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Construction of the Recombinant Adenovirus of
FABP4 Gene of Qinchuan Cattle
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Abstract: Objective The aim of this study was to construct the recombinant adenovirus vector with FABP4 gene of Chinese
Qinchuan cattle, so as to provide a basis for studying FABP4 gene functions and mechanisms at cell level. Method The primers
were designed according to the FABP4 mRNA sequence in GenBank, and the gene was cloned by RT-PCR and then sequenced. The
bovine gene fragments containing both FABP4 gene and restriction enzyme were inserted into a shuttle vector pAdTrack-CMV to
construct the recombinant shuttle vector pAdTrack-CMV-FABP4. After identifying by digestion and sequencing,
pAdTrack-CMV-FABP4 plasmid was linearized by Pme , and then it was transformed into E. coli BJ5183 competent cells
containing backbone vector pAdeasy-1 to obtain recombinant vector by homologous recombination. Then the positive plasmid was
linearized by Pac , and transfected into HEK 293 A cells for virus packing, amplification and titer testing by TCID50. Result The
results of enzyme digestion, sequencing and regular PCR detection showed that the recombinant overexpression vector containing
FABP4 CDS region was successfully constructed. The infectious titer of the virus AD-FABP4 was 1.58x10° PFU'-mL"'. Conclusion
In this experiment, the recombinant adenovirus vector carrying FABP4 gene was constructed successfully and high titer adenovirus
was acquired.
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Fig. 3 Sequencing result and the corresponding amino acid sequence of the inserting sequence of plasmid pGM-FABP4
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A: Fluorescence microscopic image of HEK 293A cells transfected by pAdEasy-FABP4 after 2 d; B: 6 d after transfection; C: 2 d after transfection by the
second generation of AD-FABP4; D: Fluorescence microscopic image of HEK 293A cells infected by high titer virus AD-FABP4 for 24 h
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Fig. 6 Adenovirus packaging and amplifying (100><)
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Fig. 7 Identification of AD-FABP4 by PCR
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