IR KR ES TR B AR I BCH
A. SCEEERE
—., SCIG[RIE:
2-DE (UE—aREIKFHERERETEHRAAEMEELEL 58, $ @ SDS-PAGE Z2&
TEERS FEAR, ME—ASBRENERR—SOE. XEMAILISRIEBRSFHERM

PTEEE.

o

—. SERRPR:

1 HERRYBRE

B EREMER 3.0mg, IO 300ul Zi#KR(1mg ER:100ul RFRIRSS LIRS
10min 27, HAME—ANVNEF, HPEE 10 ~ 15 D8RSR, /5 13200rpm B 15min
BRI, B LB, 58 70ul, —80°CHRIZ.

2 Bradford JZNEHRE

BV 0.001g BSA (4IMiEEER) A 1ml BAKEHE,UE BSA i RIFRERSE.
B 7 /N 10ml IEOE, Bi%E 5 MNEOEPRRIRFEIAA Opl,5ul,10ul,15ul,20pl £ BSA
B, 5 2 EhoBI0A 2ul REFEUSRAR, BESEPIINERAFRINEK (2
7RI 80pl), i, FEFDHIIAN 4ml B9 Bradford & (JRKECYFRI Bradford ikfEF3
AR BIEENFIETIR—ESREHER), £5, 2min 7£ 595nm T, REHEEISAREIR

FlESKRE BSARI OD (&, BllEER OD E, (NENEEE—VI\IIR5EK). Fili0:

= EBE (u) Buffer(ul)Bradford(ml) OD595 &
1 0 4 0
2 5 4 0.024

3 10 4 0.061




4 15 4 0.091

5 20 4 0.116
Bt4 2 78 4 0079
Bt4 4 76 4

#%Bt4 2 78 4 0.075

%&Bt4 4 76 4

L DIEL: Y= aX+b.HA Y5 OD{H, X AERAIE. a. b BIIFERMANEUED
p3l

HEXREBLWMAEIE, FE, KRB

OD ENEIE:

LU 70%RIZEERTE, SRAXEK R, BRTKIEFR, XE&KH%, B
NFUEmEREE, A, IIAEm, WUE OD (&.

3 M [AEEKSE—E---1EF (XA ik —{RERELEK)

3.1 KEKRIFIE

FREX 2.0mg B9 DTT, F 700ul K{L&hE&iakEE, 00N 8ul 0.05% HREY=, 3.5ul
(0.5%v/v) IPG buffer (pH 3-10)#&%i843, 13200rpm B/ 15min BRZYER, BULIE.
£2 300ug BH (LK(E) NERBRERTINKER, ELER)9 34001, K78 LR
e, 13200rpm By 15min [RZFR, BUEE.

3.2 Rk, ER

PROREEREmR, R 170ul ZAIERZIGIRNOIRFINDAREERN, SRETFRT




Immobiline DryStrip gels (18cm, pH 3—10)f%k, MIEREIRIRISERSEENET KRE
BEAIONRORER, ER: REERR, EEEETFE 30 o IR, ERZESINE,
LBrSIERF=4; EREIIARE=ESIE; BRIEmXINIER, RtnXIRak, S#minFE,
INREEZEZH(Bio-Rad), BN EHRENRSEKRESTF.

3.3 IPG REXFHREFAIRE (BEEES 20°C)

S1 (30v,12hr,360vhs,step)

S2 (500v,1hr,500vhs,step)

S3 (1000v,1hr,1000vhs,step)

S4 (8000v,0.5hr,2250vhs,Grad)

S5 (8000v,5hr,40000vhs,step)3tit 44110vhs,19.5 /\g

Hrp S1 BT BMOKILERSE, S2#1S3 AFZ/IEF, S4F1S5 ATERE.

3.4 ¥

FREFRERE BAKTE, TREERT (BRE, BErRI—EAREEIS,
SNSRI 18cm IR ESTRSLEIZ) , BLAUBLEKIHE, IBEIRT (BRI EATERS) ,
REFEFRAERFLIERG (ENERILR) MT, fatkin (BPiRiLG) ML, M\EREE
ke (BFATRRERELEN, RIEREERM=(EIRE), FFEERA, FERB %
&34 15min, SR ETRRISREIAZ M L At T EEs

FEEIRRT, E7kE Marker 3min BIEANEREA/NYMER, KES—HRENE
EZRE, SAEREEF Marker, £\ SDS—PAGE RH b, (RIFEBME,; RRES
IRFERT, & S%RVIRASHE 10ml,

4 AR K [A)---SDS-PAGE

4.1 ER(RIRIREFTARIE)



PER: (T=8% 80 ml): FRTEZHIHHMS/EFIN APS #1 TEMED
30 % AiEERZAER 21.28ml
2 ER buffer 20ml 10%APS 220ul TEMED 44pl
WEEIK 38.72ml
WR4ER: (T=4.8% 10ml)
30 % PiEELZER 1.6ml
48R buffer 2.5ml 10%APS 30ul TEMED 5yl

WEE7K 5.9ml

42 R

BIRIstRFE, iR T AT S K E G IRt I, B ERIRRIEaRiR L L ERRLA
BAiRA BINLE T BE IR, R (XA = HHIR = £%4%), PR E 988 IR < 1E T B2, B4R/ RIR, B
FRIBZRRRZK S, BINREERL, IE T B2 [EAR, SR/, FRiE 8RR IR 25 1E T B2 iR/ Kit IR, B INNE

27K, PR AEESET

4.3 %%

BIFEANVINITEEAR R, TREX Marker 5, BN\ SDS—PAGE BERI—i%. A5, EFEFH IPG
RSN SRESRISIR LI ER 5%AmEHE A R L (s R e Eal Lo hRY

RHRECST B INRGERE FHRFF R RTINS ERZEIBEW®R) 545 IPG IREE

LRI SDS—PAGE RRIE HPARTFMN 5% IEEE R T BB ESiB.

4.4 B



WRAERE 13mA SR 20mA H29 5.5 AN )\ad

SRR (FRIRERFTEFIE) ((RIAFREREEEK)
5.1 EE 30min FKZEE 200mi+ZE 50ml, FEfBaKESZE 500ml

5.2 §4¥ 30min F/KZEE 150ml

Na252035226;5H20 1.5688g
FoKZERSR 349

FoR7KiB#E Na252035226;5H20 M1Z B8, BINZEE &RIaEEZE 500m!

5.3 %% 5min x 3%
5.4 485 20min AgNO3 1.25g FRBAKERZE 500ml
5.5 5% Tmin x 2K

5.6 5 F7K Na2CO3 12.5g FEAUKERZE 500ml

KD

FAEE(37%)0.1Tml liGEd/n

5.7 221t 10min EDTA—Na25226;2H20 7.3g FE&/KERZE 500ml

5.8 % 5min x 3R

i BB e ERBaK, RERDBEFRIFN.

B. SEREtBKitFIECH



1. Bradford T{E®&
95%ZEE 25ml SRZEEAREEDES= G250, ARk
85%mEER 52ml B, REHBAVKERZE 500ml, TEEETFIREHR

FOH== G250 0.035g SMTHE4ER? (Bradford RNigie, —EARBR)

2. HER
FR& 8M
iR 2M
CHAPS 4%
DTT 60 mM

Tris—base 40 mM (ANERBEEFRTLAZIN PMSF 0.5mM #0 5%#9 Pharmalate)

3 IKRIER
FR&= 8M
iE 2M
CHAPS 4%

Tris—base 40 mM

44383 buffer (pH8.8) 250ml
SDS 0.4% 1g

Tris—HCI 1.5M 45.4275g



5.i%488% buffer (pH6.8) 100ml

SDS 0.4% 0.4g

Tris—HCI 0.5M 6.07g

6RBHEER (30%HIAIEELR) 250m!
Acr 29.2% 739

Bis 0.8% 2g

7 EEMREE TR (BE—REFCH 2500ml)
HE# 43.2g 369

Tris 9g 8 7.59

SDS 3g 2.5g

HBAKESZE 3000m| #BA7KERZE 2500ml
8. 0.5M Tris —HCI pH 6.8 fi&i&

6.1g Tris $cF8 30m| #B4KiARE, B 46ml, 3M HCIiE pH6.8, BIIZKEZSZE 100ml
9. FERIER

fx (BPERZ) 369

il 30% 30ml

SDS 1% 1g

0.5M Tris—HC| pH6.8 10m| #BAKESZE 100ml
10. 98K A (—IRIRER)

DTT 20mg

SfartER 10ml

1. R B (—RRK)



iz EE 300mg
EwfiE® 10ml

0.05%REp= 15ul (& A. B I9FEIGAIESH)

12. 0.5%IRfgHE 10ml
ImfEHE 0.05g
EEfRE A 10ml
iRE= 25ul

W 4. 5. 6 EERBLEEMHET 4C S,

C. #m

DX

\

CHAPS FRMBFEIER KA ERRS FZ ARG EEER,
SDS BFEEEY REEORABHYE, PHILESFERERTH
FRE BN AIBEREIAS SRR RSN, FERAR

iR BT M EERERE. REGIRASER, &

PAKKIEINE B RRAY AT

DTT &R WiRERARS 7+ Cys REZERRI S, EIIERERRYERYE. Bdn

125 DTTHIRE, BT E pKafE8 £A, S0 pH #BE., DTT it pH TaER

T, FHERENSINE SHOmEER, EARTE



BSA Bradford FRI{FtRiEERIZE

FoIKZBE FEE—ie, 124t Bradford HRIIME

B2 32t Bradford FRIBRMEIRS

Tris #ARGRRAIALSD, BTFATHfE pH RIZML

IPG buffer

BER BT DH, HlkoER, HRTE.

RIEERE (Acr) LIRMEBRIR AR, X _RIERIZASRERT,
HRTREREE (Bis) 7EEMWH (Aps) HI5I%H (TEMED) {EFHT, RSZEARM=4
RIARESHE

ImfEHE

RE= f87~EF

e (IAA) SNk B BhfErR, &F0 A RrI DTT

IETE: [ERAEEERE), BFEREEIEPIER

Hill ZNSENREFAER, RieEtsr

Marker

EZOHR= G250 (Bradford j£F) ESH== G250 BL. HERFHFRBRENFE—
ERENZERRIEFMET, JERABRNER, S58EREERE, mERBUEY, &k
RETRSE, REAEYIE 465~595nm SMERARBEIRKIE, HEMEE RE5ER

REABEARIELLXR, FHATH&M 595nm BYRIEN A/ MIEEANSE

HEER 5 Tris IRE T RS



AgNO3

EDTA €BE &R, JULESIEEF, KRIRIUIIE.



