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Abstract: To clone the testis and ovary specific expression genes of Marsupenaeus japonicus, we
constructed two full-length ¢cDNA libraries using the SMART ¢DNA library construction kit ( Clon-
tech) . Total RNAs were isolated from tests and ovaries using RDP, a reagent made by us and modi-
fied from that used by Chomeczynski and Sacchi (1987) for the simultaneous isolation of RNA,
DNA, and protein. Oligotex (QIAGEN) was used to separate the mRNA of testes and ovaries from
total RNA. The “anchor first-strand cDNA™ containing asymmetrical Sfi | restriction enzyme sites
(A & B) was synthesized by transcription of mRNA with the SMART technique. The LDPCR was
performed using a modified oligo(dT) primer and an anchor primer as the primer set, and anchor
first-strand cDINA as the template to enrich the ¢cDNA population for full-length sequences. After di-
gestion with Sfi | and size fractionation using CHROMA SPIN-400™ Columns, SMART ¢DNA was
ligated into the Sfi I -digested A TriplEx2™ Vector. The ligation mixture was packaged into lambda
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capsids using the Gigapacke [l Gold packaging extract (Stratagene) to generate full-length testis

and ovary ¢cDNA libraries of Marsupenceus japonicus . The titer of un-amplified ¢cDNA libraries was
1.04 x 10° for the testis library and 1.2 x 10° for the ovary library. The titer of amplified cDNA li-
braries was 7.3 x 10° (Pfu/ml) for the testis library and 9.1 x 10° ( Pfu/ml) for the ovary library re-
speclively. The cDNA inserts sizes were between 400 bp — 3 kb. These results indicate that the

quality of these cDNA libraries is good enough for further cloning of testis and ovary specific expres-

sion genes.
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SMART ™ cDNA MR IXF &M & Clon-
tech 4% F} , Oligotex 7| &M B QIAGEN 44 7], €
AN & Gigapacka Ml Gold packaging extract ¥
A Stratagene 23 7 .

cDNA & i 5] ¥ : SMART ( switching mecha-
nism at 5° end of RNA transcript) [ R H .5 -
AAGCAGTGGTATCAACG-CAGAGTGGCCATTATG-
GCCGGG-3'; CDS [ /3 PCR 3| #y: 5'-ATTCTA-
GAGGCCGAGGCGGCCGACATGT-3', 5'-PCR 3l
¥: 5'-AAGCAGTGGTATCAACGCAGAGT-3', LX
E514 8 SMART™ cDNA 3CHE # 8 ) & R 41 .
A TriplEx2 @ A F &5 8. 5 - F 5 . 5'-
CCGAGATCTGGACGAGC-3'; T, B El 7314 .5'-
TAATACGACTCACTATAGGG-3", 4 3] ¥ 45 4
Clontech 2 £ B X F 5] A 7%, th Invitrogen
NElE .

1.2 mRNARE KHEAHK RDP XA (K

15 Chomezynski 1 Sacchi MW mg) 2a
TREEHFERAMON T, RBEH &3 IF 4
FHP H /9 & RNA, R A Oligotex i 7] & ( QIA-
GEN) A\ 52 RNA 1453 BS 4if mRNA.

1.3 DNAKMIEHR H4E cDNA M H 0.5
pg LA RS BL B U S ) mRNA, 7F 5 1 K ik
e A 10 pmol/L CDS /3’ PCR 3] 47 F1 10
pmol/L SMART [ H#H A 1, B MJ PCR
% £ 72C 2 min, ¥ EHF M0 A Superseript™ 11 i
& K # , 10 mmol/L dNTP i& -4 ¥ , 20 mmol/L DTT
Bl 55— 8Ea B 2 pl, 855N
PRPIIK 10 01, B MJ PCR Y | 42CR L 1 h, &
HeRa M cDNA B—8. W4 cDNA BIH B B
cDNA 5 —4% 2 pl, LA 10 pmol/L CDS T /3'PCR
1470 5'PCR 341 % 2 11, A 50 x Advantage 2
B A RHR G W A 50 x ANTP B &S 2 11,10 x
S E IR 10 pl, {8 52N AR LA 100 pl.
BT MJ PCR ¢ L& F LD-PCR £ R ¥ 1§ N 5§
cDNA., R B M. 905C LM 20s Z2J5,95C
Ttk Ss, 68 CE MM 6 min #H1T 20 MEH .

1.4 DNA WS . EHUAMEZEENY RER
PG BUEE cDNA 50 61, TMA 2 pl REEF K(20
pg/pl), 45°C 20 min, H DNA E & BRI S X
. FHRHER/SEH/RRE SH/RES
iR — 0 BARR ) W R M LIS ,80%
EHER ATHEEBRT 794 8KF, A 104
SAL (0U/ul), 10l 10x SA T FrbiE R 1 pl
100 x BSA, i B &K F1iE 100 pl, F S0CEHY 2 h,
B 7= 4 {8 F§ CHROMA SPIN-400 H: #1744
aEEI-160F 8% 1 #. 4FWM3ILE
1.1% BB EERE | 150 V 5 3% 10 min, Y& K
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45 R R Y b T B AT AR AR 4C KA .

1.6 DNAXFEMWEBNE. EAXMUE.F
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2.3 DNASRSBEBHMAEALIE T DNA
SR EAED,DNA FEMNE 4 BURHR
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F R cDNA HERERBE/R v 2 1 BB T 3B
FEAEBMELAE, QESREETTREBAN
1.04 % 10° MEA T, IEFAHEBAN 1.2 x 10°
BEHF, XEVRE BESMNE73x10
(Pfu/ml} 1 9.1 x 10° (Pfu/ml) .
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B4 FBEMNIPE cDNA STEEhHE
HEMEEHTFH PCR ™

5 BEMMFEE cDNA TEEHHL
M EHTH PCR =Y

2.5 cDNABANKESWH REULIkE 96 150
B, AR EFRHN SMFS ST, BTl
#HT PCRY I A RFE X/ H 400bp~3 kb

(E4,5), WX ENEERITHER,
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SMART HUOR M 21 cDNA SR JE S E
Sk, RAEEEEMEXAMRRE. BR
B AR — R RIS AT, K2R
EYWRHEREAHNFTESEFE. SBFE
B cDNA XEREFMACELESC HFERE
JE (GenBank ) (f) [7- ¥ 47 th 4%, TE B A H B
cDNA TP A XER . &K DNA WILHE
TEARFOHEARDX, XM AFEERL
FAEIT MM A R L E, G TREE
MM E R, IR IR R, R
RAMTRETHR, HEREEEK DNA X
A,

RS R REEEN TR ERELS
PAEARTREAHTEFY ., axE"Y R
B mE mg — i, HEXER, T
ERANTEREDYHMERD . RFF T RS
HETHAMIEASE D 2K DNA LE, %
BT M FRFERI R IR E R I S5 R R%
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CERBMIFFREETAFH AOREER,
55— SCRR B B, A 0 HA B KR B R R AL
cDNA CEEHEAF50 50 1.04 x 10° 4~F1 1.2
x 10° A, B B TR oDNA SUHEE BT s 89 3
BLEA AT KBS HAE nRNA KRR,
ERHARBRNRAN EEFNHEN DNA
XEBRAFRBRSHT 0.4 ~3 kb, i CEM
BRI, N — KB . X AR
HMEREArWEREE T EM. EER
Ty M SO P TR RE T 2N TE X R B 5P B
REMERE, HPFEFFHEEREEXFIIRRE
(5 AF494080) .

A, AR T EA R oDNA FEHE A A
TriplEx2 & 5 Fkift , 4 cDNA M| 57 #1 K &= 8 5%
W T EEH .
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