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Ni IDA Beads 6FF

B#
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1. F@mNeE

Ni IDA Beads 6FF AJLIBFEMFRIERE OXBHTE. BE. ERMBMNWEILMAE) WASMIFE (6xHis-tagged) EHBA,
ERUBEREKN 6%IFEEERANER, BEHEAABHT ZBEMUNTIEE -2 (DA) , BEEEF (Ni*) &, ATUEREER
ERBLELEH, NMEBSNAIRSARERITE FKMIFREERG, RILESENEANNE (FRPEMNE 1R B2, XiF
HEMLERARZEEM NS FHHER, BEFREERREWES, NMERELFEN, TAESBEREH. NilDABeads 6FF £/
MEER, TUMZRS 0.3 MPa WES], BRE, AtiZzTSaEEaBTIUAMRERMAL, FJUERTRENAERT, SSWMTE
KZEHR4L. NilDABeads 6FF EEHES, MNtEMNMHE. EEMERE 1,

COO0; /H 20
[EE -~ NE7feemmmn H,0
cod %
Beads H,0
1. Ni IDA Beads 6FF {bZ 4 REE
£ 1. Ni IDA Beads 6FF F=@148E

mE 148

R BB 6%IRAEYEEEAR

e >40 mg 6xHis-tagged protein/ml 77 /5
HEKHLIZ 45-165 pm
=RAEN 0.3 MPa, 3 bar

EEFEE PR & 20%ZE2H 1xPBS

EERE 4-30°C

2. FiLiRIE

2.1 EPREES

AIMEA TIIFEER PR, LARIER CHNERIIREETENEZARER, BEXRFIEMSMIRML L, SRMER, ZAPRETERIIRT
A 0.22 ym 5#& 0.45 pm JERTIE,

Lysis Buffer: 50 mM NaH2PO4, 300 mM NaCl, 10 mM imidazole, pH 8.0

Wash Buffer: 50 mM NaH2PO4, 300 mM NaCl, 20 mM imidazole, pH 8.0

Elution Buffer: 50 mM NaH2PO4, 300 mM NaCl, 250 mM imidazole, pH 8.0

2.2 mEE

2.21 AEHBEBREINEL

1) PREXEECEENEFEA, RIBRAFERIRE, MAERIRENIESFIE SR AT E,

2) RIXERG, BIBFREBIEORE, 7,000 rpm(7,500%g), Bl 15min YEEEK, SABIRIREM: Lysis Buffer=1: 10 (W/V) I0IAN
Lysis Buffer, JIANZREN 1mM B9 PMSF, TINAER (TEREN 0.2-0.4 mg/ml, WMRRIANEFHMEAE pLysS K pLysE, AILL
TINAHEES) , REBAIMAEMEQEIDEF, EFREXMENEESNRNES,

3) BEETUESFREK WMRERKRES, tWAIZEIMA 10 ug/ml RNase A #1 5 uyg/mi DNase I) , B4, BT KL, REkLBER
AR, ERRENRITES.

4) BEBENREREBERLES, 10,000 rpm(15,000xg), 4°CE 20-30 min, BXLiE, BEF K E&ATH-20CHRZ
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2.2.2 BB, RHMFZLARS BRATEERH

1) BAARIESFRIEIEEE O, 5,000 rpm(3,800xg), B0 10 min, WEEFRELE, MEEPFRS EDTA. ASBMNERFSYRE, B
ATEEMNGFER; &5 EDTA. ASRMNTRFIEYR, T Lysis Buffer BHTAREMNEFo

2) SHFREMHINN LE, TMANRBETERAES, EAXEER Lysis Buffer B BEMAEF-

2.3 Ni IDA Beads 6FF Hy3tiE

2.3.1 EHHIEE

1) REEMBNENRTE, EATER, INEE4VKGEEFENRS, XATHO,

2) ¥% Ni IDA Beads 6FF 25394, ARLREVEERBIMAZEENER (NEEMFFREEEN—F) , TATHORTERPR.
3) IMAEBEAKFRNE, FEEPREENRTE, XA THO,

4) ENIBRENLERE, BRBHRSENZFEESH, BERRIKT.

5) EIEFHENFAIUEBIMNFERETEE, BRERRNUMNFINE, 4-30°CRE

2.3.2 REBIFHAER
Ni IDA Beads 6FF # 2R AF T4, AL, FRIASHPESIEETENIEER, TEZE Ni IDA Beads 6FF SEERETIEN A,
ERFRERTEERITEFFRER, RIEFMEENEETEMENRER, 20T
V=115m"h

V: FRENBAER mi

1.15: EREHK

r: FE¥ZE cm

h: #ESE cm
AE: FERERAEREANRERNTEE, RANRERIRSS2RBERN—%, S—FARPR.
1) AEBEFKARBTERGIRSESL, BERRBRLETSE, XAFREO, HEFESZEEH 1-2cm BEEF K.
2) BNREZER, N RRESHENBITES, BEEEAEFERNZRARL SEN~ %,
3) MNRERMERDS, NI EVERTEMERSSTINHEK, BHESESKETERERE, EEER L, B#RENRRIHEET~ESE,
4) ITABERSHA, FER, FEEISENIE T#T. RUMIIEPREETIENE, ARESEBENEREME, XFERR
[EXSFR AT REY T, Al LUBRIERZRIN RIS, MRAFIHENENTRE, ATLUBRFAERRNEAIE, XFHI SR
—MRIFHEEIENER, IR ERENEIEEFD, TEBIRAEETERN 75%) SRASERER, ERENERRRTELBL
3 ERKRARNEEF K. HEEFRSE.
5) xR, XABRFELHO.
6) MNRFEAERE, KBRS, BoESRETEREF.
7) BoRBEAEFERCHERSEL, ATFEFRENDES, BESESEL.
8) BHIEFHMEMEEEERRBERAT, FHRTE, MRFEIUEHEAES .

2.4 HRALRE

2.41 WBEEAK

1) RIBAvAI¥ME, BUSE Ni IDA Beads 6FF MIAELOER, 1000 rpm Bl 1 min, RFLEFE; WAMAEAES, FTRPR.

2) EEOEFIMN 5 E/TFRIETIN Lysis Buffer 55358, 1000 rpm Bl 1 min, WELE; WMERELHE, WEEESEHETER, B

EEHFHT Lysis Buffer; EEMKLL Lo

3) IMAER, HABELEREHEE, 4CIREHS 2-4 h 5E 37°CHE 30 min-2 h,

4) BELRE, 1000 rpm By 1 min, BFLE, SHTEKENR, LERBEARE, BTEAEE,

5) A 5 &/ B{AFIH Wash Buffer 5536778, 1000 rpm il 1 min REHRELIE, EBEF CEEFERINRK) , EE 35K, H

EENERFEOE, VENT LA MY RE TR,

6) BN 3-5 fZ#H{AFI8Y Elution Buffer 331738, Z=EME 10-15 min, 1000 rpm Bl 1 min REHEEWRE%RIKR, TEE 2-3 Ko

2.4.2 EHEEAK

1) F5LEIELFHY Ni IDA Beads 6FF E 1 5 S1&F3 Lysis Buffer #47F 4, FENLTS5EMNERRRNETRIERT, BE 2-3 %

2) BHERMITEFNELED, #RFZEREIZELD 2 min, RIEEENNRTSEM, BERER, TTURE EHIENEEHRE.

3) B 10-15 {E1EKTRK Wash Buffer #1Ti%%, SRIEFSERMPOAES, IRERTR. DEBTLIAERMEREHFHITIES .

4) {5/ 5-10 {EHHAFRH Elution Buffer J7tit, 7ERIKE, S—PMRARKE—E, 230N, BEIURIEFFEEANENEARER, X
AUEIEAENSRENER.

%
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2.4.2 PEBITHEEAL

Ni IDA Beads 6FF £1E6F/5, AIMAZSMHEMNPRERE RS,

1) BREEPEHFEETFK ZHLETF, SENTEREGIZRSS, A THAO, BMEFZIEERAT, Hies.

2) A 3-5 B ARNEBE FAORAHEES PR,

3) EAZE/D 5 EHKIEFIN Lysis Buffer T &L,

4) FIARFEHERF %, T RWHELINEEEE LA ARRL, U2SBEMFRANRE. tEEFEBIRFNEGE]. X2
FERATL AT REERBANRE, FEEHFSERMER,

5) F Wash Buffer AT, HEIRIMRBOEEI—MEENEL (—RED 10-15 MEER) o F: EFSRMNESEFRPIMNBRIE L
REERAE,

6) FA Elution Buffer RE—% A& MR E RN, —FHEBH, B 5 EHATABRBRMES T, BERBRAIUA—NNISE, Fig 20
ERERRES, ROBFELEERENEHR.

ERSBABRRRERG, S Lysis Buffer ik 3 131477, ABAAORIE 5 BHERR, BA 20% 84k 2 MEHAR, AEBENR
ETF 2-8CRTFo

2.5 SDS-PAGE #&30l
BERALF RETNER (BIERBASD. HARASFERAS) UNRERIARER SDS-PAGE & M4EL 3R,

3. E(ER

HERMEAREPLIRESSHEEN FEE PSSR, FEHITEMERRIE (Cleaning-in-Place, CIP) ,

EIGRR TERESREN LRBISEY), MEEE. BUkKEAMEERS.

EIRRFUKEANER, BERMAESE

o fHF 30%SAEEEE 5-10 MEAKFR, EARATE)IA 15-20 min ATLIAFRILEES Y, SRS, BER 10 EEFFRNEEFKEL.

o FRSEXRSHNBMERFIEAR, BEHER 2 ST, 0, 85 0.1-0.5% EFFESFIN 0.1 M EEEAR, HEMETEIHN 1-2 h,
EEFIRER, FEMER 70%NZEER 5 MEER, UHIRERESH. REMER 10 EEEARNEEFKER.
ERBFERLEENER

M 1.5M NaCl ARE L 10-15 min, AfS, BERAEBEFKER 10 MEHEFR,

4. IERIBE

PERITEEOENANENISNREFAEEEEEAAMNERERE T, SEERTRETANAETX, REENHERET
REY, EEHMIHEEHITREFIBNEMERET, UHBIENEE, FENEEESENERER, RETEREREHITRETF
BN EMEREF.

1) £ 5 EEFIREE FKERER,;

2) {5 {Z4EAF2 100 mM EDTA (pH 8.0)FSB2E F;

3) £/ 10 B AR AR FKERIER;

4) f£F3 0.5 M NaOH 353 5 f&#&F7, £ 10-15 min;

5) EREABFIGEER, BE pH H1%;

6) f£F 3-5 {ZHEAFH 100 mM NiSO, BAEE;

7) £/ 10 {BSFAER AR FKERE;

ERIBEG, AILOIEMER, WARIZEMER, SEHENEZTEENN 20% 284, BT 2-8°C #17.

5. RERBERGE

{RlR& REEZ WERRGE
HFFRESS IEEMEIEE FRERSE 3 H o AR TE LA .
IEEMEIEE MNERPEERNNEGETHL, BN EEFERIERE (0.22 3 0.45um) i
e, WEBOLER.
[ELLY T | HRPESEERENIZER, MKEENEEZEMERE, &R DNase |
(SREE 5 ugiml) , Mg2+ (ZSREE 1 mM) , K ESEE 10-15min,
iR AR BVAEFREERRERAT (NHBEE) mTERsIRREES, BEIGER
Ro
/
%
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HRASHREENER

EOFRERERE, RBELED

AILUBE RMENRBR O LETRTEEENER, SRfEATER
RERFE QAL SR,

RIEEBXMR

RATERM,

BNEOSE SRS, ERRTER
HERT

1275 wash Buffer B9 pH, SERIEBKMRE,

BNEREGTRE, FRBAR TR

F&{E Elution Buffer B9 pH {&, &N Elution Buffer FRBEMSRES,

£/ 10-100 mM EDTA AR R EREF, FNEBIBENEHR,

EQMRER £ 4°C T ITA LRI,
ERBREFRT A I — L R BRI,
FRAD T (EHSHEH) FRRETHIR 150 Wash Buffer #4#3,

FRPEEHMNARBRIIEED

BITIETI pH B, HEKMIRERMARRF M. BREAEMNMALFR (40
BFR, BkE) #—SHERREASD.

ERAETAREREE BEFHEIERE FREBE 4 BHENBETNENEFREREF.
HEZ2HEE ZHRBRFEEDTT %3 Ni IDA Beads, AEEMTS DTT, #iiRA Ni NTA Beads Z& Ni NTA
Beads 6FF,
33F Ni NTA Beads 5% Ni NTA Beads 6FF , 2IXF&{K DTT BREZE 2 mM
LT, REXBEREZE,
EEERERRETR BIEREXR R T,
ERRERE ERRIFENEFRPRINRER, 00.1%89 Triton X-100 =&

Tween-20,

6. TS B REX™ M

o ®HE Hitg
SA003005 5ml
SA003025 25 ml
Ni IDA Beads SA003100 100 ml
SA003500 500 ml
SA00301L 1L
SA00310L 0L
SA052005 5ml
SA052025 25 ml
SA052100 100 ml
Ni IDA Beads 6FF SA052500 500 ml
SA05201L 1L
SA05210L 0L
SA052C11 11 ml
SA052C51 5x1 ml
HisCap IDA 6FF SA052C15 1x5 ml
SA052C55 5x5 ml
SA052CS 3x1 mi+1x5 ml
%
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