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Bradford protein assay manual 
Catalogue number: CTG-PA002 
 
The standard 3.1 ml Bradford assay consists of mixing 1 part of the protein sample with 30 parts of the 
Bradford Reagent. The sample may be a blank, a protein standard, or an unknown sample. The blank 
consists of buffer with no protein. The protein standard consists of a known concentration of protein, 
and the unknown sample is the solution to be assayed. Bradford assays are routinely performed at room 
temperature. Color development begins immediately. The absorbance at 595 nm is recorded and the 
protein concentration is determined by comparison to a standard curve. 
There are three protocols and it is suggested a new user try the standard 3.1 ml assay protocol first. The 
micro assay is for samples with low protein concentrations. The 96 well plate assay is for those who wish 
to perform the Bradford assay in plate format. 
 
A. Standard 3.1 ml Assay Protocol (Test Tubes) 
This assay is performed in test tubes. The assay uses 0.1 ml of the protein sample and 3 ml of the 
Bradford Reagent per tube.  
1. Gently mix the Bradford Reagent in the bottle and bring to room temperature. 
2. Prepare protein standards of appropriate concentrations in the same buffer as the unknown samples. 
The standards should be created by serially diluting either the 2 mg/ml or 1 mg/ml BSA protein standard 
(Table 1). The protein standards can range from 0.1–1.4 mg/ml.  
 
Table 1. 
Example of Standard Assay Set Up Table 
For protein samples with unknown concentrations, it may be necessary to prepare a dilution scheme to 
ensure the concentration is within the linear range of 0.1–1.4 mg/ml.  
 

Tube #   Sample (ml) Standard (mg/ml)  Bradford Reagent (ml)  

1   0.1   0    3  
2   0.1   0.25    3  

3   0.1   0.5    3  

4   0.1   1.0    3  

5   0.1   1.4    3  

6   0.1   (unknown)   3 

 
3. After adding 3 ml of Bradford Reagent to each tube, they should be vortexed gently for thorough 
mixing. The total liquid volume in each tube is 3.1 ml. 
4. Incubate at room temperature for 5–45 minutes. 
5. Transfer the samples into cuvettes. 
6. Measure the absorbance at 595 nm. The protein-dye complex is stable up to 60 minutes. The 
absorbance of the samples must be recorded before the 60 minute time limit and within 10 minutes of 
each other. 
7. Determine the protein concentration by comparison of the unknown samples to the standard curve 
prepared using the protein standards (Table 2 and Figure 1). 
 
Table 2. 
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Example of Assay Data Table 
Create a table with the absorbance results obtained from the assay. 
 

Tube #   A595   ΔA595   [Protein] per Assay (mg/ml)  Dilution Factor 

1   0.433   0   0     1 
2   0.742   0.30   0.25     1 
3   1.036   0.55   0.5     1 
4   1.463   1.05   1.0     1 
5   1.750   1.30   1.4     1 
6   1.245   0.80   0.75     2 

After obtaining the results, create a standard curve to determine the protein concentration in the 
unknown sample. Plot the Net Absorbance at 595 nm versus the protein standard concentrations (Tubes 
1–5). 
 

 
 
Figure 1. Standard Curve produced from Assay Data 
 
The total concentration of protein present in the original unknown protein solution is calculated as 
follows: (mg/ml unknown protein sample) times (Dilution Factor)  
 
B. Micro 2 ml Assay Protocol 
The micro assay is used when a large volume (at least 1 ml) of a dilute sample is available for testing. 
The linear concentration range of this assay is lower than the standard or multiwell plate assays, (1–10 
mg of total protein/1 ml). 
1. Gently mix the Bradford Reagent in the bottle and bring to room temperature. 
2. Prepare protein standards in buffer ranging from 1–10 mg/ml using a BSA standard or an equivalent 
protein standard. 
3. Add 1 ml of each protein standard to separate tubes. Add 1 ml of buffer for blank tube. 
4. Prepare the unknown sample(s) with an approximate concentration between 1–10 mg/ml. Add 1 ml 
of each sample to separate tubes. 
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5. To each tube, add 1 ml of the Bradford Reagent and mix. 
6. Let the samples incubate at room temperature for 5–45 minutes. 
7. Transfer samples into cuvettes. 
8. Measure the absorbance at 595 nm. The protein-dye complex is stable up to 60 minutes. The 
absorbance of the samples must be recorded before the 60 minute time limit and within 10 minutes of 
each other. 
9. Plot the net absorbance vs. the protein concentration of each standard. 
10. Determine the protein concentration of the unknown sample(s) by comparing the ΔA595 
values against the standard curve.  
 
C. 96 Well Plate Assay Protocol 
This assay is performed in a 96 well plate. With this assay it is possible to quickly assay multiple protein 
samples, while using a small sample volume (5 µl). It is also possible to automate your protein 
determination with this multiwell plate assay. 
1. Gently mix the Bradford Reagent in the bottle and bring to room temperature. 
2. Prepare protein standards in buffer ranging from 0.1–1.4 mg/ml using a BSA standard or an 
equivalent protein standard. 
3. Add 5 µl of the protein standards to separate wells in the 96 well plate. To the blank wells, add 5 µl of 
buffer. 
4. Prepare the unknown sample(s) with an approximate concentration between 0.1–1.4 mg/ml. 
5. To each well being used, add 250 µl of the Bradford Reagent and mix on a shaker for ~30 seconds. 
6. Let the samples incubate at room temperature for 5–45 minutes. Then measure the absorbance at 
595 nm. The protein-dye complex is stable up to 60 minutes. The absorbance of the samples must be 
recorded before the 60 minute time limit and within 10 minutes of each other. 
7. Plot the net absorbance vs. the protein concentration of each standard. 
8. Determine the protein concentration of the unknown sample(s) by comparing the ΔA595 values 
against the standard curve. 
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