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[ ZE] B8 Bk E IO AR NS 2 E (ox-LDL) P55 19 A 3 8 Bk P9 12 41 (HAEC) 451445 1 42 47
YEF BT p-Akt/eNOS 55 RGN . Fik: WIMENREESE HAEC, 432425 [0 BE2H BRI ZH % B w] VAR, g
37, ox-LDL(150 mg/L,24 h) {55y HAEC 41 a4 A5 7Y, B =] DT AR AL 7 AA%E A A Bl ) DEAR TR 3 1 h, F) F] MTT
Kz HAEC 7775 %6 \LDH Mg 23 /A 4 5 47 , I A 35 77 L3l — E AL A (NO) & i, 25 BNl i I RT-
PCR J7 ik kil p-Akt eNOS 2 [ X mRNA 3Ri5, Z5R: 525 FX R4 AL, ox-LDL i 45473 )5 4 i MTT {4 i 2
R, LDH SN W1 S50, P9 5 40 NO 430 55 B jiidi /1> , p-Akt .eNOS (12K F4 &% mRNA ik T i, B =] DC AR+ 750
JEBE R E MG LR TER . 18 BTEIVCARRT ox-LDL i S 49 HAEC $ 455 HA 4V T, ELAL 0 nT fi 5 R a0
% p-Akt/eNOS {55 538 & VA

[ RHEIR ] BwibCih; &M, —AASH; H51%S; sk W, me; SRR E M
[hE49ZES] R972.6 [ XEAFRIERD] A [ LTS ] 1000-2707(2015)08-0785-04

Protective Effects of p-Akt/eNOS Based Aspirin on ox-LDL
Induced Human Aortic Endothelial Cells Injury

LINGHU Kegang'?, ZENG Yu'?, ZHANG Yanyan’, TAO Ling’, LIN Dan"?, SHEN Xiangchun'"
(1. Department of Pharmacology of Chinese Medicine, Guizhou Medical University, Guiyang 550004, Guizhou, China;
2. Key Laboratory of Optimal Utilization of Natural Medicine Resources, Guizhou Medical
University, Guiyang 550004, Guizhou, China)

[ Abstract] Objective: To investigate the protective effects of p-Akt/eNOS based aspirin on ox-LDL
induced HAEC injury, and the mechanism involving in p-Akt/eNOS signal pathway. Methods: The
HAEC injury model was reproduced in vitro and divided into control group, model group and aspirin
group. Establishing ox-LDL (150 mg/L,24 h) induced HAEC cell injury model. Aspirin group were
pretreated by Aspirin for 1 hour before modeling, then analyzing cell injury by MTT for HAEC Survival
rate and LDH releasing for cell injury; determining the supernatant liquid NO content. Western blot
and RT-PCR were used to test p-Akt, eNOS protein and mRNA expression. Results; Comparing with
control group, MTT value was significantly lowered, LDH releasing obviously increased, secretion and
release of NO were reduced; p-Akt, eNOS protein and mRNA expression were lowered, which indicated
aspirin intervention can improve these indexes. Conclusion: Aspirin could protect against ox-LDL-in-
duced endothelial dysfunction, the mechanism maybe involve in modulating p-Akt/eNOS pathway.
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i Bk 5 AR 18 1k ( atherosclerosis, AS) &— 7
UL I G L I P B A2 A O HR IR R
5T R BING BT AR AN JS A= 1) A8 A S AT LA
SN E AR . — AL A (nivic oxide,
NO) 2R Ay L R — M EE N E 50T,
BB NO J7* A A Ji 2 Sy Jk o Ao Bl 14 0 i 585 46
Uikt R e B D 2/ B E
Pt (AKT ) J2& 25 V0 2 1% b i — B, 006 1Y
AKT 38 5 W 1R Ak N B2 40 i — A A5 il (eNOS)
R EIR 1 1TT A T O AT RN K
AP IR —F AL BRI, P A= S kR AR AL 1Y
S A

By ] DE AR — MUK IR A1, e R 255
R AT DT 3 B2 e A B MRS B S o st R £ £
AP, FEAILR AT REANZ S04 N B2 NO A BE L
A5 DR AR sk ARG 5 i 4 3 (oxi-
dized low density lopoprotein , ox-LDL) f5 S35 A\ £
Sk N B 40 e ( human aortic endothelial cell,
HAEC) , %143 M BT =] VE AKX ox-LDL i 5 L4 Y
P53 ) PR 4 T B HOX p-Ak/eNOS {5538 B# 1Y
SR, g H i PRI A S 56 A fh AN Rt

1 RS

L1 b
Nk N B 40 ik, g T 36 [ Science Cell 23y
], ELX800 ZUGHK e kil (S [ GE A w]) , 3
LKA AR 58 ( Biorad 23] ), Bl ) DLk ( as-
pirin, Asp) I 3 H [ B2 245 A 7 Eigsr A A, A4
HIENGHE H (ox-LDL, 41t %5-: 20120212 ) Iy 5 6 50 P
A AR T N B A B R B AR
F £ E Science Cell /A ], LDH X7 &4 T Fg 50 £
JA TARERTSERT , — B AL A (NO ) 150 & T
MEE = KA 2 7], p-Akt, eNOS — [l T~ Santa
Cruz A W],
1.2 J5ik
1.2.1 giffalide  ARSEEAUESR HAEC, 3 M7
IR AN B i 3 52 5405 T 37 € 5% CO,
TR FRAE h B 7R o LA DL A T % % ARG
i IO B A A A A0 T 52 3
1.2.2 ox-IDL ) HAEC #1840k
KI5 L1 x 10° A~/mL 4550 F 96 fL
et rp R A T A B A K RS 5 PR AT L8R
150 mg/L ox-LDL JF & 24 h #57 ox-LDL i &
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HAEC i s sl

1.2.3 SEEreH SEEsrh 3 4, B podk B
(Control ) | 15 B 2H ( Model ) Fi1 ] =] U Ak 2H ( Asp,
1 mM), ASP A F#ERFTZ T ASP THILRY 1 h
J& , T ox-LDL &2 il HAEC 5 {7457 ,

1.2.4  MTT 34600 HAEC 40 i /735 2% BOW 5L
AR AR T 96 FLANME RS AR, X EUE K
IR BR B TR N ] MTT 32, il 3 B 92 Az i 4%
490 nmig 4 AL E WG RE(E, FH E R 6 AL,
SCESEA 3 IR, ANMETE ) = SEERAL A R/ X R A
{H x100% .

1.2.5 ZLERWIEES (LDH) i& M 403 Fh T 24
LA, A AT AL F T A0 B i BN
W 4% 2 85 5% S W LDH 35 5 5 8 A A i 4
YA, I 40 Bd N LDH & &, 55 LDH 3% ¥,
LDH &1 (U/L) = #5359 LDH/ (B35 #k LDH +
PN LDH) x 100% .

1.2.6 NO & 4 B4 T 24 fLk, 4524
A P i REGRT) AS (R ot B ) A 8% 7% 1
W NO &g

1.2.7 p-Akt.eNOS FEHFiL ¥ PBS iyt
JH 3 UK, A S8V 1) 400 2 A U (& 100 mmol /T
PMSF ) 45 B 41 ff 5 & 1, BCA 3207 & I e 2 vk
FEo B30 g SEFIAEM T 10% SDS-PAGE BEEHL,
UK, B I RS 22 PVDF [, 5% g 4= 95 ( TBST il
i) Z iR E A Th A —$t (p-Akt, 1: 500; eNOS,
1:500)4 CHEE L&, A HRP R —Hi (1:
5000) , = {@EE 1 h, ECL JOURERE ., HEHK
i 1 Tmage] FRAFHEAT IR BE 24T

1.2.8 p-Akt.eNOS mRNA ik ] Trizol 247
A ERIBUE RNA, 00 8% S 5 i cDNA, LA 3 I
TUEs| W47 PCR [ hf, P-Akt:5'-AGGAGGAG-
GAGGAGATGGA-3',5'-GGTCGTGGGTCTGGAAAG-
3', eNOS: 5'-TGTATGGCTCCGAGACCG-3', 5'-
GGCAGGTGGATTGCTTGA-3', PCR ;=¥ 1.5%
TENEWEEEIA W, 10 o/ LIRAL S BE e i, L) B-ac-
tin IS XF BEY), BIO-RAD % I i 15 & 48 40T
(e
1.3 Siit2eaba

SEEEAE LA (2 £5 ) R, R SPSS 11. 0 %k
AT Ge it AT, AL L RCR F SR 2 T 2500
(one-way ANOVA) , DL P<0.05 WERAGI¥E
X
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Fig.2 The ameliorated effect of Asp on NO content
of HAEC injury induced by OX-LDL
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K JH RT-PCR il p-Akt I eNOS {5573 1)
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Protective effect of Asp on OX-LDL induced HAEC cell injury
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Fig.4 Effects of Asp on p-Akt and eNOS mRNA levels in ox-LDL induced HAEC injury
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