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A g AlEe HH =S ‘ﬂE} LPS(Llpopolysaccharlde)t A A =
s Z

% (pro-infl > 2]
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[HA]e] 1 0 ofAl24e] AlE AEE AEH]

o A oA ALg3E o}AFEAM(asaronic acid)2  SIGMA(#138894)oll 4  FulE 2 4, 5-ET W EAH =oAL
(2,4,5-Trimethoxybenzoic acid)©|t}.

(1) v} A A E(J774A.1) W%

A A EE ‘mouse macrophage cell line’ &2 J774A.1 AMEFZE 0|83 Dulbecco’ s Modified Eagles’ s

Medium(DMEM) + 10% FBS wf=]oll 37°C, 5% CO, 2274 vt & ALg3Iith. Ml A ZE 253} A]7]7] ¢

3 LPS (2ug/ml)S WAl H7}eF ¥, o}lalEAM(asaronic acid)S 48A17F A& skdct. w3k, 1L-4(40ng/ml)<
718 WA o] o}AlEAF(asaronic acid)S 48417+ A @ldte] M2AH S F =31}

(2) ME AEE AP (Cell viability test)

w9~ AN E(J774A.1) S LPS, IL-4, olA}EAM(asaronic acid)@e] AMEwjF A4S A% & AL YEES
=743t7] 984 AE microplate reader spectrophtometer& ©]-&¢ MIT #A]o] o]Fojxct. o] AL
tetrazlium MTT salt (3-(4,5-dimethylthiazol-2-yl1)-2,5-di— phenyltetrazolium bromide)”} "|EZ=g]o} &
A¢l A AFES A F A (succinate dehydrogenase)dl o8] B84 ZEulz(formazan) 02 WalE AL o] &
st} ZA4shsltt.

J774A.1 A M EZ LPS(20ng/ml) 2 1L-4(40ng/ml)oll 48A)1%F wieFdtar Az dk 3 MTT(5mg/ml stock solutio
n)7} 37} phenol red7} S0 YA &S vl oA 3A)7F vlEAAA Belstgitt. 1 Fof isopropyl alcohol$
7betel 2A2HA E50] FUA 4" E2rbd(formazan) S &3HA17]AL A=570ml A FHE=E SHEA

T 12 LPSE J774A.1°] 487 7F AR S wl AlX AES JYehle adZola, & 2% IL-42 J774A.190 48
AP AR s W Alx AES YEE aeZela, & 32 ofAEiM(asaronic acid)d] FEE EEEh
JT74A. 10 48417 HE3S W AE BES YepdlE 2 zolr).

[ 1: dAAXE M £33 oA 49]

B oA oo A= Mo EojAel wheS dl= thE A<l marker 2 AF8-% 3= TLR4, (D36, CD68Q] whald wkg =&
< sk,

M1 WiaAlE= 253 A 7)7] 8l 2pg/mle] LPS®F ofAlEA(asaronic acid, SIGMA(#138894)°] 2,4,5-
Trimethoxybenzoic acid) 1, 10, 20 uM< z}Z} xg]star, wpolempAe] vdala =38 Felslr] ¢ d2dE
Bl (western blot) #AHE o] &d] &lsgltt. ME vl F ol =M H(lysis buffer)E o83 A go]A
2(cell lysis)E AAEte] 252 (lowery) T FFHE ALE3te] TUg o] whildS SDS-PAGE 714
FalAth. A7]ds F SDS-PAGEC] Eol¥ whlde UEZA {4 (nitrocellulose membrane)ol] 7]aL, E9]
2 FA-3A WSS 98] E=7(blocking), Lx}EHA(primary antibody), ©]xF&Al(secondary antibody)S
HS-A17]3L,  BCL solution’ &2 WgAA oxgo] BE(x-ray film) o2 FHE8H3IT}

I~

A3 A, o}A}E2b(asaronic acid) 1, 10, 20 uME H7}sk oA TLR4, (D36, (D68S] wrdo] RF 7+ ()
ZT 02 B-acting AFR)SE Ao® UElstl. o]ZRE ofAlE4k(asaronic acid)7F M1 AN EZ R EZ3}
7 qiE

E A= AS A T = JYY. = 4% ofAtEAH(asaronic acid)2] M1 WA AMEZES] B A a3
glet gy EX(western blot) A¥olal, = 5= = 4o wE I8 o|t),

[ 2 @ dAAE M2 53} =2 491

B A do| A= B dg o] ofAlE A (asaronic acid, SIGMA(#138894)9] 2,4,5-Trimethoxybenzoic acid)e] 2]
AXZ M2 B5& F3E adrt deA FAstarz) skt
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[L-40] 98 =35 += M2 A M EZol| ofAF&4 (asaronic acid) 1, 10, 20 uME ZHz; A g sle] M2 H=ol] ofAF
EAF(asaronic acid)7} QS m X=X Zelstr] Yste] M2E thEstE ml#A 2l Arginase-1, CD163, PPARy &
AT, vlolentA Y gWE =S FR18y] 3 A" E S (western blot) AW S o] &3t 13181
ok AE 8 & oAl W T (lysis buffer)E o]&3] A go]Al=(cell lysis)E AAste] =92 (lowery)
g As AMEs] BUd o wAS SDS-PAGES A719Esd. M719E F SDS-PAGES] R® o
M-S JERZA LT (nitrocel lulose membrane)o] %7]aL, o7 3-8 93-S 9 EZ7 (blocking),
A =}eA (primary antibody), ©]2F&A](secondary antibody)ZE WHS-Al7]a,  ‘ECL solution’ &2 ¥3gA]l# 9
2go] DE(x-ray film)o2 AZ3Y ).

i

9t = 6L ofx}E4k(asaronic acid)o] WAAME M2R ] EFS EXslE=A] &¢18E 9 AEHE-E(western

Avfelil, & 72 = 6o mE ¥ Zolrh.

T3, AXEoA BulEEs Alo] &7 (eytokine)S Dbo] A (ELISA)Z els}
A w ol (media)E Fof AAEZ 7] (centrifuge)® 3000rpm, 4C, 10ming =

ELISA A9& sgivh. M2olld 71 w@ol Euls: 1L-109 EH)s 313t A3} [L-42 FX5E M2 faAE
7} oFAFEAM(asaronic acid)E #o] AW FUlsle AS g S . =
w3 ko] olAlZAk(asaronic acid)ol] 93] Z=7kete AL sheldk ELISA 1ef3o|t}.

[4%el 3 : Tor-beta & AH]
B ARNE cell G Fo N2 AT BFeh AN Bu)HE Toh-beta BAS AT

HAAE J774A.15 IL-42 M2 B3 s Ao o}A}FE4k(asaronic acid, SIGMA(#138894)¢] 2,4,5-
Trimethoxybenzoic acid) 1, 10, 20 uM& ZZ A3 &, AEE 4% ¥ ELH 3| =(formaldehyde) = LA 3}aL,
PBSZ F{3] Aol & F 5% BSAo| A-2olA 1A1ZF E=&7 (blocking)dF & AX}&A| (primary antibody), ©]xF
A (secondary antibody)Ql CY3(red) WHS-AIFTE. DAPI(blue)Z &S A3tz Al asict. Az 3, &gl
= ZFek Yol B (mounting)she] 38k duji o A3t IL-4vte 2 §=3 M2Kt) ofAE4k(asaronic
acid) S o] ¥ celldlA TGF-beta Tdo] F7gk A& &Ad 4 ATk, = 95 M2 oAzl A TGF-

beta HAFS AT ARloltt,
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