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1. F@mNeE

Ni NTA Beads 6FF 2 S EELH 6%IFASMERRNER, B{AXS NiNTABeads 8@ (FREMILE 1FR) , BEFM4EERE 1o NiNTA
Beads 6FF BT Al TS A ZIANAFIRM (WK 2) %, EEMENER, JUMZHRS 0.3 MPa ES, FRE, Fit~=maI AT
T AHRE G4, aJUTEERRSHRET, LUt ENERNAIL,

HisCap 6FF B—M R EFMZEM, B 1 ml 5 ml FHEIE, 2582 1 ml #1 5 ml Ni NTA Beads 6FF, 5 5 AR S&EMIEHIF~ R
ERABREED, JUERERRINSHTERERS, MAKTASE, HEEFEE
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[ 1. Ni NTA Beads 6FF F= @t F 45 10R 2 E
& 1. HisCap 6FF @58
mE nE
g 1ml 5ml
HRY (RExXEE) 0.7x2.5 cm 1.6x2.5 cm
E=%50 BB 6%IRAEYEEEAR
HE >40 mg 6xHis-tagged protein/ml 77/
RS 45-165 uym
fitE 0.3 MPa, 3 bar
EFEE AR & 20%ZE2HY 1xPBS
EFRE 2-8C
£ 2. HisCap 6FF XI5 &R
SRR RE
5mM DTE
1mMDTT
TIRF 20 mM B-mercaptoethanol
5 mM TCEP
10 mM reduced glutathione
8 M urea
T4EF
= 6 M Gua-HCI

2% Triton™ X-100 (nonionic)
2% Tween™ 20 (nonionic)
Ei57 2% NP-40 (nonionic)
2% Cholate (anionic)
1% CHAPS (zwitterionic)
500 mM imidazole
20% ethanol
50% glycerol
HAth 100 mM NazSO04
1.5 M NaCl
1 mM EDTA
60 mM citrate
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2. 4iLiRiE

21 BAERES

AIEA T ERE YR, LARIERCHERIIREETRANENREAR, EXREFIMM H1E, SORMMER, &S pH £, |
pH %Bt. FAREFBEIRIFA 0.22 pm & 0.45 pm JEEET IS, H9 HisCap 6FF AL AF AR RN RARENAL, M5
R MR, BEAEES ALK 3. k4 MK5,

# 3. IRMARMTE R AANRREPRRE

B

41

2]

Lysis Buffer

1L

50 mM NaHzPO. (7.80 g NaH2PO4-2H:0)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£/ NaOH A/RIAT pH £ 8.0, fF/ 0.22 & 0.45 pm JEEET IS,

Wash Buffer

1L

50 mM NaHzPO. (7.80 g NaH2PO4-2H0)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

{5/ NaOH A7 IAT pH £ 8.0, fF/ 0.22 W& 0.45 upm JEEETIE,

Elution Buffer

1L

50 mM NaH:PO, (7.80 g NaH2PO4-2H,0)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£/ NaOH A7RIAT pH £ 8.0, fF/ 0.22 & 0.45 pm JEEET IS,

® 4. BRBASBITEREQANFREPRNET, pH RS R

&

L3

B

Lysis Buffer

1L

8 M Urea (480.50 g urea)

100 mM NaH2PO4  (15.60 g NaH2PO4-2H20)

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

/8 HCI A7RIAT pH = 8.0, /8 0.22 ZX#& 0.45 um JEEEE IR,

Wash Buffer

1L

8 M Urea (480.50 g urea )

100 mM NaH2PO4  (15.60 g NaH2PO4-2H20)

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

/8 HCI A&RIAT pH = 6.3, A 0.22 ZX& 0.45 um JEEEIE.

Elution Buffer

1L

8 M Urea (480.50 g urea)

100 mM NaH2PO4 (15.60 g NaH2PO4-2H20)

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

8/ HCI A& pH E 4.5, £/ 0.22 & 0.45 pm JERET IR,

* 5. SR ASRITEERANAREPRNET, KRS

&t

L3

[0

Lysis Buffer

1L

8 M Urea (480.50 g urea)

50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

300 mM NaCl (17.54 g NaCl)

10 mM imidazole (0.68 g imidazole)

£ NaOH A/ IAT pH &£ 8.0, M 0.22 =& 0.45 pm JEEET IR,

Wash Buffer

1L

8 M Urea (480.50 g urea )

50 mM NaH2PO4 (7.80 g NaH2P04-2H20)

300 mM NaCl (17.54 g NaCl)

20 mM imidazole (1.36 g imidazole)

£ NaOH 7A/& AT pH & 8.0, M 0.22 & 0.45 pm JEEET I8,

Elution Buffer

1L

8 M Urea (480.50 g urea)

50 mM NaH2PO4  (7.80 g NaH2PO4-2H20)

300 mM NaCl (17.54 g NaCl)

250 mM imidazole (17.0 g imidazole)

£ NaOH 7A/R AT pH & 8.0, M 0.22 & 0.45 pm JEEET IR,

%
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2.2 HmEE

2.21 AEHEEREINER

1) PKERREREIEFER, RIBRAFERNRA, MABRSRENIESHIESHENAIETE,

2) RIXERG, BEFREBIIEONP, 7,000 rpm (7,500xg) , Bilr 15 min WEEE, AGIRBEM: Lysis Buffer=1: 10 (W/V)
HON Lysis Buffer, TINZRESN 1 mM B9 PMSF. MINAHES (TEKREN 0.2-0.4 mg/ml, WRFANEEMIMAE pLysS K pLysE,
AIUARINAEES) , (ARtBIMAREMESEIDEF, EREXZMENESSNHTRENES) -

3) BEETUESFRE WMRERKRES, tWAIZEIMA 10 ug/ml RNase A #1 5 uyg/mi DNase I) , B4, BT KL, REkLBER
B, ERRESREES.

4) BEBNREREBRESOER, 10,000 rpm (15,000xg) , 4°CEilr 20-30 min, BXEE, EF XK EERAH-20CHRZ

222 B, BRMMAARSBRATEEER

1) RAREIEFRIESER DM, 5,000 rpm (3,800xg) , By 10 min, WEEKSLEE, M EEFFRS EDTA. AERMNERTEME,
BIRTEEIMAEFER; MEHE EDTA. ASBRMNERFIFNME, T Lysis Buffer BATA BEIMAEF

2) WFAREGKRMNLE, FMARRLTUERGEE, EEEFA Lysis Buffer BTG BEIIANEF o

2.2.3 GiRiEEALML (THERMH)

1) BIEFREBEIEOMF, 7,000 rpm (7,500xg) , Bl 15 min REEEK, EELEE,

2) ¥RIBEA: Lysis buffer (F& 8M RRE) =1:10 (W/V) BREEEFERES, KBBEME.

3) BEREBEELOES, 10,000 rpm (15,000xg) , 4°CEi)20-30 min, EE L&, SB 23 AIUEE—R,
4) ¥REREK: Lysis buffer (& 8M FRE) =1:10 (W/V) BEREERZER,

5) THEHTHIT His iIFEER 4, BAZHARESINEK 4. K5

2.3 Ematk

HisCap 6FF B— A TASBITEEAMALNTER~ R, TUAESHEMNTREGLE RS,

1) BREEFEHEEF K. ZELEF, BEMBEEZEQERSAT. BN TO, EMEREIGERST, Hiek.

2) A 3-5 ERARNEBFKEHEEE PR,

3) ERAED 5 EFRETRN Lysis Buffer g, 1 ml FEZEFEERE 1 mimin, 5 ml FEEETEERIRS 5 mi/min,

4) FIFAERRSFRIF LR,

. HEMNAEEINEREME EEERRL, BRSBEMFRANRE. IHEFREBEFFHNESEHEN. AENERETRBOIEER
RAMRE, FEHESREHEER,

5) F Wash Buffer 5ttt F, BHEILIMRBOARI—MEENEL (—RED 10-15 MEERR) . 3 EFRNESEPRPIMNBEMT L
REERAE,

6) F3 Elution Buffer RE—F B S BE SRR, —F %A, BE 5 S ATRABREMER T, IUA—NN\EE, Fi 20 EiE
REEZ, KPBARLEERENEARK.

7) fRORMER 3 fEREATREY Lysis Buffer ¥ 5 {5 AR EB FKFEIER, REEBA 5 SHEIRN 20%N 282 TE, RERETE 20%H
ZBEth, BEF 2-8C, BiHERRARE TS,

2.4 SDS-PAGE #&30

BERGL - RBINER (BIEREAS. BARADTEMESD) UKRFREHERER SDS-PAGE ML MR,

3. E(ER

HERMEAR PRI R ETSHEEN FEEIMEERSEN, FEHITEMERRIE (Cleaning-in-Place, CIP) ,

BEIGRR TERESEN LRBASEY), MEEE. BkEAMEERS.

EIRRFUKEANER, EERMAESE

o  fHF 30%SAEEEE 5-10 MEAKFR, $EARATE)IA 15-20 min ATLIARFRILEES Y, SRS, BER 10 EEFFRNEEFKEE.

o FRASHEXRSHINBMERFIEAR, EHER 2 ST, 0, 85 0.1-0.5% EFFESFIN 0.1 M EEEEAR, HEMETEIHN 1-2 h,
EEFINEG, BEMER 70%NZEEER 5 MEER, UHIREREST. REER 10 S EATRNEEFKER.
ERBFERLEENER

M 1.5 M NaCl J8R&RE % 10-15 min. G, BERAEEFKER 10 MEEFER,

%
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4. IHEBE
HEBITEE A FNALIERFTHENREF RS

SRBEERNEREREF. HERCATRPRIGETER, HEENHSHET

REY, FEHITWHARFITREFRENENEREF, UMESENBE, BEHNERETESENENER, RETEREREHITREF

HBMNEFERE T

1) {ER 5 BEEREEFKERER,

2) M 5 514 100 mM EDTA (pH 8.0) #IZEEF;
3) M 10 ERATREBFKERER;

4)  f#M 0.5 M NaOH ;&% 5 fZ1E4FR, £% 10-15 min;
5)  fER 10 EEAREEFKERER,

6) f#F 3-5 fZ1E{FFR 100 mM NiSO. B4R,

7)  fER 10 EREREBFKER,

EHBERE, ATMIEMER, MAZEMER, FERENEZTEARN 20%28EH, BF 4-30CR7Fo

5. [EIREKRRG R

{RIRE RES R WHERRER
HFREDTS HRHIEE FRIBE 3 W IHERHITIE LB,
HBBRPEERNEGETN, BN EERERIEE (0.22 5045 um) 8
I, REBOER.
¥ G AT HRPESEERENZE, KK EEZERME, &R0 DNase |
(BIRE 5 ugiml) , Mg?* (RE 1mM) , Kk EEE 10-15 mino
RN BNBEFREEARERT (MHBE) AR5 IERELS, BEREER
%,
HBESPEERNEH BEAAREREEE, SBEELEF AILUES Bk NNER AN LEF RS SEENER, RREATER
BEREZEANALAR.
RIABXIE AL RIAZ M, FEREREGTENER,
BENEHLEEIKES, EAFT B | 125 Wash Buffer B pH, &EMEBKMERE,
HETFRT
BMERLEEER, REZ KB TR | BE{X Elution Buffer B9 pH {&, Z{& 1N Elution Buffer FRBKMSRE

£ 10-100 mM EDTA ARFIERE T, FENEIBENER.

EQMRER £ 4 C T ITALERIF
ERBR BT A I — LR B BRI,
BRANTLE (BFEZMER) FRRETR 0 Wash Buffer 443,

Embh SR HMNARBIEER

BT pH &, RERMRERMAERF M. BEREMNALFR (W
BFRM, BKkE) #—SakEREAeD.

EHFETASERAE FEFREIRRE RIRE 4 O BEHBETHENENEREF.
EEZIIEE EPRPEFERN 2ER2, BERMERNNRE, HEXAR-HREZE.
EHEERRERRETNR BRIEREXS 4CTR#IT LR,

EARERSE EHERMFABENERRPRMIBEN, 0 0.1%8 Triton X-100 FH

Tween-20,

%
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6. ITME R RtEX~Mm

& HE g
SA004005 5ml
SA004025 25 ml
Ni NTA Beads SA004100 100 ml
SA004500 500 ml
SA00401L 1L
SA00410L 0L
HisPur Ni NTA Kit SA004K03 3R
SA005005 5ml
SA005025 25 ml
SA005100 100 ml
Ni NTA Beads 6FF SA005500 500 ml
SA00501L 1L
SA00510L 0L
SA005C11 1x1ml
SA005C51 5x1 ml
HisCap 6FF SA005C15 1x5 ml
SA005C55 5x5 mi
SA005CS 3x1 mli+1x5 ml
%
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