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Abstract Objective: To study the role of bel-2 in human umbilical endothelial cell apoptosis induced by homo-
cysteine. Method : After human umbilical endothelial cells (HUVEC) were treated with different concentrations of
homocysteine (Hey) for 48 h, and MTT was used to measure the proliferation of HUVEC, The flow cytometry
assay was used to detect the level of cell apoptosis. The expressions of Bel-2 mRNA and Bel-2 protein were corre-
spondingly analyzed by fluorescence quantitative PCR and Western blotting. Result: The proliferation of HUVEC
was obviously inhibited by homoeysteine, the OD value decreased from (0. 99 £ 0. 05) to (0. 28 £0. 03) (P <C
0. 01) and there was a significant dose-effect relationship. The rate of apoptosis in HUVEC cells increased from
(2. 0540, 26)% to (30, 86+1, 94) % (P<20, 01), Compared to the control group. the expression of bel-2 mRNA
and protein were significantly depressed (P<Z0. 01). Conclusion; Hcy could induce apoptosis of HUVEC through

down-regulating the bel-2 mRNA and protein expression.
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1.2 \CB5F i bk P9 R 400 B B 35 R S 5% 7 4H

MTT 4 g B4 58 L 00 R4l R T- L B o 6
H. DA HIEH: @2 mmol/L. Hey #H; @4 mmol/L
Hey #H; @ 8 mmol/L Hey #H; ® 16 mmol/L Hey
#H;®©32 mmol/L Hey #H., fEFNE A 48 h, #RiE
MTT SR 255, Dok B & A R Rk S s
il % (1C50) , L 1C50 BF Hey ¥ B 241 1F R 5 22 50 5
0. YERBTEIS A 48 h,
1.3 MTT g il 4 i 4 o Ak K ik

W R B AR A, R R R B R E R
(10 ~10") /ml, ¥ & FL 100 pul, ¥ 5155 F 96 FLAR .,
g EARARFWRER Hey iR THIAMK. S4
e MEIL. 48 h JF I A 50 pl 1 X MTT,
3TCHH 4 hy W ERBMA 150 p] —H %
AEIR (DMSO) - 32 K #2 10 min, T EEFR{Y 490 nm
1 A A 0 g FL W S B L R4S £ A R G B T
BRJF 3R A H H 2 (IC50) B Hey ¥k B 2 =L
TR = (B4 OD 5 — 384 OD
{B) /A HEZH OD {H > 100% ; Lg IC50=Xx —d/22
(Pi+P )X Lg e K57 AL d: e K K HH 45678 4177
X Rz 25 PPy S LR i1 dlam R R
14 37 =X 2 L AR 5 2 A o 1 3R

HH 0. 25 Y6 I i TH Ak 41 M, 1 LL 2 000 X g B0
5 minfF . FHEIR M. A% PBS BB 3 1K, 400 pl
1 X Annexin VE SR EF M, HHKE LA 1 X
10°/ml, A5 pul Annexin V-FITC & 8 . 4°C &t
JEIEE 15 min. WA 10 ol PTREHEFIRS T 4°C
WESEWEE 5 min, LU 3 4 ML 01T o B ORI
K oh 488 nm,
1.5 % mE s PCR JIE bel-2 #H mRNA Fik

FF Trizol ¥R BCA LS RNA, 4 1 mg
B RNA,FH invitrogen 7y & M-MLV % — 8 & Wi
BHiA A SR cDNA, 4 & 1k
il PCR RN % : Nuclease-Free Water 5 2 ul, |
WD 10 pm) 0. 4 pl TSI (10 pm) 0 4 pl,
GoTaq ® PCR Master Mix. 2 X 10 pl, # iR
cDNA 4 pl, SUEFH 20 pl. RIS 95°C A,
2 min, 1 ~1F ¥; 95°C 28 #:, 15 sec; 60°C B k.
1 min. 8 BB kL i 4T 40 A5 3£, 2R A Roche
Lighter Cycler %¢ 3% & ¥ PCR ¥ #F 7 PCR & ki .
Sl¥FHImE 1,

®&1 SIMBEREFS

Table 1 The name and sequence of primers

714 44 By 314 53

Bel-2 F atg tgt gtg gag age gte aa
Bel-2 R acc tac cca gee tee gtt at

B*Fl(.‘til‘l F tga cgt gga cat ccg caa ag
B*;u:tin R ctg gaa ggt gga cag cga gg
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Figure 1
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Table 2 Reproductive activity and apoptosis rate of HU-

& A 40 R T 4 AR
Apoptosis analysis of HUVEC in each group

Vi — 42000 bp B-Actin

#H 5 oD & ML T R Y
X R 2 0.99+£0.05 2.05+0.26 26 000 bp Bol-2
2 mmol/L 4] 0.82+0.07" 4.76+0, 16"
4 mmol/L £ 0.74+£0.05" 8.55+0.63"
§ mmol/L # 0.5640.05" 15.6340.49" a: X HEZ s b SRR,
16 mmol/L 2 0.424+0.05" 20.1640.85" 3 Western blotting #& il & 28 HUVEC bel-2 EH R %
32 mmol/L # 0.28+0.03" 30.86+1.94" Figure 3 Western blotting analysis of bel-2 protein expres-
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Figure 2 The expression of bcl-2 mRNA level in each

group

E 4 HUVEC 40/ bel-2 % B % 3% 7k F (bel-2/p-actin)
Figure 4  bcl-2 protein expression level of HUVEC (bcl-2/
B-actin)
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£ 45 PR B 40 ML FE PN 1Y 5 R AR M R T K. Hey
NN Sh Bk R AL B L R R . BEER
TERHE A~ Hey RYSBCAE AR I T-1E . 7T RE 22 H AR o)
ok 54 ¢ B 61 A A S HLHN 22—

bel-2 B R 2 — Fp IR A, HwAE A — A
26 KDRYBE 2 G 8 1, FE A/ TAEME LRk &
P I R 4 R T A o O Y R Y, )
T 48 A 5 38 C DA 2R 1A i i 28 b {4 BEE 1) i 5 7Y
FEHL . B Ak caspase9 i < B9 1% 1k . AT f5z 2¢ B 1L
capase3BUTE 1L PR TR E A, BV T bel-2
P R B 5 0 & Y 2 AR b g T B Hey 2 &
AT T bel-2 3 B B9 33k AT R W i B N B2
I A A R T LB AR TR AR .

AR50 8% ¥ Fl HUVEC 4 fl o0 52 98 6 %2, W52
Hey % HUVEC £ il ) 98 1= F2 B 09 % W . K 78 ik
A bel-2 3 R #E A ., @A mEAE
. Hey ALK HUVEC 21 g A4 5 58 A B B A4 30 i)
YEA T H X HUVEC 44 W 2 09238 CfER L 3%
5] B A RN G & (P<20. 01) . 7E It i #R vh 52
B34 bel-2 B9 mRNA B8t [ 320k K ¥ 5 % B 41 9] 5
TRE(P<<0. 01). %425 Hey 8942 HUVEC 48 i1 i
ToVE AT fig 2 18 5T T 8 bel-2 % A mRNAF & H
FEX — AR LB, AT AT A B S A
M, Hey 7] 5] Wistar K B = 2h bk P9 Bz 40 M 08 T 3% fin
IR A BLEL R HEFI ZE AL, AT B E 2 A 4 T N A
B8 T 5 B T L 6L TR 2 M AT AR DA FE R IR L DT
ARSI TTR | % O o O A R e L s N (BN 7
ARG H T H KA S, Chiang 7 & 3
Hey AT ) 240 f8 08 T, 75 5 40 i 386 %, AN ) =2 4k 7
F . Chiang 2 ££ LA ¥ ¥ L 48 ffg A o 52 % G2k L 45t 1
W . XUl B] Hey X4 ME - 0 2 — 18
Ze It R A —E AL R HEIEER
Bz A0 B e AR 08 T L AR R R LA R Y 0 L 2R R T
Sk FERE 1L A KA. S A ARG IR AT BT H Hey
SN2 % bel-2 B B R 69, A7 ¥R . Hey
ATGIHE bel-2 o T X F KT HRE, @8N E
FH 0 22 % A B Hey S rp P= A2 9 SR HY 0 220 AR
PR R TE PR L L2 DNA & AR B R ki B it ik, (1
bel-2 jg 2 F X B 354k 7K P B 25 . # Hey 3 HUVEC
PR AR D R TR bel2 B Y e ik B R T 1R
LS S I T 5T UESE .

iR TR, FATA B Ak, Hey 238 of 4
bel-2 ZEFH mRNA FfE [ 89 3 35 K FE 6 F 7 . i
o | F P R A A O T L O HLRT BB R L — A 5 i h
Jok o BE A Ak B HL I 2 — . {5 Hey B9 B8l ik ok #E i
TEAEH AT fE S S5 H 08 #F 4% M3 Ry B IIE
B 4 ML BE 5 PE . EJH CD40/CD40L KK %W £
A (A R Z A A A R AT DA R
Hey &2 52 7 i % HUVEC 44 g bel-2 H: H %

TRV R TR L IR AR R .
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