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ARIVE The ARRIVE guidelines 2.0: author checklist

These items are the basic minimum to include in a manuscript. Without this information, readers and reviewers
cannot assess the reliability of the findings.

Section/line
Item Recommendation number, or reason
for not reporting

Study design 1  For each experiment, provide brief details of study design including: Groups were not compared. Mice

were only used for isolation of
3 - - mitochondria from quadriceps
a. The groups being compared, including control groups. If no control group has femoris skeletal muscle.
been used, the rationale should be stated.
Only single animals were used for each
b. The experimental unit (e.g. a single animal, litter, or cage of animals). e, T ocende from setea

Sample size 2 a. Specify the exact number of experimental units allocated to each group, and the Mitochondria isolated from four 810 vicek

total number in each experiment. Also indicate the total number of animals used. the experiments presented!in this stucy.
b. E_prain how _the _sample size was decided. Provide details of any a priori sample Caleaton of sample sze s ot spplcatle
Slze Ca|CU|atIOI’I, If done g‘ei‘\:ﬂsg::’ennalm methods for enrichment of
Inclusion and 3 a. Describe any criteria used for including and excluding animals (or experimental o ot
exclusion units) during the experiment, and data points during the analysis. Specify if these isolated from C57BL/6J mice.
criteria criteria were established a priori. If no criteria were set, state this explicitly.
No exclusions were made.
b. For each experimental group, report any animals, experimental units or data points
not included in the analysis and explain why. If there were no exclusions, state so.
Experimental groups only included
- a . mitochondria isolated from one mouse.
c. For each analysis, report the exact value of nin each experimental group.

Randomisation 4 a. State whether randomisation was used to allocate experimental units to control Randomisation was
and treatment groups. If done, provide the method used to generate the not applicable for the
randomisation sequence. studies we performed.

b. Describe the strategy used to minimise potential confounders such as the order No prior treatments or
of treatments and measurements, or animal/cage location. If confounders were measurements were performed |
not controlled, state this explicitly. of mitochondria.

Blinding 5 Describe who was aware of the group allocation at the different stages of the Not applicable, blinding
experiment (during the allocation, the conduct of the experiment, the outcome was not hecessary for
assessment, and the data analysis). our studies.

Outcome 6 a. Clearly dgfine all outcome measures assessed (e.g. cell death, molecular markers, | e e o e e

measures or behavioural changes). from mouse quadriceps skeletal muscle.
b. For hypothesis-testing studies, specify the primary outcome measure, i.e. the Hypothesis testing was not

outcome measure that was used to determine the sample size. performed in our studies.

Statistical 7 a. Provide details of the statistical methods used for each analysis, including ioehonciia respration imea/- SeM or

methods software used. o Coaptac rom .4 o 201

normalization. PCA. and determination of
b. Describ_e any methods used to assess whether the data mgt the assumptions of No further methods were
the statistical approach, and what was done if the assumptions were not met. used.

Experimental 8 a. Provide species-appropriate details of the animals used, including species, strain | The mice used for the studies were

animals and substrain, sex, age or developmental stage, and, if relevant, weight.

b. Provide further relevant information on the provenance of animals, health/immune | Notapicable, o urner relevart
status, genetic modification status, genotype, and any previous procedures. subjected to previous procedures prior to

Experimental 9  For each experimental group, including controls, describe the procedures in enough | e o o it

procedures detail to allow others to replicate them, including: etaton o miaehonari o1 "

. Mice were only used once for isolation of
a. What was done, how it was done and what was used. miochondia. o prer expermentl
b. When and how often. Acclimatization periods were not used and
are uncessary for the procedures we used.
c. Where (including detail of any acclimatisation periods).
Cervical dislocation was used to euthanize
d. Why (provide rationale for procedures). eUihaning mick has beon Shamn o efec
mitochondrial respiration.
Results 10 For each experiment conducted, including independent replications, report: P e oo <o e e o,

a. Summary/descriptive statistics for each experimental group, with a measure of
variability where applicable (e.g. mean and SD, or median and range).

b. If applicable, the effect size with a confidence interval.

platform in Figure 2 are shown as the mean
+/- SEM (Fig 2a, 2c and 2d) or mean +/- SD
(Fig 2b) of 8 replicate samples.

Not applicable since comparisons are
based on different mitochondrial inputs
(Fig 2a), or the result of multiple analyses,
of mitochondria from one preparation.
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	Study design - 1a: Groups were not compared. Mice were only used for isolation of mitochondria from quadriceps femoris skeletal muscle.
	Study design - 1b: Only single animals were used for each isolation of mitochondria from skeletal muscle.
	Sample size - 2a: Mitochondria isolated from four 8-10 week old C57BL/6J mice were used for all of the experiments presented in this study.
	Sample size - 2b: Calculation of sample size is not applicable for this study since it only entailed the development of methods for enrichment of mitochondria.
	Inclusion and exclusion criteria - 3a: No animals were excluded from the study.  We only used mitochondria isolated from C57BL/6J mice.
	Inclusion and exclusion criteria - 3b: No exclusions were made.
	Inclusion and exclusion criteria - 3c: Experimental groups only included mitochondria isolated from one mouse.
	Randomisation - 4a: Randomisation was not applicable for the studies we performed.
	Randomisation - 4b: No prior treatments or measurements were performed on the mice used for the isolation of mitochondria.
	Blinding - 5: Not applicable, blinding was not necessary for our studies.
	Outcome measures - 6a: Outcomes were only measured measured in enriched mitochondrial preparations from mouse quadriceps skeletal muscle.
	Outcome measures - 6b: Hypothesis testing was not performed in our studies. 
	Statistical methods - 7a: Statistical analyses of measurements of mitochondrial respiration (mean +/- SEM or SD) were performed using MS Excel 2016 and Graphpad Prism 9.4. Ratio normalization, PCA, and determination of significance of proteomics data using the Fisher's modification of the Students T-Test were performed using MarkerView (Version 1.2.1, Sciex). 
	Statistical methods - 7b: No further methods were used.
	Experimental animals - 8a: The mice used for the studies were all 8-10 week old C57BL/6J males.
	Experimental animals - 8b: Not applicable, no further relevant information is available.  Mice were not subjected to previous procedures prior to harvest of mitochondria.
	Experimental procedures - 9a: Male 8-10 week old C57BL/6J mice were euthanized via cervical dislocation and skeletal muscle immediately excised for isolation of mitochondria. 
	Experimental procedures - 9b: Mice were only used once for isolation of mitochondria. No prior experimental procedures were performed.
	Experimental procedures - 9c: Acclimatization periods were not used and are uncessary for the procedures we used.
	Experimental procedures - 9d: Cervical dislocation was used to euthanize mice because the use of anesthesia prior to euthanizing mice has been shown to effect mitochondrial respiration.

	Results - 10a: Data generated from the Seahorse XFe96 platform in Figure 2 are shown as the mean +/- SEM (Fig 2a, 2c and 2d) or mean +/- SD (Fig 2b) of 8 replicate samples.   
	Results - 10b: Not applicable since comparisons are based on different mitochondrial inputs (Fig 2a), or the result of multiple analyses, of mitochondria from one preparation. 


