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Abstract: Respiratory diseases, such as asthma and chronic obstructive pulmonary disease (COPD),
are critical areas of medical research, as millions of people are affected worldwide. In fact, more
than 9 million deaths worldwide were associated with respiratory diseases in 2016, equivalent to
15% of global deaths, and the prevalence is increasing every year as the population ages. Due to
inadequate treatment options, the treatments for many respiratory diseases are limited to relieving
symptoms rather than curing the disease. Therefore, new therapeutic strategies for respiratory
diseases are urgently needed. Poly (lactic-co-glycolic acid) micro/nanoparticles (PLGA M/NPs)
have good biocompatibility, biodegradability and unique physical and chemical properties, making
them one of the most popular and effective drug delivery polymers. In this review, we summarized
the synthesis and modification methods of PLGA M/NPs and their applications in the treatment
of respiratory diseases (asthma, COPD, cystic fibrosis (CF), etc.) and also discussed the research
progress and current research status of PLGA M/NPs in respiratory diseases. It was concluded that
PLGA M/NPs are the promising drug delivery vehicles for the treatment of respiratory diseases
due to their advantages of low toxicity, high bioavailability, high drug loading capacity, plasticity
and modifiability. And at the end, we presented an outlook on future research directions, aiming to
provide some new ideas for future research directions and hopefully to promote their widespread
application in clinical treatment.

Keywords: PLGA micro-/nanoparticles; treatment of respiratory diseases; asthma; chronic obstructive
pulmonary disease (COPD); drug delivery

1. Introduction

Respiratory diseases are common and frequent diseases, and the main lesions are in the
trachea, bronchi, lungs and chest. Patients with mild cases often manifest as cough, chest
pain and affected breathing, while patients with severe cases have difficulty breathing,
a sense of oxygen deprivation, and even respiratory failure and eventually death [1].
Respiratory diseases have always been a major disease plaguing human beings, especially
since the outbreak of COVID-19 in 2019; the number of patients with respiratory diseases
has been increasing day by day, seriously threatening human life and property security [2].
In 2016, more than 9 million deaths were associated with respiratory diseases, equivalent
to 15% of global deaths. Among them, chronic obstructive pulmonary disease (COPD),
a relatively common respiratory disease, ranks third among the top ten causes of death
worldwide, causing 3.2 million deaths annually, accounting for 81.7% of the total number of
deaths from chronic respiratory disease [3]. Asthma, another common respiratory disease,
is known to be the most common chronic disease of childhood, and its prevalence has
been increasing over the past three decades [4]. Currently, more than 300 million people
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worldwide suffer from asthma, and the number of patients suffering from asthma may
increase to 400 million by 2025 [5,6].

Currently, drugs used to treat respiratory diseases are mainly administered orally,
intravenously or inhaled by nebulization into the body for therapeutic purposes [7]. Among
them, oral administration is the most preferred route of administration for most drugs
due to the advantages of high patient compliance, low cost, ease of administration, non-
invasiveness and safety [8]. However, the absorption of orally administered drugs is a
complex process, and factors such as the physicochemical properties of the drug, the nature
of the dosage form and the physiology of the gastrointestinal tract (GIT) can all affect drug
absorption [9]. As there are several absorption barriers in the GIT that prevent foreign
substances from entering the body, only certain specific types of molecules can pass through
GIT [8,10].

Compared to oral administration, intravenous administration for respiratory diseases
can avoid the penetration of the mucosal barrier. However, it is an invasive route of
administration that may lead to poor patient compliance and high medical costs during
long-term treatment [11]. Moreover, both the intravenous and enteral routes are exposed to
partial in vivo clearance mechanisms (e.g., mononuclear phagocytes in the liver and spleen
or first chemical modifications in the liver) on the filtration or metabolism of the active
ingredient of the drug and on the non-selective distribution of the drug, resulting in lower
plasma concentrations of the drug and reduced distribution of the drug at the site of the
lesion, directly affecting the therapeutic effect of the drug and increasing the toxic effects
on normal tissues [12].

Nebulized inhalation drug delivery can be an alternative to intravenous drug delivery
to some extent, and it is a promising administration strategy. Nebulized inhalation treat-
ment of respiratory diseases is the use of the gas flow principle; the water droplets will be
impacted into a fine aerosol suspended in the gas through the respiratory tract so that the
drug is delivered directly to the lesion so as to achieve the purpose of treatment, with the
advantages of easy operation, fast effects and drug delivery directly to the lesion [13,14].
Biomolecules such as peptides, proteins, deoxyribonucleic acid (DNA) and ribonucleic
acid (RNA) can be administered by nebulized inhalation, which can significantly increase
the bioavailability of biomolecules compared to other drug delivery strategies [15]. The
use of nebulized inhalation antibiotics for pulmonary infections can rapidly achieve ef-
fective concentrations at the lesion, avoid frequent oral or intravenous administration of
high doses of antibiotics, thereby reducing systemic adverse effects, and has promising
applications in the treatment of pulmonary bacterial infections and prevention of bacterial
resistance [16]. However, nebulized inhalation drug delivery has some disadvantages.
For example, alveolar macrophages rapidly remove some of the inhaled drug, resulting
in a limited duration of action and a reduced concentration of bacterial inhibition [15,17].
Studies have found that the vast majority of patients with respiratory diseases have varying
degrees of airway mucus layer thickening, making it difficult for conventional drugs to
reach the lesion [18].

The shortcomings of conventional drug delivery methods include low mucosal pene-
tration efficiency, poor patient compliance with invasive drug delivery, high medical costs,
the unsatisfactory biodistribution of drugs, toxic effects on normal tissues and so on. The
disadvantages of conventional drug delivery methods include the influence of the internal
environment on drug absorption, poor patient compliance with invasive drug delivery,
high medical costs, the poor biodistribution of drugs, low mucosal penetration efficiency
and toxic effects on normal tissues. However, most of the above-mentioned disadvantages
of conventional drug delivery can be solved by micro- and nanotechnology. Micro- and
nanotechnology have been widely developed in modern medicine and pharmacy appli-
cations, and micro/nanoparticles have significant advantages in achieving targeted drug
delivery, drug sustained release, enhancing drug solubility, improving pharmacokinetics,
prolonging blood circulation time and reducing the toxic side effects of drugs [19]. Due
to their unique physicochemical properties, such as controllable size, good biocompati-
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bility and low cytotoxicity, micro/nanoparticles have become a hot topic of research for
researchers in many fields [20-22]. Among many micro/nanomaterials, poly (D,L-lactide-
co-glycolide) (PLGA) copolymers are approved for medical use by the U.S. Food and Drug
Administration (FDA) and the European Medicines Agency (EMA) as polymeric organic
compounds with excellent biocompatibility, biodegradability and unique physical and
chemical properties, making them one of the most popular and efficient polymers for
drug delivery [23-25]. Compared with other conventional drug delivery strategies, PLGA
M/NPs have many advantages, such as low toxicity, high bioavailability, controlled drug
release, and direct action on lesions through multiple routes of drug delivery. However,
their application in the treatment of respiratory diseases is rarely reported. Therefore, this
review focused on the application and further prospects of PLGA M/NPs in respiratory
diseases. In this review, we firstly introduced the synthesis and modification methods of
PLGA M/NPs and summarized their progress in the treatment of respiratory diseases,
including asthma, COPD, CF, acute lung injury (ALI)/acute respiratory distress syndrome
(ARDS) and acute respiratory infections (ARIs) in the past few years. Common causes are
as follows: allergen stimulation, such as animal hair, is a major factor in the development
of asthma [26]; smoking is a major trigger for COPD [27]; CF is a genetic disorder usually
caused by abnormal genes inherited from both parents [28]; intra- and extra-pulmonary
factors such as blunt lung contusion are the main cause of ALI/ARDS [29]; and ARI is
usually caused by pathogenic infections [30] (Figure 1). We hope that this review can
stimulate scientific ideas to promote the early and widespread use of PLGA M/NPs in
clinical applications for the treatment of respiratory diseases.
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Figure 1. Application of PLGA M/NPs in different respiratory diseases.
2. Synthesis Method of PLGA M/NPs

PLGA copolymers are widely used in drug delivery systems for the encapsulation
of both hydrophilic and hydrophobic drugs [25,31]. It has been used in cancer treatment,
wound healing and antibacterial, antioxidant and anti-inflammatory applications [32-36].
The main products of PLGA decomposition are lactic acid and glycolic acid, which are
easily metabolized and cleared by the body; thus, their safety is greatly guaranteed [37].
PLGA M/NPs are commonly prepared by emulsion solvent evaporation, precipitation,
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spray drying, coacervation and low-temperature spray extraction. The most commonly
used methods are briefly described below.

2.1. Single and Double Emulsion

In recent years, several methods for the preparation of PLGA M/NPs have been
reported in the literature, among which the most commonly used methods are single
and double emulsions, which are capable of encapsulating a wide range of drugs with
different solubility [38]. The single emulsion (oil-in-water or O/W) method is suitable
for encapsulation hydrophobic drugs. In this method, PLGA copolymers and the drugs
are dissolved in an organic phase with volatility (e.g., benzyl alcohol, dichloromethane,
ethyl acetate, etc.), and the liquid is added drop by drop to an aqueous phase containing
a surfactant (e.g., polyvinyl alcohol (PVA), sodium cholate, etc.) in the aqueous phase,
and then the mixture is sonicated, followed by stirring and evaporation to remove the
organic solvent, and the diffusion of the organic solvent, and the counter-diffusion of water
in the emulsion droplets result in the formation of polymer nanoparticles [39]. When
encapsulating hydrophilic drugs, the double emulsion method is used to dissolve the
drug in the aqueous phase first and dissolve PLGA copolymers in the organic phase, and
then add the aqueous phase to the organic phase and perform the ultrasonic treatment to
form a primary water-in-oil (W/O) emulsion. Then the primary emulsion is added to the
aqueous phase, dissolved with a surfactant, and then sonicated and stirred to volatilize the
organic solvent so that the microparticles are formed by water-in-oil-in-water (W/O/W)
emulsion [40].

The single emulsion method has shown good results in the treatment of neurological
diseases [41]. Fernandez et al. used rasagiline mesylate microencapsulated into PLGA
microspheres by the single emulsion method in an animal model of Parkinson’s disease
and found that it promoted neuroprotection during the disease process [42]. The double
emulsion method is often used to load proteins, nucleic acids and antiviral drugs [43—45].
Azizi et al. applied this method to prepare spherical PLGA NPs loaded with chondroitinase
ABC for application in the treatment of spinal cord injury, which had potential as drug
candidates for spinal cord repair, functional recovery and axonal regeneration [46]. Both
single and double emulsion methods can control the size of microparticles by varying
the ratio of drugs to PLGA copolymers, PLGA copolymers concentration, organic solvent,
surfactant concentration in the aqueous phase, the nature of the solvent and the stirring
speed. However, both methods usually have batch-to-batch variation, and the stability
of the carriers of protein drug carriers prepared by these methods is limited due to the
degradation of the protein at the water interface and the huge pressure of homogenization
leading to the unfolding of the protein sheets [47].

2.2. Spray Drying Method

The basic principle of the spray drying method is to use the atomizer to disperse
the material liquid into fine droplets and evaporate the solvent rapidly in the hot drying
medium to form dry powder products, generally including four stages: (1) Atomization
of the material liquid; (2) Contact mixing of the fog group with the hot drying medium;
(3) Evaporation drying of the fog droplets; (4) Separation of the dry product from the
drying medium. The spray drying method has the advantages of speed, convenience
and few processing parameters and is suitable for industrially scalable processing [48,49].
This method requires the preparation of water in oil or solid in oil emulsions, which
is then sprayed in a hot air stream to solidify the microparticles. The solvent used in
the emulsion depends on the hydrophilic and hydrophobic nature of the encapsulated
drug [40]. The spray drying method is suitable for wrapping hydrophilic and hydrophobic
drugs, and due to the mild preparation conditions, it can also be used to wrap some
condition-sensitive compounds. It has the advantages of speed, convenience and few
processing parameters, making it suitable for industrial scale-up production. The main
disadvantage of this method is that some of the emulsion will adhere to the inside of the
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nano-sprayer and cannot be recovered, leading to waste of the product [38,50-52]. In recent
years, the olfactory mucosa has been recognized as a pathway to the brain and central
nervous system, causing it to circumvent restrictions such as the blood-brain barrier [53].
Lena et al. used the spray drying method to develop homogeneous and reproducible PLGA
NPs with high encapsulation rates and smooth surfaces and embedded them in chitosan
particles, thus enhancing their absorption into the olfactory mucosa [54]. In a clinical study,
poly (methacrylic acid-co-methyl methacrylate) (Eudragit-S100) encapsulated PLGA NPs
prepared by spray drying method were demonstrated to have high oral bioavailability,
enhanced sustained release and good targeting [55].

2.3. Precipitation Method

The precipitation method is a simple step, low cost, and the ability to build structure
and function on demand synthesis technique [56]. Precipitation differs from emulsion-
based methods (emulsification-diffusion, emulsion-evaporation and salting-out techniques)
in that it is a rapid and straightforward method for the synthesis of micro/nanoparticles.
In this method, PLGA copolymers and drugs are first dissolved into a polar organic solvent
and then added to a large amount of aqueous phase, and the whole system undergoes phase
separation, leading to the formation of PLGA M/NPs encapsulated with the drug, and
then the organic solvent can be simply removed by evaporation [57]. Unfortunately, this
method is not suitable for wrapping hydrophilic drugs because hydrophilic drugs cannot
form favorable interactions with PLGA copolymers in the aqueous phase [58]. Razan et al.
successfully prepared paclitaxel-PLGA-NPs to inhibit the proliferation of MCF-7 breast
cancer cells using the nano-precipitation technique. They found that paclitaxel-loaded
PLGA-NPs exhibited high efficacy against MCE-7 cells while showing no toxicity to normal
MCF-10A cells [59]. In addition, Arjun et al. investigated PLGA-based NPs containing
folic acid-targeted genistein loading by nanoprecipitation and demonstrated that they
significantly enhanced cellular uptake and thus exerted better anticancer activity [60].

2.4. Coacervation Method

Coacervation is a method for preparing nanoscale or micron-scale biodegradable poly-
mers by liquid-liquid phase separation techniques. It can facilitate polymer interactions
by changing the ionic strength within the system, changing the temperature or adding a
non-solvent to precipitate the polymer [61]. Coacervation methods are divided into mono-
coacervation and complex-coacervation methods. The mono-coacervation method uses a
hydrophilic electrolyte or a non-electrolyte as a coagulant to reduce the solubility of nano-
materials and cause them to agglomerate into microparticles. The complex-coacervation
method uses two polymer materials with opposite charges to form a vesicle, which re-
duces the solubility and causes the microparticles to agglomerate and precipitate out of
the solvent [40,62]. Peter et al. used the coacervation method to produce flexible PLGA-
based implants for loading ciprofloxacin hydrochloride and showed that ciprofloxacin
hydrochloride could be released at a controlled rate in vitro for up to 65 days [63].

When using the single and double emulsion method of particle preparation, the choice
of solvent and mixing rate can affect the encapsulation efficiency and final particle size,
so the particles are often used as injectable microsphere formulations [40]. Due to the
mild preparation conditions of the spray drying method, it is often used to encapsulate
environmentally sensitive contents such as nucleic acids and proteins to protect them
from significant loss of activity. However, the disadvantage is that the particles adhere
to the inner wall of the spray dryer during the synthesis process, causing some degree
of loss [50,64—66]. The precipitation method is the simplest laboratory-based method for
the preparation of polymer particles that has been consistently reported to date [67]. This
synthetic method allows the synthesis of amphiphilic particles and is prepared without
the need for high-shear homogenization techniques, ultracentrifugation or surfactants.
However, this method has significant disadvantages, such as the concentration of the
resulting particles is usually very low, and the particles cannot be lyophilized using freeze-
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drying techniques [68]. Furthermore, the coacervation method is a process focused on the
preparation of micron-scale biodegradable polymer encapsulation formulations through
liquid-liquid phase separation techniques. The desired morphology and size of the micro-
spheres can be obtained by adjusting processing parameters such as polymer concentration,
quenching temperature, quenching time and solvent composition [69-71]. In summary,
different synthetic methods allow easy processing and fabrication of PLGA particles of
various shapes and sizes that can be adapted to deliver different drugs as well as different
delivery methods. This reinforces the fact that PLGA polymer is a very promising drug
delivery vehicle. The following is the summary of the above synthesis methods and their
application (Table 1).

Table 1. Summary of the synthesis methods and application.

Synthesis Method Disease Animal Model Route of Administration Ref.
Single and double emulsion ALI/ARDS Wistar rats Intravenous injection [72]
Single and double emulsion Wound healing Diabetic rats Gavage administration [73]
Single and double emulsion Chronic glaucoma Long Evans rats Intracameral injection [74]
Single and double emulsion Breast cancer Female nude mice Hypodermic injection [75]
Single and double emulsion Myocardial infarction Sprague-Dawley (SD) rats Intravenous injection [76]
Single and double emulsion CF C57BL/6 mice Pulmonary administration [77]
Single and double emulsion CF C57BL/6] female mice Pulmonary administration [78]

Spray drying Pneumonia Mice Intravenous injection [79]
Spray drying Asthma New Zealand rabbits Intravenous injection [80]
Spray drying ALI/ARDS Male FVB/N]J mice Intramuscular injection [81]
Spray drying AIDS Wistar rats Gavage administration [82]
Precipitation Cancer BALB/C mice Intravenous injection [83]
Precipitation Glioblastoma Wistar rats Intravenous injection [84]
Precipitation Wound healing Wistar rats Gavage administration [85]
Precipitation Eye Inflammation New Zealand rabbits Ocular administration [86]
Precipitation Glioma mice Intravenous injection [87]
Coacervation Asthma BALB/c mice Pulmonary administration [88]
Coacervation Derzsy’s disease Muscovy duck Subcutaneous injection [89]
Coacervation Diphtheria Guinea-pigs Subcutaneous injection [90]
Coacervation Fungal infection Mice Intravenous injection [91]
Coacervation Cancer Male Balb/c mice Intravenous injection [92]

3. Modification of PLGA M/NPs

In order to make PLGA M/NPs well-targeted, long-circulating in vivo and readily
available for cellular uptake, the particles are generally modified by cationic, hydrophilic
and targeting modifications [93]. The fundamental purpose of employing M/NPs in drug
delivery is to use these carriers to carry and protect the loaded drugs and ultimately
deliver them to the intended site. In practice, however, the fate of PLGA M/NPs in vivo is
influenced by many factors, such as their surface charge, hydrophilicity /hydrophobicity
and in vivo targeting ability [25]. In order to synthesize PLGA M/NPs with the desired
properties, their precise design is required. To this end, surface modification has become
the main strategy for solving these problems. [93].

3.1. Cationic Modification

PLGA M/NPs are widely used as a carrier for drug delivery systems due to their
excellent biocompatibility and biodegradability, but they cannot easily adhere to certain
negatively charged mucous membranes in the body because of their inherent negative
charge. The intestinal mucosa contains many mucins with sialic acid, which are negatively
charged, and it is difficult for PLGA M/NPs to adhere to its surface due to mutual repulsion
of the same charges [94]. Therefore, cationic modification of PLGA M/NPs can greatly im-
prove their ability to adhere to certain sites in vivo. Commonly used cationic modification
substances include cetyltrimethylammonium bromide (CATB), chitosan (CS) and so on.
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Ramovatar et al. tested the anticancer activity of PLGA NPs encapsulated with curcumin
modified with CATB in a triple negative breast cancer cell line (MDA-MB-231 cells) and
showed significantly better cellular uptake, cytotoxicity and anticancer activity than un-
modified PLGA NPs [93]. In addition, Dilip et al. demonstrated that chitosan-modified
PLGA NPs had clearance, were readily absorbed by the body and induced significant
systemic and mucosal immune responses in nasal vaccine delivery [95].

3.2. Hydrophilic Modification

Polyethylene glycol (PEG) is the most commonly used hydrophilic modified copoly-
mer and is now used in many applications because of its good biocompatibility, water
dispersibility, stability and ease of grafting [96]. Vllasaliu et al. and Owens et al. demon-
strated that after PEG modification, the hydrated layer of PEG chains could effectively
prevent the recognition and binding of tonin proteins to plasma proteins and reduce the
phagocytosis of the reticuloendothelial system (RES), thus increasing the stability of drug-
loaded nanoparticles, prolonging the in vivo circulation time and achieving controlled
drug release [97,98]. Besides, Zohreh et al. used low molecular weight chitosan (LMWC) as
a surface coating encapsulated on the outside of PLGA NPs. The hydrophilic LMWC layer
protected the nanodrug under neutral pH conditions, effectively avoiding the clearance of
nanoparticles by J774A.1 macrophages [99].

3.3. Targeting Modification

In recent years, advanced drug delivery systems have evolved from basic drug load-
ing to intelligent drug delivery systems, which now focus on two main aspects, including
targeting and stimulus responsiveness. Targeted micro/nanoparticles are able to target
specific organs, tumors or inflammatory sites with significantly better therapeutic effects
than non-targeted systems, which can largely reduce adverse drug reactions and multidrug
resistance problems [100,101]. Targeted micro/nanoparticles are generally coated with
specific ligands such as antibodies, small molecule peptides and aptamers that bind specif-
ically and with high affinity to the target on a specific cell surface. Yang et al. achieved
the targeting ability to the site of inflammation by transplanting 3 peptide on the sur-
face of PLGA NPs, through which the y3 peptide could specifically bind to intercellular
adhesion molecule-1 (ICAM-1). The drug-loaded v3 PLGA NPs exhibited excellent an-
tibacterial ability and effectively reduced inflammation and immune response in mice
with acute lung infection [102]. In addition, Zhang et al. found that PLGA MPs loaded
with (2-[(Aminocarbonyl)amino]-5-(4-fluorophenyl)-3-thiophenecarboxamide (TPCA-1)
and coated with anti-ICAM-1 antibody on the surface were able to target inflamed lungs
by intravenous injection, thereby reducing lung inflammation and injury [103]. Besides,
Spence et al. prepared PLGA NPs modified with the natural Siglec ligand, di(x2—8) N-
acetylneuraminic acid («2,8 NANA-NP) and demonstrated that the modified PLGA NPs
blocked lipopolysaccharide-induced production of inflammatory cytokines [104].

4. Application of PLGA M/NPs in Respiratory Diseases Treatment
4.1. Application of PLGA M/NPs in Asthma

Asthma is a heterogeneous disease characterized by chronic airway inflammation
and airway hyperresponsiveness. The main features include chronic airway inflammation,
high airway reactivity to multiple stimuli, variable and reversible airflow limitation and
a series of airway structural changes over the course of the disease, known as airway
remodeling [105]. Clinical manifestations include recurrent episodes of wheezing, shortness
of breath, chest tightness or coughing, often occurring or worsening at night and in the early
hours of the morning, with most patients relieved on their own or with treatment [106]. The
common drugs used to treat asthma are mainly bronchodilators and inhaled corticosteroids.
However, long-term application of corticosteroids can cause a variety of serious side
effects and increase the mortality rate of patients. Several studies have demonstrated
that delivery using micro-nanocarriers is a promising strategy compared to conventional
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delivery methods due to their ability to target tissues, enhancing therapeutic efficacy while
minimizing systemic side effects [12].

The morphology of the particles can affect their distribution in the organisms [107,108].
Decuzzi et al. found that the accumulation concentration of disc-shaped particles in the lung
was significantly higher than that of spherical or quasi-hemispherical particles [109]. Park
et al. prepared curcumin-containing PLGA-based microscale discoidal polymeric particles
(Cur-PLGA-DPPs) and found that the number of inflammatory cells in asthmatic mice was
significantly reduced by intravenous injection of Cur-PLGA-DPPs and the thickness of
bronchial walls and the proliferation of cupped cells in asthmatic mice (Figure 2A) [110].
This might be attributed to enhanced curcumin bioavailability upon administration of
curcumin as discoidal polymeric particles. Besides, whether the particles are porous
or not also affects the distribution in the body. Oh et al. prepared porous PLGA MPs
using ammonium bicarbonate as a porogenic agent and delivered PLGA MPs to mice
via pulmonary administration. It was demonstrated that the lung absorption rate of
porous PLGA MPs was significantly higher than that of non-porous PLGA MPs, and
their therapeutic effects were also verified in asthmatic mice. Mice in the budesonide-
loaded porous PLGA MPs group showed significantly lower levels of inflammation and
significantly reduced airway hyperresponsiveness compared to the free budesonide and
budesonide-loaded non-porous PLGA MPs-treated groups [88]. This might be because the
lung uptake efficiency of porous PLGA particles is higher than that of non-porous PLGA
particles. In addition, the size of the particles also affects how particles are deposited in
the lungs. The study proved that large porous particles were more likely to accumulate
in the lungs compared to small non-porous particles [111]. However, large nanoparticles
have difficulty in crossing the mucus layer and maintaining good long circulation in vivo,
whereas nanoparticles with a particle size of 200 nm or even smaller can easily pass through
the mucus layer and maintain good long circulation in vivo [12].

Polyethylene glycol (PEG) modification is currently considered a strategy with the
potential to penetrate the mucus layer of asthmatic lungs and reduce phagocytosis by
macrophages. This is mainly because the hydrated layer of PEG chains effectively blocks
the recognition of plasma proteins and myotonic proteins to inhibit their binding and
reduces the phagocytosis of the reticuloendothelial system (RES), thus improving the
stability of drug-loaded nanoparticles and enhancing the circulating half-life [97,98,112].
Li et al. investigated the effects of different PEG molecular weights and molar ratios on
drug release, mucus penetration, macrophage uptake, lung accumulation and the in vivo
distribution of PEG-modified PLGA MPs and showed that at a molar ratio of 1:1, PEG
2000 modified PLGA MPs could not only rapidly penetrate the mucus layer by pulmonary
administration, but also accumulate in the lung for a long time (Figure 2B) [113].

With the development of treatment technology, some emerging treatments have also
emerged, such as immunotherapy and gene therapy in the treatment of respiratory diseases.
Allergen-specific immunotherapy (SIT) is currently an excellent treatment for allergic
diseases. SIT can stimulate the increase of Treg cells in patients, suppress the production
of specific IgE and inhibit the activity of allergen-specific effector T cells [114,115]. The
tumor necrosis factor alpha-induced protein 3 (TNFAIP3/A20) has been shown to regulate
a variety of immune cell functions and is involved in maintaining immune homeostasis
in vivo [116]. Luo et al. synthesized the PLGA-based nanovaccine by wrapping ovalbumin
(OVA) and A20 and applied this nanovaccine to a mouse model of asthma via nasal
drops. The results showed that the as-prepared nanovaccine significantly inhibited the Th2
inflammatory response and promoted the production of Treg cells [117]. In addition, it has
been demonstrated that thousands of long-stranded non-coding RNAs are differentially
expressed in macrophage polarisation, with DNA methyltransferase 3A opposite strand
(Dnmt3aos), located on the antisense strand of Dnmt3a, being a known IncRNA that plays
a key role in macrophage polarisation and may therefore be a potential target for the
treatment of allergic asthma [118]. Pei et al. wrapped a Dnmt3aossmart silencer consisting
of three small interfering RNAs (siRNAs) and three antisense oligonucleotides (ASOs)
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and efficient target delivery by intravenous injection (Figure 2C,D). The results suggested
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could be reduced, leading to effective treatment of allergic asthma [119].
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Figure 2. (A) Therapeutic efficacy of curcumin enhanced by microscale discoidal polymeric par-
ticles in a murine asthma model. Reproduced with permission from [110]. (B) Morphology of
the budesonide-loaded PEG-DSPE-modified PLGA microspheres. Reproduced with permission
from [113]. (C) Schematic illustration of exosome membrane-modified PLGA NPs deliver the
Dnmt3aossmart silencer to ameliorate airway inflammation in allergic asthma. (D) In vivo tracking
and tissue distribution of EM-PLGA@Dnmt3aossmart silencer in allergic asthma mice. Reproduced
with permission from [119].

4.2. Application of PLGA M/NPs in COPD

COPD was ranked as the third leading cause of death globally in 2016, and with
approximately 300 million people worldwide reported to have COPD as early as 2017, it
has now become a major public health problem characterized by persistent respiratory
symptoms and airflow limitation, usually associated with airway and/or alveolar abnor-
malities caused by significant exposure to harmful particles or gases [120]. Currently
commonly used therapeutic drugs include bronchodilators (such as 31 adrenergic agonists,
anticholinergics and theophyllines), glucocorticoids and expectorants, etc. [121]. However,
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the therapeutic effects of these drugs on COPD need to be improved, and their use is
limited to the clinical treatment of COPD, and some of them have certain adverse effects;
therefore, there is an urgent to develop safe and efficient drugs for the clinical treatment of
COPD [122].

In the past few decades, it has been demonstrated that macrophages could be activated
in different ways, and in addition to the classical activation of pro-inflammatory activation
leading to host defense responses, macrophages activated in different ways could instead
promote the dissipation of inflammation and facilitate tissue repair [123-125]. Therefore,
the activation of macrophages through specific pathways to promote inflammation regres-
sion may have potential clinical applications. Noort et al. demonstrated that the small
heat-shock protein alpha B-crystallin (HSPB5) could exert anti-inflammatory effects by
activating macrophages via endosomal/phagosomal CD14 and Toll-like receptors 1 and 2.
Subsequently, HSPB5 was encapsulated in porous PLGA MPs for the treatment of COPD,
and it was found that HSPB5-loaded PLGA MPs were selectively taken up by alveolar
macrophages during intratracheal administration, and the anti-inflammatory effect was
associated with activation of an immune-regulatory macrophage response via TLR1/2, and
CD14 as an essential co-receptor, which significantly inhibited neutrophil and lymphocyte
infiltration in the lungs. In contrast, a 30-fold higher dose of free soluble HSPB5 still had no
significant therapeutic effect [126].

RNA-based therapies have become a hot topic with the advent of RNA interference
(RNAI) technology [127]. Among them, microRNAs (miRNAs) are widely used for the
treatment of respiratory diseases because of their endogenous and editable nature to inhibit
gene expression [128-130]. For example, miR-146a plays a key role in the pathogenesis
of COPD, and it has potential therapeutic value due to its ability to downregulate the
expression of interleukin-1 receptor-associated kinase (IRAK-1) and thus inhibit IL-1R
signaling [131,132]. However, the precise delivery of miRNA to the desired site is con-
sidered to be one of the major problems in the development of miRNA therapies, and
secondly, free miRNAs are unstable, and their physicochemical properties all affect the
efficiency of these molecules in penetrating biological barriers [133]. Mohamed et al. used
a mixture of L-leucine and mannitol as dispersion enhancers and protective excipients to
prepare the nanocomposite microparticles (NCMPs) with cations, enabling them to adsorb
and protect negatively charged miR-146a for efficient deposition in the deep lung and to
downregulate IRAK-1 expression for anti-inflammatory effects via pulmonary adminis-
tration, demonstrating their potential for treating COPD (Figure 3A) [134]. In addition,
some small molecule drugs, such as ibuprofen, have been shown to treat COPD, but their
low permeability across the mucosal barrier precludes their clinical use. To address this
issue, Vij et al. loaded ibuprofen into PLGA NPs modified with a maleimide-capped PEG
and PEG (5:95) copolymer. The aim was to reduce the neutrophil-mediated inflammatory
response in COPD by exploiting the mucus inertness of PEG and the coupling properties of
maleimide to achieve penetration and targeting (Figure 3B) [135]. The results showed that
the NPs were able to specifically bind and release the drug into neutrophils after airway
transport, thereby treating COPD by controlling neutrophil inflammation.
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Figure 3. (A) Pulmonary delivery of nanocomposite microparticles (NCMPs) incorporating miR-146a
for treatment of COPD. Reproduced with permission from [134]. (B) Synthesis, characterization, and
kinetics of neutrophil-targeted and drug/dye-loaded nanoparticles (PINPNIMP-IBF). Reproduced
with permission from [135].

4.3. Application of PLGA M/NPs in CF

CF is an inherited disease caused by an abnormal gene inherited from both biological
parents. CF affects nearly 70,000 patients worldwide and is most common, especially among
non-Hispanic whites [136]. It is caused by mutations in the cystic fibrosis transmembrane
conductance regulator (CFTR) gene resulting in decreased salt transport, decreased water
movement, mucus accumulation, and obstruction of the airway, leading to recurrent
infections triggering lung inflammation and injury. Respiratory failure is the most common
cause of death in CF patients [137,138]. The current treatment for CF patients is mainly daily
nebulized inhaled medications to dilute the mucus and help the patient expel it from the
airways, along with oral or inhaled antibiotics to fight the infection. Lung transplantation
is recommended for some patients with severe CF [139].

Chronic lung infections caused by a number of bacteria are the leading cause of
death in CF patients, of which Pseudomonas aeruginosa has been shown to be the main
pathogen [140]. Since P. aeruginosa infection can form bacterial biofilms that protect the
bacteria from reaching minimum inhibition concentration (MIC) at the site of action and
kill the bacteria, which leads to the emergence of bacterial drug resistance [141]. Therefore,
achieving the controlled release of antibiotics at the lesion and increasing the penetration
of the drug into the bacterial biofilm may be an effective strategy for treating infections
with drug-resistant strains of bacteria [142,143]. The ciprofloxacin-loaded PLGA NPs were
synthesized with a size of 190.4 & 28.6 nm, with a drug encapsulation rate of 79%, and the
nanoparticles were shown to be safe and non-toxic at the minimum inhibitory concentration
(MIC). Overall, in the context of pulmonary drug delivery, they were expected to be effective
in penetrating the mucus layer and crossing bacterial biofilms to exert antibacterial effects
(Figure 4A) [144]. Exotoxin A (ETA) is the most virulent extracellular component of P.
aeruginosa and can be extracted from over 90% of P. aeruginosa clinical isolates [145]. ETA
is a T-dependent antigen that stimulates T cells and leads to the production of memory
cells [146]. A novel PLGA-based vaccine candidate containing ETA (ETA-PLGA NPs)
against Pseudomonas aeruginosa was synthesized and characterized in vitro and in vivo.
The results showed that ETA could act as a suitable immunogenic substance to stimulate
the immune response. Compared to the free ETA-treated group, ETA-PLGA NPs by
intramuscular injection promoted the expression of cytokines such as TNF-«, INF-y, IL-17A
and IL-4 and enhanced the IgG response in immunized mice, indicating that ETA-PLGA
NPs could increase its functional activity by reducing bacterial transmission [147].

Because of the ability of phages to kill bacteria within bacterial biofilms, their ability
to suppress infections caused by drug-resistant strains, and their specificity for specific
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pathogens, phage therapy has been developed in recent years to treat drug-resistant bacteria
as an alternative to antibiotic therapy [148,149]. In addition to P. aeruginosa, Staphylococcus
aureus is also a common pathogenic bacterium that can cause pulmonary infections [150].
Kalelkar et al. designed PLGA MPs for the endotracheal delivery of phages active against
S. aureus (Figure 4B). Phage loading onto the surface of MPs was effectively achieved by
incubating MPS in a phage solution. In vitro, the MPs were able to infect and lyse S. aureus
and were also observed to inhibit the growth of S. aureus in the supernatant of mucoid
sputum and sputum specimens from CF patients. The MPs also showed effective inhibition
of S. aureus in a mouse model of acute lung infection [151].

Since the airway is the primary target site for CF treatment, inhaled drug delivery
has become the primary treatment for CF [149,152]. However, the airways of patients
with severe respiratory disease are often covered by the mucus layer, a complex barrier
composed of highly cross-linked mucin chains, water and other gel-like components
that can prevent the accumulation of various drugs in the lungs and interfere with their
efficacy [153-156]. N-acetyl cysteine (NAC) is a commonly used mucolytic agent that
cleaves the disulfide bonds of mucin fibers and thus acts to reduce the viscosity and enlarge
the pore size of mucus/sputum in vitro and in vivo [157]. Cristallini et al. synthesized
PLGA MPs or gellan gum, and NAC was encapsulated into PLGA MPs to achieve the
mucolytic effects (Figure 4C). The results showed that NAC could be released from the
PLGA MPs and diffuse into the mucus, thereby achieving dilution of the mucus layer.
Therefore, the authors concluded that the as-prepared PLGA MPs had potential as effective
carriers for the treatment of CF [158].
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4.4. Application of PLGA M/NPs in ALI/ARDS

ARDS refers to acute diffuse lung injury and subsequent development of acute respi-
ratory failure caused by various intra- and extra-pulmonary pathogenic factors and is a
common and severe clinical syndrome with high incidence and mortality [159,160]. Blunt
chest trauma, pneumonia, inhalation injuries and ventilator-induced lung injury (VILI)
have been reported as the main or pulmonary causes of ARDS [29]. The main pathological
features are damage to the pulmonary microvascular endothelium and alveolar epithelium
due to inflammation and increased vascular permeability, which in turn leads to pulmonary
edema and hyaline membrane formation. The main pathophysiological changes are re-
duced lung volumes, reduced lung compliance and severe ventilation/blood flow ratio
imbalance [161,162]. ALI and ARDS are two stages of the same disease process, with ALI
representing the early and less severe stage and ARDS representing the later and more
severe stage.

There is no specific effective therapy for ALI/ARDS, and early administration of
dexamethasone can greatly reduce the duration of mechanical ventilation and mortality in
patients with ARDS [163]. However, there are significant side effects associated with the
long-term use of dexamethasone [164], and there is a need to develop delivery systems
with lung-targeting potential. Kotta et al. synthesized dexamethasone-loaded lipopolymer
PLGA MPs with pulmonary targeting using the single emulsion technique, administered
intravenously to rats with lipopolysaccharide-induced ARDS model and were able to
significantly inhibit the inflammatory response and reduce lung tissue damage. Therefore,
this delivery system would contribute to the reduction of dose and frequency of drug
administration, thereby reducing side effects [72]. Inflamed endothelial cells have been
shown to upregulate vascular cell adhesion molecule-1 (VCAM-1) expression as a means of
recruiting immune cells, such as leukocytes expressing very late antigen-4 (VLA-4) [165].
Park et al. used wild-type cells genetically engineered to express VLA-4 consisting of
integrins a4 and 31, which were then wrapped in dexamethasone-loaded PLGA NPs
through the plasma membrane of the genetically engineered cells, resulting in the synthesis
of a cell membrane-encapsulated DEX-NP expressing VLA-4 (VLA-DEX-NP), which was
administered intravenously to mice (Figure 5A) [166]. The study further confirmed the
therapeutic effect of VLA-DEX-NP on lung inflammation through hematoxylin and eosin
(H&E) stained lung sections (Figure 5B). Compared with the control group, free DEX group,
and WT-DEX-NP group, the VLA-DEX-NP group showed the least inflammatory cell
infiltration and no significant thickening of the bronchial wall, confirming the significant
therapeutic effect of VLA-DEX-NP on lung inflammation.

In addition, oxidative stress has been reported to play a crucial role in the development
and progression of ALI, and mitochondria are the main organelles attacked by reactive
oxygen species (ROS). Therefore, the possibility of targeted delivery of antioxidants to
mitochondria has become a difficult and hot topic in ALI research [167,168]. Jin et al. de-
signed sialic acid (SA)-modified lung-targeted MPs, which encapsulated antioxidant-active
curcumin inside, combined with E-selectin expressed on inflamed lung endothelial cells
and increased PLGA MPs accumulation at the site of inflammation, targeted mitochondria
for sustained release of curcumin [169]. The results showed that these MPs could increase
the cellular uptake of inflammatory cells by binding to E-selectin receptors and inhibit
apoptosis by reducing ROS production. In addition, the therapeutic effect of such MPs on
murine models of ALI can be demonstrated in terms of both oxidative stress production
and pro-inflammatory cytokine expression.
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Figure 5. (A) Schematic illustration of genetically engineered cell membrane-coated nanoparticles for
targeted drug delivery to inflamed lungs. (B) Mice were challenged with bacterial lipopolysaccharide
and then treated with intravenous administration of VLA-DEX-NP in H&E lung histological sections
(scale bar, 100 um). Reproduced with permission from [166].

4.5. Application of PLGA M/NPs in ARIs

ARIs, also known as acute respiratory syndromes (ARSs), are responsible for about
4 million deaths annually and are the major cause of death among children under 5 years
old [170,171]. Infections of the lower respiratory tract are mainly caused by bacteria and
viruses, including conditions such as the common cold, bronchitis pharyngitis, laryngitis,
tuberculosis and pneumonia [30].

With the emergence of new respiratory viruses and related diseases, such as the
novel coronavirus SARS-CoV-2, which emerged in late 2019, and COVID-19 caused by
its infection, the severity and extent of ARI are increasing each year [172,173]. COVID-19
mainly affects the lower respiratory system, and the most common symptoms in patients
are fever, cough and shortness of breath. Other symptoms include malaise, vomiting,
diarrhea, decreased sense of taste and smell, etc. In addition, vital organs such as the liver,
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heart, kidneys and gastrointestinal tract can be affected, leading to multi-organ compli-
cations [174,175]. In order to control the global spread of COVID-19, many preventive
measures have been taken, such as home quarantine, home office and minimizing the
movement of people. Unfortunately, even with these precautions, the cumulative num-
ber of confirmed cases per day in each country continues to rise, as there is no specific
treatment or vaccine available for disease control [176,177]. Remdesivir (RDV) was one
of the first drugs approved by the US Food and Drug Administration for the treatment
of COVID-19, but its use has not been rationalized due to poor patient compliance with
intravenous administration and the increased risk of transmission of infection from further
interpersonal contact due to hospital infusions [178,179]. Patki et al. developed the self-
injectable extended-release subcutaneous injection of RDV (SelfExRem) by using PLGA
MPs, minimizing face-to-face contact, hospitalization and frequency of dosing, thereby
significantly increasing the availability of RDV for patients in the early stages of infection
and for those with limited hospital or clinical facilities (Figure 6A) [180].

Cytokine storm syndrome (CSS) is strongly associated with poor prognosis in COVID-19 [181].
Tan et al. developed an intravenous drug delivery system based on bionanocarriers for the
anti-inflammatory and antiviral treatment of COVID-19 (Figure 6B). Lopinavir (LPV) was
first encapsulated in PLGA NPs to form PLGA-LPV NPs, and then macrophage membranes
were wrapped to form drug-loaded macrophage bionanocarriers (PLGA-LPV@M) due to
the inherited surface receptors of macrophage membranes, PLGA@M could masquerade as
mini-macrophages and competitively took up a variety of pro-inflammatory substances to
inhibit the activation of macrophages and neutrophils, ultimately alleviating or stopping
the progression of CSS so that they could significantly relieve inflammation and reduce
tissue viral loading capacity. This study might have great application in the treatment of
COVID-19 [182]. In addition, ivermectin (IVM) has been found to inhibit SARS-CoV-2
replication in vitro; however, the low plasma concentration of IVM in the lesion after oral
administration makes oral-free IVM unable to achieve the desired therapeutic effect [183].
Zheng et al. synthesized PLGA NPs loaded with IVM, coated with chitosan (CS), and
finally adsorbed on the surface of red blood cells (RBC) to prepare RBC-CSPNPs [184]. As
the intravenously injected nanoparticles do not resist the shear stress between the RBC
and the small capillaries, they are dislodged from the pulmonary capillaries [185], thus
achieving the ability to target nanoparticles to the lung (Figure 6C). The study has shown
that nanoparticles modified with CS significantly increase the adsorption efficiency of
nanoparticles on RBC, resulting in enhanced targeting to the lung, prolonged circulation of
nanoparticles and reduced clearance of nanoparticles in vivo.

Staphylococcus aureus has gradually become an important pathogen of pneumonia,
and the emergence and infection of methicillin-resistant Staphylococcus aureus (MRSA) has
aggravated the morbidity and mortality of patients [186,187]. Studies have shown that
about 81% of patients with community-acquired pneumonia (CAP) caused by S. aureus
infections become seriously ill, requiring intensive care therapy, with a mortality rate of
29% [188]. The production of virulence factors panton-valentine leucocidin (PVL), alpha-
hemolysin (Hla) and biofilms are currently considered as several factors that may contribute
to exacerbations of the disease [189,190]. Lin et al. designed lysozyme-encapsulated PLGA
MPs for intravenous injection, which had a good affinity with the lung, high stability,
effectively eliminated MRSA, reduced biofilm formation and had a good anti-inflammatory
effect, thus improving the survival rate of mice [191]. In addition to S. aureus, Pseudomonas
aeruginosa and Klebsiella are also the main pathogens of pneumonia [192,193]. Encapsulation
of P. aeruginosa type III secretion system protein POPB and its chaperone protein pCRH in
PLGA NPs could be used as nasal vaccination to protect mice from acutely fatal P. aeruginosa
pneumonia [194]. In addition, Qu et al. synthesized PLGA MPs loaded with cefquinolone
(CEQ) for the treatment of Klebsiella pneumonia. The results showed that intravenous
administration of CEQ-loaded PLGA MPs had good lung accumulation and reduced lung
bacterial colony counts and expression of inflammatory cytokines. Therefore, targeted
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Figure 6. (A) Schematic representation of SelfExRem. Reproduced with permission from [180]
(B) Schematic illustration of macrophage biomimetic nanocarriers based drug delivery system (PLGA-
LPV@M) for anti-inflammation and targeted antiviral treatment in COVID-19. Reproduced with
permission from [182]. (C) Diagram of the red blood cell (RBC)-hitchhiking strategy. Reproduced
with permission from [184]. * p < 0.05, ** p < 0.01, *** p < 0.001.

5. Conclusions and Outlook

At present, the research and applications of micro- and nanotechnology in drug de-
livery are developing rapidly [196,197]. PLGA M/NPs are considered promising drug
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delivery vehicles because of their biocompatibility, high bioavailability, biodegradability,
surface modifiability and active targeting [198,199]. Although the application of PLGA
M/NPs offers more options for the prevention and treatment of respiratory diseases, there
are still some shortcomings. For example, PLGA M/NPs have an impact on the stability
of the loaded proteins during preparation and storage, mainly due to the accumulation
of acidic monomers and lactic and glycolic acids generated by their hydrolysis within the
delivery system, which leads to a significant decrease in the pH of the local microenvi-
ronment denaturing the encapsulated proteins [200]. And different methods of preparing
PLGA M/NPs can also have different degrees of adverse effects on the secondary structure
of certain proteins [201]. Besides, there may be potential safety issues with nanomateri-
als, and there are many studies showing that nanoparticles may have adverse effects on
healthy tissues and organs [202,203]. What’s more, the lack of uniformity in particle size of
nanomedicines resulting in poor reproducibility [204] and the high cost of preparation for
commercialization and mass production are still many challenges [205].

In recent years, with the efforts of researchers, some solutions to the above problems
have been found. To address the problems associated with protein degradation, loading,
etc. There has been research into encapsulating proteins by complexing them with zinc
or adding antacid excipients to the buffer to protect the protein activity [206]. To address
potential safety issues, we can use means to accumulate as many M/NPs as possible
in the diseased lungs. For example, positively charged micro-nanoparticles that do not
effectively penetrate airway mucus can be modified with a cationic carrier on their surface
to have a neutral or anionic group. In addition, active targeting could provide new ideas for
optimizing drug delivery systems by exploring receptors that are expressed only at the lung
site and modifying the surface of the M/NPs so that it can specifically bind to that receptor,
thus enabling active targeting of the pathogenic site. Besides, M/NPs with responsive
drug release capability can be designed to release drugs only at the site of disease, thereby
improving therapeutic efficiency and reducing systemic toxicity [153,207-211].

Synthetic strategies for drug delivery based on micro- and nanotechnology have shown
potential possibilities for the treatment of respiratory diseases at both the research and
clinical levels. Currently, researchers have developed a number of PLGA M/NPs for the
treatment of respiratory system diseases for in vitro experiments regarding pharmacology,
biocompatibility and safety, followed by in vivo evaluation using corresponding animal
models. To better utilize this technology, researchers should focus on understanding
the mechanism of action of the drug or drug delivery system in vivo while taking into
account the production methods to ensure a more rational design of M/NPs in the future.
More importantly, we still have not established international standards for in vitro and
in vivo studies of micro/nanomedicines, and the establishment of uniform standards
will facilitate effective intercomparison of studies and thus promote the development
of micro/nanomedicines. Development and challenges go hand in hand, and only the
existence of currently unsolved problems can drive the development and depth of scientific
research. In general, micro/nanomedicines are a technology with extremely long-term
development value, and we believe that someday in the future, we will overcome these
difficulties and realize the widespread application of micro/nanomedicines in clinical
practice.
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