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Abstract: In vitro cultured 3D models of CRC have been demonstrated to hold considerable worth
in drug discovery, drug resistance analysis, and in studying cell-cell and cell-matrix interactions
that occur in the tumor microenvironment. The 3D models resemble the in vivo physiological
microenvironment by replicating the cell type composition and tissue architecture. Molecularly
imprinted polymers (MIPs) have been investigated for use instead of antibodies against small non-
immunogenic structures, such as sialic acid (SA). Glyco-conjugates including SA are present on all
cells, and often deregulated on cancer cells. Here, we present a novel approach for targeting and
detecting colorectal cancer cells (CRC) by using in vitro cultured HT29 3D spheroids co-cultured
in vitro with either fluorescent MIPs targeting SA, SA-MIPs, or the two lectins targeting SA, MAL 1,
and SNA. Both formaldehyde-fixed and viable HT29 3D spheroids with or without SA-MIPs were
imaged in 3D by confocal microscopy. The results revealed a preserved cell morphology and viability
of the HT29 3D spheroids co-cultured in vitro with SA-MIPs. However, the lectins MAL I and SNA
targeting the «-2,3 or «-2,6 SA glycosidic linkages, respectively, affected the cell viability when
co-cultured with the viable HT29 3D spheroids, and no living cells could be detected. Here, we
have shown that the SA-MIPs could be used as a safe and low-cost diagnostic tool for targeting and
detecting cancer cells in a physiologically relevant 3D cancer model in vitro.
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1. Introduction

Improved diagnostics and treatment of aggressive cancer is one of the most challeng-
ing tasks in research today. The transformation from a normal cell into a tumor cell is a
multistage process, typically involving progression from a pre-cancerous lesion to malig-
nant tumors [1]. Colorectal cancer (CRC) is the third most common cause of cancer-related
deaths worldwide, and the prognosis for patients with metastatic CRC (mCRC) is still
poor [2]. The most common conventional method to culture cells today are monolayer 2D
cell cultures, which are not accurately representing the cellular and micro-environmental
interactions in vivo [3]. In vitro cultured 3D models of CRC have been shown to be valu-
able in drug discovery, drug resistance analysis, and studies of cell-cell and cell-matrix
interactions that occur in the tumor microenvironment (TME) [4]. The development of
safe and effective drugs is currently hampered by the poor predictive power of existing
pre-clinical animal models that often lead to the failure of drug candidates in human tri-
als [5]. Sialic acid (SA) is a monosaccharide present on proteins and lipids on almost all
cells, but are often deregulated on cancer cells and, therefore, of interest as a cancer-related
target molecule [6]. Previous studies have shown the diagnostic relevance of molecularly
imprinted polymers (MIPs) recognizing SA, so called SA-MIPs [7-10]. MIPs are synthesized
through a combination of functional monomers that strongly interact with a target molecule
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(template) and structural monomers and crosslinkers that covalently embed this complex
in a polymer network [7,11,12]. The advantages of using MIPs include their low cost, quick
preparation, chemical and physical stability, and reproducibility.

The combination of MIPs loaded with a drug and a moiety targeting a membrane
protein on cancer cells were shown by Canfarotta et al. [13]. Using a double-imprinting
method, the authors showed that the nanoMIPs could not only target the membrane
receptor but also selectively deliver the drug to the corresponding cells. For targeting cells
without a consequent drug delivery system, it was important to confirm that the treated
cells remained viable. SA-MIPs have been shown to interact with phagocytic cells in vitro
without causing any inflammatory or toxic response [14]. Hence, the next step was to use
SA-MIPs to target and detect spheroid cancer cells grown in in vivo-like conditions and
investigate if the in vitro SA-MIPs spheroid system was physiologically relevant.

SA would bind to the sialic acid-binding immunoglobulin-like lectin (Siglec), which
provided a conserved mechanism for combatting pathogens [15]. The deregulation of SA
and this pathway had been observed in diseases such as autoimmunity, neurodegeneration,
allergy, and cancer. The importance of 3D in vitro systems and assays relied on the need to
obtain reliable data regarding diagnostic tools and therapeutic candidates [16].

In this study, we present a novel approach for targeting and detecting spheroid cancer
cells grown in in vivo-like conditions. SA-MIPs were targeted to the CRC cell line HT29 as
viable spheroid cultures in vitro without affecting the cell viability. We hereby propose the
use of SA-MIPs as a non-toxic and valuable diagnostic tool for detecting cancer.

2. Materials and Methods
2.1. Cell Culture

HT?29 colorectal adenocarcinoma (HTB-38) cell line was obtained from the American
Type Culture Collection (ATCC/LGC Standards, Teddington, UK). HT29 cells were cultured
in McCoy’s 5A medium supplemented with 10% heat-inactivated fetal bovine serum (FBS;
Thermo Fisher Scientific, Waltham, MA, USA). Cells were grown in T75 flasks and incubated
at 37 °C and 5% CO,, The culture medium was changed regularly, and the cell passage was
carried out at 70-80% confluency. Trypsin/EDTA (Thermo Fisher Scientific) was used to
detach the cells.

2.2. SA-MIP Synthesis

The synthesis of SA-MIPs was performed as recently reported [8,17,18]. The SA-MIPs
were equipped with nitrobenzoxadiazole (NBD) fluorescent reporter groups allowing
environmentally sensitive fluorescence detection in green fluorescence.

2.3. HT29 Spheroid Cell Cultures

For HT29 spheroid cell culturing, 1 x 10* HT29 cells were grown in 3 mL of Dulbecco’s
Modified Eagle Medium F-12-1:1 Mixture containing 3.151 g/L glucose, L-Glutamine
without Hepes (DMEM; Lonza, Basel, Switzerland) supplemented with B27 (Thermo Fisher
Scientific), 20 ng/mL of both human epidermal growth factor (hEGF, Sigma-Aldrich, MO,
USA), and human basic fibroblast growth factor (bFGF, Sigma-Aldrich, St. Louis, MO,
USA). Spheroids were cultured in 35-mm non-treated culture dishes (Corning®, Corning,
NY, USA). For co-culture, 40 ng/mL of SA-MIPs, lectins Maackia Amurensis Lectin I (MAL
I) or Sambucus Nigra Lectin (SNA), 5 ug/mL (Vector Laboratories; Newark, CA, USA),
respectively, were added to the HT29 spheroid medium, and the cells were left to grow for
8-10 days in 37 °C and 5% COs.

2.4. Immunofluorescence Staining

HT29 spheroids grown without SA-MIPs or lectins were collected and washed twice
with Dulbeccos Phosphate Buffered Saline (PBS) without Ca?*/Mg?* (Thermo Fisher
Scientific) followed by fixation in 4% formaldehyde (Thermo Fisher Scientific) for 30 min at
room temperature (RT), washed once with PBS, followed by a 1-h incubation with 40 pg/mL
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SA-MIPs, or the biotin-labeled lectins MAL I and SNA, 5 ug/mL with agitation. Next, the
spheroids were washed once with PBS, and streptavidin-fluorescein isothiocyanate (FITC)
(Agilent Technologies, Santa Clara, CA, USA) was added to biotinylated-MAL I and SNA,
respectively, and incubated for an additional 30 min at RT with agitation. Spheroids were
then washed with PBS and permeabilized with 0.1% Triton X-100 (Sigma-Aldrich) in PBS
for 30 min at RT, washed again with 0.1% Triton X-100 in PBS, and incubated with 1:100
rhodamine phalloidin (Sigma-Aldrich) for 1 h, at RT with agitation, followed by a wash
with 0.1% Triton X-100 in PBS and finally incubated with 4’,6-diamidino-2-phenylindole
(DAPI, Thermo Fisher Scientific) diluted in 0.1% Triton X-100/PBS for 5 min with agitation.
Finally, the cells were washed with 0.1% Triton X-100/PBS and thereafter resuspended
in PBS.

2.5. Confocal Imaging

For confocal imaging, HT29 spheroids were transferred to a pu-Slide 8 Well high Glass
Bottom (Ibidi GmbH, Grifelfing, Germany), and images were taken at an interval of 0.75 pm
from top to bottom to confirm the presence of SA-MIPs or lectins. Fluorescence images were
obtained using a Nikon Alplus equipped with a plan APO A 20x/0.75 objective, 402 nm,
487 nm, and 566 nm lasers, and Nikon NIS-Elements software was used. All image stacks
were acquired with comparable settings, at a resolution of 1024 x 1024 pixels, with z-step
sizes between 0.75 to 0.925 um. All experiments described under the section Materials and
Methods were performed at least three times.

3. Results and Discussion

Here we present an important in vitro model for the evaluation of diagnostic tools and
treatment protocols by combining HT29 spheroids grown with or without SA-MIPs. The
first sets of HT29 spheroids were grown in conventional spheroid medium according to the
Material and Methods section. After successful growth for up to 10 days, the spheroids
were harvested, fixed with 4% formaldehyde, and stained with lectins MAL I, SNA, or SA-
MIPs, respectively, as well as with DAPI (nuclei) and phalloidin (cytoskeleton) (Figure 1).
The «-2,3- and «-2,6 SA expression of the HT29 cell line is determining the binding of
MAL T and SNA, respectively, which was confirmed by flow cytometry analysis on single
cell level.

MAL I and SNA staining indicated an intact expression of «-2,3- and «-2,6 SA on
the outer layer of the HT29 spheroids (Figure 1). MAL I was homogeneously distributed
across the outer layer of the HT29 spheroids, whereas SNA was limited to certain patches
of the HT29 spheroids. SA-MIPs have previously been shown to display a binding pattern
comparable to that of SA-targeting lectins [9]. Here we demonstrated a direct binding of
the SA-MIPs to the formaldehyde-fixed cells across the HT29 spheroids (Figure 1).

Using a serum-free medium containing the appropriate growth factors, spheroids
can be grown from established cell lines or from dissociated tissue cells. It is crucial that
the cell environment is adjusted to mimic the in vivo conditions when performing 3D
cell culture experiments in vitro. Spheroid cultures have become increasingly important
tools, reproducing the in vivo cell environment and spheroid cultures can provide accurate
data for various diseases [4]. Protocol development is particularly useful when working
with more valuable patient samples in 3D, i.e., organoids. Additionally, by the utilization
of spheroids and organoids, the reliance on animal models in drug discovery can be
minimized offering more ethical and cost-effective alternatives for preclinical testing.
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Figure 1. HT29 cells were grown according to the described protocol for spheroids and left for
8-10 days in 37 °C and 5% CO;,, The spheroids were thereafter harvested, formaldehyde-fixed and
the binding pattern of lectins MAL I, SNA, and the SA-MIPs, respectively, were investigated. Left row:
DAPI (blue); Middle row: MAL I-FITC (upper green), SNA-FITC (middle green) and SA-MIPs-NBD
(lower green); Right row: Phalloidin (red); merged (DAPI/green/Phalloidin. One representative
experiment out of three performed is shown. Scale bar = 50 um. NBD is nitrobenzoxadiazole.

The addition of MAL I and SNA to viable, growing HT29 spheroid cell cultures, caused
cell death leading to incomplete spheroid growth. Plant lectins have been reported to be
effective in targeting cancer cells and inducing cell death [19]. Specifically, MAL I and
SNA have been shown to induce apoptosis in non-small cell lung cancer cells [19] or in
ovarian cancer cells [20], respectively. In contrast to formaldehyde-fixed spheroids, the
addition of SA-MIPs to viable HT29 spheroid cell cultures, resulted in a more pronounced
SA-MIP staining pattern, with no detected effect on cell viability (Figure 2). In addition, the
Z-stack images of viable SA-MIP-HT29 spheroids demonstrated detailed binding pattern of
SA-MIPs. Most importantly, SA-MIPs were co-cultured with HT29 spheroids for 8-10 days
without any signs of toxicity or cell death.

Molecular imprinting relied on template-directed synthesis of polymers [7,8,11,12,21],
and MIPs thus produced against different target molecules or molecular motifs had been
used instead of antibodies against small non-immunogenic structures, including SA. MIPs
are nowadays established in various applications and have proven to function well in drug
delivery, cell signalling, sensors, assays, and imaging [11,21,22]. Tumor cells showed a de-
regulated expression of SA as an immuno-suppressant to avoid recognition and elimination
by the immune system, and hence it was important to target SA not only as a diagnostic
tool [23]. Indeed, the importance of blocking SA in vivo in mice bearing metastatic lesions
in the lung by using SA-blocking glycomimetics had been demonstrated [24]. Moreover, we
had recently shown that SA-MIPs cultured in vitro with phagocytosing cells, macrophages,
resulted in an attenuated induction of release of inflammatory cytokines [14].
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DAPI NBD Phalloidin Merged

Z-stacks of merged images

Figure 2. HT29 cells and the SA-MIPs were grown according to the described protocol for spheroids
and left for 8-10 days in 37 °C and 5% CO, The spheroids were thereafter harvested and the
binding pattern of the SA-MIPs were investigated. Left to right: DAPI (blue); SA-MIPs-NBD (green);
phalloidin (red); merged (DAPI/SA-MIPs/phalloidin. One representative experiment out of three
performed is shown. Scale bar = 50 um. NBD is nitrobenzoxadiazole.

4. Conclusions

Here, we demonstrate the successful co-culture of SA-MIPs with HT29 spheroids for
the first time. The spheroids exhibit a high level of viability after 8~10 days of interaction
with SA-MIPs in the in vitro cell cultures, suggesting the latter’s potential as a valuable
diagnostic tool for detecting cancer and providing accurate models of the cell-cell inter-
actions in vivo. These novel models hold promise for advancing our understanding of
cancer targeting, diagnostics, drug delivery, and intercellular dynamics that are important
in cancer research.
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