BCA Assay

Purpose:  The BCA assay is a colorimetric test used to quantify protein in an unknown sample using a set of BSA protein standards.

1. Create BSA standards using stock from NEB (must not have precipitate):
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	Stock Concentration:
	10
	mg/mL
	Desired Vol of Stds:
	200
	uL

	
	
	
	ug/uL
	
	
	
	

	
	
	
	
	
	
	
	

	Desired Concent (ug/uL)
	Vol BSA Stock (uL)
	Vol RIPA Buffer
	PBS (uL)
	Total Vol (uL)
	
	
	

	0
	0
	100
	100
	200
	
	
	

	0.1
	2
	100
	98
	200
	
	
	

	0.25
	5
	100
	95
	200
	
	
	

	0.5
	10
	100
	90
	200
	
	
	

	1
	20
	100
	80
	200
	
	
	

	2.5
	50
	100
	50
	200
	
	
	

	5
	100
	100
	0
	200
	
	
	


 	

Keep BSA standards at -20°C for future use. 

2. Pipette 2 uL of RIPA protein sample into a well of a 96-well assay plate.  Perform in duplicate.

3. Count the total number of wells that will be used for samples and standards and multiply by 200 uL (n x 200 uL).  Pipette this volume from the “big bottle” into a 15 mL conical vial.

4. Calculate 1/50 of the volume from Step 3.  Pipette this volume from the little bottle (green solution) into the conical vial and vortex to mix

5. Using the multichannel pipette, transfer 200 uL of the mixture into all of the wells.

6. Incubate plate at 37°C for 30 minutes.

7. [bookmark: _GoBack]Read tubes at 562 nM
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