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BT R RR = R R IZ B BRI iE

ko®, EREE, KRE, AXR, THi
(1 SEAPREBSEB RAK PBF ST, RO SRk A A 5 5 R B M P CIR R M 510800,
2. TARIRERKEB, IR ML 524088)

FEE: DB R7E 250 B R WY IR RA £ 0 A8, #l Hl mRNA 2 7 B 7 (differential
display,DD) fi s IR Z R R A XZE , RE 13 LM AURRZFREF B, BAILBR 4 £ 2
7 i BHATE R JE U F K Real-time RT-PCR %, R A RKBF 10 £ 2R XA &, £
#F OA7-1,0A7-2.0G8-1.,0G8-2.0C1-3.0C4-2.0C8 EME R XL EREF(P<0.01)E T
R, TG6-3.TG8 EREFREAERBF(P<0.01)FTHE, TCl hEKRRELF B F
FI A& A OAT-2 IR AR " Z Bk R ¥ B K A B (dUTPase) (E 1 6e-54) ;0G8-1 ¥ &
VHRBMERILEF 3 L2 4 (elF-3 delta) (E {5 9¢-58);0C1-3 A kw4 X H 4
(unnamed protein product) (E {4 2e-17);0C4-2 % 60 S Z & E & L7(RPL7) (E {4 6e40);
OC8 % 60 S Z#1EE & L3(RPL3) (E {4 5e-36) ; OA7-1.,0G8-2 F2 TC1 5 BLASTx M. 5t 6]
FHERK(10™ <E £ <10) ;TG6-3 Fr TG8 k4 % 2| K F 71 (E & >10) , h # W EST F 7,
HTCl #FZAFAONMEARLEREFRL EWERB AUEMWBAHEN  ABAL,
FEERR LA e A Rk, B AN REE 4 DNA B8 35 % TC1 K &, #0 TC1 74 % —
FHBEFRTALSERTFREREEMRNEEREE, AR EXARERGTHENZR K
B TG6-3 #ATH ML RLALHFZIATFUA LA TAN, HEBHHE VAR T XL,
ERUEREALF A RATMAERUER AL TR A HEMREAL T RAXT RS, KW TG6-3 &
AN 4550 A ERXFAEWER, b - S EANTRERRE TN L TR ENH

RETHANENE R
KRR EFATRBGZRET 2RI K
FES%S:Q 785;8 917

XHARFFEME A R AR A B AR BR
MM R T R A B R T M. MhIE SRR
HBETTRTAR ,2 7 i/ Y AR A o AR T 1 AT
WEAR 260 H i ZE k3 AT HEAR U] Dy 160 H
WA o NI I M AR AR 88 B AR LR B
BT RESEROEARRAEZRY  TURAE
BHBRAR, TR 2 T NI 13,0
BIENTAERR I, ERAMBA, E5t
PR BRI R B SR SR AL T )
FHEMLLR S HIN R EER T, A R ™

1545 B2 #A : 2009-02-12

{&[E B #]:2009-06-18

MHKFRIRES A

9, BIR N TR A 7 LR P AR IR
PeomascREm ™ . BET, R TR
HHREENBAERFAR, UEBREBRK X £
BE—2 5 41k (X-organ sinus gland complex) 43
TAFK) 1 B 470 41 3% & (gonad inhibiting hormone,
GIH) ,[HXFpH LA A DB, EFREPFRE,
RV XAFR ARG , B BERIF RS T, ™
AR RA S — MR A ERY, BURE R,
IR K EBNIER ;s LA R IR 2352, %
WRBR, SRR EEE, FREREZENF, &

HRIEA : ER A AR EE S H (NSFC40976101) ; BZE“NAAZ" REABI 5T R &R (2006AA10A406) ; “ +—TH" BZEBEE
#1131 (2006BADO01AL3-2) ;2 s HEATAk (R ) BHIT % T (nyhyzx07-042) ;)" K4 A RFPHHEEES TR (7003894) ;7 R4E

Fh3R135 H (2006A20204001 ,2007 A020400001 )
JERIEE YT 158, E-mail ; jiangsg @21cn. com
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AATRE% B B R AR LR R B A 1R L
T, EER A ERFEATEARAR LB IR A,
R IR R B SR AR LTT, WaFK
SEATRBETT XHAF IR R B IR, LAIEE N7 3 AF
PR B IREEOR , BB LR s s
KT & T 12 FE R BB,
BTGB, EiMEE R T R XAE
P I %% & ( crustacton hyperglycemic hormone,
CHH)™ . i B # %l % £ ( molt-inhibiting
hormone , MIH) "' 4 fi & & #i3 & (GIH) ™
S5, Leelatanawit 257777 ) BE 7 Xt F 4 i 2%
8 cDNA SCEEH i iR Hi AR 2 4% (anti-LPS ) F1 44
& B E A B HTRA3 (serine protease HTRA3
homologues) B~ , i A BE 7 XTHFAE B cDNA
SCPEHh R R 2 S R A ) Trap240 ,MIPP2
M HSPI0-2 R fE SR =B EE XNFL M
PMCYA, Preechaphol %™ M B 45 Xt #F 5 &
cDNA P o i 5 3 OF S 40 S R B W MEIFA T
(female sterile ) F1 59 & JB & H = & ( ovarian
lipoprotein receptor ) 2L & TE 4 B iR Ix i 5P &
W SRR T RN R P R RBEZ Rk
F HEF 9 (ubiquitin specific proteinase 9, X
chromosome , Usp9X) , DA & 5% I FH R B9 EAZ 4
M ENERE 4G R T 3 (X-linked eukaryotic translation
initiation factor isoform 3) , Zhang Z*! 5% F§ SSH
REBEEBARMN HASTHR I SE cDNA 3¢ B o i
W EWFREMRHEEERED L24 EH
(stpl24) . Y Frfe SEI0 28 Ol T B9 X AR - 4F
M A E A B, g aE Bl 207
HSPoO™ HAEH C R LB EHRE TR
FEE X Se AL AR A8 XA IR B X AR i P B &
BREIRE —ER BN, AR B, RAFIA
mRNA 2 5 878 AR ™ 585 3 7 — A= & i 1 69 3
FIXTEME B SRR B I H P F AN B E TR
W EMAARRHA PR REZFHTT I, L
BB R T OB R R § RS R EE
B RR R E , o 2K ER 3 X
B AETRENLR, AR R R B 2T
ERIZEE T —E 2R,

1 MRSk

1.1 ieH#
RIS RME BT YR B

JARMBIFEMYE, A2 A TEEHFE—#RE
B, 779H 250 Hig, LA/ ELRE, B3 d
FPHIRE G, FEPL Y B FRIC 1 | 15 77 3 B M A
BT TIFA 6 BB MEMFRK N (15.72 £ 0.22)
cm AEH(51.8 = 4.17) g PFERERFTEL,
sEGY A EE™  HINERTLT 18; §1F
REH(14.12 £ 0.19 Yem fKE H(38.95 =+
1.82) g MGk, iR B R, THIR MRS
IR & NHA R R N SFAHA,
BARRFER.

R TRIzol Reagent [ B Invitrogen /3
] ; RNase-Free DNase | | RNase inhibitor, ANTP
mix, AMV Reverse Transcriptase, GoTaqg DNA
Polymerase , Wizard SV Gel and PCR Clean-Up
System Il H Promega 2 ] ; DEPC ., £ BE B2 44
Amresco /&) JZ fi; Glycogen, Bis, TEMED %
Sigma-Aldrich /A &) 7= i ; Acr & Genview 2\ H] 7
i1 ; Tag DNA Polymerase >}y TaKaRa 2\ &) 7= {3 T-
HE.PCR Y RERNEWE LEAET;
ReverTRA ace-a-TM & 5 F i85 & .SYBR Green
Real-time PCR Master Mix, Genomic DNA
Extraction Kit 5 TOYOBO A& F= & ; HAt 501
R,

514  DD-PCR3|4™ .3 & 3’ siiEs
#] H-TIIM (H=AAGCIT ,M=A G 5C) ;8 £&5' 3
FE#LE 4 H-AP(, ;) (AP, = GATTGCC, AP, =
TGCTCAG, AP, = AGTAGGC, AP, =
AACGAGG, AP, = CGACTGT, AP, =
CTCAACG, AP, = GCACCAT, AP, =
TTACCGC) , a5 ¥ h FigAET A K.
1.2 FHik

% RNA #33 2:Hg Trizol Reagent #/E
BEBA 35, SR BB X AR M A 3 B IRAA R
RNA, [ RNase ffj DNase I35 4k 4 RNA, % &
DNA 55, Bp-@A5i2 25k 8 RNA P EH
B, R A RNA™ ) 1.0 % BAeks s ik v
VKR S RNA 9 S22, BT 8 A1 4306 00 BE 430
FEVREE o 43 BIKe v TR ) 45707 11 57 18 M . OD,g/
ODy LB 7E 1.8 ~2. 0 Z A B U0 S R4S 5 4
RNA 8RS E 5 RNA B4, T B R,

DD RT-PCR 27 ZFNE SRR
e SR W EEH 35, X ME L HE R RNA 435 A 3 #
HERI YT R RN, 25 pL RNMEREHR
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5 x Buffer 5 pL,10 mmol/L dNTP mix 1 pL,20
U RNasin, 40 mmol/L ABEER41 1 pL,1 png &
RNA,10 pmol/L #E5|1#)2 uwL,20 U AMV ¥
g, [P F N T Bio-metre PCR {Y b #EAT,
RNEMHR:42 C 10,95 C 5 min, REFR=Y)
T -20 TREFRH.

6 P REEF =575 8 FREEVLT | W ECXT,
IEHEFT 48 I~ cDNA 3 o 7E 25 L OBk
AWM :5 x Green Buffer 5 pL,25 mmol/L Mg**
1.6 pL,10 mmol/L dNTP mix 0.5 wL,10 pmol/
L 5| YMBENT | ¥4 2.5 uL,1.25 U GoTaq
B7,1 pL K%Y, PCR ¥ 95 C 2 min;
95 T 15 5,40 C 2 min,72 T 1 min 347 40 4
7835572 CTEAH S5 min, BL3.5 pL PCR F=H#1T
6 % R KA M BT B (380 mm x
320 mm x2 mm)90 W {HEThZRE Kk 2 h, igER4R
Peta ™ BT, AR THE, AHERAE,

EZFRBZRY H R shitw ik IR
Liang %1 77 35 SRR _E RSN 22 5 A Beott
TR BER I I, B 4 wL cDNA 7 3EAT
ZKYH ,PCR K& Fh 5445 DD-PCR Jit Fii 4
[F(EEREHET Y SRER T Y E ERECT) o
PCR *#12:1.5 % BRASKEBER IR G , %R
Wizard SV Gel and PCR Clean-Up System £k Al
W] & BB B X B B9 — 9" PCR = 3E 4741
JRE Ak BT o

ZF KB &R A R T-# & PCR
YT ERA ST EE, BB KRBT E
DHS o JESZZSHH M , 6 EI 0 6 FH 5% 1 7, Pk
H AP To R, fREBUR AL, Pst T P45 € 17 A
BRI, BRI Y TAERTE B T5E R,

EZF N EHEE  HRIE GenBank PIRIE
i BE 55 3F 4F B-actin mRNA J¥ 3 ( GenBank
accession No; AF100987) 12 7 i B gl Fp 45 3R
BIHEIY(F£ 1) . F Trizol iz & BUMEHEBE 5 XF
HR% 3 M IR A B RNA, BAMMR R B E
&5, DNase- I J§ 1L Br % DNA {5 3¢, #& IR
ReverTRA ace-o-TM [ %% i 0) &0 f F B 45
iR R, REERTYT -20 CRAE&M, FIH
RT-PCR Xt £ 5% /Bt TC1 i PASIE,20 pL 25
AN E 10 x Buffer 2 uL,2.5 mmol/L dNTP
mix 0.4 pL,10 pmol/L |t [ F#5I145 (43514 :5'-
CACGGCGGCTCAGACATACC-3’,5'-AGTCTAT

TGCCTCACCTTCTAACATCA-3') 4 0. 4 pL,1U
1Taq B, 10 ERBEN R R 7Y 2 pL, RN &4
%94 C 2 min;94 C 305,55 T 305,72 T 45 s,
35 ME¥ ;72 TIEH 5 min, PCR =HfH 1.2%
BrfEkE BE L B Wk ke I, 2 B} SYBR Green Real-
time PCR Master Mix 58845, X5rH 4 10 £ H B
eppendorf realplex” |3#47 Real-time RT-PCR, 20
pL IR R NKEK 7.2 pL,10 pL 2 x SYBR
Green Realtime PCR Master Mix, 10 pmol/L [
TH#5I9%& 0.4 uL,10 ERMEBHRERTY 2
plo F#RH:95 T 1 min95 T 155,848 T,
15 5,72 C 30 s SL3E17 40 MER ;7L N 5K G
PATRE A 2 20 BT LB B8 B =9 o B ™
Y, BTRMEE 4 NEE, L Badin HHZ,
%f cDNA iR iy EHE B HEAT VR, B DUA I
MREGHRZRFTLL RNA S8R i 1 2 fgoxd 1R, LSk
BRI e A2 B 4H DNA ¥5 35| 32 5918 BE B4
FIREME. 2 AREIRAG Y 10 AR FH AT B B9 B-
actin ¥ Ct {6, 2] Livak %" i AT % , 247
AR 27 AAR M B E R R AR PR RN
FTEE, HP ACt = Ctgrgg-Cly o I SAS
V8. 02 Gt k43 33X 10 4~ F P 7E Op B FAE
HPWFRRERBOUHTRER T Z0M,

EFABEHSN BITRBHEEZER
BEBWmBE L LTSI YT, 45 H
BLASTx #7315 GenBank " i) &5 H i 43 &
HEAT R JRE LR 2347

ZF A ETCl & TG6-3 #9 M 4R & L 547
R 225 W TE v B 7 v AR BUME AR 3R T %o
AR 3 BRI IR Z ST R AR AR UL
10 N cDNA 225 B TC1 K TG6-3 F
Fil RT-PCR T4 Ao 20 ul RAHKE
W10 x Buffer 2 pL,2.5 mmol/L dNTP mix
0.4 pL,10 pmol/L K% & £ F 3| 14 0. 4
wL,1 U r Tag 6,10 F5RBEEI S R4 2 uL,
TC1 W 4% 94 T 2 min;94 C 30 5,55 T 30
5,72 C 45 5,35 MEH ;72 CIEM 5 min, TG6-3
WA R 94 C 2 min;94 C 30 5,57 C 30 5,72
T 45 5,40 MEFF; 72 CTHEAMH 5 min, PCR =)
Fi1.2% BRABFEBERHEIKEI o

75 B TCl & DNA /K-F i al /il
Genomic DNA Extraction Kit, F 74 Bk 43 B2 BL
WE BT AR & 3 BRI B4 DNA, %
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St EETHAR K B R K, 4 A S AR
AW ETETXTAFA L E 4] DNA, MW2R B
TC1 F] ] PCR £ I Fo7E M | A 5 R 4 DNA
KF LR ZERER, 20 pL RIERKE:10 x
Buffer 2 pL,2.5 mmol/L dNTP mix 0.4 pL,10
pmol/L kP51 ¥ (52 31% :5'-CCCTTTGTTT

AGGCGATTC-3’,5’-CATATCTTACGCAGCAAC
TCG-3')#% 0.4 pL,1 U rTaq f§, DNA #47 2
pL,TCL B4 :94 C 2 min;94 C 30 5,54 T
455,72 C 45 5,35 MEIF; 72 CIEH 5 min,
PCR =¥1M 1. 2% BEARHEEERE B kAR

&1 ZIMZEEPCRIMER

Tab.1 Real-time PCR primers information

HE LUEEIH(5 03") TUWEI# (5 to3") BIGRBE(T) P4/ (bp)
number upper primer lower primer Ty, fragment size
OA7-1 TAGATGCAAAGGGTGCTCTC TATATCGATTCCCGAGCAAC 53.5 187
OA7-2 TGTGCAGTGCTTATGACTTGG CTCGGTCTATCACACCAGCTC 57 162
0G8-1 GAGCAACAAAGATGAGGAGCAGAATG  TCCCAGTAGGGATGACCGCAGA 58 163
0G8-2 TTTAAGTAGCCCATATCAGAAGA GATCAAGGAATGAGAAAACAAA 52 152
0OC1-3 GGTGAGACCTCGTGACCCAGTAAG CGATTTGTCCGCCGCTITGTA 58 72
0C4-2 TTGGAAATGCAGCGACAG TTAAGCAAGGGTTTGGAGAA 52 111

0C8 TATGCTGAAGGGTTGCACTG GGTCTGGAAGCAGGAGTGAC 57 151
TG6-3 CGAGTACGATTTCCTTGAAGACT CAGCTTATCCGGTCCCCTTA 57 132

TG8 CAATACAGACCAGATAGGAAAA TATCCCCTTGATTTACGG 52 69
TA3-2 TCGATGGAGAGGACGGTTAC TGTGCAAATATGCTGGAAATG 53.5 171
B-actin TACTCCTACACTCATAAACCAACGA  TTTCGGAATTTTATTATCAACTGTA 52 —58 114

ERSPHCO" T BT R P IR E s PR s T FomiZ A BOWRE 5L AP VB IR PR A T e

Notes; “O”indicates that the fragments is excised from ovary; “T”indicates that the fragments is excised from testis

2 R

2.1 ERFBREETR, BB 5ERENFF

DD RT-PCR j=¥j42 6 % FRZZE RN BE
R BERC Lk 0 BS I ERIR L R 5 R (B 1) 6
ZR A BRGET SR AP ER -
RENESRFRE A B, K 46 & BUL T 51
8,58 FHBAVR TS 5B FON NS A
IERB, BREZBEFERZR , K52 KK

FTWRPRBERTHE 22 AR BETHREPER
BERTIE ., XEHERVLETH BN
XHARME ER IR A AEE R REREN, A B
173 48 Ber P REDLIEER 44 A0 LA =R, ik
B2 31 RERAE, Y EIREN 70.5 %, B
EFENFRMAMNFEREL (W0 0A83 5
0G8-2 H[F—F3) 8 7 B, 4R15 11 K3 aERE
HARX R T 59 B B/ S B — 2
B A B

T i ] I 1
B a e LS L besreg | 1L focé | 168 ocd e
- — T " - — T
- - i 0681 _—
(] — =t
L - - E oS
1 OGE-2
[EE-:;; == - urf_r--*--r 598 tp
- —.- l N =S e < 441 tp
o i-— - = - — - [ -
. B o - - _ 8 916 bp
- — '

1]

(

EH1 #Hos5IHESHERETERE
Fig.1 mRNA differential display with some of primer combination
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2.2 ERHFBRWEIE 0.01) B T UM & ; T TA3-2 7EME MM IR A iy
EZRFBRTCl (EERHBEKER (B 2)XKYW, REIZFABE(P>0.05),% TA3-2 EHERMH

TCl TEN PR EMENHEPRARNBIREEF  HE3),

5. Real-time RT-PCR B iEE R E 7, HREE

BT, SR 2R S g AT AR, T, {55 B

—3, T R R R AN AEMI EIRAF AV, T

WRF R, Realtime RT-PCR fy 3z EE5 R/

fio M SAS V8.02 Sit#fs Bl 10 -~ R A

B HEMABERF M REAAPNRAERE

MFEITRE R B £ 4 KW, OAT-1, 0A7-2, B2 TCL 7E50 SLATHS Bl bk ki Sk

0G8-1.,0G8-2,0C1-3,0C4-2,0C8 3% 7 I~ Bt M:DNA Marker DL2000 Marker; T: }§5; 0. J 5

B EHIGA (P <0 00K T T00. T3 Tt 10 i oy o

3.TG8 X 2 M BREMEPRAEERBE (P< ' I

0.04
0.03

0.02

0.01

E’ 151 T>’ =
o BIR 50057 E
g s 5002 -
@ 10 testis 20.015 @
~ o 2
=
% 5L & 0.010 :
2 £ 0.005 o
& B Z
T 0 : = 0.000 £
g 0 OAT-1 T g 0 OA7T-2 T T
— — —_
5057 £ 0.05 g
— — 2
§0.4 £ 0.04 g
203 2 0.03 2
5§02 & 0.02 &
201 2 0.01 2
0.0 2 0.00 mmm O
g 0 0682 T g 0 0C1-3 T g
o) = =
=] [ o]
7 10 2 g o
5 & 5 0.04
0.5 g g
2 2 ERR
= 'O g
S 0.0 < © ) ) ==
E E T 00T e T
5
ks
5
%
g
g
2
5
<]
-

0.00 0 TA32 T

_ B3 10 AEE S5 7EN L FE & RN RIEKE
O 5048 ;T . %8, n=4;X+SE; *P<0.05, LR 5%, « « P<0.01, ZREEE

__Fig.3 The relative expression level of ten genes in ovary and testis
O.ovary;T:testis. n=4;X+SE; * P<0.05, « = P<0.01
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2.3 ZRHRHLEITSHT

Py & 5 NCBI [{ ¥R b &6 2R (3% 2),
OA7-1,0G8-2 1 TC1 7 5| 5 B BEERIK B IR M 1%
HRBE M (IMPDH) (BEBEAXEAMRL A
I H BB C2 2 (MRC2) A R (107" <E <
10) ; OA7-2,0G8-1,0C1-3, 0C4-2 F1 OC8 43 H|
ERERNBRERERE =8 REE RKFE

(dUTPase) \B& 5 i) EL A% 4 B B 0 R 7 3
WHA] 4 (elF-3 delta) 1B 5 BER K R fir 2 &
E= AR Pa v eE ) 60S BOMEASE B L7 (RPLY)
F L3(RPL3) HHEHI— B (E <10 ™) ; TG6-3
M TG8 A KRB BZ LT, e HE SOHTH
ESTs( Expressed Sequence Tags, FiEFFNHRE)

®2 RENF cDNA FERHRREES
Tab. 2 Homologue searching of the sequenced cDNA fragments

ERAFE  HRE 5Z REFF] EfH — 3 GenBank
##5 No. (bp) orthologous sequence E-value identity accession No.
BRI R B BRI S
OA7-1 561 IMP dehydrogenase 0.63 23/74 (31% ) ZP_01167067
L 4R PR W U = BRRR AL RR K AR AR
OA7-2 490 Deoxyuridine 5-triphosphate nucleotidohydrolase (dUTPase) be-54 977138 (70%)  XP_393899.1
ERHREEREHET 3 WA 4
0Gs-1 87 eukaryotic translation initiation factor 3 subunit 4 9e-58 127/234 (54%)  AAT68153.1
BAEEHEXER
0G8-2 598 hypothetical membrane associated protein 8.2 20/64 (31% ) YP_001883778.1
0OC1-3 287 s F&% 2e-17 37/58 (63% ) CAF99338
unnamed protein product
60S ZRHAEH L7
0C4-2 380 60S ribosomal protein L7 6e-40 71/119 (59% ) NP_001133952
60S BEAER L3
0oC8 389 60S ribosomal protein L3 5e-36 71/105 (67% ) ACI68315
C
TC1 441 HERSR C, Rl 2.7 20/60 (33% ) XP_001344010.2
mannose receptor, C type 2
TG6-3 378 *ﬁi %*Hfuf?ﬁﬂ .
No significant similarity
s me FHEEHLUES

No significant similarity

2.4 ERFRTCL X TG6-3 WA RFIES
Xz B TCL #4710 NMRFZIE A
BR, Mo RS S P s, T e B 5 KM A A
PREY T I B L IR A 277 LY L B 225 9 A4
AP EBEA RN B RBFES (B 4-A) R
PRI AT e — AR S M M R TR SRR SR SR
BERE, X2 F R B TG6-3 R BRI EF
B0 T AT HLRRE T LB, MR R

1098 76 54 321 0M

| ] T "’Em

s -t in
A

HERRAP 22 AR AN 28 s TEMEME IR 2 R AR Rk
T A A ) A4 2 U A 328 5 FEME ) AP IR %
PERRA R T E A (B 4-B) . TG6-3 FEMEMEA
R EFRIBE A I S < FF B R <R 55 70
PSR R B A 1 00 O T I iR <R 52, T 76 il
ZHMIAZ 1k Real-time RT-PCR B iL 45 R 871
HAE PR R B IR0 IR <K R

TGE—3

B—actin

M4 TC1(A)X TG6-3(B)M¥eRAFIFR
M:DNA Marker DL2000 Marker;0: 25 FIX J ;1 5P ;2 DR 53 Stk IR AR 54« MEVR T JBRAR 5 5 - AR IRT 0 22 56 - AR IRT PR 2257 - itk

RABAP L ;8 HEERR AR YT ;9 WEEALPY 510 BEHENLAR

Fig.4 The expression level of TC1(A) and TG6-3(B)
M:DNA Marker DL2000 Marker; lane 0; NTC; lane 1. ovary; lane 2. testis; lane 3. male’ s hepatopancreas; lane 4. female’ s
hepatopancreas ; lane 5 ; female’ s brain;lane 6 ;male’ s brain; lane 7 . female’ s eyestalk;lane 8 ;male’ s eyestalk; lane 9 ; female’ s muscle;

lanel0 :male’ s muscle
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2.5 £RFETCI WEHESA DNA K ESH

Z5 B TC1 7E M it DNA /K F#AE B
By (B 5) , HREEMZ R, TC1 A —4&
B aRERAERITI RNFEFRKERRRE
HEEH

E5 TCl fEEA DNA KESH
M:DNA Marker DL2000 Marker;1 ; it DNA ;2 . # 4% DNA
Fig.5 Genome DNA level analysis of TC1
M :DNA Marker DL2000 Marker;1; female’ s and; 2; male’ s
DNA

3 itig

ABFFAEBE T XHUF B B EE Sr DD RT-PCR
Fk,RERELRERERIFNEZRBRER, &
KIHVER T 10 KT ASUFME i AR 2 R R A
PR B, H 0C4-2,0C8 54485 K7 ¥ & 60S
BRHAE A L7 A1 L3 B EA 85 R IR FE
Z 50 B, R IR #EE 60S B E A
L7 M2 5 8B ®RESEEBH R T HE,
0G8-1 5L L& BB A MEFREE T 3 T
F 4 (elF-3 delta) B F AR & i [R5 4 , 1 elF-3
delta TN W R LA EHERTHULFHEEZ
—[%]  0A7-2 55 dUTPase 75 5 5 ( [RWEH: , I B
HRERTHESUBEATHXEREERREH
KRB, HR 6 FE2FF B, K/AAT 200 ~
600 bp ZJ&] Hf; F mRNA 3’ 3, B F A [F 4 18]
mRNA 3’ 35HJE 45 X B Fp I 2 AR K, XY
FHEAREERRZRFRAERE, R T8
Genebank 254% [F Y8 5 51 9 7T 681, B AT 76 3¢
FHORIBIGR ) 2 57 BE b4 T e e 3 Tl o SC PR
BRI A cDNA S EE % DNA  JREGX
R RREFBHTEREGHFER, D ERR L
W B AR . FREA R B EFEAEAFA K
EEMBEHARIARZ MM RBIERUEEL
RNA T BEMRE S FEYSTBRIE—PHR

WX SRR TR, L F RS WA 4 RS
YIHRHEERE,

AGEIE R A B TC1 #17 AFEAR RS
SriTel R BEH HFER £ fe R Rk, iZE DNA
K B IHEA R B KA 2 57, ThRe L
M TCl h—RERFATRENSSETEE
BREFEAAMEERE, X TEEE R AT
HrFEETHBMNERZR  RFHFTHE—$
BIEHST R .

Wit g e R L N
MEEFREE AREFECNRE, EREANE)
EETHRSM RS R5, FAELER
B 2 P RE P S R G W7 — L 7
B 7 i B DA B R R AT R R
B, RBRER W AERE T GIH 28 i I/, A
TR HEMEAR IR LR T , 5 RSP IE 3 (ER W
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Screening of differentially expressed genes of gonads from
the pond-reared black tiger shrimp ( Penaeus monodon )
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(1. Key Lab of Aquaculiure & Ecology and Quality Control of Agriculture Ministry ,South China Sea Fisheries
Research Institute ,Chinese Academy of Fishery Sciences, Guangzhou 510300, China;

2. Fisheries College, Guangdong Ocean University ,Zhanjiang 524088 ,China)

Abstract; In order to clone and analyze the differentially expressed genes of gonads of domesticated
broodstock Penaeus monodon Fabricius, total RNA was extracted from the ovary and testis, and differential
display technique was performed to screen the differentially expressed genes by using a set of 3 anchored
primers for cDNA synthesis and 8 arbitrary primers in the PCR. The differential display DNA bands were
separated by denaturing urea-polyacrylamide gel electrophoresis ( PAGE) and displayed by silver staining.
Finally 173 cDNA fragments were isolated, and 44 cDNA fragments were excised. After cloning and
sequencing 11 differences in expression of the screened cDNA fragments were confirmed by real-time RT-
PCR, and 10 cDNA fragments proved to be real difference. Results show that these 10 fragments were
expressed differently between ovary and testis, 7 fragments were expressed significantly higher level in
ovary, two fragments were expressed significantly higher level in testis, one fragment was particularly
expressed in testis. The nucleotide sequence analysis revealed that two fragments were not homologous to of
the known genes or ESTs, may be novel genes. TCl was only expressed in testis, and there was no any
difference between female and male DNA level. TG6-3 revealed a preferential expression level in testes than
ovaries ,and it was only expressed in male brain but no expression in female brain. This research provided a
foundation for further studies of the molecular mechanism of sexual differentiation and gonadal development
of Penaeus monodon.
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