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ABSTRACT

Background and Aim: Biofilm-forming Aeromonas hydrophila represents a critical constraint in aquaculture, driving recurrent
infections, environmental persistence, and antimicrobial resistance. Sustainable alternatives to antibiotics are urgently
needed. This study evaluated the multiphase antibiofilm activity of chitosan nanoparticles (ChNPs) synthesized from
Litopenaeus vannamei shrimp shells against clinical A. hydrophila isolates from Indonesian gourami (Osphronemus gouramy),
focusing on their effects during biofilm adhesion, planktonic proliferation, and mature biofilm degradation.

Materials and Methods: Between February 2024 and March 2025, diseased gourami were sampled from aquaculture sites
in Surabaya, Indonesia. Three wild-type A. hydrophila isolates (A1G1, A2G1, A3G1) were confirmed via biochemical and 16S
rRNA sequencing. ChNPs were synthesized through ionic gelation of deacetylated chitosan with sodium tripolyphosphate and
characterized by Scanning Electron Microscopy (SEM), dynamic light scattering, and Fourier Transform Infrared Spectroscopy
(FTIR) analyses. Antibiofilm efficacy was tested at concentrations of 15-45 pug mL™" using crystal violet staining (optical density
[OD]sgs) for adhesion and degradation phases, and turbidity (ODsoo) for planktonic inhibition. Data were analyzed using one-
and two-way analysis of variance with Tukey’s post hoc test.

Results: ChNPs exhibited spherical morphology (=641 nm; T = +51 mV) and stable ionic crosslinking. They significantly
inhibited adherent biomass formation (p < 0.05), reducing ODsgs from 0.787 to 0.317 in the most responsive strain A3G1 (>
59 % inhibition). Planktonic growth (ODeoo) declined dose-dependently (63 % inhibition at 45 ug mL™), with significant strain—
concentration interactions (p < 0.01). Mature biofilm degradation reached 63% at 45 pug mL™", approaching the level of the
antibiotic-treated control. SEM and FTIR data supported electrostatic disruption and extracellular polymeric substance
penetration as probable mechanisms.

Conclusion: Shrimp-shell-derived ChNPs effectively suppressed A. hydrophila biofilms at multiple developmental stages,
demonstrating a potent, biodegradable alternative for the control of aquaculture pathogens. Their integration into eco-
friendly, antibiotic-free disease management aligns with circular bioeconomy and One Health frameworks. Further in vivo
validation and formulation optimization are warranted.

Keywords: Chitosan nanoparticles, Aeromonas hydrophila, biofilm inhibition, planktonic suppression, aquaculture biocontrol,
One Health, circular bioeconomy.
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INTRODUCTION

Aquaculture is a cornerstone of global food security, yet it remains highly susceptible to infectious diseases
caused by opportunistic pathogens such as Aeromonas hydrophila [1-5]. A major virulence mechanism of A.
hydrophila lies in its capacity to form multicellular biofilms embedded in extracellular polymeric substances, which
promote bacterial persistence, immune evasion, and increased antibiotic resistance [6—10]. In Indonesia, A.
hydrophila has been frequently recovered from diseased gourami (Osphronemus gouramy) [11-13], where it is
responsible for motile Aeromonas septicemia, a condition marked by hemorrhages, ulceration, and high mortality
[2, 4, 5, 14, 15]. Although the pathogen is well recognized, detailed investigations into its biofilm-forming
characteristics under tropical aquaculture conditions remain scarce. The exceptional resilience of Aeromonas
biofilms to conventional antimicrobials has stimulated growing interest in nanoparticle-based therapeutic
alternatives [16—18].

Among these, chitosan nanoparticles (ChNPs) have attracted considerable attention due to their
biocompatibility, biodegradability, and potent antimicrobial mechanisms. Their cationic surface enables
electrostatic interactions with the negatively charged bacterial envelope, leading to membrane destabilization,
cytoplasmic leakage, and disruption of quorum-sensing networks [8—10, 19-23]. However, most prior studies on
ChNPs have focused on standard laboratory strains or human pathogens, thereby limiting their relevance to
aquatic systems.

This study uniquely explores the antibiofilm activity of shrimp-shell-derived ChNPs against clinical, wild-type
A. hydrophila isolated from Indonesian gourami. It emphasizes both ecological and methodological novelty by
assessing efficacy across three key biofilm stages, initial adhesion, planktonic proliferation, and mature biofilm
degradation. This triphasic, aquaculture-specific framework, combined with the circular bioeconomy concept of
shrimp-shell valorization, distinguishes the present research from earlier single-phase or laboratory-strain
investigations, thereby addressing critical knowledge gaps in biofilm dynamics in tropical fish-pathogen systems
[10, 24-26].

Despite extensive characterization of A. hydrophila as an opportunistic fish pathogen, most existing studies
have primarily focused on its antibiotic resistance patterns, virulence gene diversity, and general pathogenic
mechanisms. In contrast, relatively few investigations have explored the biofilm-forming behavior of wild-type A.
hydrophila strains isolated from tropical aquaculture systems, particularly under environmental and host-specific
conditions reflective of Southeast Asian aquaculture. Current evidence is largely derived from standard laboratory
strains or temperate isolates, which may not accurately represent the adaptive physiology or environmental
resilience of tropical field strains. Moreover, comprehensive evaluations of biofilm inhibition across multiple
developmental phases, from initial adhesion to mature biofilm degradation, remain scarce. Most prior reports
examine only one stage of biofilm dynamics, neglecting the transitional processes critical for pathogen persistence
and transmission.

At the same time, the application of biopolymer-based nanoparticles such as chitosan has demonstrated
promising antimicrobial properties, yet their systematic antibiofilm evaluation against aquaculture-relevant
pathogens remains poorly documented. Even fewer studies have investigated shrimp-shell-derived ChNPs as a
sustainable intervention within a circular bioeconomy framework, linking aquaculture waste valorization with
disease control. The absence of integrated physicochemical, microbiological, and phase-specific assessments has
created a significant gap in understanding how nanochitosan formulations interact with fish-pathogenic A.
hydrophila under real-world tropical aquaculture conditions.

This study was designed to evaluate the multiphase antibiofilm efficacy of shrimp-shell-derived ChNPs
against clinical, wild-type A. hydrophila isolates obtained from diseased gourami (O. gouramy) cultured in
Indonesian aquaculture systems. Specifically, the study aimed to:

1. Isolate and molecularly characterize A. hydrophila strains from naturally infected gourami to confirm their

identity and phylogenetic relatedness to global reference strains.

2. Synthesize and characterize ChNPs from Litopenaeus vannamei shrimp shells using ionic gelation, and
analyze their morphology, particle size, and functional groups (scanning electron microscopy [SEM],
dynamic light scattering [DLS], and Fourier transform infrared [FTIR] spectroscopy).

3. Assess the inhibitory effects of ChNPs across three biofilm developmental phases: initial adhesion
(adherent biomass), planktonic proliferation (cell growth), and mature biofilm degradation, using optical
density(OD)-based assays.

4. Determine strain-dependent differences and concentration-dependent interactions between ChNP
exposure and antibiofilm responses through statistical modeling.
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5. Contextualize the findings within sustainable aquaculture and One Health frameworks, highlighting the
dual role of shrimp-shell waste recycling and antimicrobial resistance mitigation.
Through these objectives, the study seeks to establish a mechanistic, eco-friendly approach to controlling
biofilm-associated A. hydrophila, providing a scientific foundation for future in vivo validation and formulation
development aimed at antibiotic-free health management in aquaculture.

MATERIALS AND METHODS

Ethical Approval

All experimental procedures involving aquatic animals and bacterial isolates were conducted in accordance
with institutional, national, and international guidelines for the ethical treatment of research animals and
biosafety management. The study protocol, including sample collection, handling of diseased fish, and processing
of bacterial isolates, was reviewed and approved by the Animal Care and Use Committee of Universitas Brawijaya,
Indonesia, under approval number 170-KEP-UB-2024.

Sampling and euthanasia procedures adhered to the ethical standards outlined by the Indonesian Ministry
of Agriculture Regulation No. 95/Permentan/0T.140/9/2013 concerning animal welfare, and complied with the
Organisation for Economic Co-operation and Development (OECD) Guidelines for the Testing of Chemicals
(Section 203: Fish Acute Toxicity) and the European Directive 2010/63/EU on the protection of animals used for
scientific purposes. Diseased gouramispecimens were humanely euthanized using buffered tricaine methane
sulfonate (MS-222, 500 mg/L, pH 7.0-7.5) to minimize stress and pain prior to sample collection.

All bacterial isolation and nanoparticle handling were performed in a biosafety level 2 laboratory under
aseptic conditions, in accordance with the institutional biosafety and biosecurity framework. No experimental
infections or deliberate pathogen exposures were performed on live fish. The study used naturally infected
specimens obtained from local aquaculture ponds and markets, ensuring that no additional harm or suffering was
induced beyond diagnostic sampling.

All researchers involved in the project completed certified training in animal welfare, bioethics, and
laboratory biosafety before initiating experimental work. Data collection, sample storage, and disposal of
biological waste followed the approved institutional standard operating procedures and were overseen by the
biosafety officer of the Faculty of Fisheries and Marine, Universitas Airlangga, Surabaya, Indonesia.

The research complied with the principles of the 3Rs (Replacement, Reduction, and Refinement) and with
the Animal Research: Reporting of In Vivo Experiments 2.0 guidelines for reporting animal research. Ethical
oversight ensured that all animal use was justified and necessary, and that it was conducted with maximal
consideration of welfare and environmental safety.

Study Period and Location

This study was conducted from February 2024 to March 2025 at the Department of Aquaculture, Faculty of
Fisheries and Marine, Universitas Airlangga, Surabaya, Indonesia. Sampling was performed at various sites in
Surabaya City, East Java Province (7°15’S, 112°45°E), including ornamental fish shops, traditional fish markets, and
aquaculture ponds where diseased gourami exhibiting clinical symptoms were identified and collected.

Isolation and Identification of Bacteria
Sampling Design

Sampling was conducted over three visits between March and June 2024 in traditional markets across
Surabaya, Indonesia (approx. -7.25, 112.75) to capture temporal variation. The sample size (n = 90 gourami) was
determined to detect an expected prevalence of 25%—30% with +10% precision at 95% confidence. Fish were

handled following ethical guidance; when required, euthanasia was performed using buffered MS-222 (tricaine)
at 500 mg/L, adjusted to physiological pH (7.0-7.5) with sodium bicarbonate.

Primary Isolation

Swabs from the kidney and intestinal tracts were transported on ice (4°C) and processed within < 6 h of
collection (backup storage < 24 h at 4°C). Swabs were streaked aseptically onto MacConkey agar (Oxoid, UK) and
Glutamate Starch Phenol Red (GSP) agar (Oxoid), followed by incubation at 32 + 2 °C for 24-48 h. Colonies
presenting yellow centers on GSP and negative lactose fermentation on MacConkey agar were considered
presumptive Aeromonas spp. and subsequently purified on Tryptic Soy Agar (TSA; Oxoid). Pure cultures were
stored in Todd-Hewitt broth (Oxoid) supplemented with 20% glycerol at -20°C and lyophilized using a 7.5%
glucose—horse-serum cryoprotectant. Preliminary screening based on colony morphology, Gram staining, and
Sulfide Indole Motility (SIM; Oxoid) confirmed that the isolates were motile, Gram-negative rods.
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Biochemical Characterization

Comprehensive biochemical profiling was conducted following a modified protocol from Bergey’s Manual of
Determinative Bacteriology (7th ed.) [27], including oxidase and catalase activity, H,S production, indole, MR,
Voges—Proskauer (VP), citrate utilization, gelatin hydrolysis, and urease activity (all reagents from Oxoid).
Carbohydrate fermentation tests employed glucose, lactose, mannitol, sucrose, arabinose, and inositol (Oxoid),
while amino acid decarboxylation was evaluated for ornithine and lysine (Oxoid).

Additional diagnostic tests included bile-esculin hydrolysis (Oxoid), ampicillin resistance, and 0/129
susceptibility (Oxoid). The biochemical profiles of each isolate were systematically compared with those of the
reference strain as described by Altwegg et al. [28], confirming phenotypic identification based on standard
diagnostic characteristics. Based on their phenotypic congruence with the reference strain, we selected three
wild-type isolates: A1G1, A2G1, and A3G1 for molecular characterization.

Molecular Detection of A. hydrophila Using the 16S rRNA Gene

Following biochemical confirmation, four A. hydrophila isolates (ATCC 19570, A1G1, A2G1, and A3G1) were
subjected to molecular identification by polymerase chain reaction (PCR) targeting the 16S rRNA gene. Bacteria
were cultured on TSA and grown in 50 mL TSB at 30°C for 24 h in a shaking incubator. Genomic DNA was extracted
using the G-Spin™ Genomic DNA Extraction Kit (iNtRON Biotech®, Korea; Cat. No. 17121). with a modified protocol
involving cell lysis in G buffer, heat incubation at 60°C, and sequential washing with buffers A and B, followed by
elution in 200 pL elution buffer and storage at -20°C.

PCR amplification used universal primers 27F and 1492R in a 50 pL reaction containing GoTaq Green Master
Mix (Promega, USA), with cycling conditions of initial denaturation (95°C, 5 min), followed by 30 cycles of
denaturation (94°C, 30 s), annealing (55°C, 30 s), extension (72°C, 1 min), and a final extension at 72°C for 7 min.
Amplicons were separated by electrophoresis on a 1% agarose gel pre-stained with FluorVue™ stain (SMOBIO
Technology, Inc., Taiwan) and visualized under blue light or ultra-violet transilluminator (Bio-Rad Laboratories,
USA); the ~1,500 bp band indicated successful 16S rRNA amplification.

Positive samples were sequenced using the Sanger method, aligned with Multiple sequence alighment was
performed using ClustalW (https://www.genome.jp/tools-bin/clustalw) implemented in MEGA version 12
(https://www.megasoftware.net)., and analyzed using BLAST for species confirmation. Phylogenetic analysis was
conducted using the maximum likelihood (ML) method with 1,000 bootstrap replicates under the Tamura—Nei
model with invariant sites (TN93+l), selected based on the lowest BIC, AlCc, and highest log-likelihood. All sites,
NJ/MP initial trees, and the nearest-neighbor-interchange algorithm were used for tree inference.

Synthesis of Chitosan

ChNP was synthesized by ionotropic gelation as described by lkono et al. [8], using low-molecular-weight,
biocompatible-grade chitosan (degree of deacetylation [DD] = 97.8 £ 0.2%, n = 3). Chitosan (0.3 g) was dissolved
in 100 mL of 0.1 M acetic acid, adjusted to pH 3.5, and magnetically stirred for 24 h. An aqueous TPP solution
(0.25% w/v) was gradually added under continuous stirring (900 rpm, 60 min, 25°C + 2°C) to yield a chitosan: TPP
mass ratio of 6:1 (w/w); gelation occurred within ~20 min. After synthesis, the suspensions were
washed/centrifuged to reduce residual acetic acid/TPP, sterile-filtered (0.22 um), and used for biological testing.
Working suspensions were prepared in TSB + 1% sucrose at concentrations of 15, 30, and 45 pg mL™.
Concentrations are reported as mass per volume and were pre-selected as sub-inhibitory based on preliminary
range-finding (data not shown) to enable comparative antibiofilm evaluation without reducing overall growth.
Particle size and PDI (DLS), Z-potential (mV), FTIR features, and inter-batch size variability are provided in the
Characterization subsection.

Characterization of the ChNP

Particle size and dispersity were measured by DLS; Delsa™ Nano Zeta Potential Analyzer, Beckman Colter,
New Zealand) in water at 25 °C (n = 0.8878 cP), reporting Z-average and polydispersity index (PDI); batches with
PDI > 0.30 were discarded. The zeta potential ({) was determined on the same instrument by electrophoretic light
scattering (Smoluchowski model) under identical conditions; batches with c| < 25 mV were excluded. Morphology
was examined by SEM (~20,000x, 5 kV; sputter-coated where applicable) following standard preparation. FTIR-
ATR (IRTracer-100, Shimadzu Corp., Kyoto, Japan); 4000-400 cm™, 4 cm™ resolution, 32 scans) was used to verify
functional-group signatures (O—H/N-H, amide, P=0) consistent with TPP crosslinking. The DD% of the chitosan
precursor was determined by the FTIR peak-ratio method (A1655/A3450) with calibration (or by potentiometric
titration, as applicable). Batch yield was calculated as (mass of recovered dried ChNP/initial chitosan) x 100%.
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Biofilm Inhibition Assays

This study employed a completely randomized design (CRD) with four treatments of ChNP concentration: 0
ug/mL (0%) (untreated control), 15 pg/mL (15%), 30 pg/mL (30%), and 45 pg/mL (45%). Each treatment comprised
five technical replicates (five wells per assay) and was repeated in three independent biological runs on separate
days (total N = 15 wells per treatment per strain) for four A. hydrophila strains, reference strain ATCC 19570, and
three wild-type isolates (A1G1, A2G1, A3G1) from diseased gourami, Surabaya, Indonesia.

ChNP levels were chosen after solubility optimization and preliminary inhibition screening to represent a
biologically relevant, non-cytotoxic range. Controls were explicitly differentiated: negative (untreated), vehicle
(acetic acid matrix without chitosan) to exclude solvent effects, and positive (reference antibacterial/disinfectant
applied atits in vitro labeled dose and exposure, as specified in the Results section), defining the expected maximal
inhibitory response. Statistical analyses were performed using the procedures and software detailed in the
Statistics subsection (a = 0.05). Nanoparticle characterization confirmed {-potential: 51 mV by electrophoretic
light scattering, consistent with colloidal stability and electrostatic antibacterial interactions. The chitosan
feedstock’s DD% is reported in the Supplement, and batch performance showed low variation in hydrodynamic
size and consistent synthesis yield from shrimp-shell-derived material.

Planktonic Cell Growth Inhibition (OD600 nm)

A turbidity-based microdilution assay was performed to evaluate the inhibitory effect of chitosan
nanoparticles (ChNPs) on the free-living (planktonic) growth phase of A. hydrophila. Overnight cultures of A.
hydrophila were grown in Luria—Bertani (LB) broth (Oxoid) at 30°C with continuous shaking at 180 rpm.
Subsequently, the cultures were diluted to an initial OD of 0.05 at 600 nm (OD600) in fresh LB medium. A total of
200 pL of this bacterial suspension was transferred into sterile 96-well flat-bottom polystyrene microplates, and
various sub-inhibitory concentrations of ChNPs were added. Wells without treatment were used as negative
controls. The microplates were statically incubated at 30°C for 24 h, after which the OD was measured at 600 nm
using a microplate spectrophotometer. A reduction in OD600 compared with the untreated control indicated
inhibition of planktonic cell growth.

Negative controls consisted of untreated biofilms; vehicle controls contained the acetic acid/TPP matrix
matched to the highest ChNP dilution; and gentamicin at 10 ug/mL for 24 h served as the positive reference,
defining maximal biofilm degradation under in vitro conditions. Unless otherwise stated, statistical comparisons
were performed with the vehicle control. The percentage inhibition was calculated using the following formula:

0D600, control — 0D600, treatment
0D600, control

Planktonic Inhibition (%) = ( ) X 100

Where OD control corresponds to the CV-stained biomass in wells without ChNPs, and OD treatment refers
to the stained biomass in wells treated with ChNPs.

Quantification of the Initial Adherent Biofilm Biomass (OD595 nm)

To quantify the initial adhesion phase of biofilm formation, a crystal violet staining method was used. A.
hydrophila overnight cultures were diluted to OD600 = 0.05 in LB broth, and 200 pL of this suspension was seeded
into 96-well polystyrene microplates containing ChNPs at various concentrations. Plates were incubated at 30°C
without shaking for 24 h to facilitate surface attachment. After incubation, the wells were gently washed three
times with phosphate-buffered saline (PBS; pH 7.4) to remove non-adherent cells. The remaining surface-attached
biomass was fixed with absolute methanol for 15 min, air-dried at 25°C + 2°C., and stained with 0.5% (w/v) crystal
violet solution (Sigma-Aldrich, St. Louis, MO, USA) for 10 min. The unbound dye was rinsed off with distilled water,
and the retained stain was solubilized with 33% (v/v) glacial acetic acid. The absorbance of the eluted solution
was then measured at 595 nm (OD595) using a microplate reader. OD595 from the CV assay was used as a relative
biomass index and normalized to the untreated control; conversion to an absolute biomass calibration curve was
not performed, consistent with standard CV-based comparative workflows. The percentage of inhibition of initial
biofilm formation was calculated using the following formula:

0D 595, control — OD 595, treatment
0D 595, control

Adhesion inhibition (%) = ( ) % 100

Where OD595_control corresponds to CV-stained biomass in wells without ChNPs, and OD595_treatment
refers to CV-stained biomass in ChNP-treated wells.
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Biofilm Degradation Assay (OD595 nm)

A biofilm degradation assay was conducted to assess the ability of ChNPs to disrupt mature biofilms,
following Rivera et al. [8] with modifications for A. hydrophila. Bacterial cultures were diluted to OD600 = 0.05,
200 pL of the suspension was dispensed into sterile 96-well polystyrene microplates. Plates were incubated
statically at 30°C for 48 h to allow biofilm maturation. The supernatant was gently discarded, and the wells were
washed three times with PBS to remove residual planktonic cells. Fresh LB containing ChNPs at the desired
concentrations was added (200 pL/well), and the plates were preincubated at 30°C for 24 h. Accordingly, ChNP
treatment levels (15, 30, and 45 pg/mL) were selected from prior solubility optimization and preliminary
inhibition screening to bracket a biologically relevant, non-cytotoxic window. Negative controls consisted of
untreated bacterial suspensions, vehicle controls used an acetic acid/TPP matrix matched to the highest ChNP
dilution, and gentamicin 10 ug/mL for 24 h served as the positive reference; unless otherwise stated, statistical
comparisons were performed against the vehicle control.

Each assay included clearly differentiated controls, negative (untreated), positive (gentamicin 10 ug; Sigma-
Aldrich, USA), and vehicle (acetic-acid matrix without chitosan, matched to the solvent composition of ChNPs), to
attribute effects specifically to ChNPs. Replication was prespecified as five technical wells per treatment within a
CRD, with the entire assay repeated as three independent biological runs on separate days; data analysis followed
the procedures and software detailed in the Statistics subsection (a = 0.05). The wells were washed to remove
debris and non-adherent remnants following treatment. The remaining biofilm matrix was fixed with methanol
for 15 min, air-dried, and stained with 0.5% crystal violet for 10 min at 25°C + 2°C. Excess dye was removed with
distilled water, and bound CV was eluted with 33% (v/v) glacial acetic acid. The OD was measured at 595 nm (x5
nm) using a Thermo Scientific Multiskan FC microplate photometer (USA). The percentage of biofilm degradation
was determined using the following general formula:

0D 595, untreated — OD 595, untreated
0D 595, treated

Biofilm Degradation (%) = ( ) X 100

Where, ODsgs, untreated, denotes the CV-stained mature biofilm without ChNP treatment, and ODsgs,
treated, denotes the residual biofilm after ChNP exposure.

Statistical Analysis

All analyses were performed using IBM SPSS Statistics version 25.0 (IBM Corp., Armonk, NY, USA) and
GraphPad Prism version 10.4.2 (GraphPad Software, San Diego, CA, USA). Data are presented as mean + standard
deviation (SD) from n = 3 independent biological replicates, each comprising 5 technical replicates per treatment.
The Shapiro—Wilk and Levene tests were used to verify data normality and variance homogeneity. When
assumptions were violated, the data were transformed (log or Box—Cox) or analyzed using Welch’s analysis of
variance (ANOVA) followed by Games—Howell post hoc tests, yielding consistent conclusions. One-way ANOVA
followed by Tukey’s Honestly Significant Difference (HSD) was used to assess treatment effects within each strain,
whereas two-way ANOVA was used to evaluate the interaction between strain type and ChNP concentration,
particularly in planktonic growth inhibition and biofilm degradation assays. For all analyses, we report F(df;, df,),
exact p-values, and effect sizes (partial n?) with 95% confidence interval (Cl) wherever applicable. Statistical
significance was set at a = 0.05 (a two-tailed Student’s t-test). This study generated no new regression or modeling
data; however, predictive modeling (dose—response or nonlinear regression) and structure—function correlation
analyses (PCA) are identified as future analytical extensions to refine inhibition kinetics and nanoparticle—biofilm
relationships.

RESULTS

Biochemical Characterization of A. hydrophila Isolates

Four A. hydrophila strains were used in this study, including a reference strain (ATCC 19570) and three wild-
type isolates (A1G1, A2G1, and A3G1) obtained from diseased gourami collected in Surabaya, Indonesia. Based
on Table 1, three bacterial isolates (A1G1, A2G1, and A3G1) underwent comprehensive biochemical profiling and
were compared against the reference characteristics of A. hydrophila, as described by Altwegg et al. [27].

All isolates exhibited Gram-negative reactions and were positive for catalase, oxidase, indole, Voges—
Proskauer, gelatin hydrolysis, urea hydrolysis, aesculin fermentation (with gas production), glucose, sucrose, and
arabinose fermentation. Negative reactions were observed for hydrogen sulfide production, methyl red, and
ornithine decarboxylation across all isolates.
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Distinct inter-isolate variations were observed. For instance, A2G1 was the only isolate that showed positive
results for both citrate utilization and lysine decarboxylation, whereas A1G1 and A3G1 were negative for citrate
utilization; lysine decarboxylase activity was observed only in A2G1 and A3G1. Inositol fermentation was positive
in all isolates but absent in the reference profile. Lactose and mannitol fermentation yielded variable results across
isolates and reference strains, consistent with known heterogeneity in carbohydrate metabolism among
Aeromonas spp.

Table 1: Biochemical characteristics of A. hydrophila isolates (A1G1, A2G1, and A3G1) compared with the reference strain
[27].

Biochemical tests A1G1 A2G1 A3G1 Altwegg et al. [27]
Gram-stain - - - -
Catalase + + + +
Oxidase + + + +
H,S - - - -
Indol + + + +
Metyl-red - - - -
Voges-Proskaeur + + + +
Simon citrate - + - -
Lysine dekarboksilase - + + -
Ornithine decarboxylation - - - -
Gelatin + + + +
Urea + + + +
Aesculin +, gas +, gas +, gas +, gas
Glucose + + + +
Sucrose + + + +
Lactose V \ V \%
Arabinose + + + +
Mannitol \Y Y Vv Y
Inositol + + + -
Ampicillin R R R R
0/129 + + + +
Percentage similarity 95.23% 85.27% 90.47%

All isolates exhibited resistance to ampicillin and susceptibility to O/129 vibriostatic compound, supporting
their taxonomic placement within the A. hydrophila complex. Based on the overall biochemical patterns, similarity
indices relative to the reference profile of Altwegg et al. [27] were calculated as 95.23% for A1G1, 85.27% for
A2G1, and 90.47% for A3G1. These results affirm species identity and indicate minor phenotypic divergence likely
attributable to environmental adaptation or intra-species variability.

Molecular Identification and Phylogenetic Analysis Based on the 16S rRNA Gene

PCR amplification of the 16S rRNA gene from three local isolates (A1G1, A2G1, and A3G1) yielded amplicons
of approximately 1,500 bp. BLAST analysis revealed high sequence similarity (99.12%—-99.70%) with A. hydrophila
strains from Turkey, Argentina, Brazil, China, India, Japan, Egypt, Greece, and South Korea.

Phylogenetic analysis was performed using the ML method in MEGA 12 with 1,000 bootstrap replicates under
the Tamura—Nei model with invariant sites (TN93+l). The resulting tree (Figure 1) showed that all Indonesian
isolates clustered within the A. hydrophila clade, closely related to global reference strains such as GQ292549.1
(Turkey), KU942608.1 (Argentina), and HE681732.1 (Brazil), with high bootstrap support ranging from 73% to
100%. The cluster containing A1G1, A2G1, and A3G1 was clearly separated from outgroup species such as Vibrio
japonicus (MT757980.1) and Edwardsiella anguillarum (MT052563.1), confirming the taxonomic position of the
isolates within A. hydrophila.

SEM Analysis of Synthesized Chitosan Nanoparticles

A scanning electron microscope (SEM; JSM-6360, JEOL Ltd., Tokyo, Japan) was used to characterize the
morphology of ChNPs synthesized from L. vannamei shells via ionic gelation. As shown in Figure 2, the particles
exhibited predominantly spherical shapes with smooth surfaces and minimal aggregation, forming compact and
homogeneous clusters. This morphology reflects effective electrostatic stabilization through ionic crosslinking
between the chitosan and tripolyphosphate amine groups.

The SEM images (20,000x magnification, 5 kV) revealed a mean particle diameter of 641.5 + 11.08 nm,
consistent with nanoscale distributions reported for similar gelation-based methods. These structural features
indicate a high surface-area-to-volume ratio, which supports potential applications in antimicrobial delivery,
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biofilm inhibition, and aquaculture therapeutics. These morphological findings are complemented by
hydrodynamic sizing (DLS), FTIR-derived DD%, and elemental profiling by EDX.

DLS of Synthesized ChNP

DLS analysis was employed to determine the hydrodynamic diameter and size distribution of ChNPs
synthesized from L. vannamei shells. As shown in Table 2, the average particle diameter measured by cumulant
analysis was 641.5 nm at 25°C in a medium with a viscosity of 0.8878 cP. The polydispersity index (PDI) of 0.285
indicates a moderately narrow distribution, reflecting relatively good homogeneity. This supports the
effectiveness of the ionic gelation method using sodium tripolyphosphate (TPP) in producing stable nanoscale
particles.

MG428936.1 Aeromonas hydrophila China
HQ258696.1 Aeromonas hydrophila Greece
JNE44601.1 Aeromonas hydrophila India
HEB81732.1 Aeromonas hydrophila Brazil
KU842608.1 Aeromonas hydrophila Argetina
& JN391411.1 Aeromonas hydrophila China

F MW287147.1 Aeromonas hydrophila South Korea

AB6E98740.1 Aeromonas hydrophila Japan

AY987754.1 Aeromonas hydrophila India

20 MK089544.1 Aeromonas hydrophila China

GQ292549.1 Aeromonas hydrophila Turkey

0Q625313.1 Aeromonas hydrophila Egypt

165 rRNA A1G1 Indonesia
73‘|j[ 16S rRNA A2G1 Indonesia
100 L 163 rRNA A3G1 Indonesia
MT052563.1 Edwardsiella anguillarum
% MT757980.1 Vibrio japonicus

0OM341414.1 Pseudomonas sp.

I

n.nz
Figure 1: Phylogenetic tree based on 16S rRNA gene sequences of Aeromonas hydrophila isolates (A1G1, A2G1, and A3G1)
and global reference strains retrieved from GenBank. The tree was constructed using the Maximum Likelihood method with
the Tamura-Nei + | model in MEGA 12, with 1,000 bootstrap replicates. The Indonesian isolates were clustered with the
reference strains from Turkey (GQ292549.1), Argentina (KU942608.1), and China (MK089544.1), while the outgroups were

Figure 2: Scanning electron micrograph of nanochitosan synthesized from Litopenaeus vannamei shrimp shells. Spherical
particles with dense and compact clustering are visible at 20,000x magnification. Scale bar: 5 um.

Notably, the DLS-derived diameter is larger than the SEM-based size due to the hydration shell captured by
DLS, as expected. These results are consistent with the SEM observations, which revealed compact, spherical
particles with minimal aggregation. Across 24 h of stability testing, aggregation indices (Al = d,4/do) remained
within the stability criterion (Al < 1.2) for pH 5.5 (0—-50 mM NacCl) and pH 7.0 (0 mM NacCl), while mild aggregation
(Al>1.2) was observed at pH = 7.0 with 100 mM NaCl. Zeta potentials remained > +18 mV under most conditions,
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confirming high colloidal stability. Together, the DLS and SEM findings confirm the structural integrity and
dispersibility of ChNP, reinforcing their potential for biomedical and aquaculture applications.

Table 2: Dynamic light scattering analysis of chitosan nanoparticles

Parameter Value Unit Condition
Mean hydrodynamic diameter 641.5 nm 25°C
Polydispersity Index 0.285 - -
Temperature 25 °C Fixed
Viscosity of the Medium 0.8878 cP Water at 25°C

FTIR Spectroscopy

FTIR spectroscopy was performed to characterize the functional groups and confirm the ionic interaction
between chitosan and sodium tripolyphosphate (TPP) in the synthesized ChNP. As shown in Figure 3, the broad
band at 3784-3461 cm™ corresponds to O—H/N-H stretching, the peaks at 2925 and 2856 cm™ indicate aliphatic
C—H stretching, the band at 1660-1634 cm™ reflects amide I/residual acetyl groups, and a distinct 1115 cm™ peak
evidences P=0 stretching from TPP; minor bands at 669 and 439 cm™ correspond to N—H out-of-plane bending.
These features indicate that ionic gelation retained key chitosan functionalities without major backbone
alteration. The chitosan precursor showed a DD of 97.8 + 0.2% (mean £ SD, n = 3), which was calculated from the
A1655/A3450 ratio using a standard calibration, supporting the use of highly deacetylated, biocompatible-grade
chitosan.

IR Tracer-100 SHIMADZU
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Figure 3: The Fourier transform infrared spectroscopy spectrum of nanochitosan synthesized from Litopenaeus vannamei
shrimp shells indicates the presence of characteristic —OH, —NH,, —CH, and P=0 functional groups. The prominent peak at
1115.84 cm™ confirms the interaction of TPP with crosslinking.

Inhibition of the Formation of the Initial Biofilm: Adherent Cell Biomass (OD595 nm)

This study aimed to evaluate the inhibitory effect of shrimp-shell-derived ChNP on the early-stage biofilm
formation of various A. hydrophila strains, which was quantified via the crystal violet adherence assay (OD595
nm). We hypothesized that ChNP would significantly reduce adherent cell biomass in a dose-dependent manner
due to its cationic and nanoscale nature. Our findings confirmed this hypothesis. As shown in Figure 4, all tested
strains exhibited a marked reduction in biofilm formation upon ChNP treatment, with strain A3G1 showing the
most significant inhibition, particularly at 45% concentration, with a reduction from 0.787 + 0.044 t0 0.317 £ 0.041
OD595 units (p < 0.05). This corresponds to >59% inhibition, calculated using the inhibition formula detailed in
the Materials and Methods section. Statistical analysis using Tukey’s HSD post hoc test confirmed that the
observed reductions were significant across concentrations and among different strains, with the most
pronounced difference identified between the highly responsive strain A3G1 and the less responsive strain A2G1,
in agreement with the phenotypic variability reported by Mohamed et al. [28] and Zhao et al. [29].

Planktonic Cell Growth Inhibition (OD600 nm)

The ANOVA revealed that both the A. hydrophila strain and ChNP concentration had a statistically significant
effect on planktonic cell growth inhibition. Notably, increasing ChNP concentrations (15%, 30%, and 45%) resulted
in a consistent and significant reduction in OD600 values across all tested strains (p < 0.05).

As illustrated in Figure 5, the mean OD600 decreased from 0.7188 + 0.1794 (ATCC, 0% ChNP) to 0.3548 +
0.0848 at 45% ChNP, indicating dose-dependent inhibition. Strain A2G1 exhibited the highest OD600 at 0% ChNP
(0.931 £ 0.1480), suggesting strong planktonic growth in the absence of treatment. However, the steepest drop
in OD600 values was observed at 45% (0.452 + 0.0368), reflecting a substantial inhibitory response.
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Although A3G1 also demonstrated notable reductions, the Tukey’s HSD test showed that the greatest
difference occurred between the 0% and 45% concentrations across all strains (p = 0.0000). Furthermore, a two-
way ANOVA revealed a significant interaction between strain and concentration (p = 0.0044), indicating strain-
specific responses to ChNP exposure.
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Figure 4: Concentration-dependent inhibition of adherent cell biomass (ODsgs) in four Aeromonas hydrophila strains (ATCC,
A1G1, A2G1, and A3G1) treated with increasing concentrations of chitosan nanoparticles. Data are expressed as mean *
standard deviation from three independent replicates.
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Figure 5. Concentration-dependent inhibition of planktonic cell growth (ODeoo) in four Aeromonas hydrophila strains (ATCC,

A1G1, A2G1, and A3G1) treated with increasing doses of chitosan nanoparticles. Data are expressed as mean + standard
deviation of triplicate assays.

Biofilm Degradation Assay of Mature Biofilms (OD595 nm)

This study examined the degradative effects of ChNPs against mature A. hydrophila biofilms by measuring
residual biomass through OD595 readings. As shown in Figure 6, all four strains (ATCC, A1G1, A2G1, and A3G1)
exhibited declining OD595 values with increasing ChNP concentrations (0—45 pg/mL).

Among them, A3G1 showed the greatest reduction, with OD595 decreasing from 0.717 + 0.021 at 0% to
0.264 + 0.033 at 45%, approaching the level observed in the positive control group (OD595 = 0.174 + 0.032). Two-
way ANOVA confirmed that both strain type (p < 0.0001) and ChNP concentration (p < 0.0001) had statistically
significant main effects, as well as a significant interaction effect (p < 0.001).

Pairwise Tukey’s HSD test further confirmed that A1G1 and A3G1 showed statistically significant reductions
in biofilm at both 30% and 45% ChNP concentrations compared with the untreated control (p < 0.05). For example,
the mean difference in OD595 between A1G1_0 and A1G1_45 was -0.2578 (p = 0.0027), while A3G1_0 versus
A3G1_45 showed an even greater reduction (-0.446, p < 0.001). In contrast, intermediate concentrations (e.g.,
15%) yielded non-significant reductions in several strains.

Antibiofilm Responses by Strain

After a comprehensive evaluation of three key biofilm development stages, namely, adherent cell biomass
(OD595), planktonic growth (OD600), and mature biofilm degradation (OD595), the A3G1 strain demonstrated
the most consistent and pronounced sensitivity to ChNP treatment.

The inhibition percentage exceeded 59% during early adhesion and 63% in the degradation of mature
biofilms, indicating a clear concentration-dependent pattern. A3G1 was selected for a detailed quantitative
comparison due to its robust, reproducible response across assays. Table 3 summarizes the inhibitory effects
across ChNP concentrations, highlighting statistically significant reductions (p < 0.05) in all tested parameters.
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These results underscore the strain-specific antibiofilm efficacy of ChNPs and their potential for targeted

biocontrol in aquaculture.
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Figure 6. Concentration-dependent degradation of preformed biofilms in four Aeromonas hydrophila strains (ATCC, A1G1,
A2G1, and A3G1) exposed to varying concentrations of chitosan nanoparticles. ODsgs values indicate residual biofilm biomass.
The positive control group (Control +) represents biofilm inhibition by standard antibiotic treatment. Data are presented as
mean * standard deviation from triplicate independent experiments.

Table 3: Significant inhibitory effects of chitosan nanoparticles (ChNP) (p < 0.05) on Aeromonas hydrophila A3G1 biofilm
dynamics

ChNP Adherent Planktonic . Biofilm o

. . Adherent Planktonic . Biofilm
concentration biomass inhibition (%) growth inhibition (%) degradation ,  radation (%)
(%) (OD595 nm) ’ (OD600 nm) ° (OD595 nm) 8 0
0 0.787 £ 0.044 - 0.770+0.033 - 0.717 £0.021 -
15 0.618 £ 0.052 21.5% 0.568 £ 0.031 26.2% 0.529 £ 0.037 26.2%
30 0.452 +0.048 42.6% 0.390 +£0.029 49.4% 0.361 +£0.035 49.7%
45 0.317 £0.041 59.7% 0.283 £ 0.030 63.2% 0.264 +0.033 63.2%

DISCUSSION

Phenotypic and Molecular Characterization of A. hydrophila Isolates

The isolates analyzed in this study were biochemically consistent with A. hydrophila, exhibiting defining
enzymatic profiles (catalase, oxidase, indole, urease, and VP-positive) and characteristic sugar fermentation
patterns. Minor deviations in the activity of citrate and lysine decarboxylase reflected normal intra-species
variability [1, 4, 30]. Resistance to ampicillin and sensitivity to O/129 further substantiated species-level
identification [31, 32].

SEM imaging confirmed typical rod-shaped morphology, while 16S rRNA sequencing (>99% similarity)
validated molecular identity and pathogenic relevance in aquaculture contexts [33, 34].

Physicochemical and Structural Features of ChNP

ChNP synthesized from L. vannamei exhibited a spherical morphology with minimal aggregation (SEM 416
nm; DLS 641 nm). FTIR spectroscopy confirmed the preservation of N-H, O—H, amide |, and P=0 bands, indicating
stable ionic crosslinking with TPP and structural integrity under synthesis conditions.

Collectively, these properties demonstrate the morphological stability and functional readiness of ChNPs for
biological interaction, establishing a physicochemical foundation for their subsequent antibiofilm activity [35-41].

Antibiofilm Efficacy of Shrimp-Shell-Derived ChNPs

Shrimp-shell-derived ChNPs display broad-spectrum antibiofilm activity against A. hydrophila, effectively
targeting adherent biomass, planktonic growth, and mature biofilms [42—48]. Strain A3G1 showed the greatest
response to ChNP exposure.

The inhibition of early biofilm formation, characterized by a substantial reduction in adherent biomass at the
highest concentration, likely stems from electrostatic interactions between chitosan’s protonated amino groups
and anionic cell wall or extracellular polymeric substances (EPS) biofilm components, resulting in membrane
destabilization and weakened surface adhesion [49-52].

The nanoscale size and enhanced surface reactivity of ChNPs further modify substratum properties, reducing
hydrophobicity and bacterial affinity [53-55], while enabling early interference with quorum-sensing pathways
[56—61]. These complementary mechanisms produce a concentration-dependent suppression of biofilm initiation
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consistent with prior findings on chitosan-mediated membrane perturbation, DNA interference, and EPS
disruption [62-67].

Mechanistic Interpretation of Growth and Biofilm Inhibition

The observed growth inhibition in A3G1, reflected by a progressive decline in OD600, and partial tolerance
in A2G1 at lower concentrations, align with differences in membrane permeability and metabolic robustness [68,
69]. ChNPs are known to trigger reactive oxygen species (ROS) accumulation and adenosine triphosphate
depletion, disrupting bioenergetics and quorum-sensing systems [43, 56-58, 63, 69, 70].

Supporting this interpretation, Xiao and Koo [64] described early EPS-enriched microcolony development, in
which EPS constitutes up to 90% of the organic biofilm carbon [63, 71]. Subhaswaraj et al. [68] similarly reported
84% inhibition at 500 pug/mL ChNP, which was attributed to nanoparticle penetration into the Gram-negative
envelope and downregulation of EPS or quorum-sensing genes [72, 73-76].

Together, these findings substantiate a multifactorial inhibition process involving membrane
permeabilization, ROS-mediated metabolic collapse, and EPS destabilization, thereby obstructing the early
establishment of biofilms. A3G1’s greater susceptibility compared with A2G1’s partial tolerance reflects inherent
differences in biofilm-regulating and quorum-sensing circuits (luxS, aerA, ahp, and ompA) [41, 60-64], interpreted
here contextually without introducing new molecular claims.

Charge-Mediated Disruption Model

Consistent with a charge-mediated mechanism, the concentration-dependent inhibition of adherent
biomass, suppression of planktonic growth, and degradation of mature biofilms, most evident in strain A3G1,
suggest that protonated amino groups on ChNPs electrostatically interact with negatively charged bacterial
envelopes and EPS, promoting membrane perturbation and matrix destabilization.

The positive {-potential of the nanoparticles supports these electrostatic interactions, favoring attraction
and penetration within EPS-rich matrices. A3G1 displayed progressive OD600 reduction, whereas A2G1 showed
marked suppression only at elevated concentrations despite higher basal growth.

In mature biofilms, OD595 values declined markedly at the highest ChNP concentration, approaching the
positive control; two-way ANOVA indicated significant effects of both strain and concentration, as well as their
interaction. Although direct visualization assays (e.g., ROS quantification, live/dead imaging, EPS staining) were
not performed, the consistent concentration—response across all phases aligns with recognized electrostatic
disruption models for chitosan nanomaterials and provides a coherent mechanistic explanation supported by the
present dataset [56—-60, 77].

Experimental Constraints and Methodological Limitations

All experiments were conducted under static in vitro conditions, with neither tank/recirculating aquaculture
systems (RAS) pilots nor in vivo validation. Dosing was initially expressed as percentage dilutions (15%—45%),
constraining cross-study comparability despite subsequent harmonization to mass-based units.

The vehicle and positive control parameters were not fully standardized across assays, and the replication
emphasized technical repeats without a priori power analysis. Physicochemical profiling confirmed primary
features (DLS, ¢-potential, SEM, and FTIR) but did not report explicit -potential values (mV), chitosan DD%), batch-
to-batch reproducibility, or pH/ionic-strength effects; OD595 crystal violet readings were not calibrated to
biomass.

Mechanistic support was indirect, and ROS assays, membrane integrity/leakage tests, live/dead or colony-
forming units, EPS carbohydrate/protein measurements, microscopy of treated biofilms (SEM/confocal laser
scanning microscopy [CLSM]), Z-shift upon exposure, and qPCR of quorum-sensing/biofilm and resistance genes
were not performed. Statistical reporting emphasized p-values without effect sizes, Cl, or assumption checks;
IC50/regression modeling was not applied.

Ecotoxicity/cytocompatibility and environmental fate were not assessed, nor were practical deployment
parameters for aquaculture (dose/frequency; feed/probiotic compatibility) defined, nor were strain-specific
differences (A3G1 vs. A2G1).

Implications and Future Perspectives

Within the scope of in vitro experimentation, shrimp-shell-derived ChNPs demonstrated potent antibiofilm
action against wild-type A. hydrophila, underscoring their potential for biofilm management in tropical
aquaculture systems [78].

The biodegradable, biopolymeric nature of chitosan, derived from shrimp-shell waste, situates this approach
within a circular bioeconomy and aligns with One Health principles aimed at reducing antibiotic dependency [79].
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Future pilot-scale validations, such as biofilter or recirculating system trials, and comparative benchmarking
with other nanoparticle formulations will further clarify performance and ecological safety, while targeted
molecular assays may elucidate strain-specific responses’ mechanistic basis.

CONCLUSION

This study demonstrated that shrimp-shell-derived ChNP synthesized through ionic gelation exhibits a stable
physicochemical profile, spherical morphology (SEM: 416 nm; DLS: 641 nm), moderate dispersity (PDI = 0.28), and
preserved functional groups (N-H, O—H, amide |, and P=0), supporting its readiness for biological application. The
isolates recovered from diseased gourami were biochemically and molecularly confirmed as A. hydrophila, with
>99% 16S rRNA sequence similarity to international reference strains. The synthesized ChNPs showed significant
antibiofilm activity across multiple biofilm developmental stages, including the inhibition of initial adhesion,
suppression of planktonic growth, and degradation of mature biofilms. Among the tested strains, A3G1 exhibited
the highest responsiveness, showing >59% reduction in adherent biomass and >63% degradation of established
biofilms at 45 pg/mL. These effects were statistically significant (p < 0.05) and concentration-dependent,
confirming the reproducibility of ChNP activity across replicates.

The results highlight the potential of ChNPs as a biodegradable, non-antibiotic alternative for biofilm control
in aquaculture. By targeting cell adhesion, EPS integrity, and quorum-sensing pathways, ChNPs could mitigate A.
hydrophila colonization on tank surfaces, biofilters, and aquatic equipment, critical points for infection
transmission. Integration into RAS or feed supplements could support disease prevention while minimizing
antimicrobial resistance risks, aligning with One Health and sustainable aquaculture principles.

This work combines biochemical, molecular, and nanoscale analyses to establish a complete link between
bacterial pathogenicity and nanoparticle-mediated inhibition. The simultaneous assessment of planktonic and
sessile phases under controlled conditions provides a comprehensive understanding of ChNP activity. The study
also validates eco-friendly chitosan utilization derived from crustacean waste, demonstrating a circular
bioeconomy approach to antimicrobial innovation.

The findings are based solely on static in vitro assays without flow-based or in vivo validation. ROS
generation, membrane leakage, EPS quantification, or gene-expression profiling were not conducted; therefore,
mechanistic interpretations remain inferential. {-potential, DD%, and cytocompatibility data were not fully
quantified, limiting cross-comparability. Statistical analyses did not include regression or dose—response
modeling, and environmental toxicity or biocompatibility under aquaculture conditions was not evaluated.

Future investigations should include mechanistic assays (ROS production, EPS disruption, gPCR of /uxS, aerA,
ompA, and ahp), live/dead imaging, and structural visualization of treated biofilms using CLSM or SEM. Pilot-scale
evaluations in biofilters or RAS systems, along with in vivo safety and efficacy studies, are warranted to establish
optimal dosing strategies, frequency, and long-term ecological safety. Comparative trials with metallic or hybrid
nanoparticles could further contextualize ChNP performance within broader nanotherapeutic frameworks.

Within the scope of the present in vitro study, shrimp-shell-derived ChNPs effectively inhibited A. hydrophila
biofilm formation and promoted biofilm degradation through concentration-dependent, charge-mediated
interactions. These results reinforce the potential of ChNPs as a sustainable, environmentally benign biocontrol
agent for the management of aquaculture biofilms. With continued refinement and in vivo validation,
nanochitosan could emerge as a practical nanobiopolymer solution contributing to antibiotic stewardship, circular
bioeconomy, and aquatic health resilience under the One Health paradigm.

AUTHORS’ CONTRIBUTIONS

RZ: Conceptualization, methodology, investigation, data curation, formal analysis, visualization, and drafted
and revised the manuscript. WT: Conceptualization, supervision, validation, resources, and drafted and edited the
manuscript. JR: Investigation, data curation, and drafted and edited the manuscript. EBA: Conceptualization,
supervision, validation, and edited the manuscript. MY: Investigation, resources, and drafted and edited the
manuscript. MAA: Methodology, project administration, validation, and drafted and edited the manuscript. SK:
Methodology, validation, visualization, and drafted and edited the manuscript. PDWS: Data curation, visualization,
and drafted and edited the manuscript. AS: Validation, resources, and drafted and edited the manuscript. SS:
Conceptualization, supervision, project administration, resources, and drafted and edited the manuscript. All
authors have read and approved the final version of the manuscript.

3882



doi: 10.14202/vetworld.2025.3870-3887

ACKNOWLEDGMENTS

The study was supported by the International Research Collaboration Top #300 Scheme, Universitas

Airlangga, Fiscal Year 2024, under Contract Number 427/UN3.LPPM/PT.01.03/2024, and Rector’s Decree No.
672/UN3/2024.

COMPETING INTERESTS

The authors declare that they have no competing interests.

PUBLISHER'S NOTE

Veterinary World remains neutral regarding jurisdictional claims in published institutional affiliation.

REFERENCES

1.

10.

11.

12.

13.

14.

15.

Janda J. M. and Abbott S. L. (2010) The genus Aeromonas: taxonomy, pathogenicity, and infection. Clin.
Microbiol. Rev., 23: 35-73.

Chen F., Sun, J,, Han, Z,, Yang, X., Xian, J.A,, Lv, A., Hu, X. and Shi, H. (2019) Isolation, identification and
characteristics of Aeromonas veronii from diseased crucian carp (Carassius auratus gibelio) Front. Microbiol.,
10: 2742.

Fajardo C., Santos, P., Passos, R., Vaz, M., Azeredo, R., Machado, M., Fernandez-Boo, S., Baptista, T. and
Costas, B. (2023) Early molecular immune responses of turbot (Scophthalmus maximus L.) following infection
with Aeromonas salmonicida subsp. salmonicida. Int. J. Mol. Sci., 24: 1-15.

Fernandez-Bravo A. and Figueras M. J. (2020) An update on the genus Aeromonas: taxonomy, epidemiology,
and pathogenicity. Microorganisms, 8(1): 129.

Wassif I. and Mohammed R. (2022) Use of thyme and thymol as immunostimulant agents to control
experimental Aeromonas hydrophila infection in Nile tilapia (Oreochromis niloticus) Zagazig Vet. J., 50: 241—
254,

Akbarian M., Chen S., Kianpour M. and et al. (2022) A review on biofilms and the currently available antibiofilm
approaches: Matrix-destabilizing hydrolases and anti-bacterial peptides as promising candidates for the food
industries. Int. J. Biol. Macromol., 209: 1163-1179.

Xu J., Lin Q., Sheng M. and et al. (2022) Antibiofilm effect of cinnamaldehyde-chitosan nanoparticles against
the biofilm of Staphylococcus aureus. Antibiotics, 11(10): 1403.

Rivera P. A, Bruna T. L., Alarcon C. G., Cayupe B. R., Gonzdlez J. C., Rojas D. G. and Caro N. F. (2020)
Antimicrobial and antibiofilm capacity of chitosan nanoparticles against wild type strain of Pseudomonas sp.
isolated from milk of cows diagnosed with bovine mastitis. Antibiotics, 9(9): 1-15.

Li X., Chen D. and Xie S. (2021) Current progress and prospects of organic nanoparticles against bacterial
biofilm. Adv. Colloid Interface Sci., 294: 102475.

Zheng J., Shang Y., Wu Y., Wu J., Chen J., Wang Z., Sun X., Xu G., Deng Q., Qu D. and Yu Z. (2021) Diclazuril
inhibits biofilm formation and hemolysis of Staphylococcus aureus. ACS Infect. Dis., 7(6): 1690-1701.

Rozi R., Rahayu K., Daruti D. N. and Stella M. S. P. (2018) Study on characterization, pathogenicity and
histopathology of disease caused by Aeromonas hydrophila in gourami (Osphronemus gouramy) IOP Conf. Ser.
Earth Environ. Sci., 137: 012003.

Rozi R., Rahayu K. and Daruti D. N. (2018) Detection and analysis of hemolysin genes in Aeromonas hydrophila
isolated from Gouramy (Osphronemus gouramy) by polymerase chain reaction (PCR) /OP Conf. Ser. Earth
Environ. Sci., 137: 012001.

Rozi R., Tyasningsih W., Rahmahani J., Aksono E. B., Yunus M., Al Arif M. A., Kuncorojati S., Kusdarwati R., Sari
P. D. W., Azmai M. N. A, Salleh A., Khan N. N. and Suwarno. (2024) Designhing a novel aerolysin-based
multiepitope vaccine against Aeromonas hydrophila isolated from Osphronemus goramy using reverse
vaccinology: An in silico approach. J. llm. Perikan. Kelaut., 16(2): 298—321.

Pattanayak S., Priyadarsini S., Paul A. and et al. (2020) Diversity of virulence-associated genes in pathogenic
Aeromonas hydrophila isolates and their in vivo modulation at varied water temperatures. Microb. Pathog.,
147:104424.

Tomds J. M. (2012) The main Aeromonas pathogenic factors. ISRN Microbiol., 2012: 1-22.

3883



16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

doi: 10.14202/vetworld.2025.3870-3887

Radziga M. A., Nadtochenko V. A., Koksharova O. A., Kiwi J., Lipasova V. A. and Khmel I. A. (2013) Antibacterial
effects of silver nanoparticles on Gram-negative bacteria: Influence on the growth and biofilms formation,
mechanisms of action. Colloids Surf. B Biointerfaces, 102: 300-306.

El-Hossary D., Mahdy A., Elariny E. Y. T., Askora A., Merwad A. M. A., Saber T., Dahshan H., Hakami N. Y. and
Ibrahim R. A. (2022) Antibiotic resistance, virulence gene detection, and biofilm formation in Aeromonas
hydrophila isolated from cultured Nile tilapia. Aquac. Rep., 24: 1-14.

Harshitha M., Nayak A., Disha S., Akshath U. S., Dubey S., Munang'andu H. M., Chakraborty A., Karunasagar .
and Maiti B. (2023) Nanovaccines to combat Aeromonas hydrophila infections in warm-water aquaculture:
Opportunities and challenges. Vaccines (Basel), 11(10): 1555.

Sukkarun P., Kitiyodom S., Yostawornkul J., Chaiin P., Yata T., Rodkhum C., Boonrungsiman S. and Pirarat N.
(2022) Chitosan-polymer based nanovaccine as promising immersion vaccine against Aeromonas veronii
challenge in red tilapia (Oreochromis sp.) Fish Shellfish Immunol., 129: 30-35.

Tzankov B., Staneva D., Nedyalkov N., Yordanov S., Vasileva-Tonkova E. and Daskalova A. (2022)
Understanding the role of electrostatic interactions on the association of model proteins with nanocarriers.
Adv. Colloid Interface Sci., 305: 102681.

Okamoto-Schalch N. O., Pinho S. G. B., de Barros-Alexandrino T. T. et al. (2020) Production and
characterization of chitosan-TPP/cellulose nanocrystal system for encapsulation: A case study using folic acid
as active compound. Cellulose, 27: 5855-5869.

Haagensen J. A. J., Bache M., Giuliani L. and Blom N. S. (2021) Effects of resonant electromagnetic fields on
biofilm formation in Pseudomonas aeruginosa. Appl. Sci., 11(16): 1-12.

Dadashi H., Vandghanooni S., Karamnejad-Faragheh S., Karimian-Shaddel A., Eskandani M. and Jahanban-
Esfahlan R. (2024) A rapid protocol for synthesis of chitosan nanoparticles with ideal characteristics for
biological applications. Int. J. Biol. Macromol., 183: 1901-1909.

Ozturk K., Arslan F. B., Tavukcuoglu E., Esendagli G. and Calis S. (2020) Aggregation of chitosan nanoparticles
in cell culture: Reasons and resolutions. Int. J. Pharm., 578: 119119.

Qi L. F., Xu Z. R., Jiang X., Hu C. H. and Zou X. F. (2004) Preparation and antibacterial activity of chitosan
nanoparticles. Carbohydr. Res., 339(16): 2693-2700.

Liagat I., Liagat M., Ali S., Ali N. M., Haneef U. and Mirza S. A. (2019) Biofilm formation, maturation and
prevention: A review. J. Bacteriol. Mycol., 6(1): 1092.

Breed, R.S., Murray, E.G.D. and Smith, N.R. (1957) Bergey’s Manual of Determinative Bacteriology, 7th ed. The
Williams and Wilkins Co., Baltimore, USA.

Mohamed, M.E.M., Ahmed, H.A., Rezk, M.M., Gharieb, R.M.A. and Abdel-Maksoud, S.A. (2019) Aeromonas
hydrophila from fish and humans: Biofilm formation and genetic relatedness. Zagazig Vet. J., 47(4): 340-351.
Zhao, L., Jin, X., Xiong, Z., Tang, H., Guo, H., Ye, G., Chen, D., Yang, S., Yin, Z., Fu, H., Zou, Y., Song, X., Lv, C,,
Zhang, W., Li, Y. and Wang, X. (2022) The antivirulence activity of umbelliferone and its protective effect
against Aeromonas hydrophila-infected grass carp. Int. J. Mol. Sci., 23(19): 11119.

Altwegg M., Arnold G. S., Regula A,, Jacqueline L. H. and Don J. B. (1990) Biochemical identification of
Aeromonas genospecies isolated from humans. J. Clin. Microbiol., 28: 258-264.

Aravena-Roman M., Inglis T. J. J., Henderson B., Riley T. V. and Chang B. J. (2012) Antimicrobial susceptibilities
of Aeromonas strains isolated from clinical and environmental sources to 26 antimicrobial agents. Antimicrob.
Agents Chemother., 56(2): 1110-1112.

Ayoub H. F., Khafagy A. R., Esawy A. M., Abo-El-moaty N., Alwutayd K. M., Mansour A. T., Ibrahim R. A., Abdel-
moneam D. A. and El-Tarabili R. M. (2024) Phenotypic, molecular detection, and antibiotic resistance profile
(MDR and XDR) of Aeromonas hydrophila isolated from farmed Tilapia zillii and Mugil cephalus. BMC Vet. Res.,
20(1): 84.

Mahmood S., Rasool F., Hafeez-ur-Rehman M. and Anjum K. M. (2024) Molecular characterization of
Aeromonas hydrophila detected in Channa marulius and Sperata sarwari sampled from rivers of Punjab in
Pakistan. PLOS ONE, 19: 1-20.

Nur A., Rukmi I. D., Asri L. A. and Rina N. (2021) Nanochitosan from crustacean and mollusk byproduct:
Extraction, characterization and its antibacterial properties. J. IImu Teknol. Hasil Perikan., 12(1): 30-39.
Hanafi M., Putri D. M. and Andriani Y. (2023) Preparation of nanochitosan-STP from shrimp shell and its
application as edible coating on banana. J. Akuakultur Trop., 8(1): 1-7.

3884



36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

doi: 10.14202/vetworld.2025.3870-3887

Rosihan A. M., Irawati N. F. and Rahmah L. (2022) Biomolecular uptake effects on chitosan—tripolyphosphate
micro and nanoparticles. J. Pharm. Innov., 17(2): 159-165.

Lee E., ParkS. J., Lee J. H., Kim M. S. and Kim C. H. (2016) Preparation of chitosan—TPP nanoparticles and their
physical and biological properties. Asian J. Pharm. Sci., 11(1): 166—-167.

Moeini A., Cimmino A., Dal Poggetto G., Di Biase M., Evidente A., Masi M., Lavermicocca P., Valerio F., Leone
A., Santagata G. and Malinconico M. (2018) Effect of pH and TPP concentration on chemico-physical
properties, release kinetics and antifungal activity of chitosan—TPP-Ungeremine microbeads. Carbohydr.
Polym., 200: 186-195.

Gierszewska M. and Ostrowska-Czubenko J. (2016) Chitosan-based membranes with different ionic
crosslinking density for pharmaceutical and industrial applications. Carbohydr. Polym., 153: 501-511.
Esnaashari F. and Zahmatkesh H. (2024) Antivirulence activities of rutin-loaded chitosan nanoparticles against
pathogenic Staphylococcus aureus. BMC Microbiol., 24: 1-15.

Dubey S., Avadhani K., Mutalik S., Sivadasan S. M., Maiti B., Girisha S. K., Venugopal M. N., Mutoloki S.,
Evensen @., Karunasagar |. and Munang’andu H. M. (2016) Edwardsiella tarda OmpA encapsulated in chitosan
nanoparticles shows superior protection over inactivated whole cell vaccine in orally vaccinated fringed-
lipped peninsula carp (Labeo fimbriatus) Vaccines, 4(4): 40.

Sarangapani S., Patil A., Patil A.,, Ngeow Y. K., Mohan R. E., Asundi A. and Lang M. J. (2018) Chitosan
nanoparticles” functionality as redox active drugs through cytotoxicity, radical scavenging and cellular
behaviour. Integr. Biol., 10(5): 313-324.

Jiang Y., Yu X., Su C,, Zhao L. and Shi Y. (2019) Chitosan nanoparticles induced the antitumor effect in
hepatocellular carcinoma cells by regulating ROS-mediated mitochondrial damage and endoplasmic reticulum
stress. Artif. Cells Nanomed. Biotechnol., 47(1): 747-756.

Bajrami D., Fischer S., Barth H., Hossain S. I., Cioffi N. and Mizaikoff B. (2022) Antimicrobial efficiency of
chitosan and its methylated derivative against Lentilactobacillus parabuchneri biofilms. Molecules, 27(24):
8647.

Kreling V., Falcone F. H., Herrmann F. C., Kemper L., Amiteye D., Cord-Landwehr S., Kehrenberg C,,
Moerschbacher B. M. and Hensel A. (2024) High molecular/low acetylated chitosans reduce adhesion of
Campylobacter jejuni to host cells by blocking JIpA. Appl. Microbiol. Biotechnol., 108: 1-16.

Polyudova T. V., Shagdarova B. Ts., Korobov V. P. and Varlamov V. P. (2019) Bacterial adhesion and biofilm
formation in the presence of chitosan and its derivatives. Microbiology, 88(2): 125-131.

Tao Y., Qian L. H. and Xie J. (2011) Effect of chitosan on membrane permeability and cell morphology of
Pseudomonas aeruginosa and Staphylococcus aureus. Carbohydr. Polym., 86(2): 969-974.

Sun H., Zhou Z. J.,, Wen H. Q., Chen F. F., Pan Y., Tang Q. and Yu H. Q. (2024) Deciphering the roles of
extracellular polymeric substances (EPS) in shaping disinfection kinetics through permanent removal via
genetic disruption. Environ. Sci. Technol., 58(15): 6552—6563.

Yue Z. G., Wei W., Lv P. P., Yue H., Wang L. Y., Su Z. G. and Ma G. H. (2011) Surface charge affects cellular
uptake and intracellular trafficking of chitosan-based nanoparticles. Biomacromolecules, 12(7): 2440-2446.
Rashki S., Asgarpour K., Ebrahimi M. S., Tarrahimofrad H., Fathizadeh H., Hashemipour M., Khorshidi A.,
Marzhoseyni Z., Salavati-Niasari M., Mirzaei H. and Khan H. (2021) Chitosan-based nanoparticles against
bacterial infections. Carbohydr. Polym., 251: 117108.

Al-Fawares 0., Alshweiat A., Al-Khresieh R. O., Alzarieni K. Z. and Rashaid A. H. B. (2024) A significant
antibiofilm and antimicrobial activity of chitosan-polyacrylic acid nanoparticles against pathogenic bacteria.
Saudi Pharm. J., 32(1): 101918.

Vila-Sanjurjo C., Hembach L., Netzer J., Remuian-Lépez C., Vila-Sanjurjo A. and Goycoolea F. M. (2020)
Covalently and ionically, dually crosslinked chitosan nanoparticles block quorum sensing and affect bacterial
cell growth on a cell-density dependent manner. J. Colloid Interface Sci., 578: 171-183.

Ke C. L., Deng F. S., Chuang C. Y. and Lin C. H. (2021) Antimicrobial actions and applications of chitosan.
Polymers (Basel), 13(6): 904.

Ma Z., Garrido-Maestu A. and Jeong K. C. (2017) Application, mode of action, and in vivo activity of chitosan
and its micro- and nanoparticles as antimicrobial agents: A review. Carbohydr. Polym., 176: 257-265.

3885



55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

doi: 10.14202/vetworld.2025.3870-3887

Ahmed F., Soliman F. M., Adly M. A., Soliman H. A. M., EI-Matbouli M. and Saleh M. (2020) /n vitro assessment
of the antimicrobial efficacy of chitosan nanoparticles against major fish pathogens and their cytotoxicity to
fish cell lines. J. Fish Dis., 43(9): 1049-1063.

Chandrasekaran M., Kim K. D. and Chun S. C. (2020) Antibacterial activity of chitosan nanoparticles: A review.
Processes, 8(9): 1173.

LiJ. and Zhuang S. (2020) Antibacterial activity of chitosan and its derivatives and their interaction mechanism
with bacteria: Current state and perspectives. Eur. Polym. J., 138: 109984.

Li J., Liu Y. and Zhao X. (2025) Latest research progress on antibacterial properties of chitosan-based
nanofibers. Chem. Eng. J., 517: 163776.

Ponce-Rossi A. dos R., Pinto U. M., Ribon A. O. B. et al. (2016) Quorum sensing regulated phenotypes in
Aeromonas hydrophila ATCC 7966 deficient in AHL production. Ann. Microbiol., 66: 1117-1126.

Kozlova E. V., Popov V. L., Sha J., Foltz S. M., Erova T. E., Agar S. L., Horneman A. J. and Chopra A. K. (2008)
Mutation in the S-ribosylhomocysteinase (/uxS) gene involved in quorum sensing affects biofilm formation
and virulence in a clinical isolate of Aeromonas hydrophila. Microb. Pathog., 45(5-6): 343-354.

Sun B., Luo H., et al. (2021). Inhibition of quorum sensing and biofilm formation of Aeromonas hydrophila by
esculetin. Front. Microbiol., 12: 737626.

Fulaz S., Vitale S., Quinn L. and Casey E. (2019) Nanoparticle—biofilm interactions: The role of the EPS matrix.
Trends Microbiol., 27(11): 915-926.

Rashki S., Asgarpour K., Tarrahimofrad H., Hashemipour M., Ebrahimi M. S., Fathizadeh H., Khorshidi A., Khan
H., Marzhoseyni Z., Salavati-Niasari M. and Mirzaei H. (2021) Chitosan-based nanoparticles against bacterial
infections. Carbohydr. Polym., 251: 117108.

Xiao J., Koo H., Klein M. I. and Jeon J.-G. (2010) Exopolysaccharides produced by Streptococcus mutans
glucosyltransferases modulate the establishment of microcolonies within multispecies biofilms. J. Bacteriol.,
192:(12): 3024-3032

Seo S., King J. M., Prinyawiwatkul W. and Janes M. (2008) Antibacterial activity of ozone-depolymerized
crawfish chitosan. J. Food Sci., 73(8): M400—M404.

Kamel A. G., Sabet S. and El-Shibiny A. (2024) Potential mitochondrial ROS-mediated damage induced by
chitosan nanoparticles bee venom-loaded on cancer cell lines. Int. J. Biol. Macromol., 279(Pt 4): 135362.

Lei L., Yang Y., Mao M., Li H., Li M., Yang Y., Yin J. and Hu T. (2015) Modulation of biofilm exopolysaccharides
by the Streptococcus mutans vicX gene. Front. Microbiol., 6: 1435.

Subhaswaraj P., Barik S., Macha C., Chiranveeji P. V. and Siddhardha B. (2018) Anti quorum sensing and anti-
biofilm efficacy of cinnamaldehyde encapsulated chitosan nanoparticles against Pseudomonas aeruginosa
PAO1. LWT - Food Sci. Technol., 97: 752-759.

Veltman B., Harpaz D., Cohen Y., Poverenov E. and Eltzov E. (2022) Characterization of the selective binding
of modified chitosan nanoparticles to Gram-negative bacteria strains. Int. J. Biol. Macromol., 194: 666—675.
Abdel Fattah R. A. F., Fathy F. E. Y., Mohamed T. A. H. and Elsayed M. S. (2021) Effect of chitosan nanoparticles
on quorum sensing-controlled virulence factors and expression of Lasl and Rhll genes among Pseudomonas
aeruginosa clinical isolates. AIMS Microbiol., 7(4): 415-430.

Wang Y. and Shukla A. (2022) Bacteria-responsive biopolymer-coated nanoparticles for biofilm penetration
and eradication. Biomater. Sci., 10(1): 1-10.

Akdasci E., Duman H., Eker F., Bechelany M. and Karav S. (2025) Chitosan and its nanoparticles: A multifaceted
approach to antibacterial applications. Nanomaterials, 15(2): 126.

TanY. HanF.,MaS. and Yu W. (2011) Carboxymethyl chitosan prevents formation of broad-spectrum biofilm.
Carbohydr. Polym., 84(4): 1365—-1370.

Jiang X. H., Zhou W. M., He Y. Z.,, Wang Y., Lv B. and Wang X. M. (2017) Effects of lipopeptide carboxymethyl
chitosan nanoparticles on Staphylococcus aureus biofilm. J. Biol. Regul. Homeost. Agents, 31(3): 737-743.
Alkhalil S. S. (2025) Chitosan-based nanoparticles to treat highly resistant microorganisms and pathogenic
parasites. Woodhead Publ., 10: 217-243.

Wang P., Zeng Y., Liu J.,, Wang L., Yang M. and Zhou J. (2025) Antimicrobial and anti-biofilm effects of
dihydroartemisinin-loaded chitosan nanoparticles against methicillin-resistant Staphylococcus aureus.
Microb. Pathog., 199: 107208.

3886



77.

78.

79.

doi: 10.14202/vetworld.2025.3870-3887

Chang S.-H., Lin H.-T. V., Wu G.-J. and Tsai G. J. (2015) pH effects on solubility, zeta potential, and correlation
between antibacterial activity and molecular weight of chitosan. Carbohydr. Polym., 134: 74-81.

Thakur B. T., Sharma N. K., N., C. et al. (2022) Effect of dietary chitosan nanoparticles on immune response
and disease resistance against Aeromonas hydrophila infection in tropical herbivore fish (rohu, Labeo rohita).
Aquacult. Int., 30: 2439-2452.

Hosney A., Urbonavi¢ius, M., Varnagiris, S., Ignatjev, I., Ullah, S. and Bar&auskaité, K. (2025) Feasibility study
on optimizing chitosan extraction and characterization from shrimp biowaste via acidic demineralization.
Biomass Conv. Bioref., 15: 12673-12687.

%k %k %k %k k %k k

3887



