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Introduction Assay qualification setup

 Human metapneumovirus (HMPV) and human parainfluenza virus type 3 (HPIV-3) are » Purpose: Assess assay performance

respiratory pathogens in the Pneumoviridae and Paramyxoviridae family, respectively » Reference materials used: Commercially available sera of non-vaccinated adults
» Cause upper and lower respiratory tract infections (bronchiolitis, pneumonia) « Parameters assessed:

* High disease burden: major cause of pediatric hospitalizations, also impacts elderly » Linearity & accuracy

and immunocompromised - >3 independent serum dilution series of high-positive sera diluted in antibody
* Clinical presentation overlaps with RSV and influenza, reinfections are common depleted serum matrix

* No licensed vaccines or antivirals available « Used to define the assay range
* Microneutralization (MN) assays: » Repeatability & intermediate precision
* Measure functional, virus-neutralizing antibodies « 234 serum samples tested
» Can provide biologically relevant correlates of protection « Assessed across operators, days, and assay runs

» Essential tools for vaccine evaluation  Specificity
* Antibody-depleted sera tested; expected negative response
Study design:

MN dSsSay principles  Each sample was tested 3 times per run, across =5 independent runs

* Prepare serial 2-fold serum dilutions (horizontal, starting in column 1 up to column 11)

in infection medium (IM) and incubate with virus working dilution Results
» After incubation, transfer serum/virus mixture to Vero cells on triplicate plates HMPV A1 HMPV A2 HMPV B1 HPIV-3
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