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Abstract: Cyclopiazonic acid (x-cyclopiazonic acid, «-CPA) is an indole-hydrindane-tetramic
acid neurotoxin produced by various fungal species, including the notorious food and feed
contaminant Aspergillus flavus. Despite its discovery in A. flavus cultures approximately 40 years
ago, its contribution to the A. flavus mycotoxin burden is consistently minimized by our focus
on the more potent carcinogenic aflatoxins also produced by this fungus. Here, we report the
screening and identification of several CPA-type alkaloids not previously found in A. flavus cultures.
Our identifications of these CPA-type alkaloids are based on a dereplication strategy involving
accurate mass high resolution mass spectrometry data and a careful study of the x-CPA fragmentation
pattern. In total, 22 CPA-type alkaloids were identified in extracts from the A. flavus strains examined.
Of these metabolites, 13 have been previously reported in other fungi, though this is the first
report of their existence in A. flavus. Two of our metabolite discoveries, 11,12-dehydro «-CPA and
3-hydroxy-2-oxo CPA, have never been reported for any organism. The conspicuous presence of
CPA and its numerous derivatives in A. flavus cultures raises concerns about the long-term and
cumulative toxicological effects of these fungal secondary metabolites and their contributions to the
entire A. flavus mycotoxin problem.
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1. Introduction

The ergot-like alkaloid cyclopiazonic acid (x-cyclopiazonic acid, x-CPA) is an indole-hydrindane-
tetramic acid mycotoxin produced by many fungal species in the Ascomycete genera Penicillium and
Aspergillus. x-CPA was first isolated from a liquid culture of Penicillium cyclopium Westling in 1968, as
the main toxic compound of this microorganism [1]. Afterwards, in 1973, Ohmomo et al. [2] reported
its production by a strain of Aspergillus versicolor. In 1977, it was also demonstrated that x-CPA can be
produced by Aspergillus flavus, a prolific food and feed contaminant [3]. Since then, CPA-producing
strains have been identified in other fungal species such as Penicillium griseofulvum, Penicillium commune,
Penicillium chrysogenum, Aspergillus oryzae, Aspergillus fumigatus and Aspergillus tamarii [4-7].
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A gene cluster for the biosynthesis of x-CPA, containing three essential genes, was identified
in the genome of A. flavus and A. oryzae, situated adjacent to the aflatoxin gene cluster [8,9]. «-CPA
is biosynthesized from three precursors including a tryptophan residue, two units of acetic acid
and an isoprenoid moiety (dimethylallyl diphosphate—DMAPP) in a three-enzyme biochemical
pathway. Through this short metabolic pathway, two biosynthetic intermediates are generated,
cyclo-acetoacetyl-L-tryptophan (cAATrp) and 3-cyclopiazonic acid (3-CPA), by consecutive action of
three enzymes, CpaS, CpaD and CpaO. The hybrid two-module polyketide synthase-nonribosomal
peptide synthetase (PKS-NRPS), i.e., Cpa$S (also known as CpaA), is responsible for the formation
of the tetramic acid cyclo-acetoacetyl-L-tryptophan (cAATrp). cAATrp is then prenylated by the
prenyltransferase CpaD (also known as dmaT), which leads to the generation of 3-CPA, the ultimate
tricyclic precursor of a-CPA. The final conversion of (3- to x-CPA is catalyzed by the putative
monoamine cyclo-oxidase CpaO (also known as ma0A) in a redox reaction forming two rings (ring C
and D) [10,11].

The biochemical mechanism beyond the toxicological profile of «-CPA is proved to be its specific
ability to inhibit sarco/endoplasmic reticulum Ca?*-ATPase (SERCA) in different tissues and cell
types [4,12]. Hence, x-CPA is considered one of the few potent, selective and reversible SERCA
inhibitors, another example being thapsigargin [13]. SERCA is an active membrane pump responsible
for the transfer of Ca?* ions from the cytosol of the cell to the lumen of the sarco/endoplasmic
reticulum, thus maintaining a low concentration of free calcium ions in the cytosol. Physiologically,
these levels of intracellular calcium are essential for housekeeping activities of each cellular entity,
like cell signaling, proliferation, differentiation and muscle contraction-relaxation. For this reason,
SERCA blockage by «-CPA disrupts the normal intracellular calcium gradient and eventually leads
to cell damage and death. Although the main target organs of CPA poisoning seem to be skeletal
muscle, hepatic tissues and spleen, several animal studies have also reported pathological lesions in
the kidney, pancreas, heart and gastro-intestinal tract [14,15]. Moreover, it has been demonstrated
that CPA exposure can be associated with several neurological symptoms like hypokinesia, catalepsy,
hypothermia, tremors, convulsions, cessation of food intake and resulting cachexia [16]. In general,
a-CPA is not considered an acute mycotoxin due to its relatively high LDs( ranges in rats (30-70 mg/kg)
and because of the benign nature of the intoxication [17]. Although confirmed CPA-mycotoxicoses
have not been reported in humans, it was speculated that CPA exposure may be linked with “kodo
poisoning,” a toxic syndrome characterized by nausea, vomiting, depression and unconsciousness
after intake of CPA-contaminated Kodo millet [18].

The risk of human exposure to 0-CPA could arise from the consumption of contaminated food
commodities. x-CPA has been found to contaminate various grains and seeds, as well as different
food matrices such as cheese, nuts and meat products [19-22]. Furthermore, this mycotoxin has
been reported in milk and eggs, most likely due to animal consumption of contaminated feeds [23].
The importance of x-CPA as a toxic contaminant of different foodstuffs has been neglected and masked
by other concurrent mycotoxins such as aflatoxins, especially when co-occurrence of CPA and aflatoxins
has been observed [24-28].

Based on our literature review, since 1968 when «-CPA was first isolated, approximately 30
cyclopiazonic acid (CPA)-type alkaloids have been reported in different fungal extracts of aspergilli
and penicillium (Figure 1; Table 1). These naturally occurring CPA analogues, containing the tetramate
moiety as key structural motif, are characterized by some minor structural variations, and all belong
to indole or oxindole (indolinone) subclasses of alkaloids. Very soon after the a-CPA discovery,
Holzapfel et al. [29] reported the identification of two other CPA derivatives: 3-CPA (also termed
bis-secodehydrocyclopiazonic acid) and x-CPA imine. Later on, iso-x-CPA, the isomer of a-CPA,
was structurally characterized in A. flavus [30]. Very recently, a new CPA derivative, pseuboydone
E, has been isolated in Pseudallescheria boydii [31]. The above-mentioned metabolites, namely x-CPA,
iso-a-CPA, B-CPA, «-CPA imine, cAATrp and pseuboydone E, are the only CPA derivatives belonging
to the indole subclass of CPA-type alkaloids (Figure 1A). All the remaining analogues, i.e., 2-oxoCPA,
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speradines, cyclopiamides and aspergillines, are classified in the oxindole subclass of CPA-type
alkaloids. The first member of oxindoles possessing a keto-group in the C2-position of the indole
nucleus is 2-0xoCPA; its presence has been reported in A. oryzae [32,33]. The first N-methylated
pentacyclic oxindole analogues of x-CPA, speradine A and 3-hydroxyl-speradine A were isolated in
fungal cultures of A. tamarii [34,35]. Four other tetracyclic oxindole alkaloids, named speradine B, C,
D and E, were identified from A. oryzae [36]. A rare hexacyclic oxindole alkaloid, speradine F (also
termed penicamedine A), together with two novel tetracyclic oxindoles, speradine G and H, were
characterized in A. oryzae isolated from river sediments in China [37,38] (Figure 1B). In the literature,
the nomenclature of oxindoles has been utilized incorrectly. For example, Ma et al. [39] reported the
identification of speradine B, C and D from a sponge-derived strain of A. flavus, but these molecules
do not correspond with metabolites previously described by Hu and coworkers [36]. Speradine B
and D from Ma et al. [39] actually correspond with speradine F and C, respectively, as described by
Hu et al. [37]. Speradine C reported in Ma et al. [39] was actually a new compound possessing an
unprecedented 6/5/6/5/5/6 hexacyclic system with a unique 4-oxo-1,3-oxazinane ring. In order to
differentiate the metabolite previously isolated by Hu et al. [36], we decided to name this compound
speradine I. Afterwards, five highly oxygenated CPA-related alkaloids, aspergillines A—E (Figure 1C),
all having a rigid and sterically congested hexacyclic 6/5/6/5/5/5 indole-tetrahydrofuran-tetramate
scaffold, were isolated from Aspergillus versicolor [40]. Aspergillines B and E possess a butanoic acid
methyl ester moiety, whereas aspergilline C contains an extra isoprenoid moiety attached to the indole
nucleus (Figure 1C). In addition, another group of CPA-related oxindoles, named cyclopiamides A—],
were isolated from a deep-sea-derived strain of Penicillium commune [41,42] (Figure 1D). Cyclopiamides
H and I isolated in P. commune prove to be the same chemical entities with speradine B and aspergilline
D, respectively. To avoid future confusion regarding the nomenclature of the CPA-related alkaloids,
we suggest they are named as they were discovered chronologically (Figure 1; Table 1).
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Figure 1. Structures of cyclopiazonic acid (CPA)-type alkaloids: (A) Indole derivatives; (B) Speradines;
(C) Aspergillines; (D) Cyclopiamides.
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Table 1. CPA-type alkaloids identified in different fungal sources.

Compound Name Formula Exact Mass Source Reference
1 «-CPA CaoHoN>03 336.1474 Various Aspergillus and Penicillium species [1,3,29]
2 Iso-x-CPA Cy0HzoN,03 336.1474 Aspergillus flavus [30]

3 B-CPA Co0H22N,053 338.1630 Various Aspergillus and Penicillium species [8,9,29]
4 cAATrp Ci15H14N,, 053 270.1004 Various Aspergillus and Penicillium species [8-11]
5 o-CPA imine CyoH21 N3O, 335.1634 Penicillium cyclopium [29]

6 Pseuboydone E C19H290N, O3 324.1474 Pseudallescheria boydii [31]

7 2-0x0CPA CaoHoN>O4 352.1423 Aspergillus oryzae [32,33]
8 Speradine A Ca1H2oN»O4 366.1580 A. tamarii, A. oryzae [33,34]
9 3-OH-speradine A C1H22 N, 05 382.1529 A. tamarii [35]
10 Speradine B C16H1sN, O3 286.1317 A. oryzae, A. flavus [36,39]
11 Speradine C CyH2 N, 05 370.1529 A. oryzae, A. flavus [36,39]
12 Speradine D CooH22N»O4 386.1478 A. oryzae [36]

13 Speradine E C20H13N205 366.1216 A. oryzae [36]
14 Speradine F (Pencamedine A) C1H N, Oy 414.1427 A. oryzae, P. commune, A. flavus, P. camemberti [37-39,41]
15 Speradine H Cy0H18N204 350.1267 A. oryzae, P. commune [37,41]
16 Speradine I Cy1H2oN,O7 4141427 A. flavus [39]
17 Aspergilline A C19H9N»Og 372.1321 A. versicolor [40]
18 Aspergilline B Ca3Ho6N;,O0g 458.1689 A. versicolor [40]
19 Aspergilline C Ca4HsN>O¢ 440.1947 A. versicolor [40]
20 Aspergilline D (Cyclopiamide I) Cy1Ho4N,O7 416.1584 A. versicolor, P. commune [41,42]
21 Aspergilline E Ca5H30N209 502.1951 A. versicolor [40]
22 Cyclopiamide A C16H14N7, 0, 266.1055 P. cyclopium, P. commune, A. flavus [39,41,42]
23 Cyclopiamide B CoHoN,Oy 352.1423 P. commune [41]
24 Cyclopiamide C Ci9H18N2 04 338.1267 P. commune [41]
25 Cyclopiamide D C19H16N204 336.1110 P. commune [41]
26 Cyclopiamide E Cy0H17N30, 331.1321 P. commune [41]
27 Cyclopiamide F C15H12N20, 252.0899 P. commune [41]
28 Cyclopiamide G C15H16N, O3 272.1161 P. commune [41]
29 Cyclopiamide H C16H1sN2 O3 286.1317 A. oryzae, P. commune, A. flavus [36,39,41]
30 Cyclopiamide J CnH4N,O7 428.1584 P. commune [41]

50f21
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Since Aspergillus flavus is an important mycotoxigenic mold, and a very frequent food and feed
contaminant with ubiquitous nature, the probability of human and animal exposure to CPA, as well as
its associated health hazard, is higher compared to other fungal species. On the other hand, one method
for preventing aflatoxin contamination of crops is by introducing a non-aflatoxigenic competitor strain
of A. flavus to compete with natural aflatoxin-producing fungi. Although this approach may reduce
aflatoxin levels in food and feed commodities, the accumulation of other mycotoxins such as CPA has
been observed [43]. In this regard, it is of utmost importance to thoroughly investigate this fungus for
its capability to produce known and yet unknown CPA-type alkaloids. This can be achieved through
a dereplication strategy based on accurate mass high resolution mass spectrometry (HRMS) and
fragmentation data [44]. Nowadays, accurate mass measurements, isotope-model fitting, tandem mass
spectrometry (MS/MS) spectra and chemical databases are integrated in single software packages,
thus allowing a fast and aggressive dereplication of known metabolites (Figure 2). A careful study of
the fragmentation pattern of known compounds can be used to help detect and identify novel and
previously unreported analogues. Hence, the main aim of this work was to investigate the diversity of
the CPA family of alkaloids in different strains of A. flavus by accurate mass HRMS, thereby building
knowledge towards a better assessment of the global A. flavus mycotoxin burden.
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Figure 2. Dereplication workflow of already reported CPA-related alkaloids by using MasterView™
software as an integrated package displaying: Extracted chromatogram (RT—retention time), mass
accuracy (error—ppm), relative quantity (area—arbitrary units), isotope-model fitting and tandem
mass spectrometry (MS/MS) spectra.



Toxins 2017, 9, 35 7 of 21

2. Results

2.1. Identification of Indole Cyclopiazonic Acid (CPA)-Type Derivatives

A dereplication approach based on accurate mass HRMS data, combined with a careful
examination of fragmentation spectra, was applied to ascertain the presence of previously identified
CPA-type alkaloids and to establish an unambiguous identification strategy for further screening work.
The employed analytical methodology involves an untargeted data acquisition (consisting of full scan
time-of-flight (TOF) HRMS survey and information-dependent acquisition, (IDA) MS/MS scans) and
the processing of data using both targeted and untargeted approaches. An x-CPA reference standard
was available, and therefore, this compound was identified in the fungal extracts by comparison of
retention time, accurate mass HRMS and HRMS/MS data with the reference standard. A careful
investigation and interpretation of 0-CPA fragmentation data was the basis for the identification of
other CPA-type alkaloids as described below.

A perfect match was observed between the a-CPA MS/MS spectrum of the reference standard
and that of the putative CPA in A. flavus extracts. A typical MS/MS spectrum of the protonated
a-CPA ion ([m + H]* /z 337.1536; A = —0.9 ppm) is shown in Figure 3A. The observed fragmentation
pattern is also in accordance with reports from previous studies [1,45,46]. This spectrum, apart from
the parent ion ([m + H]*/z 337), also shows some prominent fragment ions at m/z 196, 182, 167, 154
and 140 together with their “sibling species” at m/z 197, 181, 168, 155 and 141, thereby corroborating
the findings from Holzapfel [1]. Generation of these metastable species most likely is achieved by
ejection of a hydrogen atom from the main original fragment or vice versa [1]. For example, at
least a part of the m/z 154 signal is yielded by proton ejection from m/z 155. High resolution mass
measurements revealed that fragments at mass 154 and 155 correspond to the chemical formula of
C11HgN™* and C11HoN*, respectively. Based on their chemical composition, these fragments must
contain the indole system and three additional carbon atoms, resulting from the cleavage of the C4-C5
and C10-C11 bonds of ring D. The fragment ion at 7/z 196 has the chemical composition of C14H14N*
and corresponds to the fragment ion 154 with three additional carbon atoms. This ion (1/z 196) arises
by cleavage of the C4-C5 and C9-C10 bonds of ring D. Accurate mass measurements showed that the
ion at mass 182 corresponds to the chemical formula C9H;pNO3*. This fragment ion contains all the
oxygen atoms of the parent ion, and therefore represents the tetramic acid moiety of the molecule as
depicted in Figure 3A. The ion with m/z 167 is most likely formed by further ejection of a methyl group
(-CH3) from the ion at m/z 182, whilst the mass 130 represents the indole nucleus of the molecule.
On the other hand, the ion at m/z 140 represents ring E of a-CPA with the hydroxy-ethyl moiety
(=C(OH)CH3;) attached. Moreover, an ion with 18 Da difference (1/z 319) from the parent ion can be
seen in the spectrum, which is attributed to the loss of a water molecule. 3-CPA ([m + H]* /z 339.1700;
A = —0.9 ppm), also known as bissecodehydrocyclopiazonic acid, is a biosynthetic precursor of x-CPA
with opened rings C and D. The MS/MS spectrum of this compound was similar to that previously
reported by Holzapfel et al. [29], showing a peak at m/z 283 (C1,H15N,0O3%) which corresponds to a
loss of the (CH3)C=CHy,- group from the parent ion (Figure 3B). Another prominent peak, with /2 198,
can be seen in the spectrum, representing the indole nucleus together with the dimethylallyl moiety.
This ion was generated by the cleavage of the C4-C5 bond. Moreover, accurate mass measurements of
the product ion 198 revealed a chemical composition of C14H4N™, excluding oxygen functionalities
which further supports its structural formula as depicted in Figure 3B. In the same spectrum, three
other fragment ions can be seen at m/z 156 (C11H19N™), 155 (C11HoN™) and 154 (C;1HgN™), which were
also observed in the mass spectrum of x-CPA but with different abundances. The presence of these
tricyclic ions in the fragmentation pattern of the seco-molecule 3-CPA can be explained by the fact that
initial fragments of the precursor ion subsequently undergo a cyclization step of the two side chains of
the indole system. More precisely this cyclization process is carried out by formation of the C4-C11
bond in the fragment ion at m/2198 and closure of ring C (Figure S1). The ion at m/z 144 (C1oHyoN"),
most likely arises from the ion of mass 198 by loss of the isoprenoid moiety ((CH3)C=CH,-).
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Figure 3. MS/MS spectra and putative structural fragments of: (A) a-CPA; (B) 3-CPA; (C) x-CPA imine;
(D) cyclo-acetoacetyl-L-tryptophan (cAATrp). The MS/MS spectra were acquired in IDA (information
dependent acquisition) mode using a CE (collision energy) of 35 V with a collision energy spread (CES)
of 15V.

a-CPA imine is a very similar chemical entity to «-CPA, in which the hydroxyl functionality is
substituted with an amino group. The fact that these metabolites are closely related to each other is
also demonstrated by their shared fragmentation behavior. The MS/MS spectrum of x-CPA imine
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([m + H]* /2 336.1707; A < 0.1 ppm) showed ions with m/z 319, 196, 154, 155 and 130 identical with
those observed for a-CPA (Figure 3C). The fragment ions containing the amino group in their structure,
namely m/z 181, 180 and 139, showed 1 Da difference with their corresponding fragments from
the «-CPA molecule, which is consistent with the mass difference between -OH and -NH, groups.
The biosynthetic intermediate of x-CPA, cyclo-acetoacetyl-L-tryptophan (cAATrp), showed only one
prominent fragment peak at m/z 130, corresponding to the indole nucleus of this metabolite (Figure 3D).
Pseuboydone E was not detected in our samples.

2.2. Identification of Oxindole CPA-Type Derivatives

2-ox0-CPA is an oxygenated derivative of «-CPA. More precisely, it is an oxygen atom in the
form of a keto-group that is added at the C2 position of the indole nucleus of the x-CPA. The MS/MS
spectrum of 2-oxo-CPA ([m + H]"/z 353.1504; A = 0.8 ppm) showed, besides the precursor ion at
[m + H]* /z 353, characteristic fragments at m/z 335, 212, 182, 170, 154, 146 and 140 (Figure S2A). Since
2-0x0-CPA has an extra oxygen atom in its structure compared to its precursor, x-CPA, there is a
mass difference of 16 Da between the two compounds. In this regard, all fragment ions in which the
oxygenated indole system is incorporated show this 16 Da difference with their corresponding o-CPA
fragments. Hence, fragment ions at m/z 335, 212, 170 and 146 are the oxygenated analogues of the
fragment ions at m/z 319, 196, 154 and 130 in the MS/MS spectrum of «-CPA. On the other hand,
peaks at m/z 182 and 140, which contain the tetramate moiety are identical to their corresponding
fragments in the 0x-CPA MS/MS spectrum. The presence of the tricyclic fragment ion at m/z 154 may
be justified by a possible cleavage of the hydroxyl group at C2 position of the ion at m/z 170.

Speradine A also known as 1-N-methyl-2-oxo-CPA, is a methylated derivative of 2-oxo-CPA
first reported in a marine-derived isolate of A. tamarii. The fragmentation pattern of speradine A
([m + H]* /z 367.1648; A = —1.0 ppm) was similar to that of 2-oxo-CPA and «x-CPA (Figure S2B). Due to
the extra N-methyl group attached in the indole nucleus, speradine A has a 14 Da mass difference with
2-ox0-CPA. This 14 Da mass difference can be observed in all the typical fragments of speradine A
(m/z 349, 325, 226 and 160) as compared to the MS/MS spectrum of 2-oxo-CPA. It is worth noting
that HRMS and MS/MS data observed in our study for speradine A are in accordance with previous
reports [33,34]. 3-Hydroxy-speradine A ([m + H]"/z 383.1610; A = 2.0 ppm) is a hydroxylated derivative
of speradine A, in which a hydroxyl functionality is added in the C3 position of the speradine A. The
extraction of the mass corresponding to 3-hydroxy-speradine A, i.e., [m + H]/z 383.1610 resulted in
three different peaks at RT 5.03, 5.76 and 5.97 min (Figure 4). The fragmentation pattern of the peaks at
RT 5.76 and 5.97 min corresponded to the 3-OH-speradine A, whereas the metabolite eluting at RT
5.03 min had a slightly different fragmentation pattern, suggesting that the hydroxyl group may be
attached at a different position. MS/MS spectrum of 3-OH-speradine A is depicted in Figure S2C. The
two peaks with the mass of precursor ion and fragmentation pattern corresponding to 3-OH-speradine
A can be explained by existence of different diastereoisomers.

Speradine B ([m + H]/z 287.1391; A = —0.4 ppm) eluted at two different retention times, 4.15
and 4.99 min, both displaying identical MS/MS spectra with a typical fragmentation pattern for
cyclopiazonic acid derivatives missing ring E (Figure S3A; Figure 4). The elution of speradine B
at two different peaks can be justified by the existence of the same chemical compound in several
stereoisomeric forms.

Speradine C has a very similar core structure with speradine B, except that in the N-6 position of
speradine C a diketide moiety is attached. Based on this structural analogy, speradine C ([m + H]*/z
371.1600; A = —0.2 ppm) underwent a very similar mode of fragmentation with that of speradine B, as
depicted in Figure S3B. MS/MS spectrum of speradine C showed a peak at m/z 353, which corresponds
to the loss of a water molecule (18 Da) from the parent ion. The fragment ion at m/z 287 represents
the molecular ion of speradine B, which is generated after the loss of the diketide moiety from the
N-6 position of speradine C. The rest of the fragments’ ions (i.e., m/z 226, 184, 169, 156 and 129) are
identical with those in the fragmentation pattern of speradine B.
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Figure 4. Extracted ion chromatograms (XIC) and elution order of CPA-type alkaloids detected in
fungal extracts of different strains of Aspergillus flavus. The extraction mass window was set at 25 mDa.
Red arrows indicate the correct retention time.

Speradine D is a closely related metabolite to speradine C showing a typical pathway of
fragmentation for cyclopiazonic acids missing ring E and possessing a saturated ring C (Figure S3C).
In the same fashion as speradine C, initially the OH group speradine D ([m + H]/z 387.1554;
A =1.0 ppm) in the C3 position was lost through the elimination of a water molecule (—18 Da);
subsequently, a cleavage of the N6-linked side chain occurred. The downstream fragmentation
pathway of speradine D was identical with that of speradine B and C.

Speradine F is a highly oxygenated hexacyclic oxindole-tetrahidrofuran-tetramate metabolite
having a very similar structural scaffold as the aspergillines isolated in fungal extracts of A. versicolor.
Since speradine F is an N-methyl-2-oxo-indole with a saturated ring C, in the MS/MS spectrum of
this compound ([m + H]* /z 415.1497; A = —1.9 ppm), we could see the typical mass fragments for this
subgroup of oxindoles like m/z 269, 226, 184 and 169, as were observed in the fragmentation pattern
of speradine B, C and D (Figure S3D). Besides these typical ions, two other ions could be assigned in
this MS/MS spectrum, namely the fragment ions at m/z 397 and 379. The fragment ion at m/z 397 is
attributed to the disruption of ring F (tetrahydrofuran ring) as a water molecule, whilst the 379 ion is
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generated from the subsequent loss of a water molecule from the C7-linked side chain. On the other
hand, speradine H ([m + H]*/z 351.1341; A = —1.1 ppm) is a tetracyclic N-methyl-2-oxo-indole with
an unsaturated ring C, thus exerting some typical fragments for this subgroup of oxindoles such as,
m/z267,250,222,207 and 194 (Figure S3E).

Cyclopiamide A ([m + H]*/z267.1132; A = —0.7 ppm) and cyclopiamide B ([m + H]* /z 353.1498;
A = —0.8 ppm), both tetracyclic N-methyl-2-oxo-indoles with an unsaturated ring C, shared the
same fragmentation pathway as speradine H (Figure S4A,B). Cyclopiamide C ([m + H]*/z 339.1339;
A = —0.2 ppm), cyclopiamide D ([m + H]*/z 337.1178; A = —2.9 ppm) and cyclopiamide F ([m + H]*/z
253.0966; A = —3.0 ppm), all belonging to the subgroup of 2-oxo-indoles with an unsaturated ring C,
shared the same fragmentation pathway, with the most prominent fragments at m/z 253, 236, 208, 180
and 165 (Figures S4C,D and S5B). Cyclopiamide E is actually a pentacyclic N-methyl-2-oxo-indole with
a very characteristic ring E, a 4-oxo-1,3-diazine, which seems to influence the fragmentation pattern
of the parent ion. Hence, although it belongs to N-methyl-2-oxo-indoles with unsaturated ring C,
cyclopiamide E ([m + H]* /z 332.1409; A = 2.7 ppm) showed a unique pattern of fragmentation with
the most prominent fragment peaks at m/z 317, 288, 274 and 249 (Figure S5A).

Cyclopiamide G is a 2-oxo-indole with a saturated ring C, thus sharing some key structural
fragments (m/z 212 and 170) with 2-oxo-CPA. Furthermore, in the MS/MS spectrum of cyclopiamide
G ([m + H]*/z 273.1233; A = —1.5 ppm), an ion with m/z 255 demonstrates the loss of a hydroxyl
group from the C3 position of the parent molecule (Figure S5C). Cyclopiamide J ([m + H]*/z 429.1656;
A = —0.9 ppm) underwent a similar fashion of fragmentation as speradine F, because they share
almost the same chemical scaffold with a small difference in the C7-linked side chain. Hence,
the typical fragments at m/z 397, 379, 269, 226, 184 and 169 can be observed in the MS/MS spectrum
of cyclopiamide ] (Figure S5D). None of the aspergillines could be detected in the different strains
of A. flavus.

2.3. Identification of Previously Unreported CPA-Type Derivatives

To investigate other derivatives that were not included in our list of target CPA-type alkaloids, the
MS/MS data were checked for the presence of diagnostic ions of this class of compounds (Table S2).
Besides the above known compounds, this untargeted analysis uncovered two other metabolites,
m/z 335.1395 and m/z 369.1439, which shared the same fragmentation pattern and whose MS/MS
spectra encompassed diagnostic ions of the CPA-type alkaloids. Accurate mass measurements revealed
that the metabolite at [m + H]*/z 335.1395 (A = 1.4 ppm) corresponds to the chemical formula
CooH19N2O3, possessing two protons less than the original molecule of x-CPA. These two protons’
(2 Da) difference implies an extra double bond in the chemical scaffold of x-CPA. The location of this
double bond is most likely in ring C of the molecule because fragment ions at m/z 130 (ring A and B),
m/z 168 and 182 (ring D and E) are the same as described in the MS/MS spectrum of «-CPA, whilst the
fragments at m/z 194, 223, 251, 317 containing ring C in their structure exhibit that 2 Da difference with
their corresponding fragments from the x-CPA MS/MS spectrum (Figure S6A). On the other hand,
the metabolite eluting at RT 5.5 min had the chemical formula Cy0H»1N,Os ([m + H]* /z 369.1439;
A = —1.6 ppm). Chemical composition as well as fragmentation pattern of this metabolite provided
enough evidence to be assigned as a C3-hydroxylated analogue of 2-oxo CPA (Figure S6B).

2.4. Screening of CPA-Type Alkaloids in Different A. flavus Strains

Based on the data described above, a screening of CPA-type alkaloids was performed on a
set of 55 A. flavus strains. In total, 22 CPA-type alkaloids were identified in extracts of the strains
investigated, demonstrating the great potential of this ubiquitous fungus in producing secondary
metabolites (Table 2). Of these metabolites, 13 have been previously reported in other fungi, but here
they are reported for the first time in A. flavus. We also report the occurrence of two novel CPA-related
metabolites in these samples.
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Table 2. CPA-type alkaloids detected in our study.
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compounds was verified with MS/MS spectra as described under Sections 2.1-2.3.
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3. Discussion

Chemically, «-CPA is a hybrid prenylated indole alkaloid, structurally characterized by a rigid
pentacyclic (6/5/6/5/5) skeleton bearing a unique heterocyclic pyrrolidine-2,4-dione (tetramic acid)
motif as the main part of its pharmacophore. This mycotoxin does not contain any O-methyl or
N-methyl groups in its structural scaffold and is characterized by the ability to form an intramolecular
hydrogen bond due to its keto-enol tautomerism. Since -CPA is a very well-known mycotoxin,
its identification in A. flavus fungal extracts was straightforward, and was also supported by data
from previous work [1,3,45,46]. The same mode of fragmentation was observed in the MS/MS
spectrum of x-CPA and those of other indole derivatives (3-CPA, «-CPA imine and cAATrp) (Figure 3).
The identification of these compounds was also straightforward, as they share the same scaffold with
a-CPA. On the other hand, the identification of the oxindole CPA-type alkaloids was more complex
due to their high chemical diversity in terms of different structural scaffolds. Moreover, this subclass
of alkaloids is less studied compared to x-CPA itself and other indole derivatives. For this reason,
and also to simplify the identification, we subdivided the oxindole subclass of CPA-type alkaloids in
four different chemical groups: (i) 2-oxindoles with saturated ring C (2-oxo-CPA and cyclopiamide
G); (ii) 2-oxindoles with unsaturated ring C (cyclopiamide C, cyclopiamide D and cyclopiamide F);
(iif) N-methyl-2-oxindoles with saturated ring C (speradine A, 3-hydroxy-speradine A, speradines B-D,
speradine F, cyclopiamide H and cyclopiamide J); and (iv) N-methyl-2-oxindoles with unsaturated
ring C (speradine E, speradine H, cyclopiamide A, cyclopiamide B, and cyclopiamide E). The MS/MS
spectra demonstrated that all the metabolites belonging to the same chemical group share two or
three typical fragments that reflect the core structure of the respective chemical group (Table S2),
and which can therefore be used as diagnostic ions. This chemical classification and the diagnostic
ion approach facilitated the dereplication of oxindoles included in our study, and it is also a useful
methodology for the identification of yet unknown CPA-type oxindoles. Besides accurate mass
measurements and MS/MS data, other analytical parameters like elution order and isotope-model
fitting prove to be complementary identification aids. For instance, in our study, speradine A eluted
between o-CPA and 2-oxo-CPA, which actually represents the same elution pattern as reported by
other researchers [33]. Similar successful dereplication approaches based on TOF technologies have
been reported previously [44,47,48].

Production of polyketide-amino acid hybrid metabolites, as is the case for x-CPA, is catalyzed by
PKS-NRPS enzymes. PKS-NRPSs are complex and multi-domain enzymes characterized as having
the ability to synthesize highly diverse chemical groups of secondary metabolites [49]. The genome
of A. flavus is predicted to harbor two PKS-NRPS hybrid gene clusters. One (cluster #55) is the gene
cluster of CPA [9], while the other one (cluster #23) has been shown to be responsible for the production
of a series of 2-pyridones [50,51]. As indicated above, the CPA gene cluster in A. flavus NRRL 3357
contains only three functional genes and a Zn,Cysg transcription factor-encoding gene (ctfR1), which
seems to be inactive [10]. On the other hand, our study demonstrated a huge chemical diversity within
the CPA family of mycotoxins. Therefore, different A. flavus strains have the ability to produce many
more metabolites apart from «-CPA and its precursors (Table 2). Although it is hard to predict if all
the identified metabolites are linked with the CPA gene cluster, the chemical scaffold resemblance
strongly suggests a convergent biochemical origin. It is likely that the genetic material reported
for the CPA gene cluster in NRRL 3357 is not sufficient to explain the chemical diversity found in
other strains of A. flavus. Hence, most likely other A. flavus strains like 5295, 5283, S1637, and 51544
possess additional genes within their CPA clusters that may catalyze extra biochemical steps in the
biosynthetic pathway of CPA. This concept was already demonstrated in A. oryzae NBRC 4177 in the
case of 2-0xoCPA. A cytochrome P450 oxidase gene (cpaH) located within a CPA cluster in NBRC 4177
was shown to mediate the conversion of x-CPA to 2-oxoCPA [32]. In the same fashion, it was reported
that a strain of A. tamarii (NBRC 4099) harbors the gene cpaM, which encodes for a N-methyltransferase
involved in the synthesis of 1-N-methyl-2-oxoCPA (speradine A) from 2-oxoCPA [33]. The inability of
speradine A production in A. oryzae is caused by mutations or partial deletions in cpaM. In analogy
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with aforementioned findings, we can speculate that the homolog genes of cpaH and cpaM may be
also present in the CPA gene cluster of 2-oxo-CPA and speradine A-producing strains of A. flavus.
In this regard, the CPA gene cluster seems more genetically diverse than expected, especially when
we consider the identification of other complex CPA-type alkaloids like speradine F, cyclopiamide E,
cyclopiamide J, the aspergillines, etc. Additional genetic data are needed to support the occurrence
of these metabolites in A. flavus fungal extracts. Nevertheless, we cannot exclude the possibility of
involvement in the CPA-biosynthetic network of enzymes that are encoded by genes located outside
the CPA gene cluster. Moreover, there is also the possibility of non-enzymatic generation of metabolites
under different culture conditions or during various sample treatment procedures.

The tetramic acid structural moiety is a very important nitrogen-containing heterocycle that is
often the pharmacophore to interact with various biological targets, thus it exhibits a wide range of
biological and toxicological activities [52-54]. Apart from x-CPA, 2-oxoCPA and speradine A, for
which the SERCA-blocking activity was clearly demonstrated, the toxicological profile for the rest of
the CPA-type metabolites is unknown [4,12,34]. In this context, it is important both to evaluate the
actual toxicological potential of these CPA-related alkaloids and to get an idea about their contributions
in the overall CPA toxicity. Moreover, there are no data about their occurrences in food and feed
commodities, which further complicates our understanding about human and animal exposure to
CPA contamination. Hence, conducting survey studies of CPA-type mycotoxins in different food and
feed matrices might be necessary to decipher the real impact of CPA contamination in human and
animal health, especially considering the fact that CPA is always overshadowed by concern about
aflatoxin contamination.

One of the main approaches for pre-harvest control of aflatoxin contamination in crops
is the introduction of non-aflatoxigenic A. flavus isolates into agricultural fields to displace
aflatoxin-producing strains. The necessary features for a potential A. flavus strain to be used as
a biocontrol agent include ability to grow rapidly, to be adapted for specific plant colonization, and to
produce sclerotia for long-term survival in the fields [55,56]. From a toxicological point of view, the
only seemingly important feature for a biocontrol strain is the inability to produce aflatoxins. However,
the inability to produce other relevant mycotoxins, among which are x-CPA and our newly identified
CPA analogues, is highly desirable due to the unknown long-term and cumulative toxicological effects
of these metabolites. Thus, a careful screening of these metabolites is obviously very important in
order to avoid any possible inadvertent mycotoxicoses from the introduction of biocontrol agents into
agricultural fields. Also, increased efforts to assess the genetic stability of the A. flavus strains used
in biocontrol products should be undertaken. This is highly relevant since there is now evidence for
a sexual stage in several aflatoxigenic Aspergillus species [57,58]. Hence, the possibility of re-gaining
aflatoxin- and /or CPA-producing properties through sexual recombination is a fact that should not be
neglected. The same concern of exposure to CPA-type mycotoxins can be made regarding A. oryzae
strains which are being used extensively in the food fermentation industry [59].

Data from the present work show a conspicuous presence of CPA and its derivatives in the
different A. flavus strains investigated, and highlight the previously mentioned need for a thorough
assessment of the actual impact of contamination of crops with CPA-type mycotoxins on human and
animal health. Two commercially available biocontrol strains (AF36 and NRRL 21882) were included
in this study. AF36 was originally isolated from a cotton field in Arizona and was approved for
application on cotton in Arizona. Loss of aflatoxigenicity in AF36 is the result of a nonsense mutation
in pksA (aflC), a pathway gene in aflatoxin biosynthesis [60]. AF36 has an otherwise full aflatoxin cluster.
AF36 does have a fully functional CPA cluster, and although it is effective at excluding toxigenic strains
and reducing AF levels, this strain is reported to significantly increase CPA accumulation in food
and feed commodities [61]. This is consistent with our findings which demonstrated the ability of
AF36 to produce x-CPA and a series of other CPA-like alkaloids, including its precursors (cAATrp
and 3-CPA), 2-oxoCPA, cyclopiamide C, F, G and the two other previously unreported derivatives
(see 2.3). Remarkably, our data uncovered the presence of the CPA family of mycotoxins in fungal
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extracts of NRRL 21882, which is reported to lack both the aflatoxin and CPA gene clusters [61]. These
findings could support the phenomenon of heterokaryosis and vertical transmission of cryptic alleles
in A. flavus in NRRL 21882. Olarte et al. [62] reported that it is possible for some A. flavus to possess
cryptic alleles, particularly when typically masked genes are amplified because the dominant genome
lacks the gene(s) of interest. Moore et al. [63] were able to amplify and sequence a portion of the
aflW /aflX region in NRRL 21882. This indicates NRRL 21882 may be heterokaryotic with a low-copy
genome possessing cryptic alleles for a functional CPA gene cluster, thereby making this particular
strain a CPA producer even though it is missing the entire subtelomeric region of chromosome 3.
Existence of similar non-parental cryptic alleles has been reported also in other fungal species [64,65].

It is worth noting that besides their toxicological relevance, there is currently a revival of interest
for pharmacological application of CPA-type pharmacophores. As stated above, x-CPA is a specific
nanomolar inhibitor of mammalian SERCA-1. This SERCA-inhibiting activity of a-CPA is being
exploited extensively for various pharmacological purposes. Thus, Kotsubei et al. [66], by using
a-CPA as an experimental inhibitor, demonstrated sufficient differences in active binding sites between
mammalian and bacterial SERCA. These differences in the CPA pocket between mammalian and
bacterial Ca?*-ATPase suggest that a bacterial-specific CPA derivative could be developed, hence
making the bacterial SERCA a potential drug target. Moreover, a-CPA has been shown to possess clear
antiviral activity as well as causing perturbations in cardiac ventricular myocytes [67,68]. Based on
these concepts, CPA-type alkaloids identified in this study, and/or other derivatives which may be
discovered or synthesized in the future, could be useful bioactive scaffolds to be employed in future
pharmacological applications.

4. Conclusions

Accurate mass high resolution mass spectrometry (HRMS), combined with a careful investigation
of fragmentation patterns, proved to be a suitable dereplication strategy for the identification of
cyclopiazonic acid (CPA)-type alkaloids. This approach resulted in our finding 22 CPA-type alkaloids
in A. flavus cultures. Two of these metabolites are new discoveries as they have never been reported.
Though the other 20 compounds have been previously identified in different fungi, 13 of these
metabolites were identified for the first time in A. flavus. These results provide a better insight into the
diversity of CPA-type alkaloids in A. flavus and raise concerns about the extent of the overall A. flavus
mycotoxin problem. The described identification strategy can be applied in programs aiming to assess
the occurrence of this type of mycotoxin in food and feed commodities. Our results also demonstrate
the great potential of A. flavus in producing a myriad of secondary metabolites, highlighting the need
for a more thorough investigation into potential mycotoxicity of non-aflatoxigenic strains that are
currently being used in biocontrol strategies.

5. Materials and Methods

5.1. Chemicals and Materials

Methanol (MeOH) and acetonitrile (ACN), LC-MS grade, were obtained from Biosolve
(Valkenswaard, the Netherlands), whereas HPLC-grade MeOH was from VWR International
(Zaventem, Belgium). Ethyl acetate (EtOAc), dichloromethane (DCM) and acetone (dimethyl ketone
(DMK)) were purchased from Acros Organics (Geel, Belgium). Sigma-Aldrich (Bornem, Belgium)
supplied ammonium formate (HCOONHjy). Formic acid (HCOOH, Merck, Darmstadt, Germany)
was used. Ultrapure H,O was produced by a Milli-Q Gradient System (Millipore, Brussels, Belgium).
Ultrafree®-MC centrifugal filter units (0.22 pm) from Millipore (Bedford, MA, USA) were used.
Sigma-Aldrich supplied agar, corn steep solids, dextrose, peptone, sucrose, yeast extract, dipotassium
hydrogen phosphate trihydrate (K;HPO,-3H;0), magnesium sulfate heptahydrate (MgSO,-7H,0),
and iron(Il) sulfate heptahydrate (FeSO4-7H;0). Triton X-100, potassium chloride (KCl), and sodium
nitrate (NaNOj3) were from Merck.
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5.2. Strains and Growth Conditions

A. flavus strains used in this study are listed in Table S1 as supplementary data. Conidia of
each respective strain were inoculated on solid Wickersham media (=25 mL of medium per plate,
D =10 cm) which contains 2.0 g yeast extract, 3.0 g peptone, 5.0 g corn steep solids, 2.0 g dextrose,
30.0 g sucrose, 2.0 g NaNO3, 1.0 g KoHPO4-3H;0, 0.5 g MgS0O4-7H,0, 0.2 g KC1, 0.1 g FeSO4-7H,0,
15.0 g agar per litre (pH 5.5). All cultures were incubated at 28 °C in the dark for 7 days.

5.3. Sample Preparation

The fungal colonies and agar were cut into small pieces with a scalpel and these were subsequently
transferred to a 500 mL screw-cap Ehrlenmeyer flask. Metabolites were extracted with 30 mL
MeOH:DCM:EtOAc 10:20:30, (v/v/v). The samples were agitated for 60 min on an Agitelec overhead
shaker (J. Toulemonde and Cie, Paris, France). A total of 4 mL of extract was transferred to a
glass tube and evaporated under a stream of nitrogen. The residue was reconstituted with 200 pL
MeOH:ACN:H,0 30:30:40, (v/v/v), and centrifuged in an Ultrafree®-MC centrifugal device for 5 min
at 14,000 x g.

5.4. UHPLC-qTOF-MS Analysis

The experiments were carried out using a hybrid Q-TOF MS instrument, the AB SCIEXTripleTOF®4600
(AB Sciex, Concord, ON, Canada), equipped with a DuoSpray™ and coupled to an Eksigent ekspert™
ultralL.C 100-XL system. The DuoSpray™ ion source (consisting of both electrospray ionization (ESI)
and atmospheric pressure chemical ionization (APCI) probes) was operated in the positive ESI mode
(ESI*). The APCI probe was used for automated mass calibration using the Calibrant Delivery System
(CDS). The CDS injects a calibration solution matching the polarity of ionization, and calibrates the
mass axis of the TripleTOF® system in all scan functions used (MS and/or MS/MS). The Q-TOF HRMS
method consisted of a full scan TOF survey (dwell time 100 ms, 100-1600 Da) and a maximum number
of eight IDA MS/MS scans (dwell time 50 ms). The MS parameters were as follows: curtain gas (CUR)
25 psi, nebulizer gas (GS 1) 50 psi, heated gas (GS 2) 60 psi, ion spray voltage (ISVF) 5.5 kV, interface
heater temperature (TEM) 500 °C, Collision Energy (CE) 10 V and declustering potential (DP) 70 V. For
the IDA MS/MS experiments, a CE of 35 V was applied with a collision energy spread (CES) of 15 V.
An Eksigentekspert™ ultraLC 100-XL system was used for separation. The column was a ZORBAX
RRHD Eclipse Plus C18 (1.8 pm, 2.1 x 100 mm) from Agilent Technologies (Diegem, Belgium). The
mobile phase consisted of HyO:MeOH (95:5, v/v) containing 0.1% HCOOH and 10 mM HCOONH,4
(solvent A) and MeOH:H,O (95:5, v/v) containing 0.1% HCOOH and 10 mM HCOONHy4 (solvent
B). The gradient elution program for LC-qTOF HRMS analyses was applied as follows: 0-0.5 min:
0% B, 0.5-7 min: 0%-99% B, 7-9 min: 99% B, 9-10 min: 99%-0% B, 10-14 min: 0% B. The flow rate
was 0.4 mL/min. The column temperature was set at 40 °C and temperature of the autosampler was
4°C. 5 pL of sample were injected. The instrument was controlled by Analyst® TF 1.6 software, while
data processing was carried out using PeakView® software version 2.0 and MasterView ™ software
version 1.0 (all from AB Sciex).

Supplementary Materials: The following are available online at www.mdpi.com/2072-6651/9/1/35/s1,
Figure S1: Cyclization mechanism of the ions at m/z 156, 155 and 154 in the fragmentation pathway of 3-CPA,
Figure S2: MS/MS spectra and structural fragments of: A. 2-oxo-CPA; B. speradine A, and C. 3-hydroxy-speradine
A, Figure S3: MS/MS spectra and structural fragments of: A. speradine B; B. speradine C; C. speradine D;
D. speradine F, and E. speradine H, Figure S4: MS/MS spectra and structural fragments of: A. cyclopiamide
A; B. cyclopiamide B; C. cyclopiamide C, and D. cyclopiamide D, Figure S5: MS/MS spectra and structural
fragments of: A. cyclopiamide E; B. cyclopiamide F; C. cyclopiamide G, and D. cyclopiamide ], Figure Sé:
MS/MS spectra and structural fragments of: A. 11,12-Dehydro x-CPA (Compound 335); B: 3-Hydroxy-2-oxoCPA
(compound 369), Table S1: List of A. flavus strains used in this study, Table S2: Characteristic fragments of oxindole
CPA-type alkaloids.

Acknowledgments: Valdet Uka was financially supported by Project Basileus V (Erasmus Mundus Action 2)
funding from the European Commission.


www.mdpi.com/2072-6651/9/1/35/s1

Toxins 2017, 9, 35 18 of 21

Author Contributions: V.U., G.G.M,, 5.D.S. and ].D.D.M. conceived and designed the experiments; V.U., N.A.-M.
and ].D.D.M. performed the experiments; V.U., D.N. and ].D.D.M. analyzed the data; V.U., G.G.M. and ]. D.D.M.
wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Holzapfel, C.W. The isolation and structure of cyclopiazonic acid, a toxic metabolite of Penicillium cyclopium
Westling. Tetrahedron 1968, 24, 2101-2119. [CrossRef]

2. Ohmomo, S.; Sugita, M.; Abe, M. Isolation of cyclopiazonic acid, cyclopiazonic acid imine and
bissecodehydrocyclopiazonic acid from the cultures of Aspergillus versicolor (Vuill.) Tiraboshi. ]. Agric.
Chem. Soc. 1973, 47, 57-63.

3. Luk, K.C; Kobbe, B.; Townsend, J.M. Production of cyclopiazonic acid by Aspergillus flavus Link.
Appl. Environ. Microbiol. 1977, 33, 211-212. [PubMed]

4. Burdock, G.A.; Flamm, W.G. Review Article: Safety assessment of the mycotoxin cyclopiazonic acid.
Int. . Toxicol. 2000, 19, 195-218. [CrossRef]

5. Frisvad, J.C. The connection between the Penicillia and Aspergillus and mycotoxins with special emphasis on
misidentified isolates. Arch. Environ. Contam. Toxicol. 1989, 18, 452-467. [CrossRef] [PubMed]

6. El-Banna, A.A.; Pitt, ].I; Leistner, L. Production of mycotoxins by Penicillium species. Syst. Appl. Microbiol.
1987, 1, 42-46. [CrossRef]

7. Dorner, ].W. Production of cyclopiazonic acid by Aspergillus tamarii Kita. Appl. Environ. Microbiol. 1983, 46,
1435-1437. [PubMed]

8. Liu, X.; Walsh, C.T. Cyclopiazonic acid biosynthesis in Aspergillus sp.: Characterization of a reductase-like R*
domain in cyclopiazonate synthetase that forms and releases cyclo-acetoacetyl-L-tryptophan. Biochemistry
2009, 48, 8746-8757. [CrossRef] [PubMed]

9.  Seshime, Y,; Juvvadi, P.R.; Tokuoka, M.; Koyama, Y.; Kitamoto, K.; Ebizuka, Y.; Fujii, I. Functional expression
of the Aspergillus flavus PKS-NRPS hybrid CpaA involved in the biosynthesis of cyclopiazonic acid.
Bioorg. Med. Chem. Lett. 2009, 19, 3288-3292. [CrossRef] [PubMed]

10. Chang, PK.; Ehrlich, K.C.; Fujii, I. Cyclopiazonic acid biosynthesis of Aspergillus flavus and Aspergillus oryzae.
Toxins 2009, 1, 74-99. [CrossRef] [PubMed]

11. Chang, PK; Ehrlich, K.C. Cyclopiazonic acid biosynthesis by Aspergillus flavus. Toxin Rev. 2011, 30, 79-89.
[CrossRef]

12.  Seidler, N.W.; Jonaz, L; Vegh, M.; Martonosi, A. Cyclopiazonic Acid is a specific inhibitor of the Ca?*-ATPase
of sarcoplasmic reticulum. J. Biol. Chem. 1989, 264, 17816-17823. [PubMed]

13. Lytton, J.; Westlin, M.; Hanleyll, M.R. Thapsigargin inhibits the sarcoplasmic or endoplasmic reticulum
Ca-ATPase family of calcium pumps. J. Biol. Chem. 1991, 266, 17067-17071. [PubMed]

14. Purchase, LE. The acute toxicity of the mycotoxin cyclopiazonic acid to rats. Toxicol. Appl. Pharmacol. 1971,
18, 114-123. [CrossRef]

15.  Norred, W.P,; Morrissey, R.E.; Rilley, R.T.; Cole, R.J.; Dorner, ].W. Distribution, excretion, and skeletal muscle
effects of the mycotoxin [14C]Cyclopiazonic acid in rats. Food Chem. Toxicol. 1985, 23, 1069-1076. [CrossRef]

16. Nishie, K.; Cole, R.].; Dorner, ].W. Toxicity and neuropharmacology of cyclopiazonic acid. Food Chem. Toxicol.
1985, 23, 831-839. [CrossRef]

17. Nishie, K.; Cole, R.J.; Dorner, ].W. Toxic effects of cyclopiazonic acid in the early phase of pregnancy in mice.
Res. Commun. Chem. Pathol. Pharmacol. 1987, 55, 303-315. [PubMed]

18.  Antony, M.; Shukla, Y.; Janardhanan, K.K. Potential risk of acute hepatotoxicity of kodo poisoning due to
exposure to cyclopiazonic acid. J. Ethnopharmacol. 2003, 87, 211-214. [CrossRef]

19. Njobeh, P.B.; Dutton, M.E.; Koch, S.H.; Chuturgoon, A.; Stoev, S.; Seifert, K. Contamination with storage
fungi of human food from Cameroon. Int. |. Food Microbiol. 2009, 135, 193-198. [CrossRef] [PubMed]

20. Finoli, C.; Vecchio, A.; Galli, A.; Franzetti, L. Production of cyclopiazonic acid by molds isolated from
Taleggio cheese. ]. Food Prot. 1999, 62, 1198-1202. [CrossRef] [PubMed]

21. Sosa, M.J.; Cordoba, J.J.; Diaz, C.; Rodriguez, M.; Bermudez, E.; Asensio, M.A.; Nunez, F. Production of

cyclopiazonic acid by Penicillium commune isolated from dry-cured ham on ameatextract-based substrate.
J. Food. Prot. 2002, 65, 988-992.


http://dx.doi.org/10.1016/0040-4020(68)88113-X
http://www.ncbi.nlm.nih.gov/pubmed/402112
http://dx.doi.org/10.1080/10915810050074964
http://dx.doi.org/10.1007/BF01062373
http://www.ncbi.nlm.nih.gov/pubmed/2730163
http://dx.doi.org/10.1016/S0723-2020(87)80008-5
http://www.ncbi.nlm.nih.gov/pubmed/6660879
http://dx.doi.org/10.1021/bi901123r
http://www.ncbi.nlm.nih.gov/pubmed/19663400
http://dx.doi.org/10.1016/j.bmcl.2009.04.073
http://www.ncbi.nlm.nih.gov/pubmed/19410456
http://dx.doi.org/10.3390/toxins1020074
http://www.ncbi.nlm.nih.gov/pubmed/22069533
http://dx.doi.org/10.3109/15569543.2011.576795
http://www.ncbi.nlm.nih.gov/pubmed/2530215
http://www.ncbi.nlm.nih.gov/pubmed/1832668
http://dx.doi.org/10.1016/0041-008X(71)90320-6
http://dx.doi.org/10.1016/0278-6915(85)90054-7
http://dx.doi.org/10.1016/0278-6915(85)90284-4
http://www.ncbi.nlm.nih.gov/pubmed/3575873
http://dx.doi.org/10.1016/S0378-8741(03)00146-6
http://dx.doi.org/10.1016/j.ijfoodmicro.2009.08.001
http://www.ncbi.nlm.nih.gov/pubmed/19732987
http://dx.doi.org/10.4315/0362-028X-62.10.1198
http://www.ncbi.nlm.nih.gov/pubmed/10528726

Toxins 2017, 9, 35 19 of 21

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Vaamonde, G.; Patriarca, A.; Fernandez Pinto, V.; Comerio, R.; Degrossi, C. Variability of aflatoxin and
cyclopiazonic acid production by Aspergillus section Flavi from different substrates in Argentina. Int. J.
Food Microbiol. 2003, 88, 79-84. [CrossRef]

Dorner, ].W.; Cole, R.J.; Erlington, D.].; Suksupath, S.; McDowell, G.H.; Bryden, W.L. Cyclopiazonic acid
residues in milk and eggs. J. Agric. Food Chem. 1994, 42, 1516-1518. [CrossRef]

Lee, Y.J.; Hagler, WM.]. Aflatoxin and cyclopiazonic acid production by Aspergillus flavus isolated from
contaminated maize. J. Food Sci. 1991, 56, 871-872. [CrossRef]

Urano, T.; Trucksess, M.W.; Beaver, RW.; Wilson, D.M.; Dorner, J.W.; Dowell, EE. Co-occurrence of
cyclopiazonic acid and aflatoxins in corn and peanuts. J. Off. Anal. Chem. Int. 1992, 75, 838-841.

Heperkan, D.; Somuncuogluy, S.; Karbancioglu-Giiler, E.; Mecik, N. Natural contamination of cyclopiazonic
acid in dried figs and co-occurrence of aflatoxin. Food Control 2012, 23, 82-86. [CrossRef]

Zorzete, P.; Baquiao, A.C.; Atayde, D.D.; Reis, T.A.; Goncalez, E.; Correa, B. Mycobiota, aflatoxins and
cyclopiazonic acid in stored peanut cultivars. Food Res. Int. 2013, 52, 380-386. [CrossRef]

Ezekiel, C.N.; Sulyok, M.; Somorin, Y.; Odutayo, F1.; Nwabekee, S.U.; Balogun, A.T.; Krska, R. Mould and
mycotoxin exposure assessment of melon and bush mango seeds, two common soup thickeners consumed
in Nigeria. Int. J. Food Microbiol. 2016, 237, 83-91. [CrossRef] [PubMed]

Holzapfel, C.W.; Hutchinson, R.D.; Wilkins, D.C. The isolation and structure of two new indole derivatives
from Penicillium cyclopium Westling. Tetrahedron 1970, 26, 5239-5246. [CrossRef]

Lin, A.Q.; Lin, D.; Fang, Y.C.; Wang, EZ.; Zhu, T.].; Gu, Q.Q.; Zhu, W.M. iso-x-Cyclopiazonic acid, a new
natural product isolated from the marine-derived fungus Aspergillus flavus C-F-3. Chem. Nat. Compd. 2009,
45, 677-680. [CrossRef]

Lan, WJ.; Wang, K.T.; Xu, M.Y.; Zhang, ].J.; Lam, C.K.; Zhong, G.H.; Xu, J.; Yang, D.P; Li, H.J.; Wang, L.Y.
Secondary metabolites with chemical diversity from the marine-derived fungus Pseudallescheria boydii F19-1
and their cytotoxic activity. RSC Adv. 2016, 6, 76206-76213. [CrossRef]

Kato, N.; Tokuoka, M.; Shinohara, Y.; Kawatani, M.; Uramoto, M.; Seshime, Y.; Fujii, I.; Kitamoto, K;
Takahashi, T.; Takahashi, S.; et al. Genetic safeguard against mycotoxin cyclopiazonic acid production in
Aspergillus oryzae. ChemBioChem 2011, 12, 1376-1382. [CrossRef] [PubMed]

Tokuoka, M.; Kikuchi, T.; Shinohara, Y.; Koyama, A.; Iio, S.; Kubota, T.; Kobayashi, J.; Koyama, Y.; Totsuka, A.;
Shindo, H.; et al. Cyclopiazonic acid biosynthesis gene cluster gene cpaM is required for speradine A
biosynthesis. Biosci. Biotechnol. Biochem. 2015, 79, 2081-2085. [CrossRef] [PubMed]

Tsuda, M.; Mugishima, T.; Komatsu, K.; Sone, T.; Tanaka, M.; Mikami, Y.; Shiro, M.; Hirai, M.;
Ohizumie, Y.; Kobayashi, J. Speradine A, a new pentacyclic oxindole alkaloid from a marine-derived
fungus Aspergillus tamarii. Tetrahedron 2003, 59, 3227-3230. [CrossRef]

Wang, N.; Hu, J.C.; Liu, W.; Wang, S.J. Cyclopiazonic Acid Compound, and Preparation and Application
Thereof. CN Patent 103,183,666 A, 3 July 2013.

Hu, X.; Xia, Q.W,; Zhao, Y.Y.,; Zheng, Q.H.; Liu, Q.Y.; Chen, L.; Zhang, Q.Q. Speradines B-E, four novel
tetracyclic oxindole alkaloids from the marine-derivied fungus Aspergillus oryzae. Heterocycles 2014, 89,
1662-1669.

Hu, X.; Xia, Q.W.; Zhao, Y.Y.; Zheng, Q.H.; Liu, Q.Y.; Chen, L.; Zhang, Q.Q. Speradines F-H, three new
oxindole alkaloids from the marine-derived fungus Aspergillus oryzae. Chem. Pharm. Bull. 2014, 62, 942-946.
[CrossRef] [PubMed]

Zhu, H,; Chena, C.; Wang, J.; Li, X.N.; Wei, G.; Guo, Y,; Yao, G.; Luo, Z.; Zhang, ].; Xue, Y.; et al. Penicamedine
A, a highly oxygenated hexacyclic indole alkaloid from Penicillium camemberti. Chem. Biodivers. 2015, 12,
1547-1553. [CrossRef] [PubMed]

Ma, X.; Peng, J.; Wu, G.; Zhu, T.; Li, G.; Gu, Q.; Li, D. Speradines B-H, oxygenated cyclopiazonic acid
alkaloids from the sponge-derived fungus Aspergillus flavus MXH-X104. Tetrahedron 2015, 71, 3522-3527.
[CrossRef]

Zhou, M.; Miao, M.M,; Du, G,; Li, X.N,; Shang, S.Z.; Zhao, W.; Lu, Z.H.; Yang, G.Y.; Che, C.T.; Hu, Q.F;
et al. Aspergillines A-E, highly oxygenated hexacyclic indole-tetrahydrofuran-tetramic acid derivatives from
Aspergillus versicolor. Org. Lett. 2014, 16, 5016-5019. [CrossRef] [PubMed]

Xu, X.; Zhang, X.; Nong, X.; Wei, X.; Qi, S. Oxindole alkaloids from the fungus Penicillium commune
DFFSCS026 isolated from deep-sea-derived sediments. Tetrahedron 2015, 71, 610-615. [CrossRef]


http://dx.doi.org/10.1016/S0168-1605(03)00101-6
http://dx.doi.org/10.1021/jf00043a023
http://dx.doi.org/10.1111/j.1365-2621.1991.tb05406.x
http://dx.doi.org/10.1016/j.foodcont.2011.06.015
http://dx.doi.org/10.1016/j.foodres.2013.03.029
http://dx.doi.org/10.1016/j.ijfoodmicro.2016.08.019
http://www.ncbi.nlm.nih.gov/pubmed/27543818
http://dx.doi.org/10.1016/S0040-4020(01)98733-2
http://dx.doi.org/10.1007/s10600-009-9433-8
http://dx.doi.org/10.1039/C6RA06661E
http://dx.doi.org/10.1002/cbic.201000672
http://www.ncbi.nlm.nih.gov/pubmed/21608094
http://dx.doi.org/10.1080/09168451.2015.1065167
http://www.ncbi.nlm.nih.gov/pubmed/26207447
http://dx.doi.org/10.1016/S0040-4020(03)00413-7
http://dx.doi.org/10.1248/cpb.c14-00312
http://www.ncbi.nlm.nih.gov/pubmed/24966178
http://dx.doi.org/10.1002/cbdv.201400412
http://www.ncbi.nlm.nih.gov/pubmed/26460559
http://dx.doi.org/10.1016/j.tet.2015.03.050
http://dx.doi.org/10.1021/ol502307u
http://www.ncbi.nlm.nih.gov/pubmed/25226561
http://dx.doi.org/10.1016/j.tet.2014.12.031

Toxins 2017, 9, 35 20 of 21

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Holzapfel, C.W.; Bredenkamp, M.W.; Snyman, R.M.; Boeyens, J.C.A.; Allen, C.C. Cyclopiamide, an
isoindolo[4,6-cd]indole from Penicillium cyclopium. Phytochemistry 1990, 29, 639-642. [CrossRef]

Abbas, H.K.; Zablotowicz, R-M.; Horn, B.W.; Phillips, N.A.; Johnson, B.J.; Jin, X.; Abel, C.A. Comparison
of major biocontrol strains of non-aflatoxigenic Aspergillus flavus for the reduction of aflatoxins and
cyclopiazonic acid in maize. Food Addit. Contam. 2011, 28, 198-208. [CrossRef] [PubMed]

Nielsen, K.F.; Mansson, M.; Rank, C.; Frisvad, J.C.; Larsen, T.O. Dereplication of microbial natural products
by LC-DAD-TOFMS. |. Nat. Prod. 2011, 74, 2338-2348. [CrossRef] [PubMed]

Losito, I.; Monaci, L.; Aresta, A.; Zambonin, C.G. LC-ion trap electrospray MS-MS for the determination of
cyclopiazonic acid in milk samples. Analyst 2002, 127, 499-502. [CrossRef] [PubMed]

Moldes-Anaya, A.S.; Asp, T.N,; Eriksen, G.S.; Skaar, I.; Rundberget, T. Determination of cyclopiazonic acid in
food and feeds by liquid chromatography-tandem mass spectrometry. J. Chromatogr. A 2009, 1216, 3812-3818.
[CrossRef] [PubMed]

Klitgaard, A.; Iversen, A.; Andersen, M.R,; Larsen, T.O.; Frisvad, ]J.C.; Nielsen, K.F. Aggressive
dereplication using UHPLC-DAD-QTOF: Screening extracts for up to 3000 fungal secondary metabolites.
Anal. Bioanal. Chem. 2014, 406, 1933-1943. [CrossRef] [PubMed]

Arroyo-Manzanares, N.; Diana di Mavungu, J.; Uka, V,; Gamiz-Gracia, L.; Garcifa-Campafia, A.M.;
de Saeger, S. An integrated targeted and untargeted approach for the analysis of ergot alkaloids in cereals
using UHPLC-hybrid quadrupole time-of-flight mass spectrometry. World Mycotoxin . 2015, 8, 653—-666.
[CrossRef]

Boettger, D.; Hertweck, C. Molecular diversity sculpted by fungal PKS-NRPS hybrids. ChemBioChem 2013,
14,28-42. [CrossRef] [PubMed]

Cary, ] W,; Uka, V;; Han, Z.; Buyst, D.; Harris-Coward, P.Y.; Ehrlich, K.C.; Wei, Q.; Bhatnagar, D.; Dowd, PF;
Martens, S.L.; et al. An Aspergillus flavus secondary metabolic gene cluster containing a hybrid PKS-NRPS is
necessary for synthesis of the 2-pyridones, leporins. Fungal Genet. Biol. 2015, 81, 88-97. [CrossRef] [PubMed]
Arroyo-Manzanares, N.; Diana di Mavungu, J.; Uka, V.; Malysheva, S.V,; Cary, ] W.; Ehrlich, K.C;
Vanhaecke, L.; Bhatnagar, D.; de Saeger, S. Use of UHPLC high-resolution Orbitrap mass spectrometry to
investigate the genes involved in the production of secondary metabolites in Aspergillus flavus. Food Addit.
Contam. Part A 2015, 32, 1656-1673. [CrossRef] [PubMed]

Royles, B.J.L. Naturally Occurring Tetramic Acids: Structure, Isolation, and Synthesis. Chem. Rev. 1995, 95,
1981-2001. [CrossRef]

Spatz, ].H.; Welsch, S.J.; Duhaut, D.; Jager, N.; Boursier, T.; Fredrich, M.; Allmendinger, L.; Ross, G.; Kolb, J.;
Burdack, C.; et al. Tetramic acid derivatives via Ugi-Dieckmann reaction. Tetrahedron Lett. 2009, 50,
1705-1707. [CrossRef]

Yang, Y.L.; Lu, C.P.; Chen, M.Y.; Chen, K.Y.; Wu, Y.C.; Wu, S.H. Cytotoxic polyketides containing tetramic
acid moieties isolated from the fungus Myceliophthora thermophila: Elucidation of the relationship between
cytotoxicity and stereoconfiguration. Chemistry 2007, 13, 6985-6991. [CrossRef] [PubMed]

Abbas, HK.; Wilkinson, ].R.; Zablotowicz, R.M.; Accinelli, C.; Abel, C.A.; Bruns, H.A.; Weaver, M.A. Ecology
of Aspergillus flavus, regulation of aflatoxin production, and management strategies to reduce aflatoxin
contamination of corn. Toxin Rev. 2009, 28, 142-153. [CrossRef]

Ehrlich, K.C. Non-aflatoxigenic Aspergillus flavus to prevent aflatoxin contamination in crops: Advantages
and limitations. Front. Microbiol. 2014, 5, 50. [CrossRef] [PubMed]

Moore, G.G. Sex and recombination in aflatoxigenic Aspergilli: Global implications. Front. Microbiol. 2014, 5,
32. [CrossRef] [PubMed]

Olarte, R.A.; Horn, B.W.; Dorner, J.W.; Monacell, ].T.; Singh, R.; Stone, E.A.; Carbone, I. Effect of sexual
recombination on population diversity in aflatoxin production by Aspergillus flavus. Phytopathology 2012, 103,
8.

Couto, S.R.; Sanroma, M.A. Application of solid-state fermentation to food industry-A review. J. Food Eng.
2006, 76, 291-302. [CrossRef]

Ehrlich, K.C.; Cotty, PJ. An isolate of Aspergillus flavus used to reduce aflatoxin contamination in cottonseed
has a defective polyketide synthase gene. Appl. Microbiol. Biotech. 2004, 65, 473-478. [CrossRef] [PubMed]
Chang, PK.; Horn, B.W.; Dorner, ].W. Sequence breakpoints in the aflatoxin biosynthesis gene cluster
and flanking regions in nonaflatoxigenic Aspergillus flavus isolates. Fungal Genet. Biol. 2005, 42, 914-923.
[CrossRef] [PubMed]


http://dx.doi.org/10.1016/0031-9422(90)85133-Z
http://dx.doi.org/10.1080/19440049.2010.544680
http://www.ncbi.nlm.nih.gov/pubmed/21259141
http://dx.doi.org/10.1021/np200254t
http://www.ncbi.nlm.nih.gov/pubmed/22026385
http://dx.doi.org/10.1039/b200394p
http://www.ncbi.nlm.nih.gov/pubmed/12022648
http://dx.doi.org/10.1016/j.chroma.2009.02.061
http://www.ncbi.nlm.nih.gov/pubmed/19296956
http://dx.doi.org/10.1007/s00216-013-7582-x
http://www.ncbi.nlm.nih.gov/pubmed/24442010
http://dx.doi.org/10.3920/WMJ2015.1900
http://dx.doi.org/10.1002/cbic.201200624
http://www.ncbi.nlm.nih.gov/pubmed/23225733
http://dx.doi.org/10.1016/j.fgb.2015.05.010
http://www.ncbi.nlm.nih.gov/pubmed/26051490
http://dx.doi.org/10.1080/19440049.2015.1071499
http://www.ncbi.nlm.nih.gov/pubmed/26278397
http://dx.doi.org/10.1021/cr00038a009
http://dx.doi.org/10.1016/j.tetlet.2009.01.124
http://dx.doi.org/10.1002/chem.200700038
http://www.ncbi.nlm.nih.gov/pubmed/17503417
http://dx.doi.org/10.1080/15569540903081590
http://dx.doi.org/10.3389/fmicb.2014.00050
http://www.ncbi.nlm.nih.gov/pubmed/24575088
http://dx.doi.org/10.3389/fmicb.2014.00032
http://www.ncbi.nlm.nih.gov/pubmed/24550903
http://dx.doi.org/10.1016/j.jfoodeng.2005.05.022
http://dx.doi.org/10.1007/s00253-004-1670-y
http://www.ncbi.nlm.nih.gov/pubmed/15235754
http://dx.doi.org/10.1016/j.fgb.2005.07.004
http://www.ncbi.nlm.nih.gov/pubmed/16154781

Toxins 2017, 9, 35 21 of 21

62.

63.

64.

65.

66.

67.

68.

Olarte, R.A.; Horn, BW.; Dorner, J.W.; Monacell, ].T.; Singh, R.; Stone, E.A.; Carbone, 1. Effect of sexual
recombination on population diversity in aflatoxin production by Aspergillus flavus and evidence for cryptic
heterokaryosis. Mol. Ecol. 2012, 21, 1453-1476. [CrossRef] [PubMed]

Moore, G.G.; Singh, R.; Horn, B.W.; Carbone, I. Recombination and lineage-specific gene loss in the aflatoxin
gene cluster of Aspergillus flavus. Mol. Ecol. 2009, 18, 4870-4887. [CrossRef] [PubMed]

Nevzglyadova, O.V.; Gaivoronskii, A.A.; Artemov, A.V.; Smirnova, T.I; Soidla, T.R. Detection of concealed
“illegitimate” nuclei in tetrad analysis of the diploid progeny of heterokaryons in Saccharomyces cerevisiae.
Russian J. Genet. 2001, 37, 617-623. [CrossRef]

Vercauteren, A.; Boutet, X.; D’hondt, L.; van Bockstaele, E.; Maes, M.; Leus, L.; Chandelier, A.; Heungens, K.
Aberrant genome size and instability of Phytophthora ramorum oospore progenies. Fungal Genet. Biol. 2011,
48, 537-543. [CrossRef] [PubMed]

Kotsubei, A.; Gorgel, M.; Morth, J.P; Nissen, P.; Andersen, J.L. Probing determinants of cyclopiazonic acid
sensitivity of bacterial Ca%*-ATPases. FEBS J. 2013, 280, 5441-5449. [CrossRef] [PubMed]

Cui, R;; Wang, Y,; Wang, L.; Li, G.; Lan, K,; Altmeyer, R.; Zou, G. Cyclopiazonic acid, an inhibitor of
calcium-dependent ATPases withantiviral activity against human respiratory syncytial virus. Antivir. Res.
2015, 132, 38-45. [CrossRef] [PubMed]

Kistamas, K.; Szentandrassy, N.; Hegyi, B.; Vaczi, K.; Ruzsnavszky, F.; Horvath, B.; Banyasz, T.; Nanasi, PP;
Magyar, ]. Changes in intracellular calcium concentration influence beat-to-beat variability of action potential
duration in canine ventricular myocytes. J. Physiol. Pharmacol. 2015, 66, 73-81. [PubMed]

@ © 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC-BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1111/j.1365-294X.2011.05398.x
http://www.ncbi.nlm.nih.gov/pubmed/22212063
http://dx.doi.org/10.1111/j.1365-294X.2009.04414.x
http://www.ncbi.nlm.nih.gov/pubmed/19895419
http://dx.doi.org/10.1023/A:1016665022488
http://dx.doi.org/10.1016/j.fgb.2011.01.008
http://www.ncbi.nlm.nih.gov/pubmed/21272658
http://dx.doi.org/10.1111/febs.12310
http://www.ncbi.nlm.nih.gov/pubmed/23621633
http://dx.doi.org/10.1016/j.antiviral.2016.05.010
http://www.ncbi.nlm.nih.gov/pubmed/27210812
http://www.ncbi.nlm.nih.gov/pubmed/25716967
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Identification of Indole Cyclopiazonic Acid (CPA)-Type Derivatives 
	Identification of Oxindole CPA-Type Derivatives 
	Identification of Previously Unreported CPA-Type Derivatives 
	Screening of CPA-Type Alkaloids in Different A. flavus Strains 

	Discussion 
	Conclusions 
	Materials and Methods 
	Chemicals and Materials 
	Strains and Growth Conditions 
	Sample Preparation 
	UHPLC-qTOF-MS Analysis 


