Protocol: Modified Lowry Protein Assay (BioRad)
Purpose of Procedure: To determine protein concentration

Reagents Required: 
BioRad reagents A, B and S

Hazardous Chemicals Employed:
Reagents A,B
Procedure
1. Read the bio-rad manual for the underlying chemistry of this Lowry-like protein assay

2. In rows A and B prepare duplicate standard curves containing 0,1,2,3,4,5,6,7,8,9,10 μg of BSA. This is a 2μg/μl solution. So in each well you need 0, 0.5, 1.0 1.5 μl etc of BSA (see the table below). IDEALLY, the BSA would be in the buffer that your unknown protein is present in. In practice this is rarely possible, so make these volumes up to 5 μl with water. 
HINT if you add the water first you can do the entire standard curve with a single tip and save a few minutes.
	
	1
	2
	3
	4
	5
	6
	7
	8
	9
	10
	11
	12

	A
	BSA 0μl
H2O 5μl
	0.5

4.5
	1.0

4
	1.5

3.5
	2.0

3.0
	2.5

2.5
	3.0

2.0
	3.5

1.5
	4.0

1.0
	4.5

0.5
	5.0

0.0
	

	B
	BSA 0

H2O 5
	0.5

4.5
	1.0

4
	1.5

3.5
	2.0

3.0
	2.5

2.5
	3.0

2.0
	3.5

1.5
	4.0

1.0
	4.5

0.5
	5.0

0.0
	

	C
	#1
	#2
	#3
	#4
	#5
	#6
	#7
	#8
	#9
	#10
	#11
	#12

	D
	#1
	#2
	#3
	#4
	#5
	#6
	#7
	#8
	#9
	#10
	#11
	#12

	E
	#13
	#14
	#15
	#16
	#17
	#18
	#19
	#20
	#21
	#22
	#23
	#24

	F
	#13
	#14
	#15
	#16
	#17
	#18
	#19
	#20
	#21
	#22
	#23
	#24

	G
	#25
	#26
	#27
	#28
	#29
	#30
	#31
	#32
	#33
	#34
	#35
	#36

	H
	#25
	#26
	#27
	#28
	#29
	#30
	#31
	#32
	#33
	#34
	#35
	#36


3. In rows C onwards pipette 5 μl of the sample in duplicate. The Excel spreadsheet for analyzing the data assumes that C1 & D1 are duplicates, C2 & D2 are duplicates etc.

4. With a pipette carefully add 20 μl of reagent A (or A’ if there is detergent present) to every well – standards and samples. (Note: Reagent A’ is prepared by adding 20 μl of reagent S to 980 μl of reagent A)
5. Add 200 (l of reagent B. Again be careful not to splash reagent B everywhere 

6. Leave for 15 min at room temperature.

7. Measure absorbance at 650-750 nm.
8. Analyse the data with the Excel spreadsheet specifically constructed for this 

