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ABSTRACT Objective: To construct the eukaryon expression vector of human HCN2 gene and to investigate its expression in
human embryonic kidney cells (HEK293). Methods: HCN2 gene entire sequence was analysed and designed by oligo. cDNA encoding
human HCN2 gene was amplified by polymerase chain reaction, and digested by the restriction endonucleases Xhol and BamHI, then
inserted into eukaryotic expressing vector pIRES2-EGFP. pIRES2- HCN2-EGFP was transfected into HEK293 cells by Lipofacta
mine2000. The transfection rate of target gene was determined by the green fluorescent protein (GFP) expression in the eukaryotic ex-
pressing vector and the mRNA was detected by reverse transcription polymerase chain reaction (RT-PCR). Whole-cell patch clamp was
used to detected whether the hHCN2 gene was transfected into HEK293cells. Results: The HCN2 gene was completely accurate, GFP
was observed in the transfected 293 cells under a fluorescent microscope, HCN2 mRNA expression was confirmed by RT-PCR, Whole
cell patch clamp recorded ionic currents of transfected hHCN2. Conclusion: The pIRES-HCN2-EGFP eukaryon expression vector was
successfully constructed, and pacemaker channel HCN2 gene heterologous expression was acquired.
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Figure 3 Expression of green fluorescent protein after 48 hours of
transfection of human embryonic kidney cells with pIRES-HCN2-EGFP

recombinant plasmids under a fluorescence microscope
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