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Mia Till, adapted from Hannah Reid's Protocol
March 2025

This is the first section of the Western Blot Protocol. This protocol contains nine sections.

Purpose: To quantify the protein concentration in a sample.

Ensure you have the following solutions prepared before starting the assay.

e Protein standards (typically 0.5, 1, 1.5, 2, 3, 4, 5mg/ml)
e Bio-Rad DC/Bradford Assay Kit (Reagent A, Reagent S, Reagent B)
o Experimental samples (S1, S2, S3...)
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Prepare a 96-well plate as shown above. The first column remains blank. Pipette Sul of
protein standard into each respective column. Pipette 2.5ul of experimental sample
into each respective column. Columns can be added according to the number of
samples you have.
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in each well.

“ Place the well plate on an orbital shaker for 15

minutes. It can remain stable for up to 2 hours
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l Use a plate reader to obtain
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the protein concentrations.

You can adjust the plate

000000000000 reader's protocol template
5:88888888888 to fit the distribution of
000000000000 samples on your plate.
000000000000
000000000000 -
000000000000 Ensure you use a dilution

| 000000000000 factor of 2 for the sample

columns if you loaded 2.5l
of sample and 5pl of
standards.

i} If your R? value for the standard curve is >0.96 the concentrations are valid. i}
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