
HAL Id: hal-04225488
https://hal.inrae.fr/hal-04225488

Submitted on 1 Feb 2024

HAL is a multi-disciplinary open access
archive for the deposit and dissemination of sci-
entific research documents, whether they are pub-
lished or not. The documents may come from
teaching and research institutions in France or
abroad, or from public or private research centers.

L’archive ouverte pluridisciplinaire HAL, est
destinée au dépôt et à la diffusion de documents
scientifiques de niveau recherche, publiés ou non,
émanant des établissements d’enseignement et de
recherche français ou étrangers, des laboratoires
publics ou privés.

Antibiotic treatment using amoxicillin-clavulanic acid
impairs gut mycobiota development through

modification of the bacterial ecosystem
Madeleine Spatz, Gregory da Costa, Rebecka Ventin-Holmberg, Julien

Planchais, Chloé Michaudel, Yazhou Wang, Camille Danne, Alexia Lapiere,
Marie-Laure Michel, Kaija-Leena Kolho, et al.

To cite this version:
Madeleine Spatz, Gregory da Costa, Rebecka Ventin-Holmberg, Julien Planchais, Chloé Michaudel, et
al.. Antibiotic treatment using amoxicillin-clavulanic acid impairs gut mycobiota development through
modification of the bacterial ecosystem. Microbiome, 2023, 11 (1), pp.73. �10.1186/s40168-023-01516-
y�. �hal-04225488�

https://hal.inrae.fr/hal-04225488
https://hal.archives-ouvertes.fr


Spatz et al. Microbiome           (2023) 11:73  
https://doi.org/10.1186/s40168-023-01516-y

RESEARCH Open Access

© The Author(s) 2023. Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which 
permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the 
original author(s) and the source, provide a link to the Creative Commons licence, and indicate if changes were made. The images or 
other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line 
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted by statutory 
regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this 
licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/. The Creative Commons Public Domain Dedication waiver (http://​creat​iveco​
mmons.​org/​publi​cdoma​in/​zero/1.​0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Microbiome

Antibiotic treatment using 
amoxicillin‑clavulanic acid impairs gut 
mycobiota development through modification 
of the bacterial ecosystem
Madeleine Spatz1,2*, Gregory Da Costa1,2, Rebecka Ventin‑Holmberg3,4, Julien Planchais1,2, Chloé Michaudel1,2, 
Yazhou Wang1,2, Camille Danne1,2, Alexia Lapiere1,2, Marie‑Laure Michel1,2, Kaija‑Leena Kolho3,5,6, 
Philippe Langella1,2, Harry Sokol1,2,7 and Mathias L. Richard1,2* 

Abstract 

Background  Effects of antibiotics on gut bacteria have been widely studied, but very little is known about the 
consequences of such treatments on the fungal microbiota (mycobiota). It is commonly believed that fungal load 
increases in the gastrointestinal tract following antibiotic treatment, but better characterization is clearly needed of 
how antibiotics directly or indirectly affect the mycobiota and thus the entire microbiota.

Design  We used samples from humans (infant cohort) and mice (conventional and human microbiota-associated 
mice) to study the consequences of antibiotic treatment (amoxicillin-clavulanic acid) on the intestinal microbiota. 
Bacterial and fungal communities were subjected to qPCR or 16S and ITS2 amplicon-based sequencing for micro‑
biota analysis. In vitro assays further characterized bacterial-fungal interactions, with mixed cultures between specific 
bacteria and fungi.

Results  Amoxicillin-clavulanic acid treatment triggered a decrease in the total fungal population in mouse feces, 
while other antibiotics had opposite effects on the fungal load. This decrease is accompanied by a total remodelling 
of the fungal population with the enrichment in Aspergillus, Cladosporium, and Valsa genera. In the presence of amox‑
icillin-clavulanic acid, microbiota analysis showed a remodeling of bacterial microbiota with an increase in specific 
bacteria belonging to the Enterobacteriaceae. Using in vitro assays, we isolated different Enterobacteriaceae species 
and explored their effect on different fungal strains. We showed that Enterobacter hormaechei was able to reduce the 
fungal population in vitro and in vivo through yet unknown mechanisms.

Conclusions  Bacteria and fungi have strong interactions within the microbiota; hence, the perturbation initiated by 
an antibiotic treatment targeting the bacterial community can have complex consequences and can induce opposite 
alterations of the mycobiota. Interestingly, amoxicillin-clavulanic acid treatment has a deleterious effect on the fungal 
community, which may have been partially due to the overgrowth of specific bacterial strains with inhibiting or 
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competing effects on fungi. This study provides new insights into the interactions between fungi and bacteria of the 
intestinal microbiota and might offer new strategies to modulate gut microbiota equilibrium.

Keywords  Microbiota, Mycobiota, Antibiotics, Enterobacteriaceae

Background
In the last 15 years, the intestinal microbiota has indeed 
been identified as a cofactor in diseases of the digestive 
tract (inflammatory bowel diseases (IBDs) or colorectal 
cancer) but also in diseases indirectly related to the gut, 
such as allergies, diabetes, and obesity [1, 2]. Gut micro-
biota members other than bacteria, such as fungi, viruses, 
and archaea, have been neglected for a long time. None-
theless, these minority microorganisms have also been 
associated with various pathologies, particularly intesti-
nal inflammation. Indeed, it has been shown that there 
is fungal dysbiosis in Crohn’s disease patients, and that 
gut fungal strains can be associated with IBDs or cancer 
development [3–7].

Nevertheless, the balance between bacterial and fungal 
commensal populations remains poorly described; most 
data report interactions between two single fungal and 
bacterial species; and mostly pathogen microorganisms, 
but very rarely, to our knowledge, describe the crosstalk 
level of an entire ecosystem or characterize the abun-
dance of fungi [8]. The effects of antibiotics on the bac-
terial microbiota are particularly well described, but very 
little is known about the impact on the fungal microbiota 
(mycobiota). The first study to investigate fungal modifi-
cations during antibiotic treatment described an increase 
in the Candida genus, while the Enterobacteriaceae fam-
ily was decreased, but this work was performed using 
culture-dependent techniques [9]. In a mouse model of 
antibiotic treatment, mice with oral gavage of Candida 
albicans had an antibiotic-dependent response for the 
colonization of this yeast, with an increase in the C. albi-
cans population (especially after treatment with ceftriax-
one, cefoperazone, or ticarcillin-clavulanic acid) in most 
cases [10]. The same scientists found similar results in a 
clinical study also focusing on C. albicans colonization 
[11]. Among the studies now focusing on the mycobiota, 
the majority found that fungal growth was favored in 
the mouse gut after treatment with different antibiotics, 
such as cefoperazone or a cocktail of ampicillin, neomy-
cin, vancomycin, and metronidazole [12, 13]. In a recent 
clinical study following several antibiotic treatments 
during Clostridioides difficile infections (metronidazole, 
fidaxomicin, and vancomycin), Lamendella and cowork-
ers [14] described specific modifications of bacterial and 
fungal populations dependent on the drugs used but gave 
no information on the modification of the global fungal 
abundance.

Here, we studied the effect of a broad-spectrum anti-
biotic commonly used in humans (amoxicillin-clavulanic 
acid) and provided a comprehensive analysis of fungal 
and bacterial microbiota modifications. We showed that 
amoxicillin-clavulanic acid strongly affected fungi of 
the gut microbiota in a mouse model of antibiotic treat-
ment and particularly decreased their total abundance, 
while it was commonly accepted that antibacterial treat-
ments had the opposite effect [10, 11, 13]. This decrease 
was also concomitant with the increase in specific bac-
teria, such as the Enterobacteriaceae family. Analysis of 
a cohort of infant gut samples treated with amoxicillin 
without clavulanic acid confirmed that this antibiotic 
treatment decreased fungal load. Specific in  vitro and 
in  vivo analyses in mice allowed the identification of 
potential bacterial strains that may impair fungal growth. 
This study has therefore deepened our knowledge of the 
interactions between bacteria and fungi within the host 
and has contributed to our understanding of this com-
plex and dynamic ecosystem.

Materials and methods
Patient characteristics
We collected fecal samples from antibiotic-naïve infants 
starting at admission due to an infection with respira-
tory syncytial virus (RSV) as previously reported [15, 
16]. Here, we used 19 samples from 7 infants, the same 
7 infants before (considered controls) and after receiv-
ing amoxicillin because of otitis media as a complication 
of RSV. Fecal samples were collected before and during 
amoxicillin treatment and at different timepoints (from 
1 to 5 days) (Table  1). The samples were immediately 
frozen at −20 °C and transported frozen at −70 °C until 
analyzed. The median age of the infants included was 
2—4 months (median, range 0.8–7.0, all males).

Table 1  Number of infants stratified by control and amoxicillin, 
divided into time

Timepoints Before (day 0) During (days 1–2) During (days 3–5)

Control (no. of 
infants—7; no. 
of samples—7)

7 0 0

Amoxicillin (no.
of infants—7; 
no. of sam‑
ples—12)

0 7 5
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Mice
A 6-week-old female C57BL/6J mice were purchased 
from Janvier Laboratory (Le Genest, France) and used 1 
week after delivery. Animals were kept in humidity- and 
temperature-controlled rooms under a 12-h light-dark 
cycle and had access to a chow diet and water ad libitum. 
All experiments were performed in accordance with the 
ethics committee “Comite d’Ethique en Experimenta-
tion Animale” (COMETHEA C2EA — 45, Jouy en Josas, 
France). Every experiment was repeated at least two 
times.

Fecal microbiota transfer (FMT)
Mice received feces from a healthy donor as previously 
described [17]. Briefly, feces from humans were recov-
ered and immediately stored at 4 °C in an anaerobiosis 
generator (Genbox, Biomérieux, Capronne, France) to 
favor the preservation of anaerobic bacteria. Samples 
were processed within 24 h in a Coy chamber. The feces 
were rapidly diluted 100-fold in brain-heart infusion 
(BHI, Becton Dickinson) supplemented with 0.5 mg/ml 
L-cysteine (Sigma‒Aldrich, St. Louis, MO, USA) and 20% 
skim milk (Becton Dickinson) (vol/vol) and stored in ali-
quots at −80 °C. This ready-to-use fecal suspension was 
used for FMT to mice.

Mice were fasted for 1 h and then subjected to bowel 
cleansing by oral-gastric gavage with PEG (polyethylene 
glycol, Macrogol 4000, Fortrans, Ipsen Pharma, France). 
Four hours later, mice received human feces by oral 
gastric gavage (350 μl of resuspended feces prepared as 
described above). Mice were then allowed free access 
to food and water. FMT was repeated once a week for 
3 weeks, before the antibiotic or before and during the 
bacterial administration. Bowel cleansing was only per-
formed on day 21.

Gavage with fungi and bacteria
Candida albicans SC5314 (ATCC, Molsheim, France) 
was used in this study. The yeast was grown on yeast 
extract peptone dextrose (YEPD) medium for 48 h at 37 
°C under agitation. The culture was then washed twice in 
PBS, and a yeast suspension of 109 CFU/mL in 200 µL of 
PBS or control medium (PBS) was administered daily to 
mice by intragastric gavage for 7 days before antibiotic 
treatment.

Escherichia coli MG1655 (ATCC, Molsheim, France) 
and Enterococcus faecalis and Enterobacter hormaechei 
isolated from feces of an antibiotic-treated mouse were 
also used in the study. The bacteria were grown on BHI 
medium for 24 h at 37 °C under agitation. The culture 
was then washed twice in PBS, and a bacterial suspen-
sion of 109 CFU/mL in 200 µL of PBS/glycerol or control 

medium (PBS/glycerol) was stored in aliquots at −80 
°C. This ready-to-use bacterial suspension was used for 
intragastric gavage for 10 days.

Antibiotic treatments
Amoxicillin-clavulanic acid (150 mg/kg; Sandoz), ampi-
cillin (200 mg/kg; Euromedex), colistin (600 μg/gavage; 
Sigma‒Aldrich), metronidazole (200 mg/kg; Toku-e), 
neomycin (200 mg/kg; Euromedex), vancomycin (100 
mg/kg; Mylan) or a broad-spectrum antibiotic cocktail 
containing a mix of ampicillin (200 mg/kg; Euromedex), 
metronidazole (200 mg/kg; Toku-e), neomycin (200 mg/
kg; Euromedex), and vancomycin (100 mg/kg; Mylan) 
were resuspended in NaCl as it is used in human intrave-
nous treatments and administered to mice daily by intra-
gastric gavage for 10 days.

Tissues and samples
Mice were euthanized by cervical dislocation. The colon 
was flushed and frozen for further RNA extraction and 
biochemical measurements (myeloperoxidase activity 
level). Stomach, ileal, and cecal contents were collected 
and frozen for microbiota analysis. Fecal samples were 
collected and frozen for gut microbiota analysis and fecal 
lipocalin-2 level measurements. All samples were stored 
at −80 °C until use.

Quantification of fecal lipocalin‑2 (LCN2) levels
LCN2 quantification is used as a fecal biomarker for 
intestinal inflamation [18]. Frozen fecal samples were 
weighed and suspended in cold PBS. Samples were then 
agitated on a Precellys (Bertin Corp., France) for 40 s at 
5000 rpm using 4.5-mm glass beads to obtain a homog-
enous fecal suspension. Samples were then centrifuged 
for 5 min at 10,000 g (4 °C), and clear supernatants were 
collected and stored at −20 °C until analysis. LCN2 levels 
were estimated using a DuoSet murine LCN2 ELISA kit 
(R&D Systems, Minneapolis, USA) according to the man-
ufacturer’s instructions and expressed as pg/mg of stool.

RNA extraction and gene expression analysis using 
quantitative real‑time PCR
Total RNA was isolated from colon samples using an 
RNeasy Mini Kit (Qiagen, Hilden, Germany), including a 
DNAse treatment step, according to the manufacturer’s 
instructions. The quality and concentration of RNA were 
checked using a NanoDrop apparatus (Thermo Fisher 
Scientific, USA). Quantitative real-time PCR was per-
formed using a LunaScript RT SuperMix Kit (New Eng-
land Biolabs, Massachusetts, USA) followed by qPCR 
using a Luna® Universal qPCR Master Mix (New Eng-
land Biolabs, Massachusetts, USA) in a StepOnePlus 
apparatus (Applied Biosystems, Foster City, CA, USA) 
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with specific mouse oligonucleotides. Amplification was 
initiated with an enzyme activation step at 95 °C for 10 
min, followed by 40 cycles consisting of a 15-s denatura-
tion step at 95 °C and a 60-s annealing step at 60 °C and a 
melting curve consisting of a temperature increase from 
60 to 95 °C with a fluorescence analysis every 0.3 s. The 
primer sequences of the amplified targets are listed in 
Supplemental Table 1. We used the 2−ΔΔCt quantification 
method with mouse GAPDH as a control.

Myeloperoxidase (MPO) activity level
Abnormally high levels of MPO indicate significant or 
excessive neutrophil activation and is therefore used as a 
marker for inflammation [19]. To measure MPO activity, 
a 1-cm section of colon tissue was weighed and homog-
enized with Precellys (Bertin Corp., France) in 300 μL of 
a 0.5% hexadecyltrimethyl-ammonium bromide (HTAB, 
Sigma‒Aldrich) solution in 50-mM potassium phosphate 
buffer (PPB, pH 6.0); 0.35–0.40 mg of 1.4- and 2.8-mm 
ceramic beads (Ozyme, France) were added. Each sample 
was then vortexed for 10 s, centrifuged at 13,000 g and 4 
°C for 10 min, and then transferred to a 96-well plate. To 
assay MPO activity, 50 μL of each aliquot was mixed with 
200 μL of 50 mM PPB (pH 6.0) containing 0.167 mg/mL 
o-dianisidine-dihydrochloride (Sigma‒Aldrich, France) 
and 0.0005% hydrogen peroxide (H2O2, Sigma‒Aldrich). 
The colorimetric reaction was measured by reading the 
absorbance at 405 nm with a spectrophotometer (Infinite 
M200, Tecan, Switzerland) at two time points: immedi-
ately and after 1 h. MPO activity was characterized by 
comparison with a standard (MPO activity of human 
polymorphonuclear leukocytes, Merck Chemicals, Ger-
many) and then expressed in units/mg of tissue. One 
activity unit represents the conversion of 1 μM H2O2 to 
water in 1 min at room temperature.

Stomach, ileal, cecal, and fecal DNA extraction
Stomach, ileal, cecal, and fecal total DNA were extracted 
from weighed content samples as previously described 
[20], with modifications. After nucleic acid precipita-
tion with isopropanol, DNA suspensions were incubated 
overnight at 4 °C and centrifuged at 20,000 × g for 30 
min. The supernatants were transferred to a new tube 
containing 2 μL of RNase (RNase A, 10 mg/ml; EN0531; 
Fermentas, Villebon sur Yvette, France) and incubated 
at 37 °C for 30 min. Nucleic acids were precipitated by 
the addition of 1 ml of absolute ethanol and 50 μl of 3-M 
sodium acetate and centrifuged at 20,000 × g for 10 min. 
The DNA pellets were washed with 70% ethanol 3 times 
and dried and resuspended in 100 μl of Tris-EDTA (TE) 
buffer (10 mM Tris-HCl, 1 mM EDTA, adjusted pH 8).

DNA extraction from infant fecal samples was done as 
previously described [15, 16].

The DNA suspensions were stored at −20 °C for real-
time qPCR analysis of the 16S rDNA or ITS2 sequences.

Fungal and bacterial quantification via quantitative PCR 
(qPCR)
Content-extracted DNA was subjected to qPCR by using 
a Luna® Universal qPCR Master Mix (New England Bio-
labs, MA, USA) for quantification of all fungal sequences 
or by using Luna® Universal Probe qPCR Master Mix 
(New England Biolabs, MA, USA) for quantification of all 
bacterial sequences. For all fungal quantification, ampli-
fication was initiated with an enzyme activation step at 
95 °C for 5 min, followed by 45 cycles consisting of a 15-s 
denaturation step at 94 °C, a 30-s annealing step at 55 °C, 
and a 30-s elongation step at 72 °C. This was followed by 
a single step of 5 min at 72 °C step and a melting curve 
step consisting of a temperature increase from 60 to 95 
°C with a fluorescence analysis every 0.3 s. For all bac-
terial quantification, amplification was initiated with an 
enzyme activation step at 50 °C for 2 min and 95 °C for 10 
min, followed by 40 cycles consisting of a 15-s denatura-
tion step at 95 °C and a 60-s annealing/extension step at 
60 °C. For Enterobacteriaceae and Enterococcaceae quan-
tification, fecal-extracted DNA was subjected to qPCR 
by using a Luna® Universal qPCR Master Mix (New Eng-
land Biolabs, MA, USA), and amplification was initiated 
with an enzyme activation step at 95 °C for 20 s, followed 
by 40 cycles consisting of a 3 s denaturation step at 95 
°C, a 30-s annealing step at 60 °C, and a melting curve 
step consisting of a temperature increase from 60 to 95 
°C with a fluorescence analysis every 0.3 s. The probes 
and primers for the bacterial and fungal genes are listed 
in Supplemental Table 1. We used the 2−ΔΔCt quantifica-
tion method with feces weight and calibrated the assay to 
the control group.

16S DNA gene and ITS2 sequencing
Bacterial diversity was determined for each sample by 
targeting a portion of the ribosomal genes. PCR was per-
formed to prepare amplicons using V3-V4 oligonucleo-
tides (PCR1F_460: 5′ CTT​TCC​CTA​CAC​GAC​GCT​CTT​
CCG​ATC​TAC​GGR​AGG​CAG​CAG​ 3′, PCR1R_460: 5′ 
GGA​GTT​CAG​ACG​TGT​GCT​CTT​CCG​ATC​TTA​CCA​
GGG​TAT​CTA​ATCCT 3′). Amplicon quality was veri-
fied by gel electrophoresis, and they were sent to the @
BRIDGe platform for the sequencing protocol on an Illu-
mina MiSeq (Illumina, San Diego, CA, USA).

A similar approach was used for fungal microbiota 
using the primers targeting the internal transcribed 
spacer 2 (ITS2) of the nuclear ribosomal genes in fungi 
(sense) 5′-GTG​ART​CAT​CGA​ATC​TTT​-3′ and (anti-
sense) 5′-GAT​ATG​CTT​AAG​TTC​AGC​GGGT-3′ and the 
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optimized and standardized ITS2-amplicon-library prep-
aration protocol (Metabiote, GenoScreen).

16S and ITS2 sequence analysis
The 16S sequences were demultiplexed and quality fil-
tered using the QIIME version 2.1.0 software package 
[21]. The sequences were then assigned to OTUs using 
the UCLUST algorithm [22] with a 97% pairwise identity 
threshold and classified taxonomically using the SILVA 
reference database (version 13.8) for bacteria [23]. For 
the ITS sequences, data were processed using the FROGS 
pipeline [24] for sequence quality control, and filtering 
and affiliation of taxa were performed with the UNITE 
ITS database (version 8_2) [25] using the FROGS guide-
lines for ITS data (http://​frogs.​toulo​use.​inra.​fr/). Rarefac-
tion analysis was performed and used to compare the 
relative abundance of OTUs across samples. Alpha diver-
sity was estimated using the Shannon diversity index or 
the number of observed species. Beta diversity was meas-
ured using the Jaccard distance matrix and was used to 
build principal coordinates analysis (PCoA) plots. The 
linear discriminant analysis (LDA) effect size (LEfSe) 
algorithm was used to identify taxa that were specific to 
treatment [26]. In deposition of the raw sequence data in 
the SRA database from the NCBI, the accession numbers 
are the following: PRJNA861943.

Mixed culture of bacteria and fungi
Bacteria isolated from feces of an antibiotic-treated 
mouse were cultivated with specific fungi. Briefly, feces 
from a mouse that received amoxicillin-clavulanic acid 
(150 mg/kg; Sandoz) for 10 days were grown on nutrient-
rich BHI medium under aerobic conditions for 24 h at 
37 °C. Bacteria were then isolated, purified, and identi-
fied by 16S PCR and sent to Eurofins Scientific (Eurofins, 
Nantes, France). In addition, E. hormaechei and E. faeca-
lis isolated from mouse feces and E. coli MG1655 (ATCC, 
Molsheim, France) were also used in the study and grown 
on BHI in aerobic conditions for 24 h at 37 °C. The fungi 
Saccharomyces cerevisiae (MYCOTQ 1146 [4]) and C. 
albicans SC5314 (ATCC, Molsheim, France) were grown 
on YEPD medium under aerobic conditions for 24 h at 37 
°C. Mixed cultures with fungi and bacteria (alive or heat-
killed) or bacterial filtrated supernatant (0.2 µm) were 
grown at 37 °C for 24 h (ratio 1/1). Moreover, mixed cul-
tures of S. cerevisiae with several filtrated supernatants 
(supernatant of 24-h mixed cultures of fungi and bacteria; 
supernatant of 24-h cultures of bacteria in YEPD, BHI, or 
YEPD/BHI) were performed. Additional mixed cultures 
included S. cerevisiae and antibiotic feces diluted in PBS 
(100 µL/mg of feces) and filtrated. For quantification, 
mixed cultures were plated either on YEPD agar plates 
supplemented with ampicillin (100 mg/mL; Euromedex), 

penicillin/streptomycin (10,000 units/mL penicillin and 
10 mg/mL streptomycin, 1 mg/mL; Sigma‒Aldrich), or 
BHI agar plates supplemented with amphotericin B (100 
µg/mL, Sigma‒Aldrich) and incubated at 37 °C for 24 h. 
Fungi and bacteria were then counted, and the absolute 
quantities of microorganisms were determined according 
to the corresponding dilutions.

Statistical analysis
GraphPad Prism version 7 (San Diego, CA, USA) was 
used for all analyses and preparation of graphs. For all 
data displayed in graphs, the results are expressed as the 
mean ± SEM (n = 5 to 16 per group). The D’Agostino 
and Pearson test of normality was applied to all data 
sets, and in cases where the data did not demonstrate a 
normal distribution, nonparametric tests were used to 
analyze statistical differences. For comparisons between 
two groups, Student’s t-test for unpaired data or non-
parametric Mann–Whitney test was used. For compari-
sons between more than two groups, one-way analysis of 
variance (ANOVA) and post hoc Tukey test or nonpara-
metric Kruskal–Wallis test followed by a post hoc Dunn’s 
test was used. For all statistical tests, differences with a 
p-value less than 0.05 were considered statistically signif-
icant: *p < 0.05, **p < 0.01, and ***p < 0.001.

Results
Amoxicillin/clavulanic acid administration decreases 
the intestinal fungal population in both human and mouse 
models
As amoxicillin-acid clavulanic (Amox) is an antibiotic 
very commonly used in human, we used it to evaluate the 
effect of its daily administration on fungal gut microbiota 
in conventional mice. Antibiotics had a strong impact 
on bacterial quantity, characterized by a significant load 
decreased in the stomach, ileum, cecum, and feces com-
pared to the control mice (Supp. Fig.  1A). Interestingly, 
the fungal population quantity again showed a signifi-
cant loss in all compartments, especially in the ileum, 
the cecum, and the feces, after 10 days of daily gavage of 
Amox compared to the control (Supp. Fig. 1A).

For a better understanding of the antibiotic-related 
effects on the fungal population, we repeated the experi-
ment with a broad-spectrum antibiotic treatment of 
ampicillin, metronidazole, neomycin, and vancomycin 
(AMNV) (Fig. 1A), which has been reported to increase 
fungal populations [13]. We confirmed our first observa-
tions: antibiotic treatments affect the bacterial popula-
tion but also strongly affect the fungal burden, which is 
characterized by a significant loss in the feces (Fig. 1B). 
With the aim of confirming these results in a human 
setup, we used samples originated from a previous study. 
In this study, the K-L. Kolho lab [15, 16] monitored the 

http://frogs.toulouse.inra.fr/
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effect of antibiotics on early-life gut microbiota equilib-
rium in an infant cohort and demonstrated specific mod-
ifications of the bacterial and fungal microbiota diversity 
and composition, but no data were available on the mod-
ulation of the microbial load during such treatments. We 
selected from the initial cohort, longitudinal fecal sam-
ples from seven infants before and during the administra-
tion of amoxicillin and quantified the bacterial and fungal 
composition (Fig. 1C). We showed that amoxicillin, even 
alone, induced a decrease on bacterial quantity and also 
on fungal load as observed in mice (Fig. 1D).

To evaluate the effects of the specific antibacterial 
treatment in modulating the fungal microbiota in human 
feces, we used a human microbiota of a healthy adult for 
fecal microbiota transfer (FMT) in conventional mice to 
create human microbiota-associated (HMA) mice and 
administered Amox or AMNV for 10 days to these mice 
(Fig.  1E). We then compared their fungal microbiota 
to that of the untreated control mice. We observed an 
antibiotic-dependent response. While AMNV increased 
fungal levels in the feces, Amox had the opposite effect, 
characterized by a significant decrease in the fungal 
quantity (Fig. 1F). We also evaluated the effect of our anti-
biotics on conventional mice colonized by a well-known 
fungus, Candida albicans (Fig.  1G). Again, AMNV, but 
not Amox, increased fungal quantity (Fig. 1H). We then 
investigated which antibiotic could increase fungal quan-
tity in AMNV administration by using them indepen-
dently or in double combinations in mice colonized by 
C. albicans (Supp. Fig. 2). Depending on the drug used, 
the fungal population seemed affected, either decreased 
or increased compared to the control mice. However, it 
was only the addition of the four antibiotics together that 
showed a significant effect.

We showed that Amox administration triggered a sig-
nificant loss in bacterial and fungal populations in infant 
feces and in several compartments in conventional, 
HMA, and C. albicans-colonized mice. As a possible 
explanation for this phenotype, we investigated the host 
immune response after Amox treatment, looking for a 
possible indirect effect of Amox on the host that would 
elicit this modification of the fungal population. We 

investigated whether Amox exacerbates intestinal inflam-
mation and thus impacts the microbial equilibrium. We 
measured the lipocalin-2 (LCN2) concentration in the 
mouse feces after 10 days of Amox but detected very low 
levels of lipocalin, far from any sign of clear inflamma-
tion (Supp. Fig. 3A). The modification of the microbiota 
did not seem to be the consequence of modification of 
neutrophil recruitment since myeloperoxidase (MPO) 
activity quantification in feces or quantification of related 
markers such as Lys1, Nos2, or Cxcl-2 indicated no sig-
nificant modulation (Supp. Fig.  3B). We also measured 
antimicrobial peptide expression in the colon following 
Reg3β, S100A8, and S100A9 (Supp. Fig.  3C) and only 
noted a significant but small increase with S100A8. Glob-
ally, no strong signals are observed in the host response 
but a tendency of a slight modification. Additionally, the 
decrease in the fungal load in the gut after Amox treat-
ment was associated with a tendency toward decreased 
IL-17A expression, which is expected since IL-17 is nota-
bly associated with fungal detection (Supp. Fig. 3D).

To dismiss a direct effect of Amox on fungal growth, 
drop tests were performed on Petri dishes supplemented 
with Amox, and no impact on C. albicans, C. tropicalis, 
or Saccharomyces cerevisiae growth was detected (data 
not shown).

Amoxicillin/clavulanate treatment alters the bacterial 
and fungal composition
To investigate the possible mechanism explaining this 
decrease, we explored the effects of Amox on both fun-
gal and bacterial intestinal microbiota in mice. First, we 
surveyed the effects on the fungal population (Fig.  2). 
Fecal ITS2 sequence analysis showed a trend of alpha 
diversity increase (Shannon index) after Amox treatment 
compared to the control treatment (Fig.  2A), as previ-
ously described [16]. A beta-diversity analysis (Jaccard 
index) confirmed the effect of Amox on the global fungal 
microbiota; indeed, the two groups “Amox” versus “Ctrl” 
formed two significantly separated clusters (p-value 
0.001) (Fig. 2B). DesEq2 differential analysis showed sig-
nificant differences in several taxonomic ranks (Fig. 2C), 
including an increase in the Aspergillus, Cladosporium, 

(See figure on next page.)
Fig. 1  Different actions of antibiotics on fungal populations after treatment with amoxicillin/clavulanic acid or cocktail of ampicillin/metronidazole/
neomycin/vancomycin in conventional, human microbiota-associated, or mice colonized by fungus. A–B Conventional mice treated with NaCl 
(Ctrl), amoxicillin/clavulanic acid (Amox), or a broad-spectrum antibiotic cocktail containing a mix of ampicillin, metronidazole, neomycin, and 
vancomycin (AMNV). Ctrl n = 24, Amox n = 32, AMNV n = 8, experiment was done 3 times. C–D Antibiotic-naïve infants treated with amoxicillin 
due to an infection with respiratory syncytial virus (RSV). Before n = 7, during n = 7. E–F Human microbiota-associated mice treated with Ctrl, 
Amox, or AMNV. Ctrl n = 16, Amox n = 24, AMNV n = 8, experiment was done 2 times. G–H Conventional mice colonized by C. albicans treated 
with Ctrl, Amox, or AMNV. Ctrl n = 13, Amox n = 16, AMNV n = 20, experiment was done 3 times. A, C, E, and G Experimental design for the 
administration of antibiotics in conventional mice (A), infants (C), human microbiota-associated mice (E), and mice colonized by fungus (G). B 
Bacterial and fungal quantity in feces after 10 days of antibiotics, determined by qPCR. D Bacterial and fungal quantity in feces after 1 to 5 days of 
amoxicillin treatment, determined by qPCR. F–H Fungal quantity in feces after 10 days of antibiotics, determined by qPCR. *p < 0.05, **p < 0.01, ***p 
< 0.001
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and Valsa genera between Amox and nontreated mice 
(Fig. 2D).

We confirmed using fecal 16S RNA amplicon 
sequencing that the antibiotic treatment significantly 
reduced the bacterial alpha-diversity (Shannon index) 

compared to the control group (Fig.  3A) and a spe-
cific dysbiosis illustrated by the clear clustering of the 
treated and untreated groups (Jaccard index, p-value 
0.001) (Fig.  3B). Amox treatment induced global 
changes in the bacterial microbiota with a strong 

Fig. 1  (See legend on previous page.)
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Fig. 2  Amoxicillin/clavulanate acid treatment alters the fungal microbiota. A–D Conventional mice treated with NaCl (Ctrl) or amoxicillin/clavulanic 
acid (Amox). Ctrl n = 6–12, Amox n = 8–14. A. Shannon index describing the alpha diversity of the fungal microbiota (ITS) in the fecal microbiota 
after 10 days of antibiotic treatment. B Beta diversity. Principal coordinate analysis of Jaccard distances with each sample colored according to the 
treatment. C Differential analysis by DeSeq2. D Relative abundance (% reads) of families specifically increased or decreased by antibiotic treatment
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decrease in many bacterial families, but these ecosys-
tem modifications also favored the development of sev-
eral other families. Differential analysis using the LeFSe 
tool showed that Enterobacteriaceae, Clostridiales 
vadinBB60 group, and Enterococcaceae were signifi-
cantly enhanced after 10 days of Amox treatment with 
strong modification of their abundances in these envi-
ronmental conditions (Fig.  3 C–D). Our collaborators 
[15] already showed an increase in the Enterobacte-
riaceae family in infants treated with different antibiot-
ics (amoxicillin and macrolide) but observed a decrease 
in the Clostridiaceae and Enterococcaceae families with 
Amox, and we confirmed these observations by qPCR 
(Fig.  3E). Unfortunately, we were not able to quantify 
the Clostridiales vadin BB60 group family, as it is a 
specific group largely unclassified and uncharacterized 
with no primers currently available.

Enterobacteriaceae have an impact on the fungal 
population
As the Enterobacteriaceae family was strongly 
increased in Amox infants and mice, we wondered if 
these bacteria could have a negative impact on fun-
gal growth. For a better understanding, we conducted 
two in  vivo experiments with antibiotics that have 
two different effects on Enterobacteriaceae: vanco-
mycin (Vanc), which is known to target gram-positive 
bacteria, consequently triggering a bloom of Entero-
bacteriaceae, and colistin (Col), which targets Entero-
bacteriaceae, dramatically reducing their abundance 
[27]. As previously done, we performed FMT on mice 
with feces of a human healthy subject and administered 
Vanc or Col for 10 days (Fig. 4A) to evaluate the effects 
on a fungal microbiota closer to the human microbiota. 
We observed that Vanc induced a decrease in fungal 
abundance concomitant with a significant increase in 
Enterobacteriaceae levels, as expected (Fig. 4B). On the 
other hand, Col induced an increase in fungal abun-
dance, while the levels of Enterobacteriaceae decreased 
strongly (Fig.  4B). Moreover, we also quantified the 
Enterococcaceae abundance levels in those mice, as this 
family was also increased by Amox treatment (Fig.  3 
C–D), and we did not observe any difference between 
the groups (Fig. 4B). We confirmed these results using 

conventional mice colonized by C. albicans by oral gav-
ages (Fig. 4 C–D).

The effects of Enterobacteriaceae on fungal cells are 
complex and could be a combination of different 
phenomena
Microbial composition seemed to have an effect on fun-
gal growth. As an initial screening for effectors of this 
inhibitory effect, we tested whether metabolites poten-
tially present in the feces would have an impact on fungal 
growth in  vitro. To investigate the role of in  vivo pro-
duced metabolites, we added the aqueous phase (fecal 
water) of feces from mice not treated, treated with vehicle 
(Ctrl, NaCl), or treated with Amox to S. cerevisiae liquid 
culture. We used S. cerevisiae because it is largely present 
in the human gut and because Saccharomyces genus was 
also the genus impacted by Amox treatment in infants 
(Fig. 2D) [16]. Neither of these fecal waters had any posi-
tive nor negative impact on fungal growth (Fig. 5A).

Since the metabolites remaining in the feces did not 
seem to be involved in the decrease in fungal quantity 
in Amox mice, we explored the potential effect of bacte-
rial strains themselves. Thus, we initiated the isolation 
of aerobic bacteria from the feces of mice treated for 10 
days with Amox: isolated bacteria were then coincubated 
with S. cerevisiae. Nine of the 13 isolated bacteria had a 
significant negative impact on S. cerevisiae growth (p < 
0.001), and after identification, all of them were from the 
Enterobacteriaceae family (Fig. 5B).

Based on these results, we evaluated the effects of three 
bacteria, Enterobacter hormaechei and Enterococcus fae-
calis isolated from our antibiotic mice and Escherichia 
coli MG1655, a well-described E. coli strain, using alive or 
dead bacteria or their culture supernatant. Neither dead 
bacteria nor their supernatant had any negative impact 
on S. cerevisiae growth (Fig. 5C). We also evaluated the 
impact of these three bacteria on another yeast, C. albi-
cans, and noted that Enterobacteriaceae and particularly 
E. hormaechei had a significant negative impact on fun-
gal growth (Supp. Fig. 4A). Dilution of the bacterial load 
demonstrated that the bacteria must be in sufficient con-
centration to have an effect on the fungus (Supp. Fig. 4B).

To further investigate how Enterobacteriaceae could 
affect fungal growth, we designed different experiments:

(See figure on next page.)
Fig. 3  Amoxicillin/clavulanate acid treatment alters the bacterial microbiota. A–D Conventional mice treated with NaCl (Ctrl) or amoxicillin/
clavulanic acid (Amox). Ctrl n = 6, Amox n = 8. A Shannon index, describing the alpha diversity of the bacterial microbiota (16S) in the fecal 
microbiota after 10 days of antibiotic treatment. B Beta diversity. Principal coordinate analysis of Jaccard distances with each sample colored 
according to the treatment. C Taxa with the largest differences (LDA > 2) in abundance by linear discriminant analysis (LEfSe) (LDA > 2). D Relative 
abundance (% reads) of families specifically increased by antibiotic treatment. E Antibiotic-naïve infants treated with amoxicillin due to an infection 
with respiratory syncytial virus (RSV). Before n = 7, during n = 7. E Enterobacteriaceae and Enterococcaceae quantity in feces after 1 to 5 days of 
Amox, determined by qPCR. *p < 0.05
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Fig. 3  (See legend on previous page.)
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• Firstly, the effect of the coculture with S. cerevisiae 
on bacterial growth was assessed over 10 h, followed 
by a growth curve using CFU counts. We did not 

observe any modification of either E. hormaechei or 
E. coli growth in the presence of S. cerevisiae (Supp. 
Fig. 4C, middle and lower panels).

Fig. 4  Different actions of antibiotics targeting the Enterobacteriaceae family on fungal populations after treatment with vancomycin or colistin 
in human microbiota-associated mice colonized by a fungus. A–B Human microbiota-associated mice treated with NaCl (Ctrl), vancomycin (Vanc), 
or colistin (Col). Ctrl n = 8, Vanco n = 8, Col n = 8, experiment was done 1 time. C–D Conventional mice colonized by C. albicans treated with Ctrl, 
Vanco, or Col. Ctrl n = 13, Vanco n = 16, Col n = 5, experiment was done 2 times. A and C Experimental design for the administration of antibiotics 
in human microbiota-associated mice (A) and mice colonized by a fungus (C). B and D Fungal, Enterobacteriaceae, and Enterococcaceae quantity in 
feces after 10 days of antibiotic treatment, determined by qPCR. *p < 0.05, **p < 0.01, ***p < 0.001
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Fig. 5  Effects of Enterobacteriaceae and Enterococcaceae on fungi. A Fungal quantity of mixed cultures of S. cerevisiae and feces from mice treated 
with no gavage, NaCl (Ctrl) or amoxicillin/clavulanic acid (Amox) diluted in PBS, expressed in CFU. Experiment was done 1 time. B Fungal quantity 
of mixed cultures of S. cerevisiae and bacteria isolated from feces of an antibiotic mouse, expressed in CFU. For statistical comparisons, (*) indicates 
versus BHI, experiment was done 3 times. C Fungal quantity of mixed cultures of S. cerevisiae and Enterobacter hormaechei either alive (AL) or dead 
(DE) or the corresponding bacterial supernatant (SN), Escherichia coli AL, DE, or SN, or Enterococcus faecalis AL, DE, or SN, expressed in CFU. For 
statistical comparisons, (*) indicates versus BHI, experiment was done 6 times. D Scanning electron microscopy (SEM) analyses of mixed cultures 
of S. cerevisiae and E. hormaechei (upper panel), E. coli (middle panel), or E. faecalis (lower panel) (1 µm). E Transmission electron microscopy (TEM) 
analyses of mixed cultures of S. cerevisiae and E. hormaechei (upper panel) or E. coli (lower panel). F Human microbiota-associated mice treated with 
PBS/glycerol (Ctrl), E. hormaechei, E. coli, or E. faecalis. Ctrl n = 15, E. hormaechei n = 15, E. coli n = 15, E. faecalis n = 15, experiment was done 2 times. 
F Fungal quantity in feces after 10 days of bacterial treatment, determined by qPCR. *p < 0.05, **p < 0.01, ***p < 0.001
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• Secondly, we compared the growth of S. cerevisiae 
alone or with the two bacteria over a time course. 
While the three curves were superimposed during 
the first 6 h, they began to diverge after that, with a 
slower growth rate of both cocultures compared to 
the S. cerevisiae monoculture (Supp. Fig. 4C, upper 
panel). However, when growing S. cerevisiae in a 
medium where both bacteria and fungi had grown 
for 24 h, we did not see any effect on S. cerevisiae 
growth (Supp. Fig. 4D).
• Thirdly, we added the supernatant of a 24-h culture 
of E. hormaechei, E. coli, or E. faecalis in different 
media (YEPD, BHI, or YEPD/BHI vol/vol) to a fresh 
culture of S. cerevisiae. Under these conditions, we 
noted a slight effect of spent media on the growth 
of S. cerevisiae, but it was not as potent as what was 
observed in coculture (Supp. Fig.  4E), suggesting 
that the depletion of the medium in some nutrients 
could be partially responsible for the fungal growth 
decrease.

To understand whether specific interactions occurred 
between these bacterial and fungal cells, we used scan-
ning (SEM) and transmission electron microscopy 
(TEM) observations. While all three bacteria were 
observed in contact with the yeast cells, specific fea-
tures were visible in the case of the coculture of E. hor-
maechei and S. cerevisiae cells. SEM images showed the 
presence of numerous pili-like structures linking E. hor-
maechei and S. cerevisiae cells (Fig. 5D), and no similar 
structures were observed with the two other bacteria. 
Nevertheless, these pili-like structures seemed to be 
an intrinsic property of E. hormaechei (Supp. Fig.  5A) 
and were not developed in response to the presence of 
the fungus. We were not able to obtain TEM images 
with both microorganisms for all coincubations, and 
no images of E. faecalis close to yeast cells were found. 
However, for the two other bacteria, TEM showed 
intimate contact between E. hormaechei and S. cerevi-
siae cells but not with E. coli cells (Fig.  5E). Concern-
ing the fungal cell ultrastructure in the presence of the 
three bacteria, we observed a disorganization in the 
organelles visible in the cytoplasm of yeast in the pres-
ence of E. hormaechei but not in the presence of the two 
other bacteria (Supp. Fig. 5B).

Finally, to further elucidate these bacterial effects on 
the fungal microbiota in general, we tested whether we 
could recapitulate the effect of antibiotic treatment with 
the use of the bacteria identified in our study in vivo. We 
administered the three bacteria separately to HMA mice 
for 10 days. The two Enterobacteriaceae bacteria were 
able to reduce the intestinal fungal load in vivo, but only 
E. hormaechei had a significant effect (Fig. 5F).

Overall, these results suggest that the bacterial dysbio-
sis induced by amoxicillin/clavulanic acid administra-
tion decreases the fungal population. It is likely that the 
Enterobacteriaceae family, which is increased by Amox 
treatment, is at least in part involved in this negative 
modulation through various mechanisms, such as com-
petition for specific nutrients and cell-to-cell adhesion, 
which would potentialize the competition.

Discussion
The aim of this article was to study the effects of antibi-
otic treatment on the fungal microbiota, since very little 
has been done on this subject this far. This is particularly 
important because of the increasing amount of published 
data suggesting a role of the fungal community in the 
microbiota equilibrium and in host health [7, 8].

It is widely considered that during antibiotic treatment, 
bacterial niches newly released by the treatment become 
suitable for the expansion of fungi, as it is observed with 
an increase in the fungal load [10, 11, 13]. Moreover, after 
stopping antibiotic treatment, bacteria normally return 
to their normal levels and niches, while fungi drop back 
to their baseline levels [13].

Amoxicillin-clavulanic acid (Amox) is one of the most 
commonly used antibiotics in humans to treat a large 
scale of infections with rather high efficacy [28]. As such, 
we chose to study the effect of Amox on the host and the 
balance of the bacterial and fungal microbiota. In  vivo 
experiments on mice showed surprising differences in the 
effect of antibacterial treatment on the fungal commu-
nity, demonstrating that depending on the antibacterial 
molecule used, the effect on the global fungal population 
could be completely opposite. Interestingly, Amox treat-
ment, instead of promoting fungal overgrowth, resulted 
in a decrease in the fungal population global abundance. 
We demonstrated it using various in  vivo mice model: 
conventionnal mice, mice orally gavaged with fungi, or 
mice after fecal microbiota transfer (FMT) with feces 
from a healthy human donor. As a partial confirma-
tion of the effects of Amox on the fungal microbiota in 
human, we also used samples from an already described 
cohort collected in K-L Kolho’s laboratory [15]. Although 
the modification of the fungal microbiota diversity and 
composition has already been described, nothing has 
been reported on the fungal load after antibacterial treat-
ments [16]. Using these samples, we were able to confirm 
a decrease in the fungal load after amoxicillin treatment 
alone. While these results cannot be compared com-
pletely with the Amox treatment and were obtained on 
a small cohort, they suggested that similar effects might 
occur in humans. In the future, gathering human samples 
before and after treatment with Amox would help con-
firming this hypothesis.
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In an attempt to explain these unexpected observa-
tions, we tested diverse hypotheses: direct effect of the 
Amox on the fungal growth or an umbalanced host 
immune response; none of them was satisfactory. The 
last hypothesis was that there was an impact of the anti-
biotic on the bacterial community; hence, this dysbiosis 
would impact the fungal community. Using data from the 
16S sequences, we identified three bacterial families with 
increased relative abundance during antibiotic therapy 
with Amox: Enterobacteriaceae, Clostridiales vadinBB60 
group, and Enterococcaceae. A recent study following 
the effects of antibiotics on infant gut microbiota also 
showed partially comparable effects with a significant 
increase in the relative abundance of Enterobacteriaceae 
(but not the others) when treated with amoxicillin alone 
[15].

To study whether these bacterial families, which are 
resistant to Amox, could indeed have a negative impact 
on the fungal quantity, we isolated aerobic bacteria from 
the feces of mice treated with Amox for 10 days and 
screened them using coculture with a fungal strain from 
the Saccharomyces family specifically impacted by amox-
icillin administration [16]. From this screen, we observed 
that bacteria from the Enterobacteriaceae family, unlike 
Enterococcaceae, decreased fungal growth suggesting 
that this particular family could affect the fungi. Entero-
bacter hormaechei was the most potent strain identified 
by this screening approach, with higher efficiency com-
pared to Escherichia coli from our lab collection.

In an attempt to decipher the mechanisms underlying 
the deleterious effect of E. hormaechei, we used several 
experimental procedures with spent medium or dead 
bacteria that suggested that the bacteria needed to be 
alive but was not producing toxic metabolites.

Another way to test the relationship between two 
organisms in coculture is to compare growth curves of 
single growth of each organism to that under the cocul-
ture of both. If the coculture growth rate is reduced 
when the single culture reaches its stationary phase, it 
is called the “Jameson effect” after Jameson’s observa-
tions in 1962 [29]. The Jameson effect is considered as 
a nonspecific competition for nutrient, but this effect 
has been described so far only between bacteria and 
not between fungi and bacteria [30, 31]. Our study sug-
gested that at one point, the medium lacked the mole-
cules necessary for the fungal cells to fully develop. Even 
if the stop of growth was not as quick as in other mod-
els, these results advocated that part of the effect could 
be due to the competition for nutrients, also known as 
the Jameson effect. However, since growth of S. cerevi-
siae in bacterial-spent medium was not affected, it was 
likely that yet unknown parameters were also at play in 
this growth reduction.

SEM and TEM observations were then conducted 
to identify possible physical interactions that may 
affect fungal growth. Even if no difference in the num-
ber of bacterial cells in contact with the yeast cells was 
observed, we showed that E. hormaechei and yeast cells 
were tightly linked together by fimbriae-like structures 
and showed intimate contact that was not present with 
the two other bacteria.

Interestingly, when provided to the mice by oral gav-
age, E. hormaechei was able to recapitulate the pheno-
type observed after Amox treatment with a significant 
reduction in the global fungal population, confirming the 
potential effect of this bacterium on the growth of the 
fungal cells in vivo (Fig. 6).

Studies on the interaction between bacteria and fungi 
in vivo are a very young area of research. The two micro-
biota have been first studied separately, but it is now evi-
dent that one cannot ignore the multiple interactions that 
are certainly occurring between these two types of organ-
isms within these microbial ecosystems. Many reports 
exist describing the different effects of bacteria and fungi 
on each other, but they are mainly based on in  vitro 
assays and interactions between one bacterial strain and 
one fungal strain [32]. Additionally, studies in many cases 
have focused on pathogenic microorganisms; thus, the 
literature lacks data exploring the interactions between 
commensal fungi and bacteria, events that occur on a 
daily basis within our microbiota [33].

However, studying these interactions in  vivo is 
extremely complex, as the microbiota composition can 
greatly influence the experimental output. For instance, 
the effects in  vivo of Enterobacteriaceae on the fun-
gal community can go in various directions. We have 
shown in a previous study that Enterobacteriaceae were 
necessary in the gut for the development of pro- or anti-
inflammatory effects in a model of colitis with two fun-
gal strains: C. albicans and S. boulardii [34]. Hoarau and 
coworkers [35] have shown that Serratia marcescens 
and E. coli, two Enterobacteriaceae, positively correlate 
with C. tropicalis in Crohn’s disease patients, and they 
also demonstrated the presence of adhesion phenom-
ena and the potential implication of fimbriae. However, 
it has been demonstrated in other studies that Entero-
bacteriaceae can be deleterious to fungi. For instance, 
in a recent study, the authors described the production 
by E. coli of a soluble fungicidal factor, a factor that can 
kill C. albicans in a magnesium-dependent fashion [36]. 
Enterobacter strains have also been implicated in dif-
ferent experiments showing inhibitory effects on fungal 
cells. Several Enterobacter stains have shown inhibitory 
effects on different fungal strains: Chernin L. et  al. [37, 
38] described the chitinolytic activity of secreted pro-
teins of Enterobacter agglomerans that can inhibit the 
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development of fungal plant pathogens or E. agglomerans 
production of pyrrolnitrin, an antibiotic molecule that 
has broad-spectrum antagonistic activity against fungal 
filamentous strains. Additionally, a recent publication 
describes Enterobacter asburiae and its production of 
volatile compounds that can reduce the growth of Asper-
gillus flavus and 7 other fungal plant pathogens [39].

However, there is no publication describing E. hor-
maechei-specific interactions with fungal strains to date. 
E. hormaechei was described in 1989 and is very close to 
Enterobacter clocae, and as such is part of the phylogenic 
“E. clocae complex”; E. hormaechei strains have been 
isolated from diverse human niches (wounds, urine, or 
blood) but are found in various other environments (soil, 
water, vertebrate host, vegetation, etc.) [40]. This group 
has been associated with various nosocomial infections, 
especially in neonates. Enterobacter are known to be 
motile for most species, aerobic, and with frequent resist-
ance to beta-lactam antibiotics [41]. These data partially 
explain the increased presence of this strain in the Amox-
treated samples and the observation of fimbriae on our 
microscopic pictures that might contribute to its mobility.

In our study, the deleterious effects on fungal growth 
seemed to be partially explained by metabolite/nutrient 
competition also described as the Jameson effect. However, 
in vitro assays suggest that this is not the only mechanism. 
The fact that E. hormaechei is developing a network of fim-
briae can possibly explain a potentiation of the effect on 
fungal growth by a strong modification of the local condi-
tions of growth or specific exchange of molecules that we 
were not able to isolate in vitro.

Conclusion
Our work did not verify the paradigm stating that after 
any antibacterial treatment, the fungal microbiota will 
benefit from the release of the competition as we discov-
ered an exception. Treatment with amoxicillin and clavu-
lanic acid can have the opposite effect in human or in a 
mouse model through indirect impacts on the bacterial 
microbiota. However, our data are the results of in vivo 
experiments in mice or came from small human cohort 
and thus have to be taken with precaution until the col-
lection of data from much larger cohorts. Nonetheless, 
these data help us better understand the gut microbiota 
equilibrium and might lead to new hypotheses to modify 
medical practices in some specific situations where the 
fungal microbiota can strongly influence the host health.
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decrease after treatment with amoxicillin/clavulanic acid in conventional 
mice. (A) Conventional mice treated with NaCl (Ctrl) or amoxicillin/clavu‑
lanic acid (Amox). Ctrl n = 8, Amox n = 16, experiment was done 1 time. 
A. Bacterial and fungal quantity in several compartments after 10 days of 
antibiotic treatment, determined by qPCR. *p <0.05, **p <0.01, ***,p<0.001

Additional file 3: Supplemental Fig. 2. Different actions of antibiotics 
on fungal populations after treatment with ampicillin/metronidazole/neo‑
mycin/vancomycin in mice colonized by a fungus. (A) Conventional mice 
colonized with C. albicans treated with Ctrl, ampicillin (A), metronidazole 
(M), neomycin (N), vancomycin (V) or their mixture (AM, AN, AV, MN, MV, 
NV, AMNV). n = 5 per group, experiment was done 2 times. A. Fungal 
quantity in feces after 10 days of antibiotics, determined by qPCR. ***, 
p<0.001

Additional file 4: Supplemental Fig. 3. Host response after 10 days of 
treatment with amoxicillin/clavulanic acid in conventional mice. (A-D) 
Conventional mice treated with NaCl (Ctrl) or amoxicillin/clavulanic acid 
(Amox). Ctrl n = 8, Amox n = 16. A. Intestinal inflammation, expressed by 
lipocalin-2 levels in feces. B. Neutrophil recruitment, expressed by myelop‑
eroxidase (MPO) activity in the colon (left panel) and markers in the colon 
(qPCR, right panel). C. Antimicrobial peptides expressed in the colon 
(qPCR). D. Antifungal immunity expressed in the colon (qPCR). *p <0.05

Additional file 5: Supplemental Fig. 4. Effect of Enterobacteriaceae 
and Enterococcaceae on fungi. A. Fungal quantity of mixed cultures of 
Candida albicans and Enterobacter hormaechei either alive (AL) or dead 
(DE) or the corresponding bacterial supernatant (SN), Escherichia coli 
AL, DE or SN or Enterococcus faecalis AL, DE or SN, expressed in CFU. For 
statistical comparisons, (*) indicates versus BHI, experiment was done 6 
times. B. Fungal quantity of mixed cultures of S. cerevisiae and E. hormae‑
chei (upper panel) or E. coli (lower panel) at decreasing concentrations of 
bacteria, expressed in CFU. For statistical comparisons, (*) indicates versus 
BHI, experiment was done 2 time. C. Fungal (upper panel) and bacterial 
(middle and lower panels) quantities of mixed cultures of S. cerevisiae and 
E. hormaechei or E. coli at several hours, expressed in CFU. For statistical 

comparisons, (*) indicates versus BHI, experiment was done 2 times. D. 
Fungal quantity of mixed cultures of S. cerevisiae and SN of 24 h mixed 
cultures of S. cerevisiae and E. hormaechei or E. coli, expressed in CFU. 
Experiment was done 2 times E. Fungal quantity of mixed cultures of S. 
cerevisiae and SN of 24 h cultures of E. hormaechei or E. coli in YEPD, BHI 
or YEPD/BHI v/v, expressed in CFU. For statistical comparisons, (*) indicates 
versus the appropriate control: YEPD, BHI or YEPD/BHI, experiment was 
done 2 times. *p <0.05, **p <0.01, ***p<0.001

Additional file 6: Supplemental Fig. 5. Scanning and transmission 
election microscopy analyses. A. Scanning electron microscopy (SEM) 
analyses of E. hormaechei (1 µm). E. Transmission electron microscopy 
(TEM) analyses of mixed cultures of S. cerevisiae and E. hormaechei (upper 
panel), E. coli (middle panel) or E. faecalis (lower panel).

Acknowledgements
The authors thank Romain BRIANDET for the discussion of our work and his 
suggestion. We thank the employees of the animal facility at the IERP platform, 
INRAE, UE0907 (Jouy en Josas, France), for their technical assistance. This work 
has benefited from the facilities and expertise of @BRIDGe for 16S sequenc‑
ing (Université Paris-Saclay, INRAE, AgroParisTech, GABI, 78350 Jouy-en-Josas, 
France) and MIMA2-MET and MIMA2-MEB for scanning and transmission 
election microscopy analyses (Université Paris-Saclay, INRAE, AgroParisTech, 
GABI, 78350, Jouy-en-Josas, France). We thank Professor Willem de Vos and 
PhD Anne Salonen for organizing the 16S sequencing of the human samples. 
Figure 6 was created with BioRender.com.

Authors’ contributions
MS and MLR designed the study and analyzed and interpreted the data. MS, 
GDC, RVH, JP, CM, YW, CD, and AL helped in collecting the data. RVH and KLK 
collected the human samples. MS and MLR wrote the manuscript. MLM, PL, 
and HS commented on and corrected the manuscript. The authors read and 
approved the final manuscript.

Funding
This study was funded by Biocodex (Gentilly, France).

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article (and its supplementary information files). Deposition of the raw 
sequence data in the European Nucleotide Archive is as follows: https://​www.​
ncbi.​nlm.​nih.​gov/​biopr​oject/​PRJNA​861943.

Declarations

Ethics approval and consent to participate
The study was approved by the ethical committee of the Hospital District of 
Helsinki and Uusimaa. The guardians of the participants signed an informed 
consent form. All animal experiments were performed in accordance with the 
Comite d’Ethique en Experimentation Animale (COMETHEA C2EA — 45, Jouy 
en Josas, France).

Consent for publication
All authors gave their consent for the publication of this work.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Micalis Institute, INRAE, Université Paris-Saclay, 78352 Jouy‑en‑Josas, AgroPar‑
isTech, France. 2 Paris Center for Microbiome Medicine, Fédération Hospitalo-
Universitaire, Paris 75012, France. 3 Faculty of Medicine, Human Microbiome 
Research Program, University of Helsinki, 00014 Helsinki, Finland. 4 Folkhälsan 
Research Center, 00250 Helsinki, Finland. 5 Children’s Hospital, Helsinki Univer‑
sity, 00029 Helsinki, Finland. 6 Department of Pediatrics, Tampere University, 
33520 Tampere, Finland. 7 Gastroenterology Department, Centre de Recherche 
Saint-Antoine (CRSA), Saint Antoine Hospital, INSERM, Sorbonne Université, 
AP‑HP, Paris 75012, France. 

https://doi.org/10.1186/s40168-023-01516-y
https://doi.org/10.1186/s40168-023-01516-y
https://www.ncbi.nlm.nih.gov/bioproject/PRJNA861943
https://www.ncbi.nlm.nih.gov/bioproject/PRJNA861943


Page 17 of 18Spatz et al. Microbiome           (2023) 11:73 	

Received: 24 August 2022   Accepted: 9 March 2023

References
	1.	 Fan Y, Pedersen O. Gut microbiota in human metabolic health and 

disease. Nat Rev Microbiol [Internet]. Springer US; 2021;19:55–71. 
Available from: http://dx.doi.org/https://​doi.​org/​10.​1038/​
s41579-​020-​0433-9

	2.	 West CE, Renz H, Jenmalm MC, Kozyrskyj AL, Allen KJ, Vuillermin P, et al. 
The gut microbiota and inflammatory noncommunicable diseases: 
associations and potentials for gut microbiota therapies. J Allergy Clin 
Immunol. 2015;135:3–13.

	3.	 Liguori G, Lamas B, Richard ML, Brandi G, da Costa G, Hoffmann TW, et al. 
Fungal dysbiosis in mucosa-associated microbiota of Crohn’s disease 
patients. J Crohn’s Colitis. 2016;10:296–305.

	4.	 Sokol H, Leducq V, Aschard H, Pham HP, Jegou S, Landman C, et al. Fungal 
microbiota dysbiosis in IBD Gut. 2017;66:1039–48.

	5.	 Jain U, Ver Heul AM, Xiong S, Gregory MH, Demers EG, 
Kern JT, et al. Debaryomyces is enriched in Crohn’s disease 
intestinal tissue and impairs healing in mice. Science (80-). 
2021;371:1154–9.

	6.	 Limon JJ, Tang J, Li D, Wolf AJ, Michelsen KS, Funari V, et al. Malassezia is 
associated with Crohn’s disease and exacerbates colitis in mouse models. 
Cell Host Microbe. 2019;25:377-388.e6.

	7.	 Aykut B, Pushalkar S, Chen R, Li Q, Abengozar R, Kim JI, et al. The fungal 
mycobiome promotes pancreatic oncogenesis via activation of MBL. 
Nature. 2019;574:264–7.

	8.	 Richard ML, Sokol H. The gut mycobiota: insights into analysis, envi‑
ronmental interactions and role in gastrointestinal diseases. Nat Rev 
Gastroenterol Hepatol. 2019;16:331–45.

	9.	 Mulligan ME, Citron DM, McNamara BT, Finegold SM. Impact of 
cefoperazone therapy on fecal flora. Antimicrob Agents Chemother. 
1982;22:226–30.

	10.	 Samonis G, Anaissie EJ, Bodey GP. Effects of broad-spectrum antimicro‑
bial agents on yeast colonization of the gastrointestinal tracts of mice. 
Antimicrob Agents Chemother. 1990;34:2420–2.

	11.	 Samonis G, Gikas A, Anaissie EJ, Vrenzos G, Maraki S, Tselentis Y, et al. Pro‑
spective evaluation of effects of broad-spectrum antibiotics on gastro‑
intestinal yeast colonization of humans. Antimicrob Agents Chemother. 
1993;37:51–3.

	12.	 Downward JRE, Falkowski NR, Mason KL, Muraglia R, Huffnagle GB. 
Modulation of post-antibiotic bacterial community reassembly and host 
response by Candida albicans. Sci Rep. 2013;3:1–11.

	13.	 Dollive S, Chen Y-Y, Grunberg S, Bittinger K, Hoffmann C, Vandivier L, et al. 
Fungi of the murine gut: episodic variation and proliferation during anti‑
biotic treatment. Jacobsen ID, editor. PLoS One [Internet]. 2013;8:e71806. 
Available from: https://dx.plos.org/https://​doi.​org/​10.​1371/​journ​al.​pone.​
00718​06

	14.	 Lamendella R, Wright JR, Hackman J, McLimans C, Toole DR, Bernard 
Rubio W, et al. Antibiotic treatments for Clostridium difficile infection 
are associated with distinct bacterial and fungal community structures. 
mSphere. 2018;3:1–15.

	15.	 Korpela K, Salonen A, Saxen H, Nikkonen A, Peltola V, Jaakkola T, et al. 
Antibiotics in early life associate with specific gut microbiota signatures 
in a prospective longitudinal infant cohort. Pediatr Res. Springer US; 
2020;88:438–43.

	16.	 Ventin-Holmberg R, Saqib S, Korpela K, Nikkonen A, Peltola V, Salonen A, 
et al. The effect of antibiotics on the infant gut fungal microbiota. J Fungi. 
2022;8:328.

	17.	 Wrzosek L, Ciocan D, Borentain P, Spatz M, Puchois V, Hugot C, 
et al. Transplantation of human microbiota into conventional 
mice durably reshapes the gut microbiota. Sci Rep. Springer US; 
2018;8:6854. Available from: http://dx.doi.org/https://​doi.​org/​10.​1038/​
s41598-​018-​25300-3

	18.	 Chassaing B, Srinivasan G, Delgado MA, Young AN, Gewirtz AT, 
Vijay-Kumar M. Fecal lipocalin 2, a sensitive and broadly dynamic 
non-invasive biomarker for intestinal inflammation. PLoS One. 
2012;7:3–10.

	19.	 Pulli B, Ali M, Forghani R, Schob S, Hsieh KLC, Wojtkiewicz G, et al. 
Measuring myeloperoxidase activity in biological samples. PLoS One. 
2013;8:e67976.

	20.	 Godon JJ, Zumstein E, Dabert P, Habouzit F, Moletta R. Molecu‑
lar microbial diversity of an anaerobic digestor as determined by 
small-subunit rDNA sequence analysis. Appl Environ Microbiol. 
1997;63:2802–13.

	21.	 Caporaso JG, Kuczynski J, Stombaugh J, Bittinger K, Bushman FD, 
Costello EK, et al. QIIME allows analysis of high-throughput com‑
munity sequencing data. Nat Methods Nature Publishing Group. 
2010;7:335–6.

	22.	 Edgar RC. Search and clustering orders of magnitude faster than BLAST. 
Bioinformatics. 2010;26:2460–1.

	23.	 Quast C, Pruesse E, Yilmaz P, Gerken J, Schweer T, Yarza P, et al. 
The SILVA ribosomal RNA gene database project: improved 
data processing and web-based tools. Nucleic Acids Res. 
2013;41:D590-6.

	24.	 Escudié F, Auer L, Bernard M, Mariadassou M, Cauquil L, Vidal K, 
et al. FROGS: find, rapidly, OTUs with galaxy solution. Bioinformatics. 
2018;34:1287–94.

	25.	 Nilsson RH, Larsson K-H, Taylor AFS, Bengtsson-Palme J, Jeppesen TS, 
Schigel D, et al. The UNITE database for molecular identification of fungi: 
handling dark taxa and parallel taxonomic classifications. Nucleic Acids 
Res. 2019;47:D259-64.

	26.	 Segata N, Izard J, Waldron L, Gevers D, Miropolsky L, Garrett WS, et al. 
Metagenomic biomarker discovery and explanation. Genome Biol. 
2011;12(6):R60.

	27.	 Nakanishi Y, Sato T, Ohteki T. Commensal gram-positive bacteria initiates 
colitis by inducing monocyte/macrophage mobilization. Mucosal Immu‑
nol Nature Publishing Group. 2015;8:152–60.

	28.	 Pauwels I, Versporten A, Drapier N, Vlieghe E, Goossens H, Global-PPS 
network. Hospital antibiotic prescribing patterns in adult patients accord‑
ing to the WHO Access, Watch and Reserve classification (AWaRe): results 
from a worldwide point prevalence survey in 69 countries. J Antimicrob 
Chemother. 2021;76:1614–24.

	29.	 Jameson JE. A discussion of the dynamics of Salmonella enrichment. J 
Hyg (Lond). 1962;60:193–207.

	30.	 Mellefont LA, McMeekin TA, Ross T. Effect of relative inoculum concen‑
tration on Listeria monocytogenes growth in co-culture. Int J Food 
Microbiol. 2008;121:157–68.

	31.	 Guillier L, Stahl V, Hezard B, Notz E, Briandet R. Modelling the competi‑
tive growth between Listeria monocytogenes and biofilm microflora of 
smear cheese wooden shelves. Int J Food Microbiol [Internet]. Elsevier 
B.V.; 2008;128:51–7. Available from: http://dx.doi.org/https://​doi.​org/​10.​
1016/j.​ijfoo​dmicro.​2008.​06.​028

	32.	 Morales DK, Grahl N, Okegbe C, Dietrich LEP, Jacobs NJ, Hogan DA. 
Control of Candida albicans metabolism and biofilm formation by Pseu‑
domonas aeruginosa phenazines. MBio. 2013;4.

	33.	 Krüger W, Vielreicher S, Kapitan M, Jacobsen I, Niemiec M. Fungal-bacte‑
rial interactions in health and disease. Pathogens. 2019;8:70.

	34.	 Sovran B, Planchais J, Jegou S, Straube M, Lamas B, Natividad JM, et al. 
Enterobacteriaceae are essential for the modulation of colitis severity by 
fungi. Microbiome Microbiome. 2018;6:1–16.

	35.	 Hoarau G, Mukherjee PK, Gower-Rousseau C, Hager C, Chandra J, 
Retuerto MA, et al. Bacteriome and mycobiome interactions underscore 
microbial dysbiosis in familial Crohn’s disease. MBio. 2016;7:1–11.

	36.	 Cabral DJ, Penumutchu S, Norris C, Morones-Ramirez JR, Belenky P. Micro‑
bial competition between escherichia coli and candida albicans reveals a 
soluble fungicidal factor. Microb Cell. 2018;5:249–55.

	37.	 Chernin L, Alexander B, Ismailov Z, Chet I. Pyrrolnitrin production by an 
Enterobacter agglomerans strain with a broad spectrum of antagonistic 
activity towards fungal and bacterial phytopathogens. Curr Microbiol. 
1996;32:208–12.

	38.	 Chernin L, Ismailov Z, Haran S, Chet I. Chitinolytic Enterobacter agglom‑
erans antagonistic to fungal plant pathogens. Appl Environ Microbiol. 
1995;61:1720–6.

	39.	 Gong A-D, Dong F-Y, Hu M-J, Kong X-W, Wei F-F, Gong S-J, et al. Antifungal 
activity of volatile emitted from Enterobacter asburiae Vt-7 against 
Aspergillus flavus and aflatoxins in peanuts during storage. Food Control. 
2019;106:106718.

https://doi.org/10.1038/s41579-020-0433-9
https://doi.org/10.1038/s41579-020-0433-9
https://doi.org/10.1371/journal.pone.0071806
https://doi.org/10.1371/journal.pone.0071806
https://doi.org/10.1038/s41598-018-25300-3
https://doi.org/10.1038/s41598-018-25300-3
https://doi.org/10.1016/j.ijfoodmicro.2008.06.028
https://doi.org/10.1016/j.ijfoodmicro.2008.06.028


Page 18 of 18Spatz et al. Microbiome           (2023) 11:73 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	40.	 O’Hara CM, Steigerwalt AG, Hill BC, Farmer JJ, Fanning GR, Brenner 
DJ. Enterobacter hormaechei, a new species of the family Entero‑
bacteriaceae formerly known as enteric group 75. J Clin Microbiol. 
1989;27:2046–9.

	41.	 Cooney S, O’Brien S, Iversen C, Fanning S. Bacteria: other pathogenic 
Enterobacteriaceae – Enterobacter and other genera. Encycl Food 
Saf [Internet]. Elsevier; 2014. p. 433–41. Available from: http://dx.doi.
org/https://​doi.​org/​10.​1016/​B978-0-​12-​378612-​8.​00104-9

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1016/B978-0-12-378612-8.00104-9

	Antibiotic treatment using amoxicillin-clavulanic acid impairs gut mycobiota development through modification of the bacterial ecosystem
	Abstract 
	Background 
	Design 
	Results 
	Conclusions 

	Background
	Materials and methods
	Patient characteristics
	Mice
	Fecal microbiota transfer (FMT)
	Gavage with fungi and bacteria
	Antibiotic treatments
	Tissues and samples
	Quantification of fecal lipocalin-2 (LCN2) levels
	RNA extraction and gene expression analysis using quantitative real-time PCR
	Myeloperoxidase (MPO) activity level
	Stomach, ileal, cecal, and fecal DNA extraction
	Fungal and bacterial quantification via quantitative PCR (qPCR)
	16S DNA gene and ITS2 sequencing
	16S and ITS2 sequence analysis
	Mixed culture of bacteria and fungi
	Statistical analysis

	Results
	Amoxicillinclavulanic acid administration decreases the intestinal fungal population in both human and mouse models
	Amoxicillinclavulanate treatment alters the bacterial and fungal composition
	Enterobacteriaceae have an impact on the fungal population
	The effects of Enterobacteriaceae on fungal cells are complex and could be a combination of different phenomena

	Discussion
	Conclusion
	Anchor 31
	Acknowledgements
	References


