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Abstract: Aspergillus flavus is an efficient producer of mycotoxins, particularly aflatoxin Bi,
probably the most hepatocarcinogenic naturally-occurring compound. Although the
inducing agents of toxin synthesis are not unanimously identified, there is evidence that
oxidative stress is one of the main actors in play. In our study, we use menadione, a quinone
extensively implemented in studies on ROS response in animal cells, for causing stress to
A. flavus. For uncovering the molecular determinants that drive A. flavus in challenging
oxidative stress conditions, we have evaluated a wide spectrum of several different
parameters, ranging from metabolic (ROS and oxylipin profile) to transcriptional analysis
(RNA-seq). There emerges a scenario in which A. flavus activates several metabolic
processes under oxidative stress conditions for limiting the ROS-associated detrimental
effects, as well as for triggering adaptive and escape strategies.
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1. Introduction

Aspergillus flavus is a cosmopolitan pathogen of oily and starchy seeds. It is an efficient producer of
mycotoxins, particularly aflatoxin Bi. Although it is actually hard to pinpoint the environmental
conditions inducing aflatoxin Bi1 synthesis, there is evidence that oxidative stress is one of the main
actors in play [1-3].

Intracellular ROS (reactive oxygen species) concentration is high wherever oxygen is metabolically
involved, particularly in mitochondria and peroxisomes. ROS accumulate mostly because of cellular
respiration. They are by-products of the activity of the mitochondrion, detrimental to many of its own
constituents: cell membrane, enzymes and DNA. Peroxisomal B-oxidation also leads to an intense
production of ROS. In relation to this, fungal cells possess an extensive inventory of enzymes to keep
the redox balance under control; most of these enzymes use H202 and O: as substrates [4].
In peroxisomes, H202 accumulation is in no small part a consequence of fatty acid B-oxidation. Since
the early stages of the evolution of aerobic life, ROS have exerted a strong influence on several aspects
of cell metabolism [5]. Over time, ROS have extended their role: from the original condition of stressing
agents, to signaling molecules able to control major metabolic processes, such as development and
resistance to stresses [6]. ROS have thus represented dominant driving forces in the evolution of animal,
plant and fungal species alike [1-8]. The NADPH-dependent oxidase system is a complex responsible
for the production of ROS as eliciting molecules, superoxide anion and H2O: in particular [9];
the oxidative burst they elicit, i.e., a self-induced spike in the concentration of intracellular ROS,
often represents the first response to host invasion.

Several in vitro-based methods currently exist to induce oxidative stress, although cellular response
is highly specific to the oxidant employed, as no single oxidant is representative of cell endogenous
oxidative stress [10]. To gain keen insight into the metabolic implications of ROS and their
transcriptomic premises, while keeping all of the practical advantages granted by in vitro experiments,
the choice of the appropriate oxidative compound is of paramount importance. Menadione
(2-methylnaphthalene-1,4-dione), a quinone and a precursor of vitamin K, is employed in several
branches of biological research as a pro-oxidant agent [11]. Menadione acts as an apoptosis-inducing
agent through elicitation of mitochondrial depolarization. Enzymes employing NAD(P)H as an electron
donor are apt to metabolize quinones via one-electron reduction reactions, with an unstable semi-quinone
as the outcome. When Oz is present, semi-quinones are involved in a redox cycle that regenerates the
original quinone plus Oz [12], progressively increasing the intracellular concentration of ROS.

Henceforth, the oxidative stress induced by menadione reproduces the metabolic signal selected
throughout evolution to be upstream of many basic metabolic responses.

As previously observed [1], aflatoxin synthesis implies a boost in oxygen uptake (a 2.4-fold increase)
always followed by an increase in oxidative stress owing to the consequential ROS generation. This
increased rate of oxygen uptake stands at the turning point between trophophase (the active growth stage)
and idiophase (when secondary metabolites are prevalently produced). Conversely, a switch towards
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fatty acid metabolism in lieu of glucose catabolism underlines the onset of idiophase; in Aspergilli,
this is concomitant to the onset of sporulation, along with cellular development, differentiation, virulence
and, in mycotoxigenic strains, such as A4. flavus, aflatoxin synthesis [13]. Within fatty acid-derived
molecules, oxidized fatty acids, i.e., oxylipins, are cardinal to several of such aspects. Lipoperoxidation
i1s one more way to increase intracellular ROS concentration [14]; an oxidative burst mediated in this
way is usually quite intense and triggered at late developmental stages. In Aspergillus flavus, aflatoxin B
synthesis is the metabolic response to fend off a late oxidative insult, whenever antioxidant enzymes are
not up to the task [15].

In our study, we combine transcriptional and metabolic studies for giving indications of the relation
between ROS and oxylipin formation, trying to elucidate how they may influence conidiation and
secondary metabolism activation in 4. flavus.

2. Materials and Methods
2.1. Fungal Strain and Culture Conditions

The strain we used is Aspergillus flavus NRRL 3357. An amount, 10° conidia/mL, was inoculated in
50 mL of Czapek Dox Broth (Difco, Sparks, MD, USA) with the addition of NaMoOs (1 mg/L) and
ZnSO4 (5 mg/L) and kept at stationary growth conditions, in 100-mL Erlenmeyer flasks, 28 °C for 96 h.
After this point, oxidative stress was induced by the addition of 0.1 mM menadione (crystalline
menadione; Sigma-Aldrich, St. Louis, MO, USA), dissolved in dimethyl sulfoxide; growth parameters
were kept unvaried. Mycelia were finally collected at different time intervals after menadione
amendment (24, 48, 96, 168 h post-amendment (hpa)).

2.2. Quantification of Mycelial Growth, Conidiogenesis and Aflatoxin Bi Production

At each time interval (24, 48, 96, 168 hpa), mycelium weight was assayed after filtration (Millipore
filters, Millipore, Darmstadt, Germany; 0.45 um) and lyophilization; conidiogenesis was determined
sampling 1 mL of culture medium after stirring the mycelium with the addition of 0.01% w/v Triton
solution. Conidia concentration was estimated in the cell count chamber; aflatoxin B1 was extracted from
2-mL culture medium samples with chloroform: methanol (2:1 v/v), reduced under a N2 stream and
quantified by HPLC analysis (Agilent Technologies, Santa Clara, CA, USA) [3].

2.3. Antioxidant Enzymes and Intracellular ROS Assays

Superoxide dismutase (SOD) and catalase (CAT) activity was estimated with a spectrophotometric
assay, as previously described [2]. Intracellular ROS concentration was quantified from lyophilized
mycelia (10 mg) with spectrofluorometric assays at each time interval. The concentration of Oz and
H202 was detected and referred to a standard curve as in Reverberi ef al. [3]. Peroxynitrite (ONOO™ was
assayed as described in Cao et al. [16].



Toxins 2015, 7 4318

2.4. Identification of Differentially-Expressed Genes via gqRT-PCR

Extraction of RNA was performed on lyophilized mycelia, collected at the four different time
intervals, employing the TRI-REAGENT method (Sigma-Aldrich) with the addition of a
chloroform:isoamylic (24:1) purification step. Complementary DNA was synthesized with the
“Ist Strand cDNA synthesis SUPER SCRIPT II for RT-PCR” kit (Invitrogen, Carlsbad, CA, USA) and
then used for qRT-PCR analysis. The SYBR No-ROX Kit (SensiMix, London, UK) was used. Samples
were prepared in triplicates of a 20-uL reaction mixture. Amplification was carried out with LineGene
K PCR detection systems (Bioer, Hangzhou, China) with the following cycling conditions:
1 denaturation step of 10 min long (95 °C); 50 cycles comprising: (1) a 15-s step for denaturation at
95 °C; (2) a 20-s step for annealing at the temperature recommended by the primer manufacturer
(Sigma-Aldrich); (3) a 30-s step for elongation (73 °C). Genes of interest are markers for the Krebs cycle
(aconitase, succinate dehydrogenase), the pentose phosphate pathway (transaldolase, glucose 6-phosphate
dehydrogenase) and oxidative stress response (AP-1, AtfB). B-tubulin was used as the housekeeping gene.
Primer sequences are provided in Table S1.

2.5. RNA-seq Analysis

Six cDNA libraries were prepared, representing the transcriptome of 4. flavus during the presence or
absence of oxidative stress. All of the experiments were conducted at three different time points (24, 48
and 96 hpa). Libraries were prepared using the TruSeq™ RNA sample preparation kit (Illumina,
San Diego, CA, USA) from 4 pg of total RNA (low-throughput protocol), according to the
manufacturer’s instructions. Thereafter, the obtained cDNA was subjected to electrophoresis on 1%
agarose gel and size-checked at approximately 240 bp. Libraries were quantified by spectrophotometry
(NanoDrop 2000, Wilmington, DE, USA) and a fluorimeter (Qubit 2.0, Life-Technologies, Carlsbad,
CA, USA), pooled, normalized at a concentration of 10 pM (as suggested by the manufacturer) and
loaded into the flow-cell. Cluster generation was performed in an Illumina cluster station (cBot).
Sequence runs of 50 cycles were carried out on a HiScanSQ (Illumina). Base calling was performed
using Illumina pipeline software CASAVA 1.8.1. In this way, sequence reads with a length of 50 bp
were acquired. The reads underwent quality control, and adaptor or contaminant sequences were
removed. Sequencing produced 15.8—16.9 million reads per library, 94% of which was above the quality
score of 30. The raw sequence data were uploaded on the Server Root Administrator server (Accession
Number PRINA294865). Raw sequences were processed, filtered and normalized using the Illumina
pipeline to generate fast-q files. All reads were mapped with Tophat 2.0.11 software to A. flavus coding
sequences, to calculate, by using edgeR software (Fred Hutchinson Cancer Research Center, Seattle,
WA, USA), the RPKM (reads per kilobase of transcript per million mapped reads) for each clustered
gene. Multiple gene lists were generated corresponding to different RPKM-based comparisons between
stress conditions and sampling times, ultimately enabling the identification of new and known
differentially-expressed genes. Protein interaction networks were then built. Raw reads were checked
for quality with FastQC v0.10.1, and then, trimming and removal of adapters were performed with
Trimmomatic v0.33 [17]. The obtained reads were then mapped against the Aspergillus flavus genome
(JCVI-afl1-v2.0.23. NSDC Assembly GCA_000006275.1) with TopHat v2.0.11 [18], providing the
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reference gene annotation file with known transcripts. FeatureCounts [19] was used to perform read
summarization at the gene level and default options. Differential expression analysis was performed with
R using the package edgeR [20]. Gene ontology enrichment analysis was conducted with the software
agriGO (Beijing, China). The analysis was conducted separately on up- and down-regulated genes. For
each group, a hypergeometric test was performed to identify statistically-significant enriched GO categories
(False Discovery Rate (FDR) < 0.05, after Benjamini—Hochberg—Y ekutieli procedure, BH, correction of
the p-value). The enrichment score was calculated as: (query item/query total)/(BG item/BG total).
Quantitative real-time PCR was performed for differential expression validation.

2.6. Oxylipins Assay

Extraction and quantitative analysis was performed as described in Scala et al. [21] and
Ludovici et al. [22], respectively. Briefly, a rapid resolution reversed-phase HPLC (RR-RP-HPLC)
separation followed by MS/MS detection with a triple quadrupole (QgQ) mass-spectrometer
(Agilent Technologies, Santa Clara, CA, USA; G6420A) with an ESI interface was used. Multiple
reaction monitoring (MRM) was adopted for the quantitative assessments of target oxylipins as reported
in Ludovici et al. [22]. Concentrations were expressed as uM of compounds in the 200 pL of methanol
volume used to dissolve the dry lipid extract.

3. Results
3.1. Physiological Responses to Menadione-Related Oxidative Stress

Some physiological parameters, namely fungal growth, conidiogenesis, aflatoxin synthesis, ROS and
antioxidant enzyme production, were evaluated in liquid culture of 4. flavus 3357 amended with the
oxidizer menadione (Men) at 0.1 mM at different time intervals (0—168 hpa). The results are presented
in a composite table where the fold induction/decrease of Men-treated vs. untreated samples are pinpointed

in a color scale (Figure 1). The complete list of results is provided into Supplementary File 1.
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Figure 1. Fold induction/decrease of menadione (Men)-treated vs. untreated samples

pinpointed in a color scale. The fungal growth (mg/mL), conidiogenesis (number of conidia/mL),
aflatoxin B1 production (ppb), catalases (CAT and superoxide dismutases (SOD) activities
(U/mg proteins), hydrogen peroxide (H202), superoxide anion (O27) and peroxynitrite
(ONOO) production (uM) were calculated for both Men-treated and untreated samples at
different time intervals (24—168 h post-amendment (hpa)) of growth into PDB at 30 °C in
dark conditions. Values represent the average of six replicates originated by two biological
and three technical replications each +SE.
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3.2. Correlations

Most parameters showed a significant time-dependent increasing rate (Pearson correlation; see
Table S2), and Men triggered some parameters, such as conidiogenesis, AFB1 synthesis, superoxide
dismutase, superoxide anion and peroxynitrite production (Figure 1). Notably, in relation to AFBI
synthesis emerged a clear positive correlation with the ONOO™ amount (0.92) and a sharply negative
correlation (—0.94) with anion superoxide. These data suggest a multifaceted impact of Men on 4. flavus
metabolism. To evaluate and validate if these physiological parameters are correlated in a time-dependent
manner and if the difference in the time trend emerges between Men-treated and -untreated samples,
we have performed a PCA. This analysis was performed on the whole dataset and showed a time-dependent
grouping of the observations. Specifically, Men-treated samples at 48 and 96 hpa grouped with the 96
and 168 hpa of the control, respectively (Figure 2). This could suggest that menadione speeds up the
metabolic/growth rate of A. flavus, the parameters observed being related, directly and indirectly,
to cell ageing (ROS, RNS antioxidant enzymes), metabolism (aflatoxin) and differentiation
(growth, conidiogenesis).
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Figure 2. PCA score plot of data generated by analysis of several physiological parameters,
such as fungal growth, conidiogenesis, aflatoxin B1 production, catalases and superoxide
dismutases activities, hydrogen peroxide, superoxide anion and peroxynitrite production.
Observations were clustered according to the sampling time (24-168 hpa) and to the
treatment with menadione (Men) or its absence (control).

3.3. Transcriptional Analysis of A. flavus Challenged with Menadione

The RNA-seq analysis was performed on samples at three time intervals (24—48-96 hpa) treated and
untreated with Men 0.1 mM. Overall, 185 M raw reads were produced from the samples. After trimming
and quality control, about 175 M of high quality reads with an average of 98.52% of reads mapped to
the A. flavus genome. Details for each sample can be found in the Supplementary File 2.
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Differentially-expressed genes were analyzed to identify enriched functional categories by using GO
annotations. Gene ontology annotation of 4. flavus genes was downloaded from the AspGD database;
about 10,000 genes had a GO annotation, and the total number of GO categories was 3677. Gene
ontology enrichment analysis (GOEA) was performed on up- and down-regulated genes separately, and
the significance of the enrichment was calculated by a hypergeometric-test (see the Materials and
Methods for details). The complete results of the pathway analysis are presented in the Supporting
Information (Supplementary Files 3), whereas in Figure 3A—C, the significantly-enriched (p < 0.01)
categories are presented comparing Men-treated vs. untreated conditions in three different time intervals
(24-48-96 hpa).
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Figure 3. (A-C). Results of the GO enrichment analysis at 24 (A), 48 (B) and 96 (C) hpa.
The x-axis reports the significantly-enriched categories identified among up- (red) and
down- (blue) regulated genes after hypergeometric test (p-value < 0.01). The y-axis reports
the enrichment score calculated as follows: (number of Differentially Expressed, DE, genes
in category X/total number of DE genes)/(number of genes in the genome in category X/total
number of genes in the genome).
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Figure 4. (A,B) Gene expressions evaluated by the SYBR-green qRT-PCR assay. The
housekeeping gene to normalize target gene expression was beta-tubulin (Accession Number
AFLA_051840). Relative expression (presented in log2 scale) was calculated by the 2744
method considering the Men non-treated samples as calibrators in each time interval.
The target genes considered were clustered according to their gene ontology, in cell
respiration-related genes (aconitase, succinate dehydrogenase, glucose-6-P-dehydrogenase
and transaldolase) and in oxidative stress response genes (ap-/ and atfB). Values represent
the average of six replicates originated by two biological and three technical replications

each +SE; * p <0.05; ** p <0.01 according to the Mann—Whitney test.

A subset of genes identified as differentially-expressed on RNA-seq were also verified by qRT-PCR
(Figure 4A,B). Notably, we tested the expression of a subset of respiratory-related genes (aconitase,
succinate dehydrogenase, glucose-6-P-dehydrogenase, transaldolase) and of transcription factors related
to the response to oxidative stress (4P-1 and A#/B). qRT-PCR results confirmed the upregulation at early
and mid-times (24—48 hpa) of these subsets of genes indicated by RNA-seq analysis (Figure 3A,B).

3.4. Oxylipin Analysis of A. flavus Treated with Menadione

Since the RNA-seq analysis indicated the involvement of FA metabolism at later time intervals
(96 hpa; Figure 3C), we analyzed the oxylipin content in the mycelia of A. flavus treated and untreated
with menadione at a fixed time interval, i.e., at 96 hpa (Figure 5A,B). The activation of the FA
metabolism into the Men-treated mycelia apparently occurred in the same time interval (Figure 3C).
The oxylipin set was divided according to its putative enzymatic origin, specifically, if linoleate
synthases (LDS)- or lipoxygenases (LOX)-derived, following a published protocol [23]. LDS-related
oxylipins are produced in higher amounts compared to the LOX-related ones. This is expected, since
LDS is present in multiple copies (four) compared to the single copy of LOX present in the 4. flavus
3357 genome. Nevertheless, Men treatment affected less LDS-related oxylipins than the LOX-related
ones, which conversely changed significantly upon oxidizer amendment (Figure 5A,B). Notably,
extracting gene expression from the RNA-seq data (Supplementary File 4) resulted in the upregulation
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of LOX for the whole time course (24-96 hpa; 4.7, 3.5 and 2.9, respectively) of the experiment
consequent to Men amendment.
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Figure 5. (A,B) Quantification of oxylipins under in vitro experiment. Quantitative
LC-MS/MRM analysis of 19 oxylipins (uM) in mycelia of 4. flavus treated (menadione) and
untreated (control) with Men 0.1 mM, 96 hpa. LOX-oxylipins detected were 9 and 13
hydroxyoctadecatrienoic acid (HOTrE), 9-hydroperoxyoctadecatrienoic acid (HpOTrE),
9-oxo-octadecatrienoic acid (0xoOTrE), 9- and 13-hydroperoxyoctadecadienoic acid
(HpODE), 9- and 13-hydroxyoctadecadienoic acid (HODE), 9- and 13-oxo0-octadecadienoic
acid (oxoODE). LDS-derived oxylipins detected were 8- and 10-hydroxyoctadecadienoic
acid (HODE), 8- and 11-hydroperoxyoctadecadienoic acid (HpODE), 9,10- and
12,13-epoxyoctadecenoic acid (epOME), 9,10 and 12,13-dihydroxyoctadecenoic acid
(di HOME). Values represent the average of six replicates originated by two biological and
three technical replications each £SE; * p < 0.05; ** p < 0.01 according to the
Mann—Whitney test. LOX, lipoxygenases.
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4. Discussion

The ecological role of aflatoxin is still debated. An intriguing hypothesis is the one derived from
research performed in the last ten years by various groups [3,24-26]. Aflatoxin production apparently
directs the excess of oxidants accumulated during cell ageing, or under external insults, into extending
the lifespan of the fungus [26]. To further confirm the correlation between oxidative stress and aflatoxin
synthesis, we treat A. flavus with an oxidizing agent, i.e., menadione. Menadione, once in the cell,
may release anion superoxide [12]. The superoxide anion produced could alternatively be scavenged by
superoxide dismutases (SOD), being transformed into hydrogen peroxide, or react with nitric oxide to
form peroxynitrite, a compound that plays an important role in the reaction of fungi to xenobiotic
stress [27]. For some fungi, especially the pathogenic ones, experiencing transient or chronic oxidative
stress conditions represents ‘“normality”. In relation to this, managing reactive species for driving
growth, metabolism and differentiation could transform a “foe” into a “friend”, i.e., a menace into an
opportunity to exploit new substrates or invading host tissues.

How may ROS re-program fungal cells? The most direct way is through oxidative stress-related
transcription factors, such as the homologues of AP-1, AtfB, Hsf-2, Skn-7 and Msn2-4 [2,3,15,28].
These factors perceive reactive species; by posttranslational modifications, they can activate and start
transcriptional responses by recognizing specific regulatory elements (RE), such as Yap Responsive
Elements, YRE, and Antioxidant Responsive Elements, ARE. In some cases, these REs can be found in
promoters of non-obvious genes, such as AfIR, which is not directly involved in the antioxidant response,
but in the regulation of the aflatoxin gene cluster [15,28]. This could mean that factors, such as AP-1,
could control other aspects of fungal “life” beyond those of antioxidant defenses. For instance,
the formation of the AP-1/AtfB heterodimer creates de facto a close link among energy
utilization/metabolism/fungal growth. Moreover, chronic oxidative stress favors, probably at the
peroxisomal level, the formation of peroxynitrite, starting from anion superoxide, and of nitric oxide
accumulation [29,30]. This reactive non-radical species is implicated in several diseases in humans and
plants, whilst its role in fungi is poorly described.

Our hypothesis is that chronic stimulation of ROS by Men would favor the production of these species
that, in turn, could trigger lipid peroxidation, as affirmed elsewhere [31]. Since some authors indicate
peroxisomes as the major source of peroxynitrite, it could be reasonable that this reactive species might
prompt a spontaneous, non-enzymatic lipid peroxidation, probably followed by an enzymatic one.
Peroxisomes in A. flavus are involved in the modulation of early oxidative stress onset, as well as to later
(compared to growth phases) activation of FA metabolism [32]. The activation of FA metabolism could
prompt the production of oxylipins, molecules crucial in driving fungal growth, metabolism and
differentiation [32,33]. An organized network of signaling cascades that synchronize oxylipin products
occurred in fungal mycelia as a response to different environmental conditions [34—-36]. This fact could
lead to an “oxylipins signature profile” typical for every pathogen [34]. Oxylipins in fungi may act as
hormone-like substances [33]. Accordingly, some of the molecular and physiological events related to
menadione addition could be ascribed to the stimulation of a specific type of oxylipin. Intriguingly, the
most abundant products found in our study, i.e., the LDS-related oxylipins, resulted in being less affected
by Men treatment than the LOX-related ones. It is reported that mycotoxigenic fungi, such as 4. flavus
or F. verticillioides, possess more than one copy of LDS, but generally, one or two copies of LOX [36—40].
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We can suggest that LDS-related oxylipins may act as “housekeeping” signals, whereas LOX-oxylipins
could be more “spendable” for promptly reacting to external insult. This fact could partly explain the
difference in the abundance of the relative oxylipins. Nevertheless, the trigger posed by Men on
LOX-derived oxylipins emphasizes their putative role in modulating aflatoxin synthesis and
conidiogenesis in 4. flavus, as extensively stated elsewhere [38,39], even if LDS-derived ones could also
support fungal reproduction, virulence and secondary metabolism [36]. Our results suggest that Men,
even by accelerating cell metabolism and shortening the transition from tropho- to idio-phase, could
foster, enzymatically or non-enzymatically, the production of LOX-derived oxylipins. In turn, these
reactive molecules may start a signal cascade that, by an autocrine GPCR-mediated mechanism [41] or by
chromatin remodeling [36], reshapes the fungal transcriptome and leads to a specific phenotype: mycotoxin
production and conidiogenesis.

In conclusion, oxidative stress is confirmed as a pre-requisite for “modelling” fungal lifestyle also by
fine-tuning the secondary metabolism. In relation to this, keeping the fungus in a perennial “juvenile”
stage could aid its control regarding aflatoxin production. Hence, the use of antioxidants (even of
“natural” origin) represent a concrete tool for limiting aflatoxin production in stored feed and foodstuff.
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