
HAL Id: hal-04827655
https://hal.inrae.fr/hal-04827655v1

Submitted on 9 Dec 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.

Distributed under a Creative Commons Attribution 4.0 International License

Butyrate reduces epithelial barrier dysfunction induced
by the foodborne mycotoxin deoxynivalenol in cell

monolayers derived from pig jejunum organoids
Julie Alberge, Eloïse Mussard, Carine Al-Ayoubi, Corinne Lencina, Christelle

Marrauld, Laurent Cauquil, Caroline Achard, Ivan Mateos, Imourana
Alassane-Kpembi, Isabelle Oswald, et al.

To cite this version:
Julie Alberge, Eloïse Mussard, Carine Al-Ayoubi, Corinne Lencina, Christelle Marrauld, et al..
Butyrate reduces epithelial barrier dysfunction induced by the foodborne mycotoxin deoxyni-
valenol in cell monolayers derived from pig jejunum organoids. Gut microbes, 2024, 16 (1),
�10.1080/19490976.2024.2430424�. �hal-04827655�

https://hal.inrae.fr/hal-04827655v1
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://hal.archives-ouvertes.fr


Gut Microbes

ISSN: (Print) (Online) Journal homepage: www.tandfonline.com/journals/kgmi20

Butyrate reduces epithelial barrier dysfunction
induced by the foodborne mycotoxin
deoxynivalenol in cell monolayers derived from
pig jejunum organoids

Julie Alberge, Eloïse Mussard, Carine Al-Ayoubi, Corinne Lencina, Christelle
Marrauld, Laurent Cauquil, Caroline S. Achard, Ivan Mateos, Imourana
Alassane-Kpembi, Isabelle P. Oswald, Laura Soler, Sylvie Combes & Martin
Beaumont

To cite this article: Julie Alberge, Eloïse Mussard, Carine Al-Ayoubi, Corinne Lencina, Christelle
Marrauld, Laurent Cauquil, Caroline S. Achard, Ivan Mateos, Imourana Alassane-Kpembi,
Isabelle P. Oswald, Laura Soler, Sylvie Combes & Martin Beaumont (2024) Butyrate reduces
epithelial barrier dysfunction induced by the foodborne mycotoxin deoxynivalenol in
cell monolayers derived from pig jejunum organoids, Gut Microbes, 16:1, 2430424, DOI:
10.1080/19490976.2024.2430424

To link to this article:  https://doi.org/10.1080/19490976.2024.2430424

© 2024 The Author(s). Published with
license by Taylor & Francis Group, LLC.

View supplementary material 

Published online: 21 Nov 2024. Submit your article to this journal 

Article views: 634 View related articles 

View Crossmark data

Full Terms & Conditions of access and use can be found at
https://www.tandfonline.com/action/journalInformation?journalCode=kgmi20

https://www.tandfonline.com/journals/kgmi20?src=pdf
https://www.tandfonline.com/action/showCitFormats?doi=10.1080/19490976.2024.2430424
https://doi.org/10.1080/19490976.2024.2430424
https://www.tandfonline.com/doi/suppl/10.1080/19490976.2024.2430424
https://www.tandfonline.com/doi/suppl/10.1080/19490976.2024.2430424
https://www.tandfonline.com/action/authorSubmission?journalCode=kgmi20&show=instructions&src=pdf
https://www.tandfonline.com/action/authorSubmission?journalCode=kgmi20&show=instructions&src=pdf
https://www.tandfonline.com/doi/mlt/10.1080/19490976.2024.2430424?src=pdf
https://www.tandfonline.com/doi/mlt/10.1080/19490976.2024.2430424?src=pdf
http://crossmark.crossref.org/dialog/?doi=10.1080/19490976.2024.2430424&domain=pdf&date_stamp=21%20Nov%202024
http://crossmark.crossref.org/dialog/?doi=10.1080/19490976.2024.2430424&domain=pdf&date_stamp=21%20Nov%202024
https://www.tandfonline.com/action/journalInformation?journalCode=kgmi20


RESEARCH PAPER
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Université de Montréal, Saint-Hyacinthe, QC, Canada

ABSTRACT
The foodborne mycotoxin deoxynivalenol (DON) produced by Fusarium species threats animal and 
human health through disruption of the intestinal barrier. Targeting the gut microbiota and its 
products appears as a promising strategy to mitigate DON intestinal toxicity. In this study, we 
investigated whether the bacterial metabolite butyrate could alleviate epithelial barrier disruption 
induced by DON. We used a model of cell monolayers derived from porcine jejunum organoids 
allowing to reproduce the cellular complexity of the intestinal epithelium. Our results show that 
DON dose-dependently disrupted the epithelial barrier integrity, reduced epithelial differentiation, 
and altered innate immune defenses. Butyrate attenuated the DON-induced increase in paracel-
lular permeability. Butyrate also prevented epithelial barrier dysfunction triggered by anisomycin, 
a ribosome inhibitor like DON. Moreover, butyrate partially counteracted the effects of DON on 
tight junctions (TJP1, OCLN), innate epithelial defenses (PTGS2, CD14, TLR4, TLR5), and absorptive 
cell functions (CA2, VIL1, NHE3, CFTR). In contrast, butyrate did not prevent the toxic effects of DON 
on mitochondrial metabolism, proliferation and goblet cell functions. Taken together, our results 
demonstrate that the bacterial metabolite butyrate is able to reduce DON-induced epithelial 
barrier disruption.
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Introduction

Deoxynivalenol (DON) is a trichothecene myco-
toxin produced by fungal species of the Fusarium 
genus.1 DON frequently contaminates cereals 
(wheat, barley and corn) and is a major cause of 
food poisoning, which threatens both human and 
animal health.2 The small intestinal epithelium is 
highly exposed to this foodborne mycotoxin which 
inhibits protein synthesis through its binding to 
ribosomal peptidyl transferases.3 DON-induced 
ribotoxic stress contributes to disrupt epithelial 
barrier dysfunction by altering tight junctions.4–6 

DON also reduces epithelial differentiation,7–9 

impairs nutrient absorption,10 depletes goblet 
cells,11,12 reduces the production of antimicrobial 

peptides,13 alters the production of inflammatory 
mediators14–16 and inhibits proliferation.13,17 

Despite improvements in agricultural practices, 
contamination of cereals with DON cannot be 
avoided yet and could rise in the future due to 
global warming.18 Thus, the development of stra-
tegies reducing the intestinal toxicity of DON is 
required.

The gut microbiota is emerging as a novel player 
able to mitigate the toxicity of mycotoxins.19,20 For 
instance, intestinal bacteria can metabolize DON 
into de-epoxy DON (DOM-1), which is less toxic 
for the gut barrier.21,22 The exposure of epithelial 
cells to DON can also be reduced through its bind-
ing to the cell walls of commensal bacteria and 
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yeasts.20 Moreover, the gut microbiota may reduce 
the toxicity of mycotoxins by enhancing the gut 
barrier function, notably through the production 
of bacterial metabolites.23 Butyrate (BUT) is 
a metabolite produced by the gut microbiota mainly 
through fiber fermentation and is considered pro-
tective for the intestinal epithelium.24,25 BUT 
improves the epithelial barrier function,26–29 pro-
motes differentiation of secretory and absorptive 
epithelial cells29,30 and increases the expression of 
antimicrobial peptides.31,32 Thus, BUT appears to 
be a promising metabolite to prevent the detrimen-
tal effects of DON on the intestinal epithelium. 
Indeed, BUT restored epithelial barrier function 
and mucus secretion in the human goblet-like cell 
line HT29-MTX exposed to DON.33 BUT also alle-
viated DON-induced barrier dysfunction and 
restored antimicrobial peptide production in the 
porcine enterocyte cell line IPEC-J2.34,35 However, 
these results were obtained in cell lines that present 
genomic abnormalities and do not reproduce the 
cellular diversity of the intestinal epithelium. This is 
a major limitation, as the effects of both BUT and 
DON were shown to be cell type specific and modu-
lated by the level of epithelial differentiation.9,24

Here, we aimed to investigate the potential pro-
tective effects of BUT against DON toxicity in a pig 
jejunum organoid model reflecting the cellular 
complexity of the intestinal epithelium.36 In addi-
tion, organoid epithelial cells lack genomic abnorm-
alities because they are derived directly from crypt 
stem cells. The pig was chosen as this species is 
highly sensitive to DON11 and is an appropriate 
model to study the human intestine.37 The jejunum 
was selected since this intestinal region is highly 
exposed to DON and as pig organoids were shown 
to retain a gut location-specific phenotype.38,39 Pig 
jejunum organoid cells were cultured as monolayers 
in order to expose epithelial cells to BUT and DON 
at their apical side, as observed in vivo.40,41 

Moreover, this culture format allowed us to evaluate 
the transport of BUT and DON through the epithe-
lium and their effects on the barrier function.

Materials and methods

Culture of pig jejunum organoids

Jejunum organoids derived from suckling piglets 
(21-day-old) were obtained from our in-house 

biobank and cultured as described before.39,41 

Briefly, frozen organoids kept in liquid nitrogen 
were thawed at 37°C, centrifuged (500 g, 4°C, 
5 min) and seeded in Matrigel (Corning, 
cat#354234) in a pre-warmed 48-well plate (25 µL/ 
well). Organoid culture medium containing 
IntestiCult Organoid Growth Medium (Human) 
(StemCell Technologies, cat#6010) supplemented 
with 1% Penicillin-Streptomycin (Sigma, 
cat#P4333) and 100 µg/mL Primocin (InvivoGen, 
cat#ant-pm-05) was added (250 µL/well). 
Organoids were cultured at 37°C with 5% CO2. 
Two or 3 days after seeding, organoids in Matrigel 
were washed in PBS (ThermoFischerScientific, 
cat#10010015) and homogenized by pipetting in 
warm TrypLE (ThermoFischerScientific, 
cat#12605-010) before incubation for 15 min at 
37°C. Digestion was stopped by adding cold com-
plete DMEM (DMEMc) containing DMEM 
(ThermoFischerScientific, cat#31966047) supple-
mented with 10% fetal bovine serum (FBS, 
ThermoFischerScientific, cat#10270-106) and 1% 
Penicillin-Streptomycin. Cells were centrifuged 
(500 g, 4°C, 5 min) and counted using a Countess 3 
Automated Cell Counter (ThermoFischerScientific, 
cat#16842556). Organoid cells were seeded in 
Matrigel:DMEMc (v/v: 2:1) in pre-warmed 24-well 
plates (3 000 cells/50 µL/well) and organoid culture 
medium was added (500 µL/well) and replaced every 
2–3 days. Organoids were used to seed cell mono-
layers 5 days after seeding. Organoids were used 
between passages 3 and 9. For cryopreservation, 
organoids in Matrigel were harvested by pipetting 
in a freezing solution containing 80% DMEMc, 10% 
FBS, 10% DMSO (Corning, cat#25-950-CQC) and 
transferred in a cryotube placed at −80°C in 
a CoolCell™ LX Cell Freezing Container (Corning, 
cat# 432003) before long-term storage in liquid 
nitrogen.

Culture of cell monolayers derived from pig jejunum 
organoids

Cell culture inserts for 24-well plates (Corning, 
cat#353095) were coated with 50 µg/mL Collagen 
type IV from human placenta (Sigma, cat#C5533) 
for 2 h at 37°C (150 µL/well). The coating solution 
was removed and the inserts were dried for 10 min 
by opening the plate lid under the cell culture 

2 J. ALBERGE ET AL.



cabinet. Organoids (5-days after seeding) were dis-
sociated and cells were counted and centrifuged as 
described above. Cells were resuspended in orga-
noid culture medium supplemented with 20% FBS 
and 10 µM Y27632 (ATCC, cat#ACS-3030) before 
seeding in inserts (2.5 105 cells/insert). The same 
medium was used at the basal side. Cell culture 
inserts were placed in a 24-well plate (apical 
volume: 200 µL, basal volume: 500 µL) or in 
a CellZscope+ system (nanoAnalytics) used for 
automatic measurement of transepithelial electrical 
resistance (TEER, apical volume: 400 µL, basal 
volume: 770 µL). Cells were incubated at 37°C, 5% 
CO2.

Treatments of cell monolayers derived from pig 
jejunum organoids

One day after seeding, cell monolayers derived 
from pig jejunum organoids were washed with 
PBS and the apical medium was replaced by PBS 
(control) or 1 mM sodium butyrate (BUT, Sigma, 
cat#B5887) or 1 µM trichostatin A histone deace-
tylase inhibitor (TSA, Sigma, cat#T1952). The 
epithelial barrier integrity was not affected by the 
replacement of the apical medium by PBS, as indi-
cated by the measurement of stable and high TEER 
values (>1000 Ohm.cm2). Two days after seeding, 
cell monolayers were washed with PBS and the 
apical medium was replaced with PBS (control) or 
1 mM BUT or 1 µM TSA or 5–100 µM DON 
(Sigma, cat#D0156) or 1 µM anisomycin (ANI, 
Sigma, cat#A5862) or 1 mM BUT and 100 µM 
DON (BUT+DON) or 1 mM BUT and 1 µM ANI 
(BUT+ANI) or 1 µM TSA and 100 µM DON (TSA 
+DON). The basal medium was replaced daily with 
organoid culture medium supplemented with 20% 
FBS. Three days after seeding, the apical and baso-
lateral media were collected and stored at −20°C. 
Paracellular permeability was evaluated as 
described below. For gene expression analysis, 
cells were lyzed in 300 µL TriReagent (Ozyme, 
cat# ZR2050-1-200) and kept at −80°C until RNA 
purification. For protein analysis (Western Blot), 
cells were lyzed in RIPA buffer (Thermo Fisher 
Scientific, cat#89901) supplemented with 
cOmplete™ protease inhibitor cocktail (Sigma, 
cat#11697498001) and kept at −80°C until analyses. 
Each experiment was repeated with jejunum 

organoid cell monolayers derived from at least 
three 21-day-old suckling piglets.

Permeability assay

FITC-dextran 4 kDa (Sigma, cat#FD4-100 MG) pre-
pared in warm HBSS (Thermo Fisher Scientific, 
cat#15266355) was added at the apical side (2.2  
mg/mL, 200 µL). Warm HBSS was added at the 
basal side (500 µL). After incubation (2 h, 37°C), 
fluorescence (Excitation: 495 nm, Emission: 530  
nm) of the basal medium was quantified with 
a multimode plate reader Infinite 200 PRO (Tecan).

Lactate dehydrogenase assay

Cytotoxicity was evaluated by quantification of 
lactate dehydrogenase (LDH) release in the apical 
culture medium by using the LDH CyQUANT™ kit 
(Thermo Fisher Scientific, cat#C20300), following 
the manufacturer instructions.

Gene expression analysis

RNA was purified by using the Direct-zol RNA 
Microprep kit (Zymo Research, cat#R2062), fol-
lowing the manufacturer instruction. RNA was 
eluted in 15 µL RNAse-free water and quantified 
with a NanoDrop 8000 spectrophotometer 
(Thermo Fisher Scientific). RNA (300 ng) were 
reverse transcribed to cDNA by using GoScript 
Reverse Transcription Mix, Random primer 
(Promega, cat#A2801), following the manufacturer 
instructions. Gene expression was analyzed by real- 
time qPCR using QuantStudio 6 Flex Real-Time 
PCR System (Thermofisher) or Biomark microflui-
dic system using 96.96 Dynamic Arrays IFC for 
gene expression (Fluidigm) according to the man-
ufacturers recommendations. The sequences of the 
primers used are presented in supplementary table 
S1. Data were normalized to the stably expressed 
gene RPL32 and analyzed with the 2−ΔCt method.

Western blot

Protein concentration was measured in cell lysate 
by using the Pierce™ BCA Protein Assay kit 
(Thermo Fisher Scientific, cat#23225), according 
to the manufacturer instruction. Immunoblotting 
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was conducted as previously described.42 In brief, 
total proteins (15 µg) were separated on 4.5–12.5% 
acrylamide-bisacrylamide gradient gels (Bio-Rad) 
and electrotransferred onto nitrocellulose mem-
branes (Millipore). The membranes were then 
blocked with RotiBlock (Carl Roth GmbH) for 
one hour to avoid nonspecific binding sites. Next, 
membranes were incubated with rabbit primary 
antibodies specific for Claudin-3 (CLDN3, 
Thermo Fisher Scientific, #34-1700) or Occludin 
(OCLN, Thermo Fisher Scientific, #71-1500) 
diluted 1:250, under agitation, overnight at 4°C. 
Following washing, membranes were incubated 
with fluorescent goat anti-rabbit IgG secondary 
antibodies (dilution 1:10 000) (Biotium) for 1 h, 
and fluorescence detection was performed using 
an Odyssey Imaging System (Li-Cor Biosciences). 
After image digitization, band intensities were 
quantified using Image Studio Lite Software v5.2 
(Li-Cor Biosciences). For normalization, values in 
each lane were adjusted relatively to the corre-
sponding total protein stain, quantified with 
Revert™ 700 Total Protein Stain (Li-Cor 
Biosciences). This approach is recognized as being 
equally sensitive and, in many cases, more specific 
compared to the use of highly abundant proteins 
like β-actin or GAPDH.43

Metabolomics

Culture media (apical and basal) were centrifuged 
(18 000 g, 10 min, 4°C). The supernatant was col-
lected and 50 µL was mixed with 600 µL of phos-
phate buffer pH 7 prepared in D2O and containing 
the internal standard TSP (1 mm). Samples were 
transferred in 5-mm nuclear magnetic resonance 
(NMR) tubes. The spectra were acquired at 300 
K using the Carr-Purcell-Meiboom-Gill (CPMG) 
spin-echo pulse sequence with pre-saturation on 
a AVANCE III HD NMR spectrometer operating 
at 600.13 MHz for 1 h resonance frequency using 
a 5 mm inverse detection CryoProbe (Bruker) at 
the metabolomics platform MetaToul-AXIOM 
(INRAE, Toulouse, France) as described before.44 

The area under the curve of signals at 0.89 ppm 
(triplet) and 1.09 ppm (singulet) were calculated 
with the TopSpin software (v4.1.4, Brucker) to 
quantify BUT and DON, respectively. These signals 

were selected by comparison with spectra of pure 
compounds.

Confocal imaging

Click-iT EdU Imaging Kit (Thermo Fisher 
Scientific, cat# C10339) was used to quantify pro-
liferative cells, following the manufacturer instruc-
tions. Cells were incubated with EdU (10 µM) for 
2 h at 37°C. Fixation, permeabilization and staining 
was performed as described previously.41 Actin was 
stained with Phalloidin-TRITC (Sigma, cat# 
P1951). OCLN was detected with a polyclonal rab-
bit antibody (Thermo Fisher Scientific, cat#71- 
1500, working dilution 1:200) and a goat anti- 
rabbit IgG antibody (Thermo Fisher Scientific, 
cat#A-11008, working dilution 1:1000). DNA was 
stained with DAPI (Thermo Fisher Scientific, 
cat#D1306, 5 µg/mL). Fluorescence staining was 
analyzed with a confocal laser scanning microscope 
TCS SP8 (Leica). Images were acquired in the 
sequential mode using LAS X software (Leica).

Animal experiment

The experiment was performed in the animal facility 
of INRAE TOXALIM (Toulouse, France). All pro-
cedures were performed in accordance with the 
European Directive on the protection of animals 
used for scientific purposes (Directive 2010/63/EU) 
and validated by the local ethics committee for ani-
mal experiments Toxcomethique (APAFIS#8280- 
2016122010097752v3). Twenty crossbred castrated 
male piglets weaned at 28 days of age were acclima-
tized for one week in the animal facility before 
receiving for 28 days either a basal diet (n = 10) or 
a DON-contaminated diet (2.82 mg DON/kg of 
feed, n = 10). The diet composition, piglet growth, 
plasma biochemistry, plasma metabolome and his-
tological parameters were described before.45 Fecal 
samples were collected from the rectum weekly and 
kept at −80°C until DNA extraction. After 4 weeks of 
exposure, the piglets were fasted overnight before 
being subjected to electrical stunning and eutha-
nized by exsanguination. The pH was measured in 
the colon content. Jejunum and colon contents were 
collected and stored at −80°C until DNA extraction. 
A sample of colon content (1 g) was stored in H2SO4 
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(25% v/v) until quantification of short chain fatty 
acids by gas chromatography, as described before.46

16S rRNA gene amplicon sequencing and sequence 
analysis

The microbiota composition was analyzed as 
reported previously.47 Briefly, DNA was extracted 
from 50 mg of feces or jejunum or colon content 
with the Quick-DNA Fecal/Soil Microbe 96 Kit 
(ZymoResearch) according to the manufacturer’s 
instructions. PCR amplicons of the 16S rRNA gene 
V3-V4 region were sequenced by MiSeq technol-
ogy (Illumina) at the Genomic and transcriptomic 
platform (GeT-PlaGe, INRAE, Toulouse, France). 
Sequencing reads were deposited in the National 
Center for Biotechnology Center for Biotechnology 
Information Sequence (accession number: 
PRJNA1156376). Amplicon sequences were ana-
lyzed by the FROGS pipeline version 4.1.0,48 fol-
lowing the guidelines. The taxonomic affiliation of 
amplicon sequence variants (ASV) was performed 
with the 16S SILVA database (138.1, pintail 100). 
The number of reads per sample was as follow: 
mean = 16 349, min = 5 762, max = 27 801 in 
feces; mean = 21 271, min = 10 336, max = 35 984 
in jejunum; mean = 15 342, min = 8 077, max = 25 
476 in colon. For α and β-diversity analyses, the 
count table was rarefied with the R software (4.2.0) 
and the phyloseq package. Microbiota richness 
(number of observed ASV), Shannon and Inverse- 
Simpson α-diversity indices were calculated. β- 
diversity was analyzed with the distance of Bray- 
Curtis and visualized by PCoA (feces) or nMDS 
(jejunum and colon) according to the quality of 
data representation. The unrarefied count table 
was used to calculate the relative abundances of 
bacterial taxa at the phylum, family, and genus 
level.

Statistical analyses

Statistical analyses were performed in R (version 
4.2.0). Organoid data: All data were log normalized 
before analysis with linear mixed models (R 
packages car, lme4, emmeans).49–51 For repeated 
measurement of TEER, fixed effects included treat-
ment, time and their interaction. Random effects 

included the pig from which organoids were derived 
and the well. Groups were compared pairwise at 
each time point with the Tukey post-hoc test. For 
all other measurements, the fixed effect was the 
treatment, the random effect was the pig, and 
groups were compared pairwise with the Tukey 
post-hoc test. Principal components analyses 
(PCA) were performed with the mixOmics package 
on the log normalized expression data of the 68 
genes analyzed.52 For graphical representations, all 
results were expressed relatively to the control 
(PBS). In vivo data: The microbiota structure was 
compared between groups with a PERMANOVA 
using the adonis2 function of the R vegan package. 
Concentration of short chain fatty acids, pH, diver-
sity indices and bacterial taxa which relative abun-
dance was above the repeatability threshold of 
0.5%53 were compared between groups with a non- 
parametric Kruskal-Wallis test. Benjamin-Hochberg 
procedure was used to calculate false discovery rate 
adjustment of p-values in order to control for multi-
ple testing of relative abundances of bacterial 
families and genera.

Results

Deoxynivalenol dose-dependently disrupts the 
epithelial barrier integrity

Our first objective was to evaluate concentra-
tion-dependent effects of DON in our model 
of cell monolayers derived from pig jejunum 
organoids. To this end, we exposed epithelial 
cells at the apical side for 24 h to 4 concentra-
tions of DON (5, 10, 50 and 100 µM), based on 
previous studies in diverse in vitro and ex vivo 
intestinal models6 (Figure 1(a)). DON 50 µM 
and 100 µM rapidly disrupted the epithelial barrier 
integrity as indicated by TEER measurement 
(Figure 1(b)). In contrast, lower concentrations 
of DON (5 and 10 µM) had no effect on the 
epithelial barrier integrity. Measurement of trans-
epithelial passage of FITC-dextran 4 kDa after 
24 h of treatment indicated that only DON 
100 µM induced a significant increase in paracel-
lular permeability (Figure 1(c)). None of the con-
centrations of DON tested induced toxicity, as 
indicated by the measurement of LDH released 
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Figure 1. Deoxynivalenol dose-dependently disrupts the epithelial barrier integrity. Cell monolayers derived from jejunum organoids 
of suckling piglets were treated at the apical side with PBS (control) or with deoxynivalenol (DON) at 5, 10, 50 or 100 µM for 24 h. a) 
Schematic representation of the experimental design. b) Transepithelial electrical resistance (TEER). Data are represented as means ±  
SEM, n = 6/group. c) Paracellular permeability to FITC-dextran 4 kDa. Data are represented as means ± SEM, n = 6/group. d) Lactate 
dehydrogenase (LDH) level in the apical medium. Data are represented as means ± SEM, n = 3/group. e) Principal component analysis 
based on the expression of 68 genes. Each dot represents one sample (n = 3/group). Principal components 1 and 2 are shown and the 
corresponding percentages of explained variance are indicated. f) Relative expression of genes coding for proteins involved in the 
formation of cellular junctions. Data are represented as means ± SEM, n = 3/group. g) Western blot of occludin (OCLN) and total 
protein used as a loading control. Data are represented as means ± SEM, n = 4/group. h) Western blot of claudin-3 (CLDN3) and total 
protein used as a loading control. Data are represented as means ± SEM, n = 4/group. All data are expressed relatively to the control 
condition (PBS), represented by the dotted line. *: significant difference with the control (p < 0.05).
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in the apical medium after 24 h of treatment 
(Figure 1(d)).

We analyzed the gene expression of 68 genes 
coding for markers of the main functions and cell 
populations of the intestinal epithelium. PCA 
revealed that DON 50 µM and 100 µM altered tran-
scription profiles in pig jejunum organoid cells 
(Figure 1(e)). In contrast, the global gene expres-
sion profile of cells treated with lower concentra-
tions of DON (5 µM and 10 µM) was similar to 
control cells. In order to further characterize the 
disruption of the epithelial barrier integrity 
induced by DON 50 µM and 100 µM, we first 
focused our analyses on genes coding for proteins 
involved in cellular junctions. We found that DON 
10, 50 and 100 µM increased the gene expression of 
the tight junction proteins TJP1, TJP2 and TJP3 
(Figure 1(f)). Moreover, DON 50 and 100 µM also 
upregulated the expression of CGN and OCLN 
while it reduced the expression of the pore- 
forming claudin-2 (CLDN2) (Figure 1(f)). 
Western blot analysis confirmed at the protein 
level that DON 50 µM and 100 µM increased the 
abundance of OCLN (Figure 1(g)). We also 
observed that DON (10–100 µM) strongly reduced 
the protein level of claudin-3 (Figure 1(h)), 
although we found no significant changes at the 
gene expression level (Figure 1(f)). Overall, our 
data show that a high concentration of DON dis-
rupted the epithelial barrier integrity in cell mono-
layers derived from pig jejunum organoids.

Deoxynivalenol dose-dependently alters epithelial 
renewal and differentiation

We took advantage of the multicellular composi-
tion of pig jejunum organoids that are derived from 
stem cells to evaluate the concentration-dependent 
effects of DON on the populations of epithelial 
cells. The gene expression of the stem cell marker 
LGR5 was very low or undetected in cells treated 
with DON 50 µM and 100 µM (Figure 2(a)). DON 
50 µM and 100 µM also reduced the gene expres-
sion of the stem cell marker SMOC2 and of CDX2. 
In contrast, DON 10 µM and 100 µM increased the 
expression of the proliferation marker MKI67. The 
increased gene expression of HES1 induced by 
DON 100 µM indicated an activation of the 
NOTCH signaling pathway in epithelial cells. 

DON 50 µM and 100 µM also strongly upregulated 
the expression of the progenitor cell marker SOX9. 
These results suggest that the highest concentra-
tions of DON tested depleted the stem cell pool 
while promoting the population of proliferative 
progenitors.

DON 50 µM and 100 µM strongly reduced the 
differentiation of absorptive cells, as indicated by 
the lower gene expression of mature enterocyte 
markers (CA2, VIL1, ALPI) (Figure 2(b)). 
Accordingly, DON 50 µM and/or 100 µM reduced 
the expression of genes involved in the transport of 
nutrients and electrolytes (SLC5A1, GLUT1, 
SLC7A11, FABP1, NHE3) (Figure 2(c)). In con-
trast, DON 100 µM increased the expression of 
the glucose transporter GLUT2 and of the ion 
channel CFTR. DON 50 µM and 100 µM also upre-
gulated the expression of Arginase 2 (ARG2), sug-
gesting a metabolic shift in enterocytes. Indeed, 
DON 50 µM and 100 µM strongly reduced the 
expression of genes involved in mitochondrial 
metabolism (CPT1A, PCK2) while it increased 
the gene expression of master regulators of mito-
chondrial function (TFAM, NFE2L2) (Figure 2(d)). 
Regarding goblet cells, DON 50 µM and 100 µM 
reduced the gene expression of TFF3, coding for 
a peptide secreted in mucus (Figure 2(e)). DON 
100 µM also reduced the expression of the glycoca-
lyx-forming mucin MUC1. Gene expression of 
enteroendocrine cell makers remained unchanged 
after DON exposure (Figure 2(f)). Altogether, our 
results indicate that DON dose-dependently 
reduced the differentiation of enterocytes and 
altered the metabolism and absorptive functions 
of the jejunum epithelium.

Deoxynivalenol dose-dependently disrupts 
epithelial antimicrobial defenses

As a next step, we examined the dose-dependent 
effects of DON on antimicrobial defenses, which is 
a major function of the intestinal epithelium. DON 
50 µM and/or 100 µM reduced the expression of 
genes involved in Toll-like receptors (TLR) signal-
ing (CD14, TLR4, TLR5) while increasing the 
expression of the NF-κB subunits (NFKB1, 
NFKB2) (Figure 3(a)). The gene expression of the 
pro-inflammatory enzyme prostaglandin synthase 
2 (PTGS2, also known as COX-2) was strongly 
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induced by DON 50 µM (20-fold increase) and 
100 µM (30-fold increase) (Figure 3(b)). In con-
trast, DON 50 µM and 100 µM reduced the gene 
expression of antimicrobial peptides (SLPI, LYZ), 
proteins involved in immunoglobulin secretion 
(PIGR, TNFSF13) and a cytokine (CCL20) 
(Figure 3(c)). The gene expression of the antimi-
crobial peptide DEFB1 was upregulated only by 
DON 10 µM (Figure 3(c)). Additionally, DON 
100 µM altered redox balance as indicated by the 
higher gene expression of SOD2 and the lower 

expression of GPX2 and DUOX2 (Figure 3(d)). 
GPX2 was also DON downregulated by DON 
50 µM. Taken as a whole, our data show that 
DON disrupt the epithelial defense systems in cell 
monolayers derived from pig jejunum organoids.

Butyrate attenuates the disruption of epithelial 
barrier integrity induced by deoxynivalenol

Our results indicated that, in our pig jejunum 
organoid cell monolayer model, DON disrupted 

Figure 2. Deoxynivalenol dose-dependently alters the expression of genes involved in epithelial proliferation and differentiation. Cell 
monolayers derived from jejunum organoids of suckling piglets were treated at the apical side with PBS (control) or with 
deoxynivalenol (DON) at 5, 10, 50 or 100 µM for 24 h. a–f) Relative gene expressions are represented as means ± SEM, n = 3/group. 
a) Stem cell and epithelial proliferation markers. The expression of LGR5 was not detected in 2/3 samples in the 50 µM DON group and 
in 1/3 samples in the 100 µM DON group. b) Absorptive enterocyte differentiation markers. c) Genes involved in nutrient absorption, 
digestion and electrolyte secretion. d) Genes involved in mitochondrial functions. e) Genes involved in mucus production. f) 
Enteroendocrine cell markers. All data are expressed relatively to the control condition (PBS), represented by the dotted line. 
*: significant difference with the control (p < 0.05).
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epithelial barrier integrity, increased permeability, 
reduced absorptive cell differentiation and 
impaired metabolism and innate immunity. 
Conversely, the gut microbiota metabolite BUT is 
known to exert the opposite effects on intestinal 
epithelial cells.25 Thus, we reasoned that BUT 
could alleviate the toxic effects of DON. In order 
to evaluate the potential protective effect of this 
bacterial metabolite, we treated cell monolayers 
derived from pig jejunum organoids with BUT 
1 mM for 24 h (Figure 4(a)), this concentration 
being used in other studies in intestinal 
organoids29 and corresponding to a realistic con-
centration in the jejunal content.54 Then, cells were 
exposed to DON (100 µM, this concentration was 
able to increase paracellular epithelial permeability 
to FITC-dextran 4 kDa in our model) in combina-
tion or not with BUT. The jejunum organoid cell 
monolayers remained confluent at the end of the 
treatments in all conditions, although DON 
induced some heterogeneity in the morphology of 

cells (Figure 4(b)). As expected, the 24 h pre- 
treatment with BUT increased the epithelial barrier 
sealing, according to TEER measurement (Figure 4 
(c)). TEER remained higher than control until 48 h 
when cells were exposed to BUT only. BUT atte-
nuated the decrease in TEER induced by DON. 
BUT also reduced the increase in paracellular per-
meability triggered by DON, as revealed by analysis 
of the apical-to-basal transport of FITC-dextran 4 
kDa (Figure 4(d)). Treatments induced no toxicity 
according to the level of LDH released in the apical 
culture medium (Figure 4(e)). Overall, our results 
show that BUT attenuates the disruption of epithe-
lial barrier integrity induced by DON.

Butyrate prevents the disruption of epithelial 
barrier integrity induced by the ribotoxin 
anisomycin

Ribotoxicity is known to be involved in the disrup-
tion of the epithelial barrier integrity induced by 

Figure 3. Deoxynivalenol dose-dependently alters the expression of genes involved in epithelial innate immunity. Cell monolayers 
derived from jejunum organoids of suckling piglets were treated at the apical side with PBS (control) or with deoxynivalenol (DON) at 
5, 10, 50 or 100 µM for 24 h. a–d) Relative gene expressions are represented as means ± SEM, n = 3/group. a) Genes involved in Toll- 
like receptor (TLR) signaling. The expression of CD14 was not detected in 1/3 samples in the 100 µM DON group. b) Prostaglandin-2 
(also known as cyclooxygenase 2). c) Antimicrobial peptides, cytokines and genes involved in immunoglobulin secretion. The 
expression of IL1B was not detected in 1/3 samples in the 100 µM DON group. d) Genes involved in redox balance. All data are 
expressed relatively to the control condition (PBS), represented by the dotted line. *: significant difference with the control (p < 0.05).
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DON.4 Thus, we searched whether BUT could alle-
viate the impairment of epithelial barrier integrity 
induced by DON through counteracting its action 
on ribosomes. To test this hypothesis, we treated pig 
jejunum organoid cell monolayers with anisomycin 
(ANI, 1 µM), another known ribotoxin, in combina-
tion or not with BUT (Figure 5(a)). Cell monolayers 
remained confluent after treatment with ANI 
(Figure 5(b)). Similar to DON, ANI disrupted the 
epithelial barrier integrity, as indicated by TEER 
measurement (Figure 5(c)), despite failing to induce 
a significant increase in paracellular permeability, 
as evaluated by FITC-dextran 4 kDa assay 
(Figure 5(d)). BUT prevented the disruption of 

epithelial barrier integrity induced by ANI 
(Figure 5(c)). Treatments were not cytotoxic accord-
ing to the measurement of LDH (Figure 5(e)). We 
concluded that BUT is able to reduce the disruption 
of epithelial barrier integrity induced by ribotoxins, 
such as DON and ANI.

Butyrate alleviates the alteration of tight junctions 
induced by deoxynivalenol

In order to gain insights into the mechanisms 
involved in the protective effects of BUT against 
DON toxicity, we evaluated the expression of 
a panel of 68 genes in cell monolayers derived 

Figure 4. Butyrate alleviates deoxynivalenol-induced disruption of epithelial barrier integrity. Cell monolayers derived from jejunum 
organoids of suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. Cells were then 
treated at the apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or BUT+DON. a) Schematic representation 
of the experimental design. b) Representative observation of cell monolayers. Scale bars represent 100 µm. c) Transepithelial electrical 
resistance (TEER). Data are represented as means ± SEM, n > 19/group. d) Paracellular permeability to FITC-dextran 4 kDa. Data are 
represented as means ± SEM, n > 10/group. e) Lactate dehydrogenase (LDH) level in the apical medium. Data are represented as 
means ± SEM, n > 11/group. All data are expressed relatively to the control condition (PBS), represented by the dotted line. *: 
significant difference with the control, #: significant difference between the groups DON and BUT+DON (p < 0.05).
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from pig jejunum organoids. PCA revealed that the 
effect of DON on gene expression was attenuated 
by BUT (PC1) and that BUT alone also modified 
gene expression (PC3) (Figure 6(a)). PC2 repre-
sented unidentified sources of variance 
(Supplementary figure S1). We first focused our 
analysis on cellular junctions. The upregulation of 
the tight junction proteins TJP1 and OCLN 
induced by DON was reduced by BUT 
(Figure 6(b)), while the effects of DON on 
other junction proteins were not significantly 
changed by BUT. Confocal microscopy imaging 
showed that the OCLN network was not dis-
rupted by DON (Figure 6(c)). Western blot con-
firmed at the protein level that the increase 
abundance of OCLN induced by DON was pre-
vented by BUT (Figure 6(d)). In contrast, no 
significant effects of treatments were observed 

for claudin-3 (Figure 6(e)). Our data indicate 
that the protective effects of BUT on the epithe-
lial barrier are associated with a reduction of the 
effects of DON on tight junctions.

Butyrate, but not deoxynivalenol, is transported 
across cell monolayers derived from pig jejunum 
organoids

We next asked if the improvement of the barrier 
integrity induced by BUT could reduce the transe-
pithelial passage of DON toward the basal side. To 
this end, we analyzed by NMR spectroscopy the 
apical and basal media of cell monolayers collected 
at the end of the experiments. Our results show that 
BUT concentration was lower than 400 µM in the 
apical medium after 48 h of exposure, indicating 
a reduction of the initial 1 mM BUT concentration 

Figure 5. Butyrate alleviates the disruption of epithelial barrier integrity induced by the ribotoxin anisomycin. Cell monolayers derived 
from jejunum organoids of suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. 
Cells were then treated at the apical side with PBS (control) or anisomycin (ANI, 1 µM) or BUT+ANI. a) Schematic representation of the 
experimental design. b) Representative observation of cell monolayers. Scale bars represent 100 µm. c) Transepithelial electrical 
resistance (TEER). Data are represented as means ± SEM, n = 10/group. d) Paracellular permeability to FITC-dextran 4 kDa. Data are 
represented as means ± SEM, n = 8/group. e) Lactate dehydrogenase (LDH) level in the apical medium. Data are represented as means  
± SEM, n = 11/group. All data are expressed relatively to the control condition (PBS), represented by the dotted line. *: significant 
difference with the control, #: significant difference between the groups ANI and BUT+ANI (p < 0.05).
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(Figures 7(a,b)). In contrast, the DON apical con-
centration remained close to the initial 100 µM 
concentration used for treatments (Figures 7(a, 
b)). At the basal side, BUT concentration was in 
the range of 200 and 400 µM, while DON was not 
reproducibly detected in the basal medium 
(Figures 7(a,c)). These results indicate that DON 
is not transported through the monolayer of cells 
derived from pig jejunum organoids in our experi-
mental conditions.

Butyrate attenuates the detrimental effects of 
deoxynivalenol on epithelial differentiation

Since BUT is known to regulate cell fates in the 
intestinal epithelium24, we evaluated whether this 
bacterial metabolite could reduce the perturbation 
of epithelial proliferation and differentiation 
induced by DON. EdU staining indicated that 
BUT increased epithelial proliferation (Figure 8 
(a)), which was associated with a non-significant 
increased expression of the stem cell marker LGR5 

Figure 6. Butyrate reduces the disruption of tight junctions induced by deoxynivalenol. Cell monolayers derived from jejunum 
organoids of suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. Cells were then 
treated at the apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or BUT+DON. a) Principal component 
analysis based on the expression of 68 genes. Each dot represents one sample (n = 5-6/group). Principal components 1 and 3 are 
shown and the corresponding percentages of explained variance are indicated. Principal component 2 represent unidentified sources 
of variance (shown in supplemental Figure 1). b) Relative expression of genes coding for proteins involved in the formation of cellular 
junctions. Data are represented as means ± SEM, n = 5-6/group. c) Representative images of confocal microscopy observation of cell 
monolayers stained for occludin (OCLN). Scale bars represent 100 µm. d) Western blot of occludin (OCLN), claudin-3 (CLDN3) and total 
protein used as a loading control. Data are represented as means ± SEM, n = 4/group. All data are expressed relatively to the control 
condition (PBS), represented by the dotted line. *: significant difference with the control, #: significant difference between the groups 
DON and BUT+DON (p < 0.05).

12 J. ALBERGE ET AL.



(Figure 8(b)). In contrast, no proliferation was 
observed when cells were treated with DON 
(Figure 8(a)). The expression of the proliferation 
marker PNCA was lower when BUT was combined 
with DON, when compared to DON (Figure 8(b)), 
while other effects of DON on the expression of 
genes involved in epithelial renewal were not sig-
nificantly altered by BUT. These results indicate 
that BUT does not alleviate the effects of DON on 
epithelial stem and progenitor cells.

BUT strongly upregulated the gene expression 
of CA2 (6-fold increase) (Figure 9(a)), which 
suggests an increased epithelial differentiation 
toward the absorptive lineage. Accordingly, BUT 
alleviated the DON-induced reduction of the 
gene expression of markers indicating absorptive 
cell differentiation (CA2, VIL1) (Figure 9(a)) and 

of epithelial transporters (GLUT1, NHE3) 
(Figure 9(b)). Additionally, BUT prevented the 
strong upregulation of CFTR induced by DON 
(Figure 9(c)). Observation of actin cytoskeleton 
by confocal imaging revealed that DON induced 
cell elongation while BUT seemed to restore the 
geometrical shape that characterizes differen-
tiated epithelial cells (Figure 9(d)). BUT also 
seemed to attenuate the DON-induced disruption 
of cell polarity, as seen at the apical side of 
epithelial cells where actin accumulation corre-
sponds to microvilli (Figure 9(e)). However, BUT 
did not prevent the effects of DON on the expres-
sion of other genes involved in epithelial trans-
port or metabolism (Figure 9(b,f)). Regarding the 
mucus barrier, BUT alleviated the DON-induced 
reduction of MUC1 expression, while it did not 

Figure 7. Butyrate, but not deoxynivalenol, is transported across cell monolayers derived from pig intestinal organoids. Cell 
monolayers derived from jejunum organoids of suckling piglets were pre-treated at the apical side with PBS (control) or butyrate 
(BUT, 1 mM) for 24 h. Cells were then treated at the apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or 
BUT+DON. a) Representative nuclear magnetic resonance spectra (0.8 – 1.3 ppm region) of pure BUT (black arrows, triplet @0.89ppm) 
or DON (red arrows, singulet @1.09ppm) and of apical and basal media collected at the end of the experiments. b) Concentrations of 
BUT and DON in the apical medium. Data are represented as individual values (dots) and means (bars), n = 4/group. c) Concentrations 
of BUT and DON in the basal medium. Data are represented as individual values (dots) and means (bars), n = 4/group.
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counteract the effect of DON on the expression 
of TFF3 (Figure 9(g)). BUT also strongly upregu-
lated the gene expression of the enteroendocrine 
cell marker CHGA in cells treated with DON 
(Figure 9(h)). Altogether, these results indicate 
that BUT counteracted part of the detrimental 
effects of DON on epithelial cell differentiation.

Butyrate alleviates the disruption of epithelial 
defenses induced by deoxynivalenol

As a next step, we evaluated whether BUT was 
able to attenuate the effects of DON on epithe-
lial innate defense systems. BUT alleviated the 
DON-induced downregulation of genes involved 
in TLR signaling (CD14, TLR4 and TLR5) 
(Figure 10(a)). In contrast, BUT failed to sig-
nificantly counteract the upregulation of 
MYD88, NFKB1 and NFKB2 induced by DON. 
The increase in expression of the inflammatory 
enzyme PTGS2 induced by DON was efficiently 
attenuated by BUT (Figure 10(b)). In order to 
confirm this result, we attempted to quantify 
prostaglandin E2 using ELISA in the apical 

and basal media but its concentration was 
below the detection level in all conditions 
(data not shown). BUT strongly upregulated 
the gene expression of the antimicrobial peptide 
SLPI and this effect was also observed when 
cells were treated with DON (Figure 10(c)). 
Both BUT and DON induced the expression of 
the cytokine CXCL8 (Figure 10(c)). This result 
could not be confirmed at the protein level as 
CXCL8 concentration measured by ELISA in the 
apical and basolateral media was below the 
detection threshold in all conditions (data not 
shown). BUT prevented the DON-induced 
downregulation of the antimicrobial peptide 
DEFB1 and of the B-cell inducing chemokine 
TNFSF13 (Figure 10(d)). Surprisingly, BUT 
and DON synergistically upregulated the expres-
sion of the cytokine IL18 and of the antioxidant 
enzyme GPX1 (Figures 10(d,e)). The DON- 
induced downregulation of other genes involved 
in redox defenses was not prevented by BUT 
(Figure 10(e)). Overall, our results show that 
BUT partly restored the epithelial defenses dis-
rupted by DON.

Figure 8. Butyrate does not prevent the effects of DON on epithelial proliferation. Cell monolayers derived from jejunum organoids of 
suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. Cells were then treated at the 
apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or BUT+DON. a) Representative images of confocal 
microscopy observation of cell monolayers stained by EdU for 2 h (red, indicating proliferative cells). DAPI staining (blue) shows nuclei. 
Scale bars represent 100 µm. b) Relative expression of genes involved in epithelial renewal and proliferation. The expression of LGR5 
was not detected in 1/6 samples in the BUT group, 5/6 in the DON group and 3/6 in the BUT+DON group. The expression of SMOC2 
was not detected in 1/6 samples in the DON group. Data are represented as means ± SEM, n = 5-6/group. All data are expressed 
relatively to the control condition (PBS), represented by the dotted line. *: significant difference with the control, #: significant 
difference between the groups DON and BUT+DON (p < 0.05).
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Inhibition of histone deacetylases reproduces some 
of the effects of butyrate on gene expression

Inhibition of histone deacetylases (HDAC) is one 
of the mode of action through which butyrate 

influences gene expression in intestinal epithelial 
cells.24 To evaluate the relevance of this potential 
mode of action in our model, we treated pig 
jejunum organoid cell monolayers with 

Figure 9. Butyrate alleviates the effects of DON on epithelial differentiation. Cell monolayers derived from jejunum organoids of 
suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. Cells were then treated at the 
apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or BUT+DON. a–c and f–h) Relative gene expressions are 
represented as means ± SEM, n = 5-6/group. a) Absorptive enterocytes differentiation markers. The expression of ALPI was not 
detected in 1/6 samples in the DON group and in 1/6 samples in the BUT+DON group. b) Genes involved in nutrient absorption, 
digestion and electrolyte secretion. The expression of FABP1 was not detected in 1/6 samples in the BUT+DON group. The expression 
of NHE3 was not detected in 1/6 samples in the DON group and in 1/6 samples in the BUT+DON group. c) Cystic Fibrosis 
Transmembrane Conductance Regulator. f) Genes involved in mitochondrial functions. g) Genes involved in mucus production. The 
expression of MUC2 was not detected in 1/6 samples in the DON group. h) Enteroendocrine cell markers. The expression of CCK was 
not detected in 1/6 samples in the DON group. d) Representative images of confocal microscopy observation of cell monolayers 
stained for actin. Scale bars represent 100 µm. e) Cross-section observation of cell monolayers stained for actin (red) and nuclei (blue). 
Scale bars represent 10 µm. All data are expressed relatively to the control condition (PBS), represented by the dotted line. *: 
significant difference with the control, #: significant difference between the groups DON and BUT+DON (p < 0.05).
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trichostatin A (TSA, 1 µM), another HDAC inhi-
bitor, in combination or not with DON 
(Figure 11(a)). Cell monolayers remained conflu-
ent after TSA and DON treatment, while the 
combination of TSA+DON detached the cells 
from the culture insert in 3 out of 6 replicates. 
Although we did not identify the reason under-
lying the experimental variability in this condi-
tion, we performed gene expression analysis on 
the 3 replicates that remained confluent. We 
focused our analysis on selected genes that we 
previously found regulated by BUT in order to 

evaluate whether TSA reproduced its effects 
(Figure 11(b)). TSA alone strongly increased the 
gene expression of SLPI and CA2, as observed 
before with BUT. TSA also reproduced the BUT- 
induced attenuation of the effects of DON on the 
gene expression of TJP1, OCLN, CD14, TLR4, 
TLR5, CA2, and CFTR. Contrary to BUT, TSA 
failed to significantly prevent the effects of DON 
on the gene expression of MUC1, PTGS2, 
TNFSF13, VIL1. Finally, the combination of 
TSA+DON reproduced the increased expression 
of SLPI and CHGA previously observed with 

Figure 10. Butyrate reduces the don-induced disruption of epithelial defenses. Cell monolayers derived from jejunum organoids of 
suckling piglets were pre-treated at the apical side with PBS (control) or butyrate (BUT, 1 mM) for 24 h. Cells were then treated at the 
apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or BUT (1 mM) or BUT+DON. a–e) Relative gene expressions are 
represented as means ± SEM, n = 5-6/group. a) Genes involved in Toll-like receptor (TLR) signaling. The expression of CD14 was not 
detected in 1/6 samples in the DON group. The expression of TLR2 was not detected in 1/6 samples in the BUT group, 1/6 samples in 
the DON group and 2/6 samples in the BUT+DON group. The expression of TLR5 was not detected in 1/6 samples in the DON group. b) 
Prostaglandin-2 (also known as cyclooxygenase 2). c,d) Antimicrobial peptides, cytokines and genes involved in immunoglobulin 
secretion. The expression of LYZ was not detected in 1/6 samples in the BUT group. The expression of PIGR was not detected in 2/6 
samples in the DON group. The expression of TNFSF13 was not detected in 1/6 samples in the DON group. The expression of IL1B was 
not detected in 1/6 samples in the BUT group and 1/6 samples in the DON group. e) Genes involved in redox defenses. The expression 
of DUOX2 was not detected in 1/6 samples in the DON group and 2/6 samples in the BUT+DON group. All data are expressed relatively 
to the control condition (PBS), represented by the dotted line. *: significant difference with the control, #: significant difference 
between the groups DON and BUT+DON (p < 0.05).
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BUT+DON. These results indicate that HDAC 
inhibition replicates some of the effects of BUT 
on gene expression in pig jejunum organoid cell 
monolayers and may partly contribute to the 
protective effects of BUT against DON.

BUT production by the gut microbiota is not altered 
by DON

As we found that BUT was able to prevent some of 
the toxic effects of DON in vitro, we next asked 
whether DON could disrupt the microbiota compo-
sition in vivo and its production of short chain fatty 
acids, including BUT. Thus, we evaluated in pigs the 
consequences of a 1-month ingestion of a DON- 

contaminated diet (2.82 mg/kg) on the gut micro-
biota in feces for longitudinal sampling and in jeju-
num and colon contents at slaughter (Figure 12(a)). 
The main factor influencing the fecal microbiota β- 
diversity was the age of piglet (22.6% of explained 
variance, Permutation test: p < 0.001) while we 
found lower effect of DON (3.4% of explained var-
iance, p < 0.001) and of the interaction of DON 
exposure with time (4.8% of explained variance, 
p = 0.007) (Figure 12(b)). As expected, the fecal 
microbiota β-diversity was not different between 
groups at baseline (week 0, p = 0.330). After 1 week 
of exposure, DON altered the fecal microbiota β- 
diversity (15% of explained variance, p = 0.004) and 
reduced the microbiota richness and the relative 
abundance of Prevotella_7 (Supplementary table 

Figure 11. Inhibition of histone deacetylases reproduces some of the effects of butyrate on gene expression. Cell monolayers derived 
from jejunum organoids of suckling piglets were pre-treated at the apical side with PBS (control) or trichostatin A histone deacetylase 
inhibitor (TSA, 1 µM) for 24 h. Cells were then treated at the apical side with PBS (control) or deoxynivalenol (DON, 100 µM) or TSA 
(1 µM) or TSA+DON. a) Schematic representation of the experimental design. b) Relative gene expressions are represented as means  
± SEM, n = 3/group. Genes were selected based on the previous experiments showing an effect of butyrate on their expression. All 
data are expressed relatively to the control condition (PBS), represented by the dotted line. *: significant difference with the control, 
#: significant difference between the groups DON and TSA+DON (p < 0.05).
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Figure 12. The effect of DON on the gut microbiota is moderate and transient. Piglets were fed for 28-days either with a control diet 
(n = 10) or with a deoxynivalenol-contaminated diet (2.82 mg DON/kg of feed, n = 10). a) Schematic representation of the experi-
mental design. b) Principal coordinates analysis (PCoA) two-dimensional representation of the fecal microbiota using the Bray-Curtis 
distance at baseline (week 0, W0) and after 1, 2, 3 or 4 weeks of exposure. c) Non-metric dimensional scaling (nMDS) two-dimensional 
representation of the jejunum microbiota at week 4 using the Bray-Curtis distance. Stress = 0.07. d) nMDS two-dimensional 
representation of the colon microbiota at week 4 using the Bray-Curtis distance. Stress = 0.08. E) Colon content pH and short chain 
fatty acids concentration measured at week 4.

18 J. ALBERGE ET AL.



S2). After 2 weeks, DON altered the fecal microbiota 
β-diversity (10.2% of explained variance, p = 0.009) 
and increased the relative abundances of 
Clostridium sensu stricto 1 and Terrisporobacter 
while it reduced the relative abundance of 
Prevotellaceae NK3B31 group. After 3 weeks, DON 
altered the fecal microbiota β-diversity (13.5% of 
explained variance, p = 0.001) and increased the 
relative abundance of Clostridium sensu stricto 1 
while it decreased the relative abundances of 
Streptococcus and [Eubacterium] ruminantium 
group. After 4 weeks, DON had no effect on the 
fecal microbiota β-diversity (p = 0.105) while it 
reduced the relative abundance of Streptococcus. 
These results indicate that DON induced moderate 
and transient modifications of the fecal microbiota. 
In agreement with the results obtained in fecal sam-
ples after 4 weeks of exposure, we found no signifi-
cant effect of DON on the jejunum and colon 
microbiota structure, diversity and taxonomic com-
position (Figure 12(c,d), Supplementary table S2). 
Moreover, we found that content pH and the con-
centration of short chain fatty acids, including BUT, 
remained unchanged in the colon content after 
4 weeks of DON exposure (Figure 12(e)). Overall, 
our results indicate that the ingestion of a DON- 
contaminated diet had no lasting effects on the gut 
microbiota and on its production of BUT in pigs.

Discussion

Impairment of the intestinal epithelial barrier integ-
rity is a major toxic effect of the mycotoxin DON.6 

Accordingly, we found that DON induced a dose- 
dependent disruption of the epithelial barrier integ-
rity in cell monolayers derived from pig jejunum 
organoids. This effect was associated with an 
increased expression of several tight junction pro-
teins, such as TJP1 and OCLN, which was also 
observed in other in vitro and in vivo studies.4,22 In 
contrast, we observed that DON reduced the protein 
level of claudin-3, as described in other studies show-
ing that the DON-induced disruption of epithelial 
barrier integrity was associated with a reduced expres-
sion of tight junction proteins.35,55 These discrepan-
cies could reflect the complex kinetics of epithelial 
response to DON or compensatory transcriptional 
mechanisms triggered by the reduction of protein 
synthesis.5 Our results showing that BUT attenuated 

the DON-induced disruption of epithelial barrier 
integrity and associated alterations of tight junction 
proteins is consistent with the known capacity of this 
bacterial metabolite to reduce epithelial 
permeability.26–29 The preventive effect of the micro-
bial metabolite BUT against DON-induced gut per-
meability indicates an overall reduction of its 
intestinal toxicity.

Besides its role of physical barrier, the intestinal 
epithelium is also a central component of the innate 
immune defenses in the gut, which is known to be 
disrupted by DON.56 Sensing of microbial signals by 
TLR plays a major role in the defense system of the 
intestinal epithelium.57 Thus, the reduced expres-
sion of key components of this pathway induced by 
DON in pig jejunum organoids (CD14, TRL4 and 
TRL5) could impair innate defenses in the epithe-
lium, as shown previously in vitro in macrophages58 

or in mesenteric lymph nodes after oral ingestion of 
DON in mice.59 The ability of BUT to counteract 
this inhibition of TLR-signaling might restore the 
capacity of epithelial cells to respond to microbial 
stimuli. The strong upregulation of the pro- 
inflammatory enzyme PTGS2 (COX-2) induced by 
DON in our pig jejunum organoid model is in 
agreement with previous studies showing that 
DON increased the expression of this gene through 
activation of the NF-κB pathway,14,60 which subu-
nits NFKB1 and NFKB2 were also upregulated by 
DON in our model. Activation of the NF-κB path-
way may be triggered by DON-induced oxidative 
stress, as suggested by increased levels of the 
NEF2L2 mRNA which encodes for NRF2, a key 
transcription factor of the antioxidant defense 
system.61 The protective effects of BUT against 
PTGS2 upregulation is in agreement with 
a previous study in the HT-29 epithelial cell line.62 

Paradoxically, BUT is also known to activate innate 
defense systems in the intestinal epithelium.63 This 
is confirmed in our study showing that BUT induced 
an upregulation of the pro-inflammatory cytokine 
CXCL8, which expression was also increased by 
DON. Additionally, the combination of BUT and 
DON has some synergistic effects as observed for the 
upregulation of the cytokine IL18 and the antioxi-
dant enzyme GPX1. This observation is consistent 
with previous reports showing that BUT can amplify 
some epithelial responses triggered by pro- 
inflammatory stimuli.64
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The use of cells derived from pig jejunum orga-
noids allowed us to study the combined effects of 
BUT and DON on a complex epithelium composed 
of diverse cell types.36 This cellular diversity 
allowed us, for example, to characterize the effects 
of BUT and DON on genes expressed specifically 
by goblet cells (e.g. MUC2, TFF3) or enteroendo-
crine cells (e.g. CHGA, CCK), which would not be 
possible when using intestinal cell lines such as 
IPEC-J2 that do not express these genes.65 Our 
results indicated that DON reduced the expression 
of genes involved in absorptive cell differentiation 
and altered the gene expression of nutrient and 
electrolyte transporters. This is consistent with the 
effects of DON described in enterocyte-like cell 
lines, showing a reduction in differentiation and 
an impairment of nutrient absorption through 
inhibition of protein synthesis.7,8,10 In contrast, 
BUT is well known to enhance absorptive cell 
differentiation.24,66,67 Accordingly, we found that 
BUT partially prevented the DON-induced impair-
ment of absorptive cell differentiation notably by 
restoring the gene expression level of enterocyte 
makers (CA2, VIL1), of the glucose transporter 
GLUT1, of electrolyte channels (CFTR, NHE3) 
and of the glycocalyx forming transmembrane 
mucin 1 (MUC1). In contrast, BUT failed to pre-
vent the DON-induced reduction of the TFF3 gene 
expression, which is a major protein secreted by 
goblet cells. This DON-induced goblet cell toxicity 
was already observed in other studies.68 BUT was 
also inefficient to prevent the effects of DON on 
stem and proliferating cells, notably regarding the 
reduced expression of stem cell makers (LGR5, 
SMOC2) and activation of NOTCH signaling indi-
cated by the upregulation of HES1, consistent with 
recent studies.13,69 This differential preventive 
effect of BUT according to the type of epithelial 
cells could be explained by the “butyrate paradox” 
that links the metabolic capacity of each cell type to 
oxidize or not BUT with the divergent biological 
effect of this bacterial metabolite.24 Alternatively, 
the active protein synthesis in specific cell types 
such as stem/proliferating cells or goblet cells pro-
ducing mucus could make them particularly sensi-
tive to DON ribotoxicity,9,17 which could explain 
why BUT failed to exert preventive effects in these 
types of cells when compared to differentiated 
absorptive cells.

Numerous modes of action have been proposed 
for the effects of the gut microbiota metabolite 
BUT on the intestinal epithelium.25 Our results 
showing that BUT is able to reduce the disruption 
of epithelial barrier integrity induced by the two 
ribotoxins DON and ANI suggest that this bacterial 
metabolite counteracts epithelial barrier defects 
triggered by the inhibition of protein synthesis.3 

Previous studies have shown that ribotoxins with 
similar (ANI) or different (cycloheximide) modes 
of action from DON have similar biological effects 
in intestinal epithelial cells such as the exacerbation 
of DNA damages70 or impairment of nutrient 
uptake.10 Utilization of BUT as an energy source 
by epithelial cells may also be involved in the pro-
tective effects of BUT against DON.24 Indeed, 
a recent study found that BUT attenuated the bar-
rier disruption induced by a low concentration of 
DON (1 µM) by promoting mitochondrial metabo-
lism in IPEC-J2 porcine epithelial cells.35 However, 
in our organoid model, BUT did not counteract the 
detrimental effects of DON on the expression of 
genes involved in mitochondrial function. 
Alternatively, inhibition of histone deacetylases 
(HDAC) or activation of G protein-coupled recep-
tors (GPR41, GPR43 or GPR109A) by BUT may 
also be involved in reducing DON toxicity.25 Our 
results showing that TSA was able to reproduce 
some of the BUT-induced modifications of gene 
expression in pig jejunum organoid cell mono-
layers suggest that the protective effects of BUT 
against DON toxicity involved inhibition of 
HDAC. Indeed, BUT was previously shown to alle-
viate DON-induced hepatic damages through 
modification of histone acetylation.71,71

Our model of cell monolayer derived from pig 
jejunum organoids appears relatively resistant to 
DON-induced toxicity since epithelial permeability 
was increased in the 50–100 µM range while 10-fold 
lower concentrations can disrupt the epithelial bar-
rier function in intestinal explants or in cell lines.6 

A study in Caco-2 cells showed that proliferative 
cells are more sensitive to DON than differentiated 
cells.9 Thus, we hypothesize that a higher differen-
tiation level of epithelial cells in organoids when 
compared to cell lines could explain their relative 
resistance to DON-induced barrier dysfunction. The 
multicellular composition of intestinal organoids 
could also contribute to protect cells against DON, 
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notably through the secretion of mucus by goblet 
cells. Additionally, our model of organoids is purely 
epithelial and the lack of immune cells could explain 
the higher sensitivity of intestinal explants that con-
tain immune cells which are prone to trigger a pro- 
inflammatory response upon DON exposure.56 Our 
NMR data showed that DON did not translocate 
through the monolayer of cells derived from pig 
jejunum organoids despite increasing the paracellu-
lar permeability to FITC-dextran 4 kDa. This result 
is surprising since DON is known to be rapidly 
absorbed in pigs in vivo72,73 and in Caco-2 
cells.74,75 However, our jejunum model does not 
reflect absorption processes in the stomach and 
proximal small intestine which play an important 
role in DON absorption.73 Moreover, DON is 
a substrate of the efflux transporters such as 
P-glycoprotein (ABCB1) and multidrug resistance 
associated protein 2 (ABCC2) that are expressed at 
the apical membrane of intestinal epithelial cells.75,76 

Thus, we hypothesize that efflux transporters 
expressed by epithelial cells in monolayers derived 
from pig jejunum organoids could export DON at 
the apical side, thereby reducing its intracellular 
concentration and preventing its secretion in the 
basolateral compartment. Interestingly, BUT is able 
to upregulate ABCB1 in T84 intestinal epithelial 
cells,77 which could contribute to reduce the con-
centration of intracellular DON through enhanced 
secretion. Alternatively, pig jejunum organoid cells 
may metabolize DON and thereby limit its translo-
cation. Additional experiments would be required to 
test these hypotheses. The absence of DON at the 
basolateral side of epithelial cells in our model could 
also explain the relatively high concentration needed 
to induce barrier dysfunction since previous studies 
showed that DON basolateral exposure was more 
toxic than apical exposure.5,17,78,79

Our results showing that the bacterial meta-
bolite BUT alleviates the DON-induced toxicity 
suggests that providing BUT as a dietary supple-
ment could be a promising strategy to mitigate 
the detrimental effects of this foodborne toxin 
that represents a major threat for both human 
and animal health. The use of BUT as 
a postbiotic as already proven beneficial effects 
for gut health.80,81 Importantly, orally adminis-
tered BUT would likely reach the small intes-
tine, which is the main digestive segment 

exposed to DON. Direct supplementation of 
BUT appears more promising than the use of 
prebiotics aiming at promoting BUT endogen-
ous production by the small intestine microbiota 
because its capacity to produce BUT is much 
lower than observed in the colon.82 Probiotics 
could also be promising as the improvement of 
the gut barrier function induced by Lactobacillus 
rhamnosus GG in immunocompromised mice 
exposed to DON was associated with an 
increased production of BUT by the gut 
microbiota.83 Conversely, it would be interesting 
to test whether the intestinal toxicity of DON 
could be exacerbated when the production of 
BUT by the gut microbiota is reduced or when 
its utilization by epithelial cells is impaired, as 
observed in intestinal diseases.84 Several studies 
suggested that DON itself could reduce the pro-
duction of BUT by the gut microbiota,83,85 while 
other reports found no effects or an increased 
production of BUT after DON exposure.86,87 In 
our in vivo experiment in pigs, the moderate 
and transient effects of DON on the microbiota 
suggested a rapid adaptation of the microbial 
community to the presence of the mycotoxin, 
which resulted in similar BUT concentration in 
the colon after 4 weeks of DON exposure. 
Additional in vitro experiments using anaerobic 
culture of gut microbiota would be helpful to 
investigate more precisely how DON influences 
the bacterial production of BUT.

In conclusion, our study has demonstrated 
in vitro that BUT alleviates DON-induced dis-
ruption of epithelial barrier integrity, differen-
tiation, and innate immune defenses in a cell 
monolayer derived from pig jejunum orga-
noids. Our results suggest that the protective 
effect of BUT could involve a reduction of 
DON-induced ribotoxic stress and the regula-
tion of gene expression through HDAC inhibi-
tion. Therefore, our findings provide new 
insights into the protective role of BUT against 
DON-induced intestinal damages. Besides BUT, 
numerous metabolites produced by the gut 
microbiota are known to regulate the epithelial 
barrier function23 and investigation of their 
potential protective effects against foodborne 
toxins could pave the way for the development 
of novel preventive strategies.

GUT MICROBES 21



Acknowledgments

The authors thank the GenoToul platforms for metabolomics 
(MetaToul-Axiom, Toulouse, France) and imaging (TRI, 
Toulouse, France) and the genomic platform GENTYANE 
(INRAE, Clermont Ferrand, France).

Disclosure statement

No potential conflict of interest was reported by the author(s).

Funding

This work was supported by the Institut Carnot France Futur 
Elevage [“OrganoPig” grant] and by the Occitanie Region and 
Lallemand [“Tool4GutHealth” CLE2014 grant].

ORCID

Eloïse Mussard http://orcid.org/0009-0000-4648-6024
Laurent Cauquil http://orcid.org/0000-0002-0384-8811
Ivan Mateos http://orcid.org/0000-0002-9764-0404
Imourana Alassane-Kpembi http://orcid.org/0000-0003- 
0718-2655
Isabelle P. Oswald http://orcid.org/0000-0001-9918-277X
Laura Soler http://orcid.org/0000-0001-5605-0080
Sylvie Combes http://orcid.org/0000-0002-2945-4423
Martin Beaumont http://orcid.org/0000-0002-1559-2067

Author contributions

JA, EM, IAK, CSA, IPO, LS, SC and MB designed research; JA, 
EM, CAA, CL, CM, IM, IAK, SC and MB conducted research; 
JA, EM, LC, SC and MB analyzed data; MB wrote the initial 
draft. All authors have read and approved the final 
manuscript.

Data availability statement

All data are contained in the article and the supporting 
information.

References

1. Knutsen HK, Alexander J, Barregård L, Bignami M, 
Brüschweiler B, Ceccatelli S, Cottrill B, Dinovi M, 
Grasl-Kraupp B, Hogstrand C, et al. Risks to human 
and animal health related to the presence of deoxyni-
valenol and its acetylated and modified forms in food 
and feed. EFSA J. 2017;15(7):e04718. doi:10.2903/j.efsa. 
2017.4851  .

2. Payros D, Alassane-Kpembi I, Pierron A, Loiseau N, 
Pinton P, Oswald IP. Toxicology of deoxynivalenol and 
its acetylated and modified forms. Arch Toxicol. 2016;90 
(12):2931–2957. doi:10.1007/s00204-016-1826-4  .

3. Garofalo M, Payros D, Taieb F, Oswald E, 
Nougayrède J-P, Oswald IP. From ribosome to ribotox-
ins: understanding the toxicity of deoxynivalenol and 
Shiga toxin, two food borne toxins. Crit Rev Food Sci 
Nutr. 2023;0:1–13. doi:10.1080/10408398.2023.2271101  .

4. De Walle JV, Sergent T, Piront N, Toussaint O, 
Schneider Y-J, Larondelle Y. Deoxynivalenol affects 
in vitro intestinal epithelial cell barrier integrity through 
inhibition of protein synthesis. Toxicol Appl Pharmacol. 
2010;245(3):291–298. doi:10.1016/j.taap.2010.03.012  .

5. Akbari P, Braber S, Gremmels H, Koelink PJ, 
Verheijden KAT, Garssen J, Fink-Gremmels J. 
Deoxynivalenol: a trigger for intestinal integrity 
breakdown. FASEB J. 2014;28(6):2414–2429. doi:10. 
1096/fj.13-238717  .

6. Pinton P, Oswald IP. Effect of deoxynivalenol and other 
type B trichothecenes on the intestine: a review. Toxins. 
2014;6(5):1615–1643. doi:10.3390/toxins6051615  .

7. Kasuga F, Hara-Kudo Y, Saito N, Kumagai S, Sugita- 
Konishi Y. In vitro effect of deoxynivalenol on the 
differentiation of human colonic cell lines Caco-2 and 
t84. Mycopathologia. 1998;142(3):161–167. doi:10. 
1023/A:1006923808748  .

8. Turner PC, Wu QK, Piekkola S, Gratz S, Mykkänen H, 
El-Nezami H. Lactobacillus rhamnosus strain GG 
restores alkaline phosphatase activity in differentiating 
Caco-2 cells dosed with the potent mycotoxin 
deoxynivalenol. Food Chem Toxicol. 2008;46 
(6):2118–2123. doi:10.1016/j.fct.2008.02.004  .

9. Luo S, Terciolo C, Neves M, Puel S, Naylies C, Lippi Y, 
Pinton P, Oswald IP. Comparative sensitivity of prolif-
erative and differentiated intestinal epithelial cells to 
the food contaminant, deoxynivalenol. Environ Pollut. 
2021;277:116818. doi:10.1016/j.envpol.2021.116818  .

10. Maresca M, Mahfoud R, Garmy N, Fantini J. The 
mycotoxin deoxynivalenol affects nutrient absorption 
in human intestinal epithelial cells. J Nutr. 2002;132 
(9):2723–2731. doi:10.1093/jn/132.9.2723  .

11. Bracarense A-P, Lucioli J, Grenier B, Pacheco GD, 
Moll W-D, Schatzmayr G, Oswald IP. Chronic inges-
tion of deoxynivalenol and fumonisin, alone or in inter-
action, induces morphological and immunological 
changes in the intestine of piglets. Br J Nutr. 2012;107 
(12):1776–1786. doi:10.1017/S0007114511004946  .

12. Pinton P, Graziani F, Pujol A, Nicoletti C, Paris O, 
Ernouf P, Di Pasquale E, Perrier J, Oswald IP, 
Maresca M. Deoxynivalenol inhibits the expression by 
goblet cells of intestinal mucins through a PKR and 
MAP kinase dependent repression of the resistin-like 
molecule β. Mol Nutr Food Res. 2015;59(6):1076–1087. 
doi:10.1002/mnfr.201500005  .

22 J. ALBERGE ET AL.

https://doi.org/10.2903/j.efsa.2017.4851
https://doi.org/10.2903/j.efsa.2017.4851
https://doi.org/10.1007/s00204-016-1826-4
https://doi.org/10.1080/10408398.2023.2271101
https://doi.org/10.1016/j.taap.2010.03.012
https://doi.org/10.1096/fj.13-238717
https://doi.org/10.1096/fj.13-238717
https://doi.org/10.3390/toxins6051615
https://doi.org/10.1023/A:1006923808748
https://doi.org/10.1023/A:1006923808748
https://doi.org/10.1016/j.fct.2008.02.004
https://doi.org/10.1016/j.envpol.2021.116818
https://doi.org/10.1093/jn/132.9.2723
https://doi.org/10.1017/S0007114511004946
https://doi.org/10.1002/mnfr.201500005


13. Cui C, Wang X, Zheng Y, Li L, Wang F, Wei H, Peng J. 
Paneth cells protect intestinal stem cell niche to allevi-
ate deoxynivalenol-induced intestinal injury. 
Ecotoxicol Environ Saf. 2023;264:115457. doi:10.1016/ 
j.ecoenv.2023.115457  .

14. Van De Walle J, During A, Piront N, Toussaint O, 
Schneider Y-J, Larondelle Y. Physio-pathological para-
meters affect the activation of inflammatory pathways 
by deoxynivalenol in Caco-2 cells. Toxicol In Vitro. 
2010;24(7):1890–1898. doi:10.1016/j.tiv.2010.07.008  .

15. Lessard M, Savard C, Deschene K, Lauzon K, 
Pinilla VA, Gagnon CA, Lapointe J, Guay F, Chorfi Y. 
Impact of deoxynivalenol (DON) contaminated feed on 
intestinal integrity and immune response in swine. 
Food Chem Toxicol. 2015;80:7–16. doi:10.1016/j.fct. 
2015.02.013  .

16. García GR, Payros D, Pinton P, Dogi CA, Laffitte J, 
Neves M, González Pereyra ML, Cavaglieri LR, 
Oswald IP. Intestinal toxicity of deoxynivalenol is lim-
ited by Lactobacillus rhamnosus RC007 in pig jejunum 
explants. Arch Toxicol. 2018;92(2):983–993. doi:10. 
1007/s00204-017-2083-x  .

17. Hanyu H, Yokoi Y, Nakamura K, Ayabe T, Tanaka K, 
Uno K, Miyajima K, Saito Y, Iwatsuki K, Shimizu M, 
et al. Mycotoxin deoxynivalenol has different impacts 
on intestinal barrier and stem cells by its route of 
exposure. Toxins. 2020;12(10):610. doi:10.3390/tox 
ins12100610  .

18. Kos J, Anić M, Radić B, Zadravec M, Janić Hajnal E, 
Pleadin J. Climate change—A global threat resulting in 
increasing mycotoxin occurrence. Foods. 2023;12 
(14):2704. doi:10.3390/foods12142704  .

19. Robert H, Payros D, Pinton P, Théodorou V, Mercier- 
Bonin M, Oswald IP. Impact of mycotoxins on the 
intestine: are mucus and microbiota new targets? 
J Toxicol Environ Health Part B. 2017;20(5):249–275. 
doi:10.1080/10937404.2017.1326071  .

20. Guerre P. Mycotoxin and gut microbiota interactions. 
Toxins. 2020;12(12):769. doi:10.3390/toxins12120769  .

21. Pierron A, Mimoun S, Murate LS, Loiseau N, Lippi Y, 
Bracarense APFL, Schatzmayr G, He JW, Zhou T, 
Moll W-D, et al. Microbial biotransformation of 
DON: molecular basis for reduced toxicity. Sci Rep. 
2016;6(1):29105. doi:10.1038/srep29105  .

22. Bracarense APFL, Pierron A, Pinton P, Gerez JR, 
Schatzmayr G, Moll W-D, Zhou T, Oswald IP. 
Reduced toxicity of 3-epi-deoxynivalenol and 
de-epoxy-deoxynivalenol through deoxynivalenol bac-
terial biotransformation: in vivo analysis in piglets. 
Food Chem Toxicol. 2020;140:111241. doi:10.1016/j. 
fct.2020.111241  .

23. Ghosh S, Whitley CS, Haribabu B, Jala VR. Regulation 
of intestinal barrier function by microbial metabolites. 
Cell Mol Gastroenterol Hepatol. 2021;11(5):1463–1482. 
doi:10.1016/j.jcmgh.2021.02.007  .

24. Salvi PS, Cowles RA. Butyrate and the intestinal epithe-
lium: modulation of proliferation and inflammation in 

homeostasis and disease. Cells. 2021;10(7):1775. doi:10. 
3390/cells10071775  .

25. van der Hee B, Wells JM. Microbial regulation of host 
physiology by short-chain fatty acids. Trends 
Microbiol. 2021;29(8):700–712. doi:10.1016/j.tim.2021. 
02.001  .

26. Peng L, Li Z-R, Green RS, Holzman IR, Lin J. Butyrate 
enhances the intestinal barrier by facilitating tight junc-
tion assembly via activation of amp-activated protein 
kinase in Caco-2 cell monolayers. J Nutr. 2009;139 
(9):1619–1625. doi:10.3945/jn.109.104638  .

27. Yan H, Ajuwon KM, Koval M. Butyrate modifies intest-
inal barrier function in IPEC-J2 cells through a selective 
upregulation of tight junction proteins and activation of 
the akt signaling pathway. PLOS ONE. 2017;12(6): 
e0179586. doi:10.1371/journal.pone.0179586  .

28. Zheng L, Kelly CJ, Battista KD, Schaefer R, Lanis JM, 
Alexeev EE, Wang RX, Onyiah JC, Kominsky DJ, 
Colgan SP. Microbial-derived butyrate promotes epithe-
lial barrier function through IL-10 receptor–dependent 
repression of claudin-2. J Immunol. 2017;199 
(8):2976–2984. doi:10.4049/jimmunol.1700105  .

29. Pearce SC, Weber GJ, van Sambeek DM, Soares JW, 
Racicot K, Breault DT. Intestinal enteroids recapitulate 
the effects of short-chain fatty acids on the intestinal 
epithelium. PLOS ONE. 2020;15(4):e0230231. doi:10. 
1371/journal.pone.0230231  .

30. Beaumont M, Lencina C, Bertide A, Gallo L, Barilly C, 
Marrauld C, Cauquil L, Samson A, Combes S, 
Camargo MMD. The early life microbiota is not 
a major factor underlying the susceptibility to post-
weaning diarrhea in piglets. Microbiol Spectr. 2023;11 
(4):e0069423. doi:10.1128/spectrum.00694-23  .

31. Zhao Y, Chen F, Wu W, Sun M, Bilotta AJ, Yao S, 
Xiao Y, Huang X, Eaves-Pyles TD, Golovko G, et al. 
GPR43 mediates microbiota metabolite SCFA regula-
tion of antimicrobial peptide expression in intestinal 
epithelial cells via activation of mTOR and STAT3. 
Mucosal Immunol. 2018;11(3):752–762. doi:10.1038/ 
mi.2017.118  .

32. Beisner J, Filipe Rosa L, Kaden-Volynets V, Stolzer I, 
Günther C, Bischoff SC. Prebiotic inulin and sodium 
butyrate attenuate obesity-induced intestinal barrier 
dysfunction by induction of antimicrobial peptides. 
Front Immunol. 2021 [cited 2024];12. 10.3389/fimmu. 
2021.678360  .

33. Nielsen DSG, Jensen BB, Theil PK, Nielsen TS, 
Knudsen KEB, Purup S. Effect of butyrate and fermen-
tation products on epithelial integrity in a 
mucus-secreting human colon cell line. J Funct Foods. 
2018;40:9–17. doi:10.1016/j.jff.2017.10.023  .

34. Wang S, Zhang C, Yang J, Wang X, Wu K, Zhang B, 
Zhang J, Yang A, Rajput SA, Qi D. Sodium butyrate 
protects the intestinal barrier by modulating intestinal 
host defense peptide expression and gut microbiota 
after a challenge with deoxynivalenol in weaned 

GUT MICROBES 23

https://doi.org/10.1016/j.ecoenv.2023.115457
https://doi.org/10.1016/j.ecoenv.2023.115457
https://doi.org/10.1016/j.tiv.2010.07.008
https://doi.org/10.1016/j.fct.2015.02.013
https://doi.org/10.1016/j.fct.2015.02.013
https://doi.org/10.1007/s00204-017-2083-x
https://doi.org/10.1007/s00204-017-2083-x
https://doi.org/10.3390/toxins12100610
https://doi.org/10.3390/toxins12100610
https://doi.org/10.3390/foods12142704
https://doi.org/10.1080/10937404.2017.1326071
https://doi.org/10.3390/toxins12120769
https://doi.org/10.1038/srep29105
https://doi.org/10.1016/j.fct.2020.111241
https://doi.org/10.1016/j.fct.2020.111241
https://doi.org/10.1016/j.jcmgh.2021.02.007
https://doi.org/10.3390/cells10071775
https://doi.org/10.3390/cells10071775
https://doi.org/10.1016/j.tim.2021.02.001
https://doi.org/10.1016/j.tim.2021.02.001
https://doi.org/10.3945/jn.109.104638
https://doi.org/10.1371/journal.pone.0179586
https://doi.org/10.4049/jimmunol.1700105
https://doi.org/10.1371/journal.pone.0230231
https://doi.org/10.1371/journal.pone.0230231
https://doi.org/10.1128/spectrum.00694-23
https://doi.org/10.1038/mi.2017.118
https://doi.org/10.1038/mi.2017.118
https://doi.org/10.3389/fimmu.2021.678360
https://doi.org/10.3389/fimmu.2021.678360
https://doi.org/10.1016/j.jff.2017.10.023


piglets. J Agric Food Chem. 2020;68(15):4515–4527. 
doi:10.1021/acs.jafc.0c00791  .

35. Xue D, Cheng Y, Pang T, Kuai Y, An Y, Wu K, Li Y, 
Lai M, Wang B, Wang S. Sodium butyrate alleviates 
deoxynivalenol-induced porcine intestinal barrier dis-
ruption by promoting mitochondrial homeostasis via 
PCK2 signaling. J Hazard Mater. 2023;459:132013. 
doi:10.1016/j.jhazmat.2023.132013  .

36. Beaumont M, Blanc F, Cherbuy C, Egidy G, Giuffra E, 
Lacroix-Lamandé S, Wiedemann A. Intestinal orga-
noids in farm animals. Vet Res. 2021;52(1):33. doi:10. 
1186/s13567-021-00909-x  .

37. Ziegler A, Gonzalez L, Blikslager A. Large animal mod-
els: the key to translational discovery in digestive dis-
ease research. Cell Mol Gastroenterol Hepatol. 2016;2 
(6):716–724. doi:10.1016/j.jcmgh.2016.09.003  .

38. Barnett AM, Mullaney JA, Hendriks C, Le Borgne L, 
McNabb WC, Roy NC. Porcine colonoids and enter-
oids keep the memory of their origin during 
regeneration. Am J Physiol Cell Physiol. 2021;320(5): 
C794–805. doi:10.1152/ajpcell.00420.2020  .

39. Mussard E, Lencina C, Gallo L, Barilly C, Poli M, 
Feve K, Albin M, Cauquil L, Knudsen C, Achard C, 
et al. The phenotype of the gut region is more stably 
retained than developmental stage in piglet intestinal 
organoids. Front Cell Dev Biol. 2022 [cited 2022];10. 
https://www.frontiersin.org/articles/10.3389/fcell.2022. 
983031 .

40. van der Hee B, Loonen LMP, Taverne N, Taverne- 
Thiele JJ, Smidt H, Wells JM. Optimized procedures 
for generating an enhanced, near physiological 2D 
culture system from porcine intestinal organoids. 
STEM Cell Res. 2018;28:165–171. doi:10.1016/j.scr. 
2018.02.013  .

41. Mussard E, Lencina C, Boudry G, Achard CS, Klotz C, 
Combes S, Beaumont M. Culture of piglet intestinal 3D 
organoids from cryopreserved epithelial crypts and 
establishment of cell monolayers. JoVE J Vis Exp. 
2023;(192):e64917. doi:10.3791/64917  .

42. Soler L, Stella A, Seva J, Pallarés FJ, Lahjouji T, Burlet- 
Schiltz O, Oswald IP. Proteome changes induced by 
a short, non-cytotoxic exposure to the mycoestrogen 
zearalenone in the pig intestine. J Proteomics. 
2020;224:103842. doi:10.1016/j.jprot.2020.103842  .

43. Aldridge GM, Podrebarac DM, Greenough WT, 
Weiler IJ. The use of total protein stains as loading 
controls: an alternative to high-abundance 
single-protein controls in semi-quantitative 
immunoblotting. J Neurosci Methods. 2008;172 
(2):250–254. doi:10.1016/j.jneumeth.2008.05.003  .

44. Beaumont M, Paës C, Mussard E, Knudsen C, 
Cauquil L, Aymard P, Barilly C, Gabinaud B, Zemb O, 
Fourre S, et al. Gut microbiota derived metabolites 
contribute to intestinal barrier maturation at the 
suckling-to-weaning transition. Gut Microbes. 2020;11 
(5):1268–1286. doi:10.1080/19490976.2020.1747335  .

45. Alassane-Kpembi I, Canlet C, Tremblay-Franco M, 
Jourdan F, Chalzaviel M, Pinton P, Cossalter AM, 
Achard C, Castex M, Combes S, et al. 1H-NMR meta-
bolomics response to a realistic diet contamination with 
the mycotoxin deoxynivalenol: effect of probiotics 
supplementation. Food Chem Toxicol. 
2020;138:111222. doi:10.1016/j.fct.2020.111222  .

46. Playne MJ. Determination of ethanol, volatile fatty 
acids, lactic and succinic acids in fermentation liquids 
by gas chromatography. J Sci Food Agric. 1985;36 
(8):638–644. doi:10.1002/jsfa.2740360803  .

47. Paës C, Gidenne T, Bébin K, Duperray J, Gohier C, 
Guené-Grand E, Rebours G, Barilly C, Gabinaud B, 
Cauquil L, et al. Early introduction of plant polysac-
charides drives the establishment of rabbit gut bacterial 
ecosystems and the acquisition of microbial functions. 
mSystems. 2022;7(3):e0024322. doi:10.1128/msystems. 
00243-22  .

48. Escudié F, Auer L, Bernard M, Mariadassou M, 
Cauquil L, Vidal K, Maman S, Hernandez-Raquet G, 
Combes S, Pascal G, et al. FROGS: find, rapidly, OTUs 
with galaxy solution. Bioinformatics. 2018;34 
(8):1287–1294. doi:10.1093/bioinformatics/btx791  .

49. Bates D, Mächler M, Bolker B, Walker S. Fitting linear 
mixed-effects models using lme4. J Stat Softw. 2015 
[cited 2024]. 1). http://www.jstatsoft.org/v67/i01/ .

50. Fox J, Weisberg S, Price B, Adler D, Bates D, Baud- 
Bovy G, Bolker B, Ellison S, Firth D, Friendly M, et al. 
Car: companion to applied regression. 2023 [cited 
2024]. https://cran.r-project.org/web/packages/car/ 
index.html .

51. Lenth RV, Bolker B, Buerkner P, Giné-Vázquez I, 
Herve M, Jung M, Love J, Miguez F, Piaskowski J, 
Riebl H, et al. Emmeans: estimated marginal means, 
aka least-squares means. 2024 [cited 2024]. https://cran. 
r-project.org/web/packages/emmeans/index.html .

52. Rohart F, Gautier B, Singh A, Cao K-A. mixOmics: an 
R package for ‘omics feature selection and multiple data 
integration. PLOS Comput Biol. 2017;13(11):e1005752. 
doi:10.1371/journal.pcbi.1005752  .

53. Paës C, Gidenne T, Bébin K, Duperray J, Gohier C, 
Guené-Grand E, Rebours G, Bouchez O, Barilly C, 
Aymard P, et al. Early introduction of solid feeds: 
ingestion level matters more than prebiotic supplemen-
tation for shaping gut microbiota. Front Vet Sci. 2020 
[cited 2023];7. https://www.frontiersin.org/articles/10. 
3389/fvets.2020.00261 .

54. Zhong X, Zhang Z, Wang S, Cao L, Zhou L, Sun A, 
Zhong Z, Nabben M. Microbial-driven butyrate regu-
lates jejunal homeostasis in piglets during the weaning 
stage. Front Microbiol. 2019;9:3335. doi:10.3389/fmicb. 
2018.03335  .

55. Pinton P, Nougayrède J-P, Del Rio J-C, Moreno C, 
Marin DE, Ferrier L, Bracarense A-P, Kolf-Clauw M, 
Oswald IP. The food contaminant deoxynivalenol, 
decreases intestinal barrier permeability and reduces 

24 J. ALBERGE ET AL.

https://doi.org/10.1021/acs.jafc.0c00791
https://doi.org/10.1016/j.jhazmat.2023.132013
https://doi.org/10.1186/s13567-021-00909-x
https://doi.org/10.1186/s13567-021-00909-x
https://doi.org/10.1016/j.jcmgh.2016.09.003
https://doi.org/10.1152/ajpcell.00420.2020
https://www.frontiersin.org/articles/10.3389/fcell.2022.983031
https://www.frontiersin.org/articles/10.3389/fcell.2022.983031
https://doi.org/10.1016/j.scr.2018.02.013
https://doi.org/10.1016/j.scr.2018.02.013
https://doi.org/10.3791/64917
https://doi.org/10.1016/j.jprot.2020.103842
https://doi.org/10.1016/j.jneumeth.2008.05.003
https://doi.org/10.1080/19490976.2020.1747335
https://doi.org/10.1016/j.fct.2020.111222
https://doi.org/10.1002/jsfa.2740360803
https://doi.org/10.1128/msystems.00243-22
https://doi.org/10.1128/msystems.00243-22
https://doi.org/10.1093/bioinformatics/btx791
http://www.jstatsoft.org/v67/i01/
https://cran.r-project.org/web/packages/car/index.html
https://cran.r-project.org/web/packages/car/index.html
https://cran.r-project.org/web/packages/emmeans/index.html
https://cran.r-project.org/web/packages/emmeans/index.html
https://doi.org/10.1371/journal.pcbi.1005752
https://www.frontiersin.org/articles/10.3389/fvets.2020.00261
https://www.frontiersin.org/articles/10.3389/fvets.2020.00261
https://doi.org/10.3389/fmicb.2018.03335
https://doi.org/10.3389/fmicb.2018.03335


claudin expression. Toxicol Appl Pharmacol. 2009;237 
(1):41–48. doi:10.1016/j.taap.2009.03.003  .

56. Pestka JJ. Deoxynivalenol: mechanisms of action, 
human exposure, and toxicological relevance. Arch 
Toxicol. 2010;84(9):663–679. doi:10.1007/s00204-010- 
0579-8  .

57. Burgueño JF, Abreu MT. Epithelial Toll-like receptors 
and their role in gut homeostasis and disease. Nat Rev 
Gastroenterol Hepatol. 2020;17(5):263–278. doi:10. 
1038/s41575-019-0261-4  .

58. Sugiyama K, Muroi M, Kinoshita M, Hamada O, 
Minai Y, Sugita-Konishi Y, Kamata Y, Tanamoto K. 
Nf-κB activation via MyD88-dependent toll-like recep-
tor signaling is inhibited by trichothecene mycotoxin 
deoxynivalenol. J Toxicol Sci. 2016;41(2):273–279. 
doi:10.2131/jts.41.273  .

59. Islam MR, Roh YS, Kim J, Lim CW, Kim B. Differential 
immune modulation by deoxynivalenol (vomitoxin) in 
mice. Toxicol Lett. 2013;221(2):152–163. doi:10.1016/j. 
toxlet.2013.05.656  .

60. Moon Y, Pestka JJ. Cyclooxygenase-2 mediates 
interleukin-6 upregulation by vomitoxin (deoxyniva-
lenol) in vitro and in vivo. Toxicol Appl Pharmacol. 
2003;187(2):80–88. doi:10.1016/S0041-008X(02) 
00033-9  .

61. Wardyn JD, Ponsford AH, Sanderson CM. Dissecting 
molecular cross-talk between Nrf2 and nf-κB response 
pathways. Biochem Soc Trans. 2015;43(4):621–626. 
doi:10.1042/BST20150014  .

62. Tong X, Yin L, Giardina C. Butyrate suppresses cox-2 
activation in colon cancer cells through HDAC 
inhibition. Biochem Biophys Res Commun. 2004;317 
(2):463–471. doi:10.1016/j.bbrc.2004.03.066  .

63. Fusunyan RD, Quinn JJ, Fujimoto M, MacDermott RP, 
Sanderson IR. Butyrate switches the pattern of chemo-
kine secretion by intestinal epithelial cells through his-
tone acetylation. Mol Med. 1999;5(9):631–640. doi:10. 
1007/BF03402075  .

64. Fusunyan RD, Quinn JJ, Ohno Y, MacDermott RP, 
Sanderson IR. Butyrate enhances interleukin (IL)- 
8 secretion by intestinal epithelial cells in response to 
IL-1β and Lipopolysaccharide. Pediatr Res. 1998;43 
(1):84–90. doi:10.1203/00006450-199801000-00013  .

65. van der Hee B, Madsen O, Vervoort J, Smidt H, 
Wells JM. Congruence of transcription programs in 
adult stem cell-derived jejunum organoids and original 
tissue during long-term culture. Front Cell Dev Biol. 
2020;8:375. doi:10.3389/fcell.2020.00375  .

66. Siavoshian S, Segain J-P, Kornprobst M, Bonnet C, 
Cherbut C, Galmiche J-P, Blottière HM. Butyrate and 
trichostatin a effects on the proliferation/differentiation 
of human intestinal epithelial cells: induction of cyclin 
D3 and p21 expression. Gut. 2000;46(4):507–514. 
doi:10.1136/gut.46.4.507  .

67. Kiela PR, Kuscuoglu N, Midura AJ, Midura-Kiela MT, 
Larmonier CB, Lipko M, Ghishan FK. Molecular 

mechanism of rat NHE3 gene promoter regulation by 
sodium butyrate. Am J Physiol-Cell Physiol. 2007;293 
(1):C64–74. doi:10.1152/ajpcell.00277.2006  .

68. Graziani F, Pinton P, Olleik H, Pujol A, Nicoletti C, 
Sicre M, Quinson N, Ajandouz EH, Perrier J, 
Pasquale ED, et al. Deoxynivalenol inhibits the expres-
sion of trefoil factors (TFF) by intestinal human and 
porcine goblet cells. Arch Toxicol. 2019;93 
(4):1039–1049. doi:10.1007/s00204-019-02425-6  .

69. Xiao Y, Wang J, Wang J, Wang H, Wu S, Bao W. 
Analysis of the roles of the Notch1 signalling pathway 
in modulating deoxynivalenol cytotoxicity. Ecotoxicol 
Environ Saf. 2022;246:114183. doi:10.1016/j.ecoenv. 
2022.114183  .

70. Garofalo M, Payros D, Oswald E, Nougayrède J-P, 
Oswald IP. The foodborne contaminant deoxynivalenol 
exacerbates DNA damage caused by a broad spectrum 
of genotoxic agents. Sci Total Environ. 
2022;820:153280. doi:10.1016/j.scitotenv.2022.153280  .

71. Zong Q, Qu H, Zhao Y, Liu H, Wu S, Wang S, Bao W, 
Cai D. Sodium butyrate alleviates deoxynivalenol- 
induced hepatic cholesterol metabolic dysfunction via 
RORγ-mediated histone acetylation modification in 
weaning piglets. J Anim Sci Biotechnol. 2022;13 
(1):133. doi:10.1186/s40104-022-00793-1  .

72. Prelusky DB, Hartin KE, Trenholm HL, Miller JD. 
Pharmacokinetic fate of 14C-labeled deoxynivalenol in 
swine. Fundam Appl Toxicol. 1988;10(2):276–286. 
doi:10.1016/0272-0590(88)90312-0  .

73. Dänicke S, Valenta H, Döll S. On the toxicokinetics and 
the metabolism of deoxynivalenol (DON) in the pig. 
Arch Anim Nutr. 2004;58(2):169–180. doi:10.1080/ 
00039420410001667548  .

74. Sergent T, Parys M, Garsou S, Pussemier L, 
Schneider Y-J, Larondelle Y. Deoxynivalenol transport 
across human intestinal Caco-2 cells and its effects on 
cellular metabolism at realistic intestinal 
concentrations. Toxicol Lett. 2006;164(2):167–176. 
doi:10.1016/j.toxlet.2005.12.006  .

75. Videmann B, Tep J, Cavret S, Lecoeur S. Epithelial 
transport of deoxynivalenol: involvement of human 
P-glycoprotein (ABCB1) and multidrug 
resistance-associated protein 2 (ABCC2). Food Chem 
Toxicol Int J Publ Br Ind Biol Res Assoc. 2007;45 
(10):1938–1947. doi:10.1016/j.fct.2007.04.011  .

76. Ivanova L, Fæste CK, Solhaug A. Role of P-glycoprotein 
in deoxynivalenol-mediated in vitro toxicity. Toxicol 
Lett. 2018;284:21–28. doi:10.1016/j.toxlet.2017.11.021  .

77. Foley SE, Dente MJ, Lei X, Sallis BF, Loew EB, Meza- 
Segura M, Fitzgerald KA, McCormick BA. Microbial 
metabolites orchestrate a distinct multi-tiered regula-
tory network in the intestinal epithelium that directs 
P-Glycoprotein expression. mBio. 2022;13(4):e01993– 
22. doi:10.1128/mbio.01993-22  .

78. Diesing A-K, Nossol C, Dänicke S, Walk N, Post A, 
Kahlert S, Rothkötter H-J, Kluess J, Launikonis B. 

GUT MICROBES 25

https://doi.org/10.1016/j.taap.2009.03.003
https://doi.org/10.1007/s00204-010-0579-8
https://doi.org/10.1007/s00204-010-0579-8
https://doi.org/10.1038/s41575-019-0261-4
https://doi.org/10.1038/s41575-019-0261-4
https://doi.org/10.2131/jts.41.273
https://doi.org/10.1016/j.toxlet.2013.05.656
https://doi.org/10.1016/j.toxlet.2013.05.656
https://doi.org/10.1016/S0041-008X(02)00033-9
https://doi.org/10.1016/S0041-008X(02)00033-9
https://doi.org/10.1042/BST20150014
https://doi.org/10.1016/j.bbrc.2004.03.066
https://doi.org/10.1007/BF03402075
https://doi.org/10.1007/BF03402075
https://doi.org/10.1203/00006450-199801000-00013
https://doi.org/10.3389/fcell.2020.00375
https://doi.org/10.1136/gut.46.4.507
https://doi.org/10.1152/ajpcell.00277.2006
https://doi.org/10.1007/s00204-019-02425-6
https://doi.org/10.1016/j.ecoenv.2022.114183
https://doi.org/10.1016/j.ecoenv.2022.114183
https://doi.org/10.1016/j.scitotenv.2022.153280
https://doi.org/10.1186/s40104-022-00793-1
https://doi.org/10.1016/0272-0590(88)90312-0
https://doi.org/10.1080/00039420410001667548
https://doi.org/10.1080/00039420410001667548
https://doi.org/10.1016/j.toxlet.2005.12.006
https://doi.org/10.1016/j.fct.2007.04.011
https://doi.org/10.1016/j.toxlet.2017.11.021
https://doi.org/10.1128/mbio.01993-22


Vulnerability of polarised intestinal porcine epithelial 
cells to mycotoxin deoxynivalenol depends on the route 
of application. PLOS ONE. 2011;6(2):e17472. doi:10. 
1371/journal.pone.0017472  .

79. Pöschl F, Höher T, Pirklbauer S, Wolinski H, 
Lienhart L, Ressler M, Riederer M. Dose and route 
dependent effects of the mycotoxin deoxynivalenol in 
a 3D gut-on-a-chip model with flow. Toxicol In Vitro. 
2023;88:105563. doi:10.1016/j.tiv.2023.105563  .

80. Bedford A, Gong J. Implications of butyrate and its deri-
vatives for gut health and animal production. Anim Nutr. 
2018;4(2):151–159. doi:10.1016/j.aninu.2017.08.010  .

81. Isaac-Bamgboye FJ, Mgbechidinma CL, Onyeaka H, 
Isaac-Bamgboye IT, Chukwugozie DC. Exploring the 
potential of postbiotics for food safety and human 
health improvement. J Nutr Metab. 2024;2024 
(1):1868161. doi:10.1155/2024/1868161  .

82. Zoetendal EG, Raes J, van den Bogert B, Arumugam M, 
Booijink CC, Troost FJ, Bork P, Wels M, de Vos WM, 
Kleerebezem M. The human small intestinal microbiota is 
driven by rapid uptake and conversion of simple 
carbohydrates. Isme J. 2012;6(7):1415–1426. doi:10.1038/ 
ismej.2011.212  .

83. Lin R, Sun Y, Mu P, Zheng T, Mu H, Deng F, Deng Y, 
Wen J. Lactobacillus rhamnosus GG supplementation 

modulates the gut microbiota to promote butyrate pro-
duction, protecting against deoxynivalenol exposure in 
nude mice. Biochem Pharmacol. 2020;175:113868. 
doi:10.1016/j.bcp.2020.113868  .

84. Wächtershäuser A, Stein J. Rationale for the luminal 
provision of butyrate in intestinal diseases. Eur J Nutr. 
2000;39(4):164–171. doi:10.1007/s003940070020  .

85. Qiu Y, Yang J, Wang L, Yang X, Gao K, Zhu C, 
Jiang Z. Dietary resveratrol attenuation of intestinal 
inflammation and oxidative damage is linked to the 
alteration of gut microbiota and butyrate in piglets 
challenged with deoxynivalenol. J Anim Sci 
Biotechnol. 2021;12(1):71. doi:10.1186/s40104-021- 
00596-w  .

86. Wang S, Yang J, Zhang B, Zhang L, Wu K, Yang A, Li C, 
Wang Y, Zhang J, Qi D. Potential link between gut 
microbiota and deoxynivalenol-induced feed refusal in 
weaned piglets. J Agric Food Chem. 2019;67 
(17):4976–4986. doi:10.1021/acs.jafc.9b01037  .

87. Lucke A, Böhm J, Zebeli Q, Metzler-Zebeli BU. Dietary 
deoxynivalenol contamination and oral lipopolysac-
charide challenge alters the cecal microbiota of broiler 
chickens. Front Microbiol [Internet]. 2018 [cited 2024 
Sep 16];9. https://www.frontiersin.org/journals/micro 
biology/articles/10.3389/fmicb.2018.00804/full.

26 J. ALBERGE ET AL.

https://doi.org/10.1371/journal.pone.0017472
https://doi.org/10.1371/journal.pone.0017472
https://doi.org/10.1016/j.tiv.2023.105563
https://doi.org/10.1016/j.aninu.2017.08.010
https://doi.org/10.1155/2024/1868161
https://doi.org/10.1038/ismej.2011.212
https://doi.org/10.1038/ismej.2011.212
https://doi.org/10.1016/j.bcp.2020.113868
https://doi.org/10.1007/s003940070020
https://doi.org/10.1186/s40104-021-00596-w
https://doi.org/10.1186/s40104-021-00596-w
https://doi.org/10.1021/acs.jafc.9b01037
https://www.frontiersin.org/journals/microbiology/articles/10.3389/fmicb.2018.00804/full
https://www.frontiersin.org/journals/microbiology/articles/10.3389/fmicb.2018.00804/full

	Abstract
	Introduction
	Materials and methods
	Culture of pig jejunum organoids
	Culture of cell monolayers derived from pig jejunum organoids
	Treatments of cell monolayers derived from pig jejunum organoids
	Permeability assay
	Lactate dehydrogenase assay
	Gene expression analysis
	Western blot
	Metabolomics
	Confocal imaging
	Animal experiment
	16S rRNA gene amplicon sequencing and sequence analysis
	Statistical analyses

	Results
	Deoxynivalenol dose-dependently disrupts the epithelial barrier integrity
	Deoxynivalenol dose-dependently alters epithelial renewal and differentiation
	Deoxynivalenol dose-dependently disrupts epithelial antimicrobial defenses
	Butyrate attenuates the disruption of epithelial barrier integrity induced by deoxynivalenol
	Butyrate prevents the disruption of epithelial barrier integrity induced by the ribotoxin anisomycin
	Butyrate alleviates the alteration of tight junctions induced by deoxynivalenol
	Butyrate, but not deoxynivalenol, is transported across cell monolayers derived from pig jejunum organoids
	Butyrate attenuates the detrimental effects of deoxynivalenol on epithelial differentiation
	Butyrate alleviates the disruption of epithelial defenses induced by deoxynivalenol
	Inhibition of histone deacetylases reproduces some of the effects of butyrate on gene expression
	BUT production by the gut microbiota is not altered by DON

	Discussion
	Acknowledgments
	Disclosure statement
	Funding
	ORCID
	Author contributions
	Data availability statement
	References

