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ABSTRACT: In this study, we developed biopolymeric films
derived from watermelon white rind (WF) as a platform for the
localized delivery of S-fluorouracil (S-FU). The films were obtained
by solvent casting and subjected to comprehensive physicochemical
characterization, confirming the successful incorporation of S-FU
and the biocompatibility of the control WF films. Biological assays
were performed using murine melanoma (B16—F10) and human
keratinocyte (HaCaT) cell lines. WF-SFU films significantly
reduced the cell viability, clonogenic survival, and migration in
both models. The cytotoxic effects were more pronounced in B16—
F10 cells, confirming their higher sensitivity to the treatment. The
micronucleus (MN) assay revealed a concentration-dependent
increase in mutagenicity, consistent with the known genotoxic
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profile of 5-FU. Control films did not induce cytotoxic or genotoxic effects. Overall, WF-based biopolymeric films demonstrated
favorable safety in the absence of drug loading and exhibited antitumor activity when loaded with 5-FU. These findings support their
potential as a sustainable and effective topical delivery system for localized skin cancer therapy. Further in vivo and clinical

investigations are needed.

1. INTRODUCTION

The incidence of skin cancer has been rising significantly, posing
a major public health challenge due to increasing mortality rates
and treatment costs." Melanoma is the most aggressive type of
skin cancer, characterized by high metastatic potential and
lethality.”

Therapeutic approaches depend on the stage of the disease
and may include surgery, radiotherapy, immunotherapy,
chemotherapy, and targeted therapies.”* However, despite
advances in treatment, significant challenges remain, such as
tumor resistance and severe side effects, which can compromise
both therapeutic efficacy and patient quality of life.” Therefore,
the development of innovative drug delivery systems is crucial to
enhancing treatment effectiveness while minimizing systemic
toxicity.

Polymeric films have emerged as a promising platform for the
localized delivery of chemotherapeutic agents for cutaneous
applications.”” By releasing drugs directly at the tumor site,
these films can reduce systemic adverse effects and improve
therapeutic outcomes.””” They may be composed of various
natural and synthetic polymers, such as polyanhydrides,
polycarbonates, polyesters, caprolactones, sodium alginate,
hyaluronic acid, dextran, and chitosan.'®"!
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In parallel, the valorization of agro-industrial residues for the
development of functional biomaterials has gained momentum
in both scientific and industrial fields.'>'® In this context,
watermelon rind (Citrullus lanatus, var. Crimson Sweet) has
been identified as a promising source of bioactive compounds
with therapeutic potential. Phenolic constituents, such as 4-
hydroxybenzoic acid, quercetin, and coumaric acid, exhibit
antioxidant and antimicrobial activities.'*™*® Furthermore, El
Gizawy et al.'” demonstrated that aqueous extracts of water-
melon rind significantly inhibited cell proliferation, induced
apoptosis, and suppressed cell migration in human cancer cell
lines by modulating caspase-3 activity and BAX/BCL-2
expression. Similarly, Reddy et al.”° reported that watermelon
rind extract reduced cell viability, altered gene expression
profiles, and activated apoptosis pathways in human renal
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adenocarcinoma cells. They identified citrulline as a relevant
metabolite that contributes to the extract’s bioactivity.

Our research group has been dedicated to the development of
plant-based biopolymers, establishing methodologies for their
extraction and preparation from agricultural waste products,
such as onion bulbs*' ~** and watermelon rind.**** The novelty
of the present study lies in the incorporation of S-fluorouracil (5-
FU), a well-established chemotherapeutic agent, into water-
melon rind-derived polymeric films, thereby combining the
intrinsic bioactive properties of the rind with the pharmaco-
logical effects of 5-FU. This approach not only transforms
underutilized agricultural byproducts into functional biomate-
rials but also advances sustainability by reducing the environ-
mental impact and generating value-added products.

Therefore, the objective of this study was to optimize the
production of watermelon rind-based films for S-FU incorpo-
ration and to evaluate whether the therapeutic activity of the
drug is retained, thus providing a sustainable system for localized
skin cancer therapy.

2. EXPERIMENTAL SECTION

2.1. Preparation of Biopolymeric Films (WF). Biopoly-
meric films derived from the white rind (mesocarp) of
watermelons (WF) were prepared by using the solvent casting
technique at BioSmart Nanotechnology. This biotechnology
company is based in Araraquara, Sio Paulo, Brazil. The
methodology was adapted from Dias et al.”' The process
began with washing and manually separating the white rind
portion of watermelons purchased from local markets in
Araraquara (21°47'31”S, 48°10’52"W). The rind underwent
hydrothermal treatment at 1.2 kgf/cm® pressure for S min,
yielding pulp. The pulp was then processed using an ultra-
Turrax disperser (Ultra-380 Ultra Stirrer) at 7000 rpm for S min
to obtain a purée. Prior to biopolymer preparation, the dry mass
content was determined using a moisture analyzer (Marte
ID200). The purée was then diluted in deionized water to a final
concentration of 1% w/v. For the drug-loaded films (WF-SFU),
S-fluorouracil (5-FU, Sigma) was incorporated into the purée at
a concentration of 100 pg/g relative to the total dry mass. The
mixture was homogenized, and 30 g was poured into the Petri
dishes (Kasvi, 80 X 15 mm?) and dried in a circulation-air
incubator at SO °C. Drug-free films (WF-Control) were
prepared using the same methodology for comparative analyses.

2.2. Characterization of WF-5FU and WF-Control
Biopolymers. 2.2.1. Scanning Electron Microscopy (SEM).
The morphological characteristics of the WF-SFU and WE-
Control films were analyzed by using a JEOL JSM-ITS00HR
scanning electron microscope (Musashino, Tokyo, Japan). The
films were fractured cryogenically in liquid nitrogen to obtain
cross-sectional images. The analysis was performed under an
accelerating voltage of 20 kV, utilizing the secondary electron
detection mode. Prior to imaging, all samples were coated with a
thin carbon layer to improve the conductivity and optimize the
image resolution.

2.2.2. Fourier Transform Infrared Spectroscopy (FTIR-ATR).
The functional groups of the WF-SFU and WEF-Control
biopolymeric films were evaluated by using FTIR with an
attenuated total reflectance (ATR) configuration. Spectra were
acquired using a Cary 630 spectrophotometer (Agilent
Technologies, Santa Clara, CA), with a scanning range of
4000—400 cm ™" and 32 scans at a resolution of 4 cm™".

2.2.3. Thermal Behavior. Thermogravimetry (TG), deriva-
tive thermogravimetry (DTG), and differential scanning

calorimetry (DSC) analysis curves were obtained using an
SDT Q600 simultaneous TGA/DTG-DSC analyzer (TA
Instruments, New Castle, DE). Measurements were conducted
under a nitrogen atmosphere in the temperature range of 30—
600 °C, with a sample mass of approximately 7.5 mg and a
heating rate of 10 °C/min.

2.2.4. Mechanical Properties. Mechanical properties were
evaluated using a uniaxial tensile test following ASTM D882-18
standard.”® The analysis was performed using a TA.XT PLUS
texture analyzer (Stable Micro Systems), equipped with a 50 kgf
load cell. The test was conducted at a constant speed of 0.83
mm/s with an initial grip separation of 8 mm. Film specimens
(100 x 25 mm?) were cut using an acrylic mold, and their
dimensions were confirmed using a digital micrometer. Tensile
strength, Young’s modulus, and elongation at break were
determined from the recorded data. All tests were performed in
quintuplicate at 25 °C and 50% relative humidity.

2.2.5. Water Absorption and Swelling Rate. Film samples (2
cm?) were weighed initially to determine their dry mass. Then,
they were individually immersed in 50 mL of deionized water at
25 +2 °C for 60 min to evaluate their water absorption capacity.
After immersion, the samples were carefully removed and excess
water was blotted with absorbent paper. The films were then
reweighed to obtain their wet mass. The swelling ratio was
calculated as the percentage increase in mass relative to the
initial dry weight of the films.

2.2.6. Barrier Properties. The water vapor transmission rate
(WVTR) was determined by calculating the amount of water
that permeated through the film over a given period and
considering the exposed surface area available for vapor
transmission.”” Based on this result, water vapor permeability
(WVP) was calculated considering film thickness, relative
humidity gradient, and vapor pressure difference across the
film. Film thickness was measured by using an external digital
micrometer (Shahe, 0—25 mm) with an accuracy of 0.001 mm.
Measurements were taken at 10 random points on each film, and
the mean value was recorded. Experiments were conducted
using perforated flasks (@ = 30 mm, height = 75 mm) containing
S g of anhydrous calcium chloride, which was previously dried at
200 °C for 1 h. Circular film samples (15 mm in diameter) were
positioned over the flask openings and placed inside a reactor
chamber maintained at 25 + 2 °C. The chamber contained 100
mL of a 23% w/w sodium chloride solution, creating an
environment with a relative humidity of approximately 75% and
a vapor pressure of 31.824 mmHg (equivalent to 4.242 kPa). To
monitor moisture absorption, the weight of the flasks was
recorded at hourly intervals over 8 h, and these data were used to
determine the films’ permeability characteristics.

2.2.7. Fluid Handling Capacity (FHC). To determine FHC,
films were positioned over the perforated lid of a modified
Paddington cup system. The films were sealed with a ring and
subjected to a controlled environment with pressure below 20
mmHg within a climate chamber set at 37 °C. ® First, the weight
of the cup containing the film was recorded. Then, 20 mL of a
saline solution was added to the cup. After 24 h, the cup was
weighed again before and after removing the remaining fluid.
These measurements allowed for a calculation of the amount of
fluid absorbed and retained by the film. This provides insight
into its fluid uptake and retention capabilities, which are key
parameters for evaluating its potential performance in wound
exudate management.24

2.3. Biological Assays. 2.3.1. Cell Lines and Culture
Conditions. Murine melanoma (B16—F10, ATCC CRL-6475)
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and human keratinocyte (HaCaT, ATCC PCS-200-011) cell
lines were obtained from the Rio de Janeiro Cell Bank (BCR]J).
They are stored in an ultralow temperature freezer at —80 °C in
the Cell Biobank of the Laboratory of Mutagenesis and Toxicity
(LAMUT) at Uniara in Araraquara, Sao Paulo, Brazil. For
experimental procedures, the cells were thawed and cultured in
Dulbecco’s Modified Eagle Medium (DMEM, Sigma-Aldrich)
supplemented with 10% fetal bovine serum (FBS, Gibco) in
standard cell culture flasks (Kasvi). The cultures were
maintained under controlled conditions at 37 °C in a humidified
atmosphere with 5% CO,. Subculturing was performed by
trypsinization as needed based on the confluence of each cell
line.

2.3.2. In Vitro Cytotoxicity Assessment—Resazurin-Based
Cell Viability Assay. The cytotoxicity of the biopolymeric films
(WEF-5FU and WF-Control) was evaluated in HaCaT and B16—
F10 cells using resazurin hydrochloride (Sigma-Aldrich) as an
indicator of cell viability. Resazurin undergoes a colorimetric
and fluorescence shift in response to cellular metabolic activity,
serving as an indirect measure of cell viability. The assay was
performed according to the protocol described by Page et al.”’

Prior to testing, the films were sterilized with ultraviolet (UV)
radiation for 1 h, and the eluates were prepared according to ISO
10993-12*° guidelines. For each film with a surface area of 6 cm?,
1 mL of DMEM supplemented with 10% FBS was added, and
the samples were incubated at 37 °C under constant agitation for
24 h to allow for extraction.

For the assay, cells were seeded in 96-well microplates at a
density of 1.0 X 10* cells/well and incubated for 24 h to allow
adhesion. Then, the cells were exposed to different concen-
trations of film eluates (1.6—50% v/v) for 48 h. After exposure,
the culture medium was replaced with 100 yL of an aqueous
resazurin solution (0.01% w/v), and the plates were incubated
for an additional 4 h. Fluorescence was then measured using a
Cytation microplate reader (BioTek) with excitation and
emission wavelengths set at 530 and 590 nm, respectively. A
50% dimethyl sulfoxide (DMSO) solution served as the positive
control for cytotoxicity, and untreated cells served as the
negative control. All treatments were performed in triplicate and
in three independent experiments. Cell viability was expressed as
a percentage relative to the untreated control group, whose
fluorescence intensity was considered 100%.

2.3.3. Clonogenic Survival Assay. To evaluate the long-term
effects of WE-SFU and WF-Control films on cell proliferation
and survival, a clonogenic survival assay was performed based on
the Franken et al.>" protocol, with modifications.

HaCaT and B16—F10 cells were seeded at a density of 1.0 X
10° cells/well in 2 mL of complete culture medium in 6-well
plates and incubated under standardized culture conditions (37
°C, 5% CO,, humidified atmosphere) for 24 h. The cells were
then exposed to different concentrations (1.6—25% v/v) of
biopolymeric film eluates prepared according to ISO 10993-12*°
for 48 h. The experimental control consisted of untreated cells
(negative control).

After treatment, the cells were washed, trypsinized, and
counted using a Neubauer chamber. The cell concentration was
adjusted to 200 cells/well, and the suspensions were reseeded in
fresh six-well plates and incubated for an additional 7 days to
allow colony formation. After incubation, the colonies were fixed
with a methanol/acetic acid/distilled water solution (1:1:8) for
30 min and stained with a 2 mL/well Giemsa solution (Sigma-
Aldrich) for 20 min. Three independent experiments were
conducted. The survival fraction (SF%) was calculated by

normalizing the number of colonies formed in each treated
group to the number formed in the untreated control group and
considered 100%.

2.3.4. Cell Migration Assay. Cell migration was assessed both
qualitatively and quantitatively using the methodology
described by Martinotti and Ranzato.”” HaCaT and B16—F10
cells were seeded in 24-well plates at an initial density of 2 X 10°
cells/well. The plates were then incubated at 37 °Cina 5% CO,
atmosphere until approximately 90% confluence. To inhibit cell
proliferation, the cultures were treated with mitomycin C (S pug/
mL) for 2 h. After this period, a uniform cell-free area was
created in the confluent monolayer by scratching it with the tip
of a sterile 200 uL pipet. Detached cells and debris were
removed by washing with phosphate-buffered saline (PBS).
Then, the cells were exposed to biopolymeric film eluates (WE-
SFU and WF-Control) at a concentration of 6.2% v/v. The
control group received complete culture medium without
treatment (negative control). Cell migration into the cell-free
area was monitored using a digital camera (DFC7000T)
coupled to an inverted microscope (Leica DMi8, Frankfurt,
Germany) and quantified using Image] software (NIH,
Bethesda, MD). Cell migration percentage was calculated by
comparing the cell-free region immediately after the scratch (At
= 0 h) with the region measured after 24 h (At = 24 h). Results
were expressed as the mean of three independent experiments.

2.3.5. Mutagenicity Assessment—Micronucleus (MN)
Assay. The micronucleus (MN) assay was conducted according
to Fenech,”” with adaptations. HaCaT and B16—F10 cells were
exposed to eluates from the biopolymeric films WE-Control
(3.1-25% v/v) and WF-5FU (1.6—25% v/v) for 48 h. The
eluates were prepared by incubating each film (6 cm*) with 1 mL
of culture medium for 72 h at 37 °C under constant agitation,
following ISSO 10993-12.%°

The cells were seeded in six-well plates at a density of 1 X 10°
cells/well and incubated for 24 h to allow for adhesion.
Complete culture medium served as the negative control, and
hydrogen peroxide (100 M) served as the positive control. To
block cytokinesis, cytochalasin B (3.0 yg/mL) was added for a
duration equivalent to one and a half cell cycles. The cells were
then trypsinized, centrifuged, subjected to hypotonic treatment
with potassium chloride (0.075 M KCl), and fixed in methanol/
acetic acid (3:1). Cell suspensions were dropped onto clean
slides, air-dried, stained with Giemsa, and examined under a
light microscope at 40X magnification. The frequency of
micronuclei was evaluated in a total of 3000 viable binucleated
cells per treatment group (1000 per replicate), following
Fenech’s™ criteria. Additionally, 500 viable cells (including
mononucleated, binucleated, and multinucleated cells) per
replicate were counted to determine the cytokinesis-block
proliferation index (CBPI), as described by OECD,* to assess
cellular toxicity and cell cycle delay.

2.4. Statistical Analysis. Analyses were performed using
Student’s t-test for physicochemical parameters (thickness,
mechanical properties, and swelling rate), with statistical
significance defined at p < 0.05. Biological assays were analyzed
using GraphPad Prism 7.0 software. One-way analysis of
variance (ANOVA) followed by a Tukey post hoc test was
applied to multiple comparisons with a significance level set at p
< 0.05. The results were interpreted based on comparisons with
the negative control.
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Figure 1. Film photographs of (A1) WE-Control and (B1) WF-SFU. SEM micrographs of the surface for WF-Control (magnification: 800X [A2] and
1200% [A3]) and WF-SFU (magnification: 800X [B2] and 1000x [B3]), as well as a side cut (magnification: 850X [B4]).

3. RESULTS AND DISCUSSION

3.1. Characterization of WF-5FU and WF-Control
Biopolymers. The WEF-Control and WE-SFU biopolymeric
films were produced using the casting method and an
ecofriendly strategy that did not involve the addition of
plasticizers or supplementary biopolymers. This approach
resulted in uniform, crack-free surfaces. The casting process
involves dissolving the polymer in an appropriate solvent and
depositing the resulting filmogenic solution in a mold.
Controlled solvent evaporation then leads to film formation."’

Fruit purées derived from the watermelon rind, obtained
through hydrothermal treatment, is rich in pectic and cellulosic
components that confer film-forming capabilities. In these
matrices, naturally occurring sugars act as plasticizers, and the
high fiber content contributes to improved mechanical strength
and thermal stability.”® During the hydrothermal process, pectin
functions as a natural binding agent, which enhances the
cohesion and structural integrity of the resulting films.”*
Furthermore, pectin can form a stable matrix with cellulose
and hemicellulose, which reinforces the film’s architecture.”*

Macroscopically, incorporating 5-FU into the biopolymer
matrix did not produce noticeable alterations in the films’ visual
or morphological characteristics, as shown in Figure 1A1-BI.
Both WE-Control and WE-SFU presented a brownish
coloration, attributed to compounds formed via Maillard
reactions during hydrothermal processing. The films also
exhibited homogeneous surfaces and notable transparency,
consistent with the findings of Paris Junior et al.”’

SEM analysis of the WE-Control film revealed a moderately
rough surface with undulations and dispersed fibers throughout
the structure (Figure 1A2,A3). Similarly, the SEM images of
WE-SFU (Figure 1B2,B3) showed comparable morphological
features, maintaining the surface roughness and heterogeneity
observed in the control film. These results suggest that
incorporating 5-FU did not significantly impact the film’s
microstructure. Additionally, the cross-sectional SEM image of
the WF-SFU film (Figure 1B4) revealed an irregular, multiplanar
profile.

Figure 2A1,A2 shows the FTIR spectra of the WF-Control
film. Figure 2A1 shows a broad absorption band between 3600
and 2990 cm ™!, with a maximum at 3296 cm™". This band is
mainly attributed to O—H stretching vibrations from hydroxyl
groups, which are characteristic of pectin, lignin, and cellulose—
the key structural components of watermelon white rind.”**>*”
In pectin, this band arises from the O—H stretching of hydroxyl

and carboxylic acid groups, influenced by hydrogen bonding and
hydration.

Figure 2A2 shows the additional bands. The distinct band at
approximately 1733 cm™" corresponds to the C=0 stretching
of esterified carboxyl groups in pectin. A broader, less intense
band at 1615 cm™" is associated with the C=0 stretching of
carbonyl groups. The strong and broad absorption around 1368
cm™! likely arises from C—H bending or C—O stretching, mainly
from cellulose and pectin. The band at 1263 cm™" corresponds
to C—O—C stretching in glycosidic linkages and ester groups.
Finally, the region between 1050 and 1012 cm™" is characteristic
of cellulose and represents C—O stretching from the primary
and secondary alcohols of glucose units.””

Figure 2B1,B2 displays the FTIR spectrum of pure 5-FU, and
Figure 2C1,C2 shows the spectrum of the WF-5FU film. The
characteristic absorption bands of 5-FU are clearly identifiable in
the WE-SFU spectrum and are highlighted in red. The band at
3124 cm™! is attributed to N—H stretching in the pyrimidine
ring. The band at 3164 cm™" corresponds to aromatic C—H
stretching vibrations. The band near 1720 cm™' represents C=
O stretching of the carbonyl group, while the signal at 1647 cm™
also reflects C=O0O stretching in the pyrimidine ring. The
absorption at 1428 cm ™" is likely associated with C—H or N—H
bending vibrations. The 1244 cm™" band is characteristic of C—
F stretching, and the bands at 868 and 747 cm™" correspond to
out-of-plane C—H bending in the fluorinated pyrimidine ring.
These signals confirm the presence of 5-FU in the biopolymeric
matrix, likely through physical entrapment or solubilization
without significant chemical interaction.

Figure 3 shows the TG/DTG-DSC curves of the WF-Control
and WE-SFU films. Table 1 summarizes the thermal events
obtained from the deconvolution of the DTG curves using the
bi-Gaussian function in OriginPro (Version 2025, OriginLab
Corporation, Northampton, MA). The table reports the peak
temperature (T JJeak), the onset and end temperatures, and the
corresponding mass loss (%), as determined by TG analysis.

For the WF-Control film, the first three DTG peaks represent
moisture loss and dehydration, followed by the volatilization and
decomposition of low-molecular-weight compounds,’” such as
residual sugars and organic acids that are formed during
biopolymer production. Peaks 4 to 7 correspond to the
degradation of the pectin—lignocellulosic matrix, accounting
for ~48.22% of the total mass loss. A residual carbonaceous
fraction of 33.15% remained at 544.6 °C (Table 1).

The WE-5FU film exhibited a thermal profile similar to that of
the WF-Control. Typically, 5S-FU shows a melting peak, followed
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Figure 2. Infrared spectra of a biopolymeric watermelon film (WF-Control, A1, A2), pure S-fluorouracil drug (5-FU, B1, B2), and 5-FU-incorporated
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Figure 3. TG/DTG and DSC analyses of the biopolymeric watermelon film (WF-Control) and S-fluorouracil-incorporated film (WF-SFU).
Deconvolution of DTG curves was performed using the bi-Gaussian function (OriginLab 2025).

by decomposition near 275 °C.”" The absence of this transition
confirms that the drug is not present in the crystalline form.

DSC analysis corroborates these results (Figure 3). Both the
WEF-Control and WF-SFU films displayed only endothermic
transitions that matched the mass loss events detected in the TG
curves.

The incorporation of 5-FU resulted in a slight increase in film
thickness. However, this difference was not statistically
significant, likely because the dry matter content was consistent
across the formulations. WF-Control measured 0.122 + 0.02
mm, and WE-SFU measured 0.144 + 0.02 mm (Table 2). Film
thickness is a critical parameter because it directly influences
mechanical strength, gas and moisture barrier properties,
transparency, flexibility, and durability.’” Therefore, specific
measures were implemented during film production to ensure
uniformity and optimize their structural and functional
characteristics for potential biomedical applications.

Due to the importance of mechanical performance in
biomedical materials, the mechanical properties of WE-SFU
were evaluated and compared to those of WF-Control. The
analyzed parameters included tensile strength (6T, MPa),
Young’s modulus (E, MPa), and elongation at break (¢R, %);
these are summarized in Table 2. These parameters collectively
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characterize the films’ mechanical behavior and structural
integrity under tensile loading.

Tensile tests were conducted by applying a uniaxial load at a
constant speed until rupture, which allowed for the evaluation of
the key mechanical parameters. Tensile strength represents the
maximum stress that the material can endure before failing,
which corresponds to the onset of an irreversible deformation of
the polymer chains. Young’s modulus, defined as the ratio of
stress to strain within the elastic region, reflects the material’s
stiffness. Elongation at break indicates the film’s ability to
undergo deformation prior to rupture and serves as a measure of
its flexibility and extensibility.*’

The WF-Control sample exhibited the lowest tensile strength
(0.23 + 0.03 MPa) and elongation at break (1.5 + 0.10%),
indicating limited toughness and flexibility. In contrast, WE-SFU
exhibited increased tensile strength (0.36 + 0.02 MPa) and
elongation at the break (2.5 + 0.17%), suggesting greater
extensibility and mechanical resistance. The Young’s modulus of
WE-SFU (134.7 + 18.1 MPa) was slightly lower than that of
WE-Control (136.7 + 27.0 MPa), which confirms a reduction in
stiffness (Table 2). These changes may be attributed to weak
intermolecular interactions, such as hydrogen bonding, between
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Table 1. Summary of Thermal Decomposition Data Obtained
from TG/DTG Analysis of the WE-Control and WF-5FU
Films, Including Deconvoluted DTG Peak Temperatures
(T J,eak), Onset and End Temperatures, and Corresponding
Mass Losses for Each Thermal Event

fit peak T e/ °C T/ °C Tena/°C mass loss/%
‘WE-Control
P1 57.8 334 362.1 6.93
P2 138.6 93.1 197.7 4.62
P3 195.4 118.7 292.1 6.42
P4 233.5 184.6 3729 6.27
PS 297.0 234.1 332.5 10.78
P6 321.7 149.9 3583.5 19.66
P7 401.3 202.3 544.6 11.51
residue at 544.6 °C 33.15% total 66.19
WE-SFU
P1 66.8 33.4 232.3 5.05
P2 141.1 101.3 189.6 6.80
P3 199.6 33.4 269.8 14.93
P4 236.4 166.2 494.4 15.90
Ps 299.0 247.0 3324 8.16
P6 328.3 284.4 355.2 S5.16
P7 408.4 284.4 559.4 6.94
residue at 559.4 °C 36.63% total 62.94

Table 2. Thickness, Mechanical Properties, Swelling Rate
(SR %), Barrier Properties, and Fluid Handling Capacity of
the Biopolymeric Watermelon Film (WF-Control) and 5-
Fluorouracil-Incorporated Film (WE-SFU)“

WE-Control WE-SFU
thickness
mm 0.122 + 0.02 0.144 + 0.02
mechanical properties
oT (MPa) 0.23 + 0.03 0.36 + 0.02°
E (MPa) 136.7 + 27.0 1347 + 18.1
€R (%) 1.5 +0.10 2.5 +0.17"
swelling rate (SR %)
SR (%) 1422 + 60.8 2170 + 72.4°
barrier properties
a (gh™) 045 1.55
WVTR (gh™"m™2) 1303.9 4471.8
WVP (grmm-m2-day"mmHg™") 3.7 15.2
fluid handling capacity (g-m >-day™")
MVTR 215.8 267.6
ABS 10.8 37.2
FHC 226.6 304.7

“a: permeability coefficient; WVTR: water vapor transmission rate;
WVP: water vapor permeability; MVTR: moisture vapor transmission
rate; ABS: absorbency; FHC: fluid handling capacity. bStatistically
different from WF-Control (p < 0.05, Student’s t-test, applied to
thickness, mechanical properties, and swelling rate).

5-FU and the biopolymeric matrix, which may have contributed
to mechanical reinforcement of the film.

In addition to mechanical performance, the films’ water
absorption capacity, barrier properties, and fluid handling ability
were also evaluated. These are critical parameters for selecting
effective wound dressings."" Ideally, a wound dressing would
have balanced permeability to maintain a moist wound
environment while regulating drug release.*” In advanced stages

of skin cancer, ulcerative lesions are often accompanied by
excessive exudate due to disruption of the skin barrier,
inflammation, and possible microbial infection. Therefore, a
dressing’s ability to absorb and manage wound fluids is vital to
promoting healing and improving patient comfort.”**

The biopolymeric films demonstrated high swelling capacity
with values of 2170 + 72.4% for WF-SFU and 1422 + 60.8% for
WE-Control (Table 2). Moreover, WE-Control exhibited the
lowest water vapor permeability (WVP = 3.7 gmm-m™~>-day ™"
mmHg ™), indicating a superior barrier function, whereas WE-
SFU showed the highest water vapor transmission rate (WVTR
= 4471.8 g¢h™"m™?), permeability coefficient (a = 1.55 g-h™"),
and fluid handling capacity (FHC = 304.7, Table 2).
Permeability, defined as the steady-state flow of a solute through
a material, is closely related to water vapor transport driven by
humidity gradients™" and directly influences both fluid manage-
ment and drug release.

Taken together, these results suggest that 5-FU incorporation
increased the film’s hydrophilicity, enhancing water uptake and
molecular diffusion within the biopolymeric matrix. This effect is
particularly relevant for managing exudative lesions and
indicates that WF-SFU films may be suitable for topical
application, favoring lesion coverage and maintenance of a
hydrated microenvironment to support sustained 5-FU release.

3.2. Biological Assays. The in vitro cytotoxicity of the WE-
Control and WE-SFU biopolymeric films was evaluated by using
aresazurin reduction assay with HaCaT and B16—F10 cells. The
WE-Control films exhibited no cytotoxic effects in either cell
line, which confirms the biocompatibility of the polymeric
matrix. In contrast, the WF-SFU films induced a statistically
significant and concentration-dependent reduction in cell
viability compared to the negative control (untreated cells),
which indicates the effective release of 5-FU from the films.

In HaCaT cells, the WE-5FU film was cytotoxic at an eluate
concentration of 12.5% v/v, reducing the cell viability to 62.3 +
13.0%. This effect intensified with increasing concentrations,
reaching 47.5 +9.7% at 25% v/v and 30.1 + 4.3% at 50% v/v. In
B16—F10 cells, the cytotoxic response was more pronounced;
the viability decreased from 79.2 + 16.4% at 1.56% v/v to 8.2 &
1.2% at 50% v/v. Statistically significant reductions were
observed at all tested concentrations (Figure 4). These results
confirm the antitumor activity of 5-FU released from the films
and suggest that B16—F10 cells are more sensitive to treatment
than HaCaT cells, likely due to differences in metabolic rate and
proliferative behavior.

To further investigate the long-term effects of treatment on
cell proliferation, we performed a clonogenic survival assay was
performed. This assay is commonly used in tumor biology to
evaluate the capacity of individual cells to survive treatment and
develop into colonies. Only cells with clonogenic potential can
contribute to tumor recurrence or metastasis.*’

WE-5FU eluates significantly reduced the clonogenic survival
in both HaCaT and B16—FI10 cells in a concentration-
dependent manner (Figure SA). These results corroborate
those of the resazurin assay and demonstrate both cytostatic and
cytotoxic activity. These findings suggest that WE-SFU films
compromise cellular metabolic activity and impair the long-term
proliferative potential of the treated cells.

Visual inspection of the clonogenic assay wells (Figure
SB1,B2) corroborated these observations, revealing a significant
decrease in colony number and size in the WF-SFU-treated
groups (Figure 5B2) compared to the negative control (Figure
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Figure 4. Cytotoxicity assays using resazurin as an indicator of cell viability in HaCaT and B16—F10 cells treated with different concentrations of
eluates of the biopolymeric watermelon white rind film (WF-Control) and S-fluorouracil-incorporated film (WF-SFU). NC: negative control (DMEM
supplemented with 10% fetal bovine serum), cell viability of 100%; PC: positive control (dimethyl sulfoxide, DMSO, 50%), cell viability of 8.6 + 2.9%
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A

150+
HaCaT cells

1004

Cell Viability (%)

B16-F10 cells

v Ll
& —_ ~ v q < - -~
Z - < ~ - - "

WF-Control

WF.5FU

WF-Control

Biopolymeric films

(% v/v of elaates)

»

.
»

-
Y
‘4
\‘.
-

-
-
.
-
>
Y
.
P
Y
44%
LA
v~
4777
> ::“-“
i aw a4
an Iy
|
-
-

B
\
\i
4

l."
b
;
™~
L
(s
“»

"

100 pm

B2

Figure 5. (A) Survival fraction (%) of HaCaT and B16—F10 cells treated with eluates of the biopolymeric watermelon white rind film (WF-Control)
and S-fluorouracil-incorporated film (WF-SFU). (B) Representative images of B16—F10 cell colonies (scale bar: 100 ym): (B1) colonies in the wells
corresponding to the negative control and (B2) colonies after treatment with WF-SFU films (25% v/v eluate). NC: negative control (DMEM
supplemented with 10% fetal bovine serum), survival fraction of 100%. Values are expressed as the mean = standard deviation of replicates from three
independent assays. *Statistically different from NC (p < 0.0S, one-way ANOVA followed by Tukey’s post hoc test).

SB1), accompanied by evident cellular and nuclear morpho-
logical alterations in B16—F10 cells.
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The observed cytotoxic effects are consistent with the well-
established mechanism of action of 5-FU, a chemotherapeutic
antimetabolite widely used in the treatment of skin cancers.**~*°

5-FU primarily inhibits thymidylate synthase (TS) and
incorporates its active metabolites into DNA and RNA.
Following administration, most 5-FU is metabolized in the
liver to its inactive form, dihydrofluorouracil, while a fraction is
converted into active metabolites, including fluorodeoxyuridine
monophosphate (FdUMP), fluorodeoxyuridine triphosphate
(FdUTP), and fluorouridine triphosphate (FUTP). FAUMP
inhibits TS, which blocks the production of deoxythymidine
monophosphate (dTTP), which is an essential nucleotide for
DNA synthesis and repair. This leads to DNA strand breaks.
Additionally, the incorporation of FUTP into RNA impairs its
processing and function, further contributing to cytotoxicity."’

Due to the pharmacokinetic limitations of 5-FU, including its
short plasma half-life (5—20 min) and rapid hepatic metabolism,
high systemic doses are often required to achieve therapeutic
levels, frequently resulting in adverse effects on healthy,
proliferating tissues."”*” Thus, the biopolymeric films based
on the watermelon rind developed in this study offer a promising
platform in skin cancer therapy. Concentrating the drug at the
tumor site may maintain effective local concentrations, reduce
dosing frequency, and minimize off-target toxicity.”

Additionally, the migratory capacity of HaCaT and B16—F10
cells was quantitatively evaluated by measuring the reduction in
the cell-free area in the monolayer (Figure 6A) and qualitatively

assessed it through photomicrographs captured 24 h after
treatment (Figure 6B), which illustrated the extent of cell
displacement.

Cell migration plays a pivotal role in tumor progression and
metastasis. In epithelial-derived carcinomas, metastatic spread
involves a series of steps, including loss of epithelial polarity,
disruption of tissue architecture, degradation of the basement
membrane, intravasation into the circulatory or lymphatic
systems, and colonization of distant tissues.”' Thus, limiting
migratory capacity can significantly impair the invasive and
metastatic potential of tumor cells.*”

Shenoy et al.”* demonstrated that both free 5-FU and its solid
lipid nanoparticle formulation significantly inhibited B16—F10
cell migration, even at subtoxic concentrations (0.12 ug/mL),
compared to the untreated control.

In this study, WE-Control films did not alter cell migration in
either cell line, and no statistically significant differences were
observed compared to the negative control. In contrast, WE-
SFU films significantly inhibited cell migration in both cell lines.
The percentage reduction in the cell-free area was 17.3 + 3.0%
for HaCaT cells and 23.4 + 3.1% for B16—F10 cells (Figure 6A).
The antimigratory effect of WF-SFU films further underscores
their clinical relevance as it may contribute to reducing the risk
of metastasis.

The micronucleus (MN) assay was used to evaluate genomic
instability in HaCaT and B16—F10 cells following exposure to
eluates from biopolymeric films. Additionally, nuclearity analysis
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was used to determine the cytokinesis-block proliferation index
(CBPI), a key parameter for evaluating cellular toxicity and cell
cycle delay.’® This assay is widely used in genetic toxicology to
assess the safety of chemicals, pharmaceuticals, and cosmetics
for human use. MN arise from chromosome fragments or entire
chromosomes that fail to be incorporated into the main nucleus
after cell division and are established biomarkers of DNA
damage.”*

The WEF-Control films did not induce mutagenic effects in
either cell line, which reinforces the biocompatibility of the
biopolymer and supports its potential for biomedical applica-
tions. As expected, the WF-5FU films produced a concentration-
dependent increase in MN frequency (Table 3), consistent with

Table 3. Frequency of Micronuclei (MN) and Cytokinesis-
Block Proliferation Index (CBPI) in HaCaT and B16—F10
Cells after 48 h of Treatment with Eluates of the
Biopolymeric Watermelon White Rind Film (WF-Control)
and 5-Fluorouracil-Incorporated Film (WF-SFU)“

HaCaT B16—F10
treatments MN? CBPI* MN? CBPI*
NC 50+ 1.5 1.8 + 0.03 S0+17 1.8 + 0.05
PC 285+357 1.6+0017  360+287  15+0.017
‘WE-Control
3.1% 5.5 407 1.7 + 0.06 45407 1.8 +0.03
6.2% 45+07 1.7 + 0.05 5.5+28 1.7 £ 0.05
12.5% 50+ 1.4 1.8 + 0.08 5.0 £ 0.7 1.7 + 0.01
25% 40+ 14 1.7 + 0.06 60+ 14 1.8 + 0.02
WE-SFU
1.6% 5.5 407 1.8 + 0.04 6.5+ 0.7 1.7 + 0.06
3.1% 80+ 1.4 1.7 + 0.05 8.5+ 21 1.7 + 0.01
6.2% 125+07¢9 1.6+006%° 140+14%7 1.6+ 0.02¢
12.5% 165 +219  14+0029 180+287  1.5+001¢

“Values are presented as mean =+ standard deviation of the frequency
of micronuclei (MN) and CBPI in HaCaT and B16—F10 cells. NC:
negative control (DMEM supplemented with 10% fetal bovine
serum), PC: positive control (hydrogen peroxide, 100 uM). bA total
of 3000 binucleated cells were analyzed per treatment group (1000
cells/treatment/repetition). “A total of 1500 cells were analyzed per
treatment group (500 cells/treatment/repetition). “Statistically differ-
ent from NC (p < 0.0S, one-way ANOVA followed by Tukey’s post
hoc test).

the genotoxic effects of 5-FU.>>> Mutagenicity was observed
at eluate concentrations of 12.5 and 6.2% v/v. These
concentrations also led to a significant decrease in CBPI
(Table 3), indicating concomitant cytostatic or cytotoxic
activity. This finding is supported by the resazurin and
clonogenic assay data.

This response aligns with the established mechanism of action
of 5-FU (a nucleoside analog), which was previously discussed
and involves interference with DNA synthesis and integrity.*””
While these mechanisms contribute to its antitumor efficacy,
they may also lead to long-term genomic instability.”* However,
this risk is minimized when drug release is restricted to the lesion
site, representing a strategic advantage of topical therapeutic
approaches.

4. CONCLUSIONS

This study contributes to our research group’s ongoing efforts to
develop sustainable biopolymeric films from agro-industrial
residues, aiming to create environmentally responsible platforms
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for biomedical applications. Watermelon white rind, an
abundant and underutilized byproduct, was successfully
repurposed to produce biopolymeric films incorporating S-FU,
a widely used chemotherapeutic agent.

The resulting films exhibited favorable physicochemical and
mechanical properties, and in their drug-free form (WEF-
Control), they showed no cytotoxic or genotoxic effects,
which reinforces the safety of the biopolymeric matrix. When
loaded with 5-FU, the films demonstrated potent cytotoxic and
antimigratory effects in vitro against HaCaT and B16—F10 cells.
Furthermore, the WF-SFU eluates induced a concentration-
dependent increase in MN frequency, which is consistent with
the known mechanism of action of 5-FU.

These results suggest that watermelon rind-based biopoly-
meric films have potential as localized drug delivery systems for
skin cancer therapy, especially for early-stage tumors or as
adjuncts in combination regimens. By enabling localized
administration, these films could reduce the systemic toxicity
commonly associated with conventional 5-FU treatments,
thereby strengthening their translational relevance.

Further research is needed, including in vivo studies and
broader preclinical evaluations, to validate the therapeutic
effectiveness of these sustainable biopolymeric platforms and to
define their most suitable clinical applications.

B ASSOCIATED CONTENT

Data Availability Statement
Data will be made available on request.

B AUTHOR INFORMATION

Corresponding Author
Flavia Aparecida Resende — Department of Biological Sciences
and Health, University of Araraquara (UNIARA), 14801-
340 Araraquara, Sdo Paulo, Brazil; ® orcid.org/0000-0002-
9432-5919; Email: farnogueira@uniara.edu.br

Authors

Igor Henrique Cerqueira — Department of Biological Sciences
and Health, University of Araraquara (UNIARA), 14801-
340 Araraquara, Sao Paulo, Brazil

Nicole Pichirilli Catirse — Department of Biological Sciences
and Health, University of Araraquara (UNIARA), 14801-
340 Araraquara, Sao Paulo, Brazil

Paula de Abreu Fernandes — Department of Biological Sciences
and Health, University of Araraquara (UNIARA), 14801-
340 Araraquara, Sao Paulo, Brazil

Saulo Duarte Ozelin — BioSmart Nanotechnology, 14808-162
Araraquara, Sao Paulo, Brazil; ® orcid.org/0000-0003-
1769-4347

Didgenes dos Santos Dias — BioSmart Nanotechnology,
14808-162 Araraquara, Sdo Paulo, Brazil; Institute of
Chemistry, Sao Paulo State University (UNESP), 14800-060
Araraquara, Sao Paulo, Brazil; ® orcid.org/0000-0002-
7497-7282

Clovis Augusto Ribeiro — BioSmart Nanotechnology, 14808-
162 Araraquara, Sdo Paulo, Brazil; Institute of Chemistry,
Sao Paulo State University (UNESP), 14800-060
Araraquara, Sao Paulo, Brazil

Hernane da Silva Barud — Department of Biological Sciences
and Health, University of Araraquara (UNIARA), 14801-
340 Araraquara, Sao Paulo, Brazil

Complete contact information is available at:
https://pubs.acs.org/10.1021/acsomega.5c06925

https://doi.org/10.1021/acsomega.5c06925
ACS Omega 2025, 10, 44573—-44584


https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Fla%CC%81via+Aparecida+Resende"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-9432-5919
https://orcid.org/0000-0002-9432-5919
mailto:farnogueira@uniara.edu.br
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Igor+Henrique+Cerqueira"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Nicole+Pichirilli+Catirse"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Paula+de+Abreu+Fernandes"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Saulo+Duarte+Ozelin"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-1769-4347
https://orcid.org/0000-0003-1769-4347
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Dio%CC%81genes+dos+Santos+Dias"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-7497-7282
https://orcid.org/0000-0002-7497-7282
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Clo%CC%81vis+Augusto+Ribeiro"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Hernane+da+Silva+Barud"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.5c06925?ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.5c06925?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

ACS Omega

http://pubs.acs.org/journal/acsodf

Author Contributions

LH.C.: writing—original draft, designed the experiments and
analyzed the data. $.D.O., D.d.S.D. and C.A.R.: produced,
characterized, and supplied the films. N.P.C. and P.d.AF.:
designed the experiments and analyzed the data. H.d.S.B. and
F.AR.: conceptualization, methodology, writing—review and
editing, supervision, funding acquisition. All authors contributed
to the review and approval of the final manuscript.

Funding

The Article Processing Charge for the publication of this
research was funded by the Coordenacao de Aperfeicoamento
de Pessoal de Nivel Superior (CAPES), Brazil (ROR identifier:
00x0ma614).

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

The authors gratefully acknowledge the financial support
provided by the Sio Paulo Research Foundation (FAPESP),
the Coordination for the Improvement of Higher Education
Personnel (CAPES), and the National Council for Scientific and
Technological Development (CNPq). F.A.R. thanks CNPq
(Grant: 304352/2024-1). H.d.SB. thanks (CEMASU) FA-
PESP-Funding (Process: 2021/11965-3) and (Process: 2017/
50334—3), CNPq (Grants: 309614/2021-0 and 302178/2025-
2), National Institutes of Science and Technology (INCTs),
INCT Polysaccharides (Grant: 406973/2022-9), INCT Circu-
larity in Polymer Materials (Grant: 406925/2022-4), and
INCT-INFO (National Institute of Photonics).

B REFERENCES

(1) Dildar, M.; Akram, S.; Irfan, M.; Khan, H. U.; Ramzan, M,
Mahmood, A. R,; Alsaiari, S. A.; Saeed, A. H. M.,; Alraddadi, M. O
Mahnashi, M. H. Skin cancer detection: a review using deep learning
techniques. Int. J. Environ. Res. Public Health 2021, 18, No. 5479.

(2) Hasan, N.; Nadaf, A.; Imran, M.; Jiba, U.; Sheikh, A.; Almalki, W.
H.; Almujri, S. S.; Mohammed, Y. H.; Kesharwani, P.; Ahmad, F. J. Skin
cancer: understanding the journey of transformation from conventional
to advanced treatment approaches. Mol. Cancer 2023, 22, 168.

(3) Davis, L. E.; Shalin, S. C.; Tackett, A. J. Current state of melanoma
diagnosis and treatment. Cancer Biol. Ther. 2019, 20, 1366—1379.

(4) Boutros, A; Croce, E.; Ferrari, M, Gili, R; Massaro, G.;
Marconcini, R.; Arecco, L.; Tanda, E. T.; Spagnolo, F. The treatment of
advanced melanoma: current approaches and new challenges. Crit. Rev.
Oncol. Hematol. 2024, 196, No. 104276.

(5) Lopes, J; Rodrigues, C. M. P,; Gaspar, M. M.; Reis, C. P.
Melanoma management: from epidemiology to treatment and latest
advances. Cancers 2022, 14, No. 4652.

(6) Ciro, Y.; Rojas, J.; Yarce, C. J.; Salamanca, C. H. Production and
characterization of glutathione-chitosan conjugate films as systems for
localized release of methotrexate. Polymers 2019, 11, No. 2032.

(7) Mahvi, D. A.; Korunes-Miller, J.; Bordeianu, C.; Chu, N.-Q;
Geller, A. D.; Sabatelle, R;; Berry, S.; Hung, Y. P.; Colson, Y. L;
Grinstaff, M. W.; Raut, C. P. High dose, dual-release polymeric films for
extended surgical bed paclitaxel delivery. J. Controlled Release 2023, 363,
682—691.

(8) Lee, J. H,; Tachibana, T.; Wadamori, H.; Yamana, K.; Kawasaki,
R.; Kawamura, S.; Isozaki, H.; Sakuragi, M.; Akiba, L; Yabuki, A. Drug-
loaded biocompatible chitosan polymeric films with both stretchability
and controlled release for drug delivery. ACS Omega 2022, 8 (1),
1282—1290.

(9) Franga, M. T.; Mendes, C.; Silva, A. H.; Valentini, G.; Cisilotto, J.;
Parize, A. L.; Creczynski-Pasa, T. B.; Stulzer, H. K. Blended polymeric
films containing the drugs simvastatin and resveratrol: the super-

saturation approach for melanoma treatment. Colloid Interface Sci.
Commun. 2022, 46, No. 100501.

(10) Borbolla-Jiménez, F. V.; Pefia-Corona, S. I; Farah, S. J.; Jiménez-
Valdés, M. T.; Pineda-Pérez, E.; Romero-Montero, A.; Del Prado-
Audelo, M. L.; Bernal-Chavez, S. A.; Magana, J. J.; Leyva-Gémez, G.
Films for wound healing fabricated using a solvent casting technique.
Pharmaceutics 2023, 15, No. 1914.

(11) Mandlik, S.; Mandlik, D.; Rajput, A. Biodegradable Polymers:
Aadvances in Sustainable Biomaterials. In Design and Processing of Green
Materials, Biomaterials, Bioengineering and Sustainability; Faiyazuddin,
M.; Suryawanshi, M., Eds.; Springer: Cham, 2025; Vol. 4.

(12) Bala, S.; Garg, D.; Sridhar, K.; Inbaraj, B. S.; Singh, R.; Kamma,
S.; Tripathi, M.; Sharma, M. Transformation of agro-waste into value-
added bioproducts and bioactive compounds: micro/nano formula-
tions and application in the agri-food-pharma sector. Bioengineering
2023, 10, No. 152.

(13) Mishra, B.; Mohanta, Y. K; Reddy, C. N;; Reddy, S. D. M,;
Mandal, S. K;; Yadavalli, R.; Sarma, H. Valorization of agro-industrial
biowaste to biomaterials: an innovative circular bioeconomy approach.
Circular Economy 2023, 2, No. 100050.

(14) Al-Sayed, H. M.; Ahmed, A. R. Utilization of watermelon rinds
and sharlyn melon peels as a natural source of dietary fiber and
antioxidants in cake. Ann. Agric. Sci. 2013, 58, 83—95.

(15) Mushtaq, M.; Sultana, B.; Bhatti, H. N.; Asghar, M. RSM based
optimized enzyme-assisted extraction of antioxidant phenolics from
underutilized watermelon (Citrullus lanatus Thunb.) rind. J. Food Sci.
Technol. 2015, 52, 5048—5056.

(16) Neglo, D.; Tettey, C. O.; Essuman, E. K; Kortei, N. K.; Boakye,
A. A; Hunkpe, G.; Amarh, F.; Kwashie, P.; Devi, W. S. Comparative
antioxidant and antimicrobial activities of the peels, rind, pulp and seeds
of watermelon (Citrullus lanatus) fruit. Sci. Afr. 2021, 11, No. e00582.

(17) Athanasiadis, V.; Chatzimitakos, T.; Kalompatsios, D.; Kotsou,
K.; Mantiniotou, M.; Bozinou, E.; Lalas, S. I. Recent advances in the
antibacterial activities of Citrullus lanatus (watermelon) by-products.
Appl. Sci. 2023, 13, No. 11063.

(18) Meghwar, P.; Saeed, S. M. G.; Ullah, A,; Nikolakakis, E.;
Panagopoulou, E.; Tsoupras, A,; Smaoui, S; Khaneghah, A. M.
Nutritional benefits of bioactive compounds from watermelon: a
comprehensive review. Food Biosci. 2024, 61, No. 104609.

(19) El Gizawy, H. A.; El-Haddad, A. E.; Attia, Y. M.; Fahim, S. A;
Zafer, M. M.; Saadeldeen, A. M. In vitro cytotoxic activity and
phytochemical characterization (UPLC/T-TOE-MS/MS) of the
watermelon (Citrullus lanatus) rind extract. Molecules 2022, 27,
No. 2480.

(20) Reddy, C. S.; Natarajan, P.; Nimmakayala, P.; Hankins, G. R;;
Reddy, U. K. From fruit waste to medical insight: the comprehensive
role of watermelon rind extract on renal adenocarcinoma cellular and
transcriptomic dynamics. Int. J. Mol. Sci. 2023, 24, No. 15615.

(21) Dias, D. S;; Otoni, C. G.; da Silva, R. R;; Meneguin, A. B;
Mattoso, L. H. C.; Barud, H. S.; Ribeiro, C. A. Large scale
manufacturing of puree-only edible films from onion bulb (Allium
cepa L.): probing production and structure—processing—property
correlations. Ind. Crops Prod. 2020, 145, No. 111847.

(22) Barreto, M. R; Aleixo, N. A,; Silvestre, R. B.; Fregonezi, N. F.;
Barud, H. S.; Dias, D. S.; Ribeiro, C. A.; Resende, F. A.
Genotoxicological safety assessment of puree-only edible films from
onion bulb (Allium cepa L.) for use in food packaging-related
applications. J. Food Sci. 2020, 85, 201—208.

(23) da Costa Borges, M. A.; Sorigotti, A. R.; Paschoalin, R. T.; Paris
Junior, J. A. P; da Silva, L. H. D.; Dias, D. S.; Ribeiro, C. A.; de Aragjo,
E. S.; Resende, F. A;; Barud, H. S. Self-supported biopolymeric films
based on onion bulb (Allium cepa L.): gamma-radiation effects in
sterilizing doses. Polymers 2023, 15, No. 914.

(24) da Silva, J. G. F.; Cerqueira, I. H.; Paris Janior, J. A.; da Silva, L. H.
D,; Colturato, V. M. M; Fernandes, P. A.; Oliveira, T. L.; Dametto, A.
C.; Dias, D. S;; Ribeiro, C. A.; de Oliveira, L. F. C.; Barud, H. S;
Resende, F. A. Production of biopolymers from watermelon mesocarp:
structural characterization, cytogenotoxicological safety, and antiox-
idant activity. J. Food Sci. Technol. 2025, 62, 885—896.

https://doi.org/10.1021/acsomega.5c06925
ACS Omega 2025, 10, 44573—-44584


https://doi.org/10.3390/ijerph18105479
https://doi.org/10.3390/ijerph18105479
https://doi.org/10.1186/s12943-023-01854-3
https://doi.org/10.1186/s12943-023-01854-3
https://doi.org/10.1186/s12943-023-01854-3
https://doi.org/10.1080/15384047.2019.1640032
https://doi.org/10.1080/15384047.2019.1640032
https://doi.org/10.1016/j.critrevonc.2024.104276
https://doi.org/10.1016/j.critrevonc.2024.104276
https://doi.org/10.3390/cancers14194652
https://doi.org/10.3390/cancers14194652
https://doi.org/10.3390/polym11122032
https://doi.org/10.3390/polym11122032
https://doi.org/10.3390/polym11122032
https://doi.org/10.1016/j.jconrel.2023.09.048
https://doi.org/10.1016/j.jconrel.2023.09.048
https://doi.org/10.1021/acsomega.2c06719?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acsomega.2c06719?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acsomega.2c06719?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.colcom.2021.100501
https://doi.org/10.1016/j.colcom.2021.100501
https://doi.org/10.1016/j.colcom.2021.100501
https://doi.org/10.3390/pharmaceutics15071914
https://doi.org/10.3390/bioengineering10020152
https://doi.org/10.3390/bioengineering10020152
https://doi.org/10.3390/bioengineering10020152
https://doi.org/10.1016/j.cec.2023.100050
https://doi.org/10.1016/j.cec.2023.100050
https://doi.org/10.1016/j.aoas.2013.01.012
https://doi.org/10.1016/j.aoas.2013.01.012
https://doi.org/10.1016/j.aoas.2013.01.012
https://doi.org/10.1007/s13197-014-1562-9
https://doi.org/10.1007/s13197-014-1562-9
https://doi.org/10.1007/s13197-014-1562-9
https://doi.org/10.1016/j.sciaf.2020.e00582
https://doi.org/10.1016/j.sciaf.2020.e00582
https://doi.org/10.1016/j.sciaf.2020.e00582
https://doi.org/10.3390/app131911063
https://doi.org/10.3390/app131911063
https://doi.org/10.1016/j.fbio.2024.104609
https://doi.org/10.1016/j.fbio.2024.104609
https://doi.org/10.3390/molecules27082480
https://doi.org/10.3390/molecules27082480
https://doi.org/10.3390/molecules27082480
https://doi.org/10.3390/ijms242115615
https://doi.org/10.3390/ijms242115615
https://doi.org/10.3390/ijms242115615
https://doi.org/10.1016/j.indcrop.2019.111847
https://doi.org/10.1016/j.indcrop.2019.111847
https://doi.org/10.1016/j.indcrop.2019.111847
https://doi.org/10.1016/j.indcrop.2019.111847
https://doi.org/10.1111/1750-3841.14977
https://doi.org/10.1111/1750-3841.14977
https://doi.org/10.1111/1750-3841.14977
https://doi.org/10.3390/polym15040914
https://doi.org/10.3390/polym15040914
https://doi.org/10.3390/polym15040914
https://doi.org/10.1007/s13197-024-06076-z
https://doi.org/10.1007/s13197-024-06076-z
https://doi.org/10.1007/s13197-024-06076-z
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.5c06925?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

ACS Omega

http://pubs.acs.org/journal/acsodf

(25) Paris Junior, J. A.; Nogueira, L. G.; Cerqueira, I. H.; Catirse, N. P.;
da Silva, L. H. D.; Fernandes, P. A.; Colturato, V. M. M.; Dias, D. S.;
Ribeiro, C. A.; Dametto, A. C,; Silva, J. M.; Barud, H. S.; Resende, F. A.
Biopolymer from the puree of mesocarp of Citrullus lanatus
(watermelon) containing chlorhexidine digluconate: physical-chem-
istry characterization and biological aspects. Waste Biomass Valorization
20285, 16, 1671—168S.

(26) ASTM International. Standard Test Method for Tensile Properties
of Thin Plastic Sheeting; ASTM D882-18; ASTM International: West
Conshohocken, PA, 2018; p 12.

(27) ASTM International. Standard Test Methods for Water Vapor
Transmission of Materials; ASTM E96/E96M-16; ASTM International:
West Conshohocken, PA, 2021; p 14.

(28) European Committee for Standardization. Test Methods for
Wound Dressings — Aspects of Absorption, Moisture Vapour Transmission,
Waterproofness and Extensibility; EN 13726-1; Estonian Centre for
Standardisation and Accreditation: Tallinn, 2023.

(29) Page, B,; Page, M.; Noel, C. A new fluorometric assay for
cytotoxicity measurements in-vitro. Int. J. Oncol. 1993, 3, 473—476.

(30) International Organization for Standardization. Biological
Evaluation of Medical Devices — Part 12: Sample Preparation and
Reference Materials; ISO 10993-12:2021; International Organization for
Standardization: Brussels, 2021. https://www.iso.org/standard/75769.
html.

(31) Franken, N. A. P.; Rodermond, H. M,; Stap, J.; Haveman, J.; van
Bree, C. Clonogenic assay of cells in vitro. Nat. Protoc. 2006, 1, 2315—
2319.

(32) Martinotti, S.; Ranzato, E. Scratch wound healing assay. Methods
Mol. Biol. 2020, 2109, 225—229.

(33) Fenech, M. Cytokinesis-block micronucleus cytome assay. Nat.
Protoc. 2007, 2, 1084—1104.

(34) Organisation for Economic Co-operation and Development
(OECD). Test No. 487: In Vitro Mammalian Cell Micronucleus Test;
OECD Guidelines for the Testing of Chemicals, Section 4; OECD
Publishing: Paris, 2023.

(35) Janowicz, M.; Galus, S.; Ciurzynska, A.; Nowacka, M. The
potential of edible films, sheets, and coatings based on fruits and
vegetables in the context of sustainable food packaging development.
Polymers 2023, 15, No. 4231.

(36) Vanitha, T.; Khan, M. Role of Pectin in Food Processing and
Food Packaging. In In Pectins — Extraction, Purification, Characterization
and Applications; Masuelli, M., Ed.; IntechOpen: London, 2020.

(37) Garcia-Aguilar, A.; Rodriguez-Solis, C. A.; Canché-Escamilla, G.;
Duarte-Aranda, S.; Cuevas-Carballo, Z. B. Extraction and character-
ization of biofilms from the mesocarp of watermelon (Citrullus lanatus).
MRS Adv. 2025, DOI: 10.1557/s43580-025-01332-6.

(38) Singh, P.,; Tyagi, G; Mehrotra, R;; Bakhshi, A. K. Thermal
stability studies of S-fluorouracil using diffuse reflectance infrared
spectroscopy. Drug Test. Anal. 2009, 1, 240—244.

(39) Otoni, C. Food Packaging Materials. In Current Protocols:
Methods and Protocols in Food Science, 1st ed.; Springer Protocols,
Humana: New York, NY, 2024; p 379.

(40) Sun, Z.; Zhang, P.; Liu, W.; He, W. Deformation and stress—
strain behavior of solid materials. In Fundamentals of Materials Science;
Springer: Singapore, 2025.

(41) Boateng, J. S.; Matthews, K. H.; Stevens, H. N. E.; Eccleston, G.
M. Wound healing dressings and drug delivery systems: a review. J.
Pharm. Sci. 2008, 97, 2892—2923.

(42) Xu, R;; Xia, H.; He, W.; Li, Z.; Zhao, J.; Liu, B; Wang, Y.; Lei, Q.;
Kong, Y.; Bai, Y.; Yao, Z,; Yan, R,; Li, H,; Zhan, R;; Yang, S.; Luo, G.;
Wau, J. Controlled water vapor transmission rate promotes wound-
healing via wound re-epithelialization and contraction enhancement.
Sci. Rep. 2016, 6, No. 24596.

(43) Pavel, T. L; Chircov, C.; Radulescu, M.; Grumezescu, A. M.
Regenerative wound dressings for skin cancer. Cancers 2020, 12,
No. 2954.

(44) Ryan, R. F; Krementz, E. T.; Litwin, M. S. A role for topical S-
fluorouracil therapy in melanoma. J. Surg. Oncol. 1988, 38, 250—256.

44584

(45) Maghfour, J.; Kuraitis, D.; Murina, A. Intralesional S-fluorouracil
for treatment of non-melanoma skin cancer: a systematic review. J.
Drugs Dermatol. 2021, 20, 192—198.

(46) Marka, A.; Rodgers, D.; Castillo, L. Z.; Hoyt, B.; Chapman, M.;
Carter, J. Dilute intralesional S-fluorouracil for the treatment of
squamous cell carcinomas and keratoacanthomas: a case series. J. Drugs
Dermatol. 2023, 22, 507—508.

(47) Gmeiner, W. H. Chemistry of fluorinated pyrimidines in the era
of personalized medicine. Molecules 2020, 25, No. 3438.

(48) Naren, G.; Guo, J.; Bai, Q.; Fan, N.; Nashun, B. Reproductive and
developmental toxicities of S-fluorouracil in model organisms and
humans. Expert Rev. Mol. Med. 2022, 24, No. e9.

(49) Pattanaik, S.; Patil, A. N.; Kumaravel, J.; Prakash, G. Therapeutic
drug monitoring for cytotoxic anticancer drugs: principles and
evidence-based practices. Front. Oncol. 2022, 12, No. 1015200.

(50) Udofot, O.; Affram, K; Israel, B.; Agyare, E. Cytotoxicity of S-
fluorouracil-loaded pH-sensitive liposomal nanoparticles in colorectal
cancer cell lines. Integr. Cancer Sci. Ther. 20185, 2, 245—252.

(51) Stuelten, C. H.; Parent, C. A; Montell, D. J. Cell motility in
cancer invasion and metastasis: insights from simple model organisms.
Nat. Rev. Cancer 2018, 18, 296—312.

(52) Han, T.; Kang, D.; Ji, D.; Wang, X.; Zhan, W.; Fu, M.; Xin, H.-B,;
Wang, J.-B. How does cancer cell metabolism affect tumor migration
and invasion? Cell Adhes. Migr. 2013, 7, 395—403.

(53) Shenoy, V. S.; Gude, R. P.; Murthy, R. S. R. In vitro anticancer
evaluation of S-fluorouracil lipid nanoparticles using B16F10
melanoma cell lines. Int. Nano Lett. 2013, 3, No. 36.

(54) Fenech, M. Cytokinesis-block micronucleus cytome assay
evolution into a more comprehensive method to measure chromosomal
instability. Genes 2020, 11, No. 1203.

(55) Whitwell, J.; Fowler, P.; Allars, S.; Jenner, K.; Lloyd, M.; Wood,
D.; Smith, K.; Young, J.; Jeffrey, L.; Kirkland, D. 2-Aminoanthracene, 5-
fluorouracil, colchicine, benzo[a]pyrene, cadmium chloride and
cytosine arabinoside tested in the in vitro mammalian cell micronucleus
test (MNvit) in Chinese hamster ovary (CHO) cells at Covance
Laboratories, Harrogate UK in support of OECD draft Test Guideline
487. Mutat. Res., Genet. Toxicol. Environ. Mutagen. 2010, 702, 237—247.

(56) Whitwell, J.; Fowler, P.; Allars, S.; Jenner, K; Lloyd, M.; Wood,
D.; Smith, K; Young, ]J; Jeffrey, L.; Kirkland, D. S-Fluorouracil,
colchicine, benzo[a]pyrene and cytosine arabinoside tested in the in
vitro mammalian cell micronucleus test (MNvit) in Chinese hamster
V79 cells at Covance Laboratories, Harrogate, UK in support of OECD
draft Test Guideline 487. Mutat. Res., Genet. Toxicol. Environ. Mutagen.
2010, 702, 230—236.

(57) Huehls, A. M.; Huntoon, C.J.; Joshi, P. M.; Baehr, C. A.; Wagner,
J.M,; Wang, X.; Lee, M. Y.; Karnitz, L. M. Genomically incorporated 5-
fluorouracil that escapes UNG-initiated base excision repair blocks
DNA replication and activates homologous recombination. Mol.
Pharmacol. 2016, 89, 53—62.

(58) Szikriszt, B.; Péti, A.; Pipek, O.; Krzystanek, M.; Kanu, N,;
Molndr, J.; Ribli, D.; Szeltner, Z.; Tusnddy, G. E.; Csabai, L; Szallasi, Z.;
Swanton, C.; Sziits, D. A comprehensive survey of the mutagenic
impact of common cancer cytotoxics. Genome Biol. 2016, 17, No. 99.

https://doi.org/10.1021/acsomega.5c06925
ACS Omega 2025, 10, 44573—-44584


https://doi.org/10.1007/s12649-024-02765-0
https://doi.org/10.1007/s12649-024-02765-0
https://doi.org/10.1007/s12649-024-02765-0
https://doi.org/10.3892/ijo.3.3.473
https://doi.org/10.3892/ijo.3.3.473
https://www.iso.org/standard/75769.html
https://www.iso.org/standard/75769.html
https://doi.org/10.1038/nprot.2006.339
https://doi.org/10.1007/7651_2019_259
https://doi.org/10.1038/nprot.2007.77
https://doi.org/10.3390/polym15214231
https://doi.org/10.3390/polym15214231
https://doi.org/10.3390/polym15214231
https://doi.org/10.1557/s43580-025-01332-6
https://doi.org/10.1557/s43580-025-01332-6
https://doi.org/10.1557/s43580-025-01332-6?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/dta.41
https://doi.org/10.1002/dta.41
https://doi.org/10.1002/dta.41
https://doi.org/10.1002/jps.21210
https://doi.org/10.1038/srep24596
https://doi.org/10.1038/srep24596
https://doi.org/10.3390/cancers12102954
https://doi.org/10.1002/jso.2930380409
https://doi.org/10.1002/jso.2930380409
https://doi.org/10.36849/JDD.5518
https://doi.org/10.36849/JDD.5518
https://doi.org/10.36849/JDD.5058
https://doi.org/10.36849/JDD.5058
https://doi.org/10.3390/molecules25153438
https://doi.org/10.3390/molecules25153438
https://doi.org/10.1017/erm.2022.3
https://doi.org/10.1017/erm.2022.3
https://doi.org/10.1017/erm.2022.3
https://doi.org/10.3389/fonc.2022.1015200
https://doi.org/10.3389/fonc.2022.1015200
https://doi.org/10.3389/fonc.2022.1015200
https://doi.org/10.15761/ICST.1000150
https://doi.org/10.15761/ICST.1000150
https://doi.org/10.15761/ICST.1000150
https://doi.org/10.1038/nrc.2018.15
https://doi.org/10.1038/nrc.2018.15
https://doi.org/10.4161/cam.26345
https://doi.org/10.4161/cam.26345
https://doi.org/10.1186/2228-5326-3-36
https://doi.org/10.1186/2228-5326-3-36
https://doi.org/10.1186/2228-5326-3-36
https://doi.org/10.3390/genes11101203
https://doi.org/10.3390/genes11101203
https://doi.org/10.3390/genes11101203
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.05.004
https://doi.org/10.1016/j.mrgentox.2010.04.022
https://doi.org/10.1016/j.mrgentox.2010.04.022
https://doi.org/10.1016/j.mrgentox.2010.04.022
https://doi.org/10.1016/j.mrgentox.2010.04.022
https://doi.org/10.1016/j.mrgentox.2010.04.022
https://doi.org/10.1124/mol.115.100164
https://doi.org/10.1124/mol.115.100164
https://doi.org/10.1124/mol.115.100164
https://doi.org/10.1186/s13059-016-0963-7
https://doi.org/10.1186/s13059-016-0963-7
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.5c06925?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

