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Cu IDA Beads
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1. FmiTeg

CulDA Beads ZERTEMFANE (WMAFTE. BS. ERMEMEILEMAR) NEAREBITFE (6xHis-tagged) EBMI4K, Zn IDA
Beads & 4%IRREFERAER, BidhFHABRT ZRUNTRE-—ZE (DA), BEAHEETF (Cu?). B, XENEMLEERE
SEIEM NS FHER, ABFREEEHEWES, NMEAELFEN, TEES5ENEH. IBFNEERESTREF, B8
FFEARARIFIIATLUESE Cu IDA Beads, EAMEELE 1,

# 1. Cu IDA Beads 7= @t8E

=] 314
=954 4%IRBENE R AR
HE >20 mg 6xHis-tagged protein/ml 775
THERRIR 45-165 um
mAES 0.1 MPa, 1 bar
ETF R AR & 20%Z 2R 1xPBS
EERE 4-30°C

2. 4Lt

2.1 BhERES
AR THIMER SR, HARIEECHERIREENRNE TRIER, EXREHSMEBKM L, SoEMER, EEERDE RS
R (pH7-8) WNBEERERLE K. RIMNN 0.3-0.5M SR/ IESSMRM, TEEHEANBENRMT TSR Tris-HCl, FBif{ERE
A7 EDTA MiTEEEE MK, S PREFEATIRGA 0.22 um & 0.45 um JEETERE. BEAREA LR 2
2. ASAMAEMTEE A BE R

B LY [5]

50 mM NaH2:PO. (7.80 g NaH,P0O,-2H.0)
300 mM NaCl (17.54 g NaCl)

Lysis Buffer T 10 mM imidazole  (0.68 g imidazole)
5 NaOH JA#&IET pH = 8.0, £/ 0.22 & 0.45 um ISEIIERRE.
50 mM NaH2PO,  (7.80 g NaH2PO4-2H,0)
300 mM NaCl  (17.54 g NaCl)

Wash Buffer T 20 mM imidazole (1.36 g imidazole)
{5/ NaOH A& AT pH £ 8.0, £/ 0.22 3¢E& 0.45 um JEREITIERRE,
50 mM NaHzPOs (7.80 g NaH2P04-2H20)
300 mM NaCl (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
£/ NaOH &R pH £ 8.0, 8 0.22 (& 0.45 um iBIRTIEFE,

2.2 ¥mEE

2.2 AEHBEBRENER

1) PR ESEEIEFRED, RIBHEFERRA, MABLRERIESTIESEM AT E,

2) RIXLERG, BEFREBIEORF, 7,000 rpm(7,500%g), Bt 15min WEEIR, RAGEIRIBEA: Lysis Buffer=1: 10 (W/V) 10N
Lysis Buffer, TINZRE 1mM BJ PMSF, IINAEE (TEKREA 0.2-0.4 mg/ml, MRFREXMEEMBAE pLysS K pLysE, A
LUARINAEES) , (RAInAEMEBENSF, BFEHmENERSHIENGS).

3) BEETUEEZRER, MMEERRES, WrEEMA 10 ug/m RNase A #1 5 uyg/ml DNase 1), 384, RBF kL, REKkLEBER
4R, ERREAFRFES.
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4) REBRIRERESEROEF, 10,000 rpm(15,000%g), 4°CEL 20-30 min, BXEE, BF K E&EMAH-20CRIF.

2.2.2 B8, RRMMAARSBRETAEER

1) BARBEFREBEROMR, 5000 rpm(3,800xg), Eilr 10min, WEEMKF LS, SNLEFAS EDTA. HERMEFREFEFYHE, A
AEEMNMIFER; MEF EDTA. ASFRMERTIFYR, T Lysis Buffer BT BEMAEF-

2) WFAREBMFRANLE, FMANRRRUERGES, EEEFA Lysis Buffer BTG SEIIAEF-

2.3 Cu IDA Beads EHitiyiEiE

1) REEMENEALBRHE, EATRE, MABEAKEREENRS, XATHO.

2) ¥ CulDA Beads JE&194, BLREEERBMAZEIFD (NMEEARLESRN—F), FTTHA THAORFFRPR.
3) MAEEBMKRENER, FRERREELRTE, *FATEH.

4) ENEREH LR, BERESSENZIEER, BFRIKE,

5) EEFMEHFAIMUEZBIA TSR TES, ENERRUMNRIAR, 4-30°CIRTE,

2.4 FEmALTIE

2.4.1 BEEAK

1) RIBALMERE, BUEE CulDA Beads MIABELOES, 1000 rom Bl 1 min, |RFLF; WAIMAEAES, FFERPR.

2) EEOEFIMN 5 E/TEIEFIM Lysis Buffer 555N B, 1000 rom il 1 min, |RFLE; WEREHE, WEEEEHHPEE, B
EENHT Lysis Buffer; EEMXLL L,

3) AR, HABLERENTE, 4CIRFHS 2-4 h HE 37°CIHEE 30 min-2 h,

4) BELRRE, 1000 rpm BiO 1 min, BFLE, SHTRKENR, LBEREEARE, BTEKEE.

5) F 5 &/ RIAFRM Wash Buffer i&3%/ B, 1000 rpm B 1 min REARFELIE, ABERE CGEEREREINR), 5L 3-5%, Hid
BiNEIEHE LS, HER T LUK MERE 1T

6) BN 3-5 fZ1:{AF38Y Elution Buffer #1730, =B S 10-15 min, 1000 rpm B0 1 min BT EWEXRRKR, TEE 2-3 X

2.4.2 BNt

1) FEIEIFH Cu IDA Beads EH1EA 5 fE1EATR Lysis Buffer #17F#, ML TFS5ENEAERNENRERT, EE 2-3 %

2) RBERMEITEFNENED, ERAREFEED 2 min, RIEFGNATRTOES, KERDE, TURE LHEMESHE,

3) A3 10-15 {EHEAFRE Wash Buffer #1705, AMFIERRERMNAED, WERARRK. LENALURRRMALREH#ITIRS

4) {£F 5-10 fE1HAFRAY Elution Buffer JEf%, 7ERUkSE, S—MERRIKE—E, D3N, BAIURIEFREESHENEARAR, X
AR RAENSRENER.

ERSBABUEBMLERG, Sh Lysis Buffer Auf 3 fEE4TR, ARAAKHE 5 BHATR, BR 200ZEH% 2 MR, AR R
BT 2-8°C1R7%o

2.5 SDS-PAGE &l
SERANT RBINER (BIFEREAS. RRALMEREASD) UNRIEHRHEH SDS-PAGE M4 LR,

3. TEIiB%

YiERMERARET AN RESSHEEN FEHEMBENEHR, BEHTEMERLIRIE (Cleaning-in-Place, CIP)

BRI TEIRIEXRRIER EREERY, WITEEH. FUkERNEERS.

EEEKLEANER, IBREAMASE

IR 30%SRELE R 5-10 MEATR, ZHATIEH 15-20 min BRI IY), ARG, BER 10 SRAIRNEEFKER. 1
LUEREREEESHINBRERRIEAR, EER 2 SR, 170, §%5 0.1-0.5% FEFFESHIN 0.1 M EEERAR, EARRTEN 1-2
B, EEFIEE, FEMERA 70%NZEEER 5 MEEF, URIREMRESH. REMER 10 S FRNEEFKER.
EREHERLEENER

f5F 1.5M NaCl J3#&EHE 10-15 min, /G, BERAEBETFKER 10 MEER,

TEIFHETF AT 20%Z.BH 2 MEFTR, BT 2-8°C1R 17,

4. IHEIBE
BERITSE A ENA RS F A EBA R B A AR ENERSF. YERERIRhATMaT:, NEENNERED
8B, EEWTHERH TIPS TIESNERZAET, CRBENEL, SEREEESENRITER, KRB TEREREHTHET

HBNENRERS T 5
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1) $EM 5 ERAEREBEFKERER,

2) {#A 5 {E4E{AFH 100 mM EDTA (pH 8.0)RI5EHE F;
3) fEM 10 FFEREBFAEER,

4) {EF 0.5M NaOH &% 5 fB1H&F3, =% 10-15min;
5) FERAEBFKERER, BE pH F%;

6) f#F 3-5 {EHE1AFR 100 mM CuSOs B4R

7) 5 10 BHEREBEFRER;

IEREEG, AIUIEMER, MARZEMER, SEHERSFTERIRN 20%28E+, EF 4-30°C RFo

5. ERERAERSG SR

a1 RE S WERRAEE
HEFREIS ERHIHE RIBE 3 89 W HERLEH TR LS.
HRBRPEERNNEGENL, BN EEFIEAEE (0.228 0.45um) I8, J#E
BER.
[EEY i HRPSESRENZEE, MKWENEEEH/ERME, SERMD DNase | (iR
E5ug/ml) , Mg2+ (ZRE 1 mM) , K EME 10-15 min,
B IRARETE BNBAAREEERERT WHHE) TEssEREES, BEIRERE
A S PREENES EOTRER BRI, RETELES AILGEE B NINER AT LEDPRESE ENER, SRMERTERRERIE

=N v

RIXBXHE

RITER M

BNERE SRS, EARPER
HERT

12/ wash Buffer B9 pH, & E{ERMIRE,

BNERLEGTR, FEBARTF

F£{F Elution Buffer B pH 8, X&IE N Elution Buffer REKMIRE,

£/ 10-100mM EDTA B RXIBRBF, FISEEBENER.

EORER £ 4°C T {TALIRIF,
BB Y AN — LE 2R B BB Do
FRAD T (EESHE | BRBRETIR 31N Wash Buffer 5,

B)

ERPEEHMNARBRIIEED

BT pH B, HEBKMIRERMAARF M. BEAEMNALFR WMEFR
!, BikE) H—PAERRESD.

EHFETARTREE | EBEFHEIRIE BENENEREF
EHEEEPERRERR | RERELXS 4 CR#TER,
ERRERE R RAFTAME AR RINIZEN, 30 0.1%H) Triton X-100 (& Tween-20,

6. VTS B RtEXF M

B &S g
SA003005 5mi
SA003025 25 ml
Ni IDA Beads SA003100 100 ml
SA003500 500 ml
SA00301L 1L
SA00310L 10L
SA041005 5ml
SA041025 25 ml
SA041100 100 ml
Cu IDA Beads SA041500 500 ml
SA04101L 1L
SA04110L 10L
SA080005 5ml
SA080025 25 ml
7 IDA Beads SA080100 100 ml
SA080500 500 ml
SA08001L 1L
SA08010L 10L
3

JE /BT L /H/EE



