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Glucokinase gene and mutant proinsulin gene transfected by retroviral vector
ZHENG Hong-ting, DENG Hua-cong, JIAN Rui, LAN Ni-zhen, FANG Fang (Depaiment of Endocrinolagy, First Affiliated Hospitak
Chongqing Univemsily of Medical Sciences Chongging 400016, China)

Abstract: Objective To study the application of retroviral vector in gene wtransfection. Methods The
HepG2 cells were infected with recombinant retrovirus carrying glucokinase (gk) gene and mutant proinsulin (mpin )
gene, and then screened with G418. HepG2 cells transfected with gk and mpin genes were selected by radioimmuno-
assay, SDS-PAGE, and Western blot and identified by RT-PCR. Results The positive clones were obtained by
screening with G418 for 3 weeks. Four clones with gk and mpin gene expression were selected out by radioimmuno-
assays SDS-PAGE, and Western blot fiom 20 positive clones. We picked up one clone with strong gk and mpin gene
expression and named it as clone “B”. RT-PCR confimed that the clone “B” had gk gene and mpin gere transcrip-
tion. Conclusion In the cotransfection field which needs long-term expression of the target genes, retwoviral vectors
are of some applied values, but how to improve the efficiency of cotransfection needs further studies.
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Tab 1 Insulin levels secreted by transfected HepG2 cells (U/L)
Clme 1 2 3 4 5 6 7 8 9 10 11 12
Insulin 0.07646  0.075% 0.05155 0.03643 0. 02426 0.02117 0. 01937 0. 03754 0. 05582 0. 01836 0.06644 0. 05562
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1. Hela cells 2: HepG2 cells; 3: HepG2 cells trandected with PLXSN; 4
—9: Clones 1— 6 (HepG2 cells trandected with mpin and gk genes)
1 1 Western-blot
Fig1 Western blot analysis of GK in Group 1
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A: Ekctiophoretic analysis of RT-PCR products of mpin gene M. Marker
DGIL2000; 1. “B” Clone ; 2: HepG2 cells transfected with PLXSN
B: Electrophoretic analysis of RT-PCR products of gk gene M: Marker;
1: “B” Clones 2 HepG2 cells transfected with PLXSN
2 RT-PCR
Fig 2  Gel electrophoretic analysis of the RT-PCR products
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