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A AN, AGFESEANE A7 EAEE 9 A S abdiy) A7 R A S 1kgS olES 3¢
of ¥x Wzt AL Gl FE7]4A 15 WA 37TCollA 14U3F FE3I Y. I FEES 400 W4 oA x=
15ColA 793 wxlete] LA 7] F SFERE 2 AFAZ AT}t ol AE FEES

1-3. HgE 718 FEE Ax

A AXAR, AEFEEA, 7P R, 2 A m bkl AIPAEAESA R 1kgS w34 ol
Wa Yzh ZdA7F g FE7]dA4 15 WA 37CoAA 1483 FE319. 2 FE2ES 400 W4 A EE o
atar, 5 WA 15CoAA 7d3F Wxste] SAAZ T ERE 28 X R 3Gt ol AE FEES Y
7t ZdA7F g SRAA A 7 sFste] 242 37g, 39g, 36g(AERFH)S AT

1-4. &3 E Az

(
(EtOAc), H&< (BuOl) ¥l & (L0)FS 33ty 449 &3 #EES 4o, BE 4L 33 wbs

A 2: H2FEE 2 SHEIESY IFUARMAEINY) A a3}
2-1. A
A %

A M E AY (Murine macrophage cell line)Sl RAW 264.7 A ¥+ =4l X523 (KCLB; Seoul, Korea)o =
e E9F ol penicillin-streptomycin 100 units/mL¥} 10% fetal bovine serum (FBS)o] &% DMEM ®iA|
(GIBCO, Grand Island, NY, USA)E AR&3te] 37°C, 5% CO,&-27]olA wjketglon] 3o g WA A hu]ds

SEET- Y

@ Nitric oxide A4 A #H7}

RAW 264.7 AEZE 10% FBS7} H7}E DMEM HlA| & o] &3} 1.5><1O5cells/mL§£ ZH3 5 24 well plate o] F
FTota, AAld 19 AlE¢F LPS (1 pg/mL)E TAldl A Elste] 2441 7F s gttt A H NOS| 42 Griess Al
¢k [1% (w/v) sulfanilamide, 0.1% (w/v) naphylethylenediamine in 2.5% (v/v) phosphoric acid]& ©]&3d}o]
A EuoFe Fol] EAat= NO, o FElR ST AEWE A5 100 pLot Griess A%k 100 nLE &3Hat
o] 96 well platesollA 104 S9F W-sAZ] ¥ 540 nmmollA SF=E S35, AAE N9 42 sodium

nitrite (NaNO,) = standard® WH] 2L} t}.

® Prostaglandin E,(PGE,) A4 7}

MW%&?WE%DMM%N%Wﬂ%ﬂﬁ16Xw%dbmwéiéﬁﬂiz4wﬂpmmoﬂ@%ﬂl,%C%%%

710l 18413 A v skltk. o] % wiAE AlASkAL 108 s= (1 mg/ml) &= ZAE AAJd 1] Al& 50 pLet
450 pLel LPS (1 pg/mL)E 3 A= wiAE FAlo Agsto] dujdat & 33004 wiFsisivt. 244
%+ % prostaglandin E,(PGE,)E =743t7] flal] s wiAlE f4&2] (12,000 rpm, 3 min)dte] F5hS

)
%
t}. PGE,9] =742 PGEELISAkit (R&DSystemsInc.,Minneapolis,MN,USA)S o]-&3}o] A5t o™ standard o of

FFETA] g 0.99 o] Aol AT}

rot
£l

@ M>x=A 7} (LDH assay)

RAW 264.7 M (1.5%10°cells/nL)E DMEM ®jxlo] AAla] 19] AJg9} LPS (1 ng/mb)E A AElste] 2443F

ksl & wjk xS o] 3,000 rpmollA 5E7F PAEE dFAtt. LDH (lactate dehydrogenase) assay+
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non-radioactive cytotoxicity assay kit (Promega)E& ©]-&3}e] 43 om™, 96 well plated] YA &3}
oo wjek wjA] 50 uL9} reconstituted substrate mixE 50 puLE ¥, Ao 308 WEAZ F 50 ple
stop solutions Y& ¥ microplate reader (Bio-TEK Instruments Inc., Vermont, WI, USA)E AF&3}le] 490
mel| A FFEE ST, 2 AEe] dE B FEE e Feklen, tiET (LDH control, 1:5000) ]
F3E @ vuste] AE=AS Jrksklth.

© RNA 2] 2 RT-PCR

MEZFRE total RNA %2 TRI-reagent (MRC, Cincinnati, OH, USA)E ©]&3}5 o™, RNase-freedt =7
Sholl A o] FoJ k. 1 ngd total RNAZ oligo (dT) 18 primer, dNTP (0.5 uM), 1 unit RNase inhibitor =L
@3l M-MuLV reverse transcriptase (20)= 70C 5 min, 25C 5 min, 37C 60 min, Z2]3 70°Col|A 10 minZt
7} (heating) AFC2A ¥ FX| A Z T

PCR(Polymerase chain reaction)< A ¥ cDNARY-E FHAZS ZZA17]7] 93Fe] 2 ul cDNA, 4 pMe] 5 3
3" primer, 10X buffer (10 mM Tris-HCl, pH 8.3, 50 mM KCI, 0.1% Triton X-100), 250 uM dNTP, 25 mM
MgCl,, lunitTagpolymerase(Promega) & 413l distilled water® HAE 25 pLE %F o Perkin-Elmer
Thermal Cycler (Perkin-Elmer Co., Norwalk, CT, USA)E ©]-&3}o] PCRES AAISITEE. o] PCR cycled 94T
/45%, 55~60C/45%, 72°C/60%, 303] ©]™, PCRel 2Jsle] AAE AHEL 1.2% agarose gelolA H7]9&5S
A AL ethidium bromide® GA3le] 54 band& <2133}

® Immunoblotting

Hjekol Bk AEE =¥ 3}o] 2~33] PBS (phosphate buffered saline)@ A3 3 1 nLe lysis buffer® 3
7¥ste] 30®3F &all(lysis)AIZl $ 12,000 rpmell Al 2087 A4 ®elste] Axw & & AAS AT oy
A FX% BSA (bovine serum albumin)E& X38}8}9] Bio-Rad Protein Assay KitE& AMg3le] =33},
20~30 ngol lysateE 8~12% mini gel SDS-PAGEZ WA F&lsle], ©]& PVDF (polyvinylidene difluoride)
membrane (BIO-RAD, Richmond, CA, USA)ol 200 mA= 2A]7F H<oF transferdtth. 18] 3 membrane® blocking
5% skim milk7} E-F¥2 TTBS (0.1% Tween 20 + TBS) oA oA 2A17F FoF AAISIA Y. iNOSe] 4wt
A4S HESZ] Y3 A ZE anti-mouse iNOS (1:1000) (Calbiochem, La Jolla, CA, USA)E COX-2¢ %@l
S HES] 3 A ZE anti-mouse COX-2 (1: 1000) (BD Biosciences Pharmingen, San Jose, CA, USA)<
TTBS §Mo| A 8|4 ale] Ao A 2412k Wh-gA|Z] & TIBSZ 33] A|Aeteltt. 22 A== RP (horse radish
peroxidase)”} Z&% anti-mouse IgG (Amersham Pharmacia Biotech, Little Chalfont, UK)E 1:50000.% 3]
st} Aol 30+ F WESAIZl §, TIBSZ 33] A|A3ste] ECL 712 (Amersham Biosciences, Piscataway,
NJ, USA) =} 1~3% 7F ¥k & X-ray FE 73318lc).

e rlo

o

(@ Pro-inflammatory cvtokines (INF-a ., IL-1B3 and IL-6) A oA #H7}

RAW 264.7 A3XE G5XN%MBMU§DWMﬂﬂ§‘ﬂ%aﬁ24%“pmwoﬂ@%33,5%w2%%ﬂﬂﬁ
18 A7+ A wjeksldn). o]F wix|= A|AS 108] 5% (1 mg/mL)E ZAE ADEZA 50 weF LPS (1 pg/mL)
450 s T N2 MAE FA At A wigHy 5 A mgssith. 24 AlF = wjg iR E
QAEE (12,000 rpm, 3 )3kl Ao AEN9] pro-inflammatory cytokines A4 IHS FAHALT. 2E
AlgE A A7FA -20 C o]sto] B@3FA T, pro-inflammatory cytokines B mouse enzyme-linked
immnunosorbent assay (ELISA) kit (R& Systems Inc., Minneapolis, MN, USA)E o]&sle] AHHslglon

standard o] O1g FEZAe] gk 0.99 o] o2t

2-2. Az}
X 1, = 1 A 404 BZol, AAFEEAN F25, I7AIEAN 55 2 o5 §uEdEE2 N0 A
A 2 PGE, S a2 o R oA ®al olye} LDH assay 23, o]# 3 oA @A o] MEZA 7)¢lelA] &
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I HEAF oy kA A EFRIS] S FUA7E bE, ol dFAAR] IL-16, IL-6, TNF-a A4teA] o
2E s, A¥dn & 9 WA 12014 BEo] ARpEEAlt 2EE, IMAEAN FEE E o5
SMEHEES AFAAYA -1, IL-6, TNF-a A GAE FdAZd FEedA gATS A £
AATE.
F 1
ARFERAN D B A 258 9 8] N0 A4 oA &3

Crude extract and solvent A& (25ug/ml; %)

fractions AT &R A RPN Z AR

80% EtOH 14.07 + 2.16 35.79 + 1.37

hexane 51.92 + 2.69 85.15 + 1.30

CH,Cl, 85.71 + 1.37 85.59 + 1.23

EtOAc 4,58 + 7.81 52.69 + 1.87

BuOH 2.18+ 4.65 N.D

H,0 N.D. 3.78 £ 2.31

A3 31 & 289 F2E9 A AAARAAM Y dAEH 7}

HAA AxFE5Y AE5A @l dis] Azt ZHEAHEFQ HaCaT(FHHAEFTLIY)E o83 NIT AES 53
a3tk HaCaTel 7%, sz FEE 100ug/mol A AEFEEA 255, A7 EA 55 2 s
ARRE} Z7PA EAE 28 255 25 AE5AS YeEhYA] (= 13 9 14).

gul

A 4 A AR AP A FA 4F

1 AEFFRES TG 99§ A%

4715 ol AEAQl AAtelAl ERIE Soethn wHE L owdel A dx FHEe] QAR g
A e Sstel, B owHel WY AxFEES PR NPIGAS Axstn oo @ WP AWy 4F
AYe Faste

A AEFERL FRT WPASAE ) E 29 JRFFoE Axsgd. ] E 294 dxee H2F
B TP B 379§ o)t}

S gA AZE Ssk], A%, 2eAW, PLALAEL EFATL 70 TN gaRon (2HE), 4

A e Eevgelne Asld U 4Ee 70 TN faadT (edRE). 47 cddEE B

SEo Hrsta TEYA (YE Tokushu KikaAb) 2 wwksle] 12} f3}sliar, of7]o] Egverolwl s HF
[e:

e}
-
HA7betdek. EdkdelA BAE 7IxE A F, Aoz WA AR &AE AT

¥ 2
A e (%)
o) % AT

A A4 72 72
M- 8.0 8.0
S 4.0 4.0
AErEEA 255 AR F2E2E, BE |0 1.0
AAFEEAE 9 AT EARE 25 FEE

7hxgd 7kxE EgagAdel= 8.0 8.0
2FAS 5.0 5.0
Aol FEFAlo|= 1.5 1.5
2 2H|E Aoty o] E 0.4 0.4
Aol 4= 1.0 1.0

_12_
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X6
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H2FEE 3.0
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FYPA AR - AHolH ol E 3.0
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Eg ol gk-golvl 0.3
WA v =
35 w2
AA T 5
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