Chemically Competent E. coli Preparation
1. Inoculate 2-5mL of LB with the E. coli strain to be used and grow O/N.

2. Inoculate 25mL of LB with 250 µL of the O/N culture (1:100 dilution).

3. Grow till OD595 = 0.4.

4. Spin the cells at 3000rpm for 10min at 4oC.

5. Resuspend the pellet in 12.5mL of ice-cold sterile 50 mM CaCl2.
6. Resuspend GENTLY with wide bore pipette. No vortexing.

7. Incubate on ice for 30min.

8. Spin the cells at 3000rpm for 10min at 4oC.

9. Resuspend the pellet in 2.5mL of ice-cold sterile 50 mM CaCl2.

Use 50-200 µL for transformations.
The cells can be stored at 4oC for up to 3 days.

For long term storage at -80oC: add glycerol to 10% (final concentration) and rapid-freeze in dry ice/ethanol or liquid nitrogen.

Transformation of the Chemically Competent E. coli Cells
1. Remove a vial of cells (50-200 µL) from -80oC and thaw the cells on ice for 15min.

2. Add 1 µL of plasmid (miniprep quality, concentration ~ 150-200ng/µL).
3. Incubate on ice for 10min.

4. Immerse the tube in +42oC water bath for 1min.

5. Immediately immerse the tube in ice for 2min.

6. Add 1mL of SOC or LB medium.
7. Incubate for 1hr at +37oC with shaking.

8. Spread 10 µL, 100 µL and 250 µL on antibiotic resistance plates.

9. Incubate at +37oC O/N.

