Making Chemically Competent Cells protocol

· Inoculate overnight culture with a single colony in 3mL of LB plus appropriate antibiotic
· Incubate culture in 37 °C overnight
· Add 3mL of filter sterilized 1M MgCl2 to 200 mL of LB, also add appropriate antibiotic
· Use 0.5 mL of overnight culture to inoculate the 200mL of LB
· Incubate culture at 37 °C with aeration until OD600 of 0.5 is reacted, approximately 4 hrs for DH5alpha cells. 
· Transfer cells to a large sterile centrifuge bottle 
· Pellet cells by centrifugation at 4°C 
· Resuspend cell pellet in 60mL of cold solution A
· Incubate suspension on ice for 20 min
· Pellet cells by centrifugation again at 4 and resuspend in 12mL of cold solution A containing 15% glycerol 
· Aliquot competent cells in 0.5-1.0 mL volumes in sterile pre-cooled 1.5mL microcentrifuge tubes 
· Quick freeze cells using dry ice 
Smaller scale:
· Add 300µL of filter sterilized 1M MgCl2 to 20 mL of LB, also add appropriate antibiotic
· Use 50µL of overnight culture to inoculate the 20mL of LB
· Incubate culture at 37 °C with aeration until OD600 of 0.5 is reacted, approximately 3 hrs. 
· [bookmark: _GoBack]Transfer cells to falcon tube or 2mL eppi tubes
· Pellet cells by centrifugation at 4°C 
· Resuspend cell pellet in 6mL of cold solution A
· Incubate suspension on ice for 20 min
· Pellet cells by centrifugation again at 4 and resuspend in 1.2mL of cold solution A containing 15% glycerol 
· Aliquot competent cells in 500-100 µL volumes in sterile pre-cooled 1.5mL microcentrifuge tubes 
· Store at -80(flash freeze optional)

Solution A:
 Combine 10mL of 1M MnCl2, 50 mL 1M CaCl2, 200 mL 50 mM 2-morpholino-ethanesulfonic acid (MES) pH 6.3, and 740 mL ddH2O
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