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Simple Summary: Tumor stroma is known to significantly influence cancer initiation and progression.
In the last decade, 3D cell cultures have shown potential in modeling the tumor microenvironment.
This review summarizes the main features of current 3D models, shedding light on their importance
in the study of cancer biology and treatment.

Abstract: It is now well established that the tumor microenvironment plays a key role in determining
cancer growth, metastasis and drug resistance. Thus, it is fundamental to understand how cancer
cells interact and communicate with their stroma and how this crosstalk regulates disease initiation
and progression. In this setting, 3D cell cultures have gained a lot of interest in the last two decades,
due to their ability to better recapitulate the complexity of tumor microenvironment and therefore to
bridge the gap between 2D monolayers and animal models. Herein, we present an overview of the
3D systems commonly used for studying tumor-stroma interactions, with a focus on recent advances
in cancer modeling and drug discovery and testing.

Keywords: cell culture; in vitro; 3D; tumor microenvironment; stroma; extracellular matrix; angio-
genesis; fibroblasts; immune system; cancer therapy

1. Introduction

The tumor stroma is composed of extracellular matrix (ECM) and various non-
malignant cell types, including endothelial, mesenchymal (e.g., fibroblasts and adipocytes)
and immune (e.g., lymphocytes, monocytes and neutrophils) cells [1,2]. These cells not
only communicate with each other but also with the tumor mass, by secreting a variety of
molecules that affect tumor behavior through different signaling pathways [3,4]. Among
them, several growth factors, such as epidermal growth factor (EGF), fibroblast growth
factor (FGF), platelet-derived growth factor (PDGF), transforming growth factor (TGF)
and vascular endothelial growth factor (VEGF), have been widely recognized as master
regulators of the interactions occurring within the tumor microenvironment [5]. In ad-
dition to these polypeptides, cytokines, extracellular vesicles and miRNAs also play a
pivotal role in the control of cell-cell communication [6-8]. In this context, emerging evi-
dence suggests that the activated stroma represents a crucial modulator of cancer growth,
migration, angiogenesis, immunosurveillance evasion and therapy resistance [3,4,9-11].
Thus, various techniques have been developed to elucidate cell—cell interactions in the tu-
mor microenvironment: current experimental approaches provide either high-throughput
molecular analysis (cell sorting-based methods, such as flow cytometry and single cell
“omics”) or spatial information through imaging (microscopy-based methods, such as
immunohistochemistry), with emerging technologies (imaging-based mass spectrometry
and Raman microscopy) combining the advantages of these two protocols [12]. Using these
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procedures, several efforts have also been made to accurately model the tumor microenvi-
ronment in vitro and in vivo. In particular, many experiments are still conducted with 2D
co-cultures or animal models. However, 2D monolayers do not fully reflect the physiology
of the original tissue, since they do not conserve the tissue-specific architecture and mechan-
ical/biochemical signals. On the other hand, mouse models are usually very expensive
and associated with ethical issues, and they are not always representative of human-
specific events. By contrast, multicellular 3D systems can overcome these limitations by
properly reproducing cell polarity and shape, tissue stiffness and cell-cell/cell-ECM inter-
actions [13,14]. As such, they have shown promise not only in cancer modeling but also
in drug discovery and testing [15-17]. This review summarizes the main characteristics
of the 3D models currently employed in the study of tumor—stroma communication: the
pros and cons of each technique are discussed, followed by an extensive overview of the
major findings obtained through these methods in the field of cancer research. In particular,
due to the increasing interest of the scientific community in the characterization of tumor
microenvironment, the present manuscript aims at offering a selection of recent literature
illustrating novel approaches for the production and use of 3D cell cultures in the analysis
of tumor interactions with ECM, blood vessels, mesenchymal cells and immune system.

2. Models of 3D Cell Culture

Although 2D systems have provided an invaluable tool to investigate the molecular
bases of tumor biology and promote the preclinical development of many anti-cancer
drugs over the years, the limits of this technology are evident [13,14]. As mentioned above,
the complexity of tumor microenvironment, composed of malignant cells and stroma, is
far too intricate to be reproduced in a 2D monolayer. The best option today available is
represented by in vivo models; however, they cannot always be utilized or afforded by
researchers all over the world, due to ethical and cost reasons. Therefore, efforts have been
made to conceive in vitro techniques able to fill the gap between 2D cultures and animal
models and to recreate the most relevant features of a proliferating tumor [18]. 3D culture
methods represent an interesting solution to this scientific need, allowing intra-tumor and
tumor—stroma contacts and, thus, closely resembling a real tumor mass growing in a
living organism. Moreover, unlike 2D settings, in a 3D arrangement cancer cells are not
homogeneously exposed to nutrients and oxygen, and thereby not all the neoplastic cells
can receive an adequate amount of energy supply, a condition causing important biological
consequences (e.g., cancer growth in starvation/hypoxic conditions). Similarly, drugs may
not be able to permeate the entire cell culture, making data obtained through 3D systems
more predictive of the anti-tumor activity of bioactive molecules. Finally, 3D technologies
are characterized by an increased stability and longer lifespans than standard cultures and
are thus more suitable for experiments that require the evaluation of tumor cell responses
to different stimuli over a long period of time [16,19] (Figure 1).

Historically, one of the first examples of 3D approach is represented by ex vivo culture
of whole organs or tissue explants. Although this method can reproduce the complexity
and the biology of native tissues, sample viability is limited, and results obtained using
these protocols are often difficult to interpret. Hence, alternative techniques have been
developed to overcome the issues of utilizing fresh tumor specimens, without losing the
possibility to work in 3D arrangements [19,20].

To date, several protocols are available to grow tumor cells in a 3D setting, and they
can be generally classified in two broad groups, defined as scaffold- and non-scaffold-based
approaches [21].

Scaffold-based techniques require the use of an artificial support that mimics the
ECM, providing an anchorage for cancer cells. Once attached to the support, cells can
proliferate and migrate across its interstices, acquiring the typical hallmarks of an in vivo
tumor. These scaffolds are mainly designed by using natural (i.e., collagen, hyaluronic acid
and gelatin) or synthetic (i.e., polycaprolactone, polyglycolide and polylactide) polymers,
to produce acellular matrices or hydrogels in which tumor cells can be seeded or dispersed.
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Natural polymers display higher biocompatibility and lower toxicity, while the synthetic
materials exhibit improved workability and versatility, being easier to process. In both
cases, the porosity of the obtained substrate allows oxygen, nutrients and drugs to reach
the proliferating cells and also facilitates the removal of waste molecules, thus providing
appropriate cell culture conditions [22]. However, although the physicochemical properties
of these structures can be optimized to obtain an environment that resembles that of the
tumor stroma and suits the experimental requirements for hypoxia- or drug-based studies,
the use of either natural or synthetic materials may present some disadvantages. For
instance, polymers isolated from natural sources may have quite different composition,
affecting the reproducibility of the experiments, while the characteristics of synthetic
compounds are not always superimposable with those of the ECM [19,23,24].

ANIMAL MODEL
2D CELL CULTURE
(e]oJe]e]o]e]o]o] o]
Limitations
Lack of tissue-specific
achitecture and Limitations
mechanical/biochemical High costs and ethical
signals issues

% \

3D CELL CULTURE

Advantages
Simple and low-cost recapitulation
of cell polarity and shape, tissue
stiffness, oxygen/nutrient diffusion
gradients and cell-stroma
interactions

Figure 1. 2D cell cultures and animal models vs. 3D cell cultures. On one hand, 2D monolayers
do not retain the tissue-specific structure and mechanical/biochemical properties. On the other
hand, in vivo models are very expensive and associated with ethical issues. Importantly, 3D systems
can overcome these limitations by accurately reproducing cell polarity and shape, tissue stiffness,
oxygen/nutrient diffusion gradients and cell-stroma communication.

On the contrary, the only ECM components that are present in non-scaffold-based
platforms are those produced by tumor cells themselves, that can aggregate forming the so-
called tumor spheroids. Therefore, irrespective of the protocol chosen, the main goal of this
method is to promote cancer cell self-assembly, maximizing cellcell interaction, adhesion
and, eventually, aggregation. In this regard, there are different options to achieve spheroid
formation, extensively detailed in [25]. Briefly, in agitation-based techniques, cancer cells
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are cultured in specific devices (i.e., spinner flasks, rotating wall vessels, roller tubes and
gyratory shakers), where they are maintained in suspension by applying a constant stirring
or rotation that prevent the adhesion to the culture system and, at the same time, induce
tumoroid self-assembly. On the other hand, it is also possible to obtain spheroids by static
methods. In this case, culture plates are usually coated with materials, such as agar or
agarose, that impede tumor cell attachment to plate surface, facilitating cell aggregation.
Likewise, hanging-drop techniques allow spheroid generation in the form of droplets:
cancer cell suspensions are dispensed into the wells of a mini-tray that is subsequently
reversed upside down, promoting tumoroid generation through the simultaneous action
of surface tension and gravity. Notably, the dimensions of the spheroids can be controlled
by changing the diameter of the droplets [26-29].

Finally, a new example of 3D technology is represented by the multichannel microflu-
idic perfusion culture system, also known as “organ-on-a-chip”. This technique is based
on the use of microfluidic devices that can be made by plastic, glass or synthetic polymers.
The system is constituted by separated compartments incorporated with different cell
types, including endothelial and mesenchymal cells, in the presence or absence of ECM.
By maintaining the architecture of living tissues, these tools can be utilized to study the
interplay between cancer cells and the surrounding stroma [30,31].

The key features of current in vitro 3D models are presented in Table 1.

Table 1. 3D cell culture techniques.

Technique Pros Cons Ref.
Scaffolds Accur;jlte tls'sue Expensive, Varlabl}lfcy in [14,17,18]
recapitulation polymer composition
. . Variability in spheroid size,
I Easy to perform, inexpensive, :
Agitation-based . ; extracellular matrix not
appropriate for multicellular . . [19-22]
methods ) . addable, inappropriate for
spheroid generation N
migration assays
. . Variability in spheroid size,
. Easy to perform, inexpensive, .
Suspension cell . ; extracellular matrix not
appropriate for multicellular . . [19-22]
cultures - . addable, inappropriate for
spheroid generation L
migration assays
Difficult to perform,
Hanging drop Inexpensw.e, sp}}ermd size extracel}ular matn.x not [19-22]
uniformity addable, inappropriate for
migration assays
Rapid spheroid formation,
spheroid size uniformity, Expensive, difficult to
Organ-on-a-chip constant perfusion and perform, specialized [23,24]

distribution of oxygen and
nutrients

equipment and expertise

3. Dissecting Tumor-Stroma Interactions in 3D Models

As described above, 3D cell cultures have recently emerged as promising tools to
decipher tumor—stroma interactions and to assess the efficacy of anti-cancer agents in vitro.
Indeed, an increasing number of studies has pointed out the accuracy and reliability of
these approaches in recreating the original tumor microenvironment and in predicting
in vivo drug response [10-12]. The main results achieved in cancer biology and therapy by
applying these models are summarized in the following paragraphs (Figure 2).
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Cross-talk with
mesenchymal cells

Immune cell
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Extracellular matrix remodeling and
tumor dissemination

Figure 2. 3D cell cultures to model the tumor microenvironment. 3D systems can be employed to
study the interactions of cancer cells with extracellular matrix, blood vessels, mesenchymal cells and
immune system.

3.1. Interactions with Extracellular Matrix

Cancer cell behavior is strongly influenced by the characteristics of the extracellular
compartment, and qualitative/quantitative modifications of ECM play a key role in deter-
mining cancer cell phenotype. Since topological/mechanical properties of the ECM are
hard to study in vivo, defined biomimetic in vitro models are needed. In this regard, it has
been shown that breast cancer cell morphology, cluster formation and invasion are finely
regulated by the fibril diameter of 3D collagen networks [32]. Similarly, a recent study by
Seo et al. suggests that an increase in collagen fiber thickness promotes the differentiation
of human adipocyte stem cells into myofibroblasts [33]. These results are in line with the
obesity-dependent pro-tumor changes observed in the mechanics of interstitial ECM of
breast cancer [34].

Collagen I is a fundamental component of breast architecture, providing support to
the underlying epithelium. The interactions between this protein and cell surface integrins
are not only involved in normal mammary gland function, but also in tumorigenesis [35].
Indeed, it has been demonstrated that MDA-MB-231 cells tend to migrate from a dense to a
loose collagen network, showing a preference for a specific 3D matrix composition [36,37].
More importantly, collagen density has been reported to drive a metabolic shift in breast
cancer cells, promoting a rapid transition towards a glutamine-dependent phenotype [38].
In this setting, it should also be outlined that an increase in ECM density can enhance
the secretion of pro-inflammatory cytokines by M1 macrophages, while ECM stiffening
triggers a switch from M1 to M2 polarization [39,40]. In addition, collagen fibrils can
regulate the activity of tumor-infiltrating T cells [41], indicating that matrix composition
can affect the behavior of various cells in the tumor stroma.

Hyaluronan (HA) is known to be implicated in cancer cell dissemination [42]. Interest-
ingly, the molecular weight of HA can influence tissue mechanics both in vitro and in vivo,
modulating melanoma cell proliferation and invasion within 3D ECM [43]. A similar effect
has been reported in mammary cancer cells, where treatment with 200 kDa HA resulted in
the upregulation of E-cadherin and downregulation of HA synthase 2, fibronectin, slug
and snail [44]. A recent study by Sapudom et al. has also evidenced the distinct behavior
of normal human dermal and activated pro-tumor fibroblasts in terms of HA synthesis and
3D matrix remodeling, pointing to a specific impact of tumor cell invasion [45].

Metastatic dissemination of cancer cells allows the tumor mass to invade the surround-
ing tissues and eventually enter the blood and lymphatic circulation. Cancer cell invasion
is influenced by the communication with the tumor microenvironment and is accompanied
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by ECM degradation by matrix metalloproteinases (MMPs) [46]. Indeed, several studies
have demonstrated the crucial role of MMPs in promoting tumor progression and have
proposed these proteins as suitable targets for cancer therapy [47]. In this context, 3D cell
cultures offer a reliable experimental setting to unravel the complex mechanisms associated
with ECM remodeling in tumor invasion and to test new anti-cancer agents, such as MMP
inhibitors [48-55]. As shown above, the analysis of the interactions between tumor cells
and ECM is generally performed by culturing cell spheroids in embedding gels containing
ECM components, such as collagen [56-58]. Remarkably, a novel 3D system composed of
a synthetic hydrogel matrix incorporating biomimetic cell integrin-binding motifs (e.g.,
RGD peptides) and possessing the ability of being degraded by cell-secreted MMPs has
been recently used to study ovarian cancer cell behavior. Interestingly, in these experi-
mental conditions tumor cell proliferation was observed only after integrin engagement
and proteolytic remodeling of the ECM in the surrounding microenvironment. Moreover,
due to its flexibility and long-term stability, this 3D setting was found to represent an
effective culture system to screen different anti-cancer drugs and assess the development
of chemoresistance [59]. Similarly, a rapid and low-cost CO, laser ablation-based method
for concave microwell creation from a conventional untreated culture dish has been pro-
posed to generate hydrogel-embedded multicellular aggregates for pancreatic cancer cell
migratory phenotype characterization and preclinical anti-tumor drug screening [60].

Fibroblasts are the main effector cells in tissue formation, being able to synthesize
ECM. Therefore, a growing number of studies has focused on the analysis of their role in
determining tumor cell migration [61-63]. In particular, in a new 3D model developed
by Zhang et al. different cancer cell types (CaKi-1, HeLa, A375 and A549) and fibroblasts
were mixed in a 50% Matrigel suspension [64]; droplets of the mixture were then seeded,
generating an ECM-like network in which migrating cells can be visualized and monitored
by time lapse microscopy [64]. Likewise, a spheroid invasion assay was established to assess
the migration pattern of co-cultured fibroblasts and epithelial cancer cells in organotypic
ECM. Notably, the possibility to track the behavior of both cell types over a period of
24-72 h was pivotal to verify the involvement of fibroblasts in the collective invasion of
tumor cells. Indeed, fibroblasts were demonstrated to be located at the leading front within
the invading cell strands and to trigger cancer invasion through specific cell-cell contacts
similar to those observed in human tumor tissues [65].

A dense stroma containing ECM components is typical of pancreatic ductal adenocar-
cinoma (PDAC). A multichannel microfluidic chip has been exploited to characterize the
migratory potential of various PDAC cells differing from each other for their phenotype.
Intriguingly, PANC-1 cells, possessing mesenchymal features, were shown to undergo
individual invadopodium-mediated migration, correlated with upregulation of MMPs and
collagen cleavage. By contrast, BxPC-3 cells, having an epithelial phenotype, exhibited a
proteolysis-independent heterotypic migration, resulting from the combination of collective
and individual cell invasion in either mesenchymal or amoeboid mode [66].

3.2. Interactions with Endothelial Cells

Angiogenesis, the process responsible for new blood vessel generation from pre-
existing vasculature, is one of the main steps in cancer initiation and progression [67].
Although easy-to-perform and low-cost tube formation assays are commonly utilized to
study this mechanism, they are insufficient to address the complexity of tumor interac-
tions with capillaries [68]. To recapitulate this crosstalk, Ghiabi et al. have developed
vascularized tumoroids using different breast carcinoma cell lines, demonstrating that
endothelial cells can directly promote cancer proliferation, stemness and invasiveness via
Notch activation [69]. Parallelly, they observed that the stroma itself could also benefit
from this dialog by undergoing endothelial-to-mesenchymal transition (EndMT). Overall,
these phenotypic changes resulted in a higher tumor aggressiveness in vivo [70].

Chiew et al. have also used a 3D platform to analyze the communication between
hepatocellular carcinoma and small vessels [71]. In their model, a complex capillary
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network was formed inside a spheroid exhibiting a hypoxic central region resembling that
of a real tumor mass. Notably, they evaluated the cytotoxicity of sorafenib, sunitinib and
axitinib on endothelial cells and found that the hypoxic core could significantly modulate
drug uptake, leading to a more realistic penetration gradient relative to 2D monolayers [71].
These data were also confirmed in a vascularized ovarian cancer model, in which tumor
cells were able to confer bevacizumab resistance to the endothelium [72].

Epithelial-to-mesenchymal transition (EMT) plays a crucial role in the early stages
of cancer cell dissemination, leading to metastasis formation [73]. Strategies based on
EMT prevention could then improve the outcome of advanced stage malignancies [74].
However, current assays only examine the dispersion of isolated cancer cells in conventional
2D microwell systems, an approach that fails to account for the essential interactions
that occur with other nearby cell types, including endothelial cells, in the 3D tumor
microenvironment. In this context, two novel microfluidic systems integrating tumor cell
spheroids in a 3D hydrogel scaffold in close co-culture with an endothelial monolayer
have been designed. Intriguingly, significant differences in response to EMT-targeting
drugs have been highlighted between 2D and 3D settings and between mono- and co-
cultures [75,76].

Another layer of complexity has been added by Ehsan et al., who generated multicel-
lular spheroids containing endothelial tubes and cancer cells from breast, lung or colon,
co-embedded with isolated fibroblasts [77]. Intriguingly, this system mimics the specific
angiogenic abilities of each tumor, with breast cancer cells exhibiting more capillaries
compared to lung or colon carcinoma. Moreover, tumor cell-specific intravasation has been
observed, as colorectal cancer cells were shown to easily localize and migrate through the
vessels, especially in low-oxygen conditions [77].

More recently, the interactions between prostate cancer and capillaries have been
investigated in a triple co-culture with mesenchymal stem cells (MSCs). This protocol
recapitulates the first avascular growing step of the tumor mass, with endothelial tubes only
establishing contacts at the tumoroid surface. Interestingly, tumor cells cultured within this
system were less responsive to chemotherapy with respect to 2D monolayers and displayed
a proliferation rate closer to that of the in vivo prostate cancer microenvironment [78].

The above 3D co-culture techniques can be utilized to dissect the crosstalk between
tumor cells and blood vessels, without including lymphatic structures. To analyze the
molecular mechanisms of intravasation in both blood and lymphatic capillaries, pancreatic
and colorectal cancer cell lines derived from hematogenous or lymphogenous metastasis
have been employed in a novel model of tumor invasion, in which the specificity of these
cells for each type of vessel was successfully reproduced. Notably, it has been shown that
cancer cells were characterized by distinct MMP secretion profiles according to their target
vasculature, highlighting the importance of this technique in mimicking the tumor-specific
process of metastatic colonization [79]. Similarly, a skin construct composed of melanoma
cells and a blood/lymphatic capillary network has been recently engineered, not only
recapitulating the first steps of tumor dissemination but also highlighting an effect of the
microenvironment on vemurafenib resistance [80].

3.3. Interactions with Mesenchymal Cells

Cancer-associated fibroblasts (CAFs) and adipocytes (CAAs), as well as bone marrow
MSCs are fundamental constituents of tumor stroma and have been increasingly acknowl-
edged as major contributors to cancer initiation and progression. Thereby, in recent years,
several studies have focused on the dissection of the crosstalk between these cell types and
tumor cells [81-83].

When it comes to co-cultures, one of the main challenges is to keep a ratio between the
co-seeded cell types that reflects the in vivo setting, considering the proliferation rate of
each component. In a recent work by Eder et al., prostate cancer cells were co-cultured with
CAFs: an increased number of tumor cells compared to fibroblasts was found within the
spheroids, mimicking what generally occurs in mice [84]. The consistency of 3D systems
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with the in vivo microenvironment was also confirmed by Brancato et al., who recreated
a PDAC microtissue where tumor cells were shown to be the predominant portion of
proliferating cells with respect to mesenchymal cells [85]. Likewise, 3D co-cultures of
different colon, breast and lung cancer cell lines with CAFs displayed the same growth
dynamics and hypoxia gradients of native tumors, retaining the architectural features
of the original tumor mass [86,87]. Collectively, these data show how 3D models can be
used to avoid the artefact of a non-representative ratio between different cell types usually
observed in 2D monolayers.

It is known that mesenchymal cells can directly promote cancer cell proliferation and
migration, and the use of 3D co-cultures has largely supported this evidence. Indeed,
CAFs have been reported to promote tumor growth and invasion in several 3D settings, by
secreting different soluble factors and MMPs [88-95]. Similarly, human adipose tissue has
been shown to enhance breast cancer cell migratory potential in a collagen matrix-based
3D system, while MSCs have been found to trigger Akt activation and rewire glucose
metabolism in a 3D model of the ER+ mammary carcinoma bone marrow niche [96,97].
Intriguingly, the above dialog appears to be bidirectional: different tumor cell lines grown
in 3D have been demonstrated to modulate fibroblast proliferation and motility, leading to
stromal desmoplasia [98,99].

Pancreatic stellate cells (PSCs) represent a major component of PDAC microenvi-
ronment. Notably, culturing this cell type in 3D co-spheroids has proved to be a useful
method to study cell-cell interactions. Indeed, clear evidence of mutual influence has been
observed, with pancreatic cancer cells exhibiting enhanced growth and expression of EMT
markers and with PSCs switching toward a myofibroblast phenotype [100-103].

3D co-cultures have also allowed the dissection of more complex phenomena. For
example, Bersini et al. have recently engineered a tri-culture system aimed at deciphering
the mechanisms of breast cancer metastasis following extravasation to bone [104]. In this
model, highly metastatic MDA-MB-231 cells were free to migrate through an endothe-
lial monolayer and reach collagen-embedded osteo-differentiated MSCs. Notably, both
extravasation and migration to the bone marrow niche were significantly higher in the
osteo-cell-conditioned microenvironment relative to collagen gel-only matrices, and the
CXCL5-CXCR?2 signaling was found to play a key role in these processes [104]. Parallelly,
MCF10A cells were co-seeded with fibroblasts and human adipose-derived stem cells in 3D
and were demonstrated to express higher levels of casein mRNA, a marker of mammary
cell differentiation, with respect to breast cancer cells in monoculture or in co-culture with
either cell type [105].

As obvious consequence of the above observations, 3D platforms can be utilized to
test anti-cancer drug response in more physiologically relevant contexts. In this regard,
Houshmand et al. developed a realistic melanoma model composed of tumor cells and
fibroblasts, highlighting the ability of the latter to modulate cancer sensitivity to vemu-
rafenib through secretion of various proteins, such as interleukin-6 (IL-6), IL-8, hepatocyte
growth factor (HGF) and transforming growth factor (TGF) [106]. Similarly, secretome
profiling of heterotypic spheroids evidenced the role of CAFs in conferring HIF-1-mediated
photodynamic resistance to colorectal carcinoma cells [107,108]. In addition, coculturing
of neuroblastoma and fibroblast cells in 3D resulted in cyclooxygenase/ mPGES-1/PGE,
-driven chemoresistance [109]. Moreover, in a leukemic bone marrow niche-like setting
higher tolerance to azacytidine and cytarabine was observed, due to Bcl-2 overexpres-
sion [110]. Likewise, prostate cancer cells co-seeded with MSCs were able to survive to
hormonal therapy via paracrine IL-6-associated decrease in hormone receptor expression,
which was restored through inhibition of IL-6 or JAK pathways. Conversely, breast tu-
moroids retained ER expression in the presence of mesenchymal cells but acquired drug
resistance via an IL-6-independent PI3K and ERK activation [111]. Finally, a more complex
3D hepatocyte chip was employed to predict in vivo drug hepatotoxicity: the IC50 values
of five different drugs were evaluated and were confirmed to be comparable to their LD50
values in mice [112].
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3.4. Interactions with Immune Cells

The interactions between tumor and immune cells are highly complex. The physiolog-
ical role of the immune system is to find and eliminate cancer cells; however, according
to the “3E’s rule”, the “Elimination” step is followed by the “Equilibrium” and “Escape”
phases. In the equilibrium stage a balance between immune and tumor cells is reached,
while the escaping phase is due to the ability of cancer cells to overcome the attack of the
immune system, both by reducing their own immunogenicity and by turning the immune
components toward a pro-tumor phenotype [113,114]. Adding complexity to these phe-
nomena, the immune system is composed of different cell types having distinct functions
and interacting with each other, eventually orchestrating the resulting anti-tumor or pro-
tumor effects [113,115]. The molecular mechanisms underlying these processes are not fully
elucidated yet. However, their understanding is crucial to highlight new molecular targets
and to specifically design immune cell-based therapies. Nowadays, the gold standard
model for studying the immune landscape of human tumors is the immune-competent
animal model, that can reflect the complex networking between the various cell types
within the tumor microenvironment, as well as their recruitment from lymphoid /myeloid
organs. The obvious limitation of this method relies on the use of syngeneic animals
bearing non-human tumors. Conversely, human cancer cells can be xenotransplanted in
immune-deficient mice, completely losing the contribution of the immune system to tumor
development and progression. Elegant, humanized mouse models have been recently de-
veloped; however, they are highly expensive and could fail to predict what generally occurs
in the human body [116-118]. Thus, several efforts are ongoing to recapitulate the human
tumor-immune system communication in vitro. This modeling must take into account that
different tumors are characterized by distinct immune signatures: (1) inflamed (or “hot”)
tumors are infiltrated with immune cells, interacting with them through direct contact (i.e.,
PD1/PDL1 interaction); (2) immune-excluded cancers are surrounded by immune cells,
that are in turn confined to the borders of the tumor mass and are not able to infiltrate it;
(3) finally, in immune-desert (or “cold”) malignancies, immune cells are completely unable
to reach the tumor tissue, so that it is nor surrounded nor infiltrated by immune cells [113].
In this context, 3D settings have been reported to provide a more reliable model of immune
cell infiltration and activation [119]. For instance, they have been employed to dissect the
role of Treg cells in different gastric cancer subtypes, demonstrating that immune cells are
indeed able to actively infiltrate intestinal-type gastric cancer spheroids while accumulating
at the peripheral sites of diffusive-type gastric cancer spheroids, thus highlighting that
their penetration ability depends on the histological features of the tumor [120]. Similarly,
a recent study by Majedi et al. has shown that T cell activation and migration are positively
modulated by stiffer rather than softer matrices, indicating that the choice of the 3D matrix
to be used in cancer modeling must be made according to the tumor microenvironment
that needs to be recapitulated [121].

Another important aspect to be considered when reproducing the tumor-immune
system interactions is the recruitment of the immune cells itself: apart from few resident
cells (i.e., tissue-resident macrophages), immune components are actively engaged within
the tumor mass. Then, the presence of a complex 3D environment could be highly pre-
dictive of anti-cancer immunotherapy success, not only for those approaches aimed at
blocking pro-tumor infiltrating immune cells, but also for those strategies designed to
turn a cold tumor into a hot malignancy suitable for immune-checkpoint inhibition treat-
ment [119]. For example, in a recent study by Courau et al. 3D cell cultures were utilized to
investigate the crosstalk between colon cancer and NK/T cells, as well as the potential of
new immunomodulatory therapies [122]. To produce a clinically relevant functional assay,
the authors generated an allogenic model, composed of a colorectal carcinoma cell line
co-cultured with immune cells from healthy donors, and adapted it to a novel autologous
culture, based on patient-derived spheroids co-seeded with immune cells from the same
patient, demonstrating that NK and T cells can invade and eradicate the tumor mass via
NKG2D. However, the presence of anti-tumor immune cells led to the upregulation of
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inhibitory molecules, namely HLA-E, in cancer cells, suggesting that the latter can evade
the tumor-suppressing immune response through NKG2A /HLA-E binding. Given these
observations, the authors exploited these experimental models to successfully test the
efficacy of a novel therapeutic strategy, combining anti-MICA /B antibodies (thus increas-
ing the immune-mediated cytotoxic effects) and an anti-NKG2A antibody (thus avoiding
tumor immune-escape), showing a relevant synergistic action [122].

Co-culturing tumor and immune cells in a 3D environment has also shown promise in
the study of specific processes such as cancer cell collective migration, frequently occurring
in ovarian carcinoma. In this regard, Surendran et al. have recently developed a 3D
tumor/neutrophils-on-a-chip device in which ovarian cancer spheroids elicit an in vivo-
like immune response associated with neutrophil chemotaxis and extracellular trap release,
that in turn correlates with ovarian cancer cell collective invasion [123].

Other studies have demonstrated that a 3D setting better recapitulates the phenotype
of both cancer and immune cells, as it occurs in patients. In particular, a complex 3D-
bioprinted glioblastoma tetra-culture model has been found to be a relevant tool to assess
macrophage polarization toward an M2 phenotype. Moreover, this technology faithfully
reproduced the patients’ transcriptional profile [124]. It has also been demonstrated that
3D cultures are more reliable than 2D standard bilayers in terms of expression of immune-
checkpoint molecules, with B7-H3, PDL2 and PVR levels being significantly different
between the two experimental conditions. Thus, the choice of the model might importantly
affect immunotherapy testing [125].

Like other treatment regimens, the response to immune-checkpoint inhibitors is strictly
dependent on the single patient. Consequently, the selection of the best therapeutic strat-
egy might benefit of ex vivo screening platforms which involve patient-derived cultures.
Appleton et al. have recently engineered an ex vivo model based on the dissociation of
patients’ biopsies and their subsequent reconstruction in a 3D culture [126]. This approach
has been found to be highly predictive of the changes occurring in the immune composition
of ovarian cancer microenvironment, thus representing a relevant tool to identify the best
therapeutic option [126].

When considering immune cells, adaptive immunity responses are harder to repro-
duce in vitro, due to the need of autologous models. To study this type of interactions, it is
possible to specifically culture patient-derived biopsies in a 3D setting. Indeed, this model
allows to retain the original tumor microenvironment cell composition [113]. Another
interesting approach resides on the isolation of T cells from patients’ blood and subsequent
seeding in the ex vivo cultured biopsy. Both these approaches are driving cancer research
much closer to personalized medicine: importantly, they can be efficiently exploited for
testing and customizing CAR-T therapies.

4. Conclusions

It is now well established that cancer cells can turn their surrounding stroma into a hos-
pitable home that better meets their growth needs. In response to hostile conditions, such as
hypoxia and nutrient deprivation, tumor cells can recruit their neighboring non-malignant
cells, including endothelial, mesenchymal and immune cells, as well as the non-cellular
components of ECM, for their own benefits. Thereby, disrupting tumor-stroma interactions
can be exploited as a novel strategy for future cancer therapy regimens. However, extensive
research is still required to understand the complex communication network occurring
within the tumor microenvironment and to test the potential of novel drugs in suitable
preclinical settings. In this context, in vitro cell cultures represent an indispensable tool
to decipher fundamental tumorigenic processes and to identify new cancer therapeutics.
Although 2D monolayers have been widely used in cancer research, new 3D systems with
more realistic biochemical and biomechanical properties have gained increasing interest
by the scientific community. In particular, advances in bioengineering have encouraged
the rapid development of easy and economical 3D technologies. Specifically, 3D co-culture
models with tumor and stromal cells have been recently obtained, demonstrating great
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potential in mimicking the cancer niche and the interactions between the tumor and its
microenvironment. As such, 3D models can be utilized not only for disease simulation
but also for drug discovery and screening. In the future, they are expected to be largely
used to confirm preclinical findings, supporting in vivo experimentation and eventually
promoting its replacement.
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