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(57) Abstract: Methods comprising chemical ligation of oligonucleotides are provided. In some embodiments, methods of detecting
a polymorphisms in nucleic acids are provided. In some embodiments, methods of detecting at least one analyte are provided. In
some embodiments, methods of labeling solid support particles are provided. Kits comprising oligonucleotides with chemically lig -
atable moieties are also provided.
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an extent that no meaningful international search can be carried out, specifically:

3. |:| Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).
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This International Searching Authority found multiple inventions in this international application, as follows:

see additional sheet

-

As all required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. I:' As all searchable claims could be searched without effort justifying an additional fees, this Authority did not invite payment of
additional fees.

3. As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

1-11, 50-53(completely); 46-49(partially)

Remark on Protest The additional search fees were accompanied by the applicant's protest and, where applicable, the
payment of a protest fee.

The additional search fees were accompanied by the applicant's protest but the applicable protest
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

This International Searching Authority found multiple (groups of)
inventions in this international application, as follows:

1. claims: 1-11, 50-53(completely); 46-49(partially)

Methods of detecting a SNP in a target nucleic acid,
comprising contacting said target nucleic acid with a first
allele-specific primer that hybridizes to a portion of the
target nucleic acid comprising the SNP and a locus-specific
primer, wherein the first allele-specific primer comprises a
3" nucleophile, and the locus-specific primer comprises a 5'
leaving group (or vice versa ), wherein the first allele
specific primer and the Tocus-specific primer hybridize to
the target nucleic acid such that the 5' end of the
locus-specific primer is adjacent to the 3' end of the first
allele-specific primer, under conditions allowing chemical
ligation between the first allele-specific primer and the
first locus-specific primer to form a Tigated product; and
detecting the ligated product.

Kits comprising a first allele-specific primer and a
locus-specific primer, wherein the first allele-specific
primer comprises a 3' nucleophile, and the Tocus-specific
primer comprises a 5' leaving group (or vice versa ),
wherein the first allele specific primer hybridizes to a
portion of a target nucleic acid comprising a SNP, and
wherein the first allele-specific primer and the
locus-specific primer hybridize to a target nucleic acid
such that the 5' end of the locus-specific primer is
adjacent to the 3' end of the first allele-specific primer.

2. claims: 12-23, 54-65(completely); 46-49(partially)

A method of detecting at least one target analyte in a
sample, comprising: (a) contacting the at least one target
analyte with: (i) a first proximity detection probe
comprising a first analyte binding moiety and a first
oligonucleotide moiety, wherein the first oligonucleotide
moiety comprises a 3' nucleophile; (ii) a second proximity
detection probe comprising a second analyte binding moiety
and a second oligonucleotide moiety, wherein the second
oligonucleotide moiety comprises a 5' leaving group; and
(ii1) a splint oligonucleotide comprising a first portion
that hybridizes with a portion of the first oligonucleotide
moiety and a second portion that hybridizes with the second
oligonucleotide moiety such that the 3' end of the first
oligonucleotide moiety is adjacent to the 5' end of the
second oligonucleotide moiety;under conditions allowing
formation of a complex comprising at least one target
analyte, the first proximity detection probe, the second
proximity detection probe, and the splint oligonucleotide,
and allowing chemical Tigation between the first
oligonucleotide moiety and the second oligonucleotide moiety
to form a ligated product; and (b) detecting the Tigated
product.
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

A kit comprising a first proximity detection probe
comprising a first analyte binding moiety and a first
oligonucleotide moiety, wherein the first oligonucleotide
moiety comprises a 3' nucleophile; and a second proximity
detection probe comprising a second analyte binding moiety
and a second oligonucleotide moiety, wherein the second
oligonucleotide moiety comprises a 5' Teaving group.

3. claims: 24-45(completely); 46-49(partially)

Methods of labeling a solid support particle, comprising
contacting a solid support particle comprising a first
member of a binding pair, with (i) a first oligonucleotide
moiety comprising a 3' nucleophile, and further comprising a
second member of a binding pair; (ii) a second
oligonucleotide moiety comprising a 5' leaving group, and
further comprising at least one detectable label; and (iii)
a splint oligonucleotide comprising a first portion that
hybridizes with a portion of the first oligonucleotide
moiety and a second portion that hybridizes with the second
oligonucleotide moiety such that the 3' end of the first
oligonucleotide moiety is adjacent to the 5' end of the
second oligonucleotide moiety; under conditions allowing
binding of the first member of the binding pair to the
second member of the binding pair, and allowing formation of
a complex comprising the solid support particle, the first
oligonucleotide moiety, the second oligonucleotide moiety,
and the splint oligonucleotide, and allowing chemical
ligation between the first oligonucleotide moiety and the
second oligonucleotide moiety.
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