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1. =miTes
Co NTA Beads AJLIMETFRERL (MMAMITE. B, BERAMMEILMAR) P—SHK His ITEER. Z™REU 4%IREEER
RAER, REUMEIEES . Co NTA Beads 1Lt Ni NTA Beads X His I E A BB EaAEE Y. BEMELR 1.

% 1. Co NTA Beads @14 AE

il=| 48k
%51 4%IFRERE R
HE >20 mg 6xHis-tagged protein/ml 775
THERRIR 45-165 um
=mAES 0.1 MPa, 1 bar
EEE AR & 20% 28219 1xPBS
EERE 2-8°C

Co NTA Beads B MAfi{ 52 —7E SEEIRY I I E AR, 0%k 2,
3 2. Co NTA Beads X FIfi12 &%

iR RE
R 10 mM B-mercaptoethanol’
8 M urea
ISR
S 6 M Gua-HCI
1% Triton™ X-100 (nonionic)
Eavpilll 1% NP-40 (nonionic)

1% CHAPS (zwitterionic), SDS, sarcosyl

500 mM imidazole?

30% ethanol®

Hthzk 20% glycerol
500 mM KCI

1.0 M NaCl

Note: 1 AERNHRFEESE B-Mercaptoethanol B4 HiR .

2 IERENHBE R ERMERERREKRER,

3 ZEEHERERNE, BREEARKENERET,
EHREERTRF: DTT (dithiothreitol), DTE (dithioerythritol)F1 TCEP (TRIS (2-carboxyethyl) phosphine). 2P &N FRME R HE,
EDTA (ethylenediaminetetraacetic acid) . EGTA (ethylene Glycolbis ([B-amino-ethyl ether)) B F MR LRIE,

2. 4Lz

2.1 BHBRES

AEATHIHEE SR, tAREECHNERIREEFRANEPRER, BARIEMSMOML LR, SOKMER, HEERDMERRE
i (pH7-8) [ INBEERZNZE ik, ATANN 0.3-0.5M SfLiAR/ IS TMMM,. EEALEHENRMG TBRER Tris-HCl, FHERERE
A% EDTA MiTEEEE MR, EARITEHEFTISIFE 0.22 ym 30E 0.45 ym JEEEIE, E5 Co NTA Beads AU B FEAE A ERA
BHN4L, WA EARENRAR, EARES AR 3 MK 4.

% 3. IAMASMITEEAGUFREPRRES

B i [i5¥:]
50 mM NaH2POs  (7.80 g NaH,PO4-2H,0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
£/ NaOH A&iAT pH & 8.0, f#/ 0.22 3%#& 0.45 um RIS FRE,

%
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= 3. ANAMASRGEEOANFBEPRRES (BR)

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

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
M8 NaOH J&7& AT pH = 8.0, 8 0.22 5{E 0.45 um ISETIEIRE,
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)
2/ NaOH J&i&IAT pH & 8.0, 1/ 0.22 Z# 0.45 um RS IREREL

x4 OREARBRTEEQAMAEREPRNES, KBS

BHR i [i5Ya]

8 M Urea (480.50 g urea)

50 mM NaHzPO. (7.80 g NaH2PQ4-2Hz0)

300 mM NaCl (17.54 g NaCl)

£ NaOH A&iET pH £ 8.0, £/ 0.22 3%#& 0.45 um iSRS,

Lysis Buffer 1L

8 M Urea (480.50gurea )

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

8 M Urea (480.50 g urea)

50 mM NaHzPOs (7.80 g NaH2PO4-2H20)

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

250 mM imidazole (17.0 g imidazole)

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

2.2 HRESE

2.21 AFEREERENER

1) PERRESEEIEFED, RIBHAGERNRA, MABRRENIESHIESHEMAETE,

2) RIALRG, BEFREBIEOFS, 7,000 rpm(7,500xg), Bl 15min WEEEK, AEIRBE: Lysis Buffer=1: 10 (W/V) 10X
Lysis Buffer, TINZIREN 1mM B9 PMSF, TINAEE (TERERN 0.2-0.4 mg/ml, MNRRANEEMMEAS pLysS =% pLysE, ]
UARINAHEE) , (ANBIAMAEGESEIDGF, EREFZMENESSNENES) -

3) BRMERZEFR, (NRERRES, tWAIEEMA 10 yg/ml RNase A #] 5 ug/mi DNase 1) , B4, MEFktE, AEKLEEE
WREAERE, ERRERNRIFEE.

4) BEBNBEREREEOER, 10,000 rpm(15,000%g), 4°CE L 20-30 min, B EE, BF K E&BH-20°CIR T

222 Bf. RRAMEILARSBRIARSEER

1) BARETFREBER O, 5,000 rpm(3,800xg), B 10min, WERGKSFLEE, M EEFFS EDTA. ARRMEFEFSYE, BN
AEEMANEFER; WaHE EDTA. AERMEREFEYR, FE Lysis Buffer ETABEMANEFo

2) WFAREFAMMNLE, FTMNRERZTUERGEG, EREFA Lysis Buffer EEA BEIMAEF .

2.2.3 SRERAALEESRY)

1) BIEFREBEIEOMF, 7,000rpm (7,500%g) , Bl 15 min IRERK, KiE L5,

2) REBEAR: Lysis buffer (F& 8M RE) =1:10 (W) BEARSIRFES, KABEIKE,

3) BHHREBEROES, 10,000rpm (15,000xg) , 4°CEi) 20-30min, Xig L&, SE2 M3 AUEE—RK,
4) REBEA: Lysis buffer (& 8M RE) =1:10 (W) FERFEFER,

5) TMEEMH THIT His IREE AL, BEEENRES X 4.

2.3 Co NTA Beads & HitaoEiE

1) BESHBNEAHRRE, EANTEE, MABE4KEETENRS, XATHO,

2) % Co NTA Beads ;E&194, BRAREEERBIMANEZEENHFH (NEAKRFFERHIEBN—F) , TATHORTHRPR.
3) MAEELKFENE, SHEPREENRTRE, XATEHO.

4) BENDEEHLERE, BEERFSERZAIEEER, BFRHKT.

5) FIEFHNEHEA UEZRMATEREIT IS, EAEENNIMNERIFR, 4-30°CR7E,

%
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2.4 HRALTRE

2.4.1 BEZELAL

1) RIBAHERE, BUEE Co NTA Beads JIAELER, 1000 rpm B 1 min, |FLEFE; WAMAZEAEF, RATRPR.

2) ABELEFRIMN 5 ENRIATIM Lysis Buffer 5537/, 1000 rpm By 1 min, RFELE; EREHE, WEEEEHEHE®, B
EE NIRRT Lysis Buffer; EEFRU L,

3) MA#SR, HABLERENRE, 4°CIRFES 2-4 h HE 37°CHFE 30 min-2 ho

4) BBLRE, 1000 rpm Bl 1 min, RELEE, LBRENR, LEREBENRSE, BTHEXEE,

5) A 5/ E{AFRA Wash Buffer ;&35 T8, 1000 rpm B0 1 min EARELIE, ABERE CEEFRERINK) , EE3S5R, F
EENERFEOE, VENT LUAREBKMATRE R TIR.

6) BN 3-5 fZ#E{AFIRY Elution Buffer #1735, =2 B 10-15min, 1000 rpm B 1 min FEHEBIRE LR, FTEE 2-3 X,

2.4.2 ENtEiELAK

1) JEE1EIFH Co NTA Beads =/ 5 21H4A7R Lysis Buffer 1T, FEALTFSEMNELHRNETRIERT, EE 2-3 %

2) BEHMIFEFNEHHED, FREZNEELD 2 min, RIEFRMNRTSEM, IKERER, TURE EHEINEENE,

3) A 10-15 {EHEATRR) Wash Buffer 1Tz, ERIEFSUERMOSAES, IKERRR. DB T LUIRAEKMEREFITES

4) fEF8 5-10 {31HAFRK Elution Buffer 3t , DEUKE, S8—MEARRKRE—SE, 23RN, BREAILRIEFRELESNEMNESRER, X
AMEIRAENSRENER,

ERSBENBERILERE, M Lysis Buffer st 3 {E1EATR, BRI 5 BEAR, BA 20%28 4k 2 MERR, RAEBNR
BT 2-8°CfRT%o

2.5 SDS-PAGE &5l
BERALTREIMNER (BIEREAD. REESFERASD) UNRIBERER SDS-PAGE MiN4bER,

3. %

YiERERE DA IR ELSSHEER FEH IR RN, FEHITEMERRIE (Cleaning-in-Place, CIP) .

BiGEIR TEERERMEN LIRS, IITeEA. HKEENEERS.

EpEEkESHNER, IBERMAE

B 30% 2 AL 5-10 MEARR, ZA4IEA 15-20 min JUERIETRY), RS, BER 10 ERETRNEEFKER. BF
BUERERSE ESTMNBIERRIEAR, BEHER 2 S ER. §10, 85 0.1-0.5% EBFESFIN 0.1 M EBEERAR, BiketEh 1-2
I, BEFHIMEE, BEMER 70%NZEB%E 5 MR, UHIKRERES . RGER 10 BREATRNEEF KB
ERBFERLEENER

fEF 1.5M NaCl JARESE 10-15 min, ARG, BEAEEFKER 10 MEEFER,

EFNEF B R 20% 2 A 2 MEERR, BT 2-8°CR1EF.

4. IEEIBE

PERITSEEENGUENATNHEEFARBLEESERNEREEET., YERNERTEPLANANEEER, REENIERET
REY, FEHTHERBTHEFINBNEREHET, UMBENBE. BENEEESENERER, RETERIEREHTHEF
FBEMEFEHEE T

1) {8 5 ERHAEREBFKERER;

2) {8 5 fZ4HE{ATR 100 mM EDTA (pH 8.0)F 5% $hE F;

3) 5/ 10 fEHAERMEB FKERIER;

4) {8 0.5M NaOH /&4t 5 fE#HAFR, =% 10-15min;

5) EREABFKERER, HE pH F1%;

6) £ 3-5 fZHE{AFR 100 mM CoCl, B4 s

7) £/ 10 ERAEREBFKER;

BERBES, AILZEMER, MARILEMER, RERERSZTEERN 20%28EH, BT 4-30°CR1Fo

%
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5. i)l e fif R 5 5

{aled BEES HWERRGER
HFREES IERIEIEE FRIBE 3 o BRI TENLE o
RHRPESERVNNE RERL, BN EAFEIEREERE (0.22 3% 0.45um) &
&, HEBOERR
FERARETE HRPSESRENZER, MKW EEEMEMRSE, & DNase |
(#IREE 5 ugiml) , Mg2+ (#3REE 1mM) , K ESFE 10-15 min,
iR A AT BNAAREEAREIRAT (HBESE) exslERELS, BEIRER
Ro
FRRANPRBENES EQTEEEEMRE, {BELEF A LUEE B NRERAT 5P EESEENEL, 8RTEREER
RERAZEENALHE R,
FIBEXIRE R RIEEM,

BNEBLESIRES, ERARTBHR
HTERT

123 wash Buffer i pH, Z¢&FEEBKMKRE,

BNEALESTR, TEBAR TR

B&{E Elution Buffer B9 pH {8, &N Elution Buffer FRBKMSRE,

f£F 10-100mM EDTA AR BH BT, ERNEIIEMNER.

E3=[Eo £ 4°CF#TE LRI,
ERBR R BT AR I — L2 2R AR HD 5.
FRAD T (BFEMER) FRRERHIR 3N Wash Buffer ##5,

HRPEEHMNASRIFSED

BT pH (E, SERMSRESR M5, BERAHMMNALFR (0
BT, kS #—SaRBRAD,

M GRS EREE TEEFIEIRRE BENERERETF
EdiERERRERR BRIFREXS 4°CFIHIT N,
ERRERE TR R ATA R PR INERET, 40 0.1%HY Triton X-100 &

Tween-20,

6. TS B RHEX"m

=10 &S R
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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