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Abstract: Cytotoxic and cytostatic chemotherapeutics act by attacking rapidly dividing tumor
cells, predominantly affecting malignant tissue and to a certain degree preserving healthy cells.
Nonetheless, severe side effects are caused as quickly proliferating healthy cells such as hematopoietic
precursors and mucous membranes are impaired as well. This limits the administered dose
and eventually allows tumor cells to escape treatment. In order to increase intratumoral drug
concentration and simultaneously reduce systemic side effects, nanoparticles have come into focus as
drug carriers. The functionalization of superparamagnetic iron oxide nanoparticles (SPIONs) with
chemotherapeutics such as mitoxantrone (MTO) enables targeted drug transport by using magnetic
forces. Here, we investigate SPIONs consisting of individual iron oxide cores of 10 nm in diameter and
a total hydrodynamic diameter of 53± 0.8 nm as a transporting system for MTO. Comparing the killing
efficacy in monolayer cell culture and multicellular tumor spheroids of HT-29 cells, we show that
spheroids tolerate considerably higher doses of nanoparticle-loaded MTO. Therefore, dose predictions
from conventional monolayer cell cultures are often misleading for in vivo applications. This was
true for both soluble and nanoparticle-bound MTO. Using flow chambers mimicking in vivo blood
flow, we furthermore demonstrate that SPIONs can magnetically accumulate MTO. We conclude that
SPIONs can function as an effective delivery platform to increase local drug concentrations, thereby
potentially overcoming chemotherapy resistance of cells.

Keywords: tumor spheroids; superparamagnetic iron oxide nanoparticles; magnetic drug targeting;
nanomedicine; chemotherapy; drug resistance; mitoxantrone

1. Introduction

Alongside surgery, radiotherapy and immunotherapy, chemotherapy is one of the established
strategies to treat cancer, alone or in combination with other techniques [1]. Cytotoxic and cytostatic
chemotherapeutics of various classes induce deoxyribonucleic acid (DNA) damage in cells and cause
cell cycle block to prevent cell division, eventually leading to apoptosis or senescence [2]. Conventional
chemotherapy is known to act on quickly proliferating cells and thus entails cytotoxicity in all tissues
regardless of malignancy or non-malignancy [3]. Due to their fast growth, hematopoietic precursors,
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hair follicle cells, and mucous membranes of the mouth, stomach and intestines are affected as
well, causing a wide range of side effects which limit the therapeutic dose [4–6]. Problematically,
systemically already toxic but insufficient doses may allow tumor cells to escape treatment and
finally to develop drug resistance [7–9]. Also, there is evidence for the treatment with cytostatics to
foster metastasis by triggering intravasation of tumor cells, even if the tumor size is decreased [10].
Several concepts have been proposed to achieve optimized drug transport in order to increase
intratumoral drug concentration, to minimize systemic side effects or to overcome physiological
barriers [11,12]. Many of these approaches involve local enrichment, e.g., by use of specific molecules,
sequences or drug transporters to target a distinct area [13,14]. For instance, superparamagnetic iron
oxide nanoparticles (SPIONs) can serve as carriers to accumulate drugs by use of magnetic forces,
referred to as magnetic drug targeting (MDT) [15]: SPIONs loaded with a chemotherapeutic agent,
e.g., mitoxantrone (MTO), are applied into the tumor supplying vascular system and are enriched
in the tumor region by an external magnetic field [16]. With this, local drug concentrations can be
increased, while systemic toxicity is reduced [14,16,17].

Traditionally, pharmaceutical innovations have been developed and tested in cell cultures using
tumor cell lines, primary cells or mixed systems. Although two-dimensional (2D) cell culture using
adherent cells is still the standard for routine high throughput screening due to easy handling, spheroidal
cell culture has already proved to behave more similarly to the in vivo situation than its monolayer
counterpart [18–20]. This includes changes in signaling and pathway activation, cell-cell-interaction,
gene expression and modifications of the surrounding stroma [21,22]. These features are not observed
in 2D to this extent. Therefore, multicellular tumor spheroids may serve as a more appropriate model
system for avascular tumor tissue, especially for the testing of nanotherapeutics such as SPIONs.

In this study, we cultivated HT-29 colon carcinoma cells in monolayers and spheroids, to serve as
model systems for uniformly and rapidly proliferating cells (2D system, artificial scenario) and cells
dividing at different velocities (three-dimensional (3D) system, closer to in vivo scenario). In contrast
to other previously tested cell lines, HT-29 cells were shown to form tightly packed tumor spheroids
while being reproducible and easy to handle [23,24]. As the interaction with SPIONs was investigated
in detail previously, MTO was the cytotoxic agent of choice in our experiments [25–28]. We compared
the cytotoxic effects of both free MTO and its nanoparticle-bound form (SPIONMTO). Depending on the
cell culture system, we found completely different sensitivities towards free and SPION-bound MTO.
For spheroids tested under dynamic flow conditions, the presence of a magnetic field successfully
accumulated drug-loaded SPIONs.

We conclude that the type of cell culture model is crucial for the determination of realistic dose
ranges for in vivo translation. SPIONs as a transporter system represent an effective delivery platform
to locally increase drug concentrations, thereby possibly helping to overcome chemotherapy resistance
and to increase therapeutic efficacy.

2. Materials and Methods

2.1. Synthesis of Superparamagnetic Iron Oxide Nanoparticles (SPIONs) and Loading with
Mitoxantrone (MTO)

Lauric acid (LA) and human serum albumin (HSA) coated SPIONs were synthesized as described
previously [28]. Briefly, after co-precipitation of iron (II) and iron (III) salts under alkaline conditions
and in situ coating with LA, nanoparticles were covered by a protein corona of HSA. Physicochemical
characterization of resulting SPIONs was conducted previously [28]. Sterile filtered SPIONs (0.22 µm
filter) then were loaded with the chemotherapeutic drug MTO (TEVA, Pharma, Ulm, Germany) by
mixing, resulting in SPIONMTO.

The initial stock concentration of MTO was 2 mg/mL, referring to 4.5 mM. From this, 1 mL SPIONs
(4.84 mg Fe/mL) was mixed freshly for every experiment with 100 µL MTO (200 µg), resulting in
a SPIONMTO intermediate stock solution containing 450 µM MTO. For the experiments MTO and
nanoparticles were diluted with H2O to receive the indicated final concentrations. The MTO amount
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in the figures is given as µM, where 0.5 µM SPIONMTO corresponds to 0.22 µg/mL MTO loaded on
5.38 µg/mL Fe. SPIONs were proven to be free of microbial and endotoxin contaminations before use.

2.2. Cells and Culture Conditions

HT-29 colon carcinoma cells (ATCC/LGC GmbH, Wesel, Germany) were cultured in McCoy’s
5A medium (Gibco®, Life Technologies GmbH, Darmstadt, Germany) containing 10% fetal calf
serum (FCS, ThermoFisher Scientific, Waltham, MA, USA) under standard cell culture conditions in
a humidified incubator (INCOmed, Memmert, Schwabach, Germany) at 37 ◦C, 95% humidified air
and 5% CO2. Cells were regularly tested for mycoplasma contaminations using a polymerase chain
reaction (PCR) kit Venor®GeM (Minerva Biolabs GmbH, Berlin, Germany). For the experiments,
cells were grown to a confluence of 80–90% and passaged twice a week using 0.25% trypsin/0.02%
ethylenediaminetetraacetic acid (EDTA) in phosphate buffered saline (PBS) (PANBiotech, Aidenbach,
Germany). Cell count and viability were determined using MUSE® Count & Viability Assay Kit in
MUSE® Cell Analyzer (Merck-Millipore, Billerica, MA, USA). Experiments were started when cell
viability exceeded 90%.

2.3. Cell Culture and Treatment with SPIONS, MTO or SPIONMTO

For monolayer culture, cells were seeded into 6-, 12- or 24-well plates (Sarstedt, Nümbrecht,
Germany) in cell densities of 6, 8, 10 or 12 · 103 cells per wells in 1 mL medium. Cells were incubated
overnight for adherence and treated on the next day.

For spheroid culture, wells of a 96-well plate (Sarstedt, Nümbrecht, Germany) were pre-coated
with 50 µL of 1.5% agarose (Roth, Karlsruhe, Germany). Then, 6, 8, 10 or 12 · 103 cells were seeded into
the agarose-coated wells in 100 µL of medium. The plates were shortly rotated to accumulate cells
in the meniscus formed by the agarose. Cells were incubated for 72 h to form tightly packed tumor
spheroids before treatment. Medium was changed every 2–3 days.

First, MTO, SPIONs and SPIONMTO intermediate stocks (equates to 450 µM MTO active ingredient
for free MTO and SPIONMTO as prepared under 2.1) were diluted 1/10 with H2O. With this, the final
test concentrations were prepared. For all experiments cells treated with the corresponding amount of
H2O as in the samples served as negative controls.

2.4. Harvesting of Monolayer Cells and Spheroids

Cells grown as monolayers were washed with PBS and detached from cell culture wells with
100 µL trypsin/EDTA (PAN-Biotech GmbH, Aidenbach, Germany) for 3 min. The reaction was stopped
by addition of 500 µL FCS-containing cell culture medium. All cell containing fluids were pooled
in 15 mL tubes (Sarstedt, Nümbrecht, Germany) and centrifuged at 500 rcf for 5 min (Eppendorf
centrifuge 5810 R, Eppendorf AG, Hamburg, Germany). The supernatants were discarded, and the cell
pellet was resuspended in 120 µL PBS.

Multicellular spheroids were harvested from the 96-well plates using a cut pipette tip (1250 µL).
3–4 spheroids were pooled into 1.5 mL reaction tubes (Sarstedt, Nümbrecht, Germany), washed with
PBS and single cell suspensions were prepared by incubation with trypsin for 5 min. Reaction was
stopped by addition of 500 µL FCS-containing cell culture medium. Cells were centrifuged at 300 rcf
for 5 min. The supernatant was discarded and cells were resuspended in 200 µL PBS.
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2.5. Cell Proliferation

Proliferation of cells grown in monolayers was observed using IncuCyte® Live-Cell Analysis
system (Essen BioSciences Inc., Ann Arbor, MI, USA) for up to 100 h. Pictures were automatically taken
every 1 h and the area covered by cells (confluence) was calculated and normalized to 1 for all treatment
groups at the beginning of the experiment. Single cell suspensions from spheroids or adherent cells
were prepared at selected time points and cells were counted with MUSE® Cell Analyzer. Spheroids
were monitored regularly using Axiovert 40 CFL Microscope (Zeiss, Jena, Germany) employing a
5× objective. Images of the cells were taken with Axio Vision SE64 Rel4.9 software (Zeiss, Jena,
Germany) and processed in Adobe Photoshop CS6 (Adobe, San José, CA, USA). Spheroid sizes were
determined with ImageJ software (National Institutes of Health, Bethesda, MD, USA). Data analysis
was performed with Microsoft Excel (Microsoft, Redmond, WA, USA). Graphs and statistics were
prepared using the software Prism 8 (GraphPad Software, San Diego, CA, USA).

2.6. Flow Cytometry

For determination of cell viability, 50 µL of single cell suspensions (two- or three-dimensional
cell culture) was incubated with 150 µL of staining solution at 4 ◦C for 30 min under light protection.
1 mL staining solution contained 1 µL Annexin A5 conjugated with fluorescein isothiocyanate
(AnnexinA5-FITC), 10 µg Hoechst 33342, (both from ThermoFisher Scientific, Waltham, MA, USA) and
66.6 ng propidium iodide (PI, Sigma-Aldrich, Hamburg, Germany) in Ringer’s solution (Fresenius
Kabi Deutschland GmbH, Bad Homburg, Germany).

For determination of cell cycle and DNA degradation, 50 µL of the single cell suspensions were
fixated with 400 µL of cold 70% ethanol (Carl Roth GmbH, Karlsruhe, Germany) and stored at −20 ◦C
for further processing. The cell suspension was then centrifuged (800 rcf for 5 min), the supernatant
was discarded. The cells were washed with 1 mL PBS before resuspending in 300 µL DNA extraction
buffer (192 mL 0.2 M Na2HPO4 (Carl Roth GmbH, Karlsruhe, Germany) and 8 mL 0.1% Triton X-100
(Sigma-Aldrich, Hamburg, Germany), pH 7.8). Cells were incubated for 5 min at room temperature.
After that, cells were centrifuged, the supernatant was removed and DNA was stained with DNA
staining solution (20 µg/mL PI and 200 µg/mL ribonuclease A (Sigma-Aldrich, Hamburg, Germany)
in PBS) and incubated for 30 min at room temperature in the dark. DNA content was analyzed by
monitoring PI fluorescence in flow cytometry [29]. Cells were analyzed in a Gallios flow cytometer
(Beckman Coulter, Fullerton, CA, USA). AnnexinA5-FITC and PI both were excited at 488 nm; the
AnnexinA5-FITC fluorescence was recorded on the fluorescence (FL)1 sensor (525/38 nm band pass
filter, BP) and the PI fluorescence on the FL3 sensor (620/30 nm BP). Excitation of the Hoechst 33342
fluorescence was at 405 nm and recording on the FL9 sensor (430/40 nm BP). The MTO fluorescence
was monitored at 638 nm excitation and recorded on the FL7 sensor (725/20 nm BP). The measurement
time was set to 120 s per tube. Depending on the treatment and cell proliferation time we recorded
between 2000 and 50,000 events per tube.

To eliminate any fluorescence bleed-through, electronic compensation was used. Data were
analyzed employing Kaluza™ software Version 1.2 (Beckman Coulter, Fullerton, CA, USA) and
processed in Microsoft Excel and Prism 8.

2.7. Magnetic Accumulation of SPIONMTO in Dynamic Flow Model

Ibidi µ-slides III 3D Perfusion (ibidi GmbH, Martinsried, Germany) were fully coated with 65 µL
agarose per well, while maintaining a tunnel between the respective in and output channels. Cylindrical
holes were created using a cut pipette tip (1250 µL), forming an artificial tumor bed. A heated needle
was used to melt agarose to connect the circulation system and tumor beds. After this procedure, each
well was then capable of holding four spheroids in place. Finally, five days old spheroids (seeding
density 8 · 103 cells) were inserted. Slides were perfused using a peristaltic pump (ISM 915, Ismatec,
Wertheim, Germany) with 3 mL medium, containing SPIONs, SPIONMTO or soluble MTO (5 µM) which
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corresponds to 2.2 µg/mL MTO and/or 53.8 µg Fe/mL, respectively. A flow rate of 0.5 mL/min was
maintained over a period of one hour. This setting was repeated under the influence of neodymium
disc magnets (Webcraft GmbH, Gottmadingen, Germany), which were 5 mm in height and diameter
and directly attached to the slide bottoms. The maximum magnetic field power measured inside the
respective wells was approximately 400 mT, using Teslameter FM 302 (Projekt Elektronik Mess- und
Regelungstechnik GmbH, Berlin, Germany). After the pump was stopped, spheroids were further
incubated for four hours in the tumor bed. Following this, spheroids were extracted and incubated
in a 96-well plate for further four days in cell culture medium containing 1% gentamycin (Biochrom,
Berlin, Germany) to prevent contamination. Images were taken every day by microscopy. On day four
after treatment, spheroids were analyzed by microscopy or trypsinized, stained and analyzed using
flow cytometry.

3. Results

3.1. Physicochemical Characterization of SPIONMTO

The chemotherapeutic agent MTO was freshly loaded onto SPIONs as a transporter system,
resulting in SPIONMTO for magnetic accumulation. Previously, nanoparticles were physicochemically
characterized in detail [27,28].

The hydrodynamic size of the SPIONs was characterized in water (71 ± 3.6 nm) and in Roswell
Park Memorial Institute cell culture medium (RPMI-1640) (53 ± 0.8 nm). Loading of mitoxantrone
increased the hydrodynamic size to 56 ± 1.0 nm in RPMI-1640. The zeta potential of SPIONs in
RPMI-1640 was −11.9 ± 0.8 mV and −12.4 ± 0.5 for the non-loaded and MTO-loaded nanoparticles,
respectively. The presence of albumin, iron oxides and traces of lauric acid were confirmed in the final
formulation of coated SPIONs by using Fourier-transform infrared spectroscopy (FTIR). However, due
to the low n/n ratio of functional groups MTO is undetectable by FTIR [25]. Freeze fracture transmission
electron microscopy (TEM) showed SPIONs as multicore particles. The aggregate size determined
by TEM was comparable to the size measured by dynamic light scattering (DLS) [28]. Iron oxide
core size of smaller than 20 nm is a prerequisite for superparamagnetism, which is given by 10 nm
diameter of every individual particle [30]. Additionally, magnetization measurements of bovine serum
albumin (BSA)-coated SPIONs by SQUID indicated superparamagnetic behavior [27]. Previous binding
experiments showed that 97.6± 0.1% of 500 µg MTO adsorbed to 1 mL of SPIONs (2 mg/mL) after 5 min
equilibrium [25]. Based on these measurements, we loaded 200 µg MTO onto 4.84 mg Fe, assuming
full binding of MTO to the particles. The MTO release from SPIONs in RPMI-1640 was investigated
in previous studies by dialysis (11.6 ± 0.1% after 72 h) and an experimental magnetic assay setup
(23.7 ± 0.4% after 72 h), indicating that MTO was released rather slowly from the nanoparticles [28].
Thus, SPIONMTO can be considered a drug release system with a nearly zero order kinetics, with MTO
release most likely driven by diffusion from the particles according to Fick’s law.

3.2. Growth Kinetics of HT-29 Cells in 2D and 3D Cell Culture

To compare proliferation behavior of cells growing in 2D and 3D and to reveal drug effects,
cells were seeded as both monolayer and spheroids. In 2D, cells showed fast, linear and uniform
proliferation as long as they were not fully confluent (Figure 1A(upper panel),B). Starting at a cell count
of 1.2 · 104, after 12 days, total cell counts up to approximately 2.1 · 106 in 24-well plates and 3.6 · 106 in
12-well plates were accomplished (Figure 1D). In contrast, spheroids contained considerably fewer cells.
For a starting cell count of 1.2 · 104, spheroid growth stagnated at approximately 1.3 · 105 cells after
12 days of cultivation (Figure 1D). Thus, absolute cell reproduction revealed to be slower than in 2D
cell culture. This observation is in line with microscopic monitoring of spheroid size: Within the first
48 h, loose cells formed large clusters. Subsequently, until day 3 spheroid size decreased and reached
a diameter of 550 µm to 695 µm dependent on the amount of seeded cells, as the formation became
more compact. From this point, spheroids then slowly grew and stagnated in diameter (Figure 1A,C).
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Software. (D) Absolute cell count was determined from single cell suspensions by a MUSE Cell 
Analyzer. (E) Viable, apoptotic, and necrotic cells were determined by AnnexinA5-FITC/propidium 
iodide (Ax/PI) staining in flow cytometry. Ax-PI- cells are considered viable, Ax+PI- apoptotic and PI+ 
necrotic. (F) Cell cycle distribution and DNA degradation were determined with propidium 
iodide/Triton X-100 staining showing the amount of degraded DNA (subG1 phase), diploid DNA (G1 
phase), and double diploid DNA (synthesis/G2 phase). Experiments were performed 3–4 times at 
least in triplicates. Shown are the mean values of ≥9 wells (2D cell culture) or quadruplicates of 3 
pooled spheroids (3D cell culture) with standard deviations (* p ≤ 0.05; ** p ≤ 0.01 Student`s t-test). 
Abbreviations: apo: apoptotic; Ax: Annexin A5; FITC: fluorescein isothiocyanate; MTO: mitoxantrone; 
nec: necrotic; viab: viable. 
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Figure 1. Proliferation, cell cycle and viability of cells cultured as monolayers or spheroids. HT-29 cells
were seeded as monolayers (12-well plates) or spheroids (96-well plates). (A) Brightfield microscopy
shown for 1.2 · 104 cells initially seeded. Top row: monolayer cells; bottom row: spheroids, scale bars
refer to 400 µm. (B) Confluence of monolayer cells was calculated according to brightfield pictures
from IncuCyte® system. (C) Diameters of spheroids were measured and calculated by ImageJ Software.
(D) Absolute cell count was determined from single cell suspensions by a MUSE Cell Analyzer.
(E) Viable, apoptotic, and necrotic cells were determined by AnnexinA5-FITC/propidium iodide (Ax/PI)
staining in flow cytometry. Ax−PI− cells are considered viable, Ax+PI− apoptotic and PI+ necrotic.
(F) Cell cycle distribution and DNA degradation were determined with propidium iodide/Triton X-100
staining showing the amount of degraded DNA (subG1 phase), diploid DNA (G1 phase), and double
diploid DNA (synthesis/G2 phase). Experiments were performed 3–4 times at least in triplicates. Shown
are the mean values of ≥9 wells (2D cell culture) or quadruplicates of 3 pooled spheroids (3D cell
culture) with standard deviations (* p ≤ 0.05; ** p ≤ 0.01 Student’s t-test). Abbreviations: apo: apoptotic;
Ax: Annexin A5; FITC: fluorescein isothiocyanate; MTO: mitoxantrone; nec: necrotic; viab: viable.

Analyzing cell viabilities in 2D culture using AnnexinA5/propidium iodide (Ax/PI) staining after
12 days of incubation, viabilities were still >78.7 ± 1.3% (12-well plate) and >76.5 ± 2.3% (24-well plate),
respectively (Figure 1E). In spheroids, however, cell viabilities were constantly low with 24.1 ± 8.4%
and 27.9 ± 8.5% on day 8 and 12, respectively (Figure 1E). At this time, a densely packed structure was
already visible within the spheroid, possibly reflecting altered cells in the center of the spheroids.

For cells seeded in 2D in 12-well plates, investigation of cell cycle and DNA content revealed
a remarkable portion of 38.3 ± 1.6% (day 8) being in G2 phase, which is indicative of doubling in
untreated cells, decreasing to 15.1 ± 0.8% after 12 days, indicating that proliferation stopped, probably
due to full confluence of the wells. For day 12, we found a slightly increased number of cells with
degraded DNA in monolayer cells, indicating cell death (Figure 1F). For spheroids, the number of
cells being in G2 phase was smaller (19.4 ± 2.1% and 10.0 ± 2.3% for days 8 and 12), while the number
of cells with degraded DNA was higher (15.8 ± 1.4% and 36.5 ± 17.3% for days 8 and 12) at every
point of time in comparison to 2D cell culture (Figure 1F). In summary, we confirmed that HT-29 cells
cultured as monolayers showed faster cell proliferation and better viability compared to cells growing
in spheroids. Thus, we can consider them as model systems for uniformly or differentially proliferating
tumor cells, respectively.
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3.3. Toxicity of Free MTO Is Dependent on Cell Density and Drug Concentration

It is known that cytotoxic and cytostatic chemotherapeutics act on quickly proliferating cells [3].
Based on the proliferation kinetics of the cells (Figure 1) we speculate that cells growing in monolayers
are more accessible for the toxic effects than cells growing in spheroids. Furthermore, cell density might
also influence sensitivity towards toxic substances. To investigate these points, MTO was applied in
various concentrations to cells grown in 6-, 12- or 24-well plates. For 24-well plates, two cell densities
were tested (5 · 104 cells and 1 · 105 cells, respectively). Figure 2A shows cell confluence as measured
by IncuCyte® Live-Cell Analysis system. In 6-well plates, where cell density was low due to the large
well area, MTO concentrations ≥ 0.1 µM efficiently prevented cell proliferation. In the well plates with
higher cell densities per well, higher doses of MTO were required. In 12- and 24-well plates containing
5 · 104 cells, ≥ 1 µM MTO had to be applied to completely stop cell proliferation. 24-well plates
containing twice as much cells (1 · 105) required 10 µM MTO to inhibit cell proliferation (Figure 2A,B).

Calculating the reduction of proliferation 100 h after treatment with 0.1 µM MTO revealed 81.2%,
49.2% and 34.4% for 5 · 104 cells seeded in 6-, 12- or 24-well plates, respectively (Table 1). Comparing
the MTO toxicities in 24-well plates containing 5 · 104 or 1 · 105 cells 50 h after treatment (1 µM MTO),
cell proliferation was reduced by 54.0% or 9.2%, respectively. This clearly proved that cells growing in
higher densities require higher drug doses (Table 2).

Table 1. Confluence of 5 · 104 HT-29 cells seeded in 6-, 12-, 24-well plates as monolayers. Shown are the
mean values of 2–4 wells (with 3–4 pictures per well) with standard deviations.

Cell
Number

Plate
Format

Well Area
(cm2)

Confl. (%),
t = 0 h

Confl. (%),
t = 100 h

H2O

Confl. (%),
t =100 h

0.1 µM MTO

Residual
Prol. (%)

Reduction
of Prol.

(%)

5·104 6 well 9.0 1.3 ± 0.2 26.7 ± 1.6 5.0 ± 0.1 18.8 81.2
5·104 12 well 3.5 6.3 ± 0.5 79.4 ± 1.1 40.3 ± 2.0 50.8 49.2
5·104 24 well 1.9 11.6 ± 2.4 93.5 ± 4.7 61.4 ± 4.7 65.6 34.4

Abbreviations: confl.: confluence, prol.: proliferation.

Table 2. Confluence of 1 · 105 cells compared with 5 · 104 cells seeded in 24-well plates as monolayers.
Shown are the mean values of 4 wells (with 4 pictures per well) with standard deviations.

Cell
Number

Plate
Format

Well Area
(cm2)

Confl. (%),
t = 0 h

Confl. (%),
t = 50 h

H2O

Confl. (%),
t = 50 h

1 µM MTO

Residual
Prol. (%)

Reduction
of Prol.

(%)

5·104 24 well 1.9 11.6 ± 2.4 42.6 ± 7.6 19.6 ± 4.1 46.0 54.0
1·105 24 well 1.9 38.0 ± 8.8 86.8 ± 6.1 78.6 ± 9.9 90.8 9.2

Abbreviations: confl.: confluence, prol.: proliferation.
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Figure 2. Toxicity of free mitoxantrone in monolayer cells depends on cell density. HT-29 cells were
seeded into cell culture plates and treated with 0.001, 0.01, 0.1, 1 or 10 µM of free mitoxantrone (MTO).
(A) Cell confluence of 5 · 104 HT-29 cells seeded in 6-, 12-, 24-well plates and 1 · 105 cells seeded in
24-well plates calculated from IncuCyte® images. Shown are the mean values of 2–3 wells with 3–4
images per well with standard deviations. (B) Raw data files (pictures) from the IncuCyte® system
(t = 100 h). Scale bars refer to 400 µm. Abbreviations: MTO: mitoxantrone.



Nanomaterials 2020, 10, 1577 9 of 21

3.4. Toxicity of Free MTO Is Higher in 2D Cell Culture Compared with 3D Cell Culture

Spheroids were treated with free MTO 4 days after seeding. Based on the time and dose
dependency of soluble MTO (Figure 2), 0.05–5.0 µM was selected as an appropriate concentration
range for further analyses. Spheroid size was analyzed on days 5 to 8 using bright-field microscopy
and diameters were calculated using ImageJ software, showing that MTO induced a dose-dependent
reduction in spheroid growth (Figure 3A,B). To compare toxic effects of MTO on 2D and 3D cell culture,
72 h and 96 h after treatment single-cell suspensions were prepared and analyzed in flow cytometry
regarding intracellular MTO content and cell viability. Depending on cell model and applied drug
dose, cells showed different amounts of intracellular MTO. Cells grown in 2D took up generally more
MTO compared to cells in spheroidal culture. This applied for all tested concentrations and time
points (Figure 3C). Analyzing relative cell count and viability using Ax/PI staining in flow cytometry,
we found a drastic cell reduction in monolayer cell culture after treatment with MTO. 72 h after
treatment, the untreated control group contained approximately 6 times more cells than the 0.05 µM
MTO group. In spheroids, however, there was only a minor difference in cell number of control
cells and cells treated with 0.5 µM MTO (Figure 3D). Identifying cell death phenotypes, we found a
dose-dependent induction of apoptosis and secondary necrosis for monolayer cell culture after 72 h and
96 h; 72 h after treatment, untreated controls contained less than 6.5% dying/dead cells. For 0.05 µM
MTO, cell death (apoptosis/necrosis) was >37.6% (>72.4% for 5 µM). In spheroids, however, after
72 h hardly any dying and dead cells were present. Cell death process started after 96 h (Figure 3E).
Non-linear fitting of toxicity (reduction of Ax/PI negative cells) confirmed this finding: free MTO
applied in 2D cell culture showed strong dose dependency and fast onset of toxicity. In 3D, however,
cytotoxicity was not as distinct: Cell death occurred at advanced time points and was not as strong as
observed in 2D (Figure 3F).
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Figure 3. Toxicity of free mitoxantrone (MTO) depends on type of cell culture system (monolayer
versus spheroid). HT-29 cells were seeded as monolayers or as spheroids and treated with various
concentrations of MTO. (A) Brightfield microscopy of spheroids on day 4 after treatment. Scale
bars refer to 100 µm. (B) Diameters from microscopy pictures were measured and calculated by
ImageJ Software. (C–E) 0, 0.05, 0.5 and 5.0 µM MTO were used for the experiments, indicated by
the arrows. (C) Intracellular MTO accumulation in viable cells was analyzed by mean fluorescence
index (MFI, arbitrary unit, a.u.) of MTO in flow cytometry. (D) Relative cell count was determined
from flow cytometry measurements. (E) Viable, apoptotic, and necrotic cells were determined by
AnnexinA5-FITC/propidium iodide (Ax/PI) staining in flow cytometry. Ax−PI− are considered viable
cells (green), Ax+PI− apoptotic (blue) and PI+ necrotic (red). (F) Non-linear fit of viable cells 72 h
and 96 h (2D versus 3D cell culture). Experiments were performed in two independent experiments
with triplicates (2D) or quadruplicates (3D) of 3 pooled spheroids. Shown are the mean values
with standard deviations (* p ≤ 0.05; ** p ≤ 0.01 Student’s t-test, control versus treated samples or
monolayer versus spheroid). Abbreviations: Ax: Annexin A5; FITC: fluorescein isothiocyanate; MTO:
mitoxantrone; PI: propidium iodide; SPIONs: superparamagnetic iron oxide nanoparticles; SPIONMTO:
mitoxantrone-loaded superparamagnetic iron oxide nanoparticles.



Nanomaterials 2020, 10, 1577 11 of 21

3.5. Comparison of SPIONMTO Efficacy in 2D and 3D Cell Culture

Figures 2 and 3 show that MTO efficacy depended on dosage, cell density, and cell culture
model (2D or 3D). Thus, MTO doses sufficient for killing tumor cells in 2D did not prevent cells from
proliferating in 3D. In clinical settings, chemotherapy is often applied intravenously and is distributed
not only to tumor tissue but also to other organs. Problematically, the doses of cytostatics in vivo
are restricted by toxic side effects. Therefore, chemotherapeutics applied in patients are often dosed
comparably low, leading to a certain need for improvement. Thus, it would be eligible to increase the
toxic dose within the tumor area.

Figure 4 compares the effects of free MTO and its nanoparticle-loaded counterpart
(MTO concentration 0.5 µM each). As control, the effects of the nanoparticle carrier without
drug loading were investigated. Regarding intracellular MTO content, spheroids took up less MTO
than cells in 2D. This observation applies for both free and nanoparticle-bound MTO, as reflected
by the mean fluorescence index (MFI) for MTO and SPIONMTO: 10.1 ± 0.2 (2D) versus 4.4 ± 0.6 (3D)
and 10.7 ± 0.4 (2D) versus 4.3 ± 0.3 (3D) (Figure 4A). Concerning cell death induction, untreated cells
cultivated in 2D again proliferated faster than cells in 3D. In both cases, treatment with non-loaded
SPIONs did not considerably induce cell death (Figure 4B). In contrast, soluble MTO and SPIONMTO

both induced DNA degradation and cell death strongly in 2D cell cultures and to a lesser extent in 3D
cell culture. Importantly, no significant differences were detected between MTO and SPIONMTO in
all cases (Figure 4A,B). In size monitoring via microscopy, drug-free SPIONs induced no noteworthy
effect on spheroid growth (Figure 4C,D). Due to cell death induction, spheroids treated with MTO
or SPIONMTO showed frayed outer cell layers with cells dissolved from the spheroid. Untreated
spheroids, in comparison, remained tightly packed. Despite MTO and SPIONMTO both prevented
spheroid growth, MTO was slightly more effective, with significant differences between MTO and
SPIONMTO on day 2 after treatment (Figure 4C,D).

3.6. Magnetic Accumulation of SPIONMTO in Spheroids under Dynamic Flow Conditions

Figure 4 showed that MTO and SPIONMTO induced the same amount and phenotype of cell
death, if applied in 2D or 3D environment, respectively. Toxic doses used in 2D cell culture, however,
were not sufficient to completely inactivate cells in 3D, possibly caused by reduced drug uptake and
increased cellular resistance.



Nanomaterials 2020, 10, 1577 12 of 21
Nanomaterials 2020, 10, x FOR PEER REVIEW 11 of 20 

 

 
 

Figure 4. Comparison of efficacy of MTO and SPIONMTO in cells in monolayers or spheroids. HT-29 
cells were cultivated in monolayers (2.5 ⋅ 104 cells in 12-well plates) or spheroids (104 cells in agarose-
coated 96-well plates). After 24 h monolayer cells and after 96 h spheroids were treated with SPIONs, 
MTO or SPIONMTO (MTO content 0.5 µM each), H2O treated cells served as controls. For flow 
cytometry, single cell suspensions were prepared. Data were assessed after 96 h incubation with MTO. 
(A) Intracellular MTO accumulation in viable cells was analyzed by mean fluorescence index 
(arbitrary units, a.u.) of MTO in flow cytometry. (B) AnnexinA5-FITC/propidium iodide (Ax/PI) 
staining indicates viable (Ax-PI-, green), apoptotic (Ax+PI-, blue) and necrotic (PI+, red) cells. (A,B) 
Experiment was performed in two independent experiments in quadruplicates; shown are the mean 
values with standard deviations. (C) Brightfield microscopy of spheroids 4 days after treatment. Scale 
bars refer to 100 µm. (D) Sizes of spheroids were determined by ImageJ software. (C,D) The 
experiment was performed in three independent experiments with six to nine single spheroids per 
condition each. Shown are the mean values with standard deviations. Significances were calculated 
using Student`s t-test (* p ≤ 0.05, ** p ≤ 0.01; control versus treated samples, or monolayer versus 
spheroid; for 2B total cell counts were analysed). Abbreviations: Ax: Annexin A5; a.u. arbitrary units; 
FITC: fluorescein isothiocyanate; MTO: mitoxantrone; PI: propidium iodide; SPIONs: 
superparamagnetic iron oxide nanoparticles; SPIONMTO: mitoxantrone-loaded superparamagnetic 
iron oxide nanoparticles, MFI: mean fluorescence index: MFI. 

3.6. Magnetic Accumulation of SPIONMTO in Spheroids under Dynamic Flow Conditions 

Figure 4 showed that MTO and SPIONMTO induced the same amount and phenotype of cell 
death, if applied in 2D or 3D environment, respectively. Toxic doses used in 2D cell culture, however, 
were not sufficient to completely inactivate cells in 3D, possibly caused by reduced drug uptake and 
increased cellular resistance. 

Figure 4. Comparison of efficacy of MTO and SPIONMTO in cells in monolayers or spheroids.
HT-29 cells were cultivated in monolayers (2.5 · 104 cells in 12-well plates) or spheroids (104 cells in
agarose-coated 96-well plates). After 24 h monolayer cells and after 96 h spheroids were treated with
SPIONs, MTO or SPIONMTO (MTO content 0.5 µM each), H2O treated cells served as controls. For flow
cytometry, single cell suspensions were prepared. Data were assessed after 96 h incubation with MTO.
(A) Intracellular MTO accumulation in viable cells was analyzed by mean fluorescence index (arbitrary
units, a.u.) of MTO in flow cytometry. (B) AnnexinA5-FITC/propidium iodide (Ax/PI) staining indicates
viable (Ax−PI−, green), apoptotic (Ax+PI−, blue) and necrotic (PI+, red) cells. (A,B) Experiment
was performed in two independent experiments in quadruplicates; shown are the mean values with
standard deviations. (C) Brightfield microscopy of spheroids 4 days after treatment. Scale bars refer
to 100 µm. (D) Sizes of spheroids were determined by ImageJ software. (C,D) The experiment was
performed in three independent experiments with six to nine single spheroids per condition each.
Shown are the mean values with standard deviations. Significances were calculated using Student‘s
t-test (* p ≤ 0.05, ** p ≤ 0.01; control versus treated samples, or monolayer versus spheroid; for 2B total
cell counts were analysed). Abbreviations: Ax: Annexin A5; a.u. arbitrary units; FITC: fluorescein
isothiocyanate; MTO: mitoxantrone; PI: propidium iodide; SPIONs: superparamagnetic iron oxide
nanoparticles; SPIONMTO: mitoxantrone-loaded superparamagnetic iron oxide nanoparticles, MFI:
mean fluorescence index: MFI.
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To simulate magnetically guided tumor infiltration of SPIONs, we established a dynamic flow
model, containing artificial tumor beds with simplified afferent and efferent vessels. These tumor
beds were designed using agarose and Ibidi µ-slides (Figure 5A,B). An artificial circulation was run
by a peristaltic pump which transported the respective test compound (MTO, SPIONMTO, SPIONs or
H2O) through the flow slides. Each well was capable of holding four spheroids. To analyze magnetic
enrichment of MTO-loaded nanoparticles in a dynamic setting, each condition (SPIONs, SPIONMTO,
soluble MTO and H2O) was tested twice: without and under influence of a magnet. A flow rate of
0.5 mL/min was maintained over a period of 1 h. After that, a change in color was observable in every
well that was exposed to both SPIONs or SPIONMTO and magnetic influence, indicating accumulation
of nanoparticles (Figure 5B,C). The spheroids remained in the flow slides and were incubated for
further 4 h, subsequently extracted and put in 96-well plates for further 4 days. Cells were then
analyzed by microscopy or flow cytometry.

Four days after treatment, spheroids exposed to MTO-free SPIONs were similar in size, cell
count and cell death phenotype compared to medium control, regardless of magnetic influence. Cells
exposed to pure MTO (with/without magnet) as well as SPIONMTO (without magnet) did not show
reduction in spheroid size (Figure 5D). However, in fact, cell numbers were reduced in these conditions
to the same extent (Figure 5E). SPIONMTO treatment in the presence of a magnet reduced not only
spheroid size but also cell count compared to pure MTO or SPIONMTO without magnet (Figure 5D,E).

It is noteworthy that, in particular, the spheroids treated with SPIONMTO in the presence of a
magnetic field were slightly blue in color after exposure, due to the intense accumulation of MTO.
As depicted in Figure 5C, the magnetic field caused brown deposits of SPIONs in the surrounding
agarose gel matrix. For these analyses only the first of the two serial wells of every slide were used.

To analyze if magnetic accumulation can remove SPIONMTO from circulation, spheroids from two
consecutive wells on the same flow slide were analyzed (named with 1 or 2 in Figure 5B). Only the first
well was under the influence of a magnetic field. Comparing spheroids treated with SPIONMTO in
the absence of a magnetic field, all spheroids were similar in cell number and cell death phenotype.
With a magnetic field affecting the first well, spheroids were different in cell number: Tumors in the
first well contained only 9 · 103 cells (Figure 5B number 1), tumors in the downstream well contained
>1.25 · 104 (Figure 5B, number 2; Figure 5F). In comparison, tumors treated with only SPIONMTO

comprised approximately 1.2 · 104 cells in both wells and showed similar cell phenotypes. For the
wells treated with SPIONMTO under magnetic influence, we conclude that loaded nanoparticles were
accumulated in the first well (resulting in reduced cell numbers). Therefore, less substance was
available for the following spheroids (resulting in higher numbers).
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Figure 5. Magnetic accumulation of SPIONMTO in spheroids under dynamic flow conditions.
(A) Experimental setup. A peristaltic pump transported 3 mL of medium through the Ibidi µ-slides
at a constant flow rate of 0.5 mL/min. (B) HT-29 spheroids were added in holes pierced into the
agarose coating of the flow slides. Magnets were positioned under the first wells of a row in the slides.
(C) SPION deposits were visible around spheroids after magnetic accumulation. No change in color
was observed in wells treated without magnet. (D) Sizes of the spheroids on day 4 after treatment with
SPION, MTO or SPIONMTO +/−magnet. Mock treated cells served as controls. Sizes were normalized
to the spheroid sizes before treatment. (E) AnnexinA5-FITC/propidium iodide (Ax/PI) staining of
monocell suspensions prepared from spheroids on day 4 after treatment. (F) Comparison of cell
counts (Ax/PI staining) between first and second well in serial flow. Two separated circulation systems
(no magnet/with magnet) consisted of two wells in serial flow (1/2), each containing 4 spheroids
exposed to SPIONMTO. In the circulation system including a magnetic field, the magnet was positioned
under only the first well (“1” in group “with magnet”). Well 2 was without magnet. Experiment
was performed in two independent experiments each with four spheroids per condition. Shown are
the mean values with standard deviations. Significances were calculated for total cell counts using
Student‘s t-test (* p ≤ 0.05, ** p ≤ 0.01, control versus treated samples or with versus without magnet).
Abbreviations: Ax: Annexin A5; FITC: fluorescein isothiocyanate; MTO: mitoxantrone; PI: propidium
iodide; SPIONs: superparamagnetic iron oxide nanoparticles; SPIONMTO: mitoxantrone-loaded
superparamagnetic iron oxide nanoparticles.
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4. Discussion

Treatment with chemotherapeutic agents is often accompanied by severe side effects. Accumulating
cytotoxic drugs specifically in the tumor region might overcome this challenge. Dose predictions
for efficient therapy from artificial cell culture systems have frequently turned out to be misleading.
Here, we show that loading of a chemotherapeutic drug such as MTO onto SPIONs did not reduce
its efficacy. However, this enabled us to guide the drug via magnetic forces to the desired location.
Moreover, we again confirmed that dose predictions from 2D and 3D cell culture differ considerably by
comparing drug effects (free and nanoparticle-bound form) using monolayer and spheroid culture.
Using a peristaltic pumping system mimicking blood flow, we finally showed that SPIONs can be
magnetically accumulated, locally increasing the drug concentration and drug related effects.

Two-dimensional cell culture has traditionally been used as an easy to handle routine test system for
soluble drugs. Problematically, predictions for efficient therapeutic doses acquired from those systems
often failed in vivo. In such systems, cells adhering on a surface are rather flat and stretched, influencing
multiple processes such as proliferation, differentiation, and apoptosis [21]. Also, all cells are equally
exposed to nutrients, growth factors and also applied test substances. By contrast, cells grown in
3D culture systems such as spheroids have been reported to resemble their in vivo phenotypes more
closely and form a network of extracellular matrix, which might hinder the access of the drugs
to be tested [31,32]. Due to differences in supply with oxygen and nutrients, the outer layers of
spheroids are composed of highly proliferating cells whereas cells in the core are in quiescence or
hypoxia [33]. In this study we employed HT-29 cells grown in traditional monolayer and spheroid
cell culture to serve as model systems for uniformly quickly proliferating cells and those dividing in
different velocities and possibly being resistant (Figure 1). Comparing different cell lines in previous
experiments, HT-29 spheroids revealed to be the most suitable for our experiments due to their stability
and reproducibility [23,24]. In contrast, spheroids of other cell lines were not sufficiently consistent in
size or too fragile for exposure to circulation. We confirmed findings by Luca et al. [34] that HT-29
cells show different proliferation rates when cultured in 2D or 3D, respectively (Figure 1D). With
prolonged incubation time, cells within our spheroids not only altered their cell cycle and went into
quiescence (Figure 1F) but even cell death was induced (Figure 1E), possibly caused by lack of oxygen
and nutrients. Depending on the cell culture system, we found different sensibilities towards MTO with
spheroids being considerably more resistant against the toxic drug than monolayer cells (Figure 3F).
Both limited drug penetration to the spheroid core (Figure 3C) and resistance of cells in hypoxic areas
might explain this effect [31,35]. There is evidence that the tumor microenvironment promotes drug
resistance [22,36]. Additionally, in some cancer types, upregulated expression of fibrous proteins such
as collagen and fibronectin-1 was reported, indicating stroma proteins could serve as a barrier against
drug diffusion [37–39]. As proven in the 2D cell culture (Figure 2), with dense cells being more resistant
against MTO, cell density played a role regarding MTO efficacy. The impact of proliferation behavior
on drug efficacy was also confirmed by studies in the past. Non-proliferating human cells showed
massively reduced sensitivity for the majority of chemotherapeutics [40]. Our findings about cell
density in relation to required drug concentrations (Figure 2) are supported by preceding research, as
it was discussed as a major determinant contributing to reduced cytotoxic activity of certain drugs, at
least for in vitro settings: This observation of reduced drug efficacy caused by increasing cell density is
referred to as the inoculum effect, which is strongly pronounced with MTO [41,42].

To raise accumulation of the toxic drug in the desired area and to reduce toxic side effects,
we loaded MTO onto SPIONs as magnetically guidable transporter system, which did not impair its
intracellular accumulation (Figure 4A) and potency in inducing cell death (Figure 4B–D). However, the
penetration of nanoparticles is discussed in terms of being dependent on size and surface functionalities,
as studies in the past showed that smaller unmodified particles are more likely to penetrate deep
into spheroids [43]. Goodman et al. confirmed that particle size plays an important role, while they
tend to accumulate on the spheroid surface in general. In their experiments, this limitation can be
decreased to a certain degree by treatment with collagenase [44]. Also, the impact of aggregation of
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SPIONs on cellular uptake needs to be elaborated in the future, as our SPIONs are aggregates that
consist of multiple individual nanoparticles. Existing data, however, are inconsistent in this matter.
Cellular uptake of nanoparticle aggregates seems to depend on the cell type and particular endocytosis
mechanisms [45–47]. In their work, Chithrani et. al. also support the idea that different cell types
require different nanoparticle properties for optimal cellular uptake [48]. Previously, we showed that
our SPIONMTO also tend to accumulate on the outer rim of spheroids before penetrating deeper into the
core, while soluble MTO penetrated faster. This was observed in terms of time dependence using life
cell microscopy [24]. Based on our findings and the findings of others, we speculate that the majority
of our particles (with MTO loading 56 nm in diameter) accumulate in the outer spheroid layers, at
least in the beginning. It must be investigated in the future, whether MTO is released from SPIONs or
remains particle-bound regarding spheroid penetration. Altogether, SPIONMTO reduced the growth of
spheroids with the same efficacy overall (Figure 4B–D) and induced the same cell death phenotype as
its soluble form. This has also been shown before by our group [23,24]. In contrast to these earlier
investigations, the current spheroids revealed to be larger, which we believe is due to more frequently
conducted medium changes. Also, a wide variation in size has been reported as a common weak point
observed in spheroidal cell culture [21].

The magnetic targeting of SPIONMTO was finally proven by a newly developed flow system with
spheroids placed in artificial tumor beds. Here, a peristaltic pump moved SPIONMTO containing
cell culture medium through Ibidi µ-slides, in which spheroids have been placed into agarose beds
(Figure 5A,B). In presence of magnetic fields, SPIONMTO were successfully accumulated in the wells,
more efficiently reducing cell proliferation compared with soluble MTO or untargeted SPIONMTO

(Figure 5D,E). This was in line with previous data on 2D cell culture, where we showed increased MTO
accumulation and decreased cell proliferation in the magnetic area [49]. Additionally, the exposed
spheroids on slides without influence of a magnetic field showed higher cell numbers than targeted
spheroids (Figure 5F), indicating that accumulation may also reduce systemic drug availability.

It needs to be mentioned that tumor blood vessels in vivo exhibit abnormalities that are not
represented in our dynamic flow model. These include irregular architecture, limited perfusion and
increased permeability [50,51]. Also, endothelial cell–cell junctions form large pores, wider than those in
normal endothelium [52]. These factors lead to a phenomenon of increased drug extravasation, referred
to as enhanced permeability and retention (EPR) effect [52,53] and result in passive accumulation of
macromolecular drugs, liposomes and nanoparticles [52]. The EPR effect therefore can support local
enrichment of drugs while performing MDT with SPIONs. However, the EPR effect is not expressed
to the same extent in every cancer type [54]. Individual requirements must be taken into account in
order to design nanoparticles with optimal efficacy [55]. It again underlines that every tumor entity
requires customized nanoparticles and that optimal physicochemical properties are crucial for adequate
interaction in biomedical applications [56,57]. Nonetheless, nanoparticles tend to change over time
and under different environmental conditions. This inconsistency is referred to as the chameleon effect
and also affects their biological activity [58].

With our approach we showed that we can increase drug accumulation in the tumor (reflected
by a spheroid). Increasing the local concentration of drugs using nanoparticles as carriers might be a
useful strategy to help overcoming chemoresistance [59,60]. Also, MTO is able to induce immunogenic
cell death [61]. However, this effect and the systemic immunosuppressive impact contradict each other.
Reducing systemic drug availability not only could help to make use of this benefit in the future but
also opens new possibilities to include other strategies, such as immunotherapy [62]. We and others
previously demonstrated magnetic drug accumulation in vitro and beneficial therapeutic outcomes
in vivo [15,63]. In their studies, Tietze et al. performed MDT on New Zealand white rabbits: There,
conventional systemic application of soluble MTO usually led to poor drug availability in malignant
tissue [16]. Less than 1% of MTO found in vivo after application was in the tumor, while most of it
accumulated in the liver and spleen (up to 50%). When using SPIONMTO and a magnetic field instead,
up to 57% of found SPIONMTO was in the tumor while MTO levels in the kidney and liver decreased to
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approximately 15%. Besides this, other groups performed MDT on mice and also found considerable
increases of the carrier particles and/or the drug in the respective target areas [63,64]. On top of passive
accumulation, tumor eradication could be improved by active targeting. In the past, nanoparticles
have been designed with pH-responsive activity, making use of the altered pH-environment within
cells with enhanced metabolism, especially cancer cells [65,66]. Since many tumors have also shown
altered enzyme expression, similar effects can be achieved by nanoparticles that are enzyme-triggered
and activated specifically at the tumor site [67,68]. Additionally, certain peptides can be used as
coatings to bind directly to cancer cells [69,70]. Provided that tumors develop respective receptors,
active targeting can also be achieved by using certain ligands [71,72]. As many strategies are capable
of sparing non-malignant tissue, combining them with magnetic accumulation may be a step towards
selective killing of cancer cells. This holds out the prospect of improving curative potential, while
decreasing drug exposure of crucial organs.

In summary, our work shows that nanoparticles as drug transporters can raise local
chemotherapeutic dose with increased induction of cell death. This applies for two-dimensional cell
culture and spheroidal cell culture. Furthermore, we developed a dynamic flow system with embedded
tumor spheroids to prove SPIONMTO accumulation and efficacy. In the future, this could help to bridge
the gap between in vitro and in vivo conditions. We also think that this model system can support
research on magnetically targeted nanoparticles.

Author Contributions: Conceptualization, K.N. and C.J.; methodology, B.N. and K.N.; validation, K.N.; M.M.;
H.U. and B.N.; investigation, M.M.; H.U.; R.P.F.; K.N. and B.N.; resources, M.M. and H.U.; data curation, K.N.;
B.N.; writing—original draft preparation, K.N.; writing—review and editing, M.M.; H.U.; R.P.F.; C.A. and C.J.;
visualization, K.N.; R.P.F. and C.J.; supervision, C.J. and C.A.; project administration, C.J.; C.A.; funding acquisition,
C.A. The present work was performed in fulfilment of the requirements for obtaining the degree “Dr. med.”
(Khanh Nguyen) at the Friedrich-Alexander-Universität (FAU), Erlangen-Nürnberg, Germany. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was funded by the Emerging Fields Initiative BIG-THERA of the
Friedrich-Alexander-Universität Erlangen-Nürnberg (FAU), Erlangen, Germany, the Forschungsstiftung Medizin
am Universitätsklinikum Erlangen, Erlangen, Germany, the Margarete Ammon Foundation, Munich, Germany
and the Manfred-Roth-Stiftung, Fürth, Germany. The authors also acknowledge the support by Deutsche
Forschungsgemeinschaft and FAU within the funding program Open Access Publishing.

Acknowledgments: We acknowledge Eveline Schreiber and Julia Band for their excellent technical support.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Huang, C.Y.; Ju, D.T.; Chang, C.F.; Muralidhar Reddy, P.; Velmurugan, B.K. A review on the effects of current
chemotherapy drugs and natural agents in treating non-small cell lung cancer. Biomedicine (Taipei) 2017, 7, 23.
[CrossRef] [PubMed]

2. Luo, Y.; Leverson, J.D. New opportunities in chemosensitization and radiosensitization: Modulating the
DNA-damage response. Expert Rev. Anticancer Ther. 2005, 5, 333–342. [CrossRef] [PubMed]

3. Shapiro, C.L.; Recht, A. Side effects of adjuvant treatment of breast cancer. N. Engl. J. Med. 2001, 344,
1997–2008. [CrossRef] [PubMed]

4. Rubio-Gonzalez, B.; Juhasz, M.; Fortman, J.; Mesinkovska, N.A. Pathogenesis and treatment options for
chemotherapy-induced alopecia: A systematic review. Int. J. Dermatol. 2018, 57, 1417–1424. [CrossRef]

5. Le Tourneau, C.; Lee, J.J.; Siu, L.L. Dose escalation methods in phase I cancer clinical trials. J. Natl. Cancer Inst.
2009, 101, 708–720. [CrossRef]

6. Wang, Y.; Probin, V.; Zhou, D. Cancer therapy-induced residual bone marrow injury-Mechanisms of induction
and implication for therapy. Curr. Cancer Ther. Rev. 2006, 2, 271–279. [CrossRef]

7. Frei, E., 3rd; Canellos, G.P. Dose: A critical factor in cancer chemotherapy. Am. J. Med. 1980, 69, 585–594.
[CrossRef]

8. Hryniuk, W.; Bush, H. The importance of dose intensity in chemotherapy of metastatic breast cancer.
J. Clin. Oncol. 1984, 2, 1281–1288. [CrossRef]

http://dx.doi.org/10.1051/bmdcn/2017070423
http://www.ncbi.nlm.nih.gov/pubmed/29130448
http://dx.doi.org/10.1586/14737140.5.2.333
http://www.ncbi.nlm.nih.gov/pubmed/15877529
http://dx.doi.org/10.1056/NEJM200106283442607
http://www.ncbi.nlm.nih.gov/pubmed/11430330
http://dx.doi.org/10.1111/ijd.13906
http://dx.doi.org/10.1093/jnci/djp079
http://dx.doi.org/10.2174/157339406777934717
http://dx.doi.org/10.1016/0002-9343(80)90472-6
http://dx.doi.org/10.1200/JCO.1984.2.11.1281


Nanomaterials 2020, 10, 1577 18 of 21

9. Wu, A.; Loutherback, K.; Lambert, G.; Estevez-Salmeron, L.; Tlsty, T.D.; Austin, R.H.; Sturm, J.C. Cell motility
and drug gradients in the emergence of resistance to chemotherapy. Proc. Natl. Acad. Sci. USA 2013, 110,
16103–16108. [CrossRef]

10. Karagiannis, G.S.; Pastoriza, J.M.; Wang, Y.; Harney, A.S.; Entenberg, D.; Pignatelli, J.; Sharma, V.P.; Xue, E.A.;
Cheng, E.; D’Alfonso, T.; et al. Neoadjuvant chemotherapy induces breast cancer metastasis through a
TMEM-mediated mechanism. Sci. Transl. Med. 2017, 9. [CrossRef]

11. Singh, D.; McMillan, J.M.; Kabanov, A.V.; Sokolsky-Papkov, M.; Gendelman, H.E. Bench-to-bedside translation
of magnetic nanoparticles. Nanomedicine (Lond.) 2014, 9, 501–516. [CrossRef] [PubMed]

12. Tigli Aydin, R.S. Drug targeting systems for cancer therapy: Nanotechnological approach.
Mini-Rev. Med. Chem. 2015, 14, 1048–1054. [CrossRef] [PubMed]

13. Schleich, N.; Po, C.; Jacobs, D.; Ucakar, B.; Gallez, B.; Danhier, F.; Preat, V. Comparison of active, passive and
magnetic targeting to tumors of multifunctional paclitaxel/SPIO-loaded nanoparticles for tumor imaging
and therapy. J. Control. Release 2014, 194, 82–91. [CrossRef] [PubMed]

14. Wilczewska, A.Z.; Niemirowicz, K.; Markiewicz, K.H.; Car, H. Nanoparticles as drug delivery systems.
Pharmacol. Rep. 2012, 64, 1020–1037. [CrossRef]

15. Tietze, R.; Zaloga, J.; Unterweger, H.; Lyer, S.; Friedrich, R.P.; Janko, C.; Pottler, M.; Durr, S.; Alexiou, C.
Magnetic nanoparticle-based drug delivery for cancer therapy. Biochem. Biophys. Res. Commun.
2015, 468, 463–470. [CrossRef]

16. Tietze, R.; Lyer, S.; Durr, S.; Struffert, T.; Engelhorn, T.; Schwarz, M.; Eckert, E.; Goen, T.; Vasylyev, S.;
Peukert, W.; et al. Efficient drug-delivery using magnetic nanoparticles–biodistribution and therapeutic
effects in tumour bearing rabbits. Nanomedicine 2013, 9, 961–971. [CrossRef]

17. Janko, C.; Durr, S.; Munoz, L.E.; Lyer, S.; Chaurio, R.; Tietze, R.; Lohneysen, S.; Schorn, C.; Herrmann, M.;
Alexiou, C. Magnetic drug targeting reduces the chemotherapeutic burden on circulating leukocytes.
Int. J. Mol. Sci. 2013, 14, 7341–7355. [CrossRef]

18. Imamura, Y.; Mukohara, T.; Shimono, Y.; Funakoshi, Y.; Chayahara, N.; Toyoda, M.; Kiyota, N.; Takao, S.;
Kono, S.; Nakatsura, T.; et al. Comparison of 2D- and 3D-culture models as drug-testing platforms in breast
cancer. Oncol. Rep. 2015, 33, 1837–1843. [CrossRef]

19. Szade, K.; Zukowska, M.; Szade, A.; Collet, G.; Kloska, D.; Kieda, C.; Jozkowicz, A.; Dulak, J. Spheroid-plug
model as a tool to study tumor development, angiogenesis, and heterogeneity in vivo. Tumour Biol.
2016, 37, 2481–2496. [CrossRef]

20. Vinci, M.; Gowan, S.; Boxall, F.; Patterson, L.; Zimmermann, M.; Court, W.; Lomas, C.; Mendiola, M.;
Hardisson, D.; Eccles, S.A. Advances in establishment and analysis of three-dimensional tumor
spheroid-based functional assays for target validation and drug evaluation. BMC Biol. 2012, 10, 29.
[CrossRef]

21. Edmondson, R.; Broglie, J.J.; Adcock, A.F.; Yang, L. Three-dimensional cell culture systems and their
applications in drug discovery and cell-based biosensors. Assay Drug Dev. Technol. 2014, 12, 207–218.
[CrossRef] [PubMed]

22. Soysal, S.D.; Tzankov, A.; Muenst, S.E. Role of the Tumor Microenvironment in Breast Cancer. Pathobiology
2015, 82, 142–152. [CrossRef] [PubMed]

23. Hornung, A.; Poettler, M.; Friedrich, R.P.; Weigel, B.; Duerr, S.; Zaloga, J.; Cicha, I.; Alexiou, C.; Janko, C.
Toxicity of Mitoxantrone-loaded Superparamagnetic Iron Oxide Nanoparticles in a HT-29 Tumour Spheroid
Model. Anticancer Res. 2016, 36, 3093–3101. [PubMed]

24. Hornung, A.; Poettler, M.; Friedrich, R.P.; Zaloga, J.; Unterweger, H.; Lyer, S.; Nowak, J.; Odenbach, S.;
Alexiou, C.; Janko, C. Treatment Efficiency of Free and Nanoparticle-Loaded Mitoxantrone for Magnetic
Drug Targeting in Multicellular Tumor Spheroids. Molecules 2015, 20, 18016–18030. [CrossRef] [PubMed]

25. Zaloga, J.; Feoktystov, A.; Garamus, V.M.; Karawacka, W.; Ioffe, A.; Bruckel, T.; Tietze, R.; Alexiou, C.;
Lyer, S. Studies on the adsorption and desorption of mitoxantrone to lauric acid/albumin coated iron oxide
nanoparticles. Colloids Surf. B Biointerfaces 2018, 161, 18–26. [CrossRef] [PubMed]

26. Zaloga, J.; Janko, C.; Agarwal, R.; Nowak, J.; Muller, R.; Boccaccini, A.R.; Lee, G.; Odenbach, S.; Lyer, S.;
Alexiou, C. Different storage conditions influence biocompatibility and physicochemical properties of iron
oxide nanoparticles. Int. J. Mol. Sci. 2015, 16, 9368–9384. [CrossRef]

http://dx.doi.org/10.1073/pnas.1314385110
http://dx.doi.org/10.1126/scitranslmed.aan0026
http://dx.doi.org/10.2217/nnm.14.5
http://www.ncbi.nlm.nih.gov/pubmed/24910878
http://dx.doi.org/10.2174/1389557514666140820115052
http://www.ncbi.nlm.nih.gov/pubmed/25138089
http://dx.doi.org/10.1016/j.jconrel.2014.07.059
http://www.ncbi.nlm.nih.gov/pubmed/25178270
http://dx.doi.org/10.1016/S1734-1140(12)70901-5
http://dx.doi.org/10.1016/j.bbrc.2015.08.022
http://dx.doi.org/10.1016/j.nano.2013.05.001
http://dx.doi.org/10.3390/ijms14047341
http://dx.doi.org/10.3892/or.2015.3767
http://dx.doi.org/10.1007/s13277-015-4065-z
http://dx.doi.org/10.1186/1741-7007-10-29
http://dx.doi.org/10.1089/adt.2014.573
http://www.ncbi.nlm.nih.gov/pubmed/24831787
http://dx.doi.org/10.1159/000430499
http://www.ncbi.nlm.nih.gov/pubmed/26330355
http://www.ncbi.nlm.nih.gov/pubmed/27272833
http://dx.doi.org/10.3390/molecules201018016
http://www.ncbi.nlm.nih.gov/pubmed/26437393
http://dx.doi.org/10.1016/j.colsurfb.2017.09.057
http://www.ncbi.nlm.nih.gov/pubmed/29035747
http://dx.doi.org/10.3390/ijms16059368


Nanomaterials 2020, 10, 1577 19 of 21

27. Zaloga, J.; Janko, C.; Nowak, J.; Matuszak, J.; Knaup, S.; Eberbeck, D.; Tietze, R.; Unterweger, H.; Friedrich, R.P.;
Duerr, S.; et al. Development of a lauric acid/albumin hybrid iron oxide nanoparticle system with improved
biocompatibility. Int. J. Nanomed. 2014, 9, 4847–4866. [CrossRef]

28. Zaloga, J.; Pottler, M.; Leitinger, G.; Friedrich, R.P.; Almer, G.; Lyer, S.; Baum, E.; Tietze, R.; Heimke-Brinck, R.;
Mangge, H.; et al. Pharmaceutical formulation of HSA hybrid coated iron oxide nanoparticles for magnetic
drug targeting. Eur. J. Pharm. Biopharm. 2016, 101, 152–162. [CrossRef]

29. Riccardi, C.; Nicoletti, I. Analysis of apoptosis by propidium iodide staining and flow cytometry. Nat. Protoc.
2006, 1, 1458–1461. [CrossRef]

30. Colombo, M.; Carregal-Romero, S.; Casula, M.F.; Gutierrez, L.; Morales, M.P.; Bohm, I.B.; Heverhagen, J.T.;
Prosperi, D.; Parak, W.J. Biological applications of magnetic nanoparticles. Chem. Soc. Rev.
2012, 41, 4306–4334. [CrossRef]

31. Langhans, S.A. Three-Dimensional in Vitro Cell Culture Models in Drug Discovery and Drug Repositioning.
Front. Pharmacol. 2018, 9, 6. [CrossRef] [PubMed]

32. Sebens, S.; Schafer, H. The tumor stroma as mediator of drug resistance–a potential target to improve cancer
therapy? Curr. Pharm. Biotechnol. 2012, 13, 2259–2272. [CrossRef] [PubMed]

33. Khaitan, D.; Chandna, S.; Arya, M.B.; Dwarakanath, B.S. Establishment and characterization of multicellular
spheroids from a human glioma cell line; Implications for tumor therapy. J. Transl. Med. 2006, 4, 12.
[CrossRef]

34. Luca, A.C.; Mersch, S.; Deenen, R.; Schmidt, S.; Messner, I.; Schafer, K.L.; Baldus, S.E.; Huckenbeck, W.;
Piekorz, R.P.; Knoefel, W.T.; et al. Impact of the 3D microenvironment on phenotype, gene expression,
and EGFR inhibition of colorectal cancer cell lines. PLoS ONE 2013, 8, e59689. [CrossRef]

35. Muz, B.; de la Puente, P.; Azab, F.; Azab, A.K. The role of hypoxia in cancer progression, angiogenesis,
metastasis, and resistance to therapy. Hypoxia (Auckl) 2015, 3, 83–92. [CrossRef] [PubMed]

36. Longati, P.; Jia, X.; Eimer, J.; Wagman, A.; Witt, M.R.; Rehnmark, S.; Verbeke, C.; Toftgard, R.; Lohr, M.;
Heuchel, R.L. 3D pancreatic carcinoma spheroids induce a matrix-rich, chemoresistant phenotype offering
a better model for drug testing. BMC Cancer 2013, 13, 95. [CrossRef] [PubMed]

37. Dangi-Garimella, S.; Krantz, S.B.; Barron, M.R.; Shields, M.A.; Heiferman, M.J.; Grippo, P.J.; Bentrem, D.J.;
Munshi, H.G. Three-dimensional collagen I promotes gemcitabine resistance in pancreatic cancer through
MT1-MMP-mediated expression of HMGA2. Cancer Res. 2011, 71, 1019–1028. [CrossRef]

38. Robinson, E.E.; Foty, R.A.; Corbett, S.A. Fibronectin matrix assembly regulates alpha5beta1-mediated cell
cohesion. Mol. Biol. Cell 2004, 15, 973–981. [CrossRef]

39. Robinson, E.E.; Zazzali, K.M.; Corbett, S.A.; Foty, R.A. Alpha5beta1 integrin mediates strong tissue cohesion.
J. Cell Sci. 2003, 116 Pt 2, 377–386. [CrossRef]

40. Drewinko, B.; Patchen, M.; Yang, L.Y.; Barlogie, B. Differential killing efficacy of twenty antitumor drugs on
proliferating and nonproliferating human tumor cells. Cancer Res. 1981, 41, 2328–2333.

41. Kobayashi, H.; Takemura, Y.; Ohnuma, T. Relationship between tumor cell density and drug
concentration and the cytotoxic effects of doxorubicin or vincristine: Mechanism of inoculum effects.
Cancer Chemother. Pharmacol. 1992, 31, 6–10. [CrossRef] [PubMed]

42. Ohnuma, T.; Arkin, H.; Holland, J.F. Effects of cell density on drug-induced cell kill kinetics in vitro
(inoculum effect). Br. J. Cancer 1986, 54, 415–421. [CrossRef] [PubMed]

43. Tchoryk, A.; Taresco, V.; Argent, R.H.; Ashford, M.; Gellert, P.R.; Stolnik, S.; Grabowska, A.; Garnett, M.C.
Penetration and Uptake of Nanoparticles in 3D Tumor Spheroids. Bioconjug. Chem. 2019, 30, 1371–1384.
[CrossRef] [PubMed]

44. Goodman, T.T.; Olive, P.L.; Pun, S.H. Increased nanoparticle penetration in collagenase-treated multicellular
spheroids. Int. J. Nanomed. 2007, 2, 265–274.

45. Albanese, A.; Chan, W.C. Effect of gold nanoparticle aggregation on cell uptake and toxicity. ACS Nano
2011, 5, 5478–5489. [CrossRef]

46. Durantie, E.; Vanhecke, D.; Rodriguez-Lorenzo, L.; Delhaes, F.; Balog, S.; Septiadi, D.; Bourquin, J.;
Petri-Fink, A.; Rothen-Rutishauser, B. Biodistribution of single and aggregated gold nanoparticles exposed to
the human lung epithelial tissue barrier at the air-liquid interface. Part. Fibre Toxicol. 2017, 14, 49. [CrossRef]

47. Foroozandeh, P.; Aziz, A.A. Insight into Cellular Uptake and Intracellular Trafficking of Nanoparticles.
Nanoscale Res. Lett. 2018, 13, 339. [CrossRef]

http://dx.doi.org/10.2147/IJN.S68539
http://dx.doi.org/10.1016/j.ejpb.2016.01.017
http://dx.doi.org/10.1038/nprot.2006.238
http://dx.doi.org/10.1039/c2cs15337h
http://dx.doi.org/10.3389/fphar.2018.00006
http://www.ncbi.nlm.nih.gov/pubmed/29410625
http://dx.doi.org/10.2174/138920112802501999
http://www.ncbi.nlm.nih.gov/pubmed/21605068
http://dx.doi.org/10.1186/1479-5876-4-12
http://dx.doi.org/10.1371/journal.pone.0059689
http://dx.doi.org/10.2147/HP.S93413
http://www.ncbi.nlm.nih.gov/pubmed/27774485
http://dx.doi.org/10.1186/1471-2407-13-95
http://www.ncbi.nlm.nih.gov/pubmed/23446043
http://dx.doi.org/10.1158/0008-5472.CAN-10-1855
http://dx.doi.org/10.1091/mbc.e03-07-0528
http://dx.doi.org/10.1242/jcs.00231
http://dx.doi.org/10.1007/BF00695987
http://www.ncbi.nlm.nih.gov/pubmed/1458560
http://dx.doi.org/10.1038/bjc.1986.192
http://www.ncbi.nlm.nih.gov/pubmed/2428392
http://dx.doi.org/10.1021/acs.bioconjchem.9b00136
http://www.ncbi.nlm.nih.gov/pubmed/30946570
http://dx.doi.org/10.1021/nn2007496
http://dx.doi.org/10.1186/s12989-017-0231-3
http://dx.doi.org/10.1186/s11671-018-2728-6


Nanomaterials 2020, 10, 1577 20 of 21

48. Chithrani, B.D.; Chan, W.C. Elucidating the mechanism of cellular uptake and removal of protein-coated
gold nanoparticles of different sizes and shapes. Nano Lett. 2007, 7, 1542–1550. [CrossRef]

49. Alev, M.; Egenberger, L.; Muhleisen, L.; Weigel, B.; Frey, B.; Friedrich, R.P.; Pottler, M.; Alexiou, C.; Janko, C.
Targeting of drug-loaded nanoparticles to tumor sites increases cell death and release of danger signals.
J. Control. Release 2018, 285, 67–80. [CrossRef]

50. Maione, F.; Giraudo, E. Tumor angiogenesis: Methods to analyze tumor vasculature and vessel normalization
in mouse models of cancer. Methods Mol. Biol. 2015, 1267, 349–365.

51. Wong, A.D.; Ye, M.; Ulmschneider, M.B.; Searson, P.C. Quantitative Analysis of the Enhanced Permeation
and Retention (EPR) Effect. PLoS ONE 2015, 10, e0123461. [CrossRef] [PubMed]

52. Maeda, H. The link between infection and cancer: Tumor vasculature, free radicals, and drug delivery to
tumors via the EPR effect. Cancer Sci. 2013, 104, 779–789. [CrossRef] [PubMed]

53. Theek, B.; Gremse, F.; Kunjachan, S.; Fokong, S.; Pola, R.; Pechar, M.; Deckers, R.; Storm, G.; Ehling, J.;
Kiessling, F.; et al. Characterizing EPR-mediated passive drug targeting using contrast-enhanced functional
ultrasound imaging. J. Control. Release 2014, 182, 83–89. [CrossRef] [PubMed]

54. Prabhakar, U.; Maeda, H.; Jain, R.K.; Sevick-Muraca, E.M.; Zamboni, W.; Farokhzad, O.C.; Barry, S.T.;
Gabizon, A.; Grodzinski, P.; Blakey, D.C. Challenges and key considerations of the enhanced permeability
and retention effect for nanomedicine drug delivery in oncology. Cancer Res. 2013, 73, 2412–2417. [CrossRef]
[PubMed]

55. Clark, A.J.; Wiley, D.T.; Zuckerman, J.E.; Webster, P.; Chao, J.; Lin, J.; Yen, Y.; Davis, M.E. CRLX101
nanoparticles localize in human tumors and not in adjacent, nonneoplastic tissue after intravenous dosing.
Proc. Natl. Acad. Sci. USA 2016, 113, 3850–3854. [CrossRef]

56. Ramos, A.P.; Cruz, M.A.E.; Tovani, C.B.; Ciancaglini, P. Biomedical applications of nanotechnology.
Biophys. Rev. 2017, 9, 79–89. [CrossRef]

57. Soares, S.; Sousa, J.; Pais, A.; Vitorino, C. Nanomedicine: Principles, Properties, and Regulatory Issues.
Front. Chem. 2018, 6, 360. [CrossRef]

58. Baer, D.R. The Chameleon Effect: Characterization Challenges Due to the Variability of Nanoparticles and
Their Surfaces. Front. Chem. 2018, 6, 145. [CrossRef]

59. Liu, Y.; Huang, L.; Liu, F. Paclitaxel nanocrystals for overcoming multidrug resistance in cancer. Mol. Pharm.
2010, 7, 863–869. [CrossRef]

60. Moon, J.H.; Moxley, J.W., Jr.; Zhang, P.; Cui, H. Nanoparticle approaches to combating drug
resistance. Future Med. Chem. 2015, 7, 1503–1510. [CrossRef]

61. Zhou, J.; Wang, G.; Chen, Y.; Wang, H.; Hua, Y.; Cai, Z. Immunogenic cell death in cancer therapy: Present
and emerging inducers. J. Cell Mol. Med. 2019, 23, 4854–4865. [CrossRef] [PubMed]

62. Duan, X.; Chan, C.; Lin, W. Nanoparticle-Mediated Immunogenic Cell Death Enables and Potentiates Cancer
Immunotherapy. Angew. Chem. Int. Ed. Engl. 2019, 58, 670–680. [CrossRef] [PubMed]

63. Al-Jamal, K.T.; Bai, J.; Wang, J.T.; Protti, A.; Southern, P.; Bogart, L.; Heidari, H.; Li, X.; Cakebread, A.; Asker, D.;
et al. Magnetic Drug Targeting: Preclinical in Vivo Studies, Mathematical Modeling, and Extrapolation to
Humans. Nano Lett. 2016, 16, 5652–5660. [CrossRef]

64. Mojica Pisciotti, M.L.; Lima, E., Jr.; Vasquez Mansilla, M.; Tognoli, V.E.; Troiani, H.E.; Pasa, A.A.;
Creczynski-Pasa, T.B.; Silva, A.H.; Gurman, P.; Colombo, L.; et al. In vitro and in vivo experiments
with iron oxide nanoparticles functionalized with DEXTRAN or polyethylene glycol for medical applications:
Magnetic targeting. J. Biomed. Mater. Res. B Appl. Biomater. 2014, 102, 860–868. [CrossRef]

65. Glunde, K.; Guggino, S.E.; Solaiyappan, M.; Pathak, A.P.; Ichikawa, Y.; Bhujwalla, Z.M. Extracellular
acidification alters lysosomal trafficking in human breast cancer cells. Neoplasia 2003, 5, 533–545. [CrossRef]

66. White, B.D.; Duan, C.; Townley, H.E. Nanoparticle Activation Methods in Cancer Treatment. Biomolecules
2019, 9, 202. [CrossRef] [PubMed]

67. Li, X.; Kim, J.; Yoon, J.; Chen, X. Cancer-Associated, Stimuli-Driven, Turn on Theranostics for Multimodality
Imaging and Therapy. Adv. Mater. 2017, 29, 1606857. [CrossRef] [PubMed]

68. Shin, W.S.; Han, J.; Verwilst, P.; Kumar, R.; Kim, J.H.; Kim, J.S. Cancer Targeted Enzymatic Theranostic
Prodrug: Precise Diagnosis and Chemotherapy. Bioconjug. Chem. 2016, 27, 1419–1426. [CrossRef]

69. Chang, D.K.; Chiu, C.Y.; Kuo, S.Y.; Lin, W.C.; Lo, A.; Wang, Y.P.; Li, P.C.; Wu, H.C. Antiangiogenic targeting
liposomes increase therapeutic efficacy for solid tumors. J. Biol. Chem. 2009, 284, 12905–12916. [CrossRef]

http://dx.doi.org/10.1021/nl070363y
http://dx.doi.org/10.1016/j.jconrel.2018.07.007
http://dx.doi.org/10.1371/journal.pone.0123461
http://www.ncbi.nlm.nih.gov/pubmed/25938565
http://dx.doi.org/10.1111/cas.12152
http://www.ncbi.nlm.nih.gov/pubmed/23495730
http://dx.doi.org/10.1016/j.jconrel.2014.03.007
http://www.ncbi.nlm.nih.gov/pubmed/24631862
http://dx.doi.org/10.1158/0008-5472.CAN-12-4561
http://www.ncbi.nlm.nih.gov/pubmed/23423979
http://dx.doi.org/10.1073/pnas.1603018113
http://dx.doi.org/10.1007/s12551-016-0246-2
http://dx.doi.org/10.3389/fchem.2018.00360
http://dx.doi.org/10.3389/fchem.2018.00145
http://dx.doi.org/10.1021/mp100012s
http://dx.doi.org/10.4155/fmc.15.82
http://dx.doi.org/10.1111/jcmm.14356
http://www.ncbi.nlm.nih.gov/pubmed/31210425
http://dx.doi.org/10.1002/anie.201804882
http://www.ncbi.nlm.nih.gov/pubmed/30016571
http://dx.doi.org/10.1021/acs.nanolett.6b02261
http://dx.doi.org/10.1002/jbm.b.33068
http://dx.doi.org/10.1016/S1476-5586(03)80037-4
http://dx.doi.org/10.3390/biom9050202
http://www.ncbi.nlm.nih.gov/pubmed/31137744
http://dx.doi.org/10.1002/adma.201606857
http://www.ncbi.nlm.nih.gov/pubmed/28370546
http://dx.doi.org/10.1021/acs.bioconjchem.6b00184
http://dx.doi.org/10.1074/jbc.M900280200


Nanomaterials 2020, 10, 1577 21 of 21

70. Xie, F.; Ding, R.L.; He, W.F.; Liu, Z.J.; Fu, S.Z.; Wu, J.B.; Yang, L.L.; Lin, S.; Wen, Q.L. In vivo antitumor effect
of endostatin-loaded chitosan nanoparticles combined with paclitaxel on Lewis lung carcinoma. Drug Deliv.
2017, 24, 1410–1418. [CrossRef]

71. Paramonov, V.M.; Desai, D.; Kettiger, H.; Mamaeva, V.; Rosenholm, J.M.; Sahlgren, C.; Rivero-Muller, A.
Targeting Somatostatin Receptors By Functionalized Mesoporous Silica Nanoparticles—Are We Striking
Home? Nanotheranostics 2018, 2, 320–346. [CrossRef] [PubMed]

72. Yameen, B.; Choi, W.I.; Vilos, C.; Swami, A.; Shi, J.; Farokhzad, O.C. Insight into nanoparticle cellular uptake
and intracellular targeting. J. Control. Release 2014, 190, 485–499. [CrossRef] [PubMed]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1080/10717544.2017.1378938
http://dx.doi.org/10.7150/ntno.23826
http://www.ncbi.nlm.nih.gov/pubmed/30148051
http://dx.doi.org/10.1016/j.jconrel.2014.06.038
http://www.ncbi.nlm.nih.gov/pubmed/24984011
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Synthesis of Superparamagnetic Iron Oxide Nanoparticles (SPIONs) and Loading with Mitoxantrone  (MTO) 
	Cells and Culture Conditions 
	Cell Culture and Treatment with SPIONS, MTO or SPIONMTO 
	Harvesting of Monolayer Cells and Spheroids 
	Cell Proliferation 
	Flow Cytometry 
	Magnetic Accumulation of SPIONMTO in Dynamic Flow Model 

	Results 
	Physicochemical Characterization of SPIONMTO 
	Growth Kinetics of HT-29 Cells in 2D and 3D Cell Culture 
	Toxicity of Free MTO Is Dependent on Cell Density and Drug Concentration 
	Toxicity of Free MTO Is Higher in 2D Cell Culture Compared with 3D Cell Culture 
	Comparison of SPIONMTO Efficacy in 2D and 3D Cell Culture 
	Magnetic Accumulation of SPIONMTO in Spheroids under Dynamic Flow Conditions 

	Discussion 
	References

