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Abstract
Pulmonary surfactant is a crucial and dynamic lung structure whose primary functions are to reduce
alveolar surface tension and facilitate breathing. Though disruptions in surfactant homeostasis are typically
thought of in the context of respiratory distress and premature infants, many lung diseases have been noted
to have significant surfactant abnormalities. Nevertheless, preclinical and clinical studies of pulmonary
disease too often overlook the potential contribution of surfactant alterations – whether in quantity, quality
or composition – to disease pathogenesis and symptoms. In inflammatory lung diseases, whether these
changes are cause or consequence remains a subject of debate. This review will outline 1) the importance
of pulmonary surfactant in the maintenance of respiratory health, 2) the diseases associated with primary
surfactant dysregulation, 3) the surfactant abnormalities observed in inflammatory pulmonary diseases and,
finally, 4) the available research on the interplay between surfactant homeostasis and smoking-associated
lung disease. From these published studies, we posit that changes in surfactant integrity and composition
contribute more considerably to chronic inflammatory pulmonary diseases and that more work is required
to determine the mechanisms underlying these alterations and their potential treatability.

Introduction
Pulmonary surfactant has long been known to be an important component of the normal lung. It is mainly
known for playing a role in facilitating inflation/deflation during breathing. In fact, breathing and proper
gas exchange would simply not be possible without pulmonary surfactant. Furthermore, preclinical and
clinical studies have demonstrated that surfactant is involved in many non-mechanical biological processes,
such as host defence and lipid homeostasis, and that most chronic lung diseases are associated with
significant alterations in pulmonary surfactant homeostasis. Although a lot is known about its function and
how it is altered in pulmonary disease, the actual contribution of surfactant changes to the development of
respiratory symptoms and to what extent surfactant can be targeted in chronic lung disease remains greatly
underexplored. We strongly believe that surfactant alterations play a substantial role in the progression and/
or resolution of several respiratory pathologies and that a better understanding of this could lead to novel
therapeutic and patient management strategies. This review will outline the many facets of surfactant
structure and function, the extent to which surfactant homeostasis is disrupted in inflammatory lung
diseases, and the degree to which these changes may impact lung disease progression and symptoms,
particularly in the context of environmental and tobacco smoke exposure.

Why is it so important to maintain pulmonary surfactant homeostasis?
Surfactant lines the pulmonary alveolar surface and is predominantly composed of lipids (90%;
phospholipids and some neutral lipids such as cholesterol) and surfactant proteins (10%; SP-A, SP-B,
SP-C and SP-D) (figure 1). Alveolar type II epithelial (ATII) cells are responsible for the secretion of
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surfactant complexes, in the form of lamellar bodies, as well as the bulk of its reuptake and recycling
(figure 2a). Once lamellar bodies are secreted and mixed with surfactant proteins in the aqueous
hypophase layer, tubular myelin structures are formed and act as a reservoir of phospholipids that are
trafficked to a surfactant monolayer at the air–liquid interface of the alveolus. Over time or following direct
damage – i.e. exposure to inhaled oxidants/toxins – surfactant phospholipids are taken up by ATII cells or
alveolar macrophages for recycling or degradation, respectively. Although studies have shown that
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FIGURE 1 Components of pulmonary surfactant. ATII: alveolar type II epithelial cells; SP: surfactant protein.
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surfactant is involved in numerous homeostatic processes in the lung, from gas exchange to host defence, it
is mostly known for its role in alveolar surface tension lowering. The reduction in surface tension –
mediated by the major phospholipid component, phosphatidylcholine (PC), especially in its disaturated
form dipalmitoyl-PC (DPPC) – facilitates lung inflation and deflation while preventing small airway
collapse, making surfactant crucial for normal lung function. In addition, since oxygen and carbon dioxide
exchange between the airspace and the lung parenchyma must pass through the surfactant layer at the air–
liquid interface, the efficacy of this gas exchange can be greatly affected by changes in surfactant quantity,
composition and structure [1–5].

While the hydrophobic surfactant proteins SP-B and SP-C are mainly involved in surfactant organisation
and its surface-active properties, hydrophilic SP-A and -D, also known as collectins, play a role in the
innate immune response (figure 1). These collectins act as both positive and negative immunoregulators,
depending on the context (reviewed in [6, 7]). In the absence of pathogen or apoptotic cells, SP-A and
SP-D are thought to suppress inflammatory processes through the binding of the carbohydrate-recognition
domain to the signal-regulatory protein α on alveolar macrophages, dendritic cells and ATII cells [8, 9].
Conversely, these proteins bind and opsonise infectious agents as well as apoptotic cells leading to
enhanced bacterial aggregation, phagocytosis and pro-inflammatory mediator release [8–12]. The
context-dependent roles of SP-A and SP-D become apparent in knockout animals, as they display not only
impaired response to pathogens [13–17] but also increased basal inflammation [18].

Aside from ATII cells, alveolar macrophages also play a crucial role in regulating surfactant homeostasis. These
phagocytes participate in the clearance and degradation of pulmonary surfactant and this specific activity is
tightly controlled, granulocyte-monocyte colony stimulating factor (GM-CSF) being a prime regulator. It
has also been suggested that other phagocytes recruited to the lungs following injury or insult, such as
neutrophils, may contribute to surfactant homeostasis in the context of pulmonary inflammation [19, 20].
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ABCA3: ATP binding cassette subfamily A member 3; GM-CSFR: granulocyte-monocyte colony-stimulating factor receptor; SP: surfactant protein.

https://doi.org/10.1183/16000617.0077-2021 3

EUROPEAN RESPIRATORY REVIEW INFLAMMATORY LUNG DISEASE | N. MILAD AND M.C. MORISSETTE



It is unsurprising that the processes of surfactant production, secretion and reuptake are dynamic and
tightly regulated, as alterations in its quantity and/or quality can lead to important changes in its physical
properties and surface activity, where both increased and decreased surfactant levels can have serious
effects on pulmonary function (reviewed in [21, 22]). The important role of pulmonary surfactant
homeostasis in the maintenance of normal lung function becomes patently clear when we look at
pathologies caused by primary surfactant dysregulation.

Pulmonary diseases caused by primary surfactant dysregulation
Too little: respiratory distress syndrome (RDS) in pre-term infants
Typically affecting newborns and pre-term infants, RDS is characterised by incomplete ATII development
and insufficient surfactant production (figure 2b), resulting in reduced lung compliance, increased risk of
alveolar collapse, difficulty breathing and impaired gas exchange (reviewed in [23]). Not only do newborns
with RDS exhibit significantly decreased surfactant pool size, but they also exhibit decreased
bronchoalveolar lavage fluid (BALF) SP-A levels [24–26]. These pathological features can be significantly
mitigated through exogenous surfactant administration, either synthetic or animal-derived [27], thus
dramatically reducing the mortality rate of RDS [28]. Another therapeutic approach to prevent neonatal
RDS during pre-term delivery is through maternal antenatal corticosteroid administration, which stimulates
the development of fetal lung epithelial cells and increases endogenous surfactant production prior to birth
(reviewed in [29]).

Too much: pulmonary alveolar proteinosis (PAP)
Diseases associated with impaired clearance or overproduction of surfactant can similarly lead to impaired
lung function. Patients suffering from PAP typically present with difficulty breathing and exhibit surfactant
accumulation in the alveoli, which impedes lung inflation and disrupts normal gas exchange [30, 31]. As
shown in figure 2a, surfactant isolated from the BALF of PAP patients is highly abnormal: increased total
phospholipid content, altered surfactant composition (increased % phosphatidylinositol (%PI), decreased %
PC and % phosphatidylglycerol (%PG)) as well as increased SP-A and SP-D levels [32–36]. Primary PAP
is typically caused by disruption of GM-CSF signalling such as mutations in the GM-CSF receptor or an
autoimmune response generating antibodies against GM-CSF. Secondary or acquired PAP can be
associated with several etiological causes – i.e. haematologic cancer, drugs, inhaled particulate matter,
some infections, etc. (reviewed in [37–39]). Disruptions of GM-CSF signalling affect the development,
maturation and function of alveolar macrophages (reviewed in [40]), further highlighting their critical role
in the maintenance of surfactant homeostasis. The lack of GM-CSF signalling leads to impaired lipid
catabolism and export from alveolar macrophages, leading to the development of an enlarged, foam
cell-like phenotype and a reduced capacity for phagocytosis and surfactant processing [41, 42]. Although
treatments rely heavily on whole lung lavage to remove excess surfactant, GM-CSF supplementation
therapy has shown some mild benefit in certain patients [43–45]. As observed in surfactant-deficient
pathologies, elevated surfactant levels are likewise associated with dyspnoea and reduced lung function,
pointing to the importance of tightly regulated surfactant in the maintenance of pulmonary health.

Taken together, surfactant insufficiency or excess can significantly affect lung health and function,
primarily due to changes in surface tension. Altered phospholipid content, whether increased or decreased,
can substantially change the surfactant’s surface activity and biophysical properties, leading to increased
surface tension and impaired gas exchange [32, 46]. Furthermore, changes to surfactant protein content can
disrupt normal surfactant function and may alter the response to pathogens. This is supported by research
that found SP-D supplementation during surfactant replacement in pre-term lambs mitigated inflammation
and improved alveolar surface tension [47, 48]. Given the severity of diseases caused by disrupted
surfactant homeostasis, actively investigating how pulmonary surfactant is affected in inflammatory lung
diseases and how it could cause and exacerbate symptoms appears crucial.

Pulmonary surfactant in inflammatory lung diseases
Besides the pulmonary pathologies directly associated with surfactant insufficiency or excess, the role of
surfactant in the progression and development of other pulmonary diseases is often overlooked. Although
many studies have found significant changes in surfactant homeostasis in inflammatory diseases of the
lung (reviewed in [49–51]), few have explored the potential contribution of these changes to symptom
presentation and disease progression/resolution, and even fewer have considered targeting these changes
through therapeutic intervention. This section will discuss the relevant literature on the presence and extent
of surfactant abnormalities in several inflammatory lung diseases (table 1 [52–113]) as well as outline the
impact of these surfactant changes on disease progression and symptoms.
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Pulmonary infections
As mentioned above, surfactant plays an important role in host-defence processes and there is some
evidence that respiratory pathogens can affect surfactant homeostasis. A study looking at various
pulmonary infections in children (i.e. Staphylococcus aureus, Haemophilus influenzae, Pseudomonas
aeruginosa, etc.) found a significant increase in surfactant phospholipid content in BALF [60]. However,
this was associated with decreased surface-active DPPC and subsequently reduced surface tension-lowering
ability, where %DPPC positively correlated with forced expiratory volume in 1 s (FEV1) [60]. In infants
with respiratory syncytial virus (RSV) infection, BALF total phospholipid levels were increased while
surfactant proteins were decreased (SP-A, SP-B and SP-D) [62]. Another study found that children with
bacterial or viral pneumonitis had decreased relative surfactant PC and SP-A levels upon admission to
hospital, both of which were positively correlated to pulmonary compliance [61]. In a mouse model of
Pneumocystis jirovecii pneumonia, there was no effect on total phospholipid levels although the surface
tension-lowering activity of the BALF was reduced [65]. One study also found that RSV-infected mice had
significant alterations in surfactant function and that in vitro co-incubation of calf surfactant with BALF
from the infected mice significantly inhibited the exogenous surfactant’s surface activity [64], suggesting
that pulmonary infection may lead to the presence of inhibitory proteins in the alveoli. Several studies have

TABLE 1 Summary of surfactant changes chronic pulmonary diseases

Pulmonary disease Model Phospholipids Surfactant proteins Surface activity References

Respiratory distress
syndrome

Human (infants) ↓↓↓ ↓ SP-A ↓↓↓ [24–26, 52, 53]
Mice (SP-B−/−) No data ↓ ↓↓↓ [54, 55]

Pulmonary alveolar
proteinosis

Human ↑↑↑ (↑ %PI, ↓ %PG and
%PC)

↑ all ↓ in ABCA3
mutations

[31–35, 37, 39]

Mice (GM-CSF−/−) ↑↑↑ = or ↑ SP-A = [40, 56–59]
Pulmonary infection
Various Human (children) ↑ total (↓ PC) ↓ SP-A ↓↓↓ [60, 61]
Respiratory syncytial virus Human (infants) ↑ total ↓ SP-A, SP-B and

SP-D
No data [14, 62, 63]

Mice = No data ↓↓↓ [64]
Pneumocystis jirovecii
pneumonia

Mice = No data ↓↓↓ [65]

Asthma
Baseline Human (children and

adults)
= total (↓ or = %DPPC) No data = [60, 66–70]

Guinea pigs (OA) = total, PC, PI, PE and PG No data ↓↓ [71, 72, 73]
Acute asthma attack and
allergen challenge

Human (children and
adults)

= total (↓ %DPPC) No data ↓↓↓ [67, 70, 74]

Mice (Aspergillus
fumigatus)

No data ↓ SP-B ↓↓↓ [75]

Pulmonary fibrosis
Idiopathic pulmonary
fibrosis

Human ↓ total (↑ PI, ↓ PG and
↓ DPPC)

= SP-D, ↓ SP-A No data [36, 76–81]

Rats (bleomycin) ↑ total = SP-A ↓↓ [82, 83]
Mice (bleomycin) ↑ total (↑ PC and PG, ↓ PE) No data ↓↓ [84–86, 87, 88]
Mice (TGF-β1) No data ↓ SP-B and SP-C ↓↓ [89]

Silicosis Human ↓ total No data No data [76]
Mice (silica) ↑ total ↑ SP-A No data [90]

Cigarette smoking Mice = or ↑ total (↓ %PC,
↑ oxPC)

= SP-B No data [91–93, 94, 95]

Rats = total (↓ %DPPC) ↓ SP-A, SP-B ↓↓ [96, 97, 98]
Human (healthy
smokers)

= or ↓ total (↑ %PE,
↑ % PG, ↓ %PC)

↓ SP-A, SP-D ↓↓ [99, 100, 101–106, 107]

COPD Human = or ↓ total (= or ↓ %PG, %
PC)

↓ SP-A, = SP-B,
SP-C, SP-D

No data [91, 102, 108, 109, 110,
111, 112]

E-cigarette vaping Mice ↑ total (↑ DSPC, MPPC,
= DPPC)

↓ SP-A, SP-D No data [113]

Human No data No data No data

ABCA3: ATP binding cassette subfamily A member 3; DPPC: dipalmitoyl-phosphatidylcholine; DSPC: distearoylphosphatidylcholine; GM-CSF: granulocyte-
monocyte colony-stimulating factor; MPPC: monopalmitoylphosphatidylcholine; oxPC: oxidised phosphatidylcholine; PC: phosphatidylcholine; PE:
phosphorylethanolamine; PG: phosphatidylglycerol; PI: phosphatidylinositol; SP: surfactant protein; TGF-β1: transforming growth factor-β1.
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since proposed that proteins of plasma origin, leaking into the lungs during inflammation due to increased
vascular permeability and parenchymal damage can directly inhibit surfactant function: e.g. fibrinogen,
haemoglobin and albumin [114, 115]. However, it remains unclear which components of surfactant are
being interfered with and through what direct or indirect mechanisms these effects are mediated.

SP-A and SP-D are particularly important in host defence, as they have been shown in vitro to bind and
opsonise a wide variety of infectious agents (reviewed in [116, 117]) to enhance their clearance while
increasing inflammatory cytokine secretion [8–12]. The importance of SP-A and SP-D in inflammatory
regulation has been explored using murine knockout models, which display ineffective responses to
pathogens and increased susceptibility to various lung infections: i.e. Pneumocystis jirovecii [118, 119],
Pseudomonas aeruginosa [15], group B Streptococcus [13, 120], influenza A virus [17, 121, 122] and
non-typeable Haemophilus influenzae (NTHi) [16] and RSV [14]. Recently, it has also been shown that
SP-D can limit neutrophil extracellular trap (NET) formation induced by bacterial endotoxin
(lipopolysaccharide, LPS) and that SP-D-deficient mice exhibit excessive NET formation in the lungs
following intratracheal LPS administration, an important finding since NETs can significantly modulate the
surface-active properties of surfactant [123].

As a potential therapeutic approach, some studies have found that exogenous synthetic or natural surfactant
treatment can mitigate pulmonary infection symptoms and improve bacterial clearance. Exogenous
surfactant administration in children with severe RSV was found to ameliorate lung function outcomes –
such as reduced resistance, increased compliance and improved gas exchange – where compliance and
resistance improvements correlated with DPPC content in the BALF [124]. In addition, studies looking at
the effect of surfactant lipids on NTHi bacteria found that they were able to bind NTHi in vitro, prevent
their aggregation and thus inhibit their invasion into lung pneumocytes, as well as accelerate NTHi
clearance in a mouse model of NTHi lung infection [125]. In vitro treatment with Survanta, a natural
surfactant extract containing phospholipids and hydrophobic proteins (SP-B and SP-C), has also been
shown to have an anti-inflammatory effect, leading to reduced NF-κB signalling and cytokine release
(macrophage inflammatory protein-1α) by human alveolar macrophages following LPS stimulation [126].
Similarly, mice administered an SP-A-related peptide, SPA4, displayed a reduced inflammatory response
following intratracheal LPS administration [127] as well as improved symptom and histological scores,
increased bacterial clearance and reduced cytokine levels in mice infected with Pseudomonas aeruginosa [128].
Despite the growing body of research suggesting that surfactant plays an instrumental role in the pulmonary
response to infection, it is often overlooked in the study of infectious lung diseases.

Asthma
Asthma is a heterogeneous and complex chronic lung disease, marked by chronic inflammation, reversible
airflow obstruction and airway remodelling. Atopic asthma is tightly linked to allergies while the aetiology
of non-atopic asthma remains poorly understood. With regard to pulmonary surfactant biology, it has been
shown that eosinophil lysophospholipases (phospholipase A2) can hydrolyse and inactivate surfactant
phospholipids in vitro [129]. However, the contribution of these phospholipid modifications on small
airway closure in asthma remains speculative. In general, studies looking at surfactant levels in asthma
patients have also found little to no difference in total phospholipid pool size [52, 66–69]. However, some
changes in surfactant composition have been documented. For instance, sputum levels of DPPC in mild to
severe asthmatics were significantly decreased compared to healthy volunteers and correlated with FEV1 [66].
On the other hand, asthmatic children showed no change in BALF DPPC content [60]. In another study of
mild atopic asthma, researchers found that baseline BALF phospholipid levels were similar to healthy
volunteers but, after an allergen challenge, asthmatics exhibited increased BALF small/large aggregate
ratios and altered PC species composition, effects which were associated with reduced surface
tension-lowering activity and impaired lung function [67, 70]. Similarly, sputum from asthmatics in a
stable state displayed normal surfactant composition and surface activity, while during an acute asthma
attack, they observed significantly blunted surface tension-lowering ability [69]. Therefore, despite normal
baseline surfactant properties, it is clear from these studies that acute inflammatory exacerbations in
asthmatics can significantly alter surfactant homeostasis, likely contributing to disease symptoms.

As a potential therapeutic option for the mitigation of disease symptoms, a few preclinical and clinical
studies have investigated the administration in asthma models and patients. In an ovalbumin-sensitised
guinea pig model of asthma, prophylactic administration of calf surfactant extract (composed of surfactant
lipids, SP-B and SP-C) prior to or immediately after antigen challenge led to decreased resistance and
PCO2

as well as increased tidal volume, minute volume, flow rate, dynamic compliance and PO2
[71, 130].

In patients, one study found that during an acute asthma attack, asthmatics administered exogenous
surfactant showed improved lung function (increased forced vital capacity (FVC) by approximately 12%,
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FEV1 by 27% and PaO2
by 13%) compared to untreated patients [74]. In addition, surfactant administration

in asthmatic adults prior to allergen challenge was shown to mitigate early phase response and improve
FEV1 without any effect on the late phase response [131]. Another study found that exogenous surfactant
administration had no effect on bronchial responsiveness to histamine or lung function in nebulised
asthmatic children [132]. In all, these studies suggest that in acute allergic asthma attacks, marked by
increased pulmonary inflammation and surfactant dysfunction, administration of exogenous surfactant may
improve some lung function outcomes but cannot alter primary disease presentations such as bronchial
hyperresponsiveness.

Idiopathic pulmonary fibrosis (IPF)
Whether due to an unknown cause (idiopathic) or due to exposure to a specific agent (e.g. silica),
pulmonary fibrosis is marked by inflammation, fibroblast overgrowth, irreversible matrix deposition and
pulmonary remodelling, resulting in poor patient prognosis. Thus far, clinical studies have consistently
found significant surfactant abnormalities in these patients. Although the surface-active properties of
surfactant isolated from IPF patients have not been assessed, many researchers have observed decreased
total phospholipid content in the BALF [76–80]. Similarly, a pattern of changes to the phospholipid
composition in the BALF emerges from these studies: increased sphingomyelin and PI with reduced PG
[77–81]. While some studies found that the levels of various PC subspecies were altered in IPF patient
BALF [77, 81], others found that PC remained unchanged in these patients [76, 78, 79]. On the other
hand, bleomycin- or silica-treated mice, the most commonly used animal models of pulmonary fibrosis,
displayed a marked increase in lipid and phospholipid levels in the BALF, with increased PC, PS,
cholesterol and triglycerides concentrations [82, 84–88, 90]. However, despite the observed increased in
surfactant pool size, BALF isolated from bleomycin-treated rats displayed impaired surface
tension-lowering activity [82, 83].

Animal models of pulmonary fibrosis strongly suggest that pulmonary lipid dysregulation directly
contributes to disease pathology. One study found that genes associated with lipid transport and
metabolism were downregulated in bleomycin- and silica-treated mice leading to oxidised PC accumulation
in the BALF, which directly induced pulmonary fibrosis [86, 133]. Furthermore, treatment with GM-CSF,
which stimulates surfactant reuptake and clearance, significantly mitigated pulmonary lipid alterations and
reduced lung pathology scores [86]. Conversely, bleomycin administration in ATP binding cassette
subfamily G member 1 (ABCG1)-knockout mice [86], displaying impaired lipid export, or mice lacking
Elovl6 [134], leading to altered fatty acid composition, were both associated with increased oxidised
phospholipid content in the BALF and worsened pulmonary fibrosis. In an effort to restore pulmonary
lipid homeostasis, rats were administered exogenous natural surfactant repeatedly following bleomycin
treatment, which resulted in decreased neutrophil infiltration, improved surfactant surface activity,
increased airway opening and ameliorated lung function [135]. In all, it seems that changes to surfactant
play an important role in the progression of pulmonary fibrosis and support further investigation into the
clinical implications for IPF patients.

Smoking and COPD
Since as early as the 1960s and 1970s, pulmonary surfactant abnormalities have been noted in cigarette
smokers and COPD patients [99, 100]. However, changes to surfactant quality, quantity and composition
in the context of cigarette smoke-associated lung diseases, such as COPD, have often been overlooked as
contributing factors to disease pathogenesis. In addition, the rising popularity of electronic (e)-cigarette
vaping may also have implications on surfactant homeostasis and pulmonary health. This section outlines
the available preclinical, clinical and in vitro data regarding the effects of cigarette smoking on pulmonary
surfactant (figure 3), the interplay between the resultant surfactant abnormalities and development of
COPD as well as the little that is known on the effects of e-cigarette use on surfactant homeostasis.

Cigarette smoking
Despite the well-characterised harm to the respiratory system caused by tobacco smoking, it remains
prevalent in the developed world and is in fact increasing in popularity in developing countries [136].
Smoking rapidly triggers an inflammatory response in the lungs, a major focus of the biomedical research
pursued on the subject. However, it has been known for some time that cigarette smoke exposure also
leads to significant dysregulation in surfactant homeostasis. Studies from as early as 1969 showed that
active smokers have reduced surfactant levels in the BALF, even in the absence of pulmonary disease [99,
100, 101]. More recent clinical studies, mostly with small groups (10–23 smokers), have found conflicting
results: either unchanged, reduced or increased total phospholipid levels in smokers with or without COPD
compared to non-smokers, suggesting a significant heterogeneity in individual susceptibility to surfactant
homeostasis disruption by smoking [102–104]. In terms of surfactant composition, however, many
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observed increased PE and PG as well as decreased PC and cholesterol in the BALF [103–106]. These
alterations in pulmonary surfactant composition were also associated with significant reductions in surface
activity in the BALF isolated from smokers compared to non-smokers [105, 137]. Interestingly, the
reduction in BALF PC levels was found to be inversely correlated with alveolar macrophage number as
well as the cumulative cigarette smoke exposure in active smokers (represented in pack years) [106],
suggesting that alterations in surfactant composition may be due to increased damage and elevated rates of
clearance by infiltrating inflammatory cells.

Of the few animal studies looking at the effects of cigarette smoke exposure on pulmonary surfactant, there
seem to be significant differences in surfactant pool size and composition, likely due to the different
animal models used and the exposure duration chosen. In mice exposed to cigarette smoke for 6 months,
one study found that total phospholipid, cholesterol and PC levels in the BALF were decreased [91].
Conversely, after mice were acutely exposed to mainstream cigarette smoke for 4 days, no significant
change in BALF PC was observed [92, 93]. In another study, while rats exposed to cigarette smoke over
60 weeks showed no change in surfactant composition or total phospholipid concentration, they found that
surfactant isolated from these animals exhibited impaired respreadability and reduced surface
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cytotoxic and oxidative effects in the lungs, leading to increased oxidative damage and stress. a) Surfactant
phospholipid damage and increased cellular debris stimulate surfactant uptake and recycling by alveolar
macrophages and type I epithelial cells, respectively. As long-term exposure overwhelms these systems,
alveolar macrophages from smokers and COPD patients become lipid-laden, exhibit impaired phagocytic ability
and secrete a plethora of pro-inflammatory cytokines, which rapidly lead to the rapid recruitment of
neutrophils from the circulation. It has recently been shown that recruited neutrophils also internalise
pulmonary surfactant. b) Another hallmark of COPD is susceptibility to recurrent viral and bacterial infection,
further exacerbating the pulmonary inflammatory response and adding an additional phagocytic burden on
alveolar macrophages and neutrophils. Furthermore, increased lung tissue damage and inflammation leads to
pulmonary vascular leak, making circulating surfactant protein (SP)-A and D levels a good indicator of disease
severity in these patients.
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tension-lowering activity compared to control animals [96]. It was proposed that cigarette smoke exposure
increases phospholipid oxidation, which hinders its surface tension-lowering ability [138]. Indeed, BALF
isolated from mice exposed to cigarette smoke for 2 weeks was found to contain high levels of oxidised
PC and in vitro treatment of alveolar macrophages with oxidised lipids and phospholipids led to reduced
cell viability, decreased respiratory burst upon LPS stimulation and impaired bacterial killing [94, 139].
Similarly, several studies have observed that direct in vitro treatment of surfactant with cigarette smoke led
to dose-dependent alterations in surfactant interfacial properties and microstructure leading to reduced
surface activity [140–143]. Furthermore, epithelial cells incubated in vitro with cigarette smoke extract
showed high levels of lipid oxidation as well as significant changes to their lipidomic profile [139].
Interestingly, pulmonary administration of oxidised phospholipids reproduced several features of tobacco
smoke-induced lung inflammation, suggesting that damaged surfactant plays a major role in driving the
early immune response to smoking [93].

As discussed in the previous sections, surfactant proteins play a crucial role not only in pulmonary
surfactant organisation and activity but also in host defence. In the BALF and sputum of active smokers,
levels of SP-A and SP-D are reduced [102, 107, 144]. Likewise, rats chronically exposed to cigarette
smoke exhibited a significant decrease in BALF SP-A and SP-B levels [97] and reduced SP-A expression
in the lung [98]. One potential mechanism for the decreased SP-A and SP-D levels following chronic
cigarette smoke exposure is that neutrophils recruited to the lungs secrete protease enzymes capable of
cleaving and inactivating these proteins [145, 146]. Another study, however, found that SP-A and SP-D
levels were increased in the BALF of mice acutely exposed to cigarette smoke exposure, an effect which
was heightened when neutrophils were depleted [20]. In the lungs of mice exposed to cigarette smoke for
just 5 days, chemically modified SP-A can be detected in the lungs [147]. In vitro experiments showed that
both cigarette smoke extract and acrolein, a component of cigarette smoke, can modify SP-A leading to
aldehyde adducts, impairing its ability to stimulate phagocytosis and inhibit bacterial growth [147]. These
data suggest that cigarette smoke exposure not only reduces SP-A and SP-D levels but also modifies their
host-defence effectiveness. How all these effects on surfactant quantity, quality and composition contribute
to the development of cigarette smoke-associated lung diseases, such as COPD, remains to be fully
elucidated.

COPD
Cigarette smoking is a major risk factor for the development of COPD, an insidious pulmonary disease
affecting large and small airways as well as the lung parenchyma and generally characterised by fixed
airflow obstruction, chronic lung inflammation, mucus overproduction, small airway loss and lung tissue
destruction as well as frequent acute exacerbations (reviewed in [148]). Currently available treatments are
not curative and mainly focus on optimising airflow and pulmonary inflammation management.
Interestingly, COPD patients also seem to exhibit significant surfactant changes, although their contribution
to pathogenesis or disease progression is unclear. Compared to healthy subjects, several studies have
shown that COPD-patient BALF contains reduced total phospholipid levels [91, 108, 109]. However, no
significant difference in total phospholipid pool size was observed when comparing smokers with or
without COPD, with all smokers displaying lower levels of total phospholipid compared to non-smokers
[102]. The composition of surfactant was found to be unchanged in many clinical studies compared to
healthy non-smokers [108, 109], while one study found reduced cholesterol, PG and PC levels in the
BALF, all of which negatively correlated with lung function outcomes [91]. As a potential therapeutic
avenue, exogenous surfactant administration was tested in smokers with chronic bronchitis and led to
ameliorated lung function (increased pre- and post-bronchodilator FEV1 and FVC) and decreased gas
trapping [149]. Sadly, the surface activity and surface tension-lowering abilities of surfactant isolated from
COPD patients was not measured in any of the aforementioned studies.

Although SP-A and SP-D have also been explored in the context of COPD, studies have mostly focussed
on their potential as serum biomarkers, since advanced disease leads to increased vascular leak of
pulmonary proteins from the alveoli into the circulation [144]. In line with this pulmonary leak, SP-A
levels in exhalate [150], lung tissue and ATII pneumocytes [110] have been shown to be reduced in COPD
patients while the percentage of SP-A positively alveolar macrophages increased [110], which inversely
correlated with lung function. Similarly, while one study found BALF SP-D levels to be unchanged in
COPD patients [102], WINKLER et al. [111] found that SP-D was reduced in COPD patients compared to
healthy smokers and non-smokers and that BALF SP-D levels were inversely correlated with lung
function. Since we know that COPD patients exhibit pulmonary function decline as well as increased
susceptibility to infection and we also understand the role of surfactant in the maintenance of lung function
and the response to pathogen, it seems likely that the changes in surfactant homeostasis present in smokers
and COPD patients contribute to the progression and development of lung disease.
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Vaping and e-cigarette use
Recent case reports published across the United States have indicated that e-cigarette vaping can lead to
vaping-associated lung injury (EVALI), marked by pulmonary inflammation, dramatic lung damage and
even death. Patients presenting with EVALI were shown to have large, lipid-laden macrophages in the
lavage [151, 152], suggesting that lipid components of e-cigarette liquid, such as vitamin E acetate and
cannabis oil, are at the root of the lung injury [151–155]. However, even in animal models of e-cigarette
vapour exposure without added lipids or lung injury, there seem to be significant pulmonary lipid
abnormalities. Although mice exposed to e-cigarette vapours for 4 months did not develop any noticeable
pulmonary inflammation or lung damage, it was shown that e-cigarette vapour-exposed mice exhibited
enlarged alveolar macrophages with intracellular alterations in their lipidomic profile [113]. In addition,
BALF levels of total and disaturated phospholipids (though not DPPC) were increased, accompanied by
decreased SP-D in mice exposed to e-cigarette vapours compared to control animals [113].

Unfortunately, the effect of prolonged e-cigarette vapour exposure on surfactant surface activity was not
assessed in any of these studies. In vitro experiments have noted that direct treatment of surfactant with
e-cigarette vapours led to altered surfactant lateral structure without affecting its interfacial properties
[140], in contrast to cigarette smoke exposure which significantly altered both aspects of surfactant
structure/function. Similarly, it was found that only excessively elevated doses of e-cigarette liquid,
equivalent to approximately 200 times a normal puffing session, altered the surface tension-lowering
ability of bovine surfactant in vitro [156]. As many EVALI patients were using e-cigarette liquids
containing vitamin E acetate, surfactant was treated in vitro with this additive to assess its effects on
surface activity. Researchers found that vitamin E acetate altered surfactant arrangement and function,
leading to impaired surface tension-lowering ability [157]. In all, it seems that further study into the
potentially detrimental effects of e-cigarette vapour exposure on surfactant homeostasis and thus lung
health requires thorough investigation, especially with e-cigarette liquids containing lipid additives.

Targeting surfactant homeostasis in lung diseases
In all, there are many pulmonary diseases that seem to be affected, either directly or indirectly, by
alterations in surfactant function and we believe that significant changes in surfactant quantity, quality and
composition should be considered in the study of any pulmonary pathology. As a dynamic yet tightly
regulated structure, there are several pathways involved in the maintenance of surfactant homeostasis and
therapeutic targeting of these pathways, though they may be of clinical benefit, could prove challenging. A
prominent example of therapeutic surfactant modulation is corticosteroid administration, which hastens
lung maturation thus improving surfactant production in pre-term infants. Unfortunately, this treatment
does not affect surfactant production postnatally, even when administered only days after birth [158, 159].
Therefore, treatments that help restore surfactant function, through pharmacological modulation of
production or recycling/degradation, may be worth exploring.

Supplementing the pulmonary surfactant pool
As outlined in the previous sections, several animal and clinical studies have explored exogenous
surfactant administration as a potential therapeutic option in lung disease. Either synthetic or naturally
derived surfactant preparations can effectively increase surfactant pool size; however, the effect is
temporary, as surfactant turnover is rapid. Furthermore, the composition of the exogenously administered
surfactant can have an important impact on the response to supplementation, as formulations differ in
phospholipid profile/concentration, cholesterol levels as well as SP-B and -C content. It would be
important to tailor the dose and formulation based on the specific disease presentations. Nevertheless,
surfactant administration in the context pulmonary infection was found to ameliorate lung function
outcomes in children with severe RSV [124] and in smokers with chronic bronchitis [149]. Similarly, in
both animal models [71, 130] and in patients suffering acute asthma attacks [74, 131], exogenous
surfactant was associated with short-term improvements in lung function. There is also the potential of
supplementing with collectins, as one research group has shown in several mouse models that
administration of SPA4, an SP-A-related protein, was able to significantly improve the response to
infection in a mouse model [127, 128]. This highlights the importance of characterising the type, extent
and cause of the surfactant dysfunction observed in a particular lung disease to best target the pathology.

Targeting surfactant recapture and degradation
Another way of modifying surfactant production is by targeting enzymes and transporters involved in
surfactant production and clearance. For instance, ABC transporter proteins ATP binding cassette
subfamily A member 1 and ABCG1, which are primarily involved in lipid export from ATII cells and
alveolar macrophages, respectively, are crucial to surfactant homeostasis and mutations which limit their
function led to impaired lipid processing and lung function (reviewed in [160]). Treatments which
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modulate the expression of these transporters and promote lipid export, such reverse cholesterol transport
agonists, may be particularly useful in pulmonary pathologies marked by surfactant accumulation or
increased surfactant damage necessitating increased clearance/degradation. For instance, treatment with the
liver X receptor α agonist TO901317 led to a significant improvement in a murine model of lung fibrosis
[133] and reduced pulmonary inflammation in response to LPS administration and Klebsiella pneumoniae
infection [161]. On the other hand, in mice exposed to cigarette smoke, treatment with the same lipid
export activator led to worsened lung inflammation and significantly depleted PC levels in the BALF [92].
This further suggests that upregulation of lipid export and surfactant turnover may not be beneficial in all
lung pathologies and that a better understanding of the primary surfactant dysfunction is required to
effectively target the specific surfactant changes in quantity, quantity or composition.

Targeting surfactant production
Many other endogenous or exogenous stimuli have been shown to enhance surfactant production, such as
hyperventilation and pharmacological agonists such as isoproterenol, diacylglycerol, calcium ionophore,
terbutaline, tetradecanoyl phorbol acetate and ATP (reviewed in [162, 163]). Some of these agents act by
stimulating ATII cell exocytosis of lamellar bodies through upregulation of intracellular calcium signalling
or through protein kinase C activation. There are also molecules which have been shown to inhibit
surfactant secretion, SP-A and DPPC, which act through negative feedback pathways, as well as exocytosis
inhibitors like cytochalasin D and vinblastine (reviewed in [164, 165]). Although the latter molecules are
only research tools, it still suggests that the discovery of molecules that modulate surfactant production/
secretion may be useful tools in mitigating the disruptions in surfactant homeostasis observed in
pulmonary disease.

Closing remarks
In all, it is clear that maintenance of pulmonary surfactant homeostasis is significantly disrupted in a
variety of chronic lung diseases as well as in the context of environmental and tobacco smoke exposure.
Whether these effects on surfactant composition and integrity are a cause or a consequence of lung disease
remains to be fully elucidated. Regardless, the evidence presented herein strongly suggests that the impact
of surfactant alterations in the context of lung disease should not be disregarded as a contributor to disease
progression and symptoms but rather should become a fixture of pulmonary research, as routine as
measurements of inflammatory markers. There is also some evidence to suggest that surfactant modulation,
either through direct exogenous administration or through pharmacological targeting, may mitigate the
effects of surfactant dysregulation in certain pulmonary diseases.
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