Protocol for competent cell preparation
NB Don’t let any of the materials touch the bench. Material that has been in contact with live cells must be autoclaved.
Date:
Person Completing:
Freezer label:
Day 1

1. Streak E.coli from a -80C to L agar (with chloramphenicol if pLysS present). Incubate at 37C overnight. You can leave the plate for several days at room temperature before using it, if required.

DAY 2
1. Put on lab coat

2. Go to the media room

3. Pick up a 250 ml conical flask

4. Pick a 100 ml LB broth

5. Sign up the sheet (Group leader-CF, Name-yours)
6. Go to CF lab

7. Work in the fume cupboard

8. Label LB broth container

9. Label conical flask

10. Measure, using ruler, half (50ml) the LB broth 

11. Put 50mlof LB in the conical flask

12. Switch on Bunsen burner

13. Heat inoculator until red

14. Wait 10 seconds to cool

15. Place on agar to see if its to hot (no hissing sound)

16. Pick up colony/ies you are interested in using inoculator
17. Place colony into conical flask

18. Sterilise again inoculator

19. Put into 37C room on the mixing plate

20. Leave for 5 hours                                       Start time:                   End time:

21. Wash hands and dry
22. Check density of cell culture by using thumb. Thumb should not be visible through culture.

23. Put cells into sterile 50ml Falcon tube, keep on ice slurry for 5 minutes
24. Centrifuge together with a carefully weighed counter balance for 10-12 minutes
25. Pour off the supernatant and resuspend the cell pellet in 5ml TSS by pipetting up and down
TSS constituents: 3.4 ml chilled LB, 1 ml 40% PEG, 0.2 ml 1M MgCl2, 0.2ml DMSO. DMSO is in biohazard cupboard nearest door, other constituents in fridge door

26. Pipette 0.2ml of suspension into 1.5ml eppendorf tubes

27. Keep on ice for a few hours and put into pink box in -80C freezer beside cold room 
