Western blot i¥{iE(ELIE

—ERRAZREREERNAIEAR (26 . BAENERRENEERER
ENEERES, UERBRNGERSZ, B ELISAE, BaIRSHEN DNA 1 RNA 1H2€
ARIIREDTSiE. BIREE "F" M A" ZB, SAREHEEFFRSI Western (F8) ELTE
i%, Zi%AEA SDS RGBSRk D HH ST —NMEEENET—HEBR. KRR
EERBZEE AR _E o AR A R R AT R LA 5SS — A, S—iAET—it5
FOBREBRIIMARERES, AeRBS—TEBR, W 1351FH A BERiT S YIEs
ERRILLFN 196 NBES EXRRITUAR. ANERTFERTE 6 /e R,

(—)EBFERIER AR BRI

IVFFrEEEREKDTEMERAMGERRSER DT, MATARGEEHRELRE
BRENSHRITEARTEROEBERENERSE. RERRSEREEBEEFXISH SDS
SRE-FFEFFA, FEIEEAREEREIETEXKER . ZHZS SDS
EEFEILMHERER, HTEIES SDS B/ FEEE5ZMINS FEMKIEELLMSER
SIFEXR, Eit SDS ZIEGYITERRIHEEEEE K PRI RESIBIAIMEXR. EAZ
MRS T, BREZRYAES 14 =K 58, BUMEMNS FENESRY, MRS
HEZ RS FE.

SDS RRIGBIZEIREEIK RS ENELRE PRGFIT, HEKER DR pH ES
B REARTERE DR, SWERERERNE, BRTEAZHNRE, FHsiiNg
REVEERTPRTERY SDS ZESYRRIHEE. HREBUISESAMIRERE, S6YE

ERERERENR—FRENXT (BFRRE) . BT NEEERTRAEREFRTHNES

d\

YIEERRGETIRIMATRRIBES], SKKIRE T SDS RIS RS A AI D AR,



Bz ERNRNESE R FREZEH Ornsstein(1964)F0 Davis(1964)iZ1H1, #5&
MFRERFE Tris-Cl(pH6.8), ETEEITRE Tris HEE(pH8.3), pER+PS
Tris-Cl(pH8.8)8. RAHETEESEAE 0.1%kI SDS(Laemmli,1970), HEFHFAEHRH
HNSE TR RER SO R M EH RS FNEAERMLR, R EARLRZE
E—HESRIEMEHERERNIXE, SHFmPiZ IR TS BRENGIRER, it
pH BRS, BFTFHRaRNBE L, MEANHRRE FRSEENSRARESE FZ
&, IBPBERkE). WEshRES#ENE, SDS SIKEEYIR—EAFD pH ENINX
KAIERI DB, FEEDTIRSEENAMERISE.

(#474]

D ERERERER

IKIBFIR T EE

1xTris - Cl/SDS,pH8.8

BEHRS FENERSY

1xSDS EBJKE IR

BB RIS, BIER. SRR, BRIESMH G

0.75mm HEf

0.75mm H et F

50l fEHIEER

TEREEIR

(& mist#]

1) 30% A IEELLZ/0.8% N,N' - EBRIEELIL



5 30 TEARIGELRRFD 0.8 55 NN’ - RRIEEMZAT SRR 60ml B9k, 1Az
37°CiafRz, *MIZKELMRFRY 100ml, 0.45um HFLIEIETEIE, BEZAR pH M
FARF 70, BirEHEHEHRT.

MY AIEBREEREIRE S BT RHARY, EFREERIN. RER
EERRZFN NN - RGBT NS FENEE. aAARREERTS, EHInEESR
1, BACKARERELERREMH.

2) 4xTris - Cl/SDS,pH8.8,

7E 300mIH,0 #1557 919 Tris Fi(1.5mol/L), F§ Tmol/L 8% pH = 8.8 4NN H.0 &=
A% 500ml, 3 0.45um JEREIEAR, BN 29 SDS[0.4%(w/v)], F 4°CRl{RE 1 B,

3) 4xTris - Cl/SDS,pH6.8,

£ 40mIH0 #iAf#% 6.05g Tris ##(0.5mol/L), A3 Tmol/L &7 pH Z 6.8,#M0 H20
Z{RFR 100ml, F3 0.45um JEREITIEAR, BN 0.4g SDS[0.4%(w/v)], F 4°CRI{R4F 1
B.

4) 4xSDS HIKEE il

Tris base 24.2 g

Glycerin 1153 g

20%SDS 20 ml

AKZE2AFR 1000ml,

N FRRS#5%%E 4 {2RD79 1xSDS Bk Fi& (Tris 0.05M,Glycerin 0.38M,SDS 0.1%),

5) TEMED (N,N,N' N -PUEREZ %)

TEMED (@S (T FRBR R A2 pl B RE T ISR PO EERRAN NN -7 FR R IARR AR AYER

b



6) 10%IIFRERER
IR SRR IR G RIS TR R RSB R R SV ENEHRE. THEEF/KEH

IINE 10%(W/V)RICFRFHRTT 4°C. BT UMBRESEEOME, SNIREFTEECH.

1) & mRYEFRfEF AR TR EIE, AR 0.75mm B AR EETRYIR
BFIRKR, FREEEERSR L.

2) 3= 7.1 EHIDBRORAFIS, AR 10%A93FRER R TEMED, Bk
w5,

RAIER kD B AYEH

WIS Bl AEIRED BRI (mI)

5% 8% 10% 12% 15%

Acry:Bis (30:0.8) 2.50 4.00 5.00 6.00 7.50

4xTris - Cl/SDS,pH8.8 3.75 3.75 3.75 3.75 3.75

H20 8.75 7.25 6.25 5.25 3.75

10%idw#& s 0.05 0.05 0.05 0.05 0.05

TEMED 0.01 0.01 0.01 0.01 0.01

EArROBIERRD FANEESENRRIHEE D RE, —RHE, 5%E95HR
F3F 60~ 200kDa 9 SDS ZMEHED FHISE, 10%HATF 16~70kDa, 15%HEF 12~
45kDa,

3) B—REHREIREM S D BRI ERET— R R RSN T RIS FRER

B, R Scm SRl HRRIRDT 10pl REEFIFRER.



4) AR—IREHERE, SN —BRERE, BAS—ORREXRERREINEREEN
A—BEKIBMNFTE (B2 1cm) . iLEREERERS 30min,

ReRk, UNARES T ESERINAEBE ST ts, RINRSRMIEER
TET SRR TEMED, siFMEEA.

SYRETUERNR TES, FHLA 1xTris-Cl/SDS,pH8.8 &tk s iRa s, /R 2R
R KRR

6)i%3k 7.2 EcHIFRERGRIR, ARERSRING—FERIIAZBRIBFRKE, EEX
EaTIER,

RAMGE R ERAVECH

GEL% (3.9%) Total (10.05ml)

Acry:Bis(30:0.8) 1.30 ml

4xTris - Cl/SDS,pH6.8 2.50 ml

H.0 6.10 ml

10%i3fERsR 0.05 ml

TEMED 0.01 ml

7% 0.75mm EMRFABEALENFRERRAS, HER, BHMIREREIATER
R=E, HER=ERRS 30min,

8)ERMEMEMIMEROE S, B 2xSDS IFE iz 1:1(v/V)HERGUEBRER,
F 100°CE&# 5-10min, EREEBRTEY, IO 50 ~ 100l 1xSDS INHFEPRA
Rz, FREIETE 100°CE#E 5-10min, =N ESRIEFTERSA 2 xSDS IEEE RS FEH

RoFENEREY.



XFF 0.3cm FERIINEEFL, HEFIFARLIAED 20u AE. AEDHIRIEREER
i, D REFRNEBRESYREN 25 ~ 50ug, MEFmPRE—MEASHIMEBRIE,
RF1~10pg EHE. XARIEDES, HRAZEARN 10~100 & (RFERHSREE
/T 20ul B9ARFRIAE 0.01 ~0.5ng EBHERAE) .

2xSDS kK (loading buffer)EgH:

pk53 PRFR(ml)

0.5M Tris - Cl (pH6.8) 12.5

20%SDS 11.5

Glycerin 10

2% Blue-Bromo-phenol 2.5

B-mercaptoethanol * 5.0

A H20 ZRARR 50 ml, %=

*B-mercaptoethanol ZEIGFRTANN.

9) INOIRHRF, BEREFER RGN FL, BNt F/a, LA 1xSDS HEjkE
VKB ITBEINREFL, FLALETRFEHL .

10) =] SiErEERNEEEBEKEEN LETRE (£18) | EIMETRPRE

(&) IINHEEFERT 1xSDS BIKE TR,

11) BEET EERSRIRIN TER, FHELEBINARRDEIKEIRENIFEIREE
RRAINNEEFL,

12) ISR S0ul iESiae i B R ERNEBRFRSFAFIIARIEmILE, )
DI RAFLRERR — B R, WAL EBR S FENVER m, B ZBRINNEEFL,

MNNFAFRRIZS A 1 xSDS HRETR, LABGTERKEFRA A



13)BAELIEIIARTRY 1xSDS Bk iR, HHREEIEIVD, LB RfLFr

14) EZEIR, T 0.75mm ERVEEREIK, it 60V THEIKEREEIFMIR
ERBADER, FEBRERE 120V SEEmikE R IEZIAERESRA L.

15) RARFEHREERNSS, FERBEKETR. ER_ CE—ERRRRERE.

16) e MAMERBNERIT, SRR LR, ME—SRKRE
2Rk,

17) AINORBEERE R E—F, AU HRE CEABIETR, (ERREEn

18) /IO TERIBIEFAR CRRHER, ERRA—ATIE—/ MNRUBERE R TR
[EABEEALINERR R, FEMAHITERRAEN,

(S)EBRM SDS RAEH RIS EEHRZ IS

BRIH{TAI Western EBT R N AZIEZMER - EIZFICERRBEBEHRT AR
R . BRI —E SHRTERIRIERER, AN S AERIEEI TS,
PKSFLERHAR R B HR 2B, BENMESINSETEEBENERENRFA RS pH8.3
A9 Tris HRUBRE TRATEEIKIET, EREERATAZISIREIRAIANR—N, ASEEEERL 0.5
NS, FELCHAIE), BERNER RIS MERT4ERISIR . T RHLESRF

EMmSEEREFRSIE, BTN SEFIHT.

1) 2 SDS BRAIGEAIZEAFE I TISERAT, FIEIEKMTERIR, AR

ROLR DI TR ARAR EHGBIRTR .



2) B EFE, ) 6 KIS 1 SKIEERATHERISIR, HA/NBNSERA/ N\ TEME.
SNSRIBAREIEIREFARA TR, ISARAIEIE R HATA S A B SARZER, 1SRRI
(EEERARENERAIEIRER, BnETRR—RIEFirc. SERR. IBRFIERTH
RRERVAEFE. RN RSB WIS I EE ARSI AR,

3) BT RIEIREF T — 2B F/KAVKE L, FEMMFREZNTELRERE,
Bz=gFKH, 285 ot ELARRE TR LS.

4) E—HAERPINDCEERETR, £ 6 KB=ETHES.

HRRITR

190 mmol/L HEER

25 mmol/L Tris B

20% FRES

Bl IL B EiR, HIREX 14.49 HEER. 39 Tris B, FFOOA 200ml BREZ, H/k=
RERN 1L,

5) B EFERIN I DiER KRR E:

a FHREREER (BAtR) | H—iKigmEA.

b fEig4EE s L& 3 SKAEREPRRBIAIER, BKEN, BT, REH
— BB RERRBISFHATESE.

d. BB LRI NE SDS RAMGERIREARAISIE, ERREREI—REE /KPR
AT, ARERER T IRRTHERIEIR . ERIRA MRETHRTHRIEEREIRC
AL, BFEARRESE. Uhic: MERRERRR, FEPXERINA M.

CIBIHBR AT AR IE R RGB AR |, EARIEEHAXIST, MEEHERT RIS

ESRNERIRERZEH BTN,



e B/ 3 5K 3 IBMNITERRBRTHRIBIR 75, RIFIRREEBIITTHABESIE.

6) BELSRIER (PAtR) MTFREW L, EEEIR, RIEFRETIZ 300mA 5@
EE7T, EBAETE 0.5-1.0 /)T,

7) WrAFERIRA R ME LIRS, N LRI TIREERERE, E—REASE. KBREERE
BEELHRERRINEES, #ITRE, MENERHRERERTE.

8) FIMAIAME: ENHARRRATERIBIRE T KT #rIEER L, T=ETIE 30 - 60 1
#, (EEERATHRISIRTIE, RS SRR B (R EARATEED; BR,
XA RESHEARA—S M H RN ERRRNME, FTATEEENRELEEBR/
FASHKIRAIERMNR, EXNF—LASNAERERR, H—iIMKE—, REEIEFEE
BHERIELIORRE.

9) IREEETRA, LIRRERCHIRE.

(E)MEEFHELF HRIER ENERRE{TRE

AHYIEE THERT4ERIEIR CRNEARH TREINGEESM, BNEIEL S R
BIAASIERRFONGIERS, XERMZHRASIEEZRBMBEHRT Western E]]
RS AIGE R, ELt, &L S ReHAATNEERTENNRNERRN, XERER
Rz 2 R ESERARRME BHER S ZLIS R CYIES SR, AT, BTHETRIRLBAS
ZAB TR, XFPEABHREUKAMSLIRICR, MRARRMERREZ B RAIEWIEHEHF

MEARD FENES R TEN, iNERBERIRT 4R IPIR ERUE R RREa MR

BRISEKIRE K,
($E]
1) MNRERAHERFIRES T, WEBERFT—E2EBSFKAIKEL, BIERFRAE

RIRETMLREE. ARERRRETKE, =8 5 ol ELIKRETH LRISIE.



2) BIRIEERRISBMEALL S SARINITEPRE 5-10 K, HEREENRK.

BE TRk, ECRENELL S ICFR(10x):

W& S 29

=828 309

EEIKmER 309

fn7KZ 100ml

F3 10 LA T7&0 9 (=B F/KBDAINELL S (FRR, (FRENTIEF.

3) EEwHIlE, TERAEBFKEMBRAERIEE, HaEkEuR.

4) FBMKMEIEEHRHEAD FENERNSRERRIUE.

(M) DHE A BRI R R ERE SR

IESNM SDS BRREEIZ B EE TP H RV EB R LA STHRAERIRIREG S —F, RR
ERMEF P EEREFBEES 2SS, Western ERNER RBEBRTHIATEEES
IHEXREBRRUHEX RIS RMESERITR. IERIHNsIREe S/, Hii
IEM B AN BRYDEE, BRERAEN I SBREERNFERRFRIRARS. RE—FE
i, RSN REREER Westem ELEEIGNAEBREY, A8eFERIBETM{E
PSES I

(%]

1) 1CAHERATERIBIEAN T LA A B, FRIEEIRERRIA 0.1ml/cm? /Y
EMATAR, ReTseHBRREENSE, REEARO, FHEFEEINERFELLT=E
EEE 1 /8.

ES [V

0.25%(w/v)-£2£[X| (Caesin)



0.01%E&M (Iv0: ERWES, FRNEFEEEERE SBHESRMER
tRCiBE. )

iBF pH7.4 B9 PBS Hh,

NRBEIREHVSRES B RMARBUBELIES, BTN Tween-20 EEIRE
730.02%, EAZHIBERT, MAXMESHAEZITIASERRISREES,

2) EFFEERIER, REHMKR, ZRMIIATEEEEINERSIEE—RES.

BFUAEEEBNES

SCfr b, Western EMZEAGHNIS P #HT: BSERERRMRARRCHAERE
RPFSHBRAHRIBRE—RIES. K%FE, BRIEERES i HEMRChRIE S5
RS B SR R BEXA M AR ER IR A BE—RIEE. H—PRaE,
B hEY B &R R SR ETUR-TUR-TUASHUR-TuiR-A EES SRR
HERIBR RIS,

[EESERIREARER EEM AR RSN — Rt AN eTUE S S RS —HUA,
MR T BE— U HIRCEME—TAZ R, EAR BEEN"RERAR, M&H
KB&, FRLARTAKTLIRSERIE .

1. BBEANS A SR ERIEELRSTE

1) 7E36 A L FmA S MBS RS AT 4R TE R BRI AS R, BT EK 0.1ml
RIENNASRFIEERISE—HUA,

N TISEIFHRSOAR B ES —TIAIINE, HEFERLUTHEE:

a.Z5afE AR 1:100 - 1:5000,

b ZRAEmIEEF LiER: Af— 1:100,

c.ZRRNEE/ NS RYREK : 1:1000-1:10,000,



2) RAJREHREIERNSIBEETRO, BIRREREFEENIERFES L, T 37°C
B8 1~2 )\,

3) BIFFEERILS, [RAEHARFITUA, B 25ml PBS ELIEE 308, &)X 10 5.

4) B TIENBGZE, LA ReRHF SIRE—RES.

2. AR REHR SHRAERIERSHIG A

“ Ry (BEENAEIKEBTNAS A BR) BT 125 BTHEMERNC, BRI S5
WRIT S CIBE SR B RR RN MEBER, SEsMEBRNREIRERDT A EEYERREHE.

(1 BEEX — i3

1) 2 PBS &Rl —Rikisa, EHRAHERISIRESEIEE PBS imRAUEEF, T=
B FEERS 10 280, THCEIINBEESE S ZmiiuarceiE_ ERIZE RN,

2) BIRIRERE— T LINREHENERLS, RIBIRERIIA 0.1ml/cm2 &R
ENES [N

3) IR RiITPBBIINESER —Fin R, ANREEAZERERNIN T, —RidFIA0MHRE
EE—RHERZFR 1:200 - 1:2000,

4) F37°C FEE. FRESHEER_RAF—RIES 1 )\,

5) {BIRIEEESE PBS iaK, T=RFEEN, BB 10 o8, BE 3R, SRERHN
(9 PBS A,

6) & XN BIGEMAGENEEERY.

3. EEEXTUAEBEYIRIGER

(1)BR R RS L2 oy I N B E RO M BB RS R (LR 5-1R-4-50-3- 15| EREAEER/ Rk
¢ (BCIP/NBT) HERAAZZRGEMEY.

1) BcHIT% 3 Mg



NBT 7£ 10 ml 70%89 =R EFELiZ+a#E 0.59 NBT,

BCIP 7£ 10 ml 100%H9 =R EEHtAZ+Aa#% 0.5BCIP,

TR EREE R iR

100 mmol/L NaCl

5 mmol/L MgClz

100 mmol/L Tris-Cl  (pH9.5)

WEZASHPREFTER, X—aREREN.

2) EX66pl NBT i&i&RS 10 ml fgtteiEisE fikiES, IO 33ul BCIP BR, X—4%
BERIBSRLE 30 SEREER.

3) BRFTFAERTERFIRATNESR SIRBE—XTRE L, REBIRERIIA
0.1ml/cm2 fYEBRIIREY), TERFEENHTES.

4) MOMRRNSTE, —EREATHREREATIER (4920 598) , WHSEER
FB—EE+, W%EA 200l 0.5mol/L EDTA (pH8.0) #150ml PBS,

5) HIRISHRAR R BB ALIICR.

(QFRT R IYIEE RE BRI S RIS REVBAIRYIRZ 3.3 - “8E85R KR, B
S SRR B AR AR EBITIE, A ER B FFE M TR LN TERERE
FRERNREE, B2, ERAREESYEERTETERrEREE, Fimto/0
DHEIEREERMN, —(EREFIEreETTm AN, MAMRREIEEGERN,

1) 7 9ml 89 0.0l mol/L Tris-Cl (pH7.6) &K iafE 6mg FI_REBKRE (IImFRT
Bol) .

2) PRI R A RIAR IR AT RERZ AT,



3) BOA 10ul 30%H.0, , BSEZEMER. 152K 30%H.0, &k, RIFMFTEA
HiRERT, BERNTESR.

4) IBREFAIERAEREIEBE—XITE L, ZBEERIIA 0.1 ml/cm2 YYD
AR, TERRERIENMREZ.

5) WOMBRRMERE, —EEATHIEEREAZIEK (X91-39%) , BIAKEA
ik, AISICIRIREETEE PBS Hh,

6) HIEIEIRR R, BIEXALRICR. SEMIEERENEATE BRGNS

BHREHE.



