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To foster translation and commercialization of tissue-engineered products, preservation methods that do not sig-
nificantly compromise tissue properties need to be designed and tested. Robust preservation methods will enable
the distribution of tissues to third parties for research or transplantation, as well as banking of off-the-shelf prod-
ucts. We recently engineered bone grafts from induced pluripotent stem cells and devised strategies to facilitate a
tissue-engineering approach to segmental bone defect therapy. In this study, we tested the effects of two potential
preservation methods on the survival, quality, and function of tissue-engineered human bone. Engineered bone
grafts were cultured for 5 weeks in an osteogenic environment and then stored in phosphate-buffered saline (PBS)
solution at 4 °C or in Synth-a-Freeze™ at —80 °C. After 48 h, samples were warmed up in a water bath at 37 °C,
incubated in osteogenic medium, and analyzed 1 and 24 h after revitalization. The results show that while storage
in Synth-a-Freeze at —80 °C results in cell death and structural alteration of the extracellular matrix, hypothermic
storage in PBS does not significantly affect tissue viability and integrity. This study supports the use of short-term
hypothermic storage for preservation and distribution of high-quality tissue-engineered bone grafts for research
and future clinical applications.
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Introduction cryogenic temperatures®™ using special media and

cryoprotectants that mitigate the biophysical effects
associated with the cooling, freezing, and thawing
process.'®!! Hypothermic storage is a relatively
inexpensive preservation method based on the
principle that biochemical events slow down at low
temperatures, thus reducing the accumulation of
molecular damage.'? At hypothermic temperature,
however, the biochemical events are not completely
suppressed, so damage to cells and tissues occurs.
Hypothermic preservation can result in cell injury
via membrane pump inactivation, disruption of
calcium homeostasis, cell swelling, and free radical-
induced apoptosis.'*"!° For this reason, hypother-
mic preservation is generally used to prolong the
shelf life of biological material only for short-
term periods during distribution and delivery. For
long-term storage and banking, cryogenic preser-
vation is required. At very low temperatures, the

Tissue engineering holds the promise to revolu-
tionize medical practice by addressing diseases
and physical injuries that account for about half
of the annual US. healthcare costs."> However,
to facilitate transition from bench to bedside and
commercialization of tissue-engineered products,
key manufacturing issues must be addressed. In
particular, the ability to successfully preserve engi-
neered tissues is crucial to enable banking and/or
distribution of these products. The goal of preserva-
tion is to slow cellular functions to a hypometabolic
state while maintaining tissue viability as well as
extracellular matrix integrity and composition.
Cells, tissues, and organs have been preserved for
short and long periods of time at hypothermic or
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metabolic activity of cells nearly arrests, and cry-
oinjuries are caused by the formation of ice crystals
inside and outside the cells, osmotic imbalance,***!
and the toxicity of cryoprotectants.”> The bio-
physical effects of preservation are cell and tissue
specific, and typically stronger for native and
engineered tissues and organs compared with
individual cells due to their higher biological com-
plexity, poor heat transfer, and limited diffusion of
cryoprotectants.?>?* Yet, it remains unknown what
the precise effects are when storing tissues engi-
neered from induced pluripotent stem cells (iPSCs)
at hypothermic and cryogenic temperatures.
Human iPSCs can be derived for every patient in
virtually unlimited numbers, and represent a single
cell source with the ability to differentiate into all of
the specialized cells constituting the bone tissue.?
We recently engineered bone grafts by culturing
human iPSC-derived mesenchymal progenitors
onto biomimetic scaffolds in bioreactors.*%° In
the present study, we asked whether these grafts
could be preserved to allow distribution and bank-
ing, and studied the effects of two preservation
methods on the tissue quality. Tissue-engineered
human bone grafts were stored either in phosphate-
buffered saline (PBS) solution at 4 °C or in the
commercially available cryopreservation medium
Synth-a-Freeze™ at —80 °C. After 48 h, samples
were warmed up in a water bath at 37 °C, incu-
bated in osteogenic medium, and analyzed 1 and
24 h after revitalization to take into consideration
possible delays in storage-induced cell death and
tissue damage. Tissue viability was estimated via
live/dead fluorescence assay and immunostaining
of the apoptotic protein caspase-3, and tissue com-
position was studied via immunostaining of the
bone noncollagenous glycoproteins osteopontin,
osteocalcin, and bone sialoprotein, while tissue
function was evaluated by measuring the level of
expression of the osteogenic genes, the runt-related
transcription factor 2 (RUNX2); collagen, type I,
alpha 1 (COL1A1); and liver/bone/kidney alkaline
phosphatase (ALPL). Our results support the use of
hypothermic storage with PBS to preserve key char-
acteristics of tissue-engineered human bone grafts.

Materials and methods

Engineering bone grafts
Human bone grafts (n = 18) were engineered
as previously described.?®*”* Briefly, human
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iPSC-derived mesenchymal progenitor cells (line
1013A) at passage 6 were plated onto gelatin-coated
plasticware and expanded in medium consisting
of high-glucose KnockOut Dulbeccos modified
Eagle’s medium (DMEM; Gibco) supplemented
with 20% (v/v) HyClone™ fetal bovine serum (FBS;
GE Healthcare Life Sciences), fibroblast growth fac-
tor basic (1 ng/mL; Invitrogen), nonessential
amino acids (0.1 mM; Gibco), glutaMAX (2 mM;
Gibco), beta-mercaptoethanol (0.1 mM; Gibco),
and antibiotic-antimycotic (100 U/mL; Gibco).
Following expansion, the cells were detached using
0.25%  trypsin-ethylenediaminetetraacetic ~ acid
(Gibco), counted using a hematocytometer, and
seeded onto sterile decellularized cow bone disks
(8 mm in diameter and 5 mm in height) at a density
of 10° cells per scaffold using a drop technique.”’
Following seeding, the samples were cultured in an
osteogenic environment consisting of high-glucose
DMEM medium supplemented with 10% (v/v)
HyClone FBS (GE Healthcare Life Sciences), dex-
amethasone (1 uM; Sigma), beta-glycerophosphate
(10 uM; Sigma), ascorbic acid-2-phosphate (50 puM;
Sigma, A8960), and antibiotic-antimycotic (100
U/mL; Gibco) for 5 weeks.

Tissue preservation

After 5 weeks of culture in an osteogenic environ-
ment, the tissue-engineered bone grafts were stored
using two different preservation methods. Briefly,
samples were washed in Dulbecco’s phosphate-
buffered saline (DPBS; Gibco), placed in cryovials,
and stored in DPBS (Gibco) at 4 °C or in Synth-
a-Freeze at —80 °C for 48 hours. For storage in
Synth-a-Freeze at —80 °C, cryovials were placed
in a Nalgene® Mr. Frosty container to provide a
critical 1 °C/min cooling rate required for optimal
cryopreservation of cells. At the end of the preser-
vation period, samples were rapidly revitalized
in a water bath at 37 °C and then incubated in
osteogenic medium for 1 and 24 h before analysis.
Nonpreserved samples were used as controls for all
analyses.

Metabolic assay

The effect of storage on the metabolic activity
of tissue-engineered bone grafts was estimated
using PrestoBlue™, a cell-permeable resazurin-
based solution that functions as an indicator of
the cell metabolic activity by using the reducing
power of living cells. Before storage, as well as 1 and
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24 h after revitalization, samples were treated with
1 mL of osteogenic medium containing 10% (v/v)
of PrestoBlue reagent (Life Technologies), and incu-
bated for 2 h at 37 °C. Following incubation, 200 uL
aliquots of culture media were transferred to a black,
clear, flat-bottom 96-well plate (BD Falcon™), and
fluorescence was measured at 560/590 nm (excita-
tion/emission) using a Synergy™ Mx fluorescence
reader (BioTek) equipped with Gen 5 1.09 software.
The metabolic activity of the cells is expressed as the
intensity of measured fluorescence relative to values
measured before treatment.

Live/dead assay

The effect of storage on the viability of tissue-
engineered bone grafts was studied using the
LIVE/DEAD assay (Thermo Scientific). Briefly,
before preservation, as well as 1 and 24 h after revi-
talization, samples were cut longitudinally in half,
washed in DPBS (Gibco), and incubated with a solu-
tion of calcein AM (2 mM) and ethidium bromide
(4 mM) in DPBS (Gibco) for 1 h at 37 °C in the dark.
Following incubation, the samples were washed in
DPBS (Gibco), and then placed in RPMI medium
(without red phenol; Lonza) for imaging. Fluores-
cence micrographs of the center of the scaffold were
taken with an Olympus IX71 microscope and com-
bined into mosaics using Image] (National Insti-
tutes of Health) software equipped with the Mosaic]
and TurboReg plugins. Confocal images were taken
with the Axiovert 200M microscope (Carl Zeiss AG)
mounted with LSM 5 Pascal exciter and using the
LSM 5 Pascal software with defined settings. Quan-
tification of dead (red) and live (green) cells was
conducted in Image] (National Institutes of Health)
using the open source image processing package
Fiji. Briefly, confocal composite images were split
into two channels, and the area covered by dead and
live cells was detected with pixel values set to 61 and
115, respectively. Data are shown as the percentage
area of dead cells per area of live cells.

Histology

Tissue formation and the effects of storage on the
integrity of the extracellular matrix were studied
via histological analysis. Before storage, as well as 1
and 24 h after revitalization, samples were cut lon-
gitudinally in half and washed in DPBS (Gibco) at
room temperature for 5 minutes. Samples were then
fixed in 4% (v/v) paraformaldehyde in PBS (Santa
Cruz Biotechnology) at 4 °C for 2 days, decalcified
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in Immunocal™ (Decal Chemical Corporation)
at 4 °C for 4 days, and then dehydrated through
graded concentrations of ethanol prior to paraffin
embedding. Samples were finally cut into 5 pm-
thick sections, mounted on charged glass slides, and
stained with hematoxylin and eosin and with Sirius
Red. Sections stained with Sirius Red were observed
under infrared light®® using an Axiovert 200M con-
focal microscope (Carl Zeiss AG) mounted with an
LSM 5 Pascal exciter and using the LSM 5 Pascal
software with defined settings.

Immunohistochemistry

The effects of storage on the viability and com-
position of tissue-engineered bone grafts were
studied via immunohistochemical analysis. Briefly,
5 um-thick sections (prepared as above) were
deparaffinized by heating at 60 °C for 30 min, fol-
lowed by incubation in CitriSolv® (twice for 5 min;
Decon Labs, Inc), rehydrated with a graded series
of ethanol washes (twice 100%, 95%, 70%, and 50%;
each for 2 min), incubated in deionized H,O (three
times for 2 min), and washed in DPBS (Gibco) for
5 minutes. The sections were then incubated in
citrate buffer (pH 6) at 90 °C for 30 min for antigen
retrieval, washed in deionized H,O for 5 min, and
incubated with 3% (v/v) H,O, in methanol for
30 min to block endogenous peroxidase activity.
Following a wash in DPBS (Gibco) for 5 min,
sections were incubated with 1% (v/v) normal
horse serum (Vectastain ABC kit Elite, #PK-6200
Universal) in DPBS (Gibco) to block nonspecific
binding, and stained at 4 °C overnight in a humid-
ified chamber with primary antibodies (all diluted
1:500 in DPBS) against cleaved caspase-3 (Cell Sig-
naling Technology, #9664), osteopontin (Millipore,
#AB1870), osteocalcin (Millipore, #AB10911), and
bone sialoprotein (Millipore, #AB1854). Specific
antigen detection was performed using biotiny-
lated secondary antibody and biotin/avidin-based
peroxidase complex (Vectastain® Elite® ABC Kit)
diluted in DPBS (Gibco) according to manufac-
turer’s instructions, and followed by incubation with
the peroxidase substrate 3,3’-diaminobenzidine for
5 min (Vector DAB kit). Sections were then
counterstained with hematoxylin (Richard-Allan
Scientific), dehydrated with a graded series of
ethanol washes (50%, 70%, 95%, and twice 100%;
each for 2 min), incubated with CitriSolv (twice
for 5 min), dipped into xylene, and sealed with a
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coverslip (Fisherbrand) using Permount mounting
medium (Fisher Chemicals Scientific).

Negative controls were performed following the
same procedure but omitting either the primary or
secondary antibody incubation.

Quantification of cells positive for cleaved
caspase-3 was conducted in Image] (National
Institutes of Health) using the open source image
processing package Fiji. Briefly, immunohisto-
chemical images were color deconvoluted into
hematoxylin, DAB, and background images. DAB
images were then analyzed to quantify the area
covered by cells positive for cleaved caspase-3
by applying a global thresholding with pixel val-
ues set to 63. Data are shown as percentage of
cleaved caspase-3-positive cells per total tissue
area.

Real-time polymerase chain reaction

The effect of storage on the expression of genes
involved in osteogenesis was analyzed via real-time
PCR. Briefly, before preservation and 1 h after
revitalization, samples were lysed in TRIzol™
buffer (Qiagen) and total RNA was isolated using
the RNeasy Mini Kit (Qiagen). Following quantifi-
cation, 500 ng of RNA was reverse transcribed with
random hexamers using the GoScript™ Reverse
Transcription System (Promega) according to the
manufacturer’s protocol. The expression of RUNX2
(Hs00231692_m1), COLIAI (Hs00164004_ml),
ALPL (Hs01029144_ml), and the housekeeping
gene glyceraldehyde 3-phosphate dehydrogenase
(GAPDH; Hs02758991_g1) was analyzed in a 20 pL
volume reaction using the TagMan™ Universal
PCR Master Mix and TagMan Gene Expres-
sion Assay (Applied Biosystems) in a StepOne-
Plus PCR System cycler (Applied Biosystems).
The expression levels of the target genes are
expressed as normalized to the expression level of
GAPDH.

Image processing and generation

Image levels and backgrounds were adjusted in
Adobe Photoshop CC (Adobe Systems Incorpo-
rated) to improve viewing. Images were assem-
bled into figure panels using Adobe Illustrator CC
(Adobe Systems Incorporated).

Statistical analysis
Statistical analysis was conducted using GraphPad
Prism 6 version 6.0e. Repeated measures analysis of
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variance (ANOVA) with a Bonferroni post-hoc test
was used to compare the metabolic activity of sam-
ples before and after preservation. An unpaired ¢-
test was used to compare the metabolic activity of
samples treated using different preservation meth-
ods, as well as the percentage of dead and apoptotic
cells between control and the two treatment groups.
A one-way ANOVA for multiple comparisons with
Bonferroni post-hoc test was used to compare gene
expression between control and treatment groups.
Results are shown as means =+ standard deviations.
Differences were considered statistically significant
when the P value was less than 0.05.

Results

Tissue viability

The effects of tissue storage on cell function and
viability were estimated using a combination
of biochemical assays and immunohistochem-
istry. PrestoBlue assay data reveal an increase in
metabolic activity 1 h after revitalization for tissue
samples stored in PBS at 4 °C (Fig. 1), although this
is not statistically significant. However, following 24
h incubation at 37 °C, the metabolic activity of the
tissue samples decreases and reaches levels similar
to those observed for control samples (i.e., before
treatment). On the other hand, samples stored
in Synth-a-Freeze at —80 °C display a significant
decrease in metabolic activity both 1 and 24 h after
revitalization. Interestingly, the metabolic activity
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Figure 1. Metabolic activity. PrestoBlue analysis showing the
metabolic activity of tissue-engineered bone grafts before treat-
ment (BT), as well as 1 and 24 h after storage in phosphate-
buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze
(SF) at —80 °C. Data represent means = standard deviations
(n =3, P < 0.05; * denotes a significant difference compared
with samples before preservation, # denotes a significant differ-
ence between time points for the same treatment, and $ denotes
a significant difference between treatments for the same time
point).
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is significantly lower when samples are stored at
cryogenic temperature in Synth-a-Freeze compared
with hypothermic temperature in PBS, indicating
a more harmful effect of this condition on tissue
function. Live/dead fluorescence staining of sam-
ples, before and after storage, reveals increased cell
death following preservation in PBS at 4 °C and
in Synth-a-Freeze at —80 °C (Fig. 2). Interestingly,
for samples stored at 4 °C, the number of dead
cells seems to increase 24 h following revitaliza-
tion compared with control samples. By contrast,
samples preserved in Synth-a-Freeze at —80 °C
contain far more dead cells (red) even 1 h after revi-
talization, which increases even further 24 h after
revitalization. Concomitant with an increase in the
number of dead cells, live cells (green) appear more
pixelated, perhaps indicating the damage of the cell
membrane and leakage of the fluorescent dye from
dying cells. In fact, immunohistochemical analysis
of paraffin-embedded tissue sections (Fig. 3 and
Fig. S1, online only) shows the increased presence of
cleaved caspase-3 when samples are stored in Synth-
a-Freeze at —80 °C, compared with samples before
treatment or samples preserved in PBS at 4 °C,
suggesting that storage at cryogenic temperatures
can trigger apoptosis and adversely affect tissue via-
bility. Regardless of the storage method, however,
samples show increased levels of cleaved caspase-3
24 h after revitalization, although the positive
staining (small dark brown dots) is much higher
in samples stored in Synth-a-Freeze at —80 °C.
This may indicate that apoptotic processes are
less detectable early after revitalization, yet that
they have in fact been initiated and their rate
of progression depends on the preservation
method.

Tissue formation, composition, and structure

The effects of storage on the quality and integrity
of the extracellular matrix of tissue-engineered
bone grafts were studied through histological and
immunohistochemical investigation. The analysis
demonstrates the formation of compact tissue in
between the scaffold trabeculae that stains positive
for the bone-specific proteins osteopontin, osteo-
calcin, and bone sialoprotein (Fig. 4 and Fig. S2,
online only). Interestingly, no differences in tis-
sue content and composition are observed when
comparing tissue-engineered bone grafts stored in
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Figure 2. Tissue viability. (A) Epifluorescence (mosaic) and
confocal images of tissue-engineered bone grafts before treat-
ment (BT), as well as 1 and 24 h after storage in phosphate-
buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze
(SF) at —80 °C. Viable cells stain green and dead cells stain
red. Scale bars: 1 mm and 100 um, respectively. (B) Quantifi-
cation of dead cells in confocal images of samples before treat-
ment (BT), as well as 1 and 24 h after storage in phosphate-
buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze
(SF) at —80 °C. Data represent means =+ standard deviations
(n =3, P < 0.05; * denotes a significant difference compared
with samples before preservation, and $ denotes a significant
difference between treatments for the same time point).
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Figure 3. Apoptotic cells. (A) Immunohistochemical assessment of active caspase-3 in tissue-engineered bone grafts before treat-
ment (BT), as well as 1 and 24 h after storage in phosphate-buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze (SF) at
—80 °C. Scale bar: 20 pm. (B) Quantification of apoptotic cells in immunohistochemical micrographs of samples before treatment
(BT), as well as 1 and 24 h after storage in phosphate-buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze (SF) at —80 °C.
Data represent means =+ standard deviations (n = 3, P < 0.05; * denotes a significant difference compared with samples before
preservation, and $ denotes a significant difference between treatments for the same time point).

PBS at 4 °C and in Synth-a-Freeze at —80 °C with
control samples (i.e., before treatment), indicat-
ing that the methods tested in this study do not
alter the conformation and spatial distribution of
the characteristic proteins constituting the extra-
cellular matrix of the bone tissue. On the other
hand, closer examination of the extracellular matrix

82

under infrared light reveals that storage affects the
integrity/organization of the collagen fibers (Fig. 5),
an effect that is more pronounced when samples are
stored in Synth-a-Freeze at —80 °C compared with
hypothermic temperature in PBS, especially 24 h
after revitalization. The results show structural
alteration of the collagen fibers both at the edge
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Figure 4. Tissue formation and composition. (A) Histological assessment of tissue-engineered bone grafts before treatment (BT),
as well as 1 and 24 h after storage in phosphate-buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze (SF) at —80 °C.
Samples are stained with hematoxylin/eosin, which stains cell nuclei blue and the extracellular matrix pink. Scale bar: 100 pm.
(B) Immunohistochemical assessment of tissue-engineered bone grafts before treatment (BT), and 1 and 24 h after preservation
in phosphate-buffered saline solution (PBS) at 4 °C and in Synth-a-Freeze (SF) at —80 °C. Samples are stained for osteocalcin,

osteopontin, and bone sialoprotein (brown). Scale bar: 100 pm.

and center of the tissue-engineered bone grafts. At
the edge of the tissue, where the collagen fibers
are denser and aligned in parallel, it is possible
to observe thickening and structural separation,
a phenomenon that worsens 24 h after revitaliza-
tion. At the center of the tissue instead, where
the collagen fibers are less dense and randomly
oriented, preservation results in the formation of
empty pockets in the fabric of the extracellular
matrix.

Expression of osteogenic genes

The effects of preservation on the functionality
of tissue-engineered bone grafts were studied by
measuring the expression of the osteogenic genes
RUNX2, COLIAIL, and ALPL. Real-time PCR anal-
ysis (Fig. 6) shows that preservation does not
affect negatively the expression of these genes. On
the other hand, the preservation methods tested
in this study lead to the upregulation of RUNX2
and ALPL. While RUNX2 expression increases
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Figure 5. Extracellular matrix integrity. Confocal images
showing the organization of collagen fibers in tissue-
engineered bone grafts before treatment (BT), as well as 1 and
24 h after storage in phosphate-buffered saline solution (PBS)
at 4 °C and in Synth-a-Freeze (SF) at —80 °C. Samples are
stained with Sirius Red, which stains collagen fibers in Red.
Scale bar: 10 pm.

Tam et al.

significantly when samples are preserved in PBS at
4 °Cand in Synth-a-Freeze at —80 °C, ALPL expres-
sion significantly increases only when samples are
preserved in Synth-a-Freeze at —80 °C.

Discussion

Having available adequate amounts of personal-
ized tissues that can be distributed and delivered
to patients represents a paradigm shift in medicine
that will revolutionize the way medical care is
provided. To support clinical translation of engi-
neered tissues, development and testing of preser-
vation methods that minimize damage and increase
the shelf life of these products is crucial to foster
research and facilitate the transition from bench to
bedside. Typically, cells and tissues are preserved at
hypothermic or cryogenic temperature in physio-
logical or cryoprotectant-containing solutions that
mitigate the biophysical effects associated with the
cooling, freezing, and warming process. Cells, in
particular, display good tolerance to freezing using
available preservation solutions, and can be main-
tained viable for about 1 week at 4 °C in PBS.* On
the other hand, engineered tissues are more sensi-
tive than individual cells to preservation, and the
biophysical effects of hypothermic and cryogenic
storage vary markedly based on the size and type
of tissue and in relation to their specific structural
organization. Over the past years, many efforts have
been made to develop and test preservation pro-
tocols and solutions, and to study the effects of
hypothermic and cryogenic temperatures on tissue-
engineered products, including neural tissue, carti-
lage, mucosa, skin, vascular grafts, and so on.>*3!-%
However, no knowledge exists on the effects of
these conditions on human bone engineered from
human iPSCs. These cells can be derived from every
patient, produced in clinically sufficient numbers,
and coaxed to become any cell type constituting
the human body.?® The ability to store and/or bank
large amounts of personalized bone will facilitate
a tissue engineering approach toward personalized
orthopedic reconstructions. In this study, we tested
the effects of storage in PBS at 4 °C or in Synth-
a-Freeze at —80 °C on the survival, structure, and
function of tissue-engineered human bone grafts.
Synth-a-Freeze is a commercially available cryop-
reservation medium containing 10% dimethylsul-
foxide (DMSO) intended for freezing and storing
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Figure 6. Gene expression. Real-time polymerase chain reac-
tion data showing the expression of RUNX2, COLIA1, and
ALPL in tissue-engineered bone grafts before treatment (BT),
as well as 1 and 24 h after storage in phosphate-buffered saline
solution (PBS) at 4 °C and in Synth-a-Freeze (SF) at —80 °C.
Data represent means % SD (n = 3, P < 0.05; * denotes a signif-
icant difference compared with samples before preservation).

a variety of mammalian cell types, including mes-
enchymal stem cells. To take into consideration
possible delays in storage-induced cell death and tis-
sue damage and more thoroughly assess the effects
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of storage on tissue quality, samples were analyzed
1 and 24 h after revitalization. Biochemical and
immunohistochemical analysis revealed significant
cell death associated with storage at cryogenic tem-
perature, and the presence of dying cells in the
newly formed tissue. Cell death likely results from
the physical and chemical changes that occur dur-
ing freezing and thawing,'®!! as well as from the
toxicity of the DMSO present in the Synth-a-Freeze
solution. The results are consistent with other stud-
ies testing the effects of cryopreservation on tissue-
engineered constructs, which have observed a 25%
or higher decline in tissue viability following stor-
age in cryoprotectant-containing formulations.**?°
Interestingly, the decline in metabolic activity and
number of viable cells continues to take place fol-
lowing revitalization and increases after 24 h, indi-
cating that storage-induced damage continues to
worsen following revitalization. Additional studies
of metabolic activity and tissue viability at later time
points are needed to fully understand the long-term
effects of cryopreservation on tissue-engineered
bone grafts and its potential impact on therapeutic
efficacy. It is important to understand whether the
grafts remain viable, recover, and return to values
of metabolic activity observed before storage. The
presence of viable cells in engineered bone grafts
can support healing by directly contributing to new
bone formation and/or and by inducing host cells to
form new bone via the release of trophic factors.>”
Studies in animal models of skeletal reconstruc-
tions will clarify how cryopreservation influences
the regenerative properties of the grafts. In con-
trast with cryopreservation, storage in PBS at 4 °C
did not seem to significantly affect the viability and
metabolic activity of the samples, suggesting that
short-term preservation can be attained without
compromising the osteoinductive and regenerative
properties of tissue-engineered human bone grafts.
Additional studies are needed to test this approach,
however.

In addition to affecting tissue viability, tissue
storage seemed to alter the structural organization
of the collagen fibers that constitute the extracel-
lular matrix of the grafts. The extracellular matrix
interacts with cells and regulates diverse cellular
functions, including proliferation, migration, and
differentiation.® Both storage methods tested in
this study resulted in the separation of the collagen
fibers and the formation of empty pockets in the
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extracellular matrix, and these effects were much
stronger when tissues were stored at cryogenic
temperature. The alignment and orientation of col-
lagen fibers confer unique mechanical properties
to biological tissues.** Thus, understanding how
the structural modifications of the collagen fibers
associated with preservation affect the quality of
tissue-engineered bone grafts becomes essential
to manufacture compliant products with optimal
mechanical capabilities. It also remains to be under-
stood whether these structural alterations elicit an
adverse response in the body, which compromises
graft-host interaction and the healing process
following implantation.

Despite changes in the ultrastructure of the
extracellular matrix, all samples were positive for
the noncollagenous bone matrix glycoproteins,
osteopontin osteocalcin, and bone sialoprotein,
indicating that storage does not result in molecular
unfolding or breakdown of proteins that regulate
mineralization and may impart osteoconductive
properties on tissue-engineered bone grafts.*’
Likewise, storage at both hypothermic and cryo-
genic temperature did not affect the expression of
RUNX2, COL1A1, and ALPL, which are recognized
to support osteogenesis in vitro and in vivo.*!

Altogether, the results of the present study show
that hypothermic storage allows preservation with-
out significantly compromising viability, compo-
sition, and function of tissue-engineered human
bone grafts. It remains to be understood, however,
how the separation of the collagen fibers affects the
reconstructive properties of bone grafts preserved at
hypothermic temperatures.

By contrast, cryogenic storage preserves nei-
ther tissue viability nor the ultrastructure, which
could diminish the regenerative properties and
therapeutic potential of these grafts. The extent
and consequences of these effects require further
investigation in clinically relevant animal models
before optimal protocols and formulations can be
designed for short- and long-term storage of tissue
grafts for personalized orthopedic applications.

Conclusions

This study provides new insights into how
hypothermic and cryogenic preservation affect
the characteristics of bone grafts engineered from
human iPSCs. Although further study is required,
the data support the idea that personalized human

Tam et al.

bone can be preserved for distribution and, perhaps,
banked as an off-the-shelf product for advanced
skeletal reconstructions.

Acknowledgments

We thank Dr. Rick Monsma, Dr. Raeka Aiyar,
and Corvis Richardson for proofreading the
manuscript. This work was supported by the New
York Stem Cell Foundation Research Institute
(GMdP) and the Ralph and Ricky Lauren Family
Foundation (GMdP).

Author contributions

All authors contributed to the study. E.T. and M.M.
collected and assembled the data, did data analy-
sis and interpretation, and wrote the manuscript.
M.S. studied the design, collected and assem-
bled the data, did data analysis and interpretation,
and wrote the manuscript. A.AIM and A.A. assem-
bled the data, did data analysis and interpretation,
and wrote the manuscript. G.M.d.P. conceptualized
and designed the study, did the study supervision,
collected and assembled the data, performed data
analysis and interpretation, wrote and approved the
final manuscript, and also helped with financial
support.

Supporting information

Additional supporting information may be found in
the online version of this article.

Figure S1. Additional data on apoptotic cells. Con-
trol sample staining negative for cleaved caspase-3,
counterstained with hematoxylin. Scale bar: 20 pm.

Figure S2. Additional data on tissue composition.
Control sample staining negative for osteocalcin,
osteopontin, and bone sialoprotein, counterstained
with hematoxylin. Scale bar: 100 pm.

Competing interests

The authors declare no competing interests.

References

1. Brockbank, K.G.M. 2000. Tissue Engineering Constructs
and Commercialization. Madame Curie Bioscience Database
[Internet]. Austin, TX: Landes Bioscience.

2. Nerem, R.M. & A. Sambanis. 1995. Tissue engineering: from
biology to biological substitutes. Tissue Eng. 1: 3-13.

3. Mocé-Llivina, L. & J. Jofre. 2004. A method to maintain
mammalian cells for days alive at 4 degrees C. Cytotechnol-
ogy 46: 57-61.

86 Ann. N.Y. Acad. Sci. 1460 (2020) 77-87 © 2019 The Authors. Annals of the New York Academy of Sciences
published by Wiley Periodicals, Inc. on behalf of New York Academy of Sciences.



Tam et al.

Preservation of engineered human bone

4. Yong, K.W,, WK. Wan Safwani, E Xu, et al. 2015. Cryop-  24. Bakhach,J. 2009. The cryopreservation of composite tissues:
reservation of human mesenchymal stem cells for clinical principles and recent advancement on cryopreservation of
applications: current methods and challenges. Biopreserv. different type of tissues. Organogenesis 5: 119-126.
Biobank. 13: 231-239. 25. Takahashi, K., K. Tanabe, M. Ohnuki, et al. 2007. Induction

5. Liu, B.L. & J.J. McGrath. 2004. Vitrification solutions for the of pluripotent stem cells from adult human fibroblasts by
cryopreservation of tissue-engineered bone. Adv. Bioeng. 2: defined factors. Cell 131: 861-872.

119-120. 26. de Peppo, G.M., I. Marcos-Campos, D.J. Kahler, et al. 2013.

6. Mahalingam, V.D., N. Behbahani-Nejad, E.A. Ronan, et al. Engineering bone tissue substitutes from human induced
2015. Fresh versus frozen engineered bone-ligament-bone pluripotent stem cells. Proc. Natl. Acad. Sci. USA 110: 8680-
grafts for sheep anterior cruciate ligament repair. Tissue Eng. 8685.

Part C Methods 21: 548-556. 27. Sladkova, M., M. Palmer, C. Ohman, et al. 2018. Engineering

7. Urbani, L., P. Maghsoudlou, A. Milan, et al. 2017. Long-term human bone grafts with new macroporous calcium phos-
cryopreservation of decellularised oesophagi for tissue engi- phate cement scaffolds. J. Tissue Eng. Regen. Med. 12: 715-
neering clinical application. PLoS One 12: e0179341. 726.

8. Kaur, R., K. Pramanik & SK. Sarangi. 2013. 28. Sladkova, M., J. Cheng, M. Palmer, et al. 2019. Compari-
Cryopreservation-induced stress on long-term preserved son of decellularized cow and human bone for engineering
articular cartilage. ISRN Tissue Eng. 2013: 1-10. bone grafts with human induced pluripotent stem cells. Tis-

9. Day, A,, K.S. Bhangra, C. Murray-Dunning, et al. 2017. The sue Eng. Part A 25: 288-301.
effect of hypothermic and cryogenic preservation on engi-  29. Sladkova, M., R. Alawadhi, R. Jaragh Alhaddad, et al. 2018.
neered neural tissue. Tissue Eng. Part C Methods 23: 575- Segmental additive tissue engineering. Sci. Rep. 8: 10895.
582. 30. Vogel, B., H. Siebert, U. Hofmann & S. Frantz. 2015.

10. Pegg, D.E. 2007. Principles of cryopreservation. Methods Determination of collagen content within picrosirius red
Mol. Biol. 368: 39-57. stained paraffin-embedded tissue sections using fluores-

11. Baust, J.G., D. Gao & J.M. Baust. 2009. Cryopreservation: an cence microscopy. MethodsX 2: 124-134.
emerging paradigm change. Organogenesis 5: 90-96. 31. Nover, A.B., R.M. Stefani, S.L. Lee, et al. 2016. Long-term

12. Acker, J.P. 2007. Biopreservation of cells and engineered tis- storage and preservation of tissue engineered articular car-
sues. Adv. Biochem. Eng. Biotechnol. 103: 157-187. tilage. J. Orthop. Res. 34: 141-148.

13. Giwa, S., J. Lewis, K. Alvarez, et al. 2017. The promise of ~ 32. Spoerl, G., R. Mai, E. Klingner, et al. 2008. Cryopreserved
organ and tissue preservation to transform medicine. Nat. tissue engineered mucosa. Folia Histochem. Cytobiol. 46:
Biotechnol. 35: 530-542. 541-544.

14. Stefanovich, P, R.M. Ezzell, S.J. Sheehan, et al. 1995. Effects ~ 33. Chen, F,, W. Zhang, W. Wu, et al. 2011. Cryopreservation of
of hypothermia on the function, membrane integrity, and tissue-engineered epithelial sheets in trehalose. Biomaterials
cytoskeletal structure of hepatocytes. Cryobiology 32: 389- 32: 8426-8435.

403. 34. Costa, PF, A.F. Dias, R.L. Reis & M.E. Gomes. 2012. Cry-

15. Rauen, U. & H. de Groot. 2002. Mammalian cell injury opreservation of cell/scaffold tissue-engineered constructs.
induced by hypothermia—the emerging role for reactive Tissue Eng. Part C Methods 18: 852-858.
oxygen species. Biol. Chem. 383: 477-488. 35. Dahl, S.L., A.P. Kypson, J.H. Lawson, et al. 2011. Readily

16. Drobnis, E.Z., L.M. Crowe, T. Berger, et al. 1993. Cold shock available tissue-engineered vascular grafts. Sci. Transl. Med.
damage is due to lipid phase transitions in cell membranes: 3: 68ra9.

a demonstration using sperm as a model. J. Exp. Zool. 265:  36. Elder, E., Z. Chen, A. Ensley, et al. 2005. Enhanced tissue
432-437. strength in cryopreserved, collagen-based blood vessel con-

17. Bourne, W.M. 1991. Corneal preservation: past, present, and structs. Transplant. Proc. 37: 4625.
future. Refract. Corneal Surg. 7: 60-61. 37. Lin, H., ]. Sohn, H. Shen, et al. 2019. Bone marrow mes-

18. Bravo, D, T.H. Rigley, N. Gibran, et al. 2000. Effect of stor- enchymal stem cells: aging and tissue engineering applica-
age and preservation methods on viability in transplantable tions to enhance bone healing. Biomaterials 203: 96-110.
human skin allografts. Burns 26: 367-378. 38. Hynes, R.O. 2009. The extracellular matrix: not just pretty

19. Armitage, W.J. 2011. Preservation of human cornea. Trans- fibrils. Science 326: 1216-1219.
fus. Med. Hemother. 38: 143-147. 39. Muiznieks, L.D. & EW. Keeley. 2013. Molecular assembly

20. Karlsson, J.O. & M. Toner. 1996. Long-term storage of tissues and mechanical properties of the extracellular matrix: a
by cryopreservation: critical issues. Biomaterials 17: 2430~ fibrous protein perspective. Biochim. Biophys. Acta 1832:
2456. 866-875.

21. Gao, D. & J.K. Critser. 2000. Mechanisms of cryoinjury in ~ 40. Gehron Robey, P. 2008. Noncollagenous bone matrix
living cells. ILAR J. 41: 187-196. proteins. In Principles of Bone Biology. 3rd ed. J.P. Bilezikian,

22. Best, B.P. 2015. Cryoprotectant toxicity: facts, issues, and G.L. Raisz & T.J. Martin, Eds.: 335-349. Academic
questions. Rejuvenation Res. 18: 422-436. Press.

23. Xu, E, S. Moon, X. Zhang, et al. 2010. Multi-scale heat ~ 41. Hayrapetyan, A., J.A. Jansen & J.J. van den Beucken. 2015.
and mass transfer modelling of cell and tissue cryopreser- Signaling pathways involved in osteogenesis and their appli-
vation. Philos. Transact. A Math. Phys. Eng. Sci. 368: 561— cation for bone regenerative medicine. Tissue Eng. Part B
583. Rev. 21: 75-87.

Ann. N.Y. Acad. Sci. 1460 (2020) 77-87 © 2019 The Authors. Annals of the New York Academy of Sciences 87

published by Wiley Periodicals, Inc. on behalf of New York Academy of Sciences.



