), 2.95 (1, ]=6.5 Hz, 2H, CIL0),
3.49-3.55 (m, 4H, CH,0), 3.72 (s, 6H, 2xMeO), 4.89-4.92
(m, 2H, 2xCHOAC), 6.74-6.76 (m, 4H, Ph), 7.13-7.25 (m,
7H, Ph), 7.34-7.37 (m, 2H, Ph).

31p NMR (162 MHz, CDCL,): 148.67, 148.69 ppm.

Example 5

Preparation of Clusters by Isothermal Amplification

Step 1: Hybridisation and Amplification

The DNA sequence used in the amplification process is a
single monotemplate sequence of 240 bases, with ends
complementary to the grafted primers. The full sequence of
one strand of the template duplex is shown in FIG. 6. The
duplex DNA (1 nM) is denatured using 0.1 M sodium hydrox-
ide treatment followed by snap dilution to the desired 0.2-2
pM ‘working concentration’ in ‘hybridization buffer’
(5xSSC/0.1% Tween).

Surface amplification was carried out by isothermal ampli-
fication using an MJ Research thermocycler, coupled with an
8-way peristaltic pump Ismatec IPC ISM931 equipped with
Ismatec tubing (orange/yellow, 0.51 mm ID). A schematic of
the instrument is shown below.

The single stranded template is hybridised to the grafted
primers immediately prior to the amplification reaction,
which thus begins with an initial primer extension step rather
than template denaturation. The hybridization procedure
begins with a heating step in a stringent buffer to ensure
complete denaturation prior to hybridisation. After the
hybridization, which occurs during a 20 min slow cooling
step, the flowcell was washed for 5 minutes with a wash buffer
(0.3xSSC/0.1% Tween).
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A typical amplification process is detailed in the following
table, detailing the flow volumes per channel:
1. Template Hybridization and 1% Extension
T Time Flow rate Pumped V
Step Description (°C) (sec) (ul/min) ()
1 Pump Hybridization pre-mix 20 120 60 120
2 Pump Hybridization mix 98.5 300 15 75
3 Remove bubbles 98.5 10 100 16.7
4 Stop flow and hold T 98.5 30 static 0
5  Slow cooling 98.5-40.2 19.5 min static 0
6 Pump wash buffer 40.2 300 15 75
7 Pump amplification pre-mix 40.2 200 15 50
8 Pump amplification mix 40.2 75 60 75
9 First Extension 74 90 static 0
10 cool to room temperature 20 0 static 0
25 -continued
2. Isothermal Amplification T Time Flow rate Pumped V
Step  Description (°C) (sec) (ul/min) (uh
T Time Flowrate PumpedV -
Step  Description (°C.) (sec) (ul/min) (uh 4 Cyclic pump 377 8 x 15/ 45
Blocking mix and (20 + 180) static
1 Pump Formamide 60 75 60 75 30 wait
This  Pump Amplification 60 75 60 75 5 Pump wash buffer 20 300 15 75
sequelce pre-mix
35 Pump Bst mix 60 95 60 95
times  Stop flow and hold T 60 180 static 0
2 Pump wash buffer 60 120 60 120 i Example 6

Hybridisation pre mix (buffer) = 5 x SSC/0.1% Tween
Hybridisation mix = 0.1 M hydroxide DNA sample, diluted in hybridisation pre mix
‘Wash buffer = 0.3 x SSC/0.1% tween

Amplification pre mix = 2 M betaine, 20 mM Tris, 10 mM Ammonium Sulfate, 2 mM
Magnesium sulfate, 0.1% Triton, 1.3% DMSO, pH 8.8

Amplification mix = 2 M betaine, 20 mM Tris, 10 mM Ammonium Sulfate, 2 mM Magne-
sium sulfate, 0.1% Triton, 1.3% DMSO, pH 8.8 plus 200 uM dNTP’s and 25 units/mL of Taq
polymerase (NEB Product ref M0273L)

Bst mix = 2 M betaine, 20 mM Tris, 10 mM Ammonium Sulfate, 2 mM Magnesium sulfate,
0.1% Triton, 1.3% DMSO, pH 8.8 plus 200 pM dNTP’s and 80 units/m[ of Bst polymerase
(NEB Product ref M0275L)

Step 2: Blocking Extendable 3'-OH Groups

To prepare the blocking pre-mix, 1530 pl. of water and 170
uL of 10x blocking buffer (NEB buffer 4; product number
B7004S) are mixed for a final volume of 1700 pL. To prepare
the blocking mix 1065.13 pl. of blocking pre-mix, 21.12 pl,
of 125 uM ddNTP mix, and 13.75 pL. of TdT terminal trans-
ferase (NEB; part no M0252S) are mixed for a final volume of
1100 pL.

To block the nucleic acid within the clusters formed in the
flow cell channels, the computer component of the instrumen-
tation flows the appropriate blocking buffer through the flow
cell, and controls the temperature as shown in the exemplary
embodiments below.

T Time Flow rate  Pumped V
Step Description °C) (sec) (pl/min) (ul)
1 Pump Blocking 20 200 15 50
pre-mix
2 Pump Blocking mix  37.7 300 15 75
3 Stop flow and 37.7 20 static 0

hold T
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Treatment of Clusters to Obtain a Free 3'-Hydroxyl
Group

Method a: USER™

The amplified clusters were treated on the MJ platform to
the following conditions; flow with USER premix (10 mM
KCl, 20 mM Tris-HCI (pH 8.8) 10 mM (NH,),SO,,, 2 mM
MgS04, 0.1% Triton-X 100) for 5 min at 38° C.; flow with
USER buffer (User premix plus 10 units/ml, USER enzyme
mix (NEB cat #M5505) for 5 mins and incubate for 45 min at
38° C.; wash in wash buffer for 5 mins.

The cleaved strands were treated with T7 exonuclease (100
units/ml, in NEB buffer 4 (1xNEB4=50 mM potassium
acetate, 20 mM Tris-acetate, 10 mM Magnesium acetate, 1
mM DTT pH 7.9) for 30 mins at 30° C. and flushed with wash
buffer.

The strands were extended by ligation of SBS 5 ligation
primer:

(SEQ ID NO:
3' -GTAGCTGAGCCAAGTCGTCCTTACGGCTCTGGCT-PO4-5"

5)

The primer (1 uM) in hybridization pre mix was flowed
into the cell at 60° C. and allow to hybridise for 5 mins. The
cell was flushed with T4 ligation buffer and cooled to 30° C.
T4 DNA ligase was added, and the reaction held for 30 mins
before flushing with wash buffer. The 3'-end ofthe hybridized
ligated SBS 5 primer is available for subsequent extension
reactions.
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Method b: Nt.BstNBI

The amplified clusters were treated on the MJ platform
with the following conditions; the flow cells were washed
with NEB buffer 3 at 55° C. for 5 mins at 15 pl/min, then
treated with 50 pl of Nt.BstNBI (1xNEB buffer 3; final
enzyme conc 1000 units/mL). The cell was incubated for 1 hr
at 55° C. then lowered to 20° C. flushed with NEB buffer 3 (5
min at 15 pl/min), then wash buffer (5 min at 15 pl/min).

The cleaved strands were treated with T7 exonuclease (100
units/ml, in NEB buffer 4 (1xNEB4=50 mM potassium
acetate, 20 mM Tris-acetate, 10 mM Magnesium acetate, 1
mM DTT pH 7.9) for 30 mins at 30° C. and flushed with wash
buffer.

Example 7
Sequencing from an Immobilized Primer

Sequencing of the clusters from the above illustrative pro-
tocol was carried out using modified nucleotides prepared as
described in International patent application WO 2004/
018493, and labeled with four spectrally distinct fluoro-
phores, as described in U.S. application No. 60/801,270; filed
May 18, 2006. Sequencing of clusters is described in more
detail in patent WO06064199.

A mutant 9°N polymerase enzyme (an exo- variant includ-
ing the triple mutation L408Y/Y409A/P410V and C223S)
was used for the nucleotide incorporation steps.

Incorporation mix, Incorporation buffer (50 mM Tris-HCl
pH8.0,6 mM MgSO,, 1 mMEDTA, 0.05% (v/v) Tween -20,
50 mM NaCl) plus 110 nM YAV exo- C223S, and 1 uM each
of the four labeled modified nucleotides, was applied to the
clustered templates, and heated to 45° C.

Templates were maintained at 45° C. for 30 min, cooled to
20° C. and washed with Incorporation buffer, then with
5xSSC/0.05% Tween 20. Templates were then exposed to
Imaging buffer (100 mM Tris pH7.0, 30 mM NaCl, 0.05%
Tween 20, 50 mM sodium ascorbate, freshly dissolved). Tem-
plates were scanned in 4 colors at room temp. Templates were
then exposed to sequencing cycles of Cleavage and Incorpo-
ration as follows:

Cleavage: Prime with Cleavage buffer (0.1M Tris pH 7.4,
0.1M NaCl and 0.05% Tween 20), 125 pl./channel; 60
pl/min.

Heat to 60° C.

Treat the clusters with Cleavage mix (100 mM TCEP in
Cleavage buffer), 75 ul/channel; 60 pl./min.

Wait for a total of 15 min in addition to pumping fresh cleav-
age mix, 25 pl./channel; 60 ul./min, every 4 min.

Cool to 20° C.

Wash with Enzymology buffer.
Wash with 5xSSC/0.05% Tween 20.
Prime with Imaging buffer.

Scan in 4 colors at RT.

Incorporation: Prime with Incorporation buffer, 125 ul./chan-
nel; 60 pl./min, Heat to 60° C.

Treat with Incorporation mix, 75 pl./channel; 60 ul./min.

Wait for a total of 15 min in addition to pumping fresh Incor-
poration mix, 25 ul./channel; 60 pl./min, every 4 min.

Cool to 20° C.
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Wash with Incorporation buffer, 75 pl./channel; 60 pl/min.

Wash with 5xSSC/0.05% Tween 20, 75 pl/channel; 60
pul/min

Prime with imaging buffer, 100 pl./channel; 60 pl./min
Scan in 4 colors at RT.

Repeat the process of Incorporation and Cleavage for as many
cycles as required.

Incorporated nucleotides were detected using a Total Inter-
nal Reflection based fluorescent CCD imaging apparatus
described in “Systems and Devices for Sequence by Synthe-
sis Analysis,” U.S. Ser. No. 60/788,248, filed Mar. 31, 2006.

A representative image showing two cycles of incorpora-
tion is shown in FIG. 7. The first cycle of incorporation (top
right) shows an image with 3271 clusters that have incorpo-
rated a G triphosphate according to the monotemplate
sequence. The second cycle (bottom right), shows an image
of'the second cycle where 3235 clusters have incorporated an
A ftriphosphate. The main picture shows the colocalised
image, where 3058 of the clusters are common to both
images, showing that the clusters can go through cycles of
sequencing from the immobilized primer.

Example 8
Extension with Unlabelled Nucleotides

After the final deblock step of the sequencing protocol, the
array was treated to a round of extension with four dNTP’s
and Bst polymerase, analogous to a cycle of extension in the
cluster generation process. The array was treated as follows:

T Time  Flow rate Pumped V
Description (°C) (sec) (pl/min) (ul)
Pump Amplification pre-mix 60 75 60 75
Pump Bst mix 60 95 60 95
Stop flow and hold T 60 180 static 0
Pump wash buffer 60 120 60 120
Example 9

Treatment to Excise the Central Region of a Cluster

Clusters were treated with Mmel, followed by T4 poly-
merase to remove the dinucleotide overhangs, and T4 ligase
to join the polished, blunt ends in a 36 base pair sequence.
Identical protocols have been described in solution on circu-
lar vector constructs, (Nature Methods, 2, 105-111 (2005)),
and the methods were repeated on the amplified clusters,
using buffer conditions and temperatures as recommended
for the appropriate enzyme.

Example 10

Linearisation and Hybridization of a Sequencing
Primer

To prepare the linearization mix 1429 ul. of water, 64 mg of
sodium periodate, 1500 uL. of formamide, 60 ul. of 1M Tris
pHS, and 6011.4 ul. of 3-aminopropanol are mixed for a final
volume of 3 mL. The periodate is first mixed with the water
while the Tris is mixed with the formamide. The two solutions
are then mixed together and the 3-aminopropanol is added to
that mixture.
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To linearize the nucleic acid within the clusters formed
within the flow cell channels, 300 pL. per channel of lineari-
sation mix is flowed in at 15 pl./min at 20° C.; followed by 75
uL of water at the same flow rate.

To prepare the primer mix, 895.5 uL. ofhybridization buffer
and 4.5 pl of sequencing primer (100 pM) are mixed to a final
volume of 900 uL.. The sequence of the sequencing primer
used in this reaction was:

(SEQ ID NO: 6)

5'-ACACTCTTTCCCTACACGACGCTCTTCCGATC

To denature the nucleic acid within the clusters and to
hybridize the sequencing primer, the following reagents are
flowed through the cell:

T Time  Flow rate Pumped V
Step Description (°C) (sec) (pl/min) (ul)
1 Pump 0.1 M NaOH 20 300 15 75
2 Pump TE 20 300 15 75
3 Pump Primer mix 20 300 15 75
4 Hold at 60 C. 60 900 0 0
5 Pump wash buffer 40.2 300 15 75
Example 11

Sequencing from a Non-Immobilised Primer

The sequencing process was carried out in exactly the same
way as described in Example 7. The second read can be
aligned with the first, in the case of two reads, or the sequenc-
ing process was carried out for 36 cycles in the case of Mmel
treatment. This single read generated 18 bases of information
for each end of the original fragment.

While the foregoing invention has been described in some
detail for purposes of clarity and understanding, it will be
clear to one skilled in the art from a reading of this disclosure
that various changes in form and detail can be made without
departing from the true scope of the invention. For example,
all the techniques and apparatus described above may be used
in various combinations. All publications, patents, patent
applications, or other documents cited in this application are
incorporated by reference in their entirety for all purposes to
the same extent as if each individual publication, patent,
patent application, or other document were individually indi-
cated to be incorporated by reference for all purposes.

Example 12
Paired Reads from a Library of Fragments

The following experimental details describe the complete
exposition of one embodiment of the invention as described
above.

The library was made using purified human BAC DNA
(140 k human chromosome 6 insert cloned into a pTARBAC
vector). The DNA was first prepared for ligation to forked
adaptors by: fragmentation of the DNA by nebulisation, end
repair of the DNA ends to make them blunt-ended and phos-
phorylated, then the addition of a single ‘A’ nucleotide onto
the 3' ends of the DNA fragments. The ligation reaction was
performed with the prepared fragmented DNA and adaptors
pre-formed by annealing ‘Oligo A’ and ‘Oligo B’ (sequences
given below). The product of the reaction was isolated/puri-
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fied from unligated adaptor by gel electrophoresis. Finally,
the product of the ligation reaction was subjected to cycles of
PCR to selectively amplify ligated product that contained
genomic DNA with adaptor at both ends of the fragments.

Materials and Methods
Step 1) Nebulization

Materials:

0.5 ug/ul Human BAC DNA (140 k human chromosome 6
insert cloned into a pTARBAC vector)

Nebulization Buffer (53.1 ml glycerol, 42.1 ml water, 3.7
ml 1 M Tris HC1 pH7.5, 1.1 m1 0.5 M EDTA)

TE

Nebulizers (Invitrogen, K7025-05)

PCR purification kit columns (Qiagen, 28104)

Procedure:

Mixed 10 pl (5§ pg) of BAC DNA with 40 pl of TE and 700 pl
of'nebulization buffer. Chilled DNA solutions were each frag-
mented in a nebulizer on ice for 6 minutes under 32 pounds
per square inch (psi) of pressure. The recovered volumes were
each purified with a Qiagen PCR purification kit column and
eluted in 30 pul of EB.

Step 2) End-Repair

Materials:

Nebulized DNA (from Step 1)

Water

T4 DNA ligase buffer with 10 mM ATP (10x) (NEB,
B0202S)

dNTPs mix (10 mm each) (NEB, N0447S)

T4 DNA Polymerase (3 U/ul) (NEB, M0203L)

E. coli DNA Pol I large fragment (Klenow) (5 U/ul) (NEB,
MO0210S)

T4 polynucleotide kinase (10 U/ul) (NEB, M0201L)

PCR purification kit columns (Qiagen, 28104)

Procedure:

End repair mix was assembled as follows:

Nebulized DNA 30
Water 45 ul
T4 DNA ligase buffer with 10 mM ATP 10 ul
dNTPs 4l
T4 DNA pol 5ol
Klenow DNA pol 1 ul
T4 PNK 5 ul
100 ul total

The reaction was incubated for 30 mins at room temperature.
The DNA was purified on a Qiagen column, eluting in 30 pl
EB.

Step 3) A—Tailing Reaction
Materials:
End repaired DNA (from Step 2)
Water
NEB buffer 2 (10x) (NEB, B7002S)
dATP (1 mM) (Amersham-Pharmacia, 272050)
Klenow fragment (3' to 5' exo minus) (5 U/ul) (NEB,
MO0212B)
Hot block or PCR machine
MinElute PCR purification kit column (Qiagen, 28004)
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Low molecular weight ladder (NEB, N3233L)
Gel trays and tank. Electrophoresis unit

Procedure:
The following reaction mix was assembled:

Dark reader transilluminator (Clare Chemical Research,
5 D195M)

End repaired DNA 30 u Gel extraction kit columns (Qiagen, 28704)

Water 2 ul

NEB buffer 2 5

dATP e 10 ﬁ Procedure:

Klenow fragment (3' to 5’ exo minus) 3 The entire sample from the purified ligation reaction was

loaded into one lane of a 2% agarose gel containing ethidium
bromide and run at 120V for 60 min. The gel was then viewed
on a ‘White-light’ box and fragments from 120 bp to 170 bp
excised and purified with a gel extraction column, eluting in
301 elution buffer (EB).

total

50 pl

The reaction was incubated for 30 min at 37° C., then the
DNA purified on a Qiagen MinElute column, eluting in 10 pl

EB.
Step 7) Exonuclease I Treatment of PCR Primers
Step 4) Annealed Adaptors .
S Materials:
Materials:

Oligo A: S'ACACTCTTTCCCTACACGACGCTCTTC-

Exonuclease I (£. coli) (20 U/ul) (NEB, M0293S)

CGATCXT (x=phosphorothioate bond) (SEQIDNO: 7) 20 Exonuclease I Reaction Buffer (10x) (NEB, M02938S)
Oligo B: 5Phosphate-GATCGGAAGAGCGGTTCAG- Water
CAGGAATGCCGAG (SEQ IDNO: 8) DNA Primers with a phosphorothioate at the n—1 position
50 mM Tris/S0mN NaCl pH7.0 P6 Bio-Rad columns (Bio-Rad, 732-6221)
PCR machine 5
. Procedure:
Procedure:

DNA Primers with a phosphorothioate at the n—1 position
(5x85 ul of each Primer (approx 25 uM)) were aliquoted into
Eppendort tubes. 10 pl of 10x Exonuclease I Reaction Buffer
and 5 ul of Exonuclease 1 was added to each tube. Each
Eppendort tube was placed in a rack and stored in an oven set
at37° C. for 16 hours. After 16 hr, the tubes were placedon a
hotblock set at 80° C. for 2 minutes. Subsequently, the solu-

The oligos were mixed together to a final concentration of 15
UM each, in 10 mM Tris/10 mM NaCl pH 7.0. The adaptor
strands were annealed in a PCR machine programmed as
follows: Ramp at 0.5° C./sec to 97.5° C.; Hold at 97.5° C. for
150 sec; then a step of 97.5° C. for 2 sec with a temperature
drop of 0.1° C./cycle for 775 cycles.

30

Step 5) Ligation

Materials: 35

A-tailed genomic DNA (from Step 3)

Quick ligase buffer (2x) (NEB, B2200S)
Annealed adaptor (15 uM) (from 4.)

Quick Ligase (1 U/ul) (NEB, M2200L)

PCR purification kit columns (Qiagen, 28104)

40

Procedure:

Reaction mix was assembled as follows:
45

A-tailed genomic DNA 10 ul

Quick ligase buffer 25

Annealed adaptor 10 ul

Quick Ligase 5 pl 50
50 pl total

tions from the Eppendorfs were passed through P6 Bio-Rad
columns and spun in a centrifuge at 2000 rpm for 2 minutes.
An extra 20 pl of H,O was added to the columns and the
columns respun. The filtered solutions were placed into a
SpeedVac® and evaporated until each was at 20 pl, and the
fractions combined. The pooled fractions were injected into a
reverse phase HPLC system, and the main peak was col-
lected. The collected fractions were evaporated to dryness in
a SpeedVac®, 50 ul of water was added and the fraction was
subjected again to evaporation to dryness. The resulting pel-
lets were dissolved in 50 pl of water, pooled and a UV mea-
surement taken to determine the concentration of the oligo-
nucleotide.

Step 8) PCR
Materials:
Gel purified DNA (from Step 6)
Water
Phusion master mix (2x) (NEB, F-531L)

The reaction was incubated for 15 min at room temperature,

E 1 treated uni 1 PCR pri 1 (25 uM):
then the DNA purified on a Qiagen column, eluting in 30 ul 33 e e Ve primer 1 (25 uM)

S'AATGATACGGCGACCACCGAGATCTA-

Elution buffer (EB). CACTCTTTCCCTACACGACGCTCTTCCGA TCxT
Step 6) Gel Purification 3', where x=phosphorothioate bond (SEQ ID NO: 9)
Materials: (from Step 7)
Ligation reaction (from Step 5) 60 Exonuclease treated universal PCR primer 2 (25 uM):
Agarose (Biorad, 161-3107) S'CAAGCAGAAGACGGCATACGAGATCG-
TAE (50x) GTCTCGGCATTCCTGCTGAACCGCTCTTC
Distilled water CGATCXT, where x=phosphorothioate bond (SEQ ID
Ethidium bromide (Sigma, E1510) 65 NO: 10) (from Step 7)

Loading buffer (4x) (50 mM Tris pH8, 40 mM EDTA, 40%
W/V sucrose)

PCR machine
PCR purification kit columns (Qiagen, #28104)
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Procedure:

The PCR reaction was prepared as follows:

Gel purified BAC DNA 1
Phusion mastermix 25
Universal PCR primer 1 1
Universal PCR primer 2 1
Water 22
50 pl total

Thermocycling was carried out in a PCR machine under
the following conditions:

30 secs @ 98° C

[10 sec @ 98° C., 30 sec @ 65° C., 30 sec @ 72° C.] 18
cycles

Smin @ 72° C

Hold @ 4° C

PCR products were purified on a Qiagen column, eluting in

30 ul EB. The resulting DNA libraries were ready for ampli-
fication on a surface amplification platform.

Validation of Libraries by Conventional Sanger Sequencing

Four (4) pl of the libraries were cloned into a plasmid
vector (Zero Blunt TOPO PCR cloning kit, Invitrogen
#K2800-20) and plated out on agar, according to the manu-
facturer’s instructions. Colonies were picked, mini-prepped
and the cloned fragments sequenced by conventional Sanger
sequencing.

16 Clones from BAC Library

1 (204bp) Insert: E.coli 85bp
P dnsrsydee cluetsanislaler{en Ve CACT CT T TCCCTACACGACGCTC

[Sfele NN ACTGATTTCATTGCAGCCAAAGGCAAACTTTGGCTGCATCGT
TTTACAGTCGCCATAAGCCTTTCCTCTGTTAAACCGCCTTCTINERVNEE]

AAGAGCGGTTCAGCAGGAATGCCGAGACCGATCTCGTATGCCGTCTTCT(

G¥{€ (SEQ ID NO: 11)

2 (214bp) BAC 95bp
AN TOATACCE CEACCACCGAGATC TN COTACACGACGUTLC
IS A TCAAT AT TGTGAAAATGACCATACTGCCAAAAARAAACTAC
AAATTCAATGCAATTTTCATCAAAATACCATCATCATTCTTCACAATATT
(O GATCGGAAGAGCGGTTCAGCAGGAATGCCGAGACCGATCTCGTATH

Insert:

CGTCTTCTGCTT (SEQ ID NO: 12)
3 (215bp) Insert: BAC 96bp

AATCATACCCCGACCRCCGACATCTINS
CTCACTCCTGGCAGAGGGACGTGTGACTAGCCATGGGCCCCT
AGGTCTCCAGTTCCTGGGTAGCTTGTATTTTTGAACATCTCCTGTATATT
JRcPNAGAT CGGAAGAGCGGTTCAGCAGGARATGCCGAGACCGATCTCGTAT

GCCGTCTTCTGCTT! (SEQ ID NO: 13)
4 (147bp) Insert: BAC 28bp

e e s e TN A CACTC T CCCTACACGACGCTCT
IR AGTGTAGT TGAGAT CTGC CTTAGCAGCA NI NNEE YT Ielee
(SEQ ID NO: 14)

5 (183bp) Insert: BAC 64bp

Posiervaeia el ke RINGINACACTC T TCCCTACACGACGCTCT]
WSO A A CACATTTCAAAGTTTGGGGCCCTCCTCCTCCCCAAAAAAC
AAACCACAAAAAACAAACAAAA NERNNUEERVXEINe[deciyNe Xe[oNele V.uxe
(SEQ ID NO: 15)
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-continued
BAC 59bp

Insert:

AATGC CTTTTATAGCATTTAATTTTTC CTAAGTATAATTACCAAATAAALR
PNRERVNWANG AT CGGAAGAGCGGTTCAGCAGGAATGCCGAGACCGATCTCGT]
NyTCuEGuP{GEege (SEQ ID NO: 16)

7 (180bp)
TGGGCCCGGGAGGAGTTTGCCGGGGAGGAGTGGGTTTGGAAT
elelelcleipyVvXelerVVXeSNA N CATCGCAAGAGCCGTT CAGCAGGAATGCCI]
(SEQ ID NO: 17)

8 (190bp) Insert: BAC 73bp
B COGEGACER IXERVNGINA CACTCTTTCCCTACACGACGCTCTT
SN AAGATCTATTTCAAATGGACTGTAGATC TAAGTATARAAGGTAA
GAGAATAATTATTCTAGAAAGTAAATGT AINTNNUEETVNTNeHe I TNee

(SEQ ID NO: 18)
9 (192bp) Insert: BAC 74bp
peenhpYalellseiNelantslerNe RGN, CACTC T T TC CCTACACGACGC TCTT]

SIS GGCAGGCCAAGGTGGGTGGATCACCTGAGATCAGGAGTTCGAG
ACCAGCTGGCCAACATGATGAAACTCTGTC TN V-XerXe[deciyye
(SEQ ID NO: 19)

10 (185bp) Insert: BAC 66bp
TGACCATTGTAACCATTAATGTAGACTGCAATGATATGCACT
ATTTACAACCTTTTTTAAGACT C TNV Ne[UE g Ne[FXe[erV
(SEQ ID NO: 20)

ll

(l99bp) Insert: BAC 80bp

CCGATC CTTTGAAGAGCTGGCAGTAGAAGATAAACAGGCTGGGGAAGA
AGAGAAAGTGCTCAAGGAGAAGGAGCAGCAGCAGCAGCREINNEEr.VXeINe
CGGTTCAGCAGGAATGCCGAGACCGATCTCGTATGCCGTCTTCTGCTTG]
(SEQ ID NO: 21)

Insert:

(212bp) BAC 93bp

12

AGAAATACCTGTTTTTAACACACAGGGTTGCAAAATTCAGAGGAGATTGG
[@7AGATCGGAAGAGCGGTTCAGCAGGAATGCCGAGACCGATCTCGTATGC
EIGgYae[ggyEe (SEQ ID NO: 22)

13 (247bp) Insert: E.coli 128bp

INSEEFNEI CTTGAGATGAGTGATGACGGCGCGCTGGAAGTTGCTCGTCGC
GCTCGCGGTACGCCGCGCATTGCCAACCGTCTGCTGCGTCGAGTGCGTGA
TTTCGCCGAAGTGAAGCACGATGGCACCATCTCAACKEINNUE R VXEINelWE
(SEQ ID NO: 23)

(202bp)

Insert: BAC 83bp

14

GGGTTGETGGAACCCAGATGCCTCCCAGGATTGETAGECCC
TGTGGCACTTGTACCTGCTGTTGCTGTTGCTGCTGC TG CT ey eeery.

(SEQ ID NO: 24)
15 (leé6bp) Insert: BAC 47bp

AATCATACGECEACCACCGAGAT C TSIy NGV Xue)Xoeeiye
CCGATC ATGATAAGGAGCAGGTTTACAGATCATAAGTGCAAAAGCGGG
CGAGALYE ARG A4 A

[CeEpepuNeINelsigYe (SEQ ID NO: 25)
16 (147bp) Insert: BAC 31bp

felyipdateleivsiaontsisier-\e AN CACTC TTTC CCTACACGACGCTCTTC(
NN CTGATACTGTTGTAACCACCCAATTGGTTCA TCGGAAGAGC!
= e S " y

26)

(SEQ ID NO:

These results confirm that the library preparation method
produces a library of ‘sequenceable’ DNA templates. Each
library contained a plurality of genomic inserts, each of which
was flanked by the two adaptors

] _(IAATGATACGGCGACCAC CGHcATC

(SEQ ID NO:27) and

) (SEQ ID NO:28),
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required for cluster formation and SBS sequencing. The
insert DNA from each of the libraries aligned to the BAG
reference, with a small amount of E. coli contamination.

Clusters were prepared from the above library as described in
examples 1-5 above.

The primers grafted to the surface had the following
sequence:

P5diol: (SEQ ID NO:
5' PS-TTTTTTTTTT-diol -AATGATACGGCGACCACCGA

1)

P7-TU:
5' TTTTTTTTTUCAAGCAGAAGACGGCATACGA-OH

(SEQ ID NO: 29)

P5-phosphate: (SEQ ID NO:30)
5' PS-TTTTTTTTTTAATGATACGGCGACCACCGA-PO4

The three primers were mixed at a 1:1:1 concentration, and
used at 0.5 uM concentration of each primer.

The clusters were linearised using periodate treatment as
described in example 10, and blocked with terminal trans-
ferase as described in example 5, step 2.

The clusters were treated to hybridise a first sequencing
primer, as described above. The sequence of the sequencing
primer was

(SEQ ID NO:6)
5'-ACACTCTTTCCCTACACGACGCTCTTCCGATC

To denature the nucleic acid within the clusters and to
hybridize the sequencing primer, the following reagents are
flowed through the cell as shown in Table 4:

T Time  Flow rate Pumped V
Step Description (°C) (sec) (pl/min) (ul)
1 Pump 0.1 M NaOH 20 300 15 75
2 PumpTE 20 300 15 75
3 Pump Primer mix 20 300 15 75
4 Hold at 60 C. 60 900 0 0
5 Pump wash buffer 40.2 300 15 75

Sequencing from the Target Fragment was Performed Using
Reagents and Methods Described Above in Example 7.

Example 12a

Obtaining a Second Read

Step 1: Deblocking the Phosphate Groups with T4 Polynucle-
otide Kinase

The clusters were treated as follows: Flow 1x Exchange reac-
tion buffer (50 mM Imidazole-HCl pH 6.4; 12 mM MgCl,; 1
mM 2-mercaptoethanol; 70 uM ADP) at 15 pul/channel/min
for 5 mins at 20° C. This was followed by PNK solution (0.2
U/uLL of PNK in 1x exchange reaction buffer) at 15 pl./chan-
nel/min for 5 mins at 20° C. The flow cell was heated to 38°
C. for 30 mins and allowed to cool. The channels were washed
with wash buffer for 5 minutes, then 5xSSC for 5 minutes.

Step 2: Resynthesis of Clusters.

The clusters were treated to 15 cycles of isothermal amplifi-
cation as described in example 5; step 1
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Step 3: Linearisation with USER

The clusters were treated as described in example 6 to cleave
the uracil moiety in the P7 primer. The clusters were blocked
with terminal transferase as described in example 5, step 2.

The clusters were treated to hybridise a first sequencing
primer, as described above. The sequence of the sequencing
primer was

(SEQ ID NO:
5'-CGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATC

31)

To denature the nucleic acid within the clusters and to
hybridize the sequencing primer, the following reagents are
flowed through the cell as shown in Table 4:

T Time  Flow rate Pumped V
Step Description (°C) (sec) (pl/min) (ul)
1 Pump 0.1 M NaOH 20 300 15 75
2 PumpTE 20 300 15 75
3 Pump Primer mix 20 300 15 75
4 Hold at 60 C. 60 900 0 0
5 Pump wash buffer 40.2 300 15 75

Sequencing from the Target Fragment was Performed Using
Reagents and Methods Described Above in Example 7.

The data obtained from the first and second reads is shown
in FIG. 8. Both reads clearly align against the BAC sequence,
with only 4% of the reads deriving from the E. coli that
contaminated the original sample. The average fragment size
of the inserts was 80 base pairs, so for the two 25 base pair
reads, the distance between the ends of the reads was 30 base
pairs on average. The majority of the clusters from the first
read (8208/8572) (96%) also gave a good read for the second
read.

Example 13

Preparation and Paired End Sequencing Using Two
Immobilised Primers Modified with Uracil and
8-Oxo G Respectively

Step 1) Grafting Primers onto Surface of SFA Coated Chip

An SFA coated chip is placed onto a modified MJ-Research
thermocycler and attached to a peristaltic pump. Grafting mix
consisting of 0.5 pM of a forward primer and 0.5 uM of a
reverse primer in 10 mM phosphate buffer (pH 7.0) is pumped
into the channels of the chip at a flow rate of 60 pl/minutes for
75 s at 20° C. The thermocycler is then heated to 51.6°C., and
the chip is incubated at this temperature for 1 hour. During
this time, the grafting mix undergoes 18 cycles of pumping:
grafting mix is pumped in at 15 pl/minutes for 20 s, then the
solution is pumped back and forth (5 s forward at 15 pl/min-
utes, then 5 s backward at 15 pl/minutes) for 180 s. After 18
cycles of pumping, the chip is washed by pumping in
5xSSC/5 mM EDTA at 15 pl/minutes for 300 s at 51.6° C. The
thermocycler is then cooled to 20° C.

The primers are typically 5'-phosphorothioate oligonucle-
otides incorporating any specific sequences or modifications
required for cleavage. Their sequences and suppliers vary
according to the experiment for which they are to be used, and
in this case were complementary to the 5'-ends of the template
duplex. The DNA sequence used in this process was the pool
of the two libraries, which have ends complementary to the
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grafted primers. The library mix was denatured using sodium
hydroxide treatment followed by snap dilution as described.

For some of the experiments detailed, the amplified clus-
ters contained a diol linkage in one of the grafted primers.
Diol linkages can be introduced by including a suitable link-
age into one of the primers used for solid-phase amplification.
Synthesis of the diol phosphoramidite is described in
Example 4 below. Products containing such diol linkages can
be cleaved using periodate and propanolamine as described,
and the resulting single stranded polynucleotides hybridised
as described.

The grafted primers contain a sequence of T bases at the
5'-end to act as a spacer group to aid linearisation and hybrid-
ization. The sequences of the three primers grafted to the chip
are as follows:

Oligo A: (SEQ ID NO: 32)
5'-PS-TTTTTTTTTTAATGATACGGCGACCACCGAUCTACAC-3"!
where U = 2-deoxyuridine;

Oligo B: (SEQ ID NO: 33)

5'-PS-TTTTTTTTTTCAAGCAGAAGACGGCATACGAGOXOAT-3",
where Goxo = 8-oxoguanine) .

Step 2) Preparation of Clusters by Isothermal Amplification:

The DNA sequence used in the amplification process is the
mixture of the two libraries prepared in Example 1, which
have ends complementary to the grafted primers. The duplex
DNA (1 nM) is denatured using 0.1 M sodium hydroxide
treatment followed by snap dilution to the desired 0.2-2 pM
‘working concentration’ in ‘hybridization buffer’ (5xSSC/
0.1% Tween).

Surface amplification was carried out by isothermal ampli-
fication using a commercially available Solexa/Illumina clus-
ter station as described in PCT/US/2007/014649. The cluster
station is essentially a hotplate and a fluidics system for
controlled delivery of reagents to a flow cell.

The single stranded template (denatured as indicated
above) is hybridised to the grafted primers immediately prior
to the amplification reaction, which thus begins with an initial
primer extension step rather than template denaturation. The
hybridization procedure begins with a heating step in a strin-
gent buffer to ensure complete denaturation prior to hybridi-
sation. After the hybridization, which occurs during a 20
minute slow cooling step, the flowcell was washed for 5
minutes with a wash buffer (0.3xSSC/0.1% Tween).

During template hybridization and first extension, a num-
ber of solutions/buffers are typically employed, e.g., a solu-
tion comprising the DNA samples, a hybridization buffer
(5xSSC/0.1% tween), a wash buffer (0.3xSSC/0.1% tween),
a 2M sodium hydroxide solution, a cluster buffer (200 mM
Tris, 100 mM Ammonium Sulfate, 20 mM Magnesium sul-
fate, 1% Triton, 1.3% DMSO, pH 8.8); an amplification addi-
tive (5 M betaine), DNA polymerase, and 10 mM dNTP mix.

To prepare the hybridization mixes, a 0.2 ml strip sample
tube and the hybridization buffer are pre-chilled. Using 1.7 ml
Eppendorftube(s), the DNA template(s) are then diluted to 1
nM in buffer EB (Qiagen). 1 pl. of 2 M NaOH is added to 19
uL of template, vortexed briefly and incubated for 5 minutes
atroom temperature to denature the DNA template into single
strands. The denatured DNA is diluted to working concentra-
tion (0.2-2 pM) in pre-chilled hybridization buffer (e.g. for 1
mL of 1 pM Hybridization mix, 1 pl. of denatured DNA is
diluted into 1 mL of pre-chilled hybridization buffer). The
volume required depends on the number of channels used—at
least 120 pl. of hybridization mix per channel is optionally
used. Thus, 1 mL of hybridization mix is enough for 8 chan-
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nels. The samples are vortexed briefly, spun down and ali-
quoted into the pre-chilled 0.2 ml strip tubes (with no bubbles
in the bottom of the tubes) and used immediately.

To prepare the Amplification pre-mix (of sufficient volume
for the first extension and 35 cycles of isothermal amplifica-
tion), 35 mL of H,O (milliQ), 7 mL of Cluster buffer (200
mM Tris, 100 mM Ammonium Sulfate, 20 mM magnesium
sulfate, 1% Triton, 1.3% DMSO, pH 8.8), and 28 mL of
Amplification additive (5 M betaine solution) are mixed to
achieve a final volume of 70 mL.

To prepare the first extension Taq mix, 780 L, of Amplifi-
cation pre-mix, 16 uL. of 10 mM dNTPs, and 4 ul. of Tag DNA
polymerase are mixed together for a final volume of 800 pl.

A typical amplification process is detailed in the following
table (Table 1), detailing the flow volumes per channel, con-
trolled automatically by the computer component of the
invention.

TABLE 1

Template hybridization and first extension.

Flow
T Time rate PumpedV

Step Description (°C.) (sec) (ul/min) (ul)
1 Pump Hybridization pre-mix 20 120 60 120
2 Pump Hybridization mix 96 300 15 75
3 Remove bubbles 96 6 100 10
4 Stop flow and hold T 96 30  static 0
5 Slow cooling 96-40 1120  static 0
6 Pump wash buffer 40 300 15 75
7 Pump amplification pre-mix 40 280 15 70
8 Pump amplification mix 40 95 60 95
9 First Extension 74 90  static 0
10 cool to room temperature 20 0  static 0

Isothermal Amplification at 60° C. Using Formamide as
Denaturant

The copied DNA can be isothermally amplified into clus-
ters at 60° C. using formamide as a denaturant. The isother-
mal amplification (including both temperature control and
reagent control) is overseen by the computer component.
Table 2 gives outlines of exemplary script controls. After the
isothermal amplification, and optional washing step occur,
the nucleic acid of the clusters is ready to be linearized (see
below).

TABLE 2
Isothermal amplification
T  Time Flowrate PumpedV

Step  Description (°C.) (sec) (ul/min) (ul)

[¢8)] Pump Formamide 60 56 30 28
This  Pump Amplification 60 56 30 28

sequence pre-mix

35 Pump Bst mix 60 72 30 36
times

2 Pump wash buffer 60 280 30 140

3 Pump Storage Buffer 20 380 15 95

Wash buffer=0.3xSSC/0.1% Tween

Amplification pre mix=2 M betaine, 20 mM Tris, 10 mM
Ammonium Sulfate, 2 mM Magnesium sulfate, 0.1% Triton,
1.3% DMSO, pH 8.8

Bst mix=2 M betaine, 20 mM Tris, 10 mM Ammonium Sul-
fate, 2 mM Magnesium sulfate, 0.1% Triton, 1.3% DMSO,
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pH 8.8 plus 200 uM dNTPs and 80 units/mL of Bst poly-
merase (NEB Product ref M0275L)

Storage Buffer=5xSSC.

Step 3) Preparation of Clusters for First Sequencing Read

The preparation for read one was performed on the Illu-
mina cluster station. All volumes used in the protocol were 95
ul per lane unless otherwise stated. Linearisation of A-type
surface immobilised oligonucleotides was achieved by incu-
bation with USER enzyme mix (cocktail of Uracil DNA
Glycosylase and Endonuclease VIII, NEB #M5505, 10 U/ml,
10 mM KCl, 20 mM Tris pH 8.8, 10 mM (HN4)2S04, 2 mM
MgS04,0.1% Triton X100, 37° C., 30 minutes). All exposed
3'-OH termini of DNA, either from the extended template or
unextended surface oligonucleotides were blocked by
dideoxy chain termination using a cocktail of terminal trans-
ferase (0.25 U/ul) and a modified polymerase (SBS poly-
merase as described below) (0.015 mg/ml, 100 uM ddNTP, 50
mM tris, 50 mM NaCl, 6 mM MgSO4, 1 mM EDTA, 0.05%
Tween 20). Blocking was achieved in a two stage protocol,
initial incubation at 37° C. for 30 minutes followed by a
ramping to 60° C. and incubating the flowcell for a further 15
minutes). Linearised and blocked clusters were washed with
0.3xSSC and storage bufter prior to denaturation with 0.1N
NaOH. Denatured clusters were neutralised with TE buffer
(10 mM Tris pH 8.0, 1 mM EDTA) and washed with storage
buffer. The read 1 specific sequencing primer (5'-
ACACTCTTTCCCTACACGACGCTCTTCCGATC-3'
(SEQ ID NO: 6), 0.5 uM in hybridisation buffer) was
annealed to the clusters by incubation at 60° C. for 15 min-
utes, followed by a 0.3xSSC wash at 40° C. (ramp rate 1°
C./sec). The flowcell was finally flushed with storage buffer
(at 20° C.). Processed flowcells were transferred to the Illu-
mina Genome Analyser for sequencing read 1.

Step 4) Sequencing from the Target Fragment

Sequencing of the clusters from the above illustrative pro-
tocol was carried out using modified nucleotides prepared as
described in International patent application WO 2004/
018493, and labeled with four spectrally distinct fluoro-
phores, as described in PCT application number PCT/
GB2007/001770. Sequencing of clusters is described in more
detail in patent WO06064199. The contents of the above-
listed three documents are incorporated herein by reference in
their entireties.

A mutant 9°N polymerase enzyme (an exo- variant includ-
ing the triple mutation L408Y/Y409A/P410V and C223S)
(SBS polymerase) was used for the nucleotide incorporation
steps.

All processes were conducted as described in the Illumina
Genome Analyser operating manual. The flowcell was
mounted to the analyser, primed with sequencing reagents:
position #1=incorporation mix (1 pM dNTP mix, 0.015 ng/ml
SBS polymerase, 50 mM Tris pH 9.0, 50 mM NaCl, 6 mM
MgS04, 1 mM EDTA, 0.05% Tween 20); position #2=spare
(MilliQ water only); position #3=scan mix (100 mM Tris pH
7.0, 50 mM sodium acsorbate); position #4=High salt wash
(5xSSC, 0.05% Tween 20); position #5=incorporation buffer
(50 mM Tris pH 9.0, 50 mM NaCl, 1 mM EDTA, 0.05%
Tween 20); position #6=cleavage mix (100 mM TCEP, 100
mM Tris pH 9.0, 100 mM NaCl, 50 mM sodium ascorbate,
0.05% Tween 20); position #7=cleavage buffer (100 mM Tris
pH 9.0, 100 mM NaCl, 0.05% Tween 20); position #8=spare
(single reads) or connected to PE module outlet (paired read
experiments). Flowcells were sequenced using standard
sequencing recipes for either 27- or 37-cycle experiments.
Data was analysed using the standard analysis pipeline.
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Incorporation: Prime with Incorporation buffer, 125 ul./chan-
nel; 60 pl./minutes, Heat to 60° C.

Treat with Incorporation mix, 75 pl./channel; 60 pL./minutes.

Wait for a total of 15 minutes in addition to pumping fresh
Incorporation mix, 25 ul./channel; 60 pl./minutes, every 4
minutes.

Cool to 20° C.

Wash with Incorporation buffer, 75 ul./channel; 60 pl/min-
utes.

Wash with 5xSSC/0.05% Tween 20, 75 pl/channel; 60
puL/minutes

Prime with imaging buffer, 100 pul./channel; 60 ul/minutes

Scan in 4 colors at RT.

Cleavage: Prime with Cleavage buffer (0.1M Tris pH 7.4,
0.1M NaCl and 0.05% Tween 20), 125 pl./channel; 60
pul/minutes.

Heat to 60° C.

Treat the clusters with Cleavage mix (100 mM TCEP in
Cleavage buffer), 75 ul./channel; 60 pl./minutes.

Wait for a total of 15 minutes in addition to pumping fresh
cleavage mix, 25 pl./channel; 60 pl/minutes, every 4 min-
utes.

Cool to 20° C.
Wash with Enzymology buffer.
Wash with 5xSSC/0.05% Tween 20.

Repeat the process of Incorporation and Cleavage for as many
cycles as required.

Incorporated nucleotides were detected using the Illumina
genome analyzer, a Total Internal Reflection based fluores-
cent CCD imaging apparatus described in “Systems and
Devices for Sequence by Synthesis Analysis,” U.S. Ser. No.
60/788,248, filed Mar. 31, 2006 and corresponding PCT
application PCT/US07/07991 filed Mar. 30, 2007.

Step 5) Preparation of the Clusters for the Second Read

Following the successtul completion sequencing of read 1
on the Genome Analyser, flowcells remained mounted and
were prepared for read 2 in situ, using the Illumina Paired End
module. Temperature control was achieved by using the
Genome Analyser peltier. All flow rates were 60 pl/mm and
75 ul per lane unless otherwise stated. Clusters were dena-
tured with 0.1 M NaOH to remove the extended sequencing
primer from read 1. Clusters were 3'-dephosphorylated using
T4 polynucleotide kinase (Invitrogen #18004010, 200 U/ml,
50 mM imidazole pH 6.4, 12 mM MgC12, 70 uM ADP, 1 mM
2mercaptoethanol, 37° C., 30 minutes), prior to resynthesis of
the A-strand achieved using 15 cycles of 60° C. isothermal
amplification (same reagents and conditions as described for
cluster creation except conducted at 30 pl/mm). Clusters were
washed before and after resynthesis with 0.3xSSC (150 ul
and 245 pl respectively). Linearisation of the B-strand of the
re-synthesised clusters was achieved by the excision of 8-0x-
oguanine from the B-type oligo using Fpg (formamidopyri-
midine DNA glycosylase, NEB #M0240, 80 U/ml, 10 mM
Bis Tris propane pH 7.0, 10 mM MgCl12, 1 mM dithiothreitol,
37°C.,30minutes). Blocking was performed as described for
read 1 using the same blocking cocktail. Linearised and
blocked clusters were denatured prior to hybridisation of the
read 2 specific sequencing primer (5'-CGGTCTCGGCAT-
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TCCTGCTGAACCGCTCTTCCGATC-3' (SEQ ID NO: departing from the true scope of the invention. For example,
31), 0.5 uM in hybridisation buffer) as described for read 1. all the techniques and apparatus described above may be used

Read 2 of the processed flowcells was subsequently in various combinations. All publications, patents, patent
sequenced on the [llumina Genome Analyser. applications, or other documents cited in this application are

While the foregoing invention has been described in some 5 incorporated by reference in their entirety for all purposes to
detail for purposes of clarity and understanding, it will be the same extent as if each individual publication, patent,
clear to one skilled in the art from a reading of this disclosure patent application, or other document were individually indi-
that various changes in form and detail can be made without cated to be incorporated by reference for all purposes.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 33

<210> SEQ ID NO 1

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (10).. (11
<223> OTHER INFORMATION: Nucleotides at positions 10 and 11 linked
by diol

<400> SEQUENCE: 1

tttttttttt aatgatacgg cgaccaccga 30

<210> SEQ ID NO 2

<211> LENGTH: 34

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (34)..(34)

<223> OTHER INFORMATION: n is 2-deoxyuridine

<400> SEQUENCE: 2

tttttttttt caagcagaag acggcatacg agan 34

<210> SEQ ID NO 3

<211> LENGTH: 10

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (6)..(10)

<223> OTHER INFORMATION: n is a, ¢, g, or t

<400> SEQUENCE: 3

gagtcnnnnn 10

<210> SEQ ID NO 4

<211> LENGTH: 10

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (6)..(10)

<223> OTHER INFORMATION: n is a, ¢, g, or t

<400> SEQUENCE: 4

ctcagnnnnn 10
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-continued

<210> SEQ ID NO 5

<211> LENGTH: 34

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide

<400> SEQUENCE: 5

gtagctgage caagtcgtce ttacggcetct gget 34

<210> SEQ ID NO 6

<211> LENGTH: 32

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide

<400> SEQUENCE: 6

acactctttc cctacacgac gcectcttecga te 32

<210> SEQ ID NO 7

<211> LENGTH: 33

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide

<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (32)..(33)

<223> OTHER INFORMATION: Nucleotides at positions 32 and 33 linked by a
phosphorothicate bond

<400> SEQUENCE: 7

acactctttc cctacacgac gctcttecga tcet 33

<210> SEQ ID NO 8

<211> LENGTH: 32

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide

<400> SEQUENCE: 8

gatcggaaga gcggttcage aggaatgccg ag 32

<210> SEQ ID NO 9

<211> LENGTH: 61

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide

<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (60)..(61)

<223> OTHER INFORMATION: Nucleotides in positions 60 and 61 linked by a
phosphorothicate bond

<400> SEQUENCE: 9
caagcagaag acggcatacg agatcggtct cggcatteet getgaacege tcettecgate 60

t 61

<210> SEQ ID NO 10

<211> LENGTH: 204

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
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<400> SEQUENCE: 10

aatgatacgyg cgaccaccga

tgatttcatt gcagccaaag

ttcectetgtt aaaccgectt

gatctacact ctttccctac

gcaaactttyg gctgcategt

ctgagatcgyg aagagcggtt

atctcgtatg ccgtettetg cttg

<210> SEQ ID NO 11

<211> LENGTH: 214

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 11

aatgatacgg cgaccaccga gatctacact
caatattgtg aaaatgacca tactgccaaa
caaaatacca tcatcattct tcacaatatt
gecgagacceg atctegtatg cegtcettetg
<210> SEQ ID NO 12

<211> LENGTH: 214

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 12

aatgatacgg cgaccaccga gatctacact
caatattgtg aaaatgacca tactgccaaa
caaaatacca tcatcattct tcacaatatt
gecgagacceg atctegtatg cegtcettetg
<210> SEQ ID NO 13

<211> LENGTH: 215

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 13

aatgatacgg cgaccaccga gatctacact
cactcectgge agagggacgt gtgactagece
gettgtattt ttgaacatct cctgtatatt
tgccgagace gatctegtat geegtettet
<210> SEQ ID NO 14

<211> LENGTH: 147

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 14

aatgatacgg cgaccaccga gatctacact

ctttcectac

aaaaaactac

gatagatcgg

cttyg

ctttcectac

aaaaaactac

gatagatcgg

cttyg

ctttcectac

atgggccect

agttagatcg

gettg

ctttcectac

acgacgctet tccgatctac

tttacagtcyg ccataagect

cagcaggaat gccgagaccg

acgacgctet tccgatctat
aaattcaatg caattttcat

aagagcggtt cagcaggaat

acgacgctet tccgatctat
aaattcaatg caattttcat

aagagcggtt cagcaggaat

acgacgctet tccgatctet

aggtctccag ttcctgggta

gaagagcggt tcagcaggaa

acgacgctet tccgatctag

tgtagttgag atctgectta gcagcaagat cggaagageg gttcagcagg aatgccgaga

ccgatetegt atgeegtett ctgettg

<210> SEQ ID NO 15

<211> LENGTH: 183

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 15
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aatgatacgg cgaccaccga gatctacact cttteccctac acgacgctct tccgatctaa
cacatttcaa agtttgggge cctectecte cccaaaaaac aaaccacaaa aaacaaacaa
aaagatcgga agagcggtte agcaggaatg ccgagaccga tcetegtatge cgtettetge
tty

<210> SEQ ID NO 16

<211> LENGTH: 170

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 16

ggcgaccace gagatctaca ctcttteect acacgacget cttecgatet gaatgecttt
tatagcattt aatttttcct aagtataatt accaaataaa aattgtataa gatcggaaga
geggttcage aggaatgceg agaccgatct cgtatgecgt cttetgettg

<210> SEQ ID NO 17

<211> LENGTH: 180

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 17

aatgatacgg cgaccaccga gatctacact cttteccctac acgacgctct tccgatettg
ggccegggag gagtttgeeg gggaggagtyg ggtttggaat cggggttaaa ggaaagagaa
gatcggaaga gcggttcage aggaatgccg agaccgatct cgtatgeegt cttetgettg
<210> SEQ ID NO 18

<211> LENGTH: 190

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 18

tgatacggcg accaccgaga tctacactct ttecctacac gacgcetctte cgatctaaga
tctatttcaa atggactgta gatctaagta taaaaggtaa gagaataatt attctagaaa
gtaaatgtaa gatcggaaga gcggttcage aggaatgccg agaccgatct cgtatgecgt
cttetgettyg

<210> SEQ ID NO 19

<211> LENGTH: 192

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 19

aatgatacgg cgaccaccag atctacacte tttcectaca cgacgetett ccgatcetggg
aggccaaggt gggtggatca cctgagatca ggagttegag accagetgge caacatgatg
aaactctgte tagatcggaa gageggttca gcaggaatge cgagaccgat ctegtatgece
gtettetget tg

<210> SEQ ID NO 20

<211> LENGTH: 185

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 20

aatgatacgg cgaccaccga gatctacact cttteccctac acgacgctct tccgatettg
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accattgtaa ccattaatgt
ctctagatceyg gaagagcggt
gettg
<210>
<211>

<212>
<213>

SEQ ID NO 21
LENGTH: 199
TYPE: DNA

<400> SEQUENCE: 21
aatgatacgyg cgaccaccga
ttgaagagct ggcagtagaa
aggagcagca gcagcagcag
gtatgcegte ttetgettg
<210> SEQ ID NO 22

<211> LENGTH: 212
<212> TYPE: DNA

agactgcaat gatatgcact

tcagcaggaa tgccgagacc

ORGANISM: Homo sapiens

gatctacact ctttccctac

gataaacagg ctggggaaga

atcggaagag cggttcagca

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 22
aatgatacgyg cgaccaccga
tattcaacaa gtctgtettt
cacagggttyg caaaattcag
cgagaccgat ctegtatgec
<210> SEQ ID NO 23

<211> LENGTH: 247
<212> TYPE: DNA

gatctacact ctttccctac

tccaagtgte tttaaagacc
aggagattgyg cagatcggaa

gtcttetget tg

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 23
aatgatacgyg cgaccaccga
tgagatgagt gatgacggcg
tgccaaccgt ctgctgegte
ctcaagagat cggaagagcg
ctgettyg

<210> SEQ ID NO 24

<211> LENGTH: 202
<212> TYPE: DNA

gatctacact ctttccctac

cgctggaagt tgctegtege
gagtgegtga tttegecgaa

gttcagcagg aatgccgaga

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 24

aatgatacgyg cgaccaccga
ggttggtgga acccagatge
ttgctgttge tgctgetget
ctegtatgee gtettetget
<210>
<211>

<212>
<213>

SEQ ID NO 25
LENGTH: 166
TYPE: DNA

<400> SEQUENCE: 25

gatctacact ctttccctac

ctceccaggat tggtgggece

gagatcggaa gagcggttca

tg

ORGANISM: Homo sapiens

atttacaacc ttttttaaga

gatctegtat gecegtettet

acgacgctet tccgatctet
agagaaagtg ctcaaggaga

ggaatgcega gaccgatcte

acgacgctet tccgatctag

agaaatacct gtttttaaca

gageggttca gcaggaatge

acgacgctet tccgatctet

getegeggta cgecgegeat
gtgaagcacg atggcaccat

ccgatctegt atgecgtett

acgacgctet tccgatctygg

tgtggcactt gtacctgetyg

gcaggaatge cgagaccgat
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aatgatacgg cgaccaccga gatctacact ctttecctac acgacgctct tccgatctat
gataaggagc aggtttacag atcataagtyg caaaagcggg cgagaagatc ggaagagegg

ttcagcagga atgccgagac cgatctegta tgeegtette tgettg

<210>
<211>
<212>
<213>

<400>

SEQ ID NO 26

LENGTH: 147

TYPE: DNA

ORGANISM: Homo sapiens

SEQUENCE: 26

gatacggcga ccaccgagat ctacactctt tcectacacg acgctcettece gatctetgat

actgttgtaa ccacccaatt ggttcaagat cggaagageg gttcagcagg aatgccgaga

ccgatetegt atgeegtett ctgettg

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 27

LENGTH: 58

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic Oligonucleotide

SEQUENCE: 27

aatgatacgg cgaccaccga gatctacact ctttecctac acgacgctct tccgatcet

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 28

LENGTH: 61

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic Oligonucleotide

SEQUENCE: 28

agatcggaag agcggttcag caggaatgece gagaccgatce tegtatgecg tettetgett

g

<210> SEQ ID NO 29

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic Oligonucleotide
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (10)..(10)

<223> OTHER INFORMATION: n is 2-deoxyuridine
<400> SEQUENCE: 29

tttttttttn caagcagaag acggcatacg a

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 30

LENGTH: 30

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic Oligonucleotide

SEQUENCE: 30

tttttttttt aatgatacgg cgaccaccga

<210>
<211>
<212>

SEQ ID NO 31
LENGTH: 36
TYPE: DNA
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<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Synthetic Oligonucleotide

<400> SEQUENCE: 31

cggtctegge attcctgetg aaccgetett cegatce

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>

SEQ ID NO 32

LENGTH: 37

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION:
FEATURE:

NAME/KEY: misc_feature

LOCATION: (31)..(31)

OTHER INFORMATION: n is 2-deoxyuridine

Synthetic Oligonucleotide

<400> SEQUENCE: 32

tttttttttt aatgatacgg cgaccaccga nctacac

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>

SEQ ID NO 33

LENGTH: 34

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION:
FEATURE:

NAME/KEY: misc_feature

LOCATION: (32)..(32)

OTHER INFORMATION: n is 8-oxoguanine

Synthetic Oligonucleotide

<400> SEQUENCE: 33

tttttttttt caagcagaag acggcatacg anat

36

37

34

The invention claimed is:

1. A method for pairwise sequencing of first and second
regions in each of a plurality of target polynucleotides, the
method comprising:

(a) providing a solid support having immobilised thereon a
plurality of first template polynucleotides linked to the
solid support at their 5' ends, wherein a 5'-end immobi-
lised primer is hybridised to the 3' end of each of the first
template polynucleotides;

(b) obtaining sequence data from a first region of the first
template polynucleotides;

(c) extending the 5'-end immobilised primers to copy the
first template polynucleotides to generate a plurality of
second immobilised template polynucleotides;

(d) removing the plurality of first template polynucleotides
from the solid support; and

(e) obtaining sequence data for a second region of each of
the second immobilised template polynucleotides,
wherein determining the sequences of the first and sec-
ond regions of the first and second template polynucle-
otides achieves pairwise sequencing of said first and
second regions of said target polynucleotides.

2. The method according to claim 1, wherein the sequences
of the first and second region are determined using labelled
nucleotides or oligonucleotides.

3. The method according to claim 1, wherein the template
polynucleotides are immobilised on a single pianar solid sup-
port or on a plurality of microspheres.

4. The method according to claim 3, wherein the micro-
spheres are immobilised on a single solid support.

40

45

50

55

60

65

5.The method according to claim 1, wherein the removal of
the plurality of first template polynucleotides comprises nick-
ing the immobilised template polynucleotides with an endo-
nuclease.

6. The method according to claim 1, wherein the removal of
the plurality of first template polynucleotides comprises for-
mation and cleavage of an abasic site in the immobilised
template polynucleotides.

7. The method according to claim 6, wherein said abasic
site is generated from a uracil base or from an 8-oxo-guanine
base.

8. The method according to claim 7, wherein the uracil base
is removed by treatment with Uracil DNA glycosylase
(UDG) and DNA glycosylase-lyase Endonuclease VIII or
FPG glycosylase.

9. The method according to claim 1, wherein step (b)
comprises obtaining sequence data from a first region of the
first template polynucleotides using a polymerase with strand
displacing activity, wherein the first template polynucleotide
is double stranded.

10. The method according to claim 1, further comprising an
additional step prior to step 1(b) of making the immobilised
template polynucleotides single stranded.

11. The method according to claim 10, wherein the addi-
tional step comprises treating the immobilised template poly-
nucleotides with a 5'-3' exonuclease to digest strands not
immobilised at their 5'-ends or treating the immobilised tem-
plate polynucleotides with a chemical denaturant.

12. The method according to claim 1, wherein step (b)
comprises obtaining sequence data from a first region of the
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first template polynucleotides by hybridising an immobilised
primer to the immobilised template polynucleotides.

13. The method according to claim 1, wherein step (b)
comprises obtaining sequence data from a first region of the
first template polynucleotides by hybridising a non immobi-
lised sequencing primer to the immobilised template poly-
nucleotides.

14. The method according to claim 1, wherein the first
template polynucleotide strands are attached via a diol link-
age which is cleaved by treatment with a chemical cleavage
agent comprising periodate, and the duplex is subsequently
denatured.

15. The method according to claim 8, wherein the immo-
bilised template polynucleotide is treated with a phosphatase
to remove a 3'-phosphate group left by the action of Uracil
DNA glycosylase.
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16. The method according to claim 1, further comprising a
step of treating said 5'-end immobilised primer with a restric-
tion enzyme prior to step 1(c).

17. The method according to claim 1, wherein step 1c is
repeated through multiple cycles of extension and denatur-
ation.

18. The method according to claim 1, wherein at least one
of the immobilised primers comprises a block at the 3' end,
and the block is removed prior to step 1(c).

19. The method of claim 18, wherein said block is a phos-
phate moiety, a 3'-deoxynucleotide or wherein the 5'-end
immobilised primer comprises a self complementary hairpin
with a sequence that binds to a restriction enzyme that can be
cleaved using said restriction enzyme.

20. The method according to claim 1, wherein the target
polynucleotides each comprise a specific nucleotide
sequence tag to identify the source of the polynucleotide.
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