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The gut-liver axis plays a crucial role in maintaining metabolic balance and overall human health. It
orchestrates various processes, such as blood flow, nutrient transfer, metabolite processing, and immune
cell communication between the two organs. Traditional methods, such as animal models and two-
dimensional (2D) cell cultures, are insufficient in fully replicating the intricate functions of the gut-liver axis.
The emergence of microfluidic technology has revolutionized this field, facilitating the development of
organ-on-a-chip (OOC) systems. These systems are capable of mimicking the complex structures and
dynamic environments of the gut and liver in vitro and incorporating sensors for real-time monitoring. In
this article, we review the latest progress in gut-on-a-chip (GOC) and liver-on-a-chip (LOC) systems, as well
as the integrated gut-liver-on-a-chip (GLOC) models. Our focus lies in the simulation of physiological para-
meters, three-dimensional (3D) structural mimicry, microbiome integration, and multicellular co-culture. All
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these aspects are essential for constructing accurate in vitro models of the gut and liver. Furthermore, we
explore the current applications of OOC technology in the study of the gut and liver, including its use in
disease modeling, toxicity testing, and drug screening. Finally, we discuss the challenges that remain and

Published on 28 Kudo 2025. Downloaded on 03/02/2026 5:15:44 AM.

rsc.li/biomaterials-science

1. Introduction

The gut-liver axis denotes the bidirectional interaction
between the gut, including its microbiome, and the liver. This
interaction is essential for maintaining metabolic balance and
overall health in humans. Venous blood from the gut is
directed to the liver via the portal vein, which supplies approxi-
mately 75% of the liver’s blood flow." In parallel, various nutri-
ents, metabolites, and toxins from the gut are transported to
the liver, where they undergo further metabolism and detoxifi-
cation.” Furthermore, bile secreted by the liver not only facili-
tates fat digestion but also efficiently recycles and reuses bile
salts through the enterohepatic circulation.’
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outline potential future directions for advancing GOC and LOC development in vitro.

Metabolites produced by the gut microbiota directly influ-
ence liver function and health, while immune cell interactions
between the gut and liver play a key role in regulating systemic
inflammatory responses.” Dysregulation of the gut-liver axis is
closely associated with various diseases, such as non-alcoholic
fatty liver disease (NAFLD) and inflammatory bowel disease
(IBD), where a vicious cycle of gut barrier dysfunction and
hepatic impairment accelerates disease progression.”® The
link between metabolic syndrome and alterations in gut micro-
biota and liver function is particularly pronounced. Dysbiosis,
specifically an abnormal ratio of Firmicutes to Bacteroidetes,
affects lipid and glucose metabolism, decreases insulin sensi-
tivity, and compromises gut barrier integrity, leading to endo-
toxins entering the portal system, which activates hepatic
inflammation and exacerbates liver injury.””® These changes
place an increased metabolic burden on the liver, particularly
under conditions of bile acid dysregulation, further deteriorat-
ing liver function and driving the progression of metabolic
syndrome.”'® Therefore, an in-depth investigation of the phys-
iological connections within the gut-liver axis is essential for
uncovering disease pathogenesis and advancing therapeutic
strategies.

With advances in biomedical research, there is an
increasing demand for precise in vitro simulations of human

This journal is © The Royal Society of Chemistry 2025


http://rsc.li/biomaterials-science
http://orcid.org/0000-0001-9595-7857
http://orcid.org/0000-0002-5166-0397
http://crossmark.crossref.org/dialog/?doi=10.1039/d4bm01273a&domain=pdf&date_stamp=2025-03-21
https://doi.org/10.1039/d4bm01273a
https://pubs.rsc.org/en/journals/journal/BM
https://pubs.rsc.org/en/journals/journal/BM?issueid=BM013007

Published on 28 Kudo 2025. Downloaded on 03/02/2026 5:15:44 AM.

Biomaterials Science

physiological conditions. The importance of faithfully replicat-
ing the human environment iz vitro is now widely recognized
across drug development, disease mechanism research, and
personalized medicine applications."'* Although traditional
animal models and two-dimensional (2D) cell cultures have
provided valuable data for scientific research, they face signifi-
cant limitations in replicating the complexity of human physi-
ology.”> The substantial biological differences between
animals and humans hinder the translation of findings to
human physiology. Additionally, the establishment and main-
tenance of animal models are not only costly but also raise
ethical and animal welfare concerns.'™*° In contrast, 2D cul-
tures fail to replicate the three-dimensional (3D) tissue struc-
tures and dynamic environments essential to capture organ
functionality fully. Thus, the development of novel in vitro
models that can accurately mimic the human physiological
environment has become increasingly urgent.'”

The advancements in microfabrication and microfluidics
have significantly accelerated the development of organ-on-a-
chip (OOC) systems for biological analysis. These chips have
made remarkable progress in studying human microphysiolo-
gical systems in vitro, enabling the replication of organ-level
and even organism-level functions.'® Compared with tra-
ditional animal models, OOC systems offer notable ethical
advantages and provide a more accurate simulation of human
organ physiology.'® Furthermore, by integrating human-rele-
vant cells into these OOC platforms, researchers can investi-
gate key gut-liver functions within 3D structures and physio-
logical microenvironments that closely resemble natural
human tissues.>*”>* These culture systems enable dynamic cul-
tivation by precisely controlling fluid flow and introducing
metabolites, drugs, and nutrients. This approach replicates
the range of fluid movement and associated shear stresses
experienced by cells within human gut lumens and capil-
laries.>® Additionally, OOC systems can be integrated with
various sensors to enable real-time monitoring of cellular and
tissue-level activities and simulate pathological conditions.>*>
As pivotal organs in the digestive system, the advancement of
this technology has dramatically enhanced research into gut
and liver diseases, as well as drug screening. With appropriate
design, gut-liver-on-a-chip (GLOC) systems can replicate the
bidirectional connectivity between the gut and liver in vitro
while maintaining the viability and functionality of both gut
and liver cells.>® These technologies offer more accurate
in vitro models by replicating the complex structures and
dynamic environments of organs such as the intestine and
liver.

This review focuses on recent advances in gut-on-a-chip
(GOC) and liver-on-a-chip (LOC) systems and integrated GLOC
models. We aim to evaluate the achievements of these systems
in simulating physiological parameters, biomimetic 3D struc-
tures, microbiome integration, and multicellular co-culture.
Additionally, we explore their applications in disease model-
ing, toxicity testing, and drug transport. The review also
addresses current challenges and offers potential research
directions for the future development of GOC and LOC techno-
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logies. However, it does not cover quantitative in vitro-in vivo
extrapolation (IVIVE) or detailed computational modeling
approaches, which are beyond the scope of this discussion.

2. Gut-on-a-chip
2.1 The design principles of gut models

A comprehensive understanding of the gut’s structure and
function is pivotal for the effective design of the chip’s internal
components (Fig. 1a and b).?” The gut is a lengthy, cylindrical
organ, with an approximate surface area of 100 square meters,
primarily due to the extensive folding of intestinal villi and
microvilli.*® This architecture increases the absorptive surface
area and provides a complex biophysical environment for cel-
lular interactions. The intestinal epithelium is composed of
diverse cell types, with a protective mucus layer that serves as a
barrier, separating the microbe- and nutrient-rich gut lumen
from the largely sterile underlying tissues.”® Columnar epi-
thelial cells are the predominant cell type within this epi-
thelium (Fig. 1b), playing a key role in regulating the diffusion
of small molecules and preventing the entry of toxic macro-
molecules via tight junctions.*® Therefore, the integrity of the
gut barrier, encompassing the epithelium and mucosa, is
essential for maintaining physiological homeostasis within the
gastrointestinal tract.® This barrier prevents the uncontrolled
passage of compounds and microorganisms, thus protecting
the body from harmful substances and pathogens.*
Meanwhile, the gut experiences mechanical stress from peri-
staltic movements, which stretch and compress tissues, facili-
tating the propulsion of contents through the gastrointestinal
tract. These movements not only aid in food and waste trans-
port but also modulate the concentration of antimicrobial
compounds. In addition, the gut harbors a vital microbiota
that plays essential roles in digestion and metabolism. This
microbiota helps degrade indigestible fibers and produces
crucial metabolites, such as short-chain fatty acids and sec-
ondary bile acids.?” The gut microbiota and its metabolites are
fundamental to maintaining gut health, regulating the
immune system, and influencing the development of both gut-
related and systemic diseases.**** Within this complex physio-
logical environment, the small and large intestines maintain a
steep oxygen gradient, ranging from aerobic conditions at the
epithelial surface to anaerobic conditions in the lumen,
thereby creating an optimal environment for the proliferation
of anaerobic microbiota.?® The presence of this oxygen gradi-
ent further supports the diversity and metabolic activity of the
intestinal microbiota, highlighting the complexity of intestinal
functions.

The intestine is not only the primary site for nutrient
absorption but also a crucial endocrine and immune organ,
playing a central role in maintaining systemic metabolic
balance and overall health. As the body’s largest endocrine
organ, intestinal enteroendocrine cells secrete various hor-
mones, such as glucagon-like peptide-1 (GLP-1) and gastric
inhibitory peptide (GIP), to regulate glucose homeostasis, gas-
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Fig. 1 Advances in developing gut architecture and corresponding in vitro models. (a) A cross-sectional representation of the small intestine.
Delineating the distinct layers: the mucosa, submucosa, muscularis (comprising both circular and longitudinal muscle layers), and serosa. (Reprinted
with permission from ref. 27. Copyright 2023, John Wiley and Sons). (b) Schematic illustration of the small intestine architecture. Columnar epithelial
cells are interconnected by tight junctions, establishing the primary barrier function of the intestinal epithelium. (c) Everted gut sac model. Originally
introduced in the mid-1950s, the everted gut sac model has undergone continuous modification and refinement to improve tissue viability and pre-
serve the integrity of the mucosal epithelium. (d) Transwell culture model. First proposed in the early 1990s for the in vitro cultivation of Caco-2
cells, the Transwell system enables these cells to differentiate into a monolayer that mimics the small intestinal epithelium. (e) Schematic diagram of
OOC. The emergence of OOC technology offers cutting-edge tools for investigating gut physiological functions. (Reprinted with permission from

ref. 18. Copyright 2022, Springer Nature).

trointestinal motility, and satiety.*® In terms of immune func-
tion, the intestine houses the largest immune system in the
body, enriched with gut-associated lymphoid tissue (GALT),
which maintains a dynamic balance through complex inter-
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actions with the gut microbiota and external antigens.’” The
intestinal immune system not only effectively defends against
pathogens but also establishes immune tolerance to prevent
aberrant reactions to dietary components and commensal
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microbes. Disruption of this balance, however, can lead to
pathological conditions such as inflammatory bowel diseases,
autoimmune disorders, and food allergies.

Caco-2 cells, derived from human colorectal adeno-
carcinoma, are widely utilized in vitro due to their ability to
spontaneously differentiate into a monolayer structure resem-
bling the small intestinal epithelium during cultivation.*® This
monolayer exhibits key characteristics such as apical brush
border microvilli, tight junction proteins, and brush border
enzymes, making it an essential model for studying intestinal
absorption, transport, and barrier functions.>® These attri-
butes have positioned Caco-2 cells as a pivotal tool in pharma-
cokinetics, toxicology, and the elucidation of intestinal disease
mechanisms. However, the Caco-2 cell model is not without
limitations. For instance, the degree of differentiation and
polarization can vary depending on culture conditions, and
the expression levels of certain transporters or metabolic
enzymes may differ significantly from those in primary intesti-
nal epithelial cells.*® Additionally, the absence of enteroendo-
crine cell populations and associated signaling pathways
limits the model’s ability to replicate the complex intestinal
microenvironment fully. This is particularly evident when
investigating intestinal immune regulation or host-microbiota
interactions, where using a single-cell type may fail to accu-
rately reflect physiological or pathological processes.*’ To
address these limitations, researchers have been developing
more sophisticated models. Co-culturing Caco-2 cells with
other cell types, such as immune cells or goblet cells, enables
a more comprehensive representation of the intestinal multi-
cellular composition.** Furthermore, advancements in 3D
culture techniques and microfluidic chip technology have
facilitated the construction of dynamic models featuring
villus-like structures, providing environments that more
closely mimic physiological conditions. These innovative strat-
egies significantly enhance the utility of Caco-2 cell models in
intestinal research, offering crucial support for deeper insights
into intestinal physiology and pathophysiology.

Early researchers developed the gut ring model and the
everted gut sac model for the in vitro cultivation and investi-
gation of living gut tissue (Fig. 1c).**** However, the absence
of normal physiological conditions, such as pH and tempera-
ture, limited tissue viability in both models to less than two
hours. In recent decades, researchers have commonly cultured
human small intestinal epithelial cell lines, such as Caco-2
cells, on porous membranes coated with extracellular matrix
(ECM) within Transwell chambers to establish human intesti-
nal monolayers (Fig. 1d).** Transwell chambers’ ease of mass
production and operational convenience have significantly
advanced research on intestinal cells. However, this 2D culture
model fails to replicate the 3D architecture of natural tissues,
lacking intrinsic gut features such as villus structures (surface
area), peristaltic function, radial contraction, shear stress
microenvironments, and other inherent multimodal move-
ments and micromechanical environments.**>' Additionally,
2D systems struggle to capture the complex physiological fea-
tures of the intestinal tract in vivo, including the expression
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patterns of drug-metabolizing enzymes and the coordinated
interactions among various intestinal cell types.”>”? In recent
years, advancements in microfabrication and microfluidic
technologies have facilitated the development of OOC
systems.’*> These systems incorporate essential features of
organs, including tissue differentiation, tissue-tissue inter-
faces, fluid dynamics, and mechanical stress.’® This techno-
logy integrates microfluidics, dynamic tissue culture, micro/
nanofabrication, and cell biology to simulate human organs
using innovative reductionist approaches.>”"®° It deconstructs
complex organs into their essential cellular microenviron-
ments (Fig. 1e).'®

As an emerging in vitro model, GOC can recapitulate the
structure and function of the human intestine with high fide-
lity, offering an innovative platform for studying intestinal
physiology, pathology, and drug evaluation.®® Among its key
features, intestinal barrier function is a core characteristic. By
seeding polarized intestinal epithelial cells onto a porous
membrane within a microfluidic chip, the tight junctions and
selective permeability of the intestinal epithelium were suc-
cessfully reconstructed.®”®® Additionally, incorporating a
dynamic fluidic environment provides shear stress to maintain
physiological cellular states and significantly enhances the
efficiency of nutrient exchange and metabolic waste removal.**
Compared with traditional 2D culture methods, this dynamic
co-culture system integrates intestinal epithelial cells, immune
cells, and microbial communities, accurately replicating the
intestinal microecology and its interactions with the host.®®
This high-fidelity microphysiological environment is a robust
tool for investigating host-microbiota interactions, inflamma-
tory mechanisms, and intestinal diseases such as IBD and
leaky gut syndrome. Furthermore, the application of GOC in
drug development has garnered widespread attention.
Through the precise design of dynamic flow channels, the
model enables the evaluation of drug absorption and metab-
olism within the intestine and the screening of potential toxic
reactions.'® With continuous technological advancements,
future GOC are expected to incorporate more complex tissue
structures and diverse cell types, further enhancing their
ability to simulate the human intestine. This progress will
provide a stronger foundation for studying intestinal diseases
and developing therapeutic strategies.

Current GOC systems can be categorized into several types
based on biomimetic design: first, the replication of physio-
logical parameters, including mechanical strains related to
peristalsis, shear stress generated by fluid flow, and oxygen
concentration; second, the construction of chip microstruc-
tures, such as 3D ring-like configurations and protrusions that
mimic intestinal villi; and third, the diversification of cell
types, incorporating capillary endothelial cells, immune cells,
and even symbiotic microbial cells for co-cultivation, thereby
replicating the complex cellular interactions within the gut. In
the following sections, we will review the progress of microflui-
dic chip technology in the study of bionic gut structure and
function, while analyzing the limitations and challenges of
current research.
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2.2 Invitro biomimetic gut structure and function on
microfluidic chips

2.2.1 Simulation of physiological parameters: mechanical
stimulation and oxygen environment. Mechanical stimulation
and anaerobic environments are essential elements in the
design of GOC systems for the in vitro simulation of the gut.
Mechanical stimulation encompasses shear stress from fluid
flow and mechanical deformation resulting from peristaltic
movements. These factors effectively mimic the fluid
dynamics, cyclic motility, and anaerobic conditions of the
human gut—conditions that traditional 2D cultures fail to
replicate. Ramadan et al. developed a dynamic microfluidic
intestinal barrier model by co-culturing Caco-2 cells with U937
cells (a human monocyte-derived cell line) to investigate
immune responses and barrier function.®® This model allows
precise control of shear stress by adjusting fluid flow rates and
utilizes a perfusion-based medium delivery system to supply
clear soluble molecules within the extracellular microenvi-
ronment. The study revealed that the cells exhibited higher
survival rates under perfusion conditions and increased trans-
epithelial electrical resistance (TEER) values, which were
closely associated with the cells’ ability to adapt to fluid shear
stress through mechanotransduction. Additionally, the Caco-
2 monolayer in the co-culture system effectively suppressed the
secretion of the pro-inflammatory cytokine TNF-o by U937
cells, further emphasizing its pivotal role in maintaining intes-
tinal barrier function and defending against foreign pathogens
or toxic substances. To gain a deeper understanding of the
impact of shear stress on cellular function in intestinal barrier
models, Fois et al. utilized computational fluid dynamics
(CFD) simulations to predict the impact of shear stress on
Caco-2 cell differentiation and morphology within colon-on-a-
chip (COC) systems (Fig. 2a).”” The model was constructed
based on the typical dimensions of Caco-2 cells to demonstrate
shear stress distribution across varying morphologies of Caco-
2 cells under different flow conditions. The study used CFD
simulations to analyze shear stress at both the single-cell level
and within cell arrays in microchannels. The results indicated
that the model provided a good approximation only at smaller
cell sizes. The findings reveal that maintaining consistent cel-
lular shear stress is critical for accurately simulating the in vivo
intestinal environment and promoting cell polarization. In
addition, Chi et al. emphasized the significance of mechanical
stimulation on cellular functions.’® Their study found that,
compared with the Transwell model, fluid flow conditions led
to the upregulation of mucin-2 (MUC-2) and actin expression,
significantly reducing the number of adherent E. coli in the
system.

Peristalsis, a distinct physiological activity resulting from
gastrointestinal muscle contractions, is also essential to simu-
late alongside fluid shear stress. Modeling the periodic
mechanical deformation experienced by intestinal tissue
during peristalsis offers a more accurate representation of the
gut’s physical environment, providing deeper insights into its
role in maintaining intestinal health and function. Kim et al.
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developed a sophisticated microfluidic dual-channel GOC
system that enables human intestinal epithelial cells, capillary
endothelial cells, immune cells, and even symbiotic microor-
ganisms to grow, coexist, and interact under physiologically
relevant conditions of fluid flow and peristaltic mechanical
deformation.”® This design replicates the complex gut environ-
ment and offers a more precise and physiologically relevant
platform for studying cellular interactions and responses. In
this model, Caco-2 cells cultured on the chip can spon-
taneously differentiate into various cell types, including
absorptive cells, mucus-secreting cells, enteroendocrine cells,
and Paneth cells. Compared with static monolayer cultures of
Caco-2 cells, the differentiated 3D intestinal structures exhibit
enhanced drug metabolism functions. Additionally, mechani-
cal deformation induced by peristalsis has been shown to
enhance the formation of 3D intestinal villi. These cells also
exhibit the expression of tight junctions, the formation of
brush borders, and mucus secretion. The GOC system is a
reliable tool for drug screening, studying gut microbiota, inves-
tigating inflammatory factors, and examining the impact of
peristalsis-induced mechanical deformation on intestinal dis-
eases. This model not only simulates the complex physiologi-
cal environment of the gut but also offers strong support for
elucidating the mechanisms underlying gut health and
disease.

The intestinal vascular network ensures that epithelial cells
receive an adequate supply of oxygen and establishes an
oxygen gradient within the gut lumen.”" Most gut microbiota
inhabit different locations based on their requirements for
low-oxygen conditions. Given the crucial role of microbiota in
human health, recreating these oxygen gradients and anaero-
bic environments in vitro is essential for a deeper understand-
ing of their functions in both health and disease. Sasaki et al.
developed a co-culture system featuring an integrated oxygen
gradient.”” In this system, human colon organoids can grow as
a monolayer on Transwell membranes, which are then exposed
to a hypoxic gas mixture and sealed with rubber stoppers.
These methods provide an ample oxygen supply to the epi-
thelial cells in the basal culture reservoir and enable the culti-
vation of anaerobic microbiota in the hypoxic apical chamber.
By controlling the oxygen gradient, this system significantly
advances the study of the gut in vitro.

2.2.2 3D structure simulation. The gastrointestinal tract
exhibits significant structural and functional differences from
the esophagus to the colon, each tailored to meet specific
digestive and absorptive tasks. The esophagus consists of mul-
tilayered squamous epithelium, which primarily propels food
from the mouth to the stomach via peristalsis, ensuring
smooth entry into the digestive system.”® The stomach lining,
composed of a single layer of columnar epithelium, secretes
gastric acid and digestive enzymes to assist in the initial stages
of food digestion. The small intestine’s inner surface is
covered with villi and microvilli. These structures substantially
increase the absorptive surface area, where enterocytes and
goblet cells work synergistically to complete most nutrient
absorption and mucus secretion.”* The large intestine primar-

This journal is © The Royal Society of Chemistry 2025
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Fig. 2 Biomimetic gut model on microfluidic chip. (a) Fluid dynamics simulation of Caco-2 cells. (i) CFD simulations were performed on the geo-
metric shapes and arrangements of three different types of cell. (i and iii) In Ansys Fluent, CFD simulations were conducted for small cells (ii) and tall
cells (i) to predict their shear stress (z.) distribution. (iv) Based on the CFD simulation results, a summary of the predicted shear stress distribution
was compiled. (Reprinted with permission from ref. 67. Copyright 2021, Springer Nature). (b) Induction of 3D intestinal morphology. After cell
seeding and attachment to the PDMS porous membrane on day 0 (DO0), apical (AP) flow was initiated immediately and maintained over the first two
days (Flow, AP, DO-D2). Once a complete 2D monolayer had formed, basolateral (BL) flow was also introduced, accompanied by cyclic stretching
(Stretch, Flow, AP, and BL). By D5 of microfluidic culture, the intestinal cells spontaneously entered the 3D morphogenesis phase (Morphogenesis,
D5). (Reprinted with permission from ref. 68. Copyright 2022, Springer Nature). (c) An oxygen-sensing dual gradient GOC. (i) Schematic diagram of a
two-channel microfluidic OOC device with an oxygen gradient. The system enables the co-cultivation of intestinal epithelial cells with aerobic and
anaerobic bacteria, allowing for real-time oxygen concentration control. (i) A schematic representation of the GOC. (iii) Oxygen concentration
profiles in aerobically and anaerobically cultured GOC. (Reprinted with permission from ref. 69. Copyright 2019, Springer Nature).

ily reabsorbs water and electrolytes, while bacterial fermenta-
tion of undigested material leads to feces. The colon and
rectum store and expel waste.”> The different parts of the gas-
trointestinal tract work synergistically through their unique
structures and functions, ensuring the efficient progression of
digestion and absorption processes.

Oral medications must traverse the small intestine and be
absorbed by the villi before entering the bloodstream. The villi
play a crucial role in this process, making the study of intesti-

This journal is © The Royal Society of Chemistry 2025

nal villi essential for understanding drug absorption and gas-
trointestinal function. Current research often cultivates intesti-
nal cells on flat surfaces to promote villus formation. However,
Sung et al. achieved a breakthrough by developing a 3D hydro-
gel structure that accurately mimics the intestinal villi of the
human gut.”® The 3D structure comprises natural hydrogel
material collagen and synthetic hydrogel material poly(ethyl-
ene glycol) diacrylate (PEG-DA). Collagen is the most abundant
protein in mammals, widely distributed across various tissues.
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As such, it has high biocompatibility, interacts well with intes-
tinal tissues, and provides an ideal substrate for cell attach-
ment and growth, which is crucial for simulating the extra-
cellular environment of intestinal villi. PEG-DA hydrogel is
transparent and highly hydrated, aiding in the recreation of
the moist environment within the intestine while also facilitat-
ing the observation of cell growth and tissue formation pro-
cesses. They processed natural and synthetic hydrogels into 3D
geometries with high aspect ratios and curvature to replicate
the structure of intestinal villi. Subsequently, they seeded the
Caco-2 cell line onto these structures and cultured them, suc-
cessfully generating finger-like projections resembling villi
covered with epithelial cells. Similar to the study by Sung et al.
in which a 3D hydrogel structure was successfully constructed,
Shim et al. explored a 3D scaffold model simulating human
intestinal villi.”” However, they incorporated microfluidic
technology with fluid shear stress, thereby enhancing the phys-
iological relevance of the model. The team utilized photolitho-
graphy to create a villus mold coated with alginate to form a
soluble template. Collagen was cast onto the alginate, resulting
in a scaffold with the desired patterned structure. They found
that the 3D villus scaffolds generated stronger fluid shear stress,
enhancing the metabolic function of Caco-2 cells. Under per-
fusion and 3D conditions, Caco-2 cells exhibited robust prolifer-
ation and formed an effective intestinal barrier. Shin et al
further simulated the physiological environment and biomecha-
nical properties of the intestine by precisely controlling fluid
flow and applying cyclic stretching (Fig. 2b).®® The study suc-
cessfully regenerated functional intestinal microstructures.
Specifically, this approach utilized Caco-2 cells and organoid-
derived intestinal epithelial cells to form a continuous 2D
monolayer on the microfluidic platform. Basolateral flow and
cyclic stretching were then applied to simulate the physiological
functions and biomechanical environment of the intestine.
Other studies have also investigated the use of patterned
scaffolds to facilitate the formation of villus-like structures.
Wang et al. created micropatterns on the surface of polydi-
methylsiloxane (PDMS) substrates that closely mimic the
dimensions of crypt structures found in natural tissues. These
patterns were coated with fibronectin, and Caco-2 cells were
seeded and cultured for up to 14 days.”® The PDMS substrate
provides a low-adhesion, biocompatible, breathable, and non-
toxic surface for cells. Compared with the cell-matrix inter-
actions in traditional 2D culture models, this cultivation con-
dition promotes enhanced cell-cell interactions.”® The results
showed that Caco-2 cells cultured on patterned substrates
exhibited higher mitochondrial activity and lower alkaline
phosphatase activity in the early stages than cells grown on flat
substrates. In contrast to the 2D cell culture model in Wang
et al’s study, the 3D model constructed by Chen et al. better
recapitulates the physiological structure and function of the
intestine.®® This model utilizes a scaffold made of silk fibroin
and PDMS materials, which enhances mechanical stability and
promotes the diversified differentiation of cells. It successfully
reconstructs multiple cell types of the intestinal epithelium,
including enterocytes, goblet cells, and Paneth cells. Silk
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fibroin, with its excellent mechanical properties (high strength
and good flexibility), significantly improves the scaffold’s
mechanical stability, enabling it to withstand pressures similar
to those experienced by intestinal tissue in vivo. Moreover, the
porous structure of the silk fibroin scaffold facilitates cell attach-
ment, migration, and proliferation while also supporting the
transport of nutrients and oxygen, as well as the removal of
metabolic waste. This study demonstrates the feasibility of cul-
turing human intestinal epithelial cells in a biocompatible 3D
tubular silk scaffold system. The model closely simulates
natural human infection processes, providing a valuable plat-
form for studying interactions between mammalian cells, bac-
terial pathogens, and antibiotic resistance in acute and chronic
contexts. These advancements significantly improve the in vitro
reproduction of intestinal villous structures, further advancing
research on gut function, drug absorption, and pathology.

2.2.3 Microbial environment simulation. In the previous
discussion, we focused on the advancements in GOC models
for simulating intestinal villus structures and fluid shear
stress, which are crucial for intestinal absorption and barrier
function. However, the physiological functions of the gut are
not only dependent on the structure of its epithelial cells and
mechanical stimulation but also closely related to the diversity
and ecological balance of the gut microbiome. The gut micro-
biome, a complex ecosystem within the human body, plays an
essential role in regulating immune functions, promoting
digestion, and maintaining gut health.

The human intestinal microbiota, composed of diverse
microorganisms, including bacteria, fungi, protozoa, viruses,
and bacteriophages, forms a complex and dynamic ecosystem
that maintains host intestinal function and overall health.®!
These microbes influence host physiology through metabolic
regulation and immune modulation, and their dysbiosis has
been closely linked to the onset and progression of various dis-
eases. However, the mechanisms underlying host-microbiota
interactions remain poorly understood. Conventional static
culture models have significant limitations in advancing this
field, as they fail to sustain long-term co-culture of intestinal
cells with commensal microbiota. The rapid proliferation of
bacteria often leads to contamination of the culture system,
disrupting the experimental environment and compromising
the results.** GOC technology, by precisely recapitulating the
3D architecture and dynamic microenvironment of the gut,
overcomes many of these limitations, establishing itself as a
transformative platform for investigating host-microbiota
interactions. Marzorati et al. developed a host-microbiota
interaction (HMI) microfluidic system to investigate the
responses of Caco-2 cells to bacterial exposure.®* The model
consists of two chambers: one containing a mixed microbial
community and the other housing intestinal cells. Their find-
ings demonstrated that host and bacterial cells could survive
for up to 48 hours in the HMI system. This study establishes
the feasibility of microfluidic GOC systems for co-culturing
cells with microorganisms, providing a valuable platform for
further exploration of host-microbiota interactions. Kim
et al.’s study incorporated the interaction between peripheral
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blood mononuclear cells (PBMCs) and pathogenic bacteria,
revealing the mechanisms of immune responses induced by
bacteria and the resulting intestinal damage during the
inflammatory process.®® Researchers have used PBMCs to
interact with lipopolysaccharide (LPS) or pathogenic
Escherichia coli to explore intestinal inflammation. This inter-
action triggers a cascade of pro-inflammatory cytokines,
including IL-8, IL-6, IL-1f, and tumor necrosis factor-a, dis-
rupting the intestinal villus architecture and ultimately result-
ing in the loss of gut barrier function. The presence of PBMCs
accelerates and exacerbates epithelial cell damage induced by
pathogenic Escherichia coli. Additionally, the study investigates
the role of probiotics in repairing intestinal injury.®* For
instance, when Lactobacillus rhamnosus GG was cultured on
Caco-2 cell monolayers and compared with Transwell
chambers, the bacterial microcolonies adhered tightly to the
Caco-2 monolayers for 96 hours, enhancing gut barrier func-
tion. This demonstrates that probiotics can inhibit pathogen-
induced villus damage, highlighting their potential appli-
cation in maintaining gut health.

One particularly challenging aspect of modeling the micro-
biome is that most commensal microbes in the gut are anaero-
bic.®® Therefore, creating an anaerobic environment is essential for
understanding the role of gut microbiota in health and disease.
Firoozinezhad et al. developed a microfluidic GOC system that suc-
cessfully simulated the human body’s interactions between the gut
microbiome and intestinal epithelial cells (Fig. 2c).®® This system
established a physiologically relevant oxygen gradient, enabling the
co-culture of intestinal epithelial and endothelial cells, and main-
tained anaerobic conditions for up to seven days. Experimental
data demonstrated that, under anaerobic culture conditions, the
gut barrier function was significantly enhanced compared with
aerobic conditions, as indicated by a decrease in the permeability
of intestinal epithelial cells (Papp value) from 3.1 x 107" cm s~ to
1.6 x 107 cm s~ . These findings suggest that anaerobic environ-
ments positively influence the stability of gut barrier function.
Recent studies on the in vitro co-culture of intestinal cells and
microorganisms are summarized in Table 1.

In summary, the GOC, which simulates the dynamic
human intestinal microenvironment, offers distinct advantages
over traditional gut models by more accurately recapitulating
intestinal functions. This system not only integrates the
complex gut microbiota but also facilitates the study of inter-
actions between microbes and human intestinal epithelial cells,
as well as the development of gut diseases. By reproducing the
intricate physiological environment of the gut, the GOC demon-
strates significant potential in basic research and provides new
tools and methods for future drug screening, studies of host—
microbe interactions, and personalized medicine.

3. Liver-on-a-chip
3.1 The design principles of liver biological structures

The liver, the largest internal organ, plays a central role in reg-
ulating systemic metabolism."*" Its basic structural and func-
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tional unit is the liver lobule (Fig. 3a), which consists of
hepatic acini. Each liver lobule features a hexagonal structure
with a central vein at its core. At each vertex of the hexagon lies
a portal triad, consisting of a hepatic artery, portal vein, and
bile duct, while hepatocytes are arranged radially around the
central vein.'®>'% These hepatocytes are organized into layers
of uneven, plate-like structures known as hepatic plates. The
spaces between adjacent hepatic plates are termed liver sinu-
soids (Fig. 3b), which are specialized capillaries composed of
liver sinusoidal endothelial cells (LSECs) with an average dia-
meter of 10 ym and a length of 275 um.'**'% The mem-
brane of LSECs contains numerous open pores known as
fenestrae, with diameters ranging from 100 to 1000 nano-
meters, resembling a sieve through which blood components
can pass.’®®'%” The region between the LSECs and hepatic
plates is referred to as the sinusoidal space, a thin 1.4 pm-
wide network of basement membranes composed of fibro-
nectin, laminin, type IV collagen, and type I collagen.'*®
Hepatocytes surrounding the liver sinusoids extend microvilli
into this space, facilitating direct contact with the blood and
increasing the effective surface area for interactions between
hepatocytes and transported substances, thereby enhancing
liver function. Additionally, hepatocytes exhibit polarity: adja-
cent cells form invaginations in their membranes that create
small tubular structures known as bile canaliculi, which ulti-
mately converge to form the common bile duct for bile
excretion.'” Moreover, the liver comprises parenchymal and
non-parenchymal cells, with parenchymal cells accounting
for approximately 60% of the total liver cell population.'*°
These parenchymal cells are primarily responsible for the
liver’s fundamental physiological functions, including metab-
olism, detoxification, protein synthesis, and bile secretion.
Hepatocytes, the main type of parenchymal cell, participate
in various metabolic processes, such as the synthesis and
breakdown of glucose, lipids, and proteins. Non-parenchymal
cells include liver sinusoidal endothelial cells, Kupffer cells
(KCs), and hepatic stellate cells (HSCs), which play essential
roles in maintaining liver structure, regulating immune
responses, and mediating cell-to-cell interactions within the
liver.

Primary human hepatocytes (PHH) are widely regarded as
the gold standard for in vitro liver cell culture models, as they
can accurately reflect the specific metabolic functions and
physiological activities of the human liver. However, the use of
primary human hepatocytes is limited due to their scarcity
and transportation difficulties, which restrict their application
in large-scale experiments."*® In contrast, hepatocyte cell lines,
owing to their easy accessibility and high proliferative poten-
tial, are extensively used in in vitro studies. These cell lines are
typically derived from liver tumor tissues or constructed
through genetic engineering methods (such as HepaRG cells
and HepG2 cells)."*® Although these cell lines differ from
primary cells in terms of metabolic function and may experi-
ence a loss of differentiation status, their significance in stan-
dardized experiments, drug screening, and high-throughput
testing remains indispensable.
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Table 1 Summary of in vitro co-culture performance of intestinal cells and microbes

Co-culture
Cells Microbes time Performance Ref.
Caco-2 Shigella flexneri 5a 2 days The 3D villus-like structure is lost, and the height is reduced by about 48
75%

B. fragilis 5-12 days During the co-culture process, the intestinal barrier function was 69
significantly enhanced, and the mucus layer secreted by intestinal
epithelial cells formed a barrier between intestinal cells and
microorganisms

LGG 7 days TEER increased by about 30%, and the co-culture model showed an 82
in vivo-like microenvironment

Escherichia coli 4 days Intestinal barrier function and normal villus architecture were 84
completely lost within 24-36 h

Bifidobacterium adolescentis; 7 days TEER is improved by 20%, and the device is close to the chemical 86

Eubacterium hallii microenvironment of the human colon

Lactiplantibacillus plantarum 5 days This strain can inhibit the decrease in TEER value caused by LPSand 87
increase TEER value in co-culture

Caco-2 Coxsackievirus B1 2 days Villi could no longer be detected, which is indicative of a sudden 88
complete loss of barrier function

LGG; VSL#3 3 days The intestinal epithelial layer destroyed by pro-inflammatory 89
cytokines is transformed into a complete and restored mucosal
morphology; it enhanced the localization of tight junction proteins,
and elevated mucus production

L. rhamnosus; B. longum — Prevents epithelial cell sloughing and loss of the brush border when 90
the device is colonized with microorganisms, and increases TEER
values

VSL#3 — VSL#3 increases intestinal barrier integrity disrupted by DSS 91
treatment

Blautia coccoides 2 days In the presence of bacteria, epithelial cell activity was not reduced 92

LGG; B. caccae 1 day The cells exhibited tight junctions and dissolved oxygen 93
concentrations comparable to human intestinal tissue

Caco-2; L. rhamnosus; C. albicans 1 day L. rhamnosus colonization not only limits the growth of C. albicans but 94
HUVECs also reduces the translocation of the fungus over the intestinal barrier

E. coli 2 days COS reduced the coverage of E. coli on intestinal epithelial cells by 95
9.2%

Lactobacillus casei 7 days The coverage and height of the glycocalyx layer increased by 3% and 96
34%, respectively. After 7 days of co-culture, Caco-2 cells and L. casei
were maintained above 97%

SARS-CoV-2 5 days Tight junctions identified by E-cadherin expression were severely 97
disrupted, and the intestinal villus-like structure was damaged

LGG; E. coli 1 day ESBL-EC stimulation causes microstructure damage, mucus loss, and 98
barrier function impairment.

Biopsy-derived  F. prausnitzii; Eubacterium 3 days The intestinal epithelial barrier is intact and maintains its physical 99
organoids rectale; B. thetaiotaomicron properties

S. typhimurium; E. faecium 15 hours Tight junctions were disrupted and mucus accumulation was reduced 100

before lesions occurred

Lactobacillus rhamnosus GG (LGG), transendothelial electrical resistance (TEER), lipopolysaccharide (LPS), human umbilical vascular endothelial
cells (HUVECS), VSL#3 (L. paracasei; L. plantarum; L. acidophilus; Lactobacillus delbrueckii subsp. Bulgaricus; B. longum; B. breve; B. infantis;

Streptococcus thermophilus; E. coli), dextran sodium sulfate (DSS), chitosan oligosaccharides (COS).

In traditional 2D culture models, isolated primary hepato-
cytes often lose their differentiated structure and liver-specific
functions.'** However, when cultured in 3D models, isolated
hepatocytes exhibit enhanced liver function in vitro and can
maintain their differentiated characteristics longer.'"
Bioreactors have been proposed to better simulate the in vivo
environment for developing in vitro 3D liver tissue models.
Bioreactors are designed to precisely control the culture con-
ditions of hepatocytes by regulating the nutrients and chemi-
cal composition of the culture medium, thereby optimizing
cell growth and function."'® Liver cell bioreactor cultures can
be categorized into three main types: plate designs, packed
bed designs, and hollow fiber designs."*”""*® Although these
bioreactors facilitate the 3D culture of hepatocytes, challenges
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remain in accurately simulating the cellular microenvironment
in vitro. These challenges include achieving precise control
over the microenvironment and reproducing the complex cell-
cell interactions in vivo.

Traditional in vitro simulation systems, while simple to
operate and cost-effective, are typically static cultures that
struggle to replicate the complex microstructures of liver
tissue. Additionally, these systems often struggle to maintain
cell viability for extended periods, typically not exceeding 2-3
days."*"*" With advancements in micro-nano technology, sig-
nificant progress has been made in developing in vitro liver
models."*” For example, the creation of micro-scale sub-micro-
structures that mimic the liver lobule architecture enables a
more accurate reproduction of liver function within a physio-
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logically relevant microenvironment (Fig. 3c)."** These techno-
logies provide a rapid, simple, and high-throughput approach,
facilitating a more realistic replication of liver function."***?
In recent years, more advanced microfluidic platforms have
been developed. These platforms can simulate the cellular
microenvironment by controlling parameters such as cell-cell
and cell-matrix interactions, shear stress, and metabolic
products.'****® Combined with microfluidic technology, 3D
dynamic liver cell models, called ‘LOC’, provide physiologically
relevant culture conditions that better maintain cellular
bioactivity.'*°

LOC represents a recent breakthrough in microphysiologi-
cal systems, aiming to simulate the liver’s anatomical structure
and physiological functions through microfluidic techno-
logy."'° As the primary organ responsible for metabolism and
detoxification, the reconstruction of liver function is the core
objective of LOC design. These chips typically integrate hepato-
cytes (parenchymal cells) and non-parenchymal cells (such as
LSEC and KC) via 3D co-culture methods to achieve a high-
fidelity simulation of the liver microenvironment."** One of
the notable advantages of LOC is the incorporation of dynamic
fluid systems. Shear stress not only maintains the polarization
and activity of liver cells but also promotes the gradient distri-
bution of oxygen and nutrients, further enhancing the meta-
bolic capacity of the model."*" Additionally, LOC allows for
real-time monitoring of biomarker secretion, providing a
potential means to assess liver function and drug responses
dynamically."**> Compared with traditional 2D culture systems
and animal models, LOC exhibits significant advantages in
simulating human-specific metabolism, particularly in predict-
ing drug metabolites and toxicity responses with greater
reliability. Their application spans a wide range, from meta-
bolic and toxicity assessments in drug development to study-
ing pathological mechanisms in chronic liver diseases, such as
NAFLD and liver fibrosis, showing excellent prospects."*® With
ongoing advancements in chip design and biomaterials, LOC
is expected to integrate more functional cell types and micro-
environmental factors in the future, thereby providing a more
comprehensive platform for precision medicine and personal-
ized treatments.

Current LOC designs can be broadly categorized into
several types. The first type is biomimetic microstructure
design, which aims to replicate the structural organization of
hepatocytes and their functional units on the chip. This
includes establishing different concentration zones to simulate
liver sinusoids and lobules in vitro and proportionally recreat-
ing liver structures by designing varied structural shapes and
channel sizes."** The second type is co-culture systems, where
different types of cell are incorporated into the culture to repli-
cate the complex -cellular composition found in vivo
(Fig. 3d)."** Co-culturing non-parenchymal cells, such as
LAECs, KCs, HSCs, and lymphocytes with hepatocytes, is used
to explore cell-cell and cell-matrix interactions. This approach
enhances the physiological relevance of the model and allows
for the investigation of cellular communication and the influ-
ence of the liver microenvironment on hepatocyte function.*3?
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The third approach entails simulating physiological para-
meters by manipulating factors such as shear stress resulting
from fluid flow, mechanical stimulation, and oxygen gradients.
This methodology aims to closely replicate the authentic phys-
iological environment observed in vivo (Fig. 3e)."*> In the fol-
lowing sections, we will review the latest advances of microflui-
dic chip technology in the study of bionic liver structure and
function, and delve into the limitations and challenges of
existing research.

3.2 Invitro biomimetic liver structure and function on
microfluidic chips

3.2.1 Structural simulation: liver sinusoids and liver
lobules. Liver sinusoids are the essential functional units of
the liver, composed of highly polarized microvascular endo-
thelial cells with numerous fenestrae that facilitate the
exchange of substances between the hepatocytes and the
bloodstream. These sinusoids play a pivotal role in lipid
metabolism, blood coagulation, cell growth, differentiation,
immune responses, and inflammation. Reconstructing the
microstructure of liver sinusoids in vitro is critical for liver
research, as it allows for more accurate simulation of physio-
logical functions and disease mechanisms.

In 2007, Lee et al. developed a bioinspired artificial liver
sinusoid model, marking one of the pioneering efforts in
creating microfluidic models for liver research.’*® They con-
structed the model using soft lithography techniques and suc-
cessfully cultured primary rat and human hepatocytes, provid-
ing a functional in vitro platform to mimic liver sinusoid
microenvironments. The model featured a dedicated cell
chamber for hepatocyte seeding and a flow channel for circu-
lating culture medium, nutrients, and drugs, separated by an
endothelial barrier. This barrier effectively replicated the mass
transfer properties of the hepatic acinus, restricting the direct
flow of culture medium to the hepatocytes while facilitating
the diffusion of essential nutrients and oxygen. However, the
model primarily simulated the structure of the liver sinusoidal
endothelial barrier and the diffusion of substances in vitro. It
did not replicate more complex liver microstructures, such as
the space of Disse, oxygen concentration gradients, or inter-
actions with non-parenchymal cells. To address this challenge,
Rennert et al integrated a co-culture system comprising
HUVECs, tissue macrophages, the human stellate cell line
LX-2, and the hepatocellular carcinoma-derived cell line
HepaRG to develop a more advanced liver layer."*® This model
features morphology akin to human liver sinusoids and effec-
tively simulates the space of Disse by employing a suspended,
freely perfusable membrane as the cell culture matrix."*’
Additionally, oxygen sensors were integrated at the inlet and
outlet of the perfusion channels, facilitating the real-time
measurement of cellular oxygen consumption. The model was
able to maintain cell function in vitro for at least 4 days after
being fully assembled and starting perfusion culture. Studies
have demonstrated that hepatocytes exhibit significant differ-
entiation and structural reorganization within this physiologi-
cally relevant environment, achieving polarization akin to that
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of primary human liver tissue. This liver model represents a
significant breakthrough in the in vitro simulation of liver
function, offering a novel platform for studying hepatic physi-
ology. Mi et al. also advanced the liver sinusoidal chip model
by utilizing laminar flow technology and endothelial cell self-
assembly techniques, successfully recreating the liver’s funda-
mental functional unit—the liver sinusoid (Fig. 4a)."*® This
study formed a dual-layer collagen structure with well-defined
boundaries by injecting collagen gel containing HepG2 cells
and HUVECs. The rat tail collagen type I used in the model,
known for its high structural similarity to human collagen,
demonstrated excellent biocompatibility, closely interacting
with hepatic cells to promote adhesion, growth, and functional
expression.”®® Furthermore, its degradable properties align
with the natural turnover of the hepatic extracellular matrix,
which is crucial for maintaining the long-term stability and
functionality of the liver model. By precisely regulating the
density of HUVECs and the injection of growth factors, the
researchers successfully induced the self-assembly of HUVECs
into a monolayer structure within the collagen matrix, effec-
tively mimicking the sinusoidal endothelial layer.
Experimental results showed that the model maintained high
cell viability and stable liver functions, such as albumin
secretion and urea synthesis, for at least seven days. This study
offers a novel approach to constructing high-fidelity, long-
term, stable in vitro liver sinusoid models, holding great poten-
tial for advancing liver physiology and pathology research.

In addition to replicating the liver sinusoid, liver lobules—
constituting the main component of the liver—exhibit a
diverse array of dynamic physicochemical signals and microen-
vironmental structures. To enhance our understanding of the
structural characteristics and interactions of cells and tissues,
simulating liver lobules in vitro is particularly essential. Ho
et al. designed a star-shaped electrode array utilizing a dual-
electrophoresis method to reconstruct a pseudo-hexagonal
model that represents liver lobules, effectively mimicking the
classic morphology of liver lobules.’® In this model, HepG2
cells and HUVECs were guided and arranged by an electric
field to form a liver lobule-like structure. After dielectrophore-
tic cell patterning, the research team assessed cell viability
through staining, revealing a high cell survival rate of 95%.
Further experiments demonstrated that after two days of co-
culture, the combination of HepG2 cells and HUVECs signifi-
cantly enhanced cytochrome P450 (CYP450) enzyme activity,
with an increase of up to 80%. Banaeiyan et al. developed a
large-scale liver lobule chip design that warrants attention.'*?
This model consists of hexagonal tissue culture chambers for
culturing HepG2 cells and hiPSC-derived hepatocytes. Each
chamber features a central outlet that simulates the central
vein of the liver lobules. In contrast, isolation chamber walls
separate the culture chambers from the channels, protecting
the cells from convective shear stress while allowing nutrient
diffusion. This model effectively simulates liver lobule, sinus-
oid, and portal vein structures at physiological scales, demon-
strating stable albumin secretion, urea synthesis, and the for-
mation of bile canaliculus networks. This platform holds sig-
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nificant promise for future applications in co-culture studies
and drug-induced hepatotoxicity research. Although the lobule
chip developed by Ban et al. demonstrates significant advan-
tages in mimicking liver structure and function, the need for
more precise control over the cellular arrangement and micro-
environment remains unmet. Chen et al. developed a lab-on-a-
chip that simulates liver lobules, comprising three main com-
ponents: a concentration gradient generator, a dielectrophore-
tic cell patterning system, and four cell culture chambers that
create a microenvironment conducive to cell cultivation
(Fig. 4b)."*° This study successfully patterned C3A cells
(human hepatocytes) and NIH/3T3 cells (fibroblasts) within a
GelMA-based microenvironment. GelMA, a hydrogel with bio-
compatibility and photopolymerizable properties, provides a
3D culture environment resembling the liver’s natural ECM,
crucial for maintaining hepatocyte morphology and function.
In the experiment, GeIMA hydrogel was applied over cell pat-
terns on a microfluidic chip, effectively shielding the cells
from shear stress while ensuring a stable nutrient supply,
thereby supporting long-term functional and structural stabi-
lity. This technique successfully replicated the cellular arrange-
ment characteristic of liver lobules. Furthermore, experimental
results demonstrated that cell viability was significantly
enhanced in a 5% GelMA hydrogel environment, and urea
secretion reached its highest levels, underscoring the critical
role of an optimal hydrogel microenvironment in maintaining
cell organization and enhancing liver function. By precisely
controlling cell patterning and physiological conditions, this
chip offers a novel platform for studying hepatocyte inter-
actions and liver-specific functions, presenting significant
potential for biomedical applications. Subsequently, Cottier
et al. developed a primary hepatocyte micro-patterned co-
culture (MPCC) model to replicate the pathological processes
of hepatic steatosis and NAFLD.'** The study demonstrated
that exposure to free fatty acids (FFA), high glucose and fruc-
tose, or their combination effectively induced steatosis.
Additionally, the therapeutic potential of ACC1/ACC2 inhibi-
tors in preventing and reversing steatosis was validated. The
model also successfully evaluated valproic acid-induced drug-
related steatosis and detected significant changes in gene
expression associated with NAFLD. In another study, Ware
et al. demonstrated that the micro-patterned co-culture of
HepaRG cells with mouse embryonic 3T3-J2 fibroblasts signifi-
cantly enhanced hepatocyte functionality and improved the
practicality of drug screening."*® The research showed that co-
culture model substantially increased albumin secretion,
maintained more stable cytochrome P450 activity, and
improved both the sensitivity and specificity of predicting
drug-induced liver injury. These findings underscore the broad
potential of the MPCC system in drug metabolism and phar-
macokinetics research.

Although the simulation of liver sinusoids and liver lobules
has yielded promising results and found widespread appli-
cation in liver tissue engineering, the aspiration to develop
in vitro liver microtissues with a complete ultrastructure
remains unrealized. To create more comprehensive in vivo-like
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centrations. (iv) Immunofluorescence images of albumin with different APAP concentrations. Scale bar: 50 pm. (Reprinted with permission from ref.
138. Copyright 2018, IOP Publishing). (b) Liver lobule simulation chip. (i) This chip replicates the morphology of liver lobules and incorporates a bio-
compatible, photocrosslinked hydrogel-based microenvironment to sustain cell patterns and functions. (i) Patterning of C3A and NIH/3T3 cells. (iii)
Urea secretion at varying concentrations in GelMA microenvironments post 3-day culture. Scale bar: 100 um. (Reprinted with permission from ref.
140. Copyright 2021, Elsevier). (c) 3D liver sinusoid on a chip. (i) Microfluidic structure. This chip consists of two PDMS chambers, each measuring
100 pm in height and 1 mm in width, separated by a 10 pm-thick polyethylene membrane with 0.4 pm diameter pores. (ii) 3D assembling. (iii)
Photographic image of an in vitro 3D liver sinusoid. (iv) 3D liver sinusoidal chip for identifying 4 mouse hepatocyte cell lines in vitro. (Reprinted with
permission from ref. 141. Copyright 2017, Royal Society of Chemistry). (d) Oxygen gradient validation in LOC. (i) Hepatocytes naturally experience an
oxygen gradient along the portal-central axis, differentiating “periportal” hepatocytes from “perivenous” hepatocytes. (ii) Simulation of steady-state
oxygen concentration in the vertical cross-section of a PDMS chip. (iii) Fluorescence images of the culture chamber. (iv) Live/dead assay showing
high (left) and low (right) O, differentiated hESCs at day 12 in microfluidic chips. (v) Day 13 differentiated hESCs showing HNF-4a (red) and alpha-
fetoprotein (green). (iv) Scale bars 300 pm (microchannels, above) and 10 pm (enlargement, below). (v) Scale bars 100 pm (microchannel) and 50 pm
(inset). (Reprinted with permission from ref. 142. Copyright 2019, Springer Nature).

1636 | Biomater. Sci, 2025, 13, 1624-1656 This journal is © The Royal Society of Chemistry 2025


https://doi.org/10.1039/d4bm01273a

Published on 28 Kudo 2025. Downloaded on 03/02/2026 5:15:44 AM.

Biomaterials Science

structures, it is essential to integrate biological and engineer-
ing approaches, ensuring the provision of the requisite chemi-
cal and mechanical conditions to establish these specific
architectures.' '

3.2.2 Reproducible multicellular culture in vitro. Although
current in vitro models of hepatic sinusoids and liver lobules
have made significant progress in simulating the liver micro-
environment and recreating the basic functions of liver cells,
they still have certain limitations. Specifically, non-parenchy-
mal cells in the liver, such as Kupffer cells, stellate cells, and
sinusoidal endothelial cells, play a crucial role in maintaining
liver cell function and regulating liver physiological responses.
However, the intricate interactions between these cells,
especially their roles in drug metabolism and inflammatory
responses, have not been fully represented in existing in vitro
models. To address these issues, researchers are introducing
more non-parenchymal cell populations and, through refined
fluid dynamics design, further exploring how to reconstruct a
system in vitro that more closely resembles the in vivo liver
microenvironment.

The development of in vitro liver sinusoid and liver lobule
models is inspired by their in vivo morphological structures.
Although these models can simulate the diffusion channels of
the endothelial layer, these non-biological endothelial-like bar-
riers replicate only the structural aspects of the in vivo liver
microenvironment. They do not adequately reproduce living
organisms’ complex cellular interactions and drug metabolism
processes. According to liver physiology, non-parenchymal cell
populations support hepatocyte function and modulate
inflammation."®® For instance, KCs are responsible for clearing
senescent red blood cells, bacteria, and various endogenous
toxins; hepatic stellate cells store vitamin A and regulate blood
sinusoid perfusion; and LSECs protect hepatocytes from toxic
damage by secreting growth factors such as hepatocyte growth
factor (HGF and interleukin-6)."*¥7*° Table 2 presents the con-
stituent cells of the liver. The complexity of in vivo organs
poses significant challenges in fully replicating them in vitro,
particularly regarding manipulating cell-cell interactions
outside the body.">>**> Maher et al. developed a simple micro-
fluidic dual-layer device that preserves primary human hepato-
cyte phenotypes in a static culture medium using a straight-
forward single-culture format.®® In their experiments, the
researchers introduced primary human hepatocytes alongside
human LAECs. After co-cultivation, the hepatocytes displayed
a cuboidal morphology and formed bile canaliculi networks,
indicating that they can sustain robust functionality within

Table 2 Characteristics of liver cells

Diameter Density Volume Number
Cell type (pm) (g mL™) (% total) (% total)
Hepatocytes 20-30 pm 1.07 70-85% 60-70%
Kupffer cells 10-15 pm 1.077 2-3% 5-15%
Stellate cells 7-10 pm 1.05 1.4% 5-8%
Sinusoidal 5-8 pm 1.03 2-3% 15-20%
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this environment. The device features a flexible structure
incorporating various non-parenchymal cell types, enabling
co-cultivation effects. This makes it a preliminary model for
investigating cell-cell interactions in vitro. However, the model
lacks a dynamic physiological environment and cannot effec-
tively replicate the liver microenvironment in vitro.
Consequently, while this device provides certain advantages
for studying cell-cell interactions, further development of
complex models with dynamic physiological parameters is
essential to simulate the intricate in vivo liver microenvi-
ronment fully.

In a study by Prodanov et al., primary human hepatocytes
were co-cultured with endothelial cells (EA.hy926), stellate
cells (LX-2), and Kupffer cells (U937) within a microfluidic
chip."®* The chip features two microfluidic chambers separ-
ated by a porous membrane, with cells seeded to replicate the
liver microenvironment found in the human body. ECs and
KCs were seeded on the upper side of the membrane, while
stellate cells were combined with a collagen solution and posi-
tioned beneath the membrane to simulate the space of Disse.
Hepatocytes were seeded at the bottom of the lower chamber.
The porous membrane simulated the fenestrated structure of
liver sinusoids, protecting the hepatocytes from direct fluid
shear stress while allowing for the exchange of culture
medium and oxygen through diffusion, closely resembling
in vivo conditions. This design not only replicates the 3D archi-
tecture of the liver but also simulates its microenvironment
through dynamic fluid flow. The study confirmed that the
reconstituted liver sinusoid microstructure model can be suc-
cessfully maintained for 28 days. Compared with static cul-
tures, albumin synthesis and urea excretion were significantly
enhanced under dynamic flow conditions, while changes in
CYP450 metabolic activity remained minimal. In 2017, Du
et al. successfully developed an in vitro 3D liver sinusoid chip
that integrates four primary murine liver cell types to replicate
the key structures and functions of the liver sinusoid
(Fig. 4c)."*' The research team used immunofluorescence
staining to confirm that hepatocytes (HCs) were densely
packed in the lower layer of the chip, expressing E-cadherin
and CK pan markers. Meanwhile, LSECs and KCs formed a
monolayer in the upper channel, marked by CD146 and F4/80,
respectively, while HSCs were positioned on the basal side
without specific staining to maintain background clarity.
Under physiological microenvironmental conditions and fluid
shear stress, this model demonstrated enhanced liver-specific
functions, including albumin secretion, HGF production,
CYP450 metabolic activity, and neutrophil recruitment
responses. This work provides an innovative in vitro platform
for studying intercellular interactions and immune responses
in the liver.

Deng et al. recently developed a more sophisticated per-
fusion system based on a PDMS sandwich structure featuring
porous membranes.'®® The system comprises three microflui-
dic chambers—upper, middle, and lower—sequentially accom-
modating four types of human-derived cell (HepG2, LX-2, EA.
hy926, and U937) based on their physiological distribution.
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Additionally, the system incorporates artificial hepatic blood
flow and bile flow to more accurately simulate the complex
medium flow environment of liver sinusoids. The study evalu-
ated the hepatotoxicity of acetaminophen and assessed the
alterations in acetaminophen-induced hepatotoxicity when
combined with adjunctive medications. The results demon-
strate that the device exhibits strong synthesis and secretion
functions and enhanced cytochrome P450 enzyme activity, pro-
viding a more precise hepatotoxicity assessment than primary
liver cell plate models. In the future, this innovative in vitro
model could serve as a functional platform for investigating
the maintenance of liver sinusoid functions, cell-cell com-
munication, toxic metabolism, and inflammatory cascades.
This advancement offers a more precise and effective tool for
drug testing and disease research, significantly advancing the
development of liver in vitro models.

3.2.3 Physiological parameter simulation: oxygen, shear
stress. Despite successfully reproducing liver cell model struc-
tures and intercellular interactions in previous studies, con-
structing a comprehensive, functional in vitro platform that
accurately mimics the liver microenvironment remains a sig-
nificant challenge. In addition to the reconstruction of cell
types and tissue architecture, dynamic physiological para-
meters within in vitro models are equally critical. The physio-
logical functions of the liver are not solely dependent on cellu-
lar and tissue morphology but are also influenced by factors
such as oxygen levels and shear stress. These physiological
parameters are intricately regulated in vivo through blood flow,
gas exchange, and intercellular signaling, supporting the
liver’'s metabolism, differentiation, and functional mainten-
ance. Consequently, one of the key challenges in replicating
the liver microenvironment in vitro is the accurate reconstruc-
tion of these dynamic physiological conditions, particularly
the gradients of oxygen concentration and shear stress.

The in vivo microenvironment of the liver is highly
complex. When constructing in vitro liver cell models, it is
essential to consider the tissue structure, cell-cell interactions,
and various dynamic physiological parameters. Oxygen is criti-
cal in the liver microenvironment, significantly influencing
cellular metabolism, differentiation, and growth."'®'*¢ In vivo,
the liver receives oxygen from the portal vein circulation and
maintains adequate oxygen levels through high-oxygen arterial
circulation.’® Existing static in vitro cultures acquire oxygen
through air-liquid interface diffusion, whereas dynamic cul-
tures depend on the oxygen present in the perfusion medium.
An oxygen concentration gradient exists along the liver sinus-
oid, extending from the portal vein to the central vein. This
gradient significantly influences gene expression and hepato-
cyte metabolism, forming functional zones within the liver.'>®
Kang et al developed a microfluidic platform termed
“Metabolic Patterning on a Chip” (MPOC), which actively gen-
erates a range of oxygen concentrations, from normoxia to
severe hypoxia, across a single continuous micro-tissue."*
They exposed primary rat liver cells to an oxygen gradient
ranging from 0.3% to 6.9% and observed that increasing
hypoxia decreased cell viability by approximately 80%. This
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finding indicates that hepatocytes exhibit distinct metabolic
and genetic responses to varying oxygen levels. This oxygen
gradient platform can be adapted to study other hypoxic
tissues, such as tumors, and to investigate drug toxicity and
efficacy under hypoxic conditions. Tonon et al. expanded on
applying oxygen gradients in cellular differentiation by pre-
cisely controlling oxygen levels to guide the differentiation of
human embryonic stem cells into metabolically distinct hep-
atocyte subtypes (Fig. 4d).'** This microfluidic chip design
generated a stable oxygen gradient, ranging from high oxygen
levels (160 mmHg, approximately 21%) to low levels
(15 mmHg, approximately 2%). On day 12 of differentiation,
cells cultured under high and low oxygen conditions exhibited
high viability and minimal cell death. By day 13, cells were uni-
formly expressing hepatocyte nuclear factor 4a (HNF-4a) and
a-fetoprotein under varying oxygen conditions. These findings
demonstrate that an oxygen gradient is essential for maintain-
ing hepatocyte differentiation potential and survival.

In addition to oxygen, shear stress is a crucial physiological
parameter when designing perfusion-based LOC systems. The
fluid’s viscosity generates shear stress within the chip’s chan-
nels, and its variation is closely linked to both the flow rate of
the medium and the medium’s viscosity. According to the
research by Tilles et al., exposure to shear rates exceeding 5
dyn ecm™ (0.5 Pa) significantly diminishes liver cell func-
tion."® Similarly, experimental results by Tanaka et al. demon-
strated that low shear stress flow conditions lead to an
increased rate of albumin synthesis.'®® To address the chal-
lenge of shear stress, it is essential to strike a balance between
the shear stress induced by media flow and the oxygen content
within the culture environment. A common approach involves
selecting lower media flow rates while increasing the oxygen
concentration within the chip or limiting the density of the
hepatocytes, ensuring that the cells receive an adequate supply
of oxygen.'®“'®* Additionally, incorporating porous mem-
branes or diffusion channels into chip designs can help
isolate media flow, thereby protecting the cells from shear
stress.’*® By optimizing these parameters, it is possible to
more accurately replicate the liver’s in vivo microenvironment,
thereby enhancing the functionality and stability of in vitro
hepatic models. This advancement provides a more reliable
platform for drug testing and disease research.

4. Gut-liver-on-a-chip
4.1 Interaction in gut-liver-on-a-chip

In the human body, organs interact in several critical ways. (1)
They maintain specific environmental boundaries through
their structure and function integrity, ensuring tissue homeo-
stasis and proper organ function. (2) Vascular endothelial cells
form an endothelial barrier that isolates blood from tissues,
regulating the dynamic exchange of blood components and
cells across various tissues. (3) The circulatory system func-
tions as a communication network among organs, facilitating
the exchange of substances and the transmission of signals
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through blood flow, thereby enhancing intercellular communi-
cation. These mechanisms are essential for maintaining tissue
homeostasis and regulating the dynamic balance between
health and disease.

The integration of multi-organ tissue systems enables the
simulation of complex organ-organ interactions, offering criti-
cal insights for pharmacokinetics and pharmacodynamics
(PK/PD), physiologically based pharmacokinetic (PBPK) model-
ing, ADME (Absorption, Distribution, Metabolism, and
Excretion) analysis, quantitative systems pharmacology (QSP),
and various computational modeling approaches.'®® Currently,
a variety of systems have been developed to investigate multi-
organ interactions. Kang et al. developed a gut-liver axis chip
to investigate the effects of microbiome-derived metabolites
and extracellular vesicles on hepatic cell function.'®® The
results demonstrated that these microbiome-derived sub-
stances significantly enhanced albumin and urea secretion in
HepG2 spheroids, suggesting a potential role of the micro-
biome in regulating liver function. This chip provides an
effective platform for studying the interactions between the
gut microbiome and host cells, particularly in the context of
liver metabolic function. In studying the gut-liver axis, apply-
ing microfluidic technology and a multi-organ co-culture plat-
form provides a new perspective for understanding the
complex interactions between the gut and other organs. The
four-organ chip system developed by Maschmeyer et al
expands this research perspective (Fig. 5a).'®> This system
simulates the interactions between the intestine, liver, skin,
and kidneys, utilizing microfluidic channels and micropumps
to replicate the physiological circulation, thereby ensuring the
exchange of substances and metabolic balance between the
different tissues. In this setup, intestinal tissue developed
villus-like 3D structures up to 270 pm and expressed cytokera-
tin 19 (Ctk 19) along the crypt-villus axis, demonstrating phys-
iological polarization. Liver tissue maintained CYP3A4
expression, confirming its metabolic function. Skin biopsy
samples cultured at the air-liquid interface formed a stratified
stratum corneum, retaining proliferation and differentiation
functions as evidenced by Ctk 10 and Ctk 15 expression. The
proximal tubule cells of the kidney layer sustained basolateral
Na-K-ATPase expression throughout the 28-day co-culture, indi-
cating their transport functionality. These findings suggest
that this four-organ-on-a-chip system effectively simulates
human ADME (Absorption, Distribution, Metabolism, and
Excretion) processes, providing a promising in vitro drug devel-
opment and toxicity testing model. Li et al. proposed a novel
system in which Caco-2 cells (simulating the gut) and rat
primary glomerular endothelial cells (representing the
kidneys) are co-cultured within segregated microchambers of a
microfluidic device.’®® Using digoxin as a model drug, the
system investigates the impact of intestinal drug absorption on
renal toxicity in vitro, yielding results that align with clinical
observations. Jeon et al. developed a microfluidic GLOC that
reproduces the absorption of fatty acids in the gut and the sub-
sequent lipid accumulation in hepatocytes (Fig. 5b)."%” In this
study, varying concentrations of palmitic acid (PA) were
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applied to HepG2 liver cells to observe PA-induced oxidative
stress responses. HepG2 cells cultured in standard plates
exhibited a concentration-dependent response, with fluo-
rescence signal intensities increasing by 3.06%, 8.99%, and
23.21% for respective PA concentrations. In contrast, cells co-
cultured in a gut-liver chip under static conditions showed a
weaker response, with fluorescence increases of 2.20%, 4.40%,
and 8.33%. However, when the flow was introduced within the
chip, the fluorescence intensities increased significantly to
1.48%, 3.86%, and 13.00% for 0.4 mM, 0.8 mM, and 1.2 mM
PA, respectively. These data suggest that flow conditions,
which mimic intestinal peristalsis, reduce the thickness of the
unstirred water layer, thereby enhancing PA absorption and
the oxidative stress response, particularly under 1.2 mM PA
treatment where flow notably amplified oxidative stress. This
suggests that the GLOC can partially replicate the dynamic
interactions of drugs in the gut and liver, thereby enhancing
the predictability of drug efficacy.

A significant example of organ interaction in the human
body is first-pass metabolism, where drugs undergo intricate
absorption and metabolic processes in the gut and liver. This
involves simultaneous transport and reactions occurring at
multiple locations within these organs. However, conventional
in vitro cell culture models often struggle to replicate this
process accurately. To address this challenge, Midwoud et al
developed a microfluidic-based system specifically designed
for metabolic studies.'® The system utilizes a two-chamber co-
culture perfusion system with continuous medium flow to
perfuse intestinal and liver tissue slices sequentially. The
results indicate that intestinal and liver tissue slices maintain
viable metabolic rates for at least 8 hours and 24 hours,
respectively, demonstrating the system’s suitability for intesti-
nal and hepatic metabolism studies. Chen et al. developed an
innovative microfluidic GLOC model to replicate first-pass
metabolism accurately.’”® The chip features two adjacent,
independent layers comprising intestinal epithelial cells
(Caco-2) and liver cancer cells (HepG2). Drugs enter the liver
chamber from the intestinal chamber, effectively replicating
the processes of absorption and metabolism. During co-
culture, the physiological functions of both cell types were
observed to undergo alterations. Cytochrome P450 metabolic
activity was significantly enhanced, and the absorption charac-
teristics of Caco-2 cells were altered under flow conditions.
This indicates that the co-culture system enhances the physio-
logical relevance of the in vitro model. Subsequently, the team
successfully simulated the absorption of fatty acids through
the intestinal layer and their deposition within hepatocytes.'”*
Tsamandouras et al. developed a novel fluidic platform that
interconnects multiple organ models for pharmacokinetic
research.’”” Studies of gut-liver cell co-cultures found that
organ interactions can enhance hepatic metabolism. They also
investigated the interactions between gut and liver tissues
under both normal and inflammatory conditions.'”® The
results revealed that interactions between the gut and liver in
an inflammatory environment exacerbate the inflammatory
response, negatively affecting tissue function. This under-

Biomater. Sci,, 2025, 13,1624-1656 | 1639


https://doi.org/10.1039/d4bm01273a

Published on 28 Kudo 2025. Downloaded on 03/02/2026 5:15:44 AM.

View Article Online

Review Biomaterials Science

[Ml /min]

2 NG &G

[S)

Volumetric flow rate

05 10
Pumping frequency [Hz]
oSurrogate blood circuit eExcretory circuit

m0.4 mM of PA
m0.8 mM of PA
=1.2 mM of PA

1 Middle layer £
7 (Gut) T

Bottom layer
(Liver)

4 . well non-flow chip  flow chip

HCT116 cellf Vessel A monitoring FTCAs
° o/ h\% J °
’ HCT116 cell channel’ . = S = o
~ - Nies <=
> HUVEC cell channel & FTOHs exposure HUVEC cell HepG2 cell
/__\< DC10 DAPI HepG2 HCT116
HepG2 cell channel e R
Filled by fluid

Low hydrostatic pressure

Fig. 5 Gut-liver co-culture on chips. (a) MOC with four types of co-cultured cell. (i) The device consists of two polycarbonate covers and a PDMS
glass chip, featuring an alternative blood circuit (pink) and excretion circuit (yellow). (i) Evaluating fluid dynamics in a device using pPIV. (iii)
Pumping frequency and volume flow rate relationship diagram. (iv) Effect of 28-day coculture of human tissue in the device. Bars = 100 pm.
(Reprinted with permission from ref. 165. Copyright 2015, Royal Society of Chemistry). (b) Microfluidic GLOC. (i and ii) The chip comprises three
PDMS layers, with gut and hepatocytes positioned along the border of a polyester membrane. (iii) DCF-DA staining fluorescence micrograph after
PA treatment. (iv) Fluorescence intensity analysis under different culture conditions. (Reprinted with permission from ref. 167. Copyright 2021, John
Wiley and Sons). (c) Microfluidic-based gut—vascular—endothelium—liver co-culture chip. (i) This chip features a 3D gel scaffold with channels for
venous endothelial cells, intestinal epithelial cells, and hepatic epithelial cells. (ii) Schematic diagram of connection design between channels. (iii)
Confocal images of HepG2 and HCT116 cultured under flat or slope conditions. (iv) Immunofluorescence of DC10 and F-actin after FTOH treatment.
(Reprinted with permission from ref. 168. Copyright 2023, American Chemical Society).

scores the significance of multi-organ platforms in under-
standing complex pathophysiological processes.

Bricks et al. employed a distinct biological model to simu-
late interactions between the gut and liver."”* They conducted
dynamic co-cultures of gut cells (Caco-2 TC7) and hepatocytes
(HepG2 C3A) using a bioreactor to track the transport of phe-

1640 | Biomater. Sci., 2025, 13, 1624-1656

nacetin across the intestinal barrier. Compared with static
culture dishes, their bioreactor demonstrated increased meta-
bolic activity. Milani et al. utilized a GLOC system, co-culturing
Caco-2 cells with HT29 cells in the gut chamber alongside
primary human hepatocytes in the liver chamber.'”® In this
study, HT29 cells, a human colon adenocarcinoma cell line,
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are widely used to simulate the biological behaviors of intesti-
nal epithelial cells. Their proliferative capacity allows a more
precise representation of intestinal-liver interactions within
OOC systems. Through this gut-liver co-culture model, the
researchers effectively assessed the clearance rates and per-
meability parameters of prodrugs, active drugs, and glucuro-
nide metabolites, further elucidating the critical role of intesti-
nal metabolism in the MPA glucuronidation process.
Moreover, the results were consistent with in vivo data.
Lucchetti et al. developed an integrated GLOC platform to
model drug metabolism along the gut-liver axis.>® This plat-
form combines the human-microbial crosstalk GOC with the
Dynamic42 LOC, maintaining the viability and function of
both intestinal and hepatic cells and successfully replicating
the metabolism of the colorectal cancer drug irinotecan. The
study further revealed that Escherichia coli can convert the inac-
tive irinotecan metabolite SN-38G into the toxic metabolite
SN-38, impacting drug metabolism. These findings offer new
perspectives on how gut microbiota can influence drug
response, presenting potential strategies for drug develop-
ment. Additionally, they applied the GLOC to study the phar-
macokinetics of mycophenolate mofetil and its two major
metabolites, demonstrating the potential of this system to
explore how intestinal and liver processes jointly determine
the exposure of prodrugs and their metabolites. Other models
investigating the gut-liver relationship have also been devel-
oped, including those focused on nanoparticle-induced
damage and the toxic effects of PM2.5.”7%"7 These
approaches, which integrate multicellular tissue structures,
multiple microphysiological systems (MPS), and quantitative
mechanistic modeling, have been widely applied in preclinical
drug development, emerging as powerful research tools.

While current gastrointestinal-liver systems are primarily
employed to study metabolism and inter-organ communi-
cation, they do not fully replicate the enzymatic digestion
process. To address this issue, Haan et al. developed a cell-
free, miniaturized enzymatic digestion system that utilizes
three serial micro-mixers to simulate the digestive functions of
the mouth, stomach, and small intestine.'”® They employed
compounds such as starch and casein as model nutrients to
assess the enzymatic digestion capabilities of the system. The
results indicated that the miniaturized system significantly
accelerated the digestion process compared with traditional
batch digestion methods. This enzymatic digestion chip could
be integrated with GLOC in the future, providing a more accu-
rate platform for studying nutrient absorption by simulating a
more realistic human digestive system.

The GLOC model, as a high-fidelity in vitro research plat-
form, has become a cornerstone in studying diseases related
to the gut-liver axis. Its primary value lies in its precise recapi-
tulation of the complex physiological microenvironment and
interactions between the gut and liver, including the gut
microbiota, intestinal epithelial barrier, portal circulation, and
hepatic metabolic functions.'”*'®® By dynamically simulating
the absorption of exogenous substances (e.g., drugs, toxins) in
the intestine and their subsequent transfer along the gut-liver
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axis, this model offers novel perspectives on the mechanisms
underlying pathologies such as intestinal barrier dysfunction,
hepatic steatosis, and chronic inflammation.”®'®! Jeon et al.
advanced this field by developing an integrated microphysiolo-
gical system encompassing the gut, liver, and immune com-
ponents to investigate inflammatory responses along the gut-
liver axis.'®” This system accurately models intestinal barrier
function, hepatic metabolic activity, and immune cell-
mediated inflammatory signaling, providing an innovative
platform for elucidating the pathogenesis of gut-liver axis-
related diseases and offering new avenues for research. In
addition, the “metastasis chip” system developed by Skardal
et al. is an innovative in vitro platform that enables real-time
tracking of the migration process of fluorescently labeled
colon cancer cells from the intestinal structure to the liver."®?
This system uses red fluorescent protein (RFP)-labeled human
colon cancer cell line HCT-116, human intestinal epithelial
cell line INT-407, and human liver cancer cell line HepG2, suc-
cessfully simulating key features of tumor metastasis. The
model precisely reproduces the tumor cell migration from the
intestine to the liver, demonstrating its significant potential in
advancing cancer research and drug discovery. The GLOC
model demonstrates unique advantages in investigating the
mechanisms of gut-liver axis diseases and holds extensive
potential for exploring complex pathological processes, includ-
ing cancer. This technology establishes a robust foundation
for uncovering molecular disease mechanisms, developing per-
sonalized diagnostic tools, and optimizing therapeutic strat-
egies, thereby driving advancements in precision medicine.

4.2 Vascularization in gut-liver-on-a-chip

Vascularization is a core element of OOC systems, as it pro-
vides a network for nutrient delivery, waste removal, and gas
exchange, closely mimicking in vivo microenvironments.
Integrating vascular channels into OOC systems enhances the
physiological relevance of studies on nutrient absorption, drug
metabolism, and molecular transport. By embedding endo-
thelial cells within these channels, these models more accu-
rately replicate the in vivo blood-barrier interface, essential for
immune cell trafficking and transporting various molecules."®*
Xu et al. introduced a microfluidic-based gut-vascular-endo-
thelium-liver co-culture chip to study the biotransformation of
fluorotelomer alcohols (FTOHs) (Fig. 5¢)."®® The study revealed
that endothelial cells are involved in the metabolism of
FTOHs. In contrast, intestinal and hepatic epithelial cell trans-
formations produced the toxic metabolite perfluorocarboxylic
acid (FTCA), further impacting angiogenesis. Additionally, it
was observed that a ramped culture approach could accelerate
epithelial cell proliferation and differentiation, forming a
thicker cell layer resembling normal intestinal villi and enhan-
cing intercellular communication. Exposure to high concen-
trations of FTOHs significantly affected cell morphology and
function, including an inhibition of chamber formation and
disruption of intestinal and hepatic cell differentiation,
leading to irregular and loose cell arrangements. These find-
ings offer an advanced alternative model for studying pollutant
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exposure and its applications in biomedical and pharma-
ceutical research. In contrast to Xu et al., Vernetti et al
focused on the coupling effects between multiple organs, pro-
posing a four-organ functional coupling human MPS
model.'® This model includes the human intestine, sequen-
tially layered self-assembled liver, vascularized or non-vascular-
ized proximal renal tubules, and a complete blood-brain
barrier/neurovascular unit. They tracked the absorption,
metabolism, and excretion processes across these intercon-
nected systems. The results indicated that the specific proces-
sing of these compounds across different organs aligned with
clinical data.

The introduction of vascular networks in OOC systems
facilitates the study of angiogenesis, a crucial process in liver
regeneration, tumor growth, and the pathogenesis of various
diseases.'®® By incorporating vascular components, research-
ers can examine the interactions between vascular structures
and other cell types under dynamic flow conditions, such as
hepatocytes and endothelial cells. Ferrari et al. developed a
method to create perfusable, physiologically relevant vascular
channels within a LOC model.'®” This approach enables the
formation of circular cross-sectioned vascular channels within
3D hepatic microtissues without scaffolding materials. The
researchers designed and validated two LOC models to repli-
cate hepatic sinusoidal structures in vitro: a direct-contact plat-
form and an ECM-mediated-contact platform. In the ECM-
mediated-contact platform, a 100 pm-thick collagen—fibrin
layer mimics the space of Disse, the region between hepato-
cytes and endothelial cells. Experiments demonstrated that
hepatocytes in the ECM-mediated-contact platform exhibited
higher albumin production rates and CYP3A4 activity than
those in direct-contact models, underscoring the importance
of simulating the space of Disse to enhance the functionality
of LOC models. These findings pave the way for further appli-
cations of microfluidic technology and vascularized tissue
models, including studies on interactions between vascular-
ized organs in multi-organ chips. In addition, Yoshimoto et al.
investigated the effects of cyclic stretching on vascular signal-
ing secretion in hepatoblast-like cells derived from human
pluripotent stem cells."®® Using an OOC platform to simulate
in vivo mechanical environments, they examined the influence
of cyclic stretching on vascular signaling in KDR— and KDR+
cells. The results demonstrated that cyclic stretching signifi-
cantly upregulated gene expression associated with epithelial-
mesenchymal transition, including HGF and matrix metallo-
proteinase 9. Notably, these genes showed marked upregula-
tion in co-cultured KDR— and KDR+ cells, an effect absent in
monocultures. This study offers new insights into the mechan-
istic roles of mechanical forces during the hepatoblast stage.

Vascularization within OOC systems is essential for main-
taining cellular viability and functionality. It provides a plat-
form for investigating complex physiological and pathological
processes related to the gut-liver axis. The integration of vascu-
lar components enhances these models’ predictive power and
relevance to human physiology, making them promising drug
development and disease tools.
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5. Application
5.1 Applications of gut-on-a-chip

With the advancement of microfluidic GOC models, the devel-
opment of pathological models for various gastrointestinal dis-
eases has become a prominent application. These models have
proved capable of simulating key features of human gastroin-
testinal disorders, including IBD and small intestinal bacterial
overgrowth resulting from intestinal obstruction.®*'®® These
chip systems allow for the direct characterization of disease
phenotypes while integrating diverse cell combinations. By
controlling different pathogenic factors—such as mechanical
forces, chemical gradients, and cell types—they enable an in-
depth  investigation of disease mechanisms and
progression.®%84190:191

R. Villenave et al. utilized Coxsackievirus B1 (CVB1) as a
prototype enteric virus model to demonstrate that human
enteric virus infections, including the replication and pro-
duction of infectious viruses, can be analyzed in vitro using
microfluidic GOC devices.®® The device supports cultivating
highly differentiated human villous intestinal epithelial cells
under fluid flow and peristaltic-like motion.”” When CVB1 is
introduced into the epithelium-lined intestinal lumen of the
device, the virus infects the epithelial cells, replicates within
them, and induces detectable cytopathic effects (CPE).
Additionally, infectious viral particles and inflammatory cyto-
kines were detected in the effluent from the epithelial micro-
channels, indicating their release from the apical surface of
the cells. This suggests that the GOC provides a suitable
in vitro model for studying enteric virus infections and the
pathogenesis of enteric viruses. Building on research into
enteric viruses, organ-on-chip technology has also been
employed to model the effects of other viral infections on the
intestine, such as the intestinal response to SARS-CoV-2 infec-
tion. Guo et al. constructed a biomimetic human intestinal
chip to model the intestinal response to SARS-CoV-2 infec-
tion.”” The findings demonstrated that viral infection signifi-
cantly impacted the morphology and function of intestinal epi-
thelial cells, resulting in compromised barrier integrity, disor-
ganized distribution of mucus-secreting cells, and reduced
expression of tight junction proteins. Additionally, endothelial
cells exhibited morphological damage, though with lower
infection levels. Transcriptomic analysis further revealed aber-
rant RNA and protein metabolism in both epithelial and endo-
thelial cells, accompanied by marked activation of immune
responses post-infection. This study provides valuable data on
the mechanistic role of COVID-19 infection in the intestine,
offering new insights into the pathophysiology and potential
therapeutic targets of SARS-CoV-2 in the gastrointestinal tract.

Beaurivage et al. developed a high-throughput 3D intestinal
chip model based on the OrganoPlate platform, successfully
replicating key pathological features of IBD (Fig. 6a)."°> By
inducing Caco-2 cells to form a tubular structure of the intesti-
nal epithelium and introducing bidirectional flow in microflui-
dic channels, this model effectively simulated intestinal peri-
stalsis and vascular flow, providing a more physiologically rele-
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Fig. 6 Applications of the GLOC. (a) The Caco-2 tube model for IBD. (i) This model is a 3-channel OrganoPlate system consisting of 40 microfluidic
chips arranged at the bottom of a standard 384-well plate format. (i) Day 4: 3D reconstruction of Caco-2 cell tubular structure: actin (green) and
DNA (blue) staining. (i) The TEER value of Caco-2 cell tubes and the secretion dynamics of IP-10, IL-8 and CCL-20. (Reprinted with permission from
ref. 192. Copyright 2019, MDPI). (b) The LOC for chronic hepatotoxicity testing. (i and ii) The chip comprises a glass/silicon structure, including 3D
microfluidic circuits, cell culture chambers, bubble capture chambers, and heaters. (i) Comparison of acute and chronic dose responses of collagen
sandwich and PIC to diclofenac and APAP. (Reprinted with permission from ref. 194. Copyright 2017, Springer Nature). (c) Drug testing platform for
co-culture GLOC. (i) and (ii) are cross-sectional views of the assembled MOC, illustrating the hepatic—intestinal co-culture (i) and hepatic-skin co-
culture (ii) in the right circuit of each MOC. (iii) TUNEL/Ki67 staining of co-cultured liver equivalents: control and 50 pM troglitazone treatment. (iv)
qRT-PCR analysis of coculture liver tissue and troglitazone concentration dynamics. (Reprinted with permission from ref. 195. Copyright 2015,
Elsevier).
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vant environment compared with unidirectional flow in con-
ventional gut and liver models. The bidirectional flow better
simulated food digestion and intestinal content movement
and played a critical role in maintaining intestinal epithelial
health and functionality. The circulating medium facilitated
the exchange of cells with oxygen and nutrients, creating a
microenvironment that mimics the dynamic fluid and gas
exchanges in the human intestine. Under inflammatory stimu-
lation, the TEER of Caco-2 cells significantly decreased, and
there was a notable increase in the secretion of inflammatory
factors, such as IP-10, IL-8, and CCL-20, particularly from the
basal side, mirroring in vivo inflammatory processes. This
model demonstrated high efficacy in simulating IBD pathophy-
siology and barrier dysfunction, offering a robust platform for
drug screening and aiding research into ADME processes. It
represents a powerful tool for studying intestinal diseases and
drug development. In addition to IBD models, environmental
enteric dysfunction (EED) represents another key application
area for OOC technology. EED is an inflammatory intestinal
disorder closely associated with malnutrition, often resulting
in stunted growth in children and limited response to conven-
tional treatments. Developing in vitro models that accurately
simulate the pathological features of EED is therefore critical
for understanding disease mechanisms and devising thera-
peutic strategies. Bein et al. developed an intestinal chip
model for studying EED,'®® a chronic inflammatory condition
linked to malnutrition and stunted growth in children. The
study demonstrated that depleting key nutrients, such as niaci-
namide and tryptophan, in the chip medium could recapitu-
late the characteristic genetic and phenotypic features of EED.
The model exhibited significant villus atrophy, impaired
barrier function, and altered nutrient absorption, mirroring
clinical symptoms in EED patients. Moreover, elevated
secretion of inflammatory cytokines provided further insights
into the disease’s pathogenesis and potential therapeutic
targets. This platform is a valuable tool for studying EED
pathogenesis and drug development, supporting efforts to
devise new treatments for this condition.

Another intriguing application of GOC pathological models
is the study of the effects of radiation therapy. Jalili-
Firoozinezhad et al. developed a GOC model to simulate the
radiation damage response of the human intestine to
y-radiation, including cell death, villous blunting, and
impaired barrier function. This model is used to evaluate the
efficacy of radioprotective agents in vitro.** The device consists
of a layer of PDMS membrane, with human intestinal epi-
thelial cells cultured on one side and vascular endothelial cells
on the other. When the GOC was exposed to y-radiation,
researchers observed an increased production of reactive
oxygen species (ROS), cytotoxicity, apoptosis, DNA fragmenta-
tion, villous blunting, disruption of tight junctions, and
impaired intestinal barrier integrity. Using this device as a
screening platform, researchers identified that dimethyl-
oxalylglycine (DMOG) significantly inhibited these damage
responses, indicating its potential as an effective radioprotec-
tive agent. Moreover, this model further demonstrated the
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potential of GOC technology in discovering novel medical
countermeasures (MCM)."*®

Lastly, developing in vitro gut microbiome models has
gained significant attention recently. Research highlights the
gut microbiome’s close associations with diabetes treatment,
cancer therapy, and other areas."®”'® The gut microbiota is a
complex ecosystem that maintains a symbiotic relationship
with humans and is crucial for overall health.'*® Therefore,
developing in vitro gut microbiome models is of significant
importance. Pedicord et al. discovered that the symbiotic bac-
terium Faecalibacterium prausnitzii enhances intestinal
barrier function and improves host tolerance to Salmonella
typhimurium and Clostridium difficile through its secreted
SagA protease.””® SagA upregulates the expression of anti-
microbial peptides and mucins, thereby limiting pathogen
invasion. This mechanism can be transferred to other probio-
tics, highlighting its potential for preventing intestinal infec-
tions. In addition to investigating the role of commensal
microbiota in intestinal function, there is growing interest in
the potential of probiotics to restore gastrointestinal barrier
integrity and modulate intestinal inflaimmation. Min et al
developed a leaky gut chip model to evaluate the therapeutic
efficacy of live probiotics in treating compromised epithelial
barriers and mucosal inflammation.®® The study demonstrated
that treatment with LGG or a multi-strain mixture (VSL#3) sig-
nificantly improved barrier function, enhanced tight junction
protein expression, increased mucus secretion, and reduced
inflammatory marker expression in the chip model. These
findings suggest the therapeutic potential of probiotics in
restoring gastrointestinal barrier function and alleviating
inflammatory responses, providing a novel approach and a
robust validation platform for managing gastrointestinal
diseases.

The GOC system offers a novel platform for in vitro drug
screening. The GOC represents a highly biomimetic in vitro
platform capable of accurately replicating the human intes-
tine’s complex structural and functional characteristics,
including epithelial barrier function, microenvironmental con-
ditions, and drug metabolism pathways. Compared with con-
ventional in vitro models, GOC systems dynamically recreate
the gut’s fluidic environment and incorporate multiple cell
types to emulate physiological conditions better. In early
studies, Guo et al. developed a biomimetic human GOC to
investigate drug metabolism mechanisms within the intestinal
microenvironment.>** Constructing a 3D microenvironment
successfully promoted intestinal cell differentiation, signifi-
cantly enhancing physiological functions. Building on this
foundation, the research team introduced a universal pump-
free, high-throughput 3D OOC platform for evaluating drug
absorption in the intestine.>* Their findings demonstrated
that this platform could precisely simulate intestinal metabolic
properties, providing a highly biologically active, cost-effective,
and versatile in vitro tool for drug metabolism and absorption
studies.

GOC technology demonstrates tremendous potential in the
field of personalized medicine. Utilizing its high-fidelity
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in vitro models, researchers can precisely evaluate the absorp-
tion efficiency and therapeutic efficacy of individualized drugs,
with notable advantages in treating inflammatory bowel dis-
eases, intestinal cancers, and disorders associated with
microbial dysbiosis.®” By integrating patient-specific genomic
information, this technology can further predict drug efficacy
and toxicity, significantly enhancing the precision of thera-
peutic strategies while reducing the incidence of adverse
effects.>”> Moreover, GOC provides an efficient platform for
mechanistic studies of complex diseases, driving advance-
ments in precision medicine and laying a scientific foundation
for patient-centered healthcare. Continued optimization and
broader application of this technology are expected to expand
the possibilities for designing personalized treatment regi-
mens, propelling medicine toward greater precision and
efficiency. The specific applications of intestinal organ chips
discussed in Section 5.1 have been summarized in Table 3.

5.2 Applications of liver-on-a-chip

The liver is the primary metabolic organ in the human body
and plays a crucial role in drug metabolism, rendering it par-
ticularly susceptible to drug-induced toxicity. Drug-induced
liver injury is a leading cause of failure in late-stage drug devel-
opment. Microfluidic-based in vitro LOC systems offer a more
accurate simulation of the physiological and pathological
characteristics of the human liver, providing a reliable experi-
mental platform for drug screening and research.

Table 3 Application of GOC

View Article Online
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Liu et al. established an LOC model using primary mouse
hepatocytes and blood cells to simulate acute drug-induced
liver toxicity and the therapeutic response to metabolic-associ-
ated steatotic liver disease (MASLD).*** In this model, the
research team first optimized protocols for isolating hepato-
cytes, hepatic stellate cells, Kupffer cells, and hepatic sinusoi-
dal endothelial cells from mouse livers, and co-cultured these
cells with circulating immune cells on a bilayer microchip. By
introducing APAP and FFA, they successfully simulated the
pathological features of acute drug-induced liver injury and
MASLD. Experimental results demonstrated that the LOC
model effectively recapitulated key features of MASLD, includ-
ing cell death, lipid accumulation, and inflammatory
responses. Moreover, the model evaluated the therapeutic
effects of two drug candidates, lanifibranor and resmethrin,
significantly reducing lipid accumulation and inflammation in
hepatocytes. This study highlights the significant application
potential of the LOC model in drug screening and liver disease
research. Building upon Liu et al.’s success in modeling acute
drug-induced liver injury and fatty liver, Yu et al. further
expanded the application of LOC technology by designing a
perfusion-incubator-liver-chip (PIC) optimized for evaluating
long-term drug toxicity responses (Fig. 6b).'"* The study
demonstrated that hepatocytes cultured in the PIC system
showed greater sensitivity to chronic toxicity from diclofenac
sodium and acetaminophen compared with a conventional
collagen sandwich culture. Specifically, in the diclofenac
sodium assay, the PIC system’s half-maximal inhibitory con-

Cell type Platform Tissue structure Application Ref.
Caco-2 2-Channel PDMS  Spontaneous formation of intestinal villi Creating a model of human intestinal disease =~ 84
microporous
Caco-2, HIMEC 2-Channel PDMS  The cells form the villous intestinal epithelium  As a discovery tool for developing microbiome- 69
microporous related therapeutics, probiotics and
nutraceuticals
Caco-2 2-Channel PDMS  The villous structure is about 50-100 pm high,  Providing an in vitro model for enterovirus 88
microporous and the polarized epithelial cells contain infection, study of enterovirus pathogenesis
microvilli of villus proteins
Caco-2; HT-29; 2-Channel PDMS  Forming intestinal epithelial-endothelial Providing a platform to accelerate COVID-19 97
HUVEC microporous barrier. Epithelial cells form villus-like research and development of new treatments
structures
Caco-2 3-Channel ECM Forming a complete and polarized leak-tight Expanding the method for disease modeling, 192
gel tubule target validation, and drug discovery
Biopsy samples 2-Channel PDMS  Forming a 3D villus structure. Producing a Helps analyze the molecular, genetic, and 193
from EED microporous mucus layer nutritional basis of EED and test candidate
patients therapies for it
Caco-2; HUVECs  2-Channel PDMS  Forming a 3D villus structure and a confluent As an in vitro platform to study radiation- 49
microporous cell monolayer induced cell death and associated
gastrointestinal acute syndromes
Caco-2 2-Channel PDMS  Recreating 3D layers of human intestinal Caco-  Providing a translational strategy to dissect the 89
microporous 2 epithelial cells therapeutic mechanisms of living
biotherapeutic products
Caco-2 1-Channel PDMS  Forming a confluent epithelial monolayer with ~ Providing an in vitro platform for intestinal 201
microporous tight junctions metabolism research and preclinical drug
development
Caco-2 3D-High Forming of 3D villus-like structure The potential of tools to advance drug 202
throughput development and enable personalized

Human intestinal microvascular endothelial cells (HIMEC).
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centration (ICso) was 50.86 pM, significantly lower than the
121.53 uM observed in collagen sandwich cultures. In the acet-
aminophen test, 1 mM of acetaminophen reduced cell viability
to 21% in the PIC system, compared with 32% in collagen
sandwich culture, with ICs, values of 2.391 mM and
3.059 mM, respectively. These findings indicate that the PIC
system offers significant advantages for long-term drug toxicity
testing, providing a more sensitive and stable model for
chronic toxicity assessment. To evaluate the chronic effects of
drugs on the liver, in vitro LOC models must support long-
term culture while maintaining liver-specific functionality,
stability, and viability over extended periods. Messner et al.
developed a 3D liver model consisting of primary human hep-
atocytes and non-parenchymal cells, which they employed for
long-term testing and to assess inflaimmation-mediated tox-
icity.?®> This model enables liver microtissues to maintain
stable activity and function for up to five weeks, allowing for
the assessment of chronic drug effects. Docci et al. conducted
in-depth research in this field and developed a liver chip
device called PhysioMimix.”*® This system combines math-
ematical modeling and simulation techniques to provide an
innovative platform for quantitatively studying drug metab-
olism. Experimental results confirmed that the device offers
significant advantages in simulating liver metabolic character-
istics, particularly in evaluating the activity of various drug-
metabolizing enzymes, such as cytochrome P450, UDP-glucur-
onosyltransferase, and aldehyde oxidase, with high precision.
The study also emphasized the crucial role of mathematical
modeling in enhancing parameter calculation accuracy, asses-
sing metabolic and transport processes, and managing hetero-
geneous drug concentration distributions. Notably, in complex
cellular systems, drug evaporation and sampling effects are
often difficult to quantify; however, PhysioMimix successfully
addresses this challenge through its precise model analysis
capabilities.

As the understanding of liver diseases and toxicity mecha-
nisms deepens, increasing efforts are being made to simulate
cellular-level responses in the liver using advanced techno-
logies. Compared with traditional liver models, the LOC
system developed by Huh et al, based on 3D bioprinting
technology, offers greater precision, especially in simulating
acute toxic responses and drug screening, demonstrating
exceptional potential.>°” They developed a 3D bioprinted LOC
system using human liver spheroids with GelMA-based bioink.
This system showed excellent cell viability, sustained ATP pro-
duction, and albumin secretion over 14 days. The study
demonstrated that the 3D-printed liver chip system could effec-
tively identify hepatotoxicity induced by APAP and successfully
model acute liver failure caused by APAP overdose. These find-
ings highlight the potential applications of this in vitro model
in high-throughput drug screening, precise biological process
studies, and monitoring tissue responses to drugs. To further
enhance the capability of in vitro models in mimicking the
complex hepatic microenvironment, Zheng et al. designed and
fabricated an integrated 3D dynamic multicellular LOC
(3D-DMLOC) that successfully replicates the in vivo liver micro-
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environment, including hepatic sinusoids, the perisinusoidal
space, and continuous fluid perfusion, to improve the
reliability of hepatotoxicity screening.>*® The research team
validated the device’s functionality by co-culturing HepaRG
and HUVEC cells within this chip. Experimental results
demonstrated that, compared with traditional static culture,
co-cultured cells in the 3D-DMLOC expressed elevated levels of
hepatic polarity proteins (ZO-1 and MRP2) and functional liver
markers (ALB, UREA, and CYP450 enzymes). Moreover, the
model exhibited greater sensitivity to toxins, indicated by a sig-
nificant increase in LDH release from hepatocyte spheroids,
underscoring the 3D-DMLOC system’s enhanced accuracy and
reliability in screening potential hepatotoxic compounds.
Recent studies have increasingly focused on optimizing long-
term culture environments to enhance model stability and
functionality. For example, Rajan et al developed a novel
microfluidic liver tissue chip (LTC) with continuous medium
recirculation, using PHH and optimizing it for extended liver
culture.”® This chip demonstrated low nonspecific binding to
various ionic states and lipophilic drugs while maintaining
cytochrome P450 metabolic activity for at least 15 days, preser-
ving hepatocyte functionality and polarity. In drug clearance
studies, the LTC enabled continuous drug metabolism assess-
ments for at least 12 days and successfully estimated clearance
rates with high in vivo-in vitro correlation (IVIVC) for multiple
compounds. By leveraging advances in bioengineering, this
study developed a highly reproducible, low-variability platform
that addresses long-standing challenges in pharmacokinetics
research, particularly in accurately predicting drug clearance,
demonstrating significant potential in this domain.

Liver diseases are a leading cause of mortality worldwide,
and environmental factors increasingly aggravate this
problem. Deepening our understanding of liver physiology is
essential for uncovering the mechanisms underlying liver dis-
eases, improving treatment strategies, and enhancing predic-
tive capabilities for disease progression and drug responses.
However, a key challenge remains in accurately recreating the
complexity of liver structure and function in vitro. Therefore,
there is an urgent need for the development of advanced pre-
clinical models to study the mechanisms of liver diseases.>*°

One of the most common liver diseases is NAFLD, which is
among the most prevalent chronic liver conditions globally,
especially in developed countries.>’ The progression of
NAFLD can range from simple steatosis to non-alcoholic stea-
tohepatitis (NASH), which can further advance to cirrhosis and
ultimately lead to HCC. HCC is one of the top three causes of
cancer-related deaths worldwide, making early diagnosis of
NAFLD as a potential risk factor crucial.>'*> However, many
in vitro studies on NAFLD are limited by the constraints of 2D
culture systems. To address this issue, Gori et al. developed a
3D microfluidic model of NAFLD.*'? They introduced palmitic
acid and oleic acid as high-level FFA into the LOC to assess
intracellular lipid accumulation, cell viability/toxicity, and oxi-
dative stress induced by FFA overload. Compared with 2D
static cultures, this chip facilitates a gradual reduction in intra-
cellular lipid accumulation, improves hepatocyte survival, and
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Table 4 Application of LOC

Cell type Platform characteristics Tissue structure Application Ref.

Mouse primary Dual-chamber structure 2D structural monolayers  Recapitulating drug-induced liver injury 204

hepatocytes; HSC; KC; and MASLD-related features

LSEC

Rat hepatocytes Perfusable 3D hepatocyte spheroids Long-term cell culture, repeated dosing 194
tests

PHH; KC; EC 96-Well format 3D liver microtissues Conventional compound testing, 205
inflammation-mediated toxicity

Hepatocytes Media flow — Studying the distribution characteristics of 206
drug candidates in the liver in vitro

HepG2 3D bioprinted tissue 3D hepatic tissue High cell viability, simulating acute liver 207

spheroids failure
HepaRG; HUVEC 9 x 9 pinhole array 3D hepatocyte spheroids  In vitro hepatotoxicity screening 208
PHH Continuous media recirculation Morphology of Predicting pharmacokinetics 209
characteristic cobblestone
HepG2; C3A cells Microarchitecture resembling HepG2 cells form small Establishing an in vitro model of human 213
human liver sinusoids aggregates NAFLD

Rat primary A concave-convex structure 3D co-culture spheroids Drug screening, studying ALI-related 214

hepatocytes; HSCs exhibit fibrous structures  mechanisms in vitro

HepDE19; PHH; Nutrients and oxygenated culture Forming of hepatic cell Studying hepatitis B virus, other 215

HepG2; KC medium can be continuously

recycled

minimizes oxidative stress under dynamic microfluidic con-
ditions, thereby more closely mimicking the chronic state of
steatosis observed in vivo. This provides a more reliable model
for studying the pathogenesis of NAFLD. In addition to
NAFLD, models for other liver diseases have also been pro-
gressively developed. For example, models have been estab-
lished for alcoholic liver disease (ALD), hepatitis B virus (HBV)
infection, and HCC.?'**'> These models provide valuable tools
for studying liver disease progression, advancing drug discov-
ery, and conducting toxicity testing. The simulation systems
on liver chips offer significant promise for research into liver
diseases and potential treatments. The specific applications of
LOC discussed in Section 5.2 have been summarized in
Table 4.

5.3 Applications of gut-liver-on-a-chip

The homeostatic relationship between the gut, microbiome,
and liver plays a crucial regulatory role in drug metabolism. It
is well established that the gut microbiota significantly influ-
ences human health and disease by enhancing food metab-
olism and acting as the first line of defense against pathogens.
In addition, the gut microbiome is essential in metabolizing
exogenous pharmaceutical compounds. However, simulating
the highly dynamic intestinal environment and understanding
how the gut microbiota modulates drug bioavailability and
contributes to liver toxicity remain significant challenges.**®
Many diseases involve complex mechanisms across mul-
tiple organs, making establishing accurate models of these
conditions challenging. OOC technology offers the opportunity
to simulate the physiological microenvironments of in vivo
tissues. Connecting these “organ modules”, it is possible to
recreate interactions between organs.>'” Yang et al. developed
an integrated gut-liver-on-a-chip (iGLOC) as an in vitro human
model for simulating NAFLD.>'® This platform utilizes micro-
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microtissues

hepatotropic pathogens, liver biology, and
drug development

fluidic technology to co-culture Caco-2 and HepG2 cells,
recreating the gut-liver axis and enabling the modeling of
NAFLD onset and progression through FFA treatment.
Findings indicate that, compared with monoculture systems,
co-cultured cells exposed to FFA exhibit reduced apoptosis and
a significant increase in lipid droplet accumulation.
Furthermore, genes associated with copper ion response and
endoplasmic reticulum stress were upregulated. These results
suggest that the iGLOC platform may be an alternative to
animal models for investigating NAFLD pathogenesis, offering
novel insights for drug development, therapeutic strategies,
and diagnostic tool exploration. This technology offers a novel
approach for studying the interactions of multi-organ systems
in disease processes.

Maschmeyer et al. employed advanced microphysiological
system technology to design and implement a miniature
in vitro gut-liver co-culture model that simulates the gut-liver
interactions observed in living organisms (Fig. 6c)."®> This
platform enables the long-term co-culture of human liver orga-
noids with intestinal or skin barrier models, maintaining
stability for up to 14 days. In their study, liver organoids
exhibited expected toxic responses to troglitazone exposure,
including increased apoptosis and elevated CYP3A4 mRNA
expression, indicating drug-induced biotransformation
activity. Furthermore, experimental data showed a rapid
decrease in troglitazone concentration in the culture medium
during the initial treatment phase, suggesting substantial
tissue drug absorption. These results validate the multiorgan-
on-a-chip (MOC) platform’s effectiveness in simulating drug
metabolism and toxicity, presenting a promising alternative to
animal testing for drug and substance safety evaluation.

The GLOC is an innovative microfluidic technology that can
simulate drug metabolism processes in the liver. Jie et al
introduced an innovative GLOC designed as a drug screening
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Table 5 Progress towards replication of the gut-liver axis in vitro
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Application Cell type Description Finding Ref.
Four-organ-chip for Epilntestinal™, HepaRG, Microfluidic four- The model simulates physiological absorption, 165
in vitro microfluidic HHSC, HJP, human proximal organ-chip metabolism in liver tissue, and ultimately
ADME profiling tubule cell excretion through the kidneys
GLOC for disease Caco-2, HepG2 Microfluidic GLOC Gut absorption of fatty acids and hepatic lipid 167
models accumulation are enhanced under dynamic
conditions
Intestinal and liver Rat intestinal slices, rat liver Microfluidic-based The substrates tested showed results in this system 169
slices for first-pass slices in vitro system that were consistent with the validated data
metabolism
GLOC for drug Primary human intestinal cells,  Modular Demonstration of 28-day gastrointestinal tract— 170
screening human intestinal gastrointestinal tract-  liver systemic co-culture using gravity-induced
myofibroblasts, HepG2 C3A liver system oscillatory bidirectional fluid flow
Gut-liver fluidic PHH, KC, Caco2 Integrated gut-liver In vitro system can detect diclofenac primary 172
platform for PK multiple MPS metabolites in humans
GLOC for mimicking Caco-2, HepG2 C3A Microfluidic GLOC The function of intestinal epithelial cells was 174
the organ-organ maintained. The activity of CYP1A enzyme in the
interactions liver was increased
GLOC for ADME Caco2, HT29, hepatocytes Gut-liver MPS Capturing the intestinal and hepatic metabolism 175
of mycophenolate mofetil
Gut-liver axis platform  Caco-2, HepaRG, HUVEC, THP-1 Microfluidic gut-liver =~ Models the bidirectional connection between the 26
for drug metabolism axis platform gut and liver
Gut-liver axis chip for Caco-2, HepG2, RAW264.7 Three-tissue MPS Reproducing an inflammatory response involving 182
disease models the gut, liver, and immune cells
GLOC for disease HCT-116, INT-407, HepG2 Microfluidic GLOC HCT-116 cells can spontaneously shed into the 183
models blood circulation
3D intestine-vessel- HepG2, HCT-116, HUVEC Microfluidic 3D The barrier function of HCT116 cells was 168
liver chip for toxicity intestine-vessel-liver impaired, HUVEC growth was restricted, and
testing chip HepG2 cells may suffer from oxidative stress after
FTOH exposure
MOC for assessing HepaRG, HHSC, small intestine ~ Microfluidic MOC Human 3D liver equivalents were co-cultured with 195
repeated-dose safety epithelial cells, HJP the intestinal barrier model for 14 days
GLOC for drug HepG2, Caco-2 Microfluidic GLOC High concentrations of combined drugs can 219
metabolism inhibit cell growth and metabolic capacity
GLOC for first-pass Caco-2, PHH Microfluidic GLOC Coadministration of metabolic inhibitors may 220
metabolism inhibit liver metabolism
GLOC for toxicokinetic =~ Caco-2, HT29-MTX-E12, HepG2, Gut-liver MPS APAP treatment increased the hepatotoxicity 221

HUVEC-T1, THP-1, HHSC

Human primary hepatic stellate cells (HHSC), human juvenile prepuce (HJP).

markers AST and ALT levels, decreased ALB
secretion, inhibited cell proliferation, and
enhanced ROS

platform to simulate the absorption and metabolism of orally
administered drugs in the gut and liver.>'® The platform fea-
tures a dual-layer design combined with hollow fiber techno-
logy, successfully reconstructing the physiological functions of
the gut and liver at a microscale. The upper layer of the hollow
fibers is seeded with Caco-2 cells to simulate the intestinal epi-
thelium. At the same time, the lower chamber is cultured with
HepG2 cells to represent liver tissue, forming a dynamic co-
culture system. The study results indicate that cell viability and
metabolic activity were not significantly affected within a
specific concentration range (<100 pg mL™"), suggesting that
HepG2 cells retained their drug metabolism capabilities at
these concentrations. When drug concentrations exceeded
250 pg mL™', apoptosis was observed, validating the model’s
effectiveness in assessing drug toxicity. The GLOC platform
enables dynamic monitoring of drug absorption and metab-
olism. It facilitates long-term observation, providing a powerful
tool for an in-depth understanding of drug mechanisms and
drug-drug interactions. Amid the ongoing advancements in

1648 | Biomater. Sci., 2025, 13, 1624-1656

gut-liver chip technology, further optimization of materials
and design holds significant potential for enhancing the accu-
racy of drug metabolism simulations. In this context, Wang
et al. developed a GLOC system based on perfluoropolyether,
which effectively addresses drug adsorption issues and
enables a more precise assessment of drug metabolism and
bioavailability.**° Their study demonstrated that, compared
with polydimethylsiloxane-based chips, the perfluoropoly-
ether-based chip showed over a 20-fold increase in the pres-
ence of intact midazolam in the liver chamber effluent, con-
firming the saturation of hepatic metabolism at higher con-
centrations. Additionally, co-administration with ketoconazole
significantly inhibited metabolism, highlighting the chip’s
potential for evaluating drug-drug interactions and perform-
ing individualized assessments of intestinal and hepatic drug
availability. To further advance the application of gut-liver
chips in drug metabolism and toxicity evaluations, researchers
continue to optimize system design and incorporate additional
cell types to more accurately model complex physiological pro-
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cesses. Yu et al. developed an MPS, termed the GLOC,
designed to simulate drug absorption and metabolism as well
as to predict pharmacokinetics and toxicological responses fol-
lowing acetaminophen overdose.””" They constructed an intes-
tinal equivalent using Caco-2 and HT29-MTX-E12 cell lines,
while the liver equivalent was established using HepG2,
HUVEC-T1, PMA-induced THP-1 cells, and human hepatic stel-
late cells. The study demonstrated that this system could
detect acute liver injury processes, track changes in liver injury
biomarkers, and assess drug-induced toxicity, thus underscor-
ing the utility of OOC technology in drug toxicity evaluation.
Compared with traditional 2D or 3D cell cultures, this chip
technology more accurately reflects the in vivo environment,
reducing the need for animal testing, improving screening
efficiency and predictive accuracy, and laying a solid foun-
dation for subsequent preclinical studies and developing per-
sonalized medical strategies. We have summarized the
research progress on replicating the gut-liver axis in vitro in
Table 5.

6. Challenges and future directions

Despite significant advancements in the in vitro simulation of
the GLOC platform, the field still faces several challenges.
Continued investment in design and development is essential
to overcome these hurdles and improve the practicality and
effectiveness of these devices in both industrial and clinical
settings.

Currently, PDMS is one of the most widely used materials
in OOC applications due to its biological inertness, low cost,
and excellent transparency.>** However, this polymer has some
notable drawbacks, such as its tendency to adsorb hydro-
phobic small molecules, resulting in the absorption of lipophi-
lic compounds onto the device walls.>?*?** In addition, drugs
or fluorescent molecules co-incubated with cells may diffuse
into the PDMS device, thereby reducing the reproducibility of
solute concentrations in the solution.**® Therefore, utilizing
alternative polymers such as polyurethane or styrene block
copolymers or implementing surface modifications based on
ECM materials can effectively address these issues.*?%2%”

In terms of cell selection, many studies have opted for
immortalized cell lines; however, their biological character-
istics differ significantly from those of human cells in vivo.**®
In contrast, using human pluripotent stem cells (hPSCs) in
GOC models provides a more accurate in vitro reconstruction
of physiological responses, enhancing the models’ physiologi-
cal relevance and predictive capacity.>*® However, while hPSCs
offer a closer approximation to iz vivo environments, they may
result in shorter device lifespans, which limits their appli-
cation in long-term experiments.>*° Additionally, current GOC
models often simulate only a limited layer of the intestinal
wall and fail to replicate the in vivo gut microphysiological
environment fully. For example, these models typically lack the
involvement of smooth muscle cells and enteric neurons,
which play crucial roles in gut function. Smooth muscle cells

This journal is © The Royal Society of Chemistry 2025
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regulate the production of glial cell-derived neurotrophic
factors through the expression of Toll-like receptors 1-9,
affecting neuronal integrity and consequently controlling
intestinal secretion, blood flow, and motility.>*"***> Future
advancements in GOC applications could utilize self-organiz-
ing or directed differentiation techniques to convert induced
pluripotent stem cells (iPSCs) into functional smooth muscle
cells, thereby reconstructing a more complete intestinal struc-
ture.”*® This would increase the functional complexity of the
gut model and allow for a more precise simulation of both the
physiological and pathological states of the gut. Therefore, to
enhance the physiological relevance of models and better
reflect the complexities of intestinal function, future research
should focus on incorporating additional cell types, particu-
larly smooth muscle cells and enteric neurons, to more com-
prehensively simulate the multi-layered physiological processes
of the gut and provide more realistic platforms for disease
research.

In addition to improving cell sources and types, integrating
microbiota presents numerous challenges and issues. In the
human body, gut microbiota coexist and form a complex eco-
system, necessitating the inclusion of a broader variety of bac-
teria for co-culturing in GOC models. Moreover, the density
and distribution of gut microbiota vary across different gut
locations (e.g., inflammatory sites) and change over time.
However, existing GOC models lack in situ measurements of
microbiota and host responses, leading to uncertainties in the
in vitro simulation of intestinal diseases. To address this issue,
sensors, and advanced imaging technologies to monitor
tissues have been employed to gather more data, thereby
enhancing the understanding of cellular behavior within the
device.>**?*> Embedded electrodes for measuring TEER are
widely used to quantify epithelial barrier integrity. However,
additional sensors are still needed to monitor and analyze
other substances in in vitro GOC systems.>*®

The integration of GOC and LOC models also faces several
challenges. For example, the differing growth rates of gut and
liver cells must be considered when performing biological scaling
to ensure appropriate scaling ratios. Additionally, different
channel structures require the control of distinct flow rates to
accommodate the specific growth environments of the respective
cells.**” Moreover, each tissue type requires an adequate supply
of specific nutrients and growth factors, making providing a uni-
versal cell culture medium another critical challenge."®®

Most research on OOC systems remains concentrated in
academic laboratories, and significant discrepancies in equip-
ment design and experimental methodologies between labora-
tories have led to a lack of consistency in results and data.
Additionally, the absence of standardized, universal designs
and operational protocols for OOC models, combined with
high manufacturing and experimental implementation costs,
further limits the broader adoption of OOC systems.>*® In this
context, the IQ Consortium has provided critical guidance for
the development of MPS technologies, particularly highlight-
ing their immense potential in pharmaceutical safety and
ADME studies.**® MPS technology complements existing pre-
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clinical drug safety assessments. It offers unique advantages
in drug safety testing for key organs such as the heart, liver,
and kidneys while reducing reliance on animal models. The IQ
Consortium has established a framework to guide the trans-
lation of MPS technologies from academic research to com-
mercial applications, a framework that is equally applicable to
advancing the industrialization of OOC technologies. By pro-
moting standardized designs, reducing costs, and fostering
cross-disciplinary collaboration and communication, OOC
technology holds the potential for widespread use in the
pharmaceutical industry, providing more efficient and oper-
able in vitro drug development and safety evaluation models.

Modern OOC systems offer tremendous promise in eluci-
dating the mechanisms behind many incurable diseases.**’
High-throughput capabilities are a crucial future direction for
the development of GLOC systems. Integrating technologies
such as genome editing, 3D printing, and organoid biobanks
can potentially enhance automation and parallel processing
capabilities. Machine learning is essential for analyzing the
extensive data generated by GLOC systems, enhancing the
efficiency and accessibility of data analysis.”*"*** Future GLOC
systems are anticipated to decrease the number of drug candi-
dates, expedite the preclinical screening process, and facilitate
the development of personalized treatment plans.”**?** The
recent Food and Drug Administration (FDA) Modernization Act
2.0 has stimulated industrial investment in advanced in vitro
3D models, including organoids, spheroids, OOC systems, 3D
bioprinting, and in silico approaches. This shift indicates that
in vitro human models are set to become a mainstream trend
in future development.”*’
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