Supplementary Table 1. PCR mix, primers and conditions used for each molecular marker sequenced in this study.
	
	Cox2
	ITS2
	Cytb
	Cox1
	EF1-α

	PCR Mix

	Forward Primer (10 M)
	5 µl
	5 µl
	5 µl
	5 µl
	5 µl

	Reverse Primer (10 M)
	5 µl
	5 µl
	5 µl
	5 µl
	5 µl

	Template DNA
	5 µl
	5 µl
	5 µl
	5 µl
	5 µl

	goTaq G2 Green Master Mix DNA polymerase
	25 µl
	25 µl
	25 µl
	25 µl
	25 µl

	Autoclaved distilled water to
	50 µl
	50 µl
	50 µl
	50 µl
	50 µl

	PCR Primers

	Forward Primer
	F-Leu (Whiting, 2002)
	senITS2 (Vobis et al., 2004)
	CytbF (Dittmar and Whiting, 2003)
	Kmt6 (Zhu et al., 2015)
	M47F (Zhu et al., 2015)

	Reverse Primer
	R-Lys (Whiting, 2002)
	ITS2R (Luchetti et al., 2007)
	A5F (Dittmar and Whiting, 2003)
	HCO2198 (Folmer et al., 1994)
	rcM4.0 (Whiting et al., 2002)

	PCR Conditions

	Initial Denaturing
	95 ºC for 3´
	94 ºC for 5´
	95 ºC for 12´
	96 ºC for 2´
	94 ºC for 5´

	Number of cycles
	37
	35
	30
	40
	40

	Denaturing
	94 ºC for 30´´
	94 ºC for 60´´
	95 ºC for 30´´
	94 ºC for 30´´
	94 ºC for 30´´

	Annealing
	42 ºC for 30´´
	55 ºC for 60´´
	40 ºC for 30´´
	50 ºC for 30´´
	56 ºC for 45´´

	Primer extension
	72 ºC for 15´´
	72 ºC for 60´´
	68 ºC for 2´
	72 ºC for 60´´
	72 ºC for 60´´

	Final extension
	72 ºC for 5´
	72 ºC for 10´
	68 ºC for 7´
	72 ºC for 7´
	72 ºC for 7´





References

Dittmar K and Whiting MF (2003) Genetic and phylogeographic structure of populations of Pulex simulans (Siphonaptera) in Peru inferred from two genes (CytB and CoII). Parasitology Research 91, 55–59.

Folmer O, Black M, HoehW, Lutz R and Vrijenhoek R (1994) DNA primers for amplification of mitochondrial cytochrome c oxidase subunit I from diverse metazoan invertebrates. Molecular Marine Biology Biotechnology 3, 294–299.

Luchetti A, Trentini M, Pampiglone S, Fiorawanti ML and Mantovani B (2007) Genetic variability of Tunga penetrans (Siphonaptera, Tungidae) and fleas across South America and Africa. Parasitology Research 100, 593–598.

[bookmark: _GoBack]Vobis M, D’Haese J, Mehlhorn H, Mencke N, Blagburn BL, Bond R, Denholm I, DrydenMW, Payne P, Rust MK, Schroeder I, Vaughn MB and Bledsoe D (2004) Molecular phylogeny of isolates of Ctenocephalides felis and related species based on analysis of ITS1, ITS2 and mitochondrial 16S rDNA sequences and random binding primers. Parasitology Research 94, 219–226.

Zhu Q, Hastriter MW, Whiting MF and Dittmar K (2015) Fleas (Siphonaptera) are Cretaceous, and evolved with Theria. Molecular Phylogenetics and Evolution 90, 129–139. 

