Competent cells - Rubidium Chloride Method

1.  Grow single colony in 5 ml LB until A550 = 0.3
2.  Transfer to 100 ml warm LB.  Grow until A550 = 0.5
3.  Chill on ice.  Pellet cells  at 2.5 k rpm for 5 min-can refill tubes.
4.  Resuspend cells in ice cold TFB1 (30 ml for 100 ml original culture)
5.  Incubate on ice 90 - 120 minutes
6.  Pellet cells at 2 k rpm for 5 min.
7.  Gently resuspend in TFB2 (4 ml for 100 ml original culture).  Add 60 ul DMSO to increase efficiency.
8.  Aliquot and freeze at -80oC.
	TFB 1
	TFB 2

	30 mM Potassium acetate
50 mM MnCl2
100 mM RbCl
10 mM CaCl2
15% Glycerol
pH 5.8 with dilute acetic acid.  Don’t overshoot
	10 mM MOPS
75 mM CaCl2
10 mM RbCl
15% Glycerol

pH 7.0



Filter sterilize and store at 4oC
