
 

 

 

 

Protocol for lysate and samples preparation 
 

We are committed to delivering you optimal kinome profiling results based on your samples. 

Therefore we would like you to follow these guidelines for lysate preparation and/or preparation of 

cell pellets for delivery.  

 

1. Reagents and materials 

 

Reagents 

- Mammalian protein extraction reagent (M-PER) (Thermo scientific; product#: 78501) 

- 100X Halt protease inhibitor (Thermo scientific; catalog#: 87786) 

- 100X Halt phosphatase inhibitor (Thermo scientific; catalog#: 78420) 

- PBS (cold) 

- Reagents for protein concentration measurement 

 

Materials: 

- 60mm petridish 

- Ice 

- Centrifuge at 4
o
C 

- Liquid nitrogen 

- Dry ice 

 

2. Lysate preparation 

 

Protocol: 

1. Seed cells in 60mm-diameter cell culture dishes and grow to a confluency of 80-90% 

2. Treat cells according to your experimental design 

3. Dilute the 100X protease inhibitor and 100X phosphatase inhibitor 1 to 100 into M-PER 

buffer (200µl per culture dish). Cool on ice until it is used in step 6. 

4. Place culture dishes on ice 

5. Aspirate the medium from the culture dishes and wash the cells twice with cold PBS 

Remove as much excess liquid as possible with a suction device or pipette while tilting the 

dish. 

6. Add 200µl of the cooled M-PER solution prepared in step 3 to the culture dishes 

7. Scrape the cells and collect the cell suspension in a 1,5ml eppendorf tube. 

Check volume. Volume should be around 300ul or less (when higher, lysis buffer can be too 

diluted to achieve complete lysis)  

8. Incubate the eppendorf tubes 10 minutes on ice 

For difficult to lyse cells: pipet up and down after 5 minutes. 

9. Centrifuge the eppendorf tubes at 14000 rpm for 10 minutes at 4
o
C 

10. Transfer the supernatant to a new eppendorf tube 

11. Aliquot supernatant in new eppendorf tubes (3x50µl/tube) and snap freeze the eppendorf 

tubes in liquid nitrogen (do not submerge the tube to liquid nitrogen entering the tube) 

12. Transfer the frozen lysates to dry ice, and store the lysates at -80
o
C 

13. The remaining supernatant of step 11 can be used for protein quantification. The protein 

concentration must be more than 4µg/µl 



 

 

 

 

3. Deliverables 

In preparing the samples for shipment to Pepscan please take the following requirements and 

recommendations into account:  

- Protein lysates are delivered in mPER (Pierce) according to protocol 

- Protein concentration 4 μg/μl 

- At least 2 aliquots (preferably 3 aliquots) of 50 μl for each experimental condition 

- For at least 2 representative lysates at least 4 additional aliquots of 50 μl for optimization 

purposes 

- A protein concentrations for every lysate. 

- All aliquots are delivered in a standard 1.5 ml microcentrifuge tube, non-screw cap 

- Tubes should be labeled with a single number, applied with a water resistant marker on the 

tube or on a -80
o
C freezer-resistant label 

- Spin tubes briefly (10 seconds) after aliquoting before freezing in liquid nitrogen 

 

Please provide a list of the samples in an excel/PDF-file (available at www.pepscan.com//products-

services/kinase-arrays ) or compatible file format. The list of samples should contain the following 

information: 

For each sample tube: 

• Tube number 

• Customer sample ID 

• A brief sample description 

• Biohazards related to the sample 

• Protein concentration in μg/μl 

 

For optimal kinome profiling results, please also provide 

• A brief description of the goal of the experiment and the experimental design 

• A brief description of the method used for determining protein concentrations 

• A brief description of the requested analysis: 

o Which samples should be analyzed as groups for averaging (biological replicates etc) 

o Which conditions should be compared in the analysis 

o Any other information of interest, e.g. minimal fold differences to be considered 

 

4. Shipment of samples 

Send the frozen eppendorf tubes (3 tubes per lysate) on dry ice to: 

Joshua Buijnink / Evert van Dijk 

Zuidersluisweg 2 

 8243 RC Lelystad – The Netherlands 

 

E-mail the file with all the information on the samples to: j.buijnink@pepscan.com and 

e.vandijk@pepscan.com 

 

 

 

 


