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Construction of recombinant adenoviral vector of Afosb gene in goat
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Abstract: [ Objective] The study was to construct recombinant adenovirus vector bearing the goat
A fosb gene and to amplify the adenovirus in HEK293 cells, which would provide a basis for further study
on the role of Afosb gene in primary culture cells. [Method]) Inserting the gene fragments containing both
the complete CDS region of goat A fosb gene and HA tag into adenovirus shuttle vector pAdTrack,a recom-
binant shuttle vector pAdTrack-HA-Afosb was constructed. After identifying by digestion and sequencing,
pAdTrack-HA-Afosb was linearized with Pme | ,and then it was homologously recombined with plasmid
pAdEasy-1 containing the adenovirus backbone DNA in BJ5183 E. coli cells to reform a new recombinant
pAdEasy-HA-Afosb. The DNA extracted from digested pAdEasy-HA-Afosb by Pac ]I was transfected into
HEK293 cells by liposomes method. Then the integrite adenovirus pAd-HA-Afosb was packaged in
HEK293 cells. [Result) It was confirmed by PCR detection and Western blot that the recombinant adenovi-
rus rAd-HA-Afosb contained A fosb gene and could express both goat A fosb gene and HA tag in HEK293
cells. [Conclusion] The recombinant adenovirus rAd-HA-Afosb was constructed successfully.
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Fig. 3 Identification of pAdTrack-HA-Afosb by enzyme digestion and PCR
A. pAdTrack-HA-Afosb identified by Xba I and BglIl digestion;B. pAdTrack-HA-Afosb identified by PCR;
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