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1. FmiTes

Ni NTA Beads 6FF 2 LS EIBEH 6%IFREVERIRNER, BCfAS NiNTABeads A (FREWILE 1 FiR), EFRMEERR 1, NiNTA
Beads 6FF (&7 Al IS BT ZIBNIRFIRHE (MFK2) 4, EEMENER, AIUMZ RS 0.3 MPa NEH, BRE, AZ=REES
FLUAMEBEEANGNL, ATUTEENRSHMRT, KU ENEBNEg K.
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1. Ni NTA Beads 6FF {324 H)REE
Ni NTA Beads 6FF =774t LL Ni NTA Beads 6FF JZEIEMRL, 1M 1 mI#1 5 ml MEHE=5, AEEFER, REEE, dU8EsS,

% 1. Ni NTA Beads 6FF = @{48E

mE 14aE
2R EE B 6%IRAEHEREK
HE >40 mg 6xHis-tagged Protein/ml £ /5
HERNIZ 45-165 pm
=AES 0.3 MPa, 3 bar
ETFE R & 20%ZEEH 1xPBS
EFRE 2-8C
£ 2. Ni NTA Beads 6FF i 7Ifit=
i AREE
5mMDTE
1 mMDTT
R 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
B 8 M urea
6 M Gu-HCI

2% Triton™ X-100 (nonionic)
2% Tween™ 20 (nonionic)
£ 2% NP-40 (nonionic)
2% cholate (anionic)
1% CHAPS (zwitterionic)
500 mM imidazole
20% ethanol
50% glycerol
Hith 100 mM Na2SO4
1.5 M NaCl
1 mM EDTA
60 mM citrate
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2. ahfpiEiz

2.1 EhERES

AIEA THIMERE YR, LAMRIER CHERSIREERRNEFRER, EXREFHIMM LR, SokMSER, HES pH £, |
pH B, EAREFARIRFA 0.22 ym & 0.45 um JEREIEIE, E7 Ni NTA Beads 6FF EhitrA LA FrAAE BN & RFEBRNA
&, MBAEFRRENRAR. BEEESENK 3. F4FK5.

% 3. B ARRITEE QAL RE T RRES

% %1 [30s]

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

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

1/ NaOH 7A&IAT pH & 8.0, /8 0.22 & 0.45 um JERETIE,

Lysis Buffer 1L

50 mM NaHzPO4 (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

&/ NaOH 3T pH E 8.0, £/ 0.22 (& 0.45 ym JEREILIE,

Wash Buffer 1L

50 mM NaH2PO. (7.80 g NaH2PO4-2H.0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

fiF NaOH A#&IBT pH ZE 8.0, £/ 0.22 53 0.45 um iEHEEIE,

Elution Buffer 1L

4. BREARBRITEEOANA RS TRRAT, pH EBAR

=t 1% [0z

8 M Urea (480.50 g urea)
100 mM NaHPOs (15.60 g NaH2PO4-2H.0)
100 mM Tris'HCl  (15.76 g TrisHCI)
5 HCI AIAT pH E 8.0, fF 0.22 & 0.45 um JEEETE,
8 M Urea (480.50 g urea )
100 mM NaH:PO; (15.60 g NaH2P044:2H,0)
100 mM Tris-HCI  (15.76 g Tris-HCI)
5/ HCl 7B AT pH £ 6.3, fFH 0.22 ;& 0.45 um JEEE IS,
8 M Urea (480.50 g urea)
100 mM NaH»PO4 (15.60 g NaH,PO4-2H,0)
100 mM Tris*HCI (15.76 g Tris-HCI)
/A HCI AR pH £ 4.5, A 0.22 & 0.45 um BT IS,
x5 GRAASRITEEEAUFRERRKECS, WIERSI
B LY 5%
8 M Urea (480.50 g urea)
50 mM NaH,PO, (7.80 g NaH2PO4-2H,0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
10 mM imidazole (0.68 g imidazole)
£ NaOH &7%&1AT pH £ 8.0, fF/H 0.22 & 0.45 um JEED R,
8 M Urea (480.50 g urea )
50 mM NaH2PO, (7.80 g NaH2PO4-2H20)
Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)
20 mM imidazole (1.36 g imidazole)
{5/ NaOH AT pH = 8.0, £/ 0.22 (& 0.45 ym JEMELIE.
8 M Urea (480.50 g urea)
50 mM NaH,PO, (7.80 g NaH,PO4-2H,0)
Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
f5F NaOH AT pH = 8.0, £/ 0.22 & 0.45 ym JEELIE,
iE: 8M Urea & LUA 6M Guanidine-HCI Bt & 4 Si&ER 5 R H A 2 —ER QREMAGILAREIE

2.2 ¥mEE

221 AEHBFHBREANER
1) PEEXRESRRIIESESD, RIBSEERIRE, MAERIRENIESHIESHARIEE,
2) REERGE, BEFREBIEOMHF, 7,000 rpm (7,500%g) , B0 15 min KRR, SAERBEK: Lysis Buffer=1: 10 (W/V)

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L
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PO Lysis Buffer, JTIANZREN 1 mM B PMSF. TINAEE (TIERERN 0.2-0.4 mg/ml, NRFIXMTEEHMEAS pLysS I pLysE,
AILRINAERS) , (RNAIINAEMEBENSR, BREFHENERSHIENES).

3) BEETUEEZRER, MMEERRES, WrZEMA 10 ug/m RNase A #1 5 ug/ml DNase 1), 384, WBF kL, REKkLEBER
B, ERRENFRTES,

4) BESNWEREREZELOES, 10,000 rpm (15,000xg) , 4°CEiLy 20-30 min, BX L&, BEF Kk EEMI®-20THRF.

2.2.2 B8, RRMMAARSSRETAEER

1) BHAREFREBER O, 5,000 rpm (3,800xg), B 10 min, WERMKSF L, WM EEPFE EDTA. ASRMTERTIFYER,
BIRTERMANEFER; MEHE EDTA. ASRMERFIFYE, FA Lysis Buffer BT BEMAEF-

2) ¥FAEFRMNLE, FIMNRRETUERER, EREFTA Lysis Buffer ETGEA BEIMANEFo

2.2.3 SREEAMAL(EERY)

1) Bk S R EOME, 7,000 rpm (7,500xg), il 15 min WEEE, EELEE,

2) REBEK Lysis buffer (F& 8 MRXE) =110 (W) BEESTERES, HCABERE,

3) BIEEREBEELOED, 10,000rpm (15,000xg) , 4°CEL 20-30 min, Kis b, HB2 M 3 TUEE—R,
4) ZEBEA: Lysis buffer (&8 M RZE) =1:10 (W) FERGETER,

5) TMRMTHIT His ITEZHAMNL, BEEPRESNRK 4. K5

2.3 #mitt
Ni NTA Beads 6FF ENERIESE L TIRE, SARAEWRBEAERNE Fla: 2-MEER, 1 ml MBRER 2 ml3ER, 5ml#
BIIMA 10 mAR) o BIMERERAFEE 30 min (FEEATHRERIARIEREN) , ROERE ERREESZE .

iy

e O

1 2 3 E
Bl 1. £/ Ni NTA Beads 6FF ENRANERRIZTRE

Step 1: T FF#; Step2: LF¥; Step 3: #%Z; Step 4: Hfit

1) & Ni NTA Beads 6FF EAHEFEETHES L, KRRERE THEN LKE, RTFEHENERPR.

2) FATEFAN 5 MEHATRR Lysis Buffer, #1TFE, HESLATFS5ENERERNESRERT, BIEFRPERNIER.

3) BERMEIEEFNELED, HREBNEZEL 2min, RIEBNERSNT RS EM, REENEENERE, WERLER, BT
SDS-PAGE 73 iEBRNESIER, LI, EAEIFNBRANANSR, FJURE EFIEMEEHE,

4) F 10-15 {EFHAFRR Wash Buffer #1755, EMRIFFFERNNAER, WERRR. SENTLUREKMATREH#ITRS.

5) £ 5-10 fEAEAFRR Elution Buffer #1TEMERRMM, DRBRKE, 8—MEFRKE—E, 23000, BERURIEREESNERN
EEWEAR, XAUEIS4ENERENES,

6) ORBER 3 EIHATRRY Lysis Buffer F 5 (AN EBE FRTEEIERE, RENTRFEFERN 20% 28+, BF 2-8CHRE, FBHLE
ERARE TS

2.4 SDS-PAGE #&:0
BERANTREINER (BIEREAD. HARASFERASD) UKREHREER SDS-PAGE N4k R,

3. ENLFER

YRR AR PR IR RIS E RN EEHIMAEAE RN, FEHITEMERRME (Cleaning-in-Place, CIP) o

BIURE TEIRFAMRER EIABRNSRY, WTEER. BKEANEREES.

EIERKEEHNER, EEEMIEE

BIIER 30%RAELE N 5-10 MEEFR, 1EARETIE /9 15-20min FIAEMRILEISRY, R, BER 10 EEERNEEFKER. €7
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LOERERSA ESHINBERRIEER, FRER 2 F=EE4R. 51, % 0.1-0.5% IFBBFEISHIR 0.1 M BEAER, HEAeTEH 1-2
N, BIEFAMNER, FEEA 70%MNIEER 5 MEETR, UHRERESH. REER 10 FRARNEBFKER.
EREFIERSENER

£/ 1.5 M NaCl 7A&E % 10-15 min, AEBEREBF/KER 10 MEFFD,

4. IHEB4E
BRI E A ENA NSNS FAEBA R EA SR ENERE T, YERERT R NFaTE, NEENNERED
{EY, EEBFHTHENHTRSFABNERERET, URBIENEE, SHEASHESENERER, KRR TEREREHTEET

HEMENERES T

1) A 5 ERREETAE N,

2) M 5 ZHATE 100 mM EDTA (pH 8.0) #I&EEF,;

3) fEMA 10 ERAREBFKERER;

4)

f&F3 0.5 M NaOH &% 5 {&1A7R, {Z8 10-15 min;

5)  fE 10 EAHAREB FKEER,;

6) fFH 3-5 Z1FFFR 100 mM NiSO, B4R
7)  ER 10 ERAREEFKER;
EREERG, JUIIEMER, MARMEMER, FESERSZTERINN 20%28EF, BT 2-8CHR%E.

5. ERERARRIG S

imlRR RES WERRAR
HFRETS BRI E FRIBE 3 o HERHTEALE .
URBRPEERNNEEERL, BN EEaiERIEE (0.22 3 045 pm) I8, &
BiER.
TG ARER HRPEEERENZE, NKMENEEZEMERME, SERMN DNase | (R
E5ug/ml) , Mg2+ (ZKE1mM) , K EES 10-15min.
ERART ENAFREERRERT GIEHHE) AkERsIEREES, BRRERE
HERASHEERNES ERTRER R, REELEF AILGER B NNERAN LEFETSFENER, SRAEARERBERE

=N v

RIXBXR

RITER M

BNERS LIRS, ERRSBR
HERT

12 wash Buffer i pH, SX&FEEBKMIKRE,

BNEREGTR, FEBARTF

F£{F Elution Buffer B9 pH 18, ZX&IE N Elution Buffer REKMIRE,

£/ 10-100mM EDTA BRFXIBRBF, FASEBENER.

AR £ 4°C T {TALIRF,
BB B AR 0 — L2 2R B BRI 5o
FERADTLE (EESHME | SRR ERHE 890 Wash Buffer 575,

B)

ERPEEHMNARBRIIEED

BILIET pH B, HEKMRERMAKRF M. BEAEMNAKFR WMEFR
#}, BikE) H—PAERRES.

BERAETRATEREE BEFREIRAE RBE 4 BRENBETNRNEFERE T
BRI 2B G EmRTSE DTT siEMIEEF BER 2, BNEEDTTAREE 2mM U T, EXBHEZE,
LR ERRETRE BIEREXS 4°C T ER.
EHERERE EREEIFTE NS RRTFINFRER, %00.1%H89 Triton X-100 ZX#& Tween-20,

6. VTSR RtEXF M

B 5Be g
‘ SA004GCO1 1ml

Ni NTA Bead
! cads B/t SA004GC05 5ml
SA005GCO1 1ml

Ni NTA Beads 6FF
! eads 6FF E77%E SA005GC05 5ml
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