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Aim  To study the protective effect of onychin against vascular endothelial cell apoptosis induced by oxida-
Methods  Cultured human umbilical vein endothelial cells { ECV304) were incubated for 30 min with either vehi-
cle (DMSO), genistein or onychin before being challenged with H, 0, .

Caspase-3;  Apoptosis;  Hydrogen Peroxide

Cell viability were measured by the MTT assay, and cell

apoptosis was determined by flow cytometric analysis and terminal deoxynucleotidyl transfersas-mediated dUTP nick end-labeling

(Tunel) respectively.

Meanwhile, Western blot was uscd to measure the activation of caspase-3.

Results H, 0, treatment

for 24 h evoked endothelium apoptosis, and onychir (0.3, 1 and 3 pmol/L.) decreased the rate of apoptoic endothelial cells (15.

5% = 1.2%, 12.6% +0.9% and 8.2% +0.8% vs 22.7% + 3.9% }in a concentration-dependent manner.

Onychin decreased the expression of active caspase-3 induced by H, 0, as genistein.

Meanwhile,

Conclusion onychin prevents H, 0, -in-

duced endothelium apoptosis which correlated with inhibition of caspase-3 activation.
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(Santa Cruz Biotechnology) ; BCA %& & 4 & Il = X #] .
Westemn blot 7% 36 £ 31 i # & (Hyclone-Pierce A # );
Tunel KA E(BHELAT ) ;4R EEVAZRER
Bt E R (HE > 98%), % T = ¥ # E# (DMSO,
KREE <0.01%),
1.2 4HBasEsR R AbE

B 4&# 10% % 4 4 f % ¥ DMEM & - &, F
MAN 100 /L EBEF 100 wW/LEEE,A£37C. 5%
CO, MfmE KW CoO, R PERIH., FHL
AZERBAFEEFREAEFTIAE 1DF A
4 in 7 &7 DMEM 3 S 2 4k 43 5  H,0, RN 4
RS 19%% £ 4 fiF 5 DMEM 5P A 1
mmol/L H,0, B H 24 h, & B R4 & m\ H,0, ¥
30 min A AT E K E L% % %(0.1.0.3.1.3 F
10 umol/L), BHE A B AE L 1% H £ 4 L F
DMEM 3 %/ A 0.019% DMSO, FH 1 24 4y x /8 41
Ao\ H,0, F 30 min M\ 100 pmol/L 44 R ¥ W,
1.3 HREREMEERTE

MLl 2x 10° ML M T 96 M, LA E
BULH AR B, AW EFERRE A NS
MIT(# % JE 0.5 mg/L) f 1% 3 & 4 1n 3% &y DMEM
FREEHRA4DE, FHEHRE, Im\ 100 L DMSO
FH,37CHEF I0min, #E R T LBEME, I BR
FENTF 570 nm B K4 E R AE (A); FRER
KEHEERFER, BRFEE =L HARLE
s ZHARKE x100%,
1.4 FAEARREHEET

BAOALBEBEBEE, A 0.25%BE L8 HAL,
WEETMIEEDE,1000 g EN S mine F L,
PBS £ &K ¥\ ,1000 g/min H4 5 min, F L i§, B
50 L PBS 4 40 sk 3T R S S AR, I N 75% 8
ACHE & 24 ho A PBS %M 2 &, M4k W, w2 (PI)
KAFMT 4CHKE FHKE 45 min,300 B B £ H &
L, ARNERUEMN OB AT, TRENFEE
RERPERED,
1.5 Tunel X AZHRE T

WESR,PBS 2K, B REMWE,4% %
RYPBEZ30 mn, A9 HTEE, ¥HBMA, A
B YA MEBEH Tund RALWH FRIE.HE
MEEBKAESmn, PRSI X, A4 EFR
Bl % 5 min, B TdT & Biotin-HAUTP 4 1 yL,#n 8 puL
FLEFABRG T, WA E,37CRK K 60 min, 2
x SSC 7 #, 15 min, PBS ¥ & #7 Avidin-HRP, #£ 37°C
#&PRKE 60 mn, PBSE#%,DABE &, HAESL
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, TBST 4 % #% (20 mmol/L Tris base, pH7.6, 50
mmol/L NaCl,0. 1% Tween) & #| 9 5% Jit i& 4 97 £ i
HH1.5~2h, —H4CHHE,TBST % JE 3 K, B XK
10min, L EEHH 1 h, TBSTHE, R LAET,
B ¥ . H Labworks B % 247 % 4 At Western blot £
RHAAKEHE, Azt B4 L& ¥ caspase-3 A &
M caspase-I WE R K EME 4 N 1.0F0, 558
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KRR 38 0 P9 BT SR TE 1, 3 A 10 pmol/L 8 BR
RRIPHREFAEE REABRESH B E4E
FREAAM, AL EAE DMSO BA R4
7 (£ 1, Table 1),

T 1. EHERRN PR ARG FEORE (c+s, n=4)
Table 1. The effect of onychin on endothelial cells viability

2 4 HIRETER
FHTEA 100.0% +2.1%
SEAELEA 23.3% +2.1%:*
Z2BBEE 0.1 pmol/L 26.4% +5.2%
0.3 pumol/L 8.7% +7.2%"
1.0 pmol/L 61.5% +5.8%"
3.0 pmol/L 69.3% £3.4%"
10 gmol/L. 63.1% +3.6%"
SHF R 70.2% + 10.3%"
I e 30.1% +7.1%

a: P<0.05, Y5 A1 EE: b: P <0.01, SidE L4 gh et
-
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2.2 RAMBEAENMEMEET

1 mmol/L H,0, SR AIIINE 24 b /5, BiF
SYIME T (P <0.01),0.3,1.0 1 3.0 pmol/L &¥0
BRE S KBRS A N T, 3 umol/L, )
BRERIP RS G B UL, M g5 B i
A A LR ARV (3 2, Table 2)
2.3 Tunel SERN K EAMRIAT

TR MR IEE, T 1 mmol/L H,0, fEA] 24 h

R BARE L BT T Ao £ (P
<0.01), KK B 12 Vi IR 00 1 1 310 74 200 B 80 1=
(18 1 A1 2, Figure 1 and Table 2),

R2 SMBFEENTRASESHHARB AR
Table 2. Effect of onychin on H; O, induced apoptosis of endo-
thelial cells (; +s, n=2)

- P AN A A5 Tunel KJ@'}
- %’ AN T

2 EREIRAL 2.20 £0.4% 6.6%11.5%
JUR R tA R b 22.7% +3.9%" 25.5% +2.1%:"
EMERE 0.3 /L 17.5% £1.2%" 17.5% + 1.2%"

1 pmol/L 12.6% £0.9%" 15.6% + 1.5%"

3 pmol/LL 8.2% +0.8%" 11.5% +1.5%"
4 76 57 T 8.39% +0.4%" 10.5% +0.7%"
TR} AL 21.0% +0.7% 23.3% +4.2%
a: P<0.0), YW IAMALILELS; b: P <0.01, ‘55 FAL AL THA
g,

B 1. Tuncl ZETEHAT ( x 400) ACRAE ARG B oAb AL IRAL; C TR AL DA S BIBK £l B AGE R R,
Figure | . Representative morphological changes of apoptotic EC determined by Tunel staining

2.4 EHEBEEMNXLEMATEDR3FEETN

25 H,0, MR, B UE XA caspase-3(32
kD) ZA(HE SRR 9, 17 kD AU R AE R W Wi . &
FIBEZ (3 pumol/L ) M1 caspase-3 1 {6, Wi W fii 5
E, B E MY caspase-3 MR R B £. 5
H,0, 414547 5 M2 5 (19 2 #15% 3, Figure 2 and
Table 3).
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Figure 2

caspase-3 by Western blot

£3. EMBRENRELEHRATERERE 3 BEEARM
Table3. Effect of onychin on H, 0, induced expression of

Fffect of onychin on H.O. induced expression of

caspase-3
o Caspase-3 fiff )it Caspase-3
i . .

HH L §(9:8 HIATE S HE

AT 1 0
A A 0.01 +£0.001* 0.90+0.21*
3 janl/L, B A5 4 0.68+0.12" 0.32:0.11°
it 0.88+0.23" 0.12+0.07"
L A B 0.11£0.01 0.78+0.13

a: <0.01, NP IAT R HAS b P <0.01, Vi AR RS AL
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Western blot Wi %8 B) G 1% ¥E B9 caspase-3 B§ & ( pro-
caspase-3) FEARZAL I BN I AU P R BB ER, H,0,
SEFRLH N caspase-3 JEALT caspase-3 BEIR AR D,
AIEIEE) caspase-3 W EMT AT I, &M BEER
B caspase-3 BIRR B KL, HINHRSE, R
EWBEELMH H,0, X caspase-3 FITEAL TR
W 4R
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