Text S1: Extended methods on nuclear DNA sequencing.
For all 664 individuals, we sequenced 52 nuclear markers following the protocol presented by Wielstra
et al. [1]. In brief, we amplified markers of c. 140 bp in length, designed from transcriptome data and
positioned in the 3’ untranslated regions of protein coding genes, in five multiplex PCRs. We pooled
the multiplexes for each individual and ligated unique tags. Amplicons were sequenced on the Ion
Torrent next-generation sequencing platform. The output was processed with a bioinformatics pipeline.
First, poor quality reads were filtered out by removing those with a length less than 100 bp and an
average quality of less than Q20. Next, reads for each individual were mapped against the targeted
nuclear markers using BWA v0.7.3 [2] and SNP/InDel calling was performed with SAMtools v0.1.18
[3]. A SAMtools quality score over Q60 was required for SNP/InDels to be retained. Subsequently,
alleles were reconstructed by determining the combination of SNPs and InDels in the reads of markerindividual combinations. Marker-individual combinations were required to have at least ten reads,
alleles were required to be present in at least 25% of the reads, and a maximum of two alleles were
allowed to be present, otherwise a marker-individual combination was considered failed. Finally data
was converted into a genotypic data format by recoding the different allelic variants for each marker to
a unique integer, resulting in two integers per individual per marker. Mean coverage was 851.0 (range
0–94,556) per marker-individual combination and 97.9% of marker-individual combinations were
considered successful (meaning they had at least 20 reads available).
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Fig. S1. Neighbour-joining phylogeny for Triturus mtDNA.
The outgroup and bootstrap support values below 80% are not shown. Haplotype codes correspond to
Table S2. The mtDNA haplotypes of the different Triturus species cluster in unambiguously supported
and genetically highly distinct monophyletic groups. Hence, determining the species of origin of
mtDNA haplotypes is straightforward.

