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01 Lysis buffer 9mL 18mL 60mL 4°C

02 Proteind/s Hagnetic 0.2mL 0.4mL 1.5mL a°c

03 Incubation buffer 4.5mL 9mL 30mL 4°C

04 Wash buffer 20mL 40mL 135mL 4°C

05 Elution buffer 0.7mL 1.5mL 5mL 4°CiEt

06 Protease inhibitor (100X) 35uL T0pL 0.24mL -20°C

Normal Rabbit IgG 900
07 (Img/mD) 30uL 60uL 0.20 mL 20°C
Normal Mouse IgG o
08 (1mg/m0) 30uL 60uL 0.20 mL -20°C

AR 1. FFE& PBS. 6Xloading buffer. WHZREFRFIFEM,
AR 2 6T N6 REH (1A IPEE 1A Ige) RBIVERE, EEANRESEREET Ig6HMIPE 14,
=OHFE 2T X5,

Flﬁ:ﬁﬁ/Prod uct Description

FEHIE (Co-lmmunoprecipitation) @FBAMESIHAZENE—MERAEM, MTATHRE
BRSEHRZEEEERN—TME L MASHBRTPENNERSESRE, B5 ProteinA/G BEERY

BImH3I:



Sepharose B MagneticBeads ¥ & , @3 5 /08 & (BB 71203R 1 ProteinA/G Bk - il -BVEBEHE S,
EERMERFNERT, MERSHERE, WELE, EEPeEnd BNEaNLENRER, BEd
Western Blot &ig& (MS) £EERMR.
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Em %*E/ Procedure

1. BERIRK

(1) 4B4R:
O EE . BUREFAARHMURALR (490.3g), ETKEETLRIMSTF, BRAMEEMNI;

@zi#: BX 990uL Lysis buffer. 10 L Protease inhibitor(100X) EAEANZLARR, REY 800uL HEBRIMN
BN, 7EK EAREERREE 5-10minERAARNSORIK, BREHRN EP B, BRMEHIMATIRE 200u
L RBRERENER, AEREEIZEPE,

QEEHMAIEN EP BTEK EFTD XM 30min, FFE 5Smin = FTEENES 107,

@B : FHlBE RAMBREEERA 8-10min, IhE 20%, 87 3s, 88k 3s, /KAEE;

®E: 4°C, 12000rpm, 10min, Y& EF, BELEFEFMALysis buffer # 7= EFREIML, BS.

(1) MRS :

Ot T2 ImLPBS FftEm 2 R, &E—XRERTFPBS

@34fR: RIBAREIMA0UL Lysis buffer. 10 pL Protease inhibitor (100X), 7k %5922 30min, &
f& Smin ETFEIEIEAS 10X,

QIBE . BBE KRB 5min, IHE 20%, 8 3s, (@8R 3s, KABE;

@Ey: 4°C, 12000rpm, 10min, WE LA,

AR BEERINENIESHEALRE, BOESRERNELRRE;, BEIRPREFABEESESE, B
ERMREMR. SREARE -20°CRE,

AR BEHRINENIESHEALRE, BOERERNELRE, BEIRPREFAEETEFE, AL
EOMEMR. SEARE -20°CRE,

2.Co-IP

(1) ML EER:
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OFEE 21 1L.5mLEP EigH IP. 1gG, IP AMA3-5ugBIHE, 1gG BEMA3-5ugEMRARME IgG;
QEBEER®RK 100 uL 728 Input, -20°CRESHA, 1gG # IP EHRIMIAN450uL BB, B0 Incubation
buffer B&FIFES00uUL, 4°CEESZEEE®R (49 16h),

(2) HAERES

(D% ProteinA/G Magnetic Beads M 4°CkfEEXH, ETEEIRSEUR, BHEMBRESYS, S5 30U
L 2 2 ¥R 1.5mLEP EH, 129 1gG # IP;

@IgG 1 IP EEMAN0.5mL FUAH Wash buffer ERHiELk, BFMWAZRLEEE 1min, HDBHEEHIAR, A%
AR/ NDIRF LB, ZPREE 3 R

3) MHKEEEMES:

ORARARBENRESRDFMANBIN N TFTRNEKES, ERFHZTREASNS 2h;

@K 2 EETHARLE#HE 1min, DBEBHIHRANBAR, BB&RE/NNOIRFE LE;

®lgG A IP EFZIN0.5mL FULEY Wash buffer, BEFH#SIZE EFE 1min, D BHIKIER, BB RIE/I0IK
7 L&, ZPBREE 3R,

(4) SR

IlgG 1 IP EI9MIA100 uLElution buffer, #7KA& 10 min, BFH#AIZR EEE 2min, B EFERERR, 5
Input A& BEIA20uL 6 x SDS loading buffer, 37K 10 min, 20°CIRE&EA.

3.WB (i)

FEY 20uL IgG. IP # Input A5, FE WB &l

4. 5RF (&)

@ BY20uL IgG. IP Ml Input BH¥ &R, FFE SDS-PAGE R K.

@ EE: ¥RkENERMEEIR ERE TR, BARETE, BRAT2NER 12cm BEBIOH, MAES
FAREIR, BLEF, ERBERLERESR Smin, FiIEEEF

K, IIABEREIR, ELEF, ERBEARLERESR 30min,

® B FEEER, MAEZBFKEIR, ELEF, EREER LERER Smin, EEKE—R, £ 2 X,
MABBRSIR, & LEF, EHREEKRLEERER 30min.

@ 36 FEEER, IAEBFKREIR, 5 LEF, EREERLERER 2min, EEKE—RKR, £2 &,
MAFRERSIR, HLEF, EREERLEZEEESR 20min,

® B6&:FEEER, MAEBFKEIR, ELEF, EREEKRLEERER 1Imin, EEKE—R, #2 X,
MARBRSIR, EREERLEERER 2min £H, ARTER, FERE, MAFHNEGRAEETEE
BERIE®EM, HR,

5. & (&)
BY 30uLigG A0 IP AE B mFA B LC-MS 13l
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3I§Em/Notes
1. SRR TFE WA RHREHATH, AERTIRKRIZEEATT, AMBTERIAR, FAEERTZEFE
EW;

2. ATEMR2MER, BFRERAB —REFERF
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