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Abstract Objective

To study the effect of genistein Gen

on oxidative stress-induced injuries of

human vascular endothelial cell line EA hy. 926 and its mechanism. Methods Oxidative stress-induced injury
model was established with H,0,. Effect of Gen on viability of cells and oxidative stress-induced apoptosis of

cells was detected by CCK-8 assay flow cytometry and TUNEL assay respectively. Effect of Gen on expression

of Bel-2 Nrf2 and HO-1 was detected by Western blotting. Results
nmol/L significantly inhibited the viability and apoptosis of cells 1C;; =650 wmol/L

decreased from 16.54% to 6.18% .
oxidation pathway of Nrf2 and HO-1. Conclusion

H, 0, at the concentration of 100 to 500

with the apoptosis rate

Gen up-regulated the expression of Bel-2 protein and activated the anti-

Gen effectively inhibit oxidative stress-induced injuries of

vascular endothelial cells by up-regulating the expression of Bel-2 and activating the anti-oxidation pathway of

Nrf2/HO-1.
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1.1 #4

Cell Counting Kit-8 CCK-8 #ifiT %k & Dojindo H
A Gen H,0, DMSO ZE[H Sigma /v H  Nif2 B-tubulin Gt
ANZFifEiik 2% H Santa Cruz A F  HO-1 Ryt N Z FibEHT
& SE[E Stressgene A H]  Bel-2 Pt AL wbEPiiR 3£ [E Bio-
world 22 E]  Annexin V-FITC JH T4 3K 55 & Bestbio Il {4
¥ TUNELXH& 72 Roche 4 F]  ECL fb2% &G &

Beyotime 3 = K A #iik ECs #k EA. hy 926 Iy H 3 F

ATCC F% 10% JiE 4= 1L 7% 19 DMEM/H 3% 3% 3£ 7F 37°C 5%
CO, 1009 TRFIMEEE A7 F B 5%
1.2 7k
1.2.1 CCK-8 JEMAING 77 BOMEA I EA. hy926 4
H BLS x 10"/ml 40 MO SRl T 96 FLAR 4341 100 pl GRS
IARRIHE H,0, 200 400 600 800 pwmol/L 2 4 %f B 2H 1
IMAREFREE 416 A PATIL ALFE 24 h )5 /NG LA
A% 1:9 CCK-8: 35574 Weiil iy CCK-8 [ WK 100 pl & T
CO,IEFRAETHEE 1 ~4 h J5 FEEFRL 450 nmol/L 72 45 fL
JCEEEE D 450 {6 H, 0,1 1Cs, B4 40 i i% 1y 50% I
H, 0, ik &

YRS J) = A ¥E D 450 {EH/XTHRAL D 450 {H x 100%

VAR 7 ik B ph ai i W REJS 3 5ImARRME 15
10 50 100 500 nmol/L % 1 5 10 50 pmol/L Gen %175 4%}
MEZH g gR 3t Aiab3 10 h J5 $#% IC, M A H,0,4h 7 24 h
J&  TRVRTER 5 V5 5 45 A At TG
1.2.2 it 2K 4 A 32 46 D 200 At o 1 BT #4: K
EA. hy926 41l /39 Gen FiAb ¥ 10 h + H, 0, b 24 h 44
H,0, 4b3H 24 h ZHANE X B2 B2 3 AT Wi &4l
JfL JEEEANAE R 1 x 10°/ml 2 000 v/min B0 5 min F |3
JIAVKYS PBS $E% 2 ¥k 2 000 v/min B5.0> 5 min ¢ 3% #4540
J & F 200 pl B9 Binding buffer - SEJm A 10 pl Annexin
V-FITC #f4n5) 2R M 15 min 5 FEMLA 10 pl PI
4 °C GRS min 5 FH A AR 0 240 B 1

AT = BT MR + BT T g S
1.2.3 TUNEL 4 41 it DNA 3 473 1.2.2 ikl
JEh A A EIC R 4% Z R PR E E 1 h PBS 2k
3% H,0, H AR EIRE M 10 min PBS i2%E DL 0.1% Triton
X-100 7EVK 0¥ E 2 min PBS B3k 2 ¥k 44 Bl ) & B m A
TUNEL reaction mixture 37 C#GHFE 1 h PBS 129k 3 Ik ik
JEILR AT R gL
1.2.4 Western blot £ 40ty Bel-2 Nrf2 HO-1 31k bics
PESCHR 6 HRIE Nef2 BE J5 2 N kK 5 A R B K
F—E AR S T Nel2 ZE4IMEH A RaA N ol O
BUER I EA. hy926 A F USSR Rranieml &

JK70% ~80% JNAZiY A4ilE 1.2.2 4-Rlab3 L4440
M IAE 2R E TPk 2 24#% 30 min 5 4 °C 12 000 r/min
B0 5 min U EIEW A A5 40 pg B E A 5 x SDS
FHEG P 95 C W 5 min i S F 120 V 10% 11
SDS-PAGE LUK 7325 2 T1554%% 2 PVDF B 5% BSA %
MR 2 h 1: 800 FiBER—Hi T4 CHFFE I K H TBST E 5t
10 min x3 KJ5 1: 6 000 # B —Pi =P H 2 h TBST &k
10 min x3 X ECL € @Gl TR A FEHEMAFSE Ll Quantity
One #4745 40T
1.3 %it#F ik

BAGLL x x5 FoR R SPSS 10. 0 G it ST B R 2 5 22
Sl

2 HR

2.1 H,0,%} ECs & H e %
H,0, 200 pmol/L AbFRAANI 24 h 5 40K F M A7IE I

14 96.77% WEZE 7 TFE 400 wmol/L 1 600 wmol/L 4

G 70 35 R KR S350 77, 35% I 56. 57%  Z Ab Bk B

800 pmol/L i A FH/FET 4N S K 17.5%  H,0,

M) 1C5o fEZ9 M 650 pmol/L

2.2 Gen 3 H,0,3 55 ECs & 5 T 404 %

YOBLR B R BRSNS BN 1~ 10 pmol/L Xt ECs 3
TIPS, X RAAR L #E 5 ~ 500 nmol/L 5 [ Py Bifi %
VD ¥ N GEAIR i) 1N CRCTPA RT3 ) I EL KT B B i
KR HEEFREAIE—LIMA 1 ~10 wmol/L  4IfLIE F1 3%
WKEAR 50 pmol/ L 5] 5 LU TE LRGN WL 1

F1 GenX|MKHT ECs i& BN

Gen ¥R HITE T %
XFEEZH 0 nmol/L 100

1 nmol/L 124.30 £10. 12
5 nmol/L 115.84 +8.88
10 nmol/L 136.33 £13.44P
50 nmol/L 133.36 +19.99"
100 nmol/L 154.67 £20.97¢
500 nmol/L 161.45 +10.33¢
1 wmol/L 133.03 +9.21°
5 pmol/L 128.09 +6. 748
10 wmol/L, 109.72 +3.86
50 wmol/L 100.30 +7.34

a P<0.05 b P<0.0l ¢ P<0.001 5afpaaiark

2.3 Gen #t H,0,3% %49 ECs 8 69 %h

K1 P 55084 4.35% #tk H,O0, Ab PR 40 I/ 1=
RIBE TR 16.54% P <0.01 % Gen WiAbFHIS AHMEJET:
R FE TR 5 H,0,4bB4AHLL P <0.01  }6.18% X Hd
27 JC TUNEL BHAE 40 1M H, 0, 4b ¥R 2 TUNEL FH4%: 40 il %1
LTt Gen AR SXFHEA T 5457 K2
2.4 Gen 3 Bel-2 #9A%4E R

XTI AL Gen 4bPEHE B 3 [ 94 ECs Bel-2 31K
H,0, ZbELE BT BAH T Bel-2 f363K7KF- i Gen TALBERER
e a TSI
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Ross 1 5455 S " 2= B30I 1L ECs Tl REPE 45
B AS TE LR IR kR B R 7 T Reactive
oxygen species ROS 1I#8 % [H & T o & Ak
A H,0, FAME OH-  FENUANMKREA R 7]
EHE R AL A A A AP R AR T SR
BT " YRR TR N 4 42 4 S R s R K
JE RGN L W KHERRAREY
Wi R HorT45MEA 3 DERsm A B Pra
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LR " BRSO FHLRBITE R A& Gen
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I T B — A5 R FE T A AR . i SETC D
&4 TNF-a FasL TWEAK TRAIL 53PT-32 k%4
JEIRsh BUESE 178-ME e {2t ECs W5 iTAS
AN TNF-o BSR4 T TAE R R
Gen il if p38MAPK & 12 41 ] TNF-o 3755 1) 41 g 94
-0 S RAEEE C B caspase JTE (9 4
Yifbsfm e Bel-2 e MGE I PR mEAE A A
R I Gen Xif S Ak I 34 PR 75 3 1 400 i R 1 HL oA B
WAAMEI/ER TUNEL % 7R Gen JUH X DNA i 15
HABE MR HAMBE T AL T8 S Gen XF
Bel-2 {35 VR A G

Gen {E MR ik SRR IR PTK fEHC&A
20 Z4E Y EYH T HARZEHE  >40 wmol/L
SARMITEA R E KR A K T i b 1 I 90 5%
BEA SIER AN T B MR P ) Gen WREEHN 18 +
20 nmol/L " EAEF Gen k #F PTK & M a0 F| &
Nif2 J& CNC cap’ -n’ -collar % 5% K T FJi%k 1 51 P 1%
TI e A SR Y R RS Mg #EEE GST
NQO1 FiHtE L HO-1 Prx Trx xCT FRik &
FEPUEMREAN T LT F A4 E -1 hemeo-
xygenase-1 HO-1 J&5Z Nif2 {875 (1) I B 2 P S fL R
A PR B RSB (T8I Nef2/HO-1 & 0h 1
EPIATTHHH S AWFFE LB Gen 500 nmol/L
REMSFFELILIE Nif2 155 HO-1 fyKik HUKE S Gen
TN o & 1A 3R BRI RE () A PR ° B2
HEM Gen 7] REM 1 180% Nef2/HO-1 g3 4 2 T 41
il AS JE il

ZE L RTIR Gen REMEIN I S Ak B 0 5 00 9 K2 T
T FEEMANE I T Gen XF Nef2/HO-1 (38075 7] BE J&
HPU RN I EEHLH 25 A ARSI 5T AL
O RBF AR TR S P AS AT RERIBTIA
YEFR ST BCo IS BR3P 3500 ) T BEATL il S A ) 0 33 3%
XA K F 2R I AS S REI 2R 4b  1EH
RIRBIMEYIMER R AR A Gen J& 15 0 i ME S % 2
TR R AR 24300 B Nef2/HO-1 & % 240 Ji 4 37
YER A TR — 2 i oEiE s
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