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Figure S1. Phylogenetic tree including the three bat astrovirus sequences from Denmark. From these sequences, the target region in
ORF1b for the most commonly used astrovirus screening assay [46] was aligned with the closest related nucleotide sequences of
minimum length 379 nt identified by BLASTn as well as the same reference sequences as used in Figure 3. The tree was generated
using the neighbor-joining method with the Jukes-Cantor genetic distance model and 1000 bootstrap replicates. Nodes with bootstrap
support above 30 are shown and nodes with above 50 support are indicated with numbers.
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Figure S2. Phylogenetic tree including the Kadipiro virus sequence from Denmark. These sequences were analysed with the closest
matching sequences from GenBank and one ICTV exemplar isolate of each species of the Seadornavirus genus, subfamily
Sedoreovirinae with an exemplar isolate of the Cardoreovirus genus, Eriocheir sinensis reovirus, chosen as an outgroup. Other proposed
species of the Seadornavirus genus were also included in the tree. These are Balaton virus, sequenced from the intestinal contents of
freshwater carp in Hungary [54] and Mangshi virus isolated from mosquitos in China [55]. The tree was generated using the
maximum likelihood method, model LG+G with 100 bootstrap iterations on MUSCLE aligned predicted amino acid sequences for
VP1 derived from the Kadipiro virus genome segment 1 and corresponding segments of the reference sequences with a total average
length of 1,200 amino acids.



100 Artibeus_planirostris_ pclyoma\rlrus 2JQ958886
86[s7 = Sturnira_lilium_polyomavirus_1_Q95!
Otomops_martiensseni polyomavnrus 2_JX520658
Molossus_molossus_polyomavirus_1_JQ958893
100 Miniopterus_schreibersii_polyomavirus_2_LC185216
100 Miniopterus_schreibersii_polyomavirus_1_LC185213
100 — Piliocolobus_badius_polyomavirus_1_KX509984
10 Piliocolobus_rufomitratus_polyomavirus_1_JX159984
9 Chlorocebus_pygerythrus_polyomavirus_1_AB767298
0Q Pan_troglodytes_polyomavirus_1_FR692334
Human_polyomavirus_13_KF954417
72 81 00 Carollia i:ersplullata polyomavirus_1_JQ958889
o7 Artibeus_planirostris_polyomavirus_3_JQ958887
88 Otomops_martiensseni_polyomavirus_1_JX520664
Cardioderma_cor _| Folyomawrus 1_JX520659
99 Eidolon_helvum_polyomavirus_1_X520660
94 GoriIlaigorillafpolynmawrusiLHQSBSTSZ
72 100 Pan_troglodytes_polyomavirus_3_HQ385748
(00 Human Polyomawrus 5_HM011556
Pan_troglodytes_polyomavirus_2_HQ385746
100 Human_polyomavirus_14_KY404016
51 Procyon_lotor_polyomavirus_1_Q178241 )
93— Pan_troglodytes_polyomavirus_5_JX159981 Alphapolyomavirus
100 Pongo_abelii_polyomavirus_1_FN356901
Pan_troglodytes_polyomavirus_4_JX159980
100 00 Mesocricetus_auratus_polyomavirus_1_JX036360
Rattus_norvegicus_polyomavirus_1_KR075943
Mus_musculus_polyomavirus_1_AF442959
100~ Acerodon_celebensis_polyomavirus_1_AB972940

100 Pteropus_vampyrus_polyomavirus_1_AB972944
a8 89 Dobsonia_moluccensis_polyomavirus_1_AB972945
1001 00 Human_polyomavirus_8_GU989205
Pon 0_pygmaeus_polyomavirus_1_FN356900

es _paniscus_polyomavirus_T_JX159987
Human_polyomavirus_12_JX308829
100 Sorex_araneus_polyomavirus_1_MF374997
99 Sorex_coronatus_paolyomavirus_1_MF374999
Sorex_minutus_polyomavirus_1_MF401583
F\u_cynucephalus ﬁulycmawrus 1_AB767294
hlorocebus, prgeryt rus polyomawrus 3_AB767297
Macaca _fascicularis_polyomavirus_1_X159986
69 Pan_troglodytes_polyomavirus_6_]X159982
71 100 Human_polyomavirus_9_HQ696595
Pan_troglodytes_polyomavirus_7_JX153983
Tupaia_belangeri_polyomavirus_1_MK443498

100 Human_polyomavirus_7 HM011566
Human_polyomavirus_6_HM011560 i
00 Human_polyomavirus_10_JQ898291 Deltapolyomavirus
Human_polyomavirus_11_JX463183
100 Procyon_lotor_polyomavirus_2_KY549442 Unassigned

Ailuro%oda_me\anoleuca_polyomav'\rus_ﬂ_K‘f’612371
81 100 Dobsonia_moluccensis_polyomavirus_2_AB972947
Rousettus_aegyptiacus_polyomavirus_1_LC185218
Acerodon_celebensis_polyomavirus_2_AB972941
a7 Dobsonia_moluccensis_polyomavirus_3_AB972946
Mastomys_natalensis_polyomavirus_1_AB588640
Myotis_lucifugus_polyomavirus_1_F)188392
86 Mus_musculus_polyomavirus_2_M55904
100 Saimiri_boliviensis_polyomavirus_1_AM748741
Saimiri_sciureus_polyomavirus_1_X159989
Cebus_albifrons_polyomavirus_1_JX159988
Miniopterus_africanus_polyomavirus_1_JX520661
Loxodonta_africana_polyomavirus_1_KF147833
Pteronotus_parnellii_polyomavirus_1_Q958891
Pteronotus_davyi_polyomavirus_1_JX520662
Artibeus_planirostris_polyomavirus_1_JQ958890
Desmodus_rotundus_polyomavirus_1_JQ958892
100 Le;tlc’nyrshoteslT;ﬂedplelliLpo\ omavirusilflg(éggﬁga 5 ; i
alophus_californianus_polyomavirus_1_ maviri
MeIes,me\esiﬁulyomavirusj7KP544238 etapo yomavirus
Chlorocebus_pygerythrus_polyomavirus_2_AB767299
65 Cercopithecus_erythrotis_polyomavirus_1_JX159985
Papio_cynocephalus_polyomavirus_2_AB767295
Human_polyomavirus_1_¥01108
100 Pan_troglodytes, polyomawrus E KT884050
Human_polyomavirus_2_]J022.

Macaca_mulatta_| polyomawrus 1J02400
Enhydra_lutris_polyomavirus_1_KM282376
Equus_caballus_polyomavirus_1_JQ412134

Cams _familiaris_polyomavirus_1_KY341899
Myodes_glareclus_polyomavirus_1_KR612368
Microtus_arvalis_polyomavirus_1_KR612373
Mus_musculus, po\yomawrus 3_MF175082
Rattus_norvegicus_polyomavirus_2_KX574453
Human_polyomavirus_4_EF.
Human_polyomavirus_3_EF127906
Vicugrraﬁpacosa F‘mLmea\lfirus_‘I _KU879245
- Delphinus_delphis_polyomavirus_1_KC594077 i
96 Bos_taurEs_polyomgviruf_ﬂf'm3942 } Unassigned
100 Lonchura_maja_polyomavirus_1_KX756154
Pyrrhula_| piyrrhu\a __polyomavirus_1_DQ192571
Aves_polyomavirus_1_AF241168
Serinus_canar\a_pu\yomawrus_‘\ _GU345044
1‘:.0100 Corvus_monedula_polyomavirus_1_DQ192570
Erythrura_gouldiae_polyomavirus_1_KT302407
Cracticus_torquatus_polyomavirus_1_KF360862
Anser_anser_polyomavirus_1_AY140894
Pygoscelis_adeliae_polyomavirus_1_KP033140
Rhynchobatus_djiddensis_polyomavirus_1_KP264963
Trematomus_bernacchii_PyV_1_MG800627
- Sparus_aural‘ia_pollyomavirus_}_Eg?gg?;;
rematomus_pennellii_polyomavirus .
Centropristis_striata pnlyur?‘lawrus 1pKI¥07131B U naSSIQnCd
l: Bat_polyomavirus_Eidolon_hefvum_YP 009552118
100 Pomona_leaf-nosed bat_associated_polyomavirus_YP_009345068
L BtPyV/21164-6/M.dau/DK/2015

98

Gammapolyomavirus

100

0.8

Figure S3. Phylogenetic tree including the polyomavirus sequence from Denmark (marked in bold in the lower end of the tree). The
sequence was analysed with the two closest resembling sequences from GenBank using BLAST and ICTV exemplar isolate sequences
of each species in the Polyomaviridae family obtained from the resources pages of the Polyomaviridae figure 3 by ICTV [56]. The
currently recognized genera of Alphapolyomavirus, Betapolyomavirus, Gammapolyomavirus and Deltapolyomavirus are indicated on the
figure. The tree was generated using the maximum likelihood method with 100 bootstrap iterations on MUSCLE aligned predicted
amino acid sequences of the LTAg with an average length of 772 amino acids. The evolutionary model for the tree was LG + G.

Bootstrap support values above 50 are displayed on the figure.



Table S1. Summary of quality control (QC) parameters for the DNA libraries and NGS datasets, as given by
Bioanalyzer 2100 (Agilent Technologies, Glostrup, Denmark) output and the FastQC version 0.11.9 program [34],
respectively. Two libraries were generated and sequenced from the sample 18802-1 from M. dasycneme. FastQC gives
visual information on the parameters mentioned in the table and rates them with the symbols v (ok), ! (warning) and
X (failure). After trimming, some parameters were still rated as failure. These were “Per tile sequence quality”
meaning that some areas of the flowcell have worse quality than the average, “Per base sequence content” which is a
typical failure reason for RNA-sequencing libraries, “Per sequence GC content”, where failure may arise due to
contaminants in the library (adapter dimers or different species) and “Sequence duplication levels” with high levels

indicating enrichment bias [34].

NGS library D28-7 D28-9 D32-7 D32-9 D29-6 /D32-10 D32-6 D32-4
Bat species M. dau M. dau M. dau M. dau M. das P. pyg P. pyg
Sample no. 13585-35 13585-58 21164-6 OV-157 18802-1 B40-5 7542-55
Bioanalyzer Low peak High, sloping  High, wide Peak 190 / Low, wide
. " ) , ,
elemo;’oh;rl%goroag; BN og300r TN Peak peak 200 peak 600 low peak 200 NOPEK ok 250
Average size (bp) - - 338 474 280 /321 558 331
Concentration (pg/ul) - - 1488 1648 248 /132 20 76
Molarity (pmol/l) - - 7645 6541 1425 / 701 71 406
Short read archive ace. no. SRR SRR SRR SRR SRR14195384 SRR SRR
14195149 14195380 14195385 14208005 / 14195383 14195382 14195381
FastQC (raw reads) 1,265,226 3,507,280 3,448,636 3,468,262 2'37;1;’282 / 295,984 361,798
99/151
Average length (range) 130 (35-301) 161 (35-301) 116 (35-301) 176 (35-301) (35-301) 171 (35-301) 120 (35-301)
%GC 45 43 38 47 57 /39 43 49
Per base sequence quality ! X X X X X X
Per tile sequence quality Xl ! Xl J A V V
Per sequence quality scores Xl ol v v v Xl Xl
Per base sequence content X X X X X ! X
Per sequence GC content Xl X X ! X/! X !
Per base N content l l Xl Xl Xl Xl Xl
Sequence length distrib. ! ! ! ! ! ! !
Sequence duplication levels l X X X l ! V
Overrepresented sequences X ! X ! X X X
Adapter content V V J J v v v
. 2,000,524 /
FastQC (trimmed reads) 935,570 3,186,628 2,861,952 3,149,088 207,074 251,950 334,012
111/120
Average length (range) 130 (50-296) 157 (50-301) 120 (50-301) 157 (50-301) (50-301) 153 (50-301) 107 (35-301)
%GC 45 43 38 47 58 /45 45 50
Per base sequence quality l l Xl Xl Xl Xl V
Per tile sequence quality X ! X X X X X
Per sequence quality scores \ \/ \ \ Xl J J
Per base sequence content ! X X X /X X X
Per sequence GC content Xl X J ! X ! J
Per base N content v v v v v V V
Sequence length distrib. ! ! ! ! ! ! !
Sequence duplication levels \ X X X \ ! \
Overrepresented sequences \ ! ! \ \ ! !
Adapter content V V V J J V V

* For the Bioanalyzer run that included testing of the NGS libraries of these two samples, no concentrations were calculated due to

a faulty calibration.



Table S2. Additional information about viral assemblies expanding Table 3. Often a combination of both de novo
assemblies and reference assemblies were used in order to have a scaffold for the de novo generated contigs and to

map additional viral reads.

. . De novo Average de novo . Averageread GC
Virus strain name . . Assemblies

contigs  contig length (range) length (range) content
BtCoV/13585-35/M.dau/DK/2014 1 28,120 De novo 152 (50-296)  41.6 %
BtCoV/13585-58/M.dau/DK/2014 1 28,175 De novo 182 (50-301) 41.7 %
BtCoV/21164-6/M.dau/DK/2015 2 14,086 (7762-20,410) De novo + Reference 157 (50-301) 414 %
BtCoV/21164-6-alt/M.dau/DK/2015 3 10,727 (4010-20,410) De novo + Reference 152 (50-301) 442 %
BtCoV/OV-157/M.dau/DK/2018 1 28,177 De novo 173 (50-301) 415 %
BtCoV/18802-1/M.das/DK/2016 1 27,852 De novo 125 (50-301) 412 %
BtCoV/B40-5/P.pyg/DK/2013 1 27,949 De novo 171 (50-301) 44.7 %
BtCoV/7542-55/P.pyg/DK/2014 20 1353 (393-4849) De novo + Reference 126 (35-295) 419 %
BtAstV/13585-58/M.dau/DK/2014 1 6575 De novo + Reference 179 (50-301)  47.0 %
BtAstV/21164-6-A/M.dau/DK/2015 11 589 (196-1320) De novo + Reference 154 (51-296)  47.8 %
BtAstV/21164-6-B/M.dau/DK/2015 8 768 (271-2478) De novo + Reference 154 (50-284) 48.3 %
BtCV/OV-157/M.dau/DK/2018 3 2456 (1276-3888) De novo + Reference 166 (50-298)  51.0 %
BtCV/21164-6-A/M.dau/DK/2015 1 396 De novo 300 (300-301)  50.0 %
BtCV/21164-6-B/M.dau/DK/2015 0 - Reference 163 (52-301)  48.9 %
RVH/18802-1/M.das/DK/2016 1 406 De novo + Reference 122 (53-293) 349 %
BtPyV/21164-6/M.dau/DK/2015 1 4813 De novo 117 (50-269)  49.1 %
BtPV/13585-58/M.dau/DK/2014 2 4690 (2384-6996) De novo + Reference 174 (50-301) 442 %
BaV/21164-6/M.dau/DK/2015 1 9155 De novo 160 (50-301)  40.3 %
KDV/21164-6/M.dau/DK/2015 322 148 (56-2792) De novo + Reference 105 (50-301)  36.5 %
RhPV/OV-157/M.dau/DK/2018 1 9999 De novo 150 (50-301)  38.4 %
RhPV/OV-157-alt/M.dau/DK/2018 De novo 144 (50-301)  38.0 %
RAAV/13585-58/M.dau/DK/2014 1 9709 De novo 169 (50-301)  38.0 %






