
E. coli Calcium Chloride Competent Cell Protocol

Preparation of Competent Cells

1. Inoculate 100mL of LB 1:100 from an overnight.
2. Incubate @ 37°C and grow to an OD of 0.3 - 0.7 (~3 hours).
3. Put the cells on ice for 10 mins (keep cold form now on).
4. Harvest cells by centrifugation at 6000 rpm for 5 minutes.
5. Pour off supernatant and gently resuspend on 10 mL cold 0.1M CaCl2 (cells are susceptible to mechanical disruption).
6. Centrifuge as in step 4, pour off supernatant and gently resuspend on 2.5 mL cold 0.1M CaCl2 + 15% Glycerol.
7. Aliquot into pre-chilled microfuge tubes (150 µl per tube). Freeze at -80°C or use immediately.
Transformation:

1. If frozen, thaw competent cells quickly by briskly rubbing in between hands.

2. Immediately add DNA and allow to sit on ice for at least 10 minutes.

3. Heat shock cells at 42°C for 1 minute.

4. Immediately ice for 1 minute.

5. Add 1 ml of nutrient broth (LB, BHI) and allow to recover for 30 minutes-1 hour, depending on antibiotic, at 37°C with shaking.

6. Plate 100 µl of transformation on appropriate media.

7. Spin down remaining transformation, pour off all but 100 µl of supernatant, resuspend, and plate on appropriate media.

