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Abstract

Biofortification is a plant breeding method that introduces increased concentrations of min-

erals in staple food crops (e.g., legumes, cereal grains), and has shown success in alleviat-

ing insufficient Fe intake in various human populations. Unlike other strategies utilized to

alleviate Fe deficiency, studies of the gut microbiota in the context of Fe biofortification have

not yet been reported, although the consumption of Fe biofortified staple food crops has

increased significantly over time. Hence, in this study, we performed a 6-week feeding trial

in Gallus gallus (n = 14), aimed to investigate the alterations in the gut microbiome following

administration of an Fe biofortified bean-based diet (biofortified, BFe) versus a bean based

diet with poorly-bioavailable Fe (standard, SFe). Cream seeded carioca bean based diets

were designed in an identical fashion to those used in a recent human clinical trial of Fe bio-

fortified beans in Rwanda. We hypothesized that the different dietary Fe contents in the

beans based diets will alter the composition and function of the intestinal microbiome. The

primary outcomes were changes in the gut microbiome composition and function analyzed

by 16S rRNA gene sequencing. We observed no significant changes in phylogenetic diver-

sity between groups. There were significant differences in the composition of the microbiota

between groups, with the BFe group harboring fewer taxa participating in bacterial Fe up-

take, increased abundance of bacteria involved in phenolic catabolism, and increased abun-

dance of beneficial butyrate-producing bacteria. Additionally, depletion of key bacterial

pathways responsible for bacterial viability and Fe uptake suggest that improvements in Fe

bioavailability, in addition to increases in Fe-polyphenol and Fe-phytate complexes due to

biofortification, led to decreased concentrations of cecal Fe available for bacterial utilization.

Our findings demonstrate that Fe biofortification may improve Fe status without negatively

altering the structure and function of the gut microbiota, as is observed with other nutritional

methods of Fe supplementation. These results may be used to further improve the efficacy

and safety of future biofortification efforts in eradicating global Fe deficiency.
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Introduction

Iron (Fe) deficiency is the most prevalent dietary micronutrient insufficiency worldwide [1].

Significant morbidity and mortality are associated with insufficient Fe intake [2], and cognitive

and physical impairment in vulnerable populations (e.g., children, pregnant women) are espe-

cially common [3]. Fe deficiency is particularly prevalent in low-income countries due to a

lack of animal product consumption, in addition to dietary reliance on grains and legumes

that contain significant amounts of phytic acid and polyphenolic compounds, inhibitors of Fe

absorption [4]. In Rwanda alone, >50% of children suffer from Fe-deficiency anemia [5]. The

common bean (Phaseolus vulgaris L.) is a nutritious staple food crop that is widely consumed

by target populations in Central and East Africa, as well as in Latin America [6,7]. Insufficient

Fe intake, poor Fe absorption, and/or additional dietary Fe requirements that tax physiological

needs (e.g., pregnancy) are central to this issue [8]. To alleviate Fe deficiency, biofortification

has been proposed to complement existing efforts [9]. Biofortification uses both conventional

plant breeding and genetic modification to increase concentrations of minerals in staple food

crops, and has become an effective tool to address micronutrient deficiencies, especially that of

Fe, in many at-risk populations [10]. Indeed, our group recently published evidence in this

journal for significant yet limited improvement in Fe status provided by Rwandan cream

seeded carioca (Phaseolus Vulgaris L.) bean-based diet [11], the same bean-based diet used in

the current study.

The gut microbiota is known to play a prominent role in host nutritional status, including

the modulation of saccharide uptake [12], influencing energy balance [13], and de novo bio-

synthesis of various vitamins and minerals [14]. Fe is an essential nutrient for many microbes

coexisting within the intestinal environment [15,16], and it has been recently demonstrated

that the gut microbiota has the potential to influence Fe uptake and storage by modulating epi-

thelial Fe transport proteins [17]. Studies in both humans and animals have reported changes

in the gut microbial composition due to Fe supplementation, including increases in Bacter-
oides spp. and members of the Enterobacteriaceae [18,19], decreases in bifidobacteria and

Lactobacilli [18, 20–22], and an expansion of opportunistic pathogens such as Salmonella,

Escherichia coli, and Clostridium difficile [19,23]. Recent studies using animal models of dietary

Fe deficiency have shown decreased levels of Bacteroides spp. and Roseburia spp./Eubacterium
rectale and increased levels of lactobacilli and Enterobacteriaceae [24,25]. It is clear that dietary

components, such as the Fe, are major factors in influencing the host gut microbiota composi-

tion and metabolism [26].

In addition, there is a large body of evidence that now suggests that poorly bioavailable Fe

can stimulate the growth and virulence of pathogenic microbes in the intestinal milieu, and

that host Fe status influences defense against these pathogens [27]. As such, Fe availability to

microorganisms is generally limited by the host to prevent dysbiosis and outgrowth of these

taxa [28]. Although Fe status modulates the gut microbiota and, thus, host health [29], there

have been no reports evaluating the gut microbiota in subjects consuming Fe biofortified diets.

As the consumption of Fe biofortified diets increases due to the increasing implementation of

biofortification strategies, understanding the risk:benefit ratio from the perspective of the gut

microbiota remains important if we are to further improve the nutritional outcomes provided

by biofortification.

Therefore, the present study examined the compositional and functional changes to the gut

microbiota in broiler chickens fed a relatively Fe bioavailable diet (biofortified, BFe) versus a

Fe poorly-bioavailable diet (standard, SFe). Biofortified bean based diets were designed in

identical fashion to those used in a recent human efficacy trial of biofortified cream seeded

carioca beans (Phaseolus vulgaris L.) in Rwanda [7]. A panel of physiological markers were
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measured weekly to monitor the level of Fe deficiency, and gene expression of a variety of Fe-

related proteins was quantified from the duodenum at the study conclusion [11]. 16S rRNA

gene sequencing was used to analyze the microbial changes in the cecal contents.

Methods

Ethics statement

All animal protocols were approved by the Cornell University Institutional Animal Care and

Use committee (protocol name: Intestinal uptake of Fe and Zn in the duodenum of broiler
chicken: extent, frequency and nutritional implications; protocol number: 2007–0129).

Animals, diets, and study design

Upon hatching, chicks (Cornish cross) were randomly allocated into two treatment groups on

the basis of body weight and gender (aimed to ensure equal distribution and minimize bias

between groups, n = 14): 1. Fe Biofortified (BFe): 34.6% biofortified cream seeded carioca bean

based diet (48.7 ± 1.50 μg Fe/g), and 2. Fe Standard (SFe): 34.6% biofortified cream seeded cari-

oca bean based diet (33.7 ± 0.80 μg Fe/g). Details of the diets are shown in S1 Table. At study

conclusion (day 42), birds were euthanized (CO2 exposure). The digestive tracts (colon and

small intestine) and liver were rapidly removed and frozen as was previously described [30].

Biochemical analysis and hemoglobin (Hb) determination

Blood samples were collected weekly from the wing vein (n = 14, 100μL) using micro-hemato-

crit heparinized capillary tubes (Fisher Scientific, Pittsburgh, PA). Samples were collected in

the morning following an 8 h overnight fast. Weekly blood Hb concentrations were deter-

mined spectrophotometrically using the cyanmethemoglobin method (H7506-STD, Pointe Sci-
entific Inc., Canton, MI) following the kit manufacturer’s instructions. Fe bioavailability was

calculated as hemoglobin maintenance efficiency (HME) as previously reported [11].

Isolation of total RNA

Total RNA was extracted from 30 mg of duodenal (proximal duodenum, n = 14) and liver tis-

sues (n = 14) as described in S1 Methods.

Gene expression analysis

As previously described [31], PCR was carried out with primers chosen from the fragments

of chicken duodenal tissues [DMT–1 gene (GeneBank database; GI 206597489) (forward:

5’-AGCCGT TCA CCA CTT ATT TCG-3’; reverse: 5’-GGT CCA AAT AGG CGA TGC
TC-3’), DcytB gene (GI 20380692) (forward: 5’-GGC CGT GTT TGA GAA CCA CAA TGT
T-3’; reverse: 5’-CGT TTG CAA TCA CGT TTC CAA AGA T-3’) and Ferroportin gene (GI

61098365) (forward: 5’-GATGCA TTC TGA ACA ACC AAG GA’; reverse: 5’-GGAGAC TGG
GTG GAC AAG AAC TC-3’). Ribosomal 18S was used to normalize the results (GI 7262899)

(forward: 5’- CGA TGC TCT TAA CTG AGT-3’; reverse: 5’-CAGCTT TGC AAC CAT ACT
C-3’)]. All PCR products were separated by electrophoresis on 2% agarose gel stained with

ethidium bromide, and quantified using the Quantity One 1-D analysis software (Bio-Rad,

Hercules, CA).

16S rRNA PCR amplification and sequencing

Microbial genomic DNA was extracted from cecal samples as described in S1 Methods.
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16S rRNA gene sequence analysis

16S rRNA gene sequence analysis was performed as described in S1 Methods.

Statistical analyses

All values are reported as mean±SEM. One-way ANOVA was performed to identify significant

differences between the means of the experimental groups of birds, unless otherwise stated.

The Kruskal–Wallis test was used to compare the relative abundance of distinct taxonomic

units. Significant P-values (P< 0.05) associated with microbial clades and functions identified

by LEfSe were corrected for multiple comparisons using the Benjamini and Hochberg false

discovery rate (FDR) correction [32]. Statistical tests were carried out using SAS version 9.3

(SAS Institute, Cary, NC, USA).

Results

Increased Fe status and dietary Fe bioavailability in the BFe group

The BFe diet had significantly increased concentration of three dietary components: Fe (48.7

μg/g±1.50 versus 33.7μg/g±0.80, respectively, P< 0.05), polyphenol compounds (quercetin

3-glucoside and kaempferol 3-glucoside, P< 0.05) and phytic acid (13793μg/g±1172 versus

10605μg/g±742, respectively, P< 0.05). S1 and S2 Tables provide an expanded view of the

diets and the differences in polyphenol concentrations between them, respectively. In terms of

Fe bioavailability, our previous in vitro studies using ferritin formation as a proxy for bioacces-

sibility demonstrated that the BFe diet contained greater amounts (P< 0.05) of bioavailable Fe

than did the SFe diet [11].

Fig 1A–1C presents the measured hematological parameters of the two study groups [11].

In order to provide context and to demonstrate differences in Fe status between treatment

groups, we used a panel of Fe status biomarkers − including standard hematological assays as

well as gene expression of key Fe related proteins. Results presented in Fig 1 were adapted

from our recent publication [11]. As from day 21 of the study, body weights were consistently

higher in the BFe versus the SFe group (P< 0.05). Total body Hb−Fe (index of Fe absorption)

was higher in the BFe group from day 28 until study conclusion (P< 0.05), while hemoglobin

maintenance efficiency (HME, index of dietary Fe bioavailability) was consistently elevated in

the SFe group from day 0 (P< 0.05). Gene expression results indicate that, relative to 18S

rRNA, duodenal DMT-1 expressionwas elevated in the SFe group (P< 0.05). As we, and oth-

ers have previously published, increased DMT-1 suggests a mechanism to compensate for the

relatively low dietary Fe bioavailability in the SFe group. In addition, significantly greater

hepatic Fe concentration was measured in BFe group compared to the SFe group. Altogether,

the results of these Fe status parameters show that, by the end of the study, animals in the SFe

were mildly Fe deficient yet non-anemic, whereas birds in the BFe group had an improved Fe

status [11].

Bacterial diversity of the gut microbiota is not significantly altered by the

biofortified diet

Cecal samples from the BFe and SFe treatment groups were harvested and used for bacterial

DNA extraction and sequencing of the V4 hypervariable region in the 16S rRNA gene. The

cecum represents the primary site of bacterial fermentation in Gallus gallus, with highly diverse

and abundant microbiota [33]. As in the human gut [34], Firmicutes and Bacteroidetes were

by far the dominant bacterial phyla in the Gallus gallus cecum, accounting for> 85% of all

sequences [35].

Gut microbiome following the consumption of Fe biofortified beans
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The diversity of the cecal microbiota between the BFe and SFe groups was assessed initially

through measures of α–diversity and β–diversity. The Chao1 index and observed species rich-

ness were used to assess α–diversity (Fig 2A and 2B). Neither of these measures showed signifi-

cant differences between the SFe and BFe groups (P> 0.05). We utilized unweighted UniFrac

distances as a measure of β-diversity to assess the effect of the biofortified diet on between-

individual variation in bacterial community composition (Fig 2C). Principal coordinate analy-

sis (PCA) showed clear clustering of the SFe and BFe groups, suggesting that samples were

more similar to other samples within each of the groups, as opposed to samples of the other

group. However, distances of β-diversity within each group did not appear significantly differ-

ent, demonstrating that there is similar diversity within each group (P> 0.05).

Composition of the gut microbiota under Fe biofortification conditions

We next performed a taxonomy based analysis of the cecal microbiota (Fig 3). 16S rRNA gene

sequencing revealed that the vast majority of sequences in both the SFe and BFe groups were

Fig 1. Measured Fe status parameters assessed during the study [11]. (a) Blood Hb concentration; (b) Total body Hb-Fe; (c) HME; (d) duodenal mRNA

expression of Fe-related proteins collected at the end of the study (day 42).

https://doi.org/10.1371/journal.pone.0182431.g001
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assigned to three bacterial phyla (Firmicutes, Bacteroidetes, and Proteobacteria), whereas

sequences of representatives of Euryarchaeota (domain Archaea), Elusimicrobia, Cyanobacte-

ria, Verrucomicrobia, Tenericutes, Lentisphaerae, Fusobacteria, and Actinobacteria were also

identified, but in much lower abundance. The difference in abundance between the three

dominant phyla, Firmicutes, Bacteroidetes, and Proteobacteria, was not significant between

the BFe and SFe groups (P = 0.247, P = 0.106, P = 0.396, respectively). Two phyla (<1% relative

abundance), Elusimicrobioa and Euryarchaeota (domain Archaea), were found to be signifi-

cantly decreased in the BFe group compared to the SFe group (P = 0.002 and P = 0.001, respec-

tively). Interestingly, no sequences of Euryarchaeota (domain Archaea) were found in the BFe

group. At the family level, Elusimicrobiaceae, Methanobacteriaceae (domain Archaea), and

Methanomassiliicoccaceae (domain Archaea) were significantly lower (P = 0.010, P = 0.020,

Fig 2. Microbial diversity of the cecal microbiome. (a) Measures of α-diversity using the Chao1 Index; (b) Total number of observed species; (c) Measure

of β-diversity using unweighted UniFrac distances separated by the first three principal components (PC). Each dot represents one animal, and the colors

represent the different treatment groups.

https://doi.org/10.1371/journal.pone.0182431.g002

Fig 3. Family and genus level cecal microbiota shifts between the BFe and SFe treatment groups. (a) Family level changes in the BFe and

SFe groups as measured at the end of the study (day 42); (b) Genus level changes in the BFe and SFe groups as measured at the end of the study

(day 42).

https://doi.org/10.1371/journal.pone.0182431.g003
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P = 0.020, respectively), and Dehalobacteriaceae and Enterococcaceae were significantly ele-

vated (P = 0.004, P = 0.020, respectively in the BFe group (Fig 3A). At the genus level, we

detected a significantly greater abundance of unclassified Dehalobacteriaceae (P = 0.006),

and significantly lower abundances of unclassified Elusimicrobiaceae, Methanobrevibacter,
vadinCA11, and Enterococcus in the BFe group compared to the SFe group (P = 0.017, P =

0.038, P = 0.038, and P = 0.038, respectively, Fig 3B). It is interesting to note that the BFe

group harbored no identifiable sequences of either Methanobrevibacter or vadinCA11. At the

operational taxonomic unit (OTU) level, we identified one OTU belonging to the Clostridiales

order, denovo2964, that was significantly enriched in the BFe group (P = 1.8 x 10−5). We were

unable to further identify this bacterium.

Discriminating the gut microbiota of the BFe and SFe groups

Examining the clade abundances at all taxonomic levels, we used the linear discriminant analy-

sis effect size (LEfSe) method [36] to identify significant bacterial biomarkers that can discrim-

inate the cecal microbiota of the BFe and SFe groups. Fig 4A and 4B present the differences in

abundance between groups at the various taxonomic levels, with their respective LDA scores.

Fig 4C–4F present the relative abundances of the sequences that were significantly different as

classified by LefSe analysis.

We observed a general taxonomic delineation between the SFe and BFe groups, whereby

the methanogenic Archaea predominated in the SFe group, while short chain fatty acid

(SCFA)-producing Bacteria were enriched in the BFe group. At the phylum level, the Proteo-

bacteria and Firmicutes were more abundant in the BFe group relative to that of the SFe

group, whereas Elusimicrobiota and Euryarchaeota were less abundant (P< 0.05, Fig 4C). At

the order level, the proportions of Campylobacterales were increased in the BFe group relative

to that of the SFe group, whereas the proportions of Enterobacteriales, Elusimicrobiales, Bac-

teroidales, and E2 were decreased (P< 0.05, Fig 4D). At the family level, members of the Heli-

cobacteraceae, Dehalobacteriaceae, and Streptococcaceae were enriched in the BFe group

compared to the SFe group, whereas Enterobacteriaceae, Enterococcaceae, Elusimicrobiaceae,

Coriobacteriaceae, Methanomassiliicoccaceae, and Methanobacteriaceae were decreased

(P< 0.05, Fig 4E). At the genus level, the Helicobacter, Ruminococcus, Coprococcus, and Strep-
tococcus were more abundant in the BFe group compared to the SFe group, whereas Lachnos-
pira, Enterococcus, vadinCA11, Methanobacterium, and Methanobrevibacter were decreased.

LefSe analysis also revealed several OTUs that were differentially-enriched in the BFe group

compared to the SFe group; Faecalibacterium prausnitzii (LDA score = 5.2, P = 4.7 x 10−4), Bar-
nesiella viscericola (LDA score = 4.4, P = 4.3 x 10−2), Enterococcus cecorum (LDA score = 4.4,

8.8 x 10−2), and vadinCA11 (a novel methanogen belonging to Euryarchaeota [37], LDA

score = 4.1, 9.3 x 10−2). In addition, an unclassified OTU belonging to Dehalobacteriaceae was

found to be significantly enriched in the BFe group compared to the SFe group (P = 0.02),

although this OTU was not identified by LefSe as differentially-enriched between groups.

The metagenome of the cecal microbiota under Fe biofortified conditions

We next sought to understand whether the biofortified Fe diet may influence the genetic

capacity of the microbiota, and to characterize the possible functional alterations. Our group

recently demonstrated that metagenomic perturbations of the cecal microbiota in chicks influ-

ence the severity of a dietary zinc deficiency by, among other pathways, decreasing the capacity

of resident bacteria to provide beneficial SCFAs for optimal Zn absorption by the host [38].

The clinical significance of alterations in the metabolic or functional capacity of the host

microbiome from the consumption of an Fe biofortified diet has not previously been explored,
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even though it is clear that the presence of solubilized Fe modulates the gut microbiota. Meta-

genome functional predictive analysis was carried out using PICRUSt software [39]; OTU

abundance was normalized by 16S rRNA gene copy number, identified using the Greengenes

database, and Kyoto Encyclopedia of Genes and Genomes (KEGG) orthologue prediction was

calculated [39]. In the BFe group, 16 of the 263 (~6%) KEGG metabolic pathways analyzed

were differentially-enriched as compared to the SFe group (Fig 5).

All 16 significantly different pathways were depleted in the BFe group when compared to

the SFe group. Both the transcription related proteins and mineral absorption KEGG pathways

were most significantly depleted in the BFe group (both P = 0.004). Fe is an essential metal

cofactor for a variety of regulatory transcriptional proteins needed for bacterial viability and

bacterial Fe homeostasis, especially in members of the Enterobacteriaceae family [40,41]. Bac-

teria can sense their environment and alter expression of proteins to increase their viability,

such as the expression of high-affinity Fe transporter siderophores [41,42]. The depletion of

Fig 4. LEfSe method identifying the OTUs with the greatest differences in abundance in the BFe and SFe groups. (a) Taxonomic

cladogram obtained using LEfSe analysis of the 16S rRNA sequences. Treatment groups are indicated by the different colors; (b) Computed LDA

scores of the relative abundance difference between the BFe and SFe groups. Comparison of the relative abundance at the (c) phylum; (d) order;

(e) family; and (f) genus levels in the BFe and SFe groups.

https://doi.org/10.1371/journal.pone.0182431.g004
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both the transcription-related proteins and mineral absorption KEGG pathways in the BFe

group relative to the SFe group, suggests the presence of Fe-depleted conditions in the BFe

gut microbiota, as low concentration of dietary Fe leads to the repression of many bacterial

genes involved in Fe uptake [43]. It may also suggest that the luminal Fe in the cecum was not

Fig 5. Observed alterations in the metabolic capacity of the cecal microbiota in the BFe group compared to the SFe group. Relative abundance of

differentially–enriched KEGG microbial metabolic pathways in cecal microbiota, including a) Unclassified; b) Organismal Systems; c) Human

Diseases; d) Genetic Information Processing; e) Environmental Information Processing; and f) Cellular Processes. Treatment groups are indicated by the

different colors, and FDR-corrected P values are displayed on the y-axis.

https://doi.org/10.1371/journal.pone.0182431.g005
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available to the bacteria, or that bacteria which colonized the BFe gut were unable to utilize

sufficient Fe, due to the increased concentrations of polyphenols and phytic acid in the biofor-

tified diet, which form Fe complexes. In the gut lumen of SFe animals, due to the poor bio-

availability of the dietary Fe, relatively greater Fe-replete conditions caused expansion of

bacterial taxa caused expansion of bacterial taxa, such as those belonging to the Enterobacter-

iaceae family, which have evolved high-affinity Fe transporters. In addition, bacterial pathways

responsible for sequestering Fe were upregulated, as observed in the increased expression of

pathways belonging to the Genetic Information Processing, Environmental Information

Processing, and Cellular Processes KEGG categories. Altogether, the observed metagenomic

differences between the groups lends support to the notion that the BFe diet provided less

readily-available Fe for the cecal microbiota, and that increased bioavailability in addition to

increased levels of Fe-complexing compounds were responsible for these differences.

Discussion

As is the case in humans and the vast majority of animals, broiler chickens (Gallus gallus)
harbor a complex and dynamic gut microbiota [44], heavily influenced by host genetics, envi-

ronment, and diet [45]. There is considerable similarity at the phylum level between the gut

microbiota of Gallus gallus and humans, with Bacteroidetes, Firmicutes, Proteobacteria, and

Actinobacteria representing the four dominant bacterial phyla in both [12,46]. Due to its rapid

maturation and well–characterized phenotype during mineral deficiency, Gallus gallus has

been used extensively as a model of human nutrition, particularly with respect to Fe, and it

represents a clinically-validated tool to assess physiological outcomes of low dietary Fe in effi-

cacy trials using Fe biofortified staple food crops [47–53]. In our recent feeding trial published

in this journal [11], we demonstrated that a biofortified bean diet (the BFe group in this study)

was able to moderately improve Fe status, and that the concurrent increase in the concentra-

tion of phytate and polyphenols in these beans likely limited the physiological benefit of

increased Fe concentration. Both in vitro and in vivo arms of this study were conducted under

conditions designed to mimic the actual human feeding protocol, and our findings were in

concordance with parallel efficacy trials in the target human populations [7,54]. Biofortifica-

tion is one of several nutritional interventions that aim to alleviate Fe deficiency. These meth-

ods—including supplementation, cereal and legume fortification, and complementary feeding

—have had some success [52], while additional studies examining how these strategies influ-

ence the gut microbiome have helped to improve their safety profile and to guide their further

implementation and development [19,22,55]. To date, however, this same scrutiny has not

been applied to Fe biofortification of staple food crops. The purpose of this study, therefore,

was to address this knowledge gap by exploring the efficacy of biofortification from the per-

spective of its influence over the gut microbial ecology.

The compositional differences in the microbiota between groups may be explained, in large

part, by the increases in phytic acid and in the polyphenols (quercetin and kaempferol) pro-

vided by the biofortified diet (S1 and S2 Tables). Members of the Firmicutes are implicated in

the metabolism of many phenolic compounds such as isoflavones, flavonols (e.g., quercetin

and kaempferol), and flavones [56]. Relative to the SFe group, the BFe group harbored signifi-

cantly greater levels of members belonging to the Firmicutes, while the Firmicutes phylum was

identified by LEfSe as a metagenomic biomarker most likely to explain the physiochemical dif-

ferences in the BFe group. In addition, the increase in relative abundance of Faecalibacterium
prausnitzii, a butyrate-producing species belonging to the Firmicutes which was differentially-

enriched in the BFe group, has been associated with increased dietary intake of flavonols [57–

59]. Further, previous studies of consumption of phenolic-rich foods have shown an increased
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abundance of taxa that have the capacity for phenolic catabolism [60–62], such as Enterococcus
spp., Barnesiella spp., and members of Dehalobacteriaceae, also differentially-enriched in the

BFe group as identified by LEfSe.

Aside from investigating compositional differences that exist between the groups, a major

aim of this study was to determine whether ingestion of an Fe biofortified diet would lead to

an increased pathogenic bacterial load in the gut microbiota. Dietary Fe supplementation has

been associated with an inflammatory-promoting gut microbiota, most likely due to the

increased presence of luminal Fe [63], subsequent generation of free radicals, and ensuing epi-

thelial stress and microbial dysbiosis [27]. Many of the nutritional methods used to combat Fe

deficiency, such as Fe supplementation and in-home Fe fortification, induce dysbiotic condi-

tions and an expansion of pathogenic bacteria in the gut microbiota of subjects receiving Fe

replete diets [19,63]. In contrast to these findings, we did not observe significant changes in α
or β bacterial diversity or dysbiosis (as defined by the Firmicutes:Bacteroidetes ratio [64], nor

did we find a significant increase in pathogenic taxa in the BFe group that have been previously

associated with dietary Fe intake (e.g., Salmonella and other Enterobacteria, and Clostridium
spp.) [19]. In fact, relative to the BFe group, Enterobacteria such as Enterobacteriaceae, were

enriched in the SFe group as were bacterial genes responsible for a variety of human diseases.

The findings of this study suggest that, in this animal model, Fe biofortification does not seem

to adversely affect the composition nor genetic capacity of the gut microbiota. Indeed, the

increases in butyrate-producing and other beneficial taxa, such as Faecalibacterium prausnitzii,
in the BFe group may support the notion that polyphenols, such as quercetin and kaempferol,

found in increased concentration in the biofortified diet, favorably modulate the gut micro-

biome [60]. As it relates to the gut microbiota, and potentially systemically to the host, the

increases in polyphenols from biofortification may represent a “side-benefit” as it could confer

protection from an outgrowth of pathogenic and opportunistic bacteria. Follow-up studies in

at-risk subjects that consume biofortified beans are warranted to assess whether these findings

carry over to a human cohort.

In summary, we demonstrate here that a significant remodeling of the gut microbiota

occurs in animals receiving a clinically-relevant Fe biofortified diet. Notwithstanding

unchanged bacterial diversity, increases in Fe, phytic acid, and/or polyphenols in the bioforti-

fied diet influenced the composition of the gut microbiota leading to alterations in its genetic

capacity. We suggest that the relative increase in Fe bioavailability of the biofortified diet, in

addition to increased levels of Fe bound to phytate and/or polyphenols, selectively modified

the gut microbiota by preventing access to luminal Fe by gut microorganisms. Not only was

the biofortified diet not associated with an increased dysbiotic or pathogenic microbial load,

but, in fact, this group harbored significantly more SCFA-producing and other beneficial bac-

teria and contained fewer bacterial genes encoding infectious diseases compared to the mildly

Fe deficient group. Importantly, these findings are in contrast to other animal and human

microbiome studies conducted as part of other interventional studies, such as Fe fortification

and Fe supplementation, which have demonstrated improvements in host Fe status at the

expense of intestinal dysbiosis, inflammation, and infection. Therefore, under these experi-

mental conditions, the results from this study suggest that Fe biofortification may improve Fe

status without negatively altering the structure and function of the gut microbiota. Under-

standing the effect of Fe biofortification on the gut microbiota may help to further biofortifica-

tion efforts by improving the safety and efficacy profile of the food crop, as we understand

more about the relationship between biofortified diets and the resident gut microbiota. Future

investigations should address the interplay between polyphenols, specifically quercetin and

kaempferol, and the gut microbiota, especially the role that methanogenic bacteria play in the

context of biofortification. Whether the polyphenol profile of biofortified beans can be further
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modified to support the goals of both gut health and optimal Fe status should be a continuing

strategy of biofortification efforts in the context of the microbiome [51,65].

Conclusion

Nutritional methods of eradicating global Fe deficiency, such as Fe supplementation or Fe for-

tification, have been moderately efficacious at attaining optimal Fe status. However, any

improvement in serum Fe levels comes at the expense of decreased gut health in the form of

dysbiosis and infection. This study is the first to report on how Fe biofortification, a clinically-

validated method for increasing Fe status, impacts the composition and metagenome of the

gut microbiota. Animals (Gallus gallus) who consumed the Fe biofortified bean-based diet had

less abundance of pathogenic bacteria, with concomitant increases in bacteria that produce

short chain fatty acids and have known phenolic catabolic capacity. Collectively, these findings

provide evidence that, unlike other nutritional methods of increasing Fe status, Fe biofortifica-

tion does not appear to increase the pathogenic load in the gut, and they raise the possibility

that this strategy can further improve in efficacy and safety as the role of the gut microbiota is

explored in additional experimental settings.
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13. Ley RE, Bäckhed F, Turnbaugh P, Lozupone CA, Knight RD, Gordon JI. Obesity alters gut microbial

ecology. Proc Natl Acad Sci U S A. 2005; 102: 11070–11075. https://doi.org/10.1073/pnas.

0504978102 PMID: 16033867

14. Turnbaugh PJ, Ley RE, Hamady M, Fraser-Liggett CM, Knight R, Gordon JI. The human microbiome

project. Nature. 2007; 449: 804–810. https://doi.org/10.1038/nature06244 PMID: 17943116

15. Nairz M, Haschka D, Demetz E, Weiss G. Iron at the interface of immunity and infection. Front Pharma-

col. 2014; 5: 152. https://doi.org/10.3389/fphar.2014.00152 PMID: 25076907

16. Andrews SC, Robinson AK, Rodrı́guez-Quiñones F. Bacterial iron homeostasis. FEMS Microbiol Rev.

2003; 27: 215–237. PMID: 12829269

17. Deschemin J- C, Noordine M-L, Remot A, Willemetz A, Afif C, Canonne-Hergaux F, et al. The micro-

biota shifts the iron sensing of intestinal cells. FASEB J. 2016; 30: 252–261. https://doi.org/10.1096/fj.

15-276840 PMID: 26370847

18. Zimmermann MB, Chassard C, Rohner F, N’Goran EK, Nindjin C, Dostal A, et al. The effects of iron for-

tification on the gut microbiota in African children: a randomized controlled trial in Cote d’Ivoire. Am J

Clin Nutr. 2010; 92: 1406–1415. https://doi.org/10.3945/ajcn.110.004564 PMID: 20962160

19. Jaeggi T, Tanja J, Kortman GAM, Diego M, Christophe C, Penny H, et al. Iron fortification adversely

affects the gut microbiome, increases pathogen abundance and induces intestinal inflammation in Ken-

yan infants. Gut. 2014; 64: 731–742. https://doi.org/10.1136/gutjnl-2014-307720 PMID: 25143342

20. Tompkins GR, O’Dell NL, Bryson IT, Pennington CB. The effects of dietary ferric iron and iron depriva-

tion on the bacterial composition of the mouse intestine. Curr Microbiol. 2001; 43: 38–42. https://doi.org/

10.1007/s002840010257 PMID: 11375662

21. Lee SH, Prashant S, Jaeyong C, Munsu P, Seho O, Kwon IK, et al. Effects of Dietary Iron Levels on

Growth Performance, Hematological Status, Liver Mineral Concentration, Fecal Microflora, and Diar-

rhea Incidence in Weanling Pigs. Biol Trace Elem Res. 2008; 126: 57–68.

22. Krebs NF, Sherlock LG, Jamie W, Diana C, Michael Hambidge K, Feazel LM, et al. Effects of Different

Complementary Feeding Regimens on Iron Status and Enteric Microbiota in Breastfed Infants. J

Pediatr. 2013; 163: 416–423.e4. https://doi.org/10.1016/j.jpeds.2013.01.024 PMID: 23452586

23. Sazawal S, Sunil S, Black RE, Mahdi R, Chwaya HM, Stoltzfus RJ, et al. Effects of routine prophylactic

supplementation with iron and folic acid on admission to hospital and mortality in preschool children in a

high malaria transmission setting: community-based, randomised, placebo-controlled trial. Lancet.

2006; 367: 133–143. https://doi.org/10.1016/S0140-6736(06)67962-2 PMID: 16413877

24. Dostal A, Chassard C, Hilty FM, Zimmermann MB, Jaeggi T, Rossi S, et al. Iron depletion and repletion

with ferrous sulfate or electrolytic iron modifies the composition and metabolic activity of the gut micro-

biota in rats. J Nutr. 2012; 142: 271–277. https://doi.org/10.3945/jn.111.148643 PMID: 22190022

Gut microbiome following the consumption of Fe biofortified beans

PLOS ONE | https://doi.org/10.1371/journal.pone.0182431 August 10, 2017 13 / 15

http://www.ncbi.nlm.nih.gov/pubmed/16549478
https://doi.org/10.1021/jf400774y
http://www.ncbi.nlm.nih.gov/pubmed/23848266
https://doi.org/10.3945/jn.114.192989
http://www.ncbi.nlm.nih.gov/pubmed/25332466
https://doi.org/10.1111/tmi.12216
http://www.ncbi.nlm.nih.gov/pubmed/24175968
https://doi.org/10.1177/15648265110321S105
https://doi.org/10.1177/15648265110321S105
http://www.ncbi.nlm.nih.gov/pubmed/21717916
https://doi.org/10.1038/srep19792
https://doi.org/10.1038/srep19792
http://www.ncbi.nlm.nih.gov/pubmed/26806528
https://doi.org/10.1371/journal.pone.0138479
http://www.ncbi.nlm.nih.gov/pubmed/26381264
https://doi.org/10.1126/science.1104816
http://www.ncbi.nlm.nih.gov/pubmed/15790844
https://doi.org/10.1073/pnas.0504978102
https://doi.org/10.1073/pnas.0504978102
http://www.ncbi.nlm.nih.gov/pubmed/16033867
https://doi.org/10.1038/nature06244
http://www.ncbi.nlm.nih.gov/pubmed/17943116
https://doi.org/10.3389/fphar.2014.00152
http://www.ncbi.nlm.nih.gov/pubmed/25076907
http://www.ncbi.nlm.nih.gov/pubmed/12829269
https://doi.org/10.1096/fj.15-276840
https://doi.org/10.1096/fj.15-276840
http://www.ncbi.nlm.nih.gov/pubmed/26370847
https://doi.org/10.3945/ajcn.110.004564
http://www.ncbi.nlm.nih.gov/pubmed/20962160
https://doi.org/10.1136/gutjnl-2014-307720
http://www.ncbi.nlm.nih.gov/pubmed/25143342
https://doi.org/10.1007/s002840010257
https://doi.org/10.1007/s002840010257
http://www.ncbi.nlm.nih.gov/pubmed/11375662
https://doi.org/10.1016/j.jpeds.2013.01.024
http://www.ncbi.nlm.nih.gov/pubmed/23452586
https://doi.org/10.1016/S0140-6736(06)67962-2
http://www.ncbi.nlm.nih.gov/pubmed/16413877
https://doi.org/10.3945/jn.111.148643
http://www.ncbi.nlm.nih.gov/pubmed/22190022
https://doi.org/10.1371/journal.pone.0182431


25. Dostal A, Alexandra D, Christophe L, Pham VT, Zimmermann MB, Christophe D homme, et al. Iron sup-

plementation promotes gut microbiota metabolic activity but not colitis markers in human gut micro-

biota-associated rats. Br J Nutr. 2014; 111: 2135–2145. https://doi.org/10.1017/S000711451400021X

PMID: 24555487

26. Power SE, O’Toole PW, Stanton C, Ross RP, Fitzgerald GF. Intestinal microbiota, diet and health. Br J

Nutr. 2014; 111: 387–402. https://doi.org/10.1017/S0007114513002560 PMID: 23931069

27. Kortman GAM, Raffatellu M, Swinkels DW, Tjalsma H. Nutritional iron turned inside out: intestinal stress

from a gut microbial perspective. FEMS Microbiol Rev. 2014; 38: 1202–1234. https://doi.org/10.1111/

1574-6976.12086 PMID: 25205464

28. Cassat JE, Skaar EP. Iron in infection and immunity. Cell Host Microbe. 2013; 13: 509–519. https://doi.

org/10.1016/j.chom.2013.04.010 PMID: 23684303

29. Flint HJ, Scott KP, Petra L, Duncan SH. The role of the gut microbiota in nutrition and health. Nat Rev

Gastroenterol Hepatol. 2012; 9: 577–589. https://doi.org/10.1038/nrgastro.2012.156 PMID: 22945443

30. Reed S, Xia Q, Rinat R-R, James B, Raymond G, Elad T. Dietary Zinc Deficiency Affects Blood Linoleic

Acid: Dihomo-γ-linolenic Acid (LA:DGLA) Ratio; a Sensitive Physiological Marker of Zinc Status in Vivo

(Gallus gallus). Nutrients. 2014; 6: 1164–1180. https://doi.org/10.3390/nu6031164 PMID: 24658588

31. Tako E, Reed SM, Budiman J, Hart JJ, Glahn RP. Higher iron pearl millet (Pennisetum glaucum L.) pro-

vides more absorbable iron that is limited by increased polyphenolic content. Nutr J. 2015; 14: 11.

https://doi.org/10.1186/1475-2891-14-11 PMID: 25614193

32. Benjamini Y, Hochberg Y. On the Adaptive Control of the False Discovery Rate in Multiple Testing With

Independent Statistics. J Educ Behav Stat. 2000; 25: 60–83.

33. Mead GC. Bacteria in the Gastrointestinal Tract of Birds. Gastrointestinal Microbiology. 1997. pp. 216–

240.

34. Eckburg PB. Diversity of the Human Intestinal Microbial Flora. Science. 2005; 308: 1635–1638. https://

doi.org/10.1126/science.1110591 PMID: 15831718

35. Wei S, Morrison M, Yu Z. Bacterial census of poultry intestinal microbiome. Poult Sci. 2013; 92: 671–

683. https://doi.org/10.3382/ps.2012-02822 PMID: 23436518

36. Segata N, Izard J, Waldron L, Gevers D, Miropolsky L, Garrett WS, et al. Metagenomic biomarker dis-

covery and explanation. Genome Biol. 2011; 12: R60. https://doi.org/10.1186/gb-2011-12-6-r60 PMID:

21702898

37. Wright A-DG, Williams AJ, Winder B, Christophersen CT, Rodgers SL, Smith KD. Molecular diversity of

rumen methanogens from sheep in Western Australia. Appl Environ Microbiol. 2004; 70: 1263–1270.

https://doi.org/10.1128/AEM.70.3.1263-1270.2004 PMID: 15006742

38. Reed S, Neuman H, Moscovich S, Glahn RP, Koren O, Tako E. Chronic Zinc Deficiency Alters Chick

Gut Microbiota Composition and Function. Nutrients. 2015; 7: 9768–9784. https://doi.org/10.3390/

nu7125497 PMID: 26633470

39. Langille MGI, Zaneveld J, Caporaso JG, McDonald D, Knights D, Reyes JA, et al. Predictive functional

profiling of microbial communities using 16S rRNA marker gene sequences. Nat Biotechnol. 2013; 31:

814–821. https://doi.org/10.1038/nbt.2676 PMID: 23975157

40. Crosa JH. Signal transduction and transcriptional and posttranscriptional control of iron-regulated

genes in bacteria. Microbiol Mol Biol Rev. 1997; 61: 319–336. PMID: 9293185

41. Troxell B, Hassan HM. Transcriptional regulation by Ferric Uptake Regulator (Fur) in pathogenic bacte-

ria. Front Cell Infect Microbiol. 2013; 3: 59. https://doi.org/10.3389/fcimb.2013.00059 PMID: 24106689

42. McHugh JP, Rodrı́guez-Quinoñes F, Abdul-Tehrani H, Svistunenko DA, Poole RK, Cooper CE, et al.

Global iron-dependent gene regulation in Escherichia coli. A new mechanism for iron homeostasis. J

Biol Chem. 2003; 278: 29478–29486. https://doi.org/10.1074/jbc.M303381200 PMID: 12746439

43. Cox CD, Rinehart KL Jr, Moore ML, Cook JC Jr. Pyochelin: novel structure of an iron-chelating growth

promoter for Pseudomonas aeruginosa. Proc Natl Acad Sci U S A. 1981; 78: 4256–4260. PMID:

6794030

44. Zhu XY, Zhong T, Pandya Y, Joerger RD. 16S rRNA-based analysis of microbiota from the cecum of

broiler chickens. Appl Environ Microbiol. 2002; 68: 124–137. https://doi.org/10.1128/AEM.68.1.124-

137.2002 PMID: 11772618

45. Yegani M, Korver DR. Factors affecting intestinal health in poultry. Poult Sci. 2008; 87: 2052–2063.

https://doi.org/10.3382/ps.2008-00091 PMID: 18809868

46. Qin J, Li R, Raes J, Arumugam M, Burgdorf KS, Manichanh C, et al. A human gut microbial gene cata-

logue established by metagenomic sequencing. Nature. 2010; 464: 59–65. https://doi.org/10.1038/

nature08821 PMID: 20203603

Gut microbiome following the consumption of Fe biofortified beans

PLOS ONE | https://doi.org/10.1371/journal.pone.0182431 August 10, 2017 14 / 15

https://doi.org/10.1017/S000711451400021X
http://www.ncbi.nlm.nih.gov/pubmed/24555487
https://doi.org/10.1017/S0007114513002560
http://www.ncbi.nlm.nih.gov/pubmed/23931069
https://doi.org/10.1111/1574-6976.12086
https://doi.org/10.1111/1574-6976.12086
http://www.ncbi.nlm.nih.gov/pubmed/25205464
https://doi.org/10.1016/j.chom.2013.04.010
https://doi.org/10.1016/j.chom.2013.04.010
http://www.ncbi.nlm.nih.gov/pubmed/23684303
https://doi.org/10.1038/nrgastro.2012.156
http://www.ncbi.nlm.nih.gov/pubmed/22945443
https://doi.org/10.3390/nu6031164
http://www.ncbi.nlm.nih.gov/pubmed/24658588
https://doi.org/10.1186/1475-2891-14-11
http://www.ncbi.nlm.nih.gov/pubmed/25614193
https://doi.org/10.1126/science.1110591
https://doi.org/10.1126/science.1110591
http://www.ncbi.nlm.nih.gov/pubmed/15831718
https://doi.org/10.3382/ps.2012-02822
http://www.ncbi.nlm.nih.gov/pubmed/23436518
https://doi.org/10.1186/gb-2011-12-6-r60
http://www.ncbi.nlm.nih.gov/pubmed/21702898
https://doi.org/10.1128/AEM.70.3.1263-1270.2004
http://www.ncbi.nlm.nih.gov/pubmed/15006742
https://doi.org/10.3390/nu7125497
https://doi.org/10.3390/nu7125497
http://www.ncbi.nlm.nih.gov/pubmed/26633470
https://doi.org/10.1038/nbt.2676
http://www.ncbi.nlm.nih.gov/pubmed/23975157
http://www.ncbi.nlm.nih.gov/pubmed/9293185
https://doi.org/10.3389/fcimb.2013.00059
http://www.ncbi.nlm.nih.gov/pubmed/24106689
https://doi.org/10.1074/jbc.M303381200
http://www.ncbi.nlm.nih.gov/pubmed/12746439
http://www.ncbi.nlm.nih.gov/pubmed/6794030
https://doi.org/10.1128/AEM.68.1.124-137.2002
https://doi.org/10.1128/AEM.68.1.124-137.2002
http://www.ncbi.nlm.nih.gov/pubmed/11772618
https://doi.org/10.3382/ps.2008-00091
http://www.ncbi.nlm.nih.gov/pubmed/18809868
https://doi.org/10.1038/nature08821
https://doi.org/10.1038/nature08821
http://www.ncbi.nlm.nih.gov/pubmed/20203603
https://doi.org/10.1371/journal.pone.0182431


47. Bao YM, Choct M, Iji PA, Bruerton K. Trace mineral interactions in broiler chicken diets. Br Poult Sci.

2010; 51: 109–117. https://doi.org/10.1080/00071660903571904 PMID: 20390575

48. Tako E, Rutzke MA, Glahn RP. Using the domestic chicken (Gallus gallus) as an in vivo model for iron

bioavailability. Poult Sci. 2010; 89: 514–521. https://doi.org/10.3382/ps.2009-00326 PMID: 20181868

49. Tako E, Glahn RP. White Beans Provide More Bioavailable Iron than Red Beans: Studies in Poultry

(Gallus gallus) and an in vitro Digestion/Caco-2 Model. International Journal for Vitamin and Nutrition

Research. 2010; 80: 416–429. https://doi.org/10.1024/0300-9831/a000028 PMID: 21792822

50. Tako E, Blair MW, Glahn RP. Biofortified red mottled beans (Phaseolus vulgaris L.) in a maize and bean

diet provide more bioavailable iron than standard red mottled beans: Studies in poultry (Gallus gallus)

and an in vitro digestion/Caco-2 model. Nutr J. 2011; 10. https://doi.org/10.1186/1475-2891-10-113

PMID: 21995581

51. Tako E, Bar H, Glahn RP. The Combined Application of the Caco-2 Cell Bioassay Coupled with In Vivo

(Gallus gallus) Feeding Trial Represents an Effective Approach to Predicting Fe Bioavailability in

Humans. Nutrients. 2016; 8. https://doi.org/10.3390/nu8110732 PMID: 27869705

52. Dias DM, et al. Advantages and limitations of in vitro and in vivo methods of iron and zinc bioavailability

evaluation in the assessment of biofortification program effectiveness. Crit Rev Food Sci Nutr. 2017;

17:0

53. Seim GL, Tako E, Ahn C, Glahn RP, Young SL. A Novel in Vivo Model for Assessing the Impact of Geo-

phagic Earth on Iron Status. Nutrients. 2016; 8(6). https://doi.org/10.3390/nu8060362 PMID: 27304966

54. Haas JD, Luna SV, Lung’aho MG, Wenger MJ, Murray-Kolb LE, Beebe S, et al. Consuming Iron Biofor-

tified Beans Increases Iron Status in Rwandan Women after 128 Days in a Randomized Controlled

Feeding Trial. J Nutr. 2016; https://doi.org/10.3945/jn.115.224741 PMID: 27358417

55. Balmer SE, Scott PH, Wharton BA. Diet and faecal flora in the newborn: lactoferrin. Arch Dis Child.

1989; 64: 1685–1690. PMID: 2696433

56. Selma MV, Espı́n JC, Tomás-Barberán FA. Interaction between Phenolics and Gut Microbiota: Role in

Human Health. J Agric Food Chem. 2009; 57: 6485–6501. https://doi.org/10.1021/jf902107d PMID:

19580283
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