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Supplementary Figure S1: RNA sequences of the encapsidated mimic pseudogenomes. Sequences highlighted in yellow are the flanking regions of the pseudogenome (derived from the cowpea mosaic virus genome) necessary for its production. The probe binding sites (underlined) for each test are authentic in the Side-by-Side (SBS) pseudogenomes but have been replaced with new sequences in the In-Tube (IT) pseudogenome. These are detectable by multiplexing in the same reaction using the same primers as the diagnostic test but different hydrolysis probes (conjugated to different fluorophores). Note that the probe binding site for the Thai National Institute of Health test could not be changed in the IT pseudogenome because this probe binding site is contained within a primer binding site for the American CDC test. The IT encapsidated mimic is therefore not suitable for use as an in-tube control with the Thai National Institute of Health test.
Sequence of the side-by-side (SBS) control pseudogenome:For us in probe-based RT-qPCR diagnostic tests:
· Add VLPs to patient sample before RNA extraction
· Detect using diagnostic primers (same amplification) but different probe 
· Differentiate diagnostic probe (against virus) from control probe (against pseudogenome) thanks to different fluorophore (multiplexing)
· Control probe detection indicates successful extraction and amplification
· Dramatically reduces false negatives
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Sequence of the in-tube (IT) control pseudogenome:For us in probe-based RT-qPCR diagnostic tests:
· Add VLPs to patient sample before RNA extraction
· Detect using diagnostic primers (same amplification) but different probe 
· Differentiate diagnostic probe (against virus) from control probe (against pseudogenome) thanks to different fluorophore (multiplexing)
· Control probe detection indicates successful extraction and amplification
· Dramatically reduces false negatives
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