—_|Agaricineae "Institute of Botany, Plant Science and Biodiversity Cenlre, Slovak Academy of Sciences, Dibravska cesla 9, SK-845 23 Bratislava, Slovakia: “Department of Ecology and

Marasmineae Evolution Biology, University of Tennessee, 332 Hesler Biology Building, Knoxville, TN 37996-1610. USA; “Institute of Microbiology, Czech Academy of Sciences, Videfiska

Lyophyllaceae 1083, CZ-142 20 Praha 4. Czech republic; *Biclogy Department, Clark University, Worcester, Massachusetts 01610, USA; *Branch for Woody Plants Biclogy, Institute of

Entolomataceae Forest Ecolagy, Slovak Academy of Sciences Zvolen, Akademicka 2, SK-949 01 Nitra, Slovakia; “IBERS, Aberystwyth University, Cledwyn Building, Ceredigion, Aberystwyth,
Wales S¥23 3DD, UK

—_|Hygrophorineae
JPluteineae Agarics (Agaricomycetes) are very diverse and abundant fungi in forest and grassland ecosystems. Various next generation sequencing (NSG)

] <IAmylocorticiales technigues allow sequencing of DNA amplicons of different lengths. A variety of loci have been used for metabarcoding of fungi in
- Boletales environmental samples, the most frequently used being the ITS2 region of ribosomal DNA (nrDNA) and reference species sequences of this
Atheliales region are the most widely available in public databases. The ITS2 region has some limitations in the quantification of fungal OTUs and taxon

ge‘ETEEa”C?;alama‘es recognition due to high intragenomic variability, unequal sequence length and variable GC contents in some taxa.

~/Peniophoraceae D1 and D2 regions of LSU (large subunit) rRNA gene and a fragment of the second largest subunit of ribosomal palymerase Il {rpb2) which do
not suffer from these problems are tested as an alternatives for metagenomics.

Russulales

Auriscalpiaceae

é‘ol:ﬁ:i‘;sz‘fv;:;g;}ae Three evolutionary distant lineages each of closely related agaric species are analysed: Russula subsect. Maculatinae (Russulaceae).
Hericiaceae Dermaloma (Tricholomataceae) and Hodophilus and Camarophyliopsis (Clavariaceae).

j?hoélygghrgl;s‘es Multi-locus phylogenies of each group are compared with OTUs defined under 99.5%, 99%, 98%, and 97% similarity thresholds in a simulation
_|Corticiales of NSG data analyses.
Gloeophyllales
Trechisporales
Phallomycetidae
Auriculariales
_|Cantharellales
Sebacinales
|Dacrymycetales

Dataset 99.5% 99% 98% 97% Phylosp.
Dermoloma_D1 14 8 2 2
Dermoloma_D2 16 K] 11 8 17
Dermoloma_|TS2 52 34 27 19
Dermoloma_rpb2 15 13 12
Hodophilus_D1 25 17 11 8
Hodophilus D2 36 22 16 14 19
Hodophilus_ITS2 52 36 25 17
Hodophilus_rpb2 21 14 12
Russula_D1 2 2 1 1
Russula_D2 10 7 5 3 19
Russula_[TS2 23 16 11 6
Russula_mpb2 9 [ 5
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