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Mesenchymal stem cells (MSCs) have the capacity to differentiate towards bone, fat, and cartilage lineages. The most widely used
culture and differentiation protocols for MSCs are currently limited by their use of serum-containing media and small-scale static
culture vessels. Suspension bioreactors have multiple advantages over static culture vessels (e.g., scalability, control, and mechanical
forces). This study sought to compare the formation and culture of 3D aggregates of human synovial fluid MSCs within suspension
bioreactors and static microwell plates. It also sought to elucidate the benefits of these techniques in terms of productivity, cell
number, and ability to generate aggregates containing extracellular matrix deposition. MSCs in serum-free medium were either
(1) inoculated as single cells into suspension bioreactors, (2) aggregated using static microwell plates prior to being inoculated in
the bioreactor environment, or (3) aggregated using microwell plates and kept in the static environment. Preformed aggregates
that were size-controlled at inoculation had a greater tendency to form large, irregular super aggregates after a few days of
suspension culture. The single MSCs inoculated into suspension bioreactors formed a more uniform population of smaller
aggregates after a definite culture period of 8 days. Both techniques showed initial deposition of extracellular matrix within the
aggregates. When the relationship between aggregate size and ECM deposition was investigated in static culture, midsized
aggregates (100-300 cells/aggregate) were found to most consistently maximize sGAG and collagen productivity. Thus, this
study presents a 3D tissue culture method, which avoids the clinical drawbacks of serum-containing medium that can easily be
scaled for tissue culture applications.

1. Introduction

Mesenchymal stem cells (MSCs) have the capacity to self-
renew and differentiate towards multiple lineages including
bone, cartilage, fat, muscle, and tendon, if subjected to the
appropriate respective culture conditions [1, 2]. They can

also be isolated from various adult tissue sources including
bone marrow, adipose tissue, synovial membrane, synovial
fluid, and periosteum [2–6]. Furthermore, MSCs have unique
therapeutic characteristics, which include homing to tissue
injury sites, the ability to produce large quantities of trophic
factors, and exerting immunomodulatory effects [7]. Due to
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the therapeutic characteristics observed with these cells, they
are currently being evaluated in over 900 registered clinical
trials (https://ClinicalTrials.gov).

MSCs have traditionally been expanded in serum-
containing media. However, this is problematic because
serum is ill-defined, and there are often large variations
between batches of serum, creating inconsistencies in exper-
imental results and making standardization of bioprocesses
challenging [8]. Furthermore, animal-derived sera may con-
tain prion, viral, and zoonotic agents which can lead to
immune reactions [9]. To overcome these challenges to the
clinical translation of MSC-based technologies, defined
serum-free media have been developed for the culture of
MSCs. PPRF-msc6 is one such medium that has been shown
to be effective for the rapid and reproducible isolation and
expansion of humanMSC populations derived from the bone
marrow [9, 10].

MSCs have traditionally been cultured as a monolayer on
a two-dimensional (2D) surface in static tissue culture flasks.
However, expanding cell populations in this manner is
labour intensive and not conducive to reproducibly generat-
ing the large numbers of cells required for tissue-engineering
applications. Whereas attempts to expand MSCs as three-
dimenstional (3D) aggregates in static culture have been met
with very limited success [11], expansion of MSCs in 3D
aggregates in suspension culture has been reported to support
expansion similar to that observed in 2D culture [12, 13]. 2D
culture flasks have not traditionally been used to facilitate the
induction of MSCs into 3D forms, which may be superior to
2D culture systems because of enhanced MSC differen-
tiation, tissue development, and therapeutic benefits that
are thought to be mediated through cell-cell contact and
cell-extracellular matrix (ECM) interactions [12, 14, 15].

Due to ease of research and cost considerations, 3D-
engineered tissues are often produced within small-scale
vessels (i.e., centrifuge tubes and standard well plates) using
a variety of formation techniques (e.g., cell seeding on
biomaterials, pellet culture, micromass, and hanging drop
methods) [14, 16–19]. However, these aforementioned
culture methods are either manually intensive, not amenable
to scaled-up production, cost-prohibitive from a therapeutic
perspective, and/or cannot be subjected to mechanical stim-
ulation. More recently, a new method has been described in
which MSCs are seeded at very high density on 2D static well
plates and induced to secrete high levels of extracellular
matrix molecules [20–22]. After 3-21 days, the layer of cells
and ECM are released from the plate and proceed to sponta-
neously contract into a 3D tissue-like structure. This new
method of 3D tissue formation has proven to be reproducible
and to have good incorporation and integration into native
human cartilage defects [23]. This approach is amenable for
the production of variable sizes of tissue to fill cartilage
defects, as such scale-up is not an issue. However, mechanical
stimulation is not inherent to this formation technique.

The mechanical environment, including shear and
hydrostatic pressure, is an important consideration for a
variety of tissues. For example, in vivo, articular cartilage is
subjected to mechanical stimulation through the normal
loading cycles of the joint. Cells are able to sense mechanical

stimulation through mechanotransduction, which converts
mechanical stimuli into biochemical signals that elicit a
cellular response, such as changes in gene regulation and
ECM production [24]. Efficient approaches for tissue forma-
tion that incorporate mechanical stimulation may serve to
generate better cell constructs for cartilage repair.

Suspension bioreactors have been used to culture a
number of different stem cell types [25–27], including MSCs
[12, 13, 28–30], and are not subjected to the same scaling
limitations as conventional culture methods. Other benefits
include ease of handling, enhanced control and homogeneity
of the culture environment, and exposure to mechanical
forces such as fluid shear stress [31]. Flow within suspension
culture is known to demonstrate a Reynolds number in the
upper transition zone between laminar and turbulent [32].
The energy from the impeller also produces eddies that form
pockets of alternate mixing. Within the bioreactor, the aggre-
gates are not confined to one area. As a consequence, each
individual aggregate should see the same amount of volume
average shear, calculated to be 11.5 s-1 based on previously
published models [33].

Shear is a prominent mechanical stimulus within a
stirred suspension bioreactor, induced by the fluid flow
created by the impeller rotation. Mechanical shear on chon-
drocytes has been shown to enhance the quality of cartilagi-
nous tissue formed in vivo [34]. Due to the aforementioned
benefits, suspension bioreactors may prove to be the superior
method in culturing tissue-like structures with regenerative
properties from MSCs. Formation and culture of the MSC
aggregates in the suspension bioreactors can vary; they can
either be aggregated together within the bioreactors [13] or
be aggregated together in a static environment and then
inoculated into the bioreactors.

Microwell plates have emerged as a potential high-
throughput method for creating uniform populations of
MSC aggregates (spheroids) [14, 35–37]. Compared to other
3D formation techniques, the formation of aggregates using
this system is simple. A single cell suspension is distributed
over a surface containing thousands of microwells, and when
centrifuged, tens to thousands (depending on suspension
density) of cells are deposited into each microwell. Subse-
quent incubation allows the cells to adhere to one another
and form a spherical aggregate of controlled size and compo-
sition [38]. This study is aimed at culturing aggregates of
MSCs within the dynamic environment of stirred suspension
bioreactors using two methods: (1) single cell inoculation
into suspension bioreactors at a density high enough to
encourage spontaneous cell aggregation or (2) preformation
of aggregates within microwell plates, followed by inocula-
tion of these aggregates into suspension bioreactors for
culture. Aggregates formed and cultured within static micro-
well plates were also included in this study for comparison.
After culture, we sought to characterize the size, uniformity,
and subsequent chondrogenic quality of the MSC aggregates.
Priming cells to differentiate towards a chondrogenic lineage
prior to implantation may make them more effective candi-
dates for the repair of cartilage defects, as the local chemical
and mechanical signals in vivo could better promote the
formation of durable cartilage tissue [23].
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2. Methods and Materials

2.1. Human Synovial Fluid MSC Isolation and Expansion.
Nonosteoarthritic cadaveric human synovial fluid was
obtained through the tissue donation program at the Uni-
versity of Calgary (protocol #REB150005). Synovial fluid
(200μL) was added to 2.0mL of warmed PPRF-msc6
medium, a serum-free medium formulated for the growth
of MSCs [9, 39], and then dispensed into a 6-well plate
(VWR, Cat. No. 10861-554) coated with gelatin (0.1% solu-
tion) (Sigma-Aldrich, Cat. No. G6650). The plates were
placed in a humidified incubator at 37°C and 5% CO2. Upon
reaching sufficient confluency (70-90% total surface area
covered with cells), the adherent cells were released from
the plate by incubating the cells in TrypLE Express (Life
Technologies, Cat. No. 12605-028) in a humidified incubator
at 37°C for 3-4 minutes. After detachment, they were trans-
ferred to a sterile conical tube, pelleted by centrifugation,
resuspended in fresh PPRF-msc6 medium [10, 39], and
placed into gelatin-coated flasks at a seeding density of
5000 cells/cm2. Passage 2 cells were assessed for their expres-
sion of reported MSC cell surface markers (i.e., positive
expression of CD90, CD105, and CD73 and negative expres-
sion of CD14, CD34, and CD45) by flow cytometry [3]. To
reach the number of cells needed to inoculate the suspension
bioreactors and microwell plates, the cells were serially
passaged by the same method previously described. Passage
5 cells were used in all experiments. Previous studies have
shown that MSCs maintained their proliferative and mor-
phological characteristics over at least 10 passages in the
serum-free medium that was used in these experiments [39].

2.2. Microwell Plate Experiments. MSCs grown as adherent
monolayers on static culture plates were passaged then
aggregated together in static microwell plates (AggreWell
400, STEMCELL Technologies Inc., Vancouver). Microwell
plates were prepared as previously reported [35]. MSCs in
suspension after passaging were inoculated at the desired cell
density per microwell using 800μL of PPRF-msc6medium in
a 24-well microplate. Within the microwell plates, spheroids
that formed during overnight incubation at 37°C through cell
contraction, and that did not break apart during subsequent
gentle pipetting, constituted an aggregate. Aggregate forma-
tion was verified using an inverted light microscope.

2.3. Bioreactor Inoculation and Culture. Suspension bioreac-
tors (125mL) with paddle impellers (NDS Technologies, Cat.
No. 264501-125) were used for the suspension culture exper-
iments. The suspension bioreactors were siliconized to
prevent cell attachment by coating the vessel and impellor
with 10mL of Sigmacote (Sigma-Aldrich, Cat. No. SL-2),
then conducting serial washings of PBS and ddH2O prior to
sterilization using an autoclave. In accordance with our
previous work with MSCs in suspension culture [40, 41], a
working volume of 125mL was used in the bioreactors and
the cells were inoculated at 50,000 cell/mL in PPRF-msc6
medium. Single cells were inoculated into a suspension
bioreactor on culture day 0 after being harvested from cul-
ture flasks. Based on standard methods developed in our

laboratory [29], the suspension bioreactors were placed on
a magnetic stir plate set at 80 rpm inside a humidified 5%
CO2 incubator at 37

°C. A 50% medium change was carried
out every fourth day throughout the culture period by halting
impeller motion, allowing the aggregates to settle briefly and
carefully drawing off half of the spent medium.

The other test condition evaluated was the inoculation of
preformed aggregates (as compared to the single cell condi-
tion described above) into the suspension bioreactors. To
preform the aggregates, cells were inoculated into microwell
plates at a density of 500 cells/microwell. Aggregates that
formed overnight within the microwell plates were harvested
and inoculated into a suspension bioreactor on culture day 1.
As such, the start of the aggregation from single cells after
passage 5 either in the suspension bioreactors or the micro-
well plates was held constant and denoted as culture day 1.
The suspension bioreactors inoculated with the preformed
aggregates were cultured using our standard protocol as
described above.

To serve as a static control, aggregates were formed in
microwell plates and kept in the individual microwells over
the culture period. Due to the high density of cells within
the plates for this condition, a 50% medium change was con-
ducted on the plates daily. To perform the medium change,
spent medium was carefully drawn off in 100μL increments
from the side of the well plate and gently replaced with an
equal quantity of fresh medium in 100μL increments.

2.4. Aggregate Imaging, Sizing, and Cell Viability. To visualize
the aggregates and obtain measurements of their diameters,
1.0mL samples were taken every other day from each of
the replicate suspension bioreactors and transferred to a
24-well plate (VWR, Cat. No. 10861-558). Photomicro-
graphs were taken using a Leica DMIL 351 microscope
(Leica Microsystems GmbH, Wetzlar, Germany) equipped
with a QIMAGING digital camera (QIMAGING, Canada)
and OpenLab 5.5 Image Processing software (Improvision,
Waltham, MA). For the preformed aggregates kept in static
culture, a representative 10% of the aggregates from each
replicate microwell plate (approximately 120 aggregates)
were transferred to a 24-well plate for aggregate sizing. In
the single-cell bioreactor condition, aggregates of less than
40μm in diameter were not considered in the calculations,
as they were generally single cells or doublets that were too
small to accurately measure (Supplementary Figure S1a).
Aggregates formed using this method were found to
remain intact.

2.5. Macromolecule Quantification. Once the cells were
formed into aggregates, they progressively produced ECM
throughout the culture period and were then deemed
tissue-like aggregates (aggregates of MSCs that upregulate
production of ECM). Quantification of sGAG and DNA
was conducted on samples of tissue-like aggregates harvested
from the bioreactors and the static microwell plates. Dupli-
cate samples of tissue were harvested from three replicate
bioreactors, washed in 1x PBS, and then digested overnight
at 56°C in a Proteinase K working solution containing
1mg/mL Proteinase K (Sigma, Cat. No. P2308), 50mM
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EDTA, 1mM iodoacetamide, and 10μg/mL Pepstatin A
(Sigma, Cat. No. P5318). Measurement of DNA content
was performed with a CyQUANT Cell Proliferation Assay
Kit (Life Technologies, Cat. No. C7026) according to the
manufacturer’s protocol. Using a fluorescence plate reader,
the samples were excited at a wavelength of 485nm and the
emission read at a wavelength of 525nm. All plate readings
were performed in triplicate. Fluorescence values were corre-
lated to DNA concentration using a standard curve generated
using known quantities of bovine DNA. Proteinase K
working solution containing no tissue/cells was used as the
normalizing control. DNA mass was converted into cell
numbers using the conversion of 6.6 pg DNA/diploid
primary cell [42]. This conversion was calculated through
knowledge that MSCs are diploid, that there are roughly
3 billion base pairs per haploid set of DNA, the molecular
weight of each base pair, and the mass of each base
pair in daltons (3 × 109 bp × 2 ðdiploidÞ × 660 ðMWof 1 bpÞ ×
1:67 × 10−12 pg = 6:6 pg/diploid primary cell).

The quantity of sGAG in the proteinase K/tissue digest
was measured by 1,9 dimethyl methylene blue zinc chloride
double salt (DMMB) (Sigma-Aldrich, Cat. No. 341088)
reaction. The colorimetric changes were measured using a
plate reader at 525nm. Absorbance values were translated
back to sGAG concentration using a standard curve
generated with known quantities of chondroitin sulphate
(Supplementary Figure S2). All experimental samples from
the bioreactors and the microwell plates ranged from
approximately 11 to 63μg sGAG per mL of proteinase K
working solution, which were all within the limits of the
standard curve. Proteinase K working solution containing
no aggregate tissue was analyzed as the normalizing
control. sGAG was further normalized to DNA to allow for
comparison between experimental conditions and with cited
values for normal articular cartilage and other engineered
cartilage tissue [37, 43–45].

2.6.Macromolecule Staining:Histology and Immunohistochemistry.
Histology was performed on the tissue-like aggregates
generated in suspension culture to detect and visualize
GAGs, collagen type I, and collagen type II. The tissue was
washed in 1x PBS and then fixed in 4% paraformaldehyde.
The samples were processed through a series of alcohol
gradients for dehydration, embedded in paraffin, and cut
into 8μm sections, which were adhered onto glass slides.

To detect GAG deposition, the tissue sections were
deparaffinized and rehydrated using 70% ethanol for
2 minutes, then quickly dipped ten times in each of
95% and 100% ethanol. They were then stained with
1mg/mL toluidine blue in 0.9% NaCl solution (pH 2.3)
for 3min. The slides were dehydrated quickly using 70%
ethanol for 2min, dipped alternately into 95% and 100%
ethanol for 10 cycles each, and transferred through two
changes of xylene for 3 minutes each before being covered
with a coverslip.

Immunohistochemistry (IHC) was employed to detect
collagen type I and type II within theMSC aggregates. Briefly,
sectioned tissue was rehydrated through a series of ethanol
gradients and then subjected to 0.01% hyaluronidase antigen

retrieval. Endogenous peroxidase activity was then blocked
using 0.3% H2O2 in 90% methanol. To block unspecific
staining of the secondary antibody, the sections were incu-
bated in 10% normal goat serum in 1% BSA/PBS. Half of
the sections were incubated with the primary antibodies for
collagen type I (Novus Biologicals, 5D8-G9) and collagen
type II (DSHB, CCIIC1) in 1.5% normal goat serum in 1x
PBS, while the other half were incubated in 1.5% normal goat
serum in 1x PBS (negative control). After incubation for 18
hours at 37°C, the secondary antibody (Millipore, Cat. No.
21538) was applied for 1 hour. HRP-streptavidin complex
(Invitrogen, Cat. No. 434323) was then applied to the tissue
sections and visualized using a 3,3′-diaminobenzidine
tetrahydrochloride (DAB) substrate (Invitrogen, Cat. No.
00-2014). Specific positive and negative tissue controls were
included to verify the protocol and the reagents used. For col-
lagen type I, human skin was used as the positive control and
bovine articular cartilage was used as the negative control.
For collagen type II, articular cartilage and subchondral bone
from a bovine osteochondral plug were used for both the
positive and negative controls, respectively.

Immunostained and toluidine blue-stained tissue sec-
tions were imaged using DIC illumination on a Zeiss Axio-
plan 2 microscope equipped with 5x (NA 0.15), 10x (NA
0.30), and 20x (NA 0.30) objectives. IHC staining was quan-
tified using ImageJ (National Institutes of Health, USA) and
an IHC profiler open source plugin that quantifies the pixels
stained with DAB [46]. Positive pixels were normalized to the
area of aggregate within the image.

2.7. Second Harmonic Generation Imaging. Second harmonic
imaging (SHG) has proven to be an effective noninvasive 3D
method to evaluate collagen deposition and structure within
engineered tissues [47]. In an effort to further visualize the
collagen deposition within the aggregates and verify the
results obtained using the other analyses described, SHG
images were collected. To compare the collagen deposition
with other ECM and cells contained within the tissue, auto-
fluorescence (AF) was used in conjunction with SHG. Using
a Chameleon Ultra fs-pulsed laser source (Coherent Inc.), AF
and SHG signals were excited at a wavelength of 780nm with
a pulse width of approximately 140 fs and a repetition rate of
80MHz. The AF and SHG emission signals were collected
using the non-descanned detection (NDD) module (LSM
binary GaAsP module, Zeiss) coupled to a Zeiss LSM 710
confocal laser scanning microscope. A 690 nm dichroic
mirror attached to the side port of the NDD was used to
block the SHG excitation source at 780nm. The AF and
SHG emission wavelengths were separated and collected on
the two NDD channels using a filter block, which included
two bandpass filters (500-550 nm and 380-402 nm) and a
dichroic (495 nm) (Semrock Inc., New York, NY). The SHG
signal indicates the collagen deposition within the tissue,
whereas the AF signal indicates the entirety of the tissue-
like aggregates (cells, sGAG, other ECM, etc.).

Quantification of the SHG signal was completed using
ImageJ software (v1.52, NIH, USA) [48]. Background
intensity was removed using the Subtract Measured Back-
ground macro [49]. The SHG and AF signals for individual
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aggregates were obtained separately and quantified by
outlining the aggregate in their respective stacks.

2.8. Oxygenation Considerations. All cell cultures were main-
tained in a 37°C incubator filled with ambient atmosphere
(laboratory elevation approximately 1100m, air (station)
pressure = 0:884 atm) that was humidified and supplemented
with 5% CO2. Due to equipment limitations, empirically
determining oxygen concentration at the surface and within
the aggregate under different culture conditions was not pos-
sible. Mathematical modelling calculations for both the static
microwell plates (medium depth 4mm; O2 consumption rate
27:22 amol/cell · s; cell density 300,000 cell/cm2) and the
suspension bioreactors were performed using previously
reported methods [50]. The oxygen concentration at the cell
surface within the microwell plates was 4:32 × 10−5 mol/L
and the bioreactors was 1:57 × 10−4 mol/L (assuming com-
plete mixing). In both conditions the cells on the surface
of the aggregates theoretically received adequate oxygen
to meet the previously reported oxygen consumption rate
of 27:22 amol/cell · s for human mesenchymal stem cells
[51]. Previous studies show that MSC aggregates begin to
see oxygen diffusion gradients within the core at 60,000 cells
per aggregate (approximately 350μm diameter) [52]. This
limitation was taken into consideration for any experimental
condition that demonstrated a diameter > 350 μm.

2.9. Statistical Analysis. Data are presented as mean ± SD.
Statistical analysis was performed using a one-way or two-
way ANOVA with Tukey’s post hoc test. All statistical anal-
yses were performed in PRISM. v. 7 software (GraphPad,
San Diego, CA). Significance has been denoted by alphabeti-
cal lettering: groups within which there are no statistically
significant differences are linked by the same letter, while
groups with statistically significant differences do not share
the same letters (p < 0:05 being statistically significant).
Significance has also been shown by the presence of asterisks
between groups (∗p < 0:05, ∗∗p < 0:01, ∗∗∗p < 0:005, and
∗∗∗∗p < 0:001).

3. Results and Discussion

3.1. MSC Isolation and Aggregation in Microwell Plates. The
human cells used in this study were confirmed to be MSCs
through their ability to attach to, and divide upon, culture
grade plastic, their spindle-like appearance, their multipo-
tency, and their surface marker expression. Surface marker
expression was positive for CD90 (100%), CD105 (99.9%),
and CD73 (100%) and negative for CD14 (1.6%), CD34
(1.1%), and CD45 (1.0%), conforming to the definition for
MSCs [1, 3, 53]. A chart depicting surface marker expression
and antibodies used, as well as phase-contrast light micros-
copy showing spindle-like shape of the adherent cells, con-
forming to the morphology of serum-free isolated human
MSCs studied previously in our lab [39], is shown in the
supplemental text (Supplementary Figure S3 & Table S1).
Characterization as MSCs was also confirmed for these cells
through standard differentiation assays and colony forming
unit analyses (unpublished results).

Suspension bioreactors have been shown to be able
to support stem cell population expansion and to also
impact the characteristics of the resulting specialized cell
populations derived from bioreactor expanded stem cells
[12, 13, 25–30]. It was surmised that the outcome of a
bioreactor-based cell expansion process would be affected
by the form of the inoculum used. Specifically, the objective
of this study was to compare the effect of inoculating bioreac-
tors with (i) single cells which would go on to form aggre-
gates within the vessel or (ii) inoculating a bioreactor with
aggregates that had been preformed using microwell technol-
ogy (Figure 1(a)). Aggregates of varying sizes can potentially
have differences in cell-to-cell contact and nutrient diffusion,
thereby affecting MSC viability and differentiation. As such,
to ensure similar aggregate phenotypes between the two
formation methods, the size of the aggregates formed in the
microwell plates was investigated so that it in turn could be
controlled to be similar in size to the aggregates formed
from single cells within the suspension bioreactors [29].
Microwell plates were seeded to form aggregates of varying
cells/microwell. Cells harvested from 2D flasks were inocu-
lated into 24-well microwell plates in 0.8mL at 500, 1000,
1500, and 2000 cells per aggregate, corresponding to between
750,000 and 300,000 cells/mL of medium, to determine the
diameter distribution of the formed aggregates as a function
of input cell numbers (Figure 1(a)). The cells condensed into
aggregates overnight, and images of the well plates depicted
the grades of aggregate size (Figure 2(a)). The average
diameters (±standard deviation) of 121 ± 19:8, 145 ± 21:7,
161 ± 21:4, and 181 ± 29:4 μm were generated by inoculating
500, 1000, 1500, and 2000 cells/microwell, respectively
(Figures 2(b) and 2(d)). The aggregate volume (calculated
using the measured diameters and assuming spherical geom-
etry based on our previous observations [38]) was very well
correlated (R2 = 0:987) with the number of cells inoculated
per aggregate within the range of 500-2000 cells/aggregate
(Figure 2(c)).

Since the use of the microwell plates allows for the over-
night generation of aggregates with a tightly controlled size
distribution, we hypothesized that once these aggregates were
inoculated into the suspension bioreactors, it would result in
a population of aggregates with a more uniform size distribu-
tion compared to the aggregates that result from inoculating
single cells into a bioreactor. This is important because
differing size can affect diffusion and cell-to-cell contact
throughout the aggregate, which can, in turn, affect aggregate
phenotype [17]. We therefore initially targeted the produc-
tion of aggregates in microwells with sizes matching those
generated by single cells in stirred suspension culture, with
the hope that a longer period of stability at this size would
result in greater cumulative deposition of extracellular matrix
components.

In preliminary studies, single cells in bioreactors generated
aggregates with an average diameter of 115:3 ± 14:6 μm
on culture day 8 and 137:1 ± 20:9 μm on culture day 10
(Supplementary Figure S1). The closest average diameter
in the static microwell after overnight formation was
121:1 ± 19:8 μm (Figure 2(b)) when 500 cells were
inoculated per microwell. We used 500 cells/aggregate to
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preform the aggregates used in suspension culture phase of
the study (Figure 1(a)).

Stirred suspension bioreactors have a few advantages
over the described microwell culture techniques including
reduced manual intervention, the inherent ability to provide
mechanical stimulation (shear), and if super aggregation is
desired, it can be induced by decreasing the stir rate. We
observed a greater frequency of unintended aggregate trans-
fer between individual microwells during manual medium
exchanges with the large aggregates than previously observed
[54], potentially due to differences in size.

3.2. Cell Proliferation. The aggregate formation approaches
were evaluated to determine which specific protocol allowed
for greater cell expansion from a bioprocessing prospective.
For purposes of this comparison, time in culture since last
passage was kept constant between the conditions. In the
suspension bioreactor conditions, the inoculation density at
culture day 0 was also kept constant at 50,000 cell/mL.
DNA was quantified over the culture period as an indirect
measurement of cell proliferation. Preformed aggregates
were retained in the static microwell plates for the duration
of the culture period for comparison of cell growth trends,
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Figure 1: Overview of experiments. (a1) Microwell plates were seeded to form aggregates of varying cells/microwell to control the aggregate
size that best matched the aggregates formed in bioreactors from single cells. (a2) Single cells and preformed aggregates were cultured in
suspension bioreactors and compared to statically cultured aggregates. (b) Microwell plates were seeded to form aggregates of varying
cells/microwell to investigate the dependence of macromolecule deposition on initial aggregate cell number.
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aggregate size, and sGAG deposition between the static and
dynamic culture systems. Levels of differentiation marker
expression post-hMSC aggregation demonstrated enhanced
chondrogenic expression (unpublished results). Similar
DNA content was observed in the two suspension bioreactor
conditions inoculated with either single cells or the pre-
formed aggregates over the culture period (Figure 3). It also
indicates that proliferation continued in both bioreactor
conditions until they reached approximately a 3.5 cell-fold

expansion, which occurred around culture day 6, at which
point detectable proliferation ceased. The DNA content in
the static well plates (seeded at 15-fold higher density) con-
taining the preformed aggregates (approx. 1200 aggregates/
well) showed a steady decrease in DNA content over the
culture period (Figure 3).

This finding demonstrates that suspension bioreactors
seeded at low density can support further proliferation of
MSCs within aggregates, whereas aggregates seeded at much
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Figure 2: Analyses of microwell aggregates inoculated at 500, 1000, 1500, and 2000 cells/microwell after overnight formation.
(a) Photomicrographs of aggregates in the microwells after overnight formation (scale bar = 200μm). (b) Average diameter of the aggregates
formed in the microwell plates. Significance is denoted by alphabetical lettering; groups with no significance are linked by the same letters,
while groups with significance do not share the same letters (p < 0:05). (c) Average volume of the aggregates formed in the microwell
plates. Linear regression given by y = ð1:161 ∗ 10−5Þ x + 1:084 ∗ 10−3 and R2 = 0:987. (d) Distribution of aggregate diameter based on the
number of cells/aggregate. At each cell density, triplicate wells were inoculated and 100 aggregates from each well were individually sized
in two perpendicular directions (N = 300).
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higher density in the static microwell plates have a more
limited capacity in this regard. This is likely because the high
initial seeding density was already at the upper limit of viabil-
ity, although it is possible a role for shear experienced in the
suspension bioreactor would be uncovered if compared with
static cultures seeded at equivalent density.

3.3. Imaging and Sizing of Aggregates Cultured in Bioreactors.
After inoculation of single MSCs and preformed aggregates
into the suspension bioreactors, samples of aggregates were
harvested from the respective bioreactors for imaging and
size assessment. The aggregates generated from single cells
within the bioreactors started with a few single cells coming
together. As such, sizing of the aggregates did not begin until
day 6 when the aggregates were of a size that could be consis-
tently measured (approximately 100 ± 60 μm). At day 6, the
average diameter was 100:8 ± 62:4 μm, which increased over
the remaining culture period to 125:0 ± 71:4 μm on day 8,
137:5 ± 73:4 μm on day 10, and 153:0 ± 75:4 μm on day 12
(Figures 4(a) and 4(b)). Although there is some variation
from preliminary experiments and the aggregates formed
from single cells in the bioreactor are slightly larger than
observed in preliminary studies (Supplementary Figure S1),
the size between day 6 and day 8 still approximated
the diameter of the static 500 cell/well condition
(121 ± 19:8 μm) (Figure 4(a)). As the cells did proliferate
over the initial culture period, this growth was due to both
aggregation and proliferation. The preformed aggregates
that were inoculated into the bioreactors started at an
average diameter of 124:9 ± 32:7 μm on day 1 and increased
to an average diameter of 643:5 ± 725:5 μm by day 12. This

aggregate size increase was not observed in the preformed
aggregates that were kept in the individual microwells of
the microwell plate. Therefore, the large size increase
observed was most likely due to the agglomeration of
aggregates into super aggregates within the bioreactor, but
cell proliferation or production of ECM could have also
contributed to this outcome.

Aggregate density was also determined for each culture
condition (Figure 4(c)). In the single-cell bioreactor condi-
tion, the number of aggregates in a 1mL sample was quanti-
fied from day 8 onwards as the high number of aggregates
before this time point made manual microscopic counts inac-
curate (Figure 4(a)). The density in this condition decreased
from an average of 188 aggregates/mL on day 8 to 113 aggre-
gates/mL on day 12. Whereas in the preformed bioreactor,
the aggregate density decreased significantly more as the
culture progressed from day 6 to day 12. This information,
coupled with the significant increase in aggregate size over
the culture period, suggests that many aggregates were fusing
together into still larger structures within the bioreactor. This
fusion or “super aggregation,” which has been shown to
occur with other stem cell aggregates in static culture [55],
also occurred in the bioreactors containing the initially
smaller aggregates generated from single cells, but not to
the same extent and with delayed kinetics.

According to previous studies, large aggregates beyond a
critical diameter likely experience oxygen and nutrient mass
transport limitations in their core [54, 56, 57]. Recently, it
has been reported that hMSC aggregates show minimal
reduction in oxygen tension, with only a 10-11% oxygen gra-
dient with 50,000-60,000 cells per aggregate (approximately
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Figure 3: Cell proliferation in digested tissue-like aggregates as shown by (a) quantified DNA and (b) cell-fold expansion. DNA quantified
using CyQUANT Cell Proliferation Assay Kit (Life Technologies). DNA in diploid primary cell assumed to be 6.6 pg/cell. Duplicate samples
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300-350μm diameter) [52, 58]. It is important to note that
low oxygen tension has been shown to upregulate chondro-
genesis of MSCs [37, 59, 60]. However, mechanical stress
due to cortical compaction, rather than oxygen depletion,
has now been implicated to play a key role in metabolic
reprograming of hMSCs [58]. In this study, the preformed
bioreactor condition contained a population of aggregates

that were highly variable in size wherein some aggregates
exceeded 350μm diameter. As such, this condition may
result in untoward differential metabolic reprograming of
hMSCs. Consequently, future experiments are planned to
assess the effects of seeding smaller preformed aggregates
and the use of higher stir rates to mitigate super aggregation
and control aggregate size.
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Figure 4: (a) Photomicrographs of aggregates harvested on day 2, day 6, day 8, and day 10 (scale bar = 140μm); (b) average aggregate
diameter; and (c) aggregate density in the respective conditions over the culture period. From the suspension bioreactors, aggregates in
1mL samples from three bioreactors were assessed. From the static culture, 10% of the aggregates from duplicate wells were assessed for
diameter, and a value of 1200 aggregates per well (AggreWell 400, STEMCELL Technologies Inc.) was used for density analysis.
Significance between conditions is denoted by different alphabetical letters (p < 0:05). Significance between day 1 and all future time points
(within conditions) is denoted by the presence of asterisks (∗p < 0:05, ∗∗p < 0:01, ∗∗∗p < 0:005, and ∗∗∗∗p < 0:001).
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3.4. sGAG Quantification. The sGAG levels retained within
the aggregated MSCs followed a similar trend for both sus-
pension bioreactor conditions (Figure 5(a)), increasing from
day 2 to day 6 and then decreasing from day 10 to day 12. As
cell death is evident later in the culture period (Figure 3), the
decrease in sGAG may have been due to the loss of integrins
and cadherins holding the cells/tissue together, resulting in
the aggregates breaking apart and releasing ECM into the
medium [37, 44, 45]. The sGAG content within the static well
plate aggregates appeared to be higher but also to have a
greater degree of variability between culture plates. As the
data are depicted as sGAG per mL of culture medium, this
finding could be due to the high density of cells within
this condition.

The sGAG levels were normalized to DNA for each of the
culture conditions on day 2, day 6, and day 10 (Figure 5(b)).
Day 12 sGAG/DNA data was omitted due to the high degree
of culture death at this time point (Figure 3). The highest
sGAG/DNA ratios were observed at day 10 in single-cell bio-
reactor condition and preformed bioreactor condition, which
was significantly greater than their respective condition at the
start of the culture period (day 2). The highest sGAG/DNA
observed was 4.22 ng/ng on average in the single-cell bioreac-
tor condition on day 10 of culture. However, aggregates
ranged between 0.5 and 6.5 ng/ng depending on the culture
condition and length of culture. Variation in sGAG and
sGAG/DNA values was seen to a degree in all culture condi-
tions which could have been due to the variation in aggregate
size. Previous literature reports that aggregate size can affect
cell signaling, thereby affecting the amount of ECM depos-
ited by the cells and resulting in a different tissue-like
aggregate phenotype [37, 61].

sGAG productivity was also determined with the pri-
mary process-economy determinants being the number of
input cells (sGAG per cell inoculated) and the total vol-
ume of culture medium consumed (sGAG per total mL
of medium used) (Figures 5(c) and 5(d)). Cumulative
medium consumption for the respective culture condi-
tions is given in Supplementary Figure S4. Peak sGAG
production per input cell reached a maximum for the single-
cell condition on day 10 (0.068ng/cell), for preformed
aggregate on day 6 (0.065 ng/cell), and in the static
cultures on day 2 (0.020 ng/cell). When expressed per mL
of medium consumed, the peak values for the three
conditions were 2042.1ng/mL (day 6), 2067.2ng/mL (day 6),
and 11,547.1ng/mL (day 1). Given these results, bioreactor
culture day 6 proves to be an ideal time point for tissue
engineering applications or changing the culture parameters
to overcome the subsequent drop in productivity. The sGAG
productivity relative to medium consumed being highest at
day 1 in the preformed static condition is a reflection of the
small volume of medium used in the static well plates
relative to cell density.

A normal articular cartilage sample is expected to contain
83-250 (ng/ng) sGAG/DNA [43]; however, this represents
the total accumulated within the cartilage matrix over a long
period of development. Peak sGAG/DNA levels of ~4ng/ng
attained in this study were slightly higher than those in a
previous report induced in 20% oxygen tension within a

chondrogenic medium (~2ng/ng), but slightly lower than
those subjected to 2% oxygen tension (~5ng/ng) [37]. In
another study, static cell pellets in a chondrogenic medium
containing TGF-β1 and dexamethasone were shown to con-
tain 2 (ng/ng) sGAG/DNA at culture day 6 but contained
more than 10 (ng/ng) sGAG/DNA when the culture was
extended to 14 days [44]. The medium used in the present
study (PPRF-msc6) is formulated for the growth of MSCs
yet does contain small amounts of TGF-β1. It would be
interesting for future studies to uncover the effects of lower
oxygen tension, chondrogenic medium, and a longer culture
period within the suspension bioreactor system.

3.5. ECM Visualization and Quantification. Although quan-
tification analysis gives some insight into the production of
ECM macromolecules, it is also important to visualize this
production to determine the distribution and possible
identity of ECM components. The aggregates in each culture
condition were harvested for histological analysis of collagen
type I, collagen type II, and sGAG after 12 days of culture. No
visible staining of sGAG, as depicted by metachromatic (light
purple) staining, was evident throughout the aggregates for
any of the culture conditions (Figure 5(e)). Toluidine blue
also has high affinity to DNA, which is demonstrated by dark
blue staining. The high density of cells (dark blue) in the
aggregates is consistent with the large amounts of DNA quan-
tified over the culture period, and the apparent lack of stain-
ing for sGAG is consistent with the relatively low amount of
sGAG quantified in comparison with native tissues. In all
conditions, but most pronounced for the aggregates formed
from single cells in bioreactors, total ECM accumulation
between the cells was also evident with this stain.

Collagen type I staining was visually evident in the
aggregates from both the preformed single-cell bioreactor
conditions, whereas collagen type II was less, albeit still
visually evident in the single-cell condition (Figure 6(a)).
Collagen type I and type II staining in the aggregates from
the single-cell bioreactor condition was primarily localized
in pockets between the cells. Collagen type I within the
preformed aggregates appeared to be located throughout the
aggregate. The exact reason for this difference in architecture
is undetermined; however, we hypothesize that it may be
due to differences in how the aggregates were formed. When
the aggregates are preformed and then inoculated into the bio-
reactor, the entirety of the aggregate has hypothetically equal
opportunity to deposit ECM, resulting in a more even distri-
bution. When single cells are inoculated into the bioreactor,
some cells may come together to form an aggregate before
others, and smaller aggregates may further conglomerate over
the culture period. This more complex history may result in
ECM distributed in pockets throughout the aggregate.

Quantification of collagen type I (Figure 6(b)) shows sig-
nificant positive staining in the sections incubated with the
primary antibody (positive) as compared to sections that
had the primary antibody omitted (negative) for both biore-
actor conditions. The mean difference (mean Δ) between the
positive and negative sections shows significantly more colla-
gen type I staining in the preformed bioreactor aggregates as
compared to the single-cell aggregates. IHC quantification
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Figure 5: (a) sGAG and (b) sGAG/DNA quantification of digested tissue-like aggregates cultured within the suspension bioreactor
conditions and the static well plates. (c) sGAG productivity per total consumed medium. (d) sGAG productivity per input cell number.
sGAG quantified using DMMB reaction. DNA quantified using CyQUANT Cell Proliferation Assay Kit. Significance between culture time
points (within conditions) is denoted by different alphabetical letters (p < 0:05). Significance between conditions is denoted by the
presence of asterisks (∗p < 0:05, ∗∗p < 0:01, ∗∗∗p < 0:005, and ∗∗∗∗p < 0:001). (e) Toluidine blue staining of sGAG in day 12 aggregates
from the suspension bioreactors inoculated with single cells, the suspension bioreactors inoculated with preformed aggregates, and the
preformed aggregates kept in the static microwell plates. Scale bar = 100 μm.
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for collagen type II (Figure 6(c)) did not show significant pos-
itive staining between the sections incubated with the pri-
mary antibody (positive) and those that had the primary
antibody omitted (negative). As such, we cannot conclude
that there was any significant collagen type II expression in
either of the bioreactor conditions.

Second harmonic generation (SHG) is a noninvasive
imaging method to visualize collagen production in 3D tissue
constructs [47] and thus can confirm the IHC staining
results. Although SHG is highly sensitive for collagen I and
II fibrils, it is unable to distinguish between collagen types
[62]. At culture days 6 and 8, the aggregates from the
single-cell bioreactor condition had distinct pockets of
intense collagen emission signal with decreased intensity in
the regions surrounding these pockets (Figure 7(a)). These

findings parallel the IHC staining. In the aggregates from
preformed bioreactors, the collagen was distributed more
evenly, especially on the cortex of the aggregate. In the
preformed static aggregates, collagen was either located in a
central pocket or more evenly distributed throughout the
small aggregates. When the SHG signal was quantified using
ImageJ, the majority of the aggregates in all conditions had
maximum signal located in the middle of the aggregate
(Figure 7(b)). The mean SHG intensity of the aggregates
in a condition, summed over all the sections, was the
highest for the preformed bioreactor aggregates at day 10
(48:0 ± 11:9) and the preformed static aggregates at day 6
(46:9 ± 8:0) (Figure 7(c)). The aggregate slice with the
maximum SHG (collagen) signal was averaged for all the
aggregates in a condition, and again, the values were the
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Figure 6: IHC of collagen deposition in aggregates harvested on culture day 12. Sections were either incubated with the primary antibody
(positive) or had the primary antibody omitted (negative). (a) IHC staining of collagen type I and collagen type II in the aggregates
formed within the suspension bioreactors. (b) Collagen I and (c) collagen II quantification depicted as normalized positive staining (image
pixels) in sections incubated with the primary antibody (positive), had the primary antibody omitted (negative), and the mean difference
(mean Δ) between these two. DAB signal intensity quantified in IHC images by ImageJ and an open source IHC quantification plugin
[46]. Significance differences are denoted by the presence of asterisks (∗p < 0:05, ∗∗∗∗p < 0:001).
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Figure 7: SHG of collagen deposition in aggregates harvested on culture day 12. (a) SHG images of collagen fibrils in the 3D aggregates.
Scale bar = 100μm. (b) SHG signal intensity throughout the depth of the aggregates. (c) Mean and maximum SHG intensity at the
respective time points and culture conditions. SHG signal intensity quantified by ImageJ. Significance between culture time points (within
conditions) is denoted by different alphabetical letters (p < 0:05); absence of lettering meaning no significant difference. Significance
between conditions is denoted by the presence of asterisks (∗p < 0:05, ∗∗p < 0:01).
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highest for the preformed bioreactor aggregates at day 10
(76:7 ± 9:0) and the preformed static aggregates at day 6
(75:1 ± 16:4). These findings parallel the IHC quantifica-
tion results.

Throughout both of the suspension conditions, yet most
pronounced in the preformed bioreactors, collagen staining
at the core of the aggregates was inversely related to aggregate
size (Figure 7(b)). This phenomenon was also observed by
Markway et al. ([37], see Figures 3 and 4) and confirms that
the preformed aggregates employed here were likely too large
for efficient chondrogenesis. As Markway and colleagues
posited, the amount of oxygen and nutrients the cells
received through diffusion processes could have been limited,
which in turn could have affected the amount of ECM the
cells produced within the aggregates. Within our experi-
ments, the cells in the outer layers of the aggregate could
be responding to mechanical forces, in this case shear,
which is known to upregulate ECM production in MSCs
[34, 45, 63, 64]. We therefore propose that a bioreactor
system which enables the formation of smaller aggregates,
either from single cells or possibly preformed aggregates at
higher impellor rates, be used in future experiments
investigating the role of low-oxygen tension and chondro-
genic growth medium.

3.6. Dependence of Macromolecule Deposition on Initial
Aggregate Cell Number. As shown above, there were clear
differences between smaller aggregates formed in stirred sus-
pension from single cells and substantially larger preformed
aggregates inoculated and cultured in suspension bioreactors.
We therefore took advantage of the ability of microwell-
forced aggregation to precisely control aggregate size to
generate a range of sizes, which were maintained within the
static microwells in which they were formed for 8 days and
then harvested for analysis.

As expected, the DNA quantified per aggregate was
positively correlated with the increasing number of cells
originally inoculated in each aggregate, even after 8 days of
culture (Figure 8(a)). Additionally, the collagen and sGAG
quantified per aggregate also increased with the number of
cells in each aggregate. When the collagen and sGAG were
normalized to the DNA, the trends differed (Figure 8(b)).
Higher amounts of collagen/DNA were observed in smaller
aggregates ranging from 10 to 300 cells/aggregate, as
compared to larger aggregates ranging from 1000 to 9000
cells/aggregate. Similarly, higher sGAG/DNA ratios were
detected in smaller aggregates ranging from 10 to 30 cells/
aggregate, with a decreasing trend of aggregates larger than
100 cells/aggregate. However, there were larger variations of
both sGAG and collagen in the smaller aggregates, and
significant differences were not observed.

Also determined was sGAG and collagen productivity
with the primary process-economy determinant being
the number of input cells (sGAG per cell inoculated)
(Figure 8(c)). Productivity for collagen was the highest
at 10, 30, 100, and 300 cells/aggregate (0.043, 0.033, 0.023,
and 0.027 ng/cell, respectively) yet highly variable when the
aggregate contained less than 100 cells. As such, significant
differences were not observed. Productivity for sGAG was

the highest at 10 and 30 cells/aggregate (0.095 and
0.040 ng/cell) yet again highly variable at these lower seeding
densities. Again, significant differences were not observed.
SHG and AF imaging was used to visualize the collagen
production and organization in the aggregates of different
sizes (Figure 8(e)), and the signal intensities were quantified
using ImageJ (Figure 8(d)). Both visually and when quanti-
fied, the collagen production was the highest in the aggre-
gates containing 30-1000 cells. Furthermore, the collagen in
these sizes appears to be evenly distributed throughout the
aggregate. In the aggregates with 3000 cells/aggregate, there
starts to be a lack of collagen staining on the inside of some
of the aggregates. With 9000 cells/aggregate, the lack of colla-
gen staining on the inside of the aggregates is quite evident,
with most collagen located on the periphery. This demon-
strates that macromolecule deposition within the aggregates
is modulated by aggregate size.

While very small aggregates can achieve a higher amount
of sGAG/DNA or collagen/DNA on average, there is a much
larger variability, likely reflecting the increased impact of
individual cell gain/loss events at this scale. As such, aggre-
gates containing between 100 and 300 cells may be optimal
from both a productivity standpoint and a bioprocessing
standpoint with regard to aggregate uniformity and nutrition
diffusion within the aggregate.

Previous research has been conducted to investigate the
effect of stem cell aggregate size on the phenotype of the
resulting aggregate tissue [11, 36, 37]. Here, we add to this
understanding by assessing a wide range of sizes of MSC
aggregates specifically and show trends that can guide future
research questions in this area. As the end goal within our lab
is to produce tissue in a scalable and reproducible manner
that is primed to differentiate towards a cartilage lineage,
these results are informative for suspension bioreactor
culture studies, where aggregate size can be manipulated by
controlling shear.

4. Conclusions

This study has demonstrated that 3D tissue-like structures
can be successfully produced in microwell plates and scalable
suspension bioreactors under serum-free conditions using
MSCs as a cell source and has characterized the resulting
aggregates. Cells in bioreactor-generated aggregates main-
tained their capacity to produce ECM, representing a pro-
gression in the knowledge regarding scalable options for
the production of MSC-based tissue for cartilage repair
applications. When single-cell and 500-cell preformed
aggregates were inoculated into suspension bioreactors,
they both achieved similar cell-fold expansion and sGAG
productivity measures. The 500-cell preformed aggregates
showed enhanced collagen production throughout the
entirety of the aggregate; however, ongoing super aggrega-
tion and variability in aggregate diameter diminished this
result. When aggregates containing 10-9000 cells/aggregate
were statically cultured, peak sGAG/DNA and sGAG pro-
ductivity was obtained in 10-30 cells/aggregate; however,
100-300 cells/aggregate is almost as good and has signifi-
cantly less variability. The combination of detrimental
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Figure 8: Analysis of static aggregates of different sizes cultured for 8 days. Collagen and sGAG quantification in digested tissue-like
aggregates shown by (a) total weight, (b) normalized to the DNA content, and (c) productivity per input cell number. Collagen quantified
using hydroxyproline quantification. sGAG quantified using DMMB reaction. DNA quantified using CyQUANT Cell Proliferation Assay
Kit. Significance between aggregate sizes is denoted by different alphabetical letters (p < 0:05); absence of lettering on graph meaning no
significant difference. Collagen fibrils imaged using SHG (grey). All other ECM and cells were imaged using AF (teal). Intensity of signal
quantified using ImageJ. (c) SHG intensity normalized to AF intensity. (d) SHG images overlaid with AF images. Scale bar = 100μm.

15Stem Cells International



effects in excessively large aggregates with ongoing super
aggregation indicates that bioreactor inoculation with single
cells, smaller preformed aggregates, and/or manipulations
to prevent super aggregation may yield improved outcome.
Future work should be directed towards assessing the inter-
acting effects of reduced oxygen tension, aggregate size, and
chondrogenic induction medium on MSC aggregates within
stirred suspension and static environments.
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Supplementary Materials

Figure S1: (a) distribution of aggregate diameter and (b)
average aggregate diameter in replicate bioreactors over the
16-day culture. Suspension bioreactors were inoculated at
day 0 with 50,000 MSCs/mL in serum-free medium (PPRF-
msc6). Aggregates in 1mL samples were assessed every two
days after aggregate formation. Figure S2: GAG standard
curve generated using known concentrations of chondroitin
sulphate and the DMMB reaction. Figure S3: morphology
of human SF-MSCs at different time points, as they are being
expanded under serum-free conditions. Scale bar = 200 μm.
Table S1: antibodies and respective surface marker expres-
sion of the hMSCs used in this work (donor A). Figure S4:
cumulative medium consumption (mL) in the suspension
bioreactors (both inoculated with single cells and preformed
aggregates) and static well plates over the 12-day culture
period. Suspension bioreactors were inoculated with 125mL
of serum-free medium containing 6.25 million MSCs. Static
well plates were inoculated with 0.8mL of serum-free medium
containing 600,000 MSCs. (Supplementary Materials)

References

[1] M. F. Pittenger, A. M. Mackay, S. C. Beck et al., “Multilineage
potential of adult human mesenchymal stem cells,” Science,
vol. 284, no. 5411, pp. 143–147, 1999.

[2] A. I. Caplan, “Mesenchymal stem cells,” Journal of Orthopae-
dic Research, vol. 9, no. 5, pp. 641–650, 1991.

[3] M. Dominici, K. Le Blanc, I. Mueller et al., “Minimal criteria
for defining multipotent mesenchymal stromal cells. The
International Society for Cellular Therapy position statement,”
Cytotherapy, vol. 8, no. 4, pp. 315–317, 2006.

[4] C. Csaki, P. R. A. Schneider, and M. Shakibaei, “Mesenchymal
stem cells as a potential pool for cartilage tissue engineering,”
Annals of Anatomy - Anatomischer Anzeiger, vol. 190, no. 5,
pp. 395–412, 2008.

[5] B. T. Estes, B. O. Diekman, J. M. Gimble, and F. Guilak,
“Isolation of adipose-derived stem cells and their induction
to a chondrogenic phenotype,” Nature Protocols, vol. 5, no. 7,
pp. 1294–1311, 2010.

[6] C. De Bari, F. Dell’Accio, P. Tylzanowski, and F. P. Luyten,
“Multipotent mesenchymal stem cells from adult human
synovial membrane,” Arthritis & Rheumatism, vol. 44,
no. 8, pp. 1928–1942, 2001.

[7] G. Ren, C. Xiaodong, F. Dong et al., “Concise review: mesenchy-
mal stem cells and translational medicine: emerging issues,”
Stem Cells Translational Medicine, vol. 1, pp. 51–58, 2012.

[8] A. Sen and L. A. Behie, “The development of a medium for the
in vitro expansion of mammalian neural stem cells,” The
Canadian Journal of Chemical Engineering, vol. 77, pp. 963–
972, 1999.

[9] S. Jung, A. Sen, L. Rosenberg, and L. A. Behie, “Identification
of growth and attachment factors for the serum-free isolation
and expansion of human mesenchymal stromal cells,”
Cytotherapy, vol. 12, no. 5, pp. 637–657, 2010.

[10] S. Jung, K. M. Panchalingam, L. Rosenberg, and L. A. Behie,
“Ex vivo expansion of human mesenchymal stem cells
in defined serum-free media,” Stem Cells International,
vol. 2012, Article ID 123030, 21 pages, 2012.

[11] T. J. Bartosh, J. H. Ylöstalo, A. Mohammadipoor et al., “Aggre-
gation of human mesenchymal stromal cells (MSCs) into 3D
spheroids enhances their antiinflammatory properties,” Pro-
ceedings of the National Academy of Sciences of the United
States of America, vol. 107, no. 31, pp. 13724–13729, 2010.

[12] J. E. Frith, B. Thomson, and P. G. Genever, “Dynamic three-
dimensional culture methods enhance mesenchymal stem cell
properties and increase therapeutic potential,” Tissue Engi-
neering Part C: Methods, vol. 16, no. 4, pp. 735–749, 2010.

[13] S. Alimperti, P. Lei, Y. Wen, J. Tian, A. M. Campbell, and
S. T. Andreadis, “Serum-free spheroid suspension culture
maintains mesenchymal stem cell proliferation and differen-
tiation potential,” Biotechnology Progress, vol. 30, no. 4,
pp. 974–983, 2014.

[14] S. Sart, A. Tsai, Y. Li, and T. Ma, “Three-dimensional
aggregates of mesenchymal stem cells: cellular mechanisms,
biological properties, and applications,” Tissue Engineering
Part B: Reviews, vol. 20, no. 5, pp. 365–380, 2013.

[15] E. Cukierman, R. Pankov, D. R. Stevens, and K. M. Yamada,
“Taking cell-matrix adhesions to the third dimension,”
Science, vol. 294, no. 5547, pp. 1708–1712, 2001.

[16] D. W. Hutmacher, “Scaffolds in tissue engineering bone and
cartilage,” Biomaterials, vol. 21, no. 24, pp. 2529–2543, 2000.

[17] L. Zhang, P. Su, C. Xu, J. Yang, W. Yu, and D. Huang,
“Chondrogenic differentiation of human mesenchymal stem
cells: a comparison between micromass and pellet culture
systems,” Biotechnology Letters, vol. 32, no. 9, pp. 1339–
1346, 2010.

16 Stem Cells International

http://downloads.hindawi.com/journals/sci/2019/4607461.f1.docx


[18] A. M. Mackay, S. C. Beck, J. M. Murphy, F. P. Barry, C. O.
Chichester, andM. F. Pittenger, “Chondrogenic differentiation
of cultured human mesenchymal stem cells from marrow,”
Tissue Engineering, vol. 4, no. 4, pp. 415–428, 1998.

[19] S. Suzuki, T. Muneta, K. Tsuji et al., “Properties and usefulness
of aggregates of synovial mesenchymal stem cells as a source
for cartilage regeneration,” Arthritis Research & Therapy,
vol. 14, no. 3, article R136, 2012.

[20] W. Ando, K. Tateishi, D. A. Hart et al., “Cartilage repair using
an in vitro generated scaffold-free tissue-engineered construct
derived from porcine synovial mesenchymal stem cells,”
Biomaterials, vol. 28, no. 36, pp. 5462–5470, 2007.

[21] W. Ando, K. Tateishi, D. Katakai et al., “In vitro generation
of a scaffold-free tissue-engineered construct (TEC) derived
from human synovial mesenchymal stem cells: biological
and mechanical properties and further chondrogenic poten-
tial,” Tissue Engineering Part A, vol. 14, no. 12, pp. 2041–
2049, 2008.

[22] W. Ando, H. Fujie, Y. Moriguchi et al., “Detection of
abnormalities in the superficial zone of cartilage repaired
using a tissue engineered construct derived from synovial
stem cells,” European Cells & Materials, vol. 24, pp. 292–
307, 2012.

[23] K. Shimomura, Y. Yasui, K. Koizumi et al., “First-in-human
pilot study of implantation of a scaffold-free tissue-engineered
construct generated from autologous synovial mesenchymal
stem cells for repair of knee chondral lesions,” The American
Journal of Sports Medicine, vol. 46, no. 10, pp. 2384–2393, 2018.

[24] A. J. Steward and D. J. Kelly, “Mechanical regulation of mesen-
chymal stem cell differentiation,” Journal of Anatomy, vol. 227,
no. 6, pp. 717–731, 2014.

[25] K. Mukhida, B. A. Baghbaderani, M. Hong et al., “Survival,
differentiation, and migration of bioreactor-expanded human
neural precursor cells in a model of Parkinson disease in rats,”
Neurosurgical Focus, vol. 24, no. 3–4, article E8, 2008.

[26] C. A. Bodnar, A. Sen, M. S. Kallos, L. A. Behie,
M. Petropavlovskaia, and L. Rosenberg, “Characterization of
human islet-like structures generated from pancreatic precur-
sor cells in culture,” Biotechnology and Bioengineering, vol. 93,
no. 5, pp. 980–988, 2006.

[27] B. S. Youn, A. Sen, M. S. Kallos et al., “Large-scale
expansion of mammary epithelial stem cell aggregates in
suspension bioreactors,” Biotechnology Progress, vol. 21,
no. 3, pp. 984–993, 2005.

[28] K. D. Jorgenson, D. A. Hart, R. Krawetz, and A. Sen, “Produc-
tion of adult human synovial fluid-derived mesenchymal stem
cells in stirred-suspension culture,” Stem Cells International,
vol. 2018, Article ID 8431053, 16 pages, 2018.

[29] M. Khurshid, A. Mulet-Sierra, A. Adesida, and A. Sen,
“Osteoarthritic human chondrocytes proliferate in 3D co-
culture with mesenchymal stem cells in suspension bioreac-
tors,” Journal of Tissue Engineering and Regenerative Medicine,
vol. 12, no. 3, pp. e1418–e1432, 2018.

[30] Y. Yuan, M. S. Kallos, C. Hunter, and A. Sen, “Improved
expansion of human bone marrow-derived mesenchymal stem
cells in microcarrier-based suspension culture,” Journal of
Tissue Engineering and Regenerative Medicine, vol. 8, no. 3,
pp. 210–225, 2014.

[31] R. Pörtner, S. Nagel-Heyer, C. Goepfert, P. Adamietz, and
N. M. Meenen, “Bioreactor design for tissue engineering,”
Journal of Bioscience and Bioengineering, vol. 100, no. 3,
pp. 235–245, 2005.

[32] A. Sen, M. S. Kallos, and L. A. Behie, “Expansion of
mammalian neural stem cells in bioreactors: effect of power
input and medium viscosity,” Developmental Brain Research,
vol. 134, no. 1-2, pp. 103–113, 2002.

[33] B. S. Borys, E. L. Roberts, A. Le, and M. S. Kallos, “Scale-up of
embryonic stem cell aggregate stirred suspension bioreactor
culture enabled by computational fluid dynamics modeling,”
Biochemical Engineering Journal, vol. 133, pp. 157–167,
2018.

[34] S. D. Waldman, C. G. Spiteri, M. D. Grynpas, R. M. Pilliar, and
R. A. Kandel, “Long-term intermittent shear deformation
improves the quality of cartilaginous tissue formed in vitro,”
Journal of Orthopaedic Research, vol. 21, no. 4, pp. 590–
596, 2003.

[35] M. D. Ungrin, C. Joshi, A. Nica, C. Bauwens, and P. W.
Zandstra, “Reproducible, ultra high-throughput formation
of multicellular organization from single cell suspension-
derived human embryonic stem cell aggregates,” PLoS One,
vol. 3, no. 2, article e1565, 2008.

[36] P. R. Baraniak and T. C. McDevitt, “Scaffold-free culture of
mesenchymal stem cell spheroids in suspension preserves
multilineage potential,” Cell and Tissue Research, vol. 347,
no. 3, pp. 701–711, 2012.

[37] B. D. Markway, G.-K. Tan, G. Brooke, J. E. Hudson, J. J.
Cooper-White, and M. R. Doran, “Enhanced chondrogenic
differentiation of human bone marrow-derived mesenchymal
stem cells in low oxygen environment micropellet cultures,”
Cell Transplantation, vol. 19, no. 1, pp. 29–42, 2010.

[38] Y. Yu, A. Gamble, R. Pawlick et al., “Bioengineered human
pseudoislets form efficiently from donated tissue, compare
favourably with native islets in vitro and restore normogly-
caemia in mice,” Diabetologia, vol. 61, no. 9, pp. 2016–2029,
2018.

[39] S. Jung, A. Sen, L. Rosenberg, and L. A. Behie, “Humanmesen-
chymal stem cell culture: rapid and efficient isolation and
expansion in a defined serum-free medium,” Journal of Tissue
Engineering and Regenerative Medicine, vol. 6, no. 5, pp. 391–
403, 2012.

[40] K. M. Panchalingam, Bioprocessing of Human Stem Cells
Applied to Diseases of the Central Nervous System, University
of Calgary, 2014.

[41] M. Khurshid, Serum-Free Co-Expansion of Mesenchymal Stem
Cells and Chondrocytes as Aggregates in Suspension Bioreac-
tors, University of Calgary, 2014.

[42] J. F. Gillooly, A. Hein, and R. Damiani, “Nuclear DNA con-
tent varies with cell size across human cell types,” Cold
Spring Harbor Perspectives in Biology, vol. 7, no. 7, article
a019091, 2015.

[43] C. D. Hoemann, “Molecular and biochemical assays of carti-
lage components,” in Cartilage and Osteoarthritis. Methods
in Molecular Medicine, vol. 101, F. Ceuninck, M. Sabatini,
and P. Pastoureau, Eds., pp. 127–156, Humana Press, 2004.

[44] Z. Li, L. Kupcsik, S.-J. Yao, M. Alini, and M. J. Stoddart,
“Chondrogenesis of human bone marrow mesenchymal stem
cells in fibrin–polyurethane composites,” Tissue Engineering
Part A, vol. 15, no. 7, pp. 1729–1737, 2009.

[45] Z. Li, L. Kupcsik, S.-J. Yao, M. Alini, and M. J. Stoddart,
“Mechanical load modulates chondrogenesis of human mes-
enchymal stem cells through the TGF-β pathway,” Journal of
Cellular and Molecular Medicine, vol. 14, no. 6a, pp. 1338–
1346, 2010.

17Stem Cells International



[46] F. Varghese, A. B. Bukhari, R. Malhotra, and A. De, “IHC
profiler: an open source plugin for the quantitative evaluation
and automated scoring of immunohistochemistry images of
human tissue samples,” PLoS One, vol. 9, no. 5, article
e96801, 2014.

[47] M. Vielreicher, M. Gellner, U. Rottensteiner, R. E. Horch,
A. Arkudas, and O. Friedrich, “Multiphoton microscopy
analysis of extracellular collagen I network formation by
mesenchymal stem cells,” Journal of Tissue Engineering and
Regenerative Medicine, vol. 11, no. 7, pp. 2104–2115, 2017.

[48] C. A. Schneider, W. S. Rasband, and K. W. Eliceiri, “NIH
image to ImageJ: 25 years of image analysis,” Nature Methods,
vol. 9, no. 7, pp. 671–675, 2012.

[49] NIH, “Subtract measured background. Image J, image
processing and analysis in Java,” 2010, https://imagej.nih
.gov/ij/macros/.

[50] A. Al-Ani, D. Toms, D. Kondro, J. Thundathil, Y. Yu, and
M. Ungrin, “Oxygenation in cell culture: critical parameters
for reproducibility are routinely not reported,” PLoS One,
vol. 13, no. 10, article e0204269, 2018.

[51] G. Pattappa, H. K. Heywood, J. D. de Bruijn, and D. A. Lee,
“The metabolism of human mesenchymal stem cells during
proliferation and differentiation,” Journal of Cellular Physiol-
ogy, vol. 226, no. 10, pp. 2562–2570, 2011.

[52] K. C. Murphy, B. P. Hung, S. Browne-Bourne et al., “Measure-
ment of oxygen tension within mesenchymal stem cell
spheroids,” Journal of The Royal Society Interface, vol. 14,
no. 127, 2017.

[53] Z. Jia, Y. Liang, X. Xu et al., “Isolation and characterization of
human mesenchymal stem cells derived from synovial fluid by
magnetic-activated cell sorting (MACS),” Cell Biology Interna-
tional, vol. 42, no. 3, pp. 262–271, 2018.

[54] M. D. Ungrin, G. Clarke, T. Yin et al., “Rational bioprocess
design for human pluripotent stem cell expansion and
endoderm differentiation based on cellular dynamics,” Bio-
technology and Bioengineering, vol. 109, no. 4, pp. 853–
866, 2012.

[55] C. L. Bauwens, D. Toms, and M. Ungrin, “Aggregate size
optimization in microwells for suspension-based cardiac
differentiation of human pluripotent stem cells,” Journal of
Visualized Experiments, no. 115, article e54308, 2016.

[56] M. D. Sherar, M. B. Noss, and F. S. Foster, “Ultrasound
backscatter microscopy images the internal structure of
living tumour spheroids,” Nature, vol. 330, no. 3, pp. 493–
495, 1987.

[57] P. Buchwald, “FEM-based oxygen consumption and cell
viability models for avascular pancreatic islets,” Theoretical
Biology and Medical Modelling, vol. 6, no. 1, p. 5, 2009.

[58] B. M. Bijonowski, S. I. Daraiseh, X. Yuan, and T. Ma, “Size-
dependent cortical compaction induces metabolic adaptation
in mesenchymal stem cell aggregates,” Tissue Engineering Part
A, vol. 25, no. 7–8, pp. 575–587, 2019.

[59] J.-S. Lee, J.-C. Park, T.-W. Kim et al., “Human bone marrow
stem cells cultured under hypoxic conditions present altered
characteristics and enhanced in vivo tissue regeneration,”
Bone, vol. 78, pp. 34–45, 2015.

[60] R. Das, H. Jahr, G. J. V. M. van Osch, and E. Farrell, “The
role of hypoxia in bone marrow–derived mesenchymal stem
cells: considerations for regenerative medicine approaches,”
Tissue Engineering Part B: Reviews, vol. 16, no. 2,
pp. 159–168, 2010.

[61] C. L. Bauwens, R. Peerani, S. Niebruegge et al., “Control of
human embryonic stem cell colony and aggregate size hetero-
geneity influences differentiation trajectories,” Stem Cells,
vol. 26, pp. 2300–2310, 2008.

[62] C. Xiyi, N. Oleg, P. Sergey, and P. J. Campagnola, “Second
harmonic generation microscopy for quantitative analysis of
collagen fibrillar structure,” Nature Protocols, vol. 7, no. 4,
pp. 654–669, 2012.

[63] S. D. Waldman, C. G. Spiteri, M. D. Grynpas, R. M. Pilliar, and
R. A. Kandel, “Long-term intermittent compressive stimula-
tion improves the composition and mechanical properties of
tissue-engineered cartilage,” Tissue Engineering, vol. 10,
no. 9, pp. 1323–1331, 2004.

[64] M. Petrou, P. Niemeyer, M. J. Stoddart et al., “Mesenchymal
stem cell chondrogenesis: composite growth factor–bioreactor
synergism for human stem cell chondrogenesis,” Regenerative
Medicine, vol. 8, no. 2, pp. 157–170, 2013.

18 Stem Cells International

https://imagej.nih.gov/ij/macros/
https://imagej.nih.gov/ij/macros/

	Serum-Free Culture of Human Mesenchymal Stem Cell Aggregates in Suspension Bioreactors for Tissue Engineering Applications
	1. Introduction
	2. Methods and Materials
	2.1. Human Synovial Fluid MSC Isolation and Expansion
	2.2. Microwell Plate Experiments
	2.3. Bioreactor Inoculation and Culture
	2.4. Aggregate Imaging, Sizing, and Cell Viability
	2.5. Macromolecule Quantification
	2.6. Macromolecule Staining: Histology and Immunohistochemistry
	2.7. Second Harmonic Generation Imaging
	2.8. Oxygenation Considerations
	2.9. Statistical Analysis

	3. Results and Discussion
	3.1. MSC Isolation and Aggregation in Microwell Plates
	3.2. Cell Proliferation
	3.3. Imaging and Sizing of Aggregates Cultured in Bioreactors
	3.4. sGAG Quantification
	3.5. ECM Visualization and Quantification
	3.6. Dependence of Macromolecule Deposition on Initial Aggregate Cell Number

	4. Conclusions
	Data Availability
	Conflicts of Interest
	Acknowledgments
	Supplementary Materials

