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ABSTRACT Antimicrobial resistance (AMR) represents a significant source of mor-
bidity and mortality worldwide, with expectations that AMR-associated consequences
will continue to worsen throughout the coming decades. Since resistance to antibi-
otics is encoded in the microbiome, interventions aimed at altering the taxonomic
composition of the gut might allow us to prophylactically engineer microbiomes
that harbor fewer antibiotic resistant genes (ARGs). Diet is one method of interven-
tion, and yet little is known about the association between diet and antimicrobial re-
sistance. To address this knowledge gap, we examined diet using the food frequency
questionnaire (FFQ; habitual diet) and 24-h dietary recalls (Automated Self-
Administered 24-h [ASA24®] tool) coupled with an analysis of the microbiome using
shotgun metagenome sequencing in 290 healthy adult participants of the United
States Department of Agriculture (USDA) Nutritional Phenotyping Study. We found
that aminoglycosides were the most abundant and prevalent mechanism of AMR in
these healthy adults and that aminoglycoside-O-phosphotransferases (aph3-dprime)
correlated negatively with total calories and soluble fiber intake. Individuals in the
lowest quartile of ARGs (low-ARG) consumed significantly more fiber in their diets
than medium- and high-ARG individuals, which was concomitant with increased
abundances of obligate anaerobes, especially from the family Clostridiaceae, in
their gut microbiota. Finally, we applied machine learning to examine 387 dietary,
physiological, and lifestyle features for associations with antimicrobial resistance,
finding that increased phylogenetic diversity of diet was associated with low-ARG
individuals. These data suggest diet may be a potential method for reducing the
burden of AMR.

IMPORTANCE Antimicrobial resistance (AMR) represents a considerable burden to health
care systems, with the public health community largely in consensus that AMR will be
a major cause of death worldwide in the coming decades. Humans carry antibiotic re-
sistance in the microbes that live in and on us, collectively known as the human micro-
biome. Diet is a powerful method for shaping the human gut microbiome and may be
a tractable method for lessening antibiotic resistance, and yet little is known about the
relationship between diet and AMR. We examined this relationship in healthy indi-
viduals who contained various abundances of antibiotic resistance genes and
found that individuals who consumed diverse diets that were high in fiber and
low in animal protein had fewer antibiotic resistance genes. Dietary interventions
may be useful for lessening the burden of antimicrobial resistance and might ulti-
mately motivate dietary guidelines which will consider how nutrition can reduce
the impact of infectious disease.
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Antimicrobial resistance (AMR) represents a serious global health threat to humans
and animals, with many reports predicting AMR as a major cause of death world-

wide by 2050 (1). Contributing to the growing epidemic are the overuse of antibiotics
in farming practices and unnecessary clinical prescription, such as in the treatment for
sore throat due to viral infection (2–4). Additional factors, ranging from poor sanitation
to the inadequate adherence of antibiotic treatment regimens to climate change, likely
also play a role (5–7). A lack of investment into new antibiotic therapies has compounded
the AMR problem; the World Health Organization acknowledges that the current clinical
pipeline for novel antimicrobial therapeutics remains inadequate to overcome AMR (8).
Consequently, researchers estimated that in the year 2019, there were 4.95 million (95%
uncertainty interval, 3.62 to 6.57) deaths worldwide in which AMR was likely an associated
factor (9).

In humans, antimicrobial resistance is harbored in the microbiome, where microbes
carry genetically encoded strategies to survive contact with antibiotics. The collection
of these genes is known as the human resistome. The human resistome varies, in part,
as a function of lifestyle. For example, individuals living in rural societies (i.e., nonindus-
trialized societies) with no access to modern medicine (10, 11), and even ancient
humans (12), show evidence of abundant and diverse reservoirs of antibiotic resistant
genes (ARGs) within fecal metagenomes even though these populations were not
exposed to modern antibiotics. Regardless, the composition and diversity of ARGs in
industrialized populations are significantly different from nonindustrialized popula-
tions (10). One explanation for differences in antimicrobial resistance profiles could be
differences in diet. The dietary changes that occurred in tandem with industrialization
may have resulted in alterations to the microbiome, expanding the niche for antibi-
otic-resistant bacteria (13, 14). For example, low dietary fiber intake (a hallmark of diets
in industrialized countries) reduces the substrate availability for microbes that convert
fiber to short-chain fatty acids (SCFAs) and changes the compositions of the micro-
biome. Additionally, while ARGs are abundant within taxa in both the Firmicutes and
Proteobacteria phyla (these phyla have undergone recent name changes to Bacillota
and Pseudomonadota, respectively), proteobacteria are predominantly Gram-negative,
facultative anaerobes that are sensitive to low pH. Therefore, this group is likely to be
selected against in the presence of a higher fiber diet.

In a prior study with dairy cows, we demonstrated that the colostrum consumed by
the calves was the most likely source of antimicrobial resistance genes and that these
ARGs could then be suppressed by increasing fiber in the diet (15). This conclusion
suggests that the diet can be both a source of AMR and a solution to reduce AMR.
However, there have been no studies to fully characterize AMR in humans and its rela-
tionship to diet.

In the current study, we sought to better understand which dietary and lifestyle fac-
tors are predictive of antibiotic resistance in healthy U.S. adults. Prior to data generation,
we outlined several hypotheses surrounding diet and AMR. Specifically, our primary hy-
pothesis was that an increased intake of dietary fiber would be associated with reduced
ARG abundance in human fecal metagenomes. Our secondary hypotheses were that
increased habitual animal protein intake and saturated fat intake would be associated
with increased ARG abundance while a higher Healthy Eating Index (HEI) would be associ-
ated with decreased ARG abundance. Finally, we hypothesized that lower stool pH, as a
proxy for fermentation in the colon, would be associated with a lower abundance of
ARGs. Beyond these directed hypotheses, we utilized machine learning approaches on a
variety of diet, physiological, and lifestyle features to assess whether the abundance of
antibiotic genes is correlated with variables outside the scope of our directed hypotheses.
The present study aims to address a critical knowledge gap regarding the impact of diet
on antimicrobial resistance.
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RESULTS
Participant characteristics. Participants with stool selected for metagenomic sequenc-

ing (n = 290) varied by age, sex, and body mass index (BMI) as shown in Table 1. While
these participants identified mostly as white (n = 205), there were also Hispanic (n = 38),
black (n = 13), and Asian (n = 32) ethnicities represented. Most participants were born in
the United States (n = 241); however, several were born in other countries (n = 49). Both
sexes were represented nearly equally, with 140 males and 150 females. The cohort
reflects the multiethnic population in Davis, California, and surrounding areas.

Metagenomic sequencing statistics. The number of sequence reads per sample
and average read length before and after the preprocessing stages of the bioinformatics
pipeline are shown in Table S4 in the supplemental material. Even after we removed
reads that mapped to the human genome or failed quality checking or were duplicates,
there were 27.2 (standard error of the mean [SEM], 0.22) million unique reads per sample
that were then mapped to an antimicrobial resistance gene database. We discovered pre-
viously that few paired-end reads can be merged using standard library preparation pro-
tocols, which is problematic when mapping to amino acid sequences (16). Therefore, we
adjusted the insert library size to enable overlapping reads (see Materials and Methods).
Most reads overlapped (79.20% 6 1.35%), resulting in merged reads of 259 6 4.79 bp
long (SEM calculated using million as the read number unit).

The composition and abundance of ARGs vary significantly in a healthy cohort.
The total abundance of antimicrobial resistance genes, post-normalization, ranged
from 37 to 123 reads per kb per genome equivalent (RPKG). Aminoglycoside resistance
was the most common mechanism of antimicrobial resistance within the cohort, with
an average abundance of 21.4 6 3.34 RPKG (coefficient of variation, 15.6%), followed
by resistance to macrolide-lincosamide-streptogramin (MLS) (14.7 6 2.68 RPKG), and
tetracyclines (7.84 6 2.51 RPKG) (Fig. 1A; see Fig. S2A in the supplemental material).
Individuals with high ARG abundance generally had a higher diversity of AMR mecha-
nisms found in their resistomes (Fig. S2B). Similarly, a group of low-abundant mecha-
nisms that included metal and multidrug resistance was increased in individuals with a
high abundance of ARGs (Fig. 1B) but absent or reduced in individuals with lower ARG
abundance profiles.

For classification purposes, we used quartiles to cluster individuals into three
groups based on their total antimicrobial gene abundance (Fig. 1C). The low-ARG clus-
ter represented 73 individuals in quartile 1, who had an average ARG abundance of
46.06 3.1 RPKG. The medium-ARG cluster represented 144 individuals between quar-
tile 2 and 3 three who had an average ARG abundance of 54.7 6 2.7 RPKG. Finally,
the high-ARG cluster represented 73 individuals who had an average ARG abundance
of 69.2 6 11.3 RPKG. The composition of AMR genes between these groups appeared

TABLE 1 General characteristics of each ARG cluster for all individualsa

Characteristic

Data by cluster

Low-ARG Medium-ARG High-ARG
Avg age (y [range]) 42.7 (19–66) 39.5 (18–65) 41.4 (20–64)
BMI (kg/m2 [range]) 27.7 (19.7–43.9) 27.3 (18.2–43.2) 26.5 (18.0–38.0)
No. of males 33 72 35
No. of females 40 72 38

Ethnicity (n)
Asian 4 15 13
Black 4 6 3
Hispanic 12 18 8
White 52 104 49

Born in United States (n)
Yes 60 125 56
No 13 19 17

aN = 290.
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to have substantial variation (permutational multivariate analysis of variance
[PERMANOVA], R2 = 0.19, P = 0.001); however, the assumption of dispersions was not
met (permutational analysis of multivariate dispersions [PERMDISP], P , 0.001). The
lack of dispersion homogeneity between the ARG clusters was likely not a function of
sample size differences; indeed, after subsampling ARG clusters to equal the number
of individuals (n = 73), significant differences remained (PERMDISP, P , 0.001) and
high-ARG individuals appeared more disperse in ordination than in the other clusters
(data not shown).

Differences in ARG abundance are associated with differences in the gut
microbiome. Next, we asked whether differences in ARG abundance were associated
with differences in gut microbiome diversity and composition, potentially indicating a
shared microbial community structure or function within high-ARG individuals. The
three ARG clusters differed significantly in the Shannon diversity index, a metric of
alpha diversity (Fig. 2A) (Kruskal-Wallis, P , 0.05). Post hoc tests revealed that individu-
als within the high-ARG group harbored significantly less diverse gut microbiomes
than those in low- and medium-ARG groups. The average number of Kraken-classified
species in high-ARG (post-rarefaction) was 2,305 (SD, 317), which is over 100 species
less than that for medium-ARG (2,4086 229) and low-ARG clusters (2,423 6 235).

We also investigated whether the composition of individuals’ microbiomes vary
between ARG clusters. Between low-, medium-, and high-ARG clusters, the taxonomic
composition of the microbiome differed significantly (Fig. 2B) (PERMANOVA, R2 = 0.022,
P , 0.001; PERMDISP, P . 0.05). To determine which taxa were driving these composi-
tional differences, we performed a linear discriminant analysis that revealed high-ARG
microbiomes were distinguished by significantly more reads mapping to bacterial fami-
lies Streptococcoceae and Enterobacteriaceae (see Fig. S3 in the supplemental material).
Very few families were distinguishing for medium-ARG microbiomes, notably species of
Clostridiaceae, in addition to reads mapping to the Elusimicrobiaceae family. Finally, low-
ARG microbiomes were characterized by a greater abundance of mostly anaerobic
microbes, especially many different species from the family Clostridiaceae.

FIG 1 Distribution of antibiotic resistance mechanisms in a healthy U.S. cohort. (A) Stacked bar chart of the top nine most abundant ARG mechanisms
across 290 individuals, normalized to genome equivalents (see Materials and Methods). Horizontal quartile lines are drawn based on total ARG abundance
and represent our clustering strategy. (B) A zoom-in of the low-abundant mechanisms that are found increasingly throughout the high-ARG group. (C)
Total ARG abundance violin plot summary between ARG clusters. Points represent the sum of ARG abundance within individuals.
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High fiber and low protein intake correlate with low antimicrobial resistance.
Similar to the microbiome, we asked whether aspects of diet related to our directed
hypotheses, such as fiber and protein consumption, varied between ARG clusters. Our
results indicate that habitual fiber intake and soluble fiber intake (calorie adjusted)
measured using the food frequency questionnaire (FFQ) were significantly different
between ARG clusters (Table 2). Post hoc tests show that significant differences in fiber
intake were driven by differences between low-ARG and medium-ARG clusters.
Calorie-adjusted fiber intake was highest in low-ARG individuals compared with indi-
viduals in medium- and high-ARG clusters. We also examined differences in protein
intake between ARG clusters. Habitual protein intake, especially from beef and pork
sources, was significantly lower in low-ARG individuals than that in individuals with
more abundant antibiotic-resistant genes.

While we hypothesized that the healthy eating index (HEI) and stool pH would vary
between ARG clusters, we found no significant differences in these variables. The HEI
of low-ARG individuals trended higher (healthier) than that of the other clusters; how-
ever, stool pH, a proxy for SCFA metabolism, paradoxically also trended higher in low-
ARG. Taken together, individuals with a lower abundance of antibiotic resistance genes
consumed diets higher in fiber and lower in animal protein, but these patterns in nutri-
ent intake were not reflected in HEI differences between ARG clusters.

Next, we determined whether there were specific AMR mechanisms or genes that
varied with diet. Using ordinal logistic regression, we analyzed the relationship between
antimicrobial resistance mechanisms or genes with variables from our directed hypothe-
ses (i.e., dietary fiber, protein, and HEI). Notably, after correcting for known covariates (age,
sex, BMI, and ethnicity), the gene aminoglycoside-O-phosphotransferase (aph3-dprime)
varied significantly with soluble fiber and habitual calorie intake, decreasing in abundance
with increasing soluble fiber and calorie intake (Fig. 3A and B; see Fig. S4A in the supple-
mental material). Associations at the AMR mechanism level revealed several dietary asso-
ciations with multimetal resistance. Specifically, multimetal resistance varied significantly
with dietary fiber and soluble fiber intake after we corrected for covariates (Fig. 3B and
C, Fig. S4B). In summary, increasing fiber intake appears to be associated with decreased
abundances of specifically aminoglycoside-O-phosphotransferases and genes involved
in multimetal resistance.

FIG 2 Differences in microbiome diversity between ARG clusters. (A) Shannon diversity between ARG clusters (n = 290 individuals).
Significance was determined using the Kruskal-Wallis test and a post hoc Dunn test, with P values correcting using the Benjamini-
Hochberg method. (B) Nonmetric multidimensional scaling of Bray-Curtis distances between individuals’ microbiomes. Points are
colored by ARG cluster. Beta diversity differences were determined using a PERMANOVA, which revealed significant differences in the
community composition between the clusters.
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Machine learning identifies fiber and diet diversity as predictive features
distinguishing ARG profiles. Finally, we leveraged machine learning and our large
number of diet, lifestyle, and microbial measurements to identify other potential fac-
tors differentiating ARG clusters. We analyzed 387 dietary, lifestyle, and physiological

FIG 3 Proportional odds logistic regression identifies relationships between dietary nutrients from directed hypotheses and ARG genes or mechanisms.
The abundance of MEG 1039, an aminoglycoside-O-phosphotransferase (aph3-dprime), varied significantly with (A) total calorie intake and (B) soluble fiber
intake (n = 290 individuals). Likewise, aggregated at the mechanism level, multimetal resistance significantly varied with (C) dietary fiber intake and (D)
soluble fiber intake. The red regression line is based on the geom_smooth() function using the locally estimated scatterplot smoothing (LOESS) method
from the R package ggplot2. The P values of the POLR regression are included in red, noting which covariates were included in the POLR analysis.
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features from a subset of 187 individuals (92 males and 95 females) aged 19 to 66 years
(mean, 42.2 6 13.8). A random forest model comparing the diet and lifestyle between
low- and medium-ARG individuals performed better based on the area under the re-
ceiver operating characteristic curve (ROC AUC) score than models comparing between
low- and high-ARG clusters or comparisons between all three clusters (see Table S3 in
the supplemental material). The phylogenetic diversity of food intake (i.e., how many
different types of foods were consumed) was the most explanatory feature between
low- and medium-ARG clusters, with low-ARG individuals having more diverse diets
than medium-ARG individuals (Fig. 4A). While other features were distinguishing
between low- and medium-ARG, a higher intake of dietary fiber (ASA, calorie adjusted)
and soluble fiber (FFQ, calorie adjusted) were particularly indicative of low-ARG individ-
uals (Fig. 4A).

Furthermore, we investigated differences between low- and high-ARG and between
all three clusters together (Fig. 4B). One feature shared between these comparisons
was plasma dehydroepiandrosterone sulfate (DHEA-S), driven by low values in low-
ARG individuals (see Fig. S5 in the supplemental material). The predictive strength of
features used to distinguish low- from high-ARG individuals was relatively weaker
(Fig. 4B), with the largest mean absolute SHapley Additive exPlanations (SHAP) value
being approximately 0.02, which is less than half as much as comparisons between
low- versus medium-ARG or all ARG clusters.

Next, to support results from the linear discriminant analysis on microbiome data,
we used a random forest model to identify bacterial families that differentiate ARG
clusters. The abundances of taxa such as Clostridium CAG-508, Enterobacteriaceae, and
Streptococcaceae stratified linearly between low-, medium-, and high-ARG clusters
(Fig. 4C). Random forest models made using microbiome data performed better than
diet/lifestyle data at classifying ARG clusters (Table S3). Indeed, after we combined
microbiome, diet, and lifestyle data, nearly all the top predictive features were microbe
abundances (Fig. 4D).

DISCUSSION

In the present study, we analyzed the association between healthy individuals’ resis-
tome, diet, and microbiome. While studies in animals suggest that nutrient intake can alter
antimicrobial resistance (15), a knowledge gap exists regarding how diet might influence
the abundance and composition of antibiotic resistance genes in humans. This knowledge
gap is particularly prevalent for adults, as several studies have investigated resistome de-
velopment in infants (17–20). We leveraged a large and diverse cohort of healthy individu-
als who provided habitual and recent dietary information, coupled with physiological or
microbiome measurements from blood, urine, and stool. With this cohort, we specifically
sought to answer how aspects of diet vary as a function of total abundance of antibiotic
resistance genes. Using traditional statistics and machine learning, we show that increased
fiber and diet diversity covary with ARG abundance, with individuals consuming increased
fiber and more diverse diets having lower total abundances of antibiotic resistance genes.
We also show strong signatures of antimicrobial resistance in the gut microbiome. Our
machine learning model indicates that the abundance of bacterial families such as
Enterobacteriaceae and Streptococcaceae are both strong predictors of AMR. Our results
provide a framework for future studies which might seek to reduce the burden of antimi-
crobial resistance through interventional means, such as diet.

We shotgun sequenced the gut microbiomes of 290 healthy individuals revealing, some-
what surprisingly, a large diversity (in both abundance and composition) of antibiotic resist-
ance genes. The diversity of antimicrobial resistance mechanisms increased within increasing
total ARG abundance (Fig. S2B), even after normalizing for sequence depth. Within the
cohort, the most common antimicrobial resistance mechanism was aminoglycoside resist-
ance, followed by resistance to macrolide-lincosamide-streptogramin and tetracyclines,
which are all clinically important classes of antibiotics for humans (Fig. 1A). Studies have
shown aminoglycoside resistance to be widespread in different environments, including
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FIG 4 Using machine learning to identify aspects of diet, lifestyle, and the microbiome that predict ARG abundance. (A) SHAP values depicting the
predictive power of a random forest using diet and lifestyle features to distinguish individuals in the low-ARG and medium-ARG groups. High levels of
diversity in diet (which was correlated with diversity in carbohydrates) was most predictive of low-ARG individuals. (B) Features, sorted by their mean
absolute SHAP value, which distinguish all ARG clusters, low-ARG (gray, n = 45) and medium-ARG (gold, n = 95), and low-ARG and high-ARG (blue, n = 47).
(C) A nonmetric multidimensional scaling of Bray-Curtis distances between individuals’ microbiomes, with overlaid vectors of bacterial families identified as
strong predictors of ARG cluster membership. Box plots show the log-transformed abundance of the families between ARG clusters. (D) A random forest
using both microbiome and diet/lifestyle data uses mainly microbiome features in distinguishing ARG clusters.
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wastewater, livestock farms, and human fecal samples (21). Within human gut metagenomes
specifically, aminoglycoside resistance is extremely prevalent in individuals from both indus-
trialized and nonindustrialized societies; however, its abundance is greater within industrial-
ized societies (22). The prevalence of aminoglycoside resistance, especially within individuals
from industrialized environments, likely results from widespread coselection. Indeed, in a
study examining antibiotic exposure in pigs, aminoglycoside-O-phosphotransferases (inci-
dentally, a gene in our study significantly inversely correlated with soluble fiber intake
[Fig. 3A]) increased in abundance even when aminoglycoside antibiotics were not adminis-
tered to the pigs (23). Furthermore, in a study examining the distribution of ARGs worldwide,
it was shown that the resistomes of individuals from the United States skewed higher in
abundance of aminoglycosides, which differed from individuals from Mongolia (24). Once
encoded in the microbiome, aminoglycoside resistance genes are promiscuously transferable
elements, finding home in phylogenetically disparate genomes (25).

We suspected that differences in the resistomes between individuals would reflect
differences in the microbiome. Both the diversity and composition of the microbiome
differed significantly between low-, medium-, and high-ARG clusters (Fig. 2). Recent
work has shown that the density of an antibiotic gene network increases as micro-
biome diversity decreases (26). The authors speculated this trend might be due to
selection preserving connected organisms or that decreased diversity promotes more
opportunities for connectedness. Notwithstanding, we show that an increased abun-
dance of genes involved in antimicrobial resistances was significantly associated with
decreased alpha diversity (Fig. 2A). Moreover, the composition of the microbiome dif-
fered significantly between ARG clusters. Notably, individuals in the high-ARG cluster
had an increased abundance of Streptococacceae and Enterobacteriaceae (Fig. 4C,
Fig. S3). These results were supported by machine learning, which identified these bac-
terial families as highly predictive of the high-ARG cluster (Fig. 4D).

Enterobacteriaceae in particular has been shown to bloom transiently in response to a
5-day antibiotic cocktail regimen (27). Interestingly, this bloom of Enterobacteriaceae fol-
lows an increase in redox potential, suggesting species within Enterobacteriaceae might
utilize their diverse set of respiration pathways to establish themselves as pioneer species
after antibiotic treatment (27). Conversely, low abundances of facultative anaerobes (i.e.,
Streptococacceae and Enterobacteriaceae) and higher abundances of strict anaerobes,
such as those from the family Clostrideaceae, were more predictive of low-ARG individuals
(Fig. 4D). Central to both of these observations is the role of oxygen in the gut (reviewed
in reference 28). Studies have shown that antibiotics reduce taxa in the gut responsible
for the production of short-chain fatty acids (which include members of Clostrideaceae)
(29), which in turn disrupts peroxisome proliferator-activated receptor-g (PPAR-g) signaling
(30). Proper PPAR-g signaling directs colonocytes to oxidize short-chain fatty acids, a pro-
cess which requires enough oxygen such that a gradient is maintained and the lumen
remains anaerobic. Disrupted PPAR-g signaling leads to altered colonocyte metabolism,
releasing oxygen and other terminal electron acceptors into the gut, potentially expand-
ing a niche for facultative anaerobes (28). Taken together, antibiotic treatment depletes
obligate anaerobes in the gut, which diminishes the production of SCFAs and shifts colo-
nocyte metabolism toward one that favors blooms of inflammation-associated facultative
anaerobes. Our findings that strict anaerobes are more predictive of low-ARG and faculta-
tive anaerobes are more predictive of high-ARG support this relationship between antibi-
otics and oxygen in the gut.

Our study addresses a critical knowledge gap surrounding the role of diet and anti-
microbial resistance. While microbial fermentation biproducts (i.e., SCFAs) impact colo-
nocyte metabolism and microbiome composition, a key piece missing thus far is how
dietary fiber, the substrate for SCFA production, associates with antimicrobial resist-
ance profiles. In dairy cows, an increase in complex carbohydrates was associated with
a decrease in antibiotic resistance gene abundance (15). We hypothesized that
increased dietary fiber would be correlated inversely with antibiotic resistance gene
abundance. Our results show that both total fiber and soluble fiber consumption were
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highest in individuals in the low-ARG cluster (Table 2). Additionally, fiber correlated
inversely with aph3-dprime gene abundance (involved in aminoglycoside resistance)
and multimetal resistance mechanisms (Fig. 3). We do note our findings regarding
metal resistance associating with lower fiber intake may, in part, reflect our increased
ability to detect metal resistance genes; a primary objective of the second iteration of
the MEGARes database (v2.0) was the inclusion of metal resistance and biocide genes
(31). Finally, between low-ARG and medium-ARG clusters, our machine learning model
identified higher recent fiber intake (ASA24) and soluble fiber (FFQ) as predictive of
low-ARG individuals (Fig. 4A). Puzzlingly, fecal pH, a proxy for SCFA metabolism,
trended higher in low-ARG individuals. One explanation may be that the rapid absorp-
tion of SCFAs across the gut epithelial fails to contribute to pH lowering in fecal sam-
ples. These data are supported by in vitro work showing no positive correlations
between fecal SCFA abundance and acid production by the gut microbiota (32).
Indeed, others have shown that modifying diet with large increases in the substrates
necessary for SCFA production has no significant impact on fecal SCFAs measured (33).
To that end, future work should aim to measure serum SCFAs or some other proxy for
SCFA production, such as transcriptional profiles of colonocyte SCFA transporters.

Moreover, results relating to our directed hypotheses surrounding protein and anti-
microbial resistance were generally supported; decreased protein intake correlated
with decreased ARG abundance. These results support a study examining community-
acquired urinary tract infections in an elderly population, which showed that more an-
tibiotic-resistant bacterial isolates were recovered from individuals with increased
chicken and pork intake (32). However, while antimicrobial resistance in animals raised
for food is increasing globally (34), the directionality of AMR transfer between humans
and animals, or even whether one exists at all, remains controversial and inconclusive
(35, 36). Several studies have shown specific transfer of antibiotic-resistant bacteria
between humans and farm animals (37–40). Yet, with the exception of a few countries
(e.g., Switzerland [41]), the surveillance needed to understand the magnitude or even
directionality of this transfer (human to animal or animal to human) is currently lacking.
Many of the systems in place to identify foodborne pathogens use pulsed-field gel elec-
trophoresis (PFGE) or multilocus sequence typing (MLST), which do not have the resolv-
ing power to detect bacterial strain-level transmission during surveillance efforts (42).

Some aspects of diet and lifestyle identified by the random forest as predictive of
low-ARG individuals have generally been associated with health. For example,
increased phylogenetic diversity of diet (which was highly cocorrelated with phyloge-
netic diversity of dietary carbohydrates) was increased in low-ARG individuals. This
finding is consistent with a recent study examining diet and the microbiome in a
cohort of 1,112 individuals, which showed that a diet high in plant diversity or a diet
with a high healthy eating index was correlated strongly with gut microbiome compo-
sition (43). Furthermore, our machine learning models found fecal calprotectin, a
marker of gut inflammation, increased with increasing ARG abundance. Notably, how-
ever, the random forest model was poor at distinguishing low-ARG from high-ARG
when using diet and lifestyle features (Fig. 4B). We suspect that we are missing features
that may distinguish low-ARG from high-ARG more confidently, such as antibiotic
usage history. Repeated antibiotic exposure can shift the gut microbiome to an altered
state that is different from the pre-antibiotic baseline (44). Multiple perturbations yield-
ing altered steady states in ecological systems have been discussed (45), the insights
of which may appropriately describe the effects of repeated antibiotic exposure on the
microbiome.

While our machine learning approach largely supported our primary hypothesis,
some features identified by the random forest model were more enigmatic in their
relationship with AMR. Dehydroepiandrosterone sulfate (DHEA-S), an androgen precur-
sor with diverse health benefits (46–48), was used in all models as a valuable predictor
of ARG cluster membership. While the hormone was low in low-ARG individuals
(Fig. S5A), it should be noted that nearly all individuals had measured values within
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the normal clinical range (Fig. S5B). Although DHEA-S levels are known to fluctuate
between sexes and throughout life (49), we do not suspect that the models are using
DHEA-S as a proxy for age or sex since neither age nor sex were important for distin-
guishing ARG clusters. One study examining hormone profiles as a function of diet in
pre- and post-menopausal women found that vegetarians (who consumed more fiber
than their omnivorous counterparts) contained significantly lower levels of plasma
DHEA-S and a generally beneficial metabolic profile (50). Moreover, increased levels of
DHEA-S have been shown to reduce the protein levels of PPAR-g in adipocytes in vitro,
an effect that may extend to gut colonocytes, disrupting the oxygen balance discussed
previously (51). The presence of DHEA has even been shown to increase the antibiotic
resistance of Staphylococcus aureus in vitro (52). While it remains difficult to say with
any certainty if decreased levels of DHEA-S are biologically meaningful in the context
of diet and AMR, our work, combined with existing studies, suggest that DHEA-S may
fluctuate as a function of diet. Furthermore, the higher levels of DHEA-S we observed
in medium-ARG and high-ARG individuals may contribute directly and indirectly to
increased antimicrobial resistance.

An important caveat of our study is its observational nature; while our results might
inspire some important and testable hypotheses, presently, we are unable to untangle
any casual relationships between diet and antimicrobial resistance. Furthermore, we
are not able to assess the impact of previous antibiotic use or other treatments which
may influence the establishment or detection of antibiotic resistance genes. Finally, we
acknowledge that the inherent temporal variability found in the microbiome is not
captured in this study, and longitudinal efforts would allow us to examine questions
such as the intraindividual stability of the resistome.

In conclusion, we report that a diverse cohort of healthy individuals harbor signifi-
cant variability in their resistomes. We show that ARG diversity was associated with di-
versity in diet and the microbiome. Specifically, we showed that individuals with lower
abundances of antibiotic resistance genes consumed more diverse diets that were
richer in fiber and limited in animal protein. We suspect that increased fiber likely
drives the composition of the gut toward a more obligate anaerobe state, reducing
footholds for facultative anaerobes, which are known harbors of inflammation and an-
tibiotic resistance. Critical next steps include assessing SCFA metabolism more directly
to better determine whether high-fiber diets contribute to microbial communities
intrinsically lower in antibiotic-resistant genes. Ultimately, future work may use
research-based dietary guidelines to reduce the incidence of antimicrobial resistance,
thus lifting an immense burden on health care systems worldwide.

MATERIALS ANDMETHODS
Participants. Healthy adults, aged 18 to 65 y, male or female, with a BMI of 18 to 44 kg/m2 living near

Davis, California, were recruited in the USDA Nutritional Phenotyping Study, which is a cross-sectional obser-
vational trial in which the fecal microbiome, among other outcomes, was assessed in the context of self-
reported diet, physical activity, and physiological status (53). Men and women were recruited to fill nine bins
within sex, to balance BMI and age, using three BMI categories (,25, 25 to 29, and 30 to 44 kg/m2) within
each age category (18 to 33, 34 to 49, and 50 to 65 y). Participants were excluded if they had high blood
pressure (systolic blood pressure of .140 mm Hg or diastolic blood pressure of .90 mm Hg) when meas-
ured on-site or if they had any active chronic disease requiring daily medication, including, but not limited
to, diabetes mellitus, cardiovascular disease, cancer, gastrointestinal disorders, kidney disease, liver disease,
bleeding disorders, asthma, autoimmune disorders, hypertension, or osteoporosis. Participants were
excluded from fecal metagenome sequencing if their dietary record was considerably incomplete or if the
extracted metagenomic DNA was low in concentration (,100 ng/mL) or quality (A260/280 of ,1.78; A260/230 of
,1.72). In total, 290 individuals were included in the current study. The study is registered on
ClinicalTrials.gov (identifier NCT02367287) and received ethical approval from the University of California
Davis Institutional Review Board.

Stool collection and processing. Participants were instructed to collect a single stool sample in a
Ziploc bag enclosed in a hard, plastic container with a lid, and immediately place it in a cooler contain-
ing ice packs. The cooler was brought to the research center as soon as possible for same-day process-
ing. Stool was homogenized in a Stomacher for 3 min and flash frozen on dry ice before being broken
into aliquots and stored at 270°C until DNA isolation. Stool consistency was technician scored and pH
analyzed as described previously (54, 55).
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DNA extraction, library preparation, and sequencing. DNA was isolated with the ZymoBiomics
DNA miniprep kit (Zymo Research) from approximately 100 mg of homogenized stool per the manufac-
turer’s protocol. Beta-mercaptoethanol was added to the DNA binding buffer at a 0.5% (vol/vol) concen-
tration. Five cycles of 1 min bead beating at maximum speed (6.5 m/s) followed by 5 min cooling on ice
were performed using a FastPrep-24 homogenizer (MP Biomedicals) for a total of 5 min of bead beating.
DNA was eluted into 50 mL DNase/RNase-free water. The majority of the DNA preparations (.95%) had
A260/280 and A260/230 ratios greater than 1.80, and the lowest A260/280 and A260/230 ratios of sequenced sam-
ples were 1.78 and 1.72, respectively. DNA was quantified with the Qubit double-stranded DNA (dsDNA)
broad-range (BR) assay (Thermo Fisher) and then diluted to 100 ng/mL. Representative samples were
resolved on an agarose gel to confirm that DNA was intact and RNA free prior to library construction.

Whole-genome shotgun sequencing library preparation, library quality control (QC), quantification, and
pooling were performed by DNA Technologies & Expression Analysis Core Laboratory at University of
California Davis Genome Center. Library insert sizes were 250 to 280 bp, and exact size selection of DNA
fragments was performed with a PippinHT instrument (Sage Science). Ninety-six to 98 libraries were com-
bined in a single pool for each sequencing batch sequenced in a 2 � 150-bp format on the NovaSeq6000
(Illumina) platform with an S4 flow cell to result in an approximately 20-bp overlap in reads.

Metagenomic sequence analysis. BMTagger (56) was used to remove reads aligning to the human
genome version GRCh38.p13 (57) from all samples. Afterward, Trimmomatic version 0.33 (58) was used
to remove TruSeq paired-end adapters and reads were trimmed as described previously (59) with a slid-
ing window of 4 bp, a minimum average quality of 15, and a minimum length of 99 bp. Duplicated reads
were then removed using FastUniq version 1.1 (60) with default settings. The resulting paired-end reads
were assembled using FLASH version 1.2.11 (61) with the overlapping length set between 10 bp to
100 bp and the mismatch ratio set at 0.1. Community-wide taxonomy profiling was performed with
Kraken2 (62) and aligned to a prebuilt custom database (release 95 [13.07.2020]) using Sturo (63).
Kraken2mpa.py from KrakenTools was used to format Kraken outputs for downstream analysis. Taxa
which had only one sequence read of support were dropped. Sequence depth was normalized by per-
muted rarefaction using the R package EcolUtils (64), to a depth of 5,833,371 reads per sample averaged
across 5 permutations.

Antimicrobial-resistant gene analysis. Paired-end deduplicated reads were mapped against the
MEGARes 2.0 database (31) using BWA version 0.7.16a (65) to determine antimicrobial drug, biocide, and
metal resistance genes. For ARGs with significant correlations with diet, we checked whether the ARG
required single nucleotide polymorphism (SNP) confirmations as advised by MEGARes. The resulting align-
ment files were then analyzed with the resistome analyzer (https://github.com/cdeanj/resistomeanalyzer)
to calculate the abundances of AMR at the gene level. To normalize the raw ARG counts to reads per kb per
genome equivalent [RPKG; RPKG = raw counts/(gene length � genome equivalent)], genome equivalents
based on the total paired-end, deduplicated reads for each sample were estimated using MicrobeCensus
version 1.1.1 (66).

MEGAHIT version 1.29 (67) was used to assemble paired-end deduplicated reads into contigs. These
contigs were then used as references to align ARG-mapped short reads using BWA-MEM (65). Next, contigs
containing ARG reads were retained for taxonomy identification using the Contig Annotation Tool (CAT)
version 5.0.3 and the preprepared database version 2020-06-18 (68). Sequence manipulation, including
sam-to-fastq file conversion and read filtering, was performed using the BBMap toolkit version 37.68 (69).

Dietary assessment. Recent dietary intake was assessed using the Automated Self-Administered 24-h
(ASA24) Dietary Assessment Tool, versions 2014 and 2016 (70), as described previously (54). The average
intake of dietary components was calculated using the average across all at-home 24-h recalls that passed
quality control, as we have described previously (71). Habitual diet was estimated using the 2014 Block
FFQ (NutritionQuest, Berkeley, CA) and quality checked manually by a registered dietitian as described pre-
viously (55). Diet quality was estimated using the healthy eating index (HEI) (72). The phylogenetic diver-
sity of food and macronutrients were calculated as described previously (73).

Markers of physiological stress load. Total physiological stress load was estimated using allostatic
load (AL) score, which was calculated as reported previously (54, 74). Briefly, AL was calculated using
urinary cortisol, norepinephrine, and epinephrine levels (corrected for urinary creatinine levels); rest-
ing systolic and diastolic blood pressure; overnight-fasted waist-to-hip ratio, fasting serum levels of
high sensitivity C-reactive protein (hsCRP), cholesterol, and HDL cholesterol; fasting plasma levels of
dehydroepiandrosterone sulfate (DHEA-S); and whole blood hemoglobin A1c (HbA1c). Stress load and
AL score are positively correlated (75). AL may be more predictive of a broad range of stress-related
conditions (76).

Assessment of physical activity. Energy expenditure from physical activity was monitored as described
previously (54). Briefly, individuals were monitored using a Respironics Actical accelerometer for a period of
approximately 7 d between two study visits. Time spent performing physical activity at sedentary, light,
moderate, and vigorous activities were averaged based on all days for which a minimum of 12 h of activity
was recorded.

Blood collection. Blood was drawn in the morning after a 12-h overnight fast (water being allowed
to maintain hydration) following consumption of a standard meal the evening before (53). Plasma was
collected from blood tubes that used sodium heparin or EDTA as anticoagulants that were centrifuged
at 1300 � g at 4°C for 10 min. Aliquots of plasma were prepared immediately and stored in Cryo-Store
vials at280°C for further analysis.

Complete blood count (CBC) with differential. During this 4-year recruitment period (June 2015
through July 2019), the CBC analyses were performed using whole blood (treated with EDTA as an anti-
coagulant) at the University of California, Davis Pathology Laboratory using a Beckman Coulter LH750/
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780 (prior to October 2016) or a Beckman Coulter DxH800 automated hematology analyzer, with the
exception that 12 samples early in the study (prior to August 14, 2015) were analyzed on an Abbott Cell-
Dyn 322 analyzer at the Western Human Nutrition Research Center (WHNRC).

Plasma C-reactive protein (CRP) measurement. The concentration of CRP in plasma was measured
using the Vplex Vascular Injury Panel 1 kit from samples diluted 1:1,000 with the MSD Sector Imager 2400
instrument (Meso Scale Discovery, Rockville, MD). Three levels of lyophilized controls were used on each
plate to assess plate-to-plate variation. Mean concentration (mg/L) of duplicate wells was used for analysis.

Plasma lipopolysaccharide-binding protein (LBP) measurement. Plasma LBP was measured from
fasting heparin plasma stored at 270°C after being thawed at room temperature and centrifuged at
10,000 � g for 2 min to clarify. Samples were then diluted down to a final concentration of 1/800 and
run per enzyme-linked immunosorbent assay (ELISA) kit instructions (Abnova; catalog [cat] number
KA0448).

Fecal calprotectin and myeloperoxidase (MPO) measurement. Fecal calprotectin was measured
using homogenized stool specimens stored at 270°C that were first thawed at 4°C for 1 h and then
brought to room temperature in small batches. Fifteen milligrams of a fecal sample were extracted to
result in a 1/100 dilution with the IDK extract stool sample preparation system (Immundiagnostik) fol-
lowing kit instructions. Stool extracts were divided into aliquots and kept frozen at 220°C for up to 4
days. Calprotectin (Immundiagnostik; cat number K6927) and MPO (Immundiagnostik; cat number
KR6630) ELISAs were run per instructions after diluting the extracts as recommended for each kit.

Statistical methods. Individuals were divided into three ARG groups based on quartiles of total ARG
abundance (sum total of all antibiotic-resistant genes). For example, low-ARG individuals were individuals
with the 25th percentile or lower (up to quartile 1 [Q1]) of total ARG abundance. Medium-ARG individuals
had total ARG abundance between the 25th and the 75th percentiles (Q1 to Q3). Finally, high-ARG individu-
als were above quartile 3, containing the most ARGs by total abundance. This clustering strategy was imple-
mented, in part, to isolate the high-ARG and low-ARG individuals, to help reduce noise in ML classification.
We suspect this strategy also reasonably reflects the natural distribution of ARGs in a population (i.e., a large
group of individuals with middling ARG abundance, with smaller groups at the tails). Indeed, this distribu-
tion has been seen in a much larger (n = 2,037) cohort examining ARGs in healthy individuals (24).
Furthermore, we examined other grouping strategies, such as using three equal groups (tertiles) and k-
means clustering on ARG composition (data not shown). Tertile groups performed poorly in ML classifica-
tion. While there was large overlap between the k-means grouping and the ARG grouping presented here,
we ultimately used the quartile strategy because our questions were about the abundance of ARGs and not
the ARG composition that k-means was basing the clusters on. The Shannon diversity metric, used to assess
alpha diversity of antibiotic resistance genes and microbiome taxa, was calculated using the Vegan package
(v.2.5-7) (77) in R (v.4.0.1) (78). Testing differences in the Shannon index between ARG clusters was done
using the nonparametric Kruskal-Wallis test in base R, followed by a post hoc pairwise Dunn test from the
Dunn package (v.1.3.5) (79), using the Benjamini-Hochberg method (80) to correct for multiple comparisons.
Nonmetric multidimensional scaling (NMDS) ordination on Bray-Curtis distances of the microbiome was
done using data from Kraken outputs and the metaMDS() function in Vegan. Overlaid vectors of bacterial
families in ordination space was done using the envfit() feature from Vegan. To test for compositional differ-
ences between ARG clusters, we used a permutation multivariate analysis of variance (PERMANOVA) from
adonis() function in Vegan, using 999 permutations. The equality of dispersions between ARG clusters, an
assumption of PERMANOVA, was tested using the betadisper() function in Vegan. Differences in abundan-
ces of bacterial families between ARG clusters was determined using linear discriminant analysis (LDA)
implemented by the program linear discriminant analysis effect size (LEfSe) (81) on the Galaxy Hutlab server
(https://huttenhower.sph.harvard.edu/galaxy/), using default parameters. Comparisons based on our
directed hypotheses between ARG clusters were done using an analysis of variance (ANOVA), and pairwise
post hoc tests were done using the Tukey honestly significant difference (HSD) test on a subset of 246 indi-
viduals which had complete data for these comparisons. Homogeneity of variances between groups was
confirmed using the Levene test from the Car package (82), and normality of residuals was assessed using
the Shapiro-Wilk test. Nonnormal variables were transformed using the bestNormalize package (83) in R.
Summary statistics are presented as mean6 standard deviation unless otherwise stated.

ARG abundance was also analyzed as a continuous outcome using proportional odds logistic regres-
sion (POLR) (84), which we use here as a semiparametric regression method as described in reference
85. P values were adjusted for multiple testing across ARGs using the Benjamini-Hochberg false discov-
ery rate (FDR) controlling method (80) on a subset of 288 individuals for which we had sufficient ARG
abundance data. POLR analyses were conducted using R v.4.0.1 (06 June 2020) (78). POLR models were
fitted using the function polr in the R package MASS (v.7.3-53) (86). Regressions were done both crudely
and covariate adjusted for age, sex, and BMI, which have been shown to impact microbiome composi-
tion (87, 88). ggPlot2 (89) was used to plot figures, and postprocessing was done in Affinity Designer
(v.1.10.4) (Serif Europe Ltd.).

Machine learning analyses. Machine learning models were built using the scikit-learn v.0.23.2 (90)
implementation of a random forest classifier in python 3.7 (91). All models based on diet and lifestyle pa-
rameters (including stress-related AL and AL components) were built using a subset of 387 features (see
Table S1 in the supplemental material) collected as part of the USDA Nutritional Phenotyping Study. To
preserve as many samples as possible, some features with missing values were dropped from further
analysis, which resulted in 187 individuals from all 3 ARG groups used in ML analysis (a comparison of
characteristics between the initial cohort of 290 individuals and the machine learning subset cohort can
be found in Fig. S1 in the supplemental material). The mikropml package in R (92) was used to one-hot
encode categorical variables and drop features with zero variance. If features were correlated at a
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Spearman rho of 0.8, one of the correlated features was kept and the rest were dropped prior to random
forest modeling (see Table S2 in the supplemental material). However, highly predictive features that
were cocorrelated with dropped features were indicated within figures. Pairwise model comparisons
were carried out, specifically low-ARG versus medium-ARG, low-ARG versus high-ARG, and a multiclass
comparison between all ARG clusters. The data set was split using 70% of samples for training
and 30% for testing. Within the training split, 2,000 iterations of hyperparameter tuning (n_estimators,
min_sample_split, max_features, and max_samples) were done using RandomizedSearchCV. Hyperparameter
tuning used 5-fold-stratified cross-validation, and models were evaluated by their balanced accuracy score. The
model was assessed on the test data using confusion matrices, receiver operator curve AUC, accuracy, F1
(macro averaged), and Cohen’s kappa (Table S3). The optimum model was fit to the entire training data set
and then evaluated using the testing set. The predictive power of features for the model was determined using
the SHapley Additive exPlanations (SHAP) package (93) as described previously (55). For reproducibility, the ran-
dom state for each step of the pipeline was set to the same value.

Data availability. Metagenomes are deposited in NCBI Sequence Read Archive (SRA) under the
study accession SRP354271. Requests for nonmetagenomic data from the USDA ARS WHNRC Nutritional
Phenotyping Study used in this analysis should be made via an email to the senior WHNRC author on
the publication of interest. Requests will be reviewed quarterly by a committee consisting of the study
investigators. Scripts for processing raw sequence data can be found on GitHub (https://github.com/
dglemay/ARG_metagenome). To aid in the reproducibility of statistical analyses and visualizations, a sep-
arate GitHub repository contains a docker container with all R packages used (https://github.com/
aoliver44/ARGs_and_Diet). Machine learning scripts can be found at the same GitHub link, along with
pickle files of the models used to generate these results. A docker container for the machine learning
analysis in python is also provided for reproducibility.

SUPPLEMENTAL MATERIAL

Supplemental material is available online only.
FIG S1, TIF file, 1.1 MB.
FIG S2, TIF file, 2.8 MB.
FIG S3, TIF file, 2.6 MB.
FIG S4, TIF file, 1 MB.
FIG S5, TIF file, 1.4 MB.
TABLE S1, TXT file, 0.02 MB.
TABLE S2, TXT file, 0 MB.
TABLE S3, XLSX file, 0.01 MB.
TABLE S4, XLSX file, 0.01 MB.
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