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Magnetic His Pull-down Kit
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01 Lysis buffer 9mL 18 mL 60 mL 4°C
02 Ni**-NTA MagBeads 0.2mL 0.4 mL 1.5mL 4°C
03 Incubation buffer 12mL 24 mL 80 mL 4°C
04 Washing buffer 30mL 60 mL 200 mL 4°C
05 Elution buffer 0.8 mL 1.6mL 5.5mL 4°CEE
06 Protease inhibitorr (100X) 35uL 70 uL 0.24mL -20°C
==
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30uL Ni*'-NTA MagBeads
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200ugHisEB4HER 200ugYEHER
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200ugHis- XEBAEH 200ugYERER 3%100uL
QMR —— OQHEKSECSTEAKRE —— QHK-GSTEAYSE4AEHYEE _— @R

OREER T4 BR 30uL Ni** -NTA MagBeads, £ Washing buffer &k &% ;

QMRS His ERHE : WERAMNA 200ug TEXREH, KWAMAN 200ug His-X EHER, ImLERE
/ngﬂ%ﬁ 2h ):/91_3/ 37 /)\7

QWL - His EEYSEATA Y WS MAMMA 200ugY EAEH, ImLAER 4 CIRBBEELE 3 X,
@3kt XTERAFMSCIOLAZ AN 100uL Elution buffer i, BBTIZE Input 3FER (50pg His-X & B +50ug
G®EHEH). Input £ (S0pg TEAXNRER +50pgY BEHER) , FERATRND .
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1. 188 (&M, BER2AMELHERBRIEEFENRHESZERRNSE, M2 TEFR)
(1) 4EpatEas
DR K ImLPBS FoftEm (29 2X1007 NERR) 2 0%, RBE—XRERTFPBS;
@34fR . RIEMBEEIN 990 pL Lysis buffer. 10 uL Protease inhibitor (100X) 7k 75 Z4f& 20~30min,
% 5min L TEIENRS 10K,
QB AlBE KRAEEBAE 5min, IHE 20%, 87 3s, 88t 3s, KAkBE;
@FE L 4°C12000rpm, 10min, WEE &,
F2TH4T



(2) ALHA

OEE: BETEHARFMRALR (£90.3g), ETAEETLHMAET, BRAMEBEEMNIK,

@3 BX 990uL Lysis buffer. 10uL Protease inhibitor (r100X), SESfENZLAERR, WEY 800uL SRR
INFREE, TEZK E4EERE 5-10minER REARNSORK, BBREHN 1L.5mLEP &, BRMFEEAIMA
FlRET 200pL HBBRWETZRBHER, FIFEEEZEPE,

QEBEHERAKMN EP ETEK LA A 30min, SR Smin L TFEIEIRS 10X,

@B . ABE RGBS 8-10min, IhE 20%, B 3s, 818t 3s, /KAKEE;

@& 4°C12000rpm &0 10min, W EiE, BmEEFHIALysis buffer #FTAFREImL, B,

AR ERIENENIEBEKLIRE, ROESRERNERER, BEIEPERFAEERE~E, RLVE
B, BREBBIE -20°CIRTF
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¥ Ni*'-NTA MagBeads M 4°Cik#aEX L, ETEEIESHUR, EHERFARESISS, 2 5IEX 30uL 3 2
NFEB 1.5mLEP B, B AXERITL,

@IAN0.5mL F/289 Washing buffer E2WHiEk, EFHAZELEFHE 1min, DBHBENAR, BB RE/IOIK
E=l b=

PEESE@2 K, HFEHK3 R

HiEk4E S His-X ER

OFXIRAMAN200ug His-X BEAER, NEREAIMEZHIAN200ug His ELHEH ; Aincubation buffer %k
EBFEREIML, =EFHEREMES 2h;

Q¥ 2 BETHWAELEE 1min, DEMIKFAR, BB &EINORFT LE;

®HMIAN0.5mL F2 8y Washing buffer, BFH R EFE 1min, DBEEHENBAR, ABRIE/NLKRFE EE;
@EEFEE2 R, HFEE3 R

FEREELAEFERY (PR His i)MW EMBELAEEREEE)

@2 EHFMIAN200ug Y BLHEHT 500-1000ug BE&H, M0 Incubation buffer FFRIEImL, 4°CESERE
aFaEd®rR (4 16h)

QK 2 EETHANRLEHE 1Imin, HBHHKNBR, BB&RIE/ NNORF LE;

GHIAN0.5mL F/2 8 Washing buffer, BEFWH IR EFE 1min, D BEHEHKNBAR, BRSO LE,;
@EEFSE3) 2R, HFEE3IR,
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D2 EYIMAL00uL Elution buffer, #7Kk4 10min, 12000rpm E.05min, BXEE, HMIA20uL 6X Loading
buffer, #7K7& 8-10min, IEAXTIRAMITINAE;

QBB 2ZF 489 1.5mLEP &, 9328 Input SFHR4H, Input S2304H, @ Input XTERLAHIINGST ELHE
B Y BAZEEE 50ug, M Input SEIRAFINAHis-X ZEAH Y EAEAR 50ug (BHREZAMIMAL00uL) ,
IN1/5 1&%3 6X Loading buffer, #7k3& 8-10min,

GJHRA. KA. Input IFER. Input SEIRETF -20°CIREEA.
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ZEX 30uL XFER. LB, Input XFHR. Input 238, FFE SDS-PAGE 1 Westernblot #&:lo
4. RF (i)

(DEX 30uL X8R, 30uL SE46. 2uLinput XFER. 2ulLinput S48, FFRE PAGE AR E K.

QEE: FHIXEHRRMIZER LRBE TR, BARETE, BATRNER 12cm KBIA, MAES
FREIR, ELEF, ARBERLEERER Smin, FEEABFK, MABEREIR, sLEF, Eh

E3mHt4m



2)BIER EERER Smin, FEEBFK, MABEREIR, EEE5F, EREERLEERESR 30min.

3) B FEEER, MAEBFKLIR, HSLEF, EHREEKRLERESR Smin, EEKE—R, H2R,
MABER IR, ELEF, EREER LEZEERESR 30min

4) Rt FEEER, MAZBFKEIR, ELEF, ERBERLEERER 2min, EEKE—RX, H 2R,
MARBRLIR, HEEF, EREERREEEESR 20min.

5) B FERER, MAZBFKKLIR, SLEHF, EHEBEALERESR Imin, EEKE—R, H2R,
MAEBRSIR, EREERLEERER 2min £46, BRETER, FERE, MAFHNERRUSEEEER
BB, R,

5. FiE (i)
BY 30pL XHIRANSLINAE B+ @I R LC-MS 1,
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1. A=RRTFEUARHRERRA, FERATFIRKIZEHSET, AfERTRERIAR, FRERTSEE
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2. ATENR2MEE, BEXRRRHE X EFERE
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