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1. F@miTes

HisCap Co 6FF @—f[EFZEtE, & 1 ml F 5 ml Fw##IAE, 25/ 1 mlF1 5 ml Co NTABeads 6FF, Co NTA Beads 6FF AT LIME
MFRERS OAPITE. BE. ERARMNMBIAMNYAR) h—Sa His iITEER. ZrREUSEREN 6%IFIsERRAER, &
U NEROIRE S, REMENER, TUMEZHRS 0.3 MPa £, EEART I AMEREANL. Co NTA Beads 6FF FA 1L
S —E TR MR EMAARMT (W& 2) . Co NTABeads 6FF B4h—"MF =2, HEL Ni NTA Beads 6FF X7 His in8EHEEE
EHEEE,

HisCap Co 6FF #75 5 R E @ EMEHNF R, MEFEBGIRERD, JUEEERUNERFERERS, N AKTAE, AEEFIRE

% 1. HisCap Co 6FF = @{E 8

iE HE
KA 1ml 5ml
HRY (RExsE) 0.7x2.5 cm 1.6x2.5 cm
AR B EAZERN 6%IRREVE RS
HE >20 mg 6xHis-tagged protein/ml 77/&
ATk 45-165 pym
it 0.3 MPa, 3 bar
EFE AR & 20%ZBZH) 1xPBS
EERE 2-8°C
% 2. HisCap Co 6FF &It 1&5%
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
1.0 M NaCl

Note: 1 AEBNFHRRFESE B-Mercaptoethanol B4 &+,
2 IERENRKME I RERREEARKE,
3 ZEETRERERTRE, BEERERENEEF.

BWREMATIRF: DTT (dithiothreitol), DTE (dithioerythritol)F] TCEP (TRIS (2-carboxyethyl) phosphine)&F{ENTFHNEHH 2,
EDTA (ethylenediaminetetraacetic acid) . EGTA (ethylene Glycolbis ([3-amino-ethyl ether])&3&5E B F MR ERIE,

2. AR
21 EPRINES

AERATIIHESR DR, HAREECHNERIREEFRRANEDRAR, BERIEMISMOKL L, SOMER, HEERPMERRE
R (pH7-8) INBAERELLE k. AIAOAN 0.3-0.5 M SR L IFRERM. EERSEENBEMNEE TESRER Tris-HCl, [ %R
47 EDTA MiITRIREAE TR, BAPREEBRIRTFA 0.22 pm & 0.45 um JEREIEIE. E7 HisCap Co 6FF AILIBFRIAEEME
RAZEANAY, " EARRENRAR. EFREES AR 3 MK 4

%
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* 3. AAMASBITER AR EPRRES

E=3 LS 5z
50 mM NaHz:POs (7.80 g NaH2PO4-2H20)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)

£ NaOH A7 3AT pH & 8.0, f£F 0.22 3#& 0.45 um ST,
50 mM NaH:POs (7.80 g NaH2PO4-2H,0)
300 mM NaCl (17.54 g NaCl)

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
55 NaOH &% 8% pH = 8.0, 8 0.22 53 0.45 uym FEEHTIE,
50 mM NaHz:POs (7.80 g NaH2PO4-2H20)
300 mM NaCl (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
3 NaOH &/ pH = 8.0, M 0.22 & 0.45 pm IEET IS,

*® 4. BRGESRTEERANFREPRRET, KRS

k=108 &% fis

8 M Urea (480.50 g urea)

50 mM NaH2PO4 (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

£ NaOH &7 T pH E 8.0, M 0.22 m#& 0.45 pm FEEETIE,

Lysis Buffer 1L

8 M Urea (480.50gurea )

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 &iAT pH £ 8.0, £/ 0.22 3%#& 0.45 um iSRS,

8 M Urea (480.50 g urea)

50 mM NaH2PO4  (7.80 g NaH2P0O4-2H20)

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

250 mM imidazole (17.0 g imidazole)

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

2.2 HRESE

2.21 AFEREERENER

1) PERRESEEIEFREDR, RIBEHAERNA, MABRIRENIASTIESHEMAETE,

2) RRLERG, BIEFREBIEOMFH, 7,000 rpm (7,500xg) , By 15 min WEREE, REERBEA: Lysis Buffer=1: 10 (W/V)
PO Lysis Buffer, TIAZRE 1 mM B PMSF, IMMAAEE (TEREZA 0.2-0.4 mg/ml, WMRFENEEMMAE pLysS I pLysE,
AIUARINAEES) , (RANBAIMAEWEREIDGF, EREXZMENERSNRNES) -

3) BEMUESTER MREKRRES, WEEEMA 10 uyg/m RNase A #] 5 ug/mi DNase ) , S84, MBFKk L, REKLBER
AR, ZERBRESFRFES

4) BEBNHEREBEZEROEF, 10,000 rpm (15,000xg) , 4°CE 20-30 min, BX LiE, BF K EEA:H-20°CHRE,

222 B, RBAMILAES BRARSEER

1) BAREFREBEHOM, 5000 rpm (3,800xg) , BEir 10 min, WEEKSELE, N EEPARE EDTA. ASBRMNZERNIEMR,
BEJERIMANEFEAE; WaHE EDTA. ASRMIFETEFYR, A Lysis Buffer BT BEIINEF

2) WFAREBAMNLE, FTMNRERZTUERGES, EHEHA Lysis Buffer EMEZ REIMAEF,

2.2.3 GRFRAMALEESRY)

1) BIEFREBEIEOMF, 7,000 rpm (7,500%g) , Bl 15 min REERR, XK EE,

2) #EBEIK: Lysis buffer (F& 8MRE) =1:10 (W) BEESTFEIES, HCABEME,

3) BHHEREBEROES, 10,000 rpm (15,000%g) , 4°CEr 20-30 min, g LiE, FE2/M 3 AUEE—NR,
4) REBEK: Lysis buffer (& 8M RE) =1:10 (W) BERFEFER,

5) KA THIT His IFEE AL, BEAENKRES X 40

2.3 #aEdit

HisCap Co 6FF E— A TASRITEEAM4LNTER~R, TURAZHENNPRERIERS.

1) BREETEHREETL K ZFLETF, BEMDEEEGERSTS, B TO, BMEREIEERASD, HiFk.
2) A 3-5 ERAERNEBF AR ELEIEE PR,

%
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3) FERED 5 EHKRETRRN Lysis Buffer FATEIEE, 1 ml FEEHETEFTRA 1 miimin, 5 ml FIEEHETETRA 5 ml/min,

4) FIBEHEMREERIF LR,

SRR EIE NEREME EHARRL, HRSHEMRRANRE. EHEFRBBIFFNLEEEEN. AENERERLATLEERR
KORE, EEEFEEMMER,

5) FB Wash Buffer H3EitF, BEIRMRBIXEI—MEEMEL (—RZED 10-15 MEFTR) o F: EESMNESEFRPIMNBRME L
REMRAE,

6) F3 Elution Buffer REE—F IR E MR E K. —F KT, 8% 5 EARRREMEB T TUBA—NMNEE, Fli0 20 S
RYEEL, KPBEFARALEERENEAR,.

7) BORGER 3 fEAEARRM Lysis Buffer F 5 B AN EB FKEEIER, REEMA 5 BHERN 20%NZEFH, RARHREFE 20%89
2B, BF 2-8°C, BFILEREARISHR,

2.4 SDS-PAGE #&il
BERAHTREINER (BEREAD. KEELFERASD) UNERIBEFRFER SDS-PAGE Ml R,

3. B

SERMERE R LANIR EIEREER FEEIB RSN, FSEFTEMERIRIE (Cleaning-in-Place, CIP) .
ENGRETEIRESRIEN ERBISHRY), eEE. BKERNEERE.

EEHKkESNER, IEERMAESE

B ER 30%SREEE 5-10 MEATR, A4S 15-20 min BIAKRFRIEETHRY), SA7E, BER 10 BRARNEEF KB, B
LUERERSEES IR R, BEHEE 2 Z3ER. a0, 8% 0.1-0.5% FEBFEISHIE 0.1 M BEERAR, 1ZHALRTIERN 1-2
ho REFINIERE, BEMER 70%MZEER 5 MEERR, UMKRERESH. REER 10 SRERNEBFKER.
EREFEREENER

£ 1.5 M NaCl 3355 # 10-15 min, 7AfG, BEREBFKBERE 10 MEFTR,

BT F B 20%ZEHE 2 MEAERR, BEF 2-8°CiRF.

4. IEEIBE

PRERITSEAENGUENATNHEEFARBREESERNENEEET, YENERTEPLANANETE, REENIERET
REY, FEHTHERFTHEFINBNEREHET, UMBENBE. BENEEESENERER, RETERIEREHTEEF
HEMEMESRSF

1) {8 5 BRHAEREBFKERER;

2) {8 5 fZ4HE{ATR 100 mM EDTA (pH 8.0)F 58 5EE F;

3) /8 10 B EREBFKBHER;

4) {8 0.5 M NaOH ;&% 5 {Z118%3, {£88 10-15 min;

5) EREEFIGERER, EE pH $4;

6) M 3-5 fZ1EAFR 100 mM CoCl, B4 HEsE;

7) £ 10 EHEREBFKER;

ERBES, AILZEMER, MAILEMER, FEREREZTEERRN 20%28EH, BT 4-30°CR1Fo

5. i)l R iR R

=] FRES BERAGR
HFRESS ERIEE RS 3 S AR ITEALE .
REDSHHDNEIETRL, BN EEREREE (0225 0.45um) i
s, BEBOER.
PR HRPESESRENZE, MNKWBETEEZEMERR, &R0 DNase |
(ZRE 5 ug/ml) , Mg® (ZKE 1 mM) , 7k EIFE 10-15 min,
BPR AR ENARRERARERT (WNMHHE) TescliERENS, BERER
R,
SRS PEEENEA EATHER RN, JEELER A LGB Bk NNERST LEPRESEENER, ERMERTER
BERAERMNAL A
FRIXEXR U REEN, ERBRAFAVEDER,
Y
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BR)
& RES#H BERREE
FRAD FRBENES BNEBLESILIRES, ERRTEW | {85 Wash Buffer 9 pH, SREFEATIRMKRE,

HTEERT

BNEALESTR, FTEHRHRT*R

F&{E Elution Buffer BY pH {8, ZXE&IEAN Elution Buffer FRBKMERE,

f£F 10-100 MM EDTA ARFB#HEF, ANEFIIEMNER,

RHERR & 4°CFHITE LRI,
ERBR B Y A A0 — L2 2R B AR HD 5o
ERAS T (BEZHER) FERRERHIR #410 Wash Buffer 1443,

HRPEEHMNASRIFEES

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

R BIRRERE G A FRUE SRR B RRE 4 B ENBETNENERERET.
EEdiERERRERR BRIFREXS 4°CFHIT M,
ERRERE TR @M ATA SR A INRET, 40 0.1%HY Triton X-100 &

Tween-20,

6. TS B RAEX=m

=10 &S g
SA037005 5ml
SA037025 25 ml
Co NTA Beads SA037100 100 ml
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 11 ml
SA038C51 5x1 ml
HisCap Co 6FF SA038C15 1x5 ml
SA038C55 5x5 ml
SA038CS 3x1 ml+1x5 ml
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