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In—Cell Western (ICW)
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Sample Loading Buffer

« Run dye front off or cut off
« LI-COR 4X Protein Sample Loading Buffer
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Nitrocellulose (NC)

» Binding capacity~150-160pg/cm? » Binding capacity~80pg/cm?

+  Physical strength, chemical resistance -+ Near instantaneous binding

*  Requires wetting with methanol « Supported is less brittle

0.45um for proteins >20kDa
0.2um for proteins <15kDa
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Millipore Immobilon™ FL &= -

Millipore Immobilon™ P

Bio-Rad Immun-Blot*®

Pall BioTrace® PVDF

Perkin Elmer PolyScreen™

Amersham Hybond™-P



3 HE-NCHE

T00nm Channel B00nm Channel




e
HPRRYER

5% BSA Blocker 5% Milk Blocker  Odyssey Blocking Buffer

{arkc-a




= H

e s 22 @
|—>!rﬁ

« (FRAFERIEER
- BIRSENH NS EE
« hNTween-205SDS
« IRBMCO BT R P R Z0 APBS




—IUR T B %

T ES m NA 2 @
B ! \—I—

+ BRI

- AN

+ HIRBEREE., BELRAKREER

+ PBST/TBST (PBS/TBS+0.1% Tween-20) %
+ AR, BRSO, DI




iR S

IRIELLR

1:1,000 1:5,000 1:20,000 1:100,000

Hela

o D _E = o B | E — o
E ] ey .- ] i ey v
—_— _".': L =] - - —:= .= <[

s "

Jurkat
NIH3T3
Ad31
Hela
Jurkat
NIH3T3

B )\ 1:20,000F 516 F
RIELLFFEM1:10,000 - 1:40,000



iR S

P E moss 0 @

f

=

- {EFHEHAT, L& IRDye 800CW i, FIIR{GEMA RS

» ZINEREE /) ER eI IR G RENR

+ PBST/TBST (PBS/TBS+0.1% Tween-20) 7R

+ RAR, BXSHE, BRI ERRITween-2009PBS/TBS




Odyssey & &

|

il - BN

B
- © SRS —RIER, (EFBE Tween-2049TBSEPBS
- . ERTHELET

+ FRPIRFRI<ATE)



WBE M B4

| 150 L2
€= | >meeeem immobilon®-FL PVOF i > RN ERAALRETS, 0H100%E
NCE, SHRIBMOEHREBRBRTE AR
(f Sl PN = e LT
- ENRRABNENE, MESARSTE 4 4 E2BIENE30min
_— ERSRORNE » ECRREA, SINET-20°CRLET
’mﬁﬁmwn Eﬂ = 1 ) ey e S I i 3 F 4+
EEFG
» RNH, BMA—ANBERERE, —HRE
A * — s A/ EAE BTN (751-20000)
SRR, BEA—ANBERERE, &
A A IR/ ESRTRESEN 57
s — AR BPREAASDS

» 2Rt Tween-20, ERRERBIE



ICW Protocol

1) HHRRIESE in 96-well (Nunc) or 384-well (Falcon) plates;

O

2) G+ (inhibitor, stimulator, etc....):

{
3) MREE (PE);

O
4) RS (Triton-X 100);

O
5) Eil1haE4 CiIBEI;

O
6) —iIFHi%R (10-fold increase);

STIMTICAI =S RikR ( 1:200 - 1:2000; 700 and 800 nm );

U
7) FURBERTE DLx ERR: SREDIF.
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