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to obtain a homogeneous cell suspension，then put it on ice bath for 10-15 mins. 
4. Then shake it again in the high-speed vortex for 5s , Centrifuge tubes at 10,00  

Xg for 5 mins at 4°C. 
5. Transfer supernatant to new tubes and incubate 5-10 mins in 37°C water bath. 

then centrifuge tube at 200Xg for 5mins at 37℃.You will see 2 layers in the 
solution ,the top layer is the hydrophilic phase, the bottom layer is the 
hydrophobic protein phase with the amount of 20ul. 

6. Carefully remove the hydrophilic phase (top layer) from the hydrophobic protein 
phase (bottom layer) and save in a new tube. 

7. Collect the hydrophilic phase for analysis.③. 
8. Dilute the hydrophobic phase with 150-200μl cold reagent B, blending it then put 

it on ice bath for 2 mins，37℃water bath for 5-10mins，centrifugate at 37℃②,2000 
Xg for 5mins , There are 2 layers in the solution ,the top is hydrophilic phase, the 
bottom is hydrophobic phase with the amount of 20ul. 

9. Repeat step 7 to extract hydrophobic phase (you could choose to do this step) 
10. Dilute the hydrophobic phase with 80-200μl cold reagent C, then get the 

membrane protein. 
11. Quantitation the extraction④ and package it ,then store at -80℃ refrigerator or 

use it for the following experiments directly⑤. 
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 . Due to the low content of membrane protein, more cells 
are needed to ensure the yield. 

 ② Centrifugate at 37℃,or at least 30℃.If there is no centrifugal machine with temperature 
control, please use the machine to centrifugate at RT, shorten the time to 2-3 mins. 

 ③ When doing the the following experiments, dilute the hydrophilic phase and hydrophobic 
phase with reagent C. Analysis the hydrophilic phase at the same time. 

 ④ Using BCA method to quantitation the protein. 
⑤The 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. Take proper quantity of tissue sample and cut it into layers, add cold PBS, 
homogenate it with Tissue Grinders 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. 

2. Centrifugate the tube at 4℃②,500 Xg for 2-3 mins, discard the supernatant. 
3. Following the 3rd step of cell protein extraction to do the next procedures. 
4. Storage the quantified extraction at -80℃ refrigerator for use. 


