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ABSTRACT: Chronic wounds containing opportunistic bacterial
pathogens are a growing problem, as they are the primary cause of
morbidity and mortality in developing and developed nations.
Bacteria can adhere to almost every surface, forming architecturally
complex communities called biofilms that are tolerant to an
individual’s immune response and traditional treatments. Wound
dressings are a primary source and potential treatment avenue for
biofilm infections, and research has recently focused on using
nanoparticles with antimicrobial activity for infection control. This
Review categorizes nanoparticle-based approaches into four main
types, each leveraging unique mechanisms against biofilms. Metallic
nanoparticles, such as silver and copper, show promising data due to
their ability to disrupt bacterial cell membranes and induce oxidative
stress, although their effectiveness can vary based on particle size and composition. Phototherapy-based nanoparticles, utilizing either
photodynamic or photothermal therapy, offer targeted microbial destruction by generating reactive oxygen species or localized heat,
respectively. However, their efficacy depends on the presence of light and oxygen, potentially limiting their use in deeper or more
shielded biofilms. Nanoparticles designed to disrupt extracellular polymeric substances directly target the biofilm structure,
enhancing the penetration and efficacy of antimicrobial agents. Lastly, nanoparticles that induce biofilm dispersion represent a novel
strategy, aiming to weaken the biofilm’s defense and restore susceptibility to antimicrobials. While each method has its advantages,
the selection of an appropriate nanoparticle-based treatment depends on the specific requirements of the wound environment and
the type of biofilm involved. The integration of these nanoparticles into wound dressings not only promises enhanced treatment
outcomes but also offers a reduction in the overall use of antibiotics, aligning with the urgent need for innovative solutions in the
fight against antibiotic-tolerant infections. The overarching objective of employing these diverse nanoparticle strategies is to replace
antibiotics or substantially reduce their required dosages, providing promising avenues for biofilm infection management.

1. INTRODUCTION
Biofilms are sessile complex communities of bacteria cells that
adhere to a surface and are formed within a self-generated
extracellular matrix (ECM). Bacterial infections, particularly
biofilms, present an ongoing challenge in health care. The
presence of a biofilm in a wound environment can prolong the
healing process and lead to chronic infections. Despite recent
advancements, chronic wounds remain a significant burden on
healthcare systems. In developed countries, 1−2% of people
are affected by chronic wounds in their lifetime. Particularly in
the United States, chronic wounds impact 6.5 million patients
annually.1,2 The antibiofilm wound dressing market was valued
at $729.7 million in 2022. Based on current trends, the global
advanced wound care market is projected to reach $2.3 billion
by 2033.3 Biofilms are found in chronic wounds, with
prevalence rates ranging from 20% to 100%.4 These statistics
highlight the importance of developing clinically translatable
strategies for the management of wound infections.

As shown in Figure 1, the biofilm growth process is divided
into three main steps, each of which has been extensively
described in the literature: (1) attachment and growth, (2)
maturation and quorum sensing, and (3) dispersal.5−8

Formation of an ECM and quorum sensing (QS) are known
to be two signs of matured biofilms. The ECM mainly includes
polysaccharides, proteins, nucleic acids, and lipids, and it assists
the planktonic bacteria in adhering to a surface and provides
nutrients and water retention.9,10 The biofilm matrix acts as a
protective barrier, making the bacteria more tolerant to harsh
environmental conditions such as starvation and desiccation,
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so the bacteria become less susceptible to removal and
eradication.11−14 Quorum sensing (QS) allows individual cells
to communicate and detect the presence of other cells, which
can influence the colony’s structure, trigger gene expression,
and lead to tolerance to antibiotics and the host immune

response.15 The structure of biofilms makes them up to 1000-
fold more tolerant to antimicrobial and immunological attacks
compared to planktonic cells.16 This extraordinary tolerance is
responsible for their high infection and death toll. Table 1 lists
common bacterial species that can form biofilm structures.

Figure 1. Schematic of biofilm formation (created with BioRender.com).

Table 1. List of Bacteria Capable of Forming a Biofilm

bacteria
Gram
stain description common site of infection in body

Escherichia coli (E. coli) − rod-
shaped

urinary tract: biofilms can be formed on the lining of the bladder and urethra
intestines: most strains are harmless, some pathogenic strains can cause intestinal infections and form biofilms that
contribute to their persistence

medical devices: In a healthcare setting, E. coli can form biofilms on the surfaces of medical devices, such as
catheters or implants, which are inserted into the body

wounds: if E. coli contaminates a wound, it can form a biofilm on the wound surface, potentially leading to a more
complicated and prolonged healing process

Pseudomonas aeruginosa
(P. aeruginosa)

− rod-
shaped

lungs: in patients with cystic fibrosis or other chronic lung diseases
wounds: it can infect wounds and enhance the tolerance of bacteria in biofilms to antibiotics
medical devices: biofilm can be formed on the surfaces of medical devices such as catheters, ventilators, and
prosthetic devices

urinary tract: especially in patients with urinary catheters, where biofilms can form on the catheter surfaces
ears: biofilm can be formed in the ear canal
eyes: in contact lens wearers, it can form biofilms on the lenses or in lens cases, leading to eye infections

Staphylococcus aureus
(S. aureus)

+ round in
shape

skin and soft tissue: this includes conditions like boils, impetigo, and cellulitis
wounds
medical devices
bone: in cases of osteomyelitis, an infection of the bone, S. aureus can form biofilms on the bone tissue, leading to
chronic infection

endocardium: this bacterium can infect the heart valves and the lining of the heart chambers (endocarditis),
particularly in people with pre-existing heart conditions or with implanted heart devices

respiratory tract: in patients with ventilators or those with cystic fibrosis, S. aureus can colonize the respiratory tract
and form biofilms, contributing to lung infections

urinary tract
Staphylococcus
epidermidis (S.
epidermidis)

+ cocci medical devices
surgical sites: S. epidermidis can form biofilms in surgical wounds or on implanted surgical materials
prosthetic joints: In cases of prosthetic joint infections, S. epidermidis can form a biofilm on the surface of the
artificial joint, leading to chronic infection and possibly requiring surgical intervention to resolve

central nervous system shunts: this bacterium is a common cause of infections associated with shunts used in the
treatment of hydrocephalus (excess fluid in the brain)

heart valves
intravenous catheters: it can colonize and form biofilms on intravenous catheters, leading to bloodstream
infections

Enterobacter cloacae (E.
cloacae)

− rod-
shaped

medical devices and implants
respiratory tract
urinary tract

Klebsiella pneumoniae
(K. pneumoniae)

− rod-
shaped

respiratory tract: K. pneumoniae is a common cause of pneumonia
urinary tract
wounds: especially surgical site infection
medical devices
bloodstream: in cases of bacteremia, K. pneumoniae can form biofilms on the internal surfaces of intravenous lines,
contributing to persistent bloodstream infections
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Among them, Staphylococcus aureus (S. aureus) and Pseudomo-
nas aeruginosa (P. aeruginosa) can form polymicrobial biofilms
that are known to be the leading cause of chronic wound
infections.17 The immense impact of biofilm infections has
sparked various treatment approaches, of which the most
prominent include antibiotics.
1.1. Biofilms in Wounds. Biofilms develop on diverse

surfaces within the body, including teeth (as dental plaque),
the respiratory tract (especially in individuals with chronic
conditions), the urinary tract (common in catheterized
patients), medical devices (like catheters and prosthetics),
biomaterials (like implants), and the gastrointestinal tract;
notably, they are highly prevalent in wounds, where their
presence poses a significant challenge to effective healing and
treatment. The primary focus of this Review is their presence
in wound environments. The wound healing process involves
several complex, highly regulated, and interdependent
mechanisms that include inflammation, cell proliferation, and
tissue remodeling.18−20 Biofilms in wounds can impede the
healing process by enabling bacteria to evade immune
responses, prolonging inflammation, and restricting skin barrier
function. The polysaccharide matrix of biofilms shields them
from the host immune system and antimicrobial agents,
thereby enabling immune evasion and prolonged inflamma-
tion.21 This environment facilitates the continuous release of
toxins and enzymes that damage surrounding tissues and
perpetuate inflammation by activating immune cells.22

Excessive neutrophil recruitment at the site leads to further
tissue damage through the release of proteases and reactive
oxygen species, impairing crucial healing processes such as
epithelialization and granulation.23,24 Aside from delaying
wound healing and triggering inflammation, biofilms can
transfer the genes for antibiotic tolerance to neighboring
susceptible bacterial cells.25

1.2. Wound Dressing. The primary purpose of a wound
dressing is to protect the injured area from external
contaminants while maintaining appropriate hydration in the
wound to support healing and tissue regeneration.26 As a
result, the materials used as wound dressings should be
biocompatible, semipermeable to water and oxygen, and
hypoallergenic. Traditional wound dressings were designed as
passive barriers to protect against external contaminants.
However, recently, nanotechnology has helped scientists create

wound dressings capable of offering a protective environment
while also delivering compounds that aid the wound healing
process.27 Common wound dressing materials that maintain
appropriate moisture levels for healing include hydrocolloids,
alginates, collagen, and other polymers that can sustain high
moisture levels within their environment.
1.3. Nanoparticles: A Solution to Biofilm Antibiotic

Tolerance. Employing antibiotics has several drawbacks, like
the antibacterial tolerance exhibited by biofilms and issues
related to antibiotic overuse, including antibiotic resist-
ance.28,29 To overcome these challenges, switching from
antibiotics to novel nanoparticle-based methods holds great
potential for treating biofilm-infected wounds. Recently,
nanoparticles have emerged as promising tools in this battle
thanks to their exceptional properties. Some have demon-
strated considerable potential not only in disrupting estab-
lished biofilms but also in preventing the formation of new
ones. Their effectiveness is attributed to their small size and
the ability to tailor their surface characteristics for specific
bacterial targets, offering a new and efficient strategy for
managing these resilient infections. Therefore, many nano-
particle-embedded wound dressings have been developed to
help the treatment of biofilm-infected wounds as alternatives to
antibiotics or reduce antibiotic usage. The methodologies are
categorized as follows: (1) the most common nanoparticles
with promising antibacterial effects, (2) nanoparticles utilized
in phototherapy methods to disrupt bacterial infections, (3)
nanoparticles designed in systems to disrupt extracellular
polymeric substances (EPSs), and (4) nanoparticles that help
induce dispersion in biofilms. Each category has its own
subgroups. Throughout this Review, we review biocompatible
nanoparticles used to demonstrate these specific properties and
not the nanoparticles used as carriers for antibiotics.

2. NANOPARTICLES WITH ANTIBACTERIAL
PROPERTIES

A distinctive characteristic of nanoparticles is their large surface
area/volume ratio, which gives them unique and differing
properties compared to their macroscopic counterparts. A
hallmark of the potential of biomedical nanotechnology is the
ability to design the nanoparticle’s surface specifically to
control interactions with the surrounding microenvironment.
Additionally, certain types of nanoparticles have demonstrated

Figure 2. Antibacterial mechanisms of metallic nanoparticles (created with BioRender.com).
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antimicrobial effects. This section will discuss the application
of nanoparticles in wound dressings, highlighting their
antibacterial properties and elucidating the underlying
mechanisms.
2.1. Metallic Nanoparticles with Antibacterial Proper-

ties. Metallic nanoparticles such as silver (Ag), copper (Cu),
and gold (Au) have been widely studied in wound treatment
for the prevention and treatment of bacterial infections. These
nanoparticles can also be utilized as single ions or in
biometallic forms, further expanding their versatility in
biomedical applications. These nanoparticles demonstrate
unique physical and chemical properties, including small size,
high surface area, surface energy, and reactivity. There are
three main hypotheses for the mechanisms behind the
antibacterial properties of these nanoparticles (Figure 2): (1)
accumulation of nanoparticles on the bacterial cell membrane
leads to increased bacterial permeability, (2) metallic nano-
particles cause oxidative damage via the generation of reactive
oxygen species (ROS), and (3) metallic ions released from
these particles disrupt DNA replication by depleting intra-
cellular ATP.30,31 Combining the above antibacterial pathways
with an appropriate antibiotic can potentially offer the
advantage of effectively disrupting antibiotic-tolerant biofilms
with a low dose of antibiotics, although each approach has its
shortcomings. The main obstacles hindering the commercial-
ization of metallic nanoparticles include their size, shape, dose-
dependent behaviors, concerns about cytotoxicity, and reduced
effectiveness against certain specific bacterial species. This
section briefly reviews the antibacterial properties of some of
the most studied metallic nanoparticles. It should be noted that
the bactericidal impact of each of the following nanoparticles
depends on various parameters, including size, the shape of the
synthesized particles, and the surface charge of the particles.
Size can not only impact the properties of nanoparticles,
including their antibacterial properties, but also determine if
the particle can reach the nuclear content of bacteria.
Nanoparticles greater than 10 nm tend to aggregate on the
cellular surface and compromise cellular permeability;
however, NPs smaller than 10 nm tend to diffuse into the
bacteria, impacting DNA and the enzymes leading to cellular
lysis.32 Despite having differences in membrane structure, a
majority of the Gram-positive and Gram-negative bacteria
carry a negative charge. Therefore, the electrostatic interaction
that can be caused by the surface charge of NPs and bacterial
cells can play a crucial role in antibacterial properties of these
nanoparticles.32,33 Aggregation and excessive release of ions
can negatively impact antibacterial activity and cytotoxicity of
nanoparticles. Coating materials, such as polymers, lipids, or
inorganic substances, can prevent NPs from aggregating and
provide a sustained release of ions, leading to improved
antibacterial properties with lower toxicity. Coatings protect
the NPs from premature degradation and help target the
specific sites within the body or within a microbial colony.34

For example, polymer-coated nanoparticles can be engineered
to be responsive to pH changes,35 enzymes,36 or other
biochemical cues present in infection sites, which trigger the
release of the encapsulated antimicrobial agent. Lipid coatings
can enhance the biocompatibility and fusion with microbial
membranes.37

2.1.1. Silver Nanoparticles with Antibacterial Properties.
Silver is widely used in antimicrobial products, some with
FDA-approved medical applications, including wound dress-
ings. The atomic form of silver (Ag) must be oxidized to Ag+

to exert biological activity. When the applied Ag is exposed to
wound exudate, it ionizes and becomes biologically active.
Silver ions can interact with phosphorus- and sulfur-function-
alized groups of proteins and DNA and adhere to them. The
adhered ions can enhance the permeability of the cytoplasmic
membrane, disrupting the bacterial envelope. After the uptake
of free silver ions into cells, these ions generate ROS and
interrupt adenosine triphosphate production. This process may
lead to problems in DNA replication, resulting in the death of
microorganisms.38

Recent studies have questioned the cytotoxicity of silver NPs
and suggested bacterial tolerance to silver. A recent study
proved for the first time that the silver released from a wound
dressing could penetrate the intact porcine dermis and induce
DNA damage in the residing cells, hindering wound healing.39

The antibacterial efficiency and toxicity of silver NPs are
correlated not only to the concentration of silver but also other
factors like the form of silver and the construction of the
dressings. Using zebrafish fins as an in vivo model, Pang et al.
show that using silver-containing wound dressings during the
beginning stage of wound healing might have an adverse effect
and disrupt wound healing by impairing granulation tissue.40

Moreover, the appearance of silver-resistance genes in
methicillin-resistant S. aureus (MRSA) and methicillin-resistant
coagulase-negative staphylococci (MR-CNS) isolated from
wounds has raised concerns about the future of silver-
containing wound dressings.41 Furthermore, recent data
show silver to be less effective on Gram-positive bacteria and
lacking in the ability to improve healing rates.42 While FDA-
approved silver wound dressings appeared to be highly
effective and safe initially, the identified concerns make further
research into these technologies necessary. Many articles
specifically review silver NPs in more depth.43−45

2.1.2. Copper Nanoparticles with Antibacterial Properties.
Another metallic nanoparticle widely investigated in wound
healing is copper (CuNP) due to its excellent antibacterial
properties. The antibacterial mechanism of CuNPs is still a
subject of debate. One of the most probable mechanisms is the
release of Cu2+, resulting in cell wall and membrane damage.46

Copper ions also inhibit the production of enzymes and
proteins that bind to DNA.47 The antibacterial efficiency of
CuNPs depends on the size and concentration of these NPs. A
study conducted by Alizadeh et al. examined the potential
therapeutic effects of various CuNP concentrations (1 μM,
10 μM, 100 μM, 1 mM, and 10 mM) and sizes (20, 40, 80 nm)
on wound healing.48 When a 1 μM concentration of 80 nm
CuNPs is used, the peak of antibacterial properties is reached
without inducing cellular toxicity against endothelial cells;
these NPs also accelerate the healing process by promoting
endothelial cell migration and proliferation and collagen 1A1
expression. The promotion of angiogenesis and acceleration in
the healing of full-thickness skin wounds with no adverse
effects were observed after treating rat models with the same
size and concentration of CuNPs. Another antibacterial
mechanism associated with CuNPs is ROS generation. ROS
generation hinders DNA replication by causing membrane
lipid peroxidation and disrupting membrane integrity and
permeability.49 In elevated concentrations, copper can be
highly toxic; therefore, more comprehensive studies on copper-
embedded wound dressing are encouraged.

Copper sulfides can also be functionalized onto surfaces to
exploit their potential antimicrobial properties as inorganic
nano-objects. Gargioni et al.50 have synthesized copper sulfide
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nanoparticles (CuS NPs) and functionalized them with (3-
aminopropyl)trimethoxysilane (APTES) such that the nano-
particles adhered to the glass plate. Their results show good
microbicidal effects over 24 h against both S. aureus and E. coli.
The nanoparticles eradicate the bacteria and release small
amounts of Cu2+, which has also been shown to accelerate the
wound-healing process. This combination of effects from the
CuS NPs could improve the treatment of biofilm infections.
CuS NPs are easy to prepare and relatively inexpensive
compared to other noble metal nanoparticles.
2.1.3. Gold Nanoparticles with Antibacterial Properties.

Gold nanoparticles (AuNPs) are biocompatible and have been
extensively investigated for biomedical applications like wound
healing to a range of effects. Kim et al. have shown that a
hydrocolloid membrane (HCM) coated with phytochemically
stabilized gold nanoparticles (pAuNPs) substantially facilitates
dermatological wound healing.51 They have used Sprague−
Dawley (SD) rats to study skin regeneration and observed that
in the first 5 days the rate of wound closure is four times
quicker in the pAuNP-HCM-treated group than in the gauze
(GZ)- or HCM-treated groups. Moreover, in wounds treated
with the pAuNP-HCM, an increase in vascular endothelial
growth factor (VEGF), angiopoietin 1 (Ang-1), and
angiopoietin 2 (Ang-2) expression was reported.

By changing the size, shape, and surface properties of AuNPs
combined with their inherent biocompatibility, AuNPs have
been exploited as potential alternatives to antibiotics, especially
for bacterial biofilm infections. AuNPs are known to show their
antibacterial properties through two mechanisms. First, they
alter the membrane potential by inhibiting ATPase activities to
decrease the ATP level, leading to a reduction in the
metabolism of microorganisms. Next, they inhibit tRNA
binding of the ribosome subunit, causing a collapse in the
biological mechanism.52,53 Positively charged gold nanoclusters
with an average size of 2 nm demonstrated another
antibacterial mechanism that undermined the integrity of
negatively charged cell membranes, leading to cell rupture.54

AuNPs can be incorporated into a wound dressing to inhibit
bacteria and facilitate healing. For instance, both in vitro and in
vivo studies show that higher antimicrobial and antifungal
properties could be achieved when AuNPs are cross-linked
with an aqueous extract of Gundelia tournefortii L. leaves
(GT).55 Compared to the other metallic agents, AuNPs show
less antibacterial activity, and as a result they usually are
modified with functional groups. Adding functional groups can
enhance the electrostatic interaction of AuNPs with the
membrane cells, leading to a more robust antibacterial activity.
Mercaptophenylboronic acid is a functional group containing
boronic and mercapto groups. The boronic acid group can

Figure 3. (a) Schematic of chitosan’s reaction with with 2-([4-[(1,3-dioxoisoindolin-2-ylimino)methyl]phenyl]methyleneamino)isoindoline-1,3-
dione (created with BioRender.com). Reproduced with permission from ref 70. Copyright 2020 Elsevier. (b) MRSA biofilm-infected wounds in
nondiabetic and STZ-induced diabetic ICR mice. Representative photographs of healing in nondiabetic (upper panel) and STZ-induced diabetic
ICR mice (lower panel) with the MRSA biofilm challenge treated with or without the CS/NO film. (c) Wound area reduction percentage of mice
skin lesions relative to the initial 6 mm wound. Data shown are mean ± SD (n = 6), different wounds; *P < 0.05, compared with untreated group.
Reprinted with permission from ref 72. Copyright 2020 Elsevier.
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covalently bind to the peptidoglycan layer, which is a
protective shell around the cell wall in Gram-positive bacteria,
and the mercapto group can connect to AuNPs through a Au−
S bond.56 In addition to the challenges related to the
penetration of AuNPs into biofilms and concerns about their
biocompatibility, particle shape and size variations can
profoundly impact their antibacterial effectiveness. This
variability in shape and size may present further hurdles on
their path toward industrial-scale production, as discussed in
other articles.54 Besides being antibacterial agents, AuNPs can
disrupt bacterial cells by generating heat, which will be
addressed in the phototherapy section. Table 2 summarizes
recent experimental studies that use these metallic nano-
particles as antibacterial agents for the treatment of bacteria-
infected wounds.
2.2. Polymer Nanoparticles with Antibacterial Prop-

erties: Chitosan. Polymers have been widely used in
biomedical applications because of their intrinsic biocompat-
ibility, lack of toxicity, low immunogenicity, and biodegrad-
ability. In most cases, the polymers themselves do not show
antibacterial properties, but nanocomposites can incorporate
this functionality.67 Among polymers, chitosan has been widely
used since it is antibacterial and biocompatible.68 When used
as a wound dressing, chitosan has also greatly stimulated the
natural healing process. Chitosan’s mechanism of action
against microbial cells is not fully recognized. Numerous
studies have classified it as follows: (1) electrostatic
interactions between cationic chitosan and anionic molecules
at the microbial cell surface, causing cell wall disruption; (2)
low molecular weight chitosan can diffuse through the cell
membrane, interact with DNA, and interfere with the protein
synthesis; and (3) chitosan chelates metals that are
fundamental to cell stability.69

Chemical and physical modifications can further enhance
chitosan’s antimicrobial properties. Modified chitosan and
modified chitosan nanoparticles can also be used to create
hydrogels for antimicrobial treatment, as reported by Ahmed et
al.70 The sustainable antimicrobial hydrogel is synthesized by
the reaction of chitosan with 2-([4-[(1, 3-dioxoisoindolin-2-
ylimino)methyl]phenyl]methyleneamino)isoindoline-1,3-
dione via ring opening of a cyclic imide moiety in a compound
(the reaction is shown in Figure 3a). Gels are tested against
eight pathogenic strains of Gram-negative and Gram-positive
bacteria and two forms of fungi. The modified chitosan and the
modified chitosan nanoparticle gels show higher antimicrobial
activity than the unmodified chitosan and chitosan nano-
particle gels. The modified chitosan nanoparticle gel has the
highest minimal inhibitory concentration and minimal
bactericidal concentration, especially with Gram-positive
bacteria Streptococcus pyogenes at 19.5 and 39 μg/mL compared
to the standard antibiotic ciprofloxacin at 19 and 38 μg/mL,
respectively. This study shows how modifying antimicrobial
materials allows for even more antimicrobial properties, which
could be very beneficial for treating infections.

Pairing chitosan nanoparticles with biosurfactants has also
proven effective for antimicrobial treatments, as studied by
Marangon et al.71 using rhamnolipid. The biosurfactant
rhamnolipid reduces the size and polydispersity index of the
chitosan nanoparticles and produces a more positive surface
charge by leaving more free amino groups on the surface of
chitosan NPs. When tested on planktonic bacteria and biofilms
of Staphylococcus strains (Gram-positive), the chitosan nano-
particles with rhamnolipid (CRNPs) have more antimicrobial

effects than the chitosan or rhamnolipid alone. The observed
minimum inhibitory concentration (MIC) of the CRNPs is
0.74 μg/mL for S. aureus DSM 1104 and 0.78 μg/mL for S.
aureus ATCC 29213. The minimum bactericidal concentration
(MBC) of the CRNPs is 0.78 μg/mL for S. aureus DSM 1104
and 0.77 μg/mL for S. aureus ATCC 29213. For S. epidermidis,
the MIC is 0.78 μg/mL and the MBC is 0.74 μg/mL. When
testing the nanoparticles in S. aureus DSM 1104 and S.
epidermidis biofilms, Marangon et al. observed that chitosan
alone and bare chitosan nanoparticles eliminate bacteria in the
upper parts of the tested biofilms, while the CRNPs are much
more effective. When the concentration was 0.11 μg/mL, the
CRNPs eradicated most of the sessile bacteria within the
biofilms and reduced the number of viable cells below the
detection limit. The overall improved antimicrobial activity of
the CRNPs is linked to an increase in the local delivery of the
chitosan and the new ability to successfully target Gram-
positive bacteria due to the presence of the rhamnolipid. These
particles have low toxicity and are promising for widespread
use in the pharmaceutical and food industries.

In another study, a nitric oxide (NO)-releasing chitosan film
was developed and its antibiofilm activity was evaluated,
including in vivo wound healing efficacy against MRSA biofilm-
infected wounds in diabetic mice.72 The results show a
sustained release of NO over 3 days in the simulated wound
fluid. Bacterial viability results show that the NO-releasing
chitosan film (CS/NO film) substantially augments anti-
bacterial activity against MRSA by >3log reduction.
Furthermore, the CS/NO film has threefold higher antibiofilm
activity than the chitosan film. In vivo results reveal that
samples treated with the CS/NO film exhibit faster biofilm
dispersal, wound size reduction, and epithelialization rates than
untreated and collagen film-treated samples. Figure 3b shows
the difference between the MRSA biofilm dispersion of
samples treated with the CS/NO film, the CS film, and the
untreated sample under nondiabetic and diabetic conditions.
To induce insulin-dependent diabetic conditions, the authors
administered streptozotocin (STZ) intraperitoneally. Biofilm
dispersal can be seen in the CS-treated group after 15 days of
injury in both the nondiabetic and diabetic mice groups. Also,
a combination of CS and NO results in a faster treatment. For
this group, biofilm dispersal happens after 12 days under the
nondiabetic and diabetic conditions, followed by substantial
wound size reduction. Figure 3c presents the percentage
wound area of mouse skin lesions compared to the initial
wound size of 6 mm. These data also show significant wound
area reduction when samples are treated with the CS/NO film.
Chitosan comes with certain limitations as well. One of the
primary obstacles associated with chitosan is its limited
solubility and its pH-dependent antibacterial efficacy. Notably,
chitosan exhibits varying antibacterial performance against
Gram-negative and Gram-positive bacteria due to differences
in their surface characteristics. While recent research has made
strides in overcoming these obstacles, further investigations are
necessary to enhance and optimize the use of chitosan as an
antibacterial wound dressing. Further details have been
reviewed in the literature.69,73,74

2.3. Metal−Organic Frameworks with Antibacterial
Properties. Metal−organic frameworks (MOFs) are hybrid
materials containing organic linkers and inorganic components.
MOFs have many interesting characteristics, like a large
number of active sites, high specific surface area, high porosity,
adjustable uniform pore sizes, excellent thermal stability, and
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facile functionalization.75 The antibacterial properties of MOFs
have been studied by Wyszogrodzka et al.,76 and the following
antimicrobial mechanisms have been reported: (1) stable
release of metal ions from the structure can permeabilize cell
membranes; (2) both polymer linkers and metal ions can
damage DNA; (3) metal ions can react with sulfhydryl and
amino groups in proteins, damaging the cell’s electron
transport system; and (4) ROS generation. One of the main
obstacles to using metal oxide NPs is that they must be
encapsulated in a polymeric matrix and should be released
gradually to reach the highest efficiency. MOFs are great
candidates for overcoming this obstacle. In the structures of
MOFs, metals have been stabilized by chemical bonds that are
strong enough to make MOFs durable but weak enough not to
constrain their activity. As a result, they can be ideal for the
steady release of metal ions, leading to constant and long-term
antibacterial activity. Since the physical and chemical proper-
ties of MOFs depend on their structure, the release of the
metallic ion can be easily tuned by manipulating or replacing
the metallic centers or organic linkers.

Compared with metal NPs or metal oxide NPs, MOFs show
advantages in preventing metal oxidation and agglomeration.
Yuan et al.77 developed a novel wound dressing by growing
zinc-based zeolitic imidazolate framework (ZIF) nanodagger
arrays (ZIF-Ls) on cotton gauze. The arrays in the structure
help ion release and the physical disruption of bacteria cells.
Compared with the commercially available Ag gauze, this
wound dressing displays higher biocompatibility, lower
cytotoxicity, and improved wound healing performance.
Animal studies show that the ZIF-L-coated gauze can
effectively kill bacteria in a S. aureus wound infection model
in mice. The healing process in untreated wounds is
significantly slower than those in the samples treated with
the ZIF-L-coated gauze or the Ag-coated gauze. The untreated
wound is still open with purulent discharge on day 11, while
the wounds treated with ZIF-L-coated gauze or Ag-coated
gauze are closed and epithelialized. The number of S. aureus
recovered after 11 days from the wounds treated with the ZIF-
L-coated gauze and the Ag-coated gauze is 98.7% and 91.4%
lower than that for the wound treated with the uncoated gauze,
respectively. Table 3 briefly shows the results of other studies
that have used MOFs in wound dressings. Unlike many other
nanoparticles, MOFs are still in the early stages of research and
demand further investigation. The biocompatibility and
toxicity of MOFs remain uncertain, posing challenges due to
the significant release of metal ions and organic ligands, the
innate characteristics of the material, and the low degradation
rate and cellular accumulation of MOFs and their components,
which hinders metabolic processes and excretion.78

2.4. Antibacterial Peptide-Based Nanoparticles. Anti-
bacterial peptides, also known as antimicrobial peptides
(AMPs), are a vital part of natural immune defense
mechanisms and can be produced by all multicellular
organisms. AMPs include poly(amino acid)s,85 lipopeptides,86

and synthetic antibacterial peptides.87 They have broad
biological applications, but here we are focused only on their
potential as antibacterial agents. The primary mechanism of
microorganism killing for AMPs is disruption of cell membrane
integrity. Moreover, there is evidence that AMPs can inhibit
vital cellular activities like protein synthesis, nucleic acid
synthesis, enzyme activity, and cell wall synthesis.88 Normally,
AMPs display a net positive charge and a high ratio of
hydrophobic amino acids, enabling them to selectively attach T
ab
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to negatively charged bacterial membranes. This electrostatic
interaction can either destroy the membrane’s integrity
through pore formation or cause the AMPs to enter the
bacterium to inhibit intracellular function.89 By altering the
specific amino acids and functionalized groups on AMPs, it is
possible to modify their properties, such as their antimicrobial
activity, selectivity, and toxicity. This allows for the design of
tailored AMPs with improved therapeutic potential for various
applications, including wound dressings. A recently developed
pH-switchable antimicrobial supramolecular hydrogel based on
the IKFQFHFD peptide sequence shows interesting proper-
ties.90 Under neutral pH, this sequence is electrically neutral
and biocompatible, while under acidic conditions (pH 5.5) the
sequence is amphipathic and positively charged. The
antibacterial activity of this hydrogel comes from the stable
release of the peptide in an acidic environment, leading to
disruption of the cell wall and membrane. To increase
efficiency, this hydrogel is also loaded with the photothermal
agent cypate and procollagen component proline, promoting
collagen formation, cell proliferation, and angiogenesis. In vitro
data show an augmentation in the proliferation of fibroblasts
and endothelial cells. The integrated hydrogel system
significantly improves the in vivo healing of MRSA biofilm-
infected wounds in diabetic mice. Clinical application of these
technologies may be limited due to their vulnerability to
environment-related (hydrolysis, oxidation, and photolysis)
and wound-related (pH and proteolysis) factors.91 Another
potential setback associated with the use of AMPs in wound
dressings is their tendency to cause cytotoxicity and high
hemolytic activity, particularly at concentrations approaching
therapeutic dosages.92 Table 4 summarizes some of the peptide
sequences used as antibacterial agents in wound dressings.
Further details about AMPs can be found in the literature.93−96

2.5. 2D Nanosheets. The antibacterial action of 2D
nanosheets is primarily achieved through direct physical
interactions with bacterial membranes, influenced by factors
such as the nanosheet’s size, thickness, oxidation level, surface
charge, and hydrophilicity/hydrophobicity. These interactions
occur either as surface-area-mediated physical contacts or
through edge-mediated mechanisms, where nanosheets engage
with bacterial membranes either by lying flat against them or
penetrating them with their sharp edges, respectively.101 Larger
nanosheets tend to engage in surface-area-mediated inter-
actions, often enveloping and isolating bacterial cells, impeding
nutrient transfer, and potentially leading to reversible bacterial
inactivation. In contrast, smaller nanosheets utilize their sharp
edges to puncture bacterial membranes directly, creating pores
that disrupt the membrane integrity and lead to bacterial
death.101−103 This mode of interaction is enhanced by the
specific orientation of the nanosheets, with perpendicular
alignment facilitating more effective penetration. Furthermore,
upon initial contact, nanosheets can induce stress on the
bacterial membrane, leading to membrane perturbations
through physical stress or chemical interactions, such as
electrostatic forces. These interactions can result in the
embedding of nanosheets into the lipid bilayer, disrupting
membrane integrity through the extraction of phospholipid
molecules and ultimately compromising the bacterial cell’s
viability. This comprehensive interaction mechanism under-
scores the potent antibacterial capabilities of 2D nanosheets,
making them effective agents in combating bacterial infections.

The deployment of 2D nanoparticles to combat bacterial
infections faces several challenges that are discussed in the T
ab
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literature in detail.104 Briefly, ensuring biosafety and bio-
compatibility is critical to avoid adverse human effects.
Environmental impacts from the disposal and accumulation
of these nanoparticles require thorough regulation. Scalability
of production remains an important barrier. Overcoming these
challenges requires ongoing research and interdisciplinary
collaboration on the potential of 2D nanoparticles in
combating bacterial infections.

Certainly, the variety of nanoparticles utilized as antibacterial
agents for wound dressings extends beyond those mentioned
in this discussion. We have aimed to cover the nanoparticles
predominantly utilized in studies that have yielded promising
outcomes. Table 5 provides an overview of other NPs currently
under consideration in research as potential antibacterial
agents.

3. NANOPARTICLES FOR PHOTOINDUCED THERAPY
Phototherapy, including photodynamic therapy (PDT) and
photothermal therapy (PTT), has attracted the attention of
scientists due to the potential for a targeted approach to
disease treatment with high selectivity. These methods stand
out for being noninvasive and having broad-spectral anti-
bacterial activity. While they generally present fewer side
effects and systemic toxicity compared with traditional
treatments, it is significant to note that some specific
precautions, such as the need for limited exposure to light
post-treatment in certain cases, may be needed. Ongoing
research is exploring the possibility of bacterial tolerance to
these treatments and potential solutions. PDT and PTT each
have their strengths and limitations, which will be discussed in
the following paragraphs.
3.1. Nanoparticles for Photodynamic Therapy (PDT).

PDT utilizes a photosensitizer, light, and oxygen to generate a
phototoxic reaction to kill bacteria. The result of this
phototoxic reaction is the generation of highly cytotoxic
reactive oxygen species (ROS) or excitable singlet oxygen that
can oxidize the biological molecules within or on the cell
membrane, causing DNA damage and cell membrane or
organelle destruction and eventually leading to cell death.115

Oxygen diffusion limitations in the biofilm as well as oxygen
consumption by both bacteria and the inflammatory cells
surrounding the biofilm can lead to hypoxia in the interior of
the biofilm microenvironment. Since PDT is an oxygen-
dependent process, there is a concern that this condition might
restrict the application of PDT for the treatment of biofilms.
On the other hand, it has been reported that an excess amount
of H2O2 can be found in the biofilm tissues. As a result,
scientists have been motivated to use agents that can convert
H2O2 into oxygen. Xiu et al.116 have designed a novel
nanosheet-based material, termed MnO2-BSA/PEG-Ce6
(MBP-Ce6 NSs), for pH-responsive dual-mode imaging and
PDT. These nanosheets release Ce6 and Mn2+ in acidic biofilm
environments, leading to the activation of magnetic resonance
(MR) and fluorescence (FL) signals for dual-mode imaging
(Figure 4a). In vivo studies show that the fluorescence intensity
of Ce6-incubated samples is 2.5× higher than that of mouse
tissues at 12 h. Also, the transverse relativity (r1) of MBP-Ce6
NSs after being incubated in acidic buffer (pH = 5.0) for 24 h
is about 3× that in neutral buffer (pH = 7.4). In vivo studies
show that upon the injection of MBP-Ce6 NSs into biofilm-
infected tissues of mice, there is a substantial enhancement in
fluorescence and T1-weighted MR signals compared to those
of the controls. In vivo results show that under NIR light T
ab
le
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irradiation the inhibitory effect of the Ce6&CO@FADP
sample is about 2.5log (99.7%), much higher than others. In
Figure 4d, control mice with thigh-implanted S. aureus biofilms
show swelling and suppuration, suggesting a severe inflamma-
tory response. In contrast, after treatment with Ce6&CO@
FADP under NIR light irradiation, wounds heal without signs
of inflammation.

CO is a relatively stable gas with antibacterial properties,
which can promote phagocytosis and inhibit adenosine
triphosphate (ATP) supplies in bacteria.117 In a similar
application, the gas therapy method is used alongside PDT
to increase the efficiency of biofilm eradication.118 The new
nanosystem, called Ce6&CO@FADP, is made by conjugating
chlorin e6 (Ce6) and encapsulating CORM-401 (as a CO-
releasing molecule) into a fluorinated amphiphilic dendritic
peptide (FADP). Ce6&CO@FADP can rapidly enter bacteria
(S. aureus and E. Coli); after light irradiation, H2O2 is formed,
which then is consumed by the nanoparticles to release CO.
Interestingly, the release of CO in bacteria does not hinder the
production of singlet oxygen. As a result, the presence of these
two antibacterial agents can significantly affect biofilm ablation.
This nanosystem was biocompatible in in vitro (cytotoxicity
and hemolysis experiments) and in vivo (assessment of HbCO
concentration in blood) testing. An E. coli-infected subcuta-
neous wounded mouse model was used and showed that
almost no E. coli survived after treatment with 1 mg/mL
Ce6&CO@FADP for 3 days (Figure 4e). Figure 4f shows the
skin tissue with the catheters subcutaneously implanted after
treatment. Swelling and suppuration are observed in the 0.9%

NaCl group, suggesting the presence of an inflammatory
response at the site. Following treatment with nanoparticles
without NIR light, the swelling and suppuration were
improved, which is associated with the limited antibacterial
activities of the nanosystem in the absence of NIR light. After
treatment with nanoparticles under NIR light irradiation, all of
the wounds healed well without signs of swelling and
purulence, and the degree of healing was also better than
that of the Ce6&CO@ADP group.
3.2. Nanoparticles for Photothermal Therapy (PTT).

PTT is based on local heat generation under near-infrared
(NIR) light, which can effectively ablate biofilms in the
infected area.119 This method can be controlled remotely, is
site-specific and minimally invasive, and has low incidence of
side effects.120 The temperature (around 70 °C) required to
kill the biofilm may also damage the surrounding tissue, the
prevention of which is an active area of research. Another
challenge is the production of heat-shock proteins (HSPs) in
the bacteria, which help bacteria acquire thermoresistance. A
variety of attempts have been made to address this challenge,
one of the most recent of which used Pifithrin-μ (PES), a heat-
shock protein inhibitor. PES hinders HSP function, lowering
bacterial heat tolerance and thus reducing the temperature
required for effective PTT. However, PES lacks selectivity,
impacting both pathogenic bacteria and normal tissue cells,
and can be cytotoxic in high amounts. Therefore, controlled
release and targeted delivery of PES are vital for its effective
use in PTT. Peng et al.121 have developed a pH-responsive
core−shell nanostructure consisting of zeolite-based imidazole

Figure 4. In vivo fluorescence imaging (FLI) and magnetic resonance imaging (MRI) of MRSA biofilm infections using MBP-Ce6 NSs. (a)
Schematic illustration for the detection of MRSA biofilms by in situ injection of MBP-Ce6 NSs (50 μL; 50 μg/mL MnO2 and 40 μg/mL Ce6) in
both the left thigh (normal tissue) and the right thigh (infected tissue). (b) Fluorescence images and (c) T1-weighted MR images of the infected
mice at different times. (d) Photographs of the biofilm-infected tissues from the mice treated with various treatments at different times. Reprinted
with permission from ref 116. Copyright 2020 American Association for the Advancement of Science (AAAS). (e) In vivo antibacterial activity of
Ce6&CO@FADP without or with NIR light irradiation. An E. coli-infected mouse knife injury model served as an in vivo bacterial infection model,
while 0.9% NaCl and Ce6&CO@ADP served as controls. Bacterial colonies were isolated from the infection sites of mice after various treatments.
(f) Photographs of the skin tissues subcutaneously implanted with catheters after various treatments. Reprinted with permission from ref 118.
Copyright 2020 American Chemical Society.
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framework (ZIF-8)-coated mesoporous polydopamine
(MPDA) core−shell NPs loaded with Pifithrin-μ (PES). The
nanostructure degrades in acidic biofilm environments,
releasing PES and zinc ions and disrupting bacterial
membranes and metabolic pathways. The MPDA@ZIF-8/
PES nanoparticles quickly increased the temperature from 25
to 45 °C, having concentration- and density-dependent
photothermal properties and high stability across multiple
cycles. Cytotoxicity tests reveal about 80% cell viability in
NIH-3T3 cells after 3 days, even during drug release. In vivo
studies on mice with infected wounds treated with MPDA@
ZIF-8/PES+NIR show significant reductions in wound size
and bacterial count. Both PDT and PTT can be applied at the
same time to increase the effectiveness and avoid high
temperatures. This method can be used as a low-temperature
(≤45 °C) PTT system and releases ROS. Both in vivo and in
vitro results demonstrate effective biofilm eradication with
significantly reduced damage to healthy cells.122 Another
disadvantage associated with using PTT is its specificity. To
address this obstacle, Sankari et al.123 conjugated gold
nanorods with two peptides: LL-38, a cationic antimicrobial
peptide, and ANGI-2, a neuropeptide, both known for their
specificity toward targeted bacterial binding when conjugated
with gold nanorods (GNRs) via electrostatic interactions.
Further details focusing on the usage of a nanomaterial as a
PTT agent to fight against biofilms can be found in
literature.124

4. NANOPARTICLES THAT DISRUPT EXTRACELLULAR
POLYMERIC SUBSTANCES

Biofilms are encased within an extracellular polymeric
substance (EPS), a dense, protective matrix that not only
facilitates the adhesion of bacteria to surfaces and to each other
but also contributes significantly to chronic infections and
antibiotic tolerance. The disruption of the EPS through various
methods, like microneedle patches, biofilm degradation with
enzymes, and ultrasound therapy, has been extensively studied
for infected wound management. The main benefits of this
approach include facilitating the penetration of antibiotics and
antimicrobial agents, making bacteria more susceptible to
treatment, and potentially preventing the formation of biofilms
in the initial stages of wound infection. However, this strategy
also presents disadvantages, such as potential damage to
surrounding tissues, development of microbial resistance,
variability in biofilm community responses, negative impacts
on wound healing, and challenges in complete biofilm
eradication. Details regarding each method are discussed in
the following sections.
4.1. Nanoparticles Integrated with Microneedle

Patches. One limitation of traditional methods of biofilm
treatments is believed to be the poor penetration of
antimicrobials into the biofilm structure, since matrix
components and extracellular polymeric substances (EPSs)
form a dense barrier that hinders diffusion.125,126 In addition,
the negative charge of the EPS components can repel the
negatively charged antimicrobial agents or sequester positively
charged agents.127 Engineering a wound dressing with
microscale needle tips on its surface for transdermal drug
delivery addresses this issue128 by disrupting the integrity of
the biofilm. Microneedle patches provide a painless, localized,
and low-cost administration method that improves patient
compliance. This technology allows the penetration of
antimicrobial agents to the stratum corneum by controlling

the dimensions of the tips and applied force,129 as shown in
Figure 5a. Yi et al.130 have developed dissolvable microneedles

(MNs) composed of chitosan (CS) and zinc nitrate (CS-
Zn2+MNs), which are illustrated in Figure 5b and c. Elemental
mapping displayed a uniform distribution of zinc atoms inside
the MNs. The final product benefited from both the
antimicrobial properties of Zn2+ and the structural character-
istics of the microneedles. CS-Zn2+MNs have shown
approximately 16% and 25% higher antibacterial rates against
E. coli and S. aureus, respectively, compared to CS-MNs. In a
similar study, MNs were used to deliver antibiotics to the
region of active growth.127 These dissolvable microneedles
(MNs) are loaded with chloramphenicol (CAM) encapsulated
in gelatin nanoparticles (CAM@GNPs) for targeted antibiotic
delivery. After penetration of these microneedles into the
biofilm matrix, the GNPs, responsive to the high levels of
gelatinase at infection sites, release CAM in situ. The
cytotoxicity of CAM is reduced significantly when it is
encapsulated in the GNPs, which favors the wound healing
process. Significant decreases of 55.6% (for an incubation time
of 4 h) and 63.2% (for an incubation time of 8 h) are reported
in colony forming units (CFU) per millimeter in the CAM@
GNPs patch compared to free drug in solution. Keeping all the
mentioned information in mind, the role of the EPS as a
barrier against drug penetration is currently under dispute, as
the lack of drug penetration through EPS may not fully explain
the increased resistance observed in biofilms.131 As a result, we
believe that further in-depth studies are needed to understand
more about the role of the EPS in biofilm drug resistance.
4.2. Enzyme-Enhanced Nanoparticles for Biofilm

Degradation. Another approach for biofilm treatment is
using enzymes with the capacity to selectively degrade different
components of the biofilm structure. These enzymes can be
recombinantly, naturally, or synthetically produced. Some
enzymes attack the components in the EPS, while others
degrade the components in the biofilm’s structure that are vital
for the biofilm to maintain its life. One of the main challenges

Figure 5. (a) Schematic of microneedle-mediated biofilm treatment.
The microneedles penetrate through and dissolve into the biofilm to
transdermally release gelatin nanoparticles (GNPs) loaded with
antibiotics (chloramphenicol, CAM). Reprinted with permission
from ref 127. Copyright 2019 American Chemical Society. (b)
Top-view and (c) front-view SEM images of CS-Zn2+MNs. Tips had a
diameter of 23 μm and height of 320 μm. Reprinted with permission
from ref 130. Copyright 2020 Elsevier.
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in this method is designing a smart delivery system that
stabilizes the enzyme, protects it from the exterior environ-
ment, and minimizes unnecessary systematic exposure. Nithya
et al.132 have developed a novel chitosan-based hydrogel
containing lysostaphin (LST) as an antibacterial enzyme for S.
aureus biofilm eradication. The final product shows stability at
physiological temperature and flexibility. After 15 min of
incubation, 95% of the bacteria are lysed. The cytotoxicity
assays suggest a nontoxic behavior for the final hydrogel.

During the past few years, a variety of enzymes, including
dispersin B and α-amylase, have been tested as a potential
agents to disrupt the structural integrity of the EPS for biofilm
dispersion.133−135 Specific enzymes degrade particular poly-
saccharides that exist in the EPS. The P. aeruginosa biofilms, for
instance, rely mainly on the polysaccharides Psl and Pel for
their matrix’s structural integrity. Glycoside hydrolase (PslG)
attacks and degrades the dominant Psl polysaccharide in the
EPS matrix of P. aeruginosa biofilms.136−138 Thorn and
colleagues138 combined enzyme degradation with an antibiotic
to reach higher efficiency. For that purpose, lipid liquid crystal
nanoparticles (LCNPs) are loaded with PslG and tobramycin.
The system helps the enzyme remain stable and provides
sustainable release, which is sensitive to the presence of
bacterial infection. The PslG + tobramycin-LCNPs sample
shows a greater than 10-fold reduction in bacteria compared to
the antibiotic alone.

Extracellular DNA (eDNA) is a significant structural
component in a biofilm’s matrix that forms a lattice-like
structure and stabilizes the biofilm structure. Therefore, the
addition of DNase, as an agent to degrade eDNA, is another
approach for the disintegration of biofilms.139 Liu et al.140 have
used radical polymerization to encapsulate DNase in
polyMPC-co-polyAPM. Triggered by the biofilm’s acidic
environment, the polymer degrades, leading to the release of
DNase. This process results in a notable biofilm disintegration
efficiency of 92.2%. Mesoporous silica nanoparticles (MSNs)
are another material that has been loaded by enzymes for
biofilm treatment.141 These NPs are loaded with lysostaphin,
serrapeptase, and DNase I enzymes. The first enzyme causes
cell lysis of S. aureus bacteria, and the other ones degrade the
biofilm’s matrix. The highest efficiency is achieved when all
three enzymes are combined, and the efficacy of all three
enzymes is improved by immobilization onto the MSN

structure compared to the free enzymes. eDNA is more
prevalent in immature biofilms, so the addition of eDNA is
more effective when it is applied in the early stages of biofilm
formation.142 Besides the vulnerability of enzymes to
denaturation, degradation, and clearance upon administration,
there are additional challenges, including their substrate-
specific nature. Since enzymes specifically target particular
substrates, they may not effectively degrade all components of
a biofilm matrix. This issue becomes more complex in clinical
scenarios, where wounds often contain various types of
biofilms, making it difficult to find a single enzyme effective
against all present biofilms. Table 6 presents some of the most
commonly used enzymes for degrading the structure of
biofilms in wound dressings.
4.3. Nanoparticles for Ultrasound therapy. Ultrasound

is used as a method to eradicate biofilms through different
approaches such as antimicrobial sonodynamic therapy
(aSDT) and microbubbles. In the aSDT method, ultrasound
irradiation activates sonosensitizers that secrete toxic agents
that kill bacterial cells. Pourhajibagher et al.149 have used ZnO
and TiO2 because of their good biocompatibility and
antimicrobial and photocatalytic properties. Based on FE-
SEM analysis, ZnO/TiO2 NP samples have a strong
antibiofilm effect and decrease the metabolic activity of the
bacteria to 85.5%. Microbubble oscillation can lead to discrete
morphological changes in the P. aeruginosa biofilm, so
ultrasound stimulation is an innovative method for overcoming
the physical barrier of the biofilm matrix.150 A strategy for
effective biofilm eradication was reported through the
combination of low-boiling -point phase-change contrast
agents (PCCAs) with ultrasound (US-PCCA) and antibiotics
that target persister cells.151 Bharatula et al.152 have used high-
intensity focused ultrasound (HIFU) at various acoustic
pressures to better understand the biological response of the
bacteria within biofilm after ultrasound treatment. A pressure
amplitude of 4.5 MPa, HIFU detaches both living and dead
cells from the surface, but complete removal cannot be
achieved. Beside the physical impact of HIFU, an increase in
biomarkers for biofilm development (cyclic-di-GMP) has been
reported. Another study on acoustic pressure variation displays
a reduction in colony forming units (CFU) at relatively high
temperatures, and higher exposure levels (i.e., pr of 6.2 and 7.6
MPa) show no viable colony forming units.153 However, a

Table 6. List of Some Enzymes That Have Been Used for Biofilm Treatment

biofilm-
dispersing
enzyme carrier

preserved
enzyme
activity comment ref

alginate
lyase

hyaluronan−
cholesterol
hydrogel

80% alginate lyase is an enzyme that degrades alginate, a key component of the mucoid biofilm matrix, without
any additional antimicrobial agent

143

dispersin B Fe3O4@SiO2 >50% hydrolyzes the polysaccharide β-1,6-N-acetyl-D-glucosamine (PGA), which is essential for biofilm
formation in some species of staphylococci.

144

no in vivo studies
DNase nanostructured

lipid carrier
unaffected DNase combined with levofloxacin in NLC drastically reduced biofilm 145

DNase large pore
mesoporous
silica
nanoparticles

72.4% silver is also doped into the structure 146

papain chitosan 95% damages cell membranes; oth soluble and immobilized papain efficiently destroy biofilms formed by S.
aureus and S. epidermidis

147

ficin chitosan 90% ficin is a sulfhydryl protease that can degrade the EPS components of the biofilm matrix; ficin (either
soluble or immobilized) could reduce the S. aureus-infected skin wound areas in rats twofold after 4
days of treatment instead of 6 days

148
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systematic review assessing the effectiveness of ultrasound in
the treatment of chronic wounds concluded that there is
insufficient clinical evidence to support its efficacy, suggesting
more studies are needed before drawing any conclusion.154

5. NANOPARTICLES THAT INDUCE BIOFILM
DISPERSION

The life cycle development of biofilms is a sequential, highly
regulated process ending with a dispersion step (Figure 1).
During dispersion, sessile, matrix-encased biofilm cells escape
the biofilm, leaving central voids behind. As dispersion
happens, biofilm cells convert back to the planktonic mode
of growth, making them more susceptible to antibacterial
agents. The primary advantage of this phenomenon is that it
converts biofilms to a state highly susceptible to antimicrobials
and the immune system, thereby avoiding the need for
aggressive antibiotic treatments. However, this method faces
challenges, including the potential for the spread of infection,
especially if an insufficient dose of antibiotics is used, and the
risk of incomplete eradication. Hence, the discovery of
effective methods to induce dispersion in biofilms has paved
the way for innovative approaches in treating biofilm
infections. Several other studies have delved into the
mechanisms in greater detail.155,156 This section explores
some of the innovative and effective approaches that hold
promise for biofilm treatment.

Dispersion does not involve the entire biofilm, and the ratio
of the biofilm’s population that disperses is associated with the
diameter and thickness of the biofilm. cis-2-Decenoic acid (cis-
DA), a small messenger fatty acid molecule, is identified as a
dispersion inducer in P. aeruginosa.157 The external introduc-
tion of cis-DA also triggers dispersion in a wide range of
biofilm-forming bacteria, including P. aeruginosa, E. coli, K.
pneumoniae, Proteus mirabilis, S. pyogenes, Bacillus subtilis, and
S. aureus.158 Oxygen deprivation and carbon source starvation
can also be other triggers to induce dispersion.159,160 Nitric
oxide (NO), which is mostly used as a signaling molecule in
biological systems, can induce the dispersion of the biofilm at
low concentrations. The NO-donor sodium nitroprusside
(SNP) has been used to induce dispersion in a P. aeruginosa
biofilm, and approximately 80% of the biofilm biomass was
reduced at the low concentration of 500 nM.161 Applying SNP
alongside antimicrobial compounds like tobramycin, hydrogen
peroxide, and sodium dodecyl sulfate would significantly
enhance their efficiency for biofilm removal. The impact of
NO reduction was also studied on other bacterial species. A

wide range of both Gram-positive and Gram-negative biofilm-
forming microorganisms including Serratia marcescens, Vibrio
cholerae, E. coli, Fusobacterium nucleatum, Bacillus licheniformis,
and S. epidermidis have been exposed to SNP at different
concentrations and displayed around 60%, 72.5%, 38.1%,
55.6%, 93.2%, and 58.6% biomass reduction, respectively.162

Additionally, biofilms that receive low NO doses show an
augmented vulnerability to antimicrobial treatments compared
to untreated biofilms. The effectiveness of standard chlorine
treatments in eradicating multispecies biofilms is increased by
20-fold in NO-treated biofilms compared to the untreated
biofilms. However, higher concentrations of NO in the
millimolar range promote the biofilm mode of growth.

Like NO, pyruvate has shown a concentration-dependent
effect on biofilm formation. In the absence of alternative
anaerobic respiratory pathways, species such as P. aeruginosa
initiate fermentative processes, including pyruvate fermenta-
tion. In these cases, cells at the core of the biofilm experience
reductive stress (abundant electrons/insufficient oxygen).163

Pyruvate fermentation is an alternative metabolism source for
biofilms to survive, and it supports the survival of P. aeruginosa
for up to 18 days compared to the control group where
pyruvate is absent.164 The addition of 10 mM pyruvate was
observed to enhance biofilm formation in P. aeruginosa, while
continuous depletion of pyruvate from the growth medium
(via addition of pyruvate dehydrogenase (PDH)) effectively
prevents biofilm formation.165 Data from our laboratory prove
that enzymatic depletion of pyruvate leads to the dispersion of
established biofilms by S. aureus and laboratory and clinical P.
aeruginosa isolates and prevents their formation.166,167 In vivo
results show that applying pyruvate depletion conditions to
second-degree burn wounds infected with P. aeruginosa biofilm
cells led to biofilm biomass reduction. We have shown that
depletion of pyruvate by PDH renders P. aeruginosa biofilms in
porcine wounds nearly 1000× more susceptible to antibiotics.
Burn wounds were infected with tobramycin-tolerant P.
aeruginosa and left untreated for 24 h to allow biofilms to
establish. Similar to tobramycin treatment alone, exposure to
PDH alone coincides with up to a ∼2log reduction in the
biofilm population present in wounds after 3 and 6 days of
infection. Co-treatment with 200 mU PDH and tobramycin
coincides with an over 4log reduction in both biofilm bacteria
and the planktonic population relative to untreated controls.
Furthermore, these in vivo data are supported by in vitro
findings showing that, relative to untreated biofilms, P.
aeruginosa biofilms exposed to PDH are characterized by

Figure 6. Pyruvate depletion induces dispersion by P. aeruginosa biofilms. (A) Number of microcolonies as the percent of the total colonies
counted per treatment group. (B) Confocal images of biofilms left untreated or after exposure to 10 mU PDH or heat-inactivated PDH
(HK_PDH). (C) Void formation/dispersion indicated by a red arrow. Reprinted with permission from ref 166. Copyright 2019 Nature.
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central voids, which are associated with biofilm dispersion
(Figure 6b and c). However, given that PDH, like all enzymes,
is highly prone to loss of activity, improving the capacity of the
enzyme to function in challenging microenvironments, such as
the increased temperature or pH range of the wound, is
significant. We have successfully encapsulated PDH in
poly(lactic-co-glycolic) acid nanoparticles with an encapsula-
tion efficiency of 17.9 ± 1.4%.168 This encapsulation results in
improved enzyme stability under different storage conditions.
In vitro studies show that PDH−PLGA NPs actively disperse
mature P. aeruginosa biofilms through the action of depleting
pyruvate. Biofilm dispersion as a treatment method is a
relatively new field compared to the other discussed
approaches, and it is evident that there is still a lack of well-
structured clinical trials. Additionally, there is a concern
regarding the virulence of the dispersed bacterial cells.
Although our preliminary in vivo data indicated that the use
of antibiotics can ensure the death of these dispersed bacterial
cells, further investigations are warranted before dredging
definitive conclusions.

6. CONCLUSION
This Review highlights novel methods to combat biofilm
infection in wounds. The exceptional tolerance of biofilms to
both immune defenses and conventional antibiotic therapies
prompted the search for novel and more effective treatment
methods. The unique properties of nanobiomaterials have
made them ideal candidates to address these obstacles. In this
Review, we explore the potential of nanobiomaterials
incorporated into wound dressings to combat biofilm
infections through their antibacterial properties, photoinduced
therapies, EPS disruption, and induction of biofilm dispersion.
Each approach exhibits unique mechanisms of action,
contributing to the overarching goal of replacing or
significantly reducing the reliance on antibiotics in wound
care. Antibacterial nanoparticles like silver were first developed
through nanotechnology as alternatives for antibiotics. Despite
the promising results, the application of these nanoparticles has
been limited due to toxicity concerns primarily related to ion
release and ROS generation. These toxicity issues, along with
their reduced effectiveness against Gram-positive bacteria
compared to Gram-negative ones, have spurred scientists to
develop alternative materials such as nanoparticle complexes
including functionalized groups and coatings, MOFs, and 2D
nanosheets. Although these alternatives show promise, they are
comparatively newer materials, and more studies are required
to gather a thorough understanding of their properties and
potential applications, especially their long-term safety and
environmental impact. Further, nanoparticles employed in
photodynamic therapy (PDT) and photothermal therapy
(PTT) face similar challenges. For PTT, although it does
not rely on ROS, the high temperatures required could damage
cells, and the emergence of thermoresistant bacteria
complicates its effectiveness. Enzyme-containing complex
nanoparticles targeting extracellular polymeric substances
(EPSs) have shown promise against specific bacterial species,
yet developing enzymes that are effective against a broad range
of bacteria remains a formidable challenge. This is crucial, as
clinical settings often involve infections with multiple bacterial
strains. Another significant focus is on nanoparticles that
induce bacterial dispersion, which are particularly intriguing
because they can address both Gram-positive and Gram-
negative bacteria in vivo. However, concerns about the

virulence of dispersed bacteria and the dosage of associated
antibiotics remain. The Review underscores that while these
methods show potential, none are without flaws, and
substantial research is still needed. We aim to spotlight these
shortcomings to guide future studies. Despite rapid advances in
the field, a thorough understanding of these technologies is still
emerging. More in-depth studies are essential, especially
regarding the biocompatibility and toxicity of materials, and
their long-term impacts must be explored. Additionally, this
Review highlights a persistent gap in research: the lack of solid
data on the storage, administration, mucous interactions, blood
clearance, long-term outcomes, safety, and side effects of many
of these materials. Furthermore, most studies focus on in vitro
results and single-target bacteria, pointing to a need for more
comprehensive testing.

7. FUTURE PERSPECTIVE
Continued exploration into the specific interactions between
nanoparticles and biofilms is essential to enhance the efficacy
and minimize the side effects of bacterially infected wound
treatments. Combining various types of nanoparticles could
synergize their antibacterial effects and overcome existing
limitations. One of the main antibacterial mechanisms of
nanoparticles is through the generation of oxidation stress in
the form of ROS. While effective against bacterial structures,
ROS can also damage healthy cells near the infection site.
Consequently, it is crucial to develop smart, responsive
nanoparticles that can control ROS release. Recent studies
indicate that biofilms are increasingly tolerant to ROS and
heat, underscoring the potential of nanoparticles that naturally
induce biofilm dispersion. When these methods are employed,
it is vital to ensure sufficient antibiotic coverage to eradicate
dispersed bacterial cells.

Beyond infection control, nanoparticles could be used to
promote wound healing and tissue regeneration. Incorporating
biocompatible and biodegradable materials that support cell
growth and tissue repair into the nanoparticle design will be
crucial. We believe that developing in vivo models consisting of
multispecies bacteria is necessary to better understand the
potential of these therapies. Furthermore, the successful
translation of these novel wound dressing approaches from
the laboratory to clinical practice remains a critical challenge.
Comprehensive clinical trials are needed to validate the efficacy
and safety of these innovative strategies, ensuring that they can
deliver on their promise in real-world scenarios. Still, the
clinical translation of nanoparticles faces significant challenges,
including ensuring biocompatibility and safety, scalable
manufacturing, regulatory compliance, better understanding
of biofilm infections, and economic viability. As we move
forward, these innovative approaches have the potential to
revolutionize wound care, improving the quality of life for
countless individuals suffering from chronic wound infections
while reducing the risk of antibiotic resistance.
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