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[bookmark: _Hlk79138569]1.0	Species-diagnostic Mitochondrial SNP Design

To develop species-diagnostic SNPs, we downloaded and aligned complete and partial mitochondrial genome sequences for both mountain lion (Ochoa et al. 2017; Saremi et al. 2019; GenBank accession Nos. KX808231.1, MH807447.1, MH814703.1, MH814705.1) and bobcat (Li et al. 2016; Paijmans et al. 2016; GenBank accession Nos. GQ979707.3, KP202285.1, KR132584.1). We selected five SNPs in the 12S ribosomal RNA region, four SNPs in the 16 ribosomal RNA region, and one SNP from the phenylalanine tRNA gene region that categorically differed between species.


[bookmark: _Hlk79138638]Table S1 Expected haplotypes, performance, and gene region for 10 species-diagnostic mitochondrial DNA SNPs based on screening in 45 mountain lion (Puma concolor) and 16 bobcat (Lynx rufus) individuals

	SNP locus
	Mountain lion haplotype
	Bobcat haplotype
	Call rate
	Gene region

	mtdna_1078*
	T
	C
	100%
	12S ribosomal RNA

	mtdna_1254
	G
	T
	100%
	12S ribosomal RNA

	mtdna_1403
	C
	T
	100%
	12S ribosomal RNA

	mtdna_1953
	T
	A
	100%
	16S ribosomal RNA

	mtdna_2089
	C
	T
	100%
	16S ribosomal RNA

	mtdna_2673
	C
	T
	100%
	16S ribosomal RNA

	mtdna_3050
	T
	C
	100%
	16S ribosomal RNA

	mtdna_587
	C
	T
	100%
	tRNA–Phe

	mtdna_658*
	T
	C
	100%
	12S ribosomal RNA

	mtdna_771
	T
	C
	100%
	12S ribosomal RNA


* SNP locus used in final panel



2.0	Sex-linked SNP design

[bookmark: _Hlk78880938][bookmark: _Hlk79051972]To develop sex markers, we selected two sex-linked loci: the SRY, which is highly conserved among felids and occurs only in males on the non-recombining region of the Y chromosome (King et al. 2007), and the zinc finger orthologs of the X chromosome (zfx) and Y chromosome (zfy) (Pecon-Slattery et al. 2000). We aligned SRY sequences from mountain lion, bobcat, Canada lynx, and tiger (GenBank accession Nos. DQ095190.1, DQ095170.1, DQ095166.1, DQ095173.1, respectively), and zfx and zfy sequences, respectively, from mountain lion (AF252988.1, AF253018.1) and bobcat (AF252975.1, AF253002.1). We selected two SNPs in the SRY region that differed between species and three SNPs differentiating zfx from zfy, but which did not differentiate species.


[bookmark: _Hlk78880271][bookmark: _Hlk79138155]Table S2 Expected genotypes and performance for five sex-linked SNPs based on screening in 19 mountain lion (Puma concolor) and 16 bobcat (Lynx rufus) individuals

	SNP locus
	Male genotype
	Female genotype
	Call rate
	Accuracy

	2FelidSRYSNP-AT
	Mount lion/tiger: T/-
Bobcat/lynx: A/-
	-/-
	100%
	>98%


	2FelidSRYSNP-GT*
	Mount lion: G/-
Bobcat/lynx/tiger: T/-
	-/-
	100%
	>95%


	mlbcZfy-680*
	C/T
	T/T
	100%
	>98%


	mlbcZfy-790
	C/T
	T/T
	100%
	>98%


	mlbcZfy-872
	A/G
	G/G
	91.3%
	>98%


* SNP locus used in final panel
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