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Cloning of human obesity gene and its expression in E. coli
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Abstract: Objective To clone the obesity gene of Chinese and express human leptin in E.coli. Method The obesity gene was
amplified from the total RNA isolated from cultured human adipocytes of Chinese by reverse transcriptional PCR, inserted
into TA-vector and cloned into the expression plasmid pBV220 after sequence identification. Results DNA sequencing
confirmed that the isolated obesity gene was identical to the previously reported sequence. The recombinant plasmid
pBV220-OB was constructed and leptin successfully expressed in E.coli. Conclusion Successful cloning and expression of

human obesity gene in E.coli may facilitate further research of the mechanism of fat metabolism and adipocyte differentiation.
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Fig.1 Isolation of total RNA and RT-PCR
A: Lanes | and 2, total adipocyte RNA; B: Lane 1: RT-PCR
products of the obesity gene
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Fig.2 Restriction map analysis of RT-PCR products
M: DNA markers; Lane 1: PCR amplified obesity gene (450 bp);
Lane 2: Hind Il cleaved obesity gene
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Fig.3 Obesity gene cDNA sequence analysis

Ob #H 1Y PCR 7= & pBV220 Fiki £ EcoR |
S BamH 1 3G, 35 JE A & ¢ B Uk 43 2 |l 5 4l 4k
J5i , i T.DNA 3% HRE Ob J& K 5 pBV220 % £, #%
Xof 0 B 35 BH 1 1 7 e 2 U kT

L KA FFHE TGI,
DNA, 347

2.4 Ob A B & FAx &L
4k pBV220-OB ) K7 #F B TG1 FHYE 7 24

42 CHES R F% 4~6 h, WA RS

A YI1E 15%19 SDS-PAGE #&:i

53 ¥ BN 16 000 &b —

EcoR 1 J¢ BamH 1 V)% 15 2 HPE
Wi b pBV220-OB,,

T AL B A
SRR AEA XY
Pt RS Rk, R/

5 Ob FE K LK W) leptin — B W2 M AR IR,
HEAA S FHERSEAR 13%,

43 000 wo

31000 W

20 100 =

14400

B4 EERMNBERE
Fig.4 Identification of the recombinant plasmids
Lane 1: pBV220-OB; Lane 2: pBV220-OB/ EcoR | +BamH | TG1with;
Lane 3: pBV220; M: Marker
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Fig.5 SDS-PAGE analysis of the obesity gene products
Lane 1: protein markers; Lanes 2-3: Total cell protein of pBV220-OB after
induction; Lanes 4-5: Total cell protein of TG1 with pBV220 after induction
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