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01 Lysis Buffer 15.00 mL 30.00 mL 100.00 mL 4°C

02 TBS (10X) 1.50 mL 3.00 mL 10.00 mL 4°C

03 Protease Inhibitor Cocktail 0.15 mL 0.30 mL 1.00 mL 20°C

(100X)

04 Anti-HA Agarose Gel 0.12mL 0.24 mL 0.80 mL -20°C

05 Mouse 1gG Agarose Gel 24 uL 48 uL 160 pL -20°C

06 HA Peptide (25X) 24 uL 48 uL 160 pL -20°C

07 Acid Elution Buffer 0.60 mL 1.20 mL 4.00 mL 4°C

08 Neutralization Buffer 0.06 mL 0.12mL 0.40 mL 4°C

SDS-PAGE Sample o
09 Loading Buffer (2X) 0.18 mL 0.36 mL 1.20mL 4°C

AR FEE PBS. MAORFRFFEM,
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( IRBE¥ERIELSE ) (HA-tag Protein IP Assay Kit with Agarose Gel) 2—
ABEAERIUENRBRILTUERATRZ. K=mM%Rn
SRER Anti-HA IRFEFERIE
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RESRWIEN EE RN EIRT, FRETE (Immunoprecipitation, IP, %k Pull-down) S @&
JE (Co-IP) LIEEME R, B, B, I ZATHE HA RENMEERXEZRESYNRETE. &%
HITERANFLK,

REIER B T ERMAERRERSEBHEEEA (Protein-Protein Interactions, PPls) BYE L
BEAR, BdERIFEENANTESIRENA SR (20 Protein A/G Agarose X Protein A/G WXk ), SiE#E
ERBERIEEMIENAR (MNIRAERERERENEER ), AEBRIBEOKEIMNBRPIBEHIRMNMEESY,
M EGEERMERERPHOBELR, FERUETF Western ENT G MR IE 5,
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Em %*E/ Procedure
1. fARRZYAER

(1) BIEIFIR R RBIERE

O¥zER%E 50-100 H4HREEEA 100-200uL ENHIFIZARR A TRAE LA 300-600uL & 17 XM R&R B T 5%
BILLEI, ECHIEEMSINHIFIZAERR. ¥ Lysis Buffer 5 Protease Inhibitor Cocktail (100X) 288 100:1 9
EbBES, BIE07E 1ml B9 Lysis Buffer 0N 10uL Protease Inhibitor Cocktail (100X), BN4§ 1ml &35
3UER (Lysis Buffer with Protease Inhibitor Cocktail)o EoHEFBISINGIFIZMREMRET /AT 4°Co
@TBS WECHI, 1§ TBS (10X) AEBLAKKFEREE 1X, BIA TBS,

GRERRES. BT Anti-HA Agarose Gel i#7Z7E 8 50% HIHMRIFRT, FTUAZE EEMAE RFNE H 5%
a. BRER Anti-HA Agarose Gel, REFHIITNRMHKERRE, ZREES 100uL A 20uL EE5395
HIRERERR ( LT RETUES BRE LS 20ul HERERRAG ), BUEE Anti-HA Agarose Gel &
—EEFBEOES, N IXTBS ERLMFIINL 0.5ml, 5¥: FERAAFLEWK (GNAE 15 ARk ) IREX
WERERR LR A,

b. B EE Anti-HA Agarose Gel,6000 g £ 4°CE 0 307, /NOERR E7E, FEREIMER. EE EIRTBERAR,
AR ATFMABERERYE, MERPHETANBESNRB TR, FTUURERIE R YAI AR E
HAEFT, SRSRHERBHIMALELRER, FISNTEARERTEERERERNZIRER AR EN
ERMEAR A AL BB AR EENTE. NREXVE, AJLUEHIE NIRRT E.
@DRBYIANHERERRIATR, B IXTBS E& Anti-HA Agarose Gel,

E201#4]



GHA ZRKERRIEC S, 3§ HA Peptide (25X) A8 TBS #%¢ 25 fZEIN HA ZRKERR, 10§ 10uL HA
Peptide (25X) I\ 240uL TBS HURAIBIRT, BCHISFH) HA SRS R E MBI K AL 4°C,

©®( 3% ) SDS-PAGE Sample Loading Buffer (1X) BB, BUEE SDS-PAGE Sample Loading Buffer (2X)
KEARFIFERRED S SDS-PAGE Sample Loading Buffer (1X), %0 0.2ml SDS-PAGE Sample Loading Buffer
(2X) 0N 0.2ml B4k, SBAIEENN SDS-PAGE Sample Loading Buffer (1X).

2. AR AR MBI RAR S,

HFRNBEEINEITELENRRIENRBLTE, WRAEILENFHITHLENIL, a7kl -20°C
-80°C )AKFE. FIENERRMBLTBEEKAE 4°C 1&(F, URERVELMENT Y., HFRESTE, Bl—
EE21EA Input 3¢ Total, LUBTFEEHI Western F4&M,

(1) B F MRV mEBAES, 250-1000g Z=EE O 3-5min WEMAE, MNBXE, AJLUERA PBS HE%F—R,
RERFZXEBNRE, BRESTERUBARRED . HRE 1X107 AN 200uL BILLFIIN S HIH!
FIHBR BEERIELIWIT, URDPREAR. THORBEENLKERENARTE. TORES,
10,000-14,000 g 7 4°C &:0 3-5 7234, EX LIS, BIRJ#H{TEEMREEM REHITTES.

(2) MEEELMBRF MEVRENES. WIRIEFTR. WELE, B PBS HF—X, ARTAKBNRE. KRS
1X107 ZRREANN 200uL BUSNFIFIREAER, ELURY], EREBRNMALRTD 1ZM. BEYVARETKERE
2-10min. T RAEf,10,000-14,000 g £ 4°C B0 3-5 0%, BX LS, Bl # 1T /R4 e e R e,
3) AR B MR BNES, XN T Iml BRJEER, BOE LE, MREYE, AILUEA PBS HEFE—X,
RRERATZERNRE, RREETERUEARNESREDEI . MA 100-200uL SIMEFIRER, BiZH
TERLOES, K ERME 2-10min, IRFERFBEFHNRBYUR, MBS LS ER AR
(lysozyme) FIHREEES (lyticase) HfL, FAEBERSINHIFIRBRHAITRE. THORME, 10,000-14,000 g
EA4°CHEL 357, WEE, BR#TRENRETEMERHITES.

(4) AR mEVREN &S

a. AR/ N . IRALRRAEZIFEA/ ), A URBHITEY,

b. #8%E 10-20 2RAREEA 100-200uL BIELHIMNSPHIFIRER, MREBEATO AT UEREZHEID
HFIRER, IRFESRENESFR, TUEHHDRFRIAE.

c. BWIBARGBSIRK, WERARMENNE, EERDHWE. WAILBARFmSARAME, AERSD
BEIARBS FFRREITRE,

d. TORAEE, 10,000-14,000 g £ 4°C B 3-5 8, WLEF, BIE#ITEENERIUEMZRLTES.
5 20mg ARV NERTAEALR A 200uL SHHIFIRERAE SRS L.

3. ®BIEE (Immunoprecipitation, IP)

(1) IANHHSHE. REBE 100uL EAFESIIN 20Ul HERERRAELBIIMNGEE, BT MEIBERSNIESE
B L, 4°C HE 12 B, MBERBEENE, 7 4°C BEIR. IR 1. FRFFEMA Anti-HA
Agarose Gel AF&®R&E NEFE HA MMENENEBREESY), RNBENEBEESDEFESFIMA Mouse IgG
Agarose Gel BH{TRZETUEMERAMEXTER, 2. XIFHEA Anti-HA Agarose Gel #1TRBIEEEAMNERIE
BEEER, ATUEEMER Mouse IgG Agarose Gel #ATFUMEIE, LUBERBRIESZ RN, REBEH
Anti-HA Agarose Gel #1THR&ETTIEo

(2) BODE. HEER, 6000 g1 4°C B0 30 ¥, NOERRLEE, FERIIFNE, £ ARG D LER,
B F 1M Rz eI R

(3) #E%o MO 0.5ml SINFIFINMER, BRI KAHETEAL S 2%, A5 6000 g 17 4°C B 30 7,
IOERRLETE, TEREIFHS. EEFRASMIEIFIRBRIER=R AR Bl UBRENERFENRER
0D280 SRHMT BT A TS, & 0D280 AT 0.05, NiE YIEHIME R,

AR WAILOES MR REINRIAR 0D280 RAIMTREATS, & 0D280 XTF 0.05, RHEZHIEHN%
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4. FBito

RIBMEEENFIRREELINENR, aJLORTRWT 3 MAEZ—#1T %R,

()HA ZFHEBE. AAERETWE, ER¥ES, BARENERRIFRENEYEYE, ETFEED RN,
a. 8 20puL [RIAERERZRET, M 100pL HA ZRCERR, =REKRES 30-60 78, = 4°C EXKBEE
1-2 /B, ATIREEBNE, EKESNEIHRES K. HA ZRERRETR—AR ARERRREN 5 .

b. B 5EEEG,6000 gE4°CEL30#), ¥ EBERBIFNBELER, EFRNARKRNHAGEEEREE S,
c. EBB HAIREEANMEESYET 4°C A, Z#E -20°C 5 -80°C KHIRE

(2) BRMERBRE. AFERETME, ERREER. ARENERRZSBELATEREEENEYEE, EF
BEED e,

a. § 20uL FRIAHEAEIRRIATT, MO 100uL Acid Elution Buffer ( BSMEERER ), SESEE TMHEZKIIE
ERENLE, =RFEE 5 9. BRMEARRER—RARBERRN 5 &, F: BENEFREEBT 15 5.
b. &5, 6000g £ 4°C Bl 30 #, ¥ EEEBEFHBEOLES, HILZIMA 10uL Neutralization
Buffer ( & ), EH RS, F: AULZIMAPRARS, SNKNELFREEHRAFREZSH—L
EHLEE ML,

C. ATREBRANERME, JEEX R afl b, HiEEREREH.

d. AERRHAPN HAREEEREEEME T 4°C 75/, ;& -20°C 5 -80°C KR

AR L BRWEBUERAE, BIAERTFREFRIIES SDS-PAGE L& AR K E,

2. BT ENEBRNESATRENERMABUER AR EE —ERNFM, NRITERBENERILRS, AIXERM4
FHRE pH TE 2.5-3.1 ZEDE#T—EIAE, EEMNFFIREN pH BHELEH#HIT-ENEE, AFFEER
TR XRTIOE M, A UEERBMETEESH HA TR AN ETEIRSH SDS-PAGE E##45H
R E, EENRARETESGTHTRR, TGS TFEEEEEERNLIFERM,
(3)SDS-PAGE E##& ik filtiE. RAENTME, [ENERFMES SDS-PAGE Bik3 Western #&l,
a. 5 20uL RGBSR AFT, 0N 20uL SDS-PAGE Sample Loading Buffer (2X), 95°C iN#k 5 53%4,
b.6000 g 7£ 4°C HERE 0 30 #, BX EEENRIATF SDS-PAGE E83k3X Western 12,

AR

1. 18% SDS-PAGE &EH EHEHEKEE DTT FXREF, HERSINEAFRPREENENEENER,
2. NRFERFEAHERAET, WaILFEMN 20uL SDS-PAGE Sample Loading Buffer (2X) FE#MEIA
&2/ SDS-PAGE & B EHF& AR (1X)o

3. BF EHEHRFE SDS IR HA Hifk, FRLUARREIHETREEESFR.

5IE$m/Notes
1. A= RIRTFE WA RHRFEHATH, AERTIRKRIZEEATT, AMBTERIAR, FAEERTZEFE
EW;

2. ATENREMBR, BFRERAHAE—REFERE.
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