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Fig. 1 Construction of plasmid pAdeno-X-VEGFn
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Fig. 2 PCR analysis on viral lysate
1. INA marker: 2., 3. Adeno X VEGF (370 bp};
4. Adeno X LacZ {370 bp).
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(10 mmol/L Tris, 4% B, 2 mmoal/I, MgCls,
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VEGF:; A1 Adeno-X-LacZ # B 5+ 3 A 6,25 X
10°® plu/mlFA 2, 5X10% plu/ml,
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Fig. 3 Effecl of Adeno-X-VEGEF,» infeclion on proliferalion
of ECV304

{at Representative example ol cells inlecled with Adeno X VEGF1n

(20 plu/cell}; (b} Represemative ezample of cells inflected

with Adeno X LacZ {5 plu/cell};

uninfected control cells;

{c} Representative example of
{d} Cell survival rates were assayed aller
infection. P values reler 10 Adeno X VEGFim vs either control
(% P<0.05, #+ P<{0.01}. 1. uninlected comirol; 2: Adenc X
LacZ 5 plu/cell; 3: Adenc X LacZ 20 plufeell; 4. Adenc X
VEGF12 5 plufcell; 5. Adene X VEGF 20 plu/cells 6. Adeno
X VEGFlgl 80 pfu/ce]l; Vi Adeno X V_EG'FR;[ 1680 pfu/cell; .
Adene X VEGF121 320 plufcell. {32003,
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{E, #92ng+L Yecell o d ¥ (El4). M Adeno-
X- LacZ BRANMKBELRLA LFHEINAD T
VEGF,5, &M VEGEF;; cDNA RERBRIE.
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Fig. 4 Invitro VEGF,; produclion
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Fig. 5 Effecl of condilioned medium from ECV304 on the
Miles permeabilily assay

2.7 EHARBENS VEGF,, DNA ZE[F hi 5
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Fig. 6 Capillary-like siructure formalion by ECV304 infecled wilth Adeno-X-VEGE, 3,
{a} cells inlected with Adeno X VEGF121; (b} cells inlected with Adenc X LacZ; (¢} uninlected control. (X 2003,
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Recombinant Adenovirus-mediated VEGF;;; ¢cDNA Gene
Transfer and Expression In vitro

WANG YueXiang, YANG Jian, MA Chun-Gu, YANG Xin-Ying, SONG Hou-Yan*
(The Key Laboratory o Molecular Medicine, Minisiry o f Education , Fudan University, Shanghai 200032, China)

Abstract The replication-incompetent adenoviral vector containing the cDNA of VEGF: was
constructed. Alter translection, individual viral plaques were isolated and amplilied in HEKZ293 cells.
Conlirmed by PCR, both Adeno-X-VEGFy,; and Adeno-X-LacZ were propagated in HEK?293 cells and were
purilied by CsCl density gradient centrilugation. Adenovirus-mediated VEGF;; gene transler promotes
ECV304 prolileration and [ormation of capillary-like structures in witro. The expression ol VEGF;y by
adenovirus-inlected FCV304 was quantified by enzymelinked immunosorbent assay., Peak VEGFy
production was achived at 7~~10 days alter inlection. The conditioned media [rom ECV304 inflected with
Adeno-X-VEGFy; markedly enhanced vascular permeability. These data may support that adenovirus-
mediated VEGF 5 cDNA gene transler could provide a uselul strategy [or ellicient delivery ol VEGF 4 in
the treatment of ischemic diseases.

Key words VEGE:; cDNA, recombirant adenovirus, gene transler, expression, prolileration, vascular

permeability
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