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1. F@RNE

Ni NTA Beads 6FF S EELH 6%IREEHEERAER, BAS NiNTABeads #RE (FREMIE 1 FiR), EEMEEILE 1. NiNTA
Beads 6FF BT Al AT ATZIMNIRFISME (WK 2) 4, REMENER, JUME&ES 0.3 MPaEH, BIRE, Rltiz=arIUATF
Tl AHIRE G4, ATUTEENRESHRET, LU ENEBNLAl,

HisCap 6FF B—MMAEFZEME, B 1 ml 5 ml FHEIE, 253EZE 1 ml 1 5 ml Ni NTABeads 6FF, #5 5 AR SEMIEHIF M.
ERAEEIREED, TLEEAMRUNSERERIERS, WAKTASE, HEEFIRE

coo:

?molx\
AR N CFRMCERES H,0
K J"z,/
oo H 20
] 1. Ni NTA Beads 6FF =@t FEMTREE
X 1. HisCap 6FF = Rf5 8
T nE
g 1 ml 5ml
HR EEREER 6%IRAEHEEE AR
yE >40 mg 6xHis-tagged protein/ml 77/&
VK 45-165 um
i E 0.3 MPa, 3 bar
HRY (ARExSE) 0.7x2.5 cm 1.6%2.5 cm
EFR PR & 20%ZEEH 1xPBS
EERE 4-30C
% 2. HisCap 6FF I S2{ER
sl RE
5mM DTE
1 mMDTT
IR 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
8 M urea
T
TR 6 M Gua-HCI

2% Triton™ X-100 (nonionic)
2% Tween™ 20 (nonionic)
Ei57H 2% NP-40 (nonionic)
2% Cholate (anionic)
1% CHAPS (zwitterionic)
500 mM imidazole
20% ethanol
50% glycerol
Hithzk 100 mM Na2S04
1.5 M NaCl
1 mM EDTA
60 mM citrate
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2. 4ufbiniz

2.1 ERREES
AIEA TIIEESE PR, UARIEECNERYIREERNANEZFRER, ERFEFIMARML L, SeRMsEhE, &S pH L&, K
pH #Eflit. FAREFEARRFA 0.22 ym & 0.45 um JEREEIE. A7 HisCap 6FF A LU F A AEBMERAELNLAL, mAEE
FAEEABRARE. BEFEBERENRI. T4MKS5,
K 3. AIAMASRITEER AL RE RS
R LY fich
50 mM NaH,PO, (7.80 g NaH,PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
10 mM imidazole (0.68 g imidazole)
{5/ NaOH AT pH = 8.0, 5/ 0.22 & 0.45 um ISR,
50 mM NaH2PO,s (7.80 g NaH2P0O4-2H20)
300 mM NaCl (17.54 g NaCl)
20 mM imidazole (1.36 g imidazole)
5 NaOH A& AT pH £ 8.0, £ 0.22 & 0.45 um JEEIE,
50 mM NaH2POs (7.80 g NaH2PO4-2H-0)
300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
5 NaOH AT pH = 8.0, £/ 0.22 & 0.45 um ISR

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

® 4. ARNASEITEE AR PREES, pHEBAR
k=1 i [5¥]
8 M Urea (480.50 g urea)
100 mM NaH2PO4 (15.60 g NaH2PQ4-2H20)
100 mM Tris'HCl  (15.76 g TrisHCI)
M HCI AR AT pH £ 8.0, f#F 0.22 3%& 0.45 pm JERET K,
8 M Urea (480.50 g urea )
100 mM NaH2PO4 (15.60 g NaH2PQ4-2H20)
100 mM Tris'HCl  (15.76 g Tris-HCI)
fiEF HCI AT pH £ 6.3, M 0.22 & 0.45 um FERTE,
8 M Urea (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 E 4.5, 5/ 0.22 3#& 0.45 pm JEERIE,

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

® 5. RAARRITSERAMFIRE PRI, KR A
R LY 5

8 M Urea (480.50 g urea)
50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
10 mM imidazole  (0.68 g imidazole)
{5/ NaOH A& AT pH £ 8.0, £/ 0.22 & 0.45 um JEETIE,
8 M Urea (480.50 g urea )
50 mM NaH2PO4  (7.80 g NaH2PO4-2H20)

Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)
20 mM imidazole (1.36 g imidazole)
£ NaOH A/&iET pH £ 8.0, £/ 0.22 FE 0.45 um BT,
8 M Urea (480.50 g urea)
50 mM NaH2PO4  (7.80 g NaH2PO4-2H20)

Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
fEF NaOH A& AT pH £ 8.0, £ 0.22 & 0.45 um JFEETE,

2.2 MR

2.21 AEHBEREINER
1) PENBEZRIEFED, RIBEEERIRE, MNERLRERNIESHIESHENATIE,
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2) RIXERG, BEFRREBEBEOMFS, 7,000 rpm (7,500%g), BB 15 min WEEIE, SASIRIBEA: Lysis Buffer=1: 10 (W/V)
BN Lysis Buffer, TINZREA 1 mM B9 PMSF. TMINAREES (TIEREA 0.2-0.4 mg/ml, INRFKEMIEFHMABAE pLysS I pLysE,
AIUARINAEES) , (R AIIIAEMEBREIMFIR, BFEFHENERSMIENEGS) .

3) BEFTESZENR NRERRES, WAEEMAN 10 ug/ml RNase A 1 5 ug/ml DNase I), 384, BT kL, AEKEBER
B4R, ERRENFRFES.

4) BEENREREBESOER, 10,000 rpm (15,000%g) , 4°CEL 20-30 min, BX EE, BTk E&BAE-20CHF.

2.2.2 B8, RHNMBILAMSSRATEEER

1) BAMIEFREBEZ O, 5000 rpm (3,800xg), Bl 10 min, WEEKE LS, NLEPFRS EDTA. ASEIERTIZEYR,
BN EEBMARFER; 8% EDTA. ARBRMERFIEYR, T Lysis Buffer ST BEMAEF

2) SHFREBHIANLE, EMNRBETUERES, EAEER Lysis Buffer BTEA BEIANEF

2.2.3 REEAMAKEERY)

1) BEFREBEIEOMS, 7,000pm (7,500xg) , B 15 min WEEK, £ EE,

2) ¥REBEIA: Lysis buffer (F& 8MFRE) =1:10 (W) BRERGRZFERERES, HCABERE,

3) BEREBERELES, 10,000rpm (15,000xg) , 4°CEi 20-30min, XiE L5, $E 2/ 3 AUEE—NR.
4) ¥REER: Lysis buffer (& 8M FR&ER) =1:10 (W) BERFEZER,

5) THEFHTHIT His iRERBE 4L, EAZEPREESINK 4. K5

2.3 #¥matk

HisCap 6FF B—fATASBITEERMALNTER~ R, JUASHEMNHRESIERSA.

1) BREEFTHFEET K ZELEF, BEMHEEZEEERST. BIFETO, BMEREIGERSET, HiEs.

2) A 3-5 ERAERNEB FAOPELFEE R,

3) FERZED 5 BHERAEIRM Lysis Buffer FEIEER, 1 ml FREEFHEERIRA 1 mli/min, 5 ml FEEEHEERES 5 ml/min,

4) FIRERREIERIF L,

EERNAEEEMGEAE L RERRL, BSHEMRRANRE. IEEFREBIRFHNEEEN. AENHFRERBITAERR
AWRE, EREEEEHRER.

5) F3 Wash Buffer #titF, BRERMRBATI—MEENELE (—RED 10-15 MEETR) . JF: ERERINESEPRPIMNBKMET L
REFmAE.

6) F Elution Buffer RE—F AR E LR, —FEMRE, @5 5 SEETUARRMRER T IUA—NMINEE, §130 20 EiEk
MRFEL, KNBEFELEERENELR,

7) HORBEER 3 fEHHARRM Lysis Buffer Ml 5 S AR EAB FKEEIENR, REEA 5 BHHAIRN 20%N 2B, REREE 20%89
ZEH, BT 2-8°C, BHIHEREAESTR.

2.4 SDS-PAGE &l

RBERAL-RFENER (BERUAD. FRADMEHREAD) UNRIEHMER SDS-PAGE HNALHR.

3. EUFER

HIEREAT PRI RESSSHEER EEEMBRRSREY, FEHTEMWERERIE (Cleaning-in-Place, CIP) .

BIIRE TEIREEMER _ EIABRSRY), WTEER. RKEANEERS.

HFBRAKESNER, BEAMAES

B 30%FHEEEE N 5-10 MIAEFR, HHEIE 7T 15-20 min AIAERRIEETSRY), A, BERA 10 ERERNEEFKER. B
LUERERSA ASTINBRERBIEAR, FRER 2 FEFR. 5, %5 0.1-0.5% EBFEISHIR 0.1 M BREAAR, EadEs 1-2
ho BEFAMEE, FEERA 70%NZEER 5 MEFTR, UMKRERESH. REER 10 FERNEEFKER.
ERBEFIEREENER

fEF 1.5 M NaCl 33 E %L 10-15 mine ARG, BEBEBEFKER 10 MEER,

4. IHEBE

AR EREOFNAMENFIENREFATELEEAEFNENERE . JENERATETLANGEEE, REENHERES
e, FEHITHERSITEBSFRENEREREF, UBENBL. BERREESENRTER, BRRTEHREREHITRE T
HBNENRERSFo
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1) RS EEAREEFAERER,;

2)  fEH 5 {Z4E4F 100 mM EDTA (pH 8.0) ZISBEEF,;

3) 10 (EEREE TR,

4)

f£A 0.5 M NaOH &3 5 f81E{FF3, =% 10-15 min;

5)  fE 10 EAHAREB FKERIER;

6) f#F 3-5 fZ1E{RTR 100 mM NiSO, B4HR;
7)  fER 10 EREREETFKER,
IERIBASS, AILOIBMER, WMAZAMER, BSEHENEZTHERN 20%28EH, BT 4-30 CHR%.

5. ERERAERSG SR

imz RES R WERRER
HFRESS ERIEE REBSE 3 B SHEEHTENLE K.
HNERPSEWR WERETRL, EIY EHERIERISE (0.22 3 0.45 pm) T8, HE
BiER.
AR HoPEEERENZE, MKHENNEZMERR, ERMNDNase | (&R
E 5ug/ml) , Mg2t (ZRE 1 mM) , kLEEE 10-15 min,
BRRAAET BNBAAREEERERT WHHE) TEssEREES, BEIRERE
RBRESPEEENER EHTHREERE, JEELES A LGB BKRNMNER DT LETREREENER, BRAEERERRERE

=N v

RIXBXHE

RICTERM, EREREALEIFR.

BNERE SRS, EARPER
HERT

}&= Wash Buffer B9 pH, Z%&FRERRMIRE,

BNERLEGTR, FEBARTF

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

€M 10-100 mM EDTA BRHBRBF, FNEIANER.

EORER £ 4 C T ITALIRF
BB Y AN — LE 2R B BB Do
FRAD T (EESHE | BRBRETIR 31N Wash Buffer 5,

B)

ERPEEHMNARBRIIEED

BT pH B, HEBKMIRERMAARF M. BEAEMNALFR WMEFR
!, BikE) H—PAERRESD.

EHFETAREREE | FEFHEIRIE RIRE 4 WA EHBETNENENEREF,
BHETEG ZPRTPEEERT SER 2, BHREEENIRE, HENRR-HELE.
EESERERRENE | BEEELS 4CT#TER,

ERRERE R RAFTARE AR RNIZEN, 30 0.1%H) Triton X-100 (& Tween-20,

6. VTS B RtEXF M

B i g
SA004005 5ml
SA004025 25 ml
Ni NTA Beads 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 %1 ml
SA005C51 5x1 ml
HisCap 6FF SA005C15 1x5 ml
SA005C55 5x5 ml
SA005CS 3x1 ml+1x5 ml
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