
Cesium Chloride Plasmid Prep.
=============================

1. Grow 500ml culture overnight in appropriate antibiotic.

2. Spin down bacteria 5K 10 min.

3. Resuspend pellet in 25ml STET.

4. Add lyzozyme.

5. Transfer to 125-250ml flask.

6. Boil over flame until solution becomes viscous.

7. Set on ice 10-15 min.

8. Spin viscous mess in JA20.1 or SW27 rotor at 20K for 1hr.

9. Pour supernatent into 50ml tube [blue cap Falcon tube].

10. Bring up to 30ml with TE.

11. Add 30gm CsCl.

12. Add 2.80ml ethidium bromide and shake well.

13. Allow purple protein gunk to float to top.

14. Remove DNA solution from underneath and add to large quickseal

    tube for the Vti50 rotor.

15. Seal tubes and spin at 45,000 for 12-18 hrs at 20-25 degrees C.

16. Remove bands and reband in either the Vti80 at 80,000 for 4 hrs

    or Vti65 at 54,000 overnight.

17. Remove bands extract ethidium with isoamyl alcohol and dialyze

    to remove CsCL.

18. Ethanol precipitate resuspend in H2O .




