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Figure 1. Principle of the automated in-capillary enzyme treatment and immunoassay. (A)
Schematic workflow of the automated assay within a self-contained capillary cartridge. Samples
are immobilized to the capillary wall via a proprietary UV capture method. Captured proteins are
treated with a phosphatase then immunoprobed with an antibody. Target-of-interests are
detected with a labeled secondary antibody via HRP chemiluminescent or Near-Infrared (NIR)
fluorescent detection. Automation, treatment, and detection of targets can be achieved with
either Jess for chemiluminescent and fluorescent detection (B, left) or Wes for
chemiluminescent detection only (B, right).
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Automated In-Capillary Enzyme Treatment And Immunoassays: Assays were developed and
conducted on either a Jess or Wes. Default instrument and assay conditions were used except
for the following:

e 3-Step Incubation Assay from Compass for Simple Western Version 4.1.0 or above
* Phosphatase Incubation Time =1 hour

* Primary Antibody Incubation Time = 1 hour

e Secondary Antibody Incubation Time = 30 minutes
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Phospho-specific antibodies (A,C,E,G) showed
a dramatic decrease of signal with
phosphatase treatment whereas total protein
(B,D,F,H) showed no significant response with
in-capillary treatment. (l) Titration of Lambda
Phosphatase and the respective quantitation
across each assay.
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the reaction time was extended to 1 hour. Dilution of Lambda Phosphatase

e This assay provides another method to help validate the specificity of phospho detection

 Lambda Phosphatase can reduce phospho-specific signal >90% with no significant impact on
other assays

* Provides more confidence on the peak identification and detection with phospho-specific
antibodies

 No additional lysates (e.g. without inhibitors) need to be generated
e Automation of the assay is easily achieved with the Simple Western platforms (Jess & Wes)
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