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ABSTRACT: Tunable and reproducible size with high circularity is an important limitation to obtain three-dimensional (3D)
cellular structures and spheroids in scaffold free tissue engineering approaches. Here, we present a facile methodology based on
magnetic levitation (MagLev) to fabricate 3D cellular structures rapidly and easily in high-volume and low magnetic field. In this
study, 3D cellular structures were fabricated using magnetic levitation directed assembly where cells are suspended and self-
assembled by contactless magnetic manipulation in the presence of a paramagnetic agent. The effect of cell seeding density, culture
time, and paramagnetic agent concentration on the formation of 3D cellular structures was evaluated for NIH/3T3 mouse fibroblast
cells. In addition, magnetic levitation guided cellular assembly and 3D tumor spheroid formation was examined for five different
cancer cell lines: MCF7 (human epithelial breast adenocarcinoma), MDA-MB-231 (human epithelial breast adenocarcinoma), SH-
SY5Y (human bone-marrow neuroblastoma), PC-12 (rat adrenal gland pheochromocytoma), and HeLa (human epithelial cervix
adenocarcinoma). Moreover, formation of a 3D coculture model was successfully observed by using MDA-MB-231 dsRED and
MDA-MB-231 GFP cells. Taken together, these results indicate that the developed MagLev setup provides an easy and efficient way
to fabricate 3D cellular structures and may be a feasible alternative to conventional methodologies for cellular/multicellular studies.

KEYWORDS: magnetic levitation, scaffold-free tissue engineering, 3D cell culture, 3D tumor spheroid, contactless manipulation

1. INTRODUCTION

Cell culture is an important tool for tissue engineering and
regenerative medicine, drug screening and efficacy evaluation,
and tumor and disease modeling studies.1−5 Due to limitations
of conventional two-dimensional (2D) cell culture in
mimicking native tissues, recently three-dimensional (3D)
cell culture models have started to be utilized.6−12 3D cell
culture models are a promising approach for various
applications13−18 since they mimic the native tissue-specific
physiological microenvironment very closely. Spheroids are
known as significant 3D cellular models, especially for
pharmaceutical and therapeutic studies, because (i) they
represent diffusion-limited in vivo tissue models, (ii) they
comprise oxygen and nutrient gradients that resulted in a
necrotic core, (iii) the radially symmetric structure of spheroids
allows formation of a diffusion gradient, and (iv) it enables
coculturing multiple cells that can mimic heterogeneous tissue
structure.19−23 Spheroid structures have been fabricated
through various methods such as hanging drop, nonadhesive

surfaces, and spinner flask.24−27 Nonadhesive surfaces and
spinner flasks are very simple methods, and mass production is
possible. However, tuning properties of spheroids, for example,
controlling cell number, spheroid size, and shape, is not
possible.28,29 Hanging drop is one of the most common
methods to fabricate spheroids, since it is a simple, easy-to-use,
and cost-effective methodology.30 Regardless of the ease of use,
there are certain limitations of the hanging-drop technique;
spheroid formation occurs in a low volume where the cell
medium cannot be easily changed and results in restricted
spheroid size, and due to low volume bulk production is
laborious.31
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Recently, a new tool, the “magnetic levitation technique”,
gained popularity, which was developed to form spheroids and
3D cellular structures.8,32−35 Magnetic levitation works on the
use of the magnetic field principle to accumulate cells at a
certain levitation height. When cells are accumulated at the
same levitation height, cell−cell interaction increases that leads
to cellular aggregate and spheroid formation. Magnetic
levitation technology allows contactless manipulation of cells
and spatial control in 3D where cell−cell interaction is favored,
and cells can create their own extracellular matrix (ECM)
microenvironment, as well as formation of more complex and
heterogeneous 3D cellular structures being promoted. This
technique has been used to form both scaffold-based and
scaffold-free 3D cellular models, as well as coculture,
homogeneous, and heterogeneous 3D cellular assemblies,
and tumor models have been formed.8,32,36−41 Despite various
successful applications as 3D cell culture model, there are few
drawbacks of recently reported systems such as use of
nanoparticles or scaffold materials, requirement of sophisti-
cated and expensive setups or optical components, limited
volume and scale-up difficulties. We recently used magnetic
levitation methodology to fabricate 3D cellular structures.8

Although it is simple and easy-to-use setup, the cell culture
volume is limited to only 30 μL, change of cell medium is not
possible, and optical components are needed for screening of
cellular structures.
In order to overcome such obstacles, a new high-volume

(800 μL) MagLev setup that allows formation of tunable 3D
cellular structures and spheroids is proposed in this study. The
methodology reported here provides certain advantages over
standard 3D methodologies because it is simple, rapid, and
cost-effective, it provides easy and contactless magnetic
manipulation of cells in high-volume and low magnetic field,
it is applicable to various cell lines and analysis methodologies,
and formed 3D cellular structures can be easily visualized
under a basic light microscope without any optical
components. As a proof of concept, 3D cellular structures of
NIH/3T3 with controlled size and circularity were formed.
The size, area, and circularity of the spheroids were controlled
by tuning cell seeding density, paramagnetic agent concen-
tration, and cell culturing time. Basic characterization was done
to demonstrate cell viability and ECM formation. Moreover,
the capability of the methodology was validated for 3D tumor
spheroid formation by magnetic levitation guided culturing of
five different cancerous cell lines. Finally, to further investigate
the ability of the MagLev system coculture formation was
investigated by using MDA-MB-231 dsRED and MDA-MB-
231 GFP cells. Overall, these findings show that this platform
holds promise for scaffold-free tissue-engineering applications.

2. MATERIALS AND METHODS
2.1. Design and Development of High-Volume MagLev

Setup for 3D Cell Culture. The developed MagLev setup is given in
Figure S1. These setups consist of two permanent Neodmiyum
(NdFeB) disc magnets, which are arranged in an anti-Helmholtz
configuration and integrated in poly(methyl methacrylate) (PMMA)
holders. To investigate the levitation behavior of cells and formation
of 3D cellular structures, either 40 × 5 mm (0.15 T) or 30 × 15 mm
(0.4 T) NdFeB N35 magnets (Mıknatıs Teknik Company) were
used. The magnetic field strength of the magnets was measured as
0.15 T and 0.4 T for 40 × 5 mm and 30 × 15 mm magnets,
respectively, by using GM07&GM08 Gmeter (Hirst Magnetic
Instruments Ltd.). The fabricated MagLev setup was sterilized with
UV and ethanol 70% prior to cell culture experiments. A Petri dish

(Ibidi- 80131, 800 μL) that contains cells, complete cell medium, and
paramagnetic agent Gx (Gadobutrol/Gadovist, Bayer) was placed
inside the setup between the magnets for cell culture studies.

2.2. Standard Cell Culture. NIH/3T3 (mouse fibroblast, ATCC
CRL-1658), MCF7 (human epithelial breast adenocarcinoma, ATCC
HTB-22), MDA-MB-231 (human epithelial breast adenocarcinoma,
ATCC HTB-26), SH-SY5Y (human bone-marrow neuroblastoma,
ATCC CRL-2266), PC-12 (rat adrenal gland pheochromocytoma,
ATCC CRL-1721), HeLa (human epithelial cervix adenocarcinoma,
ATCC CCL-2), MDA-MB-231 dsRED, and MDA-MB-231 GFP cells
were cultured in high glucose DMEM (GIBCO, Thermo Fischer
Scientific) containing L-glutamine and supplemented with 10% Fetal
Bovine Serum (GIBCO, Thermo Fischer Scientific) and 1%
penicillin/streptomycin (GIBCO, Thermo Fischer Scientific). The
cells were cultured up to ∼90% confluency in a humidified
environment (5% CO2, 37 °C). The harvested cells were used for
further magnetic levitation studies.

2.3. Optimization of 3D Cell Culture Parameters via the
NIH/3T3 Cell Line. First, cell number and spheroid size relation were
investigated for varied cell numbers: 2.5/5/10/25/50/100 × 103 at 10
mM Gx (Gadobutrol) concentration, 0.15T magnetic field, and 24 h
culturing time. Later, the levitation profiles of cells and toxicity of Gx
were analyzed for 30/50/100 mM Gx at 0.15 T. Finally, to evaluate
long-term cell viability and morphological changes of spheroids, they
were incubated for 1/3/5/7 days at fixed Gx concentration, cell
number, and magnetic field as 30 mM, 2.5 × 103 NIH/3T3, and 0.15
T, respectively.

Cell viability analysis of spheroids was carried out by Live/Dead
assay. CytoCalcein Green and propidium iodide (PI) dyes (AAT
Bioquest) were used in equal proportions and added into the assay
buffer solution. Cells were stained with the dye solution at 37 °C for
30 min. Then, viability analysis was performed using a fluorescence
microscope (Zeiss Axio Observer). Cell viability (%), spheroid area
analysis, and circularity measurements were done by ImageJ software
(NIH).

2.4. Characterization of 3D NIH/3T3 Self-Assembled
Structures. To characterize and investigate the 3D cellular
structures, nucleus, cytoskeleton, and collagen staining was done for
short-term (1 day) and long-term (7 days) cultured spheroids.
Spheroids were fixed with 4% paraformaldehyde for 20 min,
permeabilized with 0.1% Triton X-100 in PBS for 5 min, and then
blocked with 1% BSA in PBS for 30 min. For F-Actin labeling,
TRITC-conjugated Phalloidin (Sigma-Aldrich) was applied for 60
min at room temperature (RT). After rinsing, anticollagen Type I-
FITC (Sigma-Aldrich) was applied for 50 min at RT for labeling
collagen I of extracellular matrix. DAPI (Sigma-Aldrich) solution was
applied for 5 min prior to rinsing. After nucleus staining, rinsing was
performed three times, and stained 3D structures were visualized
under a fluorescence microscope (Zeiss Observer Z1).

2.5. Formation of 3D Tumor and 3D Coculture Model. To
obtain 3D tumor models, varied cancer cell lines were used such as
MCF7, MDA-MB-231, SH-SY5Y, PC-12, and HeLa. Cell density was
kept as 10 × 103, and 10 mM of Gx concentration was applied for
both. However, differently from MCF7, SH-SY5Y, and PC-12 cell
lines, magnetic field was increased from 0.15 T (40 × 5 mm magnet)
to 0.4 T (30 × 15 mm magnet) for MDA-MB-231 and HeLa cell lines
to decrease the incubation time and obtain 3D cellular structures.
Also, MDA-MB-231 dsRED and MDA-MB-231 GFP cell lines were
performed to form a 3D coculture model. Total cell density and
magnetic field were kept as 10 × 103 and 0.4 T, respectively, while Gx
concentration was applied as 50 and 100 mM.

3. RESULTS AND DISCUSSION

3.1. Fabricating 3D Cellular Structures via Developed
MagLev Setup. The developed MagLev setup is given in
Figure S1. This platform is designed for easy and rapid
formation of spheroids in high volume under low magnetic
field by using the magnetic levitation methodology. In this
technique, a cell culture solution containing a paramagnetic
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agent (Gx) is placed between two magnets, which are
assembled in the anti-Helmholtz configuration as shown in
Figure S1B and S1C. In the magnetic levitation technique, cells
are magnetically guided toward a lower magnetic field area
from a higher magnetic field area in a paramagnetic medium.
Colloidal cellular clusters start to form at the center of the Petri
dish, where buoyancy forces are equalized by magnetic and
gravitational forces.8,36 Magnetically guided and accumulated
cells form 3D cellular structures and spheroids due to
increased cell−cell interactions at a certain levitation height.
This newly designed configuration provides a way to tune the
size and cellular properties of 3D cellular structures.
Considering the MagLev setup that we have used in our
previous work,8 the newly developed setup; (i) enables easy
and rapid fabrication of tunable 3D cellular structures in high
volume and low magnetic field, (ii) offers significant profit for
easy imaging and analysis of spheroids in real-time, and (iii)
allows large scale production; moreover, (iv) its simplicity, low-
cost, and portability make it a convenient platform for use in
resource limited settings.

First of all, the formation of a 3D cellular structure via
magnetic levitation was screened and observed for NIH/3T3
cells against culturing time in Figure 1A. Cellular assembly in
3D and spheroid formation was screened in real-time at varied
culturing times: 0, 2, 3, 5, 8, 12, 22, and 24 h by light
microscopy. Light microscopy images were directly taken from
the top of the Petri dish where only side-views were screened
by the previously used setup.8 At 0 h, cells were suspended by
magnetic forces at the liquid−air interphase, and at 2 h, cells
started to gather at the center. Cellular aggregation was formed
at around 5 h, and at around 8 h cellular aggregates were
combined to form larger 3D structures. At around 12 h of
culturing time, loose cellular aggregates became denser and
started to form spheroid structures, where perfectly circular
structures were observed after 24 h of culturing. Circularity is
another important characteristic for 3D cellular structures,
which represents the ideal circular structure of a spheroid when
the value is close to 1.42 Circularity is described as

Circularity 4 (area/perimeter )2π=

Figure 1. (A) Time-dependent light microscopy images of spheroid formation for NIH/3T3 cells via magnetic levitational assembly at various
culture times (0, 2, 3, 5, 8, 12, 22, and 24 h). Scale bar: 200 μm. (B) Circularity values obtained from ImageJ for 25 × 103 cells at various culture
times (12, 22, and 24 h). (C) Cell viability images of NIH/3T3 spheroids for various cell seeding densities (2.5, 5, 10, 25, 50, and 100 × 103)
(green, live cells; red, dead cells) Scale bar: 200 μm. (D) Cell viability values of NIH/3T3 spheroids for various cell seeding densities (2.5, 5, 10,
25, 50, and 100 × 103). (E) Representative spheroid area versus circularity for various cell seeding densities (2.5, 5, 10, 25, 50, and 100 × 103).
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As given in Figure 1B, the circularity of spheroids was
calculated as 0.76, 0.85, and 0.89 for 12, 22, and 24 h culturing
times, respectively.
3.2. Effect of Cell Seeding Density on Tunable 3D

Cellular Structures. The size of a spheroid is an important
parameter that affects the applicability of the spheroid in varied
studies, such as drug screening. To investigate and then
evaluate the effect of cell seeding density on spheroid size/area,
a number of cells (2.5, 5, 10, 25, 50, 100 × 103) were cultured
in 3D at 10 mM Gx. As shown in Figure 1C and 1D, a low
density of cells (2.5, 5, 10 × 103) provided high cell viability
that is ranging between 50 and 100%, while the viability
decreased below 50% with the high density of cells (25, 50,
100 × 103). The reason for low cell viability was the diffusion
limitation that occurs above 200 μm size of spheroids that
prevent diffusion of O2 and nutrients inside the spheroid, and
also insufficient mass transport results in the accumulation of
metabolic waste.28,43 Spheroid area change was subsequently
analyzed for varied cell numbers, where small spheroids were
obtained with low cell density and bigger spheroids were
obtained with high cell density (Figure 1E). Increased area of
spheroids was observed as 0.26, 0.59, 2.22, 3.38, 4.94, and 21.2
× 104 μm2, for varied cell numbers given as 2.5, 5, 10, 25, 50,
and 100 × 103, respectively. Results confirm that spheroid
size/area can be tuned by adjusting cell number. It is a well-
known fact that large spheroids have diffusional gradient zones:
(i) the outer layer consists of viable cells, and they can
proliferate due to the well-oxygenated zone; (ii) the inner
layer, known as the necrotic core, has hypoxic quiescent cells
that cannot receive enough O2, metabolites, and waste
accumulation occurs in the core.44,45 These layers were
observed in large spheroids that were obtained from a high
density of cells (Figure 1C). It was obvious that decreased cell
number overcame diffusion limitations and resulted in high cell
viability.
Also, Figure 1E represents circularity for varied cell densities.

Circularity of spheroids in varied cell densities was changing
between 0.69 and 0.86. The maximum circularity is maintained
for 25 × 103 cells; however, high circularity value was obtained
for all cell densities showing there is no correlation between
cell seeding density and circularity.

3.3. Effect of Paramagnetic Agent on Tunable 3D
Cellular Structures. In our previous study8 varied Gd3+

chelates and salts, such as gadobutrol, gadoteric acid, and
gadodiamide, were used as a paramagnetic agent, and they
were investigated in terms of cellular toxicity. Compared to
other paramagnetic agents Gadobutrol (Gx) showed the lowest
toxicity on 2D cultured cells; therefore, Gx was used as a
paramagnetic agent in this study. The Gx concentration was
optimized for the newly developed MagLev setup, which
consists of 40 × 5 mm magnets. Various concentrations of Gx
(30, 50, and 100 mM) were investigated in terms of levitation
capability and cytotoxic effect on NIH/3T3 cells.
Figure 2A represents the live/dead analysis, which also

confirms formation of 3D cellular structures via magnetic
levitation. High cell viability was observed for the 3D culture of
low cell density (2.5 × 103) that was cultured during 24 h
under varied Gx concentrations (30, 50, 100 mM) as given in
Figure 2A and 2B. The diameters of spheroids were below 200
μm. This result supports that diffusion limitation was
overcome with the low cell seeding density. Moreover, high
Gx concentrations (50 and 100 mM) did not affect the viability
of 3D cellular structures contrary to our previous findings
where 2D standard cell culture was used.8 That result
emphasizes that different responses are obtained with the
same agents when cells are cultured in 2D and 3D, and it
confirms that the 3D microenvironment provides better
resistance against toxic substances.46,47 It is worth mentioning
that recently the influence of Gx on cell viability was also
investigated in 3D spheroids, and it was reported48,49 that 50
mM Gx provides around 87% viability, which also correlates
well with our findings.
Spheroids formed in low cell density were also investigated

in terms of spheroid area and circularity as shown in Figure 2C.
The spheroid area was calculated by ImageJ for various Gx
concentrations. Increased Gx concentrations lead to increased
spheroid area 2.6, 3.6, and 6.8 × 103 μm2 for 30, 50, and 100
mM Gx, respectively, as seen in Figure 2C. Higher para-
magnetic agent concentrations caused better magnetization;
therefore, more cells were gathered and accumulated in the
center close to each other, which triggered formation of bigger
spheroids. Also, circularity was obtained as 0.714, 0.843, and
0.905 for 30, 50, and 100 mM Gx, respectively, as given in

Figure 2. (A) Cell viability images of NIH/3T3 spheroids for various concentrations of Gx (30, 50, and 100 mM) for 2.5 × 103 cell seeding density.
Scale bar: 200 μm. (B) Cell viability values of NIH/3T3 spheroids for various concentrations of Gx (30, 50, and 100 mM) for fixed 2.5 × 103 cell
seeding density. (C) Representative spheroid area versus circularity for various concentrations of Gx (30, 50, and 100 mM).
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Figure 2C. Those results confirm that high Gx concentration
not only supports formation of bigger 3D cellular structures
but also improves the circularity of the 3D cellular structures. It
was shown that both spheroid size and circularity could be
tuned by applying different Gx concentrations.
3.4. Effect of Culturing Time on Tunable 3D Cellular

Structures. Another parameter that affects the cell viability,
spheroid size, structure, and cellular properties is culture time.
Here, we investigated the cell viability and morphological
changes of spheroids obtained with NIH/3T3 cells for long-
term (1/3/5/7 day) culturing. Long-term culturing was done
at 30 mM Gx and 2.5 × 103 cell numbers while using a 40 × 5
mm magnet (0.15 T). As shown in Figure 3A and Figure 3B,
cell viability decreased with increasing culture time, while
necrotic core formation was observed starting from day 3. On
day 3, the diameter of the spheroid reached 200 μm and that
led to diffusion limitation; therefore, cell viability decreased to
92%. Further, on day 5 and day 7, cell viability decreased to
81% and 58%, respectively. As discussed previously, above 200
μm of spheroid diameter diffusion limitation occurs that results
in low cell viability. With increasing culturing time, bigger
spheroids and larger spheroid area were obtained as given in
Figure 3A and Figure 3C. The spheroid areas were calculated
by ImageJ as 2.6, 6.2, 10.9, and 14.2 × 103 μm2 for day 1, day
3, day 5, and day 7, respectively. Obtained circularity values

(Figure 3C) that range between 0.78 and 0.9 confirmed that
spheroid structure was protected for long culturing times.
In general, spheroids between 10 and 100 μm are used in

fundamental studies and drug screening,50 larger spheroids
(100−1000 μm) are used in transplant models for in vivo
research of animal models and replacement of organs,51−53 and
at about 1000 ± 300 μm of spheroid size, they can be used in
regenerative medicine applications.54,55 The size of a spheroid
and formation of a necrotic core is also and important property
for a tumor model because it needs to mimic the in vivo tumor
very closely. It is well-known that spheroid models including
the necrotic core are more resistant to chemo- and
radiotherapies compared to 2D cell cultures.21,56 Therefore,
we foresee that the developed models would be effective
alternatives to regular methodologies for the formation of 3D
spheroid tumor models with tunable properties.

3.5. Characterization of 3D Cellular Structures. To
analyze the cellular morphology within 3D cellular structures
and to demonstrate the secretion of cellular and extracellular
components, immunofluorescence staining was performed for
F-Actin, nuclei, and Collagen Type-I both for short-term (day
1) and long-term (day 7) cultured spheroids. In spheroid
formation, it is known that cellular aggregation occurs by
spontaneous cell−cell interaction. In addition to this, cells
secrete their ECM molecules into the aggregate to form a solid

Figure 3. (A) Cell viability images of NIH/3T3 spheroids for various cell culture times (days 1, 3, 5, and 7). Scale bar: 200 μm (green, live cells;
red, dead cells). (B) Cell viability values of NIH/3T3 spheroids for various cell culture times (days 1, 3, 5, and 7). (C) Representative spheroid area
versus circularity for various cell culture times (days 1, 3, 5, and 7).

Figure 4. Immunofluorescence staining of NIH/3T3 spheroids for (A) short-term (day 1) (scale bar: 20 μm) and (B) long-term (day 7) cell
cultures (scale bar: 50 μm).
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spheroid structure.57 As shown in Figure 4A, cells started to
interact with each other starting from day 1 and formed 3D
cellular structures, where nuclei of cells and actin filaments
were observed clearly. During 7-day culturing, cells continued
to proliferate and much larger spheroid structures were
formed. Collagen is one of the major ECM constituents;
therefore, ECM formation was confirmed within the 7-day
cultured spheroids by positive staining for Collagen Type-I,
while no Collagen secretion was observed for day 1 samples

indicating that a 24 h culture time is not enough for ECM
formation.

3.6. Formation of 3D Tumor Structures from Differ-
ent Cell Lines via Magnetic Levitation. The applicability
of the system was tested on 3D tumor formation by using
different cell lines. At first, the ability to magnetically
manipulate cells in 3D was tested with healthy NIH/3T3
fibroblast cells. After optimized parameters were obtained,
varied cancer cell lines (MCF7, MDA-MB-231, SH-SY5Y, PC-

Figure 5. Time-dependent light microscopy images of 3D tumor spheroid formation via magnetic levitational assembly and cell viability of 3D
tumor spheroids for different cancer cell lines: (A) SH-SY5Y, (B) MDA-MB-231, (C) MCF7, (D) PC-12, and (E) HeLa. Scale bar: 100 μm

Figure 6. Time-dependent fluorescent microscopy images of 3D coculture model formation for various Gx concentrations: (A) 50 mM Gx and (B)
100 mM Gx. Scale bar: 100 μm.
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12, and HeLa) were investigated in terms of 3D spheroid
formation. Figure 5 represents the time-dependent 3D
spheroid formation and viability analysis of spheroids obtained
from varied cell lines. SH-SY5Y cells form smaller and more
cohesive spheroids only in 24 h, while other cells form less
dense and loose 3D cellular structures for longer culture times.
Especially HeLa cells form much smaller and intermittent cell
aggregates at 96 h. These differences can be attributed to cell
adhesion molecule (CAM) and extracellular matrix (ECM)
profiles of each cell type, where SH-SY5Y cells show high-
expression levels of CAMs58 leading to compact spheroid
formation and MD-MBA-231 cells have been known for lack of
tight cell−cell interaction59 resulting in formation of loose 3D
cellular structures. It was observed that the spheroid
morphology is directly related with the type of cell and cell
line, but it can also be manipulated by changing system
parameters.
Taken together, these results further indicate the applic-

ability of the MagLev system on 3D tumor spheroid formation
while highlighting the effect of CAM and ECM molecules to
promote cell−cell adhesion and cellular assembly.
3.7. Formation of Tunable 3D Coculture Models via

Magnetic Levitation. Coculture models are more realistic
and dependable systems to mimic native tissues, and they are
commonly utilized for varied tissue engineering studies, such as
drug research on 3D tumor models.60−62 Here, 3D coculture
assembly was demonstrated by using MDA-MB-231 GFP and
MDA-MB-231 dsRED cells. Gx concentration was changed to
tune the size and the formation time of spheroids for the same
cell-density. Smaller coculture models were formed in longer
incubation time when 50 mM Gx was used (Figure 6A), and
coculture assembly started to form at 24 h. The number of
smaller cellular aggregates increased in time and merged into
bigger aggregates. On the other hand, higher Gx concentration
(100 mM) promoted faster and bigger coculture assembly,
where cellular aggregates started to form at 5 h (Figure 6B)
and continued to proliferate with time to form much larger 3D
coculture structures.

4. CONCLUSION

In conclusion, we have demonstrated formation of tunable 3D
cellular structures and spheroids via a newly developed
MagLev setup. The reported MagLev methodology is simple,
rapid, and cost-effective and requires simple components. Also,
it offers important advantages such as easy cell medium
changing and easy visualization of 3D cellular structures under
a light microscope, and also it allows applying postexper-
imental procedures such as staining and drug screening assays
within the same Petri dish. The proposed methodology enables
fabrication of tunable spheroids where spheroid size, area, and
circularity, and even necrotic core formation, can be controlled
by changing cell seeding density, Gx concentration, and
culturing time. As a proof-of-concept we have demonstrated
the formation of tunable 3D cellular structures by culturing
NIH/3T3 cells through magnetic levitational assembly.
Furthermore, 3D tumor spheroid formation and coculture
models were successfully shown to demonstrate the capability
of the MagLev setup. Overall, the obtained results demon-
strated the potential of the developed MagLev setup as a tool
for 3D cell culture studies. This emerging tool can fulfill the
need in various areas; such as drug screening, regenerative
medicine, tumor, and disease modeling studies.
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