
BCA assay 

Set water bath or thermal shaker to 37 C1.
Prepare at least one dilution of your sample in case it is too concentrated--1:5 or 1:10 with water is usually good. If you 
have enough sample, prepare a replicate as well.

2.

Transfer 10 uL of each sample, standard, or blank (water) to labeled tubes3.
Prepare 50:1 BCA solution according to the number of samples you need to measure + standard curve (e.g. 1.25ml 
reagent A + 25 uL reagent B). Do not mix until you are ready to proceed; the color will develop over time 

4.

Add 200ul BCA solution from step 4 to the labeled tubes from step 3--do this quickly so your results are not biased5.
Vortex quickly and then spin down6.
Incubate the assay tubes at 37 degrees for 30min.7.
Transfer 200 uL from each sample to a flat bottom 96 well plate 8.
Read the absorbance at 562 nm--the plate reader is currently located in Dr. Geahlen's lab9.
Calculate the standard curve and then use the curve to calculate the concentration of your samples10.

*The standard curve is usually prepared with various concentrations of BSA (bovine serum albumin) from 0 to 2000 ug/mL. 
BSA standard ampules come with the BCA assay kit

Notes about how this assay works:

The total protein concentration is illustrated by a color change of the sample solution from green to purple in 
proportion to protein concentration, which can be measured using colorimetric techniques (i.e. absorbance at 562 nm)

Peptide bonds reduce Cu2+ to cuprous Cu+ at 37 degree. The amount of reduction is proportional to the protein in the 
solution. 

Bicinchoninic acid then chelates with each Cu+, forming a purple product which strongly absorbs light at 562nm. 
Smith, P.K., et al. (1985). "Measurement of protein 
using bicinchoninic acid". Anal. Biochem. 150 (1): 76–85.
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