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1. F@mNE

Ni Smart Beads @ —M#12Y IMAC B8}, EEFIFEEENI NI BF, BFMRENR 1. NiSmart Beads EENAF M EIEZIEFR L
ERNARETCEBRERMAY, AIUESSE EDTA K DTT MiER F#HITENER SR, Ni Smart Beads BREMNAED RE
%, ERFI ZERMRERENE HEE, HAIMZERIE 2

Ni Smart Beads E 4L Ni Smart Beads Jo3EiE#4E}, 1214 1 mI #1 5 ml BHME=5SR, AEZAER, @EES8, dRERs,

% 1. Ni Smart Beads 6FF = G 4E

e ik
R 4%IRBEVETRIER
e >10 mg 6xHis-tagged Protein/ml &5
HEKHLIZ 45-165 pm
RKEN 0.1 MPa, 1 bar
EFE AR & 20%ZEEH) 1xPBS
EFEE 2-8C
£ 2. Ni Smart Beads 6FF i®Ifi{s
pasikiES 52 Bdia)
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, 6M Gu-HCI 24 hours
500mM imidazole, 100 mM EDTA 2 hours
30% isopropanol 20 min

2. 4iLiRiE

2.1 BhBEES
AIMEA THIESR PR, LARIER CHNEAIIREKERRNEPRER, EXFREMSMEIRM LR, SPRMER, &S pH L8, |
pH elit. FARIECEARIRIFA 0.22 pm ZE 0.45 um ISR, E9 Ni Smart Beads ENEFI LA FRIAZE RN EHAEQRLIL,
R EFRRE PR ARE, BFEERENR 3. R4FMKS5,
& 3. AAMARBTERAANIRE TRRES
B L [i5¥]
Lysis Buffer 1L 50 mM NaH:PO4 (7.80 g NaHPO4-2H,0)
300 mM NaCl (17.54 g NaCl)
£ NaOH A/ IET pH £ 8.0, fFH 0.22 ;& 0.45 um EET TS,
Wash Buffer 1L 50 mM NaH,PO, (7.80 g NaH,PQO4-2H,0)
300 mM NaCl (17.54 g NaCl)

5 mM imidazole (0.34 g imidazole)

£/ NaOH AR IAT pH £ 8.0, fF/H 0.22 ¥ 0.45 um 7T,
Elution Buffer 1L 50 mM NaH,PO, (7.80 g NaH,PQO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)
£/ NaOH AR IAT pH £ 8.0, fF/H 0.22 ¥ 0.45 um 7,

%
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® 4. BRBESBITERRANAREPRNET, pH RSN
R L (2]
Lysis Buffer 1L 8 M Urea (480.50 g urea)
100 mM NaH2POs (15.60 g NaH,PO4-2H,0)
100 mM Tris-HCI  (15.76 g Tris-HCI)
M HCI ARIET pH £ 8.0, 18 0.22 5(#& 0.45 pm JERTIE.
Wash Buffer 1L 8 M Urea (480.50 g urea )
100 mM NaH,PO; (15.60 g NaH,PO4-2H,0)
100 mM Tris:HCI  (15.76 g Tris-HCI)
M HCI ARIET pH £ 6.3, 8/ 0.22 5(#& 0.45 pm JERTIE.
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 HCIARIAT pH E 4.5, 5/ 0.22 & 0.45 pm FEEET IS,

x5 WRAASRITSERANFIRE PRRECS, KRS
B L35 [i5¥]
Lysis Buffer 1L 8 M Urea (480.50 g urea)

50 mM NaH2PO4 (7.80 g NaHoPO42H,0)

300 mM NaCl (17.54 g NaCl)

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

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

50 mM NaH2PO. (7.80 g NaHzPO4-2H-0)

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,PQO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)
£/ NaOH AR IAT pH £ 8.0, fF/H 0.22 ¥ 0.45 um 7T,
iE: 8 M Urea tBB] LA 6 M Guanidine-HCI B1t, % 4 ER 5 EFHPZ —ERIREANLARED A,

2.2 HmEE

2.21 AEHEBERENER

1) PREXEECRENEFEA, RIBRAFERIRE, IMAERIRENIESFIE SR AT E,

2) RIXERG, BEFREZIEOFP, 7,000 rpm (7,500xg) , Bilr 15 min WERE, AGIRBEM: Lysis Buffer=1: 10 (W/V)

PO Lysis Buffer, JIANZKER 1 mM B9 PMSF, TINAEES (TEXRERN 0.2-0.4 mg/ml, MRFFNEEHMAEAS pLysS 5% pLysE,
AIUARIAER) , (ANAMAEtMEREREINGH, EREEMENEESHEENES) -

3) BRAMITUEEFER, MRBBKES, tWAIZEEMA 10 yg/ml RNase A #1 5 uyg/mi DNase 1) , B4, WEBTF KL, AEkEBE
IR, EERERREEE,

4) BEBNREREBRESOER, 10,000 rpm (15,000xg) , 4°CEilr 20-30 min, BX L, EF K EERAH-20CHRZ

222 B, BRMMAARSBRATEEER

1) BAERIEFREBEB O, 5000 rpm (3,800xg) , Bl 10 min, WEEKELE, N LERRE EDTA. HRBMEFREFFYR,
BIRTEEIMAEFER; MEHE EDTA. ASBRNERFIFNME, T Lysis Buffer BATA BEIMNEF

2) ¥FAEARNLE, FMNRERLTUERERS, EEEFR Lysis Buffer EAEA BEMNEF .

223 GREEAMgL (MK
1) BEFREBIE O, 7,000 rpm (7,500xg) , B 15 min KEES, £ EE,

2) #EBEA Lysis buffer (R& 8 MRE) =1:10 (W/V) BREGSZRIES, KABEHE,

3) BEREBEELOES, 10,000rpm (15,000%g) , 4°CE(r 20-30 min, XiE EiE, SR 2M 3 AIUEE—NR,
4) REREIA: Lysis buffer (& 8 MRE) =1:10 (W/V) BERERFER,

5) THERMT#HIT His iIFEZRBAN, EFREHREEANRK 4. K5,
Y
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2.3 #HRat
Ni Smart Beads EHRERIESE L TRE, FSARAERBEFRTE (Gla0: 2 MEER, 1 mI FEXSEA 2 mBK, 5 ml g
SIRZA 10 mIBR) o BMIUTREANEE 30 min (FEEUATH#SARIIAROMETEN) , BRERE ERAREESEE 1.

7 7 7 7

Iy

& 1. £ Ni Smart Beads EHHAtERFEREE
Step 1: HFF#; Step2: EF; Step 3: ¥%; Step 4: MR

1) ¥ Ni Smart Beads 6FF EAFETEEHIRA L, RREE THENLFE, RTFEIEHRPR.

2) EEEFIN 5 MEFTRH Lysis Buffer, #1TTE, EEMLTFS5ENZAERNERERT, EARPEANER.

3) BHERMETEFNENED, FRRENEED 2 min, RIEEBNEASH RO EM, REENEANEKER, KERLRKR, BT
SDS-PAGE NHIERAMRMESIENR, EHINEEN, EREIHRARDENS R,

4) F3 10-15 {EIEATRA0 Wash Buffer #1783, HMRIFFRUERMHRED, KEXERR.

5) fF 5-10 fEHE{AFRAY Elution Buffer #1TEMERRIER, FBWE, S—MIERKE—E, 23N, BETURIEREESHEN
EARKEK, XAURISHEENSRENER.

6) fREM 3 fBIEATRMY Lysis Buffer 1 5 B AIRNEB FRKFEER. BENIREETFERN 20%28EF, EF 2-8CHR7F, Bk
ERIARAE S 2

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

3. ENLFER

HIEREA PR IRRAD RIENEERS EEHIMARRSRN, FEHITEAEIZ!E (Cleaning-in-Place, CIP) o

BRI TEIRERRIER LIABRERY, WEEA. BKEANEEADF.

EMSREKGESHER, IBERMAES

o  fHFH 30%RAEEEN 5-10 MR, #EANBTIEIN 15-20 min BIAERRILETT Y. ARG, BER 10 EFRNEBFKER.

o ERSAERSHNERESIRMIMAR, BRER 2 AR 5110, 26 0.1-0.5% EBFEBF 0.1 M BEERAR, EAREH 1-2 ho
KSHIRIEE, FEEM 70%NZEFR S MEFR, UHREREST. REER 10 EREFRNEEFKER.

e  fEF 0.1 ME{ 0.5 M NaOH FRAFEIER 3 MIATR, AR 10-15 FEERNEBEFKER.

EREFERSENER

£/ 1.5 M NaCl JZ&E# 10-15min. AFBEEREBFKIERE 10 MEETR,

%
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4. [RIERERSFE

imER FREASH WERBRAR
HFREDTS HEHEEE RIS 3 S I AR TS S,
WRBDSEN NIRRT, BN EFRERIEE (0.22 3% 0.45 um) i3
i’ REBHROER.
B AAETE ERPEEERENIZER, MKKENEIEZMERIE, &R DNase |
(ZRE 5 pg/ml) , Mg (ZRE 1 mM) , kK EES 10-15 min.
B R AR BENAFSEEARERN (WHKZE) TERSIEBRERS, RERER
%,
FBADRIREEMNER R His I8 EH SKF Western Blotting EMEFMPRESEEMNER.
BEARREREEG, SBEELEF AILUES Bk NRER AN LEF RS SEENER, SRREATER
BEREEANAL AR,
FKixEXIMK MURERM
BMEAL SRS, ERRSEW | 125 wash Buffer B pH, SEREBKMIRE.
HETFRT
FERASPREENER BNERLATRE, FESER TR | K Elution Buffer B9 pH {&, &N Elution Buffer FRBKMERES

5 10-100 mM EDTA AR HBREF, FNSIBENEH,

EQMRER £ 4 C T ITALIERIF
ERBEERT A I — LR S BRI,
BRANTLE (BFZMER) HRRETR #10 Wash Buffer 443,

FRPEEHMNARBRIIEERD

BT AT pH B, HERMIRERMARRF M. BREAEMNMALFR (0
BFXIR, BokF) #—SANRREAD,

EHFETARERBE REFHEIRRE BIRE 4 BNENBETNENENREREF.
EEZIIEE ZHhBRPEE DTT HEMEFE BER2, BIEEDTT REZE 2mM IR, RERBHREZE.
EEdRPEARETNR BRIEEEXRS 4CTF#T L,

EARERSE

EHGMFAAENEPRPRMZEN, W 0.1%4E9 Triton X-100 HFH

Tween-20,

5. IS B RAEX M

B 5Bs g
SA035GC01 1 ml
Ni Smart Beads E /71t
SA035GC05 5ml
SA036GC01 1ml
Ni Smart Beads 6FF E /%
SA036GC05 5ml
7,
%

www.smart-lifesciences.com

4/4



