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1. F@mN4A

Co NTA Beads 6FF AJLIMEIZAEZFRIERAF—S AN His REEH, Zme LB EREN 6%FEERRAER, BiALUrm
BCiIBE A%, Co NTA Beads 6FF #BEL Ni NTA Beads 6FF X3 His in5EHEAEESANER Y, BFRMELR 1,

Co NTA Beads 6FF A LA —E SERIRIEMEFIFIE BRI, 0k 2,
& 1. Co NTA Beads 6FF /= /£AE

b= 114
R EE B 6%IRAS TR R
He >20 mg 6xHis-tagged protein/ml &[5

HIRKIR (um)

45-165 pym

=AES 0.3 MPa, 3 bar
EFE AR B 20%ZEEH 1xPBS
EEFRE 2-8°C
# 2. Co NTA Beads 6FF HIfi152
asiit e RE
B 10 mM B-mercaptoethanol’
TR 8 M urea
6 M Gu-HCI
<1% Triton™ X-100
ESER 1% NP-40
1% CHAPS, SDS, sarcosyl
<500 mM imidazole? at pH7.0 to 8.0 for elution
30% ethanol®
20% glycerol
500 mM KCI
Hit 1.0 M NaCl
20mM MES
50 mM Tris*
50 mM HEPES
50 mM MOPS

7E: 1. Co NTABeads 6FF MBI AF#RTE, TUNRETE. FEENRREESHEBR-mercaptoethanol BI& HFRH,
2. IERENKME A REREREQRIRE,
3. ZEBRREERERTUE, BESEARKENEERT,
4. Tris 5 BB FHBESERH 2R,

BHREMTIAF: DTT. DTE #l TCEP KB ENFRMNEBHE. EDTA. EGTA SRKEBEFMNRLERIE,
Co NTA Beads 6FF E /74 }L Co NTA Beads 6FF J9ZEiEM KL, 1Rt 1 ml 1 5 ml FMIIE~ &, AERFER, RIEER, dU8Es,

2. bz

2.1 BhERES

AIMER TOIMES SR, LARIEECNERIREERRMNE SRR, BERREFZMOKML L, SeRMEE, IES pH L84, &
pH &R, EHRIEFERTIRGAE 0.22 uym & 0.45 um JEEEEE, A/ Co NTA Beads 6FF AILUATRIBAEAMNERAZEANLWL, &
TS EFRRERBRAR. BB ENEK 3. K4HEK5
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*® 3. ANARRITEERANARRETRNES

B 1% [0z

50 mM NaH2POs (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

&M NaOH J&#&RIEAT pH = 8.0, £/ 0.22 & 0.45 um JREEIE,
50 mM NaH,PO: (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

£/ NaOH A%&IBT pH = 8.0, f/ 0.22 & 0.45 um EELIE,
50 mM NaHzPOs (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

{5/ NaOH A& IFT pH = 8.0, £/ 0.22 & 0.45 ym JEREEIE,

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

® 4. BRARBRITEEOANARETRNES, pH REBAR

2 %1 &5

8 M Urea (480.50 g urea)

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

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

5/ HCI A& ET pH = 8.0, 5/ 0.22 & 0.45 um JERET IS,
8 M Urea (480.50 g urea )

100 mM NaH2PO4 (15.60 g NaH2P04-2H20)

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

M HCI 7ARIAT pH £ 6.3, fEF 0.22 IFE 0.45 pm BRI IS,
8 M Urea (480.50 g urea)

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

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

5 HCI JARIET pH £ 4.5, FH 0.22 ;& 0.45 um BEDE,

Lysis Buffer 1L

Wash Buffer 1L

Elution Buffer 1L

*® 5 QRGARRITEERANARRETRRES, USRS

B 1% [0

8 M Urea (480.50 g urea)
50 mM NaH2PO4 (7.80 g NaH2PO4-2H,0)
Lysis Buffer 1L 300 mM NaCl (17.54 g NaCl)
10 mM imidazole (0.68 g imidazole)
{5/ NaOH A& AT pH £ 8.0, £/ 0.22 3¢& 0.45 pum JEEITIE,
8 M Urea (480.50 g urea )
50 mM NaH2POs (7.80 g NaH2PO4-2H20)
Wash Buffer 1L 300 mM NaCl (17.54 g NaCl)
20 mM imidazole (1.36 g imidazole)
£/ NaOH A% ET pH £ 8.0, f#/ 0.22 & 0.45 um EETIE,
8 M Urea (480.50 g urea)
50 mM NaH:PO, (7.80 g NaH2PO4-2H20)
Elution Buffer 1L 300 mM NaCl (17.54 g NaCl)
250 mM imidazole (17.0 g imidazole)
fEF NaOH A& IET pH = 8.0, A 0.22 (& 0.45 um JEAETIE,

2.2 ¥mEE

2.2 AEHBEBRENER

1) PEENRESEEIESFED, RIBHAFERIRA, MABRRERNIESHIESHEMNAETE,

2) RIXERG, BIEFREBIEOMF, 7,000 rpm (7,500xg), Bilr 15 min WEEE, SARIKBEK: Lysis Buffer=1: 10 (W/V)
B0 Lysis Buffer, IIANZSKER 1 mM BI PMSF, TINAEE (TIERER 0.2-0.4 mg/ml, MRFENBEEMIAS pLysS T pLysE,
AILRINAERS) , (R AIIIAEMEREIFIF, BFEFHmENERSHIENEGS).

3) BERTERFiER, NBEERRES, WIEEMA 10 yg/m RNase A #1 5 ug/ml DNase 1) , 584, WEBTF KL, ARk LEBER
B4R, ERRENFRTES,

4) BEENREREBESOES, 10,000 rpm (15,000%g) , 4°CEL 20-30 min, B EE, BEF Kk E&BEE-20CHF.

2.2.2 B, BERNMHAARSBRATEEER
1) BAREFREBER LM, 5000 rpm (3,800xg), Bir 10 min, WEEAKS LE, W LERFRE EDTA. ASBRMERFIEMR,
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BIRTERMAEFER; W0&HE EDTA. ASRMERTIEYE, FA Lysis Buffer BT BEMANEF-
2) WFAREMRANLEE, FMANRREUERES, EEEEA Lysis Buffer BTG SEIMAEF-

2.2.3 BiREERMAKEERG)

1) BIEFREBEEOMF, 7,000rpm (7,500xg) , Bt 15 min WERIE, EiE L&,

2) RBBEK Lysis buffer (F& 8 MRE) =1:10 (WN) BREEEFRIRS, KABSIKE,

3) BHEEREBEELED, 10,000rpm (15,000xg) , 4°CEC) 20-30 min, EiE b5, $E2 M3 TUEE—R,
4) ¥REBEK: Lysis buffer (& 8 M FRZE) =1:10 (W) BERAGEFER,

5) TMEMHFTHIT His iIFEBHAN, BEEPRESNRK 4. K5,

2.3 #matk
Co NTA Beads 6FF ENERIESE U THA, SBRAEHWREFRTRITE (Bl 2 MEETR, 1 mI BRI 2 ml BR, 5ml
FEIIRIIT 10 mlBR) o BPAURERAFE 30 min (FERTHGARILZREIEEN), RERE. ERAREESZE .

gy

1. 5F Co NTA Beads 6FF BN ERRIERERE
Step 1: #HFFH#; Step2: LE#¥; Step 3: %%, Step 4: i

1) ¥ Co NTA Beads 6FF ENHEEEHEA L, FORERE FHEMN LHE, RTEHENRIPK,

2) EEEFIAN 5 MEETRE Lysis Buffer (FISZ R 3. R4 ;KR 5 WELAH), #HITTE, FSEHMLTSENERAHERNEHTERT, &
R ERNIER.

3) BHRINEITFHFNENES, FREEREZEL 2min, RIEEMERS Co*mOEM, REEMNEQMNDKE, KERNLRKR, BT
SDS-PAGE S iERRNESE R, EHINAAN, EHEIFHERFENTG R

4) F 10-15 fE1HAFIH Wash Buffer #1TiE%, ERRIFFRERNNAER, BEARE,

5) M 5-10 fEAHAFRM Elution Buffer #1TENEBRML, DEBIE, 8—MIFRKE—E, 230N, BERURIEFREESNEN
EAWRN, XIUEISH4ENSRENER.

6) RRfEM 3 EIEATRRY Lysis Buffer F1 5 (SR ARNEB FKFERE, RENERTFEFERN 20% 28+, EF 2-8CRKRE, Bk
RS 3

2.4 SDS-PAGE 1&ill|
RERAY-RFINER (BFEREAD. HRADTEBRESD) UNRAFMRER SDS-PAGE HNIZHLHR.

[
P
e
&

3. IEHRBE

AERITEEEHENAMENTNEBEFTRELRESZRNEREEEF. YENEALTETLNGETR, REENEERET
REY, EEHTIHERHTHEFIBNESHMiEHEF, tHBENEE, BENEETEAENENER, BB TEIREREHTHEF
B EFEHE T

1) R 5 EHEREBFIGERIEN;

2)  fEH 5 {Z4E4FE 100 mM EDTA (pH 8.0) #ISE$hEF,;

3)  fEM 10 FAHFREBFKERER,;

4)  f$F3 0.5 M NaOH ;&% 5 {&1£&73, 1S 10-15 min;

5)  fEM 10 EAHFREBFKERER,;
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6) M 3-5 fEHE(KFR 100 mM CoCl, BAEHES:;
7) R 10 SREREBFKER;
IERIEYSS, AILIBMER, MALZAER, SEHEREFTEERN 20%28EH, BT 2-8CHEF.

4. EIEARRRSG R

i)l REIS R WERRER
BFRESS IHRIRIEE NERPEERNEGRTN, EIY EHEIERIEE (0.22 3 0.45 um) T8, HE
BiER.
=Y it BT EEaRENZE, IMKRENENEEMERE, siEZRM DNase | (BRE
5 pg/ml) , Mg?* (#5RE 1 mM) , K EIEE 10-15 min.
BRBRAAER BANRERERERN WHHE) TkssliEREES, BERERR.
FERASPEEENER EATRRRERE, RBELEF AILUEE BIKENHBR DT LEFEEEEENER, SREEERERBERK

EA= R v

RIXBXMH

RATEFR Mo

BNERLE SRS, ERARTER
HTERT

1= wash Buffer i pH, S(&EFEEBKMURE,

BNERE AR, FTEBAR TR

F&{F Elution Buffer 89 pH {8, S{E1E N Elution Buffer FRBEMSRES,

5 10-100 mM EDTA BREBHE T, ANBFIENER,

EQMER £ 4 C T ITAKIRF.
B A B N I — L 2 R B 77
FRADTLA (ERSTE | SRERETHR 3£ 0 Wash Buffer 173,

B)

FahaEEMNASRITEER

WITET pH B, WERMIRERMARRF . BEREMHNALFR WEFX
#, BkE) H—PAERREAS.

ERAETAREREE HEFRERWRE RBE 3B ENBETNRNEREREF.
T ERERRETR BIEREXS 4°C TR TR,
ERRERE EFRMFAENERRPRINIBEN, %0 0.1%H) Triton X-100 5#E Tween-20,

5. iTH{E B RER™ M

4 L g
SA037GCO1 1 ml

Co NTA Bead
© eads EJ1H SA037GC05 5ml
SA038GCO1 1ml

Co NTA Beads 6FF
° eads 6FF M/t SA038GC05 5ml
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