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1. Fm4g

Ni NTA Beads 6FF 2 LIS E3THAR 6%IZASHERRCNER, B2iAS NiNTABeads 18R (F@EHRE 1 FrR) , BAMEEIER 1, NiNTA
Beads 6FF (&7 A LIMTS =T ZIB0RFIRHE (MK 2) I, REMENER, JUMEES 0.3 MPa IEH, BRE, AlZ~REES
FILlAMBEELNNL, TUERNRENIRT, RUXENEENg .
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Beadsax#&Beads FF

[ 1. Ni IDABeads, Ni NTA Beads #ll Ni NTA Beads 6FF ¢ 45 REE

£ 1. Ni NTA Beads 6FF =S 4E

mE 313
=954 B E R 6%IRAENE R
e >40 mg 6xHis-tagged protein/ml 77 /5
HEkRIE 45-165 pm
=RAEN 0.3MPa, 3bar
EFR PR & 20%ZEEH) 1xPBS
EERE 4-30C
% 2. Ni NTA Beads 6FF 7t S1&)5
skl ES RE
5mM DTE
1mM DTT
TIRF 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
ey 8 M urea
6 M Gua-HCI
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£ 2. Ni NTA Beads 6FF it It =10 (4R)
i FIFhE RE

2% Triton™ X-100 (nonionic)

2% Tween™ 20 (nonionic)
Ei57 2% NP-40 (nonionic)
2% Cholate (anionic)
1% CHAPS (zwitterionic)
500 mM imidazole
20% ethanol

50% glycerol
HAth 100 mM NazSO4
1.5 M NaCl
1 mM EDTA

60 mM citrate

E RBRPEE LRFEMLU LT, MENNRRETERHE S TR,

2. 4AfLiniz

2.1 ENREES
AIMEA THIESR PR, LARIER CHNEAIIREKERRNEPRER, EXREMSMERM LR, SPRMER, &S pH L8, |
pH Hefit. FARIEEMAFIRIFA 0.22 pm E 0.45 um ISAEIEIE. [EJ9 Ni NTA Beads 6FF ol LI FEAEAMRAKEANAN, &
MAEREEARTE. BREERENR 3. R4 K5,
* 3. ATRAMAS RIS BB AN RE PR RS

B 2.5 [y

Lysis Buffer 1L 50 mM NaH,PO, (7.80 g NaH,PO,-2H,0)
300 mM NaCl  (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£/ NaOH A/RIAT pH £ 8.0, M 0.22 W& 0.45 pm JEEETIE,
Wash Buffer 1L 50 mM NaH,PO, (7.80 g NaH,PO,-2H,0)

300 mM NaCl  (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

£/ NaOH A/RIAT pH £ 8.0, M 0.22 W& 0.45 pm JEEETIE,
Elution Buffer 1L 50 mM NaH:POs (7.80 g NaH,PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH A/ IET pH £ 8.0, M 0.22 =& 0.45 pm BT IR,

& 4. BRAAEBITEEEANABEMRRES, pH B
E=4 08 X [i5hz]
Lysis Buffer 1L 8 M Urea (480.50 g urea)

100 mM NaH2POs (15.60 g NaH,PO4-2H,0)

100 mM Tris-HCI  (15.76 g Tris-HCI)

£/ HCI ARIAT pH = 8.0, 5/ 0.22 =& 0.45 pm B IE,

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

100 mM NaH,PO,s  (15.60 g NaH,PO4-2H,0)

100 mM Tris-HCI  (15.76 g Tris-HCI)

/A HCI A& pH £ 6.3, £/ 0.22 & 0.45 upm IR IS,

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

100 mM NaH,POs (15.60 g NaH2PO4-2H20)

100 mM Tris-HCI (15.76 g Tris-HCI)

M HCIARIAT pH E 4.5, M 0.22 3i#& 0.45 um iEETIR.
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® 5. BRBASBITERQANAREPRNET, KRR

E=fud 4 [5Y2)

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

50 mM NaHoPO;  (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£ NaOH A/ IET pH £ 8.0, M 0.22 =& 0.45 pm BT IR,

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

50 mM NaHoPO;  (7.80 g NaHzPO4-2H,0)

300 mM NaCl  (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

£ NaOH A/ IAT pH £ 8.0, M 0.22 =& 0.45 pm BT IR,

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

50 mM NaHzPO. (7.80 g NaH2PO4-2H0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH 7A/& AT pH &£ 8.0, M 0.22 =& 0.45 pm JEEET I8,

2.2 HmEE

2.21 AEHEERIEINER

1) PREXEECERENEFEA, RIBRAFERIRE, IMAERIRENIESFIE SR AT IE,

2) RIXERG, BEFREBIIEOMNP, 7,000 rpm (7,500xg), Bl 15 min INEEE, AGRBEM: Lysis Buffer=1: 10 (W/V) I
A Lysis Buffer, ITINZREAN 1 mM B PMSF, IMINBREE (TERERN 0.2-0.4 mg/ml, INRFIARTEEMBAS pLysS = pLysE, B
UARIAER) , (FEBAIMAEMWESERIGEF, EFREXMENERSERNES)

3) BRAMKITUEEFZER, MRBBKES, tWAZEMA 10 yg/ml RNase A #1 5 uyg/mi DNase 1) , B4, WBT KL, AEkEBE
TEEEARRR, ZEERENRFEE.

4) BEBENREREBREROES, 10,000 rpm (15,000xg), 4°CECr20-30 min, EX EE, BF Kk E&EA®-20°CIRE.

222 B, BRMMAARSBRATEEER

1) BAERRIEFREBERLOM, 5,000 rpm (3,800%g), Bl 10 min, WEEARFLE, N EEFERFRE EDTA. ASBIEFREHFYE, A
ATEEMAEFER; MEH EDTA. ASRRIMERFIEMER, T Lysis Buffer BATA BEINEF

2) WFAREGKRNLE, FMARRRTUERGEE, EEIEFA Lysis Buffer BTG BEIINEF o

2.2.3 GiRiEEALML (EHERMH)

1) BIEFFREBBEOME, 7,000 rpm (7,500xg), B0 15min YERIK, K &,

2) ¥IBE A Lysis buffer (F& 8 MERE) =1:10 W\V)EREEFERES, IKRBEME.

3) BIRFEREBEROES, 10,000 rpm (15,000xg), 4°CEi) 20-30 min, g EiE, SE2M 3 AUEE—R.
4) RIBEK: Lysis buffer (& 8 M RE) =1:10 (W) ERAERZER,

5) THFHTHIT His IFEER 4, BAZHARESINEK 4. K5

2.3 Ni NTA Beads 6FF By3tid

2.3.1 EHHMEE

1) MAEMBHNENRTE, EATER, INEE4VKGEEFENRES, XATHO,

2) ¥4 Ni NTA Beads 6FF JE&194), ARLARENEERRMAZEENFS (NEIRMERASERN—F) , IATHORTFRPR.
3) IMAEBEAKFRNE, FEEPREENRTE, XA THO,

4) ENIBRENLRE, HRBASENZEEESH, BERRIKT.

5) EIEFHENFAIUEBIMNFERETEE, BRERRNUMNFINE, 4-30CHR1%E

2.3.2 REBIFHEIE
Ni NTA Beads 6FF % 52 AT Tvaifk, RAlt, SRISHPERIEERTNEE, TENE Ni NTA Beads 6FF IHEEHIERIS %,
ERIRIERTHERTERFERR, RIEFAEERSETEMENRAER, 20T

V=1.15mh

%
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V: FRENTBARR mi

1.15: EBRH

r: FEFE cm

h: ZESE cm
AE: FERERAREANRERNFAE, RANRERIRSS2RBERN—%, 5S—FARPR.
1) BEBFKFEBRMERMRSEL, BEFEMRLELTSE, XARREO, FEFRESEE 1-2cm BEEFK.
2) BABREFRR, NOBIERRESEEINBITER, RRBELEFEAANRRTRDSEN~L,
3) WNRFERAMERE, NANEETENMERSBPINFEK, FHESMBRRETRERE, EEERL, BRESRRIHEEF~ESE,
4) FTABRMERESEO, AR, FEHEISENRE T#HIT. RUNIIEPREZERIENTE, AR IBENERLRR, XETBEER
[EXERRZ AR REPE, WAILUBRFRTEANTIEE, NRERIENENTIRIR, AIURIRAMERRNEAME, XEFEHAIUEE
—MRIFHEIENR. (IR ERENEEERT, FEBIRARIENEN 75%) SHREERER, ERENEFTRETELE L
3 EHRATRNEEF K i EHEEREE,
5) XHIR, XHABHELD.
6) INREAEREE, ERfEERSE, BHEERETERET.
7) BHmBBERFTFEMCHNERSER. AFEERHENS IS, SRS EL.
8) RIHIFMNEMTERERKBIERSGT, FIETE. MRFE I UEMAE IS,

2.4 HRANRE

2.4.1 WEEEAKL

1) RIBAVAERE, BUEE Ni NTA Beads 6FF fIANBLGER, 1000 rpm B0 1 min, kF LiE; WAIMAEAEH, RTERPR.
2) EEOERIMN 5 ETBETIN Lysis Buffer i&35%B, 1000 rpm .0 1 min, RELE; ERELHE, WEEEEHETER, B
EE IR Lysis Buffer; EERKRLE,

3) A&, HABLERENEE, 4CIRFHS 2-4 h H#E 37°CIEE 30 min-2 h,

4) BELRE, 1000 rpm Bilx 1 min, RELE, FTEBENR, EERBEANRE, BTEXETE,

5) A5 fZARIAFIR Wash Buffer ;&8 BR, 1000 rpm Bl 1 min EARETE, ABEE CEEFREREINR) , EE 35K, &
ERENEIRFEOE, VENT LUFREKM A REHRITRR,

6) BN 3-5 fZiH{AFI8Y Elution Buffer 31T, Z=EME 10-15 min, 1000 rpm B0y 1 min REHEBERE%RRKR, TTEE 2-3 Ko
2.4.2 EHHEZEAKL

1) FEIEIFHY Ni NTA Beads 6FF E 111 5 S1H&F3 Lysis Buffer #1774, FENLTS5EMNERRRNERIERT, BE 2-3 %,
2) BERMITEFNEIEF, HREREEEIZELD 2 min, FIEBESNNRZESEMR, WERHR, TURE EEEMEEME,

3) B 10-15 {EHEKTRH Wash Buffer #1Ti%%, SRIEFSERMPOAES, IKERTR. VBT LIAERMEREFHITES.

4) M 5-10 {EHHAFRH Elution Buffer J7tii, 7ERIKE, S—PMRARKE—E, 230N, BEIURIEFFEEANENEARMER, X
RS4RI SRENER.

2.4.3 PEREEAK

Ni NTA Beads 6FF 3£EiFf5, RILUAESMEMNAEEEIERS.

1) BREBPIFREEF K. ERELEF, BEMDEZREGIZRLAD, A THA, FMERBIGERSD, HiES.

2) A 3-5 fER AN EBE F AR EEE SR,

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

4) FIARFEHERF L, T RWHELINEEEE LA ARRL, h2SBEMERANKRE. tEEFEBIRFNEGE]. X2
FERAREAREERRANRE, FERHFRERMER,

5) F Wash Buffer AT, BEIRIMRBOEEI—MEENEL (—BED 10-15 MEER) o, JF: EFSRMNSESEFRPIMNBRIE L
REERAE,

6) A Elution Buffer RA—%AREMRE L. —FRilit, B 5 SRATAREMEB T BERRTUA—NWEE, 53020
ERERRES, ROBFELEERENEHR.

ERSBABRRRERG, S Lysis Buffer ik 3 131477, ABAAORE 5 ZHERR, BA 20%ZE4 % 2 MR, REENE
EF 2-8CI1R7%

2.5 SDS-PAGE &l

BERAKT RBINER (BIERHASD. KRADTLERASD) UNEIEHEZER SDS-PAGE M4 L3R,

%
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3. ENLFER

YHIEREAREPRIRESSHEEL LEHIARANSRE, FEHITEMBRME (Cleaning-in-Place, CIP) o
BIIRER TEIREAMRER EIARBRNSRY, WEER. BKEANEEES.

ERBIKGESHER, BERMES

o M 30%REEEEIL 5-10 MLATR, 1FALAEIJY 15-20 min AIAERRMEETSRY), RS, BEER 10 EEERNEB FKER.
o FERASHRSTINRIESHILAR, BIER 2 EEER, fIi0, 88 0.1-0.5% FFFEISHIR 0.1 M BEEIAR, HEAEIEN 1-2 h,
EEFIRIEE, FTEER 70%NZEER 5 MEFR, UHREREST. REER 10 EEFRNEEFKER.

ERBFEREEHER

R 1.5 M NaCl 3 ZRE S 10-15 mino AfE, BEAEBEFKBER 10 MEFR,

4. IHEIB4E

ARRITEEOQFNAMENENREEFARELRESERNENERESF. SENEAIRETLNGETR, NEENNERET
e, FEHTHERSFTRBFRBENEREREF, UUENBLE, HENREESGENEMER, RRTHRFEREHITREF

HEMEFERE S

1) £ 5 ERAEREB FKERENR,;

2) {EF 5 {Z1E{ATH 100 mM EDTA (pH 8.0)RI5EREF;
3) fEH 10 BEERERFAGELER,

4) f/ 0.5 M NaOH ;&3 5 f&#HAF7, =% 10-15 min;
5) EREEFKEMER, HE pH i,

6) fEM 3-5 fZHHAFR 100 mM NiSO, BAIER;

7) R 10 ERAREBFKER;

EHBERE, ATMIEMER, MAZEMER, FERENEFZTEARN 20%28EH, BF 4-30CHR7Fo

5. RERBRE R

imER FREASH WEBRER
HFREDTS HRHIEE FRIBE 3 B I HERTEALE .
NRBPEERNNEGTR, B EERIEREE (0.22 3 0.45um) i
I, REBOER.
¥ G AT HRPEEERENZE, KN EEZERE, &N DNase |
(ZRE 5 ugiml) , Mg?* (ZZRE 1 mM) , KEMBEF 10-15 mino
E R BNBEFREEARERT HHE) AkERsIERELS, BEREBER
%,
SEASPEERNEH EAARERERE, JEELEF AILUES Bk N NBR S LETRESEENER, GREERRER

REREEQNALER.

RIABXIE RFER M
BEMERLESLLIRES, ERRTSEH | 185 wash Buffer B pH, SEFEKMIRE,
HRERT
EOMER £ 4 C TR ITHLIRIE,
AR EERT A I — L 2R B BRI,
BRANTLE (BFEZMER) FRRETIIR #0 Wash Buffer 443,

FRPEEHMNARBRIIEERD

BT AT pH B, HERMIRERMARRF M. BREAEMNALFR (0
BFRIR, BkE) #—SAERREAS.

EHAETARTREE EEFREIRNE RIRE 4 BOBERBETNENERERS T
HHEMEE ZHRPEHE DTT XF Ni IDA Beads, FHEMS DTT, iR Ni NTA Beads 3& Ni NTA
Beads 6FF,
XFF NiNTA Beads 3#& Ni NTA Beads 6FF, Ei{[&{E DTT BOREZE 2mM
UT, ERBREZE,
IHSREPEARETIR BREREXS 4CTF#ITEH,
BEHRERSE EF SMAENERRPRINBER, 400.1%H) Triton X-100 &

Tween-20,

%
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6. ITME R RtEX~Mm

& 5HS g
SA004005 5ml
SA004025 25 ml
Ni NTA Beads SA004100 100 ml
SA004500 500 ml
SA00401L 1L
SA00410L 0L
HisPur Ni NTA Kit SA004K03 3R
SA005005 5ml
SA005025 25 ml
SA005100 100 ml
Ni NTA Beads 6FF SA005500 500 ml
SA00501L 1L
SA00510L 0L
SA005C11 11 ml
SA005C51 5x1 ml
HisCap 6FF SA005C15 1x5 ml
SA005C55 5x5 ml
SA005CS 3x1 mi+1x5 ml
%
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