SUPPLEMENTARY INFORMATION

Re-examination of species limits in Aspergillus section Flavipedes using advanced

species delimitation methods and description of four new species

F. Sklenait?, Z. Jurjevié?, J. Houbraken*, M. Kolafik!?, M.C. Arendrup®®’, K.M. Jargensen®,
J.P.Z. Siqueira®®, J. Gené?®, T. Yaguchi'®, C.N. Ezekiel'!, C.S. Pereira’?*3, V. Hubkal?1*

'Department of Botany, Faculty of Science, Charles University, Prague, Czech Republic.
“Laboratory of Fungal Genetics of the Czech Academy of Sciences, Prague, Czech
Republic. *EMSL Analytical, Cinnaminson, New Jersey, USA. “Westerdijk Fungal
Biodiversity Institute, Utrecht, The Netherlands. *Unit of Mycology, Statens Serum Institut,
Copenhagen, Denmark. °Department of Clinical Microbiology, Rigshospitalet, Copenhagen,
Denmark. ‘Department of Clinical Medicine, University of Copenhagen, Copenhagen,
Denmark. 8Laboratorio de Microbiologia, Faculdade de Medicina de S&o José do Rio Preto,
S&o José do Rio Preto, Brazil. °Unitat de Micologia, Facultat de Medicina i Ciéncies de la
Salut, ISPV, Universitat Rovira i Virgili, Reus, Spain. *°Medical Mycology Research Center,
Chiba University, Chuo-ku, Chiba, Japan. *Department of Microbiology, Babcock University,
lishan Remo, Ogun State, Nigeria. *?Instituto de Tecnologia Quimica e Bioldgica (ITQB-
UNL), Oeiras, Portugal. **Instituto de Biologia Experimental e Tecnoldgica (IBET), Oeiras,

Portugal.

*Correspondence: V. Hubka, vit.hubka@gmail.com



mailto:vit.hubka@gmail.com

LIST OF CONTENT

Supplementary Fig. S1. The results of species delimitation by STACEY in the series
Flavipedes with the chosen collapseheight parameter = 0.005 (A) and 0.0001 (B). The
similarity matrices give the posterior probability of every two isolates belonging to the same
multi-species coalescent cluster (tentative species). The darkest brown shade corresponds to
a posterior probability of 1, while a white colour is equal to 0. The horizontal and vertical lines
in the similarity matrices depicts the species boundaries proposed by the analysis. Ex-type
isolates are highlighted with bold font. Presented phylogenetic trees were calculated in
STACEY.

Supplementary Fig. S2. The results of species delimitation by STACEY in the series Spelaei
with the chosen collapseheight parameter = 0.002 (A) and 0.00075 (B). The similarity matrices
give the posterior probability of every two isolates belonging to the same multi-species
coalescent cluster (tentative species). The darkest brown shade corresponds to a posterior
probability of 1, while a white colour is equal to 0. The horizontal and vertical lines in the
similarity matrices depicts the species boundaries proposed by the analysis. Ex-type isolates
are highlighted with bold font. Presented phylogenetic trees were calculated in STACEY.

Supplementary Table S1. Delimitation of isolates into populations by BPP 4.3 with 0.9

posterior probability cutoff.

Supplementary Table S2. Minimum inhibitory concentrations determined with EUCAST

E.Def.9.3 method at 37 °C for members of Aspergillus sect. Flavipedes.



Supplementary Figure S1
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Supplementary Figure S2
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Table S1. Delimitation of isolates into populations by BPP 4.3 with 0.9 posterior probability cutoff
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Table S2. Minimum inhibitory concentrations determined with EUCAST E.Def.9.3 method at 37 °C? for
members of Aspergillus sect. Flavipedes

Amphotericin B 0.06 0.125 0.25 0.5 1 2 24 In total
A. alboluteus 1 1 1 2 5
A. alboviridis 1 1
A. ardalensis 1 1 2
A. flavipes 1 1 2
A. lizukae 1 4 4 1 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1
A. micronesiensis 1 9 6 16
A. movilensis 2 2 4
A. neoflavipes 1 1
A. olivimuriae 1 1
A. polyporicola 1 1 2 4
A. spelaeus 5 2 2 9
A. suttoniae 1 1
A. templicola 1 1 3 1 6
A. urmiensis 1 1 2
In total 1 6 6 28 19 6 1 67
Itraconazole 0.03 0.06 0.125 0.25 0.5 1 In total
A. alboluteus 5 5
A. alboviridis 1 1
A. ardalensis 1 1 2
A. flavipes 1 1 2
A. lizukae 1 5 4 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1
A. micronesiensis 5 5 6 16
A. movilensis 2 2 4
A. neoflavipes 1 1
A. olivimuriae 1 1
A. polyporicola 4 4
A. spelaeus 1 7 1 9
A. suttoniae 1 1
A. templicola 1 1 2 2 6
A. urmiensis 1 1 2
In total 4 7 20 14 20 2 67
Voriconazole 0.125 0.25 0.5 1 2 4 8 In total
A. alboluteus 1 4 5
A. alboviridis 1 1
A. ardalensis 1 1 2
A. flavipes 1 1 2
A. iizukae 3 7 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1
A. micronesiensis 1 13 2 16
A. movilensis 3 1 4
A. neoflavipes 1 1
A. olivimuriae 1 1



A. polyporicola 3 1 4
A. spelaeus 4 5 9
A. suttoniae 1 1
A. templicola 1 5 6
A. urmiensis 2 2
In total 2 12 26 19 7 0 1 67
Terbinafine 0.06 0.125 0.25 0.5 1 2 4 In total
A. alboluteus 3 2 5
A. alboviridis 1 1
A. ardalensis 1 1 2
A. flavipes 2 2
A. lizukae 9 1 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1
A. micronesiensis 2 14 16
A. movilensis 1 3 4
A. neoflavipes 1 1
A. olivimuriae 1 1
A. polyporicola 2 2 4
A. spelaeus 4 5 9
A. suttoniae 1 1
A. templicola 2 4 6
A. urmiensis 2 2
In total 1 8 45 11 1 0 1 67
Posaconazole 0.03 0.06 0.125 0.25 0.5 1 In total
A. alboluteus 2 3 5
A. alboviridis 1 1
A. ardalensis 1 1 2
A. flavipes 1 1 2
A. iizukae 1 8 1 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1
A. micronesiensis 7 6 3 16
A. movilensis 4 4
A. neoflavipes 1 1
A. olivimuriae 1 1
A. polyporicola 2 2 4
A. spelaeus 5 4 9
A. suttoniae 1 1
A. templicola 1 1 2 2 6
A. urmiensis 1 1 2
In total 8 8 24 17 9 1 36
Isavuconazole 0.125 0.25 0.5 1 2 4 8 In total
A. alboluteus 2 3 5
A. alboviridis 1 1
A. ardalensis 2 2
A. flavipes 1 1 2
A. iizukae 1 2 3 4 10
A. inusitatus 1 1
A. lanuginosus 1 1
A. luppiae 1 1



A. micronesiensis 1 10 4 1 16
A. movilensis 3 1 4
A. neoflavipes 1 1
A. olivimuriae 1 1
A. polyporicola 3 1 4
A. spelaeus 3 6 9
A. suttoniae 1 1
A. templicola 1 5 6
A. urmiensis 2 2
In total 1 9 33 14 4 67

IMIC determinations performed with 25 °C incubation due to absence of growth at 37 °C (A. polyporicola and A.
speleus)

Quality Control (QC)
A. fumigatus ATCC 204305
A. fumigatus ATCC 204305

QC Target
QC Range

AMB ITRA POSA VORI
0,5 0,25 0.125 1
0,5 0,25 0.125 1
0.5 0.25 0.06-0.125 0.5

0.25-1 0.125-0.5 0.03-0.25 0.25-1
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