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Supplementary Information

Figure S1. Voltage optimization for the online µFFE immunoassay separation. Separation of free and bound 
insulin-FITC following online mixing of 50 nM insulin-FITC with 300 nM antibody, no BSA. Continuous 
separation during step-changes in separation voltage shown in (A) and extracted linescans at each voltage in 
(B). Cropped linescans display 4 mm of the 10 mm separation space.

Figure S2. Affinity reagent ratio optimization for the online µFFE immunoassay separation. Separation of 
free and bound insulin-FITC following online mixing of 50 nM insulin-FITC with varying antibody 
concentration: 150 nM (1:3 ratio), 300 nM (1:6 ratio), or 600 nM (1:12 ratio), during two insulin injections 
of 200 nM (black line) or 600 nM (dotted grey line), no BSA. 1:6 insulin-FITC:antibody ratio resulted in 
highest sensitivity to unlabeled insulin.  Cropped linescans display 3 mm of the 10 mm separation space.
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