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The responses of microvascular endothelial cells from human ovary

carcinoma to PDGF-BB
YANG Ying,et al
(Department of Obstetrics and Gynecology,Xingiao Hospital ,the Third Military Medical University)

[ Abstract] Objective:To investigate the difference of biological characteristics and responses to PDGF-BB between human
ovarian carcinoma—derived microvascular endothelial cells and human umbilical vein endothelial cells. Methods:The ovarian
carcinoma—derived microvascular endothelial cells were isolated and purifed from ovarian carcinoma tissues. Compared to the
human umbilical vein endothelial cells,the biological characteristics and responses to PDGF-BB were observed in OdMEC for
the changes of growth,PCNA and VEGF expression. Results:20ng/ml PDGF-BB could enhance both kinds of endothelial cells
to proliferate, express PCNA and VEGF. The proliferation and PCNA protein expression in HUVEC were augmented more
significantly than those in OdMEC,the protein and mRNA of VEGF expression were augmented more significantly than those in
HUVEC. Conclusion:The responses of OAMEC to PDGF-BB were significantly different from those of HUVEC,which provides
experiment basis for research on ovarian carcinoma vascularization and antiangiogenesis therapy.
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1.1 EREAH

DMEM 33543 . P9 Bz 4 i & P 1% 3% K : Gibeos (R BG4
{07 : Hyclone; 1 X J5UAE : Roche;dNase [ : 4FE 447 Per—
coll: Amersham; MTT: Amresco; bFGF . EGF .PDGF-BB: CytoLab;
VIHEPUR (FVI-R Ag) SR Sw ik iR M % ; BUBT PCNA
B T Ve B VEGF B4t TAEW .SP I & b kg
14 FiR5 & : Fermentas; PCR 77 & : TOYOBO,
1.2 #HAkER

BB E=FEEKRFEHNER . Pk BRI ERFEA
&SRB A R

BAF=FERREHFEEARITHE~MNEE R
A ¥ LR '
13 #F ik
13.1  ABPEUEHRUNE N AR ERSERERE 5
BH Alessandri I FUEFH H ik, BHENGE . TEAMET,
HRBR B A S, HUREE BTRE , 0.25% BERE AL 30min, BEXS, U
LIURE ,0.5mg/ml T BB REGIH 4L 10min /5, TIA 0.02%
dNase I , 8k8E74 4k 1~1.5h,200 B ( $ 76 o m) &R Mt
B, WCAREWE, ek, B, AMBRIEEREEEMAKSE
25% 30% .35%%% & Percoll §88.00% 1 ,4°C2000r/min 30>
20min, UK F 24 2em =B RAME, Bedk, F EiF, n
A DMEM 2 F® (FH 15%h %/ 4 M5 .Sng/ml
bFGF .20ng/ml EGF.20U/ml T & 5 g/ml & 4k % B8 .
100U/ml EE/E K 100U/ml HER), BB 4 x 10%m], Fhp
F 100ml BB SR, HEA 37°C, 5%C0,~95% 23 S A FNE
ERFETEET .. ZEEE 1h ZBRURT M, 48h S HHK
VIR, VS 3 KEH 1 R, EEHMRES

PR KRS, TEA B BB TRl R ERGRE R 2,
M, 0.25%EK5 (& 0.02%EDTA) 144k, 1:2~3 HAIHET
R,
132 HUVEC WEREEFS5MEARER RAS=FEX¥
P EREGH R ME T WBEEOMEEEkE., B
25~30cm T ,0.25% BEREHE FE T 1k, 10min Z0F 10, B0
WM, I B B % P BE SR (& 10%I0 S RE 40 I 75 )
AR, BT 100ml EHEE P, BFHA 37C,5%
CO95% = SEFAMBEIEFAPIEF. 24h BWMB 1 K, LU
|23 ReBEHBWH 1 K, HEWRME .

FRM A K BEER S, 0.25% Mgk, # 1. 2-3 L)
HFHEREE S
1.3.2 PDGF-BB MM ME W 15 R AMER
J&, BL 3 x 10Yml BB BF T 96 FLARIE % , BNt s i
6 EFL, JHHIREBES , & AN RIMEEE PDGF-BB(0.5.10.20.
S0ng/ml)KIIEFEM (& 10%RERGF I7E ), BREEIEHE 24h, R
JEEFLAMA Smg/ml (9 MTT 20 1, BEZEREFE 4h, B IE 35
¥, i A DMSO150 .1, ¥&% 10min, TERFFRIY _E F 490nm 3
K 9 5E SR E (0D {8), A7 A xt AL (R indg #8)7
F. BEEEE 7 REW. LIEatiE sish, F35 oD 94
W H A MA K R

B RAERERE, BRhTHRE RS H 24
FLAREEFE , UG BE I , #5 20ng/ml PDGF-BB RYI5 R
(& 10%EKRENE) M s Rg® kR BEreqr B
PCNA B TAEWAT R A Miba# SP #5444, DAB B, B
et BB PBS (OB —H1, HAATALE ., BRAT{IER
EE{H(OD 1H).
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PDGF-BB 1EH 5 XJ5.S-P &AM VEGF EHKZE
ik, FAMEXTHA PBS R —Hi. ERAHH{EE OD i,

B8 RS, B 5 x 107ml M 25T 100ml
R, AESMET MERAKRIEES, %E%A 20ng/ml
PDGF-BB M SR ( & 10%E S R4 M) /EH s X4
1E¥EFE, 3 BA KSR P RS PDGF-BB, B 41E RNA,
W F —RARER SN (RT —-PCR)Y'1# VEGF mRNA, ff
K315 % . VEGF ( L#¥ 5 -GAG ACC CTG GTG GAC
ACT TC -3’; F# 5 -GTG CTG TAG GAA GCT CAT
CTC TC-3"; F=YK B :210bp; B KB :59C); WS
GAPDH( L #i¥ 5'-ACC ACA GTC CAT GCC ATC AC-3;
T 5°-TCC ACC ACC CTG TTG CTG TA-3;;/=HjK .
452bp; iR KIRHEE:61.5C),

134 Gt E AR RLUE + RS (21 FR,
H SPSS 10.0 TS, [Fl—BH A L 3e 4 5 5t
HRLA LA FHRCKT ¢ I8, P<0.05, ¥ ENERERIHT%E L,
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2.1 WEHEFAEK

OdMEC JR 3% I 4 B 82 b 24h J5 FFHR NG BE
8~10 REGHMBE LR, EERERLH
& s HUVEC 8% 12h G FFHRIGRE  5~6 RGN &
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BT BN B 40 b e it B RY A “ B ARV SR o
RRAMEAE KR TFIRAE M, OdMEC ¥ 6~7
KA 1 K, HUVEC 3 4~5 REER 1 K. BRh4H
R % S E R T AT LB & A RRAE I WP /D
& e A Ak e FVII-R Ag FEk BAM: . iE B B
FRWAEE AN EMEY, H FUI-R Ag B4
YE S AR AL 22 B RS W AR A 859% L L, ARk
BHRA 2 LU Mxd8a: KA .
2.2 PDGF-BB 4 i34 58 44 % *&

7E£ OdMEC 4 1 HUVEC 4, fi % PDGF-BB ¥
BRI, oD I K . Sng/ml X 40 TR B Il
YE FH ,20ng/ml IE BB A (P<0.05),50ng/ml 5
10ng/ml RIBAVEFAE . kLA 20ng/ml 1E Ky /e 8EsE
BRI RIERE (A 3),
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2 OdMEC ## 8 X(200x)

0.4 r
0.35 r
0.3 r
0.25
0.2

—o— O0dMEC
—a— HUVEC

0D (490nm)

0.1 r
0.05

time (d)

B3 20ng/ml PDGF-BB X AR B R4 K& m( oD &)

PCNA AR B FEN THMRE, 2HEEGAE
TERa, sk WY, 20ng/ml PDGF-BB HIE/E ,
WP QUM PCNA #93RE B & 5%, 0dMEC 41 PCNA
FRIBWRMIEEHA ST HUVECAH (WFE 1,P<
0.05),

2.3 PDGF-BB 2t VEGF & ik #) % h
VEGF R FER XL THIE, EHEEAZHE
&, Rk R, 20ng/ml PDGF-BB 1 T4/

%1 20ng/ml PDGF-BB X F%h K B 48ffl PCNA.VEGF ik
KyEmm(oD &)

OdMEC HUVEC

PCNA VEGF PCNA VEGF

PDGF-BB 194.36 £ 15.69 181.45+ 11.25 231.92+20.75 191.11+4.60
YT 17475 £ 14.65 160.19+13.87 194.05+23.31 185.04 £5.10

PDGF-BB/Cont rol

HOVEC ODVEC

4 PDGF-BB X AR KK MM VEGF mRNA RixMER

f5, W4 VEGF fy& ik B & #5% ,0dMEC 41
VEGF FiAHSRIEE B B 5 F HUVEC A (L%
1,P<0.05),

RT-PCR X1 i 8 " VEGF mRNA £iAH L F
5347 BN ,20ng/ml PDGF-BB HI¥Us, PIfR A R4
Ml VEGF mRNA BIRAEIER(E 4),0dMEC ¥R
B & & (ODPDGF-BB Rl 4H/0D X H4H=1.81+
0.04) X F HUVEC 41 (ODPDGF-BB #¥ 41 /0D %+
f2=1.43+0.23)(P<0.05),
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RUMTIBE R A MM, St Croix 2R8I 4% fif 7 K 17
PR S R B, 1E 3 4 45 g 4 4R IR G I A
P R A A 2 8] ELA 5 BE AR, BiF Z LRI B,
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4 M A% 7= 9 (Pan—endothelial marker, PEM),{E3%
EREAER., 7 TIMEC T4 46 FRERFX LS T
IEFHALARFEN LR, 33 K TIESNEHM,
IRA i 2R 78 P98 R Bl IE % P B 4 . TAMEC &
HUVEC BRIERARM , FLEEEE TIMEC K i
52 JEI FBl N Bz il R /= %k {B7E HUVEC Rk
WEALEE, UEAREREH, EFEMEERNE
HMHARRESELE TIMEC BN

PDGF 2R s e X F BB ILAS, RN
MR A LRI, BRI P g E5E |
#ft. PDGF FKIEM 5 B DURP A ] 2 B 4 B 4 22 ik
%% (A.B.C.D % )4H i, Bl PDGF-AA,PDGF-AB,
PDGF-BB,PDGF-CC F1 PDGF-DD®", A B 548 40
Ja B L SR IR 84 PN Bz 40 e 8 7] %35 PDGF K H 32
ZNU

B # 3 PDGF-BB REE S 0 57 40 i i 1%
5 BB RS HITE A4S, AR
¥ ,PDGF-BB 8E{R &SN E 5 OIMEC A K , 2
I EfRHEiE , PDGF-BB 20ng/ml fEFI B 3%, PDGF-
AABB 5ZEEEEHIEZE, SBSS5HATH
HZME S E KR LE, PDGF-BB X OdMEC
HIEFE R HYERISS T HUVEC, FI 8B B T7EOR &
BHAF ,0dMEC £33 PDGF LIS ERIEE T
WIYER, 20 IL-8%%, 7 PDGF-BB(20ng/mDIEFT,
OdMEC % VEGF A FfIERE M F XS, HFA- SR
BERKF HUVEC, MR- 5IE® N gHltE i,
OdMEC X} PDGF-BB HRB A S i P58 . X R RP 4
Xt PDGF B RN FEREER, HPHE
HMAERE, TTRESFRN KRR PDGF 24k
HIR R IR R 3%, A SCI0 BT O 4105 i
B LRI FNGTIN B A AT IR AL T SLI0 R,
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