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Western B[Ry

TP AR L B A3 25 1R AL 00 TR e B8 B — o [ A S 0, I LUBE SRR s R IR IR T )
(s SR FIVE A IRET A I 2 o Western M FH MEREN &P, &5 B T A SCRR R ) B
LT I BB AT R AR S5 1 S o X A (1)1 FH 2 et Sl M A B 1 AR 5 AT
B SRR B AT S R 4
AER: wRAA . BAISAS REEOHL. OBIE —20°CARIEIKAS . T AR bk

BAE ., HIEKBIRIR. Z BRI,
WRH: Iy FAMM. 0.0lmol/L PBS (pH7. 3) . 10% 4 B, 4% WK4ifs. 6250 % i
LWL 0. 15mol/L NaCl . 2X (5X) SDS FREZEmPif. HLVKZEMW . s
MO 10X INBFLL Y. B TBST. TBS. VeMiPiiAZemii. W Tl
Pk, 2ER IR
Ze i SREMT: BRSO Sy BIOME RUINFE RS S FhHURR (KIBEAR . AR 25 Bl 3 s
M MR R, FURFE, MREE, &R O20X20em), X-tH %, XA,
PR AT, TR, WRok4R,
TR i -
(—) B
1. Omol/L Tris « HC1
Tris (MW121.14) 30. 29g
7&K 200m1
WG, FREEIRIA pH 2T H AL LR, i MK e84 250ml, il K
Je NIRRT

PH HC1
7.4 25 17ml
7.5 2 16m
7.6 5 15ml
8.0 5 10ml

1. 74mg/ml (10mmol/L)PMSF
PMSF 0.174¢g
SR 100m1
WG, %eT 15ml BOE T, —20CIRAF.

0. 2mol/L NaH:PO,
NaH,PO, (MW119.98) 12g
KR 500m1
WRIE, R KE, iR

0. 2mo1/LNa-HP0,
Na,HPO, « 12H20 (MW 358.14)  71.6g
KR 1000m1
WRIE, mEKE, iR

10%SDS
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SDS 10g
ZRIK S 100m1
50°C/KHT FHfilt, EMRAT. WAEKINLAE M IDE, AKwiea, il .

10% A BRAZ (AP)
SRR 0.1g
EEEAIVIN 1. Oml
WG, ACORATE, TRAFIITAIY 11,

1. 5mol/L Tris » HC1 (pHS.8)
Tris (MW121.14) 45. 43¢
LAV 200m1
WG, LI pH 22 8.8, ffid AU Al/K E 24 2 250m], il K B o &l N IR A7 -

0.5mol/L Tris * HC1 (pH6. 8)
Tris (MW121.14) 15. 14¢g
LAV 200m1
WG, R pH 22 6. 8, Hfid FUHA/K E 2 2 250m], il KB o &l N IR AT -

40%Acr/Bic (37.5: 1)

WHIERZ (Acr) 37.bg
F SO ERZ (Bic) g
gk 100m1

3TC R IA, ACORAF. AR 2 =00 HIChTvE .

20% Tween20
Tween20 20ml
IR 100m1
TRAI G 4 CIRAE
(=) W

H RSN (50mmol /L Tris <HC1 pH8. 0, 150mmol/L NaCl, 1%TritonX—100, 100ug/ml
PMSF):
Imol/L Tris « HC1 (pH8.0)  2.5ml

NaCl 0.438¢g
TritonX—100 0. 5ml
ZRIBK 2 50m1

WA, ACIRAT o IS, I PMSF 249K 528 100ug/ml (0. 87ml RAFHIIMA 1. 74mg/ml
PMSF50 1 1),

0.01lmol/L PBS ( pH 7.2-7.4)
0.2 mol/L NaH:PO, 19m1
0.2 mol/L NagHPO, 81ml
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NaCl 17g
7&K A 2000m1

G250 ZLHiREHRHR (MEOSETHD
ZE U= 5 G250: 100mg

95% .1 50ml
TR IR « 100ml1
K E 1000m1

BCHIS, e CRR RS S i aeet, FRINABER K, WA )5, HuEatdyg, 4CHRA7.

0. 15 mol/L NaCl
NaCl (MW58.44)  0.877g
IR 100 ml
i K G, SRR

100mg/ml A-IfiE A& E (BSA)
BSA 0.1g
0.15 mol/L NaCl  1ml
WG, —20°CORAT . FIVESR BIbsUE i, F 0. 15 mol/L NaCl #EAT 100 ff#FE i 1mg/ml,
—20°CIRAT o

10% 43 B RN 4% WRAATL
10% 73 21 (PIELRE, 10ml) A% AR CHIELRE, 5ml)
RV 4. 85ml 3. 16ml
40%Acr/Bic (37.5: 1) 2. 5ml 0. 5ml
1.5 mol/L Tris « HC1 (pHS8. 8) 2. 5ml —
0.5 mol/L Tris « HC1 (pH6.8) — 1.26ml
10%SDS 100 pl 50 ul
10%AP (i it g i) 50 pl 25 ul
TEMED 5 ul 5 ul

BN TEMED Ji, 7. REVR &) BRI A] #E K

IR A 5XSDS R (0. 25mol/L Tris « HC1 pH6. 8, 0.5mol/L —HiAUHERE, 10% SDS,
0. 5% My HE, 50% H i)
0.5 mol/L Tris « HC1 (pH6.8) 2. 5ml
—HUBCHEE (DTT, MW154.5) 0. 39g

SDS 0. 5g
TR 0. 025
Hh 2. 5ml

WA, 3T 105ml BT, 4CHRA.

VKB (25mmol/L Tris, 0.25mol/L H& M, 0.1% SDS)
Tris (MW121.14) 3.03g
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H&A M (MW75.07) 18.77g
SDS lg
KR 1000m1

W e =R, RO RG] 3~5 IR

HEREMPE (48mmol/L Tris, 39mmol/L HZR, 0.037% SDS, 20% FfiE)

Ham (MW75.07) 2.9g

Tris (MW121.14) 5.8¢g
SDS 0.37g
FH e 200m1
KR 1000m1

WA AR R AT, BT R AL 3~5 K.

10X TN FLL Y9
[[ES AR 2g
—H R 30g
T 3L K IR 30g
IR R 100m1

A FH IR FLARRE 10 £ o
TBS ZZ¥% (100mmol/ L Tris « HC1 pH7.5, 150mmol/L NaCl)

1 mol/ LTris * HC1 (pH7.5)  10ml
NaCl 8. 8g
IR E 1000m1

TBST 2 (5 0. 05% Tween20 ] TBS 22
20% Tween20 1. 65ml
TBS 700ml
RAIERIPTAE A, B I B .

HW (5% MR IR ) TBST 28
WEREDRY (=, 22 1akD 5g
TBST 100m1
VR IG ACIRAT . IR, WA, MRl B AT, — A

Ve PR My (100mmol/L 2-Mercaptoethanol, 2%SDS, 62.5mmol/L Tris « HC1 pH6. 8)

14. 4 mol/L 2- Mercaptoethanol ( B ik Z %) 700 pl G XUE LD
SDS 2g
0.5mol/L Tris « HC1 (pH6. 8) 12. 5ml
ik A 100m1

BCRIy, @ XB AT . A CHRAF. nTERAH 1 X,
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BER (6X)

HkK Oz 50°C)H 375ml CLA 245 S 2K o
K IR 1. 55g
WA RN (TEK) 22. 5g
BRI (CIE7K) 33. 75g
RALE 20. 95¢g
KA 500m1

Berbiy,  ERZGEhNOE N, AR AR S, AR — Rl 4CORAE. AT
AT B RIKFRRE A 1A

E W
k7K (50~60°C) 700ml  CLATR 24 S W N 138 AR s PN s )
AR R Y 240g
WARERE (TEAD 15g
K 12. 6ml
e 7.5¢g
GERTIN 15g KR4 30°CLL R I A

7K SE 2548 1000ml, 2 V& {FAF

itk

FH TBST #ike 2 — e AT A, Bk T 0. 5ml
2 R ERG

WA AR, A Santa Cruz =&, 40 A i B BARF .
BAEDIR:

(—) FEarrmfl&
(1) I EE AR A 2 1 A2
L. BIREERIRI, R RN AR BOK AR AR K AR TR TR (B B i —
23 ) UL AR AR B FR M0 B AR 5 T FH A M1 L)
2. BRI 3ml 4°CTRA PBS (0. 01M pH7.2~7.3). P #ES) Inin ¥k
GRANML, SRIG AU, FAE UL FERAER IR, RO R DABE LR R
PBS it e G IR E Tk L.
3. 4% 1ml 2400 10 pl PMSF (100mM), #£24)E T-UK L. (PMSF ZEREA] 4 T0 45 i
I A W] 5 2R A
4. BEHANMLIN 400 wl 75 PMSF HOZRAFAL T-UK L2R% 30min, kA 40 i 78 70 R
P St S JEIEamI R
5. ZA5EIE, 0S4 M) T 55 I — M (Zh PR, AR5 AR
AN fie i AR 2 1. Bml B0 . CREAMRE R EAEUK LT O
6. T 4°CF 12000rpm &> 5min. (FERHTITEOHLFHA)
Ty BB R B EIS R R 5] 0. Smin () BOVAE T BT — 20 CHRAE
(2) AL DERAMF:
1. KO EALHE T 1~oml A28 PERERAL, F T8y I A 2 8
o

X

=
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il Z AR B

2. 11400 pl PAZS BRI (5 PMSF) TA)dsh, HHTARK. RGBT UK
t.

3. JUArENGERE— 2 L E Tk L, EEEM LIRSV R

4. Zf# 30 min J5, o] B ER R 2 1.5ml S0, REE 4CTF
12000rpm 50> 5min, B EiE 23T 0.5ml S0 HHE T —20° C IR (7.

(3) 2y Ak Bt e 2 i i 1 ) 4

T2 2 semy, 2SS iy ok, FTLABRTR () #AESME VIR R IRl
AL, DA R RE R A0 S R PR R

v OREREIRME 2 15ml B0, T 2500rpm .0 Smins

2. 7 B3, A 4ml PBS JEFAERRAT YRS, SR 2500rpm 5.0 5min. 5
)5 PBS A ML —

3. HMUET LG, 100 pl 24w (5 PMSF) UK 24#% 30min, Z4fE it 2
BELE o — 5 LA A0 0 70 23 SR

4, FEZURAE R IR P ZARBORAE i 4°C. 12000rpm 5.0y Bmin, HX L3 3
T 0.5ml FLE IR E T —20C IR 1.

(D) HZEAFERNE
(1) HMEbRHE R

1. M—20°CHUH 1mg/ml BSA, =imfMkE, 41

2. HU 18/~ 1.5ml &0, 34—4l, ZlkRicly Oug, 2.5ug, 5.0ug » 10.0pg
20.0ng , 40.0ug-

3. %N RASE P IS TR

Ong 2.5ug 5.0ug 10.0ng 20.0ug 40.0pg
1mg/ml BSA — 2.5ul 5.0ul 10.0pl | 20.0pl | 40.0n
0.15mol/L NaCl 100l 97.5ul | 95.0ul | 90.0ul | 80.0ul | 60.0n
G250 % B s i | 1ml iml iml iml iml iml

4, RN, FRCE 2min. AW OEIGEETE (Bio—Photometer, Eppentoff)
ST

(2) IR EE S &
1. BUZEM 1.5ml 204, BN ACREAEIZ DI il imle SR ME
30min Ji5 B AT H T 2 1
2. 2% D2l N 0.15mol/L NaCl ¥ 100 pl, JRATHUE 2 4 #h el ok 2 A
FE, K A BIN L AR TR AR AR bR I 2R R FR T N 4% blank W75 FTRE A
3. AAAFEN, MK CEEHVE AR 2 7k (REK 0.5mD, PR JERZKZE—X.
4, B I Mrss i 95 ul 0.15mol/L NaCl NaCl A1 Sul #5002 AR, R
SIJGHEE 2min, BINFITI EE AR 42 sample SETIRE 5
R BN ANFE SR EDR L b I TE K LR 2 R, ERIKEE— k. W RMRA 2
ANFESH TR, AR E KR AR A IR 2 IR WSS L 5 ol FE
A S E
(ZX) SDS—PAGE Mk
(1) THUEBESIR:
— TR g, 7
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RtV QUL R R E I ERA L
(2) WML LK

1\

(3)  HJK

BB ST R R EE RN T LR R . (BRAE 2
AP BN 7, DUSRIRIR . )

. TR EERC 10% 40 B, NN TEMED Ja 2 B3R A B AT E e o HEIREIN

AP 10mI AR HR Sl B SR IR AR TR T B 2ty o ) £ v RE I RTAT
RGN EIN—JZAK, WS IR B . RSN TR AR vl PR — 28, i
PR BT e LI BB o A I — 8 E B 1, XA A
AR DKHBCE I ZARTE, A2 b A . )

v KM A — 2T i, BT ERE T 145 3min AR 78 73 il

AT LR KT PR K 4R KT

o TR G 4% IR GE IR In N TEMED J5 L EISR A BT ERR . ) 42 2%

[ JRE TR 6 8 K A AN IR A I P o IS ISt A e B SR T~ A
G AT A SR T I AR R R AT o R I AR 2
Agdsl, AT IAE FLIK_EREARAR IS - i AAE R A8 JE Bt 1] 1) 1 e rp 2
HAEPILANE o Fr BIARAR SRR 5, P20 R AR AR 5 1 Pl e L 1) B4
R ALk .

v K — RIRATE, K BN F KR . NSRBI Y, KB AR

TR Ak o 25 B — BB, A 53— 100 B — Hu AR AT 5 K — 1 1 17)
bhe)

~ WSS AT RS, T S0ug A BAABIENY EAR R . B ERERE

EhA 0.5ml B0 F, N 5XSDS FREZEM B LW R 1X . (LRER
PRFA— AL 15pl, INEEFL IR B R B B Rl 20pd 8. AR BB AE
fh T 7K TR 2% Smin {8 AR .

v RSB T HE % EAE . R R /> 2380 A I /N BB AR . )

PRV T AF 5 U B BB it REARE B E AN R o R IR 1k
EINFEAL A SR IIARE S o OIFER PR ATAERE Sh ok HIAESL, AR R
FTREAERE R o IR — RN, BERE S 5 7E SR HL UK 92 PP vk
3, LIRS GG

HEYK I 0] — % 4~5 h, HLER 40V 50f, AT 60V. HE K 4 By 22 Wil HY R a] 2%

Rk, HEATHEIE

(M) e

(1) H—ikBiFE4 6 5K 7.0~8.3cm [IIELTHT 1 5K 7.3~8.6cm HIHIR AT 4 2 5. V)
PEACFI I — 2 B T4, AT LIS A avE Pl K UIUr iR IR 21 4 25 i
BTKLER 2h A0 ORI — R 8 T 4K i L,
FFEE K b, R NEA 5Kl IXFE BT B 4058V H i 48 AN R
FEDINIKEL, PSR Z A — 22, X AR PR RER K

(2)  (EINA BRI E R BN a7 PG anss, —SZ3bk . JR40R1
Seaunil)i

(3) B IeFHTIRE B TR FRKP . E L5k AR, Rk [l ) Lk A
e M. (T — FERAR AR RT3
SR UEAR O] SRAUVE B —RAER TR B, —TF e IR —F ok X
oA A
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(4 FERBEHGER A TR, BRI EER, WAL FREN R T E.
T2 ) LB TR aaAAsh, HEHE LB . ORI —@ /N0, BEIRIBS R
B 2 NG, R4 e i e ) 25 CHRAR IS SE A ), L3l St 2y B R E
AN B IR G TORAR b, T AT L S R AN 5, R F B 2.
PSS T b, BRI OB FEA TR A, R 3
SKRIEAIFRR LM FJan b — AN, )L i AT AN ERE
ERRE MO AT, BT 3000 P I A JE 40N REAR e, BEfi e &
KRR RS R, B ENEETE, SCREZIF LS. )

(5) WG FINEALAE R, B I ) DA DO A ) ST, R A TR AE I 2T . F
R =k, TEREIM — 1 — kR i . — M 60V # 2 h 5 40V ##
3h.

(6)  BESEJE B X D FRLL YA smin CF AR IR LR . K5 K Ry e
ST R R LA . BT

() HRERMN

(1) HBH TBS MR BR5, B2 &AE WM, =i ~iamR LR
B 1h,

(2)  H—PuH TBST Mkt S35 IR (£ 1.5ml B0 ) W NE 2 R/ — L
PREFISER T 5050 ST b, PUAA FH KRN DA OREE R R P2 R P n 21
PREERE b5 I PP I B, SRR AR e, K B A i R st
PRI b, IRSIEDY DU AR B S0 &S R 1~2h 5, ] TBST 784
WL R B EFER EVER Y, ARk 10min; 1 TBS ¥E—7k, 10min.

(3) [ B iERES UM S Al = NI E 1~2h J5, ) TBST 7E =
I EREIR BRI, BRK 10min; PR TBS YE—iX, 10min, #EATHKG
N o

R) tZRb, B%, ©#

(L K AR B WA AIFECREEIE ARG Imin J5, KBS ST 5 iR
BT HAls Imin J5, BRSO —OREFIE I, RJSER, A, RN X-
Jeh k.

(2)  FEMGES, ¥ LX BRHORE R MBI R s AEZ0KT R EGE X=X,
FVIA ) B GE 2/ (LR RI 3838 75K Lom)s $T9F X-H6 R 3%, 48 X—
SRR b, —HIgCE, EARRE), ¢k XOtRJ, JFahitn; liEES
(Y9 59 3 24 T HEBEOG N R], — 8k Imin 5% 5min, AT EAN [ I 1) 22 PR 0
DU AR BOesea, FT9F X3, Bl X6k, WslE A Bt
Wi, FRIBEAW R, AL, EhE—8l 1~2min (20~25
C), W (KT 16°C) TFid MK BN BRaHE, B X-
H R BRNE W, E A 5~10min, LU ABE W 1k A kK
FIREAME WG, =il T

MR BT ENRA N, REERN—M, FRPAZEGE T, &0
g5
(B) BREZ

B A BT B IR, B B B A HE R G5 0 AT H bty ) 20 1 R 8 P A
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Western blot analysis-1 Cells were cultured in 199 medium with 10% fetal bovine serum. After
digestion with 0.25%trypsin and 0.2%EDTA, the cells were collected and were washed three
times with ice-cold PBS, then were lysed in buffer(50mM Tris-HCI, pH8.0,150mM NaCl, 100 u
g/ml PMSF, 1%TritonX-100) for 30 min at ice. After removal of cell debris by
centrifugation(12,000g,5 min), the protein concentration of lysates was meatured by Bradford
method. 50 1 g proteins of different groups boiled for 5 min in sample buffer and were separated
in 10% SDS-PAGE and transferred onto nitrocellulose membrane (Bio-Rad). Nonspecific
reactivity was blocked by incubation overnight at 4°C in buffer(10mM Tris-HCI, pH7.5,150mM
NaCl, 2%Tween-20, 4% bovine sreum albumin).The membrane was then incubated with primary
antibody. The secondary antibody was used to detected bound primary antibody. Reactive protein
was detected by ECL chemiluminescence system (Amersham pharmacia biotech).

Western blot analysis-2 The protein expression ezrin was detected by Western blot method.
Confluent 150 cm? flasks of cells were washed three times with ice-cold PBS, then lysed in
buffer(50mM Tris-HCI, pH8.0,150mM NacCl, 100 » g/ml PMSF, 1%TritonX-100) for 30 min at
ice. After removal of cell debris by centrifugation(12,000g,5 min), 50ug of each lysate sample was
boiled for 5 min in sample buffer and were separated by 10% SDS-PAGE and transferred onto
nitrocellulose membrane (Pall Corporation). Nonspecific reactivity was blocked in 5% nonfat dry
milk in TBST(10mM Tris-HCI, pH7.5,150mM NaCl, 0.05%Tween-20) for 1h at room temperature.
The membrane was then incubated with monoclonal antibody of mouse anti human ezrin
p81(Maixin-Bio) followed by reaction with anti-mouse 1gG-HRP antibody. Reactive protein was

detected by ECL chemiluminescence system (Santa Cruz).

ezrin H KR E T Western blot FEATAN . Sk @& A KM #2410 PBS YE= 5,
I (50mM  Tris-HCI, pH8.0,150mM NaCl, 100 1 g/ml  PMSF, 1%TritonX-100)#K 24
fi# 30min, 12,0009,5 min &0 22 B 40 Bt Fr s, HX 50ug A5 EREZE phiR S, AWk Smin,
T 10% SDS-PAGE Hijik, H:AiSMRET4E &N (Pall Corporation). KS7E S 5%t 45k )
TBST(10mM Tris-HCI, pH7.5,150mM NaCl, 0.05%Tween-20) 1 =i R34 1h, Bl I BBt
A ezrin —#i(Maixin-Bio), #i IgG-HRP —#i, ECL 442 & Gk #I# Il (Santa Cruz).
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