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The units for concentrations of shed HER2 extracellular domain (ECD) we reported (pg/ml) are lower 
than most reported in manuscripts measuring shed HER2. The 2000 the 1st FDA-approved standardized 
and quantitative automated ELISA, the Bayer Immuno 1, suggested a cut-off 15 ng/ml, greater than 
which is considered positive for shed HER2 ECD[1]. By that criteria none of our patients had detectable 
levels of shed HER2 ECD. Since then other validated methods for shed HER2 ECD have been 
described[2]. 
 
We utilized a HER2 ELISA kit from Millipore Sigma (St. Louis, MO, USA) that uses a monoclonal mouse 
capture antibody derived from a mouse myeloma cell line NS0-derived recombinant human ErbB2 
(aa23-652) with a goat polyclonal detection antibody derived from the same immunogen. We used fresh 
frozen human plasma and serum derived from each of three patients with HER2(+) breast cancer 
participating on a HER2 dendritic cell vaccine trial (NCT01730118) to validate our results. Patients 011 
and 012 in our imaging study were also participating in NCT01730118, although not included in this 
validation testing. Our assay (lower limits of detection is 8.2 pg/ml) detected the following plasma and 
serum concentrations, respectively: (1050pg/mL, 1651pg/mL, 1619pg/mL) and (179pg/mL, 135pg/mL, 
and 709pg/ml).  Such concentrations approximated the average plasma (~1600pg/mL) and serum 
(~256pg/mL) concentrations obtained by Sigma, and the company confirmed our assay performed well 
(personal correspondence between Dr. TM Sissung and Millipore Sigma Technical Services on 3/16, 
2018).  While the results from the present assay are different from previously published concentrations, 
this observation is most-likely caused by differences between the antibodies used in the Sigma ELISA 
and the commonly used Wilex assay from Martell Diagnostic Laboratories (Roseville, MN, USA; formerly 
Wilex Inc, Cambridge, MA, USA) [3]. 
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