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®OE: HMY BT =0 R & 245 0075 %5 108 9 1A IR P (vascular endothelial growth factor, VEGF) i 5 (1 1L 141
LA MIBE T AN VEGF ek ibm . Kk PA=He 3R & 25 M 1EH T VEGF iS00 5 #8 ki 8 P9 A% 40 ( human umbili-
cal vein endothelial cell-1, HUVEC-1) , 5] & A 2% 5 o 65 00 22 41 ffu JF 752 e 70, MTT 32 00 82 4411 Jfo 16 5§55 0, Western blot ]
RT-PCR 77 45+ S K00 4 B2 40 VEGF 28 (1 Fl mRNA ik, 5% =M EARS5.0g-kg' -d ' 25g ke - d kRl
T 24 (L A K L P R A HE S FE L, B BRI, 5.0 g - ke - dTU R 10% (5% (2. 5% & 24 I 2R
2.5 g+ kg™« d KR 10% 724 i 41 HUVEC-1 40 1 Bt 59 5 b 351K F 25 11 0 3 A0 1) e JE 4 (P < 0.05) . 5.0 g « kg ™' -
d' 2.5 g kg™ - d7RER 5% B A2 U HUVEC-1 4l VEGF 75 11 . VEGF mRNA #ik¥) b S F%. 458 —i 3%
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Effect of medicated serum of Sangleng and Eshu on human umbilical vein vascular

endothelial growth factor and vascular endothelial cells
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Abstract; Objective To explore the effect of medicated serum of Sangleng and Eshu on the expression of
vascular endothelial growth factor and vascular endothelial cell proliferation induced by VEGF in vitro. Meth-
ods Medicated serum of Sangleng and Eshu was used to culture human umbilical vein endothelial cell ( HU-
VEC-1) induced by VEGF. The morphologic changes of HUVEC-1 were observed with phase contrast micro-
scope, and cell proliferation was detected by MTT method, and the expression of vascular endothelial growth
factor protein and mRNA in endothelial cells was detected by Western blotting and RT-PCR. Results The

medicated serum of 5.0, 2.5 g + kg™' + d ' Sangleng and Eshu could cause arrangement disorder in the normal

umbilical vein endothelial cells. The medicated serum of 5.0 g + kg ™' + d ' Sangleng and Eshu (10% , 5% ,

' d7'(10% ) could inhibit vascular endothelial cell proliferation

2.5% ) and medicated serum of 2.5 g - kg
remarkably (P <0.05), as compared with the blank serum of identical concentration. The medicated serum of
S5gekg +d'and 2.5 g+ kg™ +d"'(5%) could reduce significantly the expression of vascular endothelial
growth factor protein and mRNA of HUVEC-1. Conclusion The medicated serum of Sangleng and Eshu could
inhibit vascular endothelial cell proliferation induced by VEGF in vitro, and its mechanism might be associated
with inhibited expression of vascular endothelial growth factor.

Key words: Sanleng; Eshu; medicated serum; human umbilical vein endothelial cell; vascular endotheli-

al growth factor

B TE  WOHIRE I LRI A0 H [ (2002) 18 4599
Supported by the Research Project for Basic Research and Application of Chongging Scientific Committee [ (2002)18-99 |
YRRt 221975 =) o, PO ELEL A, -t PR, B DA A A 1 P 2 25 By S . WG 213110201331, E-mail : frogyl266@ 163. com
TWIRAER 150, E-mail ; xxy0618 @ sina. com
el 3 : 2006-02-20 ; 4 8 B} : 2006-05-28



122 W =

R Ok ¥ ¥

29 %

N 7 1% N1 SR b/ A2 TE W R 1 NP IS 4
BT B T i 28 b, 17 2180 , AR
B, AP A =R AR 2P0 b 25T b 4y
A B, AETRYT I 1 FH 3 Bk 1 SN ) R
T3, 00 95 A0, (AN B 7 i P A B R BGERAE
RN AT R I L 2 i,
T b AR 24 i T G A R DK I P B 1 1 B
FOfi A5 N Bz A - T (vascular endothelial growth fac-
tor, VEGF) ik & 1 BA Ml 45 F, FLAFFE 45 85 T
TR A2 L0 M 55 A BATL A , S i A 97 P 93 1t Ak 3 24
AT B I 5 A s (PR L 7 R S A L 28
PR DG 4 ERLJTE 99  0 Jok ks A Bl A R DR s kit 5
ARAE ) BEBERF AR, X — 25 48 T K A B 245 5

T EA A R AR
1 #R5H*®
1.1 ##

L1 R 5k ) b DO TR R 25K R AT
B E) (LS 050104 ) o FEA, W P14 v 20 5 A PR 94T
AT :050219) 2544 2 T KB Blof K 2 2 2% 2 P 25 OB
X R B A . W RS AR A, R — A2l
JNE] L HLHE S ml: 50 mg (4t 5.010302) ., BPMII640, Gibeo 4%
Al AN R, P SE S SN R AE Y TRRABRZ AL Y
FMETE (MTT) | H LIV AL DMSO) | JBERi5 1) 4 F2 [5] Sigma 23
Al e VEGE, B34 TRA R, Bt VEGF Fidk, — 41
HJy A Santa Cruz, RT-PCR 75| &, KiEE4EY THEARA
L2 FEUEE EBOHEME R AR 2 BN (XDS-1B) , i pk
P AL BR 7, CO,BE FE 40 (200113 8 ) | b g 8 T %A
il 4 A SRR (MK3 ), 28 22 5 . f IR i oK 4 ( MDF-
826, H A =¥, & o ¥ % & O Bl ( eppendorf centrifuge
5415D) [, fil B ED O e UK ORE B & 4, 36 [ Bio-Rad 43 A,
PCR {¥, 2 [ Pharmacia biotech 4% w). e 1 35 (1 H ok f4
(DYY-3) AbaiA B8 o AT W 48 S BRI 1 4047 R 4
FEE UVP,

13 250 =k FEARITAUR R, i 10 ~ 20 Hif, %
BHEe 7,30 CoRERL 2 h, ATAL 2 U, K 60 min, & /K HUHE e
4 BT (70% £ /)24 h,3 000 o/min B0 10 min, |35k
G SR A2 1.6 g/ml, B TR B RO T TR AR,
i P B 0 T, it 24 4

1.2 Fi

12,1 F25imihles  HedE Wistar AR 50 B (45 it (200
+£20) g, AR S s o AR . SE A 5 AL, 75 et R
A1 (AR K ) R IR (RS SO mg - kg™ - d7!) =

B ARG b (EFIRY (5.02.51.25g kg - d7" 5}
59 A K A 2 R 20 )5 10 £% 5 %) . MG, B RMERG Y
2 WK, LR T XA O R AR IR K. ARIKEZY 1 h
T Eh bk L 4 °C i E 4 h,3 000 o/min Z0 10 min, 55 #5 1i
T L g S B B, NS M A (R VK AR fRAE R . TR,
RPMI1640 (A8 R B — e A i o AR Bt 2 3 25 i i =2
3R (10% 5% 2.5% ) .
1.2.2 ANiEsE S 9000 54l AR K P R 4 Ml ( HUVEC-
U, W Lo 200 2 A0 9 T ) B, 43 SR LT 0 AR, £
B2 B R, — b ARG e b IR
1.2.3 MTT 5% =8 36K 525 M iE X VEGF i 519 HU-
VEC-1 4o a 2 m 4% 2.0 x 10°/FL 4% 7 41 i T 96 L
2, K595 24 h 40U RE , ) Hanks 3Pk 2 U, 4% 0. 5%
b/ N LT 09 RPMITI640 B 3% 24 h J 48 B0 A = b AR
fr R R R B A 109% 5% | 2.5% % 25 1L i, VEGF
100 ng/ml, B4 ¥R L 3 A, B59% 48 b, {58 AR 2 e i L ¢
S ML HUVEC-1 40 M 1 A% K HES () S el o 37 S % 97 W
TEALANA 200l L 7 557,20 wl MTT ¥ #(5 mg/ml) , B
F4 h, 200 pl DMSO e, JRg TR 5. 76 B shlgr{ LIk
492 nm AbAGHI G RE(E D(492) |,
1.2.4 Western hlot £ PO R A B A0 i, 4 A
1L RPMII640 KSR CEE 3% 4 h, A 245 103 , 2%l 5%
VEGF 100 ng/ml, 1% 40 f 05 B £ 3 10 om® 55 75 M B,
0.01 mol/L PBS wh 41l Ml 2 v, %% fift 0 54 ik 40 0 , 8 7 6 2
WL R 30 8,4 °C 12 000 o/ min B0 30 min, HL i . Lowry
B F e RE . A 25 A 2 x SDS ARS8 whf ( 125 mmol/L
Tris-HCl,20% H i, 0. 01% % . 4% SDS, 200 mmol/L
DTT) i K i th A% 10 min, SDS-58 P4 19 i 556 e o, ok, 5 1
(PVDF Ji{) , 7 5% [t AE 08 i) TTBS 28 i B (4], b VEGF §it
(A FLAr 50 S e, b fe . (B0 3 e, U,
1.2.5 RT-PCR KGN HROWGREAE < 502 40 i, 36 1 FC i 3
RPMIL640 B3¢ K a4 h o A3 2 il i 2o 1k 5% , VEGF
100 ng/ml. FEAHMUGEBE K 10 em® BRI, 30 £ mn 15
PRIUE RNAL LAS pl RNA PR A 73008 5 , PCR 71, LA
B-actin f 9P Z MR, VEGFI65 5175 iiF 5'-CAGGCTGCT
GTAACGATGAA -3', Filf 5'-AAATGCTTTCTCCGCTCTGA -3',
P38 =4 4 280 bp; B-actin 51751 : E#E S'-AGCCATGTACG
TAGCCATCC3', Fiff 5'-CTCTCAGCTGTGGTGGTGAA-3' 474
#4107 208 bp, PCR JZ 1% 244 :94 C Tl FE 2 min, 94 C A48 PE
30 5,60 CiHk 30 5,72 °CHE{H 90 s, #5485 35 4~1FH., PCR =
2 B O I oL DK U A O B L K VEGF mRNA 74§
Sl I S Bractin (1) %55 (B 2 LU AT O i R 2280, 4
# VEGF mRNA [l 3k,
1.3 it am

BRI & + s 325, S0 SPSS 10. 0 Giit kbt 7 s H 207
224007, 2R A1 EE W9 9 HCAE ] SHK i,
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) & £1 =# #FASYMFE VEGF FS# HUVEC-1 HAEIE5HE
-n% mﬁm‘](fi&')
a1 _:_*ﬁ ,K*%%ﬁf&x’f HUVEC-1 éfﬂﬂaﬁj ,%}‘%j"]{;] 215 M AR KBTI (% ) D(492)
- T ’ ” o ) “F 1 Ifi i 4] A — ! 573 +0.059
IF 4 HUVEC-1 4B 8 A 1 3 A 200 L 2 o 0 mERRES l: (:' 2 ::; 3 ::;))
8 e U,
BRURCHES % A LA A A I L | 5 A S e [ L 40 R E 505 0,606 £0. 103
dé'.ﬂﬁlf% %lﬁ])ﬁuﬁﬁ‘fi[ﬁ]}fﬁ '_:Ffé.jﬁ)ﬁﬁfji[ll.(?ﬁﬁ‘v’: \r"' ?I;Il tfifﬂﬂ_ i E A SOmg+kg~'-d-! 10.0 0.328 +0.091°
JH1 48 K 3 WAL (6708 A% 4T 0, 5 OE R AN e B B 5.0 0.346 £0. 135
o ) i, 0k A L 9 35 L ) M 1, 4 A Tk 2.5 0.603 £0.056
b =M AR B2 T R LA A LS A S itk 5.0 kg™ - d™ 0.0 L
FIBCRE R C 0 A e, WP 1. 5.0 0.294 +0.071"
2.5 0.341 +0.045*
o] ke 2.5g-kg Led) 10.0 0.324 £0.030"
5.0 0.473 £0.067
9.5 0.493 +0.059
G ) kA 1.25g kg ' - d ! 10.0 0.591 +0. 044
5.0 0.509 +0.,075
2.5 0. 546 +0.083
a: P<0.05, b: P<0.01,5 % & f il *f B 20 sk 4k

AL ek o B4R B @ A A
E1 HUVEC-1 2 =4 BASHNFLESFHEEN
(49] .48 £ % bt x200)

2.2 =4 FEAAH ik VEGF i F 49 HUVEC-
4 i 3 3 Y Bh o0
25 [ ML T 6 I 2H 4% 100 Tt A [0 e 56 41 1] 25 S G b L v )
BH(S% 2.5% ) ARFIE(10% 5% 2.5% ) & &5 i 525 Fi
AR AL L B 2 RO W E PE . R B 2 i R0 b o) Rt
(10% ) Z 25 5 & HUVEC-1 2000 38 R i 1 i & o T3
P AH Tl e FEAL (P <0.05) (& 1)
2.3 = # EA4L % Rk HUVEC-1 & ik VEGF
mRNA &) % v
w5 A LA B 5% & 2500 1 T HUVEC-1 4, 3L
VEGF mRNA 26558 5 ST, LM (1,136 £0.154) F
FE%(0.405 +0.075) F1(0.473 £ 0. 044) , 2 5 A7 b F 1k
(P<0.01). {EREARS VEGE (9 &k B G 8ol W
2,142

£2 =i FASHMF(5%) 7 HUVEC-1 40 ffl k i& VEGF
mRNA #1 VEGF EE R R (x £5)

hE AR
. VEGF mRNA VEGF
2H il h
i) AR D(492) | [ D(492)
(g-kg™'-d™1)
“3 F il A B 1.136 +0. 154 1. 060 +0. 152

R T R 0.05 0,473 +0.044" 0.547 +0, 150"
e 5.0 0. 405 £0. 075" 0.350 £0. 128"
St 2.5 0.693 +0. 102¢ 0.603 +0.211°
iG] k2 1.25 1. 109 +0. 080 0,786 =0, 144

a: P<0.05, by P<0.01, 5% G i o AL b4
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MoAfifi ] S B G 2.5 G A AL 3 AR A F 44 b Al
S:@MEa
2 HUVEC-1 @2 =# #REHMFLEF VEGF
mRNA &k

2.4 =4k F KA ki HUVEC-1 & ik VEGF &
EEGEAD

JH Western blot Kl =8 46 A & 25 Ui #f VEGF Hi109 &

P, ZEMLEOR, B PR R K B 5% 1 F £ i iE HUVEC-]
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MM VEGF #(H F3k o 3% FRAT, & 5l 41 R B o 3 (P <
0.01), WK 3,%2,

M 1

N —a2x100

M:Z Gt A1 S G4y 2 4K F 48, 3. P Ao, 4, B A B4
B3 HUVEC-l fipa&E=# #HAREHMiHLIEE VEGF BARRIEA

3 Wi

AR 0 MR, L, b S A g
W AT 3R 2, AR IR G g
MR SCZ RN 5 . =k M A
I BB R R L PR A B b 25 4, EL A R U Bt
R 0 AR T P T (E G R L AR AR
B A S8 o = b R 5 25 1 3 R LA
VEGF 175 51 0L N R 400 B 9 1, ] (i 1F %5 A i Mok
L5 PN B2 240 M HES) 25 6L, I R R TE K
LA 25 B2 71, i H AR AR — R, 4
10 ARAF 1 K BE | 2R 58 3 AT , 2 5 2 i ] 5
TAAT 28 IR ER 24 1 A7) o T ol 37 24 3 S 8 v vh— K
RERT, B R TCE 1, PR 5 24 10 37 I AR A0 IS 1 AR
UG, e R e, (o 5 7 A 2 Wk JE AR RS B AE R 2R T
IR BE , FE PP U0 T, 0 52 144 2R o B0 B
WAS BEHE R v 3 24 4 e JIE Jok {1 1A £ 0 1 {1 O 4 48
2 SRR IR (A ERR = R SR B Y
LTV RE x SOV AR FR R R AR o R B A
TR MTT 2508 e 7 10 45, TRAT9C860 109 S |
10.20 1, i1 42 21070 15 259 e i RAFR i R fh) | B8R
REERFI AKX ERM A H B, AN E 2L R
U ) BRI S AR
VEGF % % 43 #§ VEGF-A . VEGF-B, VEGF-C ,
VEGF-D \VEGF-E & Jl5 %4 K A (PIGF) . VEGF-A
B A3l B BT FR (9 VEGE, A VEGF-A JE K {3 1 Y fo {4
6p21.3, 44 14 kb, i 8 MMAMBF.7 MG T UM
SRS (34 ~35) x 10° [ [m] I B (AB 45 1, 0 At
ZA)3E i A A I . VEGK JE:—Fh ik B pEAE s
B AMMOA 2253 3405, LA S5 43 7 =4 S5 e 1 0 a0 1
PN B 40 3 e e (2 0 il A R . 53 41, VEGF W] 44
02 240 100 P RN N bk A RO R Y

MAFEER" . ARG R R, =W AR F M
1 AT AW VEGE 755 5 L4 P 2 40 VEGF 2 1 Fil
mRNA (3K, $m = b A 5 24 M 70 i i 45 P 1
AL 5, AT AE R E L VEGE FeikimisE .,

S AE A FR W, BH P X R f00R 3R AR T HU-
VEC-1, rf A4 il VEGF i 5 1) HUVEC-1 345, i) il
HUVEC-1 #ik VEGF mRNA K H.Z &% 50 69 bf
FEME R — B0 R R — R A8 AR R
FCALH AT AE 2t of PELAG VEGF 55 H 32 (R 45 4 1fi 41 il
VEGF (¥ shfgini se ey

VEGF ## A 2 40 s DNA & iR, 42 2 23
i VEGF 22 & ( VEGFR-2 ) 47 %080 1 4t M SM7 5 18 Y
H4CH 1/2 ( external-signal regulated kinase, ERK) T
S, =M FEARREX VEGF 321 K ERK 4 ift—
A VR R R FRATT L 30 — A5 7 B 9 [ A, LA 0]
O = FEARTE I PR | ] 35 B M il 16 A= 0 1 3R
IT AR A
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