Supplementary Information
Supplementary Table 1. Locality details for Pulmonaria populations sampled in this study. The number of plants analyzed and the results of the flow cytometric analysis are given.

Supplementary Table 2. List of revisited karyological data reported for Pulmonaria officinalis complex.

Supplementary Table 3. Proportion of repetitive DNA sequences identified in the single species clustering analysis.


Supplementary Table 4. Satellite DNAs observed in silico by TAREAN analysis of P. obscura and P. officinalis in the Illumina data.

Supplementary Table 5. List of published genome size data (2C in pg) for Pulmonaria.

Supplementary Table 6. Number of Illumina reads used for RepeatExplorer analysis.

 
Supplementary Figure 1. Dotter analysis of 45S rDNA units from all Pulmonaria accessions analyzed, reconstructed from Illumina reads using RepeatExplorer2.

Supplementary Figure 2. Dotter analysis of 3.5 kb long part of IGS. (A) P. obscura, (B) P. officinalis, and (C) their comparison. The first part of inverted regions in the IGS, and two larger indels between P. obscura and P. officinalis are marked by pink arrows. 

Supplementary Figure 3. Graph structure of 5S rDNA sequence reads obtained by analysis of individual datasets with RepeatExplorer2. Graph layout of the 5S rDNA sequence reads of (A) P. obscura, B473.1; (B) P. officinalis, B470.3; (C) P. obscura × P. officinalis natural hybrid, B481.1; (D) ornamental P. saccharata-like plants, B15.1, (E) B465.1, and (F) B472.1. Single reads are represented by vertices (nodes) and the sequence overlaps by edges. The 5S coding gene on the graph layout is highlighted in yellow, and intergenic spacers are highlighted as gray vertices.

Supplementary Figure 4. Chromosomal localization of newly identified satDNAs and rDNA sequences in Pulmonaria officinalis. (A) Idiogram of P. officinalis (B100.3); FISH with probes for: (B) 45S rDNA (yellow), PulTR03_308 (red), and 5S rDNA (green): red arrows point at signals of PulTR03_308; (C) 45S rDNA (yellow), PulTR04_420 (red), and PulTR01_29 (green): red arrows indicate signals of PulTR04_420; and (D) 45S rDNA (yellow), PulTR01_29 (red), and 5S rDNA (green). The white arrows indicate the signals of 5S rDNA. Chromosomes were counterstained with DAPI (blue). Bars = 5 µm.
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