Competent Cell Protocol

Bacterial Growth:

Start with a freshly streaked plate.  Two growth options:

A) Pick colony in morning into 25ml pre-warmed LB or LB with appropriate antibiotics.  Grow until OD550 is approximately 0.5.  Add all 25ml to 225ml of pre-warmed LB (no antibiotics). Grow until OD550 is 0.45.    
B) Pick colony in evening into 5ml of LB or LB with appropriate antibiotics. Grow overnight.  In morning, inoculate 250ml culture with 1ml of overnight culture.  Grow until OD550 is 0.45

Option A yields slightly better cells.

Treatments:

1. Chill bacteria in ice/water bath for 5 minutes
2. Spin in cold centrifuge to pellet (6000 rpm for 5 minutes in high speed Sorval).
3. Keep cells ice cold for remainder of protocol.  Use cold pipettes. Work in cold room if possible.
4. Resuspend in 2/5th volume of ice cold TfbI (100ml);  Leave on ice for 5 minutes. Centrifuge for 5 minutes at 6000 rpm.
5. Resuspend in 1/25th volume of ice cold TfbII (10ml); Leave on ice for 15 minutes.
6. Make aliquots in cold microfuge tubes in cold room.  Freeze with liquid nitrogen. 

TfbI: 
30mM potassium acetate
100mM RbCl2
10mM CalCl2
50mM MnCl2
15% (v/v) Glycerol
pH to 5.8 with diluted acetic acid.  Do not adjust with KOH.  If you overshoot the pH, start over!

TfbII: 
10mM MOPS
75mM CaCl2
10mM RbCl2
[bookmark: _GoBack]15% (v/v) Glycerol
pH to 6.5 with KOH
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