
Western blotting is a cornerstone technique in the lab, 
essential for detecting and analyzing specific proteins 
in complex biological samples. By combining gel 
electrophoresis, membrane transfer, and antibody-based 
detection, this method allows researchers to visualize proteins 
by their size and abundance. To help you perfect your 
Western blot experiments, we’ve gathered our top 10 tips 
for achieving reliable and high-quality results:
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Sample Preparation
Ensure your samples are properly lysed and denatured. Use 
the right lysis buffers and don't forget to include protease 
inhibitors to prevent protein degradation.

Protein Quantification
 Accurate protein quantification is key. Use reliable methods 
like BCA or Bradford assays to guarantee equal protein 
loading across your samples.

Gel Electrophoresis
 Select the ideal acrylamide percentage for your gel, tailored to 
the size of your target protein. Make sure your running buffer is 
compatible with the gel composition for optimal separation.

Loading Control
 Always include a loading control (e.g., B-actin or GAPDH) to 
normalize protein expression levels and confirm equal loading 
across lanes.

Transfer Efficiency
Optimize the transfer conditions—time, voltage, and 
membrane type—to ensure complete protein transfer from 
the gel to the membrane for accurate results.

Blocking
Use the right blocking solution (e.g., BSA or non-fat dry milk) to 
reduce non-specific binding of antibodies during incubation, 
which can otherwise affect the clarity of your results..

Antibody Dilution
Proper antibody dilution is crucial. Titrate both your primary 
and secondary antibodies to find the optimal concentration, 
balancing specificity with minimal background noise.

Incubation Condition
Follow recommended incubation protocols—usually 
overnight at 4°C for primary antibodies—to maximize binding 
efficiency and improve signal quality..

Washing
Thoroughly wash between antibody incubations to remove 
excess antibodies, reduce background, and sharpen  
signal clarity.

Detection Method
Select the right detection method—whether chemiluminescence 
or fluorescence—based on your imaging system and the 
sensitivity you need for detecting your target protein.
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Doing a lot of Westerns?
We have an automated 
solution for you!
Jess automates protein separation and immunodetection, 
eliminating tedious and error-prone steps of traditional 
Western blotting. Simply load your samples and reagents 
into the microplate, and Jess takes care of the rest.

By following these expert tips, you can 
significantly enhance the quality and 
reliability of your Western blot experiments.

If you have any questions or need personalized 
assistance, our team at Biotest is here to help you 
every step of the way.

Get fully quantitative
results in just 3 hours!
Key Features:
•   Protein separation by size with precise antibody 

handling.
•   Picogram-level sensitivity with industry-leading 

chemiluminescent and fluorescent detection.
•   ELISA-like quantitative results with molecular weight 

characterization.
•   Built-in total protein normalization.

Interested? Contact us now for more details!


