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1. @A

Co NTA Beads 6FF AILIMNEMRIXRS (MMAHE. BE. BERARMMEIYAR) F—F4k His iIFREH, ZFRelaER
B 6%IREEME R R N E R, EAEUNEMNRESH, REMENER, JUMZRS 0.3 MPa XA, FEEAT I ANEEHNL
1. Co NTA Beads 6FF 3£ 0] L2 — & SERE FY I M4 I A E AR 0 (WK 2) - Co NTA Beads 6FF S —"MF 2, #HEE Ni NTA Beads

6FF 31 His ii¥ &R A B ESANEREE. BFMELE 1.

% 1. Co NTA Beads 6FF /= ai4AE

e 1EE
=351 = EATERRY 6%IRAEVEEERR
HE >20 mg 6xHis-tagged protein/ml 7T/&
(e TR 45-165 um
RBRAEN 0.3 MPa, 3 bar
EEFE AR & 20%ZBZH9 1xPBS
EERE 2-8°C
% 2. Co NTA Beads 6FF I3 155
IR RE
EIEFH 10 mM B-mercaptoethanol’
8 M urea
T 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
Pl 1% NP-40 (nonionic)
1% CHAPS (zwitterionic), SDS, sarcosyl
500 mM imidazole?
30% ethanol®
Hithag 20% glycerol

500 mM KCI
1M NaCl

Note: 1. RERENRREESE B-Mercaptoethanol BIE HRT,
2. EREN MG T RERREERRRE,
3 ZEErIRRERERTRE, BEERERERNEEF.

WRER AR DTT (dithiothreitol), DTE (dithioerythritol)#1 TCEP (TRIS (2-carboxyethyl) phosphine) &R RHNEBEHE.
EDTA (ethylenediaminetetraacetic acid) . EGTA (ethylene Glycolbis ([3-amino-ethyl ether])&3&5H B F MR ERIE,

2. AR
21 EPRINES

AEATIIHER DR, HAREECHNERIREEFTRANEDRAR, BERIEMISMOKML L, SOMER, HEERPMERRE
R (pH7-8) INFAERELZE iR, BINMNA 0.3-0.5 M SR IS RERM. EEBEE BN TERER Tris-HCl, RS ERE
&7 EDTA MTHEEREEE mR. ZHREERFIRITA 0.22 um & 0.45 pm JEEE 8. E/9 Co NTA Beads 6FF AJ LI FAIAEAM
BRAEENGY, RMAERMEEPEAR. AARESENRE 3 X 4.

%
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* 3. AAMASBITERBAMAREPRKRES

E=3 LS fi5
50 mM NaHzPOs (7.80 g NaH2P0O4-2H20)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)

{53 NaOH J&/&IFT pH &= 8.0, fEf 0.22 3¢%E 0.45 um JBEISIR.
50 mM NaHzPOs (7.80 g NaH2PO4-2H20)
300 mM NaCl  (17.54 g NaCl)

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
M NaOH 33#%iA¥5 pH Z 8.0, £/ 0.22 54 0.45 um BT,
50 mM NaHzPOs (7.80 g NaH2P0O4-2H20)
300 mM NaCl  (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
5 NaOH &&IET pH £ 8.0, fEF 0.22 50¥& 0.45 um iR I8,

x4, BRAAESRITTRBAAMFIRE PRRES, KMWERAI
B & 5]

8 M Urea (480.50 g urea)

50 mM NaH2POs (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

£ NaOH A7 T pH E 8.0, M 0.22 =#E& 0.45 pm FEEETIE,

8 M Urea (480.50gurea )

50 mM NaHzPOs  (7.80 g NaH2PQ4-2H20)

Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

£ NaOH A7 T pH E 8.0, M 0.22 =#E& 0.45 pm FEEETIE,

8 M Urea (480.50 g urea)

50 mM NaH2POs  (7.80 g NaH2PO4-2H20)

Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

fs5F3 NaOH &/ IAT pH &= 8.0, fEF 0.22 3¢F& 0.45 um BRI,

Lysis Buffer 1L

2.2 HRESE

2.21 JHFNEBRENER

1) PERRESEEIEFED, RIBHAGERNRA, MABRRENIESHIESHEMAETE,

2) RIALRG, BEFREBIEOFD, 7,000 rpm(7,500xg), Bl 15min WEEEK, AEIRBE: Lysis Buffer=1: 10 (W/V) 10X
Lysis Buffer, JINZIREN 1 mM B9 PMSF, TINZHEE (TIERERN 0.2-0.4 mg/ml, MIRFENBEMRAS plysS = pLysE, A
UARINAHEE) , (ANBIAMAEGESEIDGF, EREFZMENESSNENES) -

3) BRMUERZEFR, (NRERRES, tWAEEMA 10 yg/m RNase A #] 5 ug/mi DNase 1) , B4, MEFktE, AEKkLEEE
WRE4ERE, ERRERNRIFED.

4) BEBNBEREREEOER, 10,000 rpm(15,000%g), 4°CE L 20-30 min, B EE, BF K E&BH-20°CIRF

222 Bf. RRAMEILARSBRIATSEER

1) BARIEFFREBEROM, 5000 rpm(3,800xg), Bl 10 min, WEEFFLE, W LEEPFRSE EDTA. ASHRAEFEFISYIR, AN
AEEMANEFER; WaHE EDTA. AERMNERENEYR, FE Lysis Buffer BT REMNEFo

2) WFAREBAMMNLE, FMNRERRTUERGEG, EHEHA Lysis Buffer EEA REIMAEF,

2.2.3 SRERAALEESRY)

1) BIEFREBEIBOMF, 7,000 rpm(7,500%g), B 15min WEETER, EHiE LA,

2) BRI Lysis buffer (RE 8M RE) =1:10WNV)SRHETRFRES, IABERKRE,

3) BHWHREBEZROES, 10,000 rpm(15,000xg), 4°CEi) 20-30 min, KiE L&, $E2M 3 AUEE—R,
4) ¥EEBEIA: Lysis buffer (& 8M RE) =1:10(W/V)BEHRFRZER,

5) TMEETHIT His IR A4, BEREPREESNE 4.

2.3 Co NTA Beads 6FF fy3tiH

2.3.1 EHHEMEHE
1) RABEMBNENERTE, EATEE, MABE4KEEEENRE, XFATEO,

2) 3 Co NTA Beads 6FF SE4194), BIRAREEERRMAZENEFT NEEFERESRN—E) , THF FTHEORTRPR,
3) MINEE4KEENR, FRERREESRTE, XA THO.
Y
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4) ENDEENLRE, BERERSEMZAREER, BRFKTE,
5) RIEFNEAFFIUERMATERATEE, TTERNUMNRIPE, 4-30°CRF.

2.3.2 PEEHTIERRIE
Co NTA Beads 6FF # 2R AT Tk 4k, A, SRk EEFhESIEERTHIEE, TENLE Co NTA Beads 6FF IHEE MM A,
ERRERMTERITERFRER, RIEAEEASEHERBNRER, ARX0TF:
V=115m"h

V: FRERABAR mi

1.15: EFRRHK

ri EE¥RE cm

h: EESE cm
EE: FIRERERE AN BRERNIEE, BANRERRSS2REERN—%, S—¥ARPK
1) BEBFRRAERERBRSESL, BEFRBRLELTSE, XARKREO, HEFRBEE 1-2 cm BEBEF K.
2) BNREFER, DOMRRRESHENBITES, BRBEASHEANERTRLSEN=E,
3) WMNRERERDS, MIEERTAEMERESPINFHK, FHFESGSKETERRE, EBRER L, BRENRBIFERER=ESE,
4) TABHAERSHO, FER, FEESENTE T #T. RUNLIEDREERNSERE, REBIESENERETE, XHAERR
EXFRR AT RET T, A LSRR ARISS, NRAFIBENEHTR, TUBRFIERRMBRAMNE, XEFHIEER
—MRFWEENR. CEE: EHEMNEEREFT, FEBSRAERNEN 75%) YHKRESERER, EREMNERRETELEL
3 ERKRERNEEF K. FEERSE,
5) xR, *ABHHEEHEO,
6) MRERERE, ARMEKRSE, BosETEREF,
7) BHESERFFEMCHEREEL. AFEFRENSESS, SEoEesEL
8) RERITFHNEMTERERIBIERLR, FEFH. NRFEUEMAZ SIS,

2.4 ERALTIE

2.41 WEEZ4AL

1) RIBALAIHME, EUEE Co NTA Beads 6FF JIANE/LER, 1000 rpm Bl 1 min, BFLE; HAMAZELHEH, RTHRFPR.
2) MBLEPRIN 5 ENBRETIR Lysis Buffer 5&3%7 B, 1000 rpm By 1 min, |}FLFE; tMEAEHE, NWEEEEHEDER, B
EEHRTF Lysis Buffer; EEFRLLE,

3) MAES, HABOLEREARE, 4°CIKETEE 2-4 h XE 37°CHFS 30 min-2 h,

4) EBLRE, 1000 rpm Bl 1 min, BFELEE, ILBRKENR, LERBENRSE, BTHEKEE,

5) BB 5 fE/ BRI Wash Buffer ;5% B, 1000 rom Bl 1 min FEAHRELIE, EHLEF CEERERINF) , EE 35K, F
BB BRI EOE, VENT LUAREBKMAYREHRTTIR.

6) B0 3-5 f2#H{AFIRY Elution Buffer #1735, =EMB 10-15min, 1000 rpm B 1 min FEHEBEIRELRK, TEE 2-3 X,

2.4.2 EhtEiE4

1) JFEIEIFH Co NTA Beads 6FF E 111/ 5 {51E{ATR Lysis Buffer #1T7F %, FEAMTFS5ENEARBNENRIERT, EE 2-3 K.
2) BHSMETFEFNELNEF, #REZHEZELD 2min, RIEESMNTRTIEM, WERHR, TURE EHEMEEHE,

3) B 10-15 {S1HAFRH Wash Buffer #1T5%:, ERIFFRURMNRER, WEEFR, VEHA AR KMHREIHITHS

4) fEF8 5-10 fSHHATRM Elution Buffer it , DERUE, S—MEERRE—E, F5RN, BEAILRIEFRELESNEMNE SRR, X
AMEIRAENSRENER,

2.4.3 HERBHELL

Co NTA Beads 6FF #iHiF/E, AIMARMEMNPRESE RS

1) BREBPEHFEBF K. ZELEF, BERREREQIERLAT, A TEHO, EMEHEIGERAT, HiEk

2) B 3-5 AR E B FIORHEH ETEE Ko

3) EAZE/D 5 EH KA Lysis Buffer & @i+,

4) FIBRIEGIF L, T HRNEESMEEEME EHERRL, RSBEMIRANKRE. IHERBBERFNESEEN. K2
B RAF AT REE R ANIRE, FESHEISERER,

5) A3 Wash Buffer %, HIEIRIIMNRBOEEI—MEERERLE (—RED 10-15 MEER) o 7 EHRNEEEFRBINBKIEET L
ReHRaE.,

6) A Elution Buffer RA—H AN E KR, —FElP, B85 5 ERATERRMEB T, BELRTUB—\WIRE, 53020
ERFERRES, ROBFAEERENEAR.

%
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ERBBNABABRLERE, ST Lysis Buffer HisE 3 (EAEARR, ARRAKHRE 5 BEETR, BA 20%ZEH %t 2 MEFTR, AEBNAR

BT 2-8°CfRT%o

2.5 SDS-PAGE &l

BERAtrmRRNER (BFERMAD. KRADMRRAD) URRIGHE RER SDS-PAGE # LR,

3. EUFEHR

HIERERAI PRI ESSHEEL EEHINARASRN, FEHTEMEIRIE (Cleaning-in-Place, CIP)
BB T EIRFRIRMER EARNERY, WEER. BKERNEERF.

EfFBikEaNER, BEAMEL

BLEER 30%FAEE M 5-10 MR, HALETEN 15-20 min ALK LIS RY), AR, BER 10 EEARNEBETKEE. B
LSRR RSB R B HNBRIESRIEAR, BRIER 2 F=ETR, 5, % 0.1-0.5% FERFEISFIN 0.1 M BERERAWR, HAkAEHN 1-2
ho EEFINIEGE, FEFER 710%NZEENR 5 MEER, UAIKRERESH. REER 10 FHERNEEFKE.

ERBFIERSENER

&R 1.5 M NaCl BRE#E 10-15 min, AfS, BEREBEFKERL 10 MEFTR,

BIFEEFRIB A 20% 2Bt 2 MEGTR, BT 2-8°CfRTF.

4. IHEIBE

HAERTEEAFNANENITNEBEFARELRESERNENEREF. SENERIRTLIAET%, REHEHNAEHET
Y, FEHTWENHITEEFIBENEREGE T, UHSENBE. SENRETAENENER, RETEREREHITHE T

FBMEFEHEE T

1) M 5 ERARERFKELER,

2) {8 5 {24 {AFR 100 mM EDTA (pH 8.0)F 5% $hE F;
3) /8 10 B EREBFAELIER;

4) {8 0.5 M NaOH ;&% 5 {E118%3, {£88 10-15 min;
5) EREBFKERER, BZE pH Hi,

6) f#M 3-5 fZ#{A%3 100 mM CoCl, B4 i,

7) 6 10 BEREAREBFKELRE;

EREERE, AIMIZEMER, MAIZEER, FERENRFTHRRN 20%28EH, BF 4-30°C RFo

5. R RERGE

imRE FESS BERRAGE
HFRETS IERIEEE RS 3 MO IHERBITEMWE K.
WBRPEFHNBEIGTR, BN EHRIEREE (0.2230.45 um) &
i, HEBOER.
=AY T HRPEEESRENIZEE, MKW EEZEMERE, &7 DNase |
(ZRE 5 ug/ml) , Mg ($RE 1mM) , K EFE 10-15 min,
ZPIRA TR BNBAFNEZEARERT (WHAZE) TeERSIERELES, BERER
Ko
HBHASPREENEA EHTRERERAE, REELEP Al LGB B NIHERS T LERRESEENER, SRFMEREER
B ERREHNAE AR
RIXELAIE RURIXZM,
BEMERLESIRES, EARTEW | 125 wash Buffer B9 pH, Si#&PEIERBKMSREE,
HETERT
BNERLEETE, FABER TR | B Elution Buffer 49 pH {8, &0 Elution Buffer FRBRMSRE,
£/ 10-100 mM EDTA ARFIBHEF, FEREIIENER,
EHRR £ 4°CT R T IRE,
B ARRE R BY R i — L5 28 I ES I II,
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(B%)
(7] [RES R HERREE
ERAS T (BEZHER) FERRERHIR #410 Wash Buffer 1433,

HRPEEHMNASRIFEES

BITET pH (E, SERMERESR MRS BERAHMNALFR (0
BT, kS #—PaiRBRAD,

EREETRRTEAAE A F R SRR REBE 4 B ERBETNEBNEN RS T
IEIREPERRETE BRIFREXS 4°CTF#IT R
ERREERE ERSMAENERRPRNRESN, 40 0.1%H9 Triton X-100 HE
Tween-20,
6. 1TSS RAHX
i1 &S g
SA037005 5ml
SA037025 25 ml
SA037100 100 ml
Co NTA Beads
SA037500 500 ml
SA03701L 1L
SA03710L 0L
SA038005 5ml
SA038025 25 ml
SA038100 100 ml
Co NTA Beads 6FF SA038500 500 ml
SA03801L 1L
SA03810L 0L
SA038C11 1x1 ml
SA038C51 5x1 ml
HisCap Co 6FF SA038C15 1x5 ml
SA038C55 5x5 ml
SA038CS 3x1 ml+1x5 ml
%
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