Micro BCA Protein Determination (modified)
Pam Kreeger 6/20/2006

Use Pierce BCA standard (2mg/mL).  Do duplicates of all samples (including standards). This protocol is designed for lysates with [protein] > 2mg/mL.
1)  Make diluted lysis buffer (DLB)

1:10 dilution, need 200uL per sample + 200uL for standards

2)  Make diluted BSA standard

13uL stock: 507uL water (50ug/mL)

3)  Set up standards in 96 well plate (1st and 2nd column). Fill other columns with 90uL 
water per well.
	Well
	g/mL
	Water (L)
	Diluted BSA (L)
	DLB (L)

	A1
	2
	86
	4
	10

	A2
	BLANK
	90
	0
	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
	25
	40
	50
	10

	H
	30
	30
	60
	10


4)  Prepare dilution of unknowns in separate 96 well plate or in tubes
	
	Diluent (L)
	Sample (L)
	Final dilution

	#1
	45 water
	5 of lysate
	100

	#2
	40 DLB
	10 of #1
	500

	#3
	45 DLB
	5 of #1
	1000



Note:  dilution #1 can be made at the time of lysis and frozen or made from a 
small aliquot of lysate at time of BCA assay
5)  Transfer 10uL of each sample dilution to corresponding well on measurement plate. 

6)  Add BCA Cocktail.  Make 6mL for each ½ plate to measure. 


(3mL A, 2.88mL B, 120L C).  

Add 100uL to each well.
7)  Cover and incubate for 1 hour at 37oC.

8)  Read at 562nm.
