Micro BCA Protein Determination (modified)

Protocol developed by Anand Asthagiri (4/16/97)

Modified by Kevin Janes (12/17/02)

Use the Pierce BSA standard (2000 g/ml).  Do duplicates of all samples (including the standards).  The modifications enable protein concentration determination for concentrated lysates ([protein] > 2 mg/ml).

Procedure

· For Standards

1. Make diluted lysis buffer: 20 l lysis buffer in 180 l water + (10 (l lysis buffer + 90 µl water) ( number of samples analyzed

2. Make diluted BSA standard: 8 l stock BSA in 312 l water = 50 g/ml BSA concentration.

3. Set up the following standard samples in a 96-well plate:

	Well
	g/ml **
	Water (l)
	Diluted BSA (l)
	Diluted LB (l)

	A
	2
	86
	4
	10

	B
	4
	82
	8
	10

	C
	8
	74
	16
	10

	D
	12
	66
	24
	10

	E
	16
	58
	32
	10

	F
	20
	50
	40
	10

	G
	BLANK
	90
	0
	10


· For Unknowns

4. Dilute each unknown sample in a centrifuge tube: 10 l unknown in 90 l water.

5. From this mixture, add 10 (l to 40 µl of diluted LB ([protein] < 10 mg/ml) and/or 5 (l to 45 (l of diluted LB ([protein] < 20 mg/ml).  Prepare and assay both dilutions if [protein] ~ 10 mg/ml to guarantee that one of the dilutions falls in the linear range of the assay.

6. In a 96-well plate, add 10 l of the diluted unknowns from #5 to 90 l water.

· Reagent/A562

6.  Prepare BCA substrate cocktail in a vial by adding 50% A + 48% B + 2% C: 1250 + 1200 + 50 l.  Add 100 l BCA cocktail to each well and incubate at 37 (C for one hour.  Read at 562 nm.  Remember to correct the unknown protein concentrations by the dilution factor (total dilution of unknowns is 1:100 for dilutions from #4 and 1:500 and/or 1:1000 for dilutions from #5)

