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Adenovirusmediated vascular endothelial growth factor transfecting cardiomyocyte in vitro
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Beijing 100037; 3 Department of V irus and Gene T herapy, Eastern Hepatobiliary Surgery Hospital, Shanghai 200438)
[ABSTRACT] Objective To construct a recombinant adenovirusvector harboring hV EGFiss ONA under the control of ven-
tricle-pecificmyosin light chain-2(m Ic-2v) promotor and to detectw hether it can ecifically transfect cardiomyocyte in vitro
M ethods PDC317 was built by ramoving the native promoter MV of PDC315 Human vascular endothelial grow th factor
(hV EGF1s) dODNA and mlc-2v w ere cloned into adenovirus shuttle vector PDC317 by standard procedure, and the product
w as identified and transferred to the adenoviral packaging cell HEK 293 cellsmediated by lipofectanine The desired A d vec-
torswere purified by density gradient ultracentrifuge and titrated in 293 cells after identified The neonatal rat cardiomy-
ocytes, skeletal muscle cells and snooth muscle cellsw ere transfected w ith A d-mlc-hV EGFies and A d-hV EGFues in vitro, re-
gectively. The expression of V EGFies proteinsw as assessed by EL ISA and W estern blot Results The segnent length of
PDC-mIcV EGF and the correct clones containing target gene in right directionw as identical T he titer of adenovirus reached
2 8x 10° pfu/m| after density gradient ultracentrifuge EL ISA and W estern blot showed that all the 3 cells secreted V EGF
protein in A d-hV EGF1es group, and only cardiomyocyte secreted V EGFies proteins in A d-mlc-hvV EGFies group. V EGF secre-
tion inA dmlc-hV EGFies group w as less than that in A d-hV EGFies group. Conclusion: The recombinant adenoviral vector A d-
m Ic-hV EGF1es has been successfully established, w hich can make the neonate cardiomyocyte secret V EGFuss in vitro, provid-
ing apromising tool for gene targeting thergpy of myocardial ischemia
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Fig 3 W estern blot results of VEGF
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3: Control; 1A, 2A: Cardiomyocyte
1B, 2B: Skeletal muscle cell; C: Snooth muscle cell
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