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Ni IDA Beads
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1. FRTeE

Ni IDA Beads FILIBFEMFERER (WNAMITE. B, BERAMAMEILMAR) NASEITE (6xHis-tagged) EEMNAK. ER
U 4%IFRERERR AR, B F BT ZRUNTSEE 28 (IDA), BE5EET (N®) /&, FJLUUMIREENTEIARE
1, MIMBEBE SR SARMRITE EHRIIFRESEECN, AREESENEFNNRE (FRUFEELE 1T . B2, XFNEELR
BARRIEMNDFHHE, REFHRERIERES, MMBRELFEN, TEE5ENER.

NiIDA Beads EEHES, ENLENMNR. BEEELE 1.

g /"
O—@—i' N2 Jmmmme H,O  NiIDA Beads
oo %
Beads H,0
1. Ni IDA Beads =@t F &R EER
& 1. Ni IDA Beads 7= S4E
=] 188
HR 4%IRBENERR AR
HE2 >40 mg 6xHis-tagged protein/ml 77 /&
KRR 45-165 ym
=AES 0.1 MPa, 1 bar
EFE PR & 20%ZEEH 1xPBS
EERE 4-30°C

2. GiLIRIE

2.1 ERREES
AR T ER SR, WARIER SHERYIREETENEZPRER, EXRRERZERM L, SRMGEE, ZPREERIRY
F0.22 ym & 0.45 pm JEEELIERRE. EFRERERENEK 2
® 2. ATRMASRINEEB AT RE RS
R LY fics
50 mM NaH.PO,; (7.80 g NaH,PO4-2H,0)
300 mM NaCl (17.54 g NaCl)
10 mM imidazole (0.68 g imidazole)
{5 NaOH A& AT pH £ 8.0, £/ 0.22 & 0.45 um JEEITIERRE,
50 mM NaH2POs (7.80 g NaH2P0O4-2H20)
300 mM NaCl (17.54 g NaCl)
20 mM imidazole (1.36 g imidazole)
{5/ NaOH A% AT pH £ 8.0, 6/ 0.22 & 0.45 pm EETIERRE.
50 mM NaH2PO, (7.80 g NaH2PO4-2H20)
300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
{5/ NaOH JA#&IAT pH = 8.0, £/ 0.22 & 0.45 um IBEIERRE.

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

2.2 #REE
1
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2.21 AEHBERENER

1) PEERBRESEEIESRED, RIBHEFERGRA, MABRRERIESTIESHEMNAETE,

2) RELEHRGE, BEFREBIZEOFF, 7,000 rpm(7,500xg), Bt 15min WEEER, AGIRBEAK: Lysis Buffer=1: 10 (W/NV) 1IN
Lysis Buffer, IINZREA 1mM B PMSF, MINARES (TEREA 0.2-0.4 mg/ml, SNRFIANEEHMEAS pLysS 5§ pLysE, A]
LUARINAREES) , (RalinAEMEBEmGF, BFEXmENERSMIENGES).

3) BRETUEEFEEX, WRERKES, WaEEIA 10 yg/m RNase A #1 5 ug/ml DNase I), B4, WMEBF K LE, AEKEBER
B4, ERRENFREEE.

4) BB ENRBREBREZ0OED, 10,000 rpm(15,000xg), 4°CEL 20-30 min, B LiE, BF K E&BH-20CHE.

2.2.2 B, BERMNMHAARSBRATEEER

1) BARREFRESERE LR, 5000 rpm(3,800xg), Bl 10min, WEREAF LEE, W1 LEFRE EDTA. HIBRMEREFEYE, A
AEEMNIFER; MEHF EDTA. ASBRMTERFEYR, T Lysis Buffer BT BEMAEF-

2) WFAREBFHRANLEE, FMNRRRUERGES, E0EEA Lysis Buffer BTG BEIMANEFo

2.3 Ni IDA Beads Ehita9%E1H

1) BMEENRNENENRE, EANTERE, MNEE4/KDEEENRS, XATHO.

2) ¥ NiIDA Beads ;8&394, RLRENEERBMAZEARF (NMELFMERSSRN—F), A TEORTERPR.
3) MAEE4KEENE, FEEDREENATRE, XA THO.

4) ENIDEBENLERE, BEEFSENZENEEER, BFEHKE.

5) HIEFMS NI UEBIATERHTEE, BRERRIUMNERIR, 4-30°C1HRF.

2.4 HmRE

2.4.1 WEEAL

1) RIBALAERE, BUEE Ni IDA Beads IAELEH, 1000 rom il 1 min, RFEEE; WAIMAELFEF, RFERPR.

2) ABELEDIN 5 &7 FEFIM Lysis Buffer &, 1000 rom Bil 1 min, RFLFE; WEREHE, WEEEEHRDERE, B
BEHRT Lysis Buffer; EEMALL L,

3) AR, HAEOEREARE, 4CIRFHE 2-4 h 5(F 37°CHE 30 min-2 h,

4) FEELERE, 1000 rpm By 1 min, BFLE, SudERENR, LERBEARE, BFEREKEE.

5) F 5 2 BRIAFIRY Wash Buffer &%/ E, 1000 rpm B0 1 min EARELE, XBLEE CGEERERENG), EEE 3-5%, Hia
EBNERREOE, YERALUERE MR 1TES.

6) BN 3-5 fZ1H{AF389 Elution Buffer 3173, =B E 10-15 min, 1000 rpm B0 1 min EHFBEWEXRR, TEE 2-3 %

2.4.2 EHhiEELk

1) JEELEFH Ni IDA Beads E /A 5 154E47R Lysis Buffer #H{TF#, FHEALTSENEQRBNEPRIERT, E5 23K

2) BERMITEFNENED, FREZEEIZELD 2 min, FIEFSMNNTETSEM, WERBR, TURE LHENEEHER,

3) A3 10-15 fE1H{AFIM Wash Buffer #1T%%¢, ERIESRUERMNRAERD, WERFR. VERTLIEREBKMERERTHS.

4) fER 5-10 fZHEAFRR Elution Buffer ek, DERIREE, S—PMREATRE—SE, 234N, BEAILURIEFIELASNEMNEBRER, X
S EAENESRENER.

ERBBARAMRLERE, A Lysis Buffer 4%k 3 34T, SABALKDM% 5 EEARR, BA 20%ZE % 2 MEHER, REBNE
BT 2-8°C1R7%-

2.5 SDS-PAGE &l
BERANFRIEINER (BIEREAD. ARASFERASD) UNREHFRER SDS-PAGE KAk R,

3. ENFER

HIEREAR PRI RESSSHERR LEEMBEASRE, SEHTEMWERRIE (Cleaning-in-Place, CIP) .

BINRE TEIREARIER _ EIXBRYSRY), WTEER. B KERNEERS.

EIRERKEANER, BEEMIEE

WIS EA 30%RAELE N 5-10 MEAEFR, HEAREYIE 79 15-20 min AIAEMRIEET Y. ARG, BER 10 FHERNEEFKER. e

USRS B REFNBRESRIERR, FREN 2 BEER, 7, 85 0.1-0.5% FEFEBHI 0.1 M BEERAR, EtEEN 1-2
N, BEFIAEG, REER 70%NZEENR 5 MEER, URIRERESH. SEER 10 BRERNEEFKER.
ERBEFERSSNER
£/ 1.5M NaCl 7B &IE S 10-15 min, RAfE, BEREBTFKER 10 MEFR,
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4. IHHBE
HERTERAFNACENATNEEFIRELRESERNENERSF. SENEAIETRIGETX, WEENHAERET
B, FEHITHEMHITEEFIBNENRERSTF, UMNRENBE. BENRETSENEMER, RRTEREREHITREF

HBNEFEREFo

1) £ 5 EARERE FAERER

2) fE£/ 5 {Z4EAF2 100 mM EDTA (pH 8.0)# B2 F;
3) M 10 AR ER FKEFRIER

4) {£F 0.5M NaOH &%t 5 fE1H&FR, =% 10-15min;
5) EREABFKERER, BE pH #1%;

6) fE/ 3-5 {ZiEAFT 100 mM NiSO, BAEHER;

7) £/ 10 BHERERFKER;

EREERG, IUIEMER, MARMEMER, FEHERSZTEERINN 20%28EF, BF 2-8°C REFo

5. [RRARERG S

imlRR RES R WERRER
HFREDSS HEIEE RIBSE 3 S HERTEMLE .
HERPEERNMNEGRSNL, B EEFEAIEE (0.228( 0.45um) I8, W&
BilER.
PSR HRPEEERENZE, MKKENEEZEERK, &R DNase | (&R
E5ug/ml) , Mg2+ (ZRE 1 mM) , K EMES 10-15 min
B AREE BNAHREEARTERN GIEHHE) TkscIEREYS, BRRERE
SRASPEERNEA EATRER ERA, HAEELEF AILUER B NRERAM LETFETSHENER, SRFAEARERBERAEK
EANALAR.
FRiEEXME RRER

BNERE SRS, EARPER
FTET

12 wash Buffer B9 pH, & E{EKMIRE,

BNERE AR, FTEBAR TR

F&{F Elution Buffer 89 pH {8, S{E1E N Elution Buffer HRBEMSRES,

5 10-100mM EDTA ARRIBREF, FANSIENER.

E=1ES £ 4°C F#TAKIRME,
B R BB B AR N — L 2R B BB Do
FRADTLE (EESHE | BRBRETHR 3E 1N Wash Buffer 35,

B)

ERPEEEMNASBRITEERS

WL pH B, HEBRMRERMAARF . BEAEMNALFR WMEFR
e, BKE) #—PARBRASD.

EHFETARTREAE BEFRESRRE RIRE 4 R BHBETHNENENEREF.
HEHEMBE FHRPEEDTT % Ni IDA Beads, REEMSE DTT, EiiA Ni NTA Beads % Ni NTA Beads 6FF,
¥#F Ni NTA Beads 5#& Ni NTA Beads FF, EiNEE DTT BREZE 2mM KUF, =
EYRAHREZE,
EEERPERRETR BIEREXRS 4 CT#TEH,
EARERE ERF AT ENE PR PRIREN, 40 0.1%E9 Triton X-100 5% Tween-20,

6. TS B REX™m

a2 =S g
SA003005 5ml
SA003025 25 ml
Ni IDA Beads SA003100 100 ml
SA003500 500 ml
SA00301L 1L
SA00310L 10L
SA052005 5ml
SA052025 25 ml
SA052100 100 ml
Ni IDA Beads 6FF SA052500 500 ml
SA05201L 1L
SA05210L 10L
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