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1. FmiTe

Ni NTA Beads HF 2— MR EE N EBBFEMEN (IMAC) NE, ZAEIEEFEMNN BF (FREMIE 1 FrR) , EFEER
# 1o Ni NTA Beads HF =X ERTHIRFLAN BRI EZAR EIHILSYMMER) HEH LENASBRITICER. EUMUERE EDTAK
DTT HER T#HITEMNEASMNA N, ZNEEEEBNATEMRARFRARAZANAL, MARLERMEES, GERENEN
ERAEE. Ni NTABeads HF BRENADRAN, ERTFI ZERYMKRERENE HEMHF.

HisCap HF 2—Mh[EFfiZEsE, & 1 ml # 5 ml FFIAEROTREEHE, S58B4 1 mI F1 5 ml Ni NTA Beads HF, 5 5 AR SZ&EMEHN
. MEFEBIRERED, TJLEERRUNSEFEEERSA, WAKTASE, HEEFIRE

COQ~
- at COO .
v{ —APRE— Nl NP Hz0
‘\
COO~ H-0
1. Ni NTA Beads HF (0 F 41 REE
& 1. HisCap HF =@ 48E
e TEiE
R IR IR A FE IR
BrH= 12-18 umol Ni2*/ml /TR
KRR 85-95 um
RREN 0.3 MPa, 3 bar
piiis. 4 =600 cm/h
EFEE AR 20% 282 (2%ZFPEFENE)
EFRE 2-8C
*: BHE 50x500 mm, 15 25 cm, 25CEBEFIKIE 0.3 MPa B TR,
% 2. HisCap HF i#FIiS21E5%
EsilkEES RE
5mM DTE
1mM DTT
EEF 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
- 8 M urea
6 M Gua-HCI
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& 2. HisCap HF IHFIMS=1ER (43R)

pasikiES RE
2% Triton™ X-100 (nonionic)

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

20% ethanol

50% glycerol

,J’H}% 100 mM Na2804
1.5 M NaCl
1 mM EDTA

60 mM citrate

A MRBABRPEE LRFEL LT, NENOMREERESH - TR

2. ALiniz

2.1 FHRRES
AIEA TIIEREE PR, LAiRIEECNERAMIREERENEPIRER, BEXNFREMISMERL LR, SPRMER, &S pH L8, |
pH %Bt. FARECERRIRITA 0.22 uym & 0.45 um JBEEE IS, E9 HisCap HF AL B F e AR AMERAREMAL, Mmirs AR
FEANEARE. BAFEEERENR 3. T4 FK5,
K 3. AEMASMTEE LMK RS PRRES

E=4 0 1% [5hz)

Lysis Buffer 1L 50 mM NaHzPOs (7.80 g NaH2PO4-2H.0)
300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£/ NaOH A/RIAT pH £ 8.0, fF/H 0.22 W& 0.45 pm JEEETIE,
Wash Buffer 1L 50 mM NaH,POs (7.80 g NaH,PO4-2H,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 50 mM NaH2POs (7.80 g NaH2PO4-2H,0)

300 mM NaCl  (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)
£ NaOH 7A/R AT pH & 8.0, M 0.22 & 0.45 pm JEEET I8,

x4, BRAASRTEEOAMRBREPRKRES, pHEBRAR
B 2.5 [y
Lysis Buffer 1L 8 MUrea (480.50 g urea)

100 mM NaH2PO4  (15.60 g NaH2P0O4:-2H20)

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

{5/ HCI ARIAT pH = 8.0, 5/ 0.22 =& 0.45 pm BRI IS,

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

100 mM NaH2PO4  (15.60 g NaH2P04-2H20)

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

{5/ HCIARIAT pH £ 6.3, /A 0.22 =& 0.45 pm B IE,

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

100 mM NaH2PO4 (15.60 g NaH2PO4-2H20)

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

i HCI SAIEY pH E 4.5, £/ 0.22 & 0.45 pm JEAET IR,

%
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® 5. BRBASBITERQANAREPRNET, KRR

E=tud 4 E75

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

50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

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 MUrea (480.50 g urea )

50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

300 mM NaCl  (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

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

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

50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

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 I8,

2.2 HmEE

2.21 AEHEERIEINER

1) HEXBEFIIEFED, RIBSEERIRAE, MAERIRENIESTIASEMEE,

2) JAERE, BEFREBIEOFS, 7,000 rpm (7,500xg) , By 15 min EEE, RAERBEE: Lysis Buffer=1: 10 (W/V)
PO Lysis Buffer, JINEKER 1 mM B9 PMSF, TINAEE (TIEKRERN 0.2-0.4 mg/ml, MRFENEEHMAEAE pLysS I pLysE,
AILARINAERS) , (ARBAMARMERERIDER, EFEEZMENERSNTENESR) -

3) BEMUESZRER (NBERRES, BalZEMA 10 ug/ml RNase A #1 5 ug/ml DNase 1) , JBA, BEBTF kL, AEKEBER
B4R, ERRESFREES.

4) BEBNWHEREBERELOED, 10,000 rpm (15,000%g) , 4CE 20-30 mine B i, BEF Ak E&AZ-20CHRE

222 B, BRMMAARSBRATEEER

1) BARIEFREBEE LM, 5000 rpm (3,800xg) , B 10 min, WEEAKS LS, W LEEFRE EDTA. ARBAMEFRENEFYR,
BIRTEHEIMAEFER; MEHE EDTA. ASBRMNERFIFNE, T Lysis Buffer BATA BEIMNEF

2) WFREAHRMNLE, FMNRBIZTUERES, EEEFA Lysis Buffer B4 BEIMAEF .

2.2.3 GiRiEEALML (EHERMH)

1) BEFREBIIEOFS, 7,000 rpm (7,500%g) , Bl 15 min INEE1R, £ L&,

2) REREK: Lysis buffer (RE 8MFRE) =1:10 (W) BEFEZEICES, HKABERE,

3) BWHEREEEEROER, 10,000 rpm (15,000%g) , 4°CEr 20-30 min, g EE, B2 M3 ATUEE—R,
4) FREBEK: Lysis buffer (& 8M RRE) =1:10 (W) FEIRAFEFER,

5) TMEMATHIT His iEEQ4AML, BEFREHREAINEK 4. K5

2.3 Hmatk

HisCap HF 2— B THRSRITEEQAUNTERES~ R, TUBRSHENNSDRESE RS,

1) BREEFEHEEFK. ZELEF, BEMBEEZEQERSAT. BN TA, FMEREIGERST, Hiek.

2) A 3-5 ERARNEAB R EHEEE PR,

3) ERAZED 5 EFRETRN Lysis Buffer F#i@igE, 1 ml FEZEFEERE 1 mimin, 5 ml FEEETEERIRS 5 mi/min,

4) FIFAHERRSFRIF LR,

7 HREREIGINEREE EEEREL, BRSREMIRANRE. IHEFREBIRFHNESEN. XEMNERETRBATEEER
RAMRE, FEHESREHEER.,

5) F Wash Buffer %ttt F, BHEILIMRBOARI—MEENEL (—RED 10-15 MEERR) o 3 EFRINESEFRPIMNBEMRT L
REERAE,

6) F3 Elution Buffer RE—F B SR E R, —F %A, BE 5 SHATRABRRMER T, JUA—N\EE, Fi0 20 EiE
REEZ, KPBARLEERENEARK.

%
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7) HORGER 3 EHEFTRE Lysis Buffer 71 5 (S ATRNABE FKTHEIEY, REHEA 5 BEREARNEEENRTE, ARREFE 20%890E

FEARS, BEF 2-8C, BHILERRAEISH.

2.4 SDS-PAGE #&30

BERGL - RBINER (BIEREAS. BARADTEMESD) UKRFREHERER SDS-PAGE ML L MR,

3. ELFER

YHIERMEAREPRIRESSHEEL LEHIARANSRE, FEHITEMBRME (Cleaning-in-Place, CIP) o
BIIRE TEIREAMER EIARBRNSRY, WEER. BKEANEEES.

EFBIKGEEIER, BERMES

B 30%FFREEE M 5-10 MEATR, HAETIE A 15-20 min RAILUERRILETSRY), AR, BEA 10 EEARNEBFKER. ©F
LSRR SA RS TINBRMSRMEAR, BIER 2 FEER. 0, 28 0.1-0.5% FFFESTA 0.1 M BEOAR, HEAtAdEH 1-2
ho TR, FEMFRA 70%MZEE% 5 MIAER, UMKRERESH. REFER 10 FEFRNEBFKER.

ERBFEREEHER

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

4. IHEI B4

ARRITEEOQFNALENFENREFARELRESERNENERESF. SENERAIRETPLNGEE%, NEENNERET
£, FEHITHEMHITEBFIBNERERS T, UR2ENBLE. BENEETAENEMER, BRTEREREHITRS T

HBMNEFERE T

1) £/ 5 EFEFIREBFKERER;

2) fE£F8 5 f3+1{4F2 100 mM EDTA (pH 8.0) RISZSREF;
3) M 10 EHATRREB FKELIEN;

4) {£F 0.5 M NaOH &% 5 fZ#&F3, =8 10-15 min;
5) M 10 ERAREBFKETER,

6) f#F 3-5 fZH{ATR 100 mM NiSO, AR

7) fER 10 ERAREBFKER;

EHBERR, AILIIEMER, MALZEMER, FEREHEZTERRNEFEESED, BT 2-8CHFR %o

5. RERBERGE

{RIRE RRESHR WHERRER
HFRETS HEHRIEE RIS 3 E o I HAERITIE OIS S,
HBBRPEERNEGETAN, BN EERERIEE (0.22 5 0.45 um) 8
I, REBOER.
¥ G AT HRPEEERENIZER, MK EEZERIE, &R DNase |
(IRE 5 pug/ml) , Mg (ZRE 1 mM) , K EME 10-15 min,
PR BENAFSEEARERN (WHKZE) TERSIERERS, RERIER
%,
ERASPEERNES EAARERERE, BEELEF AILUES Bk NNER AN LETRESEENER, SRFEATER
BEREE QA A,
RIABAIE RUREEM, EREOREFAEIER,
BENEHLE ALK, EART B | 125 Wash Buffer 9 pH, &EEBKMERE,
HETERT

BNEREGTRE, FRZAR TR

F&{F Elution Buffer B9 pH {8, &L H0 Elution Buffer FRBRMERES,

£/ 10-100 mM EDTA ARFBREF, ANBIENER.

EOMER

£ 4 C TR ITHLIRE

ERBREFRT A I — L R BRI,

%
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FRAD T (EHSHER)

FRBRETIR

10 Wash Buffer {&F13,

FRPEEHMNARBRIIEERD

BT AT pH B, HEKMIRERMARRF M. BREAEMBMALFR (0
BFXIR, Bk #—SHURBREAS.

ERFETARTREE REFREIRAE BRE 4 B ENBEPNENENRERE T
HREMBE EHRPEFTERR SER 2, BHRRERFIRE, HELAR-RELE,
ERSIERERRETE BRIEREXS 4CTF#T L

BERRERE EHRMMANERRFPRMIBEN, 40 0.1%H Triton X-100 FFH

Tween-20,

6. TS B RER™m

2R "E g
SA004005 5ml
SA004025 25 ml
Ni NTA Boads SA004100 100 ml
SA004500 500 ml
SA00401L 1L
SA00410L 10L
HisPur Ni NTA Kit SA004K03 3R
SA005005 5ml
SA005025 25 ml
SA005100 100 ml
Ni NTA Beads 6FF SA005500 500 ml
SA00501L 1L
SA00510L 10L
SA005C11 1x1 ml
SA005C51 5x1 ml
HisCap 6FF SA005C15 1x5 ml
SA005C55 5x5 ml
SA005CS 3x1 mi+1x5 ml
SA101005 5ml
SA101025 25 ml
SA101100 100 ml
Ni NTA Beads HF
SA101500 500 ml
SA10101L 1L
SA10110L 10L
SA101C11 1x1 ml
SA101C51 5x1 ml
HisCap HF SA101C15 1x5 ml
SA101C55 5x5 ml
SA101CS 3x1 ml+1x5 ml
%
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