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1. FmiTe

Ni NTA Beads HF 2— MR EE N EBBFEMEN (IMAC) NE, ZAEIEEFEMNN BF (FREMIE 1 FrR) , EFEER
# 1, Ni NTA Beads HF 2= NIEMIREERERIRER, BEALZUURSESNREFIREESNLEREY, IZRTEYRZANE
MIETHEEARMZH®ND B4,

HiSelect Ni HF 2—Ffhrh[EfiZEE, 12 4.7 ml 89 Ni NTA Beads HF /1. REREYMHRRERRGEHNR, F5EWHFHEER, &
EWLEEEL, PLERIPRGEE, FEGE ENESLRAEENRR,. MEFEESREED, TUERESRUNSETREBIERS,
MAKTA &, HEEF R

K\\ Py
o //////
COO~ H-0
1. Ni NTA Beads HF (&R EE
£ 1. HiSelect Ni HF 7= & 144E
iE 18E
L350 IR IR B FE R ER
BFH= 20-30 pmol Niz*/ml /T /&
KRR 85-95 um
RKEH 0.3 MPa, 3 bar
TRER <600 cm/h
EFEE AR 20% 282 (2%ZFPEFENE)
EFRE 2-8C
HRY (RRxEE) 0.77x10 cm

*. B 50x500 mm, S 25 cm, 25CEBFKIE 0.3 MPa BYAIL MR IR,

£ 2. HiSelect Ni HF i FIfid & 1&.5%

EsilkEES RE
5mM DTE
1mM DTT
TIRF 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
- 8 M urea
6 M Gua-HCI

%
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% 2. HiSelect Ni HF I{FISZER (42K)
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 B, FARIEFRRIRIFA 0.22 um 37 0.45 um JEREE IS, A7 HiSelect Ni HF Al LI FrIAE BMERGERNANL, WHS
ERMREARRAE. BEAEEERENKR 3. T4 K5,
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,

= 4. BRBASBITEEOALABEMRRES, pH B
B Ly [i5b)
Lysis Buffer 1L 8 MUrea (480.50 g urea)

100 mM NaH2PO4 (15.60 g NaH2P04-2H20)

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. BRAARMITEERAMREE RN, KRBTSR

B ¥ [0

Lysis Buffer 1L 8 MUrea (480.50 g urea)
50 mM NaH2PO4 (7.80 g NaH2PO4-2H20)
300 mM NaCl  (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£/ NaOH A& IAT pH £ 8.0, M 0.22 W& 0.45 pm FEEET IS,
Wash Buffer 1L 8 M Urea (480.50 g urea )

50 mM NaH2PO4 (7.80 g NaH2P0O4-2H20)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

£/ NaOH A& IAT pH £ 8.0, M 0.22 W& 0.45 pm FEEET IS,
Elution Buffer 1L 8 M Urea (480.50 g urea)

50 mM NaH2PO4 (7.80 g NaH2P0O4-2H20)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)
£/ NaOH A& IAT pH £ 8.0, fF/H 0.22 W& 0.45 pm FEEET IS,

2.2 HmEE

2.21 AEHBHRENER

1) HEXBEFIIEFED, RIBSEERIRAE, MAERIRENIESTIESENEE,

2) /RERGE, BIEFREBIELOMFF, 7,000 rpm (7,500xg) , &y 15 min EER, RAEKEEM: Lysis Buffer=1: 10 (W/V)
B0 Lysis Buffer, JIAZSKERN 1 mM B9 PMSF, TINAEE (TERERN 0.2-0.4 mg/ml, MRFENBEEHMEEAS pLysS X pLysE,
AILARIAERS) , (ARBAMARMEREIDER, EFEEZMENERSNTENESR) -

3) BRI ESFENR WRERKES, tLEIZEIMA 10 uyg/ml RNase A #1 5 ug/ml DNase |) , B4, MEBF KL, SABEKLBER
R, ERRESFREES,

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

222 BE. RENMIAAMSBRETEEER

1) BAREFREZEEOMN, 5000 rpm (3,800xg) , B 10 min, WERKES LS, NEETRS EDTA. ARBMTRENZEYRE,
BN EEMARFER,; 8%HF EDTA. ASRMEFEFIEMR, FH Lysis Buffer BATA BEIMANETF,

2) MFASEHRNEE, BNNGRETERERS, EAXEHA Lysis Buffer EfEA SEMNEF

2.2.3 GiRiEEALML (EHERMH)

1) BIEFREBBIEOMERF, 7,000 rpm (7,500xg) , B 15 min WEETR, K&,

2) RIEEK: Lysis buffer (F& 8MRE) =1:10 (W) BEESFEICES, ICABEREE.

3) BREEREBEEOED, 10,000 rpm (15,000xg) , 4°CEL 20-30 min, g H5E, HE2 M 3 TUEE—R,
4) ¥EBEE: Lysis buffer (& 8M RE) =1:10 (W) BFEREEZER,

5) TR THIT His iiEEAL4L, AEEHIREANEK 4. K5

2.3 Fmatt
HiSelect Ni HF 2— B TSRS EQANMNTERE~ R, FTURSHEMNDRERE RS,

1) BREEFIHEBF K. SELETF, BEMREEZEGQERSD, BIIATA, BMERRIEERAT, Hiek

2) A 3-5 ERAERNEB FKREHTEEE PR,

3) ERAZEL 5 EHKETRR Lysis Buffer SEE @B I1EH,

4) PR RRSE RIF LR,

F HSERLERG NGRS LA ATRRL, HRSHEMRANRE. IHEFREBIRFNERIEN. AEMNEREATIHATEEER
RAMRE, FEHESREHEER,

5) F Wash Buffer AT, BRIKMRBGEREI—MEENEL (—RZED 10-15 MEETR) o E: EFSRMNSESEFRPIMNBRIE L
REERAE,

6) F3 Elution Buffer RE—F Bt SRR E SRR, —F %A, BE 5 S ATRABRRMER T, JUA—N\EE, Fi0 20 EiE
MRFEZ, KNERELEERENEAR,

7) RORFER 3 fEHEATRAM Lysis Buffer #1 5 fSHHATIMNE B F A FEER, REBA 5 SREATRNMEES HRTE, RSFREE 20%89E
FERKRD, BF 2-8C, BHILERRAESH.

Y
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2.4 SDS-PAGE &

RERAY-RFINER (BEREASD. HRASFEBRES) UNRRKFRER SDS-PAGE N R,

3. ENLFER

HIEREATRPRIRESSHEER LEHIARRSRE, SEHTEMBRRME (Cleaning-in-Place, CIP) o
BRI TEIRERRIER LIABRERY, WEEA. BKEANEEADF.

EMSREKGESHER, IBERMAES

B 30%=REEE N 5-10 NMEAFR, HERETIEZ 15-20 min ATLERRILETS RN, RS, BEA 10 ERATRNEBFKER. B
LOERERSA ASHINBMEREMEAR, FREN 2 FEEIR fli, 5 0.1-0.5% FEBFESHIN 0.1 M BEERAWR, #RAdATE 1-2
ho XSHINEE, FEMERA 70%MZEER 5 MEER, UHRERESH. &EHER 10 FRERNEEFKER.

ERBFERES

=]

£/ 1.5 M NaCl 3ZREHE 10-15 mino A5, BEAEEFKER 10 MEER,

4. IHEBE

HEMITEEQFRNAMERENREEF AR EEEEAERNENEREF. JENEAIRTPLANGET %, NEENAEHET
e, FEHITHARHITREFIENENERE T, UMESENBE, BENERESENENIER, RETEREREHITREF

HBEMEFERETF

1) R 5 BHFIREEFAERER;

2) fE/ 5 fZ1E4%2 100 mM EDTA (pH 8.0) RIZERETF;
3) fEM 10 FRAREBFKETER,

4) {£F 0.5 M NaOH &7 5 f51E4F1, =88 10-15 min;
5) £/ 10 ERAREBFKERER,

6) fEM 3-5 fZHE{AFR 100 mM NiSO, BAIER;

7) fER 10 BERAREBEFKER,;

ERBERE, ALGIEMER, WAILEMER, FERENSITERRNMEERNERT, BT 2-8CR7F.

5. [EIREKRRG R

imER FRRAZH WERRAR
HFREDTS HRHIEE FRIBEE 3 W IHERBHITIEALE .
NRBPEERINNEIGTR, BRI EEAERERE (0.22 5045 um) &
g, REBOER.
B R KR HRFESEERENZER, MK EEZERE, & FN DNase |
(BRE 5 ugiml) , Mg?* (ZRE 1 mM) , 7k EIFE 10-15 min,
E RN BNBEFREEARERT (MHBE) AR5 IERELS, BEREER
%,
HBESPEERNEH BEAAREREEE, SBEELEF AILUES Bk NNER I LEF RS SEENER, RREATER
BEREEANGLAR.
RIABXIE A RIAE MY, ERHEREGCENER.
BEMNEELEARES, BRSPS BN | 125 Wash Buffer B pH, SEREKMRE,
HETFRT
BMERLEEER, RAEZ KB TR | BE{X Elution Buffer B pH &, Z{E 1N Elution Buffer FRBKMSRE

£/ 10-100 mM EDTA BRFIBREF, FNBIENER.

EQMRER

£ 4 C T ITALERIF

ERBR AT A I — LR B 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.

ERETARERAE RETRESWRIE BB E 4 BMERBEPHENERERE S
HEZ2MEE EHRPEEEREREF SEK 2, BHRRERFIRE, NEXER-HEZE,
I ERERRETRE BRIEREXS 4°CT#IT LR,
ERRERE EERMFAENEHRRPFMBEN, 0 0.1%H9 Triton X-100 FHFH
Tween-20,
6. iTHE R MR~ M
B 5s g
HiSelect Ni HF SA101C47 1x4.7 ml
HiPur Ni HF SA101C20 1x20 ml
7,
%
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