B EESR 2007,38(4) :395~399

Acta Veterinaria et Zootechnica Sinica

EF RNA €%/ F GHRH EE R X H K
¥ K 7E 293 HBE H BRI

FEWRES TRkt XU sk AL B fl Al % IR,
SN SO R B BRI R, iRk s
A HEMKRFEREES%B, K& 130062; 2. FEFR KRR F2% B ) M 510642;
3T AR MY KA I PR 2EBE  ZR B 06600354, HE PR ATEE B} K 2%, JE 5T 1007305
5. RN A AR 30 BT IR I 518004)

& E. AR GHRH 5 B 5o b 2 28 18 A 3L R MOk 5 (SFV) & il 7 5B A 6 38 0K pCMV-Rep-lacZ M8 T B
¥ BB pCMV-Rep-GHRH, K A i i 7k £ 56 835 i B pCMV-Rep-GHRH #5 3¢ 293 40l Jfl , 4 RT-PCR,
IFA . Tricine-SDS-PAGE I Western Blot #{ll , I ] 235 Bi k. pCMV-Rep-GHRH 7E 293 4 il o IE# %35 1 GH-
RH Z KT, AT 5% 8 A B e 32546 00 J5F 288 1A 0 R A MO 15 9% 135 v GHIRH ¥R, 9125 th 38 T RNA & il 73
& pCMV-Rep-GHRH 13 il £ 4K (pIRES-GHRH F1 pcDNA3-GHRH) B 358 &, 45 L W], B Y 48 h,RNA &
il FHEAFE GHRH W) & it 8 3% & 3% 8 80k, 4> 51 e pIRES-GHRH 1 pcDNA3-GHRH & i 36. 12% (P <<
0. 05)F1 67. 94 % (P<C0.05), Z5i6 A& M H A% R ILH A& pCMV-Rep-GHRH BB £ B 41 293 &35 GHRH
Z K51 BARIRKF B & T E M 8K, T — L i i 2 g W 2 1< DU & s ) A 7 1 e 25 il

KR A RMERBOLE ; 28 W R 5RO 75 Z 1+

FESES Q789 XEkFRIRAD: A MXEHS: 0366-6964(2007)04-0395-05

The Construction of GHRH Gene Expression Vector Based on
RNA Replicon and Its Expression in 293 Cell

REN Xiao-hui'*, QIAO Ji-guang®, LIU Song-cai' , ZHANG Ming-jun',
ZHANG Qian-qian' , HOU Feng', LU Tie-gang', ZHOU Li-guang',
WU Qiong' ,OUYANG Song-ying', ZHANG Yong-liang'*"

(1. College of Animal Science and Veterinary Medicine , Jilin University, Changchun 130062, China;
2. College of Animal Science , Southern China Agricultural University , Guangzhou 510642, China;
3. College of Ocean, Hebei Agricultural University, Qinhuangdao 066003, China;

4. Peking Union Medical College ,Beijing 100730,China; 5. Shenzhen
Quarantine Station of Meat Product Health ,shenzhen 518004 ,China)

Abstract: In this study, GHRH gene was cloned into pCMV-Rep-lacZ which digested by BamH [
in order to replace the LLacZ gene with our gene of interest and dephosphorylated by shrimp alka-
line phosphatase, to creat pCMV-Rep-GHRH. pCMV-Rep-GHRH was transfected by lipofectin
to prepared 293 cells. Results of RT-PCR, Tricine-SDS-PAGE , Western Blot and immunofluo-
rescence antibody assay(IFA) showed that the target gene was expressed efficiently in transfected
293 cell. In order to compare the expressed efficacy between RNA replicon vector (pcMV-Rep-
GHRH) and ordinary vector(pIRES-GHRH and pcDNA3-GHRH), we also detected the concen-
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tration of GHRH from transfected cell supernatant by RIA in this study. The results showed that

the concentration of GHRH from pCMV-Rep-GHRH transfected cell supernatant was higher (P
<C0.05) signifiantly than that of GHRH from pIRES-GHRH and pcDNA3-GHRH transfected

cell supernatant respectively. We conclude that GHRH can be expressed efficiently in eukaryotic

expression vector pCMV-Rep-GHRH transfected 293 cell. We can also draw another conclusion

that the express level of RNA replicon vector was superior to ordinary vector. It may be a poten-

tial way to increase animal productivity.
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