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Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Sample sizes of n=4-5 (exact n values given in the figure legends) for mice and n=4 in humans were chosen based on experience with the
methodology but without evaluating statistical power. Sample size was consistent with other studies in this field (Ref. 23 and Ref. 25)

No data were excluded.

Replication is expressed in Supplemental Table 2 as accuracy and precision (measured three times) and was also observed by proportional
responses to multiple doses of 2H2O in mice.

To ensure robust reproducibility, standard curves containing known concentration ratios of unlabeled and labeled palmitate were run every
time with the samples to get the accurate enrichment.

Unlabeled biological sample (collected before 2H2O administration) was analyzed at least three times in order to correct the natural
abundance of palmitate and acetone.

Comparisons between groups were planned before statistical testing and target effects were not predetermined. Error bars displayed on
graphs represent the mean ± SEM of at least three to five independent subjects.

Only control human subjects were studied so no randomization was performed.

C57BL/6J mice were randomly assigned in four group and received IP injections of either 20, 5, 2.5, or 1 !L/g body weight of 2H2O (n=5 per
group) to quantify DNL in mice.

DNL measurements by 2H2O and 3H2O, SREBP-1a (n = 3) and littermate controls (n = 3) were randomly assigned for either 50 mCi of 3H2O or
99.9% of 2H2O injection.

Only control human subjects were examined, so blinding was not applicable to this portion of the study. Validation and method development
in mouse studies could not be blinded since multiple instrument settings needed to be tested for accuracy (i.e.AGC targets). There was only
one group for the 3H SREBP-1a comparison study, which could not be blinded.

Animal protocols complied with and were approved by the Institutional Animal Care and Use Committee at the UT Southwestern
Medical Center (APN: 2018-102548). The optimal 2H2O dose and timing for palmitate 2H measurements in plasma TG were
determined in C57BL/6J mice purchased from the UT Southwestern Mouse Breeding Core. Mice were maintained on a 12-h/12-h
dark/light cycle, with unrestricted access to food and water unless otherwise noted. Male mice, 16-18 weeks of age, were fasted 16




