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Abstract: Acrylamide (AA) can be formed during the thermal processing of carbohydrate-rich foods.
Deoxynivalenol (DON), a mycotoxin produced by Fusarium spp., contaminates many cereal-based
products. In addition to potential co-exposure through a mixed diet, co-occurrence of AA and DON
in thermally processed cereal-based products is also likely, posing the question of combinatory
toxicological effects. In the present study, the effects of AA (0.001-3 mM) and DON (0.1-30 uM) on
the cytotoxicity, gene transcription, and expression of major cytochrome P450 (CYP) enzymes were
investigated in differentiated human hepatic HepaRG cells. In the chosen ratios of AA-DON (10:1;
100:1), cytotoxicity was clearly driven by DON and no overadditive effects were observed. Using
quantitative real-time PCR, about twofold enhanced transcript levels of CYP1A1 were observed at
low DON concentrations (0.3 and 1 uM), reflected by an increase in CYP1A activity in the EROD assay.
In contrast, CYP2E1 and CYP3A4 gene transcription decreased in a concentration-dependent manner
after incubation with DON (0.01-0.3 pM). Nevertheless, confocal microscopy showed comparably
constant protein levels. The present study provided no indication of an induction of CYP2E1 as a
critical step in AA bioactivation by co-occurrence with DON. Taken together, the combination of AA
and DON showed no clear physiologically relevant interaction in HepaRG cells.

Keywords: food processing; hepatocytes; metabolism; mixtures; process contaminants; acrylamide;
deoxynivalenol

Key Contribution: Assessment of the combinatory toxicological effects of acrylamide and deoxyni-
valenol on the cytotoxicity, gene transcription, and expression of selected cytochrome P450 (CYP)
enzymes in differentiated human hepatic HepaRG cells.

1. Introduction

Humans are generally exposed to a variety of chemicals at the same time. Food and
feed, for example, may be contaminated by numerous mycotoxins simultaneously [1].
However, knowledge about the toxicity of single substances does not guarantee the correct
prediction of their toxicity in a mixture [2]. Due to their generally high occurrence in
foods, the mycotoxin deoxynivalenol (DON), produced by Fusarium spp., and acrylamide
(AA), a product of the Maillard reaction, are of particular interest [3—6]. The co-occurrence
of AA and DON was reported once in Latvian beer [7,8] and co-occurrence in a broad
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variety of heated grain-based foodstuffs, such as bread and bakery products, seems likely,
as shown by [9] but has not been intensively investigated so far on a large scale. Therefore,
simultaneous ingestion of the toxins within a mixed diet is highly likely.

Special attention has been drawn to AA, a low-molecular-weight, unsaturated amide,
since the beginning of the 21st century, when it was first discovered in heated foods [10,11].
Since then, research on AA levels in food has increased and efforts to minimize AA in food
are underway. The amount of AA formed in starch-rich foods during thermal processing
depends on various factors, including the presence of precursors such as reducing sugars
and asparagine and the respective process parameters [12,13]. De Borba et al. [14] showed
the influence of pasta cooking on the bioaccessibility of AA. After absorption in the intestine,
AA is widely distributed to various organs and tissues, for instance, the liver, where
conjugation with glutathione and/or activation by cytochrome P450 (CYP) 2E1 to the
highly reactive metabolite glycidamide (GA) takes place [15]. The genotoxicity of AA
is mostly mediated through the metabolism to GA, which is a known mutagen, whose
genotoxic effect is mediated via DNA adduct formation [4,16]. Hence, CYP2EI enzymes
are of major importance for AA toxicity. Multiple studies investigated the effects of AA on
CYP2E1 enzymes, showing induced CYP2E1 gene transcription and protein expression after
AA treatment [17-19]. However, studies assessing the effects of AA on other CYP enzymes
are still lacking. AA has been found to be cytotoxic in intestinal and hepatic cell lines and
its anti-proliferative properties have been demonstrated in various studies [20-23].

Mycotoxins are toxic secondary metabolites of fungal origin. The mycotoxin DON,
produced by Fusarium spp., is of major importance, and has been found to be a contaminant
in cereal-based food and feed all over the world, causing severe diseases as well as substan-
tial financial losses due to crop loss. A report by Mishra et al. [24] concerning the global
occurrence of DON in food commodities indicates a potential health risk for consumers,
especially infants and children. In processed foods, DON degradation was found to be
as low as 2 to 6% in crackers, cookies, and bread, with iso-deoxynivalenol identified as
the major degradation product [25]. Furthermore, the analysis of DON in different food
groups showed DON levels of approximately 70 pg kg~! in bread and rolls as well as fine
bakery products [26]. Hence, though partial degradation by heating, thermally processed
foods still contribute substantially to the ingestion of DON and co-contamination with
substances occurring during thermal processing, such as AA, is very likely. After oral
intake, DON is rapidly distributed to all tissues, including the liver [27]. Concerning the
metabolic fate of DON, literature on phase I metabolism is scarce and among the various
phase II metabolism pathways reported for DON in animals and humans, glucuronidation
appears to be the major one [27,28]. As other trichothecenes, DON targets the ribosome
and binds to its 60S subunit [29,30]. Hence, tissues undergoing permanent cell renewal and
thereby requiring high rates of protein synthesis are generally more affected by DON [31].
As the human intestine is one of these tissues, in vitro studies demonstrated the cytotoxic
properties of DON in several intestinal cell lines [32-35]. Once absorbed, the liver, as the
major metabolizing organ, is supposedly the next potential target organ of DON. The
hepatotoxic properties of DON have been less investigated in comparison to its toxic effects
on the intestine. Nonetheless, cytotoxic effects were observed in different hepatic cell
lines [36,37]. Since the metabolism of DON by phase I enzymes is unlikely, there is little
literature on studies examining interactions in this regard. However, in vivo studies in gilts
indicate that DON might influence CYP1AT mRNA expression [38,39].

In the present study, the effects of AA and DON, as single substances or a combination
of both, on hepatic cells were investigated. The aim was to elucidate the cytotoxic properties
and CYP enzyme interactions of the two substances. Different CYP-enzymes, namely
CYP1A1, CYP2E1, and CYP3A4, were investigated due to their general importance for the
metabolism of xenobiotics and pharmaceuticals and the involvement of CYP2E1 enzymes
in the metabolism of AA. Therefore, gene expression rates as well as protein expression
profiles and alterations in CYP1A activity were investigated.
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2. Results
2.1. Cell Viability Testing

To determine cell viability, the neutral red (NR) uptake assay was carried out as NR
was able to be incorporated into the lysosomes of living cells. DON showed cytotoxic effects
in HepaRG cells starting from 10 uM after a 24 h incubation period and decreased cell
viability in a concentration-dependent manner with an estimated half-maximal inhibitory
concentration (ICsp) of 14.9 uM. At 30 uM DON, viability was diminished to 35 & 18%. AA
did not show cytotoxic effects after the 24 h incubation period, as shown in Figure 1A,C.
The measured and the calculated combined effects diminished in a similar manner to DON
alone. However, no significant differences were observed in their comparison. After 48 h of
incubation (Figure 1B,D), AA first showed significant effects at a concentration of 3 mM
leading to a cell viability of 60 £ 15%, while DON caused cytotoxic effects starting from
3 uM. At the highest applied concentration of 30 pM, DON diminished cell viability to
33 + 4%, with an ICs value of 11.6 uM. The calculated and measured combined effects
decreased in a similar manner to DON alone without inducing significant differences in
any condition.

Figure 1. Cell viability of differentiated HepaRG cells after incubation with acrylamide (AA, dark
grey), deoxynivalenol (DON, light grey), their respective combination (light grey, dashed), and the
calculated combined effects (white, dashed) measured in technical triplicates by the neutral red
assay after 24 h at a ratio of AA to DON of 10:1 (A) and 100:1 (C), as well as after 48 h at a ratio of
AA to DON of 10:1 (B) and 100:1 (D). The results of the 4-12 biological replicates are presented as
means + SD, normalized to the solvent control displayed by dashed lines. The calculated combined
effects were determined by the Bliss Independence model [40-42]. The no-effect levels were deter-
mined by one sample Student’s f tests. Statistical differences with the no-effect levels were calculated
by ANOVA (p < 0.05, Bonferroni post hoc test) and marked with the respective letters (a = AA,
b = DON, ¢ = measured combined effects, d = calculated combined effects).
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2.2. Interferences with Gene Transcription of Selected CYP Enzymes

CYP2E1 enzymes catalyze the conversion of AA to GA and play a major role in
human drug metabolism, together with CYP1A1 and CYP3A4 enzymes. Therefore, they
are essential for the metabolism of various xenobiotics. Possible interferences of AA, DON,
and a combination of both with transcript levels of these crucial enzymes were determined
by quantitative real-time PCR (RT-qPCR). After 24 h exposure, the incubation with AA
did not affect relative gene expression of CYP1A1, while the incubation with 0.3 and 1 uM
DON induced CYP1A1 relative gene expression to 2.13 £ 1.47 and 2.35 £ 0.73, respectively.
Additionally, the combination of 0.01 mM AA and 1 uM DON increased CYP1A1 transcript
levels to 2.82 + 1.62 (Figure 2A). The incubation with AA did not influence the mRNA
expression of CYP2E1. However, DON and the combination of DON and AA showed
a decrease in CYP2E1 mRNA expression for all the tested concentrations (Figure 2B).
The lowest tested concentration of 0.3 pM DON significantly decreased the relative gene
transcription of CYP2ET to 0.67 £ 0.16, whereas the incubation with 1 uM and 3 uM DON
decreased relative gene transcription to 0.20 £ 0.01 and 0.15 + 0.03, respectively. A similar trend
was obtained for CYP3A4, as shown in Figure 2C. Here, AA did not significantly influence the
mRNA expression of CYP3A4 and the lowest concentration of DON did not affect relative gene
transcription (1.02 = 0.18). In contrast, the incubation with 1 uM and 3 uM DON significantly
decreased relative gene transcription to 0.79 £ 0.19 and 0.42 £ 0.12, respectively, with similar
effects obtained for the combination of both substances.

Figure 2. Cont.
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Figure 2. Relative quantities of the mRNA transcript levels of CYP1A1 (A), CYP2E1 (B), and CYP3A4
(C) observed in the HepaRG cells after 24 h of incubation with acrylamide (AA, dark grey), deoxyni-
valenol (DON, light grey), and their respective combination (light grey, dashed) using quantitative
real-time PCR. Data evaluation using the 2~ AACt method, according to Livak and Schmittgen [43]. All
target genes were normalized to the housekeeping genes ALAS1 and HPRT1. The results are shown
as means + SD of n = 5-8 independent experiments measured in technical duplicates. Statistical
differences with the solvent control were calculated by the two-sample Student’s t-test (* p < 0.05).
Dashed lines indicate the values obtained for the solvent controls.

2.3. Effects on EROD Activity

In order to clarify the obtained results for gene transcription, the well-known
ethoxyresorufin-O-deethylases (EROD) assay was carried out to determine CYP1A activ-
ity, including CYP1A1 and CYP1A2. Benzo[a]pyrene (BaP), an inducer of CYP1A1, was used
as a positive control and significantly increased EROD activity up to 4240 £ 810% after 24 h
exposure. In comparison, the incubation with 0.1 and 3 uM AA significantly induced EROD
activity to 144 £ 32% and 126 + 20%, respectively. Incubation with 0.3 and 1 uM AA showed
tendencies to increase EROD activity but were not statistically significant. EROD activity was
increased significantly by 0.01, 0.3, and 1 tM DON to 150 % 33%, 121 £ 19%, and 121 £ 13%,
respectively. Additionally, the combination of 0.1 uM AA and 0.01 uM DON induced
EROD activity to 153 & 57% (Figure 3).

Figure 3. Ethoxyresorufin-O-deethylase activity in HepaRG cells after 24 h of incubation with
acrylamide (AA, dark grey), deoxynivalenol (DON, light grey), and their respective combination
(light grey, dashed) assessed with EROD assay and bicinchonic acid protein assay. Results are
presented as means + SD of 5-8 biological replicates measured in technical triplicates, normalized
to solvent controls (SC). Statistical differences to the solvent control were determined with the
one-sample Student’s t-test (* p < 0.05).

2.4. Impairment of CYP2E1 and CYP3A4 Expression

Immunfluorescence was used to clarify whether the observed decrease in mRNA
levels of CYP2E1 and CYP3A4 was reflected on the protein level. As 1 uM and 3 pM
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DON mediated a significant decrease in mRNA expression, these two concentrations and
the respective combinations with AA were further investigated. Dexamethasone (DEX;
5 uM) was tested as a positive control and significantly induced CYP3A4 protein levels to
122 + 32% after 48 h. After 24 h exposure to the test substances, CYP2E1 protein expres-
sion increased for every tested concentration of the single substances and their respective
combination, except 1 uM DON (Figure 4A,C). After 48 h (Figure 4B,D), CYP2E1 signifi-
cantly decreased at 0.03 mM AA and increased at 3 uM DON (83 £ 27% and 136 =+ 41%,
respectively). Additionally, the effect of 0.03 mM AA alone was significantly different from
its combination with DON. Concerning CYP3A4, slight, though significant increases in
protein levels were visible after 24 h for the incubation with both the AA concentrations
and both the combinations of AA and DON (Figure 5A,C). After 48 h, solely the incu-
bation with 1 uM DON showed significant effects and decreased CYP3A4 expression to
73 £ 29% (Figure 5B,D). Comparing the effects of the single substances with their respective
combination, significances were obtained for 0.01 mM AA (24 h incubation) and 1 uM DON
(48 h incubation). However, both incubation periods did not reflect the effects obtained
from gene transcription analysis of CYP2E1 and CYP3A4 after the incubation with DON.

Figure 4. Inmunofluorescence staining and subsequent quantitative analysis of CYP2E1 enzymes
after 24 h (A,C) and 48 h (B,D) incubation of HepaRG cells with acrylamide (AA, dark grey),
deoxynivalenol (DON, light grey), and their respective combination (light grey, dashed). Microscopy
panels (A,B) show single-channel pictures of each enzyme in first column, merge pictures with nuclei
(stained with DAPI) in second column and merge pictures with nuclei and actin filaments (stained
using phalloidin) in last column. Quantitative analysis is depicted in bar charts (C,D) with dashed
lines displaying values of solvent controls. Results are presented as mean + SD of five biological
replicates with 1620 analyzed optical fields per condition for 24 h and four biological replicates with
13-16 analyzed optical fields per condition for 48 h. Statistical differences from the solvent control were
calculated with the one-sample Student’s f-test (* p < 0.05). Statistical differences between single substances
and their respective combination were calculated with the two-sample Student’s t-test (* p < 0.05).
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Figure 5. Inmunofluorescence staining and subsequent quantitative analysis of CYP3A4 enzymes
after 24 h (A,C) and 48 h (B,D) incubation of HepaRG cells with acrylamide (AA, dark grey),
deoxynivalenol (DON, light grey), and their respective combination (light grey, dashed). Microscopy
panels (A,B) show single-channel pictures of each enzyme in first column, merge pictures with nuclei
(stained with DAPI) in second column, and merge pictures with nuclei and actin filaments (stained
using phalloidin) in last column. Quantitative analysis is depicted in bar charts (C,D) with dashed
lines displaying the values of solvent control. Results are presented as mean + SD of five biological
replicates with 17-20 analyzed optical fields per condition for 24 h and four biological replicates with
15-16 analyzed optical fields per condition for 48 h. Statistical differences to solvent control were
calculated with the one-sample Student’s t-test (* p < 0.05). Statistical differences between single
substance and combination were calculated with the two-sample Student’s ¢-test (* p < 0.05).

3. Discussion

Cereals and cereal-based products represent a main part of global food consumption.
These products are likely to be contaminated with secondary metabolites of fungal origin,
including the mycotoxin DON [7]. The food processing of such grain-based products may
cause the formation of AA, leading to a co-contamination of heated cereal-based products
with DON and AA [7]. Considering the difficulties of predicting the toxicity of mixtures
based on toxicity studies investigating single substances, this study aimed to elucidate
the combinatory toxicity of AA and DON on hepatic cells [44]. As CYP enzymes play an
essential role in the metabolism of AA and xenobiotics in general, the main focus was the
possible interference with these enzymes.

Differentiated HepaRG cells were used as a human liver model, as after ingestion,
the liver serves as the next target organ following the intestine. Additionally, the liver,
as the main metabolizing organ, is of special importance for the present study, since the
conversion of AA to GA takes place therein. In comparison to the well-known hepatic
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cell line HepG2, HepaRG cells undergo a differentiation process before their usage in
toxicological assays. Hence, HepaRG cells no longer proliferate and exhibit different
properties compared to HepG2 cells. The suitability of HepaRG cells for extensive in vitro
toxicity studies, including CYP interactions as well as the mixture effects of a variety
of substances, has been demonstrated [45,46]. Differentiated HepaRG cells exhibit CYP-
dependent activities close to the levels exhibited in primary human hepatocytes and the
possibility to induce or inhibit a wide variety of CYP enzymes in HepaRG cells has been
shown [47,48].

In the present study, incubation with higher concentrations of all the substances
significantly reduced cell viability but showed no significant differences between the
measured and the calculated combined effects of AA and DON (Figure 1). Hence, we
conclude that the two substances are not interacting concerning cell viability. As AA and
DON act independently and there is no known interference, independent action (IA),
in particular the Bliss Independence equation, was chosen as model for the calculation
of combinatory effects. Although a recent report by Lasch et al. [49] suggested the use
of the Chou-Talalay or benchmark dose approaches in addition to IA to ensure the correct
prediction of mixture effects, their application was not possible in the present study as these
approaches need dose-response curves reaching ICsj for the single compounds as well as for
the mixtures. Analyzing the cytotoxic properties of AA, solely after exposure to 3 mM AA
for 48 h was a reduction in cell viability observed. In general, data for AA cytotoxicity on
differentiated HepaRG cells are still scarce, but results from a study by Le Hegarat et al. [50]
using the lactate dehydrogenase assay on this cell line indicate that cytotoxic effects of AA
occur at higher concentrations (10 mM) already after 24 h incubation. In contrast, multiple
studies have been carried out using undifferentiated HepG2 cells, where cell viability was
reduced after 24 h incubation at lower AA concentrations (~2.5 mM) than those observed
for HepaRG cells [20,51]. It is assumed that the anti-proliferative properties of AA are
responsible for this effect [22,23]. Regarding DON, to date, there is limited literature
concerning its cytotoxic properties in differentiated HepaRG cells. However, a variety of
studies conducted with HepG2 cells show cytotoxic effects after 24 h exposure to DON
starting from lower concentrations (~2 uM) than those observed within this study [52,53].
As the major mode of action of DON is binding to ribosomes, DON interferes with protein
synthesis [29,30]. Therefore, undifferentiated cells, such as HepG2 cells, are likely to be
more affected by DON-induced toxicity than differentiated cells.

The tested concentrations and ratios in the present study were selected based on
occurrence data and mimic a realistic exposure to AA and DON [4,12,24,26]. Previously,
AA in vitro concentrations exceeding 6 mM were considered unrealistic [54]. Nonetheless,
many in vitro studies were carried out at the highest non-cytotoxic AA concentration,
e.g., 5 mM in undifferentiated Caco-2 cells, 2 mM in normal human liver cells HL7702, or
2.5 mM in HepG2 cells [17,21,55]. Regarding DON, concentrations up to approximately
30 uM were previously considered realistic [35,56]. Concerning bioavailability, in vivo
studies with AA show the rapid and extensive absorption and subsequent distribution to
all tissues including the liver after oral gavage [57-59]. Furthermore, in vitro experiments
with differentiated Caco-2 cells, a well-established model for the human intestine, support
the assumption that AA is rapidly absorbed and penetrates cell membranes by passive
diffusion [60,61]. Similarly, the rapid absorption and distribution of DON to various
tissues was demonstrated in different rodent studies [62—-64]. In vitro experiments with
differentiated Caco-2 cells underline these findings suggesting a paracellular pathway
through tight junctions for intestinal DON absorbance [65,66]. Hence, under the assumption
of dilution in 1 L gastric fluid the chosen test concentrations mimic a realistic hepatic
exposure [35,66,67].

The enzyme responsible for the conversion of AA to its toxic metabolite GA in the
liver, namely CYP2E1, has been demonstrated to be induced by AA [18,19]. In addition
to CYP2E1, CYP3A4 and CYP1A1 play an important role in the metabolism of xenobiotics
in general. In the present study, the mRNA levels of CYP1A1, CYP2E1, and CYP3A4 were
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not significantly affected by 24 h incubation with 0.03 to 0.3 mM AA (Figure 2). In HepG2
cells exposed to 2.5 mM AA for 48 h, a slight induction of CYP2E1 gene transcription was
reported [17]. Hence, AA-induced CYP2E1 gene transcription may only occur at relatively
high concentrations exceeding realistic exposure levels. Concerning CYP1A1 and CYP3A4,
literature is scarce as their participation in the metabolism of AA to GA in humans has been
described to be highly unlikely [15]. However, significantly decreased CYP3A4 mRNA
levels after 48 h exposure to 2.5 mM AA were observed in HepG2 cells [17]. In a study
performed by Pyo et al. [68] investigating the combined effects of AA and ochratoxin A
in HepG2 cells, no significant effects were observed for the mRNA expression of CYP1A1
after AA treatment. However, the combination of AA and ochratoxin A induced CYP1A1
gene transcription, emphasizing the necessity of studies investigating mixture effects. In
the present study, CYP2E1 and CYP3A4 mRNA expression were clearly reduced following
incubation with DON (Figure 2). Since DON is not known to be metabolized by phase
I enzymes, few studies have investigated the effects of DON on CYP enzymes. Ivanova
et al. [69] documented the interference of DON with the CYP3A4-mediated metabolism of
enniatin B, another Fusarium mycotoxin. They suggested the possibility of DON binding
close to or at a certain distance from the reaction site of the enzyme. In contrast, the present
results indicate a mechanism including transcriptional interferences of DON alone. CYP3A4
gene expression is primarily mediated through the activation of the pregnane X receptor
(PXR), whose ligands include natural and synthetic steroids, as well as pharmacologically
important drugs and several xenobiotics [70]. To our knowledge, interactions of DON with
this receptor have not been demonstrated so far. The observed results indicate that DON
induces CYP1A1 gene transcription. As CYP1A1 enzymes are included in the metabolism
and detoxification of many xenobiotics, altered gene expression may interfere with these
processes [70]. Literature on DON interactions with CYP1A1 is still scarce. One in vitro
study using the adrenocortical cell line H295R showed increased CYP1AI mRNA levels
after DON exposure [71]. Having conducted Student’s two-sample ¢-test, no significant
differences were observed between the incubation with DON and the combination of AA
and DON at any concentration on CYP1A1, CYP2E1, and CYP3A4 gene transcription. As
AA did not affect CYP1A1, CYP2E1, and CYP3A4 gene expression, the results indicated
that the observed transcriptional effects were predominantly driven by DON and were not
affected by co-occurrence of AA.

In order to further elucidate these effects, the CYP1A activity was investigated (Figure 3).
The metabolic competence of HepaRG cells as a test system for the functional assessment
of CYP1A activity and their suitability for use in the EROD assay has been previously
demonstrated [72-74]. These findings were confirmed in the present study by the high
induction caused by the incubation with BaP. In comparison, the incubation with AA, DON,
and their combination showed significant though marginal modulations in activity levels
that might not be of physiological relevance. Hence, DON-mediated alterations of CYP1A1
gene transcription did not manifest as altered enzyme activity. Consequently, CYP1A1
protein expression was not further investigated.

The observed suppressive effects on CYP2E1 and CYP3A4 gene transcription were fur-
ther studied on the protein level using immunofluorescence (IF) staining. CYP3A4 proteins
are known to be localized in the cytosol of cells, whereas CYP2E1 proteins are associated
with mitochondria and the ER [75]. Accordingly, in HepaRG cells, CYP3A4 was found
to be broadly distributed within the cells, while CYP2E1 appeared in clustered structures
(Figures 4 and 5). These findings underline the successful staining of CYP3A4 and CYP2E1
enzymes in differentiated HepaRG cells. Additionally, CYP2E1 and CYP3A4 enzymes were
not observed in cholangiocyte-like cells, but predominantly in hepatocyte-like clusters
(Supplementary Figure S1), which accords with the results obtained by Hoekstra et al. [76],
showing that hepatic functions are exclusively confined to hepatocyte-like cells. Here, a
major advantage of IF analysis is the possibility to examine solely hepatocytes by selecting
optical fields accordingly. Additionally, IF staining can be performed with comparatively
fewer amounts of cells, as cells are cultivated in 8-well chamber slides and stained therein.
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Considering the quantitative analysis, significant increases and decreases, as well as signifi-
cant differences between the single substance and combination, were observed between
several incubation conditions, but no clear trend was visible. All around, in the investi-
gated time window, the observed decrease in transcript levels of CYP2E1 and CYP3A4
were not reflected in the protein level. In a study performed by Sen et al. [17], in HepG2
cells CYP3A4 protein levels assessed with Western blot analysis slightly decreased after
AA treatment, while CYP2E1 levels significantly increased. In contrast, Lamy et al. [77]
did not detect CYP2E1 enzyme expression in microsomes of HepG2 cells treated with AA.
CYP2E1 expression involves various mechanisms in different stages of gene expression [78].
Hence, the transcriptional inhibition of CYP2E1 does not necessarily result in reduced
protein levels, as enzyme expression, as well as protein stability, is influenced by multiple
parameters. In contrast, the induction of CYP3A4 protein expression by drug exposure
is mainly achieved through transcriptional activation via PXR. In general, little is known
about the influence of DON on CYP2E1 and CYP3A4 protein expression. However, the
results of the present study raise the question of whether DON might affect the expression
of CYP enzymes which are essential in drug metabolism.

4. Conclusions

In summary, to our knowledge, the present study is the first to show a clear reduction
in CYP2E1 and CYP3A4 gene transcription after 24 h exposure to DON in the hepatic cell
line HepaRG. Furthermore, interferences with CYP1AI metabolism were observed. Cell
viability data strengthen the results from other studies indicating the reduced cytotoxic
effects of AA and DON in differentiated cells compared to undifferentiated cells. However,
within the whole investigation of CYP enzymes, no synergistic or antagonistic effects of
AA and DON were observed. Nonetheless, as the present study was focusing on liver
functions and a limited concentration range, interferences of AA and DON on other levels
cannot be excluded. In principle, further studies are needed to investigate mixture effects,
as humans are continuously exposed to mixtures of foodborne toxins and contaminants.

5. Materials and Methods
5.1. Materials

AA (A9099-25G) was purchased from Sigma-Aldrich (St. Luis, MO, USA); DON
(10000318 (001101)) was purchased from Romer Labs (Tulln, Austria). Cell culture media,
fetal calf serum (FCS), penicillin-streptomycin (P/S), recombinant human insulin, and
Dulbecco’s phosphate-buffered saline (DPBS) were acquired from Gibco® Life Technolo-
gies (Karlsruhe, Germany). Hydrocortisone 21-hemisuccinate sodium salt (HC/HS), NR
powder, resorufin, 7-ethoxyresorufin (7-ER), dicumarol, BaP, and DEX were purchased
from Sigma-Aldrich (St. Louis, MO, USA). DMSO, di-sodium hydrogen phosphate, EDTA,
formaldehyde solution 35%, glacial acetic acid, potassium chloride, potassium di-hydrogen
phosphate, sodium chloride, and Triton X-100 were obtained from Carl Roth GmbH (Karl-
sruhe, Germany). Trypsin was purchased from Thermo Fisher Scientific (Waltham, MA,
USA); ethanol (absolute) was purchased from Chem-Lab (Zedelgem, Belgium).

5.2. Cell Culture

HepaRG cells were acquired from Biopredic International (Saint Grégoire, France).
The hepatocarcinoma derived cells can be differentiated into two liver specific cell types,
namely hepatocyte-like cells and cholangiocyte-like cells. The HepaRG cells were cultivated
under humid conditions (37 °C, 5% CO;, 95% humidity) in a growth medium (Williams” E
medium supplemented with 10% FCS, 1% P/S, 5 ug mL~! recombinant human insulin and
50 uM HC/HS). The cells were cultivated according to the supplier’s protocol. Briefly, for
subcultivation, the cells were seeded in cell culture flasks at a density of 20,000 cells per cm?
and cultivated with a growth medium for 2 weeks. The medium was renewed every 2-3
days. Subsequently, the cells were passaged using trypsin-EDTA. For cell differentiation,
the cells were seeded in cell culture flasks at a density of 25,000 cells per cm? and allowed to
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grow in a growth medium for 2 weeks before changing to a differentiation medium (growth
medium supplemented with 2% DMSO). The differentiation medium was renewed every
2-3 days for 2 weeks. Afterwards, the differentiated cells were passaged using trypsin-
EDTA. The cell suspension was centrifuged for 3 min at 500x g, the supernatant aspirated,
and the cell pellet resuspended in the differentiation medium. The cell suspension was
passed through a sterile 250 pm nylon membrane to remove clots. The cells were seeded
in 96-well plates, 24-well plates, or 8-well chamber plates at a density of 200,000 cells per
cm? for the NR experiments, RT-qPCR and CYP1A activity assays, or staining experiments,
respectively. The cells were maintained in the differentiation medium for another 2 weeks
to fully differentiate and used for experiments within one week.

5.3. Dosage Information

AA and DON stock solutions were prepared in water and stored at —80 °C and —20 °C
respectively for up to 3 months. HepaRG cells were treated with 0.001-3 mM AA and
0.1-30 uM DON in differentiation medium. Differentiation medium was used as solvent
control. At least 3 biological replicates were carried out for each methodology.

5.4. Neutral Red Uptake Assay

Cell viability was determined using the NR assay, according to Repetto et al. [79].
Briefly, the differentiated cells in the 96-well plates were treated with AA, DON, or a
combination (ratios of 10:1 or 100:1) for 24 h and 48 h. Triton X-100 (0.1%) served as a
positive control. NR medium was prepared by diluting a 4 mg mL~! NR stock 1:100 in the
HepaRG differentiation medium, incubating it overnight, and subsequently centrifuging it
for 10 min at 600 x g and filtering it through a filter paper. The incubation medium was
replaced by 100 pL NR medium and incubated for 3 h. At the end of the NR incubation,
the cells were washed with pre-warmed DPBS before adding 150 uL destaining solution
(49.5:49.5:1 ethanol absolute, distilled water, glacial acetic acid) per well. The plate was
shaken for 10 min at 500 rotations min~! and 100 pL destaining solution of each well was
transferred to a clear 96-well plate. Absorbance was measured immediately at 540 nm
with the Cytation™ 3 Cell Imaging Multi-Mode Reader (BioTek Instruments Incorporated,
Winoosky, VT, USA) and was related to the solvent control set to 100%.

5.5. Quantitative Real-Time PCR

The influences of AA, DON, and a combination of both on the transcript rates of
selected CYP enzymes were determined using RT-qPCR. Differentiated HepaRG cells were
seeded in 24-well plates and treated with the test substances for 24 h. RNA extraction was
performed with the Maxwell® 16 LEV simplyRNA Cells Kit (Promega Corporation, Fitch-
burg, MA, USA) according to the manufacturer’s manual. Yield RNA concentration and
purity was determined with a NanoDrop 2000c spectrometer (VWR International, Radnor,
PA, USA). Reverse transcription to cDNA was performed with the QuantiTect® Reverse
Transcription Kit (Qiagen N.V., Venlo, The Netherlands) according to the manufacturer’s
protocol. gPCR was performed with the StepOnePlus™ System according to the manu-
facturer’s manual using QuantiTect® SYBR® Green Master Mix (Qiagen) and QuantiTect®
Primer Assays (Qiagen). The following primer assays were used: delta aminolevulinate syn-
thase 1 (ALAS1, QT00073122), cytochrome P450 1A1 (CYP1A1, QT00012341), cytochrome
P450 3A4 (CYP3A4, QT00024969), cytochrome P450 2E1 (CYP2E1, QT01669962), and hypox-
anthine phosphoribosyltransferase 1 (HPRT1, QT00059066). The following PCR protocol
was used for amplification: enzyme activation at 95 °C for 15 min, 40 cycles of 15 s at 94 °C,
30sat55°C, and 30 s at 72 °C, followed by melting curve analysis: 15 s at 95 °C, 1 min at
60 °C, in 0.5 °C steps for 15 s to 94 °C. The data were analyzed with the StepOnePlus® v2.1
software, normalized to the mean of two endogenous control genes (ALAS1 and HPRT1),
and quantified with the 2744Ct method [43]. Primer efficiency was tested beforehand
according to Schmittgen and Livak [80].



Toxins 2024, 16, 389

12 of 16

5.6. CYP1A Activity

CYP1A activity was determined utilizing the CYP1A-dependent metabolism of EROD
by formation of fluorescent resorufin. The differentiated HepaRG cells in 24-well plates
were treated with AA, DON, and a combination of both for 24 h. BaP (5 uM) was used
as a positive control. At the end of the incubation period, the incubation medium was
replaced by 400 pL colourless Williams’ E containing 10 uM 7-ER and 10 uM dicumarol
(EROD medium) and incubated for 30 min. At the end of the EROD incubation time, the
supernatant of each well was transferred into pre-cooled tubes under the exclusion of light.
An aliquot (75 pL) of each supernatant medium was transferred into a black microtiter plate
already containing 200 uL of 99.8% ethanol. The fluorescence was measured immediately
in the Cytation™ 3 Cell Imaging Multi-Mode Reader (BioTek Instruments Incorporated,
Winoosky, VT, USA) at 535 nm excitation and 595 nm emission. The resorufin concentration
was determined by the relation to a standard curve ranging from 0 to 25 nM.

After the EROD incubation, the cells were washed with the colourless Williams
E medium, the medium was aspirated, and the 24-well plate was immediately placed
at —80 °C. Cell lysis was performed by at least three thawing and freezing cycles. The
protein content was assessed with bicinchonic acid Protein Assay (Merck KGaA, Darmstadlt,
Germany) according to the manufacturer’s protocol. The determined CYP1A activity was
normalized to the protein content of each sample and related to the solvent control set to
100%.

’

5.7. Immunofluorescence Staining

Indirect IF staining with subsequent microscopic analysis was performed as previ-
ously described in order to study the expression of CYP3A4 and CYP2E1 enzymes [32,81].
HepaRG cells were seeded in 8-well chamber slides (ibiTreat, Ibidi GmbH, Gréfelfing,
Germany) and incubated with the test substances for 24 h or 48 h. DEX (10 uM) served as a
positive control. At the end of the incubation period, cells were washed with PBS and a
fixation took place by the addition of pre-warmed 3.7% formaldehyde in PBS for 15 min.
The cells were washed twice with PBS and permeabilization took place by the addition of
0.2% Triton X-100 in PBS for 10 min. The cells were washed with PBS again and blocking
solution, consisting of 1% donkey serum (Sigma-Aldrich, St. Louis, MO, USA) in PBS,
was added. After 1 h, the blocking solution was replaced by primary antibodies diluted
in 0.5% donkey serum in PBS (CYP3A4 monoclonal Antibody, MA-17064, Thermo Fisher
Scientific Inc., Waltham, MA, USA, 1:300; Anti-Cytochrome P450 2E1 antibody, ab28146,
Abcam plc. Cambridge, UK, 1:500). The cells were treated with primary antibodies for 2
h. Afterwards, the cells were washed 3 times for 10 min with wash buffer (0.05% Triton
X-100 in PBS) and then twice with PBS. Secondary antibodies diluted in 0.5% donkey
serum in PBS (Alexa Fluor™ 647 donkey anti-mouse IgG (H + L), Thermo Fisher Scientific
Inc., 1:1000; Alexa Fluor™ 568 donkey anti-rabbit IgG (H + L), 1:1000, Thermo Fisher
Scientific Inc.; Oregon Green® 488 phalloidin, Thermo Fisher Scientific Inc., 1:500) were
added and incubated under the exclusion of light for 1.5 h. The same washing procedure
as before was carried out. Post-staining fixation was performed by treating the cells with
3.7% formaldehyde in PBS for 10 min followed by 100 mM glycine in PBS, in order to mask
the reactive sites. Per well, 3 drops Roti®-Mount FluorCare DAPI mounting media (Carl
Roth GmbH + Co. KG, Karlsruhe, Germany) were added. The chamber slides were stored
at 4 °C, protected from light, until the examination with an LSM Zeiss 710 microscope
(ZEISS, Oberkochen, Germany) equipped with an ELYRA PS.1 system (ZEISS, Oberkochen,
Germany), an AndoriXon 897 (EMCCD) camera (Oxford Instruments plc, Abingdon, UK),
and a Plan Apochromat 100x (1.46 NA) objective (ZEISS, Oberkochen, Germany). Image
analysis was performed with ZEN 3.0 (2012) software. For each incubation condition,
4 optical fields per biological replicate were randomly chosen, making sure that the optical field
only consisted of hepatocyte-like cells, resulting in the analysis of at least 16 optical fields per
condition in total. The sum of fluorescence intensity of each optical field was taken and related
to the number of nuclei. The mean value as the fluorescence intensity per nuclei (FI nuclei ')
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for all 4 optical fields was calculated for the SC. Each FI nuclei~! value of each optical field and
condition was related to the mean FI nuclei~! of the solvent control.

5.8. Statistical Analysis

OriginPro 2021 was used for all statistical analysis and Microsoft Excel 2013 and 2016
for all mathematical analysis. Testing for normal distribution of results was carried out
with Shapiro-Wilk normality test. Nalimov outliner test was applied to all results. Where
possible, namely for cell viability results, combined effects (f.ompineqd) Were calculated from
effects of single substances (faa and fpon) with Bliss Independence equation f.ompined =
faa + fpon — faa X fpon with f representing cytotoxic effect, calculated as 1 minus cell
viability relative to solvent control [40—42]. Student’s two-sample ¢-test was performed to
compare calculated combined effects to measured combined effects and to compare effect
of a single substance with effect of respective combination. One-way ANOVA followed by
Bonferroni post hoc test was performed to compare effects of one substance at different
concentrations. p < 0.05 was used in all statistical analyses.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/toxins16090389 /s1; Figure S1: Microscopic observation (10x) of
differentiated HepaRG cells with a confocal microscope (A) and with a bright-field microscope (10x) (B).
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