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Blocking Solution 
500 ml 

Catalog Number AAPR0004 

 

Storage Condition 

Stable for up to 2 years at 25°C  

 

Product Description 

The Blocking Solution is a comprehensive solution for Western blot analysis that streamlines the process by 

combining blocking, primary antibody, and secondary antibody hybridization into a single step. In addition 

to its blocking function, it also enhances signal detection with HRP (horseradish peroxidase) or AP (alkaline 

phosphatase) substrates, improving overall sensitivity. By simplifying the Western blotting procedure into a 

three-in-one step, Blocking Solution reduces both time and labor, making it a more efficient and cost-

effective alternative for researchers. 

 

Procedure 

1. After transferring the proteins to the PVDF or NC membrane, immerse the membrane in PBST buffer 

for 5 minutes to block non-specific binding. 

2. Dilute both the primary and secondary antibodies with the appropriate amount of Blocking Solution: 

o For example, if the dilution factor for both antibodies is 1:10,000, add 2 μL of the primary 

antibody to 10 mL of Blocking Solution (1st tube), and 2 μL of the secondary antibody to 

another 10 mL of Blocking Solution (2nd tube). 

3. Mix the antibody- Blocking Solution in each tube by inverting it several times to ensure thorough 

mixing. 

4. Pour the primary antibody- Blocking Solution into the prepared container first, followed by the 

addition of the secondary antibody- Blocking Solution the same container. 

5. Incubate the membrane in the antibody- Blocking Solution at room temperature for 1-2 hours with 

gentle agitation. Note: After preparing the antibody solutions, the membrane should be incubated 

within 10 minutes for optimal results. 

6. Wash the membrane three times with PBST or TBST buffer, gently shaking the membrane between 

washes. 

7. Drain any excess wash buffer and proceed with image development using Chemiluminescence or a 

colorimetric detection system immediately. 

Hint 

Timing for Membrane Immersion: After preparing the primary and secondary antibody mixtures, it is 

important to immerse the membrane in the solution within 10 minutes for optimal performance. 

Secondary Antibody Dilution: The secondary antibody dilution should be at least 1:10,000 or higher. Using a 

more concentrated secondary antibody can result in increased background noise. 
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Incubation Time: Do not incubate the membrane in Blocking Solution for more than 4 hours to prevent high 

background. Overnight incubation is particularly not recommended. 

Reusing antibody- Blocking Solution Mixture: The primary and secondary antibodies mixed with Blocking 

Solution can be reused within 3 days if stored in the refrigerator. However, the enhancing effect may 

diminish with prolonged storage or repeated use. For critical experiments or when a strong signal is required, 

it is recommended to freshly prepare the antibody- Blocking Solution. 

Troubleshooting High Background: If excessive background occurs, consider the following adjustments: 

1. Lower the concentrations of the primary and/or secondary antibodies. 

2. Use a dot-blot test to optimize antibody concentrations. 

3. Reduce or optimize the incubation time. 

– END – 


