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Generating Whole Homogenate Samples for Western Blots

The purpose of this protocol is to generate whole homogenate samples which will be used for
western blotting. The supernatant collected at the last step of the protocol contains the protein
content from the tissue, allowing for quantification of the total protein levels and protein of
interest.

Preparing Reagents

Lysis Buffer (also referred to as mKrebs buffer)
Combine the following reagents:
- 10mM TRIS HCI
- 25mM EDTA
- 100mM NacCl
- 1% (v/v) Triton X-100
- 1% (v/v) NP-40
pH the solution to 7.4 and then adjust to the final desired volume with dH20.

For 50ml of lysis buffer solution combine the following reagents in a beaker with 20ml dH20:
- 78.82mg TRIS HCl
- 0.5ml Triton X-100
- 0.5ml NP-40
- 2.5ml EDTA (from 0.5M stock)
- 292.2mg NaCl
pH the solution to 7.4 and then adjust the final volume to 50ml with dH20.

On the day of the experiment spike in the protease/phosphatase inhibitors. 10ul of inhibitors
should be used per 1ml of buffer. Calculate the total amount of buffer you will need for your
samples (~200ul x _ samples) and transfer the required volume to a falcon tube. Pipette the
inhibitors into this falcon tube and vortex to mix. This is the buffer that you will pipette into each
sample tube.

Protocol

1. Thaw the previously dissected tissue on ice.

2. Add 200ul of lysis buffer with p/p spiked in to each tube of sample. The volume of lysis
buffer may need to be adjusted depending on the size of the brain region.

3. Sonicate the tissue for 3x10 sec. Use the sonicator on “remote” at mode 3. Sonication is
done in bursts to prevent the tissue from becoming too hot.

4. Centrifuge the samples at 10,000xg for 10min at 4°C.

5. After centrifugation, the sample should be separated into a pellet and supernatant. Collect
the supernatant into 10ul aliquots.

6. Store the aliquots at -80°C until use. Proceed to the Bradford Assay to quantify the
amount of protein in your samples.



