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Sample size

Data availability. Source data are provided with this paper. The raw and processed metagenomic sequence data generated in this study have been deposited in the
BioProject database under accession code PRJNA913183 [https://www.ncbi.nlm.nih.gov/bioproject/ PRJNA913183] PRJNA947193 [https://www.ncbi.nlm.nih.gov/
bioproject/PRJNA947193]. The following analytical tools (with respective version numbers) were used in this manuscript: ComplexHeatmap 2.14.0; FastQC 0.12.0;
GGplot2 3.4.1; HG28 GRCh38.p14; MaAsLin2 1.12.0; MetaPhlAn3 3.0.14; Microbiome 1.20.0; Phyloseq 1.42.0; R 4.2.2; SAS 9.4; TrimGalore 0.6.5; Vegan 2.6-4.

We collected information on self-reported sex and reported it in the baseline characteristics table. We did not need to
conduct analyses separately by sex due to the crossover design allowing us to evaluate within participant changes on the
control diet (Western Diet) and the intervention diet (Microbiome Enhancer Diet). The source data on demographics,
including sex, are provided in Source Data files.

We published the full clinical trial design where details can be obtained on the population and methods: PMID: 32875141;
We also provided the study protocol as supplementary material and provided a table with characteristics (Table 1). Since the
design was a crossover- there were no relevant co-variates in the analysis.

Briefly, young, healthy, weight-stable individuals were enrolled to quantify whole body bioenergetics without the
confounding effects of age and metabolic disease14, and to establish the comparative data needed for future studies
enrolling people with various health conditions. The study sample was 30.8 ± 1.9 years of age, with a BMI within the normal
weight to overweight range. All participants reported normal stool patterns based on the Bristol Stool Scale. We excluded
people with recent antibiotic use or chronic health conditions by medical history and standard clinical labs.

Participants were recruited from the Orlando, Florida, USA metro area through the use of our database, medical records
review and advertising campaigns. Despite selecting a random sample from the general population, with the exception that
we intentionally balanced the population by sex, small and time-intensive studies like this one can lead to selection bias,
which might limit generalizability. In our case, because each participant serves as their own control and the the treatment
sequence allocation was balanced, selection bias is only likely to impact the generalizability to other populations.

The study was approved by the AdventHealth Institutional Review board.

Approach and assumptions in the power analysis (Primary endpoint, Fecal COD): Source data for this power analysis came from replicate
samples from 10 participants having within- and between-participant variances, as well as technical replicates. Replicate variability of the COD
method was approximately 3.0%. These variances were in line with those reported for fecal calcium. Our power analysis indicates that a
sample size of n = 14 (completers) is needed to observe an effect size of roughly 80 kcal/day at 80% power. Our model predicted a delta of
approximately 110 kcal/day in fecal COD between the two dietary interventions, thus we were sufficiently powered with n = 18 to observe the
predicted difference in fecal energy in this study. From reviews of published reports, using PEG administration to normalize fecal energy
measurements will decrease variability from 18% to 3%. Six consecutive calorimeter stays and measuring a composite of six days of

feces and urine further increased our power. Thus, we anticipated more power than illustrated by our initial power analysis. For energy
expenditure, we used data from a previous study at our facility (NCT01967563) as the basis for many of the procedures employed in this
study: strict control of diet energy content (metabolic kitchen), the environment (CRU), and prescribed/observed physical

activity. Based on test-retest stability using analogous clinical procedures, we were well powered to detect changes in total daily energy

expenditure - and sleeping EE - down to <6% (approximately 120 kcal/day). We assumed no meaningful changes in body composition



3

n
atu

re
p

o
rtfo

lio
|

rep
o

rtin
g

su
m

m
ary

M
a

rch
2021

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

over 6 days. Lastly, these power analyses were constructed based on two (paired) days in the calorimeter. Six consecutive calorimeter days
and measuring a composite of six days of feces and urine further increased our power. Indeed, upon completion of all calorimetry
measurements on 17 completers, we determined that 26.5 kcal/day is the minimum detectable difference we can expect to at 80% power
with 6 repeated measures. Therefore, the study was closed with 17 participants rather than the 18 that were in the original power estimate.

Citation: PMID: 32875141.

No data were excluded from the analysis. Due to the crossover design, for each endpoint we analyzed only participants where complete data
from both interventions were available. A small number values were considered to be missing at random for the enteroendocrine hormone
data (i.e., due to temporary issues with blood draw or laboratory analysis, but not because the entire sample was missing). These values were
imputed by the interpolation method (i.e., averaging the previous and subsequent values) for the enteroendocrine hormones and by carrying
the last observation forward for the gastric emptying test. Details of these exclusions are within the manuscript.

The primary drivers of rigor and reproducibility in our study were the immaculate environmental controls within our study design coupled
with repeated measures of the primary endpoints and the precision of our methodologies. The primary endpoint data was collected over the
6-day calorimetry period and the total measurements depended on the total number of fecal samples produced (ranging from 4-11 fecal
samples/6days). For the primary endpoint- these samples were pooled and this increased power. Our calorimetry measurements were also
over a 6-day period (n = 6 measurements per participant) and we show that this replication was successful given the achievement of energy
balance depicted in Supplementary Fig 3a. Our approach is completely novel and fills many of the gaps in prior human studies. The fact that all
endpoints were collected during the inpatient phase provides exceptional internal validity; should someone else reproduce the study in
exactly the same way, we would expect they would achieve the same results.

This was a randomized crossover study with a control Western Diet (WD) compared to a Microbiome Enhancer Diet (MBD) where each
participant served as their own control, thereby minimizing the impact of confounders68. We applied block randomization stratified by sex.
The randomization code was generated by the study statistician who worked directly with the study dietitian in charge of assigning menus to
participants. Participants were enrolled by the study coordinator. In order to balance sex, we randomly assigned 3 blocks to each sex. Within
each block (n=6), participants were randomly assigned using simple randomization to one of two diet sequences with a 1:1 allocation ratio
using SAS PROC PLAN. Eight participants were randomized to sequence 1 (WD followed by MBD) and 9 participants were randomized to
sequence 2 (MBD followed by WD).

Citation: PMID: 32875141

Although it was not possible to blind the participants or front-line staff to the components of the diet, as the food items could reveal which
diet was being dispensed, the investigators were, as much as possible, not present when meals were dispensed. Importantly, the diet
assignment was NOT tied to any data streams throughout the entire course of the study. During the analysis phase, data streams remained
blinded for all individuals involved in the study (including the investigators) until results were locked by the biostatistician who held the
randomization code. Any analyses performed by other individuals of the study team were performed blinded to diet assignment. Once results
were locked by the biostatistician, the statistical analysis was unblinded.
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