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Preparation of cell lysate for reverse phase protein array

(96-well Format) 
1. Seed cells in 96-well-plates for overnight to 24-hour incubation. Cell number per well is dependent on the cell size, cell growth rate and experimental design. Generally, 5-10((103 cells/100ul is recommended in each well of 96-well-plate. It is important to have enough cells for protein extraction to capture cellular signaling.
2. Treat cells according to experimental design.

3. Wash cells twice with ice-cold PBS. Add ice-cold lysis buffer to each well by multichannel pipette (30ml for each well of 96-well-plate).

(Lysis Buffer: 1% Triton X-100, 50mM HEPES, pH 7.4, 150mM NaCl, 1.5mM MgCl2, 1mM EGTA, 100mM NaF, 10mM Na pyrophosphate, 1mM Na3VO4, 10% glycerol, containing freshly added protease and phosphatase inhibitors from Roche Applied Science Cat. # 04693116001 and 04906845001, respectively).

4. Incubate the plates on ice (leveled) for 20 minutes with occasional shaking every 5 minutes.

5. Transfer the cell lysate to a V-bottom shaped 96-well plate. Centrifuge the plate at 1,500rpm for 10 minutes at 4((C.

6. Carefully collect 25ml of the supernatant without disturbing the pellet and transfer the supernatant to a 96-well PCR plate, which can be heated to 95((C. Discard the pellet.

7. Optional: Take 5ml of the lysate to determine cellular protein concentration by BCA or Bradford reaction.

8. Add 4(( SDS sample buffer without Bromophenol Blue to each well (3 parts of cell lysate plus one part of 4(( SDS sample buffer). Generally, add 8.3ml of 4 x SDS sample buffer to 25 ml of cell lysate. Mix the lysate well with SDS sample buffer. Heat the samples to 95((C for 5 minutes (in PCR machine). The samples are ready for RPPA processing. If the samples need to be stored for later use, store them in –85((C. Before processing, warm the samples at 90(C for 5minutes to let SDS get into solution.

(4(( SDS Sample Buffer: 40% Glycerol, 8% SDS, 0.25M Tris-HCL, pH 6.8. Before use, add 2-mercaptoehtanol at 1/10 of the volume.)

9. Please provide at least 25ml (prefer 30ml) of the cell lysate for each replicate along with a list in Microsoft Excel file of sample order, sample name, protein concentration and sample volume.

We strongly encourage you to discuss with us about your experiment procedure prior to set up of the assay





































