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ABSTRACT Paracoccidioidomycosis (PCM) is the cause of many deaths from sys-
temic mycoses. The etiological agents of PCM belong to the Paracoccidioides genus,
which is restricted to Latin America. The infection is acquired through the inhalation
of conidia that primarily lodge in the lungs and may disseminate to other organs
and tissues. The treatment for PCM is commonly performed via the administration of
antifungals such as amphotericin B, co-trimoxazole, and itraconazole. The antifungal
toxicity and side effects, in addition to their long treatment times, have stimulated
research for new bioactive compounds. Argentilactone is a compound that was iso-
lated from the Brazilian savanna plant Hyptis ovalifolia, and it has been suggested to
be a potent antifungal, inhibiting the dimorphism of P. brasiliensis and the enzy-
matic activity of isocitrate lyase, a key enzyme of the glyoxylate cycle. This work was
developed due to the importance of elucidating the putative mode of action of ar-
gentilactone. The chemoproteomics approach via affinity chromatography was the
methodology used to explore the interactions between P. brasiliensis proteins and
argentilactone. A total of 109 proteins were identified and classified functionally. The
most representative functional categories were related to amino acid metabolism,
energy, and detoxification. Argentilactone inhibited the enzymatic activity of malate
dehydrogenase, citrate synthase, and pyruvate dehydrogenase. Furthermore, argenti-
lactone induces the production of reactive oxygen species and inhibits the biosyn-
thesis of cell wall polymers.

KEYWORDS Paracoccidioides, antifungal, targets, argentilactone, chemoproteomics,
drug discovery

he Paracoccidioides genus includes pathogenic fungi that cause paracoccidioido-

mycosis (PCM), which is commonly found in rural workers between 30 and 50 years
of age who reside in areas where the disease is endemic. PCM manifests as a pneu-
mopathology associated with mucosal and skin lesions, and it can spread via the blood
or lymphatic system, affecting other organs and systems, such as the liver, spleen, bone,
and central nervous system (1, 2). Control measures are not currently available for PCM.
Thus, early diagnosis and correct treatment to prevent disease progression and com-
plications remain the best strategies. The choice of an effective therapy for PCM is made
by evaluating the degree of the lesion, disease severity, the patient’s immunological
capacity, hypersensitivity reaction, and contraindication of antifungal agents for preg-
nancy, due to the teratogenic effect, and for patients with hepatic and renal problems,
due to its hepatotoxic and nephrotoxic effects (3). Currently, PCM therapy is a slow
process involving months or years of administration using antifungal agents such as
amphotericin B, co-trimoxazole, and itraconazole (2, 4). Those antifungals have limita-
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tions with regard to toxicity, leading to the frequent abandonment of treatment, which
makes the search for new potential antifungals highly relevant to public health.

The Brazilian savanna is the second largest biome in Brazil, comprising more than
204 million hectares, and it has been explored extensively to identify new bioactive
compounds (5, 6). The genus Hyptis, belonging to the family Lamiaceae, is composed
of approximately 583 species that are exclusively neotropical, and they are distributed
from the southern United States to Argentina. However, in the central-west region of
Brazil, the genus is more frequent and they are important sources of bioactive constit-
uents, with antimicrobial, inflammatory, cytotoxic, and insecticidal properties (7-9). The
essential oil argentilactone is the major compound produced by Hyptis ovalifolia,
showing antiproliferative activity against cancer cells (10), Leishmania amazonensis (11),
and Trypanosoma cruzi (12) and antifungal activity against the dermatophytes Mi-
crosporum canis, Microsporum gypseum, Trichophyton mentagrophytes, and Trichophyton
rubrum (9).

The inhibitory activity of argentilactone isolated from H. ovalifolia, as well as analog
derivatives synthesized from argentilactone, were elucidated in relation to their actions
against Paracoccidioides species and its native and recombinant isocitrate lyase (PbICL), an
important enzyme for this fungus. Argentilactone and derivatives inhibited PbICL
activity, yeast cell growth, and differentiation from mycelium to yeast (13). In addition,
aiming to evaluate if argentilactone induces DNA damage in human cells, the comet
assay was performed for MRC5 cells treated with different concentrations of argenti-
lactone. In the MRC5 cells, argentilactone did not induce DNA damage, suggesting that
this compound is safe to humans (14).

Target deconvolution is an important step in drug research and development,
allowing the definition of selectivity and the early detection of potential side effects
(15). Thus, considering the antiproliferative potential of argentilactone and the need to
elucidate its mode of action in Paracoccidioides spp., Prado et al. (14) evaluated the
proteomic response of Paracoccidioides lutzii after exposure to argentilactone. The
study revealed that argentilactone downregulated the enzymes in important pathways,
such as glycolysis, the tricarboxylic acid (TCA) cycle, and the glyoxylate cycle, leading
the fungus to adopt alternative metabolic pathways to survival. In addition, P. lutzii
upregulated the proteins involved in cell rescue, defense, and stress response. Araujo
et al. used a transcriptome analysis as an experimental strategy to expand information
about argentilactone’s mode of action (16). That study suggested that argentilactone
promoted dysfunction in mitochondrial membrane potential, leading to probable
oxidative stress, and it may act on the cell wall. In addition, the ethanol level was
reduced in the presence of argentilactone, suggesting that fermentation would also be
suppressed.

In view of all the findings presented by previous studies, we aimed to identify the
molecular targets of argentilactone in P. brasiliensis using chemoproteomics by affinity
chromatography. Additionally, assays were performed to confirm the action of argen-
tilactone on the activity of citrate synthase, malate dehydrogenase, and pyruvate
dehydrogenase enzymes in the production of reactive oxygen species and in the
biosynthesis of cell wall polymers. In addition, we propose an argentilactone model of
action against Paracoccidioides spp. based on our chemoproteomics data and previ-
ously obtained proteomics and transcriptional data.

RESULTS AND DISCUSSION

Argentilactone, the major component of H. ovalifolia essential oil, was able to inhibit
the growth of P. lutzii without promoting cytotoxic and genotoxic effects on MRC5 cells
(14). Here, we expanded the evaluation of MIC and minimum fungicidal concentration
(MFC) for other species, such as P. brasiliensis, P. americana, and P. restrepiensis. In
addition, we evaluated the cytotoxic concentration (CC) to A549 (epithelial lung),
BALB/c 3T3 clone A31 (fibroblast), and AMJ2-C11 (alveolar macrophage) cells, and the
selectivity index (SI) of argentilactone was determined (Table 1). The results showed
that argentilactone inhibited Paracoccidioides species growth at concentrations ranging
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TABLE 1 Biological activity of argentilactone®

CC (mg/ml)/SI for:

BALB/c

Species/isolate  MIC (ug/ml) MFC (pg/ml) AMJ2-C11 373 A549
P. lutzii

PbO1 18° 18 1,000/55.5 1,000/55.5 500/27.7
P. brasiliensis

Pb18 36 36 1,000/27.7 1,000/27.7 500/16.6
P. americana

Pb02 9 9 1,000/111.1 1,000/111.1 500/55.5

Pb03 18 18 1,000/55.5 1,000/55.5 500/27.7
P. restrepiensis

PbEPM83 4.5 45 1,000/222.2 1,000/222.2 500/111.1

Pb339 4.5 45 1,000/222.2 1,000/222.2 500/111.1

Pb60855 18 18 1,000/27.7 1,000/27.7 500/16.6

9AMJ2-C11, macrophage alveolar cells; BALB/c 3T3, fibroblast cells; A549, epithelial lung cells; CC, cytotoxic
concentration.
bData are from Prado et al. (14).

from 4.5 ng/ml (P. restrepiensis strains PODEPM83 and Pb339) to 36 ug/ml (P. brasiliensis
Pb18). Argentilactone was not cytotoxic to AMJ2-C11, BALB/c 3T3, and A549 cells at the
concentrations used to inhibit Paracoccidioides species growth. In addition, argentilac-
tone showed a higher selectivity index for these cells, confirming it to be a promising
antifungal.

The elucidation of the molecular target is an essential step for developing molecules
with bioactive potentials (17). The proteomic and transcriptional responses of P. lutzii
to argentilactone were previously evaluated by Prado et al. (14) and Araujo et al. (16).
Although these analyses provided important information, the interactional level of
argentilactone and proteins in P. brasiliensis is unknown. Methodologies based on
chemoproteomics have been important tools for proposing drug targets (18). Thus, a
chemoproteomics approach based on affinity chromatography was used in this work to
identify the molecular targets of argentilactone in P. brasiliensis Pb18. To propose a
robust model of action for argentilactone, we correlated our findings (argentilactone-
interacting proteins) with the proteomic and transcriptomic data.

We considered argentilactone-interacting proteins, specifically those proteins that
were identified exclusively in the column immobilized with argentilactone and absent
from the control column. These proteins may have interacted directly or indirectly,
resulting in a total of 109 proteins identified. Among the argentilactone-interacting
proteins, 12 of them were downregulated and 6 were upregulated in response to
argentilactone, according to the proteomics analysis of P. lutzii (14). Concerning the
transcript levels, 8 genes were upregulated in the presence of argentilactone (16) (see
Table S1 in the supplemental material).

The argentilactone-interacting proteins were categorized according to the Munich
Information Center for Protein Sequences (MIPS) functional category database, and
their biological functions were proposed by PEDANT. Among the functional categories,
the proteins from the most representative classes belong to metabolism (23 proteins);
energy (17 proteins); synthesis protein (13 proteins); cell rescue, defense, and virulence
(10 proteins); protein fate (9 proteins); and unclassified (20 proteins). The functional
categories of amino acid metabolism (12 proteins) and lipid metabolism (6 proteins)
were more representative in the category of metabolism (Fig. 1). The energy functional
categories include proteins belonging to electron transport and membrane-associated
energy conservation (6 proteins), glycolysis and gluconeogenesis (4 proteins), the
pentose-phosphate pathway (4 proteins), the tricarboxylic acid pathway (2 proteins),
and the methyl citrate cycle (1 protein). The functional categories of synthesis protein
include proteins belonging to ribosome biogenesis (6 proteins), aminoacyl-tRNA-
synthetases (4 proteins), and translation (3 proteins) (Table S1).
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FIG 1 Functional enrichment of proteins identified by chemoproteomics. The argentilactone-interacting
proteins were categorized according to the Munich Information Center for Protein Sequences (MIPS)
functional category database, available at geneontology.org.

Interaction of argentilactone with proteins from energy-related pathways.
Argentilactone interacted with glycolytic enzymes such as 6-phosphofructokinase (PFK)
and glyceraldehyde-3-phosphate dehydrogenase (GAPDH). PFK is an important regu-
latory enzyme of glycolysis, catalyzing the phosphorylation of fructose-6-phosphate to
form expensive fructose-1,6-bisphosphate. In the presence of argentilactone, Paracoc-
cidioides spp. were shown to downregulated PFK (14). Although its classical localization
is cytoplasmic, GAPDH was identified in the vesicle proteome and cell wall of Paracoc-
cidioides lutzii (19, 20). In addition to its role in metabolic reactions, GAPDH is consid-
ered a moonlighting protein of Paracoccidioides spp. with an important role as an
adhesin, an immunoreactive molecule (21), and in response to internalization by
macrophages (22). In the presence of argentilactone, GAPDH was upregulated by
Paracoccidioides spp., suggesting that the interactions of argentilactone-GAPDH and
argentilactone-PFK can interfere in both the primary way of obtaining energy and in
processes of invasion and adhesion during infection. In fact, Prado et al. showed that
glucose consumption was decreased during exposure to argentilactone (14), indicating
that the glycolysis was partially blocked.

Linking the glycolytic pathway to the oxidative pathway of TCA cycle. Tricar-
boxylic acid (TCA), the pyruvate dehydrogenase complex, which is composed of three
enzymes (pyruvate dehydrogenase, dihydrolipoamide acetyltransferase, and dihydroli-
poamide dehydrogenase), converts pyruvate into acetyl-coenzyme A (CoA) (23). The
chemoproteomic analysis identified an argentilactone-interacting, pyruvate dehydro-
genase complex component, Pdx1, a protein that is required for anchoring dihydroli-
poamide dehydrogenase to the dihydrolipoamide transacetylase core of the pyruvate
dehydrogenase complex activity. Depending on the cellular metabolic circumstance,
pyruvate can have three fates, namely, acetyl-CoA that is oxidized by TCA, reduced to
lactate, or converted to ethanol. The reaction mixtures of the TCA cycle are composed
of eight enzymes, some of which are associated with the enzymatic complexes of the
mitochondrial matrix. In relation to the proteins of TCA, argentilactone interacted with
fumarate hydratase and isocitrate dehydrogenase, all of which were then downregu-
lated by P. lutzii in the presence of argentilactone (14, 16). In addition, others proteins
of the TCA cycle, such as citrate synthase, succinate dehydrogenase, and malate
dehydrogenase, were also downregulated in the presence of argentilactone. Faced with
these findings, we hypothesized that argentilactone could interfere in activity of the
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FIG 2 Effect of argentilactone on the enzymatic activity of citrate synthase, malate dehydrogenase, and
pyruvate dehydrogenase. Enzymatic activity was determined using a protein extract of P. brasiliensis. A
statistical analysis was performed using Student’s t test, and samples with P values of =0.05 were
considered statistically significant (*). The tests were performed in triplicate and are arranged on the
graph as arithmetic means. The standard deviations between the triplicates of the samples are repre-
sented by a bar. AL, argentilactone.

TCA modulating the enzymatic activity of important proteins. We investigated the
effect of argentilactone on the enzymatic activity of citrate synthase, malate dehydro-
genase, and pyruvate dehydrogenase (Fig. 2). In fact, it inhibits the activity of these
proteins, which suggests that the pyruvate dehydrogenase complex and TCA are not
fully functional.

An alternative for Paracoccidioides spp. to obtain acetyl-CoA and, thus, feed the TCA
cycle to obtain energy could occur via B-oxidation. In fact, enzymes related to the
degradation of lipids, such as 3-ketoacyl-CoA thiolase, interacted with argentilactone
and were upregulated by P. lutzii in the presence of argentilactone. In addition, the lipid
content was decreased during exposure to argentilactone (14), suggesting that, in
response to the inhibition of the glycolytic pathway by argentilactone, Paracoccidioides
spp. use B-oxidation to obtain acetyl-CoA.

Importantly, the B-oxidation of short-chain fatty acids exclusively generates acetyl-
CoA units, which are intermediates in the TCA cycle, or, in the case of anaplerosis, in the
glyoxylate cycle. During the B-oxidation of long-chain fatty acids besides acetyl-CoA,
propionyl-CoA is generated and then is converted to pyruvate by the methyicitrate
cycle. Argentilactone interacted with 2-methylcitrate synthase. 2-Methylcitrate synthase
is the key enzyme of the methylcitrate cycle, and it is responsible for the condensation
of propionyl-CoA with oxaloacetate to produce methylcitrate, which undergoes dehy-
dration by 2-methylcitrate dehydratase, generating methyl cis-aconitate that is subse-
quently rehydrated to methylisocitrate. The cleavage of methylisocitrate occurs
through the action of 2-methylcitrate lyase, generating pyruvate and succinate prod-
ucts, intermediates of the TCA cycle. Importantly, in addition to the production of TCA
metabolic intermediates, the degradation of propionyl-CoA is essential because of its
toxicity, as has been shown in Aspergillus spp. (24). In addition to the interactions of
argentilactone-2-methylcitrate synthase identified by chemoproteomic analysis, the
proteomic analyses of P. lutzii in the presence of argentilactone showed that
2-methylcitrate dehydratase was upregulated. These data suggest that, in the presence
of argentilactone, the methylcitrate cycle was induced, probably to metabolize
propionyl-CoA or to produce precursors for the TCA cycle.

Interaction of argentilactone with proteins related to amino acid metabolism.
Amino acids play important roles in various cellular processes, such as protein synthe-
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sis, nitrogen and carbon metabolism, and cell signaling. Thus, several pathways con-
cerning amino acids essential to fungal metabolism, such as valine, threonine, trypto-
phan, and methionine, and nonessential amino acids, such as glutamine, glutamic acid,
cysteine, and proline, have been proposed as targets for several compounds with
antifungal activity, because some of those reactions are catalyzed by enzymes absent
from humans (25). Proteins that catalyze the degradation reactions of valine and
leucine, such as 3-hydroxyisobutyryl-CoA hydrolase, 3-hydroxybutyryl-CoA dehydroge-
nase, and 2-oxoisovalerate dehydrogenase, interacted with argentilactone. Those pro-
teins participate in the pathway that converges in the production of malonyl-CoA, a
metabolite that plays an important role in the synthesis and elongation of fatty acids
(26).

The amino acid arginine is used as a precursor for the synthesis of proteins, besides
compounds such as glutamate, creatine, polyamines, ornithine, and urea (27). Argini-
nosuccinate synthase, an enzyme that catalyzes the condensation of citrulline and
aspartame, which form argininosuccinate, the immediate precursor of arginine (28),
was upregulated in the presence of argentilactone (14). Arginine is the precursor of
1-pyrroline-5-carboxylate, a substrate of 1-pyrroline-5-carboxylate dehydrogenase, an
enzyme that catalyzes the irreversible conversion of 1-pyrroline-5-carboxylate to glu-
tamate. This enzyme interacted with argentilactone, and its expression also was up-
regulated in the presence of argentilactone (14).

Cysteine dioxygenase is an important metalloenzyme in the regulation of cysteine
levels (29), and it was identified by chemoproteomics as an argentilactone-interacting
protein. In addition, in the presence of argentilactone, cystathionine synthase and
cysteine synthase transcripts, which are important in cysteine biosynthesis and
glutathione S-transferase, were downregulated (16), suggesting that argentilactone
influences the detoxification system. In fact, transcripts involved in drug detoxifi-
cation were downregulated in the presence of argentilactone, such as the MFS
multidrug transporter, ABC multidrug transporter, trichothecene efflux pump, and
benzoate 4-monooxygenase cytochrome P450 (16).

Interaction of argentilactone with stress response proteins. Stress responses,
such as nutrient depletion and osmotic and heat shock, as well as salt and oxidative
stress, are essential requirements for fungal survival in the natural environment and
during interactions with a host (30). Studies have shown the adaptation of Paracoccid-
joides spp. to stresses such as osmotic stress (31), oxidative stress (32), nutrient
deprivation (33, 34), cell wall stressor agents (35), and drugs (36-39), suggesting
prospects for the research and development of new antifungals.

Heat shock proteins (HSPs) are a large family of molecular chaperones that partic-
ipate in the folding, stabilization, activation, and assembly of several proteins. Although
the name HSP has been employed because of their high expression in cells after
changes in temperature, their function is not only restricted to thermal responses; some
HSPs are constitutively produced and have been associated with several environmental
stresses (40). It was also demonstrated that HSPs play an important role during the
infection process, because they are present on the cell surface. HSP70 and HSP90 are
involved in the HSP90-calcineurin pathway, and they orchestrate the compensatory
repair mechanisms of the cell wall in response to stress induced by caspofungin on A.
fumigatus, thus being associated with resistance to this antifungal agent. In addition,
the inhibition of HSP90, HSP70, and calcineurin may potentiate the effects of caspo-
fungin, thus representing a novel and promising antifungal approach (41).

Argentilactone interacted with several HSPs, which were also upregulated in the
presence of argentilactone (16), among them HSP70 and HSP90. In P. brasiliensis, the
HSP70 and HSP90 family proteins were upregulated in yeast (pathogenic phase),
suggesting its important role in the survival of the fungus for the establishment of
infection (42). The reduced expression of HSP90 in P. brasiliensis by antisense RNA
technology, the decreased yeast cell viability in culture, and interactions with macro-
phages, in addition to increased susceptibility to acid pH environments and oxidative
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FIG 3 Evaluation of reactive oxygen species production. Flow cytometry analysis was used to measure the reactive oxygen
species production. Numbered peaks indicate the autofluorescence of P. brasiliensis (1) and control cells grown in the

absence (2) and presence (3) of argentilactone for 3, 6, and 12 h.

stress, suggests the protective role of HSP90 during adaptation to hostile environments
(43). In addition, HSP90 is involved in the cell differentiation of P. brasiliensis because it
binds and stabilizes calcineurin, a protein associated with the dimorphism process (44).

Our results also showed that several enzymes involved in antioxidant defense and
detoxification, such as peroxiredoxin and superoxide dismutase copper (SOD), inter-
acted with argentilactone. In addition, Aradjo et al. demonstrated that the enzymatic
activity of SOD is increased in the presence of argentilactone and that the SOD mutants
were extremely sensitive to this compound, suggesting that argentilactone can induce the
production of reactive oxygen species (16). The increase in time-dependent ROS in the
presence of argentilactone was investigated and confirmed by flow cytometry (Fig. 3).

The mitochondria, the primary energetic machinery of cells, produce ATP via
oxidative phosphorylation through the coordinated action of four enzymatic com-
plexes and ATP synthase. In addition, its contribution to the maintenance of the redox
potential of the cell and the generation of ROS is evident (45). Under various conditions,
inhibition of electron transfer contributes to increased ROS production. Electron trans-
fer can be inhibited if damage occurs in the electron transport chain or with a low ATP
demand, which may result in an increase in NADH/NAD and the consequent generation
of superoxide anions from the direct transfer of electrons from NADH via FMN to
oxygen (46). Several subunits of ATP synthase interacted with argentilactone, and
they also showed downregulation by P. lutzii in the proteome (14). In addition,
Araujo et al. observed damage in the mitochondrial membrane potential of P. lutzii
that was caused by argentilactone, similar to the effect of antimycin A, the
compound inhibitor of the electron chain (16). These results lead us to believe that
the possible cause of the increase in ROS production is the collapse in the chain of
transport of electrons and the decrease in ATP synthesis.

Interaction of argentilactone with proteins related to cell wall polymer bio-
synthesis. The cell wall is a structure that confers rigidity and protection to the cell
against osmotic changes and environmental stresses, and it is the first site of interaction
with the host cells, thus being considered an important factor of virulence in P.
brasiliensis and a potential target for antifungals (47). The cell wall of Paracoccidioides
spp. is composed of three types of polymers, glucans, mannans, and chitin, which vary
according to their morphological structure (48).

Argentilactone interacted with UDP-N-acetylglucosamine pyrophosphorylase, an
enzyme that catalyzes the synthesis of UDP-acetylglucosamine from glycosamine-1-
phosphate and UTP, which is directly related to the synthesis of chitin from
N-glucosamine (49). This protein was downregulated in the presence of argentilactone
by P. lutzii (14). Moreover, 21 transcripts related to the biogenesis of the P. lutzii cell wall
were downregulated in the presence of argentilactone (16). Taken together, those data
suggest that argentilactone interferes with cell wall metabolism. In fact, this hypothesis
was corroborated in this work, because argentilactone reduced the total carbohydrate
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FIG 4 Quantification of cell wall polymers from P. brasiliensis. The levels of total carbohydrates, N-acetyl-
glucosamine, and B-1,3-glycan were measured in the presence of argentilactone. The data were normalized using
a control in the absence of argentilactone. AS, soluble alkali; Al, insoluble alkali; AL, argentilactone. A statistical
analysis was performed using Student’s t test, and samples with P values of =0.05 were considered statistically

significant (*). The tests were performed in triplicate and are arranged on the graph as arithmetic means. The
standard deviations between the triplicates of the samples are represented by a bar.

level of the cell wall and the N-acetylglucosamine and 3-1,3-glycan polymers levels (Fig.
4). A similar result was observed for thioridazine (50) and oenotein B (38), compounds
that inhibit the growth of P. brasiliensis by acting on cell wall biosynthesis.
Conclusions. An overview of the metabolic changes in Paracoccidioides spp. in the
presence of argentilactone is shown in Fig. 5. Altogether, the results of the transcrip-
tional, proteomics, and chemoproteomics analyses suggest that argentilactone inhibits
metabolic pathways such as those of glycolysis, the TCA cycle, and the glyoxylate cycle.
In addition, it promotes damage in the electron transport chain, causing energetic
depletion. Argentilactone leads to inhibition of polysaccharides synthesis, which is
important for cell wall biosynthesis in P. brasiliensis. Additionally, argentilactone in-
duces reactive oxygen species, leading to inhibition of the growth of P. brasiliensis.

MATERIALS AND METHODS

Argentilactone extraction. The leaves of H. ovalifolia were harvested during the summer of 2016 in
relevant areas of the savanna from the Goiadnia municipality of Goids, Brazil. Their essential oil was
obtained by hydrodistillation, and argentilactone was isolated and identified as previously described by
de Oliveira et al. (9).

Microorganisms and culture conditions. P. lutzii Pb01, P. brasiliensis Pb18, P. americana Pb02 and
Pb03, and P. restrepiensis (PbEPM83, Pb339, and Pb60855 were incubated in liquid Fava-Netto medium
(51) (0.3% protease peptone, 1% peptone, 0.5% [wt/vol] meat extract, 0.5% [wt/vol] yeast extract, 1%
brain heart infusion [BHI], 4% glucose, 0.5% NaCl, 5 ug/ml gentamicin), pH 7.2, for 48 h at 37°C under
shaking. The cells then were centrifuged and washed with phosphate-buffered saline (0.09% Na,HPO,,
0.02% KH,PO,, 0.8% NaCl, 0.02% KCl, pH 7.2), transferred to chemically defined medium RPMI 1640
(Sigma-Aldrich), and incubated for 16 h at 37°C under shaking for the adaptation of the fungal cells.

Determination of the MIC. The determination of the MIC was performed by following recommen-
dations from the Clinical and Laboratory Standards Institute and adapted according to Paracoccidioides
spp., as described by De Paula e Silva et al. (52). In each well of the microplate, dilutions of argentilactone
were added, with addition of the fungal suspension to a final concentration of 1 X 10° cells/ml. To
determine the maximum fungal growth (positive control), cells were placed in the presence of only RPMI
1640 medium. The plates were maintained at 36°C under agitation for 48 h. Subsequently, 20 ul of the
0.02% resazurin solution was added and incubated for 24 h under the same assay conditions. The MIC
was visually determined at the point at which there was no change in the original blue color of the
reagent.

Determination of the MFC. The minimum fungicidal concentration was determined by following
Takahagi-Nakaira et al. (53). The Paracoccidioides species cells were incubated with argentilactone, which
was serially diluted while maintaining the same concentrations and culture conditions used in the MIC
test. For each well, a subculture was performed by transferring 50 ul of the corresponding MIC material
to a petri dish containing solid Fava-Netto medium. As a control for fungal growth, an aliquot of the
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FIG 5 Overview of the metabolic changes in P. brasiliensis in the presence of argentilactone. Proteins interacting with argentilactone and
modulated expression in the presence of argentilactone include the following: phosphofructokinase (PFK), pyruvate dehydrogenase (PDH), citrate
synthase (CS), isocitrate dehydrogenase (IDH), malate dehydrogenase (MDH), succinate dehydrogenase (SDH), superoxide dismutase (SOD),
peroxiredoxin (PRX1), thioredoxin (TRX), ATP synthase, mannose-1-phosphate guanyltransferase (MPGT), phosphomannomutase (PMM), UDP-N-
acetylglucosamine pyrophosphorylase (NAPP), betaine aldehyde dehydrogenase (BAD), glutathione S-transferase (GST), alcohol dehydrogenase
1 (ALD), isocitrate lyase (ICL), malate synthase (MLS), aspartate aminotransferase (AAT), 4-aminobutyrate aminotransferase (ABAT), dehydrogenase
(SSD), 1-pyrroline-5-carboxylate dehydrogenase (PYC), 2-methyicitrate dehydratase (2-MCD), 2-methylcitrate synthase (2-MCS), acyl-CoA dehy-
drogenase (ACD), MFS multidrug transporter (MFS), benzoate 4-monooxygenase cytochrome P450 (BMC), ABC multidrug transporter (ABC), and
trichothecene efflux pump (TEP). The letters in parentheses indicate the following: C, argentilactone-interacting proteins revealed by chemo-
proteomics analysis; P, differentially expressed proteins in the presence of argentilactone (14); and T, differentially expressed transcripts in the
presence of argentilactone (16). The underlined proteins are upregulated, and proteins that are not underlined are downregulated during
proteomics or transcriptomics analysis. The symbol of an Erlenmeyer flask with a checkmark on it refers to the processes that were validated
experimentally to confirm the influence of argentilactone (proteomic, transcriptomic, and chemoproteomics analysis). The red down arrows
indicate processes downregulated/inhibited by argentilactone. Red up arrows indicate processes upregulated/induced by argentilactone.
Asterisks refer to experimental validation of the inhibition of isocitrate lyase by the natural compound argentilactone (15). Dotted arrows
summarize processes that have many steps.

positive control was also plated. The plates were incubated at 37°C for 7 days, with subsequent
absorbance readout. The MFC was defined as the lowest concentration at which fungal growth was not
visualized.

Cytotoxicity against mammalian cells. The A549 (ATCC CCL-185), BALB/c 3T3 clone A31 (ATCC
CCL-163), and AMJ2-C11 (ATCC CRL-2456) cells were cultured in Dulbecco’s modified Eagle’s medium
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(DMEM; Sigma-Aldrich) supplemented with 10% fetal bovine serum (Nutricell, Sdo Paulo, Brazil). A total
of 1 X 10° cells/ml were incubated with different concentrations of argentilactone for 48 h at 37°C and
5% CO,. A volume of 20 ul of 0.02% resazurin was added to each microwell and incubated for 24 h.
The cytotoxic concentration (CC) was visually determined at the point at which there was no change
in the original blue color of the reagent. The following expression determined the selectivity index
of the argentilactone: SI = CC/MIC.

Cytoplasmic protein extraction. P. brasiliensis cells of strain Pb18 (ATCC 32069) were grown in liquid
Fava-Netto’s medium (0.3% protease peptone, 1% peptone, 0.5% meat extract, 0.5% yeast extract, 1%
BHI, 4% glucose, 0.5% NaCl, and 5 ug/ml gentamicin, pH 7.2) for 3 days at 37°C with shaking. The cells
were subsequently centrifuged and resuspended in ammonium bicarbonate buffer (57 mM, pH 8.8).
Protein extraction was performed by mechanical cell lysis using glass beads. The cell lysate was
centrifuged at 5,000 X g for 15 min at 4°C to obtain a supernatant containing protein extract. The
integrity of the protein extract was verified by SDS-PAGE and quantified with Bradford reagent (54).

Affinity chromatography. Initially, a wavelength scanning of the argentilactone solution (1 mg/ml)
was performed using wavelengths of 205 to 565 nm to verify the absorption range of argentilactone. For
the assay, the wavelength of 265 nm was selected to monitor the absorbance of argentilactone.
Argentilactone was immobilized on a chromatographic column containing an Octyl-Sepharose resin (GE
Healthcare Life Sciences, Chicago, IL). Two milliliters of resin was added to a chromatographic column
and then washed with 10 ml of ultrapure water. The resin was subsequently incubated with 1.5 ml of
argentilactone (1 mg/ml) for 30 min, performed 5 times for complete immobilization. After each
incubation, the absorbance of the solution exiting the system was measured. The saturation of the resin
with argentilactone was verified by comparing the absorbance of argentilactone (wavelength, 265 nm)
in the initial solution (1 mg/ml) and that after incubation with the resin.

The Octyl-Sepharose column containing immobilized argentilactone and the column without immo-
bilized argentilactone (the control chromatographic column) were incubated with 6 mg of protein from
Pb18 for 1 h on ice. After incubation, the column was washed with 10 ml of 50 mM ammonium
bicarbonate buffer solution (pH 8.5). The presence of proteins was monitored during the washing process
using the Bradford quantification method and polyacrylamide gel electrophoresis to ensure that all
noninteracting proteins were removed. The argentilactone-interacting proteins and control column-
interacting proteins were eluted by adding 4 ml of 75% acetonitrile. The samples were lyophilized and
conditioned at —20°C until their identification. The sample was acquired from three biological replicates.

Tryptic digestion and data acquisition by nanoUPLC-MSE. The proteins (argentilactone-
interacting proteins and column-interacting proteins) were enzymatically digested and processed as
described previously (55). To 50 ug of protein extract, 25 ul of RapiGEST 0.2% (vol/vol) (Waters
Corporation, Milford, MA) was added, and the sample was vortexed and incubated at 80°C for 15 min.
The reduction of disulfide bonds was subsequently performed by adding 2.5 ul of 100 mM dithiothreitol
(DTT) (GE Healthcare), and the sample was incubated at 60°C for 30 min. Thereafter, 2.5 ul of a 300 mM
iodoacetamide (GE Healthcare) solution was added for cysteine alkylation, and the sample was incubated
in the dark at room temperature for 30 min. Ten ul of trypsin (Promega, Madison, WI, USA), prepared in
50 mM ammonium bicarbonate, next was added at 50 ng/ul. The sample was then digested at 37°C for
16 h. A RapiGEST precipitation was performed by adding 10 ul of 5% (vol/vol) trifluoroacetic acid (TFA)
(Sigma-Aldrich, St. Louis, MO), followed by incubation at 37°C for 90 min. The sample was centrifuged at
13,000 X g at 6°C for 30 min. The supernatant was dried in a vacuum concentrator. All of the resulting
peptides were suspended in 45 ul of a solution containing 20 mM ammonium formate and 150 fmol/ul
PHB (rabbit phosphorylase B) (Waters Corporation). The MassPREP protein was used as an internal
standard.

The nanoscale liquid chromatography separation of tryptic peptides was performed using a nano-
ACQUITY system (Waters Corporation) equipped with a nanoEase 5-um Bridge BEH130 C,4 300-um by
50-mm precolumn, trap column (5 um, 180 um by 20 mm), and BEH130 C,4 1.7-um, 100-um by 100-mm
analytical reversed-phase column (Waters Corporation). The peptides were separated into five fractions,
10.8%, 14%, 16.7%, 20.4%, and 65%, in acetonitrile-0.1% (vol/vol) formic acid, at a flow rate of 2,000
ul/min. The source was operated in the positive ionization mode of nano-ESI(+). To perform external
calibration, the masses were corrected based on Glu-fibrinopeptide B (GFP; Sigma-Aldrich) with a
molecular mass of 785.8486. A GFP solution in 50% (vol/vol) methanol and 0.1% (vol/vol) formic acid was
used at a final concentration of 200 fmol/ul, as delivered by the reference sprayer of the NanoLockSpray
source for mass spectrometer. Mass spectrometry analysis was performed using a Synapt G1 mass
spectrometer (Waters) equipped with a NanoElectronSpray source and two mass analyzers, a quadrupole,
and a time-of-flight (TOF) sensor operating in the V-mode. Data were obtained using the instrument in
MSE mode. The sample was analyzed from three technical replicates.

Data processing and protein identification. MS raw data were processed using ProteinLynx Global
Server, version 2.4 (Waters Corporation). The data were subjected to automatic background subtraction,
deisotoping, and charge state deconvolution. After processing, each ion comprised an exact mass-retention
time that contained the retention time, intensity-weighted average charge, inferred molecular weight based
on charge, and m/z. The processed next spectra were searched against Pb18 protein sequences (Broad
Institute; http://www.broadinstitute.org/annotation/genome/paracoccidioides_brasiliensis/Multiome.html) to-
gether with the reverse sequences.

The mass error tolerance for peptide identification was under 50 ppm. The parameters for protein
identification included the following: (i) the detection of at least 2 fragment ions per peptide, (i) 5
fragments per protein, (iii) the determination of at least 1 peptide per protein, (iv) carbamidomethylation
of cysteine as a fixed modification, (v) the phosphorylation of serine, threonine, and tyrosine and the
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oxidation of methionine (considered variable modifications), (vi) maximum protein mass of 600 kDa, (vii)
one missed cleavage site allowed for trypsin, and (viii) maximum false discovery rate (FDR) of 1%. The
minimum repeat rate for each protein in all replicates was 2. The tables of peptides and proteins
generated by the PLGS were merged, and the data on the dynamic range, peptide detection type, and
mass accuracy were calculated for each sample, as previously described using the software MassPivot
v1.0.1 (56), FBAT (57), Spotfire v8.0 (TIBCO software), and Microsoft Excel (Microsoft). The argentilactone-
interacting proteins were categorized according to the functional category database Munich Information
Center for Protein Sequences (MIPS), which is available at geneontology.org. Their biological functions
were proposed by the PEDANT genome database (http://pedant.gsf.de/). The NCBI database was
employed to annotate the uncharacterized proteins (https://www.ncbi.nlm.nih.gov/).

The mass spectrometry proteomics data have been deposited in the ProteomeXchange Consortium
(http://proteomecentral.proteomexchange.org) via the PRIDE partner repository (58) with the data set
identifier PXD007680 for the sample argentilactone-interacting proteins and PXD008858 for the sample
column-interacting proteins.

Enzymatic activity. The enzymatic activities were explored using a crude extract of P. brasiliensis
Pb18 cells.

Malate dehydrogenase. The malate dehydrogenase activity was measured using a final concentra-
tion of 20 mM oxalacetic acid (Sigma-Aldrich), 2 mM NADH (Sigma-Aldrich), 50 mM Tris HCl, pH 7.5, and
36 wg/ml argentilactone. The control sample was prepared without argentilactone. The reaction was
initiated by adding 10 ug of protein extract. The decrease in absorbance due to the oxidation of NADH
was monitored at 340 nm for 30 min. A unit of malate dehydrogenase was defined as the oxidation of
1 wmol of NADH per minute at 37°C, based on the standard curve of NADH.

Pyruvate dehydrogenase. The pyruvate dehydrogenase activity was measured by following the
manufacturer’s instructions (Sigma-Aldrich) at 37°C. Argentilactone at a final concentration of 36 ug/ml
and 10 ug of protein extract were added to the assay. The NADH formation was monitored at 450 nm
and was quantified using the standard curve. One unit of pyruvate dehydrogenase is the amount of
enzyme that generated 1 umol of NADH per min.

Citrate synthase. The enzymatic activity of the citrate synthase was determined as previously
described by Brock et al. (59). The reaction of 5,5'-dithiobis-2-nitrobenzoate (DTNB) with CoA, forming
5-thio-2-nitrobenzoic acid, gives a yellowish coloration to the reaction mixture detected at 412 nm. Final
concentrations of 50 mM Tris-HCI, pH 8.0, 0.2 mM acetyl-CoA (Sigma-Aldrich), T mM oxaloacetate
(Sigma-Aldrich), 1T mM DTNB (Sigma-Aldrich), and 36 wg/ml argentilactone were used, with the final
volume being 150 ul. The sample control was set up and performed without argentilactone. The reaction
was started by adding 10 ug of protein extract from Pb18, and the reading was completed after 35 min.
One unit was defined as the release of 1 wmol CoA per min per ml at 37°C, based on the standard DTT
curve, when varying the concentration from 0.5 mM to 25 mM.

Quantification of cell wall polymers. The cell wall polymers were quantified as described by
Tomazett et al. (35). A total of 1 X 10° cells were inoculated in the presence of 36 ug/ml argentilactone.
Cells grown in the absence of the compound were used as the sample control. After 48 h of incubation,
the cells were centrifuged and washed twice with 50 mM Tris-HCl buffer, pH 7.5, and then were
resuspended in the same buffer with added glass beads for mechanical cell lysis. The cell wall was
separated from the cytoplasmic fraction after centrifugation at 10,000 X g for 10 min. The soluble
fraction was separated from the insoluble fraction after adding 1T M NaOH and 500 mM sodium
borohydrate.

To determine the total carbohydrates, T mg of the dry weight of the cell walls was dissolved in 1 ml
of 75% sulfuric acid and the mixture was stirred for 30 min. Subsequently, 30 ul of 5% phenol was added
and the sample was incubated at 90°C for 5 min. The reading was performed using a wavelength of 490
nm. Quantification was performed based on the standard glucose curve.

To quantify N-acetylglucosamine, 2 mg of the cell wall sample was dissolved in 1 ml of 8 M HCI,
followed by incubation at 100°C for 4 h. Thereafter, the solution was neutralized with 900 ul of 8 M NaOH.
To the neutralized extract, 100 ul of 3 M Na,CO, solution was added, followed by incubation for 20 min
at 100°C. Subsequently, 700 ul of ethanol and 100 ul of Ehrlich’s reagent were added. The reaction was
quantified at 520 nm. The quantification of N-acetylglucosamine was performed in comparison with the
standard curve of glycosamine.

To quantify the 1,3-B-p-glycan, 1 mg of the insoluble fraction was added to 200 ul of Tris DTT buffer
(50 mM Tris HCI, pH 7.5, and 10 mM DTT) and 2 ul of glucanase, followed by incubation for 12 h at 37°C.
The mixture was centrifuged, and the supernatant was collected for quantification. In one tube, 50 ul of
the digestion was mixed with 1.5 ml of the 4-hydroxybenzoic acid hydrazide solution, and then the
sample was incubated for 10 min at 100°C. Two hundred ul of the mixture was dispensed into the
microplate, and the reading was performed at a wavelength of 410 nm. The quantification of 1,3-3-b-
glycan was based on the results of the standard glucose curve. Laminarin was used as a negative control.

Evaluation of reactive oxygen species production. A total of 1 X 10° cells were treated with 36
ng/ml of argentilactone for 3, 6, and 12 h at 37°C and then centrifuged at 5,000 X g and incubated with
20 uM 2',7'-dichlorofluorescein diacetate for 30 min at room temperature under shelter from light. The
cells next were washed and resuspended in 1 ml of phosphate-buffered saline. The fluorescence intensity
was determined by flow cytometry using an Accuri C6, FL1-H channel (BD Biosciences, Ann Arbor, MI).
A total of 10,000 events were considered for analysis.

Statistical analysis. The experiments were performed in triplicate and were arranged on the graph
as arithmetic means. Statistical analysis was performed using Student'’s t test, and samples with a P value
of =0.05 were considered statistically significant.
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