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Bone related disorders are highly prevalent, and many of these pathologies still do not have curative and
definitive treatment methods. This is due to a complex interplay of multiple factors, such as the crosstalk
between different tissues and cellular components, all of which are affected by microenvironmental
factors. Moreover, these bone pathologies are specific, and current treatment results vary from patient to
patient owing to their intrinsic biological variability. Current approaches in drug development to deliver
new drug candidates against common bone disorders, such as standard two-dimensional (2D) cell culture
and animal-based studies, are now being replaced by more relevant diseases modelling, such as three-
dimension (3D) cell culture and primary cells under human-focused microphysiological systems (MPS) that
can resemble human physiology by mimicking 3D tissue organization and cell microenvironmental cues. In
this review, various technological advancements for in vitro bone modeling are discussed, highlighting the
progress in biomaterials used as extracellular matrices, stem cell biology, and primary cell culture
techniques. With emphasis on examples of modeling healthy and disease-associated bone tissues, this
tutorial review aims to survey current approaches of up-to-date bone-on-chips through MPS technology,
with special emphasis on the scaffold and chip capabilities for mimicking the bone extracellular matrix as
Received 12th September 2024, this is the key environment generated for cell crosstalk and interaction. The relevant bone models are
Accepted 24th December 2024 studied with critical analysis of the methods employed, aiming to serve as a tool for designing new and
DOI: 10.1039/d4c00762j translational approaches. Additionally, the features reported in these state-of-the-art studies will be useful
for modeling bone pathophysiology, guiding future improvements in personalized bone models that can
rsc.li/loc accelerate drug discovery and clinical translation.

1. Introduction

Bone disorders are prevalent worldwide, and a vast majority
of them still lack an ideal therapeutic treatment. Frequently,
the elderly population experiences considerable pain and
some degree of disability, whereas many younger people are
often affected by injury-related bone disorders. A recent
report estimated that 1.71 billion people have a
musculoskeletal condition in the world, such as bone cancer
and osteoporosis, among many others." For example, &
osteoporosis alone is affecting more than 200 million people, g
causing some degree of disability and predisposition to Y

fractures, overall contributing to the global need for . =
rehabilitation. Moreover, due the permanent crosstalk of &

bone with different cells, tissues, and organs, inevitably the ol

presence of bone-related conditions may increase the clinical Francisco Verdugo-Avello
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risk of developing associated cardiovascular and/or mental
diseases.” Most of these bone disorders are still treated with
suboptimal therapies, and many only have dietary
supplement indications or endless treatment ladders (e.g. by
anti-inflammatory drugs) that do not effectively target the
root cause of the disease, but merely its symptoms.*

Bone tumours and metastases are major sources of
human suffering, for which treatments are still suboptimal.
One cause of insufficient therapeutic efficacy is the
interpersonal biological variability, which is in stark contrast
with the therapeutic design focused on a standard or average
patient.” Nowadays, it is known that bone homeostasis
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maintained by the cellular component is altered by the
interactions produced by cancer cells, which is usually
evidenced by an overexpression of cytokines that stimulate
bone resorption, e.g., RANK/RANKL/OPG cascade in advanced
breast cancer.® Tumour-bone interactions play a
fundamental role in therapeutic design, but the crosstalk
between cell components varies between patients with the
same disease. Remodelling can be affected by various
mechanical and molecular stimuli because of ethnic
differences, aging, menopause, type and duration of their
typical physical activity determine variations in response to
different drugs.® Additionally, in some cases, such as in
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advanced breast cancer with bone metastases, there is an
epithelial to mesenchymal cell transformation with multiple
genetic mutations since the first anatomy-pathology
diagnosis (i.e., Goldie-Coldman hypothesis), causing patient-
dependent tumour heterogeneity.” The variability between
patients influences the prognosis of cancer; therefore, it is
mandatory to adapt therapies to the individual characteristics
of patient to improve the overall effectiveness.

In the drug development process, more than half of all
drugs fail phase II and phase III clinical trials due to lack of
efficacy, and about another third fail due to biosafety issues,
with an average investment ranging from $161 million to
$4.54 billion, and between $944 million and $4.54 billion for
anticancer drugs.'® The biotech industry has improved
several techniques once the effectiveness of a new compound
has been demonstrated in vivo, generally with rodent
models;™** however it is difficult to homologate the same
action in patients due to the variability in the intracellular
pathways of the second messenger, as well as drastically
different immunological responses in rodents compared to
humans.'®'” Existing high-throughput screening (HTS)
techniques are mainly based on monolayer cell cultures (2D),
which significantly differ from the three-dimensional (3D)
human extracellular matrix."®® 2D biochemical and gene
expression assays do not achieve adequate predictions when
they are employed on the function of genes at the posterior
level of a tissue or organ."® The need to improve current
methods of developing drugs against bone diseases, such as
bone tumours and metastases, is imperative, as current
in vivo and in vitro models have not demonstrated the
necessary effectiveness and reproducibility validation."*"”

Innovative cell and tissue-based platform systems that can
better resemble human physiological behaviour coupled with
emerging assay technologies have resulted in improved
models that can change the drug discovery/development
process. The simultaneous employment of patient-derived
cells, 3D cell culture models, bioprinting, microfluidic devices
and automation can bring new chances for succeeding in drug
discovery associated with bone diseases.'® Although a starting
point for developing innovative bone models is the selection
of scaffold(s) for the 3D cell culture that can resemble the
native extracellular matrix (ECM) of the bone tissue, alongside
the system that can provide the mechanobiological
environment that imitates the biomechanical stimuli present
in the bone. The present review aims to provide state-of-the-
art summary about existing bone models focused on
microphysiological systems (MPS) and to describe strategies
to design large-scale assays for mimicking bone environment
for studying the influence of novel diagnostic/therapeutic
candidates to treat different bone diseases.

2. Bone tissue structure and physiology

Bone is a connective tissue derived from two primary germ
layers of the embryonic development. The craniofacial vault
and face are derived from the neural crest of the ectoderm and
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the remaining long bones come from the mesoderm, which
results in meaningful differences in their formation and
mineralization processes in the presence (long bones) or
absence (craniofacial) of a transitional cartilage template. Bone
tissue is characterized by the presence of a highly hierarchical
structure composed of assemblies of organic protein and
mineralized matrix of mainly type I collagen with a mineral
phase of calcium phosphate-based hydroxyapatite (HA)
crystals.” The composition of different matrices and their
anatomical structure vary depending on skeletal site, age, sex,
physiological function and mechanical loading® due to the
fact that it has an adaptation capacity modelled by its
mechanical environment that causes a fluctuating reordering
of its internal basic building blocks®! or as unit parts of the
hierarchy, e.g., osteon (Fig. 1A). Bone ECM is composed of an
organic matrix (30% of bone-dry mass approx.) mainly
containing type I collagen fibres (90% of the organic matrix
approx.), which forms an interlinked architecture that gives
bone its strength and resistance.'” The non-collagenous
proteins include osteocalcin, osteonectin, osteopontin, and
bone sialoprotein, allowing the junction of minerals,
orchestrating bone mineralization, and regulating bone cell
activity in general. Proteoglycans, which are other key
components, retain water within the matrix and contribute to
the bone's compressive strength and elasticity. Most bone dry
mass is composed of an inorganic matrix (70% of bone mass
approx.) containing HA crystals that are calcium phosphate
(Ca;p(PO,)s(OH),) minerals, which provide compressive
strength and hardness to bone. Other ions such as magnesium,
fluoride, and carbonate also contribute to the bone matrix,
influencing properties such as strength and density."’

Bone has two main histological matrix division separated
by function, while the cancellous bone is less compact and
with irregular shapes containing bone marrow and
progenitor cells. Cortical bone has higher mechanical
properties and it is responsible for body support due to its
mechanical arrangement, which allows to support certain
amounts of stiffness. This produces high variations in
elasticity modulus and ultimate strength (strength in the
range of 5.3-193 MPa and elasticity in the range of 0.4-17
MPa).>*?® Trabecular bone is found inside cortical areas and
its functional unit is the trabecula that aligns according to
mechanical load.”” The marrow is also located within cortical
areas; it is highly vascularised and composed of yellow
inactive fat marrow and red active hematopoietic marrow
that provides stem cell populations for hematopoietic,
stromal (connective tissue) and endothelial purposes.>®

The outer surface of cortical bone is covered by the
periosteum, an innervated and vascularized fibrous
membrane, and the inner face is covered by the endosteum
that faces the bone marrow. Bone tissue basic functional unit
is the osteon, i.e., Haversian system, a structure between 100
and 200 mm (ref. 19 and 27) oriented in a “fractal-like”
arrangement of many layers of concentric lamella (3-7 um
thick) that surrounds resident cell osteocytes (90% of total
bone cells and about 25000 osteocytes per mm? of cortical

This journal is © The Royal Society of Chemistry 2025
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bone) (Fig. 1A). Osteocytes are bone resident cells that are
interconnected by canals, i.e., canaliculi. These cells can live
up to 25 years and oversee ECM mineral regulation. The
circular fashion of secondary (remodelled) osteons, about 50
to 90 um in diameter, are in the order of blood vessel
disposition that are located concentrically to a central
vascular channel. This nutrient supply is complemented by
the Volkmann channels that interconnect the main vessels.>"
The osteon (Fig. 1C) in a single case of a single section of
cortical bone has areas within that are highly variable,*® and
Haversian canal sizes are much more variable than osteon
size, though several measurements in humans
estimated a diameter from 200 to 260 um.>°

In the hierarchy of bone (Fig. 1A), the building blocks start
at the nanoscale with mineralized collagen fibrils (100 nm in
diameter and 5-10 um in length).*'?* These fibrils are
composed of several collagen molecules that self-assemble
into ordered fibrils to be later covered and compiled between
each other with HA crystals (thickness of 1.5-4.5 nm),
causing the growth and mineralization of fibrils in a
“repeated and staggered pattern”.*™*> The osteon
arrangement of building blocks at different length scales
forms a hierarchical structure that controls its mechanical
properties*>**** and is correlated with different mechanisms
of fracture resistance: bone nanostructure allows molecular
uncoiling of collagen molecules, mineralized collagen fibrils

have

This journal is © The Royal Society of Chemistry 2025

Compact

View Article Online

Tutorial review

Haversian

Spongy 3
4= canal

bone A

Medullary
canal

Volkmann

bone

Bone tissue

DAPI Bone protein  Actin

Fig. 1 Schematic of bone architecture and current bone biofabrication capabilities, showing lateral and transversal views and depicting required
arrangement that can be replicated by scaffolds and biomaterial engineering. A. Levels of hierarchy of bone tissue. Created with https://
BioRender.com. B. Nanoscale spatial resolution of synchrotron imaging of bone and imaging 3D reconstruction for lacunocanalicular network in a
three dimensional analysis.?? © 2021 John Wiley & sons, Inc. C. Bone biofabrication by bioprinting of polycaprolactone bioink with a scaffold
design of osteon-mimetic including bone marrow and endothelial cells in the process and confirmed of cell-laden protein-derived matrix
deposition of osteopontin, Runx-2 and VE-cadherin.?®

sliding to provide collagen fibres bridging, and at the micro-
scale, ligament bridging and crack deflection twist by osteons
in the osteo/matrix interface.”®

Bone has a well-known self-repair capacity that is efficient
in the removal and replacement of damaged materials®>*®
due to its cellular content in a period that lasts 120-200 days
in the case of cortical bone.>” The cell sources in bone are
osteoprogenitor cells, osteoblasts, osteoclast and osteocytes.*®
The mineral matrix surrounds the osteocytes cells, while
osteoblasts and osteoclasts are in zones of bone remodelling
that allows structural adaptation to functional external
requirements and repair.’"**>*® The osteoblasts are derived
from mesenchymal stem cells (MSCs) or precursors and
responsible for mineralized matrix deposition. Once
surrounded by the matrix, they become osteocytes in a space
call “lacunae”. The “damaged or old” bone removal is
maintained by multinucleated cell hematopoietic precursor-
derived osteoclasts with mineralized bone resorption.* All
these cell sources maintain bone homeostasis by active
crosstalk regulated by two proteins, the receptor activator for
nuclear factor kB ligand (RANKL) and osteoprotegerin
(OPG).*® The dynamic process of remodelling, orchestrated by
the cell components, changes depending on the mechanical
load induced by strain and interstitial fluid flow,*" which
cause the hierarchical growth of the microstructure adaptable
for optimizing its structure under specific functions.”***

Lab Chip, 2025, 25, 806-836 | 809
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Bone ECM has been increasingly more important subject
to active research since 1950. In the last decade, this has
come for its relevance in the fields of tissue regeneration and
disease modelling, which employ novel biomimetic designing
and biofabrication strategies (Fig. 1C).>* The different states
of bone make it a dynamic tissue with several different
features depending on personal characteristics and disease.
The bone matrix is a dynamic tissue able to produce different
types of bone structures with modifications in cortical and
medullar length, mineral, cell density and biological activity
phases depending on environmental and individual
characteristics. With the aging process, the changes in the
bone ECM cause and maintain several diseases with deep
local implications that can cause fragility and bone fractures,
with high association between femoral fracture and age.*>™°
Moreover, there are several common bone pathologies
that have reported ECM changes with clinical implication
(Table 1), such as the case of secondary bone metastasis from
breast and prostate cancer that are usually characterized by
an altered and increased state of bone remodelling process

46-60

Table 1 Specific signs and ECM characteristics of different bone diseases
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with bone loss replaced by malignant tumour cells increasing
the chances of pathological fractures.

3. In vitro bone models

Cells and tissues can be studied for tissue regeneration,
precision medicine and novel biomarkers to acquire new and
improved preclinical models that resemble human biology.
The reproducibility of in vitro models by tissue engineering is
a major advance that may enable improved success rate in
pharmaceutical development and in vitro diagnostics.®'™®
Hence, the selected cell source should behave as in the
human body, and it is necessary to provide the appropriate
mechanical cues from the ECM for accomplishing critical
reproducibility of the in vivo experiments. In the 1980s,
Bissell's group established the importance of ECM
components in cell behaviour,®® and nowadays, it is well-
known that 3D cell culture mimics tissue in a way that is
much more representative of the in vivo environment than
traditional 2D cultures.®>®® Although the standard method is

Disease Description ECM characteristics Ref.
Osteopenia Low bone mass and low bone mineral density The intracortical porosity is increased with age, and 45, 46
Higher risk of developing osteoporosis advanced age is strongly correlated with decreased osteocyte
lacunar density (less osteocyte cells)
Osteoporosis  Skeletal disorder characterized by compromised bone The trabecular bone matrix mineralization is reduced; there 47-50
strength, leading to an increased risk of fracture are alterations in collagen alignment
Bone mass reduction and alteration of bone architecture Increasing age causes a decrease in the total protein
phosphorylation levels, 20% approx. for bone matrix
proteins and approximately 30% for osteopontin
Reduction of bone matrix with thinner trabecular areas,
microfissures, enlargement of medullary spaces of the bone
and increased adipose degeneration of the marrow
Osteogenesis  The “brittle bone disease”, genetic disorder characterized Mineralization is increased, although there is an altered 51-54
imperfecta by a decreased bone density with increased risk of bone ~ bone ECM formation and structure. Lamellae are present
fractures with irregular organization and a mesh-like appearance
Mutations in the COL1A1 or COL1A2 genes are associated There are significantly smaller, highly packed, and
with abnormality in the synthesis and/or processing of disoriented apatite crystals
type I collagen, as in the bone architecture ECM with lower stiffness and elasticity
Histopathology shows a high increase in cortical porosity,
canal diameter, and connectivity
Osteosarcoma Neoplastic transformation of bone cells. Commonly, ECM transformation with a robust ECM with pathogenic 55-57
osteoblastic-derived subtype osteoid matrix
These lead to decreased bone strength and can cause The osteosarcoma ECM is a scaffold for rapid tumor
pathological fracture by minor trauma progression, rapid bone resorption and deposition
Presents a disorganized alignment and increased isotropy in
porosity and collagen fibers
Many ECM proteins, such as collagens I, III, IV and V,
fibronectin and laminin. Other proteoglycans are increased
in the ECM
Secondary Depending on the primary tumour, e.g., breast and There is a skeletal phenotype of disorganized collagen 59, 60
bone prostate microarchitecture, abnormal arrangement of osteoblasts
metastasis and apatite crystals

Commonly lead to sudden noticeable new pain and may

lead to predisposition to bone fractures

810 | Lab Chip, 2025, 25, 806-836

Increased osteolytic activity produced by secondary tumors
cause an accelerated bone turnover with less stiffness (14%
lower Young's modulus) and more brittleness than normal
lamellar bone

This journal is © The Royal Society of Chemistry 2025
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still the most widely used for HTS assays, 3D cell culture is
increasingly being employed.®”””® Protocols involving 3D cell
culture allow the formation of multicellular tissues with
better cell-cell and cell-ECM interactions that can mimic the
physiological processes of tissue expansion, function, and
differentiation. The use of 3D cell models for the study of
disease progression in vitro is particularly useful when there
are abnormal tissue organizations with changes in the ECM
composition (e.g., fibrosis, solid cancers or osteoporosis).”*”?
For example, there are major morphological changes that
occur when cells (both primary and cell lines) are cultured
in 2D vs. 3D’* and when different 3D scaffolds are used
for imitating the extracellular matrix. These can result in
molecular pathways modified with impact on
osteoconductivity and mineralization capacity.””

An ideal 3D cell culture model is the one that generates a
physiological and/or pathophysiological microenvironment of
a specific tissue tuned to a specific disease and thus enables
cells to proliferate, aggregate and differentiate in a niche-
specific manner. These 3D models enable cell-cell-ECM
interactions, granting a specific rigidity with gradients of
oxygen, nutrients, and metabolic waste typical of the tissue to
be studied.”® When scaffold-free “spheroid” organizations are
used (Fig. 2), they do not meet the criteria of an ECM without
mimicking cell and tissue-specific polarity, but they can
develop metabolic gradients that create heterogeneous cell
populations with cell-to-cell interactions, and they are easier
to produce and handle for HTS. This easy-handling approach
has been employed for bone developmental studies and
bone healing,”””® especially when human umbilical vein
endothelial cells (HUVEC) are used in a co-culture
setting,”*"®* demonstrating a useful platform for replicating
physiological processes. Unlike 3D models with scaffolds or
“organoids” that better mimic in vivo conditions thanks to
the use of a biomaterial or scaffold where cells are
encapsulated, an adequate microenvironment for their
polarity, migration, growth, and interaction can be provided
to achieve mini-organs or mini-tissues (Fig. 2).

several

2D
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For years, 3D cell culture focused on using hydrogels
derived from basement membrane extractions of animal
origin (e.g., Matrigel derived from Engelbreth-Holm-Swarm
mouse sarcoma cells), permitting the growth of cells that
are otherwise difficult to culture, such as primary cells.
Although they have relatively stable properties, they have
highly variable batch-to-batch composition, making the
reproducibility of assays difficult and often unstable.®® To
overcome this obstacle, synthetic biomaterials have been
proposed as a solution for accurate batch-to-batch
reproducibility and possible customization.®* However, most
pure-synthetic scaffolds lack ECM proteins, which limits the
physiological relevance of single synthetic component
substrates at the level of cell anchorage and interaction.'®
Cells cultured on inert hydrogels or purely synthetic scaffolds
can grow with low adherence, and they do so through the
secretion of endogenous ECM proteins or because of
oncogenic mutations that confer anchorage independence.®
Therefore, the strategy of using hybrid matrices that combine
synthetic and organic biomaterials for improving cell
adhesion and mechanical stimuli and/or sensing has
expanded,®®®” in addition to the use of these platforms with
different cell types such as osteoblasts and osteoprogenitor
cells capable of synthesizing new ECM.%*"%°

Overall, 3D cell culture strategies for designing new
preclinical bone-related models must consider the challenges
associated with the high costs of scaffolds biomaterials (e.g.,
Matrigel),”* assays that require penetration and interactions
of markers into the gel (e.g., antibody staining), adjustments
in viscosity and gelation that is sensitive to temperature,
causing difficulties in the automated handling of HTS.”>%
However, the integration of different design strategies
complemented with HTS and automation technologies (e.g.,
bioprinting and instrumented liquid handling) can generate
improved assays with greater reproducibility and
physiological similarity.”*°® In the next sections, we will
provide prominent benchmark work leading towards the
generation of reproducibility and model validation.

3D

TRADITIONAL

Monolayer cell culture.

SPHEROID

Scaffold-free model.

ORGANOID

Model with cell-encapsulating
scaffold.

Complexity
In vivo mimicry

Fig. 2 2D vs. 3D (spheroid or organoid) cell culture approaches. The major points describing each approach are noted below. Created with

https://BioRender.com.
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4. Extracellular matrix for bone
bioengineering

In 3D cell culture, the most common strategy to bioengineer or
create artificial bone in vitro involves combining an ECM (or
scaffold) with a bone-focused cell source. This process is carried
out in either a static system (e.g;, T flasks) or a dynamic system
(e.g., bioreactor) under physiological temperature and humidity
conditions for a period of time. The biomaterial supports cell
differentiation, proliferation, and migration, thereby emulating
the in vivo conditions to some extent.”” To achieve a
representative bone model, the selected scaffold should mimic
the bone ECM, complying with the following: (i)
biocompatibility, (ii) facilitate cell differentiation and
proliferation, (iii) close to natural biomechanics, (iv) a porous
structure that allows cell reorganization, promoting
angiogenesis and (v) adequate biodegradability to promote
remodelling®®° (Fig. 3). Biocompatibility is the fundamental
characteristic for the support of bone-cells activity in a
physiological The other key feature is
osteoconductivity, and the capacity to facilitate bone growth,
positively influencing cell adhesion, proliferation, and bone
ECM deposition.’*”'*" Osteogenicity is essential to promote
bone differentiation in bone-cells, such as osteoblastic-related
cell lines, osteoprogenitor cells, and MSCs. This property is
modulated by the cell-ECM interaction.’®® At the same time,
the appropriate design of a scaffold with the same

manner.

mechanotransductional signals to bone is required.'®*™%°
Biodegradability plays a key role in bone engineering and its
rate must be inversely proportional to the bone deposition rate
to mimic natural bone physiology.'°® This rate is dependent on

(e.g:,

the scaffold characteristics chemical composition,

Biodegradability

Fig. 3 Bone scaffold considerations for the mimicry of ECM by a
scaffold. Created with https://BioRender.com.

812 | Lab Chip, 2025, 25, 806-836

View Article Online

Lab on a Chip

microarchitecture and mechanical properties), physicochemical
microenvironment (e.g., temperature, pH, O, and CO,) and
biological factors (cell source and composition of chosen cell
culture medium)."”'*”*% The porosity is 50 to 90% in spongy
bone and 3-12% in cortical bone. This low porosity in an osteon
arrangement makes cortical bone much more resistant.**™"** It
has been previously described that a minimum pore size of 120
to 325 pm in diameter is required to induce ossification and
subsequent oxygen supply under hypoxic conditions."'*"**

Bone cells, such as resident osteocytes, attach to a scaffold
primarily by integrin receptors on their cell membrane. These
receptors can bind to short peptide arginine-glycine-aspartic
acid (RGD) motifs, which are present in the ECM proteins,
including collagen type I, laminin, and fibronectin."*® These
motifs also repeat in denatured collagen, i.e. gelatin. Hence,
one of the common strategies is to chemically decorate the
scaffolds' surface with RGD motifs to promote attachment and
enhance cell-substrate interactions through integrin
binding."**™*® RGD peptides are well-known molecules used
for enhancing the initial adherence of osteoblastic and other
cell lines (e.g,, SaOS-2 and MC3T3-E1) on tissue-engineered
matrices based on synthetic degradable polymers. A
comparison study was performed between RGD and RGE motif,
where aspartic acid was replaced by glutamic acid, making the
RGE motif unable to bind to integrins. Consequently, 3D cell
culture with MSCs demonstrated that RGD hydrogels were
highly superior in cell attachment, viability and osteogenic
differentiation as compared to the RGE hydrogel group.'*®

Bone has an established structural hierarchy in the nano/
micrometric range,”"’” and it is possible to provide a similar
niche compared to the bone ECM through scaffold micro/
nanostructure modifications. These could mimic bone tissue
topography, hence promoting the osteogenic differentiation of
MSCs.**"?! In order to resemble the ECM by scaffolds, some
groups have been able to direct specific osteogenesis and
osteoclastogenesis responses by incorporating osteon-like
concentric microgroove patterns on the surface of
scaffolds.**'**> Biofabrication techniques can also be used to
control the uniformity of cell distribution or cell localization on
the surface of a scaffold,'***** to incorporate bioactive
molecules®'*® and for controlled therapeutics delivery
purposes.’””'*® The effects of material sizes have been
elucidated across multiple length scales (from mm towards
nm), and it has been reported that nanostructured biomedical
implant surfaces can trigger osteogenesis by targeting
osteoblasts, osteocytes and MSCs.**® For example, studies have
demonstrated that emulating the ECM through calcium
phosphate-based concave discs with varying concavity sizes
(440, 800, or 1800 pm) exhibit distinct osteogenic outcomes
when MSCs are used. Notably, 440 pm concavities showed
enhanced cell proliferation and superior osteodifferentiation
potential, as evidenced by the upregulation of osteocalcin mRNA
compared to larger concavities (800 and 1800 pm) at the
microscale,”® which was putatively assigned to increased cell
proliferation in smaller concavities. This study highlights the
ability of MSCs to sense and respond to the geometrical

This journal is © The Royal Society of Chemistry 2025
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properties of scaffold surfaces, influencing their organization
and osteogenic gene expression, mimicking the effects of ECM
changes in response to different disorders and diseases. Similar
findings of best differentiation were also found at the nano- and
micron-scale (0.2-2.4 pm) with human adipose-derived MSCs
on polymer titanium nanotubes surfaces.”*’ The TiO,
nanotubes effect was evaluated by transcriptomics, indicating
that cells seeded on TiO, nanotubes were more spread out with
longer and netted pseudopodia, resulting in cytoskeleton
reorganization with forces transmitted to the nucleus via
physical links of laminin on the nuclear envelope."*!
Noteworthily, the anisotropy of the bone structure is determined
by how cells deposit the ECM in concentric lamellae in a certain
concentric order''*'*° (Fig. 1). It was demonstrated by
polymethylmethacrylate lithography-generated scaffolds that
highly ordered nanotopographies produced low cell adhesion
and poor osteoblastic differentiation of MSCs and that cells in
random design between 20 and 40 nm generated osteoblastic
morphology with raised osteopontin and osteocalcin expression,
even in the absence of osteogenic supplements in medium
during 28 days of culture."® The insights gained from this study
may indicate that in vivo ECM is inherently heterogeneous, and
cells are biologically programmed to thrive in environments that
mimic this complexity, unlike highly ordered topographies that
may appear “unnatural” to cells. For more description of
topographic strategies for designing scaffolds, we refer readers
to ref. 132 and 133, and specifically for bone to ref. 134 and 135.

The mechanical stiffness of the scaffold must mimic the
same human bone stiffness and matrix architecture that
resembles bone. This however varies depending on the process
to be emulated, spanning from physiological remodelling in
bone repair and regeneration (Table 2). In the year 2006, Engler
et al.*® identified the elasticity of the matrix microenvironment
as a key regulator for the lineage of stem cell fate and provided
evidence that when changes in the stiffness of the substrate
occur, MSCs could be directed into bone lineages. Using atomic
force microscopy (to identify the material's resistance to local
deformation when subjected to an indentation force), they
measured the ECM deposition and osteoid of human osteoblasts
after 7 days of culture on a glass 2D surface, resulting in a
stiffness of 27 + 10 kPa. This range was later simulated with
polyacrylamide gels (stiffness of ~34 kPa) as the substrate for
MSCs, which were able to express bone lineage by upregulating
osteocalcin and the early transcriptional factor RUNX2 (ie.,
CBFal). Although the indentation modulus differs from an
extensional modulus that measures the entire structure, this was
an important first approach for revealing key points of stiffness
and osteogenic expression. Hence, it seems that the stem cell
niche is crucial for the osteogenic-lineage differentiation of
MSCs through the substrate stiffness and topography. In a study
by Li and colleagues,"®’ these three features were combined for
evaluating bone marrow MSCs (BM-MSCs) responses by different
concentrations and topographical geometry of polyacrylamide
gels. They reported that a specific 3D substrate is crucial for
guiding BM-MSCs osteogenic differentiation, establishing that
for scaffold design and selection, substrate stiffness was a more
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relevant feature than topography for proliferation and
differentiation. Specifically in osteogenic lineage, they
observed higher expression of RUNX2 and B3-tubulin when
the cultures where in the 25-40 kPa stiffness range.

Table 2 presents an exemplar list of studies that show the
influence of material stiffness on the final fate of the
fabricated bone, selected examples of which are discussed in
the text."'#'31387143 The characteristics of resistance to
compression, stiffness, and elasticity vary significantly
between cancellous and cortical bone, and these change
during repair and remodelling phases. In terms of
biomechanical differences, most studies employed either the
bulk extensional modulus or microscopic local indentation
technique, and one literature review mentioned some
variations depending on the test used. Briefly, cortical bone
from femoral heads have been reported to have an elastic
modulus of 18 + 1.8 GPa and 153.5 + 21.6 GPa of ultimate
stress measured by compression loading."*® On the other
hand, cancerous bone is much more difficult to estimate as it
is much more active and dependent on individual and
external factors (elastic modulus values in the 1-22.3 GPa
range were reported).’** Huebsch et al’*® cultured murine
MSCs in composite hydrogels made of alginate, agarose, and
peptides with elastic modulus in the range from 2 to 110 kPa
and found that the best osteogenic commitment was present
in hydrogels with moduli in the 11-30 kPa range. Also,
Olivares-Navarrete et al'*’ demonstrated that MSCs are
capable of osteogenic differentiation, depending on substrate
stiffness. Without exogenous growth factors, they cultured
human MSCs on the surface of methyl acrylate (MA) and
methyl methacrylate (MMA) crosslinked with 10%
poly(ethyleneglycol) dimethacrylate (PEGDMA) hydrogels.
They compared the responses of hMSCs with human
osteoblasts and found that the highest RUNX2 levels on gene
expression were seen on softer surfaces (i.e. 0.8 + 0.1 MPa) in
both cell types and that MSCs were more sensitive to stiffness
than osteoblasts. Surprisingly, this study revealed that
stiffnesses in the range 40 MPa were better for inducing
osteogenic differentiation from MSC, way below the maximum
tested stiffness of 72 MPa. Zhang et al."** bioprinted cell-laden
3D bone-like engineered constructs by the combination of
alginate and gelatin hydrogels with human MSCs (hMSCs) at a
density of 5 million cells per 1 mL ink solution in two main
formulations (elastic modulus of 1.8% alginate: 750 + 81 Pa
and 0.8% alginate: 484 + 46 Pa). After 3D culturing in
osteogenic media for 42 days, their findings where
significantly different from most other studies, ie., softer
scaffolds induced better hMSCs proliferation, enhanced
osteogenic differentiation and significantly higher HA-like
mineral formation compared to stiffer scaffolds. This was
most likely due to softer scaffold allowing more cell spreading
and facilitating easier cell-mediated degradation for higher
cell spreading degrees. The summary of scaffolds presented
here extends the understanding of how to mimic bone ECM
and highlights their potential applications in designing
experiments involving 3D bone cell cultures.
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Table 2 Bone model features for designing a bone scaffold

Testing
Study feature Substrate characteristic Main findings technique(s) Ref.

ECM composition and
micro-indentation properties

Femoral head axial plane strain
modulus (GPa)

Osteonal: 18.09 + 1.73
Intersticial: 13.10 + 1.94
Tension: 18.16 + 1.88
Compression: 18.97 + 1.84

Review of Young's modulus of
trabecular bone

Range from 1.2 to 22.3 GPa

Influence of microenvironment
stiffness on stem cell
specification

kPa and 25-40 kPa

Commitment of MSC in response
to the rigidity of 3D
micro-environments

Engineered hydrogels (alginate,
agarose and peptides) in the range
from 2 to 110 kPa

The role of stiffness in MSC
osteogenic differentiation

Methyl acrylate (MA) and methyl
methacrylate (MMA) crosslinked
with 10% poly(ethylene glycol)
dimethacrylate (PEGDMA)

% of MA (MPa): 18MA (309 + 6.5),

29MA (223.7 + 31.5), 40MA (4.7 + 1),

and 72MA (0.8 + 0.1)

Cell-laden 3D bone-like
engineered constructs
484 + 46 Pa

Effect of pore size on bone tissue
engineering

Lyophilized of

3D microstructure with tuneable
mechanical properties

Mixtures of collagen and
hydroxyapatite ranging in stiffness
from 6.74 + 1.16 kPa to 37.7 + 19.6
kPa

Bone-like tissue model
encompassing mineralization,
vasculature, innervation and
prostate cancer coculture

Mineralized hydrogel constructs of
the order of 20 GPa

5. Bone-on-a-chip

MPS known as organ-on-a-chip (OOC) technologies are a new
approach to mimic miniaturised human tissues or organs,
tissues interfaces and multi-organ systems as physiologically-
relevant testing platforms, and several reviews have already
been published.”*”'**™%” 0QOC platforms have the great
advantage of recreating the human physiological relationship
between tissues and organs in a “vasculature-like” system in
the presence of microfluidic channels and compartments
capable of reproducing physiological cues similar to those of
human organ functionalities, such as pharmacodynamics (PD)
and pharmacokinetics (PK) effects of drug candidates. The
chips can be designed with optically clear plastic, glass or

814 | Lab Chip, 2025, 25, 806-836

Polyacrylamide gels: 0.1-1 kPa, 8-17

Alginate and gelatin hydrogels: 1.8%
alginate: 750 + 81 Pa. 0.8% alginate:

collagen-glycosaminoglycan scaffold

Porosity was directly linked to the Local indentation, 138

macroscopic tensile, compressive and microindentation
torsional mechanical properties of human and mechanical

cortical bone testing

The stiffness of bone varies due to bone PubMed 139
heterogeneity, geometry, hierarchical bibliographic

structure and mechanical testing database review

MSCs can be directed to an osteogenic Local indentation 136

commitment Atomic force
microscopy
Osteogenesis occurring predominantly at  Extensional 140
11-30 kPa modulus
(mechanical
instrument)
Stiffness can direct the osteoblast fate of ~ Extensional 141
MSCs; afterwards, stiffness has different modulus
effect, suggesting that softer substrates (mechanical
could halt further osteoblast maturation instrument)
Softer scaffolds result in better osteogenic Extensional 142
differentiation, and a lower cell density modulus
can promote a higher mineral formation = Rheometer
rate (5 M cells per mL vs. 15 M)
MSCs attachment and osteocalcin Optical 114
expression are increased in larger pores microscope

(325 um)

Local indentation 143
Atomic force
microscopy

Stiffer scaffolds enhance osteopontin and
osteocalcin deposition in vitro and in vivo

Local indentation 144
Atomic force
microscopy

Tumor growth kinetics was significantly
higher in mineralized samples than in
non-mineralized controls after in vivo
subcutaneous implantation

polymers (e.g., polydimethylsiloxane, PDMS), which contain
microcompartments to deposit the living microtissues and
hence recapitulate in vivo functions by interconnecting them.
Fabrication of these devices can accomplish complex designs
by connecting different compartments with different tissues
and organ cell types constructs for studying and resembling
multi-organ interactions. This can be done with semi-
permeable membranes to maintain the tissues in their places,
but allowing the perfusion of the culture medium.'*® The
presence of these microchannels allow the viability of cells to
be maintained for longer periods, even up to months,"*® and
allow the employment of relevant human physiological aspects.

Table 3 summarizes multiple OOC approaches for
modelling functional bone, highlighting a diversity of cell

This journal is © The Royal Society of Chemistry 2025


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4lc00762j

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

Open Access Article. Published on 05 2025. Downloaded on 4/11/2025 04:55:31.

(cc)

Lab on a Chip

Table 3 OOC bone models in non-cancer research
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Bone model Cell types Mechanical stimulation Chip material ~Scaffold Ref.
High-throughput Mouse calvarial preosteoblast cells No PDMS, PMMA Biphasic BCP 151
efficacy evaluation of (MC3T3-E1), S. epidermidis strain (NJ9709) cover and nanoparticles (50: 50
biomaterials ground plates hydroxyapatite and
tricalcium phosphate) in
poly(p,L-lactic-co-glycolic)
Osteogenesis BM-MSCs, AD-MSCs Yes, cyclic mechanical PDMS, No 152
comparison of MSCs stimulation (1 psi, 1 Hz, = PMMA, glass
50% duty ratio) for 10
min every 12 hours for 7
days (pneumatic pressure
controlled with a
switching solenoid valve)
Bone marrow In vivo engineering of bone marrow: chip No PDMS Collagen I with 153
haematopoiesis model implanted subcutaneously composed of demineralized bone
hematopoietic cells and few adipocytes powder (mice femur),
plus BMP2 and BMP4
Vascularized bone HUVECs No PDMS Fibrin with hydroxy 154
tissue model apatite nanocrystals
HTS of bone hMSCs and osteo-differentiated MSCs No PMMA Fibrin with collagen (60: 155
vascularization (primary isolates) and HUVECSs 40)
variables
Bone marrow niche hMSC, UC-HSPCs (primary isolates) No PDMS, glass  Hydroxyapatite-coated 156
for iPSCs long-term zirconium oxide-based
(28 days) culture (Sponceram®, Zellwerk
GmbH, Germany)
Assessment of Osteocyte-like MLO-Y4 cells and Yes, fluid shear stress 2 PDMS, glass  No 157
mechanically osteoclast precursors (RAW264.7) Pa (1.65 Pa, 0.28 Pa, and
regulated 0.07 Pa)
osteocyte-osteoclast
communication
Mechanotransduction MLO-A5 (post-osteoblast/pre-osteocyte cell Yes, rate of 0.5 mL min™'  PDMS, Bi-phasic calcium 158
of primary human line), hOB (primary isolate) and MLO-A5  at a frequency of 0.17 Hz  polyester phosphate microbeads
osteocytes and (osteocyte-like) and shear stress by cyclic membrane (20-25 um in size) (68%
modelling parathyroid compressive loading of hydroxyapatite and
hormone (PTH) (artery clamp in outlet) 32% of B-tricalcium
treatment phosphate)
Rheumatoid arthritis ~ Fibroblast-like synoviocytes, mouse No PDMS, glass ~ Matrigel 159
disease model BM-MSCs, mouse pre-osteoclastic cells
(RAW264.7) and human synovial sarcoma
(SW982)
Migration evaluation =~ Human osteoblast (HOB, C-12720, Yes, oscillatory strain PDMS-Dow 35 Collagen type I (BD 160
of human osteoblasts Promocell) cycles (0.1 Hz) mm Bioscience)
on 3D collagen-based glass-bottom
matrices Petri dishes
Investigation of MC3T3-E1 osteoblast-like cells from Yes, shear stress (flow Glass, Collagen type I, rat tail 161
bone-forming cell new-born mouse calvaria rates of 30 and 50 pL poly(methyl
responses cultured on min~" were used) methacrylate)
fibrous collagen (PMMA) chips
matrices with PDMS
gaskets
Engineered human HUVECs, stromal fibroblast cell lines No PDMS Collagen type I 162

vascular marrow
niche to examine
hematopoietic cell
trafficking

HS5-GFP and HS27a-GFP. Peripheral
monocytes, mono nuclear cells (primary
isolates) and BM-MSCs
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Table 3 (continued)
Bone model Cell types Mechanical stimulation Chip material ~Scaffold Ref.
Investigation of bone  MC3T3-E1 pre-osteoblasts, RAW264.7 Yes, strain by applying an PDMS Bone wafer (6 mm 163
remodelling pathways pre-osteoclasts out of plane distention to diameter, 0.4 mm thick)
a deformable membrane
3D-in vitro bone hAD-MSCs, human primary osteoblasts No PDMS, glass  Collagen type I (rat tail) 164
model validation (HOB-C), AD-MSCs, MLOY4 osteocytes
w/undifferentiated
ADSC
A co-culture platform  MLO-Y4 osteocyte-like cells Yes, shear stress by PDMS No 165
to study the custom in-house pump
interaction between (0.5 Pa, 1 Pa, 2 Pa)
osteocytes and other
bone cells
Innovative living cell ~ MLO-Y4 MC3T3-E1 pre-osteoblasts Yes, fluid flow shear Sticky Bovine plasma fibronectin 150
microarrays of stress (shear stress of 10~ microfluidic (75 pg mL ™)
osteoblasts and dyn em™ during 15 s) channel
osteocytes (sticky slide
communication VI°* Luer,
Ibidi)
Lab-on-a-chip MLO-Y4 MC3T3-E1 pre- Yes, physiological (<10% PDMS Collagen type I 166
platforms for osteoblast, RAW264.7 osteoclast precursor strain) vs.
stimulating osteocytes physio/supraphysiological
and quantifying bone load (15-19% strain)
remodelling
Organ-on-chip model hMSCs from human bone marrow No PDMS Calcium phosphate, layer 167
of trabecular bone aspirates coating
Microfluidic system Rat dorsal root ganglion neurons and rat No PDMS No 168
for replicating bone bone marrow mesenchymal stem cells
sensory innervation (MSCs)
Microfluidic-based Osteoclasts derived from mice bone No PDMS Fibrin and collagen type 169
neuro-vascularized marrow, murine embryonic dorsal root I/fibrinogen hydrogels
bone chip model for  ganglia and HUVECs
evaluation of
interactions in the
inflammatory bone
niche
Multi-sensor Mouse-embryonal/foetal calvaria No PDMS No 170
(impedance, pH and  fibroblasts (MC3T3-E1)
oxygen) glass-chip for
the characterization of
cellular behavior
HTS microfluidic Murine osteocytes MLO-Y4 and No 96 chips Matrigel® (Corning) and 171
platform based osteoblasts MLO-A5 Oc-like cells (two-lane Cultrex™ (R&D systems),
preclinical evaluation OrganoPlate® both mixed with rat tail
of drug efficacy device, collagen type I at 1:1:8
9605-400-B, ratio. Plus, hydroxyapatite
Mimetas BV)  nanocrystals
(concentration of
0.1-0.2-0.4-0.8% w/v)
HTS biomimetic Mouse osteocytes (IDG-SW3) and No PDMS Osteoblast-derived 172

bone-on-a-chip
platform for
high-content drug
screening testing

osteoblasts (MC3T3-E1)

816 | Lab Chip, 2025, 25, 806-836

decellularized
extracellular matrix
(OB-dECM, at 1 mg mL™")
and rat tail collagen type I
mixture (2 mg mL™)
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Table 3 (continued)
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Bone model Cell types Mechanical stimulation Chip material ~Scaffold Ref.
Real-time Osteoblasts MLO-Y4 cells Yes, shear stress (30 r Not specified No 173
morphogenesis min~" speed) at different

evaluation on chip
platform with a deep
learning platform
coupled

sources, scaffolds and perfusion techniques employed. Most
OOC chips are fabricated using the polymer PDMS, an
optically clear and non-toxic silicone polymer, which can be
generated by standard or soft photolithography with cell inlet
designs to deposit cells or cell on 3D scaffolds by connections
such as punch biopsies, syringe needles (around 0.5 mm),
optically accessible glass coverslips and waste reservoir for
collecting samples (Fig. 4). These kinds of OOCs allow variable
mechanical stimulation on the cultured cells by controlled
shear stress loading. The effects of perfusion and media
content on bone-derived cells, such as osteocytes, can be
measured as well as the interactions with other cell types, such
as human umbilical vein endothelial cells (HUVECSs), MSCs
and cancer cells. There are some chips with special features,
such as the one operated by Yvanoff et al,” a sticky
bottomless microfluidic chip with 6 channels in a slide for cell

time periods (0, 60, 120,
180, and 240 min)

culture applications with a self-adhesive underside to which
own substrates can be mounted and where unidirectional
laminar flow can be applied to provide homogeneous laminar
shear stress in the channels. Such OOC platforms permit cost-
effective experiments, reducing the required construct size to
fewer numbers of cells, low volumes of materials and reagents
such as scaffolds and medium.

Many groups operating OOC have employed protein-based
scaffolds, such as collagen,'®®™¢*"%%1%¢ mainly type I, or fibrin-
based gels scaffold,"”*'>> but both lack the mineralized
component, Le., the main bone component. The addition of
some form of calcium in the scaffold formulation has been
adopted, such as HA and/or calcium phosphate, which may be
a useful approach for mimicking bone stiffness and topography
as it is 70% of the weight of the human bone

mineral."**"?11%1%7 The use of bone grafts and substitutes,

Perfusion channel

Pores m— i cnm— g e— gy cm—  cm— e, c—  Sm— g em—
L~ A AT LRSS AL AT N
= { ( ( {

Cell co-cultured in |-\ 5=
a 3D scaffold |-{ ¢

' Bone mimetic scaffold

Osteocyte

Endothelial cells

Medium pump

Medium inlet-

Cell inlet -

Secondary inlet

Perfusion channels

Culture chamber

Medium outlet

Medium waste

Secondary outlet

Fig. 4 Organ-on-chip (OOC) basic features. Scheme of a polydimethylsiloxane (PDMS)-based microfluidic culture device with a central perfusion
culture chamber for maintaining the 3D cell co-culture; in this case, osteoprogenitor and HUVECs are outlined as examples. The perfusion channel is
connected to a medium pump, which flows the medium through the microfluidic channel towards a medium outlet connected to a medium waste
container. Secondary inlet and outlet can be used for reagent addition and sampling without interrupting the perfusion assay. In the culture chamber,
bone-cells, such as osteocytes and vascular cells, can be co-cultured in a 3D bone matrix. The nutrients can be supplied from the perfusion channel by
establishing a semi-permeable barrier (as pores) that contains the flowing media culture. Created with https://BioRender.com.
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already historically successfully used in clinical bone  and sterilized in ethanol to retain the mineralized trabecular
regeneration, as scaffolds for 3D cell culture in OOC systems  structure. That structure was later added in a microfluidic chip
may offer advantages over single protein-based scaffolds. These  (Fig. 5A and B) for evaluating MSCs response in a co-culture with
are based on real bone (i.e., donated bone) or are based on the =~ HUVECs. Although this study focused mainly on vasculogenesis,
mineral content of natural bone tissue (e.g., HA and calcium it was found that MSCs and endothelial cells were able to attach
phosphate), and they provide a more resembling substrate for  into the trabecular space and that MSCs occupied the bone
mechanotransductional signals for the cultured cells that will be ~ trabeculae in the existing mineral matrix and capillary-like
attached in it. Some groups have deposited bone grafts in the  structures within the trabecular pores (Fig. 5C and D). Also, this
00C,*'% and a relevant example of this was reported by =~ OOC approach demonstrated three aspects: (i) co-cultures of
Torisawa et al.'>® The group prepared a composite based on  cancer cells with MSCs can colonize and adapt in a bone niche
demineralized bone powder from mice femur combined with  microenvironment; (ii) these can survive against commonly
type I collagen and osteogenic proteins BMP-2 and BMP4 as  employed anticancer drugs (ie., sunitinib); and (iii) when
biological factors. They were able to maintain a haematopoiesis ~ exposed to interstitial flow, cancer cell proliferation rate was
niche, specifically blood cells for 1 week, for studying the  decreased 4-fold. However, a disadvantage could be that the
complex tissue-level functions of bone marrow. In a bone cancer  scaffold design restricts the scalability potential due the “sponge
study, Marturano-Kruik et al'’* employed calve metacarpal  or block” design of these scaffolds,**"*® which differs from the
joints for obtaining milled bone that was later decellularized  automated and systematic approaches needed for HTS.
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Fig. 5 Vascularized bone niche-on-a-chip model. (A) Model and study design for the generation of the bone OOC for studying breast cancer
colonization. Human bone marrow derived MSCs and endothelial cells (ECs) were cultured in 3D decellularized bone matrix for biofabricating
bone with a perivascular niche. (B) (Top) Chip design with scaffold consisting of decellularized bone tissue, and the image was obtained by
micro-computed tomography (u-CT) data reconstruction. (Bottom) Bone matrix in the microfluidic chip, note the transparency of the OOC
device. (C) Confocal images of RFP-labelled endothelial cells that were able to form endothelial cell connections either in monolayers or in the
bone matrix (scale bar: 200 um). (D) Live confocal images of breast cancer cells (GFP-transduced MDA-MB-231 cells) in the bone perivascular
niche with interstitial flow (~3.1 um s™; bottom) vs. control (static) (scale bar: 50 um). (E) Immunostaining of endothelial marker CD31 in the
OOC showing vascular formations (arrowheads) around the trabecular pores (orange asterisk) in the bone matrix (red asterisks) (scale bar:
50 um). Modified from Marturano-Kruik et al.'’* Publication: PNAS Publisher: Atypon publishing platform date: 23 January 2018. Copyright ©
2023 National Academy of Science. All rights reserved.
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Biologically-derived bone grafts have some supply difficulties
that can oppose its use, such as the healthcare authority
regulation, animal welfare principles of 3R and the strict aseptic
handling to avoid contamination."””® Hence, bone substitutes
are a good choice for being applied as the component in the
scaffold formulation and they indeed have been employed in
several 0OC bone models."*""**'7® An early example is the model
employed by Lee et al'" that fabricated calcium phosphate
nanoparticles of ~100 nm, 50:50 biphasic mixture of non-
degradable HA and fast-degrading tricalcium phosphate for
replicating new bone formation in the form of an ink containing
6% PLGA, 2% rifampicin and 2% calcium phosphate (w/w) for
inkjet bioprinting into the glass slide that was later covered by
the PDMS device. This early OOC approach demonstrated
feasibility for efficacy testing of biomaterials and its antibiotic
loading in a dynamic interaction of osteoblast and bacteria with
scaling capabilities demonstrating an enhanced calcium
deposition by cells (MC3T3-E1) in the matrix when calcium
phosphate-containing micropatterns were present, promoting
osteogenic development; this effect was not adversely influenced
by the antibiotic loading of micropatterns. Another example of
bone substitutes was employed by Sieber et al.'*® for a bone
marrow-on-a-chip wherein HA-coated zirconium oxide-based
Sponceram® scaffolds (Zellwerk GmbH) were employed with a
height of 5.8 mm diameter and compared to an in vivo sample of
bone marrow, demonstrating that haematopoietic stem and
progenitor cells can be cultured for 28 days and that these
progenitor cells were capable of cell colony formation, including
granulocytes, erythrocytes, macrophages and megakaryocytes.
Moreover, Sun et al."”® proposed an in vitro model consisting of
coated biphasic microbeads (20 um diameter beads composed of
68% of HA and 32% of B-tricalcium phosphate, with collagen
type I) in the culture chamber of the OOC to model the
mechanotransduction of primary human osteocytes. This model
was maintained with perfusion for 14 days, evidencing osteocyte
interconnection between the microbeads similar to anatomical
canaliculi. This replicated the in vitro screening of parathyroid
hormone treatment and the results showed an increased RANKL
matrix deposition. Also, this microfluidic perfusion culture
device was able to produce cyclic compression loading by
applying an artery clamp in the medium outlet, which was found
to enhance cell viability with a 2.5-fold increase and decrease the
production of sclerostin, a signal for new bone formation.

Some reflections emerging from these OOC studies relate
specifically to the requirements of employing scaffolds as a
biofabrication method for resembling the ECM inside the
chips as a majority of studies have employed scaffolds in the
form of hydrogels. Hydrogels, as pseudoplastic scaffold
biomaterials, enable the injection of cells embedded within
themselves into ready-to-use chips. Their shear-thinning
behaviour allows flow and injection into chip canals. Once in
place, the hydrogels can form a stable structure and maintain
the attached cells while the media perfuses through the chip
for a longer time. Hydrogel stabilization may happen by pure
deposition if sufficient viscoelastic properties are retained,
where the perfusing media flows do not disturb it, or by
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possible hydrogel post-fixation utilizing cross-linking methods
by means of light or enzymes,>>1%9:160:164

Another feature to consider is the capability to observe the
cells in the scaffold continuously, although some scaffolds
allow direct light observation; some others such as bioceramics
(e.g., calcium phosphate) can hinder cell monitoring. However,
this is easily tackled by terminal toxicity/viability assays, such
as 3(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT) and other immunofluorescence essays (e.g., calcein
AM). There is abundant room for further progress with in-line
analysis of OOC using sensors that can tackle current
challenges, specifically with the employment of 3D
electrodes'”” and other modalities that are summarized in the
review from Fuchs et al.'”® Finally, we want to highlight some
work examples utilising biofabrication techniques that provide
reliable HTS platforms. These include

1) utilizing inkjet bioprinting with composite (biphasic CP
nanoparticles dispersed in a poly(p,i-lactic-co-glycolic) acid
matrix) hydrogel formulation;">"

2) a non-contact dispenser robot capable of bioprinting in
an easy and rapid way to operate the microfluidic channel;'*°

3) and an automatic scanner compatible with microfluidic
96-chip plates.'””

To demonstrate a platform capable of analysing the bone
remodelling cycle at the molecular level with specificity and
throughput, Yvanoff et al.'® established a bone model for
studying cell-cell communication between osteocytes and
osteoblasts, allowing a more realistic physiological cancer
bone model than previously demonstrated. These state-of-
the-art bioengineering platforms must address the challenges
of scaling up for clinical trial validation while ensuring
alignment with regulations and bioethical standards.
Successful translation requires collaboration between
academia and clinicians to advance innovative medical
solutions utilizing developed bone-on-chip models.

6. Bone metastasis on chip

Bone tissue is one of the most common tumour sites for
metastasis, especially for breast, prostate, and lung cancers.
Among these, 65-75% of breast and prostate metastatic patients
can present skeletal lesions as both represent more than 80% of
all cases of metastatic bone disease.'”® Hence, cancer metastasis
is one of the greatest challenges in cancer research, with a
process being altered by multiple factors, such as stromal cells,
ECM, and tumour cells themselves.'”® Here we present selection
of articles with various OOC models that were also developed
and orientated to mimic this complexity. We summarize those
studies in Table 4 (ref. 174 and 180-187) that have employed
some different type of MPS with cancer cells in a bone model
and describe them in detail in the text below.

An early approach for studying cancer metastasis was
performed by Bersini et al. in 2014,"*® one of the first OOC
model using a bone matrix composed of Matrigel plus ECM
deposited by  osteogenic-differentiated BM-MSCs (e,
demonstrated by Alizarin Red staining of calcium deposition on
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Table 4 OOC cancer-related studies with the employment of bone models OOC
Bone model Pathology Cell types Mechanical stimulations Chip material ~ Scaffold Ref.
Progression and drug Breast cancer BM-MSCs (primary), Yes, shear stress (0.25 pL, min™" PDMS Decellularized 174
resistance of breast metastasis breast cancer cells flow rate resulted in an average bone scaffold
cancer cells colonizing GFP/Luc, fluid velocity of ~3.1 um s
the bone HUVECSs/GFP within the 3D bone matrix)
Perfusable human Breast cancer BM-MSCs, Yes, flow rate of 2 uL min~", shear PDMS Fibrin gel 180
microvascularized metastasis osteogenic cells stress (0.25 dyne cm™?)
bone-microenvironment (BM-MSCs),
GFP-HUVECs
Mimicking bone Leukaemia Eritroleukemic bone No PDMS, glass DBM 181
marrow niche and marrow derived cell (demineralized
efficacy testing lines (TF-1), cancerous bone
hBM-MSCs with collagen
type I and 1V)
into5x5x1
mm chamber
size
Bone-on-a-chip for Breast cancer Murine calvaria No PDMS Collagen and 182
in vitro studies of breast metastasis preosteoblasts hydroxyapatite
cancer bone metastasis (MC3T3-E1), human composite
breast cancer cell freeze-dried
lines,
MDA-MB-231GFP
Investigate the role of ~ Breast cancer Metastatic breast No No No 183
osteocytes in the metastasis cancer cells
mechanical regulation (MDA-MB-231),
of breast cancer bone HUVECs,
metastasis osteocyte-like cells
(MLO-Y4),
differentiated
osteoblast
(RAW246.7)
Evaluation of the Colorectal/gastric HUVECs, human No PDMS Hydroxyapatite 184
relationship between cancer metastasis colon cancer nanocrystals
ECM properties and (SW620) and human (<200 nm) plus
tumour angiogenesis gastric cancer fibrin composite
and metastasis (MKN74) scaffold
Investigate mechanical Breast and MLO-Y4 Yes, shear stress (oscillatory fluid PDMS Rat tail collagen 185

stimulation of
osteocytes' influence
the effect on cancer cell
behaviour

Develop of a tri-culture
microfluidic 3D in vitro
model for emulating
human breast cancer
cells metastasis

Biomimetic multiorgan
microfluidic model to
study cancer metastasis

prostate cancer

Breast cancer
metastasis

Breast cancer
metastasis
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osteocyte-like mouse
cell line,
MDA-MB-231 and
MCF-7, and two
human prostate
cancer cell lines (PC3
and LNCaP)

MDA-MB-231,
human bone
marrow-derived
MSCs (hBM-MSCs),
HUVECs

MCF?7 and,
MDA-MB-231 breast
cancer cell lines, and
ACC-M salivary gland
adenoid cystic
carcinoma cells and
HUVECs

flow of 0.5 Hz with an amplitude
of 1.5 cm for 24 h after an initial
24 h static period post seeding)

No

No

PDMS coated
with a PDL
(poly-p-lysine
hydrobromide;
1 mg mL™;
Sigma-Aldrich)

PDMS layers
on a glass
substrate

type I, 0.15 mg
mL™"; Sigma

Matrigel™ (BD 186
Biosciences)
solution (3.0 mg

mL™)

Cultrex™
Basement
Membrane
Extracts

187
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Matrigel). They analysed the transendothelial migration/
extravasation of highly metastatic breast cancer cells (triple
negative cell line) from endothelial channels into the bone
matrix. This extravasation was enhanced by the presence of
osteoblasts compared to the scaffold only controls,
demonstrating the major roles of breast cancer cell receptor
CXCR2 and the bone-secreted chemokine CXCL5 and
elucidating a specific cancer cell to bone cell interaction.
Although the model lacked perfusion, it was a starting point for
metastasis modelling in the bone-like ECM. Next, for evaluating
cancer cells in a perfused bone model, it was observed that
mechanical stimulation can decrease the metastasis-induced
osteolysis of breast cancer cells in an in vitro model developed by
Marturano-Kruik et al in 2018."”* This group reported a 4-fold
decrease in breast cancer cell growth rate in 3D cultures under
perfusion. Furthermore, they also found that physiologically
interstitial flow caused a decrease in the niche cancer
colonization after the optimization of interstitial flow velocities
and shear forces by the aid of computational fluid dynamics
This association between physical activity and cancer prognosis
has been previously found in the in vivo experiments, and
similar associations have been found with some other molecular
subtypes of breast cancer.'®® This outcome is somehow contrary
to that of Verbruggen et al,'® where authors evaluated the
influence of mechanical loading in a way to imitate the load-
bearing physical exercise and its effects on osteocytes. They
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demonstrated that conditioned medium derived from osteocyte
paracrine signalling usually inhibits metastatic breast cancer
tumour growth (same triple negative cell line than previous
study), although after mechanical loading (i.e., oscillatory fluid
flow), an increased invasion of breast and prostate cancer cells
was observed. These two examples pave the way for OOC studies
to explore critical in vivo factors, such as the impact of
mechanical stimuli on breast cancer bone metastasis, where
there are still contrasting findings.

From the perspective of resembling the bone with the ECM
scaffold and how it affects cancer cells behaviour, Ahn et al
highlighted the importance of matrix stiffness on the cancer
cellular response when OOC were employed.'®* They evaluated
two cancer cells lines (SW620 and MKN72) that can
metastasized to bone and cultured them in a series of HA/
fibrin composites. A higher percentage of HA resulted in an
increase in the stiffness of the scaffold, which subsequently
caused an inhibitory response in cancer cell migration. This
association was also observed with vascularized tumour-
stromal cell spheroids, highlighting the relevance of scaffold
design on the effects of bone cancer cell models. Houshmand
et al. aimed to mimic bone marrow niche for studying acute
myeloid leukaemia by applying a composite made of
demineralized bone matrix cancellous allograft coated with
collagen type 1.'®! This platform enabled relevant in vitro drug
screening of cytarabine and azacitidine in erythroleukemic

8 Further analysis
Tumor A
recovery [ 1 ﬁ
) == . Molecular
< T . studies
: 1 \ I .
| [ ]
| |Bone s O <
' | metastasis
y |
- Bone 00C Drig
model screening

Fig. 6 Generation of bone metastasis OOC and its possible applications. Created with https://BioRender.com.
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bone marrow-derived cell lines (TF-1), establishing a robust
system for comparing the effects of different drugs and
studying cancer cell behaviour. It also demonstrated that
employing a 3D niche can significantly influence the drug
resistance capacity of erythroleukemic cancer cells.

In summatry, studies on bone cancer models demonstrate that
mechanical stimulation of cancer cells in OOC devices (Fig. 6) is
a critical factor,’”*8%'8% 55 it influences cell behavior and tissue
formation. Additionally, scaffold composition and consequently
its stiffness play a pivotal role in modulating cancer cell
responses and their sensitivity during drug screening. However,
elucidating the exact influence of different types of mechanical
loadings or finding ideal components and conditions is difficult
due to the different experimental methods employed across
presented studies. Also, additional research is needed to better
understand the complex interactions between multiple organs as
physiological processes depend on regulatory pathways and
hormonal feedback between organs with the endocrine system.
Currently, these can be approached by generating multi-OOC
platforms that can bring more accuracy and model complexity*®
to metastatic cells infiltration and invasion.

7. Neurovascularized bone on-a-chip

Bone is a well-vascularized and innervated tissue with a
structured order of nerve and blood vessels that are arranged
in a perifocal distribution of the central channel of the
Haversian system (Fig. 1). Nerves are also present in the
periosteum, bone marrow and Volkmann's canals.’® To
evaluate bone as a representative model, it is necessary to
mimic the nutrient and nerve supply as an in vivo system to
maintain the biological component until the artificial tissue
accomplish a functionality ideally resembling bone tissue
remodelling conditions.

The vascularization for these purposes can be broadly
classified into endothelial or angiogenesis/vasculogenesis
types, where the endothelial cells act mainly as a barrier
attached to a membrane in an epithelial architecture.™®® It
seems that the usual approach for bone-on-chip models is to
provide 3D tubular structures as angiogenesis or
vasculogenesis'®* that are based on the employment of chips
with interstitial perfusion capabilities for stimulating bone
tissue cells and HUVECS, as these allow to measure different
aspects of angiogenesis processes when added to co-cultured
systems.'”® Also, other cell types have been identified to
participate in vascular morphogenesis such as stromal cells
and lung fibroblasts.'® An early approach to mimic
vascularization was employed by Bertassoni et al'®° that
printed a template of agarose microchannels inside the
crosslinked hydrogels for creating perusable microchannels
that were able to promote the lining of endothelial cells.

There is an interesting baseline angiogenesis approach
delivered from Babaliari et al,'®* who provided a basepoint for
interstitial perfusion rate with a good description of the values
for capillary mean velocity of 0.001 (m s'), diameter of 0.008
mm and flow rate of 0.003 (UL min™") imitating the vessels in
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the blood circulation, with values based on previous
189,190 This group produced an OOC device mimicking a
perfusion flow of 30 or 50 uL min~* and shear stress of 0.3/0.03
dynes cm™>. After establishing these flow rates, they employed
a collagen type I gel for loading MC3T3-E1 osteoblast-like cells.
They evidenced that mechanical stimulation produced a 4.4-
fold increase in collagen production (using gelatin scaffolds in
this assay), 2.4-fold increase in cell proliferation and 1.6-fold
increase in ALP activity increase after 7 days of culture
compared to static conditions. Jusoh et al'® developed a
microfluidic vascularized model replicating the endothelial-
induced vessel sprouting into the bone that was modelled with
HA and fibrin depending on HA nanocrystal concentration
(range 0.0% to 0.4%), and they found an enhanced number of
sprouts and larger lumen area in 0.2% HA composite. However,
the limit of this approach was the lack of use of any bone cells.
The vascularized bone model proposed by Marturano-
Kruik et al.'”* was a platform enabling the evaluation of bone-
metastatic breast cancer responses to an anticancer drug (3.5
UM sunitinib) using biologically-derived decellularized calve
metacarpal bone as a scaffold. The biophysical stimuli of
interstitial flow improved the vascularized new tissue
formation as it enhanced the spreading of the capillary
structure and promoted ECM deposition of perivascular
markers versus static cultures. Also, the co-culture with
human BM-MSCs supported the formation of capillary-like
structures lining the vascular lumen, where a densely
interconnected network of vessels running through the
constructed tissue was observed (Fig. 5). Noteworthy, when
breast cancer cells were exposed to interstitial flow, they
demonstrated a slow-proliferative state but associated with an
increased drug resistance against sunitinib, demonstrating
clues about how the same cancer cells behave differently
depending on the presence of perfusion versus static culture.
In the current tutorial review, we highlight one interesting
common concept occurring within the number of papers,
namely, that the formulation of composites and the component
selection of the scaffold has profound implications on the
cellular response and angiogenesis. This is a key point needed
for consideration, particularly if long-term bone tissue
engineered construct is envisaged, for example, for testing
biomaterials under relevant extended bone repair time periods
(up to 1 year). For this, the in vitro capillary network must
replicate the physiological angiogenesis and vasculogenesis
present in bone repair that last at least two months, replicating
similar cues to that starting from hematoma formation towards
scaffold-based bone formation. Based on this, an interesting
approach was reported by Ahn et al,'®* who studied how the
viscoelastic properties of a scaffold based on HA and fibrin
influenced the cell behaviour (Fig. 7). Depending on different
HA concentrations, the storage modulus changed (without HA
0.0%/G’ = 166 Pa, 0.2% HA/G' = 122 Pa and 0.4% HA/G' = 174
Pa), the authors found that HA do not significantly affect cell
viability, but they found a decreased invasion response of
human colon and gastric cancer cells (SW620 and MKN74) to
stiffer scaffolds (Fig. 7). Even though in this model cancer cell

work.
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Fig. 7 Vascularized bone on chip approaches. (A) Schematic design of a bone on a chip, based on the Haversian canal vascularization. (B-D) Study
design of a 3D microfluidic bone tumor microenvironment comprised of hydroxyapatite/fibrin composite. (A) Schematic of the assay to observe
angiogenesis with three-dimensional tumour spheroid in the HA/fibrin composite. (C) MKN74 and SW620 cell lines in HA/fibrin composite with
varying HA concentration (0.0, 0.2, and 0.4%) (n = 5-9 chips per condition) (scale bar: 100 um). (D) MKN74 and SW620, respectively, in the HA/

fibrin composite with varying HA concentration (0.0, 0.2, and 0.4%) (n = 5-7 chips per condition) (scale bar: 200 um). Modified from Ahn et a
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Publication: Frontiers in Bioengineering and Biotechnology. Publisher: Frontiers Media S.A. © 2019, Frontiers Media S.A.

demonstrated good viability with all formulations, SW620, a
colon cancer cell line had significantly decreased viability in a
stiffer HA scaffold compared to the control, evidencing an anti-
tumour effect of HA to this cell line, probably due the absence of
mineralized components in colon tissue. Moreover, the blood
vessel formation was decreased at higher HA percentage, both
0.2% and even more at 0.4% (Fig. 7), evidencing an anti-
proliferation effect of HA in cell lines derived from the gastro-
intestinal tissue and indicating a link between the grade of
mineralization and how it modulates the capillary formation
when using cell lines from different tissue origins. Stiffness in
colon cancer bone metastasis is relevant and important to
address because colon cancer has a significant tendency to
increase its stiffness in the surrounding tumour tissue when it
becomes a more aggressive tumour.'®*

The recent advances in MPS by OOC that considered
modelling-vascularized tissue-engineered constructs have mostly
been supported employing HUVECs. HUVECs are reported as a
reliable cell source approach, leading to the versability of
customizing designs with microchannels and making it possible
to imitate the required vasculature. This vasculature has been
shown to be affected by the employed perfusion model, making
it possible to mimic a similar way to that of the complex
Haversian system for structuring a bone tissue vascular network.

The innervation of bone is a complex anatomical network
and plays a crucial role in bone development, remodelling,

This journal is © The Royal Society of Chemistry 2025

pain sensation, and overall homeostasis. Nerve fibers are
present throughout the bone and are especially concentrated
in the periosteum, bone marrow, Haversian and Volkmann
canals, delivering sensorial and sympathetic signals for
detecting mechanical stress, influencing hematopoiesis,
osteoblast and osteoclast function, nutrient exchange and
mechanotransduction.”  Regarding  this  dependent
interaction between bone physiology and innervation, it has
been demonstrated that denervation has a pathological effect
on bone development, homeostasis and repair.'®’> Some
studies have aimed to reveal the molecular interaction
between this association. Silva et al. utilized a PDMS-based
microfluidic device'®® fabricated from a master mold (Fig. 8)
to investigate the interaction between dorsal root ganglion
neurons and MSCs. Their study demonstrated that this
interaction enhances osteogenic differentiation, as evidenced
by increased ALP activity and the upregulation of osteoblast-
specific genes, including Runx2, Sp7, Collal, and bone
gamma-carboxyglutamate protein, a marker associated with
bone ECM mineralization."®’

Neto et al. conducted a notable study on innervation using
a microfluidic-based neuro-vascularized bone chip,"** which
unveiled the relationship between innervation and
angiogenesis in the inflammatory bone niche. This platform
also served as a screening tool for studying inflammatory
diseases and drug delivery systems (Fig. 9). The chip featured
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Fig. 8 Innervated bone-on-chip approach. (A) Scheme of microfluidic design, a master mold was fabricated by soft lithography and replica
molding with PDMS against the master mold. Created with https://BioRender.com. (B). Conventional photolithography and soft lithography
techniques of the microfluidic device. Scale bar = 10 um. (C). Sensory neurons derived from rat dorsal root ganglion and rat bone marrow MSCs
cocultured in the microfluidic devices for 7 days, showing the presence of neurites (arrows) reaching MSCs by immunofluorescence. DAPI (nuclei;
blue) and B-IIl tubulin coupled to Alexa Fluor® 488 (green). Scale bar = 100 um. (D). MSCs compartment showing actin filaments by Alexa Fluor®
568 phalloidin (red), nerve specific -1l tubulin and DAPI (nuclei; blue). Arrows point to neurites. Scale bar = 50 um. B-D are adapted from Silva
et al.*%° Publication: Cell Death & disease. Publisher: Springer Nature. Copyright © 2017, Springer Nature Limited.

three interconnected channels separated by semi-permeable
membranes, one containing embryonic dorsal root ganglia as
neurons, another with endothelial cells representing the
vascular unit, and a third housing murine bone marrow cells
differentiated into osteoclasts within a collagen-based
scaffold. To evaluate how sensory neurons respond to an
inflammatory environment, the authors employed this
micropathological chip with the three cell types. Under
inflammatory conditions induced by adding the pro-
inflammatory cytokine IL-1f to the osteoclast culture medium,
a significant increase in axonal sprouting and extension
toward the vascular zone was observed. However, this effect
was mitigated by the use of ibuprofen-loaded nanoparticles,
which significantly reduced axonal sprouting (Fig. 9).

In a final example, Thrivikraman et al'®® introduced an
intriguing approach that integrated a neuronal network within a
3D microenvironment. Though this study utilized 24-well plates
instead of a microfluidic device, it successfully produced
engineered bone-like tissue constructs featuring pericyte-
supported blood capillaries and neuronal networks. Initially,
MSC-laden collagen hydrogels were supplemented with
osteopontin powder extracted from bovine milk (100 ug mL™),
yielding a mineral composition resembling native bone and
displaying dendritic extensions morphologically similar to
osteocytes. Subsequently, this mineralization protocol was
replicated in a co-culture system with HUVECs and
neuroblastoma cell line SH-SY5Y. This co-culture demonstrated

824 | Lab Chip, 2025, 25, 806-836

the early formation of vasculature and neuronal networks
preceding calcification. After 18 days of culture, interconnected
neuronal networks characterized by actin-rich neurites were
observed, along with the expression of neuron-specific enolase
and neurofilament light. Notably, the progression of
mineralization did not impede vasculogenesis or neurogenesis,
underscoring the compatibility of these processes within the
engineered microenvironment.

8. Bone-disease personalized
medicine

Over the past few decades, biomedical science has seen
stunning transformation of cell culture by embracing the
employment of 3D scaffolds, MPS and primary-derived cell
sources. The importance of a 3D cell culture system for
resembling the cell microenvironment in the matrix
perspective has already been highlighted, but this powerful
tool can still be enhanced by the employment of primary-
derived cell from patients for studying specific features of
diseases in a personalized medicine way. Studying patient-
derived cells in a specific microenvironment is opening new
in vitro assays under human-resembling designs for the
measurement of specific and personalized cell behaviour,
which can be applied for testing different therapeutic agents.

Primary culture is defined by the “Good Cell Culture
Practice” (GCCP) as “the initial in vitro culture of harvested
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Fig. 9 Micropathological chip model of the neurovascular unit in response to an inflammatory bone condition and drug response. (A). Scheme of
the bone chip with three different compartments from left to right, embryonic dorsal nerve ganglion cells, the vascular unit with HUVECs and the
bone unit with osteoclasts. (B). Tile scan microscopy image of the device's microfeatures: microchannels and micropillars. Scale bar = 500 um. (C).
Vascular network through the bone unit. (D). Inflammatory vascular network through the bone unit. (E). Axonal growth in the control condition.
(F). Axonal growth image free of ibuprofen. (G). Ibuprofen-loaded PLGA NPs. NF200 in black. Scale bars = 500 um. Modified from Neto et al.***
Publication: Advanced Healthcare Materials. Publisher: John Wiley and Sons Inc. Copyright © 2022.

cells and tissues taken directly from animals and
humans™.'®* Usually, these cells are derived from surgically
excised tissue or as part of biopsies that are later dissociated
by mechanical or enzymatic digestion, such as by collagenase
type of enzymes."*> Unlike the cell lines, the primary cells do
not undergo immortalization manipulation with the
substantial manipulation of the cell genetic material.'*®
These cells may maintain their genetic integrity, morphology
and regular cellular physiology, such as expansion and
differentiation, allowing to study specific individual cellular
and molecular expression under controlled
microenvironment conditions that can be the first process in
new in vitro diagnostic platforms for research and
development and for establishing personalized high-
throughput screening essays. For personalized medicine
purposes, biopsy-derived tissue is the most common source
of human cells, which, at the same time, represents several

This journal is © The Royal Society of Chemistry 2025

challenges as there are important laws, regulations and
bioethical principles that must be complied with.
Manipulation of human-derived tissues needs ethical and
biosafety authorizations as all donations have potential
biological hazards that must be diminished by strict
manipulation under class II biological safety cabinets with an
aseptic handling technique for protecting both the personnel
and the sample, and finally abiding with defined disposal
protocols.’® It is also mandatory that the histopathologic
assessment should not be compromised, resulting in a
limited quantity of tissue for diagnostic use due to the
amount to be employed in research and development.'”®
Another challenge is that cells derived from the tissue sample
are a heterogeneous mixture of cell types, and it can become
very difficult to select the specific cell type for studying a
disease, for example, fibroblasts present in some tumours
can rapidly overgrow other types of cells of interest."”* For
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this, several techniques have been developed for selection
purposes such as mechanical disaggregation (e.g,
microdissection), density gradient centrifugation, cell sorting
by FACS (fluorescence-activated cell sorting) or MACS
(magnetic-activated cell sorting) and selective cell outgrowth
by modifying the culture conditions, e.g., serum-free,
chemically-defined medium supplemented with specific
growth factors or cytokines, allowing the proliferation of
specific bone cell types.'® Recently, a novel protocol for
sorting different types of bone-derived and niche-derived
cells has been proposed, which can narrow the specificity for
studying a particular cell-specific bone disease.'”” Then, a
second step of selection depending on the model employed
can be made, such as specific cell membrane markers like
homeobox protein CDX-2, to confirm intestinal origin in
colon cancer metastasis in the bone.'® In this case, the cells
derived from biopsies and primary culture must be
compatible with a type of 3D scaffolding culture systems and
by combination with microfluidic systems, it can provide
relevant PK/PD scenarios that can be studied."*?%°

Although MPS have shown to be a robust platform for
in vitro data production, bone-personalized medicine still
represents an in-development approach, as demonstrated by
us among a selection of scientific literature examples. From
the summary presented in this review, we draw the
conclusion that the most studied is the marrow-in-a-chip
approach rather than the bone cortical tissue. A myeloma
research report was established by Zhang et al. to report a
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microfluidic culture platform for studying myeloma cells
from three patients,**' demonstrating the inhibitory effect of
myeloma cells on osteoblast ECM production, giving clues
about the “cell adhesion-mediated drug resistance”
mechanism.”*? A step forward in bone OOC model validation
was then made by Khin et al>*® in this line of myeloma
research with MPS and with collagen type I scaffolds to
evaluate the chemosensitivity of multiple myeloma cells from
7 patients to bortezomib and melphalan. It was shown that
ECM significantly increases the complexity of dose-response
assays and also the heterogeneity of drug response of
individual myeloma cells, bringing knowledge closer to a
personalized medicine platform. Another myeloma study
with MPS was employed by Pak et al.'’° with patient-derived
bone marrow aspirates CD138(+). In this case, multiple
myeloma cells were sorted by CD138" magnetic MACS®
beads to the test chemosensitivity and chemoresistance in a
co-culture approach with CD138  tumour-companion
mononuclear cells with the aim to resemble the tumour
microenvironment (Fig. 10). Although this group did not
employ a 3D ECM model, the results contributed to model
validation when the data was compared with the in vivo
outcome, constructing a future high-throughput assay for
haematological malignancies that could be translated in
future to bone diseases.

Nowadays, the results of personalized medicine projects
that are under clinical trials with the applications of MPS
are of special interest. To date, we have identified 15 clinical

C ®wp—————————
*- 5
1754 J-a-3w7
v—318
=i 1-<-3»
E3 >3320
< -0
-% B *]—*—353
] < g]-®-3%
- t1-9-a
F X an
o ! an
z o] —— 488
g . B
s o4 =oa
T T
0 1 3 10 30 100 300
Bortezomib concentration [nM]
D 2007 8 .3
®- 316
1754 ’ 4 -a-37
/ v—-318
-3
4-39
> 10
LY
* 353
-2
o419

431
—X—432

x— 438
a2
3

MicroC’ live fraction [%)

Bortezomib concentration [nM]

Fig. 10 Personalized bone-on-chip approach (A). Microfluidic monoculture (MicroMC) in the absence of cocultured non-tumor cell types and
microfluidic-cis-coculture (MicroC®) incorporating patient's own CD138~ tumor-companion mononuclear cells. (B). A 4 x 3 array of microfluidic
channels used for both MicroMC and MicroC? is shown. (C). Ex vivo responses of patients' MM cells in MicroMC to bortezomib are shown. (D). Ex
vivo responses of patients' MM cells in MicroC® to bortezomib are shown. Modified from Pak et al.*’® Publication: Integrative Biology Publisher:
Oxford University Press Date: 2015-05-22. Copyright © 2015, Oxford academic.
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Fig. 11 Potential personalized medicine application using bone-on-chip technology. Created with https://BioRender.com.

trials  (https://clinicaltrials.gov; condition/disease cancer;
other terms organoid intervention/treatment personalized
medicine location), among which 7 were found to be
applicable to bone models. There are promising new
strategies for tackling the challenges of several diseases,
such as the case of the NCT06064682 trial named “An
Organoid-based Functional Precision Medicine Trial in
Osteosarcoma: PREMOST” employing tumor cells in Matrigel
to assay multi-drug combinations, or other screening
strategies. Also, there is another multicentre study
(ORGANOTREAT, ID NCT05267912) for evaluating the
feasibility and efficacy of organoid-based tumour in patients
with histologically confirmed, unresectable, locally advanced
or metastatic solid tumour. In this study, tumours derived
from a biopsy are studied for patient-derived organoid
generation of drug testing and producing a chemogram
report with possible treatment recommendations (Fig. 11).
Although these are promising approaches with use of current
technologies, none of the OOC is currently registered in the
https://clinicaltrial.gov portal for validating a new diagnostic
method.

Future perspectives

Herein, we provide a summary of microfluidic approaches
with important biotechnological standards for designing
bone-on-chip models, aiming to tackle yet unresolved and
highly prevalent bone disease models. This summary is
provided with the aim to provide basis and framework
towards translational human health research, features for
designing platforms for HTS, precision medicine and basic
science studies that can emulate human physiology, both for
non-cancer and cancer related in vitro bone associated
studies, including preclinical developments for applied

This journal is © The Royal Society of Chemistry 2025

research, such as PK/PD studies for evaluating new targets,'®’

safety and efficacy of drug candidates in cancer,"”*'®" in vitro
diagnostic of personalized medicine, and biomaterials
research & development.'

With the introduction of OOC, 3D cell culture can provide
more  physiologically  relevant data as  nowadays
bioengineering has converged the areas of biology and
mechanical engineering for establishing perfusion, emulating
bioreactor properties at a small scale. Through microfluid
channels, it is now possible to bring dynamic cultures that
can resemble human biomechanical stimulus, generating
dynamic 3D cell culture systems that will highly decrease the
quantities of materials employed and making translational-
oriented research more efficient. The growing field of bone
models with OOC still faces several challenges, which
requires rising capabilities of inter-disciplinary collaboration
for successfully operating complex platforms. These
platforms will consist of lab-on-a-chip devices with multi-
organ interaction and co-cultures for emulating human
pathophysiology crosstalk and for determining continuous
assessment of cell behaviour and viability without the
requirement of ending the culture for terminal assays
employing real-time monitoring of multiple cell-cell and
cell-matrix interactions. Particularly, for establishing OOC
for precision medicine, it is necessary to successfully
implement new collaboration models between academia and
clinicians, in an effort to enable the use of primary-derived
cells from patients. This will help from a personalized
approach point of view to better comply with healthcare
regulation and bioethics exceeding several challenges of
sample contamination, specificity selection of cells, in-line
monitoring, and evaluating the tissue-engineered construct
and 3D cell culture support in an automated and scalable
approach.
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To better understand bone pathophysiology and the
influence of various factors, it is essential to develop systems
capable of real-time data collection. This can be achieved
through the integration of sensors into MPS. Sensors are
compact devices designed to detect specific signals and
generate continuous and reversible electronic outputs
through transduction elements for computer-based condition
analysis. These sensors can monitor parameters such as
oxygen levels, glucose  concentrations, or  toxic
hydrocarbons.’”® OOC platforms are particularly well-suited
for sensor integration, benefiting from over 50 years of
advancements in microelectrode technology. A notable
example is the work of Bonk et al.,'”* who developed a multi-
sensor glass-chip incorporating a thin-film platinum sensor
system. This system successfully monitored respiration,
acidification, and cell adhesion within a PDMS microfluidic
channel grid, enabling the characterization of pre-osteoblast
(MC3T3-E1) behaviour. This innovative study, combined with
ongoing sensor development, highlights new opportunities
for advanced analysis in applied OOC device use. It also
paves the way for integrating the real-time monitoring of
patient samples into in vitro platforms for personalized
medicine.

The implementation of HTS in OOC systems enables the
collection of vast datasets, providing significant
advancements in the efficacy evaluation of current drug
therapies for bone diseases, with improved translation and
reproducibility. A notable example is the osteocyte-targeting
therapeutic screening platform developed by Lipreri et al.'””
Using an automated scanner compatible with microfluidic
96-chip plates (Two-lane OrganoPlate® device, 9605-400-B,
Mimetas BV), they evaluated the effects of teriparatide, an
anti-osteoporotic drug. The study demonstrated that
teriparatide significantly mitigated the cytotoxic effects of
dexamethasone on osteocytes, achieving high reproducibility
in vitro. Analysing the increasingly complex and extensive
datasets generated by such platforms often surpasses the
capacity of conventional statistical methods. As a result, big
data analytics and artificial intelligence (AI) technologies
have become indispensable. Paek et al.'”® showcased the
groundbreaking application of Al-assisted image analysis
using a deep learning platform. They compiled a database
of hundreds of fluorescent images from a HTS PDMS-based
bone chip to evaluate the efficacy of an anti-SOST
monoclonal antibody, a therapeutic used for osteoporosis.
This approach demonstrated exceptional accuracy and
represented a promising platform for drug testing. Another
innovative platform was developed by Xiao et al >
integrating imaging and AI to study osteocyte
morphogenesis under microfluidic shear stress using digital
holographic microscopy. Although conducted on a 2D
platform, their work introduced a numerical and automated
method to correct imaging aberrations in holographic
microscopy. By processing over 10000 images, they
significantly improved the resolution of individual cells
under shear stress, enabling detailed quantitative
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morphological characterization of live bone cells. These
advancements highlight the transformative potential of
combining HTS, Al, and advanced imaging for bone disease
research and therapeutic development, particularly giving
new opportunities in scaled-down OOC systems and for the
implementation of quality control measures®® in these
systems.

In the field of bone models, 3D cell culture has become
widely recognized as a standard approach. Various
scaffolds, both synthetic and natural, have been utilized,
with collagen type I emerging as a predominant choice.
This preference is likely due to its extensive history of use,
particularly for coating cell culture wells.>*® Also, we
uncovered that in new OOC devices, protein-derived
scaffolds based on collagen and fibrin are the most
prevalent choices. However, the trend is moving towards
composite biomaterials with the addition of several
components, such as mineral content,'>!5%156:158,182,184
which can provide basic bone components for the
formulation in a more replicable approach with batch-to-
batch reproducibility. This approach can bring together
mineralized content, nanoparticles with natural*>*'5>18* or
synthetic hydrogels'>* components that can provide the
necessary fluidity for dispersing cells into the OOC chambers
and customized stiffness for matching the mechanobiology
of the bone tissue. The use of ECM-derived components in
the formulations is gaining attention with successful
maintenance of complex niches demonstrated, such as bone
and bone marrow.”>*>"7*'¥1  Moreover, composites with
injectability capabilities can be dispensed in OOC chambers
in a systematic and reproducible manner that can facilitate
automation of assays for future HTS.

The cell sources of any bone model vary depending on
the different scenarios of physiology and diseases processes.
Currently, there are capabilities for the biofabrication of
artificial tissues with specific conditions and diseases
derived from patients. There are versatile scaffolds options
for selecting the necessary characteristics of the
pathophysiological human processes, such as customizing a
specific rigidity of the ECM for a specific disease or
condition. Additionally, the advances in stem cell biology can
facilitate the construction of these models'>>'°%156:164,174,180
as the multipotentiality can yield tissue cell composition and
enable better cell-cell interaction studies in these models.
However, important challenges still remain unresolved, such
as the key aspect involving the long remodelling process of
bone spanning months. Such long-term cultivation strategies
in MPS, up to 2-3 months, must be carefully designed to fully
address the physiological process of bone remodelling. To
maintain in vitro viable bone tissue, it is necessary to
establish and provide nutrients with a functional
vascularization network between the cells immersed in the
mineralized tissue. Several studies have approached this with
co-culture systems having vascular vessel cells. Some
groups'™ have reported successful angiogenesis process
inside the bone channel of a simple and replicable OOC

This journal is © The Royal Society of Chemistry 2025
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method with the formation of an angiogenic network that
was influenced by the HC concentrations of the composite
scaffold. Choosing the right scaffold can have deep
implications on the results of these experiments and since
scaffolds have very different behaviour, biocompatibility and
mechanical characteristics, the right choice of components
remains crucial. Moreover, an ideal scenario for studying
bone and complex processes such as metastasis demands
several organ-tissue interactions that increase the complexity
of the model and the biofabrication demand of different
cells. To successfully simulate human physiology for real 3R
replacement measure and for personalized medicine, OOC
must resemble the whole organism with essential biological
factors such as hormonal stimulation, presence of the
immune system and the microbiota, besides tissue
innervation and vascularization. We hope that our tutorial
review will lead to the convergence of all technologies and
point towards the most prominent approaches in the field to
enable future successful clinical translations from preclinical
research and development and provides a new overview of
guidance and key factors to achieve this.
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