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1. @i

Co NTA Beads AJLIMNETHRERS (MAHITE. BE. ERAEHMMEIAMR) F—HHL His iTEER. Z™mEMU 4%IRAEER
RAERT, ERAUEEIEEZESE. Co NTA Beads 1HLL Ni NTA Beads X7 His irEE R EEEREFY, BEMRELE 1,

% 1. Co NTA Beads 7= @14 8E

=] 14aE
k=954 A%IRBENE R
HE >20 mg 6xHis-tagged protein/ml 77 /&
ERRIR 45-165 ym
=RAEN 0.1 MPa, 1 bar
EFEPR & 20%ZEZH9 1xPBS
EEFRE 2-8C
Co NTA Beads A1 Ui S — BB T HIRIEATRING, 105 2.
% 2. Co NTA Beads it #1557
ik RE
TIEF 10 mM B-mercaptoethanol’
8 M urea
LA 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
EiEH 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 RIRFEES B B-Mercaptoethanol HIZE Hi& A,
2 IERENRRME R RER PR E B EIURE,
3 ZEBETERERTE, REEEEREMERT.

BRERTIRA: DTT (dithiothreitol), DTE (dithioerythritol)f1 TCEP (TRIS (2-carboxyethyl) phosphine). 2B ENTRMEBHE,

EDTA (ethylenediaminetetraacetic acid) «

2. 4iLiREE
21 FHRHEE

EGTA (ethylene Glycolbis ([8-amino-ethyl ether]) = $hEF M B ERIE.

AERTIIEEE DR, LAREACHERIREERRANENRESR, BARIERZMRM LR, SRIER, EFEERAPIERFHE
AR (pH7-8) SNBAEREREE AR, FJAON 0.3-0.5M RULED I FIERI. EEOALESHBNFH TRRMER Tris-HCl. NERERE
A7 EDTA MiTIRBREE PR, ZARTERFTIRIFA 0.22 pm 5(& 0.45 pm JERIZIE. EH Co NTA Beads RILUAFRIAZERAMEHAE

EBRAL, MM ERBEPRTE. RFEETERE 3R 4
3. ABEAEMITEE O BEPRRE

2 &% [i5Y]
50 mM NaH2:POs (7.80 g NaH>PO4-2H.0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
£/ NaOH A& IAT pH £ 8.0, M 0.22 & 0.45 um JEEET ISR EL
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*® 3. IANARRTEEAAKBRETRNES (BR)

&t L3 [0

50 mM NaH:PO, (7.80 g NaH2PO4-2H,0)
300 mM NaCl (17.54 g NaCl)

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
{8 NaOH ;A& IET pH = 8.0, £ 0.22 =& 0.45 um BRI ERE,
50 mM NaHoPOs  (7.80 g NaH2PO4-2H,0)
300 MM NaCl  (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
£/ NaOH A& IAT pH £ 8.0, fF/ 0.22 & 0.45 um JEEET ISR EL

K 4. QRGESIBITEERARERRRET, KRR AR
T &R Bo5

8 M Urea (480.50 g urea)

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

300 mM NaCl  (17.54 g NaCl)

£ NaOH 7&/& AT pH &£ 8.0, fF/H 0.22 & 0.45 pm JEEET I8,

8 M Urea (480.50 g urea )

50 mM NaH2POs (7.80 g NaH,PO4-2H,0)

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

5 mM imidazole (0.34 g imidazole)

£ NaOH A& IAT pH £ 8.0, fF/ 0.22 & 0.45 uym JEEET IS,

8 M Urea (480.50 g urea)

50 mM NaHPO,; (7.80 g NaH,PO4-2H,0)

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

250 mM imidazole (17.0 g imidazole)

{5/ NaOH AR IAT pH £ 8.0, M 0.22 & 0.45 ym JEEETIE,

Lysis Buffer 1L

2.2 HmiER

2.21 AEHEEBRENER

1) KERBREEEIEFES, RIBHAFERIRA, MABRSRENIESHIESHENAIBTE,

2) RIXERG, BIEFREBIE O, 7,000 rpm(7,500xg), B0y 15min WEEER, AGIRBEMA: Lysis Buffer=1: 10 (W/V) IIA
Lysis Buffer, TIAZREN 1mM B PMSF, TINAEE (TEKREZA 0.2-0.4 mg/ml, MRFTANEEMIMAE pLysS K pLysE, A
DURINAEE) , (ANBIIMARGEEEIDGF, EREEZMENESSNHHENESR) .

3) BEETUERFER, UWREBRKRES, tLEJZEIMA 10 yg/ml RNase A #1 5 yg/ml DNase |) , B4, WBF KL, AEkLEBE
WM, ERREARSEE.

4) BB ENREREREEOED, 10,000 rpm(15,000%g), 4°CEity 20-30 min, BYLiE, BF K E&HH-20CR .

2.2.2 BB, RHMFZLARS BRATEERAE

1) BAMETFREBER O, 5,000 rpm(3,800%g), B 10min, WEEFSF LS, W EEHRE EDTA. AEBIITRFIEYR, B
ATEEIMAGTER,; MA%E EDTA. ARBRMEREFIEYR, T Lysis Buffer #TABEIMAIEFo

2) WFAREFERMNLE, FMANRREUCRER, ERKEEA Lysis Buffer ETEZ BEMAETF

2.2.3 SiREEAML(EHERY)

1) BIEFFREB BB O, 7,000rpm (7,500xg) , B0 15 min WERIEK, & &,

2) REBEIA: Lysis buffer (RE8M RE) =1:10 (WN) BEASTENES, HABEIRIE,

3) BIREEREBEEOED, 10,000rpm (15,000xg) , 4°CEy 20-30min, s b, HE2 M 3 TUEE—R,
4) ¥REBEK: Lysis buffer (&8 M RE) =1:10 (WN) FERAFSZER,

5) MG THIT His iIFEZHANL, BRFEERRESNE 40

2.3 Co NTA Beads E/JiERY3E1E

1) MESHBNEAENE, EANTEE, MASE4/KEEFENES, XATHEO,.

2) ¥ Co NTA Beads E&194, BARLMENERRBMAZTENRS (NMELFERSERN—F) , T FTHORTFEPR.
3) MAEBEAKHENER, FEEPREELNATRE, *HATHO.

4) ENIDRENLERE, BEEFSENZEEEER, BRIk,

5) HIEFMEHETUEZIMAFERETEE, EERRUMNERARK, 4-30CHRF.
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2.4 HRANRE

2.4.1 WEELL

1) RIBARERE, BUSEE Co NTABeads IAEOES, 1000 rpm il 1 min, RFELF,; HEAIMAZEAED, FFERPK.

2) MELOEFIMN 5 E/TERIETIN Lysis Buffer 553558, 1000 rpm Bl 1 min, WELE,; (MERELHE, WEEESEHETER, B
EEHT Lysis Buffer; EEMXLL L.

3) AR, HABLEREHRE, 4CIRETS 2-4 h 5E 37°CHE 30 min-2 h,

4) BELRE, 1000 rpm Bl 1 min, BFLE, SHTERENR, LERBEARE, BTEKEE,

5) A5 ZARIAFIR Wash Buffer ;&8 H, 1000 rpm Bl 1 min EARETE, ABEE CEEFREREINR) , EE 35K, &
EENERFEOE, VENTLUEEM AR EHT RS,

6) BN 3-5 fZ#H{AFIRY Elution Buffer 31738, =B S 10-15 min, 1000 rpm Bl 1 min REHEEWE XK, ATEE 2-3 Ko

2.4.2 EhiEEGEK

1) J§2E1EIFHY Co NTA Beads =AM 5 fZHHKTR Lysis Buffer #1TFE, HENLTS5ENEABRNESMRIERT, 58 2-3 /%,

2) ¥IFEMAFEFNEHED, FRERENEZED 2 min, FIEFRONRTESEM, WERER, TURE EHEINSEEHE,

3) H 10-15 {E1E(KTRH Wash Buffer 1Tk, SRIERSERMIAES, IKERRR. DEBTLIAERMEREHFHITES

4) fER 5-10 1514 FRH9 Elution Buffer 3%, DERUKEE, S—MEERRUE—E, 23N, BRALURIIFIESEENENERRIER, X
AUBEEAENERENEH.

ERTBNBUEBILERE, oA Lysis Buffer st 3 (SR, SARRAUKHRE 5 AR, BA 20%Z845 2 MEER, ABRRKNAR
BT 2-8CHR1%F

2.5 SDS-PAGE #&:0l
BERALFRETNER (EIERBASD. HARASFIERAS) UNREREARER SDS-PAGE & MAEL 3R,

3. E(ER

HERMEAR PRI RETSHEEN FEEIMBEERSEN, FEHITEMERRIE (Cleaning-in-Place, CIP) ,

EIGRR TERESREN ERBASEY), MEEE. BkEAMEERS.

EIRRFUKEANER, EERMAESE

ELE A 30% S AEEE L 5-10 MEATR, ZAAEA 15-20 min ATLUARRILEESRY), RS, BER 10 EEEIRNEEFKER BH
PUERERSE RS HINBIE R AR, BRER 2 AR, fli0, 55 0.1-0.5% FEFETHIR 0.1 M BEEUAR, EETEN 1-2
N, EEFINERE, BEMFER 70%HZEEME 5 MEEIR, UMREREST. REER 10 S ERNEEFKER.
ERBFERLEENER

M 1.5M NaCl ARE L 10-15 min, AfS, BERAEBFKER 10 MEFFR,

BERFNEERIBR 20% B 2 MEFRR, BF 2-8CHRTZ.

4. IEFIBE

PR EOENANENFNEEF AT EEREESARNEREEET, YENERASETANAGTR, REENHERED
RE, BEHTHERETHEFBNEREHEF, tRHBENEL, SERSEETESENERNER, BB TEHRERESHITHEF
HBMEFREHE T,

1) M 5 BERAREBE FKERER,

2) {EF 5 {Z1E{AFH 100 mM EDTA (pH 8.0)RI5EshE F;

3) £/ 10 ERAREEFKERER,

4) f#H 0.5M NaOH &%t 5 S14F3, =8 10-15min;

5) ERAEBFKERER, BEE pH i,

6) f#E/ 3-5 fZiE{AF 100 mM CoCl B4 #Es;

7) EH 10 EREREEFKER;

EREER, JLUOIBMER, MAMEER, FEHERSFZTERRN 20% 28, BT 4-30CHREZ.

%
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5. RERBERG SR

imER RRAZH WERRER
HFREDTS IEERRIEE RIS 3 O SHERHITEMS %o
HBBRPEERNEGETN, BN EERIERIEE (0.22 3 0.45um) i
B, REBROER.
B SRR ERPEESRENIZEE, KKK EEZEERK, &N DNase |
(BIRE 5 pg/ml) , Mg2+ (BRE 1mM) , K EES 10-15 mino
E R BNATSREERRERT HHE) FERsIEREES, BERIRER
%o
FRENPEEENER ERFREREEE, BEELEF AILLEE BRI NRER AT LEPREEEENER, SRFERTER

RERFEANALE N

RIXEBXE

RATERM,

BNERE SRS, ERRTER
HEERT

1275 wash Buffer B9 pH, SERIEBKMRE,

BNERLERITR, FTEZRMR TR

F%{E Elution Buffer B9 pH {8, ZX#&IE N Elution Buffer REKMIREE,

5 10-100mM EDTA BRFIBHEF, FANBIENER.

EQMRER £ 4 CTHITALERF
ERBREFRT A I — L R BRI,
FRADTA (EHSHEH) FRRETHIR 150 Wash Buffer ##3,

FRPEEEMNAKBITEERD

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

EHFETARTRAE TEREFHEIRAE BENENMEREF
EEdRREARETNR RIEEEXRS 4CTR#T LR,
EARERSE A TP VR R ARG RER], 90 0.1%H89 Triton X-100 &

Tween-20,

6. TS B REX =M

B HS 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 1x1 ml
SA038C51 5x1 ml
HisCap Co 6FF SA038C15 1x5 ml
SA038C55 5x5 ml
SA038CS 3x1 mi+1x5 ml
SA062005 5ml
SA062025 25 ml
Co Smart Beads 6FF SA062100 100 mi
SA062500 500 ml
SA06201L 1L
SA06210L 10L
Y
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