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AL S 45 B R 5 B & DMRT-like:
&R EBLE

1

o

(bt i A ARl B K ™ Fh BB IR -5 M T B s T i si g =, B 201306)

F&ZE . Dmrt % M7 12 H F Doublesex #1 Mab-3 48 % e S 4 8 T & 4 4 % % EsDmrt-
like RAEWRE P KA, % THI EsSDMRT-like ZH E T AP LR L EREFTHR R R AR LY
B, AR AR B 45K % B EsDmit-like Jk 7 7|, 4 # & 41 Jf 41 pET-32a-EsDmrt-like, %% b, X f7 4F
BL21,%4 @ & %157 SDS-PAGE o Tk A, Bt 6 ZE A T EUBEARN A FLE, 2 FEA N 46
ku, | F NiAfFfdft @& & A %% X &, % &k % EsDMRT-like % 7 [£ 4707k, Western-
blotting # M & A Z M A E b4 FH R A EHE A, LA 7R 54 £ F EsDMRT-like & £ ,
I EZHAE R AN £ F 40 2| ESDMRT-like & & W £ 3K, 20 T E A H52 ku, h M 2K 5 F
B —fF, Western-blotting B JIl Kt £ & & &, Z 0K 8 R A 52 F1 34 ku B 4 44, i

BT REWEE, X
BELH.

— 4% R w75 EsDMRT-like ¥ f 8 5 7 i — R X 4= P £ R & &

KR P %% EsDMRT-like & & ; RH &K E; UAHA&; BFELI L

mESES. Q511; S917.4

Dmrt ( Doublesex and Mab-3
transcription factor) J& 5 S W Doublesex ( Dsx) Fll
A Mab-3 PRG3R A G I % sk R, Tz
AT IR B HES W RGHEsh Y Z ' . Dmrt 3%
PRI 5 8R4 & — > 2 KR 9 DNA 45 5 35, Bl DM
B X FP &5 M B & FO7E R W ( Drosophila
melanogaster ) H) Dsx Fl & 01 ( Caenorhabditis
elegans) [f] Mab-3 W& 37 B ATAE LLEE 4R 45
558 5 1) DNA ¥ 51 45 4, il ok 98 4% 7T il 3 A
932355 5Pk 9l e M 446 . Dsx fil Mab-3
7 L R 2R S VE ) e PR T OCHEE . A
SR rh, Dsx B4R 1 90 B R TR Rk 4 4 o
WEAMAR . ML R Mab3 FRAES G
HUMEPE AT, Dsx™ eI A 1 SR Pt R BT 2
IR B . Dmre 3 R 15 19 55— A T 5% B
Dmrtl TR HESH P PE I PesE Ao e b Wk 3] 1 8
SAEHY " NZE R Dmrel 5 AL Sry ( sex-

related

%5 B #5:2012-03-21 &8 B 85 :2012-05-24

MR EAS A

determining region on the Y chromosome ) %t [A #f
L, Bk & S R R B TE
HEPE/N B, Dmrel JE PR 2 05 2 3 80sE HL)
U 58 4 B B AR S A AR T

TEK 7 S P 58 b, HAR WF 58 & A 7 i
(Oryzias latipes) HHEF] T —A7E XY A 5§ b7
RIKMEAH DM BB, v 4 DMY, #E—b
WFE R W DMY 3% X 1) 58 78 25 T B0 B 1) P 07
&K, UEH] DMY 29 S 88 5 R 3L,
T WP PR AL

B2, B4 N 1T Dmre 3R 52 1 A6 47 58 vh
MBI 90 4 T8 3R D o AS B G /N L TE v A Gk B
( Eriocheir sinenses) ¥5 $ 1/ B MK E T — P48
B RIKW) Dmrt 2N, fy %4 79 EsDmrt-like . JF A7 2%
B 45 H TR %R R e SR AR T2 BT LI BT A 4N
Jf1 ( Sterli cell) A1 & 75 1 407 9 A 4 A= 50 240 it v
i X AR X AEHESI W R Dmrel KA

FENIE « [E Z P ARG H (2012BAD26B04) 5 6 X 20 3 4 L s BHIT L 4 00 H (20093104110003 ) 5 b i 17 B 22 46 il 1 2 B
WA H (111C1404600) ; [ 5 [ 4R B2 2 6 100 H (31272655)
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O 37 %

WAHEN EsDmrt-like 7] G FHFHE S0 ¥ 1) Dmrel )
BEARRL, 42 il M VEPE R A % B DA OB . AR
FEAUTE TR 1K ilE— 25 B0 E 1% S R 7R B rh ke 57

Fk R e, W K W FF OB R AR K Trx-

EsDMRT # 2 & [, il %5 % it EsDMRT-like i
A R HTZHUR X K 88 EsDMRT-like 25 [ #17
Y2 M58 | R AIE 5T A IR T A ) Ak 43 F L
RUESHGHR

1 MRSk

1.1 SKIgsr#

H A G Y K PR T . A R
iR SNTE TN 7 N SN = k1
HAE R AWESG, IWEBNHRE AT
-80 T ff. pET-32a £k H k. KW I M
( Escherichia coli) &% 3 25 41 i DH5« Fil BL21
(DE3) ¥ th A& 52 10 % ff ff. Trizol 1§ H

Invitrogen, First strand ¢cDNA synthesis kit, Ex-

Tag DNA & 4 [} fl T, DNA % £ [} W H
TaKaRa, BamH [ f1 EcoR 1 Wy H Promega,
PCR =¥ 4fi {1 ) & W B OMEGA, TPTG , /]\
A= 1 I B s B A R IR AR, AR
T & [ Maker , i 4t & 4 Maker .SDS-PAGE £ 2,
0 b RARAE AL A) o R o A A W AR il
GONTTRE S 7 = AT T S /A F{C RO B S U G A
Bradford # 1 & &t I ] & . DAB & 451 1y B X
W fEAY TREARAR,

1.2 KWHE

oA Rk Bk 0 M fit il Trizol
Reagent ( Invitrogen ) 2 B 1 #& 4 #% & K5 8 2
RNA,H] 1. 2% B i W% BE e AN 23 06 Ot B2 3 46 D
RNA 881 . FFHE I RNA #i B cDNA 25 — 5%
i S s Ul B A5 ( TaKaRa) iz 5% 4R R rp AR G0 2
& A5 H cDNA {E} EsDmrt-like R P 38 1A o
ML S50 =8 & e P& B 1) EsDmrt-like K& [N 4 K 7
%1 ( GenBank ;: HMO051384 ) £l Ji #% 3% ik # /& pET-
32a 1 5e R i, A ] Primer 5 811 523 4 5 5
Yy (1), 11 T EsDmrt-like JF 75 B8 B2 HE 19 47 31 .
Horpr X 0 51 919 5" %5 73 5 51 A T BamH 1
EcoR I AU i3 ( PRI R ), TliFs 19y
LKk R HEAR . PCR 3 4541 94 C
A PE 5 min;94 € 30 s.55 € 305,72 C 1.5
min, 3 30 NMFIR; e J5 72 CHEM 7 min, [ 45
WG, 1. 2% Byl e B L Uk R PCR 774, I
45 . PCR =Y 283+ 4lifk Bt (OMEGA ) 5
pET-32a =5 ffi L, 47 BamH T F1 EcoR T X fif 1))
(37 °C,2 h) @Y= paife)s , i T,DNA % #
fit} (TaKaRa) i #3318 . % 7 W) % A K+ &
DHS o J& , $k ik B M 5 B, 9 R 3% 5 W4 BB o ki
(RARBoRi 425 &) , #8647 BamH 1 #l EcoR |
D) (37 C,2 h) %5 . 3£ 0L U) % € 1
PR R I% i 5 22 2 /)00 36k, DU 45
i F} Bioedit #X{f 5 GenBank I f) EsDmrt-like %
K B HE AT LR 3 i

*R 1 EsDmrt-like R REEFRS W

Tab.1 Primer sequences of EsDmrt-like prokaryotic expression

5194 Pk FEF1(5'-3")
primers sequences(5'-3")
FES DmrtF 5'CGGGATCCATGAGCGGGTCGAACGTGGA3'
&L DmriR 5 CGCGAATTC TGTATCTCTGCATCTAT 3’

Notes: BamH ] and EcoR | restriction sites are marked by underline,and the stop codon is in box.

TR EH LTS EE O KBIF
1E 1 T 41 ki pET-32a-EsDmrt-like % 1k K
FFE BL21(DE3) o $k Bk FH 1M B 7% 3 Fp IR IR %
FRFEH 37 C€,200 r/min R LR K H %
1: 100 4 F I 7E & Amp ™ (U 2 60 pg/mL)
PR TR R 4 K59 2 ODy, /7 0.4 ~0.6
ZIal, fimA 1.0 mmol/L IPTG 5 33k , [F I %
2 RLE S FRIBME AT EL], 4 h 54 T 5000
r/min B0 5 min TR, A 1 x PBS EEH

G TE VKIS Z5 40T 18 75 Al e (7 e Bsf ) 4 s,
] B 6] 4 s, AR 3P IR B 24 °C, Bl [E] 90 Yk ), 4
C 12 000 r/min B> 10 min, 43 JI B4 & 19 BT
18 mol/L JR & I fift UL i€ — L #E47 SDS-PAGE
(5% WA ML, 12% 40 S5 ) UK. &% B M58 i
R250 YL 8,2 ~4 h, i 7% It € UL 58 53 #r 45

% IPTG 4k B 43 54 0.1.0.2.0.5 F1 1.0
mmol/L 4 MR 7E30 f137 CF, 0 5FES2 ~
6 h DUAf & fe A 9175 = IR 2 I [R] F TPTG ¥k B .
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B P BRI O AR bR U7 ¥ 384T SDS-PAGE H Ik
ST, S g, WA R . B e e A A
5 UL L I () R IPTG VB2 S AR A A H A .

Western-blotting 4| & 4% & wEHEN
2% SDS-PAGE HiJK i, fifi FH 2 1 5% 5 A3 5 41 4R
HFE R BNHRR L 4E NC X | i E RS 10% /M-
MY 10 mL TTBS ¥ h £ 1 h, MiA 1:1 000
Wi B4 His bR BT —bi 4 CPRGE % i
JH TTBS 28 Ml Uk % 3 W M A 1:3 000 i B
HRP Fric 49 1 FH A s e sk B 1eG o — 90, 78
PR bR 740 ) 2 h, P TTBS 42 il ik
W3 W, LBRIER M4 A )5, ] DAB B &)
(DAB15 mg B i 5 mL . 30% W4 /K 15 wL) &b
LR A (10 ~ 20 min) /K Y645 1R K2, WSS 53 B
EAE

A EAWLEI, B L ERR G & BN
mE RERBEGES, A Quantity One
(Bio-Rad) # 443 i SDS-PAGE Hi Jk %4 Hh H 1)
HHEMAEE . Il ] Bradford & 7k & ( L
HIBE IR ) X 820 45 R AT B o0 Ao M T N AR
M H R E, R 3 HAE RN KA
B B AL G B AR IRAE R FLAG S, 1T
AT S LT HS . PR T d, Z 5 5
PR g — IR 4 IR 05, b FE o+ o A I 43
B SR PR R A aifb i o Kraifb i E A
HEE YT ELISA ik | (L9 100 ng H 4
HH) ,#47 ELISA [ o JH AR X3 I 495 nm
T B, o3 B BT AR R o B X BRAL A
S T 14 L 1L TS o

Western-blotting # i 4 # 4% 5% M R4
A AR U () 23 0l b ORGSR O L O
JH IR LPA e ol 2 795 0 8 A 2 B (50 mg 2
ZUP A 1 mL HEUE J i ok B e S K e
4 C 12 000 r/min &> 10 min, B i) o #REUH
AR F B IR I EE 4 48 1 4 Bradford 25 H € il
70 & I E S L AR Wl K K 10 min, fd
EHAZAME, BH2 pe WEAEASEHAEAE
12% SDS-PAGE Hi ik 5 48 10 #% R 4 % & NC
X | . Western-blotting 43 #r J5 % [6] _E, 43 5 i FH
1: 1 000 7 ¥ ) EsDMRT-like 2 5 [ Hit (K 2 —
Pt ,1:3 000 Fi B ) HRP A5ic i 1L -5t R 1eG
— i, DAB (0, B8 HUR W) AL 2E K OE ML S 4G
oY %5 EsDMRT-like 25 [ — RAK A7 AE, {#

A 9 mol/L J§ % ,2% Triton, 1% DTT FiI 1
mmol/L PMSF 25 [ 24 fift Vi fil1 £ 125 P b BHORS 52
BVE B, &0 A R R4 KOs S AR 4 B R
Western-blotting 4524 47 % I 43 #7 o

2 45

2.1 EsDmrt-like FFH{FEAE M) 8 MRz FR &
HAERHE

DI AL G RS 5 cDNA S #ifl , PCR 471§
28 B IR WHBE JEE VK L 7 BE I AR &R G2 T W% )
— 2k #) 2} 700 bp [ 54, 5 B BER/NEEAR —
FH(E 1-a), 5 ) 50 B 2 7 1% % 58 21k pET-32a
JE AR A Bk, K% A FORLH BamH T A
EcoR 1 XL EFY)J5 , WUk K I 2 7 i 55 41 5 RE £
700 bp AbA A R B (B 1-b) o 3% BH A Bk 2%
W Jo 25 R W1, 5 B 13 2 1 % 91 5 100 5 91 58
A4, R WY T A TR AL T, IR o R 2 TR
fir 44 4 pET-32a-EsDmrt-like, A H T J7 fE E4H
H WK, £ EsDmrt-like 2 11 %55 FRi A T
&6 NMHAEMRMIRZE H )P4 6 x His-tag,

2.2 EHEEMREMEHFHMRL

B 4 Jfi ki pET32a-EsDmrt-like %% 1k BL21
(DE3) KAk # . 7€ IPTG 5532355 , I 4E 75
W) 1) TR 8 138 AL 3 , #£ 47 SDS-PAGE H
WKarHr. 5ARZ IPTG 5 511 pET-32a-EsDmrt-like
HH OB LA AR L, 175 55 1Y B R 2 3 0T Uk B
LT — WL o A5 (B 2) , HRV/N 5 Tl
45 o AR — B, 2 46 ku, T b3 vk b 6 A
LR 2l , Ul W] 38 3K 1 HE 4 8 ) Trx-ExXDMRT
BRI AF e A T & BORL g LA N
£ IPTG 53 )5 , WK s UKGE H s 30 1 0]
Pk 2578 (181 2) , 15 pET-32a ik sk EAYRE&
B H R/INVHGE , 29 20. 4 ku,

UL Ak, IR EE (30,37 C) ,IPTG #k & (0. 1,
0.2.0.5.1.0 mmol/L) B} [A] 3 /4> B {4k T &
HEHMWHESFM . 45 R B8R IPTG ¥
XHRBEH TR F LW, R2fEiFE T 2 h i
REEEMK, FAF4hFEHAEANREEAT
o 25 RN KM AT R AR K ot i R DA R vk
B IPTG A g % K i FF & B 1F & A= K 1 180
e B T 37 €,0.1 mmol/L IPTG filiES 4 h
1} Trx-EsDMRT i 2] 25 [ fe fE R 3k 551
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(b)

B 1 EsDmrt-like £ [F PCR F=¥)F0 & ¢H i i pET32a-EsDmrt-like XX &g 1] B2 ik &
(a) EsDmrt-like 3:[H] PCR 774 ; M. 100bp DNA Maker; 1 ~2. EsDmrt-like 5:[H PCR 7=¥y; (b) T4l i k. pET32a-EsDmrt-like i}
Y] % 5% ; M. 100 bp DNA Maker; 1. pET32a-EsDmrt-like 8 4 Jfi k7 ; 2. pET32a-EsDmrt-like 5 21 Joi b XLV

Fig.1 Electrophoregram of EsDmrt-like gene PCR product and

recombinant plasmid pET32a-EsDmrt-like by double-digestion

(a) EsDmrt-like gene PCR product; M. 100 bp DNA Maker; 1 -2. EsDmrt-like gene PCR product; (b) recombinant plasmid pET32a-

EsDmrt-like by double-digestion; M. 100 bp DNA Maker; 1. recombinant plasmid of pET32a-EsDmrt-like; 2. recombinant plasmid of

pET32a-EsDmrt-like by double-digestion.

ku
94.0 |
66.2
45.0
33.0
26.0

20.0
14.0

2 SDS-PAGE #ll Trx-EsDMRT E4HEH
M. EH FaArE; | ~2. pET32a-EsDmrt-like 5 5 24 it )5
ULVER B3 ; 3 ~4. pET32a-EsDmirt-like R 75 5 2 fif 5 1 5 Al
UUUE; 5 ~6. pET32a 55 ORI 5 T 24 5 bW MULIE; 7 ~ 8.
pET32a 7 TR AR5 5 24 )5 L E MUTIE; & kArxm Bl
HH.
Fig.2 SDS-PAGE analysis of recombinant
protein Trx-EsDMRT

M. protein marker; 1 - 2. precipitation and supernatant of
induced pET32a-EsDmrt-like; 3 - 4. supernatant and
precipitation of uninduced pET32a-EsDmrt-like; 5 - 6.
supernatant and precipitation of induced pET32a; 7 - 8.
supernatant and precipitation of uninduced pET32a; Arrow

indicates target protein.

2.3 EHAERHHNEEUREESN

fdi ] anti-His 528 49 B 50 /E ) —Pioxh T 4H &
H 4T Western-blotting %52 , 7F B W) 25 5 K /M b
R 2 7 Rp S 2k o T AE &S ORI 505 A R
H R A I 2 S B R A EAHE A M W
HHE (K 3-a),

Quantity One Fl Bradford 5 H & & 7 1 &

W, RN EHAECD HRBEAK LR 70% 2247, 4
L H I E E WS 0.2 mg/mL, R #fE Bradford
P E R R HESE 100 mL K30k & o B R
HRIXEA N 5.2 mg,

46 ku —pm
46 ku—s- S

(a) (b)

Bl 3 His % HiF 71 EsDMRT-like i 4 1)
2 A % A Y Western-blotting 4 #
(a) HisHrih sz A 1 mAE A 20 2 RAE S
(b) EsDMRT-like Hii (A iz ill o 2 2 11
Fig.3 Western-blotting analysis of recombinant
protein with His-tag antibody and
EsDMRT-like antiserum
(a) Western-blotting analysis of recombinant protein with His-
tag antibody; 1. pET32a-EsDmrt induced; 2. pET32a induced;
(b) Western-blotting analysis of recombinant protein with

EsDMRT-like antiserum.

2.4 EsDMRT-like Hi{E# M 5w E L E
aiftEAE AR BER R, fl&T

EsDMRT-like 3% [ i {4 . EsDMRT-like #1441 %t

Trx-EsDMRT & 4 & H 19 & # ik 3] 800 000,

http : // www. scxuebao. cn



13 IS v e, & - v AR SRS RS B 57 R R B 1 DMIRT-like : T (At 8 J2 0 05 2 67

Western-blotting %5 2 @ /&, 1 : 5 000 % B 9
EsDMRT-like $it 1A fE 1% F5 5 1k #h 1 5] 5 41 & 15
(El3-b),

T U 3iF EsDMRT-like & [ & 75 76 45 41 p
5263k, i il EsDMRT-like Hi {4 K50 T o 46 45
B R R AR L S AR5 R SE WS O E AR
FILPA ) of 2 R, 5 2R B 7R % 2R 1 FE R B R
Fi 5 ik (B 4-a) , 5 Z A7 RNA ZK K 1 25
Rz,

{H A 1Y j& , EEDMRT-like $t {& 76 45 & ki
) ) A R S A R 52 K, T AS S B4 26 ku,
F UL 4 ) EsDMRT-like 5 [ 76 44 4 1] fE DL — 3R
W RAFE . 0 T IE W — R IR A1 1 B SE bk,
FHPR R FN DTT 2558340 J 50 22 P 4b JORS B8 85 1,
Western-blotting 43 7 25 5 @ 7R T W 5% 45 5 2% i
52 134 ku, J5# 5 EsDMRT-like & 4 Ji{k 4> T
(26 ku) 53T, UL WA AS PEALFS 52 ku A AR 4
5k LAY U EsDMRT-like 2 11 (8] 4-b) .

T O He Hp Mu Th Gi
R
1

52 Ku-s e 52 ku-s s

34 ku-»;}

(@) (b)

4 EsDMRT-like EHARARAPHRER —RIELEE
(a) EsDMRT-like 3 F AR AU iy K ik T. H 55 O. oi
s He o5 Hp. IFBRME; Mu. JJLPT; Th. g b 227475 Gi. 85
(b) BEsDMRT-like % [1 Bk %%,

Fig.4 EsDMRT-like protein tissue distribution and
dimerization indentification

(a) EsDMRT-like protein tissue distribution; T. testis; O.

ovary; He. heart; Hp. hepatopancreas; Mu. muscle; Th. thoracic

ganglion; Gi. gill; (b) Identification of the EsDMRT-like

dimerization.

3 dhie

KWEFEY G T EsDmrt-like J R FF 735 ) 152
ME, 5e P % pET-32a FRKIKHAK 76 KA i b b &
F3E T Trx-EsDMRT 4 EA (K 2) . I T AL
FREHEN, N IPTG #k B LM 75 5 i) i)
3N REARAL T ek A, 45 R R IR A
IPTG ¥R X H Rk B ¥ T W ), HIEfE A S
JF2h EHAEARSERN, BG4 EBEHEN

PR EA RGN, 2 R R A AR Y R iR
JE VA K i e BE () TPTG AT RE X K i #F 181 A= K 3 B
AR, Bt A T 37 €,0. 1 mmol/L
IPTG fliE S 4 h y Trx-EsDMRT & 41 % 9 19 &
fE 3K 3k 4 1F. SDS-PAGE Hi ik 45 & W 7, Trx-
EsDMRT & 41 % [ F ZAF 76 T W AR E A Ui sE
UEZ R A DR IR B P 7E, RERBZE
HEE L EE il V0 e K Al &
EsDMRT-like 2 FefEHi{k, ELISA il 45 4 iR
ZPLAREL M 15 3K 800 000, Western-blotting 43 #t
45 R WK, EsSDMRT-like Hit {4 1B B8 47 5 P $tb 5 531]
HAHEE (K 3-b) , REHF 57 1 Hb P v A g% B
K 51 EsSDMRT-like 25 [ (&l 4-a) , 3 16 W] il 7%
i) EsDMRT-like TR &M & , 4 ¢ PR 4 o

% N ( Homo sapiens )" . K B ( Rattus
norvegicus) """ WL % ( Oncorhynchus mykiss) "
BB B AR 5 ( Oreochromis aurea) ") Fi 35 >
t, A BE5E R B DMRTL 76K 81 b 45 57 R 3k
ABIEFE A A5 9 PR A U A2 Bt T EsDMRT-
like £ [ 78 1 A G828 B A [) i MR 20 21 b i 3R K 1
DL, 45 2R B R % 8 B AUTE NG S5 b R e 3R 0k (8] 4-
a), X5 ZHi DMRTI 1 28 Fl 2L 3 9 b BT 1
2 A B 5E 45 R AHTE] , 5 78 EsDMRT-like 76 H1 42 4§
FEERT BL00 K/ oA ol B R .

EREREH-NOPIST R ére - ek Rl EIN DR
S gkl o> 1R 52 ku J2 T SRR (26 ku) 1)
A, #EW EsDMRT-like 25 1 764G S b Al g LA —
RAKNTE XA AE . Western-blotting 45 Il 45 1 5 )
K S S8 1, EsSDMRT-like Hi & fig i1 51 52 F1 34
ku W45 54 IEB T R A4 (Bl 4-b) o X
FIE RS AR A JE X5 2R i DSX £ 1t MAB-3 #
# i ) DMRTL JE BSR fR AR 0 fe SRi
H, DSX f7E— > DM I8, ‘& RE &5 & 45 5 1Y OF 2
% 1 3 [H )7 % (yolk protein fat body enhancer,
FBE) ,Ji#% FBE Jk[H 13 ik . Jf H 78 #fE P R 0
t,DSX % 398 i Y & Ak LR N KA AR
J5 2 BE K B b R Py DSX BRI R, S5 B
BT IAE RS (M S e R Y AR
Hup ,MAB-3 f77E eh Y DM B, B REZS & A
XFFR I OL JUE L2 AR R IR I fE . i —2
WFsE R U], 4 L MAB-3 5 DSX 25 & AL 1)
{37 5, U0 (LN g SR I e
3% DMRTI1 ¥ #F5¢ th & B, % DM B ae 5
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¥R

37 %

DSX —HEI R AR DL R WS R W I e R
HTEAR N DA Z Rk 2 AR BB X #015 25 T H AR
SEf Ak F 19 DNA Z5 & B0, Bl DM 8
EsDMRT-like 1, /£ 7E — |~ DM 38, i% DM I Fil 5
U5 DSX (1) DM B A %5 i i R JEPE |, & o BEARCSR i
1) DSX — £ JE L — R4, #fE I EsDMRT-like i i
ARARL A AL T 81 428 v 48 % 2 RS S0 R B A4k .
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The testis-specific protein DMRT-like of the Chinese mitten crab.
antibody preparation and immunological identification

QIU Gaofeng* , CHEN Jie
(Key Laboratory of Aquatic Genetic Resources and Utilization Certificated by Ministry of Agriculture ,

Shanghai Ocean University ,Shanghai 201306, China)

Abstract. Dmrt is a family of genes related to the sexual regulators Doublesex and Mab-3. Our previous
studies showed that EsDmrt-like transcripts were detectable only in testis of Chinese mitten crab, Eriocheir
sinensis. In order to verify whether EsDMRT-like protein is also specifically expressed in testis, the
prokaryotic expression plasmid pET-32a-EsDmrt-like was constructed according to the sequence of EsDmrt-
like. The recombinant plasmid was transferred into host bactria Escherichia coli BL21 ( DE3 ), and the
recombinant protein Trx-EsDMRT was expressed under the induction of IPTG. SDS-PAGE analysis showed
that the fusion protein was highly expressed as inclusion body with the molecular weight of 46 ku. The
recombinant protein was purified by affinity for preparing EsSDMRT-like antibody. The resultant antibody can
specifically recognize the recombinant protein and endogenous EsSDMRT-like protein in the testis as revealed
by Western-blotting analysis. ESEDMRT-like was specifically expressed in the testis, with molecular weight of
52 ku, which is twice as those of the monomer. After denatured treatment by urea and DTT, the protein
displayed two forms of polypeptides;52 and 34 ku. Both of them can be recognized by antiserum raised
against ESEDMRT-like protein,indicating that the form of 34 ku was generated from 52 ku polypeptide and
the EsDMRT-like protein exists as a dimer in testis. This result suggested that EsDmrt-like may regulate the
male sex development/differentiation by dimerization in the crab.

Key words: Eriocheir sinensis; EsDMRT-like; prokaryotic expression; polyclonal antibody;
testis differentiation
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