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Construction and identification of adenovirus vector of human hypoxia-inducible

factor-1« fused with enhanced green fluorescent protein
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Southern Medical University, Guangzhou 510515, China)

Abstract: Objective To construct adenovirus vector containing the enhanced green fluorescent protein
(EGFP)-HIF-1 alpha gene for studying therapeutic angiogenesis of coronary heart disease. Methods —Human
HIF-1a ¢DNA obtained from the plasmid pecDNA3. 1( + )-HIF-1 alpha with double digestion of Kpn | and Apa
| was cloned into plasmid pEGFP-C1. EGFP-HIF-1 alpha ¢DNA obtained from pEGFP-C1 with double diges-
tion of Nhe | and Apa | was cloned into plasmid pShuttle2. The expression cassette containing EGFP-HIF-1 al-
pha ¢DNA was obtained from the recombinant pShuttle2-EGFP-HIF-1 alpha with double digestion of PI-Sce |
and I-Ceu | , then ligated to Adeno-X Viral DNA. The recombinant adenoviral plasmid was identified and
transfected into the adenoviral packaging cell HEK293 by lipofectamine2000. The recombinant adenovirus was
confirmed by polymerase chain reaction ( PCR) and the titer was determined. Results The recombinant pAd-
eno-EGFP-HIF-1 alpha was correctly constructed and confirmed by restriction endonuclease analysis and PCR
amplification. The transfected HEK293 cells were lysed by freeze-thawing to obtain the recombinant adenovirus
in the lysate. The PCR product of the lysate confirmed the presence of recombinant adenovirus. The viral titer
was 2 x 10” nfu/ml. Conclusion The recombinant adenovirus containing the EGFP-HIF-1 alpha gene was suc-
cessfully constructed. Tt provides the further appreciable foundation of HIF-1 alpha gene therapy for coronary heart
disease.
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Ang-4) 55— I BEEE R B % 5%, XoF 1 8 B A SE AR A L
KRR T E . (K %% % [H F-1alpha (HIF-1a ) 32
REFHT, g HIF-1 B35t SE 5 EHE I (green
fluorescent protein ) J&— i R 5 T /K B (A 4 i) A= 49 &
Yy I, 1855 Y 4t 67592 Y 3 [ ( enhanced green fluorescent
protein, EGFP) & GFP #5878 {& , HA% K LU AT # 32 100
i RERNTEDHE LY. BEEWNH A
HIF-1o HE (K] B H 30 5 D] 6 3% o8 Xof e o 9 199 1 8 38 4B
fER, FRATHIER T4 EGFP Y A HIF-1a BRH R A
x.

1 MRERE

1.1 #H#
.11 A7 77 & PRI Apa 1 Nhe | Kpn 1 . Xho |
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