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FIRPURSASE M A RE, % 9% JTIE (Immunoprecipitation, 1P) /& —Fh BETL 1 S 8 FUEHAT ALy B I SEBe Fe R . 1Zik7R &
==y

AL G B YTIE LA 8 Western blotting 60l 4= A0, 380 & 4R AR R 1 i SR 7 B, UK S BEUTE SIS AR fo £ A R T7
%, R ZRREE B AEN . SR UEHEDS .
ESE il

IP lysis buffer Aefe G AR AIMEAHS BB, FT/E8ESiim.

Protein A sepharose beads slurry Fl TV13E 7> EPUERPUEE &4

w1k pH 1) Elution buffer 7 34 T-HiR i/ E 545 Protein A sepharose beads [¥]fi# 55 .

Spin columns FJAE FHAERAE AT PRGE, Hg/DREE A MR, RN FRAC T AR5 1 & B R R .

HRP-conjugated Mouse Anti-Rabbit IgG Light Chain Specific —#1H T Western blotting &M, 6 T &5 i RyifhE
AR

ARG T2 T e e AR S e R TiE S8 6

Hor 5177
Moy /A ORAT
IP lysis buffer: 30 ml/fifi 1 =R 6 MH
Incubation buffer: 20 ml/fff 1 =ik 6 MH
100 x Protease inhibitor: 2 ml/ {; 14 -20 ‘C6 1M H
20 x Washing buffer: 20 ml /Jffi 1) =i 6 1A
Protein A sepharose beads slurry: 1 ml/f 11 4°C61MH
Elution buffer : 2.5 ml/{}; 114 4°C6 M H
AlKali neutralization buffer: 250 ul/{y 14 4C61H
5 x Sample buffer: 800 pl/f% 1 =id 6 A
HRP-conjugated Mouse Anti-Rabbit
IgG Light Chain Specific: 200 pl/f 14y 4°C6MH
Spin columns: 1 ml 20 Z=i|E 124 H
Collection tubes: 2 ml 20 4 ER124H
End caps 20 4> =i 121 H
R R et A A BRSP4

o ZBGRE OO TG0 B SRR ) S BEUTIE AN S B LT TE S o
o BREFBIVLHASL, PTAERAEAEUK 5B
o BRrRRTIVRURE S B B Ik LA IR
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BIEP R
1. 4SRRI %

il )

KB OHLTAE 4 °C,

ST 4 L i PR BRSO R P HEAT T2

4°C, 500 x g (F152M 9.5 cm FIHESLZ124 2100 rpm) B0 5 min, WA

FHUK B4 1 x PBS Feif i =k, & 1004 M NA 100 pl 7574 1) IP lysis buffer (55 1 x Protease
inhibitor) . #7 T IRG =K E AREY), W LG & P lysis buffer 114

LR FONBERRAL R U, TR ARSI NG SRR R 3 )

£ IP lysis buffer HE &40/, 7K LZ# 30 min, HA%HE 10 min B FRGHH— K.

JR 8L R W RR SR AT

fiE) HIOHE, FITA I 1 x PBS Mk 4L, TR BBRA LR IR, 7EUK o8 B 2 8T e e o
WAL B T A AR A,

PLEFZZ T H IZH 2R 50 pl IP lysis buffer [N ANAH R 1] IP lysis buffer (%75 1 x Protease inhibitor) .
Xt H AT 2138, VK B2 30 min, HAE 10 min Bi5— K.

JEEA IR N RIR G RTE -

RES R

T SRS, (AR S, IR DNA Bk, ARG G A R, 78
180 W IHET GBS 10s 15 10 s IMEH) , — A 1 min, AL 2-5 min, BB FIREEK B
17

ZfEYIK L% E 60 min, HAI%E 10 min MUK,

4°C. 10,000 x g CE4279 9.5 cm 195K £0 9700 rpm) -0 20 min, ¢ LFFEE KRG EP F95h 4 s FEVTHEER
fifi A7 T 5 2 )RR T

3T Bradford 5% BCA 12l 5 2R M0 5 2R AR E o

ZUfE4F T 1P 3 Western blotting 5256, 5 7] AE F-80 °C {177

%1 T Western blotting 553, SDS-PAGE FrURT, 5 FIZLMYIF I 25% Ff AR 5 x Sample buffer , JF
Ph/KHE N 5 min.

2. Protein A sepharose beads 7%

€% f#% 47 Protein A sepharose beads slurry (1% ¥, HUH Fr# 405 Protein A sepharose beads slurry, UIF
10 54643 1 x PBS 3@ I B7I 25003k Protein A sepharose beads slurry (7] 7} 3-5 BRI, &4 10 {54k
7R PBS) , Ff¥ Protein A sepharose beads slurry 5 % JF R FR
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3. RppwmsE (i)

o DL45° MU 2 KEMLAIAR Y, BRI EE E A Protein A sepharose beads slurry, JIA A 2 @Y1 EP
Frp, #Y 1-3mg SR AREMYTE I 30 ul 2 Protein A sepharose beads slurry .
o 4°CHe¥WFE 60 min (HEFHEEIRFIREM, EE) .
e 4°C. 1000 rpm &0 1 min, ¥ B3 NHK EP &,
4. GEVIE
WHCE A 1-3 mg B A IR (ST 200-350 pl, S\ T4 End caps (] Spin columns ', [FH 1
N 1-4 ug FrEPEFLR LR 150-300 ul Incubation buffer, 5 fEFT SR B LA P E
o [AHFIZENRMEY)S Incubation buffer H N [ & AH R ZUE 1] Control 1gG 1E B XS HE (B X A 1Y
JEEARES HIMREAE B4 —F) .
o 4°CTF, e HEIERI 2-4h.
e [1] Spin columns FF I\ 50 ul E £ Protein A sepharose beads slurry UA\TTIE 0 &Y, 4°C e E 1-4
h,
e IUT End caps, ¥ LiEHARWE 7y, IR, 7LD # & Protein A sepharose beads slurry DA 5 LiE 1)

PIRE

o  FFAH 800 pl 1 x Washing buffer (4li/K#%: 20 x Washing buffer; 57 1 x Protease inhibitor) ¥WiRIIIEE &
Yo, VRUE SRR FEER: B 4-5 . PRIRETRUG, 7E4°C, 500 rpm [ Spin columns B A\
Collection tubes H 5.0 30 s, # Collection tubes DL & 550724 .
5. BeEt
e ¥ Spin columns E AT 1.5 ml EP & DASCEESE i ¥,  H 40 pl Elution buffer Vi e 54, JHE
4°C, 10000 rpm FE0r 1 min Y&/ 90, BUHTHYT 40 ul Elution buffer B8 ¥ fi—k (2 IR¥EHL& L) .
o [AIEEWEBLEYI R NN 10 pul Alkali neutralization buffer UL & 23 ul 5 x Sample Buffer , 7K h# 5 min.
6.  Western blotting 731
o U 20-40 Wl IP B SA I SDS-PAGE X Riykid, [FIAEAT LK F R IP B B T-80 °C fRAF4H -
o ifiid SDS-PAGE 4% IP #:4h, JFH5 & E i1 PVDF I8 # % . (f A HTAAR S22 L& 1:1000-1:2000 8 FE 1)
HRP-conjugated Mouse Anti-Rabbit IgG Light Chain Specific — #1317 Western blotting 437 .

HARER
o UWIRFRELH IP TIOTRAENT A, T DLREEE SR EOG S B e 5148 LU JL Protein A sepharose beads slurry [F]E

N R LB AT — B

o ABIN, ZBGHE AT LU EL BT R AE AT
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Ve L P R

e ik
R 2R AL L 4 5 AL SR,
1 PO 5 2B i B
S R S P R AR S A1 A 288 M B,
KRG Western blotting 5 iE 244 H #LEE (1R
i s, O R 2 B
BT R U TR B AR, UL
FiR
BUSLASL & Y6 U Protein A sepharose beads VU3 | HLART 1gM W, fi AT 1gM (BEEG
BRI R Bk 2
1% $#A# FHHRP-conjugated protein A " J;
N NGOy s o
P OB (S BB (1 /M 2535 KDa 5 4 ﬁﬁﬁgﬁﬁxnmﬁ@ﬁﬂm$mk
B Al 5 4 Western blotting 737
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