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PCR-Select cDNA subtraction Kit
e SR R IR LAOFISE — ISR SRS

&I ASE (Suppression subtractive hybridization, SSH) 2 — R 58 B &)z BRI L& MR EARRIER
B BRERTE © BBADHTHY cDNA BADBIFEA Tester (HEIE) & Driver (FiIE) » FIFALEHMA NI 4 PCR
BRI LIS 3] (Tester — Driver) B9 A Ef (Subtracted cDNA pool) » 2Nt AT IR E AR BRIRM = ZHERA » I HHAKRIR
BEZEMER o RARBEASE 1000 5 - ARERITFIEE - B 1996 FHRIAXERFE » BRIEHEEE 4000 HAIX
AT i IE RT3 R 5 » Clontech #HAY PCR-Select t. 2 ME—#F It i RALAIE S ©

PCR Select {82

BRI REREE

W HEME— SSH BRLRES SERIRUE R SRR
B SR FFM RS ERIZ IR
B S ARRERERNEE

B I AREER]SE 1000 £
W iR 1ERSR{E 34 K

B =E2AEHEG - BeEZH 2] Novel genes

PCR-Select AJ LB A PHA/IPMA ZIE
%) Jurkat T cell RiFEEZENER

|I
|I

Subtracted Subtracted
Tester Diriver DHA Tester Driver DA
-

<
(‘-

Driver, JRHEAS
SN

Northern blot B E5FE PCR-Select subtraction kit BEE M IIRFTIBEEZR
MERWRARFEGEZEZNER - BLA PHAPMA 2B cDNA

{E% Tester » R FEIBHIVES Driver » subtracted DNA FRERF LS PHA/

PMA IR RIEILINMER - #AR IL-2Ra RIF2EM A LA - BL4H
HBRMAE » NIBIRARHZE » MIGAPDH AMERIZEAER @ £LHIKR

BENRBRE -

SSH [F3ERE[E

Total RNA Poly AT RNA
SMART™ ds tester cDNA Conventional
cDNA synthesis ds drive: cDNA cDNA synthesis
Rsa | digestion
Tester cDNA with Adaptor 1 Driver cDNA (in excess)  Tester cDNA with Adaptor 2R
[ — _ -_—
T _
First hybridization

\
/

I
|

BEM IR 96 [EETE -
#{# subtracted cDNA

Array

Differential Screening

Second hybridization: mix samples,
add fresh denatured driver, and anneal

a,b,c,d+e_:|:_

¢ Fill in the ends

T o

Mﬂ
i
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Add primer s «=Amplify by PCR
a, d no amplifcatio n
= > b—» b’ no amplifcatio n
and c linear amplifcation
e exponential amplifcation

H4k(02)2720-2215 * #111(03)5307-756 * £H(04)2463-3591 * F#(05)2844-162 * B7(06)2890-665 * Eif(07)3470-143 HRF%EE4RE 0800-211-819



Subtracted cDNA library BIFRTED A0

@&€) Northern Blot : R R R S R S
e T e, A ane 1: Tester
PEMEPKEE 10-20 FAE% @ 1Y 96 FLARHRIEEE » BE o . Lane 2: Driver
—_ B —ht 2. \w i
17 PCR Labeling » & subtracted probes o &Ll 1« 18 %A Virtual Northern

confirm clone 7 1~4 &
Northern blot #9751 confirm &—1& clone &A%k °° REREBEAER -
2 B o - G3PDH % Control HE; °
asEaS 3 V4

v 2 G3PDH

m Differential Screening -
FEMEPLIE 96 AR A 96 FLAEHIEEE » DL PCR UK insert FE%  #E# PCR EVEEEFEME L&A subtracted
cDNA Array ° 3. F|| FHIU#H probes (forward/ reverse subtracted cDNA, tester, driver) $Z|EMRIFAZEZZNERA -

A Screening with unsubtracted cDNA probes Screening with subtracted cDNA probes
. Forward-subtracted probe Reverse-subtracted probe
y (tester) probe B (driver) probe (y tester, pdriver) (B tester, y driver)
128345678 9101112 12345678 910112 12345678 9101112 128345678 9101112
A * é) i A - - AT . A - "
B . B - B @b B @.
c . @ ® ¢ © ® © c ® ® c ® 0O
D . ¥ X D . ' D " . ’ .
E ® E : E E .
F £ F - F L1 w
G & O o - " G O 4 O . G = @-Q . . G . O O
H . H H & . H
Subtracted probe .
_ P 2&
. Tester(T)  Driver (B) Forward (T-B) Reverse (B-T)
+ - + - F7 FIBBEZERE (Mid/ High-aboundance transcript)
- - + - F5 FIFBEZ2 (Low-aboundance transcript)
+ + + - None = confirm
+ +or- ++ + C12/ C9 ApAKRAEERERER » HAIREAKRIIRIZECER
+ + + + B6 FAMERE (RIREFZER

#F SSH Clone 5ZIf9%7%! - B & SMARTer RACE 522 RAVERF7I

M SSH Clone LEEZBMHFS » @itk » HEEFF2RERNFINEFE—X Cloning F5 - ZLUIRBEREFFE
RAE2RERFY » EFHRET Primer #7172 KA9 PCR Cloning BIT] » (B X B2 REFS6 - AILIAIA SMARTer RACE
% Clone 2/ ORF (Open reading frame) °

RACE (Rapid Amplification of cDNA End) 2 AKFER 5 im 3 i ORF M52 A% Clone 2RER % © &8
RyzRER » K BERD EHIFFFE%ET Primer » F2a 5 %3k 3 i Adaptor FHILAILISEIE— 5' -RACE =% 3' -RACE &
#) - B5AIF—X Overlapping PCR BIA]13 2552 #Y ORF ° i Clontech ZXI&E % SMARTer RACE M — A DIEGITEE
B R ER— R TER R Ei% KA B Adaptor B9 RACE Kit » RMBEEE » EARIESKIHE -

FIAEHEZAYF 51 (SSH Clone) 17 5 SMARTer RACE
% &3 i RACE * BEW{SZ K ORF Clone i PolvA
GGG 5 oly,
SSH Clone 5 cc
D template switching
and exiension by RT
cDNA 5" GGG PolyA
. i Synthesis ccc
5 RACE
| 3' RACE
| s ccc -
5'RACE
PCR 3 - -
l 5' RACE Greiznrlz;spemflc
PCR primer P
RACE —
Full-length ORF product | T
-] Single tube reaction
637401 ClontechPCR-Select™ cDNA Subtraction Kit 7 rxns
637403 Clontech PCR-Select™ Differential Screening Kit each
637404 Clontech PCR-Select™ Bacterial Genome Subtraction Kit 7 rxns

634925 SMART™ PCR cDNA Synthesis Kit 10 rxns
634923 SMARTer RACE cDNA Amplication Kit 10 rxns

H4k(02)2720-2215 * #111(03)5307-756 * £H(04)2463-3591 * F#(05)2844-162 * B7(06)2890-665 * Eif(07)3470-143 HRF%EE4RE 0800-211-819

o
=+
o
%
2.
)
10}
a
()
o
3
—+
3
No
e
O
O
q
O
vy)
m
)
)
m
@
m
<
V3]
m
s,
QO
x






