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Figure S1. Specificity of viral RNA probes
(A) Confirmation of viral-infection in the probe sensitivity test of Fig.2. DNA and RNA of CMV, HAV, CVB3 and CVB2 were 
isolated and analyzed for the presence of viral genome. Each sample was processed in parallel with or without DNAse digestion. (B) CVB3 
infected or uninfected FFPE human islets were either stained with buffer or CVB_1 oligos (left panel) or treated with 100ug/ml RNAse A 
or 2xSSC Buffer (control) for 1h at 37°C before hybridization with RNA FISH probes (right panel). Nuclei were stained with DAPI (blue); 
scale bar depicts 10µm.
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Figure S2. Summary of custom RNA oligonucleotide staining of different picornaviridae and control viruses.
Representative images of the viral RNA (red) staining on the cell array shown in Table 1. Nuclei were stained with DAPI 
(blue), scale bar depicts 10µm.
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Figure S3. RNA-oligonucleotide labelling is consistent despite sample conditions 
GMK cells FFPE sections of different age from non-infected (2015 and 2013) and CVB1-infected (2015, 2013 and 2012) 
were probed for viral RNA (red). Nuclei were stained with DAPI (blue); scale bar depicts 10µm.

Figure S4. Coupling RNA-oligonucleotide labelling and immunohistochemistry
Magnified and enhanced image from Fig.4B, middle panel showing colocalization of VP1 (green) and viral RNA 
oligonucleotide probes (red).
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Figure S5. Custom viral RNA oligonucleotides bind tissue- and fixative-independent
(A) Detection of viral RNA (red) and viral protein 1 (VP1) (green) in the same region of an FFPE spleen sample. Tissue 
was first stained for viral RNA, analyzed and probed for VP1. (B) CVB-infected neonatal heart FFPE section was tested positive for viral 
RNA with fluorescent-labeled oligonucleotides (red). (C) RNA-FISH probes perform independent of the fixative used in human pancreatic 
sections as shown in the concordance study (Table 3). Nuclei were stained with DAPI (blue); scale bar depicts 10µm.
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Figure S6. Genome alignment.
Enterovirus genome alignment for the design of CVB_2 and CVB_3 probe sets (Geneious version (9.1.5) (http://www.
geneious.com) [48]).
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