Lysis Protocol for Tissues:

1) Select tissue low in fat and blood, both which will decrease quality of blot.  Tissues with high blood content should be scanned in the 800 channel to decrease background fluorescence from heme.    
2) Pulverize tissue to a fine powder after freezing in liquid nitrogen using cold mortar and pestle or equivalent homogenizer.   
3) Quickly measure approximately 1 mg of ground tissue in a dry environment and place in 1 mL of lysis buffer.  Vortex for at least 1 min.
4) Boil for ten minutes.
5) Freeze lysate in -80 deg to complete homogenization.
6) Thaw and centrifuge at full speed to precipitate any insoluble fiber.
7) Sonicate at Power 5 on the probe sonicator for ten seconds, alternating one second on, one second off (total 20 seconds time).  Alternatively, use the Biorupter (H-setting) 30-sec on, 30-off for 5 min. 
8) Needle sheer 5 times with 25 gauge needle
9) Boil for 2 minutes and immediately place 500 uL in centricon.
10) Spin at 12000 G until solution is concentrated 5X-10X.  Top off with lysis buffer to make each sample the same volume.  
11) Freeze until use. Aliquot lysates if necessary to avoid repeated freeze-thaw cycles (25 uL aliquots work well).
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Boil 2 minutes after removing from freezer.  Centrifuge at top speed for two minutes to collect condensation.
