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1. FmNaE

HisCap Co 6FF @—MH[EFiikt:, & 1mL #l 5mL FFHAE, 2 513EEE 1mL #1 5mL Co NTABeads 6FF, Co NTABeads 6FF AILIME:
MRERSE WABTE. BE. ERARAFEIYLEE) h—S4k His ITSER. ZTFREUSEREN 6%IFEERRAERE, &
FUNRMRESE, HEMENER, AIUMZ&ES 0.3 MPa MES, EE&ATIUAIIEEANAN. Co NTABeads 6FF JEATLL
S —EEEMNTEFIME AR (K 2). Co NTABeads 6FF B9M—"1Hi52, #8LL Ni NTA Beads 6FF 34 His i EHEEE
=R,

HisCap 6FF 5 5 AR GEMEHT R, MEFEBIREED, JEEFRUNSEFEEERSK, WAKTASE, FERFEE

% 1. HisCap Co 6FF =R 2

e nE
FAE 1ml 5ml
E=354 BERREEH 6%IRAEEER
HE >20 mg 6xHis-tagged protein/ml 715
fufz 45-165 um
i E 0.3 MPa, 3 bar
BRY (RE<EE) 0.7x2.5 cm 1.6x2.5 cm
fEF & AR & 20%ZBE89 1xPBS
EERE 4-30C
£ 2. HisCap Co 6FF iXFIfIZ R
IR SREE
HIEF 10 mM B-mercaptoethanol’
8 M urea
S 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
£ 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 RERE/FIRIEIEE B B-Mercaptoethanol BB ik H,

2 IERENKME T REREREREIRE,

3 ZEATHSERERE, BIEERRIREMER T
BERERTUEF: DTT (dithiothreitol), DTE (dithioerythritol)f] TCEP (TRIS (2-carboxyethyl) phosphine) &R RN ERHE,
EDTA (ethylenediaminetetraacetic acid) . EGTA (ethylene Glycolbis ([3-amino-ethyl ether))& ¥ B F M B ERITE,

2. GifLitE

2.1 BhERES
AEA TIIHES DR, HAREACHERIREETRANES IRIFR, EXFERSMENML L, SHLER, HEERDERRE
R (pH7-8) INBAERZREE MK, BTHOAN 0.3-0.5 M SR/ IEESMRM,. EEREENBNEH TRGRER Tris-HCl, B SER
B &7 EDTA TS TR, S REFERIIRIFA 0.22 ym & 0.45 um JEEEE, EA HisCap Co 6FF BT EAZEANE
RAEOMAY, BMAERMEENEARE. EFEEAENER 3R 4%
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*® 3. AAMASRITEERAMARRE PRKES

=t L3 &5

50 mM NaH.PO; (7.80 g NaH,PO4-2H.0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
{5/ NaOH A& AT pH £ 8.0, £/ 0.22 3¢& 0.45 um JERETIE,

50 mM NaHzPOs (7.80 g NaH2P04-2H20)
300 mM NaCl (17.54 g NaCl)

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
5 NaOH A& AT pH £ 8.0, £/ 0.22 & 0.45 um JEIETIE.
50 mM NaHzPOs  (7.80 g NaH2PO4-2H20)
300 mM NaCl  (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
5 NaOH A& AT pH £ 8.0, £/ 0.22 & 0.45 um JEEEIE,

® 4. BRBARBATEERAKARETRKRES, RUERSR

% 1% [0

8 M Urea (480.50 g urea)

50 mM NaH2PO4  (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

5/ NaOH 3/ iFT pH = 8.0, £/ 0.22 & 0.45 um iEEEIE.

Lysis Buffer 1L

8 M Urea (480.50 gurea )
50 mM NaH2PO4  (7.80 g NaH2PO4-2H20)
Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)
5 mM imidazole (0.34 g imidazole)
£/ NaOH A%&IET pH E 8.0, f#/ 0.22 & 0.45 um JEEIE,

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)
M NaOH J&RIFT pH £ 8.0, 5/ 0.22 & 0.45 um iBEEIR.

2.2 ¥mEE

2.2 AEHBBRENER

1) PR ESEEIESRED, RIBHAFERIRA, MABRRERNIESHIESHEMNAETE,

2) RIXERGE, BIEFREBIEOME, 7,000 rpm (7,500xg), Bilr 15 min EEE, SARKBEK: Lysis Buffer=1: 10 (W/V)
BAN Lysis Buffer, IINZREA 1 mM B9 PMSF, IMINAEES (TERERN 0.2-0.4 mg/ml, MRKRIXBEEMEEAS pLysS T pLysE,
AIUARINAERS) , (R AIIIAEMEREINFIF, BFEEHENERSHIENEGS).

3) BEMTUEEFRENR (MEERRES, thEIEEMA 10 ug/ml RNase A 1 5 ug/ml DNase I), 584, MEBFkL, AEKEBER
B4, ERRERFRFEE.

4) B EBENREREBESOES, 10,000 rpm (15,000%g) , 4°CEL 20-30 min, BX EE, BEF Kk E&BAE-20CHF.

2.2.2 B8, RERAMILARS BRIATIEER

1) BARIEFREBEE O, 5,000 rpm (3,800xg), By 10 min, WERRE LS, W EEDRE EDTA. AEBNTRFIEYR,

ENRIE M FER; NEE EDTA. ASBRINTEFEYHR, FHA Lysis Buffer B4 8EIIAEF
2) JFAERFNLEE, TMANRBEIUERER, ERXEA Lysis Buffer B EA BEINAEF.

2.2.3 SREEAMAKEERY)
1) BIEsFREB T EOME, 7,000rpm (7,500xg) , B0 15 min YERIK, &= L&,
2) REBEIAR: Lysis buffer (F& 8MERE) =1:10 (W) RBEAERFEFRES, ICABBERKEL,
3) BIEEREEEELOES, 10,000rpm (15,000xg), 4°CEC 20-30min, X EE, SE2M 3 ATUEE—RK,
4) ¥REBEK: Lysis buffer (& 8M FRZE) =1:10 (W/V) BEHERFER,
5) BEFHTHIT His ITEE AL, BEEMREESNE 4.
2.3 #maik
HisCap Co 6FF E—MATHERITSEQAIHNTER~R, ATURASHENNTRESE RS,
1) BREETEREZFK. SR ELET, BEMBEEEGERASAD, BIRETO, BMERZEIGERSAD, HiEL,
2) R 3-5 B ARN AR FAORRHIEEE PR,
2
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3) ERZEL 5 EHREFIN Lysis Buffer &S, 1 ml FEEEHEFETREA 1 miimin, 5 ml FEREHEEFRIER 5 ml/min,

4) FIRFERRIERIF L,

R EEMEEEAE LR ERARL, tSHEMRRANRE. LEEREBIRFNESEN. AENEREAMATERE
AWRE, BREEEEHRER.

5) F3 Wash Buffer 4ttt F, BRSRMRBARI—MEENEL (—RED 10-15 MEETR) . F: ERERINESEPRPIMNBKMET L
REERAE,

6) H Elution Buffer SRE— R ELR . —FRHP, B 5 SEATRERRMER T . AIUA—NMNEE, §I30 20 Sk
MRFEZ, KNBEFRLEERENERR,

7) HORBER 3 fEIEARIM Lysis Buffer Ml 5 S ARNEB FKTEEIEN, REEA 5 BHHATRN 20%NZETH, RAGEHREE 20%H
ZEH, BT 2-8°C, BHIHEREAESTR.

2.4 SDS-PAGE #&illl

RERAY-RRFINER (BFERHAD. HRADIEBRAED) UNREFMER SDS-PAGE HNIZHLHR.

3. EIER

HERMEREEPLIIRETSHEEN FEEMAERSRE, FEHTEMSEERIE (Cleaning-in-Place, CIP) ,

BENGRR TEREEMRIEN LREBISEY), EEH. BkEEMEEE%.

ErRFKEENER, EERMESE

B ER 30% S REEE 5-10 MEKFD, $EARATIE A 15-20 min AT USRS Y, ARG, BER 10 EREENEEFKEL. A
PUERERESBE X SFINBRIE R AR, FEE 2 SR, i, 25 0.1-0.5% EBFEISFIN 0.1 M BBEAR, 1ZBTEN 1-2
ho EGFINERE, BEMFR 70%MZEEE% 5 MEER, UHEERREST. REER 10 ZREERNEEFKEL.
EREFERLEENER

£ 1.5 M NaCl 33E 5 10-15 mine FAfS, BIEAEEFKERE 10 MEATR,

BRI FRIEA 20%Z B Ak 2 MEETR, BF 2-8°CIR1%.

4, IERIBE

ARBITSEAFNAVER TN EEFAIZELREES SR EREEET, YERFEATRETLANAET R, NEENHERET
KEY, BEHTHERHTHEFBNEMESEF, URHBENEY:, FEREETAENEMEN, RRTERERERHTHEET
HEMEFEHE S

1) $EM 5 EHAEREBEFKERER,

2) {#A 5 {E4E(AFH 100 mM EDTA (pH 8.0)R5E s E F;

3) fEMA 10 FFHEREB FKEHER,

4) {EF 0.5M NaOH &% 5 fE1H&F3, £ 10-15min;

5) BREEFKEEE, BE pH i,

6) M 3-5 fZ1E{AFE 100 mM CoCl, B4 E,;

7) R 10 EREREBFKERE;

IEREEG, AILUIIEMERA, MARLEMER, SEHERSFTERIRN 20%28E+, BT 4-30°C RFo

5. [RRRBRG R

imRR FHESR WERRAAE
RFRESS IERIEE RIS 3 B SHERHTENE K.
HNERPESER EERERL, EIY EEFIERISE (0.2230.45 pm) T8, HE
BibERR.
[EEY i HRPESEERENZE, NMKEEREEZEMERME, &R DNase | (&K
E 5ug/ml) , Mg2t (ZRE 1 mM) , kK EEE 10-15 min,
BRRARETR BENBAAREERRERT HBE) TkEssIEREES, BERRERE
FBESPEEENEAR EHTRER R, HBELEF A LLEE BRNINER DT LEFEEREENER, 8 REEHEERBRERE
ZERgL AR
FKirEXE RURAEY, FREAFGCEIER,
3
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HERRSE

FERADPREENES

BNERE SRS, EARPER
HTERT

}2= Wash Buffer B9 pH, ZXE&FRERMIRE,

BNERSRITR, FRBRH TR

FE4F Elution Buffer 89 pH {8, k&g Elution Buffer FRBKMSREE,

£/ 10-100 mM EDTA ARAEHBEF, ANEIENED.

E=1E £ 4 C TFHTHLIRE,
ERABR R B RN — LR B BB Do
FEREDTLE (EHSHE | BRBRETIR 31N Wash Buffer 33,

=)

FRPEEHMNASBIIEES

BEET pH B, HEBRMRERMLARF . BEAREMNALTFR MBEFX
#, HikE) H—PAPRRAD.

BT AREREE R TRCES WA E RIESE 4 BRI BETNENENREHE T
SRR ERLLETR BIEREXS 4°CTR# TR
EHERERE ERSMFENE RRTRMIBEN, 30 0.1%H Triton X-100 K& Tween-20,

6. TS B BHEX = m

B ®"s g
SA037005 5ml
SA037025 25 ml
Co NTA Beads SA037100 100 ml
SA037500 500 ml
SA03701L 1L
SA03710L 10 L
SA038005 5ml
SA038025 25ml
SA038100 100 ml
Co NTA Beads 6FF SA038500 500 ml
SA03801L 1L
SA03810L 10L
SA038C11 1x1 ml
SA038C51 5x1 ml
HisCap Co 6FF SA038C15 1x5 ml
SA038C55 5x5 ml
SA038CS 3x1 ml+1x5 ml
SA062005 5ml
SA062025 25 ml
Co Smart Beads 6FF SA062100 100 mi
SA062500 500 ml
SA06201L 1L
SA06210L 10 L
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