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SDS-sample buffer: 50 mM Tris/HC], pH6.8, containing 2% SDS, (100 mM DTT), 10% glycerol and
BPB
PBST: PBS containing 0.1% Tween 20

Blocking buffer: PBS containing 0.1% Tween 20 and 5% skim milk

P TN OFE (6em dish THiAE L7z HeLa F7-13% NIH3T3 i)

(1) Mla% ice-cold PBS T#: 9,

(2)  MIfA% ice-cold PBS (+ protease inhibitor cocktail and 10 pM MG132) 500 pl {2 2 EI/EHY |
5,000 rpm T 2 ZrflEO LT Mz gD 5,

(3)  #EILAIZ L SDS-sample buffer (+ protease inhibitor cocktail and 10 pM MG132) 100 pl CHifa
BURINT,

4) WLLARALT v I AI v I AT D,

(5)  lysate % 5 /3B S, K< AALT v I AI v 7 2T 5,

(6) b L lysate WEH S G, HOWMBESE, ML<ALVT v I Ay 7 AT 5,

(7) 14,000 rpm T 2 53EEOT D,

(8)  BCA protein assay kit T# > /X7 HREZHIET 5,

SDS-PAGE &, HilkE DA v FaX—2 g
(99 1/10 volume ® 1 M DTT %0z, 54 MMEE <& 5,
(100 50 ug ? lysate % 8% SDS-PAGE (Z2>F %,

(11) nitrocellulose membrane (Hybond-ECL, GE Healthcare 72 &5 45,

(12) membrane % Blocking buffer 1, 4°C T overnight A > & =~X—3 3 > 35 (overnight TA >
FaN—a Tl LRER),

(13) membrane %, Blocking buffer (1:500-1:1000) TR L 7= 1 KFUAHE T, =i 1 R E7/21L 4°C T
overnight { % 2X—3 3 9%, membrane % PBST T#[dl 5 4y, 3 [H¥E 5,

(14) membrane % HRP-conjugated 2 RFLAEEHT T, B 1 Bl A > F2_X—va 3%, “ECL
anti-mouse IgG, Horseradish Peroxidase linked F(ab)2 fragment” (GE Healthcare NA9310V-1ML)

(15) membrane % PBST T#[nl 5 53, 3 [HI%ES,

(16) L RFOERIE T I e RtT D,
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