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Abstract: Cryptococcus neoformans is an encapsulated yeast responsible for more than 180,000 deaths
per year. The standard therapeutic approach against cryptococcosis is a combination of amphotericin
B with flucytosine. In countries where cryptococcosis is most prevalent, 5-fluorocytosine is rarely
available, and amphotericin B requires intravenous administration. C. neoformans biofilm formation
is related to increased drug resistance, which is an important outcome for hospitalized patients. Here,
we describe new molecules with anti-cryptococcal activity. A collection of 66 semisynthetic derivatives
of ursolic acid and betulinic acid was tested against mature biofilms of C. neoformans at 25 µM. Out of
these, eight derivatives including terpenes, benzazoles, flavonoids, and quinolines were able to cause
damage and eradicate mature biofilms. Four terpene compounds demonstrated significative growth
inhibition of C. neoformans. Our study identified a pentacyclic triterpenoid derived from betulinic acid
(LAFIS13) as a potential drug for anti-cryptococcal treatment. This compound appears to be highly
active with low toxicity at minimal inhibitory concentration and capable of biofilm eradication.
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1. Introduction

The increased frequency and drug resistance of invasive fungal infections is an expanding public
health problem worldwide, which has been neglected over the years [1]. It is estimated that 1.2 billion
people worldwide suffer from such diseases [2]. Research on cryptococcosis, in particular, receives less
than 0.5% of the total global research funding, and is classified by the G-Finder survey amongst the
most poorly funded diseases [3].

Cryptococcus neoformans is an encapsulated yeast responsible for more than 180,000 deaths per
year [4]. After the inhalation of spores, the yeast reaches the human lungs and efficiently disseminates
to the brain, causing meningitis in immunosuppressed hosts [5]. C. neoformans also grows as a biofilm
in architectural flower-like clusters [6]. The increased resistance of C. neoformans to antimicrobial
therapies and host immune mechanisms is associated with its biofilm formation capacity [7].

The standard therapeutic approach against cryptococcosis is a combination of amphotericin B
with flucytosine (also known as 5-fluorocytosine) [8]. The high mortality rates of cryptococcosis are
associated with poor and late diagnosis, drug resistance, and low availability of treatments [9]. The
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estimated cost of 15 days of hospitalization for the intravenous treatment of cryptococcosis with
liposomal amphotericin B can reach up to €20,000 in Europe [10], a prohibitive cost for the vast
majority of patients and public health services. In countries where cryptococcosis is most prevalent,
5-fluorocytosine is rarely available [8], the intravenously treatment demands medical infrastructure,
and amphotericin B is nephrotoxic [11]. Fluconazole is frequently used as an alternative treatment,
although emerging resistance to this antifungal was described in different strains of Cryptococcus spp.
and Candida spp. [12,13]. In the last 30 years, the last class of antifungals approved for clinical use was
echinocandins in 2002, which also proved to be inefficient for C. neoformans [14].

Natural products may have potential for the development of new classes of drugs with high
activity, low toxicity, and the capacity to undergo chemical optimizations [15]. Ursolic acid (UA) and
betulinic acid (BA) are pentacyclic triterpenes extracted from natural sources, described as a promising
antimicrobial, anticancer, and anti-inflammatory molecule [16,17]. The activity of semisynthetic
derivatives of pentacyclic triterpenes against Staphylococcus aureus biofilm formation and bacterial
growth has been reported [18].

Considering the need for new antifungals, herein, we aimed to find new molecules with
anti-cryptococcal activity in a collection of 66 semisynthetic derivatives. Our study identified a
pentacyclic triterpenoid derived from BA (LAFIS13) as an efficient future therapeutic molecule, with
high activity, low toxicity, and capability to modulate biofilm development.

2. Materials and Methods

2.1. Strains and Growth Conditions

C. neoformans strain H99 (serotype A), B3501 (serotype D) and Cryptococcus gattii strain R265
(serotype B) were maintained in YPD agar. For capsule size determination, C. neoformans H99 was
cultivated in minimal medium composed of MgSO4 (10 mM), KH2PO4 (29 mM), glycine (13 mM),
glucose (15 mM), and thiamine-HCl (3 µM), pH 5.5, for 72h at 37 ◦C in 5% CO2. The cell line J774.16
(murine macrophages) was maintained in Dulbecco’s Modified Eagle Medium (DMEM) supplemented
with 10% fetal bovine serum (FBS) at 37 ◦C in 5% CO2.

2.2. Screening of a Semisynthetic Compounds Collection for Biofilm-Damaging Molecules

C. neoformans B3501 cells can adhere to a surface and form biofilms. Biofilm formation is related to
increased drug resistance in cryptococcosis treatment [19]. We evaluated a collection of 66 semisynthetic
compounds from different sources to select molecules and chemical classes able to cause damage to
mature biofilms of C. neoformans B3501. Each compound was diluted to 0.1 M in DMSO (dimethyl
sulfoxide) and stored at −20 ◦C until further use. The compounds were diluted in MilliQ water to a
final DMSO concentration <0.1%. To test biofilm damage caused by each compound, the samples were
tested at a concentration of 25 µM. C. neoformans B3501 was grown overnight in YPD broth, washed twice
with PBS, and 107 cells were suspended in 100 µL of RPMI 1640 and added to each well. The yeast was
incubated for 48 h at 37 ◦C. The mature biofilm was washed twice with PBS to remove the planktonic
cells and then incubated with the compounds in RPMI 1640. For relative growth analysis, the optical
density at 600 nm (OD600) was read. To analyze the relative biofilm damage, the crystal violet assay was
performed, and the optical density at 570 nm was read using a SpectraMax i3x microplate reader.

2.3. Analysis of Antifungal Activity

The values of minimum inhibitory concentrations (MICs) for all species were determined using
the protocol established by the European Committee on Antimicrobial Susceptibility Testing (EUCAST)
with minor modifications [20]. The selected compounds were serially diluted (437.9 to 1 µM) in
RPMI 1640 (pH 7.2; 2% glucose) buffered with MOPS (3-(N-morpholino) propanesulfonic acid).
The microplates were incubated at 37 ◦C for 48 h. The MIC values corresponded to the lowest
concentration able to inhibit fungal growth.
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2.4. Evaluation of the Main Virulence Determinants of C. neoformans Treated with the BA Active Derivative
N-{3-[4-(3-Aminopropyl)piperazinyl]propyl}-3-O-acetylbetulinamide (LAFIS13)

Pigmentation, urease activity, and capsule formation of C. neoformans were evaluated when
the yeast was treated with the BA active derivative at MIC x 0.5, MIC x 0.25 [21], or subinhibitory
concentration. Melanin production was visually analyzed by plating 105 cells of the H99 strain in
minimal medium agar with L-dopa (1 mM) and incubating with the BA active derivative for 72 h at
37 ◦C. Urease activity was evaluated according to standard protocols with minor modifications [22].
H99 cells (108) and the BA active derivative were incubated in rapid Robert’s urea broth (RUH) for 4 h
at 37 ◦C in a rotatory shaker at 700 rpm. The C. neoformans cells were centrifuged for 3 min at 5000 rpm.
The supernatant was collected and diluted with MilliQ water. The absorbance at 560 nm (OD560) was
read. All readings below 0.3 indicated ureolysis. For capsule measurements, C. neoformans cells were
incubated in minimal medium with the BA active derivative for 72 h at 37 ◦C in 5% CO2. The cells
were stained with India ink and analyzed by light microscopy; the cells and the capsule size of 50 cells
per condition were measured using the ImageJ software (NIH) [23].

2.5. Analysis of Synergistic Effects

The synergistic activity of the BA active derivative and the standard drugs amphotericin B and
fluconazole, against C. neoformans H99 was determined on the basis of the calculation of the fractional
inhibitory index (FIC). The BA active derivative (denominated drug A) was serially diluted (17.1
to 2.3 µM) in 96-well plates. The standard antifungals (denominated drug B) were serially diluted
(8 dilutions) from 16 to 0.125 µg/mL (amphotericin B) or from 64 to 0.5 µg/mL (fluconazole) [20]. FIC
was defined as:

MICcombined
MICdrugAalone

+
MICcombined

MICdrugBalone

Synergism was categorized as follows: synergistic effect, FIC < 0.5; no effect, FIC 0.5–4; antagonist
effect, FIC > 4 [24].

2.6. Scanning Electron Microscopy

To analyze the ultrastructure of C. neoformans B3501 after the treatment with the BA active
derivative (291 µM), biofilm damage and capsule formation assays were performed. Scanning
electron microscopy preparation was performed according to Lopes and Vainstein, 2017 with minor
modifications [6]. The wells were washed three times with PBS, and cryptococcal adherent cells were
fixed with 500 µL of 2.5% glutaraldehyde in 0.1 M cacodylate for 1 h at room temperature. Then,
the wells were washed twice in post-fixative solution (0.1 M cacodylate, 2 mM MgCl2, and 0.2 M
sucrose). The samples were serially dehydrated in alcohol (30%, 50%, and 70%, for 5 min, then 95%
and twice with 100%, for 10 min), then subjected to critical point drying (EM CPD 200, Leica) and
sputter-coating with gold–palladium (15–20 nm), and finally examined with the Auriga Zeiss or Zeiss
MA10 microscope. Microscopic fields were randomly selected.

2.7. Cell Viability Assay

J774.16 peritoneal macrophages were seeded in 96-well culture plates at 37 ◦C and 5% CO2,
containing DMEM supplemented with 10% (v/v) FBS, 100 U/mL penicillin, and 100 µg/mL streptomycin
at a density of 105 cells per well. After 18 h, the cells were exposed to different concentrations
of the BA active derivative (11.4 µM and 291.9 µM) for 2, 4, and 24 h in DMEM supplemented
with 10% FBS. The MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) assay was
performed as a colorimetric method for evaluating cell viability. After each incubation, 100 µL of
MTT solution dissolved in PBS was added into each well, and the cells were incubated at 5% CO2

for 3 h at 37 ◦C. Subsequently, the supernatant was discarded, and 100 µL of DMSO was added
to each well. Mitochondrial dehydrogenase enzymes in the viable cells reduce tetrazolium salts
forming purple formazan, which can be quantified by reading the absorbance using a microplate
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reader (SpectraMax i3 - Molecular Devices). The results are expressed as the difference between the
readings (570–630 nm) [25,26].

2.8. Toxicity in Galleria mellonella

To analyze the toxicity of LAFIS13 or amphotericin B, a single dose (10 µL) was injected into the
last right proleg of G. mellonella larvae using a Hamilton syringe. Ten similar-sized larvae (about 300 mg)
were selected. The final concentrations of the compounds in each larva ranged from 2.58 to 13 µg/g larvae
(equivalent to 11.4 µM and 57.7 µM) for LAFIS13 and was 2 µg/g larvae for amphotericin B. Controls
were injected with PBS only. Larval survival was monitored for 10 days. Insignificant differences in larval
survival between the treated group and the control group indicated a lack of toxicity [27].

2.9. In Silico Predictions of the Pharmacokinects Profile of the BA Active Derivative

The structure of amphotericin B was downloaded from PubChem (https://pubchem.
ncbi.nlm.nih.gov/), and the tridimensional structure of the BA active derivative (N-{3-[4-(3-
aminopropyl)piperazinyl]propyl}-3-O-acetylbetulinamide) was built using the on-line version of Corina,
which ascribes to 3-D structures pre-defined bond lengths and angles depending on the type of bond,
type of atom, and hybridization state [28,29]. Corina also defines the most probable torsional angles
according to the nature of the structure (acyclic, small/medium rings, macro/polycyclic, etc.), being
able to correctly reproduce a varied number of X-ray structures [29]. Molecular geometries were then
refined using the AM1 semi-empirical force field with the Broyden–Fletcher–Goldfarb–Shanno (BFGS)
algorithm [30]. The structure was considered optimized when its conformational energy gradient was
below 0.001 kcal mol−1. Both the piperazine nitrogens and the primary amine of N-{3-[4-(3-aminopropyl)
piperazinyl]propyl}-3-O-acetylbetulinamide, as well as the carboxylic acid/amino group of amphotericin
B were assumed as ionized at the physiological pH for the subsequent calculations. Such protonation
states at the physiological pH were predicted using the MarvinSketch 16.5.2.0, 2016, ChemAxon
(http://www.chemaxon.com).

Molecular Discovery VolSurf Plus 1.0.4 was then used to estimate the main pharmacokinetic
parameters of the BA active derivative: distribution coefficient, hydrosolubility, plasma proteins binding,
CYP3A4 metabolic stability, Caco-2 permeability, and blood–brain barrier (BBB) permeability. The
software calculates molecular descriptors based on the three-dimensional GRID molecular interaction
fields and has been successfully used to predict the ADMETox properties of a number of drugs [31].

The hydrosolubility was expressed as −Log[Soly], where Soly is the solubility in water (mol/L)
at 25 ◦C. Compounds are predicted to have a poor solubility when −Log[Soly] is lower than −4,
a medium solubility when −Log[Soly] is between −4 and −1, and a high solubility when −Log[Soly] is
equal or higher than −1. The cytochrome P450 3A4 (CYP3A4) metabolic stability estimates the final
concentration of a compound incubated for 60 min with a fixed concentration of the enzyme at 37 ◦C,
whereby compounds with a final concentration greater than or equal to 50% are considered stables.
Caco-2 cell permeability was expressed using transformed values, according to which a positive
index indicates that the compound is well absorbed, and a negative indicates that the compound
is poorly absorbed. Compounds are assumed as brain-penetrating for LogBB > 0.5, with moderate
permeation for 0.5 ≤ LogBB < 0, with reduced ability to cross the BBB for 0 ≤ LogBB < −0.3, or very
little brain-penetrating when LogBB < −0.3 [31].

The software Meteor 2.0 was used to predict the metabolic pathways of the BA active derivative.
Simulations included phase I and II biotransformations processed until the 3rd generation of metabolites,
where all the molecules are conjugated or display low log P values, being more likely to be excreted.
The analysis of toxicophoric groups regarding the parent structure and their proposed metabolites
was carried out using the software Derek 2.0 in order to model the toxicity endpoints, including
carcinogenicity, mutagenicity, genotoxicity, skin sensibilization, teratogenicity, airways hyperreactivity,
hepatotoxicity, neurotoxicity, among others. Meteor and Derek identify metabolic reactions and
toxicophoric groups (structural moieties in a specific compound that can exert toxic effects), respectively,

https://pubchem.ncbi.nlm.nih.gov/
https://pubchem.ncbi.nlm.nih.gov/
http://www.chemaxon.com
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through a knowledge-based system wherein structure–property correlations are searched from a
database built from relevant literature concerning metabolic and toxicological data [32].

2.10. Statistical Analyses

Statistics were obtained with GraphPad Prism 6.0 software. To analyze toxicity in the G. mellonella
survival curve, the Logrank test for trend and the Gehan-Breslow-Wilcoxon test were used. The variance
two-way ANOVA was carried out using Tukey’s comparisons for minimal inhibitory concentrations.
One-way ANOVA performed using Dunnett’s multiple comparisons was used for the minimal biofilm
eradication concentration assay.

3. Results

3.1. Selection of the BA Active Derivative LAFIS13 as a Potential Agent against Cryptococcal Biofilm

The collection of 66 compounds was tested against mature biofilms of C. neoformans B3501 at
25 µM, and the relative yeast growth was quantified. The terpenes demonstrated complete inhibition of
C. neoformans among the tested chemical classes. Biofilm eradication was seen for terpenes, benzazoles,
flavonoids, and quinolines, being able to cause biofilm damage, with a threshold of 50% (Figure 1).

Derivatives of quinolines [33], flavonoids [34], and terpenes have been described with antimicrobial
activities. It has already been demonstrated in Candida albicans that terpenes have antifungal and
antibiofilm effects [35]. LAFIS13, a pentacyclic triterpene, was selected among the other terpenes due
to its recently described promising properties and the absence of a negative impact on hematological
and biochemical parameters [36]. LAFIS13 was obtained as described previously [37]. The chemical
structure was confirmed using full spectroscopy data (IR, 1H, 13C NMR, HR-EI-MS, and elemental
analysis data), and was consistent with that previously described.

Figure 1. Analysis of growth inhibition and biofilm damage in the presence of molecules from the
collection of semisynthetic compounds. (a) Relative growth inhibition. (b) Relative biofilm damage
measured by crystal violet staining. The results were normalized using Cryptococcus neoformans without
the compounds. The colors represent the same compound in the two experiments. Crossed white
circles indicate LAFIS13. All molecules were used at a concentration of 25 µM.
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3.2. Minimal Biofilm Damage Concentration of LAFIS13

C. neoformans biofilms are described as resistant to azoles and other antifungal drugs at high
concentrations [19]. The resistance of biofilms to conventional treatment is important due to the
increasing use of ventriculoperitoneal shunts to manage intracranial hypertension [7]. LAFIS13 at the
concentration of 129.7 or higher caused significant damage to mature biofilms of C. neoformans B3501
(Figure 2a).

SEM examination was used to visualize differences in the microarchitecture between control and
LAFIS13-treated C. neoformans biofilms and indicated that LAFIS13 at 291 µM eradicated established
biofilms (Figure 2a,b).

Figure 2. Effect of LAFIS13 on mature biofilms of Cryptococcus neoformans. (a) Metabolic activity of
untreated and LAFIS13-treated C. neoformans strain B3501 biofilms measured by the XTT reduction
assay. Mature biofilms were incubated with various concentrations (5.1 to 437.9 µM) of LAFIS13 for
24 h; each biofilm damage was compared to that of a biofilm incubated without the triterpene. Bars
are the averages of three XTT measurements, and brackets denote standard deviations. **, p < 0.01
and ****, p < 0.0001 in comparing the untreated and LAFIS13-treated groups. (b) Scanning electron
microscopy images of untreated C. neoformans B3501 biofilm formed on glass coverslips. (c) SEM image
of C. neoformans B3501 biofilm treated with 291 µM shows biofilm eradication. Scale bar: 40 µm.

3.3. LAFIS13 is Fungicidal against Cryptococcus spp.

To test the fungicidal activity of LAFIS13, the minimal inhibitory concentration test was performed.
Observed MIC and minimum fungicidal concentration (MFC) values were different for C. neoformans
and C. gattii. The MIC and MFC values for C. neoformans B3501 and H99 were both 11.4 µM, while
those for C. gattii R265 were 7.6 µM.

3.4. Evaluation of Potential Synergism between LAFIS13 and Standard Antifungals

Although the need for new antifungal therapies is clear, drug research and development are costly.
Synergy between drugs could be an alternative approach. To evaluate whether the association of
LAFIS13 with amphotericin B or fluconazole results in improved activity against C. neoformans H99, the
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FIC index was calculated (Table 1). We found that LAFIS13 demonstrated a synergistic effect against C.
neoformans when combined with fluconazole, but no synergy was found for amphotericin B.

Table 1. Impact of the association of LAFIS13 (drug A) with amphotericin B (AmB) or fluconazole (Flu)
(drug B) on the antifungal activity against C. neoformans H99.

(Drug A) (Drug B)

MIC alone
(µg/mL)

MIC combined
(µg/mL)

MIC alone
(µg/mL)

MIC combined
(µg/mL) FIC 1

LAFIS13 7.76 0.648 AmB 0.41 0.33 0.89
LAFIS13 7.76 0.648 Flu 7.00 1.58 0.31

1 Fractional inhibitory concentration index (FIC); synergistic: FIC ≤ 0.5; indifferent FIC > 0.5–4; antagonist:
FIC > 4 [24].

3.5. Effects on Capsule Size, Urease Production, and Melanization of Cryptococcus Neoformans

To evaluate whether LAFIS13 could modulate virulence determinants in Cryptococcus spp., capsule
induction, urease and melanin production were evaluated in the presence of the triterpene. LAFIS13
was unable to modulate the virulence determinants tested.

3.6. LAFIS13 Is Non-Toxic at MIC

To evaluate the toxicity of LAFIS13, the MTT cell viability assay was performed in mammalian
cells. Our results showed that the viability of J774.16 peritoneal macrophages was maintained after
treatment with LAFIS13 at MIC of 11.4 µM. However, cytotoxicity was observed upon acute exposure
and chronic exposure to LAFIS13 at 291.9 µM concentration (Figure 3a). The toxicity of LAFIS13 in G.
mellonella was evaluated for 10 days. The survival curve did not demonstrate any significant differences
when compared to the control survival curve (PBS), which indicates that the compound is not toxic
(Figure 3b).

Figure 3. In vitro and in vivo toxicity assays. (a) Cytotoxicity was analyzed using J774.16 peritoneal
macrophages; the compound was not toxic at 11.4 µM; (b) survival curve of Galleria mellonella during
10 days. No deaths were observed in the LAFIS13 group.

3.7. In Silico Predictions of LAFIS13 Pharmacokinects Profile

More than 65 years after its discovery, amphotericin B (with or without 5-flucytosine) remains
the gold standard for the therapy of cryptococcosis, a very alarming fact considering that more
than 30% of the patients experience drug-related nephrotoxicity [38,39]. Therefore, the challenge
is the development of better-tolerated and metabolically stable drugs that are still effective in the
treatment of a very life-threatening condition. In this context, to assess the pharmacokinetics profile
of LAFIS13, we performed in silico predictions based on the 3-D structure of the semisynthetic
compound (Figure 4a), which were compared with the corresponding parameters of the reference drug
amphotericin B (Figure 4b), [31]. Concerning the most probable metabolites of LAFIS13, besides the
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predicted hydrolysis of the acetyl group and the subsequent oxidation of the resulting free secondary
hydroxyl to a ketone group, LAFIS13 is expected to undergo oxidative N-dealkylation to yield
piperazine-1-propylamine [3-(piperazin-1-yl)propan-1-amine] as a metabolite (Figure 5, metabolite 2).

Figure 4. Main pharmacokinetic parameters calculated on the basis of the 3-D structure of (a) LAFIS13
and (b) amphotericin B.

Figure 5. Main toxicophore endpoints and related metabolic pathway predicted for LAFIS13.
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4. Discussion

Historically, natural products have been a source for drug design. Natural products and their
derivatives continue to undergo clinical trials [40,41]. An analysis of FDA-approved drugs between
1981 and 2010 revealed that 34% of these drugs are based on small molecules derived from natural
products [42,43]. Since 2000, 22 new antibiotics have been approved for the treatment of human
infectious diseases, 3 of which represent new classes originating from natural products [44]. Considering
the chemical importance of natural sources, semi-synthesis allows the improvement of activity for
derivatives generated from natural products. C. neoformans is a ubiquitous yeast that mostly affects
regions with limited health infrastructure resources. The slow mobility of the standard treatment
for cryptococcosis is associated with high expenses and limited access [8]. Since the socioeconomic
scenario behind cryptococcosis is characterized by high mortality, alternatives to the treatment are
needed. Terpenes are widely described as compounds with antimicrobial, anti-inflammatory, and
anticancer activities [16,17]. This study selected a pentacyclic triterpene, LAFIS13, obtained from BA,
to investigate its toxicity and antifungal and antibiofilm properties.

C. neoformans infection is based on virulence determinants, which cause difficulties in the
management of cryptococcosis. The fact that LAFIS13 was not able to modulate the main virulence
factors suggests that its mechanism of action does not concern the pathogenic pathways previously
described. Studies have demonstrated that the drugs capable of modulating C. neoformans biofilms
were effective only at high concentrations [45]. In our study, LAFIS13 was an efficient agent against
C. neoformans mature biofilms. The minimum LAFIS13 concentration required for antifungal activity
against planktonic cells (11.4 µM) was much lower than the doses required for activity against mature
biofilms (291 µM).

Synergy between drugs and molecules could be an alternative approach to drug research and
development. The combination of amphotericin B and flucytosine is an example of improved
efficacy [46]. LAFIS13 demonstrated synergism when combined with fluconazole.

The viability of J774.16 was maintained after treatment with LAFIS13 at the inhibitory concentration
of 11.4 µM; however, cytotoxicity was observed at the high concentration of 291.9 µM. LAFIS13 was
tested in G. mellonella for 10 days, and the survival curve indicated less toxicity compared to amphotericin
B. The toxicity profile for LAFIS13 may still be considered more desirable when compared with that
of the standard treatment, i.e., amphotericin B, which normally causes renal toxicity (up to 80%),
electrolyte wasting (K+ and Mg++), normochromic/normocytic anemia, central nervous system (CNS)
toxicity, as well as, occasionally, life-threatening reactions such as anaphylaxis, acute hepatic failure,
seizures, ventricular fibrillation, and cardiac arrest [47].

Concerning the in silico simulations, the distribution coefficient of LAFIS13 (LogD7.5 = 4.36)
indicates a relative lipophilic behavior, with consequently poor water solubility (−Log[Soly] =

−7.37). Although amphotericin B displays a distribution coefficient that suggests a more hydrophilic
behavior (LogD7.5 = −5.79), its overall water solubility is also poor (−Log[Soly] = −9.01); in fact, this
antifungal is defined as a poorly soluble and permeable drug, and its solubilization is only achieved in
deoxycholate-based micelles (Fungizone®) designed for intravenous administration [48].

Because distribution coefficient of both compounds is somewhat distant from the ideal range
predicted for drugs with good bioavailability (1 < LogD7.5 < 3) [49], it is also expected that they
will display poor permeability in human colon adenocarcinoma cells (as expressed by the negative
indices for Caco-2 permeability), which represent an in vitro model for the estimation of in vivo
absorption from intestinal epithelial cells [31,49]. For the same reason, both LAFIS13 and amphotericin
B would lack the ability to cross the blood-brain barrier and, in fact, the antifungal has been shown
to poorly cross the blood-brain barrier [47]. However, as several organism-associated molecules
(e.g., interleukin-1 beta, tumor necrosis factor alpha, lipopolysaccharide (LPS), etc.) produced during
meningitis may increase the permeability of drugs across the blood–brain barrier due to the disruption
of the endothelial layer integrity (Pyrgos et al., 2010), both LAFIS13 and amphotericin B may be
considered viable alternatives to treat cryptococcosis. Because of its relative high lipophilicity, LAFIS13
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would display a high affinity for plasma proteins (protein binding = 100%) and is expected to undergo
extensive first-pass metabolism catalyzed by the CYP450 system (CYP3A4 metabolic stability = 15%),
possibly producing toxic metabolites. Although amphotericin B is not predicted to display high affinity
for plasma proteins in its free form, amphotericin B deoxycholate is highly protein-bound (>95%) [50],
and the drug does not seem to be extensively metabolized in humans [51], so drug toxicity is expected
to be mostly associated with the parent compound.

Regarding the probable metabolites of LAFIS13, the drug is expected to yield piperazine-1-
propylamine [3-(piperazin-1-yl)propan-1-amine] as a metabolite (Figure 5, metabolite 2). Alkyl
diamines are known to cause irritation of the eyes, skin, and upper respiratory tract [52], and the same
effects are also observed for piperazines [53]. Accordingly, there is a risk for the development of skin
rashes in humans after oral administration of LAFIS13, as previously reported for piperazine and
ethylenediamine [54].

We must highlight, however, that this may be considered a minor toxicity issue, as we previously
demonstrated that the drug is safe for experimental animals when administrated at moderate doses.
In this regard, LAFIS13 showed high toxicity at doses of 2000 and 300 mg/kg and caused the death of
all the exposed animals. However, at 50 mg/kg, LAFIS13 was not lethal, and no signs of toxicity were
observed [36]. According to the OECD-423 protocol, LAFIS13 LD50 ranges between 300 and 50 mg/kg;
thus, it fits the class 3 of chemical agents, as reported by the Globally Harmonized Classification System
(GHS).

An additional potential risk associated with the use of LAFIS13 is the development of nephrotoxicity.
Since alicyclic hydrocarbons with LogP > 3.5 are known to accumulate in the renal cortex causing
nephropathy and cortical tumors [55], the lipophilic core in both the parent drug and Metabolite
1 (Figure 5) may represent a risk. However, it can be simply suppressed by the conversion of the
free-base form of the drug into a salt, which, after proper selection of the counterion, will increase the
drug’s hydrosolubility and, accordingly, reduce the risk of nephropathies [56].

The same does not apply to amphotericin B, for which nephrotoxicity develops from direct damage
of the renal tubules and from constriction of the renal vasculature [39].

Although LAFIS13 is not completely devoid of toxicity, the therapeutic potential of this drug must
be assessed comparatively to the other clinically available treatments, particularly amphotericin B,
which remains as the gold standard for the therapy of cryptococcosis [38]. Drugs as fluconazole and
some newer azoles, for example, are very safe and can be orally administered but are also typically
inferior in effectiveness to the standard treatment even at very high doses [57]. Therefore, the ultimate
decision about whether a particular compound should be further developed as a therapeutic alternative
for the management of cryptococcosis must be based on a balance between its intrinsic fungicidal
activity and its potential toxicity. In this respect, we are convinced that LAFIS13 represents a viable
alternative. Naturally, as in silico predictions should not be assumed as a direct replacement for in vivo
results, unless one observes a great confidence in the prediction [58], additional in vitro and in vivo
studies must be performed to confirm (or disprove) the toxicity predicted for the drug.

5. Conclusions

LAFIS13 inhibits C. neoformans growth and causes damage to its biofilm. Toxicity assays were
performed, and LAFIS13 did not demonstrate toxicity at the MIC. However, cytotoxicity was observed
at 291.9 µM. The toxicity profile of LAFIS13 is favorable when compared with that of amphotericin
B. The selected molecule demonstrated potential as an anti-Cryptococcal treatment, but more aspects
should be explored through in vivo experiments in order to confirm the pharmacokinetics profile
of LAFIS13.

Author Contributions: Conceptualization, W.L., A.S., S.C.B.G., D.F.K., and M.H.V.; formal analysis, D.F.K.;
investigation, M.E.K., and W.L.; resources, A.S and M.H.V.; writing—original draft preparation, M.E.K. and W.L..;
writing—review and editing, A.S., S.C.B.G., D.F.K., and M.H.V.; supervision, M.H.V.; funding acquisition, M.H.V.



Biomolecules 2019, 9, 831 11 of 13

Funding: This research was funded by grants from the Brazilian agencies Conselho Nacional de Desenvolvimento
Científico e Tecnológico (CNPq) and Coordenação de Aperfeiçoamento de Pessoal do Ensino Superior (CAPES),
grant number 420276/2016-5 and FAPESP 2018/08585-1. AS and MHV have been supported by CNPq grants
302637/2017-6 and 307191/2016-8, respectively.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

References

1. Denning, D.W.; Bromley, M.J. Infectious Disease. How to bolster the antifungal pipeline. Science 2015, 347,
1414–1416. [CrossRef] [PubMed]

2. Vos, T.; Flaxman, A.D.; Naghavi, M.; Lozano, R.; Michaud, C.; Ezzati, M.; Shibuya, K.; Salomon, J.A.;
Abdalla, S.; Aboyans, V.; et al. Years lived with disability (YLDs) for 1160 sequelae of 289 diseases and
injuries 1990-2010: A systematic analysis for the Global Burden of Disease Study 2010. Lancet 2012, 380,
2163–2196. [CrossRef]

3. Chapman, N.; Doubell, A.; Oversteegen, L.; Chowdhary, V.; Rugarabamu, G. G-FINDER 2017. Neglected
disease research and development: Reflecting on a decade of global investment. Available online: https:
//www.policycuresresearch.org/g-finder-2017/ (accessed on 5 December 2019).

4. Rajasingham, R.; Smith, R.M.; Park, B.J.; Jarvis, J.N.; Govender, N.P.; Chiller, T.M.; Denning, D.W.; Loyse, A.;
Boulware, D.R. Global burden of disease of HIV-associated cryptococcal meningitis: An updated analysis.
Lancet Infect. Dis. 2017, 17, 873–881. [CrossRef]

5. Kwon-Chung, K.J.; Fraser, J.A.; Doering, T.L.; Wang, Z.; Janbon, G.; Idnurm, A.; Bahn, Y.S. Cryptococcus
neoformans and Cryptococcus gattii, the etiologic agents of cryptococcosis. Cold Spring Harb. Perspect. Med.
2014, 4, a019760. [CrossRef] [PubMed]

6. Lopes, W.; Vainstein, M.H.; De Sousa Araujo, G.R.; Frases, S.; Staats, C.C.; de Almeida, R.M.C.;
Schrank, A.; Kmetzsch, L. Geometrical Distribution of Cryptococcus neoformans Mediates Flower-Like
Biofilm Development. Front. Microbiol. 2017, 8, 2534. [CrossRef]

7. Martinez, L.; Casadevall, A. Biofilm Formation by Cryptococcus neoformans. Microbiol. Spectrum. 2015, 3.
[CrossRef]

8. Krysan, D.J. Toward improved anti-cryptococcal drugs: Novel molecules and repurposed drugs. Fungal
Genet. Biol. 2015, 78, 93–98. [CrossRef]

9. Rodrigues, M.L. Funding and Innovation in Diseases of Neglected Populations: The Paradox of Cryptococcal
Meningitis. PLoS Negl. Trop. Dis. 2016, 10, e0004429. [CrossRef]

10. Ostermann, H.; Solano, C.; Jarque, I.; Garcia-Vidal, C.; Gao, X.; Barrueta, J.A.; De Salas-Cansado, M.;
Stephens, J.; Xue, M.; Weber, B.; et al. Cost analysis of voriconazole versus liposomal amphotericin B for
primary therapy of invasive aspergillosis among patients with haematological disorders in Germany and
Spain. BMC Pharmacol. Toxicol. 2014, 15, 52. [CrossRef]

11. Sloan, D.J.; Dedicoat, M.J.; Lalloo, D.G. Treatment of cryptococcal meningitis in resource limited settings.
Curr. Opin. Infect. Dis. 2009, 22, 455–463. [CrossRef]

12. Berkow, E.L.; Lockhart, S.R. Fluconazole resistance in Candida species: A current perspective. Infect. Drug
Resist. 2017, 10, 237–245. [CrossRef] [PubMed]

13. Mpoza, E.; Rhein, J.; Abassi, M. Emerging fluconazole resistance: Implications for the management of
cryptococcal meningitis. Med. Mycol. Case Rep. 2018, 19, 30–32. [CrossRef] [PubMed]

14. Denning, D.W. Echinocandin antifungal drugs. Lancet 2003, 362, 1142–1151. [CrossRef]
15. Cargnin, S.T.; Staudt, A.F.; Medeiros, P.; de Medeiros Sol Sol, D.; de Azevedo Dos Santos, A.P.; Zanchi, F.B.;

Gosmann, G.; Puyet, A.; Garcia Teles, C.B.; Gnoatto, S.B. Semisynthesis, cytotoxicity, antimalarial evaluation
and structure-activity relationship of two series of triterpene derivatives. Bioorg. Med. Chem. Lett. 2017, 28,
265–272. [CrossRef]

16. Huang, M.; Lu, J.J.; Huang, M.Q.; Bao, J.L.; Chen, X.P.; Wang, Y.T. Terpenoids: Natural products for cancer
therapy. Expert Opin. Investig. Drugs 2012, 21, 1801–1818. [CrossRef] [PubMed]

http://dx.doi.org/10.1126/science.aaa6097
http://www.ncbi.nlm.nih.gov/pubmed/25814567
http://dx.doi.org/10.1016/S0140-6736(12)61729-2
https://www.policycuresresearch.org/g-finder-2017/
https://www.policycuresresearch.org/g-finder-2017/
http://dx.doi.org/10.1016/S1473-3099(17)30243-8
http://dx.doi.org/10.1101/cshperspect.a019760
http://www.ncbi.nlm.nih.gov/pubmed/24985132
http://dx.doi.org/10.3389/fmicb.2017.02534
http://dx.doi.org/10.1128/microbiolspec.MB-0006-2014
http://dx.doi.org/10.1016/j.fgb.2014.12.001
http://dx.doi.org/10.1371/journal.pntd.0004429
http://dx.doi.org/10.1186/2050-6511-15-52
http://dx.doi.org/10.1097/QCO.0b013e32832fa214
http://dx.doi.org/10.2147/IDR.S118892
http://www.ncbi.nlm.nih.gov/pubmed/28814889
http://dx.doi.org/10.1016/j.mmcr.2017.11.004
http://www.ncbi.nlm.nih.gov/pubmed/29234588
http://dx.doi.org/10.1016/S0140-6736(03)14472-8
http://dx.doi.org/10.1016/j.bmcl.2017.12.060
http://dx.doi.org/10.1517/13543784.2012.727395
http://www.ncbi.nlm.nih.gov/pubmed/23092199


Biomolecules 2019, 9, 831 12 of 13

17. Guesmi, F.; Prasad, S.; Tyagi, A.K.; Landoulsi, A. Antinflammatory and anticancer effects of terpenes from oily
fractions of Teucruim alopecurus, blocker of IkappaBalpha kinase, through downregulation of NF-kappaB
activation, potentiation of apoptosis and suppression of NF-kappaB-regulated gene expression. Biomed.
Pharmacother. 2017, 95, 1876–1885. [CrossRef] [PubMed]

18. Silva, G.N.S.D.; Primon-Barros, M.; Macedo, A.J.; Gnoatto, S.C.B. Triterpene Derivatives as Relevant Scaffold
for New Antibiofilm Drugs. Biomolecules 2019, 9, 58. [CrossRef]

19. Martinez, L.R.; Casadevall, A. Susceptibility of Cryptococcus neoformans biofilms to antifungal agents
in vitro. Antimicrob. Agents Chemother. 2006, 50, 1021–1033. [CrossRef]

20. Joffe, L.S.; Schneider, R.; Lopes, W.; Azevedo, R.; Staats, C.C.; Kmetzsch, L.; Schrank, A.; Del Poeta, M.;
Vainstein, M.H.; Rodrigues, M.L. The Anti-helminthic Compound Mebendazole Has Multiple Antifungal
Effects against. Front. Microbiol. 2017, 8, 535. [CrossRef]

21. Martinez, L.R.; Ntiamoah, P.; Gácser, A.; Casadevall, A.; Nosanchuk, J.D. Voriconazole inhibits melanization
in Cryptococcus neoformans. Antimicrob. Agents Chemother. 2007, 51, 4396–4400. [CrossRef]

22. Kwon-Chung, K.J.; Wickes, B.L.; Booth, J.L.; Vishniac, H.S.; Bennett, J.E. Urease inhibition by EDTA in the
two varieties of Cryptococcus neoformans. Infect. Immun. 1987, 55, 1751–1754. [PubMed]

23. Abdulkareem, A.F.; Lee, H.H.; Ahmadi, M.; Martinez, L.R. Fungal serotype-specific differences in
bacterial-yeast interactions. Virulence 2015, 6, 652–657. [CrossRef] [PubMed]

24. Lai, Y.W.; Campbell, L.T.; Wilkins, M.R.; Pang, C.N.; Chen, S.; Carter, D.A. Synergy and antagonism between
iron chelators and antifungal drugs in Cryptococcus. Int. J. Antimicrob. Agents 2016, 48, 388–394. [CrossRef]
[PubMed]

25. Stoddart, M.J. Mammalian Cell Viability: Methods and Protocols; Humana Press/Springer: Totowa, NJ, USA, 2011.
26. Gilbert, D.F.; Friedrich, O. Cell Viability Assays: Methods and Protocols. Humana Press: Totowa, NJ,

USA, 2018.
27. Lim, W.; Melse, Y.; Konings, M.; Phat Duong, H.; Eadie, K.; Laleu, B.; Perry, B.; Todd, M.H.; Ioset, J.R.; van de

Sande, W.W.J. Addressing the most neglected diseases through an open research model: The discovery of
fenarimols as novel drug candidates for eumycetoma. PLoS Negl. Trop. Dis. 2018, 12, e0006437. [CrossRef]

28. Gasteiger, J.; Rudolph, C.; Sadowski, J. Automatic generation of 3D-atomic coordinates for organic molecules.
Tetrahedron Comput. Methodol. 1990, 3, 537–547. [CrossRef]

29. Sadowski, J.; Gasteiger, J.; Klebe, G. Comparison of automatic three-dimensional model builders using 639
X-Ray structures. J. Chem. Inf. Model. 1994, 34, 1000–1008. [CrossRef]

30. Dewar, M.J.S.; Zoebisch, E.G.; Healy, E.F.; Stewart, J.J.P. Development and use of quantum mechanical
molecular models. 76. AM1: A new general-purpose quantum mechanical molecular model. J. Am. Chem.
Soc. 1985, 107, 3902–3909. [CrossRef]

31. Cruciani, G.; Meniconi, M.; Carosati, E.; Zamora, I.; Mannhold, R. Drug bioavailability: Estimation of solubility,
permeability, absorption and bioavailability; Waterbeemd, H., Testa, B., Mannhold, R., Kubinyi, H., Folkers, G.,
Eds.; Wiley-VCH Verlag GmbH & Co. KGaA: Weinheim, Germany, 2004; pp. 406–419.

32. Marchant, A.C.; Briggs, K.A.; Long, L. In silico tools for sharing data and knowledge on toxicity and
metabolism: Derek for windows, meteor, and vitic. Toxicol. Mech. Methods 2008, 18, 177–187. [CrossRef]

33. Musiol, R.; Jampilek, J.; Buchta, V.; Silva, L.; Niedbala, H.; Podeszwa, B.; Palka, A.; Majerz-Maniecka, K.;
Oleksyn, B.; Polanski, J. Antifungal properties of new series of quinoline derivatives. Bioorg. Med. Chem.
2006, 14, 3592–3598. [CrossRef]

34. Orhan, D.D.; Ozçelik, B.; Ozgen, S.; Ergun, F. Antibacterial, antifungal, and antiviral activities of some
flavonoids. Microbiol. Res. 2010, 165, 496–504. [CrossRef]

35. Dalleau, S.; Cateau, E.; Bergès, T.; Berjeaud, J.M.; Imbert, C. In vitro activity of terpenes against Candida
biofilms. Int. J. Antimicrob. Agents 2008, 31, 572–576. [CrossRef] [PubMed]

36. Diedrich, D.; Wildner, A.C.; Silveira, T.F.; Silva, G.N.S.; Santos, F.D.; da Silva, E.F.; do Canto, V.P.; Visioli, F.;
Gosmann, G.; Bergold, A.M.; et al. SERCA plays a crucial role in the toxicity of a betulinic acid derivative
with potential antimalarial activity. Chem. Biol. Interact. 2018, 287, 70–77. [CrossRef] [PubMed]

37. Innocente, A.M.; Silva, G.N.; Cruz, L.N.; Moraes, M.S.; Nakabashi, M.; Sonnet, P.; Gosmann, G.; Garcia, C.R.;
Gnoatto, S.C. Synthesis and antiplasmodial activity of betulinic acid and ursolic acid analogues. Molecules
2012, 17, 12003–12014. [CrossRef] [PubMed]

38. Coelho, C.; Casadevall, A. Cryptococcal therapies and drug targets: The old, the new and the promising.
Cell Microbiol. 2016, 18, 792–799. [CrossRef]

http://dx.doi.org/10.1016/j.biopha.2017.09.115
http://www.ncbi.nlm.nih.gov/pubmed/28968948
http://dx.doi.org/10.3390/biom9020058
http://dx.doi.org/10.1128/AAC.50.3.1021-1033.2006
http://dx.doi.org/10.3389/fmicb.2017.00535
http://dx.doi.org/10.1128/AAC.00376-07
http://www.ncbi.nlm.nih.gov/pubmed/3112009
http://dx.doi.org/10.1080/21505594.2015.1066962
http://www.ncbi.nlm.nih.gov/pubmed/26132337
http://dx.doi.org/10.1016/j.ijantimicag.2016.06.012
http://www.ncbi.nlm.nih.gov/pubmed/27474467
http://dx.doi.org/10.1371/journal.pntd.0006437
http://dx.doi.org/10.1016/0898-5529(90)90156-3
http://dx.doi.org/10.1021/ci00020a039
http://dx.doi.org/10.1021/ja00299a024
http://dx.doi.org/10.1080/15376510701857320
http://dx.doi.org/10.1016/j.bmc.2006.01.016
http://dx.doi.org/10.1016/j.micres.2009.09.002
http://dx.doi.org/10.1016/j.ijantimicag.2008.01.028
http://www.ncbi.nlm.nih.gov/pubmed/18440786
http://dx.doi.org/10.1016/j.cbi.2018.03.014
http://www.ncbi.nlm.nih.gov/pubmed/29604267
http://dx.doi.org/10.3390/molecules171012003
http://www.ncbi.nlm.nih.gov/pubmed/23085651
http://dx.doi.org/10.1111/cmi.12590


Biomolecules 2019, 9, 831 13 of 13

39. Kiggundu, R.; Morawski, B.M.; Bahr, N.C.; Rhein, J.; Musubire, A.K.; Williams, D.A.; Abassi, M.; Nabeta, H.W.;
Hullsiek, K.H.; Meya, D.B.; et al. Effects of tenofovir and amphotericin B deoxycholate co-administration on
kidney function in patients treated for cryptococcal meningitis. J. Acquir. Immune. Defic. Syndr. 2016, 71,
65–69. [CrossRef]

40. Newman, D.J.; Cragg, G.M. Natural Products as Sources of New Drugs from 1981 to 2014. J. Nat. Prod. 2016,
79, 629–661. [CrossRef]

41. Harvey, A.L. Natural products in drug discovery. Drug Discov. Today 2008, 13, 894–901. [CrossRef]
42. Carter, G.T. Natural products and Pharma 2011: Strategic changes spur new opportunities. Nat. Prod. Rep.

2011, 28, 1783–1789. [CrossRef]
43. Mishra, B.B.; Tiwari, V.K. Natural products: An evolving role in future drug discovery. Eur. J. Med. Chem.

2011, 46, 4769–4807. [CrossRef]
44. Butler, M.S.; Blaskovich, M.A.; Cooper, M.A. Antibiotics in the clinical pipeline in 2013. J. Antibiot. 2013, 66,

571–591. [CrossRef]
45. Camacho, E.; Casadevall, A. Cryptococcal Traits Mediating Adherence to Biotic and Abiotic Surfaces. J. Fungi

2018, 4, 88. [CrossRef] [PubMed]
46. Day, J.N.; Chau, T.T.; Lalloo, D.G. Combination antifungal therapy for cryptococcal meningitis. N. Engl.

J. Med. 2013, 368, 2522–2523. [CrossRef] [PubMed]
47. Bradley, W.G.; Daroff, R.B.; Fenischel, G.M.; Jankovic, J. Neurology in clinical practice: The neurological disorders;

Butterworth Heinemann: Oxford, UK, 2004; Volume 2, p. 2545.
48. Nokhodchi, A.; Martin, G.P. Pulmonary drug delivery: Advances and challenges; John Wiley & Sons: Hoboken,

NJ, USA, 2015; Volume 1, p. 408.
49. Kerns, E.H.; Di, L. Drug-like properties: Concepts, structure design and methods; Academic Press: San Diego, CA,

USA, 2008; p. 526.
50. Piscitelli, S.C.; Rodvold, K. Drug interactions in infectious diseases; Humana Press: Totowa, NJ, USA, 2005;

p. 533.
51. Bekersky, I.; Fielding, R.M.; Dressler, D.E.; Lee, J.W.; Buell, D.; Walsh, T.J. Pharmacokinetics, excretion,

and mass balance of liposomal amphotericin B (AmBisome) and amphotericin B deoxycholate in humans.
Antimicrob. Agents Chemother. 2002, 46, 828–833. [CrossRef] [PubMed]

52. Kennedy, G.L., Jr. Review of the toxicology of three alkyl diamines. Drug Chem. Toxicol. 2007, 30, 145–157.
[CrossRef] [PubMed]

53. NIOSH. NIOSH Pocket Guide to Chemical Hazards: Piperazine hydrochloride; CDC: Atlanta, NJ, USA, 2007.
54. Wright, S.; Harman, R.R.M. Ethylenediamine and piperazine sensitivity. BMJ 1983, 287, 463–464. [CrossRef]

[PubMed]
55. Bomhard, E.; Marsmann, M.; Rühl-Fehlert, C.; Zywietz, A. Relationships between structure and induction of

hyaline droplet accumulation in the renal cortex of male rats by aliphatic and alicyclic hydrocarbons. Arch.
Toxicol. 1990, 64, 530–538. [CrossRef]

56. Guha, M.; Nguyen, L.; Poitout-Belissent, F.; Bedard, A.; Raman, K. Salt Selection Matters: Differential Renal
Toxicity With MDV1634.Maleate Versus MDV1634.2HCl. Int. J. Toxicol. 2017, 36, 207–219. [CrossRef]

57. Jarvis, J.N.; Bicanic, T.; Loyse, A.; Namarika, D.; Jackson, A.; Nussbaum, J.C.; Longley, N.; Muzoora, C.;
Phulusa, J.; Taseera, K.; et al. Determinants of mortality in a combined cohort of 501 patients with
HIV-associated Cryptococcal meningitis: Implications for improving outcomes. Clin. Infect. Dis. 2014, 58,
736–745. [CrossRef]

58. Cronin, M.D.T.; Madden, J.C. In Silico Toxicology: Principles and Applications; RSC Publishing: Cambridge, UK,
2010; p. 669.

© 2019 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/10.1097/QAI.0000000000000812
http://dx.doi.org/10.1021/acs.jnatprod.5b01055
http://dx.doi.org/10.1016/j.drudis.2008.07.004
http://dx.doi.org/10.1039/c1np00033k
http://dx.doi.org/10.1016/j.ejmech.2011.07.057
http://dx.doi.org/10.1038/ja.2013.86
http://dx.doi.org/10.3390/jof4030088
http://www.ncbi.nlm.nih.gov/pubmed/30060601
http://dx.doi.org/10.1056/NEJMoa1110404
http://www.ncbi.nlm.nih.gov/pubmed/23802521
http://dx.doi.org/10.1128/AAC.46.3.828-833.2002
http://www.ncbi.nlm.nih.gov/pubmed/11850268
http://dx.doi.org/10.1080/01480540601186994
http://www.ncbi.nlm.nih.gov/pubmed/17454030
http://dx.doi.org/10.1136/bmj.287.6390.463
http://www.ncbi.nlm.nih.gov/pubmed/6224529
http://dx.doi.org/10.1007/BF01971831
http://dx.doi.org/10.1177/1091581817704379
http://dx.doi.org/10.1093/cid/cit794
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Strains and Growth Conditions 
	Screening of a Semisynthetic Compounds Collection for Biofilm-Damaging Molecules 
	Analysis of Antifungal Activity 
	Evaluation of the Main Virulence Determinants of C. neoformans Treated with the BA Active Derivative N-{3-[4-(3-Aminopropyl)piperazinyl]propyl}-3-O-acetylbetulinamide (LAFIS13) 
	Analysis of Synergistic Effects 
	Scanning Electron Microscopy 
	Cell Viability Assay 
	Toxicity in Galleria mellonella 
	In Silico Predictions of the Pharmacokinects Profile of the BA Active Derivative 
	Statistical Analyses 

	Results 
	Selection of the BA Active Derivative LAFIS13 as a Potential Agent against Cryptococcal Biofilm 
	Minimal Biofilm Damage Concentration of LAFIS13 
	LAFIS13 is Fungicidal against Cryptococcus spp. 
	Evaluation of Potential Synergism between LAFIS13 and Standard Antifungals 
	Effects on Capsule Size, Urease Production, and Melanization of Cryptococcus Neoformans 
	LAFIS13 Is Non-Toxic at MIC 
	In Silico Predictions of LAFIS13 Pharmacokinects Profile 

	Discussion 
	Conclusions 
	References

