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Supplementary table S1. The name geocoordinates and altitudes of sampling locations.

ID Location name  Geographic coordinates Altitude (m)
L1 Kapitany-rét 47.86806 18.9189 259
L2 Kemence 1 48.0039 18.9452 329
L3 Kemence 2 48.0087 18.9453 232
L4  Kiralykuat 47.9790 18.9932 409
L5 Pénzasas 47.9942 19.0332 419
L6 Héarmashatar 48.0246 18.9753 347
L7 Hont 48.0269 18.9953 200
L3 Drégelypalank 48.0598 19.0518 127
L9 Tesmak 48.0694 18.9772 124
L10  Secdianky 48.0986 19.0757 163
L1l  Berincek 48.0977 19.0289 184
L12 Plastovce 48.1621 18.9530 150
L13  Vinica 48.1369 19.0994 203
L14  Hrusov 48.1797 19.0855 405
L15 Brezovo 48.1823 19.0067 261
L16 Cabrad 48.2380 19.1039 252
L17 Litava 48.1812 19.0192 208
L18 Medovarce 48.2180 19.0049 360
L19  Cekovee 48.3462 19.1172 420
L20  Pribelce 48.2009 19.2589 267
L21 Chrtany 48.2937 19.4574 231
Ponds without Bombina populations
L22 Rykincice 48.1993 18.9643 161
L23  Cabrag 48.2324 19.0617 371
L24  Calovce 48.2021 19.1359 488
L25 Duchenec 48.2591 19.1912 493
L26 Korpona 48.3231 19.0629 247
L27  Kladivkovo 48.2329 19.2159 511

L28 Selce 48.2578 19.0450 322




Supplementary table S2. GenBank accession numbers of the sequences used to align the consensus sequence of the Ncx-
1 gene.

GenBank
accession Species
number
JF898445.1 B. bombina
JF898444.1 B. bombina
JF898443.1 B. bombina
JF898457.1 B. variegata
JF898458.1 B. variegata
JF898452.1 B. variegata
JF898456.1 B. variegata
JF898453.1 B. variegata
JF898449.1 B. variegata
JF898446.1 B. variegata
JF898455.1 B. variegata
JF898459.1 B. variegata
JF898459.1 B. variegata
JF898460.1 B. variegata
JF898454.1 B. variegata
JF898451.1 B. variegata
JF898450.1 B. variegata
JF898448.1 B. variegata
JF898447.1 B. variegata

Supplementary table S3. Combined mitochondrial and nuclear genotypes of individuals at each locations where hybrids
were found. In case of 2 individuals in L12, 6 individuals in L20 and 1 individual in L17, L18 and L21 we failed to amplify
any mtDNA. In L12, L17 and L18 the individuals were hybrids according to the nuclear marker.

Location TD Nuclear mtDNA  Sample

marker markers size
L12 H Bb 2
L12 Bb Bb 14
L12 H Bv 1
L15 Bb Bb 2
L15 H Bb 1
L16 Bv Bv 6
L16 H Bv 3
L17 Bv Bv 14
L17 Bb Bv 6
L17 H Bv 13
L18 Bv Bv 5
L18 H Bv 1
L20 Bv Bv 1
L20 Bb Bv 2
L20 H Bv 1
L21 Bv Bv 1




Supplementary table S4. Sample size of individuals of which mtDNA amplification was failed at each location of the
hybrid zone.

Location Sample
D n/a
L12
L15
L16
L17
L18
L20
L21

Hybrid
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Supplementary figure S1. Photos of three individuals Bv, H (Bv x Bb), Bb. Sampling locations and individual IDs are
indicated at the photos.

Supplementary figure S2. Side-by-side alignment of Bv consensus and Bb consensus sequence of the Ncx-1 gene. Stars
represent the distinct nucleotides. Squared regions mark the recognition site of the HpyCH4V restriction enzyme and the
red square represent the different between the sequence of Bb and Bv species.
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