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Antibodies
Antibodies used

Validation

This is a descriptive study illustrating a real world example of WGS in a rare disease clinic. We included all patients attending our clinical
service who consented to be included in the 100,000 Genomes study. No statistical analysis was used to determine this sample size.

None

This is a unique cohort and it was not possible o obtain this level of clinical detail on another group of patients with suspected mitochondrial
disease who had undergone WGS

This is not relevant as the basis of the study is that all patients underwent the same diagnostic process. All the experiments reported in this
paper were to verify the effect of variants identified in specific patients. For each experiment we had only one clinical case and a heathy
control group, including 2 or 5 biologically independent controls. The controls were chosen to match the sex and age of the patient sample.

Blinding is not possible as the hypothesis is based on detailed interrogation of the patients specific presentation. i.e., knowledge of each
specific patient, including physical examination and review of investigations was a necessary part of the methodology for the clinician involved
in reviewing data. The bioinformatician was blinded to the patients identities. Interpretation of histopathology was performed by a senior
pathologist blinded to patient identity and clinical data.

Primary antibodies used: COX7B (ab137094, Abcam); ATP5A, UQCRC2, COXII, SDHB and NDUFB8 (Total OXPHOS Human WB Antibody
Cocktail- ab110411, Abcam); SDHA (14865-1-AP Proteintech); ß-actin (4970, Cell Signalling) and GAPDH (AM4300, ThermoFisher
Scientific); MHCD (NCL-MHCd, Leica Biosystems) and MHCN (NCL-MHCn, Leica Biosystems)

Secondary antibodies used: IRDye® 800CW Goat anti-Mouse IgG (926-32210, Li-cor Biosciences); IRDye® 680LT Goat anti-Mouse IgG
(926-68020, Li-cor Biosciences); IRDye® 800CW Goat anti-Rabbit IgG (926-32211, Li-cor Biosciences) and IRDye® 680RD Goat anti-
Rabbit IgG Secondary Antibody (926-68071, Li-cor Biosciences)

COX7B (ab137094, Abcam) - According to manufacturer's website, the antibody was validated in COX7B knockout in HeLa cells

Total OXPHOS Human WB Antibody Cocktail (ab110411, Abcam) - According to manufacturer's protocol, the cocktail is suitable for
Western Blotting analysis of the relative levels of the 5 OXPHOS complexes in mitochondrial preparations from human sources. The
company does not provide a validation western blot for this antibody. However, on the company website it has been referenced in
348 publications.

SDHA (14865-1-AP Proteintech) - According to manufacturer's protocol, antibody has been validated on human samples. Company
website reports three publications where the antibody was validated by protein knockdown in human samples.

ß-actin (4970, Cell Signalling) - Data on HeLa and A431 cell lines are reported in the manufacturer's website. According to




