
SUPPLEMENTARY INFORMATION
Table S1. Samples of Boana polytaenia and Boana bandeirantes used in the present study (and 3 outgroups). For each sample is presented the laboratory voucher number, GenBank accession numbers for each locus, latitude and longitude in decimal degrees, and collection locality.
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Specimen
	Specimen Voucher
	12S-tRNAval-16S
	16S-tRNAleu-ND1-tRNAile
	COI
	RHO
	Rag-1
	Latitude
	Longitude
	Locality

	Boana polytaenia
	AAGUFU637
	MT823812
	MT824023
	MT804853
	MT824381
	-
	-22.46595000
	-44.59554167
	Itatiaia- RJ

	Boana bandeirantes
	AAGUFU659
	MT823813
	MT824024
	MT804867
	MT824382
	MT824265
	-23.77238889
	-46.29030556
	Santo André, Paranapiacaba-SP

	Boana bandeirantes
	AAGUFU747
	MT823814
	MT824025
	MT804878
	MT824383
	MT824266
	-22.72694194
	-44.62637222
	Serra da Bocaina-SP

	Boana bandeirantes
	CFBH10557
	MT823823
	MT824032
	MT804869
	MT824389
	MT824267
	-23.47988056
	-45.34747500
	Natividade da Serra, Bairro Alto-SP

	Boana bandeirantes
	CFBH12175
	MT823825
	MT824034
	MT804868
	MT824391
	MT824269
	-23.60203889
	-45.52855833
	Caraguatatuba-SP

	Boana polytaenia
	CFBH13755
	MT823826
	MT824035
	-
	MT824392
	MT824270
	-21.90183056
	-46.54653611
	Poços de Caldas-MG

	Boana bandeirantes
	CFBH13941
	MT823827
	MT824036
	MT804874
	MT824393
	MT824271
	-22.51957500
	-43.16246667
	Petrópolis-RJ

	Boana bandeirantes
	CFBH14841
	MT823828
	MT824037
	MT804873
	MT824394
	MT824272
	-23.33767222
	-45.14028333
	São Luís do Paraitinga, Núcleo Santa Virgínia-SP

	Boana polytaenia
	CFBH16508
	MT823829
	MT824038
	MT804856
	MT824395
	MT824273
	-22.35869444
	-44.73705556
	Itamonte, Brejo da Lapa-MG

	Boana bandeirantes
	CFBH17507
	MT823830
	MT824039
	MT804877
	MT824396
	MT824274
	-22.72040278
	-44.62777778
	São José do Barreiro, Serra da Bocaina-SP

	Boana polytaenia
	CFBH17575
	MT823831
	MT824040
	-
	MT824397
	MT824275
	-22.86166667
	-46.03777778
	Camanducaia-MG

	Boana polytaenia
	CFBH17576
	MT823832
	MT824041
	-
	MT824398
	MT824276
	-22.86166667
	-46.03777778
	Camanducaia-MG

	Boana polytaenia
	CFBH18665
	MT823833
	MT824042
	MT804855
	MT824399
	MT824277
	-22.00803333
	-44.60436389
	Aiuruoca, Pousada do Papagaio-MG

	Boana polytaenia
	CFBH22379
	MT823834
	-
	-
	MT824400
	-
	-22.86166667
	-46.03777778
	Camanducaia-MG

	Boana polytaenia
	CFBH22400
	MT823835
	MT824043
	-
	MT824401
	-
	-22.86166667
	-46.03777778
	Camanducaia-MG

	Boana bandeirantes
	CFBH27420
	MT823838
	MT824045
	-
	MT824403
	-
	-22.38228056
	-42.57346667
	Border between Nova Friburgo and Cachoeiras de Macacu, Parque Estadual Três Picos-RJ

	Boana polytaenia
	CFBH29126
	MT823839
	MT824046
	-
	MT824404
	MT824278
	-22.45439444
	-45.15667778
	Marmelópolis-MG

	Boana polytaenia
	CFBH35701
	MT823840
	MT824047
	-
	MT824405
	MT824279
	-22.46518333
	-45.10586389
	Marmelópolis, Morro dos Marins-MG

	Boana polytaenia
	CFBH35775
	MT823841
	MT824048
	-
	MT824406
	MT824280
	-22.35869444
	-44.73705556
	Itamonte, Brejo da Lapa-MG

	Boana polytaenia
	CFBH35776
	MT823842
	MT824049
	-
	MT824407
	MT824281
	-22.35869444
	-44.73705556
	Itamonte, Brejo da Lapa-MG

	Boana bandeirantes
	CFBH36181
	MT823843
	MT824050
	MT804870
	MT824408
	MT824282
	-23.79200833
	-46.90136389
	Itapecerica da Serra-SP

	Boana bandeirantes
	CFBH36182
	MT823844
	MT824051
	MT804871
	MT824409
	MT824283
	-23.79200833
	-46.90136389
	Itapecerica da Serra-SP

	Boana bandeirantes
	CFBH36394
	MT823845
	MT824052
	MT804879
	MT824410
	MT824284
	-22.28923333
	-42.67095278
	Nova Friburgo, Salinas-RJ

	Boana bandeirantes
	CFBH36401
	MT823846
	MT824053
	MT804880
	MT824411
	-
	-22.28923333
	-42.67095278
	Nova Friburgo, Salinas-RJ

	Boana polytaenia
	CFBH38369
	MT823847
	MT824054
	MT804863
	MT824412
	MT824285
	-22.00527778
	-43.88888889
	Rio Preto, Vilarejo do Funil-MG

	Boana polytaenia
	CFBH38379
	MT823848
	MT824055
	MT804864
	MT824413
	MT824286
	-22.00527778
	-43.88888889
	Rio Preto, Vilarejo do Funil-MG

	Boana polytaenia
	CFBH5752
	AY843655
	KF794137
	MT804854
	AY844641
	AY844443
	-22.32721944
	-44.57136111
	Itatiaia, Maringá-RJ

	Boana polytaenia
	CFBH7188
	MT823817
	-
	MT804858
	-
	-
	-22.83133333
	-45.67782222
	Santo Antônio do Pinhal-SP

	Boana polytaenia
	CFBH7418
	MT823818
	MT824029
	-
	MT824384
	-
	-21.74450278
	-45.00094444
	São Tomé das Letras-MG

	Boana polytaenia
	CFBH7420
	MT823819
	-
	-
	MT824385
	-
	-21.74450278
	-45.00094444
	São Tomé das Letras-MG

	Boana polytaenia
	CFBH8390
	MT823820
	MT824030
	MT804859
	MT824386
	-
	-22.21821389
	-45.25627778
	Cristina-MG

	Boana polytaenia
	CFBH9866
	MT823821
	-
	-
	MT824387
	MT824289
	-22.35869444
	-44.73705556
	Itamonte, Brejo da Lapa-MG

	Boana polytaenia
	CFBH9902
	MT823822
	MT824031
	MT804860
	MT824388
	MT824290
	-22.76217500
	-45.58010833
	Campos do Jordão-SP

	Boana polytaenia
	CFBHt2304
	MT823853
	MT824059
	MT804861
	-
	MT824291
	-22.22950556
	-45.25890278
	Cristina-MG

	Boana polytaenia
	CFBHt2329
	MT823854
	MT824060
	MT804862
	MT824418
	MT824292
	-22.22950556
	-45.25890278
	Cristina-MG

	Boana polytaenia
	CFBHt411
	MT823851
	MT824058
	MT804865
	MT824416
	-
	-21.90183056
	-46.54653611
	Poços de Caldas, Morro do Ferro-MG

	Boana bandeirantes
	CFBHt6928
	MT823855
	MT824061
	MT804872
	MT824419
	-
	-24.01061667
	-46.92532778
	Itanhaém-SP

	Boana polytaenia
	MZUSP111556
	AY549360
	KF794128
	MT804857
	AY844668
	-
	-22.35869444
	-44.73705555
	Itamonte, Brejo da Lapa-MG

	Boana bandeirantes
	MZUSP138704
	MT823858
	MT824063
	-
	MT824421
	-
	-23.49335833
	-46.19642222
	Mogi das Cruzes, Parque Natural Municipal Serra do Itapety-SP

	Boana bandeirantes
	UFMG11543
	MT823866
	MT824066
	MT804875
	MT824426
	MT824293
	-22.46088889
	-43.09825000
	Petrópolis-RJ

	Boana bandeirantes
	UFMG11544
	MT823867
	MT824067
	MT804876
	MT824427
	MT824294
	-22.46088889
	-43.09825000
	Petrópolis-RJ

	Boana bandeirantes
	UFMG11563
	MT823868
	MT824068
	MT804881
	MT824428
	MT824295
	-22.45566667
	-42.96147222
	Teresópolis, Represa Guinle-RJ

	Boana bandeirantes
	UFMG11564
	MT823869
	MT824069
	MT804882
	MT824429
	MT824296
	-22.45566667
	-42.96147222
	Teresópolis, Represa Guinle-RJ

	Boana polytaenia
	UFMG20898
	MT823870
	MT824070
	MT804866
	MT824430
	MT824298
	-21.90147500
	-46.52608333
	Poços de Caldas-MG

	Boana cordobae
	MACN37693
	MT823910
	MT824083
	MT804847
	MT824455
	MT824316
	-32.49075000
	-64.97755000
	Chacabuco, Cortaderas, Villa Elena, Arroyo "La Calera"-SL (Argentina)

	Boana buriti
	CFBH22782
	MT823738
	MT823982
	MT804851
	MT824345
	MT824249
	-15.94796944
	-47.93620833
	Brasília, Fazenda Água Limpa-DF

	Boana stenocephala
	UFMG12200
	MT823967
	MT824106
	MT804889
	MT824479
	MT824333
	-18.15597778
	-44.8905361
	Três Marias-MG



Table S2. Substitution model estimated by PartitionFinder2 and main parameters for each analysis performed in Beast. Number of sequences (N), substitution model estimated by PartitionFinder2 (Model), Molecular clock (Clock), Mutation rate (Rate), Tree Prior, Chain size (MCMC), and sampling frequency (Freq).
	Analysis
	Locus
	
	Model
	BEAST parameters

	
	
	 N
	
	Clock
	Rate
	Tree prior
	MCMC
	Freq

	Gene tree        (out-group)
	12S
	926
	GTR+I+G+X
	strict
	Estimate
	Coalescent Constant Population
	10x108
	10.000

	
	16S
	1611
	GTR+I+G+X
	
	0.00735
	
	
	

	
	COI
	646
	TRN+I+G+X
	
	0.0147
	
	
	

	
	ND1
	961
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-val
	69
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-leu
	73
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-ile
	111
	JC
	
	Estimate
	
	
	

	Species tree    (in-group)
	12S
	925
	TRN+I+G+X
	strict
	Estimate
	Birth Death Model
	5x107
	5.000

	
	16S
	1603
	TRN+I+G+X
	
	0.00735
	
	
	

	
	COI
	646
	TRN+I+G+X
	
	0.0147
	
	
	

	
	ND1
	961
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-val
	69
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-leu
	73
	TRN+I+G+X
	
	Estimate
	
	
	

	
	tRNA-ile
	111
	TRN+I+G+X
	
	Estimate
	
	
	

	
	Rag-1*
	427
	K80+I
	
	0.005
	
	
	

	
	RHO*
	304
	JC
	
	0.005
	
	
	

	Skyline
 Mant-east lineage (19 taxa) and Mar-south lineage (13 taxa)                      (in group)



	12S
	925
	TRN+I+G+X
	Strict
	Estimate
	Coalescent Bayesian Skyline
	2x107
	2.000

	
	16S
	1603
	
	
	0.00735
	
	
	

	
	COI
	646
	
	
	Estimate
	
	
	

	
	ND1
	961
	
	
	Estimate
	
	
	

	
	tRNA-val
	69
	
	
	Estimate
	
	
	

	
	tRNA-leu
	73
	
	
	Estimate
	
	
	

	
	tRNA-ile
	111
	
	
	Estimate
	
	
	



Table S3. Analyses of molecular variance (AMOVA) with variance percentages for each locus, considering the four lineages of B. polytaenia and B. bandeirantes.

	 
	Source of variation
	 

	Locus
	Among lineages
	Within lineages
	Fst

	12S
	76.23
	23.77
	0.76228*

	16S
	77.40
	22.60
	0.77396*

	ND1
	80.23
	19.77
	0.80229*

	COI
	76.29
	23.71
	0.76285*

	Rag-1
	11.53
	88.47
	0.11534*

	RHO
	10.26
	89.74
	0.10255*


*Represent P-values of Fst < 0.005 

Table S4. Uncorrected p-distances of all loci among four lineages of B. polytaenia and B. bandeirantes.

	
	 
	 
	Between Lineage

	Gene
	Locus
	Lineages 
	Mant-East
	Mant-West
	Mar-North
	Mar-South

	mtDNA
	12S
	Mant-East
	-
	-
	-
	-

	
	
	Mant-West
	0,0071
	-
	-
	-

	
	
	Mar-North
	0,0189
	0,0173
	-
	-

	
	
	Mar-South
	0,0139
	0,0124
	0,0081
	-

	mtDNA
	16S
	Mant-East
	-
	-
	-
	-

	
	
	Mant-West
	0,0063
	-
	-
	-

	
	
	Mar-North
	0,0130
	0,0134
	-
	-

	
	
	Mar-South
	0,0158
	0,0167
	0,0144
	-

	mtDNA
	COI
	Mant-East
	-
	-
	-
	-

	
	
	Mant-West
	0,0218
	-
	-
	-

	
	
	Mar-North
	0,0355
	0,0408
	-
	-

	
	
	Mar-South
	0,0367
	0,0401
	0,0384
	-

	mtDNA
	ND1
	Mant-East
	-
	-
	-
	-

	
	
	Mant-West
	0,0328
	-
	-
	-

	
	
	Mar-North
	0,0512
	0,0567
	-
	-

	
	
	Mar-South
	0,0503
	0,0497
	0,0325
	-

	nuDNA
	Rag-1
	Mant-East
	-
	-
	-
	 

	
	
	Mant-West
	0,0039
	-
	-
	-

	
	
	Mar-North
	0,0073
	0,0072
	-
	-

	
	
	Mar-South
	0,0057
	0,0043
	0,0075
	-

	nuDNA
	RHO
	Mant-East
	-
	-
	-
	-

	
	
	Mant-West
	0,0002
	-
	-
	-

	
	
	Mar-North
	0,0009
	0,0007
	-
	-

	
	
	Mar-South
	0,0002
	0,0000
	0,0007
	-

	
	




Table S5. Summary statistics and neutrality tests for each locus for Mant-East, Mant-West, Mar-North, and Mar-South lineages of B. polytaenia and B. bandeirantes.
	Gene
	Locus
	Lineages
	L
	Summary Statistics
	 
	Neutrality tests

	
	
	
	
	N
	S
	H
	Hd
	π
	
	Tajima's D
	P-value
	Fu's Fs
	P-value

	mtDNA
	12S
	Mant-East
	919
	15
	13
	8
	0.876
	0.00352
	 
	-0.06060
	0.53800
	0.12961 
	0.50661

	
	
	Mant-West
	
	7
	5
	4
	0.810
	0.00249
	 
	-0.04140
	0.51770
	0.31115
	0.46302

	
	
	Mar-North
	
	4
	14
	3
	0.833
	0.00798
	 
	-0.04780
	0.66220
	0.91224
	0.29483

	
	
	Mar-South
	
	13
	5
	6
	0.718
	0.00123
	 
	-0.03542
	0.55740
	0.20269
	0.48764

	
	
	Total
	
	39
	40
	21
	0.946
	0.00970
	 
	-0.11670
	0.57590
	-0.22936
	0.54720

	mtDNA
	16S
	Mant-East
	1431
	19
	13
	10
	0.901
	0.00177
	 
	-0.05287
	0.53830
	0.09134
	0.51841

	
	
	Mant-West
	
	7
	7
	5
	0.857
	0.00214
	 
	-0.04156
	0.51040
	0.30723
	0.45984

	
	
	Mar-North
	
	5
	7
	3
	0.800
	0.00281
	 
	-0.03425
	0.57460
	0.51197
	0.37914

	
	
	Mar-South
	
	12
	23
	10
	0.970
	0.00484
	 
	-0.08030
	0.53980
	0.17533
	0.48135

	
	
	Total
	
	43
	64
	28
	0.973
	0.00983
	 
	-0.11608
	0.58020
	-0.30908
	0.55100

	mtDNA
	ND1
	Mant-East
	922
	14
	31
	11
	0.967
	0.01020
	 
	-0.08556
	0.53970
	0.17296
	0.48740

	
	
	Mant-West
	
	6
	12
	3
	0.733
	0.00766
	 
	-0.05893
	0.52580
	0.53687
	0.39896

	
	
	Mar-North
	
	5
	13
	4
	0.900
	0.00759
	 
	-0.05651
	0.57170
	0.66638
	0.37847

	
	
	Mar-South
	
	12
	24
	10
	0.970
	0.00876
	 
	-0.06790
	0.53560
	0.18828
	0.47870

	
	
	Total
	
	37
	109
	28
	0.985
	0.03562
	 
	-0.12101
	0.57780
	-0.23371
	0.54040

	mtDNA
	COI
	Mant-East
	459
	12
	13
	7
	0.879
	0.00911
	
	-0.06822
	0.53430
	0.16404
	0.48824

	
	
	Mant-West
	
	2
	1
	2
	1.000
	0.00218
	
	-
	-
	0.50861
	0.49739

	
	
	Mar-North
	
	4
	7
	3
	0.833
	0.00908
	
	-0.03404
	0.65660
	0.68845
	0.34319

	
	
	Mar-South
	
	12
	12
	7
	0.894
	0.00842
	 
	-0.006987
	0.53360
	0.18279
	0.48743

	
	
	Total
	
	30
	42
	19
	0.963
	0.02726
	 
	-0.10105
	0.56130
	-0.17925
	0.54300

	nuDNA
	Rag-1§
	Mant-East
	427
	26
	8
	10
	0.911
	0.00525
	 
	-0.53860
	0.53860
	0.00633
	0.54173

	
	
	Mant-West
	
	8
	2
	3
	0.714
	0.00234
	 
	-0.01851
	0.53830
	0.30896
	0.47149

	
	
	Mar-North
	
	6
	6
	3
	0.800
	0.00749
	 
	-0.02570
	0.53260
	0.37202
	0.44740

	
	
	Mar-South
	
	22
	8
	7
	0.831
	0.00511
	 
	-0.04926
	0.53840
	0.05078
	0.52739

	
	
	Total
	
	62
	12
	17
	0.907
	0.00549
	 
	-0.06642
	0.55540
	-0.14014
	0.55176

	nuDNA
	RHO§
	Mant-East
	304
	34
	1
	2
	0.114
	0.00038
	
	0.01301
	0.82540
	0.18725
	0.47086

	
	
	Mant-West
	
	14
	0
	1
	0.000
	0.00000
	
	-
	-
	-
	-

	
	
	Mar-North
	
	10
	1
	2
	0.356
	0.00117
	
	-0.01732
	0.65990
	0.31234
	0.44170

	
	
	Mar-South
	
	26
	0
	1
	0.000
	0.00000
	 
	-
	-
	-
	-

	
	
	Total
	
	84
	2
	3
	0.093
	0.00031
	 
	0.00396
	0.83990
	0.01092
	0.49758


L- length in base pairs; N- sample size; S- number of polymorphic sites; H- number of haplotypes; Hd- haplotype diversity; π- nucleotide diversity; §- phased sequences; (No P-value [<0.05] was significant for the Tajima's D and Fu's Fs tests).
Table S6. Occurrences points of Boana polytaenia and B. bandeirantes, used in the Ecological Niche Modeling (ENM). We present here only the 70 records used in the ENM, obtained after data filtering.
	Specie
	Longitude
	Latitude

	Boana_polytaenia
	-45.67782222
	-22.83133333

	Boana_polytaenia
	-45.00094444
	-21.74450278

	Boana_polytaenia
	-44.73705556
	-22.35869444

	Boana_polytaenia
	-46.54653611
	-21.90183056

	Boana_polytaenia
	-46.03777778
	-22.86166667

	Boana_polytaenia
	-44.60436389
	-22.00803333

	Boana_polytaenia
	-45.15667778
	-22.45439444

	Boana_polytaenia
	-45.10586389
	-22.46518333

	Boana_polytaenia
	-43.8896157
	-22.0052696

	Boana_polytaenia
	-45.6816174
	-22.786294

	Boana_polytaenia
	-46.4170955
	-23.1671773

	Boana_polytaenia
	-44.532439
	-22.330824

	Boana_polytaenia
	-43.589823
	-21.465856

	Boana_polytaenia
	-46.936367
	-23.232579

	Boana_polytaenia
	-43.356619
	-21.42684

	Boana_polytaenia
	-46.144444
	-22.755556

	Boana_polytaenia
	-46.569167
	-22.068333

	Boana_polytaenia
	-45.59
	-22.73

	Boana_polytaenia
	-45.165278
	-22.613333

	Boana_polytaenia
	-45.325205
	-21.936627

	Boana_polytaenia
	-45.625861
	-22.805833

	Boana_polytaenia
	-46.561667
	-21.788611

	Boana_polytaenia
	-44.68325833
	-22.383975

	Boana_polytaenia
	-44.94603485
	-22.39012647

	Boana_polytaenia
	-44.62846912
	-22.36942435

	Boana_polytaenia
	-42.9146039
	-21.9953615

	Boana_polytaenia
	-42.90072602
	-21.94686584

	Boana_polytaenia
	-44.47877619
	-21.94265342

	Boana_polytaenia
	-44.18027297
	-22.00479297

	Boana_polytaenia
	-43.37016072
	-21.79360844

	Boana_polytaenia
	-43.1973509
	-21.9335528

	Boana_polytaenia
	-45.26305564
	-22.21026996

	Boana_bandeirantes
	-44.62637222
	-22.72694194

	Boana_bandeirantes
	-45.347475
	-23.47988056

	Boana_bandeirantes
	-45.52855833
	-23.60203889

	Boana_bandeirantes
	-42.57346667
	-22.38228056

	Boana_bandeirantes
	-46.90136389
	-23.79200833

	Boana_bandeirantes
	-46.92532778
	-24.01061667

	Boana_bandeirantes
	-46.19642222
	-23.49335833

	Boana_bandeirantes
	-43.09825
	-22.46088889

	Boana_bandeirantes
	-42.98333
	-22.28884

	Boana_bandeirantes
	-45.85
	-23.53333

	Boana_bandeirantes
	-44.75
	-22.56667

	Boana_bandeirantes
	-41.919998
	-21.879999

	Boana_bandeirantes
	-42.6725598
	-22.2908764

	Boana_bandeirantes
	-46.9974556
	-23.8799339

	Boana_bandeirantes
	-46.623828
	-23.649941

	Boana_bandeirantes
	-45.139999
	-23.34

	Boana_bandeirantes
	-46.529722
	-23.66

	Boana_bandeirantes
	-44.563056
	-22.496111

	Boana_bandeirantes
	-43.178333
	-22.505

	Boana_bandeirantes
	-46.29995
	-23.77773

	Boana_bandeirantes
	-44.986833
	-23.21552

	Boana_bandeirantes
	-45.83
	-23.63

	Boana_bandeirantes
	-42.98
	-22.43

	Boana_bandeirantes
	-42.5333
	-22.2667

	Boana_bandeirantes
	-46.6167
	-23.5333

	Boana_bandeirantes
	-44.5833
	-22.6333

	Boana_bandeirantes
	-44.65
	-22.82

	Boana_bandeirantes
	-44.67
	-22.9631

	Boana_bandeirantes
	-46.3333
	-23.5333

	Boana_bandeirantes
	-45.4596019
	-22.9283955

	Boana_bandeirantes
	-46.02442846
	-23.55690684

	Boana_bandeirantes
	-47.5622874
	-24.0046517

	Boana_bandeirantes
	-43.24583333
	-22.42444444

	Boana_bandeirantes
	-42.4970617
	-22.3100763

	Boana_bandeirantes
	-45.273655
	-23.24831167

	Boana_bandeirantes
	-45.889592
	-23.654182

	Boana_bandeirantes
	-44.37328333
	-22.80808833

	Boana_bandeirantes
	-44.3227583
	-22.6836488




