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1.  

Co NTA Beads His 4%

Co NTA Beads Ni NTA Beads His 1  

1. Co NTA Beads  

  

 4%  

 20 mg 6×His-tagged protein/ml  

 45-165 μm 

 0.1 MPa 1 bar 

 20% 1×PBS 

 2-8℃ 

Co NTA Beads 2  

2. Co NTA Beads  

  

 10 mM β-mercaptoethanol1 

 
8 M urea 

6 M Gua-HCl 

 

1% Triton™ X-100 (nonionic) 

1% NP-40 (nonionic) 

1% CHAPS (zwitterionic) SDS sarcosyl 

 

500 mM imidazole2 

30% ethanol3 

20% glycerol 

500 mM KCl 

1.0 M NaCl 

Note 1 β-Mercaptoethanol  

2  

3  

DTT (dithiothreitol) DTE (dithioerythritol) TCEP (TRIS (2-carboxyethyl) phosphine).  

EDTA (ethylenediaminetetraacetic acid)  EGTA (ethylene Glycolbis ([β-amino-ethyl ether])  

 

2.  

2.1  

pH7-8 , 0.3-0.5M Tris-HCl

EDTA 0.22 μm 0.45 μm Co NTA Beads

3 4  

3.  

   

Lysis Buffer 1 L 

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O   

300 mM NaCl 17.54 g NaCl   

NaOH pH 8.0 0.22 0.45 μm  
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3.  

   

Wash Buffer 1 L 

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O  

300 mM NaCl 17.54 g NaCl   

5 mM imidazole 0.34 g imidazole   

NaOH pH 8.0 0.22 0.45 μm  

Elution Buffer 1 L 

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O  

300 mM NaCl 17.54 g NaCl   

250 mM imidazole 17.0 g imidazole   

NaOH pH 8.0 0.22 0.45 μm  

4.  

   

Lysis Buffer 1 L 

8 M Urea 480.50 g urea   

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O   

300 mM NaCl 17.54 g NaCl   

NaOH pH 8.0 0.22 0.45 μm  

Wash Buffer 1 L 

8 M Urea 480.50 g urea  

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O  

300 mM NaCl 17.54 g NaCl   

5 mM imidazole 0.34 g imidazole   

NaOH pH 8.0 0.22 0.45 μm  

Elution Buffer 1 L 

8 M Urea 480.50 g urea   

50 mM NaH2PO4 7.80 g NaH2PO4·2H2O  

300 mM NaCl 17.54 g NaCl   

250 mM imidazole 17.0 g imidazole    

NaOH pH 8.0 0.22 0.45 μm  

2.2  

2.2.1    

1)  

2) 7,000 rpm(7,500×g) 15min Lysis Buffer=1 10 W/V

Lysis Buffer 1mM PMSF 0.2-0.4 mg/ml pLysS pLysE

   

3) 10 μg/ml RNase A 5 μg/ml DNase I

 

4) 10,000 rpm(15,000×g) 4℃ 20-30 min -20℃  

2.2.2    

1) 5,000 rpm(3,800×g) 10min EDTA

EDTA Lysis Buffer    

2) Lysis Buffer  

2.2.3 ( ) 

1) 7,000rpm 7,500×g 15 min  

2) Lysis buffer 8 M =1:10 W/V  

3) 10,000rpm 15,000×g 4℃ 20-30min 2 3  

4) Lysis buffer 8 M =1:10 W/V  

5) His 4  

2.3 Co NTA Beads  

1  

2 Co NTA Beads  

3  

4  

5 4-30℃  
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2.4  

2.4.1  

1 Co NTA Beads 1000 rpm 1 min  

2 5 Lysis Buffer 1000 rpm 1 min

Lysis Buffer  

3 4℃ 2-4 h 37℃ 30 min-2 h  

4 1000 rpm 1 min  

5 5 Wash Buffer 1000 rpm 1 min 3-5

 

6 3-5 Elution Buffer 10-15 min 1000 rpm 1 min 2-3  

2.4.2  

1 Co NTA Beads 5 Lysis Buffer 2-3  

2 2 min  

3 10-15 Wash Buffer  

4 5-10 Elution Buffer

 

 

Lysis Buffer 3 5 20% 2

2-8℃  

2.5 SDS-PAGE  

SDS-PAGE  

 

3.  

Cleaning-in-Place CIP  

 

  

30% 5-10 15-20 min 10

2 0.1–0.5% 0.1 M 1–2 

70% 5 10  

  

1.5M NaCl 10-15 min 10  

20% 2 2-8℃  

 

4.  

 

1) 5   

2) 5 100 mM EDTA (pH 8.0)  

3) 10  

4) 0.5M NaOH 5 10-15min    

5) pH  

6) 3-5 100 mM CoCl2   

7) 10  

20% 4-30℃  
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5.  

   

  3  

0.22 0.45μm

 

 DNase I 

5 μg/ml Mg2+  1 mM 10-15 min  

 

 

  

 

  

 

wash Buffer pH  

 Elution Buffer pH Elution Buffer  

10-100mM EDTA  

 4℃   

 

  Wash Buffer  

 pH

 

   

  4℃  

 0.1% Triton X-100 

Tween-20  

 

6.  

 

  

   

Co NTA Beads 

SA037005 

SA037025 

SA037100 

SA037500 

SA03701L 

SA03710L 

5 ml 

25 ml 

100 ml 

500 ml 

1 L 

10 L 

 

Co NTA Beads 6FF 

SA038005 

SA038025 

SA038100 

SA038500 

SA03801L 

SA03810L 

5 ml 

25 ml 

100 ml 

500 ml 

1 L 

10 L 

HisCap Co 6FF 

SA038C11 

SA038C51 

SA038C15 

SA038C55 

SA038CS 

1×1 ml 

5×1 ml 

1×5 ml 

5×5 ml 

3×1 ml+1×5 ml 


