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[ ABSTRACT] Aim To explore the mechanism of adipophilin regulating neutral cholesterol ester hydrolase (nCEH)
expression thus mediating lipid accumulation in RAW264.7 macrophages. Methods The constructed retroviral plasmid
vectors with adipophilin of no expression and over expression were transfected into package cell PA317, then collected virus
solution was used to infect RAW264.7 macrophages by screening and identifying to obtain RAW264.7 cell lines with adi-
pophilin stably silenced and highly expressed. =~ The mRNA and protein expression levels of nCEH were measured by
reverse transcription-polymerase chain reaction (RT-PCR) and Western blot respectively. High performance liquid chro-
matography (HPLC) was taken to detect the contents of intracellular cholesterol ester. Results The cholesterol and
cholesterol ester levels were significantly higher in adipophilin over-expression group than in the control group (P<0.01),
while dramatically lower than that in the control group when adipophilin was supressed (P<0.01). 1In addition, adipophil-
in inhibited nCEH expression.  Furthermore, in RAW264.7 macrophages with high adipophilin expression, treatment with
100 nmol/L protein kinase C8 agonist PMA for 30 min resulted in remarkable reductions of nCEH mRNA and protein ex-

pression( P<0.05) , on the contrary, treatment with 100 nmol/L PKC3 inhibitor Rottlerin for 30 min increased the expres-
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sion of nCEH( P<0.05).

Conclusion Adipophilin may exert influence over lipid accumulation by inhibiting the ex-

pression of nCEH in RAW264.7 macrophages, and PKC3 played an important role in this regulatory mechanism.
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Figure 1. The expression of adipophilin in RAW264.7 mac-

rophages infected with retrovirus by Western blot(n=3)
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{35 50% LA bk K 40 B (9 A7 ) 5 Adipophilin
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Figure 3. Effect of adipophilin on cholesterol efflux from
RAW264.7 macrophages(n=23)
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Table 1. The cholesterol and cholesterol ester levels in each
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P FC CE TC  CE/TC

(mg/g) (mg/g) (mg/g) (%)
25 X B 217+23  118+19 335+34 353
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Adipophilin Fi#&GAZ 241+£16° 25524 496+38"  51.5
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Figure 2. Effect of adipophilin on nCEH mRNA and protein expression in RAW264.7 macrophages(n=3)
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Figure 4. Effect of PMA on nCEH expression in RAW264.7 macrophages with high adipophilin expression(n=3)
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Figure 5. Effect of Rottlerin on nCEH expression in RAW264.7 macrophages with high adipophilin expression(n=3)
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IR TERRTIE W5 /K fig sk 2 vh | Adipophilin 5 nCEH
A B R L Fs Pt BA Mg £ W, 4
nCEH 7K fift A [ e Fg i, JRAS 30 5o - 688 2 78 P9 J
W% nCEH 23 78 B , 5 Adipophilin [A] B 77
FETHRIE R, 0 7AW &K, nCEH 1R IA(F
I BUAE Sl KR A R AL A DX A ] ol A% W
4L K Adipophilin 2384 55 1) CD68+4H i it
P, AR A is A o 2L Ul uE B R GE B
Adipophilin 5 nCEH ATIgES T L R4 Adipophilin
5 nCEH Z A2 B AAAER-F K | i Adipohhilin 4
SRR P BT R A R A 2l i nCEH RS2
B2 i, AR SZERAG I T Adipophilin AN [F] 2 35 /K -
if,RAW264.7 E g0 i h nCEH &35 DL K A o #1
ERYEAE . RT-PCR AR [ 53 ED I 1 45 SR 3 R,
Adipophilin ik 0}, nCEH 23k W SR, 1T Adi-

pophilin #E41 # B, nCEH 235 W) B S 3% 5 17 40 i
PG R 1 AR AL NI 5 nCEH 3235 2 AH I #
e W[, Adipophilin [ 41 #] nCEH 23k, nCEH 3
SRS T LS RAW264.7 WA A N (1 B8 T AR &
58 BT B, PR 3R AT 4 I nCEH 5 2
Adipophilin A— "R UFVEFEE A, B A TSN T,
Adipophilin A] LI i 35 nCEH Y36 35 14 6 I 10 &
A o it b TSP A IR A T 24 BL AR AL T 5 BIUER 2S
B, 76 B 3 2 10 K i 535 1Y Adipophilin WU 23 11 4]
nCEH 235, DT JIEL o6 52 i 114 4 A B 0+ A2 310 BEL
5, FEA ARG T 58 E

FHHPEE C (protein kinase C,PKC) J2& B2 194l
WIS 4 W TR AT 40 4 K26 13 AN
RIS H PKCS JEAE Ca™ IRAERY, 32 RE
TS #EURAS TS PKC £ THI3E 0% B A
TSR AN S MR, PRC (8 395 28 T 52 i 41 e g L T e
FOA RGN HE AR U A R WF g S
Adipophilin /™59 THP-1 W40 i i IR FL S i Fe 2
2| PKC TGRS , R SO IFSE A8 RAW264.
7 B WA S IMAR LI E 5 min J5 , PKCS M [ iy
JEE%EA7,16 h )5, PKCS K iAW/ 5 Adipophilin 1
[ TRERRT, T2, FATER T PKC A PKCS
VERE AR S, At Z AT SEE, 3R Adi-
pophilin AT nCEH &35, 1M Adipophilin F2 5% 2 Jif2
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PIRIR B FE X & PKC 155542, 384 PKC it
IS nCEH [ 263578 WA 1A 58045 0 56 &
Wg? HEZEA & PKC K nCEH BIBFSE, FATHED Adi-
pophilin 7] B8/ 1 7% PKC, i#F—2 51 nCEH £
IR AT A P IR R B AR R . S T 38 E %
HEW  AHHFSE R0 T PKCS A4E S sh 77 PMA F
17 Rottlerin ZbFH RAW264.7 E W40, 458 B
7N, 525 FXT REZH AR H , Adipophilin 155 2 3 41 g [ s
5 PKC3 #8h51 PMA L5 30 min, A DL 3G 5
Adipophilin %} nCEH R £ 11 T 412R Adipophilin
IR [R5 PKCS 458 Rottlerin JEHFE 30
min , W AT LA 2406 % 55 26 35 Adipophilin T B 1Y
nCEH I3k, X825 Uil | Adipophilin £ 1 41 iy
PR E AT L i 3% PKCS MM il nCEH 5
BRI

WA SC ) 45 ok B, nCEH J2& Adipophilin 12
RWA264.7 E W2 LB 5 BR 25 19 G5 A, PKCS I 7E
A G — A B A, BOR 2 A5
CL 2841 Adipophilin 5 A B 16 3l ik o5 A A 16 B 87 4
R R S 240 B A R T e 5 PR 2R ) AL ) B 9 5
IR RIS PR FERE AL B R . ABFRET T Adi-
pophilin 5 nCEH 7E1H 75 g B A& H i /E T, 7256 %
B K oA B L AL ) A 2 %) 0 Bt 5 A 1 PR B 765 2
i ok AR A B AL AR A 5 L B
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