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antifungal drug discovery

{ ") Check for updates ‘

Cite this: RSC Adv., 2024, 14, 36886

Mohmmad Younus Wani, 2 *@ Vartika Srivastava, &) °¢ Tamer S. Saleh,?

Abdullah Saad Al-Bogami,? Faisal Mohammed Aglan® and Aijaz Ahmad (2 **d

The emergence of Candida auris poses a significant global health threat due to its high mortality rates and
multidrug resistance. The development of new antifungal drugs is essential to effectively combat this
pathogen. Antimicrobial peptides, such as Dermaseptin, have demonstrated potent anti-Candida activity. This
study aimed to investigate the antifungal activity of Dermaseptin against C. auris isolates and its ability to
induce oxidative stress and apoptosis. The results revealed the robust anti-Candida activity of Dermaseptin,
with a minimum inhibitory concentration (MIC) of 15.62 ng mL™ and a minimum fungicidal concentration
(MFC) of 31.25 pg mL~. Spectrophotometric analysis demonstrated that Dermaseptin induced significant
oxidative stress, as evidenced by the notable differences in the activity of primary antioxidant enzymes and
lipid peroxidation (LPO) levels between the treated and untreated control groups. Moreover, Dermaseptin

influenced the gene expression of antioxidant enzymes, as confirmed by reverse transcription quantitative
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Accepted 12th November 2024 polymerase chain reaction (RT-gPCR). Additionally, Dermaseptin induced apoptosis in C. auris in a dose-

dependent manner. This study highlights the potential of Dermaseptin to inhibit and potentially eradicate C.

DOI: 10.1039/d4ra06392a auris by increasing oxidative stress levels. The low MICs and fungicidal properties of Dermaseptin against C.

Open Access Article. Published on 20 November 2024. Downloaded on 10/23/2025 5:10:46 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

rsc.li/rsc-advances

1. Introduction

Microbial infections pose a significant global health challenge,
with the emergence of multidrug-resistant pathogens exacer-
bating the problem. Candida auris is a relatively recent species
of opportunistic fungi with distinct characteristics that
contribute to its ability to colonize the skin and non-human
surfaces.' This feature facilitates its rapid and efficient trans-
mission between individuals. In addition to skin colonization,
C. auris has been found to infect various sites in hospitalized
patients and individuals with compromised immune systems,
including the bloodstream, gastrointestinal tract, wounds, and
ears. Globally reported cases of C. auris infection have been
associated with significant outbreaks, and the mortality rate
ranges from approximately 32% to 66%.> One of the major
concerns regarding C. auris is its multidrug-resistant (MDR)
nature, particularly in healthcare settings. This pathogen has
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auris isolates suggest its potential as a candidate for the development of a novel antifungal agent.

demonstrated resistance or reduced susceptibility to commonly
used antifungal drugs, making it a significant nosocomial
threat on a global scale.>® While healthy individuals typically
possess immune systems capable of recognizing and elimi-
nating C. auris, immunocompromised patients are highly
susceptible to fungal infections due to their weakened immune
response.® Consequently, immunocompromised individuals
are at a high risk of developing severe C. auris infections, as
their immune systems are unable to effectively detect and
combat invading fungi. Conventional antibiotics, once consid-
ered the cornerstone of infection management, are facing
increasing limitations due to the rapid development of resis-
tance mechanisms. In this context, the exploration of alterna-
tive therapeutic strategies becomes imperative.

Antimicrobial peptides (AMPs) have emerged as a promising
avenue for combating microbial infections.” These small,
naturally occurring defence molecules are found in various
organisms, ranging from humans to microorganisms, and
exhibit potent antimicrobial activity against a broad spectrum
of pathogens, including bacteria, fungi, viruses, and parasites.
Among the diverse repertoire of AMPs, Dermaseptin, a specific
antimicrobial peptide, has garnered attention due to its
intriguing properties and potential therapeutic applications.®
The primary role of antimicrobial peptides, including Derma-
septin, lies in the innate immune system's defence against
microbial invaders. AMPs serve as the first line of defence by
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targeting and neutralizing pathogens through multiple mech-
anisms.”" One of the fundamental mechanisms involves the
disruption of microbial cell membranes, where AMPs interact
with lipid bilayers, forming pores or channels that compromise
membrane integrity. This disruption leads to the leakage of
intracellular components, ion imbalances, and subsequent cell
death. Furthermore, some AMPs can penetrate microbial cells
and directly interact with essential intracellular components,
such as nucleic acids or proteins, disrupting their normal
functions and inhibiting vital cellular processes.”* Additionally,
AMPs possess immunomodulatory properties, facilitating
immune cell recruitment, promoting wound healing, and
enhancing pathogen clearance.

In parallel, cells of the innate immune system serve as the
primary line of defence against fungal infections. Upon
encountering the fungus, an intracellular signalling cascade is
triggered, leading to the generation of excessive reactive oxygen
species (ROS) and inflicting irreversible cell damage, eventually
resulting in cell death.” While aerobic organisms naturally
produce ROS as by-products of cellular respiration, they employ
a dynamic antioxidant defence mechanism to handle excess
ROS, aiding the establishment of infection.”® In Candida albi-
cans, this defence mechanism is well-defined. The upregulation
of the regulatory CAP1 gene orchestrates the synthesis of crucial
antioxidant enzymes, including catalase (CAT), superoxide dis-
mutase (SOD), glutathione peroxidase (GPx), reductase (GR),
and transferase (GST)." These enzymes repair damages induced
by oxidative stress, enabling fungal survival and persistence.

With this background, this investigation aims to assess the
antifungal efficacy of Dermaseptin against Candida auris.
Specifically, the study focuses on evaluating the impact of
Dermaseptin on the enzymes involved in countering oxidative
stress, along with analysing its effect on the gene expression of
these antioxidant enzymes. Additionally, lipid peroxidation and
cellular apoptosis, key processes associated with oxidative
damage, will be evaluated. By scrutinizing these aspects, this
research seeks to unravel the potential mechanisms underlying
the antifungal activity of Dermaseptin against C. auris, partic-
ularly in relation to oxidative stress response pathways.
Understanding the interplay between antimicrobial peptides,
such as Dermaseptin, and the intricate antioxidant defence
mechanisms of fungal pathogens will contribute to the devel-
opment of novel therapeutic strategies.

2. Materials and methods

2.1. Yeast population

C. auris strains (MRL 4000, MRL 5762, MRL 5765, and MRL
6057), C. albicans SC5314, and C. albicans ATCC 90028 were
stored in glycerol stocks at —80 °C. Before starting the experi-
ment, the culture was revived from glycerol stocks on Sabour-
aud Dextrose Agar (SDA) plates. A single colony was then
cultured for 24 h in 10 mL of Sabouraud Dextrose Broth (SDB).
Cell harvesting involved collecting cells, washing them with
sterile distilled water, and counting using a hemocytometer.
The cell concentration was then adjusted to 107 cells per mL in
SDB supplemented with 1% glucose before use.
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2.2. Antifungal susceptibility profiling

Antifungal susceptibility profiling was performed by broth
microdilution assay as demonstrated by the European
Committee  on  Antimicrobial  Susceptibility = Testing
(EUCAST).'** In summary, Candida cells (1.5 x 10° cells per mL
or 0.5 Mcfarland) were resuspended in SDB supplemented with
glucose (1%). An aliquot (100 pL) of the C. auris suspensions
was inoculated in each dilution (100 pL) of Dermaseptin
prepared at various concentrations (1000-0.48 pg mL ).
Amphotericin B (AmB), with a concentration ranging from 0.25-
128 pg mL ™" and 0.031-16.0 ug mL™ ', was used as a positive
control for C. auris and C. albicans, respectively. Additionally,
cells without any intervention were considered as a negative
control. The plates were incubated for 24 h at 37 °C. The read-
ings were taken on the xMark microplate spectrophotometer
(Bio-Rad). The minimum inhibitory concentration (MIC) was
established as the lowest concentration that completely
hindered the growth of C. auris. The experiments were repli-
cated independently three times, each in triplicate.

In a parallel setting, the minimum fungicidal concentration
was determined as described previously.'® Briefly, the MFC was
determined by sub-culturing 10 pL from wells exhibiting no
turbidity onto SDA plates, followed by incubation at 37 °C for 24
hours. The MFC was identified as the lowest concentration
without observable growth. All experiments were conducted in
triplicate.

2.3. Effect on pre-formed biofilm using crystal violet assay
and confocal microscopy

The in vitro anti-biofilm activity of the test compound on mature
C. auris biofilm was evaluated. To perform this experiment, 100
uL of cell suspension (1.0-5.0 x 10° cells per mL) was prepared
in RPMI1640 media (pH 7.0) supplemented with 2% glucose
and seeded in a flat bottom 96-well microplate and incubated at
37 °C for 24 h. After incubation, the unattached C. auris cells
were gently aspirated and all the wells were washed at least
thrice with the help of phosphate-buffered saline (PBS). The test
compound (MIC, and 2x M1C) was then added to the defined
wells of the microtiter plate and incubated for 24 h at 37 °C.
After overnight incubation, the 96-well plates were again
washed thrice with PBS and the wells were loaded with crystal
violet (0.1%; 100 pL) and kept for 5 minutes at room tempera-
ture. Then the plates were given PBS washing thrice, followed by
adding HCl-isopropanol (0.04 N; 150 pL) and sodium dodecyl
sulfate (0.25%; 50 pL). The absorbance (590 nm) was recorded
with the help of a microplate reader. The growth control was the
untreated biofilm, and the values of the test samples and
growth control were used to calculate the percentage of inhi-
bition in mature biofilm.

Biofilm inhibition rate = (OD control — OD sample/OD control)
x 100

The crystal violet assay was further confirmed using confocal
laser scanning microscopy (Srivastava and Ahmad, 2020a).” In
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a parallel experiment, the compound-treated (MIC and 2x MIC)
and untreated 24 h mature biofilm were stained with fluores-
cent dyes FUN-1 and ConA-Alexa Fluor 488 conjugate (45
minutes in dark). The slides were visualized using a confocal
microscope CLSM-780 and Airyscan. The images were captured
in a multitrack mode (FUN-1, ExX’Em = 543/560 nm; ConA, Ex/
Em = 488/505 nm). The ConA dye can conjugate with the bio-
film matrix and fluorescence green whereas FUN-1 stains the
live cells and gives red fluorescence.

2.4. Enzyme assays

Antioxidant enzymes released by Candida species are catalase
(CAT), superoxide dismutase (SOD), glutathione peroxidase
(GPx), glutathione reductase (GR) and glutathione S-transferase
(GST). The protocol to study the effect of Dermaseptin in gener-
ating oxidative stress in C. auris was adopted from a previous
work."” In summary, the C. auris cells propagated to their mid-log
phase, washed with Phosphate Buffer Saline (PBS) and resus-
pended in sterile SDB with (test set) or without (control set)
Dermaseptin (0.5 x MIC and MIC) and allowed to grow at 37 °C,
200 rpm for 4 hours. Later, the activity of CAT, SOD, GPx, GR and
GST were quantified in both test as well as the control sets.
Similarly, the extent of lipid peroxidation (LPO) in the absence
and presence of Dermaseptin was expressed as nmol of TBARS
(thiobarbituric acid-reactive substances) produced.

2.5. RT-qPCR

The RT-gPCR methodology was adopted to study the effect of
Dermaseptin on the expression of the various crucial antioxi-
dant genes in C. auris. The yeast cells (0.5 Mcfarland) were
exposed to Dermaseptin (MIC) for 4 hours at 37 °C. Total RNA
extraction was performed using the Zymo Research Quick-RNA
Fungal/Bacterial Miniprep Kit (Zymo Research Corp) and
a Nanodrop spectrophotometer was used to assess the final
concentration and purity of the obtained RNA. Subsequently,
cDNA synthesis followed the manufacturer's instructions of the
iScriptTM c¢DNA Synthesis Kit (Bio-Rad).

Primers for antioxidant genes (CATA, SOD4, GPx3, GST1, and
GSHR), along with a housekeeping gene (ACT1), were obtained
from previous work."” An initial gradient PCR was carried out as
described by the researcher to get an optimal annealing
temperature (55 °C). Subsequently, RT-qPCR was carried out
using the PowerUpTM SYBRTM Green Master Mix in a Bio-Rad
CFX 96 qPCR System (USA). Thermal cycling conditions for RT-
gPCR included UDG activation at 50 °C for 2 minutes, initial
denaturation at 95 °C for 2 minutes, followed by 40 cycles of
denaturation at 95 °C for 15 seconds, annealing at 55 °C for 30
seconds, and extension at 72 °C for 1 minute. The system auto-
matically provided melt curve and Cq values, with dissociation
curve conditions as follows: pre-melting at a ramp rate of 1.6 °C
s~ 1,95 °C for 15 seconds; melting at a ramp rate of 1.6 °C s, 60 ©
C for 1 minute; melting at a ramp rate of 0.15 °C s, 95 °C for 15
seconds. The analysis of gene expression was done concerning
the housekeeping gene (ACT1) using the formula AC, = 2(% fret
gene — Cy reference gene) mhe relative change in the expression was
estimated by normalizing to housekeeping gene (ACT1) (Table 1).
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Table 1 Nucleotide sequences for primers (5'-3')*
Primer sequences

Gene  Forward (5'-3') Reverse (3'-5')
CATA GTGGATCGACTCTGGGTTGT CAAGAGGCTTCTCCACCAAG
SOD4 TCAACCCTTACCACGGCTAC CACCACCACAGACAAGTTGG
GPX3 CTACATCTCAACCGCAGCAA GCACTTTTCGCCTGAAGAAC
GST1 GGGGTCCCAAATACCACTCT CTTGAACAAGGGCAGAGGAG
GSHR  CCATTGCCCAAAAACACTCT CAACTTGGTCATTCGTGGTG
ACT1 ACGCACATCGACATCACATT CCTCTCAGTCGTCCGCTATC

¢ CATA, peroxisomal catalase; SOD4, cell surface superoxide dismutase;
GPX3, glutathione peroxidase-like peroxiredoxin HYR1; GST,
glutathione S-transferase 1; GSHR, glutathione reductase; ACT1, actin.

2.6. Annexin V-FITC/PI staining assay

Annexin V-FITC/PI staining was performed to evaluate the
apoptotic ability of Dermaseptin. The transfer of phosphati-
dylserine to the outer portion of the cell membrane denotes the
onset of apoptosis and this phenomenon can be traced by using
annexin V-FITC Apoptosis Detection Kit I (BD, USA).* Briefly,
the cells were treated with different concentrations of Derma-
septin (0.5 x MIC and MIC), untreated negative control and
H,0, (10 mM) treated positive control were used. The treated
cells (0.5 Mcfarland) were mixed in 1x binding buffer and
mixed with 5 pL each of Propidium Iodide (PI) and annexin V-
FITC. Thereafter, samples were kept in a dark room for
15 min. Binding buffer (400 uL) was again added to each sample
followed by analysis through a Flow cytometer (BD, USA) and
FlowJo_V10 software was used for analyzing the results. The
obtained cell population was segregated into 4 quadrants (Q), Q
1: necrosis (Annexin V~/PI'); Q2: late apoptosis (Annexin V'/
PI'); Q3: early apoptosis (Annexin V'/PI7), Q4: viable cells
(Annexin V7 /PI7).

2.7. Cytotoxicity studies

Dermaseptin was evaluated for its cytotoxic activity by using
horse erythrocytes. The horse erythrocytes were obtained by
centrifuging horse blood at 4000 rpm for 10 minutes. The
collected erythrocytes were washed with PBS (cold) and resus-
pended in the same resulting in a 10% solution. The solution
was again diluted with the help of cold PBS and the final
working solution (1:10) was prepared. An aliquot (100 pL) of
erythrocytes was subjected to Dermaseptin (0.5 x MIC, MIC and
MFC) and incubated for 1 hour at room temperature. The
erythrocytes were then centrifuged (4000 rpm for 10 minutes)
and the supernatant was secured and analysed at 450 nm using
a multi-mode microplate reader. The experiment included
Triton X-100 (1%) and PBS were used as positive and negative
controls, respectively. The degree of hemolysis was estimated by
the formula.™®

% hemolysis = [(A450 of treated sample) — (A450 of negative
control)] + [(A450 of positive control) — (A450 of negative
control)] x 100

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 Biofilm inhibition property of Dermaseptin against C. auris. Two
dilutions (MIC and MFC) were used to examine the anti-biofilm effect
of Dermaseptin. **P < 0.005.

2.8. Statistical analysis

Each experiment was conducted a minimum of three times, and
the resulting values were presented as means + SD. Statistical
analysis to assess the significance of differences between the
control group (absence of Dermaseptin) and the test groups
(presence of Dermaseptin) was performed through a one-way
ANOVA. Significance was attributed to p values =0.05. The
data analysis was executed using GraphPad Prism software.

FUN-1

Untreated
control

MIC-treated
biofilm

MFC-treated
biofilm
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3. Results and discussion

3.1. Antifungal activity of Dermaseptin

Dermaseptin displayed strong antifungal activity against all
tested strains of Candida, most notably against C. auris strains.
The MIC and MFC values of Dermaseptin against C. albicans
strains were recorded as 0.125 pg mL™' and 0.25 pg mL ™,
respectively. Whereas the MIC and MFC values of Dermaseptin
against C. auris strains ranged from 7.81-15.62 pg mL ™" and
15.62-31.25 pg mL™", respectively. Furthermore, in contrast to
C. albicans, the C. auris strains displayed a high antimicrobial
susceptibility profile against AmB; the MIC and MFC values of
AmB against C. auris were 4 pg mL™ " and 8 pg mL ™", respec-
tively. The C. auris strain displaying the highest MIC and MFC
values was selected for in-depth analysis. Researchers have
demonstrated the antifungal activity of Dermaseptin against C.
albicans,**** furthermore, the obtained results are comparable
to other tested antimicrobial peptides* and other Derma-
septins isolated from frog skin.>

3.2. Anti-biofilm activity of Dermaseptin

The impact of Dermaseptin on 24 hour mature biofilm was
assessed using the crystal violet assay. Fig. 1 illustrates the
percentage of biofilm inhibition at various concentrations
tested. Treatment with MIC value led to an average reduction of
mature biofilms by 33.1% =+ 14.66 compared to the untreated
control whereas, an average percent inhibition of 93.76% + 5.1

Multitrack mode

Fig. 2 Confocal microscopy of 24 h mature C. auris biofilm. In the micrographs, the green fluorescence, generated by ConA-Alexa Fluor 488,
indicates the presence of the C. auris biofilm matrix. Conversely, the red fluorescence, emitted by FUN-1, signifies the presence of viable and
metabolically active cells within the biofilm.

RSC Adv, 2024, 14, 36886-36894 | 36889
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was observed at the MFC value. These findings suggest that the
antibiofilm activity of Dermaseptin is concentration dependent.
Moreover, confocal microscopy images, depicted in Fig. 2,
corroborated the results of the crystal violet assay, confirming
the anti-biofilm activity of Dermaseptin. In the untreated
control sample, numerous metabolically active C. auris cells
were observed, forming a well-defined and dense biofilm matrix
exhibiting bright green fluorescence (from ConA-Alexa Fluor
488 conjugate dye), with embedded cells fluorescing red (from
FUN-1 dye). Treatment with various doses of Dermaseptin
(ranging from MIC to MFC) revealed its ability to disrupt the
biofilm. At higher concentrations (MFC), the compound

CAT

NEG POS HALF MIC

GPx

NEG POS HALF MIC

GST

1.0

0.5+

0.0-
NEG POS HALF MiIC

Fig. 3
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effectively destroyed the mature biofilm, as evidenced by
diminished green and red fluorescence compared to the
untreated control. These results indicate the compound's
capacity to penetrate the biofilm matrix, thereby impacting the
viability of yeast cells embedded within and resulting in
successful anti-biofilm activity.

3.3. The effect of Dermaseptin on antioxidant enzymes

The impact of Dermaseptin on the activity of crucial antioxidant
enzymes in C. auris was evaluated (Fig. 3). Furthermore, the
obtained data in LPO was correlated with the induction of
oxidative stress in C. auris. The overall result demonstrated an

NEG POS HALF MIC

NEG POS HALF MIC

0.5+

0.0-

NEG POS HALF MiC

Impact of Dermaseptin on antioxidant enzyme activities. C. auris was exposed to various concentrations of Dermaseptin (0.5 x MIC and

MIC). Untreated cells were used as a negative control. An increase in enzyme activity is displayed by (A) catalase, (B) superoxide dismutase and (C)
glutathione peroxidase. Whereas a decrease in enzyme activity is displayed by (D) glutathione reductase and (E) glutathione transferase. (F)
Additionally, an overall increase in lipid peroxidation was observed after exposure to Dermaseptin. *P < 0.005.
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increase in the activity of primary antioxidant enzymes (CAT,
SOD and GPx) whereas a decrease in the activity of GR and GST
was reported in the treated samples as compared to the
untreated control. The average fold increase in the activity of
CAT was 2.99 and 4.47 in the 0.5 x MIC- and MIC-treated C.
auris strain respectively. Similarly, the average fold increase for
SOD enzymes was 0.91 and 1.46 in the 0.5 x MIC- and MIC-
treated C. auris strain respectively. Furthermore, the activity of
GPx increased by 3.13 and 4.47 46 folds in the 0.5 x MIC- and
MIC-treated yeast as compared to the untreated controls. An
increased level of ROS within aerobic organisms induces the
activity of SOD and CAT which play a crucial role in the defence
against oxidative stress by degrading H,0, with GPx maintain-
ing the H,0, content; the secondary antioxidant enzymes, GR
and GST, continuously supply glutathione and nicotinamide
adenine dinucleotide phosphate (NADPH) to the primary anti-
oxidant enzymes. Furthermore, GR plays a crucial role in
preserving the intracellular glutathione redox ratio (GSH/GSSG),
while glutathione S-transferase (GST) serves as a vital antioxi-
dant enzyme, facilitating the detoxification of foreign
agents."** The average decrease in the activity of GR was 0.78
and 0.37, and of GST was 0.44 and 0.36 in the 0.5 x MIC- and
MIC-treated strain respectively as compared to the untreated
control. In the current study, a decline in the activity of these
enzymes was noted as Candida cells were subjected to escalating
concentrations of Dermaseptin. These observations follow
previous findings where researchers have explored the anti-
fungal activity of compounds based on these enzymes in other
Candida species.'”*>2¢

Notably, lipid peroxidation is considered a marker of
oxidative stress produced by reactive oxygen species (ROS), and
TBARS is an indicator to quantify LPO. The present results
displayed a gradual increase in the rate of TBARS formation
when cells were treated with increasing concentrations of Der-
maseptin (Fig. 3). An increase in ROS levels within an organism
leads to oxidative stress, often induced by external factors such
as antifungal drugs, which render the cell membrane perme-
able and trigger cellular events such as DNA disorganization,
lipid oxidation, and consequential structural and molecular
modifications.”” LPO stands out as a predominant manifesta-
tion of oxidative stress caused by ROS as it results in the
disruption of the cellular structure and overall membrane
functionality. This damage to lipids is reflected in the accu-
mulation of TBARS in the cytoplasm.'” The TBARS assay utilizes
spectrophotometry to measure the reaction between malon-
dialdehyde (MDA) and thiobarbituric acid (TBA) under strong
acidic conditions and heating.?® This investigation demon-
strates that exposure to Dermaseptin induces the generation of
LPO in C. auris, suggesting membrane disintegration. These
findings align with prior studies on antifungal activity, partic-
ularly those examining LPO in other Candida strains."”

3.4. Effect of Dermaseptin on gene expression

The transcriptional profile of genes encoding crucial oxidative
stress enzymes (CATA, SOD4, GPx3, GST1, and GSHR) was
assessed using RT-qPCR. Data analysis involved comparing

© 2024 The Author(s). Published by the Royal Society of Chemistry
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replicates of Dermaseptin-treated and untreated samples. A
significant level of upregulation was observed in the genes
encoding for the primary enzymes whereas, the genes encoding
secondary enzymes displayed downregulation. Notably, SOD4
demonstrated the highest level of expression with an average
fold increase of 2.72, whereas GSHR showed the lowest
expression with a fold change of 0.47. A summary of the
differences in fold change is presented in Fig. 4.

To further substantiate the impact of Dermaseptin on the
antioxidant enzymes of C. auris, the genetic expression levels of
genes encoding these enzymes were investigated. Following
treatment with Dermaseptin at the MIC value, the antioxidant
genes (CATA, SOD4, GPx3, GST1, and GSHR) underwent RT-
qPCR, with ACTI1 serving as a reference/housekeeping gene.
Among the examined genes, CATA, SOD4, and GPx3 exhibited
a significant increase in expression. In contrast, GST1 and GSHR
were notably downregulated. The upregulation of CATA and
SOD4 genes post-Dermaseptin treatment confirms the induc-
tion of oxidative stress.

3.5. Apoptotic activity of Dermaseptin

The onset of apoptosis exposes membrane protein (phosphati-
dylserine) to the outer side of the plasma membrane.* Thus, we
included this experiment to validate the apoptotic property of
Dermaseptin. The exposure of phosphatidylserine was deter-
mined with the help of the Annexin V + PI dual staining assay.
During the process, Annexin V stains the exposed phosphati-
dylserine while PI validates plasma membrane integrity. Hence,
this technique can discriminate between apoptotic, late
apoptotic and necrotic cells (Fig. 5). In the untreated control,
the majority of cells (90.4%) were confined to Q4 representing
the presence of live cells in the sample. Whereas, treatment with
Dermaseptin at 0.5 x MIC resulted in the migration of cells
from Q4 (77.7%) to Q3 (21.5%), Q2 (2.6%) and Q1 (1.19%),
representing the onset of early apoptosis; at a higher concen-
tration of Dermaseptin (MIC), the maximum cellular pop-
ulation was found sitting in Q2 (91.5%) followed by Q1 (6.1%),

* %

Fold Change
e s

-
1

0-
ACT CATA SOD4 GPX3 GST1 GSHR

Fig. 4 Gene expression analysis in C. auris. Observed fold change in
the genes encoding for the primary (CATA, SOD4 and GPx3) and
secondary (GST1 and GSHR) antioxidant enzymes in response to
Dermaseptin treatment. **P < 0.005.
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Fig.5 Determination of the apoptotic activity of Dermaseptin by Annexin V-FITC + Pl double staining technique. (A) Untreated control cells, (B)
H,0, (10 mM) treated positive control and C. auris treated with 0.5 x MIC (C) and MIC (D) values of the test compound. Q1 represents necrosis
(Annexin V7/PI"), Q2 represents late apoptosis (Annexin V*/PI*), Q3 represents early apoptosis (Annexin V*/PI7) and Q4 represents viable cells

(Annexin V~/PI7).

Q3 (1.29%) and Q4 (1.07%) showing onset of late apoptosis. The
data suggested that Dermaseptin has exerted dose-dependent
cellular apoptosis in C. auris. Similarly, the cellular pop-
ulation in the positive control was dispersed in all the quad-
rants (37.9%, Q1; 27.4%, Q2; 1.49%, Q3 and 33.2%, Q4)
suggesting exposure to H,O, triggered necrosis in C. auris.

3.6. Hemolysis activity of Dermaseptin

Based on the findings above, it is clear that Dermaseptin exhibits
potent antifungal properties and influences the expression of
antioxidant enzymes in C. quris. Consequently, it was essential to
assess the cytotoxic effects of Dermaseptin. The results indicated
that the percentage of hemolysis caused by Dermaseptin in horse
erythrocytes ranges from 9.24% to 44.04% at a concentration of
0.5 x MIC to MFC (Fig. 6). At MIC value the average percentage of

36892 | RSC Adv, 2024, 14, 36886-36894

hemolysis was 20.15%. Studies have previously reported that at
higher concentrations, antimicrobial peptides tend to exhibit
high toxicity at the haematological level and in different human

1504

Is

100+ T

% Hemolys!

]

0.5xMIC MIC 2MIC PC NC

Fig. 6 Hemolysis assay. Hemolytic activity of Dermaseptin at varying
concentrations. Positive control, 1% Triton X and negative control, PBS.
PC: positive control, NC: negative control.
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cell types.”>* It is worth mentioning that certain studies have
suggested that modifying these antimicrobial peptides (AMPs)
can mitigate their adverse impact, as observed in several
amphibian-derived AMPs.>**

4. Conclusion

The outcomes of this investigation strongly support the poten-
tial of Dermaseptin as an antifungal candidate, given its ability
to impede the growth of multidrug-resistant C. auris. Further-
more, Dermaseptin has demonstrated the induction of oxida-
tive stress, evident through the upregulation of LPO and the
activity and gene expression of key antioxidant enzymes. These
findings provide valuable insights for future experiments aimed
at refining prescriptions and determining optimal concentra-
tions of Dermaseptin in clinical settings for the prevention,
management, and treatment of candidiasis.

While this study highlights the promising antifungal activity
of Dermaseptin against Candida auris, further investigations are
warranted to assess its stability in the presence of proteases,
such as matrix metalloproteases, to better understand its
potential therapeutic applications. Additionally, the possibility
that Dermaseptin may elicit inflammatory responses via ROS
generation in the human immune system remains to be
explored. Future studies should focus on evaluating the inter-
action of Dermaseptin with immune cells, particularly macro-
phages, to assess any potential immunomodulatory effects.
These investigations will be crucial for determining the overall
safety profile of Dermaseptin as an antifungal agent.
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