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[ ABSTRACT] Aim To study the effect of Amlodipine on CD40 expression in HUVEC 12 endothelial cells induced
Methods The
experiment groups included 6 groups: control group, 10.0 Pmol/L Amlodipine alone treated group, ox L.DL group, and
different concentration (0.1, 1.0, 10.0 Hmol/L) of Amlodipine pretreated for 1 h and treated with 50 mg/L ox 1.DL for

Amlodipine;  Oxidized Low Density Lipoprotein;

by oxidized low density lipoprotein (ox 1.DL) to explore the new antiatherosclerotic role of Amlodipine.

24 h group. RT PCR was used to detect the mRNA expression of CD40 and western blot was used to detect the protein ex -
pression of CD40. Results RT PCR and western blot showed that with ox 1.DL. and Amlodipine treatment, both mR -

NA and protein expression of CD40 were greatly decreased in a concentration dependent manner. Conclusion Amlo-

(B XF 1. EFIR, 3.IMEF—EIR, 4. hapth AT TAT, S A4 MaT 421001; 2. MdaAmEARER, #@H-4dE 413200)

dipine can have a significant effect on down regulating CD40 expression induced by ox 1.DL.
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FARIALER, VB 18 H i R ) AR S 2 S S Hb~F 7T B
1t ox 1.DL 5 3 I ML P B2 40 il CD40 K ik & 1%
YEF . ASSZE 8 78 H ox LDL HION B i bk 1 Rz 48
Ji, WLEE CD40 328 155 T AN S S 1 ST 1) 52 e, 33k T
TRiT R EH AR A EA .

1 MRS IR

1.1 4 A 32k

AJf#8 ik HUVEC 42 oy & 40 fe g B 3 B B # %
LTERRAEEE, FRGAAN TR A G FIT
2 A, & RNA 42 BUK A Trizol 1 B Invitrogen /2
g, $EFR AR N IRAANE N #E H Promega 2
AR e m EEAETHARANE AR MRITA
CD40 # 7 & FL & F1 Western blot 7% A MK 7| & X
Santa Cruz Biotechnology ( USA) 7= & ; /N R #1 A B-
actin £ W EFARIG B R AR AW A A E, HRTE
W AT EF N R 0 g R X E LA F,
BCA & & & € 3 | & % Hyclone Pierce /A & /= f;
RIPA R ERIG H Z = K EMBE AR R AT, E AR
) 4 0 B E AT A
12 4iffusred

LA K6 4 AT 10.0 Hmol /L A A H T
B A E 4 50 mg/Lox 1DL EH 24 h 44.0.1. 1.0
%10.0 Hmol/L EEMFH AL EHM L h FEwA
50 mg/L ox 1.DL 3t 5 & 24 h 4.,
1.3 RTPCR &M CD40 mRNA )R IE

CD40 #93|#1 % 7): £ 5 '1GC CAG CCA GGA
CAG AAA CT3’, Fi 5 GGG ACC ACA GAC AAC
ATC AG 3, PCR # 3 & 41K & % 444 bp, PCR K kI
%1 4:94 °C5 min T %, 94 T 1 30 5,62 CiE ok
1 min, 72 ‘C% & 1 min, 35 & 3F, 72 CL % 10
min. W% GAPDH #9741 & % 697 bp.
1.4 Western blot #:3 CD40. Bactin EHBIFRIX

W& TE A AEWN HUVECA2 W x4 fE, &
fRUMJE R BCA B #HTEOREE. %£iw5 xSDS
VA, BB EHHEATREK BE¥ E PVDF i L.
5% A HERAR G, MA—#,4 CHEF LR,
MARRT BN WAL, TEFF 1L B
B\ EREHATEELI .
1.5 Zivh2Eabs

FrasERAx & &7 AALRRAFZ4
MRt ¥ %, B SPSS 12 .0 it # # % &, P <0 .05
HAEGITFERE X,

2 &% B

2.1 SEEMEI ox LDL FESH HUVEC 2 4AAa
CD40 mRNA FRiXHIE00

RT PCR A &5 5 & B & S S &b 22 1E 5 R
ASHIN R 40 i AN 20 CD40 mRNA ik, HE &M
SPFACEE AT DL B B AR ox LDL %5 5 #0105 PN B2 40
ffl CD40 mRNA #ik5. #£0.1 ~10.0 Hmol /L K75 H
Z W, BERE H R FE S 0, CD40 mRNA 3R 15 &
BN, H4IKE AN 1.0 Bmol /L K, A 241 CD40
mRNA FKIAHE T, 4K EHN 10.0 Hmol /L BT,
CD40 mRNA KX M HZREMK(E 1) .

GAPDH(697bp)
CD40(444bp)

1. RTPCR MR RIRE RS T3 HUVEC 12 A
FZ 48R CD40 mRNA FRiXBIE2 MG . LRAZEAH. 2R
10.0 Hmol /LA & M7 4, 3 ¥ ox DL 4 ¥4, 4 ¥ ox 1DL +
0.1 Pmol/L &S H-F4, 5 4 ox DL + 1.0 Hmol/L & & HF
#H,6 4 oxLDL +10.0 Hmol/L ZA 5 H1 P4, M >4 DNA marker.
Figure 1. Effect of amlodipine of different concentra -
tion on the mRNA CD40 expression in HUVEC 12 En -
dothelial Cells by RT PCR detection

1. FTRRESSEH T3 HUVEC 12 WK 48 CD40 mR -
NA FRIZHIF 00

Table 1. Effect of amlodipine of different concentration on
the mRNA CD40 expression in HUVEC 12 Endothelial Cells

Group Relative density( CD40/GAPDH)
1 02358 0 .0245
2 0.2496 0.0239
3 0.7875 T .0398*
4 0.7543 10.0356°
5 0.5484 10 .0295"
6 0.3988 10.0258"

1 AZ25HYH,2 7 10.0 Bmol /L A M- T4,3 24 ox LDL 434, 4 K
ox1DL +0.1 Hmol/L & &M F41,5 A oxLDL + 1.0 Hmol /L & &M
“F2H,6 A oxLDL +10.0 Pmol/L Z & HF4, M Jy DNA marker. a
N P<0.05 55 RALLEE; b P<0.05, 5 ox LDL 4 LL#E; n =3
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CD40 EHRFIEHF M

Western blot £l 45 B W, & &0 B E &
RS KN B 4 i R B2 CD40 & F R RIS, HEE
Ho P FUAR B AT DL BH B BRI ox L.DL 35 5 1 I8 Y
il CD40 X H MR, 7£0.1 ~10.0 Hmol /L 75
L2 M, BER Sk FE 3G N, CD40 25 [ IR IEIE
R, JIKE N 1.0 PBmol /L I, P B2 40 g CD40
EAREHE FHA H4KE N 10.0 Hmol /L B,
CD40 A RIE N HERKE2) .

1 2 3 4 5 6
g oy 3 = 7
comsecos) S S

2. Western blot 1A [E]7K E & & #th 3 HUVEC -
12 PR 4RAE CD40 ERARIEMFM . 1A% A4,

2 510.0 Hmol/L Z 5 1 F 4, 3 4 ox LDL AL # 4, 4 4 ox-
LDL +0.1 Hmol/L 5 T4, 5 9 ox LDL + 1.0 Hmol/L &
SUHF2, 6 O ox LDL +10 .0 Umol /L & 5L P41

Figure 2. Effect of amlodipine of different concentra -
tion on the mRNA CD40 expression in HUVEC 12 en -

dothelial cells by western blot detection

B —-actin(42kDa)

2. TRKERSMFX HUVEC 12 MR 4R CD40 EH
RILHIF

Table 2. Effect of amlodipine of different concentration on
the mRNA CD40 expression in HUVEC 12 endothelial cells

Group Relative density( CD40/ Bactin)
1 0.3654 10.0312
2 0.3898 0.0296
3 0.9012 19 .0398"
4 0 .84456 10 .0254°
5 0.6513 19.0333"
6 0 4235 19 .0247"

1 N EH,2 510.0 Hmol /L A EHISFA, 3 2 ox LDL AL BEA, 4 Jy
oxLDL +0 .1 Hmol /L E&HF4,5 A oxLDL +1.0 Hmol/L & &
T4H,6 4 ox LDL +10 .0 Hmol/L & & H-T-4H. a A P <0.05, 5xFH
% b N P<0.05, 5 ox LDL HEHE; n=3) .
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ER AR 1(IL) AKX 2(1IL2) BL
J B RBEIR 7 ( TNF) |, 1 H E % 410 i) = 4% 40 i 07
T, VEFNEE T B 5 BB I CD40 15 5 B2 80s
IR E I e YR P K e P B v I S N
I W82 F CD40 & I AE IE H R HUVEC 42 4H i rh
D EFIK, ox 1DL FH HUVEC 42 45 CD40
Bl Rk, RUFTEME As INERMER T W R4 & i
CD40 X —FHEM RN, HIRR As 5 RGE R M
[MAFAEE — MR, B HT AT CD40/
CDAOL KEFRIETE As BEBLIJE &6 ( Lt X 8N R
A& As BRI B OB X 38) DA 7E 200k el ik 25
AAE B LS B AT M CD40L 1 B B A
&7 CD40/ CDAOL 5 As G Bt 2 a] {2 & 5
T AE T 2 O

RS HT-( Amlodipine) J& 2 =K 1,4 — &
M A S T P 7). B e I e B S A
JEAS @ TE AV A & B R SRRt 456 67 A,
B RA KN EA K, I Red kAR Bk, 1GR3
Fik i B, 7 4 ) B AT 2 s O UL L, 2508 00 850 K
Ao IR BN R E MR T EIRMERNE RS
BEMBT As MM X R AR AT
MK 9 . Trion &1 M 2 7 O& A M OT Xt
apoE NPT As 1EH, 5 R ERBEHPER
BEAG I B LR, B B 404 apoE ™'~ /MR As AT
Pk, HReTHIR DI B . fEARSPSEIG H, B
FE MR B A FAH-FHH] T THPA 405 A&
ik A B 4 P 28 T o A Sz B P R S T T b B
YA )5 F NN 50 mg/L ox 1.DL 3L [H % & 24 h, RT -
PCR 5 Western blot |5 W82 3|, B 2 2 S Tk
FEREIN, 4 CD40 [ RIEZ #iis /b, H 2 IR K
HE, 4IKE N 10 .0 Umol /L I 1B FE & .

XYL, 5 & S T AL 3, FT R ) ox 1.DL
RN ER K A R4 CD40 13RIA, I N
B 20 B A5 A
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