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WesternDot® Secondary Antibody  
Conjugates

Usage guidelines
• For best signal-to-background, use nitrocellulose membranes.
• Avoid Tween® 20-containing buffers, particularly when using PVDF 

membranes. 
• You can use non-fat milk (5% w/v solution) instead of casein (sodium salt). 

We do not recommend BSA for blocking or WesternDot® conjugate 
incubation steps.

• Some primary antibodies (e.g. anti-phophoprotein) may be incompatible 
with casein. See detailed protocol for more information.

• Start with the manufacturers recommendation for primary antibody 
concentrations.

• When imaging blots, orient the membrane with the sample-side facing 
the excitation light source. For a transmitted UV source,  
this means placing the blot sample-side face down.
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Quick Protocol for Single Protein Detection
Note: For multiplex detection, refer to the detailed protocol available 
online.
1. Prepare Solution 1: Dissolve 1 g casein (sodium salt) per 50 mL of 

PBS or TBS (2% w/v solution). 
2. Block membrane with 10 mL of Solution 1 for 1 hour. 
3. Incubate membrane in primary antibody diluted in Solution 1 at 

4°C overnight. 
4. Prepare Solution 2: Add 20 μL of WesternDot® reagent to 10 mL of 

Solution 1 (1:500 dilution).
5. Wash the membrane 3× with PBS, then incubate in Solution 2 at 

room temperature for 1 hour.
6. Wash the membrane 3× with PBS, rinse with water, air-dry, and 

image.


