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[ E) BHH HBHREMRBREEEME RAW264. 7 it @miah £ 18 LA 6%rh, A8 A& £ A IRE
MAELKEFOER. FE TRIKAGEE(1.25.2.5 .54 10 nmol/L) 1 F RAW264.7 i 4 h &, # % F R4
Babk R R AW EoE tm e @ mieA-& IBmRNA 69 &%, A REHE QR E S A M F RAW264. 7 498 1.3.6.9
h /B, R AR & CEHBRELRAMEAMNEAER EFTO@BAFTIBEOLE. R 9@E/N % 1BmRNA £
KF- 1 9 & K3 3R 8 & (4 H1 R 0. 107 £0. 102.0. 204 0. 019.,0. 718 0. 083.0. 642 F0. 071) , 5 nmol/ L. #& & &
WA REHE, BuEALFO@MBAET IBEOSRAKFMAEZREEWBRHEEG, S5 mol/L & FE L ILE G miE
NEBEOHILEERDE, O@WBAE BEA S KPR L AR HEOZHIED, £ 6h XRG%E(P<
0.05) . RAW264.7 e Jo 2 AR R E R FRBG, @A E IBmRNA =R AR X 2R ZH ZRM MG =, 45D
7% F T AARSME S RAW264. 7 e G tmfa & 1B Rk fa i, TR R B & A BB AR B AR IH Z —.
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The Effects of Leptin on the Expression of Interleukin- 18 in Macrophages
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[ ABSTRACT] Aim To investigate the effects of leptin on the expression of interleukirr 18 (1L~ 1B) in macrophages in vitro.
Methods RAW?264. 7 cells were incubated with leptin in different concentrations (1.25, 2.5, 5, 10 nmol/L) for 4 hours,
reverse transcription polymerase chain reaction (RT-PCR) was used to measure the expression of IL- 18 mRNA level; Meanwhile,
RAW264. 7 cells were incubated with these concentrations of leptin for 1, 3, 6 and 9 hours, then the expression of IL- 1B in the
medium was determined by enzyme linked immunosorbent assay ( ELISA) . Results The expression of 11~ 18 mRNA was pro-
moted with the concentration of leptin (0. 107 F0. 102, 0.204 20.019, 0.718 10. 083, 0. 642 *0. 071), and reached the max-
At the same time, the expression of I~ 18 protein was promoted with the concentration and the
The expression of IL- 18 in both mRNA and pro-
Conclusion Leptin can in-
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imum level at 5 nmol/L of leptin.
time of leptin stimulating, and reached the maximum at 6th hour ( P< 0. 05) .
tein levels in RAW264. 7 cells incubated with leptin were increased with the leptin concentration.
crease the I~ 1B expression of RAW264. 7 cells directly and that might be one of mechanism of atherosclerosis induced by leptin.
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IL- 1B RIE M AR WARE . AHF 78 B 7E3R T8 25T W
5P W 2 ) 22 RAW264. 7 41 T1- 18 34 154,
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USA), ¥ U % 4h 4 5% K E it (U-2000) (Hitachi Ja-
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pan) , 6 L3 F= K ( Falcon USA), 24 FL % 5= K (NUNC
Denmark) , fift 4 1 7 ( fetal bovine serum, FBS) (VL =
/\8]), HEPES( Gibeo USA) , RPMI1640 ( Gibco USA),
J# & & B#( Sigma USA) , TRIzol 1% 7| ( Invitrogen USA) ,
1 # 3 F§ ( Promega USA) , TagDNA % 4 & ( INTP MBI
USA), DNA Marker ( romega USA), BCA & 7 ( Sigma
USA), BSA (Gibco USA), ELISA i 7| & ( Pierce
USA), PCRE| B XEERAE &K, X TH
F(USA) «
1.2 RAW264. 7 4HBA{ARIMNE FF RS0 574H

¥ BB M B 48 B Ak RAW264. 7 2B B DL 12,5 %
100 ML FEEMHT 6 LEHRKF, T 37C.5%CO,
BT, A4A 10% /N4 f7E B9 RPMI1640 3 7= &
BR, B2 RBE K. FHKEEKZE 80% i AT,
¥l Mg R R K OptrMEM #4235 % 24 h f5, ¥
RN B R E R F A EH(1.25.2.5.5 1 10
nmol/L) F & & xt B, & W $/ e B A AR X
Hhr. BHREL A, EELH =K.
1.3 WHEREBEEEERMENBMEN R 1B mR-
NA FRiX

¥R pHmmpRzsadBRAREZHT 4

J& , ¥ Trizol 1A 7| & ¥4 BA 45 48 BU 40 e & RNA, & 4

Bl 4 Vg K RNA # % % A& & DNA, B B 4 % =4
1ML #ATPCRY ¥, BHAREL A EL4LH =
Ko W-1B 514 5 7| % £ 5°-GAA GCT GIG GCA
GCT ACC TAT GTC T-3 , T i 5 -CTC TGC TTG TGA
GGT GCT GAT GTA C-3°, =47 Fr Bt 7 221 bp; PCR K
R & H:94CEM 455~ 55 CR K 455~ 72 CHf#
455, TR R MEF . WS K Bactin 51 F 7 4 £
# 5 ATG GGT CAG AAG GAC TCC TAT G- 3°, T
5’-ATC TCC TGC TCG AAG TCT AGA G- 3°. =41 K
Bt 4 530 bp; PCR R BL 4 #: 94 CHE M 45 s~ 54°C
IBK 458 T2 CHEM 45 s, I3 30 M EF. PCR K
B4R G, & BUR R =47 10 VL 4T 2% 35 B 48 B ik
LK, GIS Bt L ik AT R L3 # 0 AT & 4 IL-18
mRNA & B-actin mRNA & EfH, L FWHLER kX
II-1B mRNA k€.
1.4 BEREESGE IR M AR RAW264. 7 AREEE 7 £
BERBAMEEN R IBERRE

RAW264.7 28 f 5 1~ [ Kk £ & % (1. 25.2. 5.5,
10 nmol/L) 4+ B9 & 1.3 .6 O h 5, FEH &£ # 7
SR FEFEARBON, B F EIE 50 UL, KA X
1O B BR R % B R B 77 7 (enzyme linked immu-
nosorbent assay, ELISA) , ™ # 1% B X 7| & it B 45 4%
. RNERFI-1BE4E, SERHEIANEA, E

AW 3K, B4
1.5 SZitr=EoH

KR SPSS 10. 0 Bk R # 4T G it 4 AT, it & F#
Blx s %57, EE R RA ¢ %R, 5 E R R A
X Bk, P<0.05 HZEH B M,

E R D ng/L KR

2 # R

2.1 AEIREEZE3 RAW264. 7 A B AN =
18 mRNA FRIAKFRIZNT

RAW264.7 40 il 5 A A W B2 (1. 25.2. 5.5, 10
mmol/L) SR M H 4 h J5, Wi i 5 55 Mt e B A Wl
H I-18 mRNA ZRiX 73514 0. 107 £ 0. 012.0. 204 £
0.019.0. 718 0. 083.0. 642 0. 071, 5% X 4
(0. 107 £0. 012) Fb KRk K F 3= (P< 0.01); 10
nmol/L. AbFEZH 5 5 nmol/L AbERZH A1 Lb. 22 7 o B 3% M
(P> 0.05) . II-1B mRNA Rk 7K - B 88 294 FE 34 m
BT, 5 nmol/L 8 ZKANBAIE R FIE(E 1) .

. FEEREEZAIER RAW264. 7 M EMANTZ 1B
mRNA RiX M J9 Marker, 1 J955 X5 JR 41, 2~ 5 40 %A 1. 25,
2.5.5.10 nmol/L Y& Z AL FE 4,

2.2 AELREEZEN RAW264. 7 A B AN 5=
EA= bz opAl!

RAW264.7 4 ffil 5 A R BE( 1. 25.2. 5.5 . 10
nmol/L) B 2 % B A [EI ] 1.3.6.9 h) J&, K H Xt
Je O BRI AR I R 57 EiE R 1B R e A
H(ng/L), R K, &R A H 5 H B2 35
FIEb2Z R A B &M (P< 0.01); 10 nmol/L AP
XIS nmol/L J8 2 AbHE A A L 22 7 O B M
(P> 0.05); AR AL PR AL FE 9 h 555068 B K
EE R 6 h ML ZE R TR EM (P> 0.05) . &
ARG TR LIF 1-18 2 [ 5 b 5 BE I 25 Tk B 3 in 3% v
5 nmol/L B R ACFRA T1-18 43 WA & 0K & i
F4h - 18 H 43w 7K ST i 88 2% o) S8t [ 38 in 2
B, 6 hikRmEIE(ER2) .
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F2. BUEEFEETAMABNE 1D EASE (nyl)
WRRIE

N WEHE1h WE3h  WEO6h WEOh
T E R A 312411 356 £7 436 18 448 £6
1.25 499 +24°  571+92°  1010+48* 1022 %73°
2.5 646 £48*  824k47° 1 170E48* 1 149 £53°
5 852+27¢ 939 *27*  1338*20° 1309+14°
10 868 £17° 104576 1298*19° 1 341%10°

a /3 P< 0.01, 5AHR 2 (X BEALAR B

3 4R

B ST 5T 3% B e 2R I 2 e PR 2 ik oS R A AL
o MG () S B SR IR R o I T A2 B ik ke
PEEAL DR TR B 32 ) R i, A0 U 982 3R PT 3 5 R
2T 0 A M A P, AR 28 4 v 2R AR A, AT 3
RAE G IZ I, FEAs KA, BARBLE] A0 5T

KEWFE ORI, RBEIRNAE As A ke 2
TEH, As R—MEBH 4R R PO RE . AN R
1( interleukin 1, IL- 1) = R IE T BOE B A 4N B, A7
FEPIT 2 S5 K2R, 735l /2 IL- 1a AT 1L~ 18 PR A AN
[ R R =, A2 i AR AL T 1 AN &
S S5 N A R 4 L R R R R S A AR
RN S, B2 5IREREAW. 1-1 /EH
TR EL R A P IR P R A R i A - 3 L4 i
ik — BN E 5 &S -1 EK. I-13E
A I IAFE A T (tumor necrosis factor, TNF) [ %
RVERFE, 7R RS R -1 TR e 4l =+
un: TNF-a -6, M /MRIRAE K] 7 T IR F 1 &
FRAN I3, I U IR = A AL 2 RN, 3 B B0 5 fe
I PG AT WL 1 7E As RSB AR A ZALI
(ER

H RN, #% K7 ¥B( nuclear factor kappaB, NF-

KB) 7£ As Tt dazh/E A BLAT IS I-18 ks,
%R 7 KB 2 Fh 20 i S8 fh O JR0IR 25 35 1 10 % IR
2o WHIUR BN, 8 2 Re S I i ik v B 4 i P9 %
7 kB MEHE"Y, IEH ST, %H T B 5 Kap-
paB HHZE A, M F iSRS, (HIE L F R (W a
TMES) FES T, A F B P65 EALMIFHE
1% DINA 5 XI5, 800 R 5 32k DAL ek L e A A I 1 2
SERIEN T, AT U8 2 A0 DS 4 B IR 7 i R 8™, 4Rk
AR D98 2R AT A2 A i B 4t i T- 18 R T %
Rk, BATF AR, dERIME R HEREE
WG 20 R B 43 W T 980 R 7 TL- 18, {8 K i 4%
B 0-18 RiX 2B E5REZE T B #iEa
K, BRI — WAL, XK R T A2 TR IR P A 2
As R E E R F ISR
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