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Diseased tissues are noted for their compromised mechanical properties, which contribute to organ failure;
regeneration entails restoration of tissue structure and thereby functions. Thus, the physical signature of a
tissue is closely associated with its biological function. In this review, we consider a mechanics-centric view of
disease and regeneration by drawing parallels between in vivo tissue-level observations and corroborative
cellular evidence in vitro to demonstrate the importance of the mechanical stiffness of the extracellular matrix
in these processes. This is not intended to devalue the importance of biochemical signaling; in fact, as we
discuss, many mechanical stiffness-driven processes not only require cooperation with biochemical cues, but
they ultimately converge at common signaling cascades to influence cell and tissue function in an integrative
manner. The study of how physical and biochemical signals collectively modulate cell function not only brings
forth a more holistic understanding of cell (patho)biology, but it also creates opportunities to control material
properties to improve culture platforms for research and drug screening and aid in the rationale design of
biomaterials for molecular therapy and tissue engineering applications.
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1. Introduction

Biological tissues display a wide range of mechanical properties,
tailored to serve their particular functional andmechanical demands. In
particular, tissue elasticmodulus (E) – ameasure of a tissue's stiffness or
more formally, its intrinsic resistance to deform when mechanically
stressed – exhibits significant physiological diversity. For example, fat is
soft for cushioning vital organs, whereas bone is rigid to protect organs
and withstand sizeable mechanical loads. Alterations in tissue stiffness
as a result of trauma (scarring), disease or aging have been associated
with tissue dysfunction. In particular, soft tissues undergo significant
rigidification in many end-stage diseases, including calcific aortic valve
disease, atherosclerosis, and liver cirrhosis. It is now recognized that
tissue stiffening is not only a phenotypic outcome ofmany diseases, but
may be one of the key contributors to pathological development. It has
been postulated that increased tissue rigidity may heighten one's
susceptibility to environmental perturbations and/or genetic vulner-
abilities [1], inwhich case the cumulative effect of biochemical, physical
and genetic abnormalities reaches a tipping point and instigates disease
development. This may explain in part why people with stiffer breast
tissue due to inheritance [2], age [3], hormone replacement therapy [3]
and/or other causes have a higher incidence of malignancy [2–5], and
why the onsets of many diseases are more frequent in the elderly
population whose tissues have stiffened with age.

Given the importance of tissue stiffness in maintaining organ
function and the strong correlation between tissue rigidity and
pathological development, it is notable that polystyrene dishes or
cover glass are the predominant culture platforms used in biology.
Clearly, these highly rigid substrates (E~1 GPa) are poor models for
recapitulating the diverse mechanical environment in vivo, where
most non-mineralized tissue elastic moduli range from roughly 0.01
to 1000 kPa [6,7]. In fact, certain primary cells are known to de-
differentiate and lose their functional phenotypes when plated on
plastic. This mechanical mismatch between experimental models and
the tissue environment of interest had been largely overlooked until
recently. In a seminal study, Pelham and Wang pioneered the use of
polyacrylamide (PA) hydrogels as flexible substrates for cell growth
[8]. The mechanical properties of PA gels can be precisely tuned to
recapitulate the wide range of physiological stiffness in vitro, thereby
enabling the isolation of stiffness as a modulator of cell function under
constant biochemical conditions. This technique has since been
adapted in a variety of model systems to definitively demonstrate
that substrate stiffness alone influences almost every aspect of cell
behaviour (e.g., adhesion, spreading, migration, proliferation, and
differentiation), in a vast number of cell types, including neurons [9],
skeletal myoblasts/smooth muscle cells/cardiomyocytes [10–14],
osteoblasts [15,16], chondrocytes [17], hepatocytes [18,19], fibro-
blasts [20], endothelial cells [21], epithelial cells [1,22,23], and stem/
progenitor cells [15,24–31]. Even circulating blood cells such as
monocytes and leukocytes, which are anchorage-independent, dif-
ferentially respond to substrate stiffness during adhesion and
migration events [32,33]. For a more comprehensive review of the
various model systems used to study substrate/matrix stiffness,
readers are referred to the following reviews [7,34,35].

In this review, we draw examples from in vivo observations and
in vitro experimental data to show that knowledge of physio-
logical stiffness1 and its role in regulating tissue and cell function can:
1) advance fundamental understanding of tissue homeostasis versus
168

169

170

171

172

173

174

175

1 There is currently no consensus regarding the length scale at which cells perceive
tissue/matrix rigidity signals. In vitro evidence suggests that cells can respond to
changes in bulk elastic modulus of hydrogels (macro-scale) as well as the intrinsic
modulus of collagen fibers (nano-scale) [36]. In this review, most of the examples
discussed assume macro-scale rigidity sensing. In reality, however, cells likely perceive
an effective modulus encompassing the macro- to nano-scale.
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disease; 2) facilitate the identification of therapeutic targets; 3) optimize
culture models for research and drug screening applications; and
4) improve biomaterial design for drug delivery and tissue regeneration.

2. (Patho)physiological tissue stiffness regulates cell
(patho)biology in vitro

2.1. Tissue-specific elasticity helps maintain the functional phenotype of
differentiated cells in vitro

Somedifferentiated cells are difficult to study in culture because they
quickly lose their characteristic phenotypes and functions when plated
on rigid surfaces. In contrast, when cells are cultured on substrates with
elasticity resembling that of their extracellular matrix in vivo, they are
better able to retain their functional phenotypes. For instance, neonatal
rat ventricular myocytes develop aligned sarcomeres and generate
greater contractile forces on myocardium-like stiffness (10 kPa) [13].
Embryonic cardiomyocytes sustain beating at 1 Hz only on substrates
with heart-like elasticity (11 kPa) but quickly lose their rhythmically
contractile phenotype on rigid substrates with stiffness close to that of
an infarcted fibrotic myocardium (30–70 kPa) [12]. Similarly, myotubes
mature and striate preferentially on skeletal muscle-like stiffness
(12 kPa) [10]. The influence of matrix mechanics is not only important
to mechanically-active cell types like cardiomyocytes and muscle cells,
but also in lessmechanically active cell types, such as neuronal cells. For
example, on compliant substrates resembling soft spinal cord and brain
tissues, neuronal branching is significantly enhanced [9]. Taken together,
these data demonstrate that substrate stiffness is a keymodulator of cell
behaviour anddeviations fromtissue-like elasticity can lead to the loss of
differentiated phenotypes and functions in vitro. Therefore, it has been
postulated that cells in vivo respond similarly to tissue rigidity, and
deviations from physiological tissue stiffness may cause aberrant cell
behaviour and contribute to disease development.

2.2. Deviation from normal tissue stiffness undermines normal cell
functions and drives pathological transformation in vitro

Large scale change in tissue rigidity via fibrosis and/or calcification is
the hallmark of many diseases. However, there is growing evidence
to suggest that even subtle increases in tissue rigidity can potentiate
disease development. For example, a small but significant increase in
rat liver tissue stiffness was detected as early as three days after drug-
induced liver fibrosis, which correlated with the onset of myofibroblast
activation, a key player in tissue fibrosis [37]. Interestingly, early tissue
stiffeningwasmainly attributed to lysyl oxidase (LOX)-mediatedmatrix
crosslinking as opposed to alterations in matrix deposition, and treat-
mentwith a LOX inhibitor partially attenuated the initial increase in liver
stiffness, suggesting that matrix mechanics and not matrix composition
plays a lead role in early disease development. However, in vivo
observations like these are correlative, and thus in vitro experiments on
substrates with tunablemechanical properties have been used to clarify
the role of alterations in tissue mechanics in disease development. A
number of such studies have demonstrated that elevated substrate
stiffness can mediate myofibroblastic activation of hepatic stellate cells
and portal fibroblasts, which are thought to be the primarymediators of
liver fibrosis [38–40]. Hepatic stellate cells and portal fibroblasts
transdifferentiate to myofibroblasts on stiff surfaces mimicking the
stiffness of diseased liver (N8–22 kPa) [38–40], but remain quiescent on
soft PAorMatrigel™ basementmembranematrixwith elasticity close to
that of normal rat and human liver (Eb1.5 kPa) [38]. In multicellular
organs, alterations in mechanical stiffness during disease development
not only affect normally quiescent cells such as HSCs, but also functional
cells, like hepatocytes. For example, growth of primary and embryonic
stemcell-derivedhepatocytes oncompliant substrates that approximate
soft liver tissues promotes liver-specific albumin secretion [18,19],while
increasing substrate stiffness induces de-differentiation of hepatocytes
atho)physiological tissue stiffness and their implications for drug
ev. (2011), doi:10.1016/j.addr.2011.01.004
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towards a proliferative phenotype and significantly reduced liver-
specific albumin secretion [19]. Therefore, small deviations from
physiological-level stiffness can lead to altered cell–matrix interactions
in multiple cell types in an organ and have a compounding effect in
promoting pathological development. However, knowledge of how
stiffness simultaneously affects multiple cell types and their crosstalk in
tissue-like environments is severely lacking. This is due to the fact that
most of our understanding of matrix stiffness effects comes from two-
dimensional (2D) model systems, which are not amenable to studying
cellular interactions in a physiologically-relevant, organized, three-
dimensional (3D) cell–matrix arrangement. This limitation is widely
recognized, and the development of new and improved 3D biomaterials
with tunable mechanical properties and topographical features for
directing multi-cellular organization is an active area of research. For
now, 2D systems remain the most accessible models to isolate cellular
response to rigidity anddespite their limitations,muchhas been learned
with them.

2.3. Matrix stiffness modulates cellular sensitivity to microenvironmental
perturbations

Altering substrate stiffness over awide range in vitro yields rapid and
dramatic alterations in cellular phenotypes and functions. In contrast,
pathological variation in tissue elasticity during disease can be quite
subtle, at least in early stages. It has been suggested that substrate
stiffnessmay not only directly influence cell function, but alsomodulate
cellular sensitivity to other microenvironmental signals. This could be a
mechanism by which even small variations in tissue stiffness could
manifest in disease propagation by magnifying persistent environmen-
tal perturbations (such as chronic inflammation). This is intuitive
because many diseases evolve from small changes in biochemical and
mechanical signaling, and take years to manifest as significantly
detectable phenotypic changes. For example, subtle natural variation
in tissue stiffness could increase local susceptibility to disease
development and eventually lead to distinct pathological phenotypes
in focal regions. An intriguing example is calcific aortic valve disease, in
which lesions occur predominantly in the fibrosa layer of the valve
leaflet, and not the ventricularis layer. In normal valves, the fibrosa is on
average stiffer than the ventricularis, with distinct focal regions that are
stiffer than any in the ventricularis [41]. It has been proposed that
mechanical heterogeneity of valve tissue could differentially modu-
late local cellular sensitivity to pathological signals, such as trans-
forming growth factor-β1 (TGF-β1), which is involved in fibrosis and is
expressed in diseased valves. Indeed, under TGF-β1 stimulation in vitro,
valve interstitial cells only become activated myofibroblasts when the
stiffness threshold fallswithin the range of tissuemodulus of the fibrosa
layer [42].

The interplay between substrate stiffness and TGF-β1 signaling
is not unique to valve disease. In fact, matrix stiffness and TGF-β
signaling have been implicated in the fibrotic response in many
diseases, including cancer [43]. Stiffness can modulate TGF-β1
signaling by regulating TGF-β1 receptor expression, latent TGF-β1
activation and TGF-β1 downstream crosstalk. Increasing substrate
stiffness has been shown to up-regulate TGF-β1 receptor transcript
levels [44]. Elevated cell contractility on stiff substrates can mechan-
ically release matrix-bound TGF-β1, making it available for signaling
[43,45]. In turn, TGF-β1 intensifies the myofibroblastic response by
stimulating secretion of fibrillar collagens, fibronectin, matrix cross-
linkers and autocrine TGF-β [46], which further stiffens the matrix
and exacerbates fibrosis in a positive feedback manner. Substrate
stiffness can also regulate components of the Wnt signaling pathway,
which together with TGF-β1-induced Smad2/3 signaling synergisti-
cally promote myofibroblast differentiation [42]. These mechanisms
are not mutually exclusive, but likely overlap to fine-tune signal
specificity in various contexts, such as in wound healing or different
stages of disease. Given the diversity of TGF-β involvement in
Please cite this article as: W.L.K. Chen, C.A. Simmons, Lessons from (p
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development, tissue homeostasis and disease in virtually every tissue
in the body, it is not surprising that the intricate specification of TGF-
β1 function requires coordination from local microenvironmental
inputs, with physical cues such as substrate stiffness adding a
dimension to the complex TGF-β biochemical signaling network.
Such systems-level understanding of signaling, incorporating cell–
matrix interactions, is invaluable because it may facilitate the
identification of novel therapeutic targets. For example, the diverse
physiological functions of TGF-β make systemic inhibition a poor
therapeutic option for treating fibrotic diseases [47]. Alternatively,
since tension transmitted via integrin/cytoskeleton coupling to the
latent TGF-β1 complex is required for TGF-β1 activation, interruption
of this force transduction mechanism could be used to inhibit matrix
release of TGF-β1, thereby providing a more specific treatment
strategy for anti-fibrotic therapy. Inhibition of various integrins
(αvβ5, β1, and αvβ5) or integrin-binding sequences has been shown
to reduce latent TGF-β1 activation [43] and mouse mutants lacking
αvβ6 integrin do not develop fibrosis despite aggressive chronic
inflammation [48]. Collectively, these data allude to an indispensible
involvement of mechanical tension in TGF-β1 signaling in myofibro-
blast differentiation and emphasize the existence of complex
mechanical and biochemical cross-talk in disease development.

2.4. Matrix stiffness modulates cellular sensitivity to genetic instabilities
and vice versa

Cells in tissues with elevated stiffness are not onlymore vulnerable
to microenvironmental disturbances, but also genetic abnormalities.
People with hereditary cancers develop tumors locally, despite the
fact that every cell carries the samemutation, suggesting that the local
tissue environment is a crucial determinant in oncogenic activation
[49]. Conversely, many oncogenes are kept in check and dormant by
various protective mechanisms, such as a healthy stromal microen-
vironment, until triggered into activation later in life [49], most
frequently in the older population and people with accumulated
tissue damage [3,50,51].

It has been suggested that a tissue environment that supports proper
tissue organization and function can serve as a protective barrier against
tumor formation [52]. On the other hand, elevated tissue stiffness and
contractility can distort tissue structures, compromise tissue function
and actively drive malignant transformation of premalignant cells [1].
Normal mammary epithelial cell (MEC) function is tightly controlled by
matrix stiffness. The expression of β-casein (a milk protein) was
enhanced on PA substrates that resemble the soft mammary tissue
environment and was down-regulated on stiff substrates [22]. Elevated
stiffness not only affects normal cell function but can also instigate
malignant transformation. In a soft matrix with tissue-like elasticity
(~167 Pa), MECs developed in vivo-like acini, whereas progressive
increase in stiffness (400–5000 Pa) enhanced MEC tension generation
and resulted in disrupted epithelial polarity, destabilized adherens
junctions, and increased integrin clustering and focal adhesion kinase
(FAK) activity, all characteristics of a premalignant phenotype [1,23].
Similarly, increasing intracellular contractility by constitutively activat-
ing RhoA, a key regulator of cytoskeletal tension, produced a similar
disturbed tissue phenotype in soft matrices, alluding to the importance
of cytoskeletal tension andmechanotransduction in potentiating cancer
development. Notably, epidermal growth factor (EGF)-induced extra-
cellular signal-regulated kinase 2 (ERK2) activity is increased and
sustained longer inMECsgrown in stiffmatrices [23]. SinceEGF receptor
mutations (overexpression) have been found in a number of cancers,
especially breast cancers [1], tension-induced hypersensitivity to EGF in
a fibrotic environment can aggravate the frequency of tumor progres-
sion. Indeed, overexpression of EGF receptor 2 (ErbB2) inMECs induced
malignant transformation only in stiff ribose-crosslinked matrices but
not in compliant matrices with normal tissue rigidity [1]. Consistent
with these in vitro findings, artificially-induced LOX-mediated collagen
atho)physiological tissue stiffness and their implications for drug
ev. (2011), doi:10.1016/j.addr.2011.01.004
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crosslinking of the stroma in vivo also induced invasive behaviour of
oncogene-transformed MECs and the injection of a crosslink inhibitor
attenuated tumor progression and reduced tumor severity and
frequency [1]. Not surprisingly, elevated levels of LOX have been
detected in many types of solid tumors and have been shown to
facilitatemetastasis [53]. Taken together, thesedata reinforce the notion
that genetic and biophysical factors from the microenvironment
cooperatively contribute to cancer progression and strategies to temper
chronic fibrotic response and alleviate intracellular tension build-up (by
lowering matrix stiffness using crosslink breakers or decreasing
intracellular tension using contractility inhibitors) may be effective
means to prevent oncogenic activation.

While the mechanical environment can magnify genetic instabil-
ities and activate dormant oncogenes, full-blown mutations in turn
could manifest in defective mechanotransduction, which desensitizes
cells to their physical environment, allowing oncogenic signals to
overcome matrix restraints. For instance, although premalignant cells
harbouring the pro-oncogene (ErbB2) sense matrix stiffness and
remain non-invasive in soft matrices [1], fully transformed cells
appear to have altered mechanosensitivity [23,54,55]. Notably, some
cancer cells (PAP2 [54] and T4-2 MECs [23]) can generate high traction
forces and spread equally well irrespective of substrate stiffness,
indicating a malfunction in mechanotransduction. Consequently,
tension-mediated mitotic and apoptotic control was lost in these cells
[23,54], reminiscent of theuncontrolled cell growthobserved in tumors.
These abnormal phenotypes are associated with persistent elevated
levels of Rho and ROCK (Rho kinase) activity [23]. Rho GTPases are key
regulators of cytoskeletal tension, focal adhesion assembly and
migration in normal cells, and their aberrant activities have been
implicated in cancer progression [56]. Inhibition of Rho or its signaling
partners (integrins, ROCK or ERK) have been shown to reduce
proliferation and lead to phenotypic reversion in vitro [23,56,57],
suggesting that components of the mechanotransduction network can
serve as potentialmolecular targets for pharmacological intervention in
cancer therapy.

Tumor cells are heterogeneous and only a subpopulation possesses
metastatic potential in late stage tumorigenesis [58–60]. Interestingly,
although tumor tissues are stiff and elevated Rho/ROCK activity is
required to disrupt cell–cell contacts and facilitate tumor cell invasion to
local tissue [56,61], highly metastatic cells are extremely deformable
[56,62,63]. This may be because reduced cytoskeletal stiffness is
required to enable metastatic cell passage through small capillaries to
invade distant tissues and form secondary tumors. However the
mechanism by which they acquire such phenotype is unclear. Normal
cells are known to remodel their cytoskeleton and adjust their internal
stiffness to match the rigidity of the underlying substrate [20]; the fact
that metastatic cells develop a highly deformable cytoskeleton despite
the rigid tumor environment suggests faulty mechanotransduction,
where intracellular tension is decoupled from extracellular matrix
stiffness. This is supported by observations that in metastatic colon
cancer cells subjected to force application at integrin receptors, strain-
induced stiffening of the cytoskeleton was significantly reduced
compared to non-metastatic tumor cells, suggestive of compromised
integrin–cytoskeleton coupling [64]. Interestingly, although inhibition
of the constitutive FAKactivity inmetastatic cells restored force-induced
integrin–cytoskeleton strengthening, defects in spreading and migra-
tionwere not rescued. Itwas postulated that the continuous turnover of
focal adhesion proteins rather than their absolute expression levels is
critical to activemechanotransduction [64]. This dynamic aspect of focal
adhesion assembly in normal cell function, especially during spreading
and migration, may explain the discrepant findings in vivo where both
elevated and reduced FAK activities have been associated with cancer
progression and metastasis [65–68].

While some cancer cells appear to be irresponsive to substrate
stiffness [23,54,64], others exhibit altered mechanosensitivity and
differential responses to matrix rigidity, which may relate to their
Please cite this article as: W.L.K. Chen, C.A. Simmons, Lessons from (p
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preferential metastatic targets [55]. For instance, several single cell
populations (SCPs) of a metastatic breast cancer cell line (MDA-
MB231) with specific affinities for lung (soft) or bone (stiff) tissue
exhibited preferential growth on the substrates with elasticity
mimicking that of the target organ [55]. Specifically, SCPs with high
metastatic potential to the lung had increased proliferation and
migration in a compliant environment [55], whereas bone-targeting
SCPs had increased proliferation on stiff substrates, while motility was
not affected by matrix rigidity. However, SCPs with metastatic
potential to both the lung and the bone grew better on soft substrates
and showed no stiffness-dependent motility. While the latter
seemingly discrepant results are difficult to reconcile, selective
invasion and homing of metastatic cells to distant organs seem to
rely in part on the microenvironmental conditions (both mechanical
and biochemical) of the target tissues which provide motility and
growth advantages for invading cells to take root and proliferate.
Together, an improved understanding of how the microenvironment
couples with genetic factors that are implicated in tissue-specific
metastasis [69] may allow for prediction of potential sites of
secondary tumor formation and facilitate preventive intervention.

3. Stiffness regulation of stem cell commitment and
pathological differentiation

Similar to differentiated cells, stem cell function is tightly
regulated by physiological levels of substrate stiffness. Human bone
marrow-derived mesenchymal stem cells (hBMMSCs) have been
shown to remain quiescent and maintain their multipotency on
compliant substrates with marrow-like elasticity [31]. Remarkably,
hBMMSCs preferentially differentiate toward neurogenic, myogenic
and osteogenic lineages on substrates with elasticity mimicking the
tissue modulus of the brain, muscle and precalcified bone, respec-
tively [25]. Inhibition of non-muscle myosin II (a key player in cell
contractility) abolished stiffness-dependent differentiation, suggest-
ing a causal link between mechanical tension and stem cell lineage
commitment [25]. Similarly, muscle stem cells (MuSCs) have been
shown to self-renew and retain their differentiation potential on
substrates with muscle-like stiffness (12 kPa) [27]. More importantly,
MuSCs expanded on these compliant substrates demonstrated
superior homing efficiency to their native satellite cell niche and
contributed to myofiber formation when implanted in vivo [27]. This
study was the first to demonstrate that cells conditioned by the
appropriate matrix mechanical cues can result in significant func-
tional improvement in an in vivo and clinically relevant context.

It is now recognized that postnatal stem/progenitor cells exist in
many adult tissues and they are responsible for tissue homeostasis
and tissue repair during injury. However, changes in tissue modulus
during aging or disease could contribute to the pathological
differentiation of tissue-resident progenitors and/or circulating
BMMSCs, thereby perpetuating disease progression. For example, a
multipotent progenitor population exists in the aortic heart valve and
is thought to participate in tissue calcification and fibrosis in calcific
aortic valve disease [70]. In vitro, these valve interstitial cells can
acquire a calcifying phenotype via osteogenic differentiation, and this
process is regulated by substrate stiffness [44]. Similarly, circulating
BMMSCs could home to various tissues and contribute to tissue
fibrosis via myofibroblast activation. Tail vein injection of BMMSCs
into mice with induced liver cirrhosis resulted in enhanced liver
fibrosis [71]. Strikingly, 70% of the myofibroblast population and 68%
of the hepatic stellate cells (which can differentiate into myofibro-
blasts) were derived from the gender-mismatch bone marrow
transplanted cells [71]. Knowing that liver stiffening occurs early in
disease [37] and mechanics is a major driving force in myofibroblastic
differentiation [43], it is not surprising that BMMSCs engrafted to a
fibrotic liver could actively contribute to added fibrosis. Interestingly,
liver cirrhosis is highly correlated with the incidence of hepatocellular
atho)physiological tissue stiffness and their implications for drug
ev. (2011), doi:10.1016/j.addr.2011.01.004
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carcinoma (HCC) [51], and 40% of HCC is clonal, suggestive of a stem/
progenitor cell origin [72].Moreover, several studies havedemonstrated
that MSCs can home to sites of inflammation and tumorigenesis [73]. Is
it possible that chronic exposure to a stiff fibrotic environment could
induce malignant transformation of tissue-resident or circulating stem
cells to become cancer stem cells? These speculations await further
exploration.

The understanding of how local mechanical inputs influence stem
cell pathological differentiation is not only crucial to understanding
disease development but is of practical relevance to regenerative
medicine. For instance, direct injection of stem cells into a diseased
environment with pathological tissue stiffness could be counter-
productive and even dangerous. Injection of BMMSCs into an infarcted
heart, with tissue stiffness similar to pre-calcified bone, has been
shown to induce MSC osteogenic differentiation and resulted in
calcification of the host myocardium [25,74]. Therefore, stem cells by
themselves have limited regenerative capacity if the correct micro-
environment is not provided. Similarly, tissue engineering constructs
for stem cell delivery must have appropriate mechanical and
biochemical properties to create a conducive microenvironment
that guides stem cell differentiation and at the same time, protects
against pathological transformation.

4. Material considerations in the design of drug screening
platforms and biomaterials

The understanding of how cells interact with their mechanical
environment has practical relevance to the development of drug
screening substrates, macromolecule delivery vehicles and tissue
engineering scaffolds. The ability to direct cellular response by
manipulating the mechanical properties of materials may be more
cost-effective than biochemical modifications because physical
features are more reproducible and they are arguably longer-lasting,
while bioactive components could be quickly degraded or masked by
endogenous proteins.

4.1. Modulating substrate stiffness to improve drug screening platforms

Currently, large-scale, high-throughput cell-based screening and
validation of therapeutic compounds are carried out almost exclusively
on cells cultured on rigid multiple-well plates. As alluded to earlier, this
unnaturally rigid substrate environment is not representative of the
physiological or pathological tissue environment. In fact, many studies
have shown that cellular sensitivity to soluble factors are differentially
regulated depending on substrate stiffness, and hypersensitivity on stiff
surfaces [75] could contribute to false positives in cell-based screens.
However, currently available hydrogel-based elastic substrates are not
amenable to scale-up operations due to high cost, laborious fabrication
procedures, andmechanical instability and variability (due to swelling).
Recently, an alternative technique, originally developed for measuring
cell traction forces [76], has been exploited to manipulate substrate
elasticity in a newway, which is potentially more suitable for industrial
production. In this approach, ECM protein-coated flexible silicone
micropillars of varying heights are used to confer substrate elasticity
[77,78]. Upon cell adhesion, short pillars that deform less represent a
more rigid substrate, while longer pillars, which have more freedom to
bend, represent a more elastic substrate. Indeed, hBMMSCs preferen-
tially differentiated into osteoblasts on short pillars (i.e., stiff substrate)
and into adipocytes on long pillars (i.e., soft substrate) in constant
bipotential media conditions [77]. This result confirmed previous
findings suggesting that a soft environment resembling fat tissue is
conducive to stem cell adipogenic differentiation, while a stiff
environment mimicking precalcified bone could drive osteogenic
commitment [28]. The ability to manipulate substrate stiffness by
simply varying the geometry ofmicro-topographical features allows the
use of materials which have greater mechanical stability and reproduc-
Please cite this article as: W.L.K. Chen, C.A. Simmons, Lessons from (p
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ibility, could simplify the manufacturing procedure and facilitate
industrial adoption. Additionally, it has been suggested that these
micropost-laden surfaces can be used as a direct and rapid force readout
for screening of drugs that affect cell contractility [79]. Indeed, it is
conceivable that the screening of, for example, cardiostimulatory drugs
could be performed on multi-well substrates fabricated with arrays of
microposts that convey the effectivemodulus of diseased cardiac tissues
and by tracking the deformation of the microposts, a functional output
of drug efficacy can be obtained. Although substrates with physiolog-
ical-relevant elasticity still do not fully capture the complex cellular
microenvironment, they could incrementally improve drug screening
efficiency by narrowing the list of potential drug candidates for
subsequent and more rigorous in vitro and in vivo validations.

4.2. Modulating biomaterial stiffness to enhance cellular sensitivity to
therapies

The effectiveness of therapeutic treatment (e.g., with chemical
compounds, proteins, antibodies, DNA or small interfering RNA) is not
only dependent on the bioactivity of the molecules but also on the
microenvironmental conditions under which the drug is delivered [80].
Biomaterials (used alone or with cells) are an excellent vehicle for
molecular therapy, because theyprovide theopportunity toenhance the
drug response of encapsulated or infiltrated cells by modulating local
matrix conditions. Of particular interest to this discussion, substrate
stiffness has been shown to influence in vitro cellular sensitivity to
various chemical compounds, antibodies, growth factors and even
uptake of plasmid DNA [42,75,81]. Though the clinical significance of
these findings remains to be tested, enhancing therapeutic responsive-
ness via modulating the local cellular environment could alleviate the
need for supraphysiological dosing, thereby reducing unwanted side-
effects.

4.3. Biomaterial considerations for tissue engineering applications

The ability to engineer specialized biochemical and biophysical
niches that predictably control cell function is critical to regenerative
medicine and provides insight into fundamental biological processes.
Tissue engineering strategies have the potential to incorporate and
optimize these niches to predictively guide stem cell function and
ultimately generate functional tissues.

Among the extrinsic factors that influence stem cell functions,
extracellular matrix signals are especially important because of their
potential translation to the rationale design of biomaterials. Matrix
stiffness and matrix protein effects are intrinsically linked because
cells respond to rigidity by the formation and reinforcement of the
ECM–integrin–cytoskeleton association. Binding of different integrins
can modulate the strength of this extracellular-to-intracellular
coupling and influence force transmission [82,83], thereby imparting
control over cell functions. Expectedly, ECM protein identities and
densities modulate cellular response to substrate stiffness [29,30].
Early changes (24 h) in spatial and structural organization of the
cytoskeleton are predictive of stem cell osteogenic specification [84].
Therefore, by fine-tuning ECM composition and stiffness, it is possible
to control cytoskeletal tension generation and optimally drive lineage
commitment. The ability to promote proper force transmission is
emerging as a new criterion for biomaterial design [6].

Moreover, mechanical conditioning of tissue engineered constructs
not only improves mass transport, but may directly affect cell/tissue
functions by activating force-sensitive proteins and mechanotransduc-
tion pathways. Matrix stiffness can modulate how dynamic forces are
transduced at the cellular level [85]. The optimal scaffold stiffness and
surface biochemistry in static culture is unlikely the same in dynamic
conditions. Therefore, it will be necessary to adopt an empirical
approach and systematically screen for large permutations of design
parameters, including mechanical, matrix, and biochemical inputs, to
atho)physiological tissue stiffness and their implications for drug
ev. (2011), doi:10.1016/j.addr.2011.01.004
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optimize the conditions for regeneration. The need for high-throughput
combinatorial screening studies is reflected in the ongoing effort to
develop microfabricated platforms for probing cell–microenvironment
interactions. With the advances in microfluidic and microelectrome-
chanical technologies, more and more aspects of the cellular microen-
vironment can be assayed simultaneously [85–94]. The knowledge
obtained from these microscale studies may help to illuminate the
complexity inmicroenvironmental control of cell function and facilitate
the development of better engineered tissues.

The ultimate goal of tissue engineering is to produce tissue
replacements; however, a more immediate contribution of tissue
engineering perhaps is the generation of 3D in vitro models for
research and drug testing. It is well accepted that most cells naturally
exist in a 3D environment, and that cellular behaviour differs in 3D
versus 2D conditions [95,96]. However, the investigation of matrix
stiffness in 3D is limited [14,24,28,97]. This is primarily due to the
difficulty of independently changing stiffness over a wide range
without concurrently altering other matrix properties, such as ligand
density, fiber diameter, or pore size, which may affect cell function
directly and/or indirectly by influencing mass transport. Nonetheless,
3D systems now exist, such as RGD-modified alginate hydrogels [28],
which allow formodulation of elasticmodulus over awide range (2.5–
110 kPa) independent of confounding influences (e.g., ligand density
and pore size), thereby enabling the isolation of mechanical effects
from biochemical contributions. Interestingly, stiffness-dependent
human BMMSC differentiation in 3D was similar to previous 2D
findings, with soft matrices promoting adipogenesis and intermediate
stiffness favouring osteogenesis, despite altered integrin engagement.
It was found that cell–RGD interactions in 3D involved bothαv and α5

integrin binding, whereas 2D matrix interactions engaged primarily
αv integrins [28]. The surprising consistency in matrix stiffness-
regulation of MSC differentiation outputs between 2D and 3D, in spite
of differential integrin signaling, suggests that perhaps cells have the
ability to compensate for suboptimal matrix environment via
redundant pathways. The generation of clinically-relevant in vitro
models, therefore, may not necessarily require the complete recrea-
tion of the physiological niche; rather, the identification of subsets of
key microenvironmental cues capable of initiating and complement-
ing the endogenous adaptive cellular program may be sufficient. The
search for these key factors will greatly benefit from the development
of micro-technologies, quantitative assays and mathematical model-
ing techniques that allow efficient screening and evaluation of the
relative contributions from various culture inputs.

5. Conclusions

Tissue and matrix mechanics plays an important role in patholog-
ical development; understanding how altered mechanics affects
disease and vice versa is critical to the ultimate goal of regeneration.
In vivo and in vitro data demonstrate that matrix stiffness not only
impacts cell functions, but also modulates cellular sensitivity to other
microenvironmental and genetic cues to impact common signaling
pathways in an integrative fashion. Improved understanding of how
matrix mechanics influences cell/tissue function will have direct
translational impact in material design for drug screening, macromo-
lecular delivery, and tissue engineering applications.
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