wo 2013/017861 A3 |1 I N0V 0

(43) International Publication Date

(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT)

(19) World Intellectual Property Ny
Organization é
International Bureau -,

=

\

(10) International Publication Number

WO 2013/017861 A3

7 February 2013 (07.02.2013) WIPO I PCT
(51) International Patent Classification: (74) Agent: BALDOCK, Sharon Claire; Verulam Gardens, 70
C12Q 1/68 (2006.01) CI12N 5/10 (2006.01) Gray's Inn Road, London, Greater London WC1X 8BT
B).
(21) International Application Number: (GB)
PCT/GB2012/051837 (81) Designated States (unless otherwise indicated, for every
. . ) kind of national protection available). AE, AG, AL, AM,
(22) International Filing Date: 27 Il 2012 (27.07.201 AO, AT, AU, AZ, BA, BB, BG, BH, BN, BR, BW, BY,
wy (27.07.2012) BZ, CA, CH, CL, CN, CO, CR, CU, CZ, DE, DK, DM,
(25) Filing Language: English DO, DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, GT,
L. ) HN, HR, HU, ID, IL, IN, IS, JP, KE, KG, KM, KN, KP,
(26) Publication Language: English KR, KZ, LA, LC, LK, LR, LS, LT, LU, LY, MA, MD,
(30) Priority Data: ME, MG, MK, MN, MW, MX, MY, MZ, NA, NG, NI,
1113214.9 29 July 2011 (29.07.2011) GB NO, NZ, OM, PE, PG, PH, PL, PT, QA, RO, RS, RU, RW,
SC, SD, SE, SG, SK, SL, SM, ST, SV, SY, TH, TJ, T™M,
(71) Applicants (for all designated States except US): UNI- TN, TR, TT, TZ, UA, UG, US, UZ, VC, VN, ZA, ZM,
VERSITY OF EAST ANGLIA [GB/GB]; Norwich, Nor- ZW.
folk NR4 7TJ (GB). PAIS, Helio Ernesto Coronel . L
Machado [PT/GBJ; ¢/o University of East Anglia, Nor- (84) D.e51gnated. States (unle.ss othef"wzse indicated, for every
wich Norfolk NR4 7TJ (GB) kind of regional protection available): ARIPO (BW, GH,
’ GM, KE, LR, LS, MW, MZ, NA, RW, SD, SL, SZ, TZ,
(72) Inventors; and UG, ZM, ZW), Eurasian (AM, AZ, BY, KG, KZ, RU, TJ,
(75) Inventors/Applicants (for US only): SOREFAN, Karim TM), European (AL, AT, BE, BG, CH, CY, CZ, DE, DK,
[GB/GB]; c¢/o University of East Anglia, Norwich Norfolk EE, ES, FL, FR, GB, GR, HR, HU, IE, IS, IT, LT, LU, LV,
NR4 7TJ (GB). DALMAY, Tamas [GB/GB]; ¢/o Univer- MC, MK, MT, NL, NO, PL, PT, RO, RS, SE, SI, SK, SM,
sity of East Anglia, Norwich Norfolk NR4 7TJ (GB). TR), OAPI (BF, BJ, CF, CG, CI, CM, GA, GN, GQ, GW,
MOULTON, Vincent [GB/GB]; c/o University of East ML, MR, NE, SN, TD, TG).
Anglia, Norwich Norfolk NR4 7TJ (GB).
g3, Norwich Notta (GB) Published:
—  with international search report (Art. 21(3))
[Continued on next page]
(54) Title: ANALYSING SEQUENCING BIAS

380 4

© lHound.by
{="by.HD
oo by dluming

threshold

Figure 6.

(57) Abstract: The present invention relates to methods for determining the
sequence bias of a sequencing technique. Furthermore, the invention relates
to methods to reduce or enhance sequence bias during sequencing of nucleic
acids via techniques involving adaptor ligations. Specifically the method
relates to use of a degenerate RNA sequence to analyse sequence bias when
generating small RNA libraries, and to the use of modified adaptors for clon-
ing of small RNAs with degenerate or specific sequences to reduce or en-
hance sequencing bias, as well as various nucleic acid molecules relating
thereto or derived therefrom.
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