Preparation of quick Competent Cells and Transformation
Wednesday

1. Prepare two culture tubes with 2 mls of LB + Tetracyline (12.5 µg/ml)
2. In one tube inoculate with single colony of HT115 DE3

3. Grow O/N 37º shaking

4. Wrap the second tube in foil and leave on benchtop

Thursday AM

1. In second tube inoculate with 20µl of O/N HT115 culture

2. Grow ~4 hours 37º shaking

3. Pre-cool microcentrifuge in 4º cooler for later use.
Thursday PM

1. Transfer 1 ml of 4 hour culture to sterile microfuge tube.

2. Chill cells on ice 10 minutes

3. Keep cells on ice cold from this step until step 13.
4. Harvest cells by centrifuging 4000 rpm, 4º for 2 min

5. Return cells to ice.

6. Remove supernatant with micropipetter

7. Resuspend cells in 1 ml of cold 50 mM CaCl

8. Harvest cells by centrifuging 4000 rpm, 4º for 2 min

9. Resuspend cells in 100 µl of cold 50 mM CaCl
10. Incubate on ice 30 min

11. Add 1 µl of plasmid DNA

12. Incubate on ice 30 min

13. Heat shock cells 2 min at 42º - keep cells on benchtop after heatshock
14. Add 1 ml of LB and incubate at 37º for 1 hour shaking.

15. Harvest cells by centrifuging 4000 rpm for 2 min

16. Resuspend in 200 µl of LB

17. Spread cells on LB + Tet + Amp plates

1 - 100 µl plate, 1 - 50 µl plate, 1- 20 µl plate ,1- 10 µl plate.

18. Incubate plates O/N at 37º

Friday AM

1. Remove plates from 37º incubator

2. Estimate colony counts

3. Wrap plates and store at 4º.

