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Being a vital organ exposed to the external environment, the lung is susceptible to a plethora of patho-
gens and pollutants. This is reflected in high incidences of chronic respiratory diseases, which remain a
leading cause of mortality world-wide and pose a persistent global burden. It is thus of paramount impor-
tance to improve our understanding of these pathologies and provide better therapeutic options. This
necessitates the development of representative and physiologically relevant in vitro models. Advances in
bioengineering have enabled the development of sophisticated models that not only capture the three-
dimensional architecture of the cellular environment but also incorporate the dynamics of local biophysi-
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cal stimuli. However, such complex models also require novel approaches that provide reliable character-
ization. Within this review we explore how 3D bioprinting and nanoparticles can serve as multifaceted
tools to develop such dynamic 4D printed in vitro lung models and facilitate their characterization in the
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Introduction

The lung represents a vital organ, exposed to the external
environment and is responsible for the uptake of oxygen and
elimination of carbon dioxide from the bloodstream, while
simultaneously also providing a functional barrier which pre-
vents the crossing of bacteria, viruses and airborne environ-
mental pollutants. Being in continuous contact with an array
of pathogens, makes lungs susceptible to a variety of pathol-
ogies referred to as chronic respiratory diseases. These include
among others pulmonary fibrosis, lung cancer, asthma as well
as chronic obstructive pulmonary diseases, which combined
represent the third leading cause of death worldwide.!
Considering the essential functions lungs exert, it is impera-
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context of pulmonary fibrosis and breast cancer lung metastasis.

tive to improve our understanding of these pathologies to
preserve and regenerate healthy lung tissue and to develop
efficient treatments for unresolved lung diseases. This, in
turn, necessitates the development of advanced physiologi-
cally relevant in vitro models. 3D in vitro cell models are
increasingly becoming the standard, as opposed to traditional
2D cultures, and their ever-increasing complexity is finally
allowing them to be valuable tools for preclinical studies.
Whilst significant advances have been made to represent
various diseases affecting distinct organs, organs that display
high levels of complexity require further scrutiny to develop
realistic models that faithfully represent the in vivo environ-
ment. This particularly applies the modelling of lungs, which
due to their intricate architecture remain a rather underrepre-
sented organ.” Given the prevalence and severity of pulmon-
ary diseases, biomimetic 3D lung models hold promise to
pave the way to investigate their etiology, as well as to acceler-
ate drug design and discovery.> This notion is supported by
the high attrition rates of drugs in clinical trials due to a lack
of efficacy and safety, indicating the poor prediction value
of conventional preclinical models.’™® In addition, an ever-
increasing body of evidence further highlights the enhanced
prediction value of 3D over 2D models.”® Even if important
advances have already been achieved,” modelling anatomi-
cally accurate regions of human lungs and lung diseases
in vitro in 3D poses a plethora of challenges. One of these
challenges is the choice of suitable biomimetic materials

This journal is © The Royal Society of Chemistry 2024
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to capture the mechanical and biochemical properties of
native lung tissue. Likewise, the scarcity of available lung
tissue and invasive nature of obtaining cells from human
donors, further narrow down the tools to develop representa-
tive lung models. However, alternatives such as lung cells
derived from human pluripotent stem cells (hPSCs) hold great
potential to address this issue.'® In addition, as the influence
of biophysical forces on cell behaviour has become more and
more evident, it is imperative to acknowledge and incorporate
the physical stimuli to which cells within the lung are exposed
to.'"? In this regard, the concept of four dimensional (4D)
in vitro modelling has emerged, which accounts for responses
to a given stimuli in the context of a 3D model setup, resulting
in a change over time, thereby representing a fourth dimen-
sion."® Progress has been made in this field not only via bio-
printing but also by means of bioreactors, including perfusion
bioreactors, rotating vessels, orbital shakers as well as micro-
fluidic chips.'™'* However, these constructs are often still not
standardized, which in turn can result in variations in the
experimental configurations, translating into poor reproduci-
bility and throughput.'® Related to this, it is important to note
that a significant challenge involves the characterization of 3D
lung models, as common assays developed for the traditional
2D culture systems are not readily applicable to 3D. On that
note, it should also be mentioned that conventional tech-
niques such as confocal microscopy or histology, pose certain
drawbacks, including limited penetration depth, destructive
procedures, spectral overlap as well as low sensitivity and
specificity, which become more pronounced in 3D
systems.'®'” While these remain undeniably important and
valuable techniques, additional characterization methods are
required to potentiate information retention from 3D models.
It is important to establish consensus on treating 3D models
as biological tissue, which would benefit from in vivo modal-
ities tailored to an in vitro scale to be properly characterized.
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Numerous endeavours are underway to develop multimodal
3D imaging techniques combined with machine learning to
improve 3D model characterization,"® which nonetheless still
falls short of being a flawless solution. In addition, non-inva-
sive and real-time monitoring is often limited when combin-
ing 3D models with the aforementioned bioreactors. The
incorporation of high-resolution imaging modalities with con-
tinuous flow bioreactor-based cultures, is not straightforward,
where gathering information often requires the disruption of
the culture at a given timepoint. While microfluidic devices
are generally compatible with high-resolution microscopy,
readouts heavily rely on end-point assays, with certain assays
necessitating the de-construction of the devices."® Hence,
while bioreactors generally offer numerous advantages, in
certain instances they can potentially complicate and narrow
down the variability of assays or read-outs that can be per-
formed and obtained within such a setting. Thus, developing
alternative imaging methods is of high interest. In face of
these observations, it becomes clear that tackling the above-
mentioned challenges remains an essential chore to gain
insight into underlying disease mechanisms and pivot the
development of more effective therapeutic strategies.
Nanoparticles (NPs) embody a promising versatile tool to
address some of these challenges. Based on their composition,
they are broadly categorized into organic NPs, which are
mainly carbon based, such as carbohydrates, proteins, lipids,
polymers, etc. and inorganic NPs, including metals, ceramics
and semiconductors.”® Opposed to their non-nano counter-
parts, NPs display unique physical and chemical properties
which find broad applications within the field of
biomedicine.*** In the context of lung models, NPs have pri-
marily gained increasing popularity as drug delivery agents or
for toxicity studies.”*>® However, they harbor an unpre-
cedented potential to advance the development of 3D in vitro
models. In this context, emerging evidence demonstrates how
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incorporating inorganic NPs within a given biomaterial can
enhance the biocompatibility and provide means of tuning the
mechanical properties of such biomaterial.>® Moreover,
depending on their composition, their magnetic (magnetic
NPs),>® photothermal conversion (plasmonic NPs),?” thermal®®
or electroconductive® properties can be exploited to introduce
biophysical stimuli, thereby circumventing the need of compli-
cated bioreactor setups.**™* For instance, NP-based photother-
mal conversion within a thermo-responsive polymer can yield
expansion or contraction of the biomaterial upon irradiation
with an incident laser.** Finally, they can serve as versatile
non-invasive characterization agents with a broad range of
analytes that can be identified with high specificity and
sensitivity.?> 3%

This review provides an overview of established 3D in vitro
lung models, with a focus on pulmonary fibrosis and breast
cancer lung metastasis to elaborate on recent progress and
outline perspectives on future models. Within this framework
we will discuss how inorganic NPs can be exploited to advance
the development of dynamic biomimetic 3D in vitro lung
models. Lastly, we will elaborate on the use of NP-based
characterization techniques of such models and highlight
their benefits in comparison to conventional techniques. We
have summarized in Fig. 1 the main sections and subsections
discussed within this review.

Lung physiology

V

3D in vitro lung models

V

Lung on a chip { 3D bio-printed lung

V

3D in vitro lung disease models

\/

{ Lung organoids

Breast cancer lung

Fibrotic lung metastasis

NPs as stimuli responsive actuators to create
dynamic models & as agents for advanced
characterization techniques

Vv

NP based
characterization of
in vitro lung models

NPs to create
dynamic 4D in vitro
models

Fig. 1 Overview of discussed topics and subsections within this review.
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Lung physiology

The lung is a complex organ composed of different cell types
such as epithelial, endothelial, mesenchymal, smooth muscle,
and immune cells as well as fibroblasts (Fig. 2).*° Generally, one
distinguishes between proximal upper airways, which include
the trachea as well as bronchi, and distal lower airways, which
include the bronchioles and alveoli.*®** The alveoli are sur-
rounded by a dense network of capillaries, separated by a thin
basement membrane. Together this constitutes the barrier
where gas exchange occurs and is referred to as the air-liquid
interface (ALI).>** The intricacy of this region is of vital impor-
tance, not only to facilitate the uptake of oxygen and elimin-
ation of carbon dioxide, but also to prevent the breaching of
inhaled pollutants or pathogens. Hence, this area is specifically
susceptible to various chronic lung diseases such as idiopathic
pulmonary fibrosis, cystic fibrosis or lung emphysema, and rep-
resents the target site of lung cancer and metastasis.**™*> Thus,
within this review we will focus primarily on the alveolar region
and ALI of the lung. The alveoli are air cavities separated by a
thin honeycomb-shaped epithelium, whose diameter range
from 150-200 pm in healthy and young individuals, up to
250-500 pm in older individuals.*****” They occupy a large area
in the lungs (over 100 m* in adults) in order to obtain an
efficient gas exchange.*>*® The alveolar epithelial lining consists
of type I (ATI) and type II (ATII) pneumocytes,*® which form
tight junctions and thereby constitute a vital component of the
barrier within the air-liquid interface.’®>' ATI cells are squa-
mous, cover more than 90% of the alveolar surface and they
partake in the gas exchange process.’*>® ATII cells are cuboidal,
produce pulmonary surfactant, metabolize drugs, repair the epi-
thelial layer by proliferating and differentiating into ATI cells,
and are critical in the immune response against patho-
gens.*>>*>> The alveoli are surrounded by the basement mem-
brane, a thin (<2 um), specialized extracellular matrix (ECM)
composed of fibres of type IV collagen, laminin and
proteoglycans.>®®” Capillaries are in close contact with the
alveoli on the other side of the basement membrane (BM),*®
allowing the diffusion of small gas molecules (O,, CO,) while
avoiding the entrance of bigger molecules or microorganisms,
due to the selective permeability of the epithelium and BM.>**”
Apart from the BM, an additional type of ECM surrounds the
inter-alveolar spaces. The primary constituents of this ECM are
collagen fibres (collagen type I, II, III, V and IX) and elastin,
which provide elasticity and mechanical strength.>®*' Other
constituents include fibronectin, proteoglycans and glycosami-
noglycans, which further maintain structural support, cell
adhesion and local water homeostasis.®>®* In terms of cellular
constituents, this ECM hosts fibroblasts which maintain and
remodel the surrounding ECM including the BM. In addition,
local immune cells, mainly alveolar macrophages, are located
here to provide a first line of defence against potential patho-
gens.®® As already indicated, the ECM acts as a support for the
tissue, by aiding cell adhesion, proliferation, and guiding
migration, while also providing elasticity and mechanical
strength to the tissue. The maintenance of these mechanical

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 The proximal airways (trachea, bronchi) bifurcate into the distal airways (bronchioles) and are lined by columnar ciliated cells, mucus-secret-
ing goblet cells, homeostasis-maintaining club cells, pulmonary neuroendocrine cells and regenerative basal cells. The alveoli are lined by type | and
type Il pneumocytes and also host immune cells such as macrophages. They are surrounded by a dense network of capillaries, separated by a thin
basement membrane composed of collagens, proteoglycans and laminins. Together this represents the air-liquid interface, where carbon dioxide is
eliminated, and oxygen is taken up by the bloodstream. PNEC, pulmonary neuroendocrine cells; CO,, carbon dioxide; O,, oxygen. This illustration
was created with Biorender adapted from “Respiratory Epithelium” and “Alveolar Capillary Barrier” by Biorender 2023.

properties is essential, as breathing requires the alveoli and sur-
rounding ECM to stretch in order to accommodate the extra air

This in turn requires a certain degree of elasticity of
61,65,66

volume.®*
the tissue, with a reported Young’s modulus of 1-5 kPa.
Importantly, breathing-induced mechanical stretching has been
demonstrated to be a vital stimulus for the correct functioning
of the lung, as it initiates the synthesis and release of pulmon-
ary surfactant by ATII cells.®” Together this emphasizes the
importance of taking the above discussed physiological charac-
teristics of the lung into account, including an ALI as well as
dynamic stretching, when aiming to develop physiologically
relevant in vitro models. In the following sections we will elabor-
ate how, and to which extent available studies facilitate the
incorporation of various of these characteristics.

3D in vitro lung models

In an effort to bridge 2D in vitro and animal-based in vivo
models, increasing attention has been dedicated towards the

This journal is © The Royal Society of Chemistry 2024

establishment of human in vitro 3D lung models to study
chronic lung diseases. Not only is the use of animal models
inherently tied to considerable ethical concerns but also
suffers from interspecies differences and hence provide a poor
prediction of human responses.”"”® As for in vitro models, it is
well acknowledged that, opposed to 3D, 2D cultures oversim-
plify the in vivo environment due to the lack of representative
cell-cell and cell-ECM interactions present within native
tissue.”” As mentioned before, within the native lung tissue,
cells are exposed to mechanical and physical cues such as
compression or shear stress, and are arranged in a specific
geometric and dimensional order.”®*® Such stimuli are
involved in cell motility, proliferation as well as differentiation,
and are vastly absent in 2D culture models. This highlights the
need for shifting from conventional 2D culture towards the
standardization of 3D culture models, aiming to capture such
complex tissue characteristics.”®®" Specifically, in the context
of modelling in vitro alveoli and an air-liquid interface (ALI),
several factors need to be considered: (i) mimicking the
mechanical properties (stiffness, elasticity) of the tissue is

Nanoscale, 2024, 16,10830-10900 | 10883
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Table 1 Features of organoids, LoC and 3D-bioprinted lung models. The table is focused on the degree of complexity of each model, and the three
desired features mentioned when modelling ALI: similar mechanical properties as the native tissue, arrangement of the model in an air-liquid

environment, and dynamism, imitating breathing motions

3D-bioprinting

Growth of epithelial (air) and
endothelial (liquid) cells on opposite
sides of a membrane in a microfluidic

A simplified version of the in vivo organ

Use of microfluidics monitoring only

Cells without surrounding ECM

Lung epithelial monolayer in an air
chamber; endothelial monolayer in a
perfused chamber; separated by a thin

Stretchable “basement” membrane by

Disease modelling, studying cell-cell
interactions or ALI barrier properties

Organoids Lung-on-a-Chip (LoC)
Preparation Culture of stem, primary or tumoral
strategy cells in specific differentiation
conditions to develop into different cell
types from the lung chip cultured in ALI
Heterogeneity X v
Clusters of cell types similar to in vivo
Complexity X X
Lack of vasculature and immune cells
certain features
Mechanical X X
properties Lack of supporting materials
Air-Liquid X v
Interface Lack of endothelium, they only mimic
the “air” part
“basement” membrane
Dynamism X v
Static models
vacuum
Applications Disease modelling, drug screening or
personalized medicine
References 68-71 47,72 and 73

Precise and controlled deposition of
either cell droplets or cells embedded in
a biomaterial, achieving a layered
heterogeneous structure

v

Printing of different cell types mimicking

in vivo
v

Print different cell types and biomaterials

arranged in a complex manner

v

Selection of supporting biomaterials
imitating native properties

Print epithelial cells on top in contact

with air, rest of the cells below in contact

with media

X

In general, static models. Dynamism
achievable printing stimuli-responsive
materials

Complex organ modelling, drug
screening

8,74 and 75

essential to achieve a mature, in vivo-like tissue, as mechanical
cues evidently determine cell behavior.”®%%%
biomaterials to generate the models is crucial for that
purpose. (ii) imitating the morphology of the native tissue is
important. Apart from the arrangement between the alveolus
and capillaries, the model should be incubated between air
(epithelial side) and liquid (endothelial side), as the correct
functioning of the ALI depends on this environmental
arrangement.*>®* (iii) the dynamism of the model, imitating
breathing motions is also sought, in order to obtain a fully
functioning in vitro model with pulmonary surfactant pro-
duction.®” Several methods have been used to generate 3D
in vitro lung models, including organoids, Lung-on-a-Chip
(LoC) systems and 3D-bioprinted models, with each of them
offering various benefits but also displaying certain draw-
backs. A summary is presented in Table 1. Among them,
human organoids are self-organized 3D culture systems gener-
ally derived from stem cells that mimic the architecture and
function of real organs, which have emerged as a powerful
tool.>®> The development of organoid technology is still in its
infancy with challenges to overcome.®® To date, the most
studied models incorporating dynamic features and ALI con-
formation are mostly based on Lung-on-a-chip (LoC) devices.""
More recently, 3D bioprinting techniques have also gained
importance, demonstrating significant utility in this direction
by achieving organized, layered models (Fig. 3). Certainly,
more combinations of all techniques will likely begin to
emerge. LoCs generally consist of a top and a bottom chamber
separated by a thin, porous membrane acting as a basement
membrane, with endothelial cells seeded within the bottom

The selection of

10884 | Nanoscale, 2024, 16, 10880-10900

chamber and alveolar epithelial cells in the top chamber.?”-*®

The bottom chamber is perfused with medium whereas the
top chamber is ventilated to achieve an ALI. Additionally, they
include two side chambers through which a cyclic vacuum can
be applied, stretching the central chamber, and providing
dynamism. Using this approach, Huh et al® created a LoC
model by seeding alveolar epithelial cells on the top and
human pulmonary microvascular endothelial cells at the
bottom of a ECM-coated (fibronectin or collagen) 10 pm thick
PDMS membrane (Fig. 3A). They observed that culturing the
chips in ALI, opposed to liquid culture, increased the electrical
resistance (TEER) and decreased the transport of albumin
molecules across the membrane, indicating a better barrier
permeability similar to in vivo (Fig. 3B). The authors also
demonstrated the influence of breathing motions on the trans-
port of 20 nm fluorescent NPs across the ALI, where applying
10% cyclic strain at 0.2 Hz significantly increased the
diffusion/transport of the NPs from the air to the liquid phase,
which did not occur neither in the static model nor in a trans-
well system (Fig. 3C). The cyclic mechanical strain also led to
an increased production of pulmonary surfactant.®® Varone
et al.®® developed a similar chip where the ALI was separated
by a 50 pm PDMS membrane with 7 pm diameter pores, and
fibroblasts embedded in a 200 um thick type I collagen hydro-
gel between the endothelial and the epithelial layers (Fig. 3D).
The constructs were cultured on a liquid-liquid interface (LLI)
until the alveolar cells created a monolayer and were then sub-
sequently cultured in an ALI They concluded that, apart from
the ALI culture, the cyclic strain (15% strain, 0.2 Hz) signifi-
cantly increased the production of pulmonary surfactant

This journal is © The Royal Society of Chemistry 2024
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Fig. 3 Importance of ALI, dynamic stretching and layered organization on the development of 3D in vitro lung with focus on the alveolar region,
tested in Lung-on-a-chip (A-G) or bioprinted (H-M) models. (A) Schematic example of a LoC with the epithelial and endothelial layers separated by
a thin membrane, cultured in ALl and stretched via vacuum through its side chambers.?” (B) Improved barrier function of ALl culture over liquid
culture, showing a lower albumin transport through the epithelial-endothelial layers. (C) Increased barrier permeability for 20 nm fluorescent par-
ticles after applying 10% cyclic strain on the chip. (D) A LoC including lung epithelial cells, fibroblasts in a collagen type | hydrogel and endothelial
cells in ALI culture.®® (E) Increased production of lung surfactant after introducing 15% cyclic strain. (F) LoC approach mimicking the native alveolar
structure using a honeycomb-shaped gold mesh with a collagen-elastin coating, where cyclic strain could be applied via vacuum at the bottom part
of the model.*” (G) Low barrier permeability of big molecules (dextran) and higher permeability of small molecules (sodium), which was significantly
higher under 10% cyclic strain.”® (H) Cross-section of a 3D-inkjet printed alveolar model stained with Hematoxylin—Eosin, containing endothelial
cells (bottom), fibroblasts embedded in collagen | (middle, basement membrane), and alveolar epithelium (top). Scale bar: 20 pm.8 (1) Schematic rep-
resentation of the structured model shown in H [1], a non-structured model consisting of a blend of fibroblasts, epithelial and endothelial cells
embedded in collagen [2], and a cell-free collagen layer [3]. (J and K) Comparison of TEER (J) and barrier permeability (K) between the 3 models
schematically represented above, showing a better barrier function in the 3D organized structure. (L) Comparison by Horvath et al.°® between
manual pipetting vs inkjet-printing of a multilayered Matrigel — endothelial cell — Matrigel — epithelial cell system, 3 days after seeding. Masson
Goldner trichrome staining of a cross-section is shown. Scale bars: 100 pm. (M) Effect of 3D printing on cell viability compared to manual pipet-
ting.®* (A—C) Reproduced with permission from ref. 87 Copyright 2010 Science (D and E) Reproduced with permission from ref. 88 Copyright 2021
Elsevier (F) Reproduced with permission from ref. 47 Copyright 2021 Springer Nature (G) Reproduced from ref. 73 with permission from the Royal
Society of Chemistry (H-K) Reproduced with permission from ref. 8 Copyright 2021 Advanced Science published by Wiley-VCH (L) reproduced with
permission from ref. 93 Copyright 2015 Springer Nature (M) Reproduced with permission from ref. 94 Copyright 2021 Ng, et al.

(Fig. 3E). Additionally, Zamprogno et al.*’ developed a LoC
system which recreated the appearance and organization of
the in vivo alveolus by adding a stretchable elastin-collagen
(EC) coating to a honeycomb-shaped gold mesh, where alveo-
lar and endothelial cells were seeded on top and the bottom of
the EC membrane respectively (Fig. 3F). They demonstrated
that this membrane was more flexible than the widely used
PDMS membranes. The chip allowed the permeability for

This journal is © The Royal Society of Chemistry 2024

smaller hydrophilic molecules (FITC-sodium, 0.4 kDa) but not
for bigger molecules (RITC-dextran, 70 kDa). The same
phenomenon was observed by Stucki et al”® in a dynamic
chip, where bronchial epithelial cells (16HBEo-14) and endo-
thelial cells (pHUVEC) were seeded in a 10 pm thin PDMS
membrane with 8 pm diameter pores. Moreover, they com-
pared the permeability of the system with or without stretching
(10% strain, 0.2 Hz), concluding that the permeability of

Nanoscale, 2024, 16, 10880-10900 | 10885
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bigger molecules (RITC-dextran) was not affected by the strain,
while smaller molecules (FITC-sodium) exhibited relative
increase in permeability of 46% (Fig. 3G). This indicated the
importance of breathing forces for the transport of small mole-
cules across the alveolar barrier. While LoC systems are able to
mimic breathing motions and provide means to assess alveolar
barrier permeability, they fail to fully embody the complexity
necessary to study the mechanisms occurring within the lung
tissue, beyond barrier interactions.”” Given that these con-
structs primarily consist of cell monolayers seeded on a mem-
brane, they generally lack the ECM. As already mentioned, the
alveolar ECM provides mechanical cues that determine cell
behavior.”#%82 Thus, the inclusion of ECM in such models is
important especially in the context of disease models, as tissue
stiffness as well as certain ECM components are known to
induce the diseased phenotype.’”®! In light of this lack of
complexity, LoC systems have been described as 2.5D cultures,
rather than 3D cultures.”?

In order to achieve more complex models, 3D printing
emerged as a promising tool for lung 3D modelling, enabling
the spatial separation of the alveolar key compartments:
endothelial (liquid) compartment, basement membrane and
epithelial (air) compartment. A correct 3D organization has
been demonstrated to improve the barrier function when
compared to a lack of organization. Based on this strategy,
Kang et al.® inkjet-printed a three-layer alveolar barrier model
to investigate the influence of membrane organization on
barrier properties, with epithelium, a collagen basement
membrane and endothelium. They achieved models of a
thickness of 10 pm, containing alveolar type I and II cells
(NCI-H1703 and NCI-H441 respectively), lung endothelial
cells (HULEC-5a) and lung fibroblasts (MRC5) embedded in
collagen I with a defined structure (Fig. 3H). Comparison of
structured to unstructured models (all cell types co-encapsu-
lated in collagen) or collagen alone (Fig. 3I), demonstrated a
superior barrier function (TEER and FITC-dextran transport)
of the structured models (Fig. 3] and K). This 3D organization
can be more easily achieved via 3D printing. Horvath et al.?
demonstrated the use of inkjet 3D printing to achieve thin,
reproducible layers as opposed to manual pipetting (Fig. 3L).
Ng et al.®* compared the cell viability and proliferation of
three main cell types in alveolar models (A549 lung epithelial
cells, EA.hy926 endothelial cells and MRC5 lung fibroblasts)
after inkjet printing and manual pipetting, reporting no sig-
nificant differences (Fig. 3M).>® Taken together, an increasing
body of evidence demonstrates the utility of LoC systems as
well as 3D printing as attractive tools to develop sophisticated
lung models. While LoC studies emphasized the relevance of
ALI and dynamic culture conditions, they still oversimplify
the dimensionality of the in vivo complexity. 3D printing on
the other hand, can address these shortcomings and embo-
dies a promising technique to develop physiologically rele-
vant models. Ideally, by combining the advantages of both
techniques and introducing human organoids, we may be
able to overcome current limitations and create more realistic
models.
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3D in vitro lung disease models

While diseases affecting the lung can be of distinct etiologies,
they often manifest in similar clinicopathological profiles,
namely dyspnea (difficulty breathing), chest pain, chronic non-
productive cough and hypoxia-induced fatigue.**°® As already
indicated within the framework of this review, emphasis is
placed on pulmonary fibrosis and lung metastasis, represent-
ing two heterogenous and very distinct, yet highly prevalent
diseases affecting millions of individuals world-wide and com-
promising lung function, specifically within the alveolar
region.

3D in vitro models of fibrotic lung

Fibrosis in the lung occurs as a consequence of a variety of
chronic respiratory diseases (CRDs) such as chronic obstruc-
tive pulmonary disease (COPD), cystic fibrosis (CF) or intersti-
tial lung diseases (ILDs, a family of over 100 diseases of
unknown etiology among which is idiopathic pulmonary fibro-
sis (IPF)).”® Some of these diseases have a high prevalence
(COPD, around 10% of the population),”” whereas others pro-
gress rapidly (IPF, with a survival median of 3-5 years since
diagnosis).”® Symptoms of CRDs vary depending on the
disease, but generally include dyspnea, chronic cough, declin-
ing lung function and fatigue due to hypoxia.*>°>°® The cause
of the diseases varies between genetic (CF), unknown (ILD) or
age- and smoking-related (COPD).**%°

The development of realistic 3D models representing fibro-
tic lung is challenging but important to better understand the
underlying mechanisms of it and find possible treatments.
Fig. 4 summarizes some examples found in literature. Efforts
have been made in this direction by creating organoids that
represent fibrotic lung, for example, Surolia et al. generated 3D
multicellular pulmospheres derived from healthy or IPF
donors.'® These pulmospheres contained ATII cells, macro-
phages, endothelial cells and myofibroblasts, where the IPF
phenotype was distinguished by increased a-SMA (a marker for
myofibroblasts), collagen type I and IV (Fig. 4A). The authors
measured the zone of invasion (% ZOI) of fibroblasts on the
pulmospheres by subtracting the inner core area from the total
(core + invaded) area. The ZOI was more prominent in the
fibrotic models, especially in the organoids derived from end-
stage patients, suggesting that they could reflect the in vivo
condition. Moreover, the addition of transforming growth
factor beta 1 (TGFp1), a well-established fibrosis-inducing
growth factor, induced fibroblast invasion (% ZOI) on healthy
spheres (Fig. 4B), whereas the addition of the anti-fibrotic
drug nintedanib (commonly used for pulmonary fibrosis treat-
ments) reduced the invasion (% ZOI) on IPF spheres (Fig. 4C).

Lung-on-a-chip (LoC) devices have also been employed for
modelling fibrosis. Mejias et al. seeded small airway epithelial
cells (SAECs) in a central channel located between two side
channels consisting of an endothelial/fibroblast cell mixture
seeded on top of a fibrin gel.'®" Here, the authors observed the
interaction between endothelial cells/fibroblasts and lung epi-
thelial cells, with an upregulation of fibrosis-promoting
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Fig. 4 Representation of 3D models of fibrosis/wounding. (A)
Organoids derived from healthy or IPF donors, presenting increased
levels of fibrotic markers (x-SMA, Col |, Col IV) on the IPF pulmospheres.
Scale bars: 250 um.1°° (B) Increased invasion of fibroblasts (measured by
% zone of invasion or ZOIl) on healthy spheres after treatment with a
fibrosis inducer TGFp1l. Scale bars: 250 ym. (C) Decreased invasion of
fibroblasts (% ZOI) on IPF spheres after treatment with an anti-fibrotic
drug Nintedanib. Scale bars: 250 pm. (D and E) Wound formation
observed by Felder et al'°2 on A549 cell monolayers after applying
different central:sheath flow rates of a 0.5% trypsin-EDTA solution.
Differences were observed in wound size (D, scale bar: 200 pm.) and
time for wound formation (E), where lower flow rates derived in smaller
and slower wounding patterns. (F) Comparison of wounding patterns
between a 2.5 mg ml™* pepsin-HCl solution (left) and a 0.5% trypsin-
EDTA solution. While trypsin-EDTA detached the cells from the surface,
pepsin-HCI activated cell migration away from the solution. Scale bar:
200 um.1°* (G) Wound healing experiment after scratching A549 cell
monolayers and applying different stimuli such as cyclic strain (10%, 0.2
Hz), presence of human hepatic growth factors (rhHGF, 0, 1, 10 or 100
ng ml™Y) and 10% FBS as a positive control. (H) Impaired wound healing
was observed with the cyclic strain (CS), and improved healing with the
addition of rhHGF.

mechanisms upon adding TGFp to the chip. However, the
model failed to recapitulate a reduction of fibrosis when
treated with pirfenidone, indicating that the chip required
modifications to better represent the fibrotic phenotype.
Felder et al.'®> developed a microfluidic chip to study the epi-
thelial wound formation (Fig. 4D-F) and healing (Fig. 4G and
H) in the alveolar region. They evaluated the wound formation
by directing a 0.5% trypsin-EDTA solution through a confluent
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monolayer of A549 cells, where the width of the wound and
the time for its formation was dependent on the central-to-
sheath flow rate of the solution (Fig. 4D and E). Afterwards,
the effect of 2.5 mg ml™" pepsin-HCl was compared to the
effect of 0.5% trypsin-EDTA in the wound formation (Fig. 4F).
Pepsin-HCI was used as an example of gastric contents, as the
gastro-oesophageal reflux disease (GERD), a condition occur-
ring when there is a retrograde flow of stomach contents,
which can on some occasions be inhaled, is said to be corre-
lated to the alveolar microinjuries deriving in fibrosis.'"”® The
authors claimed that there were differences in the wounding
mechanism of the two solutions: cells detached from the
monolayer due to the trypsin solution, whereas they migrated
away from the pepsin-HCL solution, as indicated by the cell
protrusions that were not found in the trypsin-EDTA solution.
Within the framework of a follow-up study, Felder et al. used a
breathing LoC model to assess wound healing.'®* In brief,
wounds were introduced in the alveolar microfluidic models
by scratching monolayers of A549 cells with a pipette tip to
observe healing (Fig. 4G) under different conditions: the pres-
ence or absence of 10%, 0.2 Hz cyclic strain (CS), the addition
of human hepatic growth factors (rhHGF) (0, 1, 10, 100 ng
ml™"), and the addition of 10% FBS as a positive control. They
demonstrated that the administration of rhHGF slightly
improved the condition, whereas the mechanical strain signifi-
cantly impaired wound healing (Fig. 4H). Considering that
fibrosis can occur upon poor healing of microinjuries in the
alveolar epithelium,'® and taking into account that breathing
motions hinder the healing process (Fig. 4H), this suggests
that motion might play a pivotal role during fibrosis initiation
and progression in the lung. Thus, incorporating dynamism in
alveolar models of fibrosis could be a key factor to study
disease progression. Moreover, as the ECM plays an important
role in the activation and progression of the disease, encapsu-
lating cells in hydrogels imitating the ECM of healthy and
fibrotic lung has been researched.”” Given that one of the key
features of fibrosis is tissue stiffening, some researchers have
modulated the hydrogel stiffness to mimic either healthy or
fibrotic tissue.'®® Moreover, the use of decellularized porcine
lung extracellular matrix (lung dECM) offers the opportunity to
mimic mechanical and functional properties of the native
lung. Importantly, this approach is compatible with exogenous
pulmonary cells’®”'°® and enables the generation of alveolar
epithelium (with ATII cells differentiating into ATI cells).'*
Moreover, hydrogels representing the components of healthy
or fibrotic lung have been obtained by employing such lung
dECM derived from healthy or fibrotic tissues.''°
Unfortunately, while these hydrogels with encapsulated cells
provide the necessary mechanical cues, they do not provide an
ALI arrangement or dynamism, two other necessary factors for
achieving effective in vitro lung models. Interestingly, these
dECM hydrogels arranged in an ALI manner have been
explored for healthy lung models by 3D printing,®''! yet there
are no such models available for fibrotic lung. One should also
note that dECM based approaches are prone to suffer from
batch-to-batch variability and provide limited control over
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their mechanical properties. Thus, chemically functionalizing
dECM or combining dECM with tuneable biomaterials could
potentiate their properties, which has been demonstrated
across a wide range of dECM from distinct tissue sources.'*?
Lastly, the lack in dynamism of the above-described 3D-
printed models should be taken into consideration. This chal-
lenge could be addressed via the ever-evolving technology of
4D printing, which contemplates the modification of 3D
printed objects when an external stimulus is applied, resulting
in controlled changes over time.

3D in vitro models of breast cancer lung metastasis

Breast cancer (BC) remains the leading cause of cancer related
mortality in female’s worldwide, with women primarily suc-
cumbing to metastatic outgrowth.'"® Next to bones, lungs rep-
resent the second most common site of BC metastasis."**
Once BC cells start to colonize and actively grow within the
lung, lung function progressively declines but whether or not
and when active outgrowth occurs is highly variable across
subtypes.'**>*'7 Interestingly, recent evidence also indicates
how not only subtype but also changes in lung ECM drive the
activation and outgrowth of metastasized BC cells."'® While
this remains a largely underexplored territory, it provides a
rationale to capture the 3D context in which BC cells are
embedded, to gain a comprehensive understanding of meta-
static growth. In the past, BC lung metastasis has primarily
been studied with in vivo models or reductionist in vitro 2D co-
culture models, but lately more complex 3D bioengineered
models have emerged, and hold promise to address the unmet
need of identifying effective therapeutic strategies.'*®*>
Recently, Kundu and colleagues developed a sophisticated
approach to model BC lung metastasis, based on a synthetic
biomimetic PEG-hydrogel, functionalized with a peptide
mixture to improve adhesion and cell-mediated ECM remodel-
ling.’*® For this purpose, the authors initially identified core
adhesion and cleavable peptides present in healthy human
lung ECM samples (Fig. 5A). A well-defined selection of these
peptides was synthesized and incorporated in a tuneable PEG-
based hydrogel. As a result, the authors presented a 10 wt%
four-arm 10 kDa PEG-maleimide hydrogel with a stiffness of
1.5 + 0.4 kPa, which matches the stiffness of previously
measured porcine lungs (Fig. 5B and C). Initially, the function
of the adhesion peptides was validated using human lung
fibroblasts and BC cells. Later, the synthetic lung ECM served
as a soil to investigate the crosstalk between these two cell
types, identifying the synergistic activating potential they exert
on each other, with Tenasin-C emerging as a relevant driver
within this activation loop (Fig. 5D). Unfortunately, this was
not investigated based on co-encapsulated cells, but rather
based on a single encapsulated cell type exposed to con-
ditioned media from another cell type. Thus, it would be of
interest to extend the complexity of this model, evident on a
biomaterial level, to a cellular level, by co-encapsulating mul-
tiple relevant cell types. Nonetheless, this work sets a great
pipeline to establish a versatile lung inspired biomaterial,
which could be adapted in future work. To understand the
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effect of ECM composition on dormant BC cells, Ovadia and
colleagues established 3D human cultures of distinct meta-
static niches."”® To mimic the different niches, namely bone
marrow, basement membrane and lung, the authors also
relied on tuneable synthetic bioactive PEG-based hydrogels,
capturing main characteristics of the respective local environ-
ments. Specifically, to mimic the lung niche, a 10 wt% four-
arm PEG-thiol with degradable collagen I derived bis-alkene
peptide crosslinker, was functionalized with collagen peptide
sequences, which serve as adhesion sites for cells (Fig. 5E).
This yielded hydrogels with a stiffness of 4.21 + 0.47 kPa,
which, according to the authors, matches the elastic modulus
of lung tissue. Within these hydrogels, different BC cell lines
reflecting different levels of aggressiveness were encapsulated
and maintained a high viability throughout culture periods of
40 days (Fig. 5F). It was then demonstrated that, next to BC
subtype, niche-based hydrogel stiffness dictated whether BC
cells would enter a state of dormancy or display further growth
(Fig. 5G and H). It is important to emphasize that relying
solely on tissue stiffness and a single peptide sequence to
define or limit these niches might not accurately reflect cell be-
havior within their native niche. Especially given that stiffness
and composition within a given niche might be subject to vari-
ation across individuals and over the course of disease.®®"*’
Regardless, these studies have provided valuable insight into
the effect that distinct tissue environments, based on peptides
and mechanical cues, infer on cell behaviour and disease pro-
gression. In line with this, recognizing the relevance of the
dynamic forces BC cells are facing in different microenviron-
ments, Novak et al. established a pleural effusion model that
exposes cells within hydrogels to shear stress (Fig. 5I)."* It
should be noted that pleural effusion of BC occurs as a result
of the spread of BC cells to the pleural space and is considered
to be a severe complication.’”® In order to investigate this,
various BC cell lines were encapsulated in 3% w/v agarose and
rat tail collagen type I based hydrogels, displaying elastic
moduli of 10.36 + 0.08 kPa to mimic the pleural effusion
environment. The hydrogels were subsequently placed in a bio-
reactor, exposing cells to an input fluid velocity of 3.83 mm
s7', yielding a maximum shear stress of 5.41 dynes cm >
experienced by the cells. Intriguingly, under shear stress con-
ditions, BC cells exhibited a changed morphology (Fig. 5J-L),
enhanced proliferation and chemoresistance. These obser-
vations undeniably accentuate the importance of implement-
ing dynamic stimuli in 3D models."* However, to further
amplify their translational value, such models would benefit
from incorporating more advanced bioinspired materials to
provide cells with a more physiological environment.

In summary, the above discussed 3D models of BC lung
metastasis have implemented tuneable bioactive materials that
mimic the ECM of the lung, thereby providing the backbone
and great tools to take on the development of physiologically
more relevant models. While most of these studies made
efforts to create niche specific environments, common short-
comings remain the lack of cellular complexity and a discre-
pancy about the niche’s local mechanical properties. This was
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Fig. 5 (A) Schematic representation of proteomic analysis of healthy human lung, (B) Composition of synthetic lung-mimicking hydrogel and (C)

mechanical characterization of porcine lungs and lung mimicking gels.

(D) Fluorescence images of fibroblasts stained with alpha smooth muscle

actin (a-SMA) and fibroblast activation protein (FAP) encapsulated in lung-mimicking hydrogels exposed to conditioned media (CM) of BC cells (E)
Schematic representation of synthetic basement membrane, bone marrow and lung-mimicking hydrogel for breast cancer cell culture. (F)
Fluorescent images of viability (G) growth and (H) quantification of dormancy score of BC cells after 40 days of culture in synthetic metastatic
niches. (I) Schematic representation and images of the bioreactor to expose breast cancer cells to shear stress mimicking the pleural effusion

environment. (J—L) Images and quantification of morphological changes

upon exposure of BC cell lines to shear stress (A—D) Reproduced with per-

mission from ref. 125 Copyright 2023 John Wiley and Sons (E—H) Reproduced with permission from ref. 126 Copyright 2020 John Wiley and Sons (I-
K) Reproduced with permission from ref. 14 Copyright 2019 John Wiley and Sons.

reflected in the rather big differences in stiffness ranging from
1-10 kPa across these studies, possibly due to distinct
measurement methods and specimen preparation. This aspect
requires careful attention, especially since these and other
studies demonstrated that a difference in hydrogel stiffness
can elicit substantially distinct cellular behaviour
profiles.'?®'?%12% Hence, if the in vitro values do not match the
in vivo values, one might obtain misleading readouts, stressing
the need to accurately characterize the mechanics of the
desired in vivo niches. Likewise, it would also be beneficial, yet
challenging, to include vascular channels in such 3D models
to also recapitulate the shear forces cells experience due to
local fluid flow. Another important consideration is the

This journal is © The Royal Society of Chemistry 2024

inclusion of the cyclic stretch, which cells situated in the lung
experience due to frequent breathing motions. As already dis-
cussed, such dynamics evidently influence cell behaviour and
advanced BC lung metastasis models should aim to capture
these aspects."""* Finally, the characterization of the above-
discussed 3D models is primarily limited to conventional
optical imaging techniques, which pose several constraints.
Thus, in the following sections, we will explore how inorganic
NPs can contribute to the advancement of dynamic 3D lung
models, keeping in mind that the goal is to develop models
that closely resemble reality. Additionally, we will highlight the
advantages offered by NP-based characterization techniques
over conventional approaches.
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Nanoparticles as stimuli responsive
actuators to create dynamic models
and as agents for advanced
characterization techniques

Within the field of bioengineering, NPs have recently gained
increasing attraction as tools to introduce another layer of
complexity into 3D models. Specifically, in response to an
external stimulus, NPs can induce a change in the surrounding
matrix over time, thereby adding the aforementioned fourth
dimension to a given model. To date, various types of in-
organic NPs have been explored in order to obtain mechanical
motions®***>1%1 that could potentially be extrapolated to
emulate breathing motions in lung models and will be further
discussed. Importantly, next to providing stimuli responses,
NPs can also be pivoted to serve as contrast or bio-sensing
agents to characterize such models. This makes NPs particu-
larly relevant for 3D and 4D in vitro modelling, facilitating cap-
turing the complexity of 3D models."*® The following subsec-
tions explore the existing work in this direction, highlighting
the most commonly used NPs. Herein, different types of
in vitro models are discussed, as still few in vitro lung models
have been done.

Nanoparticles to create dynamic 4D in vitro models

In light of the necessity to incorporate dynamism into
different in vitro models, novel biocompatible materials that
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exhibit rapid responsiveness to diverse stimuli have arisen. In
this regard, the combination of stimuli-responsive (bio)
materials (polymers, proteins etc.)'®>'** with inorganic NPs
that can act as actuators has emerged, opening up a whole
new avenue of possibilities.’**™*>” Among the most common
NPs, plasmonic, magnetic, electric or piezoelectric NPs can be
found. The desired NP response can be triggered by applying
an external stimulus according to the NP nature. For example,
plasmonic NPs are activated upon irradiation with an incident
light,"*® whereas magnetic'**'% or piezoelectric NPs'®"'®* are
activated in the presence of a magnetic or electric field,
respectively. When these NPs are embedded in a matrix they
can modify its properties in terms of shape, size or mechanics
among others.'®*™'% The organic matrix, in turn, can also
respond to certain stimuli such as pH changes'®® or tempera-
ture,'®” among others, which in combination can provide the
desired effect. In fact, these kind of hybrid biocompatible poly-
mers combined with NPs have been extensively used for the
creation of drug delivery systems,"®® and are now starting to be
utilized for generating stimuli-responsive movement/shape
changes,"**>%%7° which can be employed to incorporate dyna-
mism into in vitro models. Table 2 summarises the features of
the three most common inorganic NPs incorporated in hybrid
materials and in in vitro models, compatible with different
imaging techniques.

Along those lines of research, the concept of 4D printing
has also started to gain more significance and has triggered
studies dedicated to the design of smart bioinks implementing

Table 2 Features of the most common used NPs: magnetic, piezoelectric and plasmonic NPs

Nanoparticles Magnetic Piezoelectric Plasmonic
Materials Iron Oxide NPs(Fe,O3/Fe;0,) Barium titanate, boron nitride Gold NPs (AuNPs)
nanotubes, lead zirconate titanate,
zinc oxide NPs
Properties Response to magnetic fields Activation under electrical and/or Localized surface plasmon resonance
mechanical stimuli (LSPR), excitation upon incidence with a
given wavelength light source
Effect » Mechanical response (movement, Generation of electric response upon « Generation of localized heating-upon light
folding) in presence of magnetic field. mechanic stimulation or vice versa irradiation (photothermia)
« Heat: hyperthermia « Controllable contraction-expansion
movements
« High electrical conductivity.
« Ultrasensitive sensors
Characterization Contrast agents in Magnetic Resonance Contrast agents in ultrasound Contrast agents in Surface Enhanced
function Imaging (MRI) and Magnetic Particle imaging Raman Spectroscopy (SERS) and Computer
Imaging (MPI) Tomography (CT) imaging
Applications Cancer treatment (magnetic Neuromodulation, cardiac tissue Cancer treatment (photothermal therapy),
hyperthermia), osteogenic differentiation, maturation, cancer treatment, dynamic in vitro tissue models, SERS
drug carriers, MRI and MPI imaging ultrasound imaging imaging and detection of metabolites
Advantages Relatively cheap material Wireless electric activation Highly efficient
Good biocompatibility (ultrasound) Very localized heating
Fast responses
Disadvantages High concentrations of NPs are required ~ Optimization of NP is required A laser is needed to activate them
Difficulties optimizing heating efficiency =~ Generally combined with Adjustment of the plasmon band and
piezoelectric polymers to achieve incident light wavelength
good efficiency
Heating control required to either surpass
or avoid exceeding the physiological
temperature
References 30, 33 and 130-136 137-142 30, 34 and 143-150
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such NPs. Up until now, most examples of these 4D printed
materials have appeared in the field of electronics or soft
robotics. For instance, Jang et al."*>' 3D-printed biocompatible
and biodegradable gripper-shaped hydrogels composed of
chitosan and citric acid-coated superparamagnetic iron oxide
NPs (SPIONs). Upon subjecting the magneto- and electro-
active hydrogels to an electric field, the grippers closed
(Fig. 6A and B), and re-opened upon applying the contrary
electric field. The speed of opening and closing motions
varied by applying different electric fields (Fig. 6C).
Additionally, they could be transported under the influence of
a magnetic field, thereby providing a proof-of-concept for
gripping and transporting drugs or other molecules of
interest. Hybrid 4D materials including NPs have also
been employed for stimulating cell differentiation or
tissue healing."”" In this context, magnetic'** and piezo-
electric’?”1*%141 NPs have primarily been used. As the latter
can trigger a mechanical response upon electrical stimulation
and vice versa, ultrasound (US) is a widely used mechanical
stimulus to activate them, generating an electrical
response.”” For instance, Li et al'*" developed silk fibroin
(SF) hydrogels with polydopamine (PDA)-coated barium tita-
nium oxide (BaTiO3) NPs for spinal cord injury (SCI) regener-
ation. The materials with or without NPs were biocompatible,
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with mechanical properties matching the in vivo properties of
the spinal cord (0.9-3 kPa)."”? Strikingly, in hydrogels with
NPs, but not in hydrogels without NPs, the application of US
triggered an increase in markers implicated in the differen-
tiation of neural stem cells. In line with this, implanting these
materials in vivo in a SCI rat model, demonstrated that the
combination of piezoelectric NPs with US stimulation yields a
superior neural regeneration.

Interesting studies outside the scope of lung modelling
have laid down additional NP-based strategies that could
potentially be adapted to introduce dynamism into lung
models. In this regard, the combination of plasmonic NPs'*®
with thermoresponsive materials'®”'”® poses a feasible
approach, as evidenced in numerous investigations.> 4147174
Plasmonic NPs, such as commonly used silver (Ag) or gold
(Au) NPs, can be excited by applying a resonant light
irradiation, generating an extremely rapid and localized
heating and cooling,”*'”® resulting in changes within the
matrices they are embedded in, as long as they are thermosen-
sitive. Anisotropic AuNPs presenting localized surface plasmon
resonances (LSPRs) in the first biological window of the elec-
tromagnetic spectrum, are excellent candidates to be used as
such bio-nanoheaters, as they allow the use of non-cytotoxic
near-infrared (NIR) light sources with high penetrative abilities

Magnetic/pizoelectric materials
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A D
Electrode
0s 3V/em Initialangle  Changed angle
F
N — S 9”
60s (4) 70
-®-2V/cm
L 60 -#-2.5v/cm

-®-3V/em
-*-4V/cm

180s )

Bending angle (degree)
8 8

(=) % 50 100 150 200
Time (s)

i1mM 0.5mM OmM

——Control

200 400 600
Time (s)

800 1000

Contracted

1cm
—

Expanded

Contracted

Fig. 6 Stimuli-responsive hydrogels with embedded NPs. (A—-C) 4D-printed, magnetically and electrically responsive, gripper-shaped chitosan
hydrogels with citric acid-coated SPIONs. (A) Schematic representation of gripping motion under an electric field. (B—C) Bending of the hydrogel
over time after applying different electric fields. (D—G) 4D-printed, thermoresponsive PNIPAM-PEGDA hydrogels with plasmonic AuNRs. (D and E)
Heating of hydrogel discs upon 808 nm laser irradiation at 1 W/cm?, dependent on the concentration of AuNRs (measured as [Au®] concentration by
Uv-vis). (F) Contracted and expanded states of hydrogel discs and extrusion-printed cylinders at temperatures above and below the LCST. (G) SEM
images of contracted and expanded hydrogels. Scale bars: 40 pm. (A—C) Reproduced with permission from ref. 151 Copyright 2023 Elsevier (D-G)
Reproduced with permission from ref. 34 Copyright 2023 Royal Society of Chemistry.
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in tissues."*"'7® In fact, the LSPR of AuNPs can be modified by
tuning the shape, size or surface, which, apart from heating
capabilities, can also improve conductivity in in vitro
models,'*® or serve as in situ sensors.'**'*> With the aim of
generating contractions and expansions similar to those of the
heartbeat, Aizarna-Lopetegui et al?* generated a 4D-printed
stimuli-responsive cylindrical artery model via extrusion print-
ing (Fig. 6D-G), combining thermoresponsive materials and
AuNPs. They incorporated plasmonic gold nanorods (AuNRs)
in a biocompatible polymer mixture containing poly(N-iso-
propylamide) (pNIPAM) and polyethylene diacrylate (PEGDA)
to fabricate the external layer of the artery. Being a thermo-
responsive polymer, pNIPAM possesses a lower critical solu-
tion temperature (LCST) around 32 °C and can be tuned to
more physiological conditions (37-38 ©°C)."”” Importantly,
below the LCST, pNIPAM is hydrophilic and swollen, but when
transitioning the temperature above the LCST, pNIPAM
becomes hydrophobic, releases the entrapped water and con-
tracts. When the temperature decreases, it re-gains hydrophili-
city and swells. The authors irradiated gel mixtures with
different AuNRs concentrations (0.25, 0.5, 0.75 and 1 mM
[Au’]) with a NIR (808 nm) laser at 1 W cm ™2, monitoring the
temperature change (AT) (Fig. 6D and E), selecting 0.5 mM
[Au°] as the best candidate, and subsequently studied its
expansion/contraction capability (Fig. 6F). Differences between
the expanded and contracted state of the hydrogel were also
visible by SEM microscopy (Fig. 6G). The authors then pro-
ceeded to demonstrate as a proof of concept that due to the
incorporation of AuNRs, which can be rapidly irradiated using
a cyclic laser, the pulsatile motions of an artery could be
mimicked. An inner layer of the artery was also 3D-printed,
consisting of smooth muscle cells (SMCs) embedded in
Matrigel with a monolayer of endothelial cells (ECs) on top.
Afterwards the biocompatibility of the model for both cell
types was validated and more importantly, it was shown that
AuNRs-NIR-induced pulsed irradiation led to cyclic contrac-
tion, generating the expression of mechanoresponsive
mesenchymal activation gene signatures associated with
microenvironmental physical cues.

To summarize, NP-based 4D printing for in vitro tissue
modelling is still in its infancy, and to our knowledge, cur-
rently no studies have been conducted in the field related to
3D lung in vitro models. Nonetheless, the herein discussed evi-
dence suggests that by developing stimuli responsive materials
which can respond to stimuli generated by NPs, different
dynamic motions and responses can be produced, which
could be translated to lung in vitro models.

Nanoparticle-based characterization of in vitro lung models

As previously mentioned, the majority of research regarding
NPs in the context of in vitro lung models is in relation to their
toxicity or potential as therapeutics.'”®®" While the use of
NPs as contrast agents is quite common in in vivo
studies,'®*'%* few studies recognize their utility as agents to
characterize and functionalize lung in vitro 3D models.
Characterizing these models and evaluating the effect of
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different therapeutics is particularly challenging given their
complex architecture, which can pose penetration depth limits
and hamper the diffusion of labels, antibodies or dyes, and
the ability to follow their evolution over time. In addition,
these strategies often involve invasive procedures. Commonly
used fluorescence-based methods can suffer from photo-
bleaching, limited multiplexing capacity and auto-fluo-
rescence.”™ Thus, to overcome these issues, NPs can be
exploited for instance as optical probes with better photo-
stability and low toxicity, thereby making them attractive tools
compatible with live cell imaging.'®™"%” Especially plasmonic
AuNPs find popularity as optical enhancing agents, given their
easy surface modification, chemical stability as well as biocom-
patibility, and have found applications across numerous
in vitro lung studies.'®®'°' They provide contrast, in the
context of surface enhanced Raman spectroscopy (SERS)
imaging, a sensitive, label-free, non-invasive characterization
technique,'® as well as in computer tomography (CT).'**
Importantly, they can be combined with fluorescent
imaging'®® or additional techniques. Fluorescent NPs that
avoid spectral overlap, such as quantum dots'®*'> or carbon
dots'®® harbor great potential and are compatible with mag-
netic resonance imaging (MRI) techniques, when doped with
specific elements such Gd(m).'”” Alternatively, magnetic NPs
can be used as contrast agents, offering non-invasive deep
imaging with low background signal generation not only for
MRI™® but also for magnetic particle imaging (MPI)."*
Moreover, they can be combined with gold™"?*% or with
nuclear imaging agents to be analysed with positron emission
tomography (PET)"*° or photon emission computed tomogra-
phy (SPECT).>** The possibility to perform multimodal
imaging is of high relevance to obtain complementary infor-
mation. While these techniques are already standardized for
lung in vivo studies,"*®*°* they start to appear in in vitro 3D
studies,***® and are expected to gain more presence in the
near future.

Along those lines of evidence, within the scope of lung
in vitro studies NPs have been implemented as biochemical
sensors to study different lung diseases and track a variety of
cellular analytes. This can be achieved by functionalizing NPs
with molecules that are for instance sensitive to a desired
metabolite, enabling non-invasive monitoring of metabolic
changes as evidenced in the following 3D lung models. Based
on this concept, and as performed before for an in vitro breast
cancer model,"***** Eom et al. have developed multifunctional
alveolar scaffolds coated with AuNPs, to monitor real time
alveolar cell responses.'®® The backbone of the scaffolds was
based on nickel foam with integrated electroactive metal-
organic framework crystals and AuNPs, functionalized with
hyaluronic acid and seeded with A549 cells (alveolar epithelial
cells) (Fig. 7A). The AuNP coating enabled the monitoring of
distinct cellular responses to different toxicants based on
changes in cellular components resulting in different Raman
spectra (Fig. 7B and C). More specifically, secreted molecules
(i.e., DNA bases, tryptophan, phenylalanine) from cells
exposed to a given toxicant were reflected in specific Raman
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intensity changes across the spectra. Based on that, the
authors could identify and distinguish phases and forms of
cell death. This approach evidently emphasized the compelling
capacity of SERS to assess dynamic changes in a complex 3D
lung in vitro model. Likewise, within the framework of an
airway organoid study, Skinner and colleagues utilized SERS
probes as microsensors to track pH changes within the orga-
noid lumen and ECM (Fig. 7D-G)."®® These microsensors were
composed of solid polymer cores with surface immobilized
AuNPs, functionalized with 4-meraptobenzoic acid, which
served as pH sensitive reporters (Fig. 7D). In order to track
luminal pH in a non-invasive manner, these SERS probes were
added prior to organoid assembly, resulting in their incorpor-
ation into the organoid lumen (Fig. 7E). This enabled the
tracking of pH differences inside and outside of the organoid
lumen, further demonstrating the broad spectrum of analytes
that NPs can reliably detect with high sensitivity (Fig. 7F and

This journal is © The Royal Society of Chemistry 2024

G). Yet another study, albeit not based on 3D models, demon-
strated the utility of SERS probes as tools to distinguish the
segregation of lung resident mesenchymal stem cells (LR-MSC)
into different subtypes.'®® More specifically, to accomplish
this the authors used intracellular TAT-peptide conjugated Au
Nanostar (AuNS) SERS probes (Fig. 7H-]). Beyond the distinc-
tion of undifferentiated and differentiated LR-MSC, these
probes also enabled the monitoring of changes occurring
during the differentiation process itself (Fig. 7H and I). In
light of the inherent difficulty of standard techniques discrimi-
nating closely related cellular phenotypes, these results
provide a powerful rational for NPs as a highly beneficial tool
in stem-cell research. In a subsequent study, the authors used
the same TAT-functionalized AuNS probes to characterize the
epithelial to mesenchymal transition (EMT) of alveolar type II
cells (Fig. 7])."°" Given the EMT process is known to be
involved in fibrosis as well as cancer metastasis, this provides
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an attractive strategy to adapt this technique to 3D lung
models."7%18°

To summarize, NPs harbor an underappreciated potential
to greatly advance the characterization of complex 3D lung
models. The above discussed studies provide evidence that NP-
based assays can tackle challenging concepts such as probing
biochemical analytes of complex cellular structures, but also
provide an accurate and sensitive tool to facilitate cell tracking.
Thus, NPs embody a highly adaptable and attractive tool to
assess a broad range of analytes in a non-invasive, sensitive,
and rapid manner. Moreover, emerging evidence beyond the
scope of lung models highlights the potential of clinically rele-
vant NPs-based contrast agents for multimodal imaging tech-
niques, with implacable safety and imaging profiles.
Nonetheless, it should be acknowledged that this requires
highly specialized expertise and toolsets, which are not necess-
arily accessible within standard laboratories.

Conclusion and perspectives

The persisting need to gain a better understanding and
develop improved therapies for pulmonary diseases has trig-
gered researchers to take on novel approaches to establish
physiologically relevant in vitro models. An ever-growing body
of evidence emphasizes the relevance of incorporating phys-
iological features, such as an ALI, mechanical forces that
mimic breathing motions, the spatial cellular organization
and the implementation of niche like ECM in 3D models of
the lung. In this context, LoC as well as 3D printing have
been shown to be suitable strategies to accomplish this.
While LoC models have demonstrated how mimicking the
ALI and including mechanical forces evidently change cell
behaviour, 3D printing approaches established an in vivo like
cellular architecture within lung inspired ECMs. These find-
ings indicate the importance of combining different
approaches to obtain functional 3D in vitro lung models.
Importantly, bioinspired materials that reflect tissue compo-
sition on a cellular and extracellular level should be at the
core of such translational 3D models. However, it remains
challenging to establish consensus on certain tissue charac-
teristics, such as stiffness and composition since this
requires standardized measurement procedures. Especially
within the lung such readouts can vary based on method-
ology as well as anatomical locations, which reflect distinct
functions and hence distinct compositions.”?*>*°® This in
turn requires a certain toolset as well as expertise and speci-
mens to obtain this information, all of which are not easily
accessible. Thus, public tissue data bases should be
expanded and developed to serve as a reliable source of infor-
mation that can be implemented in the model design. While
advances in single cell sequencing and proteomics enabled
the establishment of cellular atlases®*2°” as well as the eluci-
dation of ECM composition of human lung,?**?*% equivalent
resources on relevant tissue biophysical characteristics are
required to further fill this gap.
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The above-discussed literature highlights the multiple
levels at which NPs can and should be implemented to acceler-
ate dynamic 3D and 4D modelling of respiratory diseases.
Currently dynamic in vitro models of lung heavily rely on exter-
nal stimulation based on bioreactor set-ups.'*7*87:8%10% Ag
already described, such set-ups can complicate and limit read-
outs and monitoring. In this regard it has been demonstrated
how NPs can generate local biophysical forces, which could in
future studies facilitate the recapitulation of the in vivo breath-
ing-induced cyclic stretch via the combination of stimuli
responsive (bio-)materials combined with plasmonic, mag-
netic, conductive or additional NPs that can act as multi-
responsive actuators. Still research should be done in terms of
NPs concentration, generated response, adequation of speed
and mechanic motions, biocompatibility with stem cells,
among others. Nonetheless, promising results obtained so far
indicate that it could be a favourable approach.

In addition, NPs have been demonstrated to serve as multi-
modal agents to characterize such complex model setups. In
this context, NP-based bioimaging and biosensing has found
versatile applications across a broad spectrum of analytes,
which circumvent shortcomings of conventional modalities in
2D as well as 3D models. Along those lines of evidence, they
have been proven to accurately report pH changes, informative
spectra of real time cell responses, distinct cell states as well as
to track and distinguish between closely related cell populations
in a highly sensitive manner. However, despite this large body
of evidence, their potential remains underappreciated in the
context of in vitro lung models, possibly due to fact that these
modalities are still in their infancy and require a certain level of
expertise. Regardless, even more defined 3D lung in vitro
models should be pursued, combining multiple of the herein
discussed physiological features in order to amplify their clini-
cal value and to study unresolved medical questions related to
diseases affecting a significant portion of the population, such
a pulmonary fibrosis or breast cancer lung metastasis, among
others. For this purpose, we highly encourage future studies to
consider the implementation of NPs to complement the devel-
opment of such dynamic in vitro lung complex models.
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