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How To Avoid Cross-Reactivity with the 230 kDa 
Fluorescent Standard
Introduction

If you’re experiencing primary antibody derived cross reactivity with the 230 kDa protein used as one of fluorescent 
standards, we’ve got a solution. First, make sure the assay where the cross reactivity is seen meets ALL the following 
criteria:

• “No lysate” control shows primary antibody binding to 230kDa standard

• The signal from the cross-reaction overlaps with the peak from your protein of interest

• Careful titration of the primary antibody while preserving saturation does not reduce cross reactivity

• Another primary antibody that does not cross react cannot be selected

Use the Low Molecular Weight 
Fluorescent 5X Master Mix

Swap the fluorescent standards included in your 12-230 
kDa kit for the a la carte Fluorescent 5X Master Mix for the 
2–40 kDa low molecular weight range kit (PN PS-ST05-8) 
that has 1 and 26 kDa fluorescent standards to prepare 
your samples. 

What ladder should I use?

Even when you swap fluorescent standards, you should 
continue to use the biotinylated ladder from the 12-230 
kDa pack.

What do I need to do in Compass for 
Simple Western to account for the change 
in fluorescent standards?

In Compass, select Analysis in the Edit main menu and 
click Standards in the sidebar. Reassign the fluorescent 
standards as follows:

Check the 1 and 29 kDa peaks boxes under the Fit column. 
The 230 kDa standard box should be either unchecked (as 
shown) or deleted.

NOTE: Using this method, the sizing of proteins may not be as 
accurate, as the 230 kDa standard is important for fitting in 
the 12-230 kDa MW kit.


