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RPMI1640. Streptomycin. Penicillin, TRlzol, £ X T OWEE RN, PCRICH VL /-ahdE il
GIBC({)& DEEA L, Fetal bovine serumiZJRH Bioscience. Phorbol 12-myristate 13-acetate (TPA) !
Sigma. [1a. 2«-3H] cholesteryl oleoyl etheridAmasham &k DEA L 7.

LDL & E#{LLDLODFAE!

LDLIZ b b I & 0 @O HIZTd=1.019-1.063g/m1D 7 & LU THREL 7o, LDLOELIZBIT IS
ML X3 IHEA A Y ERHOEARC U -7, £ 39 RINCLDLAPBS (pH7.4) 2 TEM L. Z0O%
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Table1 Sequence of PCR primers

Gene Primer sequence (5'-3" Tm (°C) Product size (bp)

SR-A F: GCAGTTCTCATCCCTCTCATTGGA 55 335
R: ATTCCCATGTCCCTGGACTGAG

CD36 F: GAGACCTGCTTATCCAGAAGAC 55 510
R: GACCAACTGTGGTAGTAACAGG

CLA-1 F: TGATGATGGAGAATAAGCCCAT 55 696
R: TGACCGGGTGGATGTCCAGGAAC

CD68 F: GCCACTCACAGTCCTGCCACC 62 426
R: GGACACATITGTACTCCACCGCC

LOX-1 F: TTACTCTCCATGGTGGTGCC 55 188
R: CTTCTGCTTGTTGCCGGGCTG

GAPDH F: CACCACCATGGAGAAGGCTGG 55 195

R: TIGTCATGGATGACCTTGGCCAGG
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(A)

SRA [ GAPDH
0

Cycle No. 20 24 28 a2

TimesattcrTPA - 44567 - 04367 -064567 - 043567

(days)

(&

CL.A-1/ GAPDH

+
Cyele No. 28 J2 146 40
Times alter TPA -04567-34557-04567_-04567
(days) ?‘ } e

T i e e Sl e R N S

(E)

LOX-1/ GAPDH

0.0 =
duys
Cyele Now 28 32 3 4

TinesulterTPA -0 4567 - 04367 - 04567 -D4567
(duys) ot

{F) GAPDH

Cycle Nu. ié 20
Times after TPA 0 4 5 6 T 5
{days)

do s el

3.0
= 2.5 [
g
o 2.0
=
e 1.3
&
o 1.0
1.5
1.0
- ¢] 4 5 & 7
days
i
Cyrie No. 240 24 28 22
Timesafter TPA - 04567 - 04567 - 043567 - 04567
(duys) y -
(D) .
2.5
I
= 2.0
Z
G 1.5
e 1.0
T 05
c.0
- 0 4 5 6 7
days
]
Cyele No. il Z4 2H 32
TimesafterTPA -0 4567 -0 -?5 67 - 0436710435067
{days} o s e 3

Fig.1. Regulation of Scavenger Receptors mRNA
expression in THP-1 cells by TPA. THP- celis were
treated with 250nM TPA for 48hr. After washing
three times with PBS, cells were incubated in
RPMI1640 medium containing 10mg/ml LPDS for 0
{control}, 4, 5, 6, 7 days. Minus sign (-) indicates
TPA untreated cells,. RNA was reverse transcribed
and amplified by RT-PCR previously described.
Arrows indicate the cycle number chosen for relative
guantitative RT-PCR. Each relative mRNA Ievel
under freatment was normalized to the GAPDH
signal, and expressed versus control which is
arbitrarily set to 1.0. The data are representative of
three experiments {(mean=X5.D,). *P<0,05, **P<(.01,
#**P<(0.001 by ttest. (A) SR-A, (B) CD36, (O CLA-
1, () CD6S, (E) LOX-1, (F) GAPDH.
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Fig.2. Effect of OxLDL on TPA -induced expression
of Scavenger Receptors mRNA in THP-I . THP-1
cells were treated with 250nM TPA for 48hr, After
washing with PBS, cells were incubated with 50«
g/ml OxLDL in RPMI1640 medium containing
10mg/ml LPDS for O (control), 4, 5, 6, 7 days.
Minus sign (-) indicates TPA untreated cells. RNA
was reverse transcribed and amplilfied by RT-PCR
previously described. Arrows indicate the cycle
number chosen for relative quantitative RT-PCR.
Each relative mRNA level under treatment was
normalized to the GAPDH signal, and expressed
versus control which is arbitrarily, set to 1.0. The
data are representative of three experiments (mcan
+5.D.). (A) SR-A, (B) CD36, (C) CLA-1, (D) CD63,
(E) LOX-1, (F) GAPDH.
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Fig.3. Time course of OxLDL-CE uptake in THP-1 cells treated with TPA.

THP-l cells were treated with 250nM TPA for 48hr. After washing, cells were incubated with [3H]
cholesteryl oleoyl ether-labeled OxLDL. {50ug/ml) for 6hr-7days, and extracted with O.2N NaOH to
determine cellular accumulation of [3H] cholesteryl oleoyl ether. The data are represeniative of
three experiments (mean = S.D.).
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