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Supplementary Methods
Laboratory investigations

PCR-based RSV-A and -B subtyping was initially conducted in a two-step reaction chemistry using an
oligonucleotide set modified from [1]. Reaction conditions are described in detail in [2]. Starting in
March 2022, a one-step chemistry including the Luna® Probe One-Step RT-gPCR Kit (No ROX) (New
England Biolabs) and a different oligonucleotide set (modified from [3]) was applied. In a 10yl reaction
volume, 3l of template underwent a cycling protocol comprising a 15 minutes reverse transcription and
45 cycles with annealing at 60°C. All oligonucleotides are listed in Supplementary Table 1.

Both PCR protocols target the RSV N-Gene and are based on a duplex gPCR principle. Differentiation of
RSV subgroups A and B was achieved by labeling of probes with differing reporter dyes (6FAM/Yakima
Yellow).

Synthetic duplex DNA molecules (GeneArt Strings, ThermoFisher Scientific) were used as reference
material for both subgroups, each comprising the assay target region plus flanking sequences of the
corresponding type. For the one-step protocol, the synthetic DNA also contained a T7 promotor
sequence to allow for RNA synthesis applying the HiScribe® T7 High Yield RNA Synthesis Kit (New
England Biolabs). After DNA digestion (Turbo DNase, ThermoFisher Scientific), synthesized RNAs were
purified with the NucleoSpin RNA Clean-up kit (Macherey Nagel) and quantified with the Qubit™ RNA
Broad Range Assay Kit (ThermoFisher Scientific) for copy number calculations.

Supplementary Table S1: Oligonucleotide sequences used for subtyping of RSV-A and RSV-B

final concentration

Oligonucleotide Sequence (5’ - 3') (M
two step protocol

RSV-A F AGATCAACTTCTRTCATCCAGCAA 500
RSV-AR TTCTGCACATCATAATTAGGAGTRTCAAT 500
RSV-ATM 6FAM — ACCATCCAACGGAGCACAGGAGA — BHQ-1 100
RSV-B F AAGATGCAAATCATAAATTCACAGGA 500
RSV-BR ACATGATATCCAGCATCTTTAAGTATCTTTATA 500
RSV-B MGB VIC — TTCCCTTCCTAACCTGGACA — MGB* 100
one step protocol

RSV AB F ARATGGCTCTTAGCAAAGTCAAGT 800
RSV ABR TGCACATCATAATTRGGAGTGTCA 800
RSV AB TM-A 6FAM — CACTCAACAAAGATCAACTTCTATCATCCAGC- BHQ-1 200
RSV AB TM-B YAK — CATTAAATAAGGATCAGCTGCTGTCATCCA- BHQ-1 200

BHQ-1: Black Hole Quencher 1 (dark quencher); MGB: Minor Groove Binder probe. TM: TagMan probe; VIC: 2'-
Chloro-7'-phenyl-1,4-dichloro-6-carboxyfluorescein (fluorescence dye); YAK: 5-Yakima Yellow (fluorescence dye);
6FAM: 6-carboxyfluorescein (fluorescence dye)
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