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PCR methods used in the study

Parechovirus was tested with a one-tube RT-PCR using the Quantitect Probe
chemistry (Qiagen, Hilden, Germany), primers adopted from Corless et al., (1) and a
redesigned probe (to better detect novel parechovirus types). The primers detected
with an equal sensitivity Parechovirus A species 1-6 but did not show unwanted
cross-reactivity with Parechovirus B (i.e. Ljungan virus). Parechovirus primers and
probe were compared in silico with parechovirus sequences from GenBank, and
tested against our earlier parechovirus real-time PCR using a variety of samples
known to contain parechovirus types 1, 3, 5 and 6, which showed that the redesigned
probe was as effective (data not shown) as the PCR methods used in our previous
publications.(2, 3)

Anellovirus was tested with a real-time PCR using Qiagen HotStar chemistry
(Qiagen, Hilden, Germany) adopted from Thom et al.(4) The assay was changed
from nested PCR to one round PCR. Anellovirus primers were tested with anellovirus
references found in a metagenomics virome survey (data not shown), detecting most
of the Alphatorguevirus and Betatorquevirus, and some Gammatorquevirus,
references.
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