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Additional file S1

Table: List of external COI sequences used in this study. The sequence in bold corresponds to type-locality of P. rubiginosus, caught in MatoGrosso, Brazil compared to P. sp4 in De Thoisy et al (2014).
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Additional file S2
Table: Characteristics of microsatellite markers.
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Additional file S3
Graphical representation of assignation probabilities for Pteronotus A and Pteronotus B sampled. Each individual (x axis) is represented by a vertical bar divided in two parts according to its assignation probability (y axis) in each of the two clusters.

[image: ]




Additional file S4
Table: Pairwise Fst values between caves for each species and both sexes. 

	Females A

	 
	PA
	SC
	MG

	MA
	0.095
	-0.018
	0.009

	PA
	
	0.016
	0.025

	SC
	
	
	-0.004

	Females B

	MA
	-0.001
	-0.003
	-0.002

	PA
	
	-0.006
	-0.004

	SC
	
	
	-0.010

	Males A

	MA
	0.006
	0.000
	-0.008

	PA
	
	0.005*
	-0.011

	SC
	 
	 
	-0.007

	Males B

	MA
	0.002
	0.003
	-0.002

	PA
	
	-0.001
	0.000

	SC
	 
	 
	0.000





Additional file S5
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Figure: Forearm length (mm) and echolocation frequency (kHz) depending on the genetic status of individuals according to the relaxed approach (A = Pteronotus A, B = Pteronotus B, HybA = hybrids mostly assigned to cluster A by STRUCTURE, Hyb B = hybrids mostly assigned to cluster B by STRUCTURE). The number of individuals available for hybrid classes is indicated on the graph.
Globally, hybrids presented features similar to the the features observed in the cluster to which they had the higher assignment probability. The low number of individuals did not allow us to test reliably differences between pure individuals and hybrids. 



Additional file S6

Table: Life cycle of Pteronotus A and B. PRE = Pregnant, LAC = Lactating females, PLAC = Post-lactating females, NS = No status (non pregnant, non-lactating, non post-lactating females, and non breeding males). n(A): number of Pteronotus A (number of adult females in parentheses); n(B): number of Pteronotus B (number of adult females in parentheses); n: total number of Pteronotus.


	
	                Pteronotus A
	n(A)
	               Pteronotus B
	n(B)
	n

	Status
	PRE
	LAC
	PLA
	NS
	
	PRE
	LAC
	PLA
	NS
	
	

	July
	2
	-
	-
	117
	119(24)
	27
	15
	-
	95
	137(74)
	256

	August
	-
	-
	-
	1
	1(0)
	-
	-
	2
	5
	7(3)
	8

	September
	-
	-
	-
	121
	121(24)
	-
	-
	12
	89
	101(29)
	222

	October
	-
	1
	-
	83
	84(24)
	-
	-
	19
	159
	178(71)
	262

	Total
	2
	1
	0
	322
	325(72)
	27
	15
	33
	348
	423(177)
	748
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Accesion no.Voucher/Isolate no.  Species Country Reference
EF080591 ~ ROM 109253  P.gymnototus Guyana Clare et al. 2007
EF080590  ROM 115628  P.gymnototus Guyana Clare et al. 2007
EF080596  ROM 115597  P.personatus Guyana Clare et al. 2007
EF080597 ~ ROM 109298  P.personatus Guyana Clare et al. 2007
1F499030 BCBF 44 Belize Clare et al. unpublished
JF448266  ROM 101476 £l Salvador Clare et al. 2011
KF636806  MHNG-1978.086 French Guyana De Thoisy et al. 2014
KF636805  MHNG-1978.082 French Guyana De Thoisy et al. 2014
KF636793  MHNG-1978.088 French Guyana De Thoisy et al. 2014
EF080592  ROM 108916 Guyana Clare et al. 2007
JFA48461  ROM F43287 Guyana Clare et al. 2011
JF448246  ROM 100417 Guyana Clare et al. 2011
JF448375  ROM 101046 Guyana Clare et al. 2011
JF448455  ROM 113395 Guyana Clare et al. 2011
JFA59251  ROM 119844 Guyana Lim et al. Unpublished
JFA59254  ROM 119770 Guyana Lim et al. unpublished
KF636820  ROM 120826 Jamaica De Thoisy et al. 2014
KF636799  MZUSP35152 Mato Grosso De Thoisy et al. 2014
JFA48279  ROM 95741 Mexico Clare et al. 2011
EU096919  ROM 117576 Suriname Borisenko et al. 2008
EU096924  ROM 117654 Suriname Borisenko et al. 2008
JF448283  ROM 107924 Venezuela Clare et al. 2011

F448397  ROM 107943 Venezuela Clare et al. 2011
JF448281  ROM 107858 Venezuela Clare et al. 2011
JF448306  ROM 107189 P.parnelli Guyana Clare et al. 2011
KU194507  RLW Ppa295 P.parnelli Mexico Lépez Wilchis et al. 2016
KU194516  RLW Ppa613 P.parnelli Mexico Lépez Wilchis et al. 2016
KU194496  UFRIBRA4S68  P.pamelli Brazil Lépez Wilchis et al. 2016
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Marker Name Primer (5'-3') with dye (forward), pig-tails and poly-A (Reverse) Primer (5'-3') Dye

Fragment length 

(bp)

Pattern

Bat-PP01-F-FAM Bat-PP01

Forward : 6FAM-GAAAGAAATGTCCTTGGGTGA                                                                                                                                  

Reverse : GTGTCTTTGTCAGGCACTGAGGTAAACA

Forward : GAAAGAAATGTCCTTGGGTGA                                                                                                                                  

Reverse : TGTCAGGCACTGAGGTAAACA

FAM 73-102 AGGA

Bat-PP02-F-NED Bat-PP02

Forward : NED-GCTATTTACCCTTCTTCCCTCTG                                                                                                                              

Reverse : GTGTCTTCTTTGTTCTTGGCACAACTGA

Forward : GCTATTTACCCTTCTTCCCTCTG                                                                                                                              

Reverse :CTTTGTTCTTGGCACAACTGA

NED 91-115 TCCA

Bat-PP03-F-VIC Bat-PP03

Forward : VIC-CATCACGGATGGTGAATCAG                                                                                                                                       

Reverse : GTGTCTTCTTCCTGGCAAACCTTTCCT

Forward : CATCACGGATGGTGAATCAG                                                                                                                                       

Reverse : CTTCCTGGCAAACCTTTCCT

VIC 92-105 TGGA

Bat-PP05-F-PET Bat-PP05

Forward : PET-CTGGAGGCGTCTCAGTGTC                                                                                                                                       

Reverse : GTGTCTTGAGAAGTTTGGGTAGGTTTTGG

Forward : CTGGAGGCGTCTCAGTGTC                                                                                                                                       

Reverse : GAGAAGTTTGGGTAGGTTTTGG

PET 107-120 ATAC

Bat-PP08-F-FAM Bat-PP08

Forward : 6FAM-TAAACATGTCCTCCGGTGAG                                                                                                                                   

Reverse : GTGTCTTTCCCAGCATCAACAAACAGT

Forward : TAAACATGTCCTCCGGTGAG                                                                                                                                   

Reverse : TCCCAGCATCAACAAACAGT

FAM 104-136 GGAA

Bat-PP09-F-NED Bat-PP09

Forward : NED-TTGCTGGTGAAGTACAGTGC                                                                                                                                  

Reverse : GTGTCTTTGACCATGTAACAGGCACTTC

Forward : TTGCTGGTGAAGTACAGTGC                                                                                                                                  

Reverse : TGACCATGTAACAGGCACTTC

NED 123-152 ATCT

Bat-PP10-F-PET Bat-PP10 *

Forward : PET-CTGGCCTTTCGTTTTGACTC                                                                                                                                

Reverse : GTGTCTTAAAAAAAATGGTTATCAGCAATTTGTGC

Forward : CTGGCCTTTCGTTTTGACTC                                                                                                                                  

Reverse : TGGTTATCAGCAATTTGTGC

PET 131-159 AC

Bat-PP12-F-FAM Bat-PP12 *

Forward : 6FAM-TCAGGAATGTGAAAGGGCTC                                                                                                                               

Reverse : GTGTCTTAAAAAAAAAAAAAAAGAGCACTTGGCACTTAGTGGA

Forward : TCAGGAATGTGAAAGGGCTC                                                                                                                                  

Reverse : GAGCACTTGGCACTTAGTGGA

FAM 144-161 TTCA

Bat-PP13-F-VIC Bat-PP13

Forward : VIC-TGATGAAGGTGGCAAAAACA                                                                                                                                   

Reverse : GTGTCTTGTGTATAGTGTAAGAAGGTGGTCTAGC

Forward : TGATGAAGGTGGCAAAAACA                                                                                                                                   

Reverse : GTGTATAGTGTAAGAAGGTGGTCTAGC

VIC 138-143 AATT

Bat-PP14-F-VIC Bat-PP14

Forward : VIC-CCCCATATACCTATCACCCAGA                                                                                                                           

Reverse : GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAATGGATGAAGATATGAATAAAGGGA

Forward : CCCCATATACCTATCACCCAGA                                                                                                                             

Reverse : ATGGATGAAGATATGAATAAAGGGA

VIC 153-196 TCTA

Bat-PP15-F-NED Bat-PP15

Forward : NED-CATGAACAAACCGGTGACAG                                                                                                                               

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAATCTGTTCAAGCTAAGAAAGTAATGT

Forward : CATGAACAAACCGGTGACAG                                                                                                                                 

Reverse : AATCTGTTCAAGCTAAGAAAGTAATGT

NED 156-192 TAGA

Bat-PP16-F-PET Bat-PP16

Forward : PET-TAAGTGGTGGAGCTGGGATT                                                                                                                            

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAGACATATGCATTAGATGGATCG

Forward : TAAGTGGTGGAGCTGGGATT                                                                                                                                 

Reverse : AAGACATATGCATTAGATGGATCG

PET 163-192 ATCC

Bat-PP17-F-FAM Bat-PP17

Forward : 6FAM-AGGACACTTGAATTCCTGTCAGA                                                                                                                       

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAGAGAAGATGGATGGATAGGTAGG

Forward : AGGACACTTGAATTCCTGTCAGA                                                                                                                            

Reverse : GAGAAGATGGATGGATAGGTAGG

FAM 171-208 TCTA

Bat-PP18-F-VIC Bat-PP18

Forward : VIC-GATGAGAAATGTTCATCATGGTC                                                                                                                              

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACCTTCTCAGCTCTTCCTCC

Forward : GATGAGAAATGTTCATCATGGTC                                                                                                                              

Reverse : CCTTCTCAGCTCTTCCTCCC

VIC 187-226 GATA

Bat-PP21-F-NED Bat-PP21

Forward : NED-GGCTGCATGGGATTATCATT                                                                                                                                      

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAATCCATCTTTTCTCTTG

Forward : GGCTGCATGGGATTATCATT                                                                                                                                      

Reverse : TCCATCTTTTCTCTTGGCTTTC

NED 193-222 TGGA

Bat-PP22-F-PET Bat-PP22

Forward : PET-CAACCTACTTCCACCTATCAGTCT                                                                                                                            

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAGCACCTGGGATAATG

Forward : CAACCTACTTCCACCTATCAGTCT                                                                                                                            

Reverse : GCACCTGGGATAATGGGTAG

PET 206-222 ATCC

Bat-PP23-F-FAM Bat-PP23

Forward : 6FAM-AGTGGATCTTCGCACTGGTT                                                                                                                                     

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAATTCATAGCACCTGGCATGT

Forward : AGTGGATCTTCGCACTGGTT                                                                                                                                     

Reverse : TTCATAGCACCTGGCATGTT

FAM 218-238 CATC

Bat-PP24-F-NED Bat-PP24

Forward : NED-GCTGGTTGGGTGGAAAGTAA                                                                                                                                     

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACAGGCAGATCAAAACTA

Forward : GCTGGTTGGGTGGAAAGTAA                                                                                                                                     

Reverse : CAGGCAGATCAAAACTACAACA

NED 230-252 TGTT

Bat-PP26-F-PET Bat-PP26

Forward : PET-TGCCTAAGAGCCTGTGCAT                                                                                                                                        

Reverse : 

GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAATTGTGGGCCCAGCAT

Forward : TGCCTAAGAGCCTGTGCAT                                                                                                                                        

Reverse : TTGTGGGCCCAGCATAAC

PET 225-246 CCAT

Bat-PP27-F-VIC Bat-PP27 *

Forward : VIC-AACCACCAACCTGGAAGATG                                                                                                                                                                                                             

Reverse : GTGTCTTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACTCAATGATGTGCAGGATCG

Forward : AACCACCAACCTGGAAGATG                                                                                                                                                                                                             

Reverse : CTCAATGATGTGCAGGATCG

VIC 233-239 AC


