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Figure S1. Canine and feline RVA-

NVP3-Probe. A)

B) Nucleotide sequence alignment between feline RVA NSP3 gene sequences

the primers and probe used for the detection of RVA.
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field strains, respectively, with the primers and probes used. R



SARS-CoV-2 USA-WA1/2020 NR-52281
SARS-CoV-2 B.1.1.7 NR-54020
SARS-CoV-2 B.1.351 NR-55282
SARS-CoV-2 B.1.617.2 nr-55671
SARS-CoV-2 B.1.1.529 nr-56461
CDV NR-3845 -
CPV VR-953 -
CECoV NR-868 -
CAdV-1 VR-293 -
CRV VR-964 -
FPLV VR-648 - .
FCoV L191156 -
FIPV NR-43287 - I
CAdV-2 VR-800 -
CRCoV VSL-1471 -
CPiV VR-399 1
CHV-1 VR-552 -
CPNV 124423 -
H3N2 VLS-1355 -
H3N8 A/Ca/FL/15502/04 -
FHV-1 VR-814
FCV VR-782-

Negative
Positive singleplex & multiplex

Figure S2: Assessment of the specificity of each RT-qPCR assay using nucleic acids derived
from prototype viruses. Each column corresponds to one specific RT-qPCR assay and each row
corresponds to one specific reference virus strain. Specificity was assessed for each assay in
singleplex and in multiplex formats. White cases correspond to the absence of detection while
black cases correspond to DNA/RNA amplification in both singleplex and multiplex assays.
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Figure S3: Limit of detection with 95% confidence (LODss%) determination of singleplex and
multiplex RT-qPCR assays. Each assay was performed using 12 replicates ranging from 10° to
10° copies/ul of IVT RNA. Each circle and square indicate the Ct value of one replicate obtained
by singleplex and multiplex amplification, respectively. Short solid lines indicate the median Ct
value and dashed lines indicate the detection limit. ND: not detected; NTC: no template control.



