Preparation of competent cells

Material and reagents

1. S17-1 or JM109 cells

2. TFB I :              on 100 ml

30 mM acetate K
0.294 g

100 mM RbCl

1.21 g

10 mM CaCl2

0.14 g

50 mM MnCl2
            1.0 g

15% Glycerol 

15 ml

pH = 5.8 (acetic acid)

3. TFB II:   
on 100 ml

10 Mm MOPS 
0.21 g

75 mM CaCl2

1.1 g

10 mM RbCl

0.12 g

15% Glycerol 

15 ml

pH = 6.5 (KOH)

Protocol

1. Cells grow in 5 ml LB (for S-17 or Top10 cells + 5ul streptomycin) overnight

2. 1 ml (or 5ml) transfer in 50 ml LB and grow at 37oC  90 min

3. ice (0oC) 1 min

4. at 6000g x 5min at 0oC

5. + 15 ml dH2O (cold)

6. at 6000g x 5 min at 0oC

7. 10 ml TFB I

8. > 15 min at 0oC (in ice)

9. 6000g x 5 min at 0oC

10. 1 ml TFB II

11. 30 min in ice

12. in 20 tube (in dry ice) – 50 μl

13. store at -70oC

