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[ 1. Ni Smart Beads HF L2450 REE

Ni Smart Beads HF & /141 Ni Smart Beads HF A3IEMEL, 121 1 mI #1 5 ml WIS~ R, HEZFER, RIS, S3Es.

% 1. Ni Smart Beads HF =g {EaE

s THRE
=351 B E TR 6%IRAENERER
e >10 mg 6xHis-tagged Protein/m| £/&
HEKHLZ 45-165 pm
RKEN 0.3 MPa, 3 bar
EFE AR & 20%ZEEH) 1xPBS
EFEE 2-8C
£ 2. Ni Smart Beads HF i3It
IR ifit 5% B+ /8]
0.01 M HCI, 0.01 M NaOH 1 week
10 mM EDTA, 1 M NaOH, 5mM DTT, 5 mM TCEP, 20 mM 24 hours
B-mercapyoethanol, 6M Gu-HCI
500mM imidazole, 100 mM EDTA 2 hours
30% isopropanol 20 min

2. AERiE

2.1 EHRAES

AIEA T EE TR, HARIEECHERIREETRANE MRIER, EXREHEMBE LR, SOER, &S pH £, |
pH %elit. EARIEMERATRIFA 0.22 ym 5E 0.45 um FEMETIE, EA Ni Smart Beads HF E 1 E] LUAFEAE AN ERAEEAN A
1, MRATEFRBEDRTR. EFEESENEK 3. £4FK5,
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* 3. AAMEERITERRAMAREPRNES

B R [z
Lysis Buffer 1L 50 mM NaH2PO4 (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

£/ NaOH A/RIAT pH £ 8.0, fF/H 0.22 %#HF 0.45 um 7T,
Wash Buffer 1L 50 mM NaH2PO4 (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

£/ NaOH A/RIAT pH £ 8.0, fF/H 0.22 ¥ 0.45 um 7T,
Elution Buffer 1L 50 mM NaHzPOs (7.80 g NaHzPO4-2H0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH A/ IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,

® 4. BRBESBITERRANRENRNET, pH RSN
B R [
Lysis Buffer 1L 8 M Urea (480.50 g urea)

100 mM NaHPO4 (15.60 g NaH2PO4-2H,0)

100 mM Tris-HCI  (15.76 g Tris-HCI)

M HCI ARIET pH £ 8.0, 1 0.22 5#& 0.45 pm JERTIE.

Wash Buffer 1L 8 M Urea (480.50 g urea )

100 mM NaH»POs (15.60 g NaH2PO4-2H,0)

100 mM Tris:HCI  (15.76 g Tris-HCI)

£ HCI ARIAT pH £ 6.3, 5/ 0.22 & 0.45 uym JEEET IS,

Elution Buffer 1L 8 M Urea (480.50 g urea)

100 mM NaH»PO4 (15.60 g NaH>PO4-2H,0)

100 mM Tris'HCI (15.76 g Tris*HCI)

{5 HCI ARIAT pH E 4.5, 5/ 0.22 & 0.45 uym JEEETIE,

* 5. SR ASRITEERANAREPRNET, KRS

B R [%:]
Lysis Buffer 1L 8 M Urea (480.50 g urea)

50 mM NaHzPO. (7.80 g NaH,PO4-2H20)

300 mM NaCl (17.54 g NaCl)

£ NaOH AR IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,
Wash Buffer 1L 8 M Urea (480.50 g urea )

50 mM NaHzPO. (7.80 g NaH,PO4-2H20)

300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

£ NaOH A/ IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,
Elution Buffer 1L 8 M Urea (480.50 g urea)

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

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH A/ IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET S,
3E: 8 M Urea 2RI LA 6 M Guanidine-HCI &, & 4 ER 5 EFHPZ — (A ERIKILLAREIA.

2.2 RS

2.21 HESRESRIENER
1) PKERREREIEFER, RIBHAFERNA, MABRSRENIESHIESHENAIETE,

2) RirERGE, BIEFRREBIE LN, 7,000 rpm (7,500xg) , Bl 15 min R, ARGERBEM: Lysis Buffer=1: 10 (W/V)
B0 Lysis Buffer, TIAZSKRERN 1 mM B PMSF, TINAREE (TEKRERN 0.2-0.4 mg/ml, MRFENEEMALAS pLysS % pLysE,

AILARINAERS) , (ARBAMARMEREIDER, EFEEZMENEBSNTENESR) -

3) BERTERFER, WRBRKRES, tWEJEEIMA 10 uyg/ml RNase A #1 5 yg/ml DNase |) , B4, WBFKLE, AEkLEBE
IEREARE, ERBRENRITES.

4) BEBNWEREBRESOER, 10,000 rpm (15,000xg) , 4°CEilr 20-30 min, BXEE, EF K EERAH-20CHRZ

%
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222 BB, ROMBILARS HRIATANHER

1) BARIZEFREBEBOM, 5,000 rpm (3,800%g) , By 10 min, WEEAKELE, N EEFRS EDTA. ASBRNTEEFIZEWR,
BN EEMARFER,; 08%HF EDTA. ASRMEFEFIEMR, FHA Lysis Buffer BT BEIMANETF,

2) SHFREMHIN LE, EMANRBETERAES, EAXEER Lysis Buffer B BEMAEF

223 aFkEQMSK (BHEH)

1) BIEFREERIEOMF, 7,000 rpm (7,500xg) , B 15 min WEEIE, £E LS,

2) #BBE A Lysis buffer (& 8 MERE) =1:10 (W/V) BEEEZEIFES, KABEWE,

3) BWEEREBEEOED, 10,000rpm (15,000xg) , 4°CED 20-30 min, Xig HE, SE2M 3AUEE—RK,
4) REREA: Lysis buffer (& 8 MRZE) =1:10 (WN) BEAGFEFER,

5) TEEMTHIT His ITBEALL, EERENRESNEK 4. X5,

2.4 Mk

Ni Smart Beads HF 0 EAEFESELUTIHA, SARAEDRREFRITE (Fia0: 2 MEGFHIR, 1 ml AERA 2 m B, 5ml

FBIRA 10 mIBR) o BIEUREALFE 30 min (EEREURTHREATRAARIETEIL) , 12FRE ERAREESEE 1.
7 7 7 7

i

| !

1 2 3 4
1. €/ Ni Smart Beads HF EH#AIt EARIETEE

Step 1: HFF#i; Step2: L#¥; Step 3: #t#; Step4: Hht

1) & Ni Smart Beads HF E H#FEEEHREE L, KEITHALE. T%, KEENRTHRIPR.

2) MBI 5 MEFFIB Lysis Buffer, #17F#, FEREALTFS5ENERMENEHERT, ERRIFPEENER.

3) BERMEITEFNENEFY, EREFEEREZEL 2min, FRIEEBMEESTRTESZM, RSENEANEKRE, WERER, BT
SDS-PAGE A MERBRMLEEIER, EHILAIEN, BEAEIHRBRAENSZE,

4) F3 10-15 {B1EATRR) Wash Buffer #1785, ERIEREMRMNRER, REXRK.

5) fEF3 5-10 {E1H{AFAM Elution Buffer B#{TENERRIER, SBRKE, 8—MIZRKE—E, 231N, BERIURIEFIBESNEN
EEHER, XAUESAENERENEH,

6) fORMER 3 EHATREY Lysis Buffer fl 5 B ARNEB FKEEER, BENFREESEHRN 20% 2B+, EF 2-8CHRE, Bk
IERMEH RS S

2.5 SDS-PAGE #&:7l
BERGL T RBINER (BIEREAS. BARADTERESD) URFREHERER SDS-PAGE ML L MR,

3. EF®

LIERERNER LI ER S RIEREEN FEEMBENERN, SE#RITEMEER(E (Cleaning-in-Place, CIP) ,

BEiGRER TEIREERMREN DRESEY, UEEH. BUKEBRNEEBRS,

ERBRKGEENER, BEOMBEA

o fHF 30%FAEEEE 5-10 MEAKFR, EARATE)A 15-20 min ATLIARFRILEESHY), RS, BER 10 EREEFRNEEFKEL.

o FRSEXRSHNBMERFIEAR, EHER 2 ST, 0, 85 0.1-0.5% EFFESFIN 0.1 M EEEAR, HEMETEIHN 1-2 h,
EEFINEG, BEMER 70%NZEEER 5 MEER, UHIREREST. REER 10 S EATRNEEFKER.

® fFM 0.1 M3{0.5M NaOH ABFFEKL 3 MEEIR, ABA 10-15 BHEFIRNEB FKER.

EBRBTIEREENER

3 1.5 M NaCl 53555 10-15 min, SARBFEREBFKER 10 MEHFF.

%
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4. EIRBRERTHR

ja) R BESH HEBASR
HFREDLS IEEIRRIEE RIS 3 O IHERBHITENLE %o
HBBPEERNNEGETN, BN EERERIEE (0.22 045 um) 8
I, REBOER.
PG ARET HRPEEERENIZE, MK EEZERIE, &R DNase |
(BRE 5 pgiml) , Mg? (BRE 1 mM) , 7k EEE 10-15mino
E R BNATSREERRERT (WHKE) FERSIERELS, REBRER
%o
HKRASPREENER ¥R His 155 ER SR Western Blotting FHEH# ST R SEENEH,
EHTRERERE, SBEELEF AILLEE BRI NRER AT LEPREEEEMNER, SRFERTEER
BEREEANALAR.
RIABAIE RUREE M
BENEHLEEIKES, EAFP B | 12 wash Buffer B pH, SiERREKMRE,
HETFRT
FRA DR EEMNER BMERALEETR, AR5 % TR | B{X Elution Buffer By pH {&, Z{E1E N Elution Buffer FRBKMSRE,

£/ 10-100 mM EDTA AREBREF, ENEBIBEMNEHR,

EOMRER £ 4°C FHITAKIRYE,
ERBR AT A I — LR B BRI,
FRADTA (EHSHER) FRRETIR %50 Wash Buffer 75,

FRPEEEMNASKBITEERD

B IETI pH B, HERMIRERM AR F M. BEAEMNALFR (40
BFXIR, Bk #—SHURREAS.

HRReEERERAE BEFREIRIE RRE 4 B ENBETHRNERIEEE T
HREMBE EHRBRFEE DTT A EMIEFEF BER2, BYREDTTHREE 2mM UT, REXEHREZE,
I REPERRETE REREXS 4CT#IT LM,
BERRERE EHRMMANERRFARMBEN, 0 0.1%H Triton X-100 FFH

Tween-20,

5. ITMERRMEX~Mm

BT %e B
SA110GC01 1ml
Ni Smart Beads HF E /74
SA110GC05 5ml
7,
%
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