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218 o] 1 F 52 Zoletile 50®(V1bac Carros, France)= 23l 5= 357l 10
mg/kg = TAFSEe] A7 3 FFS Do F4A S F3) 50mM 14
2F% 2] 94 <= (Phosphate buffer saline, PBS)E 5+-%F 51 8 v}, Al <84 100mM
Q1 Ak @459 (phosphate buffer, PB)°l| 4% paraformaldehyde(PFA) 3274 9-& 1047+
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H AR S AEste] WA 22 o] &4 8k= WA A peroxidaseE:
ngg 344 7] 7] 8l A 50mM PBS 1% =2 8]41 2}k 512 (H,0,) ol 3043F
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Az A &N o 2 12A] 7F Bt A Lol A WE-S-A] F T}, Z18] 31 biotinylated rabbit
secondary antibody(1:2000, Vector Laboratories, Burlingame, CA, USA)| A 1A] 7+
& SF HE-g-A] 71§, avidin-biotin-peroxidase complex(Vectastain ABCkit, Vector
Laboratories)ol| A 1A] ZF &0t A -0 A HE-G-A] F 1}, W20 A| 2 =
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avidin-biotin-peroxidase complex(VectastainABC®Xkit, Vector Laboratories)l| 4]
LA ZF 59 A Lol A k3 A] Zi v}, 4 A 23= 3,3'-diaminobenzidine
tetrahydrochloride(DAB)S- 0.05M Tris-HCI (pH 7.6)°1 0.02% =. 8] A} 5} 9] o1,
0.03% H,0,5 7 7Fsho] 535 Qb A8kl v, 2k o] 2 2 A2 gelatin-coated
slide glassol] Loy A 2 A| 71 EoF Al 20l A A Z A 7] $- ethanol 9] & =5 70%,
80%, 90%, 100% = 3] 7} <A 7] 31, xylene . = 574 8} A| A polymount =

BT,

5.BDNF v =l whal o] 4

g vte] BDNF @9 -3 & 74181 7] 9138l 222 PBSE washing $-, 50mM
HEPES(pH 7.5), 150 mM NaCl, 10% glycerol, 1% Triton X-100, 1.5mM magnesium
chloride hexahydrate, 1mM ethleneglycol-bis-(3-aminoethy1 ether)-N,N'- tetraacetic
acid(EGTA), ImM phenylmethylsulfonyl fluoride(PMSF), 2ug/ml leupeptin, 1pg/ml
pepstatin, ImM sodium ortho vanadate 2} 100mM sodium florideS X $F3}al Q)+
lysis buffer® &38| A] 71 3= Gl A8 238151 4] W8l glo] 21 5 aS
F ool g A S A sl o] of o] F=H WA & SDS-polyacrylamide
gels® 7195 AlZ] =, nitrocellulose membrane(Schleicher & Schuell GmbH,
Dassel, Germany) 2.2 A AFA] Z T}, o] & 7] #] Al ¥l membraneS- blocking ¢+ §-91|,
mouse actin antibody(1:1000; Santa Cruz Biotech, Santa Cru, CA, USA), rabbit BDNF
antibody(1:1000; Santa Cruz Biotech) = B2 A 7 U}, Horseradish
peroxidase-conjugated rabbit anti-mouse antibody(1:2000; Amersham Pharmacia
Biotech GmbH, Freiburg, Germany)Z actin®] 2} antibody = ©]-8&3} % ©. 14,
anti-rabbit antibody(1:4000; Santa Cruz biotech)E BDNF2] 2} antibody =
0]-& 3} 9 t}. Western blottingoﬂ 2] ¢l "4 3} += enhanced chemiluminescence (ECL)
detection system(Amersham Pharmacia Biothech GmbH)= &3] g2135}3 )

6. A=A o
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