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Fig. 1. Dose-dependent effects of 1,25-(OH)2D3 and 9-cis-RA on ACAT-1 protein content in
THP-1 cells. THP-1 cells (3 x 109 ) were incubated for 48 h with the indicated concentrations
of 1,25-(0OH)2D3 or 9-cis-RA. The cells were solubilized with 100-150 ml of 10% SDS and 2
5 mg protein from each sample was separated by 10% SDS-PAGE. ACAT-1 protein was
detected as a 50 kDa band by immunoblot analysis with anti-human ACAT-1 antibody (DM 1
0).

ACAT-1
mRNA

18 S
Time () 6 6 12 24 0 6 12 24

Fig. 2. Northern blot analysis of THP-1 cells treated with 1,25-(OH)%2D3 with 100 nM 1,25-
(OH)2D3 or 1 uM 9-cis RA. Twelve ug of extracted total RNA was run on 1.2% agarose gel

and transferred to a Hybond N* membrane followed by UV cross-linking. The membrane
was hybridized for 4 h at 65°C with heat-denatured digoxigenin-labeled RNA-probe for
ACAT-1. After washing , the membrane was incubated for 30 min with anti-digoxigenin
antibody conjugated with alkaline phosphatase. The membrane was treated with CDP-star
chemiluminescent substrate and exposed to an X-ray film to detect ACAT-1 mRNA.

Lo B
Vesicles MO

/ ACAT-1

Lysosome

Fig. 3. Possible role of ACAT-1-containing vesicles in foam cell formation.
ACAT-1 is located exclusively in endoplasmic reticulum (ER) in normal
human macrophages. However, when macrophages are converted to foam
cells with acetylated LDL, ER-derived vesicles containing ACAT-1 are
fromed inside the cells. These vesicles may play a role in enhancing
cholesterol esterification by ACAT-1 in macrophages.
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ALE, AT REENRICLS TR 2) EEFERF, EREREE E-HEME OB
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Table 1 The composition of fatty acids in HepG2 cells

Added FAs 18:0 18:1n9 18:2n6 18:3n3 20:4n6 20:5n3 22:6n3
Control 128.9+16.56  632.7486.7 14.2+1.9 nd 38.0+4.9 nd nd
18:0 540.4+34.1¢ 14249317364 - 9.644.9 nd 46.7£2.5 nd nd
18109 131.9423.0 1738.41281.6° 9.85+.5 nd 34.945.56 nd nd
18:2n6 216.4429.42  502.01688.4 1275.4+154.2¢ nd 65.219.4b nd nd
18:3n3 179.0£7.6 446.7+18.8 14.3£0.8 1115.3£50.5 34.7+1.3 nd ' nd
20:4n6 153.1+2.3 228.9+5 92 7.1+1.2 nd 633.1+12.2¢ ad nd
20:5n3 234.949.60 422.9£19.0 15.0+3.2 nd 42.8+1.7 619.7+42.7 513.7£37.5
22:6n3 148.4426.9 352.9463.6 11.541.7 nd 28.914.9 9.445.9 911.0£146.4

Note. Data are expressed as nmolmg cell protein and are means + SE from 3dishes. nd, not
detectable. a;p<0.05, b p<0.01, ¢ ; p<0.005, d ; p<0.0005, e ; p<0.0001 ; significantly different from
control by ANOVA and Fisher’'s PLSD test.
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Fig. 1 Dose-response curves for the effect of oleic acid (OA) on the expression of the CETP mRNA
(A) and mass (B). HepG2 cells were incubated with 0, 0.25, 0.5 0.75, 1 mM of QA and 1.25% BSA
for 48 hr in DMEM with 10% LPDS. CETP mRNA and mass were measured. as described in the
text. Each data point represents the mean = SE from three dishes. Statistical differences are
shown as * p <0.01, ** p < 0.005, *** p < 0.0005 relative to control (0 mM OA).
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Fig. 2 Dose-response curves for the effect of eicosapentaenoic acid (EPA) on the expression of the
CETP mRNA (A) and mass (B). HepG2 cells were incubated with 0, 0.125, 0.25, 0.5, 0.75 mM of
EPA and 1.25% BSA for 48 hr in DMEM with 10% LPDS. CETP mRNA and mass were measured
as described in the text. Bach data point represents the mean + SE from three dishes. Statistical
differences are shown as * p < 0.05, ** p < 0.005 relative to control (0 mM EPA).
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Fig. 3 Comparative effects of various saturated and unsaturated FAs on the expression of the
CETP mRNA (A) and mass (B). Hep(G2 cells were incubated with 0.5 mM of various FAs or 1.25%
BSA (as a control) for 48 hr in DMEM with 10% LPDS. CETP mRNA and mass were measured
as described in the text. Each data point represents the mean = SE from three dishes. In A
statistical differences are shown as ** p < 0.005, *** p < 0.0001 relative to control and in B * p<
0.05, ** p <0.01, *** p = 0.0005, **** p < (0.0001 and in both « p < 0.05, b p < 0.005 relative to SA.
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Fig. 4 Relationship between the CETP mRNA and mass secreted into the medium with the
treatment of n-6 FAs. Linear regression analysis demonstrates a positive correlation between
CETP mRNA and mass (r = 0.986). FEach data point represents the mean =+ SI from three dishes.
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Fig. 5 Relationship between the CETP mRNA and mass secreted into the medium with the
treatment of n-3 FAs. Linear regression analysis demonstrates a positive correlation between
CETP mRNA and mass (r = 0.998). Each data point represents the mean = SE from three dishes.
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