[bookmark: _GoBack]SUPPLEMENTARY MATERIAL (modified from Potter et al. 2012a)
DNA extraction, PCR amplification, cloning and sequencing
Genomic DNA was extracted from ethanol preserved tissues using the Gentra DNA Isolation Kit (Gentra Systems), and from frozen tissues following the ‘salting out’ method (Sunnucks and Hales 1996). Two mitochondrial gene segments and four nuclear regions were PCR amplified (see below for primers); mitochondrial control region (CR) and NADH dehydrogenase subunit 2 (ND2); non-coding nuclear ω -globin (intron 2; omega-globin gene), protein coding portions of exon11 of the breast and ovarian cancer susceptibility gene (BRCA1). These markers were chosen for their ability to resolve marsupial interspecies relationships (Fumagalli et al. 1997; Meredith et al. 2008; Osborne and Christidis 2001). Two anonymous nuclear markers (coded A1 & A2) were also amplified. 

PCR-amplifications were carried out in 25μL reactions with ~100ng genomic DNA, 1 x PCR buffer (Applied Biosystems), 0.20mM dNTPs, 2.5mM MgCl2, 2 pmol primers and 0.1 U AmpliTaq GoldTM polymerase (Applied Biosystems). Thermocycling conditions were: initial denaturation at 94°C for 9 min; 34-40 cycles of 45 sec at 94°C (denaturation), 45 sec at 48°C (ND2), 48-50°C (BRCA1), 52°C (A1) and 55°C (CR, ω-globin, A2) (annealing), and 1 min at 72°C (extension); and a final extension for 6 min at 72°C. PCR products were purified using USB®  ExoSAP-IT® (Affymetrix) and sequenced on an AB 3730xl  DNA Analyzer (Applied Biosystems) by the Australian Genome Research Facility (AGRF). 



Oligonucleotide primer sequences.

	Gene region
	Primer Name
	Sequence (5’-3’)
	Source

	mtDNA
CR
	
L15999M 
H16498M 
	
ACCATCAACACCCAAAGCTGA CCTGAAGTAGCAACCAGTAG
	
(Fumagalli et al. 1997)


	ND2
	M635 (mmND2.1)
M636 (mrND2c)
	GCACCATTCCACTTYTGAGT
GATTTGCGTTCGAATGTAGCAAG
	(Osborne and Christidis 2001)

	nDNA
BRCA1
	
G1798 (F-498MAC)
G1799 (R11)
G1800 (F9)
G1801 (R-1MAC9-20)
	
CCAGAGGTAATCCTCAGAACTG
AGTTCTGAAAGTGGATTCTTT
CTGACCTRCAGCCTGAGGATTTCAT
CTGCAGCTAGCTAACACTTGATC
	
(Meredith et al. 2008)


	ω-globin
	G314
G424
	GGAATCATGGCAAGAAGGTG
CCGGAGGTGTTYAGTGGTATTTTC
	(Wheeler et al. 2001)
(Blacket et al. 2006)

	A1
	G1732
G1733
	ATAAACCCAAAGACCAAAAG GAAAAACGATGAGAAAGAAG
	

	A2
	G1738
G1739
	GCTTCTATGACTTCCCCT
CCGTATTGTGTTACTGTG
	



