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1. FmiTes

Ni Smart Beads 6FF 2—Fh#78! IMAC 1B, BEHEIEEFEEN NI BF, BEEMAEENE 1, Ni Smart Beads 6FF T EN AT 5B EIEZ
R EBETRRASBRITICEARNERNAL, TUES%E EDTA X DTT NIER F#ITENEZEASMMNAL. ZNAREREBN AT &
RERFRAREZANANL, MEEEREEES, AURENENERMAEE. NiSmart Beads 6FF BRBHNAS KA, ERTF
ZRMNERENSE REY, AFMZERIRE 2

HiSelect Ni Smart 2—Fhth/EFiZE T, 1H3E 4.7 ml B9 Ni Smart Beads 6FF V&, HEREYRAUBREHR, F5EYHFHREE
. HELEBEEL, BLERIPRITE, SRS ENEARTIHENRR. MEREEREED, JUEERRTNSEREEE
R4, WAKTASE, AEEF IR

£ 1. HiSelect Ni Smart = @58

iE nE
& 4.7 ml
=354 B E B 6%IRAETERA
HE >10 mg 6xHis-tagged protein/ml 77/
RS 45-165 uym
RKEN 0.3 MPa, 3 bar
BRY (RExEE) 0.77x10 cm
EFEEPR & 20%ZEZ89 1xPBS
EFaE 2-8C
% 2. HiSelect Ni Smart i 7 21857
EsilkEES RE
0.01 M HCI, 0.01 M NaOH 178
10 mM EDTA, 1 M NaOH, 5 mM DTT, 5§ mM TCEP, 20 mM 24 /\BY
B-mercapyoethanol, 6M Gu-HCI
500 mM imidazole, 100 mM EDTA 2 /B
30% isopropanol 20 S8

2. FiLiRIE
2.1 ERREES

AERTIHERFEE DR, LEREACHERIREEFTRNEPRESR, BEREMSEIRML LR, SRMEK, &S pH L&, |
pH i, EARIEEMRFIRITA 0.22 ym 5(#& 0.45 pm JEEITIE, F7 HiSelect Ni Smart FILIATFRAZAMBREZANAL, Kt

FERBREARTR, BAEESEMT:
A RERAR S E QAR R i
Lysis Buffer: 20 mM NaH2PO4, 500 mM NaCl, pH 8.0

Wash Buffer: 20 mM NaH2POs, 500 mM NaCl, 0-5 mM imidazole, pH 8.0

Elution Buffer: 20 mM NaH2PO4, 500 mM NaCl, 250 mM imidazole, pH 8.0

R AREIFEE QAR R

Lysis Buffer: 20 mM NaH2PO4, 500 mM NaCl, 8 M Urea, pH 8.0

Wash Buffer: 20 mM NaH2POs, 500 mM NaCl, 8 M Urea, 0-5 mM imidazole, pH 8.0
Elution Buffer: 20 mM NaH2PO4, 500 mM NaCl, 8 M Urea, 250 mM imidazole, pH 8.0
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*: ATEOBTAREANGES, BIUFE Wash Buffer FIINIRERILKIL,
AT HF—LEEFEREANRN, RTUEERFIA 0.5M-1.0 M NaCl
15 pH GBS B IR, BB REITIER,

2.2 ¥R

2.2 AEHBESREANER

1) KERBREEEIEFES, RIBHAFERIRA, MABRSRENIESHIESHEMAIEE,

2) RirERG, BIEFRREBIELOMHS, 7,000 rpm (7,500xg) , Bl 15 min WERRK, RGERBEM: Lysis Buffer=1: 10 (W/V)

PO Lysis Buffer, JIANZREN 1 mM B PMSF, IIANAEE (T{EREN 0.2-0.4 mg/ml, INRFANEFHAEAE pLysS 5K pLysE,

AILRINAERS) , (ARBAMARMEREREIDGR, EREFZMENERSERNESR) .

3) BEHETTERFER WRERKES, tLAEEIMA 10 ug/m RNase A 71 5 ug/ml DNase |) , 84, BTk L, ARk LEBER
B4, ERRESFRTES,

4) BB ENREREREE0ED, 10,000 rpm (15,000%g) , 4°CEd 20-30 min, B L3S, BF K EZHETH-20CRE.

2.2.2 8. RAMBILARS BRIATIEER

1) BARBEFRREBEZEE O, 7,000 rpm (7,500%g) , B 15 min B EE,
2) BRPEEUMZEERRT, FEEENIRE, TUEE EF,

i FrEMSEDER], BT 0.22 um & 0.45 pm JERETIE, BHLEEFIEE,

2.2.3 SREEAMLEERY)

1) BIEFREREIEOMS, 7,000 rpm (7,500%g) , B0 15 min WEEE, KiEEE,

2) #REBEA: Lysis buffer (F& 8MRE) =1: 10 (WN) BEASTENES, KABERE,

3) BWEERIEBEEOED, 10,000 rpm(15,00xg), 4°CESr20-30 min, Eig biE, $E2) M 3) AUEE—RK.
4) ¥REBEIK: Lysis buffer (&8 M FRE) =1: 10 (W/V) RERERFER,

5) LMK THIT His IFEEA4K,

2.3 Hmiitt

HiSelect Ni Smart 2 — A FHIRITEEQAUNTEE™ R, TURASHENNPRERIERS.

1) BREEPIFEBF K. FELEF, BEMDERERERSAPR, BITATO, SREHEIEERRP, HiEL

2) F 3-5 BTN EB F RN EEE R

3) EAE/D 5 EHKAIRN Lysis Buffer FE&1EE,

4) FIRRF MR MIF L,

A FmATREEIEIEREE LHERRL, ESBEMRERANRE. IFEFEBIRTFIESIEN. RENFMRAERBATEENR
BRORE, EE#HFSRERER.

5) Fi Wash Buffer 4ttt ¥, HEIEIMNRBOAEI—MIERNEL (—RED 10-15 MEETR) o 33 EFSNESEARFIINKIE] L
REFmAE,

6) F Elution Buffer RFEE—F B SAMBERN. —F%BH, BE 5 EEATRARRMES T, ATUA—RIRE, 519020 EFHE
RHES, KOBREESRENEQR.

7) HORGER 3 fEIEATRM Lysis Buffer #l 5 (S AR EB FRTEER, REHBA 5 BIEATRNE 20%2Z8E89 1xPBS T, AEHM
EFETF 2-8CHRE, PIERRARSE,

2.4 SDS-PAGE &
BERAHFREINESR (BIEREAD. ARASFERASD) UNREFMRER SDS-PAGE #MLELMR,

3. fEiB%

HERMEAREPLIRETSHEEN FEEMEERSEN, FEHITEMERRIE (Cleaning-in-Place, CIP) ,

BiURE TEIREARMREN HREERY, MITEEH. BUkERNEERS.

EIRRFUKEANER, BERMAESE

o fHF 30%SAEEEE 5-10 MEAKFR, $EARATE)A 15-20 min ATLIARFRILEES Y, RS, BER 10 EEFFRNEEFKEL.

o FRBHESHINRERFIEAR, BHER 2 SHEIR, M0, 25 0.1-0.5% IFBEFESFIN 0.1 M BBESAR, HEMETEHN 1-2 h,
EEFIRER, FEMER 70%NZEER 5 MEER, UHIRERESH. REMER 10 EREARNEEFKER.

® fFM 0.1 M3 0.5M NaOH AR FFEKL 3 MEEIR, ABA 10-15 BIEFIRNEB FKER.
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ERBEFERSENER

£/ 1.5 M NaCl 3ZRE M 10-15 mino RS, BEREEFKER 10 MEER,
EFIFREFRIBAE 20% 282/ 1xPBS Wit 2 MIATR, AERHELET 2-8CR1F.

4. RIERERFFE

{RIRE RRES R WHERRER
HFREDTS HEHRIEE RIS 3 E o I HAERB TS S,
HBBRPEERNEGETN, BN EERERIEE (0.22 3 0.45 um) i3
i’ REBROER.
B G ARETD HRPEEERENIZE, KK EEZEERE, &R DNase |
(ZRE 5 pg/ml) , Mg? (ZRE 1 mM) , 7K EFEE 10-15 min,
B R AR BENAFSEEARERN (WHKZE) TERSIERERS, RERIER
%o
FBA SRR EEMNER HRPT His I8 EH SKF Western Blotting FEFmPRESEEMNER.
RKixEXIMK MURERM

BNERE SRS, ERRTER
HRERT

REIRFRN pH, RERERMRE,

BNERE SR, TEBARTX

FEARSERLREY pH (B, SREIE IR R IRMRE.

EQMRER £ 4 C T ITALERF
ERBR AT A I — LR B BRI,
BRANTLE (BFEZMER) HRRETR ISR RIEFR,

FRPEEEMNAKBITEERD

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

EEdRREARENR

BRIEREEXRS

4°C T ¥,

EARERSE

EESMFAENEHRRPFMBEN, 0 0.1%H9 Triton X-100 FHH

Tween-20,

5. TS B RER =M

E=1 0 Hs L
HiSelect Ni Smart SA036C47 1%x4.7 ml
HiPur Ni Smart SA036C20 1%x20 ml
I/
%
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