Preparation of Electro-Competent cells

Day One:

1. Start an overnight culture (5mls) in SOB (20g/L tryptone, 5g/L yeast extract, 0.5g/L NaCl bring to 1L with  H2O)

Day Two:

1. Seed a 250 ml SOB culture with 5 mls of above overnight culture

2. Grow cells to 0.4 at O.D600

3. Once O.D. is obtained cool culture in  ice bath with swirling for ~5-10 min pour culture into cold 50 ml falcon tubes (6)

4. Centrifuge at 3600 RPM (Rm 387) at 4(C for 15 min

5. Remove super and resuspend pellet in 5 mls 10% ice cold glycerol

6. Combine tubes and evenly divide between 2-cold 50 ml falcon tubes (~15 mls total for each)

7. Centrifuge at 3600 RPM at 4(C for 15 min 

8. Remove super and resuspend pellet in 15 mls 10% ice cold glycerol

9. Centrifuge at 3600 RPM at 4(C for 15 min

10. Remove super and resuspend pellet in 15 mls of 10% ice cold glycerol

11. Centrifuge at 3600 RPM at 4(C for 15 min

12. Remove super and resuspend in 1X volume of the pellet of cells of 10 % ice cold  glycerol. 

13. Aliquot into 1.5 ml centrifuge tubes (~50(l each) and place in -80(C

