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Supplemental Materials
Materials and Methods
Isolation of Mitochondria from Rat Skeletal Muscle
A mitochondria-enriched fraction was isolated from a homogenate by differential centrifugation, as described in a previous report [1,2]. At 24 h postinjection, the rats were sacrificed and the crural muscles were harvested and minced with scissors, and the minced tissue was added to 1 mL of ice-cold mitochondrial isolation buffer [MIB: 250mM sucrose, 2 mMTris–HCl, 1 mM EDTA, pH 7.4]. The suspension was homogenized using a PreCellys, and centrifuged at 800 g for 5 min at 4 °C. A 500 μL of supernatant was transferred into ice-cold tubes containing 500 μL of MIB, and then centrifuged at 800 g for 5 min at 4 °C. A 500 μL aliquot of the supernatant was transferred into ice-cold tubes containing 500 μL of MIB, and the suspensions were centrifuged at 7,500 g for 10 min at 4 °C. 
The pellets were washed with EDTA-free MIB, and the pellets were resuspended in EDTA-free MIB and the resulting suspensions were used as the mitochondria-enriched fraction. The purity of the mitochondria-enriched fraction was confirmed by western blotting to detect organelle specific protein [3].
Quantification of DNA by q-PCR
q-PCR was performed using a 7500 Real Time PCR system (Applied Biosystems, Foster City, CA) with the following parameters: an initial denaturation at 95 °C for 10 min, followed by 40 cycles at 95 °C for 15 s and 60 °C for 1 min. SYBR Green qPCR Mastermix (TOYOBO, Osaka, Japan) was used to indicate target gene amplification and the specificity of amplification was examined by automated dissociation stage analysis. A portion of the extracted DNA was analyzed for pDNA or mtDNA, using primers Luc (+) and Luc (−) and primers Rat D-loop (+) and Rat D-loop (−) [Table S1]. The copy number of pDNA or mtDNA was absolutely quantified using real time PCR. To quantify the mtDNA, a standard curve was prepared using mtDNA obtained from rat liver mitochondria. Rat liver mitochondria was prepared as described in a previous report [1,2], and mtDNA was isolated from the rat liver mitochondria by alkaline extraction, as described in a previous report [4].
Table S1. Primers used for the PCR to quantify pDNA and mtDNA.
	Primers
	Nucleotide sequence
	Purpose

	Luc (+)
	5'-GGTCCTATGATTATGTCCGGTTATG-3'
	Quantification for pDNA (exogenous gene)

	Luc (−)
	5'-ATGTAGCCATCCATCCTTGTCAAT-3'
	

	Rat D-loop (+)
	5'-GCTTCTTCGCATTCCACTTC-3'
	Quantification for mtDNA (exogenous gene)

	Rat D-loop (−)
	5'-TCGGAGTTTAATCCTGTGGG-3'
	


Oligonucleotides were purchased from Sigma Genosys Japan (Ishikari, Japan) in purified form.
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