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1. F@mNE

Ni Smart Beads 6FF @—f#E! IMAC 1E¥}, BEEIEEFEEM NI BF, EFMEEIR 1o Ni Smart Beads 6FF TEN AT 2RI EHZ
EFE EEPRNASBRITDEQNHBRNLY, IUES%E EDTA K DTT MiER F#ITENELSMIVLL. Ni Smart Beads 6FF B1R
BEVEDRAMY, BERAT ZRUMSRENSHEY, AFMZERIRE 2

Ni Smart Beads 6FF E/J#£LL Ni Smart Beads 6FF 792518444}, 1218 1 ml #1 5 ml WMEES R, AEEFEH, RIEEER, GU8E

% 1. Ni Smart Beads 6FF =G 4E

e (33
E=951 B E R 6%IRAENERER
H= >10 mg 6xHis-tagged Protein/ml &
HEkRIE 45-165 pm
=AES 0.3 MPa, 3 bar
EFEPR & 20%ZE289 1xPBS
EEFRE 2-8°C
% 2. Ni Smart Beads 6FF i##Ifi{$
pasikiES 52 Bdia)
0.01 M HCI, 0.01 M NaOH 1 week
10 mM EDTA, 1 M NaOH, 5 mM DTT, 5 mM TCEP, 20 mM
24 hours
B-mercapyoethanol, 6M Gu-HCI
500mM imidazole, 100 mM EDTA 2 hours
30% isopropanol 20 min

2. 4ifLiiE

2.1 FPRRES
AERTIIHEFEE DR, LARBEECHERIREEFARNETREAR, EXRREMSKM L, SERM%ER, 3ES pH £, |
pH B, EAREFRRIRGA 0.22 ym K& 0.45 um JEREIEIE, E7 Ni Smart Beads 6FF EAERI LA T AZEEMNEREZEAN
ik, MMAEEMREAYRAR, EARESENRKR 3. R4FKS.
* 3. ADAMASETEE O A RS R RE
B L3 [i5Y]
50 mM NaH:PO, (7.80 g NaH2PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
£ NaOH A& IAT pH E 8.0, fF/H 0.22 % 0.45 um T,
50 mM NaH:PO.4 (7.80 g NaH,PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
5 mM imidazole (0.34 g imidazole)
£/ NaOH AR IAT pH £ 8.0, fF/H 0.22 % 0.45 um 7T,
50 mM NaH:PO, (7.80 g NaH2PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
£ NaOH 7A/& AT pH £ 8.0, fFH 0.22 ;& 0.45 uym EET S,

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

%
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K 4. BRAAERITEERAURRERRKES, pHEBRAR
B 431 (i)
Lysis Buffer 1L 8 M Urea (480.50 g urea)
100 mM NaH,PO,  (15.60 g NaH,PO4-2H,0)
100 mM Tris:HCI  (15.76 g Tris-HCI)
£ HCI A& AT pH = 8.0, 5/ 0.22 & 0.45 pm AT IR,
Wash Buffer 1L 8 M Urea (480.50 g urea )
100 mM NaH2POs (15.60 g NaH.PQO4-2H20)
100 mM Tris-HCI  (15.76 g Tris-HCI)
£ HCI ARIAT pH E 6.3, 5/ 0.22 & 0.45 um JEEET IS,
Elution Buffer 1L 8 M Urea (480.50 g urea)
100 mM NaH,PO4 (15.60 g NaH,PO4-2H,0)
100 mM Tris-HCI (15.76 g Tris-HCI)
M HCI BRIET pH £ 4.5, 1 0.22 5% 0.45 pm JERSIE.

*® 5. BERKASMITEEOAUFIRE PR, HERAR
B L Y]
Lysis Buffer 1L 8 M Urea (480.50 g urea)

50 mM NaH2PO4 (7.80 g NaH2PO4-2H.0)

300 mM NaCl (17.54 g NaCl)

£/ NaOH A& IAT pH E 8.0, fF/H 0.22 ¥ 0.45 um 7S,

Wash Buffer 1L 8 M Urea (480.50 g urea )

50 mM NaH2PO. (7.80 g NaHzPO4-2H-0)

300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

£ NaOH A& IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,

Elution Buffer 1L 8 M Urea (480.50 g urea)

50 mM NaH:PO, (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH A& IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,

#: 8 M Urea t1AI LA 6 M Guanidine-HCI 4%, % 4 S&® 5 MiEHP > —(EN SRANANBREE,
2.2 HmiEEE

2.21 AEHBSREANER

1) PKERBREEEIEFES, RIBHAFERIRA, MABRSRENIESHIESHENAIETE,

2) RirAERG, BIEFRREBIELOMHS, 7,000 rpm (7,500xg) , Bl 15 min WERAK, RGERBEM: Lysis Buffer=1: 10 (W/V)
PO Lysis Buffer, JIANZSKERN 1 mM B9 PMSF, TINAEES (TIEXRERN 0.2-0.4 mg/ml, WRFAFNEEHMAEAS pLysS 5% pLysE,

AILRINAERS) , (ARBIMARMERREIDGR, EREZMENERSNHENESR) .

3) BEETUERFER, WREBRKRES, tWEJEEIMA 10 uyg/ml RNase A #1 5 yg/ml DNase |) , B4, WBFKE, AEkLEBE
IRERE, ERRERRIFEE.

4) BB ENRERESEEOED, 10,000 rpm (15,000%g) , 4°CEd 20-30 min, B L3S, BF K EZHETH-20CRE.

222 BB, RHNMIAMMS BRETEEER

1) BARIZEFREBZEBOM, 5,000 rpm (3,800%g) , By 10 min, WEEKELE, N EEFRS EDTA. ASBRMNTEEFIZEWR,
BN EEMARFER,; 8% EDTA. ASRMEREFIEMR, FH Lysis Buffer BATA BEIMANETF,

2) SFAEERTNLEE, EMNGRBEIUERER, E0XER Lysis Buffer BTG BEMNEF,

2.2.3 GREERLME (TR

1) BIEFFREB BB O, 7,000 rpm (7,500%g) , B 15 min WEER, EEEE,

2) 1REBEA:Lysis buffer (FE& 8 MREE) =1:10 (W) BEEEIRERES, HCABERE,

3) BIREERIEBEEOED, 10,000rpm (15,000xg) , 4'CE 20-30 min, HE L&, $E 2 3TUEE—RK,
4) FZRREIA: Lysis buffer (&8 M FRE) =110 (W/V) RBERKEFER,

5) MM THIT His iIFEZBH4ANL, BEFEEPTRESANE 4. K5,

%
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2.4 #HRalk
Ni Smart Beads 6FF EHFFERIESZLUTIRE, FARASNRBEATITE (Fld0: 2 MEEFR, 1 ml SRR 2 ml AR, 5ml
HEIRA 10 mIBR) o BNMETEANEE 30 min (FEEUATHESARIAROMTEN) , RERE, ERREESEE 1.

W |

1
1. {£F Ni Smart Beads 6FF EhHAEQRIETEE

Step 1: #HFF#i; Step2: L#¥; Step 3: #%%*; Step4: it

1) ¥ Ni Smart Beads 6FF EHIEEEAREA £, MREE FIHREN LIKE, RATEHFNRPR.

2) AEEFRMAN 5 MEETRE Lysis Buffer, #1TF%, MERLATSENESERNEHMERT, BIRIPEBNIER,

3) BESMEITETNELES, ERFEEHNEZEL 2min, RIIENEASN RS EM, REENEAMNEIRE, WERLK, BT
SDS-PAGE HTEHEFRMNEEE R, EHIRME, BEAEIRMRATANHFER,

4) F3 10-15 {SHEKFRK Wash Buffer #1787, RRIESEMRMHNRER, WEXRK.

5) {5/ 5-10 ST Elution Buffer #{THNEBRER, SBRKE, §—MEFERKE—E, 230N, BEIURIEFEEENEN
EARER, XEUEISaENSRENER,

6) fRORfER 3 EHEATREY Lysis Buffer fl 5 B AN AB FKEEER,. BENFREESERMN 20% 28+, EF 2-8CHRE, Bk
IERARES T

2.5 SDS-PAGE &l

BERAKT RBINER (BIERHASD. GRADTUERASD) UNERIEHEZER SDS-PAGE M4 L3R,

3. ENLFER

HIERMEAT PR IRRAD RIENEER EEHIMARRSRN, FEHITEAEIR!E (Cleaning-in-Place, CIP) o

BIIRE TEIREAMER EIARBRNSRY), WEER. BKEANEEES.

EMSREKGESHER, IBERMAES

o  fHFH 30%RAEEENE 5-10 MR, HARBTIEIN 15-20 min BIAERRILETT Y. A5, BER 10 EEFRNEBFKER.

o FRASARSHNBREIRMAR, BRER 2 AT, 510, 26 0.1-0.5% FFFEFFI 0.1 M BERAR, ERTEN 1-2 ho
EEFIRIEE, TEER 70%NZEFR S MEFR, UHREREST. REER 10 EEFRNEEFKER.

e  fEF 0.1 ME{0.5M NaOH FRAFEIER 3 MIATR, AR 10-15 FEERNEBEFKER.

ERBFEREEHER

&5 1.5 M NaCl A& B 10-15 min, AEBEAEBEFKER 10 MEER,

4. AR RRSG R

i RES R WERRAR

RFREZS HEHRIEE RIRE 3 B WHERIHITE LS.
HBRPEEW ) OEGTNL, BN EERIEABE (0.2250.45um) I
g, HEBOER.

5B A RETE BRSPS EERENZE, MK EEEERE, 5E7ZM DNase |
(BRE 5 pug/ml) , Mg* (ZRE 1 mM) , KLEFES 10-15min.
PR BNAFNREZLARTERAT (NHBE) kRsIRREES, BERRER
%,
/
%
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(&R)
im) REH WERRER
HKRASPREENER ¥R His 175 ER SRF Western Blotting FHEH# ST ESEENEH,
EAARERERE, REELET AILUES Bk NNE RSN LETRESEENER, SREEATER
BEREZEANALAR.
RIABAIE RUREE M
BENEHLEEIKES, AP B | 125 wash Buffer B pH, SNERRERKMRE,
HETFRT
FBA SRR EEMNER BMEALEETR, AR5 % TR | X Elution Buffer By pH {&, Z{E1EN Elution Buffer FRBKMSRE

£/ 10-100 mM EDTA AR A BREF, ENEBIBEMNEHR,

EOMER £ 4°C FH#ITAKIRE,
ERBR BT A I — LR B BRI,
FRADTA (EHSHEH) FRRETIR %50 Wash Buffer f#1,

FRPEEEMNAKBITEERD

BT pH B, HERMIRERM AR F M. BEAEMNALFR (40
BFXIR, Bk #—SAERBREAS.

HRReTERERAG BEFREIRAIE RRE 4 B ENBETHRNEREEE T
HEEMBE ZHRPEE DTT HEMEEF BER2, BYREDTTHREZE 2mM UT, REXEHEZE,
I REPERRETE RMEREXS 4CT#IT LR,
BERRERE EHRMMANERRFRMIBEN, 40 0.1%H Triton X-100 FE

Tween-20,

5. TS B BER =M

B %ne g
SA035GC01 1ml
Ni Smart Beads E /14
SA035GC05 5ml
SA036GC01 1 ml
Ni Smart Beads 6FF E/1#
SA036GC05 5ml
7,
%
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