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Adipophilin antisense oligonucleotides decrease ACAT activity

YUAN Zhong— hua', YANG Yong— zong', YIN Wei- dong®, YI Guang— hui', TANG Chao—
ke', TANG Xian— qing’, WAN Zai— yang', WU Meng— jin’

(Institute of Cardiovascular Disease, >Life Science and Technology College, *Medical College, Nanhua University, Hengyang
421001, China)

[ABSTRACT] AIM: Based on the finding of adipophilin expression with the increase in cellular cholesterol, the aim of the
present study was to look for the active site of adipophilin in cellular cholesteryl metabolism. METHODS: Mouse peritoneal
macrophages were incubated with 80 mg/L Ox— LDL (Ox— LDL group) or 80 mg/ L. Ox— LDL plus 1 mmol/ L. adipophilin antisense
oligonucleotides (Ox— LDL+ antisense group) , respectively. At the various time points, the incubated cell samples were observed
with adipophilin immunofluorescence staining, flow cytometric analysis and cellular cholesterol analysis. RESULTS: The Ox— LDL
+ antisense group cells contained significantly lower cholesteryl ester (19.9 £1.9) mg/g ( protein) than that of cells in Ox— LDL
group (46.6+3.4) mg/ g (protein) at 4 days. From 12 h, expression of adipophilin in Ox— LDL group increased more quickly
than that of the cells in Ox— LDL+ antisense group. At day 4, the level of adipophilin expression in Ox— LDL group was signift
cantly higher than that in Ox— LDL+ antisense group. During the observation, the amount of Ox— 1 CL— *H] LDL taking up i
creased gradually in both groups, however, from day 1 the taking up amount in Ox— LDL+ antisense group was less than that in Ox
— LDL group. There was a statistical difference between the two groups from day 2 to day 4. From 6 h to day 2, the relative ACAT
activity increased in both groups. The relative ACAT activity kept unchanged from day 2 to day 4 in the two groups. At day 2, the

relative ACAT activity in Ox— LDL+ antisense group was significantly lower than that in Ox— LDL group. Correlative analysis be
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tween activity of ACAT and adipophilin expression showed than R* were 0. 6176 and 0. 8212 ( P< 0.05) in Ox— LDL group and Ox

— LDL+ antisense group, respectively. CONCLUSION: At least partly, expression of adipophilin is related to cellular taking up

of lipoproteins and to ACAT activity. Therefore, the results indicate that adipophilin has a role in metabolism of cellular lipid

droplets and the effective point may be ACAT.
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41(2.5%2.2) mg/ g protein ALk, 22 5 3% . 1T Ox—
LDL+ antisense 4140 i P JIH [ % /5 4 ( 19. 9 1. 9) mg/
g protein, 5 Ox— LDL ZHAHEL, 2250 %3, WA 4 11
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Tab 1  Changes of cellular cholesterol (mg/g protein. x Ts.
n= 10)
Group Free Total Ester
Control 40.1%3.1 42.6%2.0 2.5%2.2
Ox— LDL 51.2%1.7 97.8%3.9 46.6X3.4
Ox— LDL+ antisense 45.5%2.1 65.4%1.7° 19.9%1.9"
Ox— LDL+ sense 43.6%1.1 89.2%2.8 45.6%1.8
Ox— LDL+ missense 47.1%3.3  90.5%1.6 43.4%2.9

" P< 0.05 vs Ox— LDL group.
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LDL F &880, {H /&, Ox— LDL+ antisense 44 M 1
d JEWBAKT Ox— LDL 41, 7£ 2 d Al 4 d B s, P41
BEMNRE .
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Fig 1 Change of the amount of Ox— r[ CL— *H] LDL taking up by
the macrophages. » *£s. n= 5. * P< 0.05 vs Ox— LDL
group.
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Fig 2 The relationship between time and the relative fluorescence
intensity of adipophilin. ¥ £s. n= 5. " P< 0.05 vs Ox—
LDL group.
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Fig 3 The relationship between time and ACAT relative activity. x
ts. n=5. " P< 0.05 vs Ox— LDL group.
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