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Construction and identification of a retroviral vector containing GK gene and its pack-

age cell line

ZHENG Hong-ting, DENG Hua-cong, JIAN Rui, LAN Li-zhen, FANG Fang (Department of Endocrinology, Fimst Affiliated Hospitak

Chongqing University of Medical Sciences Chongging 400016, China)

Abstract: Objective To establish a retroviral vector containing GK gene and a stable vector production cell
line, for the application of GK gene in diabetes treatment. Methods The plasmid pCMV 4-GKZ1 was digested by
EcoR1 BamH 1, and then subcloned to retwviral vector PLXSN, which constructed the recombinant plasmid PLX-
GK. The recombinant of GK expression vector was evaluated by enzyme-digestion and sequencing. The PLX-GK was
transfected to packaging cell line PA317 with lipofectamine2000. The titre of the recombinant virus in the supermatant
was detected. The high-titre cell lines were chosen for culture, and then evaluated by PCR and immunohistoche-

mistry . Results

The retoviral vector wntaining GK gene was established successfully, which was cnfirmed by

enzyme digestion and sequence analysis. The vector production cell lines PA317/GK were established. Average titres
of the recombinant virus in the culture supernatants was about 6. 8% 10’ cfu hml (The highest titre was 1.8X 10° cfu/
ml). GK gere integration and expression were detected by immunchistochemistry and PCR. Conclusion A retrovi-
ral vector containing GK gene and a high-titre vector production cell line PA317 GK are successfully corstructed.
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Fig, 1  Enzyme digestion of the recombinant GK expression vector
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