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Al
Azzel. AR NPE FEE9] Ax

oA A+= HEXIETH(Rural Dvelopment Administration, RDA)S % *%%EVH.L(GOOd Agricultural
Practice, GAP)ol 9Js] Auj=lem, 2009d =HE= SA(GPS: E 128° 627 N 36° ‘Yol A FEEH AT

271 1A APAE 99% SR FE3te] AFARE o] &35t

Agel: AL AF wol B4 A

) 4] A & (macrophage) ] 9% o]
get B e BAS walel 4

A 2] 9Astel Azkel AL 4

ﬂl

g
=

Azl d5& FEsk7] s, AAedF (lipopolysaccharide: LPS)E AR&-8FATE. LPS

& TAsE F ek, Axdex d LpS ARt (LPB)H A sl AEE
AAAR o]Fste] WAAME FHel EAst= Do A, LPS AAZF A5 AEure] EAjsH= 95kDa,
80kDa w53 ZA3s) S Yebdt(Hewett, J. A. and Roth, R. A.: Hepatic and extrahepatic
pathobiology of bacterial lipopolysaccharides. Pharmacol. Rev. 45, 382-411 (1993)). LPS9} 484912
A AE U 6l ¥NEE A=stan v EA g3t Wi Joulo]Z(mitogen activated protein kinase:
MAPK) ] AZAGAAE T3l MEZFE FUIAFIA (tumor nacrosis factor: TNF-a), 1EFZ1-1(IL-1),
IL-6, ETEXEFxo]=(prostanoids), FIZE#N(leukotriens) 59 Alo]|E7Fe(cytokine)F B UERZ 2Alo]
Z(nitro oxide: NO) &3 & vd A5 i/l 2250 FEdH.

2 Ao e AxdolA Azxzd oA ARA FEES AMZEAAN A5 afdEs gotrr] ste], LPS
of thet Wojguls Aadie] A A3} 24 FAHEAGNS) S A5FHE A (C0X-2)2] dld =250
A S7Astal, [-kBe] W& S35t 3 oA H XA FEE A4S BESY] ke AE AEES
St B A YeRd dHolE e &34 ZAAt(pharmacologic calculation) ZR2IHE o] &3l
AT, A8 AXE F294S one way analysis of variance(ANOVA)Z 73k §, Newmann-Kelus

test® FHATF T} (+#p<0.01).

(1) Mouse®] &) AM|3EF21 RAW264.7 A|En] <

AU AEsr] st AFES Alxs R HNA FES M EQ] Raw 264.70]9, ©]+= American Type
Culture Collection(ATCC, Manassas, VA, USA)ellA] &%F wokth. Raw 264.7 M2 10% 4287, 100 U/ml
yAdaAd 100 mg/ml ~EfEuje]ilo] ¥y Ewlm 3 o]F ulA|(Dulbecco's Modified Eagle’ s Medium,
DMEM, Sigma-Aldich, St. Louis, MO, USA)ollA] 37C, 5 % C0,o] Z7oA =]

(2) Ashdz AR BE A7 WD FER) EnEA

Raw 264.7 AEE 24 4 Zo]Eo| 1 x 106cells/ml2 /HF2 A2 F, 4 AZF Bk wjgFsigict. 24 4 24
olE9] 7} Ao ojHFA XNAA Tg%% 7} E%(5, 25, 50, 2 100 ug/ml)E @i, 30 &7+ o1Fulo]Ejol| A wul
stk 1 3, LPSE 100 ng/mle] 5%7F HEE Z} wello] YWoldE 3, <lffulolgolq 18 A7t H<t ujek
shelth. 2 de] ASH 100 ulE 96 4 ZHolEo] EFESY. o] ¥ gl A% (Griess reagent, 1%
sulfanilamide, 0.1% N-(1-Naphthyl)ethylenediamine dihydro-chloride, 2.5% phosphoric acid) 100 ul& 96
4 ZFolEQ Z} wellell FdatAl @5, 5 &3t d2oA] dbEA Y. mlo]a=ZEHolE g (Microplate
reader) & ©]&3}o] 550 nmollA EFEE ZAHsA. o] w, ofAMNUEEFS TF A (standard curve)S ©]

g3l BB 439,
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a2 A3E T 19 JeERRT.

T 1S LPSe 98 fxd A}ﬁ} A A disk o
93] =% Raw 264.7 Al¥= Hao vlg] AHsd A

rir
2,

2
=

o
-
ol
o
38
)

Raw 264.7 MXE 6 4 ZZo|EJ 1 x 10 cells/mle] M= AL & 4 AT & i 4 Zglo]
E9] Z} wellol OVFH AAd 255 24 5x(5, 25, 50, or 100 ug/ml)E ¥, 30 ¥3F ﬂ?{'ﬁﬂ o] Ejol| A Hj
Fatt. I %, LPSE 100 ng/mle] %= Z; wellol] @olF=dtt. 6 well plateE ClFH|olE oA &lsly]
= gz o 717401] o= AIZE Bob wjoksldtt. ZF welld 1x PBSE 2 3] A& sle], pro-prep= H7}3lal 30
b 4TCoAA RESAIA T8 (homogenizing) 3ttt  ©]& 2=Ado]H(scraper)E ©|§3tq AXE FHo| 1.5
ml FEO Ho}, vortex®} sonications 33| WHE3}S) 1 AZF Bk 48 SollA wkeAIZl 5, 12000 rpm,
4CoIA 10 B AR ASdS )9 o). %“—’1%4 Aeke By =% =W (Bradford method)S ©]-&3}
o Akttt @A 835 (Protein lysate)S 8 x SDS loading buffer®t &g3fe] 5 £+ < & 10% =
goladoln| = A(polyacrylamide gel)S T3l A7idsste] EEsgivt. o774 E8d dWadE52 PVDF 9
B A(PVDF membrane)ol] ©]&(transfer)dte] EFE(blot)d &, 5% EA|F &do| E=Z7](blocking)s3itt. ©]
F, iNOS T COX-2 @ & (C0X-2 monoclonal antibody(1:2000))& 5% B4 &N 3|xste] af&w
(over-night) WHSAIZ T},  TBS-TE o]g&3sle] 3 3 A F, e H IgG 22k FA|(anti-rabbit IgG
secondary antibody(1:5000))7} AFAO|EE AAYH-3} Akdl g A (horseradish peroxidase)E 5% ©A|f &
o 3A3sle] 1 AIZF Bt A2olA wr-SAATE,  TBS-TE o]&3le] 3 3] AHE 3 57 3}shd3Z(enhanced
chemiluminescence, ECL) A& AleFE& o] &alo] dA-FANEES S3) LA W-EAA X-ray filmell °]F FHFA

7 s

o ARE & o2 YERATh. 4] = 2% LPSel o3 R s EA FAaset 45w dad wdo)

O

- 1 A

s AAqA APA FE2EY 598 vepd a8 Z=, 1pSHE v vkl 9 COX-
2 T Aol wyo] FASMA FUFEAY. Eg, oA F HHA FEES 4 FEE A Ay, INS ©HE
2 C0X-20] ¢hu glﬂﬁoﬂ EX R st olF &3 oA FEES LPSOl Yl f-X=% Raw 264.7 Al
Fo A INOSSF COX-2 WA e] WAS Ao RA, st w5 AT s 18 + v
ek, & 32 LPSel 93] =¥ 1-kB T gk ofAF APE FFES] a3E YEd 2=, 3] & 3
o YelbRo], LPSE @502 A g tjFxaoA o AR AgstA] 2 ol H&| [-kBe] @d HE7F A
o}‘iiﬁ} q71el AAA XNAA FE2ES v% HZ AHYse v, kB ¥d Jurt sroEd oz F713
S B33, oA AAE FEES A Aol o AR AYIA @2 ] FEZA froletA wdol
%7}5“’* E]—Oq_l_)\}\l:}' o2 EF oA ANAA FZEEo] [-kBY & Ad}(degradation)S Tro, A Ao =
NF-kBe] &S JA sttt AS 44 = ATk

(4) Az BEDH =4

Raw 264.7 =2 96 9 Zglo]Eo] 1 x 10 cells/mle] MGz Ao S, 4 AZE Bt stk 96 4 =4
oJES] 7t dof ofAH APH FEES 4 =R Y, QlitulolHdlA 23 Az F<t wikEgitt. 96 4 &
folES] 2} o] Ez-cytox kitE 1/109] &Fo 2 dolE ¥, 1 AZF 5 F71= s, Alx 542
mto]l A2 EH ol E ZHE ARESte] 450 o] PO R FHEE SASIGUT. o] W, ofF3E A

EE VISR A4S 5450

2 ARE = o] JET. & 4k oA AAE 252 AT AEee e 2Tz, of4H XAd

FEEE 4 FEE AASIL LPSE AR T 24A7HA Al AEE el gl
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AA 2 A el 1

oA AP FFE: 100mg

oAAF FEES FAHE STl Sallsta, pHl 2EAR pHE of 7.6082 2HI ts, HdAE = T F

2ml-&Fo] ol Fxsta dsto] FARAIE Ax=d.

A A LA 2

oA 7 NHA FEE: 10mg
3 100mg

5 50mg

R R T b

g71e A

o
ot

Fata, ol Ao Azpyel neb Bgstel YAE Az@,

A A AT 3
ofAq A ANPE FZE: dng
3 100mg

&l

© 93mg

A

i)
il

D 2mg

d71e Qs Edeta, e el Azl nebd At gl Fste] AEAES A=

AA DA 4

1A AHA
A" 20g

ol st 20g

B 4P

: 100mg

e
i
e

AATE 7Fsto]l A 100ml

Zl:
710 e B AL Azl mebd Eehshar, 100mle] Al FxIstal WHAIAM AAlE Az

e
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n=3
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