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PIASMBLAT WS N e D TARAESTE W BRI I L FSE, H T 0. 85 96 Sl A B i % b 22 i A1
PR RGRRIRREAL . TSI A 25 BNa RICT ™, Al 233 rR NI AkE 1~ L)
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|
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|
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|
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=. AR
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(1) B RRNGRESN R R PP (BR IR F B , KM AEL0° A A R
1. SRR, IR BB EBRK AR EAEROK AUR B R (ORI BN BCE — 2 ) LA
TRAR B IR BB ARG P B A )

2. BSR4 AIN3mI 4ACTA K PBS (0.01M pH7.2~7.3) . R ERE S Imin YE5 40,
SRJE TRV AL BRAEPTIR, JLURAN M =k Dk 85 IR HPBS R it M
BTk .

3. % 1ml ZEEON 10 W PMSF (100mM) , #EATE Tk L.  (PMSFERES) F T4
IS A W] 5 2R D

4. BP0 100 —400ul7 PMSFZLAER, 10K F24#30min, A0 40 i 787 R 5%
Zin Ay e JEIE AT

5. RfEseia, TS BRI R TR0 GIEEND SRS AT 4h i
F BRI R LEmIBLLE . CREARIER AR T . O
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6. T 4°C F12000rpmELa5min.  (BERETIT B OHLTA)

7. BRI B R E10.5minf B O TP BT —20°C B -TO C IR H
VE: AT SCNSEEAN LR T2 205, A A T ok, W RIB B AR,
BRI 1 A0 B B L R

(2) HrFRMEIZN D I B e P 3R (B ar R i s, K e
10" AT BRI

1. 2,500 xgB5.00 1073 8P s BV E A, 5725 B

2. FAMIPBSEFIIEANM, 2,500 xg L1008 ai i, 2 1.

3. FCE AR 0 A BT (1m0 pl 8 IR A, 10 pl
PMSF).

4 DN AW A R TR (10" AN I AN0.5— 1 mih# k7 100440
HA0.1—0.4 mIFHEERF)D

5. 4 CHRBRE SR04 T 240

6~ ZRT T (1 B5 HLH 14,000 xg 2500 15538 355000, RIS BT 20 A 185 0
B —20CE#E-70°CIRAF & -

(3) AL EEA PR
1o R DEALURET 1~2ml SR PECREAL, T BT R A S S BT R

2. I 0.5—1ml PALVSHIMIZE (5 PMSE) TAp3gad, HHMTAs. SRIGE Tk .
3. LB R — ) LE Tk b, TESRJLIRAEA LU E R .

4. ZE 30min 5, EITHBMESRRAEREE 2 1.5ml B0, RJ57E4°C T 12000rpm
B50 Smin, B EWE%ET 0.5ml 208 IR T —20CEEE-70° C LR A7

(Z) BEERRNYIS ERE
WAPUERIIIEILEZ, HATHS LR Z K BCA ¥k, A N 0041 IR 8 11 72T

PV Cu2+ R N7/ Cut, J5 & 5 BCA TRINEE G, TR R (AL &), WA AT 562nm
Beko WAEYH E AR AR, RNJE B G ARHRROE o 8T b 2
AT LU R Rl (R IR, BARI R AL BT LS R G W] 45, Western Blot (1%}
R L RS SR A > Tug/ul, - K80 15 97 1) 20 0 B 2 A2 T LA AL 1), (EL DR il
SERE BB AR, IR SR R E AR, SEAMNS, RS EAARE,
WA, PrlX DR EERAT AR, ATLAME, o HAE S (R, #-FAr 2
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(R, P LU IR SCERANK, ATAAME

(=) SDS-PAGEH ¥k
(1) BV

(2) RS L

I BOEBON 5 N R . R A TR H R AR T EAE RN .

PLAisie. )
2. HleE B (pH 8.8)

PRI, T
FISRAKM, 2K P T4 Ja SLAE

AT R VA B . Pl vEd s i

CHBR A I A P IR 5 »

BRI 8% 10% 12.5%
40% wiv PN G - XU PA s T e 1.5ml 1.87 ml 2.34ml
1.0M Tris-Cl pH 8.8 3ml 3 ml 3 ml
10% SDS 75 ul 75 ul 75 ul
dH20 2.88 ml 2.51 ml 2.04 ml
B, HERCHTINA APS Fil TEMED
10% APSCGI R 1) 37wl 37 ul 37 ul
TEMED 5ul 5ul 5ul
R 7.5 ml 7.5 ml 7.5ml

VERZINS, AT I Ll AS IR Il A BB FAC s, SR MR INN B BC 4 (AR b S A i B 6
emZety, P15 emi BERCHIRANE . AR5 BN — 2K, s a R k. CRENR N

THhamp—

AL IR SRS, R B

o T R 2 I o BE I BRI S o R AT I IR —

ST BRI, XA
) HEBCEOS— N AEA B R A

B4,
3. CYKFRZ A — 44T e, BRI ClE T o A3 minddi I 78 45 Bt [l sk vl {5 22 i 1
JZ 7K I PR K 46K KT
4, HIEIRGEIE (PH6.8): 4% L Ar<10%1 73 B IR T, 6% 40 IS FC 4>10% 153 B Jie
fEH

WRAGRIR S 4% 6%
40% wiv A I BBt g LA 445 e e 550 pl 750ul
1M Tris-Cl pH6.8 630 pl 630 ul
10% SDS 50 ul 50 ul
dH20 3.74 ml 3.54 ml
WRE, BERREIINA APS fil TEMED
10% APS 25 ul 25 ul
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TEMED 5ul 5l
SARFR 5 ml 5 ml

R T 2 2 T VRE T TR A4 S SR R AL 378 AN R J v o W IS P A8 v BB AR T A S i b
AL R I AR T DR R KT o T IR T I AR S e A BN, AT AL L
FERRN BT LA A A g Bk I o A o B2 20 W AR I ANIR o 1 B IR A e /e, P20l
AT 7 AP 4 8 ) R RR A . BB B 0.5 — /NN AE A

5 FHZKAE—NIRAENE, FF TN VKRS . NI 1) N, ORISR I 7 4k o 45 2
i N B R v 5 S S\ 2D Y Tl S R S R 13 BTN B )

6. HURMUFIIEE, £910—15ult55xSDS EAEZE M if#4%5: 1M HLENR S, MNE1.5ml 2.
B, ARJE KT 33— Sminfif 8 (1 58 A AR

7. HUk: FHIKESE A 2-3h, HIEN 100V E4F, AT 120—150V. HLIK ST
I S BRI 2 B PK, AR HEAT AL

(PO Bj
SCHH PRIV T AR

1. Hil& R L LA AR A, 53 AMAERS 200 ml HY TP BRI RIS LA S I I AR o
2. MBI EEUTR B, LBR T IR .

3. KB N G 15 - 30 708

4. DEARAEHRE G2 T 22/ 30 75

5. HERIEL:

av THIRLTAERIBL: R N 2o 15 - 30 734
b. PVDF i

FEHEE R 15 A, CRUEJEE i AN W] AR il W

AN B TRN I ZE AR IR i i 2 43l

AN RTINS B SR p P 2220 5 434

C1) B AT T I I ORFFACT o A5 B8 —gRUganE, FH Bkt [l J Lk AL B
M. T — TR A AR RS . ) /R LR (7 =5k
RAeBAE RAER TR LD, — T Mgl — T3 LI g

(2) BRI PIENURMA W RIS, RN EANEER, B LR . &
2 ) LB URIA S, B BRI, G — B0, BAIR S 2. ) BRI/ BB
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Ja o, RRRAR R 2 ORAFRSEMIEIE) , Tk it oy BTN, WA A LA A
WG ANOR B T IR L, TR S0 S, R A B 2R R
i IR b, B (B PR R, ER L 3skaE 4R 2501
BoJaah Do — N, )L PR e T o BRI AR BT, B LR
o PP IEARA AN LR, Befiln SR AR . RS Y, BT 2R T4,
SIS ST AR R . )

(3) KEIFIONFEAS A pr, A e f) SR TR 1 ST, e AL T I 2T T o PR R I
SRR CERE B B VKR B o B R UK TR, $TIT HEB0 mATE 7 50200 mA
2/

(6) ¥ 58 Ja (e BN S LIS IE S, R B He A% S 15 ey, vl LUK I 1
LGS min CFRORRR BRR) ARG FZK by e b 10 it T & SUIE E IR A
e R

(F) s ] W

(D HGBHTBSA F i LRSS, BR G ABNTFIh, SEF, S A s R
AR E 20 4 B, W R TSI ARTE RS, RIS S e, AT LAIE K P )
IR DA 5 BB AR S5, et B R oM A P )

(2) AP B PR R s TN AR P B 1) i B AR R B R 40 Ik s Tl
BB, WA 2-Bml, 3 PR P IO S, OB ARIR R BRUS CRAEED
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Buffers for Western blot
RIPA (FEERIED
Tris.HCI, 50 mmol/L, pH7.5;
NaCl, 150 mmol/L;
NP-40, 1%;

AR, 5%;

SDS, 0.1%;

EDTA, 1 mmol/L;

PMSF, 1 mmol/L;
Leupeptin, 2 pg/ml

1xSample buffer ( FREZEW) -
50mM Tris-Cl pH 6.8

2% SDS

10% glycerol

0.02% Bromophenol blue
0.7% 2-mercaptoethanol

Running buffer (BLIXSEMHE) :
Tris-base  3.g
glycine 14.4g
10%SDS 10ml
add ddH,0 to 1000ml, Do not adjust the pH!!

Transfer buffer (3BEZHE) :

Tris-base g
Glycine 14.4¢
methanol 200ml

add ddH,0 to 1000ml, Do not adjust the pH!!
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Western Blot #1F 4> B ShineGene

Blocking Solution CF¥)

For 2 blots, prepare 100 ml:

Weigh 5 g skim milk powder into a beaker.

Add 100 ml TBS-T and stir to suspend completely.

TBST buffer (BE4H) :
20mM Tris-Cl pH 7.4
0.15M NaCl
0.5%Tween-20 1~5ml

add ddH,0 to 1000ml, Do not adjust the pH!!

Ponceau Stain (FRFHZ4L%)

Dissolve 0.5 g Ponceau S in 1.0 ml glacial acetic acid. Bring volume to 100 ml with MQ water.
Final solution is 0.5% Ponceau/1% acetic acid. Wrap bottle in foil to protect from light.
Reuse the solution until staining is no longer as good.

Stripping buffer (EFEAR)

1) In graduated cylinder, add 50ml of 10x Tris Buffer, pH 6.8 (500mM), to 300ml ddH20.
2) Add 100ml 10% SDS

3) Add 3.5ml BME

4) Bring up to 500ml with ddH20.

STRIP DEVELOPED BLOTS:

1) Place blot in a 50ml conical tube filled with strip buffer.

2) Seal with parafilm and put in water bath set at 50°C for 30 minutes. Shake gently every
10 min.

3) Decant Strip Buffer. Rinse with TBST approximately 5 minutes.

4) Repeat 3 times (4 rinses total).

5) Store in TBS at 4°C or proceed to standard immunoblotting protocol.
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