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Western blotting with anti-Nef antibody
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Pull down by p91 phox antidody
Pull down by p67 phox antidody
Pull down by p47 phox antidody
Pull down by Rac antidody

Pull down by Ncf antidody
Recombinant nef
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BHEBEFIVEORBSGRE
Sample | Sample2
a) Normal rat brain a}  Normal mouse brain

b} Pre Ope Rat brain (Neadle® ) b}  Etanol injury model mouse brain
c} Etanol injury model Rat brain
d) Etanol injury and LPS Lp. Rat brain

Methods
100% EtOH Xylene
PBS wash PBS wash Tminx2 2minx2
Brain ! } 4 4 Mount
tissue 3 ¥ ¥ (capture) —» RT-PCR
Acetone fix 18t Ab 70% E1OH [y
r.t. 5min r.t. Smin 1 min RAYAF 1
toian

1st Ab : Griffonia simplicifolia 1 isclectin B4 (GS1 84: FITC labeled) %100

EREIo07U70BEARER (B4R8)

Ethano! injection Bul

IOOJUPOERSEHREND

FTE- BB TIC, ATLAEEE
BOTSYrOERIRBMCERHIZHEEA
002 x4 /—R8u | BEFA

TR/ ~IiE ABRE uOITIRFER A
BHOLNL(RBOEHS),




% 8

EEE (RS R) EBVWEERLSSOSIPOBERBR
(RT~PCR)

Sample
a) Normal rat brain
b} Sham opa Rat brain (Nesdla®3)

<) Etanol injury model Rat brain
d) Etanol injury and LPS Lo, Rat brain
Mathods

Brain tissua

Cut Brain slices
n thea tube
(10 4 m x10 slices)

,

Lysis butfer 1 2 7 9 1
{Stica homoginate) 4 8 10

Cantrifuge
13000rnm 1min fLikota

RW1 buffer
{ONase treat)

o

Centrifuge il R R S =
13000rpm 1min 1 2 3 4 58 8 7 8 9 10 1%

RPE buffer

VRV

RiNeasy Kit

Contrif Lana 1~3 : Normal brain

entrifuge ) .

13000rem 1min Lanad  : Sham opa brain {Needle® &)
Lana5~7 : Ethano! injured brain
LaneB8~1 1: LPS LP. and Ethanol injured brain

A
Ve

mRNA extract

Microdissection system# B L2 =RT-PCR

(Rat brain)

t 2 3 4 5 6 7 8 910 1t12

Lane 1~3 : Normal brain

Lanad  : Sham ope brain {Neadle® 3)
LanoeS~8 : Ethanol injured brain
Lana9~12: LPS and Ethanol injured brain

(Mouse brain)

: - - . Lane 1~4 : Normal brain
CHRBTICSWTL—¥—2RBLTaBLARBEERD Lans5-8 : Ethand! injured brain
PUHRLEFO, BRTS (RECA)





