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#Hr=! FHE' Anderson Wong® FE#H! N ADS w2
(PUASEMSREAFESTRE N 510275)
(FAXEHVERY

B E URSEAFBATCHER pSXIVVI' X3 Y REEE, HEEBSRELERKE]
B DNA ABI BB R L AHFE (ToNPY) EEEY, ARTERSAKNYEER
% TnNPV-SX” fGHI2le, ZRHEMNASRALZAKRXIVERSS T, FEAFRERLE
MER AR (Spodoptera frugiperda, St) BERARRBUAR BN B HREETHEKHEE
1EE, BREAHRENRSHES SDS RNSBEEREREN, FEENEQsF
/5 22.5kDa, SERHAEHT. Western IAIEE, EHEARMTEREATIERA,

x@iE SALRER, FRFEE JE U

BB E R E. BRARK Ay ZEMERETES TRABFHLIM
BEXMARES, 1991 £KEF 300 A EEREST R ZLEBREREY, Kb E5H
FRBEXEEAGN BREERETHRWADY B LR ANEZED SHHEH,
MAkRESEEKHRBER AR LE,

ERURE-THR TEFZEMNRELRNE, FEETRARREEAENE
K5, FREFEFEEE, SR THESHFHRABETXNHIRE, ERMRAZEARAE
BFrosREO RSN — KRR, #MEUREEMNRERET —MEEHR
B Hdh, HTEMERHESHANYOERMREEMREYEF LARE
HY, HARRESEAERMEERTLELMBELHAREX TR EHEEEE
MEL

FERMAFRFEREESKELNBEZFERMER-YREREFE N ITEN
AN, BRBEEEKHEE 1H ODNABAZNRAESEEAS, MAREERRAEE
BB R R IE

1 M85 FE

1.1 W&k, ERNORE
ERBEREREE [ DNA BE (gf Growth Hormone [) 81 T KE N B K F

HELEBRRA), KBEIFH DHS AL SHE, REREFD ATC WEBRE
R pSXIVVI' X3 BiFEMEY!, o Bg L AEH#E (TnNPV) [Faulkner and

& RGC B H .
FXF 1996 53 7 28 AlH,

© FERZERMEDHARFATIKSHEL http://journals. in

N

ac.cn



150 £ B I #® % & 13 $

Henderson, 1972] B& R EEE, S|BAEERNENRTERLHEMNTE (NERC,
Institute of Virelogy, Oxford, England), FEBFEHRASERESFH - RLABEHER
HMEASHS A EBELK TaNPVSVIT G i a = #all, Enan g
(S. frugiperda, T Sf) BHAKMSIEREEATENTERLSW ST RN, MHE
FEN Tc-100 FEFFEF N 10% /N F ME,

FR#EE A e T RE819 4 Promega P&,
1.2 EHARMAYINEREEE DNA 19I2H

R B3 Sambrook % 1992 SEH 7R, N DNA @942, R, KES
k¥ Summers %5 1987 F45 F i 47.
1.3 SDS-KPABBRREARE % (SDS-PAGE) K Western Elif
1.3.1 HEHE: B2 10 M EHRARSARBA LR S 30mm HMMREFI, FH
REMSBERS, UL 100t 2 X 10°pfu SREEWE, 26C WM 1h., FEEFY, SN 1ml 8
Te-100 HE 3, SR EBRLS 24h, 48h. 72h. 96h #F B EMAAE S RIEFM LIH
5, WCEMMBEE R 2 AT PRS BEEE N iEM L 10 000r/min 2L Smin,

HfEEATE. TATENLENELERELS SEF B aRigmsmeta i, 4d
FREHEBRRG NN, WEIRELHKE, Hi4, TEGRELRE, % SDSPAGE
i Western Efft 4347 F '
1.3.2 SDS-PAGE 1 Western EPi¥: SDS-PAGE W5 BRI N 10%, KR %K
EH 4%, Western HIiE#% Sambrook %1992 &l E—Hik e saEtE¥E
ik (ATFEEREIVR Anderson Wong H-H324L), TIEMBEER 1. 100 000; £
EEEMNE Sigms 2478, HEGHEMGER,

2 #R SrEFE
v

2.1 % gfGHI cDNA BIRBHEH
*@E a1l
W& glGHI KK A Pxl/ _VA
Xhol BG4I, W U1th &) oIGHI
cDNA K Byt A B 55 86 8 1k 1l 4
pSXIVVI* X3 8 Pstl/Sall WESI&F
0, FM 3N E AR R
pCAGHI21, #EIEME 1 iR,
Z A Pstl/Sacl WEEY, & RiULE
gfGHI ¢DNA 2 IF # # A pSX-
IVVITX3 7 (BFER).
2.2 & gfGHI cDNA H¥SrE i
SRS HRENEARRYER
WEHFR pCAGHIZIDNA 5 B BHER pCAGHIZI HEBREB
XﬁéﬁigﬁW%%ﬁﬁﬁﬁiﬁﬁﬁ Fig. 1 Construction of recombinant plasmid pCAGHI21

7]  Polyhedrin gene & flanking region
B ef GHi coding sequence

PSX'CAGHI
7.0kb

Il Synthetic & X1V promoter

—  pucg
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TaNPV-SVI~ G DNA 3:#E3 S0 iR, Si3 SRR EATMA SR kR ERE
#18 ofGHI <DNA X R F AiksEAFH ToNPV-SX" gfGHI21a.b.c.d. e

M B R EHAE SR ToNPV-SX” gfGHI21a (i # VGHI21a) A Sacl #1TREMR T 17,
MTEABREEAD, kALY 13.2kb B LA RWFHEN (gal ) REMRT, B
SHBBERRSUREALRMEET HFH gal ZEH, BATHNEITF. &FF Sacl
B S EELTENE Sacl MY AS ofGHI (DNA B, WEAFH Sacl BBUIEER
FARR S Sacl GYIEBEH - NI FER —FHH 20 850bp B, MWIEXT
VGHIR1a ¥ EAEH (AXRBR). BHIBRNME 2 FiR.
2.3 gfGHI cDNA ZE KRB A RNEBE B SEBLH R PHRE

HEERE VGHI21a R BT 50y S0 41, THEEJS 24h, 48h. 72h, 96h X

Kpnl EcgRV

ToNPYV 5 Polh Ke o ace gal”

Kpnl

TaNPV-SVI'G 3 f- yal 1 L ooc gal*’

Kpnl

TaNPV-sXgiGH (S| Pah  KE[OFEN g [ 2 poc gfGH®
' Sacl .

EcoRl Xhol Patl  Bylll Sall Smal Sacl

M2 FAREE, FEAEURREARKEFEREAEK (XIV) BEF. 6B
F. FAKEAERSMNEEEHGHHER

Fig.2 The composition of the poiyhedrin XIV-Syn promoter, polyhedrin gene and foreign
gene of wild type virus, parent virus and recombinant virus

S—Synthesis Promoter P-—Polyhedrin promoter X—XIV Promoter
BRMEEFE LIFi#1T SDS-PAGE & Western EJiE 5387, SR FRHFELRLTE 24h,
ESOAMARERELBFETRAZNSEERMEL BRE 20 RRIREHEH
E&HER 96h (H 3), _
H VGHIZ1a SR BB IRl s am 5 L (EEFR), 4d BRMKE, &L,
8IS B b1 #E4T SDS-PAGE #1 Western B, %R BAKEKE 1 EBEHETH
HERTRHRE, BRAFYIHBBMKE S (E4).

3 i #®
AR TR REEREZAH TEEFH T EBAEHT, TARKEBIEE

HeRa kT, BRAKETELSHEK, ETTAFETROVERLSOABBRY
W ¥, RANEEEZEFYMAREFRET 7E. ARRHEZNRBEHE
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gl s AR

E3 VGHRla TN E[MMEESHERE SO MM E L& EEM ofGHI
Western El il 18 v '
Fig.3 Time course of Westemn blot of VGHI212a expressing gfGHI in SI9 cells and su-
pernatant
a.Supernatant of culture cells infected with VGHIZ21a for 24 b, b. Supernatant of culture cells infected
with VGHI21a for 48 h.C. Supernatant of culture cells infected with VGHI21a for 72 h.d. Super-
netant of culture cells infected with VGHI21a for 96 h.e. Normal Sf9 cells. f. 59 cells infected with
VGHI21a for 24 h.g,Sf9 cells infected with VGHI?1a for 48 h.k 59 cells infected with VGHIZ1a
for 72 h.i. Sf9 cells infected with VGHI21a for 96 h.m. Prestain molecular weight markers

K#E 1cDNA, B2 & REE iR
By, BAS MEREAR, SEEMEREKE o b p @ e f M L5
1Ml N Western ET 3 (¥ 3 48 45 8 3k &, ; L

RfGHIDNA FRifm & E B4 T A E, 112
BT H DNAS' SEHESMK, BILE % oy
BHEO TS DB B RIS RSt 525
MR R M, RERENSA .
HERMEWRLTESRT 7E; FAet, @ 32

TRARETERE Sk, BATEORE w .
B, BAFHRARARE S EELHE i
BEET—£RNT T ENRB. SBEKY e
EERAMEN — MR R ETEY, & ‘ .
HAAHEE . AL REHESTIZIN o o SGH
KRR, WEAPENSLLEDEDRESE £y s Wesern blot of VGHDRLa expressed
BETER—+EHREEHFTREY, ANE gfGHI in larvae
ZREAFEBEEEESL (E.coli) FFEIAM ab.c.d.e Larvee infected with VGHR1a for 96 h of
FIAE, BEEER R FE A B4 B different weight. 1. Larvae infected with TaNPV for 96
H‘T, %i’% EE El é"j ﬁ@ﬁﬁﬂlﬁﬂﬁ%k\ % h:g. Prestain molecular weight markers.

Bk, WEL. FIRRANEEO—RENA LA HITESF TR E A NE SRR S
SMAFRREEE R ALY, ARAFREEELRGEAS & 4E LRE W RTIRT
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HELBENEREBLFRBE—AFTE. XHBIRFERERERETRBEE
ERHE T DNA, TRILRERBRGBEEERY SIEMA. BEEFL S MWBHRE
FURBAMEEFREUBTHRES, MHREESAERMRL UERTT—
FMIET T T 2,
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Expression of Goldfish Growth Hormone I Gene
Using Baculovirus Expression System

Lin Guangyun! Woang Xunzhang' Anderson Wong? Long Qingxin' Pang Yi' Yu Keili®
( State Key Laboratory for Biological Control of ZhengShan University, GuangZhou, 510275
{ Department of Zoology, The University of HongKong, HongKong ¥

Abstract Using pSXIVVI* X3 without an initiation codon as an expressing vector, an occluded re-
combinant Trichoplusia ni nuclear polyhedrosis virus carrying the cDNA encoding goldfish growth
hormone 1 ( gf GHI) under the control of the Syn XIV promoter, has been constructed. Im-
munoblot analysis showed that the molecular weight of the expressed protein was 22. 5kDa as expect-
ed, revealed that the virus-mediated gfGHI was synthesized in the Sf cells, larvae and secreted into
the supernatant and hernolymph,

Eey words Goldfish growth hormone, baculovirus, expression, secretion
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