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HiPur Ni 6FF

BR

(T 1 RO OPPPRPPPRPRRR 1
By S PPRP PR 2
T L =5 SOOI 3
A BB e L 3
B B R L R TT B oo 4
B, T S B T B R E T e 4

1. EF@mN4AE

Ni NTA Beads 6FF 2 UEERELH 6%IRMEE SR AR, BAS NiNTABeads #8E (FREMME 1 FR), EEMEEIRE 1. NiNTA
Beads 6FF BT Al TS A ZIMAFIRMG (W& 2) 7, REMENER, IMEHRES 0.3 MPa M, BRE, Atiz=RaI BT
Tl AMIRELL, AJUEEMRSHRET, S ENERMLL.

HiPur Ni 6FF 2—Feh[EFiZEiE, 1H3E 20 ml 89 Ni NTA Beads 6FF /75, HEREYERERREFN, R5EMDFHEER. 8
FAREEL, PHIEFIPRAHEE, RS ENESLRTHENRE, FEFAEERERED, TEEARUNERPEGERS, 0
AKTAZE, AEEFEE

% 1. HiPur Ni 6FF =R 8

me nE
S 20 ml
R B E B 6%IRAETE R
E3< >40 mg 6xHis-tagged protein/ml 77/&
EES 45-165 pm
mE 0.3 MPa, 3 bar
HRY (AExEE) 1.6x10 cm
EFE AR & 20%ZEEH) 1xPBS
EFaE 2-8°C
£ 2. HiPur Ni 6FF it 1857
EsilECES RE
5mMDTE
1mMDTT
EEF 20 mM B-mercaptoethanol
5mM TCEP
10 mM reduced glutathione
8 M urea
EHEA) 6 M Gua-HClI

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
Hith 100 mM NazSO4
1.5 M NaCl
1 mM EDTA
60 mM citrate
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2. ALiniE

2.1 EHERES

AER TIHEEE SR, tLAREACHERIBREETRANE DRIER, BEXREMSEBKM L, SRR, &S pH £, |
pH %tlit. S PREFERANRGA 0.22 um & 0.45 pm JEREIE 8, F HiPur 6FF AT AT R AZE BN ERGEEHNAKL, miAER
FEDEARE. BFRBEAENE 3. K4HKS5

3. AAMAEMITEE AR RS

B %17 [5vs

50 mM NaH2PO4 (7.80 g NaH,PO4-2H20)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

{5 NaOH AR IAT pH £ 8.0, £/ 0.22 & 0.45 um 7S,

Lysis Buffer 1L

Wash Buffer 1L 50 mM NaH2PO; (7.80 g NaH,PO4-2H.0)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

5/ NaOH A% 3A¥ pH £ 8.0, £/ 0.22 & 0.45 uym IR IS,

1L 50 mM NaH2PO, (7.80 g NaH,PO,-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

{5 NaOH A& IAT pH & 8.0, £ 0.22 3%#E 0.45 um TS,

Elution Buffer

® 4. BRBASBITEREQANAREPRNET, pHRBRSR

B &1 B275

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

100 mM NaH2PO4 (15.60 g NaH,PO4-2H,0)

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

5 HCI /AR AT pH = 8.0, A 0.22 34#& 0.45 pm RIS,

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

100 mM NaH2PO4 (15.60 g NaH;PO4-2H20)

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

{5 HCIARIAT pH £ 6.3, fF/ 0.22 3#& 0.45 pm TS,

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

100 mM NaH2P0O4 (15.60 g NaH2PO4-2H,0)

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

5 HCI /AR AT pH £ 4.5, M 0.22 34#& 0.45 pm RIS,

* 5. SR ASRITEERANREPRNET, KRS

B %17 [5vs

8 M Urea (480.50 g Urea)

50 mM NaH2PO4 (7.80 g NaH,PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

{5 NaOH A& IAT pH £ 8.0, £ 0.22 ¥ 0.45 um TS,

Lysis Buffer 1L

Wash Buffer 1L 8MUrea (480.50 g Urea )

50 mM NaH2PO4 (7.80 g NaH2PQ4-2H20)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

5/ NaOH 737 3A¥ pH = 8.0, £/ 0.22 & 0.45 uym IR,

1L 8 M Urea (480.50 g Urea)

50 mM NaH2PO4 (7.80 g NaH.PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

5/ NaOH 737 3A¥ pH = 8.0, £/ 0.22 & 0.45 uym IR,

Elution Buffer

2.2 S

221 AERBERIANER
1) PRERBERRIESRE D, RIBHEFERIRE, MAERIRENES A SER AT E,
2) RIXERG, BIERFREBIEOMF, 7,000 rpm (7,500%g), By 15 min WWEEIK, SASRIBEIE: Lysis Buffer=1: 10 (W/V)
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B0 Lysis Buffer, JIAZSKRERN 1 mM B9 PMSF, TINAEE (TERERN 0.2-0.4 mg/ml, MIRFTENBEEHMEEAS plysS X pLysE,

AIUARINAEE), (RNamMAEMZEEENGT, EFeEmENERSERNES).

3) BRMTERZER MNRERRES, tWAEEIMN 10 yg/m RNase A #1 5 ug/ml DNase 1), B84, BWBFk L, ARGk EBER
B4, ERRESFRFES,

4) BEBNHWEREBRESOER, 10,000 rpm (15,000xg) , 4 CE 20-30 mine B _EiE, BEF Kk E&AZ-20CHRE

222 8. BRHMMIAMSBRATEEER

1) BERIEFREBER LM, 5000 rpm (3,800xg), B 10 min, WEEEFRFLE, WM EBEPFE EDTA. HRBMEFREHEYR,
BIRTEEIMAEFER; MEHE EDTA. ASBRMNERFIFME, T Lysis Buffer BATA BEIMANEF

2) WFAREBAHRNLE, FMANRRBUERGES, EEXFER Lysis Buffer BT/ BEIINEF

2.2.3 SiREEALML(EERM)

1) BEFREBEEOMF, 7,000 rpm (7,500%g) , By 15 min WWEEIE, &K L&,

2) #REBEIA: Lysis buffer (R& 8 MERE) =1: 10 (W) BEEEFEICES, ICABEREE.

3) BEREBEELOES, 10,000 rpm (15,000xg) , 4 CEiLr 20-30 min, HiE EiE, $E 2 3 AIUEE—R.
4) FREBEK: Lysis buffer (&8 M RRE) =1: 10 (W/V) BERERZER,

5) THEHTHIT His IFEER 4, BAZHRESINEK 4. K5

2.3 Fmiifk

HiPur Ni 6FF 82— B TASRITEEQAUNTERE~ R, TURASHERNTRERE RS,

1) BREEFEHEEFK. ZELEF, BEMBEEZEQERSAT, BIIATA, FMEREIGERST, Hiek.

2) A 3-5 ERAERNEB FKREHTEEE PR,

3) EAZED 5 FHEKRETIN Lysis Buffer &g,

4) FIFAERRSFRIF LR,

F HSERLERG NGRS LA ATRRL, HRSHEMRANRE. EIHEFREBIRFHNERIEN. AEMNERATRIHATEEER
RAMRE, FEHESREHEER,

5) FA Wash Buffer #3itF, BHEIRIMRBGASI—MEENEL (—RED 10-15 MEHER), 7E: EERMEESERRPINNBKME L
REERAE,

6) F3 Elution Buffer RE—F B SRR E SRR, —F %A, BE 5 S ATRABRRMER T, JUA—N\EE, 5020 EiE
REEZ, KPBARLEERENEARK.

7) fRORBER 3 fEHEATAN Lysis Buffer 7 5 S AN A B FKTEHER, REBER 5 BIHEAINNE 20% 28K 1xPBS i, AGEM
EHEBT 2-8°CR1E, BHILEEMEARSE,

2.4 SDS-PAGE #&:0
BERANF RETNER (BIERBASD. ARASFIERAS) UNRERIEARRER SDS-PAGE & MAEL 3R,

3. EiB%®

HERMEAREPLIRETSHEEN FEEIMEERSEN, FEHITEMERRIE (Cleaning-in-Place, CIP) ,

BEiGRER TEIREERMRER HIRESERY, UEEH. BUKEBRNEEBRS,

EIRRFUKEANER, EERMAESE

B E A 30% S AEEE K 5-10 MEATR, ZAAEA 15-20 min ATLUARRILEESRY), RS, BER 10 EEEIRNEEFKER BH
PUERERSE RSHINBE R AR, ERER 2 SEE50, fli0, 845 0.1-0.5% EBFESFIN 0.1 M EEESAR, 1E/ETEN 1-2
ho EEFINEfE, BEMFR 70%MZEE 5 MEERR, UHMKEREST. REEH 10 SEERNEEFKEE.
ERBFERLEENER

fE/ 1.5 M NaCl &REHE 10-15 min, /G, BERAEBFKEDRE 10 MEEFIR.

4. IEHBE
ARBRTEEAENAUENFFNREFAEERRESAMNENEREF. YIENFERIESRLRNHGEER, IEENHEREET
B, BEHTHERHTREFIBNENEREF, UHBENELE, HEHESETESENENER, RETEREREHITRET
HENEFERE T
1) {ER 5 BEEREEFIGERER,;
2) fEA 5 {ZHE4F 100 mM EDTA (pH 8.0) #ISEEREF,;

3
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3)  fER 10 ERAREBEFKERER,

4) R 0.5 M NaOH &t 5 EH14F1, 2% 10-15 min;

5)  fER 10 EEAREEFKERER,

6) {EH 3-5 fEHEATR 100 mM NiSO, B4R,

7) R0 EREAREEFKER,

EREER, FLUOIBMER, MARMEER, FEFMERIERES 20%ZEH 1xPBS 1, BF 2-8CR7Fo

5. RERBERG SR

i RR S WERRSR

HFREZE HRREE RERE 3 BRSO SHERHITEMWE %o

HRRPERH O NEETHL, BN EERIEAEE (0.2230.45 pm) I
g, HEBEOER.

¥ G AT HSPEEERENZE, MK EEEERE, 5E7ZM DNase |
(LR 5 pg/ml) , Mg? (RE 1 mM) , 7k LS 10-15 min,

R AR BNAFNRERARTERT MHHE) TE5IERELS, BEEER

%,
S ESPEEENER EHERERE, SBEELEF AT LGB BRI NNER ST DERRESEENER, SREAERTEER

BEREERNAt AR,

KEBXE RIAREEY, ERBREAUENER,

BEMNEELEAERSES, BRSPS B | 125 Wash Buffer B pH, SEREKMRE,

HERT

BNERLEATRE, FESER TR | K Elution Buffer B9 pH {&, (&N Elution Buffer FRBKMERES,

5 10-100 mM EDTA AR HBREF, FNSIENEH,

EOMRER £ 4 C T ITHLIRIE,
ERBR AT A I — LR B BRI,
FRAD T (EHSMER) HRRETHIR #0 Wash Buffer 443,

FRPEEHMNARBRIIEED BT AT pH B, HEKMIRERMARRF M. BREAEMNMALFR (0
BFXR, BkF) #—SANEREAD,

ERFETARNTREE REFREHREE BRRE 4 B ERBEPHENERERE T
HR 2B G EHRPEFERR SER 2, EHREEFENNRE, REXAR-HELE,
I REPERRETE BRIEREXD 4°CTF#IT LR,
BEHRERE EESMABENE RRPRMIBEN, 0 0.1%HY Triton X-100 FHE
Tween-20,

6. ITME R RtEX~Mm

E-4 5s g
HiPur Ni 6FF SA005C20 1%20 ml
HiSelect Ni 6FF SA005C47 1%4.7 ml
4
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