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Construction of Recombinant Adenovirus Containing Rat DNA Polymerase 3 and
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Abstract:  [Objective] The expression of rat DNA polymerase 8 was up-tegulated after transient middle
cerebral artery occlusion, using the technique of fluorescence differential display reverse transcription polymerase
chain reaction (FDD RT-PCR). To determine the role of DNA polymerase B (pol) in brain injury. An adenoviral
vector was constructed containing the coding sequence for rat DNA polymerase f3.[Methods] The rat polB coding
sequence was cloned to pGEM-T Easy™ vector by RT-PCR, and confirmed by DNA sequencing and subcloned into
shuttle plasmid pAdTrack—-CMV, then linearized and transferred to E. coli (BJ5183) contained adenoviral backbone
vector pAdEasy-1. The recombinant plasmid was packaged and amplified in HEK 293 cells. PC12 cells were infected
with the recombinant adenoviruses. [Results] Screening 10 pGEM-T Fasy™ clones, 3 clones have no base changes.
Eight out of 30 homologous recombination plasmids have the target band. The AdpolBb recombinant plasmid was
verified by DNA sequence analysis. After infected with AdpolB adenovirus, strong green flnorescence were observed
in HEK 293 and PC12 cells under fluorescence microscopy. Adpol® DNA in 293 cells was identified by PGR. The
expression of rat DNA polymerase B in Adpolf infected PC12 cells are confirmed by immunoblot analysis.
[Conclusion} Recombinant adenoviral vectors containing rat DNA polymerase B were constructed and efficiently
expressed in PC12 cells.
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Fig.l1 Transfection and amplification of Ad—polp in 293
cells, expression of Ad~polf in PC12 cells

Pacl-digested pAd—polB was transfected into 293 cells and GFP
expression was visualized by fluorescence microscopy (A, x100). Ad-
polP infected 293 cells. Fluorescence microscopy of the infected cells
was performed 24 h later, strong green fluorescence were observed (B,
%200). PC12 cells infected by Ad—polB. After infected for three days.
PCI2 cells were visualized under fluorescent microscopy. The rate of

adenovirus to PC12 cells is 20:1(C,x200)
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Fig. 2 Identification of Adpol by PCR

1: polB plasmid; 2: negative control; M: DNA Marker;4: Ad—
glp; 5: Ad-polp
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Fig.3 Expression of polp in Ad-polp infected PC12 cells
Western blot 1, 2: Ad-polB; 3: Ad—gfp; M: protein marker
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