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Effects of advanced glycation end-products on expression of acyl coenzyme A cho-

lesterol acyltransferase-1 in THP-1 macrophages

YANG Qi-hongl XU Qiangl ZHANG Hong2 SI Liang—yil 'Department of Geriatrics Southwest Hospital Third Military Medi-
cal University Chongging 400038 *Department of Geriatrics No. 113 Hospital of PLA Ningbo Zhejiang 315021 China

Abstract Objective To investigate the effects of advanced glycosylation end-products AGEs on the
expression of acyl coenzyme A cholesterol acyltransferase-1 ~ACAT-1  in cultured THP-1 macrophages.
Methods THP-1 cells were differentiated into macrophages after cultured in RPMI1640 media containing 0. 1
pwmol/L PMA for 72 h. THP-1 macrophages were then exposed to AGE-modified bovine serum albumin AGE-
BSA at concentration of 50 100 200 mg/L for 24 h or to 200 mg/L AGE-BSA for 0 12 24 36 h. Ex-
pression of ACAT-1 mRNA and protein in THP-1 macrophages was measured by RT-PCR and Western blot re-
spectively. Results After induced by 0.1 pmol/LL PMA THP-1 cells stopped proliferation and differentiated
into macrophages. Treatment of THP-1 macrophages with AGE-BSA resulted in an increase in the mRNA and
protein levels for ACAT-1 in a dose- and time-dependent manner. Conclusion AGEs upregulate the expres-
sion levels of mRNA and protein for ACAT-1 in cultured THP-1 macrophages which might be partly involved in
the atherogenesis in diabetic patients.
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1.3
AGEs ACAT-1 Xts SPSS 11.5
AGEs
1 2
11 2.1 THP-1
THP-1 PMA Sigma 0.1 wmol/L PMA 72 h THP-1
RPMI1640 Trizol Gibco RT-
PCR Promega PCR RIPA 85% !
ACAT-1  B-actin
Santa Cruz DAB
1.2
1.2.1 - AGE-BSA
2 PBS 0.01 mol/L pH=7.4
BSA D- 5.0 g/L 50 mmol/L
100 U/ml 100 mg/ml
0.22 pm 37 C 12 PBS
pH=7.4 48 h D-
BSA D-
390 nm 450 nm 5 nm AGE
180.5 /mg 2.98 /mg
-80C
1.2.2 /
0.1 pmol/L ~ PMA THP-1 72 h
} 6 h
50 100 200 mg/L 400 mg/L.  AGE-BSA
24 h 100 mg/L. BSA 200 mg/L. AGE-BSA
01224 36h 48 h B
1.2.3 RT-PCR Trizol RNA A B
RNA D 260 /D 280 > 1 PMA THP-1 %200
1.8 RNA RT-PCR Pro- 2.2 AGE-BSA ACAT-1 mRNA
mega ACAT-1 5'- GCCTCAGA-
CAATACAATGG -3’ 5'- AAACACGTAACGA- 50 100 200 mg/I. 400 me/T. AGE-BSA
CAAGTCC 3" 727 bp B-actin 5'-CACGGTGC- 24 h ACAT-1 mRNA BSA
CCATCTACGAG-3' 5'- CGTGGTGGTGAAGCTG- P<0.05 1 2
TAGCC -3’ 390 bp  PCR 94 C 3 min 1 BSA ACAT-1 P<
94 C 30 s 56 C x30 s 72 C x1 min 35 0.05 1 3
727 Smin 2% TAE 1 AGE-BSA ACAT-1
ACAT-1  B-actin D3 s
ACAT-1 mRNA 3 ACAT-1 mRNA ACAT-1
1.2.4 Western blot RIPA BSA 0.319 £0. 186 1.017 0. 172
G250 10% SDS-PAGE 50 mg/L AGE-BSA 0.384 +0. 1172 1.302 0.281%
100 mV 80 min 2 b TBST ACAT-1/ 100 mg/L AGE-BSA 0.447 +0. 1192 2.049 £0.212%
200 mg/L AGE-BSA 0.539 +0. 0672 3.170 £0. 151 2be
B-actin 1:500 4%C 1:2 000 400 mg/L AGE-BSA 0.676 0. 1362bed 3.497 +0.216bed
37°C 1h DAB PVDF a P<0.05 BSA b P<0.05 50 mg/L AGE-BSA
B-actin ¢ P<0.05 100 mg/L AGE-BSA d P<0.05

200 mg/L AGE-BSA
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