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Ni NTA Beads EH#t
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1. FamITeE
Ni NTA Beads L 4%IRAEMERIRAER, BIUEHABEHETHRUNRI=ZZE (NTA), BSEEF Ni2) &, JUERERRE
B \EAE, FEFLAT/\EFENFL, IFNEHRFTREFER/NDFOER (FREHRLE 1 PR, ZMFadinsE), &
IOARRE, BAMEREMZ 1o NiNTABeads AILMR—ERENEREF. EEFHBEHEFTZFG (WK 2), ERAUE, EFERE,
EFEER.
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1. Ni NTA Beads (W34 REE
Ni NTA Beads EH#ELL Ni NTA Beads JZEEME, 1RE 1 ml 5 ml B#HE~ R, FESFPER, 12EEE, 48ES,

% 1. Ni NTA Beads /=S4 8E

mE 14aE
ER 4%IFAERERIR
HE >40 mg 6xHis-tagged Protein/ml /5
HERRIR 45-165 um
R®AEN 0.1 MPa, 1 bar
EFER PR & 20% 221 1xPBS
EERE 2-8°C
£ 2. Ni NTA Beads i&57fit5
S RE
5mM DTE
1mMDTT
R 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
B3 8 M urea
6 M Gu-HClI

2% Triton™ X-100 (nonionic)
2% Tween™ 20 (nonionic)
Pt 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

AMERA TIIHEE DR, HAREECHNERIIREETRANENRIER, EXFRIERIMMIL L, SHL%ER, & pH £, |
pH Hilit. BARIEERRIRIFA 0.22 um 30E 0.45 um JEMEISIE, [F/ Ni NTA Beads EHHR AU A TR EAMERIEEANLANY,
P A RS R AR, RFEERENRK 3. R4 FR5.

% 3. AMARMITE B AR RRE

% %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 NaH2PO4 (15.60 g NaH2P04-2H20)
100 mM Tris*HCI (15.76 g Tris-HCI)
5 HCI AIAT pH E 8.0, fF 0.22 & 0.45 um JEEETE,
8 M Urea (480.50 g urea )
100 mM NaHPO4 (15.60 g NaH,PO4-2H,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: 8 M Urea A LUA 6 M Guanidine-HCl &1t & 4 SiE R 5 EFEHAR 2 —EA S RENGILAREIT,

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, TINZREN 1 mM B PMSF. TINAEE (TIERERN 0.2-0.4 mg/ml, SNRFEHEEHMIBAS pLysS = 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 EHARERIESE LU THE, FARASWRBEGRINE (Bl 2 MEER, 1 ml UEKELH 2 mlBR, 5 mlAAERT
FZA9 10 mlAR) o BMEERIEANTE 30 min (EEREURTHRATNAREMEFEL) , BERE. fAREESEZE 1,

iy

e O

1 2 3 4
& 1. §EF Ni NTA Beads ENHEAVERREREE

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

1) ¥ Ni NTA Beads ENHEEEEHREE L, FAEE TIHEN LIRE, RTFENFNRPR,

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

3) BERMEIEEFNELED, HREBNEZEL 2min, RIEBNERSNT RS EM, REENEENERE, WERLER, BT
SDS-PAGE #MEBRBRNEERN, EHIMEMET, EAEIFIRMBREABE AR,

4) F 10-15 {E1HAFIR Wash Buffer #1755, ERIFFFERMNAER, BEARE,

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
3
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LA ER SR ESHINBMERBIEAR, BIER 2 3R, 53, 25 0.1-0.5% FBFEEHN 0.1 M BEEAR, EiEk 1-2
Y, EBEFIAMNER, FEEA 70%MNIEER 5 MEETR, UHRERESH. REER 10 FRARNEBFKER.

ZRBEFERGENER

R 1.5M NaCl JAHE L 10-15min, AEBEREEBFKELR 10 MEFR,

4. IHEBE

HERTERAFNACENFAIHTNRBF I RELREAZRNEREREF. JEAEAIETRAREER, HEFENHERSE
£, FEHTHEMHITEEFIBNENRERS T, UHRENBE. BENEETSENEMER, RRTEREREHITRE T

HBNEFERE T

1) A 5 ERREETAE I,

2) M 5 ZHATE 100 mM EDTA (pH 8.0) #IEEEF,;

3)  fEF 10 EEARAE T AR,

4)

f&F3 0.5 M NaOH /&% 5 {&1A7R, {28 10-15 min;

5)  fEM 10 EAHAREE FKEER,;

6) M 3-5 fEHEAFT 100 mM NiSO, BAHIR;
7)  fER 10 ERAREEFKER;
EREEE, JUIEMER, MARMEMER, EEFERSZTEHEERIN 20%28EF, BT 2-8CHR%Eo

5. MRERBRE R

imRE RESR WEBRRER
HFRESS ERIEE FREBSE 3 B SHERHTENLE K.
HNERPESEWR N ERETRL, EIY EHEIERISE (0.223 0.45 pm) T8, HE
BiER.
S AR BRSPS EERENZE, MKEENNEZMERE, ERMDNase | (&R
E 5ug/ml) , Mg2t (ZRE 1mM) , 7k LEEE 10-15 min,
BRRARET BNBAAREEARERF WHBE) TJEcEREES, BEIRERE
RBRESPEEENER BRI ERE, JEELES A LGB BKRNMNER DT LETEEREENER, BRAEERERRERE

=N v

RIXEXHE

RRIEEM

BNERE SRS, ERARPER
HERT

12/ wash Buffer B9 pH, ZXE&MR{EKMIRE,

BNERE AR, FEZARTX

F£{F Elution Buffer B pH {8, K&IE N Elution Buffer REKMIRE,

£/ 10-100 mM EDTA BRABREF, FNEIANER.

AR £ 4 C T ITALIRF,
EABREE Y AN —LE 2R B BB HD o
FERAD T (EHSME | BRBRETR 31N Wash Buffer 33,

B)

ERPEEHMNARBRIIEED

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

ERAETRATREE BEFREIRAE RIRE 4 BB BETNRNEFIERE T
HEZ2MEE KPS E DTT SREMIEEF BERXR2, EYEEDTTHREE 2mM LT, REXBHETE,
EEIRERERRLETUR BIEREXS 4°CTF# TR

EHERERE EREIFTENE RRTHRINFRER, %00.1%89 Triton X-100 ZX#& Tween-20,

6. TS B RtEXFfm

pere == g
‘ SA004GCO1 1l
Ni NTA Bead

i eads E/HE SA004GC05 S ml
SA005GCO1 Tl

Ni NTA Beads 6FF E /71t
i SA005GC05 S ml
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