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1. F@mNeE

Co NTABeads 6FF A LINEMRZXRSL (MAFHITE. BE. ERAMMGBILIMIMAR) F—S4aK His iTEEH, ZTReUEER
BERY 6%IRBENE RIS A E R, RAMUMEMIRESH, REMENER, JUME RS 0.3 MPa ME, EEaBA T I L AMERAMNAg
¢, Co NTABeads 6FF & A] LAt S — & SEER T HFIF E a9 (R 2). Co NTABeads 6FF Z9b—"MF =2, 8L Ni NTA Beads
6FF 3¢ His in& &0 A E=RIEE,

HiPur Co 6FF 22— EF2EiE, 1H%E 20 ml B9 Co NTA Beads 6FF 77 /f, HEREYHERURREGN, F5EWHFHEER, &
EWLEEEL, BLERIPRGEE, SRS ENESLRRAEENRR. MEREESREED, TUERESRUNSETREBIERS,
WMAKTA &, HEEF R

& 1. HiPur Co 6FF P @58

mE HE
g 20 ml
R EE B 6%IRAEVE LR
e >20 mg 6xHis-tagged protein/ml 775
hifz 45-165 pm
fiE 0.3 MPa, 3 bar
BRY (RE<BE) 1.6x10 cm
EFR PR & 20%ZEEH) 1xPBS
EFaE 2-8°C
% 2. HiPur Co 6FF & FIfit321&5%
ik FIFhE RE
EEF 10 mM B-mercaptoethanol’
8 M urea
FHE) 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
x£i57 1% NP-40 (nonionic)
1% CHAPS (zwitterionic) , SDS, sarcosyl
500 mM imidazole?
30% ethanol®
Hith 20% glycerol
500 mM KCI
1.0 M NaCl

Note: 1 RERNRIRIFEES B BR-Mercaptoethanol HIZEHF&RH,

2 ERENKLE A RER R E B EIUE,

3 ZEBEETiEREETRE, FEEEEREEETF.
EREATIRF: DTT (dithiothreitol) , DTE (dithioerythritol) #1 TCEP (TRIS (2-carboxyethyl) phosphine) SEENFRMNERHE,
EDTA (ethylenediaminetetraacetic acid). EGTA (ethylene Glycolbis ([B-amino-ethyl ether])) SEFHEBEFMNFELERE,

2. difkinig
2.1 EBBREES
AIEA T EE R, HARIEE CHERSIREERRNES TRER, BEXREMSMONME LR, SOER, HEERDERRESE
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AR (pH7-8) INBEERELZE IR, IO 0.3-0.5 M RALTURLDIFFRMRM,. EERSEANFHFE TERER Tris-HCl, RHERER
A7 EDTA MIITIREAEE R PR, & ARTEEARRIFA 0.22 um 3(# 0.45 um JBFRE IS, [EJ9 HiPur Co 6FF BJ LA FRIAERF &R
REBNAL, WS EMREARTRE. BARERERRE 3R 4

* 3. AAMAERITERRAMAREPRNES

B %17 [5vs

1L 50 mM NaH2PO, (7.80 g NaH.PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
5 NaOH A& IAT pH £ 8.0, £ 0.22 & 0.45 um EET I,

Lysis Buffer

Wash Buffer 1L 50 mM NaHzPO;  (7.80 g NaHoPO4-2H0)

300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

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

Elution Buffer 1L 50 mM NaH-PO, (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

5 NaOH A& IAT pH & 8.0, £ 0.22 & 0.45 um EET IS,

® 4. SREASRITEERANARREPRNET, KRR

B %17 [vs

8 M Urea (480.50 g Urea)

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

300 mM NaCl (17.54 g NaCl)

{5 NaOH AR IAT pH & 8.0, £ 0.22 3%#& 0.45 um 7T,

Lysis Buffer 1L

Wash Buffer 1L 8MUrea (480.50 g Urea )

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

300 mM NaCl  (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

5 NaOH A/ IAT pH £ 8.0, £ 0.22 & 0.45 um EET S,

Elution Buffer 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 A/ IET pH & 8.0, £ 0.22 & 0.45 um EET IS,

22 HRESE

2.21 AEHEEBRENER

1) KERBREEEIEFES, RIBHAFERIRA, MABRSRENIESHIESHENAIEE,

2) RRERG, BIEFREBIEOMF, 7,000 rpm (7,500xg) , Bilr 15 min WEFR, AGIREBEM: Lysis Buffer=1: 10 (W/V)

PO Lysis Buffer, JINEKER 1 mM B9 PMSF, TINAEE (TIERERN 0.2-0.4 mg/ml, MRFENEEHMAEAE pLysS I pLysE,

AILRINAEES) , (Rl NEMEBEIGF, EFREEmENERSERNGS).

3) BRI ESZERX WRERRES, HWElEEMA 10 ug/m RNase A #1 5 ug/ml DNase 1), 584, BMEBTF kL, AEKkLEBER
B4R, ERRESREES.

4) BB ENREREREEOED, 10,000 rpm (15,000%g), 4°CEity 20-30 min, BY LiE, BF K E&EHH-20CRF.

2.2.2 8. RRNBILARS BREATIEER

1) BARIEFREBEZ O, 5000 rpm (3,800xg), Bilr 10 min, WEEAFRBLE, WMEETARS EDTA. ASBINEENSYRE,

BN EEMARFER,; 8% EDTA. ASRMEFEFIEMR, FH Lysis Buffer BATZ BEIMANETF,

2) SFAERFNLEE, EMANGRBEIUERER, E0XER Lysis Buffer BTG BEMNEF,

2.2.3 SREEAMEERY)

1) BIEFFREB BB O, 7,000 rpm (7,500%g), B0 15 min WEREK, i &,

2) #REBEIA: Lysis buffer (F& 8MRE) =1: 10 (W) BEASTENES, HABERE,

3) BWEEREBREEOED, 10,000 rpm (15,000%g), 4°CESy 20-30 min, EiE &, SE2M 3 AUEE—R.

4) ¥RRREIAR: Lysis buffer (&8 M RRE) =1: 10 (W/V) BERFRFER,

5) THEHTHIT His iIFEER 4L, BREPRESIE 40

2.3 Hmitk
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HiPur Co 6FF 2— A TSRS EAMAUHNTMER~ SR, TUASHEMNTRECE RS,

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

2) A 3-5 ERARNEBFKEHEEE DR,

3) EAZED 5 FHEKRETIN Lysis Buffer &g,

4) FIFAERRSFRIF LR,

7 HREREIGINEREE EEEREL, BRSREMIRANRE. IHEFREBIRFHNESEN. XEMNERATRBATEEER
RAMRE, FEHESREHEER,

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

6) F3 Elution Buffer RE—F B SR E R, —F %A, BE 5 SHATRARRMER T, IUA—N\EE, Fi0 20 EiE
REEZ, KPBARLEERENEARK.

7) HORBER 3 fEHEATA Lysis Buffer 1 5 S A RNEB FKFEIER, REBRA 5 BEERNE 20% 2821 1xPBS T, AFEM
EHEBT 2-8CRT7E, BHILEEMEARSE,

2.4 SDS-PAGE #&30
BERANFRETNER (BIERBASD. ARASFIERAS) UNREREARRER SDS-PAGE & M4 3R,

3. TR

HIEREATRPRIRESSHEER LEHIARRSRE, FEHTEMBRRME (Cleaning-in-Place, CIP) o

BIIRE TEIREAMRER EIARBRNSRY, WEER. BKEANEEES.

EIRRFIKESNER, BERMAEE

WS EF 30%FRELE M 5-10 MEEFR, FEARESIE A 15-20 min AIAERRIELETSRY, RE, BEA 10 EEFRNEBFKER. B8
LUSEE AR EE TN SREAR, BHRER 2 FEHER. F50, &% 0.1-0.5% FEFEISHIN 0.1 M BEREIAR, 1ERATED 1-2
ho EEFIAEG, BEMFEM 70%HNZEER 5 MEHEAR, UBIKRERESH. REER 10 EEERNEBFKER.
EREFERSENER

R 1.5 M NaCl 3 ZRF S 10-15 mino AfE, BEAEBEFKBER 10 MEFR,

BRFRIEFEIBAS 20%288 1 XPBS ik 2 MEFER, AEKMERET 2-8 CR7%F.

4. IEHBE

PRI EAFNAER TN EEFAREL R B ARNEREHET. YIENERIRPANHeTX, HEENHERET
B, FEHTHERSTHEEFIENENERSETF, UREENEL, BENEEESENENEAN, RETERETEHITHEF
BN SR T

1) M 5 ERAREBFKERER,;

2) f#£/ 5 {Z4EAF2 100 mM EDTA (pH 8.0) FISEshEF;

3) fEH/ 10 B ARERFIGERER,;

4) M 0.5 M NaOH ;&3 5 f&#HAF7, =8 10-15 min;

5) EREEFKEER, BE pH 4,

6) 1EM 3-5 fZHE{ATE 100 mM CoCl, B

7) R 10 ERAREBFKERE;

EREEG, FJUIEIER, MAMEER, FEEMERIERES 20%ZEH 1xPBS 1, BF 2-8CR71Fo

5. RERBERGE

imER RE 2 WERREE
HFREDTS IERHEE FRIRE 3 B HERH TS .
HBBPEERNEGETN, BV EERERIEE (0.22 % 045 um) T8, &
BiER.
(=AY ERPESEERENZR, MKKEENEEZEMERK, &R DNase | (&R
5 pugiml) , Mg?* ($KE 1 mM) , 7k EfFE 10-15 min,
BARANETR BNBAFREEARERT WHKE) AERsIERENS, BERRERR,
3
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(&R
i RE S WEBRSR
FERADFREENESR ERFEREEE, RBELED AILUBE HKMENRBRIN LEPRE2E ENER, SRtERFTERRERE

EARatsH.

RIEEXE

RATERY, ERESREAUEMER,

BNEASALRES, ARRSER
HERT

12/ Wash Buffer B pH, S{&PEEBKMIRE,

BNERSEATR, FTEZRRTX

F%{R Elution Buffer BY pH {8, k&M Elution Buffer REKMIREE,

5 10-100 mM EDTA AR HBHEF, FANEBIENER,

FEHRAD T (EESHE
=)

FRIRET MR

110 Wash Buffer {473,

HaPERHMNARBITEER

BT pH B, HERMRERMAERFG. BEAEMNALFR NBFR
i, BkE) #—SALRBAD.

BT ARERAE R TRCERERIE RBE 4 BMERBEPNENSHERE T
EEIRERERRETR BIEREXS 4CT#IT LR,
EERERE R ENEPRPRINFRER, 0 0.1%09 Triton X-100 & Tween-20,

6. TS B REX M

B 5s g
HiPur Co 6FF SA038C20 1x20 ml
HiSelect Co 6FF SA038C47 1x4.7 ml

4
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