Protocols of PCR and Sequencing.
PCR and Sequencing Methods.

For mtDNA control region sequence, the fragment 520 base pairs (bp) was amplified using primer pair L16750: 5’- AGGACTACGGCTTGAAAAGC -3’ / H522: 5’- ATGTGCCTGACCGAGGAACCAG -3’. The PCR amplification was performed in a 50 µl volume of mix with 10 ng of genomic DNA, 0.2 mM of each dNTPs, 10 pM each primer, 5 µl of 10x buffer, 1.25U Taq polymerase (TaKaRa®) under the following conditions: preliminary denaturation at 96 oC for 3 min, followed by 35 cycles of 94 oC for 1 min, 63 oC for 1 min, 72 oC for 1 min, and a final extension of 10 min at 72 oC.
For mtDNA complete genome amplification, five pairs of primers (see following) designed for five overlapping fragments were used. The long fragment PCR amplification was performed in a 50 µl volume of mix with 50 ng of genomic DNA, 0.4 mM of each dNTPs, 10 pM each primer, 5 µl of 10x buffer(Mg2+ Plus), 2.5U LA Taq polymerase (TaKaRa®) under the following conditions: preliminary denaturation at 94 oC for 1 min, followed by 30 cycles of denaturation at 94 oC for 30 s and annealing at 64–68 oC for 10 min, and ended with a final incubation at 72 oC for 10 min.
LA-PCR primer pairs for chicken complete mtDNA amplification

	Pairs
	Forward 
	Forward Primer Sequence (5’ – 3’)
	Reverse 
	Reverse Primer Sequence (5’ – 3’)

	1
	1926U30
	ATA CCG CCG TCG CCA GCC CAC CTC TAA TGA
	6287L30
	AGG CCT TTG GTT TGG TGA CAG TTA ATC CTA

	2
	4107U30
	ATC CTA ATC GCC GTG GCC TTC TTA ACA CTT
	8843L30
	GTT TGA TTT AGT CGT CCA GGG ATT GCG TCT

	3
	7956U30
	CGA CGA TAC TCA GAT TAC CCA GAC GCC TAC
	12195L30
	TGA CTC GTA TGA TGC CAT ATC CGC CTA GTT

	4
	11064U30
	CGC CCT CCT CAC ATT TGG TCT CAT CTA CGA
	15899L30
	TTC TAC TGG TTG GCT TCC GAT TCA GGT TAG

	5
	14569U30
	CTA GCC CTA GAA CTC TCA AGC CTA TCA TAC
	2472L30
	TTT CAT CTT TCC CTT GCG GTA CAG TTA GCC


The PCR products were purified with spin columns (Watson BioTechnologies) and then were sequenced for both strands using the BigDye Terminator Cycle Sequence Kit 3.1 (ABI Applied Biosystems) and was run on an ABI 3730 DNA Analyzer (ABI Applied Biosystems). The primers used for sequencing were composed of 37 primer sets reported previously (Nishibori et al. 2001) and 41 internal primers designed in this study (see following).
The newly designed 41 inner primers for the complete mtDNA sequencing

	Primers
	Sequence (5’ – 3’)
	Size (bp)

	182U18
	CCC AAT GTC CAT TCT ATG
	18

	818L22
	CCA TAA CCA AAT GCG ATC CAA A
	22

	780U20
	GTT TGC GTG TAT GGG GAA TC
	20

	1421L22
	AAG GCG TCT TGG GCT ACT GCT G
	22

	1349U21
	AGT ATC CGC ATC CCA GTG AAA
	21

	1794U23
	CCG CCT GAG AAC TAC GAG CAC AA
	23

	2324L19
	AGG CGA CCT TGT CTG TTG A
	19

	2398U21
	CTC CCC CTC TTA ACC AAA ACA
	21

	2910U18
	CCA ACA AAA GAG TGC GTC
	18

	3423U22
	AAG ACG AGA AGA CCC TGT GGA A
	22

	3907U20
	GAA TAC AAC TCA ACT GCC AA
	20

	4426U18
	CCGGATGAGCATCAAACT
	18

	5226U21
	CCC CTT CCC CTA CTA ATG AAC
	21

	5830L18
	GAA TAG TGA GTT GTG GGT
	18

	5832U21
	CCA CAA CTC ACT ATT CTC ACC
	21

	6112U18
	TCT TCT ACC TCC GAC TTG
	18

	6737L19
	TAG AAG GCT AAG TGC TGT G
	19

	7269U19
	CTA CTT ACC GAC CGC AAC C
	19

	7706U18
	GGG AAT CGT CCT TGC TAA
	18

	8052U18
	TTC ATC GTC TGA GAA GCC
	18

	8484U18
	TCA AAC ACC GTA GAT GCC
	18

	8842U19
	CAG ACG CAA TCC CTG GAC G
	19

	9300U18
	CTC CCA TCA CTC CTT CTT
	18

	9716U18
	ACG CCT AAC AGC AAA CCT
	18

	10152U18
	AGG GCC TAC GAT ACG GAA
	18

	10510U18
	CTT CTT CGT CGC TAC AGG
	18

	10889U18
	CGA ATG CGG ATT TGA CCC
	18

	11248U18
	GAC TAG CAT TCC ACC GAA
	18

	11660U18
	GAC CAA ATC TCA ACT CCC
	18

	12311L18
	GTC TGT TTG GCG TAA GCA
	18

	12694U18
	CGC CTC TTA CAC CCT CTA
	18

	13127U19
	TAC CCC TAT TAT CCT TCC C
	19

	13728L18
	AGC GGA TTT TCC TGT GGC
	18

	13880U18
	TAA AAC AGC CCT GAC AAC
	18

	14440U18
	TAG CCC TTG GCA GCA TTA
	18

	14770U18
	CCA ACC TTC ATC TCA CCA
	18

	15174U18
	TAT CTT CCT TCA CAT CGG
	18

	15530U18
	CAT CCG ACT CTG ACA AAA
	18

	15993U18
	CCC CAC AAT CGG AAC ACT
	18

	16310U18
	TCC ACT AAA ATC CAA CCG
	18

	16710L18
	GGT CTA ACC AAG CGG GAA
	18
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