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Construction and identification of a recombinant adenovirus vector containing rat ZnT1 gene”
' Mei Xifan'®
(1. Department o f Orthopaedics ;2. Central Laboratory ,the First A f filiated Hospital ,

Hu Yingming ,Song Changwei' ,Li Chen®

Liaoning Medical University . Jinzhou,lLiaoning 121000 ,China)
Abstract; Objective To establish a recombinant adenovirus vector containing rat ZnT1 gene and to express the gene efficiency
in eukaryotic cells. Methods Using chemosynthesis method to synthesize the interest gene Zntl/IRES/EGFP. Adding attB recom-
bination site to the interest gene both ends thought PCR method, the later and pDONR221 vector with attP site was create into a
entry vector pDown-ZnT1 through BP recombination. The entry vector with attl. site and the target vector Ad/CMV/V5-DEST
with attR site were recombined together to create the expression vector pAd-ZnT1 under LR reaction. Enzyme digesting and se-
quencing appraisal were used to prove the expression vector,digesting with Pac | enzyme,and transferred into HEK293A cells to be
packaged, then the maturated adenovirus were extracted. The recombinant adenovirus titre was measured by endpoint dilution meth-
od. The interest protein’s expression was analyzed by western blotting. Results Our interest gene was transferred into target vector
Ad/CMV/V5-DEST correctly with right open reading frame by LR recombination reaction,and it was confirmed by restriction en-
zyme analysis and sequencing appraisal. The expression clone was packaged into HEK293A cells successfully. Finally, we got matu-
rated adenovirus particles,and virus titre was 1. 6 X 10° pfu/L. It was confirmed with high level expression by western blotting
method in HEK293A cell. Conclusion
nant adenovirus vector,and laid a good foundation for the ZnT1 gene to express in spinal cord nerve cell and the relationship with
BDNF/TrkB signal regulation channel.
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In this experiment, we successfully and efficiently constructed the rat ZnT1 gene’s recombi-

clone technology
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