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1. F@mNE

Co Smart Beads 6FF 2—F#78! IMAC ¥, BEEIEEFEEN Co BF, BAEMENR 1, Co*BFHRAT Nz, At Co*44 His
152 HES/VTF Niz*, Co Smart Beads 6FF =E[ AT BIEZIEF R LEFHASERIFCEBHIRIAK, ATLESE EDTA R DTT
HERTHTENEASRNAL, ZNRAEFEBNATSHRERFRARAZESNGgL, MELEREEES, AURBNENER
#iEFEIF, Co Smart Beads 6FF BRIBHADREY, EATFI ZRMNERENE &MY, HAMZHERIE 2.

HiSelect Co Smart 8—Fhh[EFZEFRE, 1H3E 4.7 ml B9 Co Smart Beads 6FF 115, HEMEMERURREEIR, F5EMHFHEEE
. HEMLEBEEL, BIERIPRTE, SERIGE ENEARTHENRR. MERAEETEED, JUEREERCNEETREEIL
R4, WAKTASE, AEFFIRE

£ 1. HiSelect Co Smart @& 8

bil=| RnE
g 4.7 ml
k=350 BB 6%IRAEYEEEAR
e >10 mg 6xHis-tagged protein/ml 77/
hifz 45-165 pm
it & 0.3 MPa, 3 bar
BRY (RE<EE) 0.77x10 cm
EFR PR & 20%ZEEH 1xPBS
EERE 2-8°C
£ 2. HiSelect Co Smart iXFIit =S &R
PSS it S2adia)
0.01 M HCI, 0.01 M NaOH 18
10 mM EDTA, 1 M NaOH, 5 mM DTT, 5 mM TCEP, 20 mM 24 1IN
B-mercapyoethanol, 6M Gu-HCI
500 mM imidazole, 100 mM EDTA 2 /\B
30% isopropanol 20 5%

2. 4iLiREE

2.1 EHERES
AER T EE R, WARIBEECHNERAIREERRANE RIER, BEXRERSMOKM L1¥, SRkMER, HEERDEREE
R (pH7-8) INBEERERLE MK, AIAON 0.3-0.5 M SLsAR/ ISR MRM. EEALSHEMRMG TBRER Tris-HCl, &R
BISRIFA 0.22 um 50E 0.45 um JEAET 8. [E HiSelect Co Smart A LB T ;A& A EIRIAE A4, WM EFMEENEAR,
BIAEEAENE 3 & 4.
3. AAMAEMITEE AR RS

E=1 #*1R [i5Ys]
20 mM NaH,PO, (3.12 g NaH,PO4-2H,0)

Lysis Buffer 1L

500 mM NaCl (29.22 g NaCl)

{5 NaOH AR IAT pH £ 8.0, £/ 0.22 & 0.45 um 7T,
Wash Buffer 1L 20 mM NaH2PO, (3.12 g NaH2P0O42H:0)

500 mM NaCl (29.22 g NaCl)
5 mM imidazole (0.34 g imidazole)
5 NaOH J&&iEATS pH = 8.0, f£F 0.22 3{E 0.45 um JBART IR,
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= 3. ATAMAEMITEEOALREEMRRES (B)
Elution Buffer 1L 20 mM NaH2POs (3.12 g NaH2PO4-2H,0)
500 mM NaCl (29.22 g NaCl)
250 mM imidazole (17.0 g imidazole)
{5 NaOH A& IAT pH £ 8.0, £ 0.22 ¥ 0.45 um IS,

® 4. OERKASRITEEOMANABERRRES, WHERAR
B &3 iG]
Lysis Buffer 1L 8 M Urea (480.50 g Urea)
20 mM NaHzPOs (3.12 g NaHzPO4-2H20)
500 mM NaCl (29.22 g NaCl)
5 NaOH A/ IAT pH £ 8.0, £ 0.22 & 0.45 um JEIE .
Wash Buffer 1L 8 M Urea (480.50 g Urea )
20 mM NaH2POs (3.12 g NaH»PO4-2H.0)
500 mM NaCl (29.22 g NaCl)
5 mM imidazole (0.34 g imidazole)
{5 NaOH A& IAT pH E 8.0, fFH 0.22 3%#& 0.45 um JEEEE,
Elution Buffer 1L 8 M Urea (480.50 g Urea)
20 mM NaH2PO, (3.12 g NaHPO4-2H,0)
500 mM NaCl (29.22 g NaCl)
250 mM imidazole (17.0 g imidazole)
{5 NaOH A& IAT pH E 8.0, f#H 0.22 3%#& 0.45 um SRS,
F: ATROBEHARERNGS, BiNIE Wash Buffer FIINRRE IR,
AT HEF—LEEFERRBNRM, AIUEARFMA 0.5M-1.0 M NaCl,
{6 pH AR SIG IR AR, BT RFITIER,

2.2 ¥R

2.21 AEHBSREANER

1) ERBREEIIEFES, RIBHAFERIRBMNERIRERNIESFIESENABTE,

2) RirERfG, BEFREZIBEORS, 7,000 rpm (7,500xg) , By 15 min WEEAK, AGEREBEK: Lysis Buffer=1: 10 (W/V)
B0 Lysis Buffer, JIANZSKRERN 1 mM B9 PMSF, TINAEE (TERERN 0.2-0.4 mg/ml, MRFTEMBEEHMEEAS plysS X pLysE,
AILRINAEES) , (R el NEMEBEIGFT, EFREEmENERASHIENGS) .

3) BETTERFER, MBERKRRES, HalZEMA 10 yg/ml RNase A #1 5 ug/mi DNase 1), B4, BREBF kL, SAREKLBER
4R, ERRESFRTES,

4) BB ERREREREEOED, 10,000 rpm (15,000%g), 4°CEity 20-30 min, BY LiE, BF K E&EHH-20CRF.

2.2.2 8. ROANBILAREHEZARS BRARTEEEA

1) BARBEFRREBEZEE O, 7,000 rpm (7,500%g), B 15 min BX LS,

2) #RPEEUMZEERRT, FTEEENIRE, TUEE EE,

#: FFER ST, FTLUR 0.22 um 50E 0.45 um MR, BALEAEFIEE,

2.2.3 GREERAL(TESEMS)

1) BIEFREERIEOMF, 7,000 rom (7,500xg) , il 15 min WERR, Ei LA,

2) REBEA: Lysis buffer (F& 8 MRE) =1: 10 (W) BEAESTENES, HKABERE,

3) BWEEREBEEOED, 10,000 rpm (15,00xg) , 4'CECr 20-30 min, g biE, $E2) M 3) AUEE—RK.
4) ¥REBEIAK: Lysis buffer (&8 M FRE) =1: 10 (W/V) RERERFER,

5) KM THIT His IFEER 4L, BREPRESIE 40

2.3 Hmitk

HiSelect Co Smart 2—MA FASRITEEAAUNTERE ™R, TUAZHERNPRERERSR.

1) BREEPIHEBF K. BELEF, BEMDEEZERERSYP, {TATHO, BMEHEIEERRP, HiEL

2) FA 3-5 fERERNEBFKREHEFE PR,

3) EAE/D 5 EIKRAIRN Lysis Buffer TG g,

4) FMIARTEFMIF LT, T RERERIIEFEE EEFRRLD, L2SBEMERANRE. IHEFEBIRFHNESE. X8
B mATREITRERRANRE, EFHFSRERER.
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5) F§ Wash Buffer Mt F, HEIZESMNRBGEEI—MIENEL (—RED 1015 MEFR), . EHMIESS
REFRAE,

6) FA Elution Buffer RE—FAHAMBE RS, —S%EBHR, BE 5 EEEFRARRMES T, BERBIUA—IBE, §/9020
BRERHES, ROBFRLEERENELR.

ERBBABURBMLRG, T Lysis Buffer #ifk 3 fEAE(AR, ARAAKHR 5 FRAIR, BAES 20%ZEH 1xPBS ik 2 MEFR,
AEBTERET 2-8 CRTF.

R AN BRI E] L

2.4 SDS-PAGE &

RERAY-RFINER (BEREAD. HRASFEBRES) UNRRKAFRER SDS-PAGE N R,

3. ENLFER

HIEREATRPRIRESSHEER LEHIARRSRE, SEHTEMBERRME (Cleaning-in-Place, CIP) o
BRI TEIRERRIER LIABRERY, WEEA. BKEANEEADF.

EIRRFKESNER, FBERMAE
HR—: EH 30%FREEE 5-10 MEAERR, EALEHEA 15-20 min AT UERRIZET R, AT, BEM 10 EREERNEBFKER.
BRZ: £AEE 0.1-0.5%IFBFEST 0.1 MEBERAR, BMEHEN 1-2h, ESHIMER, FEER 70%NZEFR 5 MEFR,
WUMIRERZES T, REER 10 FEERNEEFKER.
BHR=: A 0.1 M3 0.5 M NaOH &R AFIER 3 MEAFRR, ARG 10-15 EEARNEE FKER.

EREFERSENER

£/ 1.5 M NaCl 7&i&iE5% 10-15 min, A, BERAESEFKER 10 MEEFR,
ERFNEFIBEAS 20%ZEM 1xPBS ik 2 MEEFE, BF 2-8'C1R .

4. AR RRSG R

imER RRE 2 WERRAR
HFREDTS IERIIEE IR 3 WO IHERNHITIEALE .
HBRRPEFRNEETNL, BN EERIFERIRE (0.228(0.45 um) I8, =HE
BiERR.
B R ARG HRPEERRENZE, MKKRENEEEMERME, &R DNase | (&R
E 5ug/ml) , Mg?* (ZRE1mM) , 7k EEE 10-15 mine
R AR BNARSEEARERT WHHE) TJaERSIERELS, BERETE
HBESPEERNEH H@PE His iFEER KH Western Blotting FHEH T EESEENED.
RiXEXIE MURERM

BNERLESLERS, EARTEN
HTRT

{25 Wash Buffer B pH, ZEFRKMIRE,

BNEALESITR, FESRRTX

PEARCERS BT pH fB, SREIB IR RMRE.

E=la

£ 4 CTEITALIRIE,

ERBREFRT A I — L R BRI,

FERAN A (RESTHE
B)

FRRERMIR

110 Wash Buffer 1473,

ERPEEHMNARRITEED

BITIET pH B, HEKMRERMAERRS, BEARMNALTR NBEFX
%, BkF) #—FAERBRES.

EHEERRERRETNR

BRIFEEXS

4CF#ITER,

ERRERE

EHSMFAENEARPRMNBEN, 0 0.1%H Triton X-100 =& Tween-20,

5. IS B REX M

E=4 08 HS L
HiSelect Co Smart SA062C47 1%x4.7 ml
HiPur Co Smart SA062C20 1%x20 ml
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