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Construction of eukaryotic expression vectors of human DNA polymerase 82 and their expression in HEK293 cells”
Bai Shuyuan'* ,Wang Peichang'”
(1. Department o f Laboratory s Xuanwu Hospital ,Capital Medical University ,Beijing 100053,China;
2. Xuanwu District Center for Disease Control and Prevention ,Beijing 100053 ,China)

Abstract: Objective To construct the DNA Pol 82 eukaryotic expression vector and to observe their transfection and expres-
sion in human embryonic kindey 293 (HEK293) cells. Methods The total RNA was extracted from human embryonic lung cells
(WI38 cells) ,and RT-PCR was used to amplify DNA Pold2. The PCR products were ligated to the vector of pMD-18T to construct
the plasmid of pMD-18T-Pold2. The DNA Pol§2 was cut off from the plasmid of pMD-18T ,and ligated to the vector of pcDNA 3. 1
(+) to construct pcDNA3. 1-Pold2. The sense vector and the antisense vector of pcDNA3. 1-Pol§2 and the blank vector of pcD-
NA3. 1(+) were transfected to HEK293 cells by the transfection reagent, while HEK293 cells were regarded as the negative con-
trol. The expression levels of mRNA of DNA Pold2 and the level of proteins of DNA Pol§2 were detected by RT-PCR and Western
blot. Results Gene sequence-measurement and BLLAST analysis showed that inserted fragments of pcDNA3. 1-Pold2 were con-
sisitent with the cDNA sequence of DNA Pold2 published in GENEBANK. The expression of mRNA of DNA Pold2 in the sense
and the antisense vector groups were obviously higher than that in the blank vector group and the negative control group. The ex-
pression of protein of DNA Pol§2 in the sense vector group was increased significantly contrast to the blank vector group and the
negative control group while that in the antisense vector group was negative. Conclusion The sense and antisense eukaryotic ex-
pression vectors of pcDNA3. 1-Pol32 are successfully constructed.
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