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[ E] HE WETEBIREAS KB H A 1-AUCB s/ R E 4 20 o8 S IR IR A T4 vy % vf  FIRA 1
THAALH], FTiE A R E i RAW264. 7, 551 A R BKE +-AUCB(1.,10.50 & 100 wmol/L) F %124 h, &
100 wmol/L t-AUCB FF#7 1 h #m X PPARy #3#7 GW9662 5 wmol/L, X A t-AUCB 0 pmol/L FFRL4E A = & 5t
B, R T -ox-LDL UM B A ikl 2 s R E o 2 o3t AL B A5 & @ (ox-LDL) #9 HBUR M, 52 B 32 8
& PCR #= Western blot 2~ 3| & /s R E % 2§ CD36 mRNA fe & @ kik , &R -AUCB Z7] 3R MU ILIE Ao B ok
wfe'” 1 -ox-LDL &R EFEMHE, 0.1.10.50 = 100 wmol/L t-AUCB F IR it , 4B F 5 51 A 414.96 +46. 71 ng/g.
519.54 +47.7 wg/g.629. 04 +37.97 wg/g.720. 66 = 48.58 wg/g F= 881. 57 +68. 44 pwg/g, K55 5| 4 16180. 23 +
967.28 ng/g.17369. 62 +478. 34 wg/g.21794. 85 +689. 36 ng/g.27883. 03 +712.25 pg/g 42 30194. 61 +635.71 g/
g, 5 QI BUILE EF B E(P<0.05), /AN GWI662 /& 100 wmol/L 2A3FIRF M £ 467. 80 £51.98 ng/g, &
B £ 16326. 19 £735.95 pg /g, 5 £ AN t-AUCB 21004 £ 37 A8 2 F M (P <0.05) ; t-AUCB 7T 27 4R MM 69
3% o)y RE 7% 28 i CD36 mRNA Ao & 89 KA | fam N GW9662 /8 R 4k L E M, 4518 -AUCB T it B
PPARY-CD36 15 5 il 38 4 F & ik 5 Ao o)y R, B o4 48 B4R B Ae % f# ox-LDL,
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[ ABSTRACT] Aim To observe the effects of soluble epoxide hydrolase inhibitors t-AUCB on the uptake and degra-
dation of lipid in mouse macrophage. Methods RAW264. 7 mouse macrophage was cultured, then t-AUCB in various
concentration( 1, 10, 50 and 100 pmol/L) were added for 24 hours, or incubated with peroxisome proliferators activated
receptor gamma ( PPAR<y) antagonist GW9662 (5 pmol/L). 0 pmol/L t-AUCB treated group was taken as empty con-
trol.  After then, the uptake and degradation of oxidized low density lipoprotein (ox-LDL) in cells were detected by radio-
ligand assay. The mRNA and protein expression of CD36 were determined by real-time PCR and Western blot . Re-
sults t-AUCB could dose-dependently increase the uptake and degradation of ox-LDL in mouse macrophage.  After stim-
ulated with 0, 1, 10, 50 and 100 wmol/L t-AUCB, the uptake level of ox-LDL were 414.96 +46.71 pg/g, 519.54 +
47.7 ng/g, 629.04 £37.97 pg/g,720. 66 + 48.58 ng/g, 881.57 +£68.44 pg/g, and the degradation of ox-LDL were
16180.23 +£967.28 pg/g, 17369. 62 +478.34 pg/g, 21794. 85 +689. 36 ng/g, 27883.03 +712.25 ng/g, 30194.61 =
635.71 wg/g. However, after incubation of GW9662, the uptake and degradation of ox-LDL with 100 pmol/L t-AUCB
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were decreased to 467. 80 £51. 98 wg/g and 16326. 19 +735. 95 pg/g.

nificant (P <0.05).

ed with GW9662, above-mentioned function was significantly attenuated.

Respectively, the difference was statistically sig-

t-AUCB could dose-dependently increase the mRNA and protein expression of CD36, but after add-

Conclusion t-AUCB could upregulate the

uptake and degradation of ox-LDL in mouse macrophage through PPARy-CD36 pathway.

PR ik =% TR ( epoxyeicosatrienoic acids,
EET) 322 phy 40 i P9 76 A2 DO R 22 4 i (5 3% P450
I EALTE AL A 2 BT 2 R AR W P A 9 A 1
NRBTH ALY . 1B EET 7EZ0M Py e 1, 20T %
PEINE ALY K 5 B ( soluble epoxide hydrolase, sEH)
TG A AR A L83 2B P T P 8 A ™ 0, PR e £ 1)
A R 0 A AR W K A T A0 4 7R (soluble epoxide
hydrolase inhibition, sEHi) J&3 il EET 7£ 41 ffd N ¥k
RPN A &S, WH5E CAESE sEHD AP 1M
R VR i A B S R AT 2 A AR
SAERU S BFITIR R U] sEH HA P ki R A Ak
YRR B HALE M R T . ARBFSE B 7ELEE sEHI -
AUCB X 7N B W 200 i g T3 3 M e fie 1) 52 i, I
BRI H AT BEAILH , R a0 Jhk 3k AE A AL (atherosclerosis
As) BB B BEHT Y SEURE AT BRI HR

1 #MRE7EZE

1.1 8

t-AUCB 1 % B fn M K % 3 2 #7942 Bruce D
Hammock &4 3% RAW264.7 /MR E ¥ 48 f 4k 4
B E A SRR S, BG4 % DMEM &
Bt BE BB E Gbeo BRL 2 F,GW9662 1 H
Calbiochem A3, PCR 5| 4 gl g A A H
RAE AR, "I CD36 % 572 £ F KW H Abcam
ANE ,ox-LDL W B b = thfn = R B KB R A
a1 P EE SRR R E - R,
1.2 ZHREIESR ,SEI 43 LA FN 4 B T 7

RAW264. 7 /N R E "5 48 8 4 10% Ff 2 it & &
ik £ A A B B AE DMEM 3 5% 7 37°C 5%
CO, BERfHIER, BB LW MRt
THANE, BB h JEFB— K, FHEE 0% ~
80% i1 4 EDTA 9 0. 25% i B 34 (LB 1%, = & 4
WA T8 T, B K 2| 80% T gk & iy it
B, EE LA E 6 I, 24 h BEEH NS 1% fhF
L7 B9 4 DMEM 3% 2L JL#k 24 h, & F 4 2 7 F
B JE -AUCB(1.,10.50 % 100 wmol/L) 3£ & # &
24 h, # £ A N 100 wmol/L t-AUCB # 1 h #Am A
PPARy # 41 # GW9662 5 wmol/L, & | t-AUCB 0
pwmol/ L T H1E Xy = A 3t AL,

1.3 EMMAMES'™ [ -ox-LDL BIA ST fe B SLis

% B Goldstein'™ 73k, & HE S 5" 1 -ox-
LDL(40 ng) A B Kt ( & &4 ) Fom N 100 i &
KATIT ox-LDL( 4 454 ) £ 4CHEH 2 h, 1
F EWER, R R 3 kB G ML 0. 1 mmol/L NaOH
1 mL(37°C,30 min) B #Z 48 f,, 9] & 3 4T 1% Bk
B, Rré&b=RE&46-FHRrEs, REESH
MEERMEE AT E R @ E™ 1 -ox-LDL #5& K 4
4 2 (Bmax) X % % (Kd) ,

KBS 1 -ox-LDL(40 ng) VA & K Au
(B&4) A 100 3L & B RARIEH ox-LDL( 3
FEREA)EIICERBHES h i, W EFEARO0.5
mL, it X\ 35% = 4B 0.4 mL &4 & ,4°C & 30
min, F e X\ 0. 7 mmol/L AgNO, 0. 25 mL,1500 1/min
B8 10 min, B 1 mL AR A8 T Bk b Bk %
Bl b 4m f 1A' T -ox-LDL th 8. 40 j548 B> T-ox-
LDL th &, L5 7 % Bl E sk 4 & 947,

1.4 SERTPESEEE PCR il

# A Trizol X 7| % 2 B 48 B & RNA, B 2 plL
RNA #r A% 3 4 TR & F B3 4 R cDNA,
BUL pL #3347 PCR ¥ 3%, & 5|4 A&7
7|48 .CD36 L 5'-TACCTGG GAGTTGGCGAGAA-
3', T 5'-TTGCCACGTCATCTGGGTTT-3' ,GAPDH
# 5'-TCACTGCCACCCAGAAGAAC T-3', T W 5'-
TGAAGTCGCAGGAGA CAACC-3', Ji | 7300 % 52 Bt
KAEEPCRI (XEMAAEWRANE) AT
M, BB A A T k4 01 MEFE,95%C 10 5340
AMEER,95°C 5 s;60°C 31 s, JH 274 sk 3t A B
THATHRIT 2T,

1.5 SREENEFEE T

WEMBRRAEEEE, N E&EREGH#
1T SDS-PAGE .k 2 % A JE B3 JE 2 h J5 #H W, 3%
W 98 & — 0. =30, ECL R B % JE | & Fl % i i
AAAH B FF ., A B-actin EH W5,
1.6 FitZEHHH

£l SPSS 17.0 % it 8t & AT S it 247, 4t
FEHTATEA WAL, B 4035 5 8 o R R B At
ok, AR EAEERT =0, AAREE
BEXRE3IAULELZ , XM P<0.05 2= 7H
FItFE N,
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2.1 LDL BI#Ric B KU EIMHNE

ABFFEH LDL bR ICZE N 65% ,bricf5'> 1 -
ox-LDL Y FE T SHE PR 24. 796 ci/g AL g0k
R T5% MRAECZAEE) P A X HRIAAG 340 cpm
YT 1 ng ™ T -ox-LDL' 40 i 28 1 v 3 1) B 4%
FIHS RN .Y =0.01526 +0.2728 xt,Y = il &
FIVRIE (g/L) ,t =GR B RERIEXS ™ T -ox-LDL
AR LA png'® T -ox-LDL /g Z0i 25 1R,
2.2 HHEBERMMIT T -ox-LDL HIEE

t-AUCB 5257 5 A I b 254 i /0N B I 00 200 i 2%
B T -ox-LDL,0.1,10.50 A1 100 wmol/L t-AUCB
T, B AR T -ox-LDL (45 HCSE 7] B4 i
PEHL T 7, t-AUCB Y& B2 100 pumol/L ' T -ox-
LDL $5 U fm , t-AUCB 45 T ild] 525 Ao iR e
A REEZE S (P <0.05), A PPARy ##i
# GW9662 J5'* 1 -ox-LDL it F &, 5 1-AUCB
100 pmol/L £ LA W E 25 (P <0.05), 57
FIXT IR b 22 S IC i E (P >0.05;3K 1),

F 1. -AUCB Xt EBEZHRE'" 1 -ox-LDL $EEVR FE MG RIS NE ( n
=6,pg/g)
Table 1. Effects of t-AUCB on uptake and degradation of

2 1 -ox-LDL in macrophage

A | O %
25 N RRZH 414.96 +46.71 16180. 23 +967. 28

t-AUCB 1 wmol/L 519.54 +47.7" 17369. 62 +478. 34"

t-AUCB 10 mol/L 629. 04 +37.97* 21794. 85 +689. 36"
t-AUCB 50 wmol/L 720. 66 +48. 58" 27883.03 +712. 25"
t-AUCB 100 wmol/L 881.57 £68. 44" 30194. 61 £635.71*

GW9662 + t-AUCB 100pmol/L  467. 80 +51. 98" 16326. 19 +735. 95"

a M P<0.05 55 AXBRALE;b KA P<0.05,5 t-AUCB 100
wmol/L 4 He&s

2.3 HBAEMAAIT I -ox-LDL KRR

t-AUCB 22 751 5 A0 i 1t 448 o /) B s 2 i e
f#'% 1 -ox-LDL #,0.1,10,50 FI 100 pmol/L t-
AUCB T}, F W40 x4 T -ox-LDL F [ it 2,
H t-AUCB 100 pwmol/L ' T -ox-LDL F#fif e i
t-AUCB £ T4l 525 A0 FR 40 e B 1 A . 5 1k 22
(P <0.05), /A PPARy #5H07] GW9662 f5'
[ -ox-LDL K % f# & T B& 1-AUCB 100 pmol/L
H I ERA BEFETE(P <0.05) , 525 [AXF B4

BMESTREFENE(P>0.05;31),
2.4 HEAEMMAA CD36 mRNA BIRIZFR
t-AUCB 22 71| £ 4 J1 14 Hb T = /N BRUE W05 200 e
CD36 mRNA 7%k ,100 wmol/L t-AUCB T-iilf} ik
He , AR EE -AUCB + 141 525 (AT IR A
BFEME2ZER (P <0.05), MMM A PPARy $ #i
GW9662 J& CD36 mRNA # ik W & W >, 5 t-
AUCBI00 pmol/L H A A M2 5 (P <0.05),
H 52 XA = S Io R EE(P >0.05;3K2)

* 2. t-AUCB X EBEZHAf CD36 mRNA FRiZHI R0
Table 2. Effects of t-AUCB on CD36 mRNA in macrophage

|
25 X IR ZH 1

t-AUCB 1pmol/L

CD36 mRNA

1. 1021 £0. 066"
t-AUCB 10pmol/LL 1.5176 +0. 17*
t-AUCB 50 wmol/L 1. 7187 £0. 08*
t-AUCB 100 pmol/L 2.4684 £0. 16*

GW9662 + t-AUCB 100 pumol/L 1.4452 +0. 22"

a N P<0.05, 5 {XTBALE;b I P<0.05,5 t-AUCB 100
umo]/lliﬂ[’tiﬁ‘fc

2.5 EZAEMAAE CD36 EARRKIL

t-AUCB 2 71 3 RO M oo 7 55 CD36 25 Y 4
15,100 pmol/L t-AUCB T-iill} CD36 & 1) K ik i
LS TS S AR A R A B EME(P <
0.05) . TMifiMA PPARy #5505 GW9662 J& E Wik 2 ffd
CD36 B FE L% 100 pmol/L t-AUCB 4H B i U
B(P<0.05), 54 AN IRYL L 22 R0 M (P
>0.05; & 1 fi#E3),

& 3. -AUCB Xt EIE4RHE CD36 EARIZHEN
Table 3. Effects of t-AUCB on CD36 protein in macrophage

A CD36 mRNA
25 A HRA 1+0.1

t-AUCB 1pumol/L 1.20 0. 09°
t-AUCB 10pmol/L 1.39 0. 17°
t-AUCB 50 wmol/L 1. 60 +0. 22"
t-AUCB 100pmol/L 2.03 +0. 12°
GW9662 + t-AUCB 100 wmol/L 1.33 +0. 10"

a N P<0.05, 55 HXBALE; b A P<0.05,5 t-AUCB 100
wmol/L 21 Hes
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- e C D36 (35kDa)
= o= DS amDam> -0l

B 1.1-AUCB Xt EIE4AE CD36 RIZMEWL 15 405010
AUCB 0.1.10.50.100 pmol/L,6 & GW9662 +t-AUCB 100 wmol/L,
Figure 1. Effects of t-AUCB on CD36 protein in macro-
phage

3o #

B AR As KA & J v 4% 3 LR FH R 40
JitL, AR T ox-LDL JE I IR 02 As K 4=
KRR B AR AR AR L DRI, A 7 A
REM TR T2 DL As Ay il 140 1L 3875 5 1) — 1
VEIRITHE

As B R AR IR Z — BV Ry W 40 i 45 1 ox-LDL
SR P BRI IR [ e, S 800G B R TR, BRI
HEREAREIE As EFIY ox-LDL J&Bij 1k As &/
RIBIABEEHES . t-AUCB &% 545 =48 sEH 1)
T, BB — | AR R A A g )
B, IR AR R 0 10078 2R G AR A S E
g - AUCB W/ 40HE N EET (R A, I it 3
JEET B3 R A= i Pk, W 4 R E o B R
R AR 2R NS 5 IR E R A, 4w oT & 30
t-AUCB 22 1) AR5 P i 15 /s BRUEE W 2 e o' T -
ox-LDL P4 [, $27R t-AUCB A A i3 B
A A5 T B ox-LDL, i H BEF%f# ox-LDL,

5 5 200 A 1 960 U 40 B 0% % A 2 1 I 40 B
ox-LDL A& & H Ml =B 8 (i &5 5% . X A iR i
FR) L E R S 32 490 it PR L 1 s SF %) BR i T 32 35
HRZIR DL Z k% ZFpZkE"  CD36 &
5055 200 5 T 1) — i 1 R 22 A F ST UE S AR As
S RAEIR IR TE A2 | A0 BRI | 1l 5 8 A A g
Fothih, 55 As IR KRR T As BEHY
FBLTE B H, P-4 B R IR A T R A2 1K
CD36 iy — > H ZAE & R N % ox-LDL, H
CD36 A% i 5 A e il W55 B IESE CD36
FER BB /N B 25 A AT FF ox-LDL #5257 A /)N /LB
TS IR SA RO s R g, 584
RUNAIEE, 205 1 B 3 DR R /0N BRUE A s L 1
P ILAE A As 451455 #8 BA S e ; {2 5 A He, CD36/
R B 1 ORUEE IR B /0 UG 0 4 5 A R
ox-LDL FEAKZ 609% ), T 76 XU [ a5 /0 B o o

TR A CD36 X435 As 4514
TSt ARBFSE K B -AUCB 1 5 50 8 40 i 7k T v
CD36 1) mRNA M H &Kk, 525\ X RA LA
WEMZES 4R -AUCB W /E T CD36 i
Jn ox-LDL A6 B A e fidk

CD36 HYZIEJE ] #1Y, 1M PPARy s& 375 CD36
FERRY N T, CUESEAE PPARy BIMEZRIA /N
FiWgani b, v B CD36 ik i3 sh AN & 5 4E
FH, 260 bR AR & 38 i PPARy 23 [A) B,
Chawla %570 2 305 57 A= /N U HE, PPARy 14
Feh/ N ELRELH B T FRIC Y ox-LDL A8 R
R A sk 2 50% LA b, WF5E & B EET 3% i 40 i
PPARy #& 5% 1% 1, 31 H A8 PPARy 1) _F 3L R IR B R
4551 4(FABP4) mRNA FEAH40, 1iifdi F PPARy
FELITR e EET BVEFIR 25, A € EET J& PPARy
MPERER SR ARG & B, A PPARy H54t
) GW9662 J& t-AUCB 11 3R AE I35 81 sk 55 , $7
sEHi Mg EET-PPARy-CD36 34238 il . W 41 fitd
X' T-ox-LDL [R5 R F#Ait

AT A S AL B W K i B A 57D -AUCB RE DR
UMY EET B REAR , B0 EET A58 KA 9076 %
it EET-PPARy-CD36 & 42 18 15 . 6 20 At i) i ot
R4, B 1R FIELE As () K R,
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