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Construction of a RACE ¢DNA Library of the Mitten Crab Ovary
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Abstract: Using suppression subtractive hybridization (SSH) approach, partial cDNA sequences of
the differentially expressed genes that are related to the development of the ovary of the mitten crab
( Eriocheir japonica sinensis) were obtained. To get full-length ¢cDNA sequences of these genes, a
RACE ¢DNA library of the ovary during stage [l was constructed successfully with SMART tech-
nique. Agarose gel electrophoresis showed that the lengths of full-length ¢DNAs in this library were
pooled mainly between 500 and 2 000 base pairs. By RACE PCR, amplified products were obtained
with all the gene-specific primers and adaptor primers. This verified that the quality of the RACE
c¢DNA library was high and was appropriate for cloning the full-length ¢cDNAs of these genes.
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¥} RACE PCR KAV {2 4 .

M EERARER EFEEEHKSG
THEEBRENELFIRPEREIEEN
B4 cDNA F5), I RACE kit —43K5
- —BEFEMEEK (DNA FF ., RikiEF SMART
FA R R B 8 0 8 ([ B ) RACE cD-
CONASUHE, M AR ERMELTH
EEHEA 2K cDNA B 57 6,

1 HESFE

L1 B8 WEEFIMAPEAEE. 2/
EWM B K FRESEL.
L2 EERH  RNA B PULH & (Trizol Re-
agent, Gibeo); ¢DNA 3L R & (SMART™
¢DNA Library Construction Kit, Clontech) ; Super-
Seript™ I RNase H-Reverse Transcriptase ( Life
Technologies) o
1.3 EBFHE
1.3.1 A4 RNA R BUEARAER D
359 8L 4 41 (300 ~ 400 mg) i Trizol AT IR EL &
RNA, B R 4R IER BT 5577, B RNA 2B
J&, ¥ T T RNase HI7K T, £ 35 g 4 5E 2 HB K
RS ICEE U E H ODyo Tl 0D, 3 5E i
B RTET - 10CHKBE .
1.3.2 RACE cDNA XUFEMME LHRBIMERE

A SMART™ cDNA Library Construction Kit 58§

FEHAT .

B3 pl B RNA B G £70.5 g . WEN 0.2 ml
T BRE B 4% U EH B A R RN A B, ]
$RA B 5 — 8% cDNA; 2R B LD-PCR (long dis-
tance PCR) A& 588 — 4% cDNA, L W 7E Gene
Amp 2400 PCR X k347,22 T EF LR 5
pl R T AT S A M R e Tk R
13.3 XEBREMEE MR 06 2 e
ZEBRB LW K B WITF), B Gene Runner
#4i% 3t 5 RACE 1 3'RACE 3[#7. 31815
T :Pyy. s 5'ATT TCA TAG GGC GCT GTG GAG
3Py s 3'GTT GTA GAA GTG GCC GCA G 3';
Py, 5’ CAA CGC CAC GGA TGA CTT CAC C 3,

Sl B EY TRAR SR, AINEN A

EREF LRI WP 1 aciin EEHE2F
IR 519, FF T : actin-1 5' GTA TCA TCA
CCA ACT GGG A 3';actin-2 5 CGC TCA GTIC
ATG ATG TTC A 3',,

PCR [ hif #& % :10 x PCR buffer 3.0 g, %
14 A B B 4 R 514 (5 mmol/L) 4 1.0 g,
dNTP Mix (2 mmol/L) 2.0 pl, Mg®* (25 mmol/L)
1.8, Tag B8 0.2 u, # 4K 1.0 pl (RACE cDNA
SCEE AR B 100 f%), H,0 20.0 pl, PCR KB #%
4.94°C HI A2 #E 5 min, SR 5 FEFT T F 30 N 1E
FR:95C 30 5;60C 30s;72C | min; B/ 72C
FEAP 7 min.

2 ZBR540W
2.1 ERNABRERE & i

RNAREE, A& 3% ¥k
B3 I H ODyy 1 ODyy o
HEF 0Dy /0Dy, 4 1.76, F
Tk & HF 2L 288 rRNA #1188
RNA BFE(E 1), RHFE 188
RNA A, T EER
i, 0] Fi T RACE cDNA X &
MR,

2.2 RACE c¢DNA X ER

HE FEEEERRRES
B 2)BR, e RAcE B TEAEE
¢DNA SCFEH, cDNA B {E iﬁii
KEREWHR, HEEW

cDNA 8 437 25 500 ~ 2 000 bpi) 4 T ETEE
23 XERRMNEE 5 RACE #l 3'RACE
PCR % actin BEEF 35 My a5 RETMH, L
FrHIFE v 1 T 4% cDNA AR, B aEd W H =
P E 3).

3 W o®

MEHIREFIHRE (expression sequence
tag, EST)3EBUH 4K DNA, BRT¥ AR EEHF
¢DNA X #ERF 1% ,RACE PCR. BB T &%, H
1 ,cDNA SCPERFE R4 M9 8 BRI

285
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B3 RACE PCR ™% & actin ZE &5 5 7
Vg RaKE
M:DNA BFI0; 1,2, Z B934 Paso.s F1 Pages
S'RACE ¥ ; 3 514 Pags s Y 3'RACE P24 ;
4.5|%9 actin-1 0 actin-2 R~ M =4

EMHTHERR, LEBRAMKSHA. BT
BN EFEHEEEYEE AN ERME T ER
BT MBI BB ERA B KRR EST #
TorEE, BB B A 1R, RACE PCR £
AT VA PR A AT sk R, TR B AT
HERTERTFEIERAAER,

RACE cDNA X FEWEENMEEZE LT
EHRBERESE DNA B~ mEESN. 4
LA ICENNEDNARDEEERE
500 ~ 2 000 bp Z[8], H 500 bp L4 T F4 2 000 bp
REBFBEHAERE2), AR KRR
AFFEER mRNA BB THRMREFEY

1 ; A 4 ,RACE PCR & actin E B &4 F 5| PCR
R (E KW ARSI E Y =4, L
H &2 S'RACE PCR Y B85, %) 25 U6 B Jir /9 SC %
TREEIT .

4 o 8 B ) G ([l B3 ) RACE cDNA 3L
MEMBE AR (DEREFA B cDNA H—
BT, BRI A4 B B RNA, [ A 2 mRNA, # 4
T A mRNA #i{bd B4+ FE mRNA &K,
MTRIE T Frty R R R B R (OB TRA
Clontech 4y 7 B9 SMART A ", #RiE T Br 8 3
FEREENFERZS KIS DNA; (3T
#% cDNA W& HA, R T 1-D PCR H AR, {45
REEREFPIFECEPFHIEE; (4) 8
cDNA BoARE BT ENRTFMEA.

B2,z SMART B AR, fEE M E 1
A of BB NS (1 8 ) RACE ¢DNA 3CPE, BT
R RACE F RBP4 EBINR AT HX
FHE MK DNAKET EAl .
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