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% reducing ZANA =Wl A(Novex) 4-12% H|=-Ed~ Ze]2 ABis-Tris Plus gels, Life
Technologles)oﬂ/ﬂ Eelsle] =R ( Y. Beld 9 Ad 5L PVDF(polyvinylidene difluoride)ol] o™,
WAol RS HESY fE AL wele] A w7 (7-200kDa; GangNam-STAIN,  iNtRON
Biotechnology) & ®H=E udste] Faqsidint. 23 A= H5o 4l Asts Fol7] fl& #rl 227

o
z
5&
e
ol
2

O

(membrane blocking) &2 AFg3slon, HAEZE (Immunoblotting) S 1xF @ 21} A= AlEsle] 341
o -8 A= BEYHEEE ARSIl er, A9 E A (Inmunocomplex) = ©]A] YI2=E FH| 92dH E2H
A& A 2F(Ez West Lumi western blotting detection reagent, Atto Corporation Tokyo)<& ©]-&3}o] A|Z}3}s)

A, X-glo] "HEL AP o, Wiz Fst U= Alanp A AXEY O (computer-based Sigma Gel
software, Jandel Scientific, USA)E 7|% = 3+ AFEE o] &3] SA33).

4. A93 7393 (Immunoprecipitation)

HA RS £412 TLR4, CD14, % AdipoRl F&A| kel A5zhg-& &1str] 3l Fastqirt. o GAst
A=, vAelnl A XE:= RIPA W3 (Radioimmunoprecipitation assay buffer)& o]& 3]-0:1 FRsIE oy, wag
Algol @A A/G e A-o7bE e HIE(20u0)E A ste] 2417 &< ¥HEAIZ &, v =& 2,500rpmell A €
ARYsle] A5 ANE AAG g 109 12 A (anti-TLR4, goat polyclonal, Santa Cruz Biotechnology)Z
A stiet. g

AlRE I ZAoA 4T 20w HAlEt vHEAIX £, Tz A/G op7tR e~ HE
(40p0) S A8t 2A17F EoF vk A H T, SA-Z2e v== AR (2500 rpm, 5 min)dte] =&, dAE
2]& RHESE & PRSZE 3W Al sgler, w9k HA2S 30u0] 2x A7 95 A5 WFH (electrophoresis sample
buffer)ellAl 7483kt Th3, 3~4% 5 B F d2=" EX FA4dd 2833t

5. A8 R (In vivo) A %FAF

20~30g2] C657LB =# v}$-2~(n=40, Gyeongsang National University Animal Breeding Center, Jinju, South
Korea)= &% Ao 3tAHA AS3taL, A4 2AolE I3 e, 12417 H/9F =7](lights on at 6:00
am)E FABTH. v A2 F7] & Zo] 47F S ® o] A(saline), LPS BEE QAR E
A& Asiglrt.

(1) Tz 15 (Control group, 15¢ ESF B2 Ul saline %)

(2) LPS A2l (LPS group, 1Y &<t 57 Wl 250ug/g9] LPS %)

(3) e2=x® ulz 2 [pPS A& 15 (LPS + osmotin group, 33| &7+ W 15ug/g +Y)
(4) e2=r® dwlz A2 1&(osmotin group, T 33 &7 U 15ug/g %)

6. & A8 ZA(Tissue sample preparation)

A& 92~ H(2FE 57DE 0.9%9) AelA s 2 499 27Fe JEtExEL Y =2 A4 FF(transcardial
perfusion)d & 34 F<F 20% A Z L~ Q1A B (sucrose phosphate buffer)ell HAAIA 3U F<F e
Eddsl =g uFAAY. = Z2L 0.C.T. 3FFE(A.0. Co., USAHZ FAsa, #H(Leica cryostat CM
3050, Germany)S ©]&3}le] 12~14me] AH(section)S AZF3ATE. HdHE Mo L=z

&oto]=(Fisher, USA)ol afs-g2tato] 70Tl A B33

7. 99383} B2 (Immunof luorescence assays)

%4 Zebol=i 0.01M9] PBSO] 53 Hok 2w AHE F B Axstglom, £H Amd] Zzeolol
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K(proteinase K)& At 5& &< wHEAIZL ¥, PBSE Ao v 602 &< AP (Vector
Laboratories, 1:20 in PBS)2.2 Apetaloith. 12 &HA|(TLR4, NFkB, Tnfa % IL-18)+ 2% 4 2 0.1% E
P& X-100& 8k PBS9F 1:1002.2 3|4 ste] 4ColA Whal&t wbe- A2tk FITC- Hi= TRITC-2he 23¢
A (anti-rabbit, anti-goat T anti-mouse) 5L PBSSF 1:500.2 3]24&te] Ao 908 HoF WA FAT)H
&glo]=& PBSE 5w B¢t 2H AlFHI o™, o]F WA B (double immunofluorescence)ol] AR&-gh 12} 9
221 FA = oed AFESIGlT. 22t AW E9e Y35 YA (fluorescent mounting medium, Dako 53023)&
o] gste] FTts EEfolmel  ESHFskon, oluA

3 dolA &Av|ZH(confocal laser scanning
microscope, FV 1000MPE, Olympus, Japan)< ©]-&3} b
8. "Holg 4 € ZAAzT

tolHE Hy+
w2 ANOVA 41

TQAHSEM = yEtigler, diolHE Aol FolAde 2Asty] 9fall, Student’ s t-testl

S,

tlo El

24 aste] R4 B (D14 8419 LPS-f=A 2 ste] oz & 2o
E auldol Asans st o Ay, = 1o JfAIEE wpel o] LPS HETe ol AR A EHA]
Fo thEF(CIL; Control)ell ®l&| AA vh$-29] divfollA] TLR4 % (D149 W& VA7 whd, B g o
2RE dil A [pSE A A 49 LPS AHEZ Q8] S7FE TLR4 2 (D149 #H3S dAsHA HARAY]
AL FgAd 4 k. LPS-TLR4 Azdds F3) AARIA NFrBe <liksl 2
translocation) & A8, IKKB < <Qlitsls thdst A5 A=l 98] Fds = NFrB &4 #osta
Atk mEkA, =" EX 9 Wogygy BAS Faste] LPS MR A3 FEH NFrB sl
g odiido] gAF anE RlEdth. o' £ B4 Ay, LIPS At ol AR A sA
(CTL)ell w]3} p-IKK a /B (phospho-I kB Kinase a/B) % NFxBeo] &3S
e AwEl guldu [PSE 3 Add A p-IKKa/B 2 NFkBe 28 »

fg o,
o i rlo o
Jo gl &k

% oF N
o

wE, B odge] oawel gyl [PSE A HEdk 5, FxF dn
CA3 FYollA NF kB2 =43 (localization)E #&3 A3, =

LPSE AElatl S wl, NFxBe 237t F7hek whd, =2 5
LPS A &tell ulall LPS-F%=4 NFiBel & HF(nuclear translocation)® #AA3] A7 AL s &

AATH (&= 2).

AA e 2. BV2 HlAota AEo|Ae LPS-FEA NALS

=2

3 o2nE gMAe] A= F3}

B AA S 20| 4+= LPS-FEA AADS0 gk e arE dmzo] XA 2 gdx gis gdsr] ¢sl,
CNS(central nervous system)oA 1x}2 LPS-SHA AlXel BV2 wAlolnl A ¥E(microglial cell)E o] &3}
g8 Ex W9z @ Wogdy] B8 889 0m) Apo-Tox Glo AHF B4 7|EZE o]&d] =T (CIL),

Lo

LPS A2 (LPS), QA% ® whwld =2 [PS 2]t (LPS+0s) ¥} LPS 2 TAK242 ] 2] (LPS+TAK242) o 4 2] 1] Ao}
A AEe AEY I AZEAS AT, TAK242% TLR4 A3 A A= A vizateln, TLR4 E4 35}
Faete SR AAASES gAY, o Ad, = 3o /fAIEE uhel o] B oubge)l o ~mEl vhwa o[PS
S @A AHEg A, LPS % TAK242E A M elskS wWeb fAsHAl MXE AEES Ao, sRo&E
o ME=Ades FaAle 2345 VeI

Aol HE A 4B BRS BAS Ai E 4o A upe} o] S AmEl gwlme [P A

=74 TLR4, p-NFkB % INF-a o LRSS AASH HAaAZoH, ol AFfs Q-RY whildo] a¢ls
s ARAEen. =g, WA9Hd B4S QaRE duld %
2T (LPS+0s) 2 LPS AT (LPS)l A ot 29 ¥l 4=8-A|<1 adipoR1(Adiponectin receptor 1)3} TLR4 % ©]<]
BzEeA 0 (Dl4ste] Aszes Belsadd. o A, T 50| JAE ule} o] LPSTHE A3 A4S,
AdipoRl ¥ TLR/CD14 EH3HAIe] ol o] Frld S 18 4 glen, AdipoRlet 23 o~HE t
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Wgoe] 9 TLR4/CD14 F&A HFAZEEH -84 SFAE FeTdo=24 TR4Y FF7HE Aadds
At AS AT 4 ATk, E, TLR4Y sHRWE AsAYE Ase wAetal e AdipoR19]
siRNAs(small interfering RNAs) A gl& 3 LPS-F%A4 945 ul#2l TLR4 2 p-NFkBo HdS A sA o
At AL AT 4 A= 6).

L, o]F-%A WY FHE o] &3to] wAotw Mz A TLR4 ¥ AdipoR19] 914 2 X ¥stE &35k
T (control)oll thr]s}e] LPS A& aoll 4] TLR4 2] ]

g. 2 Ay, gz W o] Z71E 3 AdipoR1e] W& o] 7HAd Hh
oo anE dwA gE & LPS A ojwtel Hla] TLR4S W3S 7HAA)7]ar, AdipoR19e WS Z7HA)7)=
AE A = AJH(= 7). o]t HAEL TLR4/(D14 FEA EFAY 7w Al A2 ds)

AdipoR17} #ol@ithi= Abd S Sttt

AAd 3. o228 9Mld Xald wE (0X-2, iNOS, INF-a L IL-18¢ 2d A sja

NFeB 24d3h= A4 Asde dze Adex 1449 AAgom, & AAd 3eM= LPSE A 2|8t

iNOS(Inducible nitric oxide synthase) 43} 2 935 vlAA INF-a 2 IL-189 WES FE3on, &
b o]l o AR el whilE A glo)] whE sfufol A P wpF <l COX-2, iNOS, TNF-a 2 IL-189 v =23 7

AEShE delselt. 0 A % sl AR st el S AFE <l dewel duske] 2, NS,
INF-a 2 IL-169) Wde] S7hRoL, ¥ wde eawd wid 2 LPSE B AR 3

iNOS, TNF-a % IL-1B9] Tdo] fAd AL AT = Ao, INF-a o AFYPFH A&S T3l .==d
g o] 6Hu}94 DG, CAl 2 CA3 QoA LPSE <l&] &71e INF-a F2< A AR 71E AL 3

T AAT(=

AAe 4. A vhe-29] Futel A e AR Gld A mE ZPAE L LAuAEe B4 Asad

A M E(astrocyte) 2 AWM E(microglia)e] Fsts A4AS Fae Fd 2ho)y, TAstd AL
(glial celD)t WEH A5 AIEIRIES 98 Z(pools)olth. LIPS AMAHAE 9 2nAEE X372
2, 2 A4 4 ]*1% LPS ‘ﬁ‘ A AL 2 AnAEY EAdste] didh QaRHE gl A adE <l
stk 1 2y, =1 H/\]?ﬂ vie} o] ¥z v #EE T, HAl(systemic) LPS Fo7F 4
A whg-2=0 94 9 ’3H”}°ﬂ/‘1 3 stEl A E(GFAP-YH-3-4 M) B AWA|E(Iba-1-¥H34 AE)9 +&
dAA3 S7H7IE RS #glEiglen, 2 wge] oA PSE 3 AHEld 49 7] LPS At
of n]af GFAP- % Iba-1-WHg-4 Alxe] Bds A3

_lﬂ
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EH2

(A)

Hippocampal CAl Hippocampal CA3
DAPL/p-NFkB p-NFxB DAPI/p-NFxB p-NFkB

Relatlve Integrated density (A.U)
i
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CTL LPS LP5+0s Os LPS+TAK242

(B)
B3 TLR4
S B3 p-NFxB
2.0- * E3 TNF-a

Relative Integrated density (A.U)

I ©
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EWS

(A) CTL LPS LPS+0s
IP: TLR4 [ 0 '- N
IB: TLR4 | .
IB: Adipo R1
IB: CDI4

(B)
B3 TLR4
S 25+ E3 Adipo R1
= B CD14
£ 20-
£
@
§ 15+ o
g» 1.04
2 0.5+
-
Z o004
=46
(A)
LPS: - + -

AdipoR1siRNA: - -

+
TLR4 k- - =

p-NFxB — -

B-actin |G

(B)
5 25- B3 TLR4
; B3 p-NFxB
s 204
=
E 1.5+ o
2 1.0 I
E s
g 0.54 EA
= | e |
-«  » . |
& 0.0- =

cTL LPS LPS+AdiposiRNA
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iNOS

TNF-a

IL-1B |

B-actin

(B)

Relative integrated density (A.U)

B COX-2

Relative integrated density (A.U)
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(A)

Hippocampal Fissure Dentate Gyrus
GEAP/DAPI GEAP GFEAP/DAPI GFAP

—
m
~—

Hippoacampal Fissure
4- B3R Dentate Gyrus

Relative integrated density (A.U)
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(A)

Hippocampal Fissure

Dentate Gyrus

Iba-1/DAPI Iba-1

Control

LPS

LPS+Osmotin

(B)

Relative integrated density (A.U)

*
3 £

Iba-1/DAPI Iba-1

Hippoacampal Fissure
E3 Dentate Gyrus
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