Protein Assay – Bio-Rad
Jennie Baier with alterations from Beth Furnish 8/99 Protocol and Bio-Rad Product Information Sheets

UT, 6/03

Preparation 

Bio-Rad Assay Kit with BSA (Bovine Serum Albumin) Standards (cat #500-0002)


Read MSDS--contains methanol and butyl acetate and phosphoric acid!

Plate reader with 595 nm filter

96 well plate, multi-channel or single channel pipetmen and tips

Dye Reagent:

  4 ml
Dye Reagent
(1 part)

16 ml
ddI

(4 parts)

20 ml
volume necessary for one 96 well plate assay

The solution is stable for about 2 weeks at room temperature. Filter through Whatman #1 filter if necessary.

Standard Procedure: 50-500 μg/ml detection range

1. Prepare dilutions of standard protein. BIORAD supplies BSA standard at 1.4 mg/ml in ddI. Standard solutions are stable at 4(C for 2 months. The following chart prepares 0.5 ml of each standard (enough for about 15 assays).

Standard Number
Standard Conc. (mg/ml)
BSA Solution (μl)
ddI (μl)

S1
0.05 
17.9
482.1


S2
0.15
53.6
446.4


S3
0.25
89.3
410.7


S4
0.35
125.0
375.0


S5
0.50
178.6
321.4
       
2. Pipet 10 μl of each standard and sample into the wells. Use ddI or buffer for the blanks.

3. Pipet 200 μl of diluted dye reagent into each well and mix on an orbital or platform shaker.

4. Incubate 5 minutes to 45 minutes (no more than 1 hour) and measure absorbance at 595 nm.

Microassay Procedure: 8-80 μg/ml detection range

1. Prepare dilutions of standard protein. BIORAD supplies BSA standard at 1.37 mg/ml in ddI. Standard solutions are stable at 4(C for 2 months. The following chart prepares 1.0 ml of each standard.          
     
Standard Number
Standard Conc. (μg/ml)
BSA Solution (μl)
ddI (μl)

M1
1.0
0.73
999.3


M2
5.0
3.65
996.4



M3
8.0
5.84
994.2


M4
20.0
14.6
985.4


M5
40.0
29.2
970.8


M6
60.0
43.8
956.2


M7
80.0
58.39
941.6       
2. Pipet 160 μl of each standard and sample into the wells. Use ddI or buffer for the blanks.

3. Pipet 40 μl of the dye reagent concentrate into each well and mix on an orbital or platform shaker.

4. Incubate 5 minutes to 45 minutes (no more than 1 hour) and measure absorbance at 595 nm.  

