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Description Lysis buffer for preparation of cell extracts of mammalian cells. 
 

 In general, addition of protease inhibitors is recommended. These are available against 
specific enzymes like trypsin or pepsin inhibitors or in cocktails. Add inhibitors 
immediately before use. Prepare only amount required for one day. 

 If activity of enzymes needs to be preserved specific inhibitors may be required like 
phosphatase inhibitors for kinases and other signaling molecules. 

 Reducing agents may be added to prevent non-specific disulfide cross-linking.  

5 x concentrated 
solution 

Buffer L (Lysis buffer, 5x, 100 ml) : 250 mM Tris/HCl pH 7.4,  
 37.5 % glycerol, 
 750 mM NaCl,  
 5 mM EDTA 

Working solution Dilute 1 volume of concentrated solution (5x) with 4 volumes distilled water 

Storage 4°C for concentrated and working solution 

Stability 12 months after shipping 

Shipment RT 

 

Short Protocol: 
 
1. Chill Buffer L at 4 °C. 

2. Collect the cells with 4 ml Buffer L per 10
9
 cells. 

(In case of metalloproteins or divalent ion dependent protein complexes, add CaCl2 or MgCl2 to Buffer L to a final 
concentration of 2 mM prior to resuspension.) 
 

3. Homogenize by 10 strokes with a tight-fitted Dounce homogenizer (keep on ice during the entire procedure) 
leaving nuclei intact. 
(Homogenizer can be washed with water and soap and sprayed with ethanol. Before use, rinse with distilled 
water) 
 

4. Centrifuge lysate at 750 x g for 10 minutes at 4°C to pellet the cellular debris. 

5. Add 5 µl 5x SDS-PAGE sample buffer to 20 µl supernatant and store at -20°C for SDS-PAGE analysis. 

6. Centrifuge supernatant 1 hour at 100.000 x g and 4°C to prepare a lysate which contains the protein complex. 
(Insoluble protein may clog the purification column in the following steps and needs to be removed) 
 

7. Proceed with protocols for protein complex purification (e.g. manual PR27). 

 


