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1. F@mN4A

Ni Smart Beads 6FF 2—#E! IMAC 1B}, BEEIEEEEMN N BF, BFMEEENR 1. Ni Smart Beads 6FF ZEN AT 5 EIE%
R EER A ERITICE AN, SJLTESE EDTA & DTT (SR T TEMNEASMH4EL, Ni Smart Beads 6FF 1R
BV RAY, ERTFIZEMRERENE HEZH, HAIMNZERIE 2

Ni Smart Beads 6FF E/J#LL Ni Smart Beads 6FF J92iE#1 KL, &t 1 ml #1 5 ml BMHINE~ @R, HERFPER, BEE8, dgeRE
Bo

2 1. Ni Smart Beads 6FF =% aE

LS| 146E
R BB 6%IRAETEREX
H= >10 mg 6xHis-tagged Protein/ml &5
e e vkes 45-165 ym
=AREN 0.3 MPa, 3 bar
EFE AR & 20%ZE2H 1xPBS
ETERE 2-8°C
# 2. Ni Smart Beads 6FF i#5Ii%
iR % B ia)
0.01 M HCI, 0.01 M NaOH 1 week
10 mM EDTA,1 M NaOH,5 mM DTT,5 mM TCEP, 20 mM B-mercapyoethanol,
24 hours
6M Gu-HCI
500mM imidazole, 100 mM EDTA 2 hours
30% isopropanol 20 min

2. 4L

21 ERRRES

AIEATYIRESE SR, WERIEECHNERIREETRNENRER, BEXRRESMKML LR, SRS, HES pH £5, |
pH i, ZARTEAFIRIFA 0.22 pm 5(#& 0.45 pm JEFRIZIE, E7 Ni Smart Beads 6FF ENIF I LA FRIAERMERAZH/
4k, mMAEREREPRTRE. EERERELR 3. R4 K5,

& 3. ANARRITEEOAKARE TRMAS

=t &1 [30]

50 mM NaH2PO. (7.80 g NaH2PO4-2H.0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
{5 NaOH AT pH = 8.0, £/ 0.22 (& 0.45 ym JEIELIE.

50 mM NaH2PO. (7.80 g NaH2PO4-2H.0)
300 mM NaCl (17.54 g NaCl)

Wash Buffer T 5mM imidazole (0.34 g imidazole)
f5F NaOH A& AT pH £ 8.0, A 0.22 5& 0.45 pm JEETIR.
50 mM NaHzPO. (7.80 g NaH2PO4-2H20)
300 mM NaCl (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
5/ NaOH &% FT pH = 8.0, 56/ 0.22 & 0.45 um IRIRTIE.
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® 4. BREARRITEEOANARRETRRET, pH EBAR

B 1% [0z

8 M Urea (480.50 g urea)

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

100 mM Tris'HCl  (15.76 g TrisHCI)

M HCI AR pH = 8.0, fFF 0.22 & 0.45 um BRI IS,

Lysis Buffer 1L

8 M Urea (480.50 g urea )

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

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

{5 HCIARIAT pH £ 6.3, f#H 0.22 3% 0.45 um JEETE,

Wash 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 HCIARIAT pH ZE 4.5, #H 0.22 %#E 0.45 um JEEEE,

Elution Buffer 1L

*® 5 BRAARBTEEOAKMRETRKRES, RUERSR

2 %1 &5

8 M Urea (480.50 g urea)

50 mM NaH2PO, (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

{5/ NaOH JA#&IFAT pH = 8.0, £/ 0.22 (& 0.45 ym JERELIE,

Lysis Buffer 1L

8 M Urea (480.50 g urea )
50 mM NaH,PO, (7.80 g NaH,PO4-2H,0)
Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)
5 mM imidazole (0.34 g imidazole)
{5 NaOH AT pH = 8.0, £/ 0.22 {F 0.45 ym JEEELIE,

8 M Urea (480.50 g urea)
50 mM NaH2PO. (7.80 g NaH2PO4-2H,0)
Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
&5/ NaOH 73/ T pH = 8.0, £/ 0.22 (& 0.45 ym JEEIEIE,

s: 8 M Urea tB AT LUA 6 M Guanidine-HCl B, & 4 WER 5 &R HPZ—ENERENAL AR,
2.2 HmbR

2.21 AEHEBIREINERD

1) ENEEFINEFED, RIBFAEEHIGEE, MAERLRERNESFTIESHERAYETE,

2) RIXGERG, BERREBIZEOFP, 7,000 rpm (7,500%g), B 15 min ERIAE, SABIRIBEMA: Lysis Buffer=1: 10 (W/V)
PO Lysis Buffer, TIANZREN 1 mM B PMSF, TINAEEE (TERERN 0.2-0.4 mg/ml, SARFIANEEHIBAE pLysS = pLysE,
BILARINAERS) , (Rt AIIIAEMEBEINFR, BREEmENERSHIENES).

3) BRI TR ZRER, MRERKRES, HAIEEIMA 10 ug/ml RNase A #l 5 pg/ml DNase 1), 84, BB Tk L, ARk EBER
B, ERRENFRTES,

4) BEENERREEZREOED, 10,000 rpm (15,000%g), 4 CTELr 20-30 min, BXLiE, BF Kk E&MBAH-20CHRZ,

2.2.2 B, BRMNMAARSBRATEEER

1) BHEREFREBEROM, 5,000 rpm (3,800xg), Bt 10 min, WERIAKS LE, ALERARE EDTA. ARBMTRFIENRE,
BIRTEEMANEFER; WMEHE EDTA. ASRMERTIEYE, FA Lysis Buffer BT BEMAEF-

2) WFAREBFHRNLEE, FMNRREUERGES, EEEEA Lysis Buffer BTG SEIMANEFo

2.2.3 SiREEAMEERY)

1) EEFREBEE O, 7,000 rpm (7,500xg) , Bl 15 min WEEE, &g,

2) REBEK Lysis buffer (F& 8 MRXE) =1:10 (W) BEERTRIRS, ICABERE,

3) BRI EELOED, 10,000pm (15,000xg) , 4°CEL 20-30 min, Kig biE, $E2 M 3 JUEE—R,
4) FREEIA: Lysis buffer (&8 M RE) =1:10 (W/V) RBERERFER,

5) TERMTIHT His IFEERLN, ERENREALER 4. K5

2.3 @it
Ni Smart Beads 6FF EAEAIESEUTEN, SRRARWBHAETITE (Bla0: 2 MEER, 1 ml AAEXIRA 2 mlER, 5ml

FEIR 10 mlBR) o BPMAERIEARNTE 30 min (EBEURTH GARIBRILAEN) , RERE. ERAREESEE 1.
2
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[ 1. $EF Ni Smart Beads 6FF EWRAHNEDREREE

Step 1: HFF#; Step2: L#¥; Step 3: #tZ¥; Step 4: it

1) ¥ Ni Smart Beads 6FF EHHETEHRA L, HORERE NHEMN LKE, RTFEHFNRIPR.

2) FHTEFIAN 5 MEHATRR Lysis Buffer, #1T7FE, HESATFS5ENERERNEHRERT, BIRPEENIER,

3) BERIMEIEEFNELED, HREBNEZEL 2min, RIEBNEBSNT RS EM, REENEENENER, WERLER, BT
SDS-PAGE #MMEBHBRNESEN, EHIMEMET, EHEIIRMBRERE SR,

4) F 10-15 {B1HAFIRY Wash Buffer #1755, ERIFFFERMNAER, BERRRK,

5) f£M 5-10 fEAEAFRR Elution Buffer #1TEMERRM, DRBRKE, 8—MEIFRKE—E, 23000, BERIUREMEESHNERN
EEWEAR, XAUEIS4ENErRENES,

6) REER 3 EIHAFRRY Lysis Buffer F 5 S AN EB FRTEEIERE, RENTRFEFERM 20% 28+, EF 2-8CHKRE, Lk

RBERAL-RFRNER (BEREAD. FRADMEHREAD) UNRIEHMER SDS-PAGE HNALHR.

3. ENLFER

YHIEEHERT P RIUREARRIENEEN L EAHMARKSRE, FEHITEMERRIE (Cleaning-in-Place, CIP) ,
BIGZIR TERERRIEN LIREERY), EEA. RAEAMNEEARS.
EIBERKEANER, BEOMEX

B EA 30%RAEEF M 5-10 MEEFR, HEAREIE 79 15-20 min AIAERRILETT /Y. ARG, BER 10 FHERNERFKER. e
LOERERS B ASTINBERRIEAE, FRER 2 FER. i, &6 0.1-0.5%FBFFEISHI 0.1 M BEAAR, EAAtEsn 1-2
NS, BEFIAEE, REER 70%NZEER S5 MEER, URKRERESH. REER 10 BARNEEFKER.
EREFERSENER

£ 1.5 M NaCl 337E 5% 10-15 mine, SAGBERAEEFKEX 10 MEEF,

4. PRERBRER

imz RES R WERRAR
HFRESS ERIEE REBSE 3 B SHERTENE K.
NERPESER EFRETRL, BN EHEFIERISE (0.22 3 0.45 pm) T8, HE
BiER.
AR HSTEEERENZER, MEKHENNEZMERR, ERMNDNase | (&R
E 5ugml) , Mgt (&KE1mM) , K EME 10-15min,
PR ARG BNBAAREEARERT HHE) TJkEcIEREES, BERIRERRE
KA PEEENER &P His IR5EH X F3 Western Blotting ZFHEH AT EESEENEH.

EQRGEREERE, ZBEELED

BB B NRER AT LEFRTEEENER, SREAERFTERRERE
=N v

RIEEXR

RTEF M

BNERE SRS, ERARPER
HERT

12/ wash Buffer B9 pH, & MR{EKMIRE,

3
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(4&K)
imRE RES R WERRER
FRBRESPEEENER BENERLATRE, FERER TR | K Elution Buffer B9 pH {&, SE 12N Elution Buffer FRBKMEKRES,
3 10-100 mM EDTA BRFBRETF, ARFIENER.
EHKMR £ 4°C T {TAIIRE
B AR IEBT AR — L R ESIDHIF,
FBRERTL (BEZRHE | GRRERYE 110 Wash Buffer {572,
H) EaPEEEMNASBRITEER EIIET pH B, REKMRERMMARE . BEAEMNACTFE WBFXR
R, BkE) #—SaEiRAS.
HRAETAREREE BEFREIWRE RIRE 4 BB BEFNRNEFRIEREF.
HEEMBE EMRTEE DTT SEMIEERF BER2, BINEEDTTAREE 2mM U T, HEXBHEE,
LR ERRETRE BIEREXS 4°C T T ER.
EHERERE EHERIFERNERRRRMBEST, 0 0.1%H Triton X-100 XE Tween-20,

5. ITME B REX™m

B/ 55 g
SA035GC01 1ml
Ni Smart Beads E#t
SA035GC05 5ml
SA036GC01 1ml
Ni Smart Beads 6FF E 1t
SA036GC05 5ml
4
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