50 D OO RO RSP

1007766 A1 Y

Title:

Abstract: A nethod for

NUCLEI C ACI D AMPLI FI CATI ON METHOD
i ncreasi ng the nunber

[err]
of

pol ynucl eoti des contai ni ng sequences corresponding to

a MRNA speci es present

in a sanple,

conprises the

steps of: (i) reverse transcription of the mRNA

R P Sy e PAREC B S s o

S S o o

I sequence is unique, and

;j% ncl udes a RNA i)ol R/rrerase
pr ol Rkl baesand t he ARk R DA DRI AIMEDEM AN s

sequence, whereby the R
@] RAUGR.APMBLGrsB.ANded cD

';‘r.";'?

7reverse-transcribed to
and {HphtetatibaPudliEM Sumber

BF S:oLay 2004 @20N12004ar | abl @GTquence; VaQK2004Y007766 Al

anplification_of the cDNA using priners sufficiently

1) TSGR AIRRCALMNA" T he dIQ I8, S (74)] agtnt: FTAPIRARINGE AR vER i8Rk ddate House,

c1AR4RAND and TAP- RT.

additionally conprises the steps of:
roduce RNA&LrRerigugted Sates fgrigpa@i AHh&4E. ABrAd AT, AU,

(21) Int¢rn=dreICAmplyetiog PYumifey
of 't he arrpl | ConsI.)C {GB2003/002989

(22) International Filing Date: 10 July 2003 (10.07.2003)
(25) Filing Language: English
(26) Publication Language: English
(30) Priority Data:

0216026.5 10 July 2002 (10.07.2002) GB

(71) Applicant (for all designated States except US); CAM-
BRIDGE BIOTECHNOLOGY LTD. |[GB/GBf; 10 will-
ington Street, Cambridge CB1 ITHW (GB).

(72) Inveniors; znd

(75) Inventors/Applicants (for US oriy): DIXON, Alastair
[GB/GB]; Cambridge Biotechnology Ltd., 10 Willington
Street, Cambridge CB1 1TTW {GB). SKYNNER, Michael
[GB/GB]; Cambridge Biotechnology Ltd., 10 Willington
Street, Cambridge CB1 1THW (GB).

I n one enbuthonsed, Lokidd@ECTRRTLNGGE).

(iii) invitro

AZ, BA, BB,BG, BR, BY, BZ,CA, CH, CN, CO, CR, CU,
CZ, DE, DK, DM, DZ, EC, EE, ES, H, GB, GD, GE, GH,
GM, HR, HU, ID, T, IN, IS, JP, KE, KG, KP, KR, KZ, LC,
TR, LR, LS, I'T, LU, 1V, MA, MD, MG, MK, MN, MW,
MX, MZ, N1, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC,
SD, SE, SG, SK, SL, SY, TI, TM, TN, TR, TT, TZ, U4,
UG, US, UZ, VC, VN, YU, ZA, ZM, ZW.

- (84) Designated States (regional): ARIPO patent (GII, GM,

KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZM, ZW),
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, T], TM),
European patent (AT, BE, BG, CH, CY, CZ, DE, DK, EE,
ES, FI, FR, GB, GR, HUJ, IE, IT, LU, MC, NL, PT, RO,
SE, SI, SK, TR), OAPI patent (BF, BJ, CF, CG, CI, CM,
GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG)."

Published:
with international search report

For rwo-letter codes and other abbreviations, refer 1o the "Guid-
ance Notes on Codes and Abbreviations” appearing at the begin-
ning of each regular issue of the PCT Gazette.

(54) Title: NUCLEIC ACID AMPLIFICATION MEil‘HOD

NN mRNA
RT
cDNA
MEX STAGE i
products
STAGE 2
products
AML-SENSE
N N N Sy
= RS
/\_//_\_/\_/m

= (57) Abstract: A method for increasing the number of polynucleotides containing sequences corresponding fo 2 mRNA species
& present in a sample, comprises the steps of: (i) reverse transcription of the mRNA species using a heeled 5’-amplification primer
{(FAP-RAND) and a heeled 3"-amplification primer {I'AP-R1), wherein each primer sequence is unique, and either or each heel se-
quence includes a RNA polymerase promoter site, and the FAP includes a variable sequence, whereby the RNA is reverse-transcribed
to produce double-stranded ¢DINA and then multiple cDNAs according to the variable scquence; and (ii) amplification of the cDNA
using primers sufficiently complementary to the primers, i.e. FAP and TAP, within FAP-RAND and TAP-RT. In cne embodiment,
the method additionally comprises the step of: (iil) in vitro transcription, to produce RNA run-offs from either end of the amplicons.
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