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1996 £, Diatchenko 21 & VRARE FH A0 H| 1475
A4 (suppression subtractive hybridization, SSH)
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SERAVAR ST AL W N AT IR E RRIEAE
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FUEY sseDNA. mI4A & P DA 40 pl TE 28 3 i
(10 mmol/L Tris, 1 mmol/L EDTA, pH 7.6,
- 20CIRAE#H.

dseDNA ()& R BT PCR R HATH,. 514
EREZSYIPHNEESTFH AR, BN 5-
AAGCAGTGGTAACAACGCAGAGT3'. PCR W {&
Z (100 pl> 4 sseDNA BB 2 pl, 10 x
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. ERET -200#H.
1.2.3 HEIMEHmFAT (SSHD: dscDNA FE45 4
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(tester), 4FAIEEEL 1. 2R Cadaptor 1, 2R,
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., 4y BIFE S 18, 23, 28 133 fE PR ELEE, T
1. 5% FISENERE AL RS Lk LA,
1.2.5 cDNA WHBESCERMME: ) Qlaquick PCR
Sy AT IH IR S T 5 PCR Po4pdifh 5, B2 pl
PCR F=#15 1 ul pGEM-T Easy %15 4°C & # 14 i
EU1 pl R BORIIN N 100 pl IM109 B35 T,
SHRIRTIE, A 900 pl ¥ SOC B E, T
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HEHEHSHEANELRZEE HUUER
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1.2.6 FEARERPCR £58: MAREFeiR LFRALHE
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Mg’ " 1.6 pl, 10 wmol/L dNTP 0.4 ul, HEEIE =
PCR 31#% 0.6 pl, Taqg DNA &8 0.3 ul,
Milli-Q 7K 13.5 wl) #4T PCR R, R Z&A4H:
95 CTIAEM: 1 min, PASS T 94°C 30 s, 68C 3 min
PEFR 23 K, 68CHEMHS min. BLS wl PCR FE4HAT
1. 5% TERRAEEE K FR KA.

1.2.7 SRS BES pl L3 PCR P4, 0
NEFEEN 0.6 mol/L NaOH, V85 5 min. %96 FL
R LB AU & e85 2l B Hybond N* B JE B
b AEATEEREA R RRE, EREEN N
B B BRI CAZARRER oDNA FIA
semenogelin II cDNAD. H5KM L3 06 >0, &
BHEmKE, #42K H [oFP] -dCTP 4
APRICHE R A FHEE IR & cDNA & 50 ng HIRE

NICK 4L FE4ith. F 5 ml TR (6 x SSC,

5 x Denharts, 0. 1% SDS K 100 mg/L 84 7] {1 &E 45
DNAD  72°C TR 2 h J&. B Bidf 02435 il
(CERFICHRHHTARZR D, T RCTHEEER.
WA RE R B 2 x SSC0. 5% SDS 28
W68CHES R, VK 20 min; 0.2 x SSC-0. 5% SDS
SRR 68°C ¥E 2 ¥R, B 20 min. FA S Kodak
BioMax MS 2 H 7 - 70°C IR eI .

2 & R

2.1 5 RNA B1EH%aH

SR RNA HAT 1. 2% MR Rk, £
EERE B, AR RFEEK S S RNA T128 8
F118 S RNA BIRE LEH KT 1.5,

2.2 Cap-finder &A% dscDNA (7 HE KR
ERA s 3 HEESIMBA FRERS
sseDNA, DL A BAUEAT T 17 1§ 3E) PCR iﬂ%",
1. 2% KITE R A 68 e B Kk 2o PCR P24 9 9R AL
K, 3T 05~7kb 28 (E1H 7). Rea ] BE
TR dseDNA AR T#, T 0.5 ~3.5 kb

Za CE1 F2).
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Fig. 1 Flectrophoresis analysis of dscDNA
synthesized with cap-finder
I: dscDNA; 2: dscDNA digested by Rsa | ;

M: molecular mass marker.

2.3 EIMEE AR M B

R AR R A PR 4T VR PCR 38R,
2% EEREIKER (E2): §¥E 8 PCR Al
F—RFLET cDNA BHIR. MR FRAS e EEH
F 400 ~ 800 bp Z 18] (20: FEIHMEAT PCR P24 =
FEDPIE 0.4 ~3 kb 28, 5 cap-finder & 1
dseDNA FIBE UG /AL (1.
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Fig. 2 Flectrophoresis analysis of the SSH products
amplified with two-round PCR

{: products of unsubtracted hybridization after the secondary

PCR : 2 : products of subtracted hybridization after the

secondary PCR: M: 200 bp molecular mass markers.

2.4 HEHCEREE

SR AN HE R A PCR P4 4T GAPDH
#, FARMBIRECEE, Bik4E (H3) R,
WHAAE GAPDH ()4 70 28 fE ¥R HEN, T 3AF VE ¥k
UAE (¥ GAPDH 47 78 23 IR tH I, X R HH
WA GAPDH M08 B2 /DR b Z IR E) 3% .

Fig.3 Reduction of GAPDH abundance by PCR-select

subtraction
PCR amplification of GAPDH was performed with the subtracted ( ~4)
or unsubtracted (5 ~8) products as templates. f, 5: 18 cycles; 2, 6:
23 cycles; 3, 7: 28 cycles: 4, 8: 33 cycles; M: 100 bp molecular

mass markers.

2.5 HWOCEMNREE
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FEMLPLIE A 96 ~TafE, 94 ~BEEE PCR ¥ i H
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43 TE 300 ~ 800 bp 2 18],

2.7 BTG

h T — BRI RS ER )RR, 18R
HIR S FFEB IR A B cDNA Ric e T 2438, &
Rk 4 B, FikErLF S M ERMARRE,
eI 27%. HH H7. H9 A Z K,
BH BT ATES.
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Fig. 4 Dot-blot hybridization of the subtracted cDNA at the implantation site

Two identical membranes were hybridized with radioactively labeled ¢DNA probes prepared from thesus monkey endometrium at the implantation

site (a) and non-implantation site (h) respectively.
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ATAEPRISCRA E—— M EE R 9 RER
HTEABEEETHES. AENRHAS, #T
WRETHK SSHEMERNARAAE. RITKHA
cap-finder T RF1 SSH FHEE &, A Lhn g E T {E i
HEAE PR R VIR 238 S

Superseript [ 2 5% B 1 A4 ) [ 3% 3% IR R 3EAT
F mRNA 5'5hS, BEOS7EF= 4B F 5% cDNA 3/ N
HHA C B, cap-finder A NRIF R, M)
FRBETMA THN 3 mER LA G HEN
HESM, X G C MR RERERERS
mRNA W25 ¥, M EfS R 5% Fr=1 3/
B THaE 0 A, IR R R o
MHAT S FAEMENZ MR, 0 RACE™.
eDNA FIHRFRA % ERERVIGEME. F1X
ER TSN s mbn L —BAEFHRTE, ATk
51 sseDNA AR B T 51 a5 anif s, #L
BT PCR #7388, BUCAI A {53 X2 S dseDNA.
FIREFRE, FAXHTET 81534 dseDNA 7T H
SKAUES RNA HEAT RNA BT, M7=
AR EE A0 LS RNA 0 58T cap-finder 455
A dseDNA F1E J 5 ¥ 7 & Al cDNA, B 5 H PCR
‘gz P REREEFHEE, IEE cap-
finder VAT LRGSR KRN EFE R E, {8 AR
EEREARE R (REFEE.

BT IXA Y1 dseDNA FIE— 25 AT IE
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ERNA A5 ¥, ME RNA MBI EEIEFE
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FREVEOT, TR R R B R H 288 518 S
rRNA ¥R ELLEd (1.5 ~20 1. Hk, &%,
RE. KE®HT DNA B&5 2 PCR RN TLE
8. peAh, BRI S PCR O BOOE BROR L
PCR R —MEMEL I F ez —ME
WEE, TEMETRFEES FHRE (KT 7k
FISRECIR cDNA, IXFEH S B S RO A AT = 4
BRPATE, E R B AU LS 4438
SHROEAMETESRE . FHA1H1 pg B RNA
HgAEA Rl TASZYS A IN PCR M RZTE 18 f§ M 3)1E
SPEH, FEpRREAIE RA 17 MEF, kT
BIS B B SRECR dseDNA TEETE 0.5 ~7 kb 2. 18],

FI eap-finder & M8 dseDNA HEAT I ZRAZ,
RIIHELS GAPDH & BEIEHEE TRE D2 R
FH 3%, FRMARSELIGHE RN, MM
P o IR 52 5 T 1 A R Bl e SRR R 4L 8
107 MEE., PR AR RN, TEIHRCCRE
hEEVBUEMEREAA BRI 04 SRES, BIR
HERELNER27%. EARTBEH, cap-
finder 5% SSH £5 & REMH R D EFEARATE
SREEFIL. BRERLRIEPERTE
e, fEREA, BRT SSH FEBHHA
ERRENEERER, XE3HTHTHEERN
RACE 3038, PIFETS4K cDNA JF41.
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SERRIE A, R 5L f 1015 38 dseDNA,
Y3 TR B E R ERAME, WA LR R A
AR, HEBELRHERCERERY, TUHTE
FREE. SSH 5 cap-finder §718 DNA ) /5 ik
BH, 8% T ARTHNEGE, FETURAT
— BRI DRRNER, A ARscs
FOSERE. SO, IR EiERARAs R4/
RALRRSE, MMAREFIE R ERFRENER.
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A Strategy to Perform Suppression Subtractive Hybridization From
Small Amount of Specimens *

SUN Xiao-Yang, TAN Yin-Fei, TANG Shuang, WANG Yan-Ling™
( The State Key Labaratory of Reproductive Biology. Institute of Zoology, The Chinese Academy of Sciences, Beijing 100080, China)

Abstract A full-length ¢eDNA amplification technique based on the cap-finder method was used to obtain amplified
amount of double strand eDNAs of the endometrial mRENAs at the implantation site from pregnant rhesus monkey.
Then a subtractive library of the implantation site was successfully constructed by suppression subtractive
hybridization (SSH). Of the randemly selected clones from the library, 27% were proved by dot blot analysis to
be differentially expressed ones at the implantation site. The data demonstrated that a subtractive library with high
quality could be constructed from small amount of rare specimens by the combination of suppression subtractive
hybridization (SSH) with full-length ¢eDNA amplification technique based on the cap-finder method.

Key words  suppression subtractive hybridization (SSHY, ecap-finder method, full-length eDNA amplification

thesus monkey implantation site, subtractive library
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