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[ ABSTRACT] Aim To investigate mechanism for accelerated atherosclerosis in diabetic patients, effect of advanced glyco-

sylation end product (AGE) on the expression of peroxisome proliferator activated receptor-¥ ( PPAR ¥) mRNA was observed in
cultured human vascular endothelial cells ( ECV304) . Methods The ECV304 cells were exposed to AGE-modified bovine
serum albumin ( AGE-BSA) of 200 mg/L ( glycated with glucose of 0, 20, 50, 80 mmol/L) for 24 h, or incubated with AGE- BSA
(50 mmol/L, 200 mg/L) for 0, 12, 24, 36, 48, 72 h, and were treated by AGE-BSA (50, 100, 200, 400 mg/L) for 24 h.

Expression of PPARY mRNA in ECV304 cells was measured by RT-PCR with B-actin as internal standard. Results The ex-
pressions of PPARY mRNA were decreased by AGE- BSA incubated with glucose concentration of 20, 50, 80 mmol/L ( P< 0.001)
and depressed by AGE-BSA (50, 100, 200, 400 mg/L), respectively.  After intervention of AGE-BSA for periods of 12, 24,
36, 48, 72 h, PPARY mRNA expression was decreased markedly ( P< 0.001) . Conclusion AGE-BSA could decrease the
expression of PPARY mRNA in cultured human vascular endothelial cells, which might be partly involved in atherogenesis in dia-

betic patients.

W PRI B B B Bk OR RERE AL, 5 K & LR
RESFEURN V2 S A Thee 8 B 5T 8 5 55 0%
FAb, 2d — RINAEBEIE RN, B AT A A = T
P B 2 4L 2% 77 W) (advanced glycation end-product,
AGE) , 7£ 3l Jik 55 # A8 4k 1) & 2 5 K J v e B A

(WS HEA] 20030811 [fE[EBEA] 20040207
[E€WB] F XA AR 4$(30070300) 7 B

[MEZBMN] XI5, 2w, KAk b0 BE B0 R 3 96 BRI
X ThE, L, WA FEE T, &8, oA A S0, AE
WAESE, BF 5077 [ A3 Ik R RE 14 T R B 025-83272001, £ H oA
02583272010, E-mail A liunf@ seu. edu. cn.

FA'A o SR g R A, i U B T B A 2 A
Y ( peroxisome proliferator-activated receptor ¥, PPARY)
FEN B2 4R AR A% — B M B I T e LA A i
PRI LA K 30 ik ot B B AL AL 38 A . PPARY
SR BN 7R R R W PR /I BR Bl K o R A A
AR AT R 2 AR R RO 9 N S ik P i R
JEE' S Bk R A AN S K TN 3R B DR RS, B
SIRKRARRE L A AR R JE I R . SR, PPARY ZE AT
FAB VIR AL LA K A 5% 32 [R] 1] 1) AR 552 me A7 A 7
Heo AT B AHE B AL 2 2 PR PPARY 2 K]



136

ISSN 1007-3949 Chin J Arterioscler, Vol 12, No 2

RIBIX — 1 FE 1) BB B AL 28 P B sl R AR AR AL )
A AW RN

1 #RA7EE

1.1 ##

AL A 48 B Bk (ECV304, b 48 Jf A4 4 #F
RAT), F W& &% 8 (BSA, Amresco /A ), D-F &
YE( AT dh, B RAGE A7), M199 3 5% (1K
¥, GIBCO A &]), H AN mFE(MMNHEFAY T
A R 5T FT) , Hepes( Amresco /2 &), DEPC ( Sigma
/N 8]) , Trizol( Sangon /A ]) , M-MLV i # F B .5 15 &
% M-MLV ¥ %2 5 % % % ( Promega /2 7]), Taq DNA
XA Taq & A B % W R MgClL, % #& (L& Pro
mega /A &), dNTP. Oligo ( DT) 18 ( Sangon /A ),
RNasin( SABC /A 8]), DNA ladder( % % /A ]), 48 fg 5%
FA (7~ FL, NUNC 2 &), CO, EiR 4 g3 x4
(NAPCO /» &), £ A ¥ # ¥ (BIO-RAD % #]), SCR-
300 Bk ( LB XA TREANE)

1.2 FEECAEYERFNEEERNGHE

EpH 7.4 PBS ERFIm AN F iFEEZ A, &
REREHNSOgL, REMAN—F ERHEFEFE L LK
4 F 4 0.20.50 7 80 mmol/L, I VELH 5 37 CL
HEHE. #A U pH 7.4 89 PBS AR & M £ %
ZEAHWMBMENE, XRABA TLHEE LA E
1.3 AMERE MRS

AR B 20% N F MvERI M99 e T
37C\5% CO, AN EERE R, @RK#EENUO.
125% J& & & B = IR T A E R, A T 1 #E K 2
BRSO 6 TUAR F, K Bl R B AR A (4 2
x10° MM B ER 240, RELATH, %
VA 47 e N [B] K A % B8 0% F B9 AGE-BSA (3K
EH200mg/L) T24h, F2HMNFEREKE N
50 mmol/L. & & B9 7 [l ¥k E #9 AGE-BSA (50~ 100+ 200
#1400 mg/L) 4B FH 24 h, & 3 A m N\ &8k E
# 50 mmol/L 18 & B AGE-BSA( K & # 200 mg/L) 4~
A F T 0.12.24.36.48 F2 72 h.

1.4 MAEYHEE RNA BYHEEL

BT Hfeap, B EE HET 6 LEHK
(E&3.5em) ¥R EA H4 L RNA. A 4 CPBS
ZW R A A 3 0k, 3L 1 mL Trizol, 4K /& 2>
B LA R A B A T RNA B8 75% L B8R BUK 2 4
B % RNA. %4048 Il 2 A260/280 nm 153
T 1L7LE,

1.5 HHEREAMERN
1.5.1 31485 7 PPARY'® + T3 5|41 4 5 4
5" -GGAAAGACAACAGACAAATCAC-3” f1 5’ -TGCATT-
GAACTTCACAGCAAAGY , i L # R R X HH A
HIR N F A &, Bactin 3| 4" # 5°-GGTCAGAAG-
GATTCCTATGTG-3 ° #1 5 ’-ATTGCCAATGGT-
GATGACCTG-3", 1 LA TR N8 A K. ¥ HF/~
YK B 4B 4 414 bp #7615 bp.
1.5.2 #4#FXREBERLE TR PL2 Mg &
RNA H#4#K, #m A Oligo( DT) 18.DEPC 7K M-MLV 5
x Buffer«dNTP.RNasin % M-MLV 3 # F ¥, % K 7
KA 25 UL, #ATH # F. PCR R MK R B R A4
f#: ¢DNA. 10 x Buffer.MgCl, + INTP. PPARY 3| 47 . B-
actin 7|47 .Taq DNA X &8, & K f KR 50 ML, 7%
94°C 2 min, %A/ 94°C 1 min _ 62°C 1 min _ 72C 1
min #£4T 30 K AEFH HE, 72 CH fF 8 min.
1.5.3 REBERE = HEEN 5 54 6
ULPCR #7151 WL I ZFRBEELLHT L
7% 5 A ¥R AR, [ B LA 5 ML 100 bp DNA 4 ¥ i &
FRI0 B FE, LL 0. 5 x TBE 4 & 7 B Uk, Al Image
Master VDS 2 # 4 871 L+ # B g, DL Bractin A A %
&, | Total Lab 2 A7 3 f % RT-PCR % & # 17 % X
BT, 3 PCR = #ATNF, SEFEEDH
FFH B, A AR, #—FIUEEL T PCR =4 W E
it
1.6 SitENH

420l v £5 &R, K OneWay ANOVA, 4 1
H 3% K A NewmanrKeuls 77 3%, ML P< 0.05 5 & & #
HER,

2 &R

2.1 BEEREEmNEECAFYENEREAN
MER KT S EEMBGER S v EER
o= 0pAl)

PL BSA & 20. 50. 80 mmol/L % %&j ¥ 1 1ff 1)
AGE-BSA (200 mg/L) % % P B2 40 B T 71 24 h, K&
IBE % % § AGE-BSA #i %) # ¥k £ i1 7+ =1, PPARY
mRNA [JRiEW D> . 5 BSA A, B 522
(Kl 1, Figure 1) o
2.2 AEREMBEELCEL=YFNEREBM
EAR MR S A EEEER Z 4 v BRERIA
=ppAl

ERRAS T, MENEARELE —T &R
PPARY mRNA, BSA %} PPARY mRNA ik 7 & 5%



CN 431262/ R # [H 3 ik i 4k 4% 7 2004 F56 12 556 2 I

137

W, P& AGE-BSA HJ¥K £ (50,100,200 F1 400 mg/
L) AWiThE, T 24 h J5 PPARY mRNA )& i /KF
BB ELER(E 2, Figure 2) »

el bt

W SRR (ol

I FEIREEEENENEENE =N+ NEREaX

AR AR & AR E Y BUE B Z 8 v mRNA RIA R 20
n=3, x £5; a: P< 0.001, 5% ML LLE.

Figure 1. Effects of AGE-BSA incubated with different glucose

concentrations on expression of PPARY mRNA in cultured
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Figure 2. Effects of AGE-BSA on expression of PPARY mRNA
in cultured hVEC
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Figure 3. Decreased expression of PPARY mRNA in cultured

HVEC exposed to AGE-BSA for various incubating periods
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