
	  

	  

Bradford Dye Reagent, ready to use 
Catalog Number:  J61522 
 
Description 
Bradford dye reagent is used to determine protein concentrations in solution. Brilliant Blue G and proteins form a dye-
protein complex when combined in a solution which causes the dye’s absorption maximum to shift from 465nm to 595nm. 
The amount of absorption is proportional to the amount of protein present in the solution. Bradford dye reagent is a ready 
to use solution and requires no dilution before usage. This product is suitable for multiwall and standard assays. The 
linear concentration range is 0.1-1.5 mg/ml of protein when BSA is used as the standard protein. Bradford dye reagent is 
compatible with reducing agents, but is only compatible with low concentrations of detergents. This product contains 
Brilliant Blue G in phosphoric acid and methanol. 
 
Storage 
The product is stable when stored at 2-8 ˚C. 
 
Standard Procedure 
The standard procedure consists of mixing one part of protein sample with 30 parts of Bradford Dye Reagent. A blank can 
be measured using buffer containing no protein. A standard curve should be generated for each assay using a known 
concentration of protein. Absorbance is measured at 595nm. The protein concentration is determined by comparing the 
absorption to a standard curve. The procedure can be carried out at room temperature.  
 

1. Bring Bradford Dye Reagent to room temperature. 
2. Prepare a protein standard in the same buffer as the unknown protein samples. Typically BSA is used as a 

protein standard at concentrations between 0.1 and 1.5 mg/ml. Standards can be generated by serial dilutions of 
a 1 or 2mg/ml solution of BSA. Deionized water can be used instead of the buffer, but with this substitution, 
interference from buffer components will not be compensated for in the standard curve. Samples should contain 
0.1mL of solution. 

3. Prepare a 0.1mL solution containing your unknown protein sample. 
4. Add 3ml of Bradford Reagent to each tube and vortex to ensure a thorough mixing. Let samples incubate for 5-30 

minutes. 
 

Vial No. Sample (ml) [Protein] in sample (mg/ml) Bradford Dye Reagent (ml) 

1 0.1 0 3 

2 0.1 0.2 3 

3 0.1 0.6 3 

4 0.1 0.9 3 

5 0.1 1.2 3 

6 0.1 Unknown 3 
Table 1. Example of Standard Assay Set Up Table. For some protein unknowns it may be necessary to dilute to ensure the 
concentration is in the linear range of 0.1-1.5 mg/ml.  In this example the vial six is the unknown after 3-fold dilution. 
 

5. Measure the absorbance of the standard and unknown protein sample solutions at 595 nm. The protein dye 
complex is stable for up to an hour. Record absorbance of samples within 10 minutes of each other. 

6. Generate a standard curve using the absorbance and concentration of the standard protein sample solutions. 
7. Determine concentration of the unknown protein by comparing the absorbance from the unknown sample solution 

to the standard curve.  
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Concentration	  (mg/ml)	  

Vial No. A595 Net A595 
[Protein] per assay 

(mg/ml) Dilution Factor 

1 0.332 0 0 1 

2 0.556 0.224 0.20 1 

3 1.009 0.772 0.60 1 

4 1.355 1.023 0.90 1 

5 1.678 1.346 1.2 1 

6 0.899 0.567 0.51 3 
Table 2. Example of Assay Data Table.  This data should not be used in place of a user generated standard curve. The 
absorbance in each assay performed will differ from the data presented here. 

 
 
 
  
 
 
 
 
 
 
 
 
 
 

 
 
Graph 1. Example of a standard curve from assay data. Standard curve indicates the unknown sample has a protein 
concentration of 0.51 mg/ml.  

 
To determine the total concentration in the original unknown solution, multiply this number by the dilution factor, which in 
this example was 3. Thus, the protein concentration in the original solution is 1.5 mg/ml. 
 
Troubleshooting: 
Make sure there are no interfering substances in the buffer. Remove interfering substances by desalting or dialysis if 
possible. If the concentration of protein is high enough consider diluting to reduce the concentration of interfering 
substances. 
The concentration of the protein may be too high. Dilute unknowns if absorbance is outside of the linear range. 
 
This product is for R&D use only, not for drug, household or other uses.    
 


