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Abstract: Objective To construct a prokaryotic expression vector containing human resistin gene
Methods The total RNA

was extracted from abdominal subcutaneous tissue of type 2 diabetic patients using routine

and observe its expression, to lay a foundation for further study on resistin.

method. The resistin ¢cDNA was amplified by reverse transcription polymerase chain reaction
(RT-PCR) and sequenced, and subcloned into T vector. The recombinant T plasmid was identified by
PCR and digestion analysis of restriction endonuclease EcoR 1 and kpn 1. Then, the gene fragment of
resistin was obtained by the digestion of recombined T plasmid with endonuclease EcoR 1 and Kpn 1.
The prokaryotic expression vector pGENKS was digested with same endonucleases. The gene fragment
of resistin was orientationly linked into vector pGENKS by T4 DNA ligase, and the recombined
expression plasmid was identified by digestion analysis of endonuclease EcoR 1 and Kpn 1 and
sequence analysis. The recombined expression plasmid was transduced into JM109 by heatshock, and
the expression of resistin protein was induced by 1 mmol /L IPTG at 32 °C for 2 hours, and the fusion
protein of GST /resistin was analyzed by SDS-PAGE after lysis of bacteria. ~ Results The molecular
size of RT-PCR products was about 327 bp by gel electrophoresis analysis. Sequence analysis of

RT-PCR products demonstrated that it contained the complete code region of human resistin gene. The
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recombined expression plasmid pGENKS-re was digested into two fragments of about 327 bp and 4 980

bp by endonuclease EcoR 1 and Kpn I, and sequence analysis of the recombined expression plasmid

demonstrated that it contained a complete code region of human resistin gene. A GST/resistin fusion

protein molecule of 39.5 kD was found in supernatant of lysis of bacteria by SDS-PAGE

electrophoresis.

Conclusion A prokaryotic expression plasmid containing human resistin gene is

successfully constructed and it can express out objective protein, which has laid a concrete fundation

for future study on resistin.
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Fig. 2 327 bp resistin gene fragment obtained from re-
combinant T plasmid with digestion analysis of EcoR

I and Kpn 1
lane 1: Marker, DL2000(Gene Company); lane 2: 327 bp resistin

gene fragment
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Fig.3  Digestion analysis of recombined expression plasmid
PGENKS-re

lane M: ADNA Hind Il Marker; lane 1: two fragment of 327 bp
and 4 980 bp were produced by digestion analysis of recombined ex-
pression plasmid pGENKS-re with EcoR I and Kpnl; lane 2: recombined
expression plasmid pGENKS-re was analyzed only with EcoR 1 digestion

2.3

control vector, lane 2 and 3 were sediment of lysis of two bacteria which
transfected with control vector respectively, lane 4 and 5 were sediment
of lysis of two bacteria which transfected with recombined expression
plasmid pGENKS-re respectively lane 6 and 7 were supernatant of lysis

of two bacteria which transfected with recombined expression plasmid

pGENKS-re respectively lane 8: protein marker
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