
BCA	protein	assay	kit	



Objective	

• Use	Bicinchoninic	acid	(BCA)	for	the	
colorimetric	detection	and	quantitation	of	
total	protein.		



Background		
•  Method combines the reduction of Cu+2 (Cupric ion) to Cu+1 

(Cuprous ion) by protein in an alkaline medium with the 
highly sensitive and selective colorimetric detection of the 
cuprous cation (Cu+1) using a unique reagent containing 
bicinchoninic acid.  

Temperature 
dependent 

Reading at 
562nm 

•  Water-soluble complex exhibits a strong absorbance at 562nm that is nearly 
linear with increasing protein concentrations over a broad working range 
(20-2000µg/mL).  



Procedure:	Create	standard	curve		
•  Create a standard curve of known concentrations of Bovine 

serum albumin  



Preparation	of	working	reagent	
Everybody - Make 5 ml of WR 
5 ml Reagent A + 100 µl Reagent B 
Assay in 96-well plates 
200µl WR for 22 total samples  
(9 standards in duplicate + 2 unknowns 
In duplicate) 



Microplate	procedure	part	1	
1.  Pipette 25µL of each standard or unknown sample replicate into a 

microplate well (working range = 20-2000µg/mL) (e.g., Thermo 
Scientific™ Pierce™ 96-Well Plates, Product No. 15041).  

2.  Add 200µL of the Working reagent (WR) to each well and mix 
plate thoroughly on a plate shaker for 30 seconds.  

3.  Cover plate and incubate at 37°C for 30 minutes 

4.  Cool plate to RT.  

5.  Measure the absorbance at or near 562nm on a plate reader.  
 



Microplate	procedure	part	2	
 
6.  Subtract the average 562nm absorbance measurement of the 

Blank standard replicates from the 562nm measurements of all 
other individual standard and unknown sample replicates.  

7.  Prepare a standard curve by plotting the average Blank-corrected 
562nm measurement for each BSA standard vs. its concentration 
in µg/mL – use excel. 

 
8.  Use the standard curve to determine the protein concentration of 

each unknown sample. 

9.  See demo/instructions in next slide  




