BB ESR 2011,42(12) :1782-1786

Acta Veterinaria et Zootechnica Sinica

S & F Ghrelin EFE R EMIFEiZRKIE

RAREFFT ORI, BEF ELA L F
<m%mum+mm%mi%+aﬁw I I35 45 010018)

W OE: AT SBEZR WA Ghrelin JEP #2238 200 I 4 D0 H A5 K W FF 1 v i SRR B 0L . A BFSE
RT-PCR J7 ¥ N2 40 3 H 12 mRNA § 183843 Ghrelin B2 H 1) cDNA 751, s 3] pMD-19T #8044 )5 #1777 51
A3HT . KR E R A cDNA B3 5 5% 2k 3k pET-32a(+) % $% , 4 1k BL21(DE3) K G #F i . £ IPTG i 5
JG 47 SDS-PAGE Hl Western-blot 43 #7 . 45 5 R W 5 e 51 40 Ghrelin JEH T3 5 0 R RIEHFINH 2 408
FA 2R R A IR E B RRT A H R E A R DI B A A . Western-blot 9] 25 UE 5L T B 3k 44
MRG0 . AR T S8 4 Ghrelin B:[R 19 JFZ Rk 8k EAE R G FF 8 P 3R 15 B AR 35
ik — RS 4 Ghrelin FEF RIS %

KR Ghrelin; JE 8 s b R A% K 4 F

B 4 35 :S826. 82;S813. 3 XERARIRED : A XEHS: 0366-6964(2011)12-1782-05

The ¢cDNA Cloning and Prokaryotic Expression of Mongolia Sheep Ghrelin Gene

LIANG Jian-rong, CAO Gui-fang” , ZHAO Peng-wei, WEN Shi-yong,
CHENG Lan-ling, TU Yong
(Laboratory of Animal Embryo and Developmental Biology . Inner Mongolia Agricultural
University » Huhhot 010018, China)

Abstract: To construct Mongolia sheep Ghrelin prokaryotic expression vector, and observe its ex-
pression in host Escherichia coli strain BL2I(DE3), the cDNA of Ghrelin gene was amplified
from abomasum fundic gland mRNA of Mongolia sheep by RT-PCR. PCR product was cloned in-
to the T vector pMD-19T to construct pMD-19T-Ghrelin for sequencing. Then the ¢cDNA was
subcloned into the prokaryotic expressing plasmid vector pET-32a(+) and transformed into host
Escherichia coli strain BL21(DE3) for expression. The clone was induced by IPTG and was identi-
fied by SDS-PAGE and Western-blot. Comparing with the Ghrelin sequence of sheep reported in
GenBank, there were two nucleotide differences, but it did not affect the amino acid sequence;
the expression product was observed with soluble protein; The result of Western-blot showed
that the recombinant protein was recognized by His-antibody specifically. The nucleotide se-
quence isolated from the recombinant plasmid pET-32a-Ghrelin was the same as expected; the
Ghrelin protein was expressed successfully in Escherichia coli , which provided a basis for further
investigation of Ghrelin function.
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