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Abstract

Mycotoxins are secondary fungal metabolites, which occur in food and feed. They have detrimental effects on the
health of humans and animals, and they are known to cause immunosuppression. In this study the effect of patulin,
deoxynivalenol (DON), zearalenone (ZEN) and T-2 toxin exposure on the viability and the secretion of key pro- and
anti-inflammatory cytokines from the murine macrophage cell line, J774A.1, was investigated. Exposure of
macrophages to high doses of ZEN (100,000 pg/mL) and T-2 toxin (10,000 and 100,000 pg/mL) resulted in a significant
decrease (P < 0.05 and P < 0.01) in cell viability. Exposure of macrophages to these mycotoxins resulted in a
dose-dependent modulation of cytokine secretion. Specifically, exposure to low doses of patulin (0.001, 0.1 and 1
pg/mL) resulted in a statistically significant decrease in the secretion of the pro-inflammatory cytokines interleukin (IL)
6 (IL-6) and tumor necrosis factor alpha (TNF-a), following stimulation with lipopolysaccharide (LPS), a component of
Gram-negative bacterial cell walls. Treatment with low doses of DON (0.001 pg/mL) and ZEN (0.001 and 0.01 pg/mL)
significantly decreased (P < 0.01) the secretion of the pro-inflammatory cytokine IL-12p40, while several doses of T-2
toxin (0.001, 0.01, 0.1, 1 and 100 pg/mL) caused a significant decrease the expression of IL-6. Each of the mycotoxins
also significantly increased the production of the anti-inflammatory cytokine IL-10, both before and after LPS
stimulation. This data provides further insight into the mechanisms by which mycotoxins modulate the host immune
response to exert their immunosuppressive activity.
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1. Introduction

Mycotoxins are the naturally occurring toxic secondary metabolites of some fungal species. They are food contaminants
which are proven to have detrimental effects on human and animal health. Their immunosuppressive and carcinogenic
nature is of particular concern. The Food and Agriculture Organization (FAQ) has estimated that 25% of the world’s
food supply is contaminated with mycotoxins (Marroquin-Cardona et al., 2015). Mycotoxin contamination can occur at
any time during harvest or storage of food.

Over 400 different mycotoxins have been identified. They are structurally diverse (Figure 1) but are produced primarily
by three genera of fungi: Aspergillus, Penicillium, and Fusarium. Patulin (~150 Da), a polyketide lactone is produced
by Penicillium and Aspergillus. The trichothecenes (~250-550 Da) are a group of sesquiterpene epoxides produced
mainly by Fusarium species while zearalenone (~318 Da) is a resorcyclic acid lactone also produced by Fusarium.
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Figure 1. Chemical structure of deoxynivalenol (DON), T-2 toxin, zearalenone (ZEN) and patulin.
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Mycotoxin contamination can occur in a variety of plants used as food, including commodities such as cereal grains
(barley, corn, rye and wheat), coffee, dairy products, fruits, nuts, peanuts, and spices. Contamination can also arise in
animal products, like milk, caused by animals consuming contaminated feeds. Generally, crops that are stored for more
than a few days become a potential target for mold growth and mycotoxin formation. The primary way in which
humans become exposed to mycotoxins is by eating contaminated food such as grain, corn, and other foodstuff or,
alternatively, by consuming animals or animal products that have eaten contaminated feed. Mycotoxins are extremely
stable compounds so they can easily avoid damage in the digestive system and reach the human bloodstream (Stoev,
2015).

Mycotoxins have the potential to elicit a wide variety of toxicological effects, including immune-suppression and
immune-stimulation. Exposure to sublethal doses of many mycotoxins has the potential to either stimulate or suppress
immune functions, such as lymphocyte proliferation, cell-mediated immunity and humoral immunity, depending on the
dose and exposure time (Edite Bezerra da Rocha e al., 2014). Immunosuppression is viewed as one of the most
significant effects of mycotoxin exposure and it has a major economic impact. Studies have already highlighted the
immunosuppressive nature of several mycotoxins such as aflatoxins, trichothecenes, ochratoxin A and zearalenone
(Ferrante ef al., 2002; Sharma et al., 2004; Ferrante et al., 2008; Ubagai et al., 2008; Marzocco et al., 2009; Bianco et
al., 2012; Bruneau et al., 2012; Alassane-Kpembi et al., 2013; Jia et al., 2014). Immunostimulation and
immunosuppression can occur with the same toxin depending on the exposure conditions, including dosage and time.
Such experimental observations have given rise to the term ‘immunomodulation” which accounts for this dual effect. It
is important to stress that any deregulation of immune cell homeostasis can result in serious consequences for immune
functions, increasing susceptibility to infections and cancer, as well as favouring the development of autoimmune
diseases. Therefore, any significant changes in the functionality of immune cells must be considered as a significant
hazard (Marin et al., 2013).

Several studies have shown that the group of mycotoxins, aflatoxins, can affect macrophages, both in vitro and in vivo.
Liu et al., (2002) showed that fumonisin B and aflatoxin B1 were immunotoxic to swine alveolar macrophages,
employing techniques such as DNA laddering, nuclear fragmentation and phagocytosis, and by analysis of
apoptosis-related heat shock protein 72 (hsp72) and cytokines IL-1p and TNF-o. Numerous animal studies have
demonstrated that aflatoxins have immunosuppressive activity. Poultry (chickens and turkeys), pigs and lambs in
particular, are susceptible to aflatoxin-induced immunosuppression (Devegowda and Murthy, 2005). Furthermore,
cell-mediated immunity is affected by aflatoxin exposure. Murine macrophages exposed to aflatoxins both in vivo and
in vitro have exhibited decreased cytokine secretion. Other macrophage functions, such as release of reactive
intermediates and phagocytosis are decreased in macrophages exposed to AFB1 (Liu ef al., 2002). Although the
immunomodulatory effects of the aflatoxins have been demonstrated previously, the mechanism by which these
compounds exert their immunosuppressive effects is still unknown. Previous investigations have shown that AFB1
pretreatment, followed by LPS stimulation, decreases CD14 expression in murine peritoneal macrophages. However,
CD14 expression was unaffected in cells that were pre-treated with AFB1, but not challenged with LPS (Moon and Pyo,
2000).

Mycotoxins can produce cellular depletion in lymphoid organs, cause alterations in T-cell and B-cell function, suppress
antibody responses, suppress NK cell activity, decrease delayed-type hypersensitivity responses, and increase
susceptibility to infectious disease. T-2 toxin was implicated as a developmental immunotoxicant, which targets fetal
lymphocyte progenitors (Holladay et al., 2002). The effect of the trichothecenes group of mycotoxins on immune
function has shown that the mechanism of impairment is related to inhibition of protein synthesis. High doses of
trichothecenes induce lymphocyte apoptosis along with immune suppression. Low doses promote expression of
cytokines including IL-1, IL-2, IL-5, and IL-6. Tricothecenes also activate mitogen-activated protein kinases (MAPK’s)
in vivo and in vitro, via the ribotoxic stress response (Zhou et al., 2003; Pestka et al., 2004). Pestka and Zhou (2006)
shows that pre-exposure with LPS sensitises murine RAW264.7 macrophages and peritoneal murine macrophages to the
pro-inflammatory effects of DON.

ZEN has been shown to be immunotoxic (Luongo et al., 2008) and has also been observed to be both a suppressor and
inductor of the production of inflammatory cytokines (Salah-Abbeés et al., 2008). Several alterations of immunological
parameters were found associated with ZEN concentrations in vitro (Murata et al., 2003). Additive and synergistic
effects of mycotoxins were demonstrated for various combinations of mycotoxins, such as ochrations, aflatoxins and
ZEN, (Grenier and Oswald, 2011; Halbin et al., 2013; Lei et al., 2013). In vitro studies have shown that mycotoxin
combinations can act additively, synergistically and even in some cases antagonistically (Bruneau et al., 2012; Clarke et
al.,2014).

Macrophage activation by LPS results in expression of a number of pro-inflammatory cytokines, including 1L-12p40,
TNF-a and IL-6. This is then followed by the expression of anti-inflammatory cytokines, such as IL-10, to stop
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production of the pro-inflammatory cytokines and to ensure regulation of the immune response (Bruneau ef al., 2012).
Although these cytokines have important roles in host defence, their over- or under-expression can lead to problems
such as inflammatory diseases. Since the macrophage is a key cell in the innate immune response, we investigated the
effect of mycotoxins exposure on cell viability and cytokine secretion in a murine macrophage cell line, J774A.1. The
aim of this study was to gain better understanding of the immunomodulatory effects of these compounds on
macrophages, in order to shed light on their immunosuppressive activity.

2. Materials and Methods
2.1 Reagents and Chemicals

Patulin, deoxynivalenol, T-2 toxin, zearalenone and dimethyl sulphoxide (DMSO) were purchased from Sigma Aldrich
(St. Louis, MO). Dulbecco's Modified Eagle's Medium (DMEM), Fetal Bovine Serum (FBS) and
Penicillin/Streptomycin were purchased from Invitrogen (Carlsbad, CA). Lipopolysaccharide (LPS) isolated from E.
coli, serotype R515, was purchased from Enzo Life Sciences (Farmingdale, NY). CellTiter 96" Aqueous One Solution
was purchased from Thermo Fisher Scientific (Rockford, IL). DuoSet cytokine ELISA kits were purchased from R&D
Systems (Minneapolis, MN).

2.2 Cell Culture

The murine macrophage cell line J774A.1 was obtained from the European Collection of Cell Cultures (ECACC;
Salisbury, UK). The cells were grown in DMEM supplemented with 10% (w/v) fetal bovine serum, 50U penicillin and
50 pg streptomycin. All cultures were maintained in a 37°C, in 5% CO, humidified atmosphere. ~ For cell viability
analysis, 100 uL of a J774A.1 cell suspension, at a concentration of 1 x 10° cells/mL, was added to each well of a
NUNC™O96 well tissue culture plate and allowed to adhere for 1 h. The cells were then incubated with the appropriate
concentration of each mycotoxin for 24 h +£100 ng/mL LPS. The negative control consisted of cells incubated alone and
with 0.1% (v/v) methanol (vehicle). As a positive control, cells were incubated with 10% v/v DMSO. 24 hours after the
addition of LPS, 20 pL of the CellTiter 96® Aqueous One Solution was added to each well of the 96-well plate. The
plates were incubated for 4 hours at 37°C in 5 % CO, and absorbance read at 490 nm. For cytokine expression analysis,
250 uL of a J774A.1 cell suspension, at a concentration of 1 x 10° cells/mL, was added to each well of a NUNC™96
well tissue culture plate and allowed to adhere for 1 h. The cells were then incubated with the appropriate concentration
of each mycotoxin for 24 h £100 ng/mL LPS to induce an inflammatory response. The negative control was made up of
cells that were incubated alone and with 0.1% (v/v) methanol (vehicle). At the end of the incubation time, the
supernatant was removed and stored at -20°C until analysis. All experiments were carried out in triplicate.

2.3 Determination of Cell Viability

The CellTiter 96" Aqueous One Solution (Pierce, UK) was employed for spectrophotometric quantification of cell
viability. The assay was carried out according to the manufacturer’s instructions. Percentage viability was calculated
compared to untreated control cells. Each sample was assayed in triplicate.

2.4 Cytokine ELISAs

TNF-a, IL-10, IL-6 and IL-12p40 ELISAs were performed according to the manufacturer’s instructions (R&D systems,
UK). Each sample was assayed in triplicate for all of the cytokines indicated.

2.5 Statistical Analysis

Data was analyzed by ANOVA using Prism version 5 (GraphPad, La Jolla, CA, USA). If the ANOVA table was
significant (P < 0.05), Post-hoc analysis was performed using Dunnett’s test.

3. Results
3.1 ZEN and T-2 Toxin Affect J774A.1 Macrophage Cell Viability

The viability of the J774A.1 murine macrophage cell line, in the presence of patulin, DON, ZEN and T-2 toxin in
concentrations ranging from 10 to 100,000 pg/mL, was assessed using the MTS assay. The inflammatory processes in
the macrophage are activated by the endotoxin, LPS. Therefore, LPS was included in the MTS analysis, to determine
the effect of toxin exposure on macrophage viability. The results indicate that patulin and DON have no cytotoxic effect
on J774A.1 macrophages at any of the chosen concentrations. For ZEN there is a significant (P < 0.05) decrease in the
percentage viability at a concentration of 100,000 pg/mL, which is cytotoxic without LPS stimulation (Figure 2). T-2
toxin shows a significant cytotoxic effect at 100,000 pg/mL (P < 0.01) for unstimulated cells and at 10,000 pg/mL (P <
0.05) and 100,000 pg/mL (P < 0.01) for LPS-stimulated cells. All experiments show no effect of the vehicle control on
cell viability with and without LPS stimulation.
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Figure 2. MTS proliferation assay to analyse the effect of patulin (A), ZEN (B), DON (C), and T-2 toxin (D) on the
J774A.1 macrophage cell line.

J774A.1 cells were treated for 24 hours with each mycotoxin, ranging in concentration from 10 to 100,000 pg/mL, with

and without LPS (100 ng/mL) stimulation. DMSO (10%, v/v) was included as a positive control of cytotoxicity. Results

indicate a mean value from three independent experiments and error bars represent mean = 3SE (standard error of mean)
(n=3). Significance: P < 0.05%; P <0.01**; P <0.001*** as illustrated, all relative to cells not exposed to toxin.

3.2 Exposure of Macrophages to Single Mycotoxins Modulates Cytokine Secretion

DuoSet ELISA kits (R&D systems) were used to quantify the levels of cytokines (IL-6, IL-10, IL-12p40 and TNF-a) in
the supernatants of J774A.1 macrophage cells treated with patulin, DON, ZEN and T-2 toxin in increasing
concentrations from 0.001 to 100 pg/mL for 24 hours with and without LPS (100 ng/mL) stimulation.

The results for patulin (Figure 3) (Table 1) show that there is a significant (P < 0.001) increase in the expression of IL-6
at 10 pg/mL patulin without LPS stimulation, however, significant suppression is observed at 0.1 pg/mL (P < 0.01) and
1 pg/mL (P < 0.05). The production of IL-10 is increased significantly at 1 pg/mL (P < 0.01), 10 pg/mL (P < 0.001) and
100 pg/mL (P < 0.05) without LPS stimulation, and at 0.1 — 10 pg/mL (P < 0.01) following LPS treatment. An increase
in IL-12p40 is observed at 10 pg/mL (P < 0.001) and 100 pg/mL (P < 0.01) without LPS stimulation and also 10 pg/mL
and 100 pg/mL (P < 0.001) with LPS stimulation. TNF-o was increased at 10 pg/mL patulin (-LPS) (P < 0.001) and
(+LPS) (P < 0.05), however, its levels were decreased at 0.001 pg/mL and 0.1 pg/mL (P < 0.05).

DON (Figure 4) (Table 2) causes a significant increase in IL-6 production at 1 pg/mL (P < 0.01) and 10 pg/mL (P <
0.001) without LPS, and 10 pg/mL (P < 0.05) with LPS. Levels of IL-10 are increased significantly without LPS
stimulation at 0.1 pg/mL (P < 0.01), 1 pg/mL (P < 0.001), 10 pg/mL (P < 0.001) and 100 pg/mL (P < 0.05) but only up
for 10 pg/mL (P < 0.001) with LPS stimulation. IL-12p40 is significantly increased (P < 0.001) at 10 pg/mL both + and
- LPS, while IL-12p40 is decreased (P < 0.05) by 0.001 pg/mL DON following LPS stimulation. TNF-a. is significantly
increased at 0.1 pg/mL (P <0.05), 1 pg/mL (P <0.01) and 10 pg/mL (P < 0.001) without LPS, but only increased for 10
pg/mL (P < 0.001) with LPS.

The results for ZEN (Figure 5) (Table 3) show that IL-6 is significantly increased (P < 0.001) by 0.1 — 100 pg/mL ZEN
with no LPS stimulation. However, no significant changed are observed for IL-6 following LPS treatment. IL-10 was
significantly increased by 10 pg/mL (P < 0.001) before LPS treatment and by 0.01 pg/mL (P < 0.05), 0.1 pg/mL (P <
0.01) and 1 pg/mL (P < 0.01) after LPS treatment. here is a significant increase in the levels of IL-12p40 at 10 pg/mL (P
< 0.001) (-LPS) but a significant decrease in its levels at 0.001 and 0.01 pg/mL (P < 0.01) (+LPS). TNF-a was
significantly increased at 0.1 pg/mL (P < 0.05), 1 pg/mL (P < 0.05) and 10 pg/mL (P < 0.001) without LPS stimulation
and 1 pg/mL (P <0.05) and 10 pg/mL (P < 0.001) with LPS treatment.

25



www.ccsenet.org/ijc International Journal of Chemistry Vol. 8, No. 2; 2016

T-2 toxin (Figure 6) (Table 4) exposure resulted in a significant increase in IL-6 production at 0.1 pg/mL (P < 0.05) 1
pg/mL (P < 0.01) and 10 pg/mL (P < 0.001) (-LPS). However, significant suppression of IL-6 was observed at 0.001
pg/mL (P < 0.001), 0.01 pg/mL (P < 0.001), 0.1 pg/mL (P < 0.01), 1 pg/mL (P < 0.05) and 100 pg/mL (P < 0.01)
following LPS stimulation. IL-10 levels were increased (P < 0.001) by 10 pg/mL T-2 without LPS but significant
decrease was seen at 0.001 pg/mL (P < 0.05), 0.01 pg/mL (P < 0.001) and 100 pg/mL (P < 0.05). Following LPS
stimulation an increase (P < 0.01) of IL-10 was only seen at 10 pg/mL T-2 toxin. IL-12p40 levels were increased at 10
pg/mL (P <0.01) (-LPS), and 1pg/mL (P < 0.05) and 10 pg/mL (P <0.001) (+LPS). TNF-a production was significantly
increased by 1 pg/mL (P < 0.05) and 10 pg/mL (P < 0.001), both with and without LPS stimulation. However, LPS
stimulation also showed a significant decrease in TNF-a at 0.01 pg/mL (P < 0.05) and 1 pg/mL (P < 0.05) T-2 toxin.
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Figure 3. Expression of IL-6, IL-10, IL-12p40 and TNF-a in the supernatants of J774A.1 murine macrophage cells,
cultured for 24 hours in the presence of patulin ranging in concentration from 0.001 to 100 pg/mL, with and without
LPS (100 ng/mL) stimulation.

The toxin treatment alone is represented by the white bars (0) and the toxin treatment with LPS challenge is represented
by the black bars (m). Data was expressed as the mean for each experiment (n=3), with error bars indicating + 3SE.
Significance: P < 0.05%; P < 0.01**; P < 0.001*** as illustrated, all relative to cells not exposed to toxin.

Table 1. The effect of increasing concentrations of patulin (0.001 — 100 pg/mL) on the expression levels of cytokines
from J774A.1 macrophages with and without LPS (100 ng/mL) treatment. Significance represented by: no change —,
increase P < 0.05; P < 0.01™M; P < 0.001M, decrease P < 0.05V; P < 0.01¥\; P < 0.001N\, compared to
control cells.
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Figure 4. Expression of IL-6, IL-10, IL-12p40 and TNF-a in the supernatants of J774A.1 murine macrophage cells,
cultured for 24 hours in the presence of DON ranging in concentration from 0.001 to 100 pg/mL, with and without LPS
(100 ng/mL) stimulation.

The toxin treatment alone is represented by the white bars (o) and the toxin treatment with LPS challenge is represented
by the black bars (m). Data was expressed as the mean for each experiment (n=3), with error bars indicating + 3SE.
Significance: P < 0.05%; P < 0.01**; P < 0.001*** as illustrated, all relative to cells not exposed to toxin.

Table 2. The effect of increasing concentrations of DON (0.001 — 100 pg/mL) on the expression levels of cytokine from
J774A.1 macrophages with and without LPS (100 ng/mL) treatment. Significance represented by: no change —, increase
P <0.05M™; P<0.01MD; P<0.001™M, decrease P < 0.05V; P < 0.01\N\; P < 0.001N ¥\, compared to control cells.
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Figure 5. Expression of IL-6, IL-10, IL-12p40 and TNF-a in the supernatants of J774A.1 murine macrophage cells,
cultured for 24 hours in the presence of ZEN ranging in concentration from 0.001 to 100 pg/mL, with and without LPS
(100 ng/mL) stimulation.

The toxin treatment alone is represented by the white bars (0) and the toxin treatment with LPS challenge is represented
by the black bars (m). Data was expressed as the mean for each experiment (n=3), with error bars indicating + 3SE.
Significance: P < 0.05%; P < 0.01**; P <0.001*** as illustrated, all relative to cells not exposed to toxin.

Table 3. The effect of increasing concentrations of ZEN (0.001 — 100 pg/mL) on the expression levels of cytokines from
J774A.1 macrophages with and without LPS (100 ng/mL) treatment. Significance represented by: no change —, increase
P<0.05M™; P <0.01PMD; P<0.001™M, decrease P < 0.05\; P < 0.01\N\; P<0.001N ¥\, compared to control cells.
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Figure 6. Expression of IL-6, IL-10, IL-12p40, and TNF-a in the supernatants of J774A.1 murine macrophage cells,
cultured for 24 hours in the presence of T-2 toxin ranging in concentration from 0.001 to 100 pg/mL, with and without
LPS (100 ng/mL) stimulation.

The toxin treatment alone is represented by the white bars (0) and the toxin treatment with LPS challenge is represented
by the black bars (m). Data was expressed as the mean for each experiment (n=3), with error bars indicating + 3SE.
Significance: P < 0.05*; P < 0.01**; P < 0.001*** as illustrated, all relative to cells not exposed to toxin.

Table 4. The effect of increasing concentrations of T-2 toxin (0.001 — 100 pg/mL) on the expression levels of cytokines
from J774A.1 macrophages with and without LPS (100 ng/mL) treatment. Significance represented by: no change —,
increase P < 0.051; P < 0.01M; P < 0.001M, decrease P < 0.05V; P < 0.01NV; P < 0.001N\, compared to
control cells.

T-2 toxin (pg/mL)

IL-6 IL-10 IL-12p40 TNF-a
0.001 - N2 - -
0.01 - NAN% - -
0.1 N - _ _
1 M - - N
10 IO PN Oy ™~
100 - N2 — -
T-2 toxin (pg/mL)
+ LPS (100 ng/mL)
0.001 NN - - N2
0.01 S\ 2\Z - - N2
0.1 2\ - - -
1 N2 - N ™
10 - ™~ YN O
100 A2 - - 4\

4. Discussion

Under normal healthy conditions, the immune system defends the host against pathogenic infections. However, certain
environmental factors, including toxins, can alter the development and function of the immune response, leading to
autoimmunity, hypersensitivity or immunosuppression. The understanding of the biological processes underlying
immune system dysfunction by mycotoxins is incomplete.

Mycotoxin contamination is widespread and exposure to low levels of the toxins is unavoidable, therefore it is
imperative to understand the effect of exposure to low doses. The effects of various mycotoxins on the immune system
has been widely investigated (Sharma et al., 2004; Ferrante et al., 2008; Ubagai et al., 2008; Marzocco et al., 2009;
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Bianco ef al., 2012; Alassane-Kpembi et al., 2013; Clarke et al., 2014; Solhaug et al., 2015), but there is a lack of
understanding of the exact mechanisms behind the interactions involved. The effects of individual toxins can vary
depending on concentration, time and other environmental factors.

The aim of this study was to characterise the individual effects of patulin, DON, ZEN and T-2 toxin in order to improve
understanding of the individual molecular mechanisms of mycotoxin immunomodulation.

The effect that each of these mycotoxins has on the viability of J774A.1 murine macrophages was examined. The result
of this investigation showed that patulin and DON did not display cytotoxic effects on the macrophage cells at any of
the chosen concentrations. In contrast, ZEN has a significant (P < 0.05) effect on cell viability at 100,000 pg/mL and is
cytotoxic without LPS stimulation at this concentration. T-2 toxin becomes significantly cytotoxic (P < 0.01) at 10,000
and 100,000 pg/mL.

Other studies have demonstrated the cytotoxic nature of mycotoxins. Clarke et al. (2014) examined the cytotoxicity of
AFBI, fumonisin B1 (FB1) and ochratoxin A (OTA) on Caco-2, MDBK and RAW264.7 cell lines. They also found
these toxins to be cytotoxic, but at much higher concentrations to that used in this study. Hymery ef al. (2014) found
that the mycotoxin cyclopiazonic acid was toxic to the human cell lines; CD34+, monocytes, THP-1 and Caco-2.
Notably, Marzocco et al. (2009)sshowed that both nivalenol (NIV) and DON (10-100uM) significantly stimulate
apoptosis in J774A.1 macrophages in a concentration-dependent manner on cultured J774A.1 murine macrophages.
Capasso et al. (2015) demonstrated that low doses of DON used alone have minor toxic effects, while induce
cytotoxicity and inflammation when used in combination with particulate matter.##Ferrante et al. (2008) showed that
OTA (30nM-100uM) induces a time and concentration dependent cytotoxic effect on J774A.1 macrophages, increased
when cells were co-stimulated with LPS (100 ng/mL), a concentration that alone did not modify the cellular viability.4

Mycotoxins may not be cytotoxic at low concentrations but this does not mean they are not causing dysfunction to the
immune system. The cytokine expression analysis presented here, clearly shows that these mycotoxins have varying
effects on the expression of 1L-6, IL-10, IL-12p40 and TNF-a, which are dependent on toxin dosage and exposure to
LPS stimulation. Depending on the dosage, it is possible for mycotoxins to be immunostimulatory as well as
immunosuppressive.

Exposure of macrophages to patulin, DON, ZEN and T-2 toxin resulted in a dose-dependent modulation of cytokine
secretion. For example, a significant increase in pro-inflammatory cytokines was observed in cells that were exposed to
high concentrations (10 pg/mL) of the mycotoxins without LPS treatment. This pro-inflammatory response can also be
seen for each toxin at the 10 pg/mL concentration after LPS treatment, with statistically significant increases in the
secretion of IL-6, IL-12p40 and TNF-a. DON also demonstrates a potent pro-inflammatory response overall at 10
pg/mL both with and without LPS stimulation. Exposure to low doses of patulin resulted in a statistically significant
decrease in the secretion of IL-6 and TNF-a following stimulation with LPS. Treatment with low doses of DON and
ZEN significantly decreased the secretion of 1L-12p40, while nearly all doses of T-2 toxin caused a significant decrease
the expression of IL-6.

There are very few published reports on the effect of mycotoxins on immune regulation, particularly cytokine secretion.
Ferrante et al. (2008) observed that OTA (3uM) alone induces a significant increase in cyclooxygenase-2 (COX-2) and
inducible nitric oxide synthase (iNOS) expression, while at the highest concentration (10uM) a reduced expression of
both enzymes was shown. When cells were co-stimulated with LPS, OTA showed a concentration-dependent reduction
of COX-2 and iNOS expression. These results confirm the pro-inflammatory role of OTA by itself, and demonstrate the
impaired capability of OTA-treated macrophages to respond properly to noxious stimuli, such as LPS, mimicking the
environmental co-exposure to both compounds. Bruneau ef al. (2012) investigated the effect of AFB1, AFB2 and AFG1
exposure, alone and in combination, on the secretion of key pro- and anti-inflammatory cytokines from the murine
macrophage cell line, J774A.1. Exposure of macrophages to low doses of aflatoxin (0.01 or 0.1 ng/mL) resulted in a
statistically significant change in the secretion of a number of cytokines following stimulation with LPS. Treatment with
AFBI1 or AFB2 alone significantly decreased the secretion of IL-10, while the secretion of the pro-inflammatory
cytokine IL-6 was significantly increased. The study also demonstrated how aflatoxin exposure affects expression levels
of key cell surface markers involved in the inflammatory response. TLR2 and CD14 expression levels decreased
significantly, TLR4 expression was unaffected. Jia et al. (2014) showed that ZEN increased mRNA and protein
expression of TLR4 and inflammatory cytokines in kidney in dose-dependent manner. Their results indicated that
TLR4-mediated inflammatory reactions signal pathway was one of the mechanisms of ZEN-mediated toxicity in the
kidney.

5. Conclusion

In conclusion, the results from this investigation demonstrate that although these compounds come from similar sources,

due to the differences in structure, they exert variable effects on cytokine production. Overall, the results indicate that
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individually patulin, DON, ZEN and T-2 toxin have the ability to modulate the typical inflammatory response of
macrophages to LPS stimulus. In particular, these toxins affected the secretion of cytokines that are critical for the
normal host responses to infection. This is the first report on the effect of patulin, DON, ZEN and T-2 toxin on the
modulation of these important pro- and anti-inflammatory cytokines. From this research, it is clear that these
mycotoxins have the ability to cause macrophage dysfunction. Some of the molecular processes of toxicity are still not
fully understood. However, this report has provided data on the potential mechanisms by which mycotoxins inhibit
macrophage functions and, therefore, host defence functions, through deregulation of cytokine profiles.
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