Cytoplasmic lysis by lysozyme & sonication
There are many ways to lyse bacteria; this is one of many methods. 

(a) Make Lysis Buffer: 25 mM Tris-Cl, pH 8. Then add lysozyme at  100 g/ml concentration (or just a tipful from a spatula). Generally the volume of lysis buffer is 200 to 300 ml for a 3-4 L fermentor batch. 
· A 200mL lysis buffer is convenient because it allows you to fit all of the lysate into 6 Oak-ridge centrifuge tubes in step (d).
(b) Resuspend the frozen cell paste as best you can in the Lysis Buffer using a 10 ml pipette, sturdy metal spatula, or whatever means necessary. Break the frozen pellet up into pieces and let thaw in the buffer. Once thawed then stir with a stir bar about 5 minutes at room temperature, or until the suspension becomes turbid and viscous due to release of the bacteria's genomic DNA. 

(c) In order to eliminate the gelatinous turbidity of the suspension and get the clumps of cells evenly into solution, sonicate the suspension to shear the genomic DNA until the turbidity is similar to that of a thick protein solution. This may take about 2-5 minutes using the flat tip on a sonicator at 75% max power. Monitor the temperature of your sample to make sure the sonication process does not overheat the sample. 
· One sonication regime that has worked is three 90-second rounds at 9.0 units.  This is done in the Alber-lab sonicator in the cold room down the hall.
(d) Then centrifuge at 18,000 RPM in a Sorvall SS-34 (or comparable) rotor (~ 40,000 × g) for 20 minutes at 4 ºC. 
· Pour lysate into 6-8 Oak-ridge centrifuge tubes.  Use balance to make the tubes a uniform mass.  (The clear tubes, including their caps, should weigh 64g when full.  The opaque tubes should weigh 58g.)

· Make sure o-rings in tube caps are firmly in place and not twisted.
(e) Save the pellet and the supernatant. (If the solution is slightly turbid due to residual DNA, a quick way to shear the DNA is to pass through a syringe with a needle.) Generally your protein is in the supernatant, but keep your pellets on ice until you know where your protein is.
(f) Clean up: Once you are ready to discard your pellet, place it into an autoclave pouch and discard in the non-medical waste bin.  Soak Oak-ridge tubes and caps.  *Make sure the caps are not taken by the dishwasher.  These must be washed manually by lab members only.*
