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ARG EEREERNTE

REEXREFE

LT E KRR R

(P Lk AaHEFR
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M15 HRIRIE

LR A 510278)

it T 4 { white spot syndrome virs, W S8V UT BE RS R A T B i rgjfﬁ:[t)}wn reading frame,

ORFYEYFE #1{ WSSV A JE 1K) 555 pOE30 SR A & e f 4, 1T 1 S8 fy PRV A 0 b 0. 28 kb B0 A 2T
KB, 01095 B 3 pGEM - T Basy 8 L 3 E E A SR pGT - A, BN P sl fy 0 b Wiy R B 3R30E
TR B T AR 0L PR 4T A B pQi30 R 3R B £ S FUERG oh IV T i BRI B pE30 - A SRS A

TR AE A NAFR B MIS 0, 22 PTG i 5 . SDS — PAGE T Western blol T2 HY
ORY B 1 T al ke LR,

EOH. SREAM LR WSSV AT

AR A 11 KD S e G

EEE . KA RS MM S ERE ;B S E R Western blot

hESES w454 FEFRIRED ;A

AFEF £ BT L5 75 00 (white spot syndrome ) #1890 B
W BT Y IR TR RS lﬁif‘é??%c?ﬁ#
K, T AT AE L ESE P TSR
HART-S ) EEA P BCEE SR T while spot syndrome
virus, WSSV )R (K20 SO PR AV IS K WSSV RN &
FUM 55 B 78 19 6T WSSV B (M85 H) R0 S B I T 7 &
FIEM, thT WSSV M H T IMIE(ORF) 52 &
FHIEREFERL, K% ORF AR RE L HT M FE A,
AR AE S, DL RiEAY WSSV KRR D,

BT Ak WISV RN M ERM T MEE FIH A
SEEREEANHEE T Y B WSSV A AR, B WSSV
B 1T 8.5 kb 2 4 A DNA JY BEatA 7 M 40 b, P
TREI £ 11 GE i IR A E R AR HE (ORT) .
HEFFEIL M ORY B (5 0 Al Lk B RN IR H A
d1 1 S IHE A& HIEY ORF (i% ORF % Van Hulten®! /£
WSSV 5715 A B ORF110 2[/]—-T ORF) 5

W B HA 2002 - 02 - 15,

HYBAB. B ANT ASANAERINEMME
(2008 AAG21030) ;| FELK M R BEE ST B (99 - 01— 02).
BT IR ), B IRE LEAERELEWENE.
Tel 0020 - 84195176 F ~ nusil: jimgsg @ 21en. com

WL B

IEHS 1005 - §737(2003)01 - 010 - 04

pQE30 AR AR, W EA TR, PR KB
B M5 A9 6x This lag AR ABITRE RIS B AR
—Hf5F WSV MEFEThEET F R4,

1 #PS5HE
1.1 #8

FIs BAMN M Fa X Was g, &
pBluescripl 11 KS & £ 8.5 kb A 5T 46 WSSV &
TINA B EZ s pOEM-T Easy #818 A Progam 24 1) R ik
FUEE pQE - 30 M) 8 OTAGEN 201 . KM 161
AT E R KBS WIS 0 8 QIAGEN 247,
PR W T BemH | . Hind Il . SphT T LA
T4DNA #E 8N g Boehriger Manmheim 2% 8] s Western
blot KMl Sl 9 QLAGEN 45 ).,

1.2 HHK) DNA HERI PCR 514

R A BRI T A pOF - 30 REA £
B b, T L ARG, P - 57 — — CCATCCAT
COATGTTITATTATTTC, & BumH I ), P -
3 —AAGCTTAGGAACAAAGAAACATTAAAAAT (5§
Hind W b &) 5147m B# Samgon 23R f
1.3 EEASIER PCR

BEd b 47 1 pl E1S BB ILA 99 L B ZEK R,
HL A 100 L AR E B L oL B S oL #5235 PCR 4R, 1%
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TTHED O P AR SRR E R R A rRE LT B VIS h RS 1

TR R R o A B KR butfer (10 x }5 pL
MgCly 3 oL, dNTP S pL . primer 45 5 pl, BEHL DNA 1 pl.
(T 5 L), DA K 25 pL(T 21 pl.), Tag DNA &2 FE B
(Su/pl} 1 pl, SERFA 50 pL, A 514 :94 C4 min;
94 305,50 T30 s, 72 €1 min(35 MLF) ;72 1
i,
1.4 EHRH pQE30 - A FIHE

&4 R[S 1 AriZ, W DEAE - £ 4 £

KU PCR 749, ¥ 2 L B 3 pGEM - T Rasy, 374
WHNR pOT - A PAEHAETCL BRESMM. T
1 P WCE B pGT - AL ETFEB YIS E ., #E pGT
— AT B AR HH DEAR - HHER
Bk T, U R A O A9 T BE A pQE3D i, 15
WA R pQE30 ~ A SR IG ML TG IS N, 82
T 2R Bk BE AT M AR 5 TR A R B AT
Wi (F 4 L% Samgon 2 Al 1), FH KM
pOE30 - A MM SEEE WA 1 .

5
Neke | RamH RamH 1
BamH 1 . 5
R . PpQE3-A
PGEM-T T Ligatjon pOT-A + Hind 111 .
{3.0kb) (3.28kb) Tigewon Ligation | (3.68kb)
It
3
Nea l Hind 1L
Bamtl 1 i | Hind 1T
BamH | "
; BamH 1
5 s Al POE3D + Hind T
(3.4kb) Digestion (3.4%h)
(0.28%bp)

Hind T

Hind Ti1

E1 EARK pQE - A K
Fig. 1 Construction of the recombinant plasmids pQE3) - A

1.5 EARK pQEY - A AT R RIEFT AR

F pOE30 - A #42 MIS 28 M., BikER
SNS- PAGE & 11 8E K 103k, 4 1% 2 OO
QLAGEN 24 nl 426 40 30 124 A & {F U R 5 B A %
12 BT Westem blol 4

2 BB

2.1 PCRif#

SPRE A RN FES RS RS, HITH R
S8R Nk LS BT POR, P S A ZERHA
AO28kh H -HEVFRHE(H2).

2.2 EARRNEE

TH I pCT - A5 EcoR 1 FVIIE R 2 &
W RIVEBRIR AN S pGEM — T Fusy 34k K/h—F,
NEETH RN A BRI - SG EAE R
pGT - A %8 BamHI+ HindII DR YIS RIFF & 747 2
il , KA B RN pGFEM = T Fasy Bk —
AR EK NANL A RFE Y4 (E
3.

E A FRF pQF30 - A #5 BamHl+ Hind [ W

MEBAE 250, KBRS pQE 0 EHihX
A B ANTBRKANS A SFEY e -8
([ 4) 4 B pQE30 — A 23000 5 e S0 HE A
B ETiR.
2.3 EEFEN pQEX - A FAMGHFE M1S hEjA
xRz

AR pQE30 - A E L KIHH T MI5 B &
M 4 2R PTG 5, BTk SDS - PAGE B8R
AL ANE B M-S KR E ORI, &
BEHKAF 11 kDa, Westem blot A FE EHEHE S
AFHoxHs WG ER(E 5. ABE S ATRE
B, £ ENTEA,MERARNANEL, BHER
HIRiErF=PE0 .
3 itig

6xHistug RIEFHER THESRREINES
Ab AT R AT, R AT S B AV T
BUTFIR, M RR [ 7 — RS TR M WSSV
W E, LERIEW, WSV I A AR

A RFBEA, & AR A# B RAMKIE

REWATT ;R
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v | 3 ] 1 : 1) 3
I‘I! | I | I
1 %=
5 | &

B2 AR PR ¥ B H
Fig.2  PCH amplification of

A gene from plasmid 115

v ADNAS Hindll] +

Eeol | Marker ||

oLl DNA emplate

2.5 pl DNA 1emplate

M. ADNA/ Hind[l +
EcoR 1 Marker[l
1.pGT-A/ EcoR |

3 B BRL pGT— A HIEEDTEE
Fig.3 Restriction analysis of
recombinant plasmids pGT ~ A

B4 HH R pQE30 - A BIBRITES R
Fig.4 Restriction analysis of
recombinantplasmids pQE30 - A

M.A\DRA/ Hindlll +

EeoRl | Marker |l

1. pQE30 ~ A/ BamH | + Hindilf

2.p6T- A/ BamH 1 + Hindll 2. pQE3) EcoR |

Ml | . ¥} 4 3 B

-

B s AZEEFZIESHR SDS - PAGE $ Western hlot
Fig. 5 SDS - PAGE and Western blot analysis of expressios products of A gene in E. coli strain M15
M. Protein marker; 1. loninduced eontrol;2 - 5. Tine courses of expression in Th, 2h, 3hand 4 b;
6. Noninduced M153:7. Induced MIS,

Torb R, T B AL pQE30 BT EE fh M15 1Y
iRy BRI R TCL ARAR 2, HIE
HAaEfE ARG ERA RS, JANCL B A~
Fp AR pQB30 BRI TC1 HIRZS MM
B R ORRE i AR RE R R BETE Amp BLBEAR R
Bo, HubAEE, MISHIlH A SR EAA T —T &0
Kan # 1k 3 K {9 FE 47 pREP4, TER B AR RN
{eRd AL E H pQE3O FERL A MLS B2 75 4B LA In)
w2 M15 A 5 FH pREPA BRI &0, NI

£ Amp 1 Kan ZLHAR £ A K09 R BR B T 8 A R4
EIKEOH, W B SRE RN EURENENR, A
It M15 Sk cH el TGT S —1 BN,
FHITEL R, R f R EEHERE R
HHEH pQE30 FAR TG H KT HMEAMNR
L, MAGE — B R Mis, BN MRS F R, TG
MEAEURAAERNTHREER LERA
MI15 8 HIEE TR WSV T — 1T R &
R AZBEENEAREREATCLZE, B4H
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LiE# L A B L R AL PR Y s [ B HLTE AR 1 MIS ARG 13

WA KR e S BRI T e, A
HOHHARRRH - BEAY, WA EENER,
fHTF LR T O 9 R AL T 1, HE I o B A 1
L 8 TR PR R i B PR BT R B B B B9 8 1 X TG 40
R A U L A BEL W £ B o M A T 5 88 T 4 o o
HH MI5 FMh, 2 AFHS Y IPTC )5, Bl AT
P24 H R TR R & P TV, IR A R 1 B
WERX R M15 90 55 R B R S 1A
REEEA. SEION P 0L W, R4
ik A BN EEEE T A BT AR
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Cloning of a gene from WSSV and expression in Escherichia coli M15

JIANG Shi-gui, HE Jian-guo, ZHANG Xin-qtang
DENG Min, YU Jian-xiu
( Life Science School, Zhongshan University, Guangzhou 510275, China)

Abstract: An ORT for coding protein was found in sequence analysis of WSSV DNA (named WSSV A gene). Iis DNA
sequence is the same o the ORF110 which was reported by Van Hulten et al (2001}, and its function is unknown. A pair of

primers was designed according to the known sequences of the ORF and the MCS of the pQE30 vector. The fragments of 0,28

kb ( A gene) were amplified by polymerase chain reaction (PCR). The PCR products were cloned into the pGEM-T Easy

vector Lo pet the recombinanl plasmid pGT - A and then the recombinant expression plasmid pQE30-A was obtained after

pGT-A was digested and the target gene was cloned into the expression vector pQE30. The recombinant expression plasmids

were transferred, respectively, into the K. celi sirain M15_ After the recombinant strain was induced by IFTG, the target

expression products of A gene showed a fusion protein band by SDS-PAGE, carresponded 1o molecular mass positions of 11

kD. A further confirmation was obtained by Western blol. The resull indicates the ORF is an expressible gene.

Key words: gene cloning and expression; W38V ; fusion protein; Westem blot
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