1. Resuspend the bacterial pellet in 10 ml of an ice-cold solution of 10% sucrose in 50 mM Tris-Cl (pH 8.0).  Transfer the suspension to a 30-ml Oak Ridge tube (or polypropalene tubes).

2. Add 2 ml of a fresh made solution of lysozyme (10 mg/ml in 0.25 M Tris-Cl, pH 8.0).

3. Add 8 ml of 0.25 M EDTA.  Mix by inverting the tube several times.  Place on ice for 10 minutes.

4. Add 4 ml of 10% SDS.  Mix quickly by inverting the tube several times.  Do it gently so as to not shear the liberated DNA.

5. Immediately add 6.0 ml of 5 M NaCl (final concentration = 1 M).  Again, mix gently but thoroughly.  Place on ice for at least 1 hour.

6. Centrifuge to remove high-molecular-weight DNA and bacterial debris in the Sorvall SS-34 rotor from 30 min at 10K ((works for qiagen preps) to 45 min at 13K.

7. Pipette off supernatant and put in 50 ml conical tube

8. Extract first with chloroform and then twice with phenol/chloroform or until a clean interface.

9. Transfer the aqueous phase to a 250-ml glass centrifuge bottle.  Add 2 volumes (~60 ml) of ethanol.  Mix well.  Let stand at –20oC for 1-2 hours, or at –70oC for 15 minutes.

10. Recover the nucleic acids by centrifugation at 1500g for 15 minutes at 4oC.

11. Discard the supernatant.  Wash the pellet with 70% ethanol at room temperature.  Discard as much of the ethanol as possible.  Dry the pellet briefly in a vacuum desiccator.

12. Dissolve the DNA in a total volume of 8 ml of TE (pH 8.0).

13. Measure the volume of the DNA solution.  For every milliliter add exactly 1 g of solid cesium chloride.  Mix gently until all of the salt is dissolved.

14. Add 0.8 ml of a solution of ethidium bromide (10 mg/ml in H2O) for every 10 ml of cesium chloride solution.  Mix well.  The final density of the solution should be 1.55 g/ml, and the concentration of ethidium bromide should be approximately 60 µg/ml.

15. Transfer the cesium chloride solution (together with the protein aggregates) to a tube 

16. Centrifuge at 35,000 rpm for 48 hours at 14oC.  

