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(# E]8 6. FHFmEE KBN KM (Endothelial progenitor cells, EPCs ), #%% peDNA3.1(+)/VEGF165 b ek RS54
W AR ARG R S A= i TR F 165( Vascular endot-helial growth fator-165, VEGF165 )RyZEiX . 7 s ARINEIE N R 400, LA
G2 B R I (CD34.CD133 . KDR)HIE1E . 381t pcDNA3.1(+)FERIEE s VEGF165 /5 , R FE BRIt S I ook
(ELISA )i A B2 # 4R a3 77 E WP VEGF E H MK, R R B A B RS (RT ~PCR) I A fZ 40 VEGF165mRNA
B, 4R LA MEILFRIFRI BER 40 R RN AR08, PCR R LK /R pecDNA3.1(+)/VEGF165 Bkl i
ZH7E 576 bp 4b 7] WA B B ARHF , peDNA3.1(+ )73 [FORL % Y 2 A S 4 Hu 20 AT LA 55 B L 3Kk A2 F 500 bp 5 600 bp 2181, 241 576
bp K/N. ELISA K455 %7 peDNA3.1(+)/VEGF165 FiAi# 424l LW+ VEGF165 /K- 4(175.8 + 10.7) pg/ml, pcDNA3.1(+)
ORI (10.5 + 1.6) pg/ml, KREEHLH(9.3 £ 1.3) pg/ml, £536: NLAA A MIIRSMETR G R VEGF165 %Kik, I A pcDNA3.1
(+)/VEGF165 $4k¥E 4y, AT 4 SD KRR A B2 AH 4 % ik VEGF165,
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Expression of vascular endothelial growth factor-165 in endothelial progenitor

cells transfected with pcDNA3.1( + )/VEGF165 plasmid
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[ Abstract ]JObjective : To culture and identify rat endothelial progenitor cells,and to observe the expression of recombinant human vascular
endothelial growth fator—165 (VEGF165) in endothelial progenitor cells transfected with peDNA3.1 (+)/VEGF165 plasmid. Methods :
Endothelial progenitor cells were cultured in vitro, and immunocytochemical staining was used to detect the expression of surface antigen
(CD34, CD133, KDR). After transfection of VEGF165, VEGF protein in the culture supernatant of endothelial progenitor cells was
detected by enzyme-linked immunosorbent assay (ELISA),and VEGF165 mRNA in endothelial progenitor cells was detected by reverse
transcription polymerase chain reaction (RT-PCR). Results: The cultured cells were identified to be endothelial progenitor cells by
immunocytochemical analysis. Gel electrophoresis showed that a 576 bp product was amplified by RT-PCR in VEGF165-transfected
cells, while a weak expression of VEGF165 was observed in mock—transfected and non-transfected cells. The protein level of VEGF165 in
the supernatant of VEGF165-transfected, mock—iransfected and non-transfected cells were 175.8 +10.7 pg/ml, 10.5 + 1.6 pg/ml and
9.3 + 1.3 pg/ml, respectively. Conclusion: There is small amount of VEGF165 expression in endothelial progenitor cells in vitro, and the
endothelial progenitor cells transfected with pcDNA3.1(+)/VEGF165 plasmid have an increased expression of VEGF165.
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LL1 Rz 2 B Sh k20 R, KEH20e, HE
REBIK LIS P .0R AL, BE R
112 LR FERF ML M199 5383 (Invitrogen 24
F), IR 40H 5 B W (TBD 5] ), A5 4 ¥ (Gibico 2 7] ),
274k % 25 %% 19 (Fibronectin, Sigma /A ] ), (18, AT K
CD34 b kB CDI33(JL IR RIFAFD), /MEIIA R KDR
(Kinase insert domain containing receptor,Santa Cruz V' :iDR
FITC %% 12 #i CD34.FITC ##ic ¥ KDR $1 4& .PE 7 ic 1
CP133 Hitk (JLFEHZEH), RT-PCR AN E (Takara 24
A]), A VEGF ELISA KitUK 18 ), 2L 518 143 (Olympus
AF). ERHMATHRMYHERTHERFELLRE
R4,
12 Fk
121 KRE#E EPCs WA B I 2 A% SD KB, W
FALFE, 75% 2. B2 15 min, ZETLEH &M T, 2B BB Fifz
&, % E 4CH 0.01 mol/L BERREL B v ¥R (PBS)S ml WPk B
BER, EMUERE R, BT A8 SRR RITIRSILIK
BEMAMEWR, ZEMAZEKEHRERYELE, h
WS ER AR 1: 1. 20°CF 2 000 r/min 8.0 20
min, RRERRHFLETFTHALICZEREMIEAR
(Mononuclear cells, MNCs ) ZE#F 19 55.08 9, il A PBS Kt
HIMITIE 2 IR, M199 BESRI B BANMI, 5B B w7 Hil
Y MLR S HEAT AR T AR LA 1 x 1084 /ml BYMREE 4
HHEFPRIERAT 2 h A4 RED (5 pe/en?) HHHA 100 ml
B, AN .37°C ,5%C0, , A EER R,
FIFHEFREE 4.7.10 d ¥,
122 REMAEAFEYLE EPCs MRS 7d WINEEA A
HAL, B HMIE R 4% Z R P B EE 30 min, RER LY
53 BIKM CD34 .CD133.KDR,
1.2.3 pcDNA3.1(+)/VEGF165 FUkifEss FEYLnT 24 h iHH
M, S x 105 NALABREIERD F 24 FUMR, TR Z 40T
80% ~ 0% RI-A RS HER ALY, o A LAFRIRA B A Hik
LR C HRFE YA . BRAKHFEY: pecDNA3.1(+)/VEGF165, %8
AR R peDNA3L (1B, C FURFB P A TRIR AT,
peDNA3.1(+)/VEGF165 g1 L1388 1 Rl B , S5 IR Bb M S
pg BHLE 15 wl BB Lipofecte- min2 000 ¥R G, iRk
B 20 min; @IEZ T M ToHA T B FRE MR A B
P SEERERAY .18 6 h 5, RS RE(E 20% K
M),
12.4 RT-PCR %l 4 J A 41 F VEGF165mRNA Ry ik
WAEREY 72 h JF A L1400, JREUE RNA, SFH T8 &
BLo ES. PCRAEZHITY . AMEAREKETFREEA. £
#7514 :5° ~AAGCTT GCCACCATGAACTTTCTGCTGT-3"; F
#5147 5” -CTCGAGTCACCGCCTCGGCTTCTC-3" , ¥ #=4Y)
9 576 bp, By BB/ BT, T LL B —actin I

2. Liff 57— CCGTAA AGACCTCTAT GCCAAC -3’ , F iiff
5’ ~ACTCATCGTACTCCTGCTTGCT -3, ¥ 3 K Bt 227
bp, HRKEEEY AR, T HE=WE 20 gL HIZRIEFEEE
=R G- O = A L =98
1.2.5 ELISA ¥ J40ME LW+ VEGF BEHE R WER
e 72 b JE UM SR LI, AT VEGF BARZ S EMIE
(BRI E VL BIRIE) . BEFRIX 450 nm bR D& 4H IR EHE
8, AR LIS R VEGF HAMEX & &,
1.3 %t F5H

KA SPSS13.0 #AT AT Ab 3, i L IS N EAE
KEFERBMGE R v + s TR, HENLEBRA LSD-:

2 & R

2.1 EPCs HEFNE

TS B TR RN Fr B S ML RS
B, KRANA—(B 1A), HEFp)E 24 h FFERE BRI EEA K,
BRI, 4 d 5 REEERRERK, g0las
Ko, 5 R H AR BRI, B RREE K, £ P04
FBEEZEEIE, H HBMEEEW(E 1B). 9d RHHAES40
Musg, B A K, WERE MR 40 MO I o M 4B S 4
TR, BARMMERAEE 1C). B 12 d )5 IR EEE
A BBV
22 EPCs#%%E

WHERE 7 d WINBE G AL , B S A E 5, S 4
Rtk 34> BUHM CD34,CD133,KDR AY#Ek., RLEIE BN
BT WEE & TR BE 41 M CD34,CD133,KDR ik MM (H
2A.2B.2C),

23 RT-PCR /#3355 Ak & ik A i)

RT-PCR =3 IR S L Tk S5 SR AT ., S 8RR e |
AT JL 20 VT LA DL A5 B HL K HF L T 500 bp 55 600 bp 22 4],
#7576 bp K/, AN B2 A ARAE B B 7] KA E VEGF165,
AR GE Ye o A B PR , T 500 bp 5 600 bp 2 [H], 24 576
bp K/ 3),

2.4 VEGF165 T M Ak 7 4 ELISA & F4#M

ELISA R &5 SR %00, 5652 72 h /&, A 401 EPCs 35 3%
L 3EW P VEGF165 B E R E R (175.8 £ 10.7) pg/ml,B 4K
(10.5 + 1.6) pg/ml,C £37(9.3 + 1.3) pg/ml, A 41 5 HALFIAH 1
B, EREBEEEN(P0.01), T BHS C HERESIT
FRX(P>0.05),

3 3t i
VAR, FEE AL TR E TR TR LR, fi

FRE T AR IR PR T A8 49 77 v Wi 3 B 39 A 1) 2 R
SPASFAL , B AR R o A, A TR R A5









