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The liver has excellent regeneration potential and attains complete functional recovery from partial
hepatectomy. The regenerative mechanisms malfunction in chronic liver diseases (CLDs), which fuels disease
progression. CLDs account for 2 million deaths per year worldwide. Pathophysiological studies with clinical
correlation have shown evidence of deviation of normal regenerative mechanisms and its contribution to
fueling fibrosis and disease progression. However, we lack realistic in vitro models that can allow
experimental manipulation for mechanistic understanding of liver regeneration in CLDs and testing of
candidate drugs. In this review, we aim to provide the framework for building appropriate organotypic models
for dissecting regenerative responses in CLDs, with the focus on non-alcoholic steatohepatitis (NASH). By
drawing parallels with development and hepatectomy, we explain the selection of critical components such
as cells, signaling, and, substrate-driven biophysical cues to build an appropriate CLD model. We highlight the
organoid-based organotypic models available for NASH disease modeling, including organ-on-a-chip and 3D
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bioprinted models. With the focus on bioprinting as a fabrication method, we prescribe building in vitro CLD

rsc.li/materials-b models and testing schemes for exploring the regenerative responses in the bioprinted model.

year. CLDs are marked by a continuous deterioration of the liver
via inflammation and regeneration of the liver parenchyma,

1. Introduction

Chronic liver diseases (CLDs) are debilitating progressive dis-
eases accounting for an estimated 4% of all deaths globally per
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leading to fibrosis and cirrhosis. The most common etiologies
of CLDs include viral hepatitis, prolonged alcohol consumption,
autoimmune disease, and genetic disorders. However, in recent
years, non-alcoholic fatty liver disease (NAFLD), affecting over
25% of people globally, has been the primary contributor to
CLDs." NAFLD, a hepatic manifestation of metabolic syndrome,

Rithika Parthasarathy received
her MSci in Chemistry from the
University of Nottingham in 2023
and is an incoming graduate
student in the Chemistry PhD
program at the University of
Arizona. Her interests include
bioconjugation — and  protein
chemistry along with nano-
technology, including developing
biochemical probes to investigate
protein  functions in disease
mechanisms.

Rithika Parthasarathy

J. Mater. Chem. B, 2024, 12, 7669-7691 | 7669


https://orcid.org/0009-0002-3302-1011
https://orcid.org/0009-0004-5166-4664
https://orcid.org/0009-0009-2531-7139
https://orcid.org/0000-0002-2462-9001
http://crossmark.crossref.org/dialog/?doi=10.1039/d4tb00738g&domain=pdf&date_stamp=2024-07-08
https://rsc.li/materials-b
https://doi.org/10.1039/d4tb00738g
https://pubs.rsc.org/en/journals/journal/TB
https://pubs.rsc.org/en/journals/journal/TB?issueid=TB012032

Published on 27 juni 2024. Downloaded on 26-02-2026 04:57:43.

Review

is a progressive condition representing a wide spectrum of liver
diseases marked by the accumulation of fat in hepatocytes
termed as steatosis.” These conditions range from simple stea-
tosis to non-alcoholic steatohepatitis (NASH) with extreme cases
leading to fibrosis, cirrhosis, and hepatocellular carcinoma
(HCC). NASH is currently the leading cause of HCC with around
2.6% of cases per annum.’ Research on the pathogenesis of
NASH indicated that it is commonly associated with varying
degrees of fibrosis, with many cases exhibiting advanced liver
fibrosis in the F2 stage (portal fibrosis with few septa) or higher.
With NASH being a progressive condition, analysis of sequential
liver biopsy specimens suggests that the fibrosis stage F2 would
progress to cirrhosis (F4) within 20 years in the case of NASH.®
The speed at which NASH progresses varies for each person
owing to factors such as genetic and metabolic health, making it
a highly individualized condition.

The complex and heterogeneous nature of NASH and NAFLD
has complicated the discovery of drug compounds as they
involve multiple pathways and factors that influence disease
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progression. Despite these obstacles, many researchers have
explored a wide range of therapeutic targets, and ongoing
clinical trials continue to foster hope for the effective treatment
of NASH with liver fibrosis. While various strategies have been
employed to alleviate disease symptoms, it is crucial to empha-
size that as of now, there are no curative therapies for CLDs.”

Preventative care, specifically lifestyle modification, has
been mainly utilized to slow down disease progression and
reduce complications. Weight loss through dietary modifica-
tions, physical exercise and in extreme cases bariatric surgery
has shown significant improvement in histological studies.
Irrespective of the method, 7-10% reduction in body weight
has been recommended for NASH patients.””® A control study
conducted by Ueno et al. showed that a combination of
restricted diet and exercise for 3 months that resulted in a
weight loss of 4.5-6.8 kg led to lower total cholesterol levels,
which marked reduction in steatosis and improved liver
function.’ However, only a small fraction of patients with NASH
can sustain the weight loss necessary for optimal therapeutic
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outcomes, with approximately 50% of NASH patients failing to
achieve a decrease in fibrosis.'® Drug development for NASH
has been extensively explored in the last few years with numer-
ous new and repurposed drugs currently in clinical trials, but
with poor success.” Elafibranor, a PPAR-o/PPAR-6 dual agonist,
showed NASH resolution in Phase 2b trials but failed to show
effective results in Phase 3 trials. Saroglitazar, a PPAR-o/PPAR-y
dual agonist, has shown good performance in Phase 2 trials
and is awaiting results from Phase 3 trials. Obeticholic acid
(OCA) is a semi-synthetic analogue of chenodeoxycholic acid, a
bile acid that acts as a farnesoid X receptor agonist. OCA,
developed by Intercept Pharmaceuticals Inc., was leading the
field of NASH treatment until the FDA rejected the company’s
NDA for treatment due to several liver toxicity signals along
with an increase in low-density lipoprotein (LDL) and total
cholesterol levels."* More recently, resmetirom, an oral thyroid
hormone receptor beta-agonist, has shown very good performance
in Phase 3 trials for the treatment of NASH with liver fibrosis. In a
trial involving 966 adults with NASH and fibrosis stages of F1, F2
and F3, results indicated that those administered with 80 and 100
mg doses of resmetirom improved NASH and liver fibrosis by at
least one stage.'” Recently in March 2024, the United States Food
and Drug Administration (US FDA) has given accelerated approval
for the use of resmetirom in noncirrhotic NASH patients with mild
fibrosis, but along with diet and exercise."?

Histochemical studies investigating the pathogenesis of NASH
have pointed towards the activation of stem cells in the regenera-
tion process during fibrotic development and progression.'*"?
Upon stimulation of the stem cells of the liver, hepatic progenitor
cells (HPCs), a cascade follows, giving rise to the ductular reaction
(DR). The DR is characterized by a reactive lesion consisting of
expanding biliary ductules with a complex of stromal and inflam-
matory cells and is found in chronic liver diseases of all
etiologies.'® A study conducted by Richardson et al. noted a strong
positive correlation between the fibrosis stage and DR in indivi-
duals afflicted with NASH particularly within the context of portal
fibrosis.'” Moreover, the expansion of HPCs exhibited a note-
worthy correlation with both portal and lobular inflammation,
with increased hepatocellular ballooning. Also, fat accumulation
in hepatocytes significantly compromises hepatocyte replication,

Table 1 Animal models for NASH and their limitations
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hindering the liver’s natural ability to replace damaged or dying
cells.”® This resultant impaired regeneration process further
results in progression of liver damage in NASH and the growth
of abnormal cells leading to HCC.

Liver regeneration has traditionally been explored in the
context of partial hepatectomy (PHx) in rodents, wherein two-
thirds of the liver is removed via surgery.'® This provokes a
massive response followed by cellular proliferation to reach a
stage where the functions of the liver are completely restored.”
In rodents, successful regeneration of the liver has been observed
even after twelve sequential PHx procedures.”’ The orchestration
of the cellular regeneration following PHx in rodents is one of the
most well studied phenomena of organ regeneration.>*** Due to
the successful restoration of liver functions after PHY, it has often
been viewed through a positive lens. However clinical evidence
from the last decade shows that regenerative responses in
chronic liver diseases are different from the regenerative
responses in PHX, and they can turn detrimental and further
drive the disease progression."*** We lack clear mechanistic
understanding of regenerative responses and still do not under-
stand why an organ of such remarkable regenerative potential
fails to regenerate in chronic liver diseases.>> Most of the studies
done so far are based on animal models or histopathological
evidence from clinical samples.'”

Animal models have been instrumental in understanding
the pathogenesis and progression of NASH>**” and testing
potential therapeutic interventions.”® The different types of
animal models for NASH and the methods of NASH induction
and their applications have been extensively reviewed
elsewhere.”*! Briefly, NASH is induced in the animals via
one of the four following methods: (i) modified diet/nutrition,
(ii) toxins, (iii) genetic modification and (iv) combination of
diet and toxins. Despite their utility, animal models cannot
fully replicate the exact etiology, pathogenesis, and severity of
NASH progression in humans due to significant species differ-
ences in liver architecture, regenerative mechanisms, disease
progression, inflammatory markers, metabolism rates, and
drug responses as summarised in Table 1.>°?%*? Suitable
models should exhibit obesity, insulin resistance, and systemic
inflammation akin to those observed in humans and display

Model Type Limitations

Methionine and Diet
choline-deficient (MCD) diet

syndrome
High-fat diet (HFD) Diet
Leptin deficiency (ob/ob mice) Genetic

NASH
CCl, treatment Toxin

Animals show extensive weight loss and do not develop insulin resistance, fibrosis
develops in the periportal region, does not induce characteristics of metabolic

Do not progress to advanced fibrosis and cirrhosis

Fibrosis develops in the portal areas; might need additional dietary changes to induce

Unnatural etiology and different from humans; can develop advanced fibrosis but

spontaneous regression is observed after withdrawal of CCl, treatment

Combination of
toxin and diet

STAM model (streptozotocin) + HFD

This journal is © The Royal Society of Chemistry 2024

Molecular mechanisms are different from humans. Toxicity of streptozotocin can
alter disease etiology
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features such as macrovesicular steatosis, lobular inflamma-
tion, hepatocellular ballooning (preferably with Mallory-Denk
bodies), and hepatic fibrosis. Lesions should predominantly be
centrilobular or panacinar, with perisinusoidal fibrosis starting
in zone III and progressing to bridging fibrosis and nodule
formation. Advanced fibrosis should predispose to hepato-
cellular carcinoma (HCC). Models should mirror the dietary,
systemic, and histological characteristics of human disease,
demonstrating activation of key pathways such as de novo
lipogenesis, the unfolded protein response, oxidative stress,
apoptosis, and fibrogenic pathways.*® The inaccurate represen-
tation of human CLD pathology in animal models is reflected
in the high failure rates (up to 80%) in phase II/III clinical
trials.>* Animal models also lack handle on experimental
manipulation for mechanistic studies and the throughput for
testing therapies. In the context of NASH, we aim to explain
how we could build three-dimensional (3D) models that can be
used to study liver regeneration.

While there have been several in vitro models developed to
mimic specific aspects of CLDs like NASH, there are hardly any
models to recapitulate the regenerative responses observed in
CLDs or at least PHx. One of the very first attempts in this
regard is the work done by Chhabra et al, where they have
developed vascularized hepatic tissues with PHH spheroids
embedded in a gel with a single channel lined with HUVECs
(Fig. 2D). Upon stimulation with IL1-B they observed the re-entry
of hepatocytes into the cell cycle, mimicking the growth-factor
triggered proliferative response in regeneration.>> Although the
authors claim that the model mimics regenerative responses, it
fails to capture the two critical components of regeneration such
as injury and repair of damaged tissue. An ideal model for
regeneration of normal liver should comprise a functioning
mature liver tissue, a controllable injury and a measurable
response and recovery of the mature tissue. While modelling
regeneration in CLDs, the critical aspects of the disease should
be modelled in the mature liver tissue, followed by a control-
lable injury and then assessment of recovery of the injured
tissues. While modelling CLDs, the disease itself causes the
death of hepatocytes, and therefore the injury can be controlled
by the extent of disease induction in the model. Assessment of
cellular and molecular responses in such models will provide
great insights into understanding regeneration in CLDs and
enable testing of potential drugs and therapies. We first intro-
duce the important components of a mature liver tissue, such as
cells, signaling molecules, and the extracellular matrix (ECM),
and their changes in CLDs. We then provide a review of in vitro
models for CLDs with the focus on NASH and then discuss
more recent developments in 3D bioprinting. Then we provide
critical insights into developing appropriate 3D models for liver
regeneration.

2. Building tissue-like in vitro models

Within tissues, cells engage in biochemical and mechanical
interactions with neighbouring cells and the extracellular

7672 | J Mater. Chem. B, 2024,12, 7669-7691
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matrix (ECM). These interactions create a 3D communication
framework crucial for maintaining tissue integrity and
homeostasis.*® Cellular processes like proliferation, migration,
and apoptosis are regulated within this framework, which is
influenced by the microenvironment.>” Developing a good
in vitro model involves understanding and replicating the spe-
cific microenvironment of the target tissue, including cells and
the extra-cellular matrix (ECM) matrix, with due attention to
factors such as matrix elasticity and microarchitecture. Unlike
traditional two-dimensional (2D) cultures, 3D cell cultures can
be tailored to effectively recreate these physiological cell-cell and
cell-ECM interactions, making them better mimics of real
tissues. Consequently, 3D cultures find extensive application in
diverse areas of cell biology, including tumor research, cell
adhesion, cell migration, and epithelial morphogenesis.*®

The components of a 3D in vitro model include cells,
signaling molecules and the scaffold. The selection of appro-
priate cell types is paramount, as different cell types have their
distinct complementary functions in the tissues. Signaling
molecules, such as growth factors and cytokines, or chemical
gradients provide the necessary biochemical microenvironment
to trigger cellular responses and drive processes like differentia-
tion, proliferation, or migration. The scaffold or substrate serves
as the physical support for the cells and can modulate their
behaviour by presenting mechanical and structural cues. Alto-
gether, these components are essential for creating in vitro
models that recapitulate the complexity of tissues and organs,
enabling researchers to understand disease mechanisms, test
drugs, and develop regenerative therapies with higher fidelity to
in vivo conditions.*

In the following section we explain the components of
normal liver tissue, including cells, signaling molecules and
the substrate, and the responses to PHx and in CLDs, with the
focus on NASH. We envision to provide deeper insights into the
choice of these components and the fabrication techniques to
build appropriate in vitro models for deciphering regeneration
in CLDs.

2.1. Cells

2.1.1. Major cell types and their functions in normal liver.
The liver is organized into lobules, which form the anatomical
units of the liver. The lobule is irregularly hexagonal in cross-
section, with the central vein in the centre and the portal triads,
each comprising a set of a hepatic artery, a hepatic portal vein and
an intrahepatic bile duct (IHBD), at the edges (Fig. 1). The blood
from the portal vein and the artery reaches the central vein via the
hepatic sinusoids formed by distinctive fenestrated liver sinusoidal
endothelial cells (LSECs). Making up approximately 2.5% of the
liver’s lobular parenchyma, these cells have fenestrae that facilitate
blood circulation and enable the exchange of molecules and
proteins between the bloodstream and hepatocytes. Furthermore,
they function as scavengers of macromolecular waste, secrete
cytokines, participate in antigen presentation, and play a role in
blood clotting processes. Hepatocytes are the major functional
cells in the liver and constitute 70% of the liver cells. They are
highly polarized epithelial cells arranged in cord-like structures

This journal is © The Royal Society of Chemistry 2024
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a. Liver

Fig. 1 Organization of the liver into the hexagonal units namely lobules.
Each hepatic lobule is formed by a distinctive arrangement of 6 portal
triads enclosing chords of hepatocytes running towards the central vein.
The blood from the portal vein and hepatic artery perfuses the organ
through the sinusoids.

emanating from the central vein region, with their basal surfaces
oriented toward the sinusoid. Their functions include protein and
bile secretion, metabolism of cholesterol and glucose, detoxifica-
tion, urea metabolism, involvement in the acute phase response,
and contribution to the regulation of blood clotting. The hepato-
cytes secrete bile through their apical surface into the bile cana-
liculi, which is collected by the intrahepatic bile ducts (IHBD)
formed by the biliary epithelial cells (BECs) or cholangiocytes. They
account for about 3% of the liver cell population and are primarily
responsible for the formation of bile ducts, regulation of the bile
flow rate, and secretion of water and bicarbonate to maintain
optimal bile pH levels. Hepatocytes and the BECs are the parench-
ymal cells in the liver. The hepatic stellate cells are present in the
perisinusoidal space called the space of Disse between the hepa-
tocytes and the LSECs. They constitute approximately 1.4% of the
liver cells and are responsible for maintaining the extracellular
matrix, storing vitamin A and retinoids, and regulating microvas-
cular tone, and they participate in regenerative responses to injury
within the liver."” KCs or the liver resident macrophages are found
lining the inner side of the endothelium. They constitute approxi-
mately 2% of the liver cells, serve as scavengers of foreign
materials, clearing the cellular debris in normal turnover, and
play a critical role in maintaining the tolerogenic environment of
the liver*® (Fig. 1). These diverse cell populations exhibit specia-
lized functions that collectively orchestrate liver functions on
multiple tiers. The intricate organization of polarized hepatocytes
in conjunction with capillaries and BECs serves as the founda-
tional basis for the dual endocrine and exocrine roles exhibited by
the liver.*!

The choice of cells plays an important role in building an
in vitro model. Each of these cells play an important role in
regenerating the liver following PHx, which we have summar-
ized briefly in the following section to provide a quick under-
standing. A detailed description has been provided in ref. 42.

2.1.2. Cellular responses to PHx and contrasting conse-
quences in CLDs. Restoration of the hepatic functions is the
most important goal following PHx. As hepatocytes are the
major functional cells, the rest of the cells secrete various
growth factors and signaling molecules, which trigger the
hepatocytes to exit from the GO or the resting phase and enter
into the G1 phase and subsequently into the S phase and start

This journal is © The Royal Society of Chemistry 2024
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DNA synthesis and further complete one to two cycles of prolifera-
tion in a period of 24 to 48 hours. Following hepatocytes, KCs,
BECs and hepatic stellate cells initiate proliferation.** Sprouting
angiogenesis and endothelial cell proliferation take place to restore
the liver’s vascular system.** Apart from the aforementioned cells,
natural killer T (NKT) cells, dendritic cells (DCs) and natural killer
(NK) cells also contribute to liver regeneration following PHXx.
Increased numbers of these cells are found after PHx and secrete
various cytokines that control the immune status of the liver.** The
liver is the first site to receive the blood from the gut and
encounters a variety of molecules including bacterial metabolites
as well as toxins and carcinogens. The immune cells in the liver
maintain a tolerogenic environment to prevent constant activation
of the immunogenic responses but are also vigilant to destroy any
mutant hepatocytes.> However, in response to PHx, the killer cell
activity reduces to allow the recovery of hepatocytes via the
following mechanisms. DCs are low in numbers in normal liver
and significantly increase within the first 6 hours in response to
PHx. The DCs found in the liver after PHx (LDC) have an immature
phenotype, show an increased expression of estrogen receptor
(ER), upregulate the transcription of IL-10 and downregulate the
transcription of IFN-y. These events correlate with the increase in
serum estrogen levels post-PHx. Increased levels of LDCs were also
associated with increased proliferation of hepatocytes, although
the mechanism is unknown. It is postulated that LDCs respond to
estrogen and promote local immune suppression to facilitate
regeneration by inhibiting the cytotoxic effects of liver-resident
immune cells.*® An increase in NKT cells is observed in response
to PHx due to sympathetic nerve stimulation; these cells display
suppressed cytotoxic activity. This suppression is proposed to
inhibit the killing of proliferating hepatocytes.”’*° Although sup-
pression of cytotoxic effects of NKT cells aids in regeneration,
depletion of these cells exacerbates drug-induced liver injury,”
suggesting that these cells might be important in unknown ways to
reduce tissue damage and promote regeneration. After PHX,
activated hepatic stellate cells secrete cytokines and deposit fibrous
ECM to promote regeneration. When sufficient hepatocytes have
been regenerated, the activated hepatic stellate cells are killed by
the NK cells, which is critical to control excess matrix deposition
and prevent liver fibrosis.”" Collectively, these immune cells ensure
a balanced immune response, facilitating effective liver regenera-
tion following partial hepatectomy. The interplay between NK cells
and other liver cells, along with their cytokine and growth factor
production, is crucial for the successful regeneration of liver tissue.

Numerous growth factors and cytokines originate at the site
of hepatectomy or infiltrate the liver through the circulatory
system. They influence the proliferation, differentiation, activa-
tion, migration, and survival of cells in the regenerating liver.
We have explained the most important growth factors and the
cytokines at appropriate instances in Table 2, where we discuss
cells and their roles in hepatic functions in an adult liver and
responses in regeneration after PHx and in CLDs, and in
Section 2.2, we elaborate the molecular signaling involved in
liver growth, during regeneration and in CLDs. Overall, liver
regeneration after PHx is a dynamic and intricate process that
requires tight coordination between the different cells in the

J. Mater. Chem. B, 2024,12, 7669-7691 | 7673


https://doi.org/10.1039/d4tb00738g

Published on 27 juni 2024. Downloaded on 26-02-2026 04:57:43.

Review

View Article Online

Journal of Materials Chemistry B

Table 2 Cells and their roles in hepatic functions in an adult liver and responses in regeneration after PHx and in CLDs

Cells Responses to hepatectomy Responses in chronic liver diseases

Hepatocytes Following a partial hepatectomy, hepatocytes enter into the Hepatocyte proliferation is reduced and cells exhibit cell
cell cycle and begin synthesizing DNA. More than 95% of the cycle arrest and stain positive for nuclear p21°*
hepatocytes replicate within 48 hours after PHx**

Biliary epithelial Stimulated to divide and replenish the bile duct tissue lost Destruction of bile ducts and impaired bile flow or

cells (BECs)

Kupffer cells
(KCs)

Hepatic stellate
cells (HSC)

Liver sinusoidal
endothelial cells
(LSECs)

after PHx. The BECs form a trough like structure and extend
into the hepatic lobule called canals of Hering (CoH). CoH are
postulated to house the liver stem cells that are capable of
regenerating both the hepatocytes and BECs>***

KCs are the first immune cells to become activated after PHx
due to the TLRs present on their surface that recognize
DAMPs.*” KCs produce IL-6 and TNF-u that stimulate the
hepatocytes to proliferate following hepatectomy.>® They
release pro- and anti-inflammatory mediators, which attract
other immune cells from the circulatory system into the liver
to aid in tissue regeneration. They remove cellular waste and
damaged hepatocytes, which is important for tissue repair.
They are important for the resolution of fibrosis after an acute
injury. KCs secrete various pro-resolution mediators that
stimulate the expression of various matrix metalloproteinases
(MMPs) and suppress the inhibitors of MMPS

They are activated in response to PHx and begin to produce
ECM proteins.®" This helps to create a temporary scaffold to
support the regenerating liver tissue. Once the liver has
regenerated, the HSCs revert back to the state of being
dormant.*® HSCs activated upon acute injury create a
temporary scar of collagenous proteins at the injury site,
safeguarding the liver from further harm. Moreover, they
secrete cytokines and growth factors that stimulate the
regeneration of hepatic epithelial cells*?

LSECs produce growth factors and signaling molecules,
which stimulate hepatocyte proliferation and regulate blood
flow in the liver sinusoids.®® They are activated to divide and
replace the lost sinusoidal endothelial cells and are essential
for the successful regeneration of the liver after PHx®*

cholestasis has been observed in several CLD*®
Expansion of bile ducts with accompanying stromal and
inflammatory cells called the ductular reaction (DR) is
found in CLDs and represent the regenerative nodules in
the liver. The abundance of DR correlates with severity of
disease progression and higher risk of mortality™

KCs lose their tolerogenic potential and activate persistent
inflammation in the liver. They secrete TGF-f1, which
drives the myofibroblastic transformation of stellate cells
and fibrosis in CLDs.* KCs secrete TNF-a, IL-1, and MCP-
1, which stimulate HSC proliferation. Kupffer cells secrete
gelatinase and degrade type IV collagen, contributing to
the development of fibrosis®®

In response to liver injury from viral infection or hepatic
toxins, HSCs transdifferentiate into activated
myofibroblast-like cells upon receiving signals from
damaged hepatocytes and KCs. In cases of chronic liver
diseases, persistent activation of stellate cells leads to liver
fibrosis, characterized by extensive scar formation and
disruption of liver structure and function®

LSECs become dysfunctional: they deposit the basement
membrane and lose their fenestrae, which impairs solute
and molecular transport. This capillarization of the LSECs
significantly contributes to hepatic insulin resistance and
steatosis. Dysfunctional LSECs contribute to increased
portal pressure in CLDs®

liver. The cells that are activated after PHx return to their basal
state once the regeneration is complete. The excess fibrous
matrix is resolved via the reprogramming of KCs and hepatic
stellate cells. Such homeostatic responses are completely
deregulated in CLDs.

In CLDs such as fatty liver and NASH, loss of hepatocytes
occurs due to lipotoxicity and the damage signals from the
hepatocytes activate the non-parenchymal cells such as the
KCs, hepatic stellate cells and LSECs. In contrast to PHX,
restoration of functional hepatocytes via proliferation is not
achieved, and liver functions progressively decline. The non-
parenchymal cells that are activated are permanently turned on
and continue to elicit wound healing responses that progres-
sively damage the tissue microenvironment. For example, in
later stages of NASH, the activated hepatic stellate cells con-
tinue to deposit the collagenous matrix and resolution of
fibrosis is unachievable. Such a matrix is not conducive for
hepatocytes to function normally and their functions decline
exacerbating the decline in liver functions. This uncontrolled
fibrosis progresses to cirrhosis and complete loss of hepatic
functions and liver failure.

7674 | J Mater. Chem. B, 2024, 12, 7669-7691

Although hepatocyte injury is common in PHx and CLDs,
contrasting responses are observed with loss of homeostasis in
CLDs. The functions and responses of the major cells in the
liver to PHx and CLDs are summarised in Table 2.

It is critical to choose the right types of cells and induce their
distinct responses to model CLDs. The above section provides
an overview of the behaviour of different cell types and their
responses in PHx and CLDs. For example, insulin transport to
the hepatocytes occurs through the fenestrae in the LSECs. If
the aim is to study the impaired insulin transport to the
hepatocytes in fatty liver, a co-culture of hepatocytes and LSECs
in which solutes pass through the fenestrations in LSECs is
required. Upon simulation of fatty liver conditions, the loss of
fenestrations in LSECs and formation of the basement
membrane would be ideal to aptly mimic the impaired insulin
transport in fatty liver.

2.1.3. Origin of the cells of the liver. Once the required
cells are identified, the next step is to identify the source of the
cells. Primary cells isolated from the animal or human liver are
ideal for in vitro cultures as they exhibit maximal functions.
Primary human hepatocytes (PHHs) are considered the gold
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standard for in vitro liver studies, as they express hepatic drug-
metabolizing enzymes and transporters. However, maintaining
functional adult hepatocytes in long-term cultures has been
challenging as they tend to differentiate into mesenchymal
phenotypes and lose their proliferative capacity after a brief
period in culture.® Apart from hepatocytes, human liver-
derived stem cells have garnered interest because of their
potential for liver regeneration. Isolated from livers unsuitable
for transplantation, these cells can be expanded and exhibit a
morphology similar to hepatocytes, offering a promising ave-
nue for liver regeneration research.®” LSECs, KCs, hepatic
stellate cells, and cholangiocytes could be isolated from human
and animal liver tissues. These primary cells are obtained using
various isolation techniques, such as collagenase perfusion,
dispase treatment, and density gradient centrifugation, followed
by sorting through methods like fluorescence activated cell
sorting (FACS) via labelling with appropriate cell surface anti-
bodies. Subsequently, they are cultured in vitro under different
conditions and in different media to preserve their functionality
and study their responses to various stimuli.®®"*

As explained in Sections 2.1.1 and 2.1.2, multiple parench-
ymal and non-parenchymal cells in the liver are important for
the pathogenesis of CLDs. While developing models it is impor-
tant to incorporate different cell types to recapitulate events in
CLDs. The use of primary cells is limited due to the following
reasons: firstly, primary cells do not proliferate in vitro and often
require repeated isolation, which has ethical concerns and
incurs high costs; they might lose their characteristics upon
in vitro culture and may behave differently and therefore allow a
small period of experimental manipulation. On the other hand,
cell lines are transformed and might be incapable of exhibiting
true differentiated features. Due to these reasons, more often
in vitro cultures tend to use induced pluripotent stem cells
(iPSCs) and differentiate them into the specific cell types of
interest. The differentiation is based on the factors that drive
the differentiation of these cells from the progenitors during
embryonic development. Knowing the embryonic development
of liver cells is beneficial for devising experimental procedures
to differentiate human embryonic stem cells (hESCs) or induced
pluripotent stem cells (iPSCs) into specific liver cell types and
for making useful modifications to the existing procedures
when more than one cell type is being differentiated from the
same cell source to be incorporated in the model. Also under-
standing the embryonic origin helps to understand the regen-
eration of these cell types in CLDs. In the following section, we
provide a brief overview of the embryonic origins of these cells
that might be useful for developing protocols for differentiation
of iPSCs into various liver cell types and for tailoring the
reported protocols.

The embryonic development of the liver starts from the
emergence of the hepatic diverticulum from the ventral foregut
endodermal tissue.”' Endodermal cells with sustained hepatic
competence give rise to hepatoblasts.”> Hepatoblasts serve as
the common precursor for hepatocytes and BECs.”®> The non-
parenchymal cells such as KCs, hepatic stellate cells, and LSECs
within the context of the sinusoid are derived from mesodermal
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progenitors, collectively comprising the sinusoidal cell population.”
Lineage tracing experiments conducted for hepatic stellate cells in
avian embryos have yielded empirical evidence that mesothelial
cells originating from the proepicardium and septum transver-
sum mesenchyme exhibit the potential to differentiate into both
endothelial and hepatic stellate cells within the hepatic sinu-
soidal network. Recent investigations conducted in both human
and murine subjects provide corroborative evidence supporting
the mesothelial origin of hepatic stellate cells.*' In contrast,
hepatic stellate cells within the human fetal liver exhibit the
expression of CD34 and cytokeratin 7/8, suggesting that they
might originate from the endoderm. The embryonic origin of
hepatic stellate cells remains a matter of ambiguity due to the
concurrent expression of marker genes representative of all
three germ layers. Given their close physical adjacency and
concurrent expression of angiogenic factors, it has been postu-
lated that hepatic stellate cells and LSECs may share a common
precursor.”> LSECs could be potentially derived from the
omphalomesenteric veins, common cardinal veins, or posterior
cardinal veins.”® KCs are derived from the primitive macro-
phages from the early erythro-myeloid progenitors in the yolk
sac. These primitive macrophages migrate into the liver bud and
differentiate into KCs upon receiving hepatic cues from the
developing liver.””

2.2. Signaling

Signaling molecules can guide morphogenesis, cell fate deci-
sions and differentiation. In adult tissues, signaling molecules
are the main form of communication between the different
types of cells to activate specific functions in response to
stimuli. Regeneration after PHx is an intricately coordinated
process mainly carried out through timed secretion of signaling
molecules by the remnant cells. However, in the diseased state,
the control of the secretion of signaling molecules is lost, which
can cause persistent activation/deactivation of the concerned
pathway leading to aberrant cellular responses.

In a 3D model, signaling molecules can be deployed for two
important purposes. Firstly, they can be used to differentiate
iPSCs to derive the desired cell types to build the model. As
iPSCs have the potential of embryonic stem cells, the choice of
signaling molecules, model of delivery, timing and period of
treatment are based on the expression of these molecules in the
developing liver in the embryo. Secondly, signaling molecules
can be used to mimic critical aspects of disease or conditions.
For example, IL1f stimulation was adopted to mimic the
regenerative conditions in a vascularized hepatic ensemble
in vitro.*®

In the following sections, we provide a brief description of
the signaling molecules governing the differentiation of stem
cells into hepatic cells and how these molecules and concerned
signaling pathways are involved in CLDs.

2.2.1. Signaling molecules for differentiation of stem/
progenitor cells into hepatic cells

Hepatocytes. The hepatoblasts, which are the common pro-
genitor cells for hepatocytes and BECs, are derived from the
endodermal cells from the ventral foregut and enter into a bed
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of vascularized ECM called the septum transversum mesenchyme
(STM). The bone morphogenetic proteins (BMPs) from the STM
and the fibroblast growth factor (FGF) signals from the develop-
ing heart drive the hepatic fate in the endodermal cells. These
signaling molecules induce the expression of transcription fac-
tors FOXA and GATA, which induce hepatic competence or the
ability to respond to hepatic inducing signals in the endodermal
cells by occupying the albumin (Alb) gene enhancer region
preceding liver specification.”” This leads to induction of hepatic
gene expression, notably including a-fetoprotein (AFP), transthyr-
etin, and hepatocyte nuclear factor-4o. (HNF-4a). Subsequently,
these cells express albumin and crucial transcription factors such
as Hhex and Prox-1, which are critical for liver development.” The
principal transcription factors that exhibit expression within hepa-
tocytes during their differentiation from hepatoblasts comprise
FoxA1/2, HNF1o and 3, HNF-4a, and HNF6. Additionally, oncostatin
M originating from the hematopoietic compartment, hepatocyte
growth factor (HGF), and glucocorticoid hormones play critical roles
in the differentiation process of hepatocytes from hepatoblasts.
Notably, the activation of Wnt signaling via B-catenin has been
demonstrated to facilitate the maturation of hepatocytes.”® This
information has been the basis of development of a protocol for the
differentiation of iPSCs into mature hepatocytes.”

BECs. The transcription factors SOX9 and HNF6 are the
earliest signals that drive the commitment of biliary fate in
hepatoblasts lining the portal veins.”” Transforming growth
factor-beta (TGF-B) facilitates the differentiation process of
hepatoblasts into biliary cells while concurrently inhibiting
the differentiation of hepatocytes. The Wnt signaling pathway
provides support for the differentiation of cells towards the
biliary lineage.”® iPSCs are differentiated into biliary lineage
cells or cholangiocytes using these transcription factors.?*%"

Non-parenchymal cells of the liver. VEGF promotes primitive
sinusoidal endothelial morphogenesis. The involvement of
Wwnt signaling in sinusoidal growth is also noteworthy. The
potential roles of Wnt/B-catenin and Pitx2 have been proposed
in hepatic stellate cell differentiation and expansion during
development.”® iPSCs are differentiated into LSECs®* and hepa-
tic stellate cells based on these signaling molecules.®* KCs are
derived from macrophage progenitors that do not rely on the
MYB transcription factor for their development. These progeni-
tors undergo differentiation into macrophages with liver-
specific characteristics in response to signals and cues provided
within the hepatic microenvironment, which has been used to
differentiate iPSCs into mature Kupffer cells.””

2.2.2. Signaling molecules for liver regeneration after PHx
and their involvement in CLDs. Liver regeneration after PHx
takes place via an assortment of several metabolic networks,
growth factors, and cytokines, among additional pathways.***
The signaling pathways operate in an interdependent and
redundant manner to regenerate the liver after PHx.®® The
redundancy ensures regeneration of the liver mass even if there
are defects in a single signalling pathway, which might more
often lead to delays in regeneration.
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The signaling molecules and associated pathways that work
to regenerate the liver after PHx can also turn detrimental in
CLDs. For example, IL-6 produced by KCs and other NPCs in
response to PHx facilitates the commencement of liver regen-
eration to activate hepatocyte proliferation via the MAPK and
STAT3 signaling pathways.?® IL-6 contributes to hepatoprotection
by boosting anti-caspase regulators and reducing oxidative
damage, thereby preventing apoptosis. Additionally, hepatocytes
are shielded by IL-6 from apoptosis caused by Fas. By triggering
the MAPK signalling pathway, IL-6 also encourages the mitogen-
esis of hepatocytes and growth of cells®” apart from playing a role
in initiating and progressing liver regeneration; cytokines and
growth factors also set off negative feedback loops that result in
their own downregulation, which is required to inhibit the
proliferation of hepatocytes to halt liver regeneration once the
necessary functional liver mass is regenerated. IL-6 upregulates
the expression of the suppressor of cytokine signalling (SOCS)
protein SOCS3, which in turn suppresses the phosphorylation of
STAT3 and decreases IL-6 signalling.®® However, persistent acti-
vation of IL-6 signaling fuels carcinogenesis and tumor formation
in the liver.®° In Table 3, we have summarized the roles of a few
other signaling pathways that are critical for liver development
and regeneration, but can also turn detrimental and fuel disease
progression in CLDs.

2.3. Scaffolds

Scaffolds provide the physical support for the three-
dimensional (3D) growth of cells. They are mimics of the
ECM in tissues. The structure of the ECM governs cell polarity
and tissue architecture, which are critical determinants of cell
functions. Hence the biochemical composition and the physi-
cal/mechanical properties of the ECM are specific to the organ
and get remodelled in response to injuries and diseases and
undergo gradual changes with age. We aim to provide a brief
overview of the ECM and some of the critical physical proper-
ties of normal liver and the ECM changes in PHx and in CLDs,
which could guide the choice of materials and fabrication
techniques and offer important considerations for designing
scaffolds for in vitro models for liver regeneration.

2.3.1. ECM and its gradient in the liver. The ECM in the
liver is composed of collagens, glycosaminoglycans, proteogly-
cans and adhesion proteins. While the developing fetal and
neonatal liver ECM is predominantly composed of laminin,
hyaluronans, type III and type IV collagens and poorly
sulphated proteoglycans, the adult liver ECM is predominantly
composed of fibronectin, type I collagen and highly sulphated
proteoglycans. The ECM in the adult liver exists as a gradient
with the mature components present in zone 3 around the
central vein, which gradually changes to fetal-like composition
in the zone 1 periportal region."*® The ECM gradient along with
the blood flow from the portal to the central vein forms the
basis for differential functionality of hepatocytes and formation
of several other gradients such as the glucose gradient, which
plays a central role in controlling various pathways of glucose
metabolism by regulating blood-glucose levels through glyco-
genolysis, glycogenesis and glycolysis. Various other gradients
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Signaling
pathways Function in adult tissue Response to hepatectomy Response in chronic liver diseases
NOTCH Plays a critical role in the development Jagged1 expression increases in the first Jagged1 gene mutations cause Alagille
of IHBD”® 24 hours following PHx syndrome, characterized by loss of bile
ducts leading to neonatal jaundice®®
Directs biliary commitment in Stimulates hepatocyte proliferation during  Aberrant activation in cholangiocytes
hepatoblasts and morphogenesis of the early phases of regeneration following  and hepatocytes can lead to
IHBD PHXx cholangiocarcinoma (CCA)
Aberrant expression in hepatocytes Crucial to maintain the pool of HPCs by Prolonged activation in hepatocytes
promotes their trans-differentiation into inhibiting the differentiation of HPCs into  results in aggressive HCC
biliary cells mature hepatocytes
Is activated in HPCs during liver repair, Depending on the precise cellular Activation in malignant cells can serve as
generating reactive cholangiocytes environment, it can activate transcription of cancer-initiating cells for HCC or CCA®*
Hepatocellular damage inhibits Notch,  specific target genes that can both cause and
promoting progenitor commitment prevent apoptosis®' ™
towards hepatocyte lineage®
wnt/B- Essential for hepatic specification and  Growth factors, cytokines, and cell-cell Involved in the pathophysiology and
catenin contributes to hepatic morphogenesis interactions drive the activation of Wnt in  found to be dgsregulated in a variety of
hepatocytes following PHx, which drives ways in CLDs®
their proliferation and differentiation
Influences hepatoblast proliferation and Inhibiting the Wnt/B-catenin signalling in  Increased activation in CLDs is due to
survival in vivo and also in vitro rats hinders liver regeneration®” overexpression of Wnt ligands, reduced
expression of Wnt pathway inhibitors
and mutations in genes encoding Wnt
signalling components®’
Important for cholangiocyte differentia- Involved in the activation and proliferation Its persistent activation stimulates the
tion of hepatoblasts’ of oval cells, which are putative stem cells  activation of hepatic stellate cells leading
Crucial for hepatocyte maturation and  found in the rodent liver*? to collagen deposition and fibrosis'* and
hepatic zonation”®”® can trigger the proliferation of
hepatocytes fuelling the progression to HCC
TGF-B Activates Smad2/3 and Hepatic stellate cells secrete TGF-p after The main driver of fibrosis in CLDs
Smad4-dependent gene regulation, PHx, which in turn activates this signaling in
affecting MAP kinase signaling hepatocytes
Deficient embryos in Smad2 +/—; Smad3 It exerts its anti-proliferative effects on Produced by inflammatory and immune
+/— exhibit hypoplastic livers due to hepatocytes and halts their proliferation cells, it directly promotes fibrogenesis by
defective P1-integrin and B-catenin inducing the transcription of type I and
signaling”® III collagens through the Smad signaling
pathway”®
One of the main feedback mechanisms Inhibiting TGF-3 reduces NASH-induced
that prevent excessive proliferation of fibrosis, especially when combined with
hepatocytes after PHx and an important interleukin (IL) signaling inhibition'®
regulator controlling the end of regeneration®
Hippo-YAP/  Pivotal for liver development, cell fate Yap/Taz target genes increase hepatocyte Upregulated in hepatocytes in CLDs
TAZ determination, homeostasis, stem cell ~ proliferation and cell cycle progression
maintenance, epithelial to mesenchymal
transition, and regeneration'®
Cooperates to control the transcription  Inhibits cell death by upregulating genes Implicated in liver fibrosis and
of SOX9 and induces biliary fate in that shield hepatocytes from stress-induced tumorigenesis**
hepatoblasts'®* apoptosis'®
Is activated in BECs and hepatocytes Activates reprogramming of metabolic Dysregulated Hippo signaling leads to
in response to injury, facilitating pathways towards anaerobic glycolysis to dysfunctional bile duct formation
differentiation and proliferation to facilitate nucleotide synthesis necessary for implicated in several bile duct disorders'®®
maintain homeostasis'®* replication'®* Activation in NPCs may facilitate disease
progression'!
HGF Stimulates hepatocytes to produce A powerful mitogen stimulating the division Beneficial for attenuating fibrosis in

inositol phosphate and raises
intracellular calcium concentrations

This triggers MAP kinase and
phospholipase D, resulting in
arachidonic acid release

This series of events stimulates DNA and
protein synthesis in hepatocytes, which
leads to cell proliferation
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of surviving hepatocytes commencing the
process of regeneration

It is sequestered to the ECM in the liver in its
inactive form. A massive amount of HGF is

released within an hour after PHx and is
activated by urokinase plasminogen
activator (uPA)

Activated HGF binds to cMET on
hepatocytes and activates STAT3, NF-kB,

PI3K, ERK1/2 and B-catenin signaling path-
ways switching on several mechanisms that

are essential for liver regeneration'®®

J. Mater. Chem. B, 2024, 12, 7669-7691

acute injury created by bile duct ligation
due to its anti-apoptotic and proliferative
roles'%°

It is the primary cytokine secreted by the
cancer associated fibroblasts that aid in
self-renewal of the tumor initiating cells
in HCC'”
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Table 3 (continued)
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Signaling

pathways Function in adult tissue

Response to hepatectomy

Response in chronic liver diseases

Also promotes cell motility

Attracts HPCs to the site of injury so they can

mature into adult hepatocytes and replace

damaged tissue
Facilitates the uptake of nutrients and the

Shields hepatocytes from apoptosis

generation of energy required to satisfy the

needs of rapidly expanding tissue

including the blood-oxygen gradient, bile concentration, and
detoxification gradients collectively enable the liver to maintain
blood-oxygen levels, bile synthesis, and ammonia metabolism."™*
Therefore, the ECM gradient along with the sinusoidal blood flow
from the portal region to the central vein is critical for metabolic
zonation, which makes liver the centre for metabolism in the
body.™"

2.3.2. ECM changes in PHx and CLDs. Previous studies
have demonstrated that specific changes in ECM components
facilitate disease progression from simple steatosis to NASH. This
includes non-collagenous glycoproteins, laminin and fibronectin,
both of which are structural components of basement mem-
branes and regulate cell adhesion, migration, and tissue organi-
zation. PHx marked an increase in the attachment of these
glycoproteins to liver cells, in particular laminin, which had a
more restricted specificity to these cells during the course of the
liver’s regenerative response. This aspect of increased laminin
levels correlated with the exact period of the restoration of liver
tissue, signifying a pivotal step in regeneration.®* Hence, the
components of the ECM advance the creation of a dynamic and
intricate microenvironment characterized by its continuous
remodeling throughout the distinct stages of NAFLD progression.

Type I collagen, a major component of the adult ECM in the
liver, increases during the progression of NAFLD and NASH.
Collagen type I production remains an essential hallmark of
fibrosis as its excessive generation and cross-linking can lead to
a significant increase in matrix stiffness. Zheng et al. proposed that
the accumulation of fat during the steatosis stage creates a
proinflammatory milieu, leading to an increase in hepatic stellate
cell activation, hence resulting in large deposits of collagen type 1
in NASH patients.""” In a study regarding ECM remodeling in liver
fibrosis conducted by Baiocchini et al., it was discovered that the
abundance of collagen type I, particularly the genes COL1A1 and
COL1A2, was the major contributor to driving the excessive
structural changes of the ECM, hence leading to progression of
fibrosis.”” When measuring the stiffness of liver tissue of NAFLD
patients using transient elastography, Mori et al. made a notable
discovery demonstrating the greater presence of collagen type I
and an increase in myofibroblasts. The study also reported a
correlation between the increase in collagen deposits and the
expression of o-smooth muscle actin (xSMA) as the disease
progressed to fibrosis in NASH."? Future work on NAFLD can
explore a visual representation of the expression of «SMA using 3D
models, within the context of liver stiffness and ECM remodeling.
Such advances can help provide a deeper insight into NAFLD
disease progression and potential biomarkers for intervention.
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2.3.3. Role of proteases in ECM remodeling in NASH
progression. Proteases are critical in the progression of NAFLD
to NASH, fibrosis and cirrhosis. Various liver cell types secrete
different proteases that contribute to inflammation, extracellular
matrix (ECM) remodelling, and tissue damage at different NAFLD
stages. Different types of metalloproteinases (MMPs) are secreted
at different stages of the disease by specific types of liver cells that
have specific roles in fibrosis."'* A balance between MMPs and
their inhibitors such as tissue inhibitors of metalloproteinases
(TIMPs) is tightly maintained in normal liver to facilitate regen-
eration after PHx. However, in CLDs this balance is lost and the
tissue persists in a state of ECM deposition with no resolution of
fibrosis."">"® Activated hepatic stellate cells and Kupffer cells
initially secrete matrix metalloproteinases (MMPs) and their
activators, which facilitate the degradation of the normal liver
ECM and replacement with the fibrotic ECM and the release of
ECM-bound growth factors, chemokines and cytokines, which in
turn facilitate the infiltration and activation of inflammatory cells
to the liver. At later stages of the diseases, activated hepatic
stellate cells secrete higher amounts of TIMP-1 and TIMP-2,
thereby preventing ECM degradation and the resolution of
fibrosis."'®""” Apart from ECM, MMPs can also cleave cell surface
proteins and pericellular proteins and therefore have critical roles
in controlling cell behaviours such as proliferation, apoptosis,
adhesion, migration and differentiation."** Proteases such as
lysosomal cathepsins also play an important role in fibrosis in
CLDs. While they are mostly present in the acidic lysosomes,
cathepsins are also found in other sites. They possess collageno-
Iytic activity, activate hepatic stellate cells and are shown to be
critically implicated in lipotoxicity and in inflammatory
responses in NAFLD,"'®"°

2.3.4. Hepatic portal pressure and stiffness in the liver. The
advancement of fibrosis via the deposition of collagen type I
comes with significant disadvantages, primarily the onset of liver
tissue stiffness, resulting in a heightened increase in resistance to
blood flow.**° Since 75% of the blood supply is via the portal vein,
the resistance is most notably observed in the portal vein system,
leading to portal hypertension. As a significant marker of fibrosis
progression, portal hypertension remains a clear indicator of
advanced liver disease by giving rise to complications such as
varices, ascites, and hepatic encephalopathy resulting in liver
death."

While in vitro models of portal hypertension have been
significantly lacking in the current literature, certain in vivo
models have been successfully used to mimic this condition.
The partial portal vein ligation model has been widely explored
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to study the pathophysiology of portal hypertension since it is
inexpensive, reproducible and can rapidly induce portal
hypertension.'*? Recently Ortega-Ribera et al. developed a micro-
fluidic liver-on-a-chip device to mimic pathological and physio-
logical pressures on primary liver sinusoidal endothelial cell
(LSEC) culture. Primary LSECs were cultured using a microfluidic
liver-on-a-chip device under normal or increased hydrodynamic
pressure within a 1 to 12 mmHg pathophysiological range. RNA
sequencing was used to identify pressure-sensitive genes, which
were validated via liver biopsies of patients with CLDs with PH
and those without PH. Transcriptomic analysis showed chromo-
box 7 (CBX7) as a pressure-sensitive key transcription factor. This
study highlighted the harmful effect of pathological pressure on
LSECs and identified the key proteins present in the blood of
patients with CLDs allowing for the prediction of portal
hypertension.'*

However, in vitro models of PH need to be further developed,
to provide more controlled and precise environments to study
the underlying mechanisms of liver fibrosis. Such models
would pave the way for researchers to replicate the cascade of
reactions leading to fibrosis, including elevated blood flow
resistance and liver tissue stiffness.

2.3.5. ECM-mimicking synthetic scaffold materials with
tunable mechanical properties. Synthetic biomaterials have
been used to mimic the various functions of the ECM, such as
structure and elasticity within cells. Synthetic hydrogels have been
mostly used to replicate the structure of the ECM and are ideal
scaffolds for tissue engineering. In a recent review written by
Aisenbrey and Murphy, synthetic scaffolds have been developed
to substantially reduce complications associated with the in vivo
administration of Matrigel. These scaffolds have been found to be
a replacement for Matrigel as they can undergo multiple stages of
degradation, which can parallel the rate of ECM deposition."**
Synthetic scaffolds, specifically hydrogels, have been used in cell
culture to accurately replicate the various functions of the ECM
including structure, matrix elasticity and bioactivity. Elastin-like
polypeptides containing repetitive amino acids have been synthe-
sised to engineer highly elastic hydrogels, which have been utilised
for the regeneration of liver tissues.">® Certain hydrogels, specifi-
cally polyethylene glycol (PEG), have been utilised by Wake et al. to
engineer soft tissues."*

Bioinert hydrogels can provide scaffolding to cells; however,
adding peptides to such hydrogels can help fulfil other cellular
functions of the ECM. Certain cells adhering to the ECM molecules
can be fixed onto ECM scaffolds that mimic the specific structures
of the tissues or organs. For instance, RDG peptide sequences on
ECM-mimetic hydrogels have been copolymerized with PEG-
diacrylate to create an adherable hydrogel surface for cells, which
has also been shown to promote cell differentiation and survival."”

3. In vitro models for chronic liver
diseases

An in vitro model for a disease should recapitulate the essential
features of the disease that would cater to the application of the

This journal is © The Royal Society of Chemistry 2024

View Article Online

Review

model. The pathogenesis of NAFLD begins with fat accumula-
tion as lipid droplets in hepatocytes due to insulin resistance,
adipose derived and gut-derived factors. Beyond a limit the
hepatocytes undergo death due to lipotoxicity. Dying hepatocytes
release signaling molecules that activate inflaimmation and
wound healing responses in the surrounding stroma. This
activates the KCs, hepatic stellate cells and LSECs to participate
in repairing the tissue. However, in progressive NAFLD, due to
dysregulation of feedback mechanisms, the activated non-
parenchymal cells lead to persistent inflammation and fibrosis,
which cause the progression of NAFLD to NASH and further
cirrhosis. Uncontrolled progression might lead to liver failure
and/or hepatocellular carcinoma.'”® Ideally, parenchymal and
non-parenchymal cells interacting in a 3D space with flow are
required for the recapitulation of essential features of NASH
such as steatosis, hepatocellular injury, inflammation and fibro-
sis. This warrants the co-culture of all these cells in a micro-
fluidics chip. However, simpler models with one or more cell
types that recapitulate specific aspects of the disease have been
developed, which have been instrumental in understanding the
mechanisms of this disease. In this section we highlight the
salient features of a few notable models for NAFLD and NASH
ranging from simple single cell type-based organoid models to
more sophisticated organ-on-a-chip models. An exhaustive col-
lection of such models has been reviewed elsewhere."*

3.1. Organoid models

Liver organoid models are usually developed using hepatocyte
cell lines such as HepG2 or using primary human hepatocytes
(PHH) with or without the incorporation of BECs and non-
parenchymal cells such as KCs, hepatic stellate cells and LSECs.
3.1.1. Cell lines. Pingitore et al. developed an in vitro model
consisting of 3D multilineage hepatic spheroids composed of
hepatocytes and HSCs for modelling fibrosis in NAFLD. This
was done using a co-culture of HepG2 and LX-2 cell lines, to
develop spheroids to model steatosis and fibrosis in NAFLD.
These cell lines were chosen as both harbor the 1148M variant of
the PNPLA3 gene, which is the most prevalent genetic determi-
nant of NAFLD. Upon subjecting the spheroids to incubation
with fatty acids, it was observed that an increase in hepatic
lipoprotein secretion correlated with an increase in liver fat
content, along with an elevated growth in collagen type 1, which
was indicative of fibrosis in the liver. The model was further
used to test drug compounds of different drug classes that
target specific pathomechanisms of NASH. Reduction of stea-
tosis by at least 50% (p < 0.05) was noted when spheroids were
incubated with fatty acids containing the compounds PPAR-0/$
(elafibranor) and the GLP-1 receptor (liraglutide). This tool
could be crucial in understanding the molecular mechanisms
involved in fibrosis and identifying new drug compounds by
high throughput drug screening against liver steatosis."*’
3.1.2. Primary cells from normal and diseased patients.
Kozyra et al. developed a model for NAFLD using PHH. They
developed a stable protocol for the generation of PHH orga-
noids from multiple donors. Hepatic organoids treated with
fatty acids, insulin and monosaccharides such as glucose and
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fructose developed steatosis and insulin resistance as demon-
strated with the accumulation of lipid droplets and induction of
lipogenic genes. Interestingly, upon withdrawal of the treatment
with fatty acids, insulin and monosaccharides, a reversal of
steatosis was observed. The model was also shown to be suitable
for testing the efficacy of anti-steatotic compounds.™*" Duriez et al.
developed a NASH model by co-culturing primary human hepato-
cytes, Kupffer cells, endothelial cells and stellate cells and inducing
with free fatty acids and TNF-o.. The model was able to recapitulate
steatosis, inflammation and fibrosis."**> The two above-discussed
models used PHH from normal donors to form a healthy liver
organoid and induced NAFLD or NASH on the organoid using
lipogenic factors such as free fatty acids. McCarron et al. estab-
lished liver organoids from normal, NAFLD and NASH patients.
Interestingly there was a marked reduction in the ability of NASH-
derived organoids to differentiate into mature hepatocytes, reflect-
ing their poor regenerative potential and these organoids were
more susceptible to infection with viruses."** Apart from a few
genetic variants, NASH is conventionally not considered to be a
genetic disease. Such patient-derived organoids offer a great
potential to understand the genetic/epi-genetic changes that result
in irreversible changes in the liver cells in NASH.
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3.1.3. iPSCs. Guan et al. developed an in vitro model where
iPSCs were induced to differentiate into 3D human hepatic
organoids consisting of hepatocytes and cholangiocytes. They
cultured dissociated iPSCs to induce foregut spheroid generation,
which were subsequently induced in a low concentration Matri-
gel scaffold to develop the 3D structures. This 3D organoid model
was successfully used to characterize the effects of Jagged1 gene
mutations that cause Alagille syndrome."** Similarly, Sampaziotis
et al. used cholangiocytes derived from iPSCs to develop organoid
models to model in vitro features of Alagille syndrome and cystic
fibrosis (CF). They further used cholangiocyte-like-cells from
patients with polycystic liver disease to investigate in vitro the
effect of the drug octreotide.®> Ouchi et al. developed a repro-
ducible method to generate iPSCs from different donors into
organoids comprising cells of different lineages in the liver such
as hepatocytes, hepatic stellate cells, BECs and KCs. These
organoids exhibited steatosis, inflammation and fibrosis upon
induction with free fatty acids. The authors also showed a
significant increase in the stiffness of the organoids upon
induction for NASH (Fig. 2A). Differentiation of iPSCs into a
particular cell type and maintenance require a specific cocktail of
signaling molecules, which could be exclusive to the particular
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cell type. Therefore, co-culturing of iPSC-derived cell types is
increasingly complicated because of stringent media require-
ments and requires painstaking optimization. This protocol
could hold great significance for developing multicellular orga-
noids to recapitulate the pathogenesis of NASH.'*¢

3.2. Organ-on-a-chip devices

Organ-on-a-chip devices are more complex systems but have
higher physiological relevance due to the following reasons:
they can integrate multiple cell types achieve organ level and/or
multi-organ level interactions while providing compartmenta-
lization for each cell/tissue type that allows for individual
assessment; physical cues such as shear stress can be inte-
grated and controlled in these devices; in situ assessment is
feasible, as they are miniature devices and have throughput
and small-scale benefits.'*°

Gori et al. designed a microfluidic platform for simulating
non-alcoholic fatty liver disease (NAFLD), featuring a central
culture chamber for HepG2/C3A seeding (Fig. 2B). This chamber
was separated from the medium chamber by an array of 2-um-
wide microchannels, mimicking the endothelial barrier of the liver
sinusoid to facilitate continuous nutrient diffusion and waste
removal. NAFLD was induced via treatment with free fatty acids
(FFAs) such as palmitic and oleic acids. The authors observed a
gradual and chronic intracellular triglyceride accumulation in the
microfluidic device, in contrast to the more acute triglyceride
overload observed in the static culture. Moreover, a 48-hour FFA
treatment resulted in reduced viability in static cultures, whereas
hepatocytes in the microfluidic chip exhibited greater tolerance to
the treatment."®” Similarly, Kostrzewski and colleagues replicated
the NAFLD condition using a commercial apparatus, namely the
LiverChip® platform developed by CN Bio Innovations in the UK.
This platform comprises 12 individual bioreactors wherein the
fluid is circulated through a collagen-coated scaffold by a pneu-
matically driven micro-pump (1 puL s~ ). This setup facilitates the
creation of 3D microtissues within the scaffold channels. Primary
human hepatocytes (PHHs) were cultured in either a lean or fat
medium (supplemented with 600 pmol L™ FFA), and the progres-
sion of steatosis in the fat medium was observed and confirmed
through oil-red O staining. These findings underscore the effec-
tiveness of a 3D in vitro NAFLD model for drug screening, high-
lighting its potential for identifying compounds capable of
preventing or reversing hepatic steatosis."*°

Feaver et al. developed a shear device to mimic the hepatic
sinusoidal flow. PHH, primary human macrophages and pri-
mary hepatic stellate cells were co-cultured on the device and
NAFLD was induced using conditions that mimic human NASH.
Using a multiomics approach the authors showed that the
model faithfully mimicked the NASH patient tissues in vivo,
which convincingly proves the applicability of this model for
mechanistic studies and drug testing applications.*** The goal
of in vitro models is to mimic tissues in vivo and this is one of
the first models to demonstrate comparison with clinical data.
More recently Freag et al. developed a NASH-on-a-chip model via
the co-culture of four main liver cells, namely hepatocytes, KCs,
LSEC and hepatic stellate cells, from primary human tissues
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(Fig. 2C). By inducing NASH, they were able to observe intracellular
lipid accumulation, hepatocellular ballooning, inflammation and
fibrosis in their NASH-on-a-chip model and demonstrated its drug
testing capabilities.'*®

3.3. Organoid models for other chronic liver diseases

Wang et al. developed human expandable hepatic organoids
(hEHOs) from human embryonic stem cells. These hEHOs had
stable bipotent hepatoblast like progenitors, could be expanded
for more than 20 passages and could be differentiated into both
functional hepatic or cholangiocyte organoids. When transplanted
into the injured livers of immunocompromised mice, these orga-
noids could differentiate into mature hepatocytes and improve
liver functions. By incorporating human fetal liver mesenchymal
cells (WFLMCs) and treatment with ethanol, they could recapitulate
the pathogenesis associated with ALD, particularly inflammation
as shown by the elevated pro-inflammatory signaling of
interleukin-1 (IL-1) and interleukins-17 (IL-17).** The excellent
differentiation and maturation potential of hEHOs could be
extremely useful for studying disease mechanisms; however, the
ethical implications still need to be deliberated. Akbari et al
reported generation of hepatic organoids from iPSCs using EpCAM
positive endodermal cells as intermediates (€eHEPO). The eHEPO
organoids could be generated in 2 weeks and the authors showed
that they could be expanded for more than a year. Using patient-
specific iPSCs, they could develop organoids with mutations in the
argininosuccinate synthetase (ASS1) enzyme to model citrulline-
mia. They could also reverse the disease by overexpression of the
wild type gene.'** Such models with long-term expansion capabil-
ities and genetic manipulation open an arena of opportunities for
modelling chronic liver diseases as they can be monitored for slow
changes in the disease phenotype and provide excellent opportu-
nities for transplantation to supplement hepatocyte functions.

4. 3D bioprinting

3D bioprinting is an advanced form of additive manufacturing
(AM) that constructs tissues or organs layer by layer, following a
bottom-up approach. By depositing cells and matrices in an
automated precise manner mimicking the arrangement in vivo,
the complex structure and functions of any tissue can be
replicated.'** The intricate features of the tissue can be concep-
tualized using computer-aided design (CAD) software or extracted
from medical images, such as magnetic resonance imaging (MRI)
or computed tomography (CT) scans."*>**” This technology deals
with living entities, such as cells and tissues, necessitating
consideration of factors like material biocompatibility, cell sensi-
tivity to printing methods, growth factor delivery, and perfusion.
The automated nature of the process allows for precise cell
patterning and controlled extracellular matrix (ECM) organiza-
tion. The layer-by-layer construction of bio-printed tissues results
in interconnected pores, providing an optimal environment for
the perfusion of gases and nutrients and facilitating inter- and
intra-cellular communication.'*® These bio-printed tissues with
enhanced intercellular communication can serve as valuable
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references for understanding in vivo physiology, particularly since
animal models often fall short in predicting human pathophy-
siological responses.**

Various 3D bioprinting methods, such as laser-assisted
printing, inkjet printing, and extrusion-based printing, have
been developed. Among these, both extrusion-based and inkjet
printing methods involve the use of scaffolds as the supporting
structures,*>'*® with extrusion-based printing being the most
commonly utilized in liver-related 3D printing studies.'*’

4.1. Bio-inks

They comprise two essential components: biomaterials and cells.
In the actual printing process, these constituents are blended and
printed in varying proportions and densities, undergoing further
processing based on the applied printing method.'*” The bio-
inks serve the dual purpose of safeguarding cells from the
external environment during printing and creating a microenvir-
onment that mimics tissue conditions."*® The development of
bio-inks places emphasis on printability, biocompatibility, and
mechanical properties as crucial considerations.'*” Bioinks offer
the added benefits of tunable functionalities, including stimuli
responsiveness and programmable properties.**> Once 3D analo-
gues are printed using bio-inks, they undergo stabilization
through thermal, ionic, chemical, or a combination of cross-
linking methods."*® Alginate, GelMA, gelatin, collagen, and
dECM, among others, are commonly employed as bioinks and
use of CaCl, and LAP + UV, temperature control, etc. are
commonly used curing methods.'*” Cell and matrix selection is
a crucial aspect of bioink development, which is contingent upon
the model’s specific requirements, influencing various para-
meters in the bioink selection process. In vitro liver models
encompass primary hepatocytes, hepatic cell lines derived from
tumors or liver slices, and hepatic cells derived from stem
cells.*® As explained in Section 2, various parenchymal and
non-parenchymal cells have specific roles in NASH pathogenesis
and the choice of cell types depends on the primary question to
be addressed using the model.

4.2. 3D Bioprinted models

Maji et al. developed a perfusable vascularized liver sinusoid
model on a chip using a one-step bioprinting technique. They
used a co-axial bioprinting method to construct a co-culture of
hepatocytes and endothelial cells to resemble a liver sinusoid.
It consisted of a central compartment housing a perfusable pre-
vascular structure made with HUVEC cells, functioning as a
sacrificial core, and an outer compartment composed of algi-
nate and collagen accommodating HepG2 cells (Fig. 3C). This
innovative perfusable 3D liver sinusoid-on-a-chip (LSOC-P)
demonstrated significantly improved viability, proliferation,
and the expression of liver-specific genes and proteins in
hepatocytes, in comparison to a 3D model with a hepatocyte-
based core/shell structure under static conditions and the
conventional 2D sandwich culture system.'*® Kizawa et al. 3D
bioprinted spheroids with human primary hepatocytes and
mouse fibroblasts on a needle array and placed it in a perfusion
chamber for 4 days, which led to spheroid fusion and

7682 | J Mater. Chem. B, 2024, 12, 7669-7691

View Article Online

Journal of Materials Chemistry B

formation of a tissue-like construct with duct-like and
sinusoid-like structures. The liver constructs could maintain
their hepatic functions such as drug metabolism for more than
7 weeks.”®® Primary human hepatocytes are conventionally
cultured in a collagen sandwich configuration, which preserves
their functions for less than a week. Such 3D bioprinted liver
tissue constructs could be valuable for screening of drugs.
Hiller et al. 3D printed optimized bio-inks comprising alginate,
gelatin, and dECM using a pneumatic extrusion bioprinter
(Fig. 3A). The HepaRG liver cells cultured on the bioprinted
matrix maintained their viability and functionality and this
construct was amenable to transduction with adeno-associated
virus (AAV). Thus, the resulting bioprinted model was deter-
mined to be suitable for virus-assisted chronic liver diseases."”"
Hong et al. showed that several microtissue spheroids can be
produced using the bioprinting technique, which combines a
microfluidic emulsification device and precursor cartridge hav-
ing a coaxial nozzle with two different bioink compartments
(Fig. 3B). These spheroids have a biomimetic structure that
mimics the lobules of the liver, where endothelial (C3A) and
hepatic cells (HepG2) are patterned. Compared to unstructured
spheroids, they retain structural integrity better and allow for
extended periods of high cell viability cultivation. Moreover, the
liver markers MRP2, albumin, and CD31 are expressed at
higher levels in the structured spheroids and the stable trans-
plantation of structured microtissue spheroids was confirmed
by in vivo experiments.">>

Janani et al. bioprinted a human vascularized liver model.
They developed two distinct bio-inks, parenchymal and non-
parenchymal cells. They differentiated adipose-derived mesench-
ymal stem cells into hepatocyte-like cells (HLCs) and printed
them alongside HUVECs and hepatic stellate cells into an alter-
nating hexagonal pattern to resemble the chords of hepatocytes
in the hepatic lobule (Fig. 3D). The bioprinted liver model
developed a functional sinusoid lumen-like network and exhib-
ited mature hepatic functions such as albumin production, urea
production and cytochrome enzyme activity. They tested for
hepatotoxic drugs and the model exhibited excellent drug testing
capabilities. Such a platform could serve as an ideal physiological
system for drug testing.">

Apart from the above-mentioned models, 3D bioprinted
models are available commercially. Organovo® has bioprinted
liver tissues with primary human hepatocytes co-cultured with
liver endothelial cells, hepatic stellate cells, and HUVECs. Such
engineered constructs exhibit mature hepatic functions and are
amenable to implantation in animals.'**

5. Building in vitro models for
regeneration

As highlighted in Sections 3 and 4, the current in vitro liver
models exhibit mature hepatic functions and can recapitulate
the essential features of NASH such as steatosis, hepatocellular
injury, inflammation, and fibrosis. While these might be
important for drug testing applications, we are missing an

This journal is © The Royal Society of Chemistry 2024


https://doi.org/10.1039/d4tb00738g

Published on 27 juni 2024. Downloaded on 26-02-2026 04:57:43.

Journal of Materials Chemistry B

View Article Online

Review

A Day 0 Day 17
BiOi"k. 3 Pneum'atic G 2o Cultivation and sampling
preparation  microextrusion printing

|Mixing | Extrusion through air pressure - Medium supplemented with 0.02 M CaCl;
- 37°C,5% €O,

oosm |

8 min 5 min

—
Incubation at room \/ Submersion in 0.1 M CaCl,

temperature

- Alginate*
- Gelatin®

N
N

|

fomrat N

*2 % Alginate —» Chemical gelation (Ca?*)
3 % Gelatin —» Thermal gelation (room temperature)

hECM (0.25-2 mg/ml) = Thermal gelation (37°C during cultivation)
Cells —» 7x108 cells/ml bioink

(g l?\
vy . Parenchymal bioink

@ Vascular bioink

A/ Structured
¥

\
Precursor
Cartridge nd

Empty Filled

— 5,
Syinge ° 1
. .+ Matrigel
Co-axial e
i nozzle \ 3
L -
Mineral __, o j
e

e
( ‘/'o '0< Polystyrene tube
Cinner nozzle (22G)

Outer nozzle (16G)

Core

Y,
\

N
DY
uI01q 31euiBle-uabe)jod

alumen-based liver
sinusoid model

Cross-sectional view of the
bioprinted model

Bioink formulation & 3D bioprinting
i Bioink formulation 794, BAsilk fibroin
4 1 w @ RGD motif
A/ Gelatin
&4 B-D Galactose

A\ Liver ECM

T 56| Human ADMSC derived
= hepatocyte-like cells (HLC)
2 d Human Umbilical Vein
@ <= ;
HUVEC/HHSC Endothelial ce-lls (HUVEC)
laden bioink-1 laden bioink-2 Human Hepatic Stellate

/ Cells (HHSC)
i iomimetic >
bioprinted liver model 0.4 v ¢

N

iZo/loloponolobol:
Mimicking * opo0.0 0.0 0l
liver lobule B gLl "

Top view

Lateralview liverlobule = %fLibowh e Lttt

Intercellular crosstalk and
ECM interaction

Fig. 3 3D Bioprinted liver models. (A) A microextrusion-based bioprinted model made up of mature HepaRG cells, alginate, gelatin, and human
extracellular matrix. Reproduced with permission from ref. 151. Copyright 2018, MDPI. (B) Coaxially structured HepG2/C3A spheroids created using pre-
set extrusion bioprinting and a microfluidic emulsification technology. Reproduced with permission from ref. 152. Copyright 2021, John Wiley and Sons.
(C) Extrusion-based hollow bioprinted model consisting of 2 bioinks made via a coaxial nozzle such that the inner/core bioinks flow out to create lumen.
Reproduced with permission from ref. 149. Copyright 2023, Elsevier. (D) A native liver lobule-like structured, extrusion-based bioprinted model
incorporating two bioinks: HLC hepatocyte-like cells and HUVEC/HHSC human umbilical vascular endothelial cells/numan hepatic stellate cells.
Reproduced with permission from ref. 153. Copyright 2022, ACS Publication.

essential feature of NASH progression, that is regeneration. As
explained in the Introduction, the decline in regenerative
potential of hepatocytes and the dysregulation of the regenera-
tive pathways are major causes for the progression of disease
and the development of irreversible fibrosis."* Currently liver
regeneration is looked mainly from the angle of PHx. In PHX,
the regeneration occurs in remnant hepatocytes supported by
normal non-parenchymal cells and the ECM. However, in CLDs
like NASH regeneration of hepatocytes occurs in the presence of
damaged hepatocytes, activated non-parenchymal cells, and
more importantly the altered extracellular matrix. Each of these
can affect regeneration of hepatocytes, which has to be studied
in detail using experimental in vitro organotypic models. Most
of the studies for regeneration in NASH are histopathological
studies correlated with clinical outcomes.”® Although these
models have provided great insights, we need in vitro organo-
typic models that recapitulate regenerative conditions in CLDs.

An ideal model for regeneration should comprise a normal/
diseased adult liver tissue, an insult with measurable damage,
and withdrawal of the insult to measure recovery. The scheme
for such a model is shown in Fig. 4. The primary mechanism of
hepatocyte regeneration is via proliferation and only when the
proliferation is blocked the hepatic progenitor cells (HPCs) are

This journal is © The Royal Society of Chemistry 2024

activated. Therefore, the hepatocytes in a normal liver construct
should be capable of self-renewal and this proliferative cap-
ability and recovery can be studied when there is a controlled
damage. The simplest way to mimic PHX in vitro on monolayers
could be scratch injury to physically remove a part of the cell
layer. In 3D cultures, controlled liver injury can be produced
using physical methods such as laser ablation and radiofre-
quency ablation. Pharmacological agents such as acetamino-
phen, thioacetamide, ethanol and carbon tetrachloride could
be used at different doses to assess the effects of these
compounds on the differentiated tissues after washout. The
extent of tissue damage could be assessed using the following
parameters: expression of cell damage markers (activation of
cellular caspases, flow-cytometry using annexin V/propidium
iodide staining), apoptosis (esterase-based or ATP-based assay
compatible with 3D samples and calcein-AM ethidium
homodimer-1 assay (live/dead imaging)), loss of functionality,
and loss of tissue integrity. The recovery of the tissues from the
damage after washout could be assessed using the following
parameters: the rate of proliferation (can be quantified using
EdU assay, PicoGreen assay or cell nuclei staining via DAPI and
Ki-67 immunostaining); restoration of cellular functionality
(enzymatic cytochrome activity, albumin and urea production
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for hepatocytes, alkaline phosphatase activity and secretory
functions of cholangiocytes) and the restoration of structural
features and integrity of the tissues (hepatic canalicular net-
work and biliary ducts). The spatial arrangement of newly
produced cells and tissue integrity can be analysed via confocal
Z-stack imaging and multiphoton microscopy and can be
quantitively analysed using image analysis software programs
like Image], Imaris or CellProfiler. The kinetics of cellular,
structural and functional recovery have to be assessed. The
activation (exit from cellular quiescence) and proliferation of
hepatocytes and the stem/progenitor cells at different stages of
recovery have to be assessed for low- and high-dose injuries.
This should be compared against the baseline levels to assess
the extent of activation and proliferation of these cells in
response to tissue injury. The ability of stem/progenitor cells
to give rise to functional parenchymal cells can be evaluated
using the labeling and dye-tracing method and compared to the
baseline levels.

Studying the recovery of normal hepatocytes cells under
controlled injury could be useful to understand regeneration in
healthy hepatocytes. In such a model, the hepatocytes could be
treated with free fatty acids, insulin and other metabolites to
mimic NASH. A controlled injury on such an engineered NASH
tissue could be used to study how the proliferative capacity of
hepatocytes is affected. The severity of NASH could be incremented
to understand the stage at which hepatocytes lose their prolifera-
tive potential. Once the extent of recovery can be measured, such
models could be used to study the mechanisms of altered signal-
ling pathways that mislead regeneration and manipulate these
pathways to boost regeneration. Such models would be valuable
for testing drugs that worsen tissue damage and screening com-
pounds that can alleviate damage and promote regeneration.
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Another critical aspect of regeneration is ECM remodeling.
Regenerative mechanisms such as ductular reactions in CLDs
misfire and fuel fibrosis."” Non-resolving and progressive
fibrosis is one of the main co-pathogenic mechanisms in CLD
progression and is a critical determinant of mortality in
NASH."> The reciprocal interactions between the ECM and
the cells maintain this state and resolution of fibrosis is the
most difficult-to-achieve target of NASH therapy.” Therefore it is
important to select an appropriate material as a scaffold and
account for ECM remodeling in the in vitro model for liver
regeneration. The description of the ECM of normal liver and
the changes in CLDs discussed in Sections 2.3.1 and 2.3.2
provide insights into choosing the scaffold material for devel-
oping the models to study ECM remodeling in CLDs in vitro.
Natural ECMs such as collagens, laminins, fibronectins and
their combinations that are present in the liver could be used as
they would be a mimic of the native in vivo tissues. However,
proteinaceous scaffold materials are expensive, difficult to
handle, suffer from batch to batch variation, can themselves
impart signaling in cells, and most importantly offer very
limited manipulation of their mechanical properties. Synthetic
materials do not have these limitations and are extensively used
in building CLD models.** However, when synthetic materials
are chosen for chemical and mechanical tailoring, it must be
ensured that these synthetic matrices allow matrix deposition
and remodeling by the cells on them. Balachander et al. had
developed mechanomimetic scaffolds using polycaprolactone
(PCL) on which cells were able to deposit their own matrix and
mimic tissues in vivo.">®'*” They had also shown that electro-
spun fibrous PCL mats that mimicked the fibrous ECM in
tissues allowed fibroblasts to adhere, deposit and remodel the
matrix in a parallel patterned manner, which mimicked the
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aggressive desmoplastic stroma.'*® Such matrices with tunable
mechanical properties and amenable to ECM deposition and
remodeling by the cells cultured on them are good choices as
scaffold materials. ECM remodeling in 3D cultures can be
assessed via techniques such as immunocytochemistry to stain
for the specific ECM proteins and non-staining imaging tech-
niques like second harmonic generation (SHG)"® and scanning
electron microscopy™® to reveal the architecture and extent of
fibrosis. Optical coherence tomography could be used to assess
ECM remodeling in 3D cultures."®*

As pathogenesis in CLDs involve BECs and non-parenchymal
cells as explained in Section 2, it would be ideal to develop a
co-culture model with these main cell types. One of the concerns
in co-cultures is suboptimal heterotypic and homotypic interac-
tions leading to phenotypic instability and misrepresentation of
tissue properties. This could be avoided by employing 3D bio-
printing. 3D bioprinting can be tailored to achieve optimal spatial
homotypic and heterotypic interactions. Additionally, 3D printing
can create tissue-specific ECM gradients and incorporation of
flow can achieve gradients of oxygen, nutrients, and hormones.
Incorporation of physical cues such as flow and molecular
gradients would vastly increase the phenotypic relevance of such
models, although this remains unexplored so far.

We believe that development of such in vitro liver constructs
by 3D bioprinting will improve exponentially in the coming
years due to advanced ongoing research in biomaterials,
bioinks, cell biology and molecular medicine, which would
help us uncover the puzzle of poor liver regeneration in NASH.

6. Conclusion

In this review, we aim to show the readers the dangers of
increasing CLDs, particularly metabolic diseases such as NASH,
and the lacunae in our understanding of the regenerative
mechanisms in these diseases. We discuss the limitations of
animal models and the need for suitable in vitro models. We
discuss in detail how the components required to build an
in vitro model, such as the cells, signaling molecules and the
matrix, function in a mature liver, their responses in PHx to
achieve complete functional recovery, and the deregulation of
the same in CLDs, which leads to disease progression and
carcinogenesis. We describe in vitro models that have been
developed to model CLDs with a special focus on 3D bioprint-
ing as a fabrication method. We explain how an ideal in vitro
model could be developed by inciting a controlled injury in a
mature liver tissue and measuring the responses and the rate of
recovery to assess regeneration. We describe how 3D bioprint-
ing is suited to build such models and how these models could
be used to study molecular mechanisms and test drugs. The
highly inter-disciplinary nature of this review has restricted us
from providing detailed discussion on several interesting topics
for which we have provided references wherein they are dis-
cussed in detail. We aim to introduce this novel concept to
researchers and to steer them to develop meaningful in vitro
models for liver regeneration.
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