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1. F@mNeE

Co NTABeads 6FF A LINEMRZXRSL (MAFHITE. BE. ERAMMGILIMIMAR) F—P4AK His TEEH, ZTaeUEER
R 6%IRBENE RIS A E R, RAUMEMIRESH, REMENER, JUME RS 0.3 MPa ME, EEaBATI L AMERAMNA
£, Co NTA Beads 6FF & 0] LAt 52— SE BRI A B AN (B3R 2) - Co NTA Beads 6FF S9h—"MFSE, MAEL Ni NTA Beads
6FF 3 His i1 EH AEE = HIEE N,

HiSelect Co 6FF @—Frh[EFiZttE, 1HZE 4.7 ml #Y Co NTA Beads 6FF 715, HEREVMETURREHFR, F5EMH FHREER.
HEMWLEEIEL, PBHIERIPRIGEE, RS ENEELRTHENRE. MERAENEED, JUERERRTNSETERERE,
WMAKTA &, HEEF R

£ 1. HiSelect Co 6FF @58

mE NE
g 4.7 ml
R BERELE 6%IRAsE R
e >20 mg 6xHis-tagged protein/ml 775
hifz 45-165 pm
fitE 0.3 MPa, 3 bar
HRY (WExEE) 0.77x10 cm
EEFEE PR & 20%ZEEH 1xPBS
EFRE 2-8C
£ 2. HiSelect Co 6FF it 2155
ik FIFhE RE
EEF 10 mM B-mercaptoethanol’
8 M urea
EHEA 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
Ei57 1% NP-40 (nonionic)
1% CHAPS (zwitterionic) , SDS, sarcosyl
500 mM imidazole?
30% ethanol®
Hith2 20% glycerol
500 mM KCI
1.0 M NaCl

Note: 1. REEN FRIREE S B BR-Mercaptoethanol Y4 H&H,

2 I ERENRKMAE Tl e R E R RN,

IZEETHERERTUE, BFREREWEMERLT,
BRERATIEKF: DTT (dithiothreitol) , DTE (dithicerythritol) 1 TCEP (TRIS (2-carboxyethyl) phosphine) &FEENFRMNEBZ
o

EDTA (ethylenediaminetetraacetic acid) . EGTA (ethylene Glycolbis ([B-amino-ethyl ether]) ) SEHEEFMNFELRE.

2. GiLiREE

2.1 ERREES
AEATIHES PR, UARIESCHERIREETRNETRER, BERFIEISMRM L, SRIEDR,. HEERTMEmFEL

%
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AR (pH7-8) UIBABAERZZ iR, AIANN 0.3-0.5 M SLSR/ LV IEEFMRM,. ERREENBENEMG TB%EMER Tris-HCl, FHgs R
E 57 EDTA TR R R PR, ZHPREERAFIRIFA 0.22 pm & 0.45 pm JEEL IS, E HiSelect Co 6FF BILIAFRIAZEHME
HEZEENAL, mMHAEMMRERARAR. AARERENLR3IMKR 4
= 3. AAMARRITEE LA B E R RES
B Ly [i5b)
Lysis Buffer 1L 50 mM NaH2PO. (7.80 g NaHzPO4-2H-0)
300 mM NaCl (17.54 g NaCl)
£ NaOH 7A/& AT pH £ 8.0, fF/H 0.22 & 0.45 pm JEEET IR,
1L 50 mM NaHzPO4  (7.80 g NaH2PO4-2Hz0)
300 mM NaCl (17.54 g NaCl)
5 mM imidazole (0.34 g imidazole)
£ NaOH A& IAT pH £ 8.0, fF/H 0.22 & 0.45 upm JEEETIE,
Elution Buffer 1L 50 mM NaH2PO. (7.80 g NaHzPO4-2H-0)
300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
£ NaOH 7A/& AT pH £ 8.0, fFMH 0.22 & 0.45 pm JEEET I8,

Wash Buffer

® 4. BRBASBITERQANAREPRNET, KRR
=t L [0

8 M Urea (480.50 g Urea)

50 mM NaH2PO4 (7.80 g NaH:PQ4-2H,0)

300 mM NaCl (17.54 g NaCl)

£ NaOH A& IAT pH £ 8.0, fF/H 0.22 & 0.45 um JEEETIE,
Wash Buffer 1L 8 M Urea (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)

£/ NaOH A7RIAT pH £ 8.0, fF/ 0.22 & 0.45 pm JEEET IS,
8 M Urea (480.50 g Urea)

50 mM NaH2PO4 (7.80 g NaH:PQ4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£/ NaOH 7A/& AT pH £ 8.0, fFM 0.22 & 0.45 pm JEEET IR,

Lysis Buffer 1L

Elution Buffer 1L

2.2 HmiER

2.21 AEHEIREANER

1) PKERREREIEFER, RIBRAFERNRA, MABRSRENIESHIESHENAIETE,

2) RiAERG, BIEFRREBIELOMHRD, 7,000 rpm (7,500xg) , Bl 15 min WERK, RGERBEM: Lysis Buffer=1: 10 (W/V)
B0 Lysis Buffer, JIAZSKERN 1 mM B9 PMSF, TINAEE (TERERN 0.2-0.4 mg/ml, MIRFTEMNBEEMEEAS pLysS X pLysE,
AILARIAERS) , (ARBAMARMEREIDER, EREXZMENERSERNESR) -

3) BEHETERFER WRERKES, tLAEEIMA 10 ug/m RNase A 7] 5 ug/ml DNase |) , 84, BT KL, ARk LEBER
R, ERRESFREES,

4) BEBNREREBRESOER, 10,000 rpm (15,000%g) , 4°CEilr 20-30 min, BXEE, EF XK EERAH-20CHRZ.

222 BE. RENMIAAMSSRETEEER

1) BARIESFRIEIEEE O, 5,000 rpm (3,800xg) , B 10 min, WEEEKES LR, WLETRRS EDTA. AEBRMTEAZYE,
BN EEMARFER,; 8% EDTA. ASRMEFEFIEMR, FH Lysis Buffer BATA BEIMANETF,

2) SHFREMHINN LE, EMANRBETERAES, EAXEER Lysis Buffer BFEABEMAEF-

2.2.3 SREEAMLEERY)

1) BIEFRER =MD, 7,000 rpm (7,500xg) , B0 15 min WEEE, KiEEE,

2) #REBEIA: Lysis buffer (F& 8 MERE) =1: 10 (W/NV) BEEEFEICES, ICABEREE.

3) BIREEREBEEOED, 10,000 rpm (15,000%g) , 4CTEL 20-30 min, EE FE, $E2M3TUEE—RK,
4) ¥RBBEIK: Lysis buffer (&8 M FRE) =1: 10 (W/V) RERERFER,

5) LG THIT His IFEEH4AN, EEERREARNE 40

2.3 Hméitk

%
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HiSelect Co 6FF B—fATFAHREMTEZEOMUNTEE™ R, TURKHENNPRERERS.

1) BREEPIFHEBF K. EELEF, BEMDEERERERFAT. BIATO, BNETEIEERAP, HiEL

2) F 3-5 BIATRRNEE FAR RN FEE R,

3) EAE/D 5 ERKAIRN Lysis Buffer FEi&1E,

4) FIRtF BRI RIF L,

d BmERERE NGRS E L ARELD, BESHEIRERANRE. IHEFRBIREFHNESEEN. AEBNERABTRIUETEEER
BRORE, EE#HFSRERER,

5) F Wash Buffer #3tiEF, BEIRIMRUEGAEI—MIERNEL (—RED 1015 MEFR) o F: EEGRMESEPRFIINPKRT L
REFRAE,

6) F Elution Buffer RFEE—F R SAMBERN. —F%BH, BE 5 EEATRARRMES T, FTUA—RIRE, 519020 EFHK
RREZ, KNBREESRENEQR.

7) HORGER 3 {BIEATREY Lysis Buffer fl 5 (S ARNEAB FRTEER, REHBA 5 BRATRNE 20%28E89 1xPBS T, AEEM
EFETF 2-8CHRE, PIERRARESE,

2.4 SDS-PAGE &
BERAHFREINESR (BIEREAD. ARASFERASD) UNREFMRER SDS-PAGE #MLELMR,

3. E(LFER

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

BIIRE TEIREAMIER EIARRYSRY), WNEER. BkERNEERS,

EMSREKESHER, IBERMAES

WS EF 30%FRELE M 5-10 MEEFR, FEARESIE A 15-20 min AIAERRIELETSRY, RE, BEA 10 EEFRNEBFKER. B8
PSR RSB RETNBRESRIEAR, BER 2 FEER. 3, 5 0.1-0.5% FEFESHIN 0.1 M EEAR, HEMEED 1-2
ho EEFINERE, FEFER 70%NZEE R 5 MEER, UMKRERESH. REMFER 10 FHEARNERFKE .
EREFERSESNER

£/ 1.5 M NaCl 3AREH 10-15 mino RS, BEAEEFKER 10 MEER,

BRFRIEFEIBA S 20%2E2H 1xPBS AUt 2 MEFIR, AEBHEAET 2-8CR1F

4. IERIBE

PRI EAENAEN TN EEF AT EL BB ARNEREHEF. YIENERAIEFRANGETR, REENHEHRET
R, FEHTHERSTEEFIENENESEF, URBENEL, BENEEESENENEAN, RETERETEHITHEF
HBMEFREHE T,

1) M 5 BERAREBFKERER,

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

3) £/ 10 ERAREEFKERER,

4) f#H 0.5 M NaOH &% 5 fEH{8F3, F% 10-15 min;

5) EREEFKEER, BE pH 4,

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

7) fEH 10 B AREBFKEE;

ERBER, IUIEMER, WALEMER, EERMERERES 20%ZEEM 1xPBS 1, BF 2-8 C1R1Fo

5. RIRARBRG SR

il RES WEFERRS R

HFREZS HERARIEE RIRSE 3 B WEM#HITEAE K.
HBRPEEW ) OEGTNL, BN EERIEABE (0.2250.45um) &
8, HEBOER.

SR ARG HRFESEERENZE, MK EEZRERE, & FN DNase |
(ZRE 5 pug/ml) , Mg (ZKE 1 mM) , K EMFS 10-15 min,
PR BNAFNREEZLARTERAT (NHBE) kRsIRREES, BRERER
%,
/
%
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#BR)
i RE WEBRSR
AN PREENED EAFERERE, RAEELEDT | ALELREIMNKBRON LEHPRESHRENER, SRFEERTER

RERFE QAL SR,

RIEEBXMR

RATERY, EREREAUE TR,

BNEREALRES, ERRPER
HEERTY

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

BNEREGTRE, FRBARTXR

F&{E Elution Buffer B9 pH {&, &N Elution Buffer FRBEMSRES,

£/ 10-100 mM EDTA BRI BHEF, ARBIENER,

FRADTA (EHSHER)

FRRETHIR

110 Wash Buffer 1473,

HRPEEEMNASKBITEESD

B IETI pH B, HEBRMIRERM AR F M. BEAEMNALFR (40
BFXR, BokF) #—SANEREAD,

ERAETAREREE R FRERERE R 4 BHENBEFNENEFREHEEF.
I ERERRETRE BRIEREXS 4°CT#IT LR,
ERRERE EESMFAENEHRRPFMBEN, 0 0.1%KY Triton X-100 FFH

Tween-20,

6. TS B REX =M

B &S A
HiSelect Co 6FF SA038C47 1x4.7 ml
HiPur Co 6FF SA038C20 1x20 ml
/
%
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