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1. Prepare diluted albumin (BSA) standards according to the table below. Use the same diluent as the samples.
	Vial
	Volume of diluent (uL)
	Volume and source of BSA (uL)
	Final BSA Concentration (ug/mL)

	A
	0
	300 of stock
	2000

	B
	125
	375 of stock
	1500

	C
	325
	325 of stock
	1000

	D
	175
	175 of vial B
	750

	E
	325
	325 of vial C
	500

	F
	325
	325 of vial E
	250

	G
	325
	325 of vial F
	125

	H
	400
	100 of vial G
	25

	I
	400
	0
	0=blank


2. Calculate how much working reagent is required using this formula:
(#standards + #unknowns) x (#replicates) x (200 uL) = volume WR needed
3. Prepare working reagent by mixing 50 parts of BCA reagent A with 1 part of BVA reagent B. 
Ex. For 50 mL of WR needed, combine 50 mL of A with 1 mL of B.
4. Pipette 25 uL of each standard or unknown sample replicate into a microplate well.
5. Add 200 uL of the working reagent to each well (using multichannel) and mix thoroughly on a plate shaker for 30 seconds.
6. Cover plate and incubate at 37C for 30 minutes.
7. Cool plate to RT. Measure the absorbance at or near 562 nm on a plate reader.
8. Subtract the average absorbance of the blank standard from all other standard and unknown sample replicates.
9. Prepare a standard curve by plotting the average blank-corrected measurement for each BSA standard vs. its concentration in ug/mL. Use the standard curve to determine the protein concentration of each unknown sample.
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