BIELTUE Co-IP SEISIRIEL T

—. [RIE:

fitiliE (Co-Immunoprecipitation) ZLGWAIFRZERIE—EAFR &M
NETFRAREBREE(ERANERGE. EfRERMERREEARENEIRYEEER
NBExTE. HRER: SREIFRURM THRERN, SBRARERNFERNTSEAR
- ERREREEERHIRE T Tk, WSRAEAR X A RRIE X, BBAS X R

ZENEBR Y aiE k. BrZAfEHIRY prorein A TRISEASENLE argarose
A beads £, EZ5EENRNEREIARNSS, beads ERY prorein A BlEEIRMHUR
REHSHIBR. XMDEERTNERTEREAREEERRNES, BARTHE—
M ERBRAVFTHVERER.

HU=3: (1) BEEFANERREBELIEREINN, LTRSS, (2) &
REE(ERAREERNE T, FLIERARREE, (3) ALOBEEIIRAINE
NEEERERE Y. R (1) FIsEUAZNREFDFBRRNERR - EHR
HEER, (2) MMERRNEETRREACERES, MAER=EETITRGRE
A, (3) YRELRIfullBRERRHA, LIEREEQNTR, LA, ETTUA
IEfa, LRHMEARIIER, HiEA5EEEKRM.

=, HEIME:

Fi¢ PBS, RIPA Buffer, 4iE&EIF (RREHRELTE, 1BKT) , BOH

1. FTRY PBS iR BIEAIR, &RfE—IRIRT PBS;



2. INFZAY RIPA Buffer(1ml/107 MRS, 10cm 1EFRMI5L 150cm2 175,
0.5ml/5x106 PNHRE. 6cm 125 M. 75cm?2 E55:5R)

3. AR FISAIRMSFFMESFR LA, BRKEEER 1.5EP &, 4°C,
Z185%50 15min (EP &k L, BXKFERL)

4.4°C, 14000g Z1» 15min, 3MBPE EE#EBEI— NS OES

5. #E#% Protein A agarose, F3 PBS iE@iEERT, SASHE PBS Behlpk S0%iRE, ##
WRFRIEHRER Y, BERAES R IR IEREIARR R E R AR AEHE TR

6. 8 1ml 2EBI0AN 100ul Protein A IZfigkEE% (50%) , 4°CHESR 10min (EP
BfEkLE, BKIHERLE) | ERIFERUER, BREER

7.4°C, 140009 B> 15min, & CiEEBEI—MHEOES, Kbk Protein AIR

8. (Bradford ;R)MERNERL, WEELAKE, WarBERERE HRE1: 1015
Db, LR RERER P ERETINEN (B8, DA, JLUE-20°CRE—A)

9. A PBS SR EBEREEILY 1 pg/ul, LIHERBERPEEFIRIRE, MRNEEH
RSP EERE, WRERKRENZHES (4010 pg/ul)

10. IIAN—EMFFRRISINE 500p! BRERF, TUARIFHRRELLEIEEEREA R
R OmE

1. ACEREEMNRRINESYIEIREEER 2h, BEsEEREEE S DTN 2



12. 0N 100ul Protein A IRfSHEERKIBIEMIFIIAS &Y, 4°CRIEEINIRIINE
BYdREER 1h, WRAAANAAERTESH, i 2 ul"EEFA" (RHE 19G,
538 19G)

13. 14000rpm BEESEL 55, WERIRIEHEER-MIRIIAE &Y, X8, BT
RIPA buffer 3% 3 #&, 800ul/i&, RIPA buffer BEHESBIRERSIEL-FEFIAS SYIK
BBHNEES, FILABER PBS

14. A 60ul 2x EEEMRSIFIENER-MUIRMAE SRR, BRREY, BPRIE
iE LS ORFEME (60 pl B L=iE)

15. B EEEERE Smin, LUFSHIR, FuUk, kF, B0, BLEEK, KEFRR
ImfEfElR, LiEWAILAERNR-20°C, BEFLUSHIK, FBIKRIMERE Smin it,

RIPA Buffer Fgsl:

HAitipks

Tris-HCl (EFi&msy, BrLLERAZEM)

NaCl (&1, FFLLAFRRERRE)

NP-40 (FFEFXiSHI, BEER, F H20 EcHlpk 10%6EFK)

REMERRN (FFXSH, BIER, A H20 ECHlpk 10%6EFR; BERT)

TR ESEEE (BUEhs) SCRY, AEMEASERN, RuEFREASTIREEEE
T, SECEMEX,

RIPA EEERESHIHIF



AREEE (PMSF) (FBRRERECHR 200mM BIEER, =iRRT)

EDTA ($5Z&7; A H20 EcHlpk 100mM RIfEFR, PH 7.4)

SHESEK (Leupeptin) (A3 H20 Bk 1Tmg/ml BIEFR, o3, -20°CIRTF)

fDEREESAK (Aprotinin) (A3 H20 Echlpk 1mg/ml BIEFR, %, -20°CLRTF)

BEBEEIFI (Pepstatin)  (FARERECHIAL Tmg/ml BUEER, %, -20°CHR
=)

RIPA Bi% (ER) BB

BiER Na3VO4 (F H20 Bk 200mM B9fEF#, T Sodium Orthovanadate
Activation Protoco)

NaF (200mM HfETFR, =RIFEEF)



