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Cocktail and Phosphatase Inhibitor Cocktail to 200ul cold Extration Solution A 
and B, shake up then put them on ice bath; 

2. Take 5-10×106 cells①, centrifugate them at 4℃,500 Xg for 2-3 mins, draw the 
medium carefully and dry, then collect the cells; 

3. Wash the cells twice using cold PBS. Carefully remove and discard the 
supernatant each time; 

4. Add 200ul cold solution A to 20ul cell sample, oscillate it on Vortex for 15s then 
put on ice bath for 10 mins; 

5. Then shake it again in the vortex for 5s , Centrifuge tubes at 16000  Xg for 5 
mins at 4°C; 

6. Transfer supernatant to new tubes ,that is the cytoplasmic proteins and store 
them on ice bath or -80℃ refrigerator; 

7. Add 200ul cold solution B to the precipitation, oscillate it on Vortex for 15s. 
8. Put it on ice bath for 40 mins and oscillate it on Vortex for 15s every 10 mins; 
9. Centrifuge them at 16000  Xg for 10 mins at 4°C; 
10. Transfer supernatant quickly to new tubes and get the nuclear protein; 
11. Quantitation the extraction② and package it ,then store at -80℃ refrigerator or 

use it for the following experiments directly③. 
Note: 

 ① Adjust the quantity of cell according to the experiment, the usage of lysis buffer is not the 
same every time, so please adjust it . 
②Using BCA method to quantitation the protein.  
③The protein sample is also available after store at －80  for one year. Keep it away from ℃

protease and bacteria. 
 
B.  Extraction of tissue protein. 

1. Preparation of extraction solution: Respectively add 2ul Protease Inhibitor 
Cocktail to 200ul cold Solution A and B, shake up then put them on ice bath; 

2. Take proper quantity of tissue sample and cut it into layers, add cold PBS, 
homogenate it with Tissue Grinders① till there is no solid could be seen(or 
grinding it with Liquid nitrogen),then put it on ice bath for 5 mins,  
Carefully transfer the homogenate to another pre-cooling clean centrifugal tube. 

3. Centrifugate the tube at 4℃②,500 Xg for 2-3 mins, discard the supernatant. 
4. Add 200ul cold solution A to 20ul cell sample, oscillate it on Vortex for 15s then 

put on ice bath for 10 mins;  
5. Then shake it again in the vortex for 5s , Centrifuge tubes at 16000  Xg for 5 

mins at 4°C;  
6. Transfer supernatant to new tubes ,that is the cytoplasmic proteins and store 

them on ice bath or -80℃ refrigerator; 
7. Add 200ul cold solution B to the precipitation, oscillate it on Vortex for 15s; 
8. Put it on ice bath for 40 mins and oscillate it on Vortex for 15s every 10 mins; 
9. Centrifuge them at 16000 Xg for 10 mins at 4°C; 
10. Transfer supernatant quickly to new tubes and get the nuclear protein; 
11. Quantitation the extraction② and package it ,then store at -80℃ refrigerator or    
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use it for the following experiments directly③. 
Note: 
① Liquid nitrogen grinding method is better; 
② Using BCA method to quantitation the protein.  
③The protein sample is also available after store at －80  for one year. Keep it away from ℃

protease and bacteria. 
 


