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1. FRN4E

Ni Smart Beads 2—##Z! IMAC 3Bk, BEFIFEFEN N Z2F, EAEMEENR 1. Ni Smart Beads TEN AT BRIEZIEFR L
EPRARBIRICEQWBRALAY, ATLESE EDTA K DTT WIERA FE#TENEREMMNLK. Ni Smart Beads BRBNADRE
¥, BERTIZERMNRERENEHZG, BFHZHERARNE 2

Ni Smart Beads E 78 Ni Smart Beads Jy3EtEstsl, 124 1 ml 0 5 ml AR, SESAER, BEEE, SURES.

& 1. Ni Smart Beads 6FF =St aE

e 34
BEmR 4%IRAEREHIR
He >10 mg 6xHis-tagged Protein/ml &5
fERRLIZ 45-165 pm
RAEN 0.1 MPa, 1 bar
EFE AR A 20%Z B2 1xPBS
BERE 2-8°C
% 2. Ni Smart Beads 6FF &5
iRF#hSE [E:RE]
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. GiLiREE

2.1 ENREES
AIER TIIEER PR, HARIEECSHNERIIRMERARNEZEFRER, BEXRRIEFZMAKML L, SRRMMER, ES pH £, &
pH i, FAREFEETTRTFA 0.22 uym K& 0.45 um JEREIEIE, A7 Ni Smart Beads EHHAI LA TFAZEEN & REEQNAL,
A ATRREPRAR. REERESENK 3. K4HK5,
® 3. AAMASRITE B O A B E R RE
B LY [0z
50 mM NaH2PO, (7.80 g NaH2PO4-2H,0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
£/ NaOH S&7&A pH & 8.0, £/ 0.22 5E 0.45 um JEETIE,
50 mM NaH2PO. (7.80 g NaH>PO4-2H.0)
300 mM NaCl (17.54 g NaCl)

Wash Buffer T 5 mM imidazole (0.34 g imidazole)
{5 NaOH A& AT pH & 8.0, £ 0.22 3{& 0.45 pm JEEIE,
50 mM NaH2PO, (7.80 g NaH2PO4-2H-0)
300 mM NaCl (17.54 g NaCl)

Elution Buffer 1L

250 mM imidazole (17.0 g imidazole)
5 NaOH A& IET pH £ 8.0, A 0.22 3& 0.45 um JEETIR.
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® 4. BREARRATEEOANARETRRES, pH AEBAR

B 1% [0z

8 M Urea (480.50 g urea)

100 mM NaH,POs  (15.60 g NaH2PQ4-2H,0)

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

M HCI AR pH = 8.0, A 0.22 E 0.45 um BT 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)

fE HCIARIAT pH E 6.3, f#H 0.22 5% 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 E 4.5, #H 0.22 3% 0.45 um JEEEE,

Elution Buffer 1L

*® 5 BRAASRATEEOAKARETRNRES, RSN

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 3T pH = 8.0, £/ 0.22 (& 0.45 ym JEELIE,

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)
M NaOH AT pH = 8.0, £/ 0.22 & 0.45 ym JEEELIE,

8 M Urea (480.50 g urea)
50 mM NaH2PO. (7.80 g NaHzPO4-2H.0)
Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
&/ NaOH J3#&iFT pH = 8.0, £/ 0.22 (& 0.45 ym JEEIEIE,

3: 8 M Urea th AT LA 6 M Guanidine-HCI B, & 4 ER 5 SR HPZ—ENERENAL AR,
2.2 HmbR

2.21 AEHBIREINERD

1) EXEEFINEFED, RIBFAEEHIGE, MAERLRERNESFTIESHERAYETE,

2) RIXERG, BERREBIBEOFS, 7,000 rpm (7,500%g), BBy 15 min ERIE, SAGIRIBEMA: Lysis Buffer=1: 10 (W/V)

PO Lysis Buffer, TIANZREN 1 mM B PMSF, TINAEEE (TIERERN 0.2-0.4 mg/ml, SARFIAHEEHABAE pLysS 3K pLysE,
BILUARINAEES) , (RN AIINAEMEBEINFT, BREEmENERSMIENES).

3) BETUEE TR, (MREERKRES, WEEEMA 10 ug/ml RNase A #1 5 ug/ml DNase 1), 84, WEBF kL, REKLEEBER
B4, ERRERFREEE.

4) FEENREREFEEZEEOES, 10,000 rpm (15,000xg) , 4 CTEil 20-30 min, BX EE, BF K E&MAH-20CHE.

2.2.2 B8, REMGELARS BRIATEERER

1) BAMIEFREBEZ O, 5000 rpm (3,800xg), By 10 min, WEEKE LS, 5P FRE EDTA. ASEIEERIZEYR,

BIRTEEMANEFER; WMEHE EDTA. ASRMERTIEYR, FA Lysis Buffer BT BEMAEF-
2) WFAREBAHRANLEE, FMNRREUERGES, EREEA Lysis Buffer BTG EIMANEFo

2.2.3 GiREEAMEERY)

1) BIEFREBIE MR, 7,000 rpm (7,500xg), Bl 15 min WEEE, His s,

2) REBEA:Lysis buffer (R& 8 MRE) =1:10 (W/V) BEEEZEIRS, KABERE,

3) B REBERLES, 10,000rpm (15,000%g) , 4 CEiL 20-30 min, EiE L&, TE 2/ 3 AUEE—R,
4) FREEIA: Lysis buffer (&8 M RE) =1:10 (W/V) RERERFER,

5) TR MHTHIT His iInSZEBE 4L, EAEPRESFNEK 4. K5

2.3 stk
Ni Smart Beads ENEEAESELUTHE, SERBEHRVBESRUE (H190: 2 MEFRR, 1 ml FUEITRH 2 ml BR, 5 ml AU
YR 10 mIAR) o BIMARERAERE 30 min (EEATHSAERIARIEREN) , RERE. ERAREBESZSE .
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[ 1. £/ Ni Smart Beads EHRANEARZRERE

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) BERMEIFEFNEAED, HREZNEELD 2 min, REIENEESNRESEM, EEENEENERE, IERER, 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
LOERERSE ESHINBRERRIEAE, FEER 2 FEER, §, % 0.1-0.5% IEBEFEISFIE 0.1 M BEAAR, EAATEH 1-2
NS, BEFIAEE, REER 70%NZEER S5 MEER, URKRERESH. REER 10 BARNEEFKER.
EREFERSENER

£ 1.5 M NaCl 33E 2 10-15min. AEBEREEFAEE 10 MEETD,

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 HoPEEERENZE, MKEENRBEZHERR, BRI DNase | (LRE
5ug/ml) , Mg2* (ZRE1mM) , kLEEE 10-15 min,
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,
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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 TAILIRE,
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, BNEEDTITAREE 2mM LT, HEXBREZE,
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

e == g
SA035GCO1 Tml
Ni Smart Bead
i Smart Beads E /11t SA035GC05 S ml
SA036GCO1 Tl
Ni Smart Beads 6FF E/7#%
i Smart Beads VAL SA036GCO05 5 ml
4
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