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[Abstract] Objective The aim of this study was to construct and prepare an enhanced fluorescent pro-
tein (EGFP) gene and Klotho gene recombinant adenovirus vector Ad-EGFP-Klotho, and infect it into
HEK293 cells to provide research basis for gene therapy. Methods The primer containing Nhe [ and Not [
double restriction site was designed. The Klotho gene was amplified by PCR and ligated into the EGFP-lab-
bledpDC316-mCMYV shuttle plasmid to construct the recombinant shuttle plasmid pDC316-mCMV-EGFP-
Klotho. The backbone plasmid and the recombinant shuttle plasmid were co-transfected into HEK293 cells by
Polyfectin liposome for homologous recombination to obtain recombinant adenovirus Ad-EGFP-Klotho,which
was packaged and amplified,and the number of virus particles and titer were determined. The recombinant ad-
enovirus Ad-EGFP-Klotho was identified by PCR and the Klotho gene was sequenced. Results The recombi-
nant adenovirus Ad-EGFP-Klotho was identified by PCR and Nhe [ + Not [ double enzyme digestion, then
the Klotho gene was confirmed. The sequencing result was consistent with the sequence of the designed frag-
ment,and the recombinant adenovirus Ad-EGFP-Klotho was constructed successfully. The virus titer was
2.0X10" Tu/mL. When the HEK293 cells were successfully infected,the MOI=100, the infection efficiency was
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91.75% sand the 3 045 bp band was detected from the recombinant adenovirus Ad-EGFP-Klotho,indicating that

the target gene was successfully integrated into the viral genome of Ad-EGFP-Klotho. Conclusion

The re-

combinant adenovirus Ad-EGFP-Klotho containing EGFP and Klotho gene was successfully constructed by in-

tracellular homologous recombination method to prepare high titer virus, which can efficiently infect HEK293

cells and express the target protein.
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