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Construction of mutant k-ras gene recombinant adenovirus  ZHAO Feng’ , ZHOU Qinghua, QING Yang, SUN Zhil-
ing, SUN Zedang. * Department d Thoracocardiac Surgery , West China Hopsital , Sichuan University ( Former The First
University Hospital , West China University  Medical Sciences) , Chengdu, Sichuan 610041, P. R. China

Abgract  Objective To congruct the recombinant adenovirusof mutant k-ras by usng the method of honogerous
recombination in bacteria. Methods Mutant k-ras gene was liberated from the vector of pcDNA3-k-ras 12(Va) via Kpn
+Xho  digedion, and subcloned into shuttle vector of pAdTrack-OMV , forming trander vector of pAdTrack-OMV/ k-ras
12(va) . Then it was linearized with Pme  and ocotrandormed into BJ5183 cdls with aderovirua georomis plasmid of
pAdEasy-1. The DNA o identified recombinant plaamid was digesed with Pac and trangected to 293 cdlsto package ad-
emovirus. The PCR technigque was used to detect target gene. The titre and its irfection rate of the Ad-k-ras 12(Va) was
measured with the aid of GFP expresson. Results  There were over 25 % postive recombinant bacterid clones dter co-
trandormation of BJ5183 bacterid cdlswith pAdTrack-OMV/ k-ras 12 (Va) and pAdEasy1 by method of Cadl,. PCRtes
indicated each the recombinant adenovirus contained the insert of k-ras12(vad) . Thetitre of purified recombinant adenovir-
uswas 1.2 x 10” pfu/ ml. Condusion The method of honlogpus recombingtion in bacteria is convenient and dficient
which cormpared with that of in cell and the pepared Ad-k-ras 12(Va) paves a sound foundation for further study.
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