Simple PTL for Preparation of chemical competent cell

 1. Pick single DH5 alpha /other colony from 37 C 12-16 hrs O/N plate to 3 ml LB
      media. 

2. Grow a 3ml overnight culture of cells in LB media, rpm 200-300.  

3. Dilute this culture back 1 ml into 100 ml of fresh LB media in a 500ml conical flask 

4. Grow the diluted culture for 2-3 hrs to an OD600 of 0.3 - 0.4 

5. Put eppendorf tubes on ice now.
6. Split the culture into two 50ml falcon tubes and incubate on ice for 10 min. 

     All subsequent steps should be carried out at 4oC and the cells should be kept on ice
     wherever possible 

 7. Centrifuge for 10 minutes at 3000 rpm /4000 g at 4oC. 

 8. Remove LB supernatant. The cell pellets should be solid and be easily poured off the
      supernatant. Pipette out any remaining media and invert on Whatmann filter paper. 

 9. Re-suspend in chilled 0.1 M CaCl2 on ice for 30 min.

10.Centrifuge for 10 minutes at 3000 rpm /4000 g at 4oC. Pipette out any remaining
      media and invert on Whatmann filter paper. 

11.  Add 4 ml chilled 0.1 M CaCl2, re-suspend bacteria gently

12. Put these tubes on 4oC for 12-24 h before using them for transformation.

13.  Add 100 μl aliquots with 30% autoclaved glycerol to final 10% to your chilled 
      eppendorfs and store at −80oC.  Freezing the cells using a dry ice bath.   

     *Simply placing the cells at 80oC also seems to work well. To run a positive control pUC18 or lab standard vector on the cells. 
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