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Regenerative medicine is challenged by the need to conform to rigorous guidelines for establishing safe and effective development
and translation of stem cell-based therapies. Counteracting widespread concerns regarding unproven cell therapies, stringent cell-
based assays seek not only to avoid harm but also to enhance quality and efficacy. Potency indicates that the cells are functionally
fit for purpose before they are administered to the patient. It is a paramount quantitative critical quality attribute serving as a
decisive release criterion. Given a broad range of stem cell types and therapeutic contexts the potency assay often comprises one
of the most demanding hurdles for release of a cell therapy medicinal product. With need for improved biomarker assessment and
expedited measurement, recent advances in graphene-based biosensors suggest that they are poised to be valuable platforms for
accelerating potency assay development. Among several potential advantages, they offer versatility for sensitive measurement of a
broad range of potential biomarker types, cell biocompatibility for direct measurement, and small sample sufficiency, plus ease of

use and point-of-care applicability.

1. Introduction

A wide range of novel Advanced Therapy Medical Products
(ATMP) have been pursued intensively over the last decade.
In addition to gene therapy medical products (GTMP)
and tissue-engineered products (TEP), the application of
stem cells has driven extensive research into somatic cell
therapy medicinal products (CTMPs). Although the number
of ATMPs in the centralised European Union (EU) Marketing
Authorization (MA) phase has been described as low [1, 2],
a number of recent advances in stem cell biology, comple-
mentary technologies, and legislation are collaborating to
promote market licensing and cell therapy in clinical practice.

With regard to stem cell-based therapies, our growing
understanding of one of the most actively investigated cell
types, commonly known as human “mesenchymal stem cell”
(hMSC), is fostering debate. Arising from studies of non-
hematopoietic human bone marrow stromal cells (hBMSC),

an authoritative view is that tissue-specific stem/progenitor
cells, a subset of which are skeletal stem cells, are not to be
confused with similarly named “hMSC” derived from other
tissue sources, especially for regeneration of bone or cartilage
tissue [3]. Rather, hMSCs as multipotent stem cells for the
skeleton and guardians of lifelong bone turnover are not
identical to “hMSC” derived from other anatomical sources
such as adipose tissue, muscle tissue, or umbilical cord-
derived stromal cells [4]. Key to understanding their potential
clinical function is appreciation that they are derived from
a perivascular niche [5] incorporated as CD146+ adven-
titial reticular cells. Their clinical mode of action may
be other than formation of regenerating tissue-producing
cells, instead reflecting secretion of immunomodulatory and
trophic factors that modulate host tissue functions [6]. This
does not necessarily totally replace data-driven concepts
that hMSC can function via a stem cell tissue integrating
nature, especially in homologous contexts [7]. Widening the
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scope of stem cell therapies has improved insights into how
normal epithelial stem cells maintain healthy tissues and how
they might be subverted in cancer [8]. Moreover, induced
pluripotent stem cells (iPSCs) differentiated as a sheet of
retinal pigment epithelial cells are also entering the clinical
trial arena [9].

Complementing progress in understanding the diversity
of stem cells are advances in large-scale production of ther-
apeutic cells, including bioreactor systems for mesenchymal
stem cells [10]. Cell expansion ex vivo may be inevitable for
sourced cells to reach a critical clinical dose [11], emphasising
need for current good manufacturing practices (cGMP) and
above all, conditions that optimise safety [12]. The diverse
range of CTMP and concern for malpractice from business
marketing of unproven stem cell therapy interventions makes
the counteractive measure of strict guidelines fundamental
[13]. Human cell therapy potency assays play a major role in
establishing ethical practice and improved biosensors for cell
analysis are likely to be of great service in the potency assay
context.

2. The Challenge of Potency in
Cell-Based Therapeutics

Among key requirements for cell-based therapy for regenera-
tive medicine, current guidelines stipulate identity, safety
[14], purity, and potency as critical quality attributes
(CQA) of CTMP. For pharmaceuticals, potency can directly
link quantity of the active substance and the products
desired therapeutic effect. The picture is less clear for cell-
based products, where the definition of potency needs
adaptation to fit the specific properties of cell therapies
to also include measurements of viability, self-renewal,
death, and differentiation [15]. Definitions of potency can be
found in the 1999 European Medicines Agency (EMA) ICH
Q6B guidelines, as well as the 2011 Guidance for Industry
from the US Department of Health and Human Services
Food and Drug Administration (FDA) “Potency Tests for
Cellular and Gene Therapy Products” (CGT) [16]. The
EMA definition, “the measure of the biological activity
using a suitably quantitative biological assay (also called
potency assay or bioassay), based on the attribute of the
product which is linked to the relevant biological properties”
is broadly consistent with the FDA 21 CFR Part 600.3(s)
stipulation: “the specific ability or capacity of the product,
as indicated by appropriate laboratory tests or by adequately
controlled clinical data obtained through the administration
of the product in the manner intended, to effect a given
result.” Notably, potency measures are tailored specifically
for a particular product and guidelines recognize need for
flexibility regarding specific types of potency assay or the
proposed acceptance criteria for product release. Several
potency assay formats can be accepted, including the use of
direct or indirect (surrogate markers) indicators of intended
biological activity, such as gene expression patterns, cell
surface markers, or other biological entities relevant to
the desired therapeutic effect, particularly if the CTMP
is destined for tissue repair and regeneration. Regional
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jurisdiction guidelines between Japan the USA and EU differ
[17]. The latest updated FDA Guidelines (https://www.fda
.gov/downloads/BiologicsBloodVaccines/GuidanceCompli-
anceRegulatoryInformation/Guidances/CellularandGene-
Therapy/UCM585403.pdf) indicate that to lawfully market
a biological product a biologics license must be in effect
issued only after determination that the product meets safety,
purity, and potency standards.

The challenges to potency assay development are many:
(i) inherent heterogeneity in the starting cell population;
(ii) a limited cell product lot size and amount available for
testing; (iii) limited viability and stability of cellular products;
(iv) the difficulties in establishing the mechanism of action
(MOA) considering the numerous intrinsic factors and active
components; (v) the potential for both positive or negative
interactions among active components; (vi) the difficulty of
establishing reference standards; (vii) additional complexity
if biomaterials are involved; (viii) the difficulty of accurately
predicting the in vivo fate from external measurements made
before cell administration to the patient.

For the widely used hBMSC, starting material hetero-
geneity concerns not only identity and parity with mini-
mal defining criteria [18], but also the mode of manufac-
ture [19]. Moreover, for the potency assay, variability also
extends to achieving conditions that allow proper phenotypic
expression of receptors and active component molecules.
The potency assay may be performed in animals and for
some measurements this remains necessary; however, this
introduces considerable costs for specialized facilities and
expertise. In particular, data acquisition and processing need
to be confined to time frames compatible with cell harvest,
expansion, and administration that prevalently involves use
of freshly grown cells, until cryopreservation of stem cells
becomes more widely established [20-22]. Assuming the
arduous investigation of mechanism of action has reduced
complexity to definitive biomarkers, there remain concerns
that the method used to make the measurement must be
trustworthy and in particular, accurate, sensitive, specific,
precise, and robust. Precision relates to measurement reliabil-
ity and reproducibility, yet robustness is needed for the assay
to remain consistent when applied in different clinical sites.
Traditional assay methods requiring multistep procedures
and operator intervention are likely to be less robust that inte-
grative biosensor devices (Figure 1). Additional concerns are
whether handling procedures interfere with potency assays
[23] and whether minimising time between cell potency
measurement and point-of-care (POC) use improves quality
consistency.

Notably, clinical study data is not of practical use for
establishing the potency assay. The potency assay predicts
ability to cause functional effect rather than clinical effec-
tiveness or outcome and needs to be capable of defining
individual product lot release criteria. The emerging apparent
contradiction is that potency assays benefit from being
highly sophisticated yet technically simple. To date, many
potency assays rely on definitive end points that match
relatively clear phenotypes such as cell proliferation, dif-
ferentiation, cell death, and ability to induce angiogenesis.
Not all traditional assays measuring these phenotypes are
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FIGURE 1: Biosensors for potency assay simplification. Traditional potency assay measurement technologies include (a) Protein expression
via Sodium Dodecyl Sulphate-PolyAcrylamide Gel Electrophoresis (SDS-PAGE), (b) Gene expression via quantitative Real Time Polymerase
Chain Reaction (qQRT-PCR), (c) Live cell flow cytometry via Fluorescence-Activated Cell Sorting (FACS) analysis, or (d) Enzyme-Linked
Immunosorbent Assay (ELISA) for antibody targets. These are typically multistep procedures requiring more time and expertise than needed
for application of (e) dedicated biosensors tailored for specific target analytes.

necessarily equivalent however, especially for diverse ther-
apeutic cell types and indications. Whereas proliferation
may be a phenotype considered useful for evaluating the
potency of autologous hematopoietic stem cells for bone
marrow transplantation, interlaboratory reproducibility of
commonly performed colony forming unit (CFU) assays
is problematical [24]. Sample tests may poorly reflect the
administered bulk clinical product and closely monitoring
prompt engraftment after administration remains one of the
most reliable indicators of quality [25]. For this and umbil-
ical cord blood potency assessment [26], rapid functional
assays are required. Derivation of a potency assay includes

identification, qualification, and maintenance of a product-
specific reference standard for direct comparison in the
quantitative potency assay, to obtain a potency ratio used to
define product release criteria [16].

Understandably, the high costs and investigative time
needed for developing a suitable potency assay for cell-based
products has hindered entry of biologicals into phase III
or IV clinical trials. A potency assay needs to be one of
the first considerations for any CTMP, yet there is currently
a marked discrepancy between the number of phase I/1I
clinical safety trials and phase III or IV clinical trials that
require a validated potency assay (Table 1). For example,
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TaBLE 1: Number of clinical trials with the term “stem cell” in major geographical regions. Data taken from https://clinicaltrials.gov/ for North
America and Asia and https://www.clinicaltrialsregister.eu/ctr-search/search for Europe, at 14.12.2017. “Number presented includes clinical
studies with phase or status not declared. "The numbers include also studies declared as terminated or prematurely ended.

Country/region USA Canada Europe China Republic of Korea Japan India
Stem cell clinical trials up to 2018" 2360 277 788 326 160 27 70
Phase 1 766 49 144 153 50 11 47
Phase1+2 1671 150 589 228 107 16 62
Phase 2 1211 129 561 183 82 8 44
Phase 3 184 91 193 39 17 8 7
Phase 4 18 2 36 24 9 0 0
Ongoing 908 117 574 141 54 11 12
Suspended 18 2 28 2 0 0 1
Terminated" 255 22 108 2 9 1 4
Completed 1020 118 231 48 59 12 27
With results 418 51 107 4 6 6 2
Without results 1942 226 678 322 154 21 68
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FIGURE 2: Graphic representation of the relative number of stem cell clinical trials. (a) According to geographical region, (b) number of stem

cells studies for each particular clinical phase.

out of all the stem cell-related clinical trials registered on
https://clinicaltrials.gov for the US, only 8.58% are in phase
III or IV. For China this index is closer to 20% and in EU
and Japan 30%; but figures also reflect relatively fewer early
stage stem cell clinical trial studies outside the US (Table 1,
Figure 2). High installation and implementation costs of cell
analysis systems and stringent approval regulations may delay
growth of CTMP.

3. Current Potency Assays in Advanced
Therapy Medical Products

The first stem cell-based ATMP therapy granted market-
ing authorization by EMA, Holoclar, treats severe trauma
induced limbal stem cell deficiency (LSCD) in adults [27]. A
recommended dose of 79,000 to 316,000 cells/cm* can suffice

to cover the entire corneal surface of the patients affected
eye. Corneal epithelium that would otherwise be irrevocably
damaged is replaced with epithelium with a reservoir of
continually regenerating limbal stem cells that provide long-
term normal corneal function. Marketing approval came
eighteen years after initial proof-of-principle success in
two patients [28] and a 2010 clinical study that showed
permanent restoration of a transparent renewing corneal
epithelium in 76.6% of 112 patients [29]. Product potency
assay development followed the observation that p63°ht
expression in the stem cell nuclei of holoclones could be
linked to a good clinical outcome. Providing a potency
reference, it was found that among the total number of
clonogenic cells, presence of >3% holoclone-forming lim-
bal stem cells correlated with successful transplantation

[29]. Thus, quantification of p63bright cells could serve as
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a key potency assay biomarker for this cell-based ther-
apy.

Several other stem cell CTMP have resorted to quantita-
tive ELISA methods in potency assays. Multistem®; an adult
allogeneic bone marrow-derived product has shown benefi-
cial effects in animal models of ischemic injury. For potency
assays regarding complex indications, when an authentic
bioassay is not feasible, surrogate in vitro assays identify
biological activity analytically by correlation to a relevant
product-specific causal activity. Angiogenic factors secreted
by Multistem multipotent adult progenitor cell (MAPC)
populations, measured by enzyme-linked immunosorbent
assay (ELISA) correlated with induction of tube formation
by endothelial cells in vitro for a proposed quantitative
potency assay with predefined accept/reject criteria [30]. A
more sophisticated aortic ring potency assay could quanti-
tatively evaluate the ability and potency of cellular therapy
candidates to migrate to areas of angiogenesis, influence
ECM processing, and contribute to vessel development via
physical contact [31]. The angiogenic activity of a pooled ex
vivo expanded allogeneic human bone marrow mesenchy-
mal stromal cell product Stempeucel® identified vascular
endothelial growth factor (VEGF) measured by ELISA as
a dose-dependent active effector. A VEGF concentration
of at least 2ng/ml/million hMSCs was estimated to be
sufficient for the cell therapy product to induce blood vessel
formation [32]. It remains important to corroborate such
ex vivo measurements with correlation for expected specific
biological response in vivo. The cells may secrete additional
factors such as glycine [33] that might also govern in vivo
outcome [34].

An effective surrogate potency measure for the im-
munoregulatory activity of the Osiris Bone marrow adult
mesenchymal stem cell product Prochymal™ was an ELISA
measure of tumor necrosis factor receptor 1 (TNFRI1) levels
in the cell therapy product, in combination with a qualitative
measurement of the inhibition of the interleukin 2 receptor «
(IL2R«) expression on activated T cells. Quantitative metrics
included a concentration of at least 13 pg TNFRI per million
MSCs and the ability of inhibiting at least 30% of IL2R«x
expression in cocultured CD3/CD28-activated peripheral
blood mononuclear cells (PBMCs) relative to control was
considered sufficient in order to induce the desired therapeu-
tic effect [35].

The product NurOwn® consists of autologous ex vivo-
propagated bone marrow-derived MSCs induced to secrete
neurotrophic factors (MSC-NTF cells), currently undergoing
a phase III clinical trial for the treatment of Amyotrophic Lat-
eral Sclerosis (ALS). Biomarkers quantified for this stem cell-
based therapy product include cell-secreted neurotrophic fac-
tors, inflammatory factors, and cytokines in the cerebrospinal
fluid (NCT03280056). Notably, microRNA profiling of MSC-
NTF cells could distinguish them from matched origin MSC,
characterisation that could be useful for a potency assay if
biological response is dependent on a threshold number of
MSC-NTF cells [36].

The NiCord® product consists of a cryopreserved stem
cell product consisting of allogeneic ex vivo-expanded umbil-
ical cord-derived hematopoietic CD34+ progenitor cells

and the noncultured cell fraction of the same cord blood
unit. Current phase 3 clinical trials include treatment of
hematological malignancies such as acute lymphoid leukemia
or myelodysplastic syndrome (NCT02730299). An effective
measurement of biological effect for this product was the time
for neutrophil engraftment following transplantation [37];
however, this has yet to strictly conform to the potency assay
requisite of measurement before administration.

Numerous other stem cell-containing cell-based therapy
products are currently pending market approval or are
undergoing clinical trial evaluation. Notably, the respective
definitive potency assays are either proprietary or still a work
in progress. Nonetheless, they serve as good examples for
considering the scope of applications where graphene-based
biosensors might be helpful in early stages of cell therapy
development. The blood and tissue bank of Catalonia prod-
uct XCEL-MT-OSTEO-ALPHA, representing autologous ex
vivo-expanded MSCs fixed in allogeneic bone tissue, is
currently being tested in phase 1/2 clinical trials for the treat-
ment of spinal fusion (NCT01552707), hypertrophic pseu-
doarthrosis of long bones (NCT02230514) and femoral head
osteonecrosis (NCT01605383). The product PneumoStem®
consists of allogeneic ex vivo-expanded human umbilical
cord blood-derived MSCs currently in phase 1/2 clinical
trials for the prevention of bronchopulmonary dysplasia in
premature infants (NCT02381366), as well as a phase II
clinical trial for the treatment of intraventricular hemorrhage
(NCT02890953). The results of these trials will be important
to evaluate the safety and effectiveness of this approach [38].
CordIn™ consists of allogeneic ex vivo-expanded umbilical
cord blood-derived CDI33+ cells, currently in phase 1/2
clinical trials for the treatment of sickle cell disease and
thalassemia (NCT02504619) plus severe aplastic anemia
and myelodysplastic syndrome (NCT03173937). The product
NeuroStem® consisting of allogeneic human umbilical cord-
derived MSCs is undergoing phase 1/2 clinical trials for
the treatment of Alzheimer’s disease (NCT02054208). The
product CartiStem®, allogeneic ex vivo-expanded umbilical
cord blood-derived MSCs in combination with sodium
hyaluronate, is under evaluation in two parallel clinical trials
for the treatment of knee chondral defects (NCT01733186)
and osteoarthritis (NCT01041001). Although a particular
potency assay was not described and biological activity
including inhibition of proinflammatory cytokines is poorly
characterised, long-term benefit has been reported [39].

4. Graphene-Based Platforms to Accelerate
Potency Assay Development

Currently, CTMP research is well-poised for collaborative
development of dedicated biosensors for monitoring cell
potency, adopting principles of quality by design (QbD) for
cell product manufacture [40]. Existing commercial cell-
based products already provide qualifying bioactive medi-
ators as target molecules or analytes that can help guide
potency biosensor design strategies.

Although ELISA and PCR-based quantification seem to
be the methods of choice in the current development of stem
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cell-based products due to their outstanding detection limits,
the challenge of guaranteeing high quality measurements
is increasingly being met by progress in biosensor design.
Various functionalized forms of graphene and nanocom-
posites [41] can be used to develop biosensors for a broad
range of probes suitable for recognizing specific biomarkers
relevant to stem cell-based therapies, including hallmarks of
vascularization (e.g., VEGF [42]), proliferation and differ-
entiation (e.g., miR-21 [43] and Bcl-2 [44]), immunity (e.g.,
TNF-« [45] and IFN-y [46]) or apoptosis (e.g., caspase-
3 activity [47]), and pluripotency factors (e.g., NANOG
[48]). Graphene-based materials include pristine graphene,
functionalized forms such as graphene oxide (GO), reduced
graphene oxide (rGO), and graphene quantum dots (GQD)
can each introduce particular charge interaction qualities
utilized by sensing platforms [49].

This versatility can help advance development of novel
potency assays for future stem cell-based products (Figure 3).
Graphene-based biosensor platforms allow biocompatibility
and relatively straightforward applicability to cell product
fabrication procedures, scalability for small sized samples,
and, above all, an opportunity to create innovative enhanced
cell interactive microenvironments [50] tuned to optimal
measurement.

Stem cells are characterised by a capacity for both self-
renewal and asymmetric division that produces one iden-
tical daughter stem cell and a second distinct daughter
cell equipped with the potential to commit to a lineage-
specific differentiation program [51]. Found in virtually all
tissues of the body [52], determining which stem cells
are the most potent is far from resolved [53], but it is
clear that, without a universal stem cell type or method of
delivery, long-recognized characterisation challenges remain
[54]. Nonetheless, there is growing consensus that changes in
DNA-binding core histones regulate cell lineage commitment
[55] and may help characterise self-renewing stem cells [56].
A valid concern is that pretreatment in vitro manipulation of
the therapeutic cells can impair their subsequent biological
performance [35, 57]. In this regard, biomarkers indicating
cell stress responses can guide proper manipulation of such
cells for their therapeutic context and enhance clinical out-
comes [36, 58].

Consistent with providing improved conditions for mon-
itoring stem cell performance, 3D GO-encapsulated gold
nanoparticles could serve as nondestructive biosensors of
neural stem cell (NSC) differentiation potential. An intrinsic
property of graphene is enhanced adherence to molecules
that contain aromatic structures. Highly unsaturated metabo-
lites are predominant in undifferentiated stem cells so that
Raman spectroscopy peaks of undifferentiated NSC on GO-
encapsulated gold nanoparticles were 3.5 times higher than
peaks obtained from control metal structures and clearly
distinguishable from peaks obtained using differentiated cells
that oxidize the metabolites upon differentiation [59]. Given
that such metabolic changes characterise differentiation in
other stem cell types, this nondestructive in situ monitoring
tool may have broad applicability.

Nanomaterials may be particularly useful in enabling
more specific measurements in vivo and this may help bridge
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FIGURE 3: Advantages of graphene biosensors for potency assays.

the in vitro/in vivo divide, so that what is measured in
vitro during cell expansion is genuinely more relevant for
the desired therapeutic approach. Graphene oxide can be
incorporated in a number of nanocomposites to serve as a
platform that enhances electrical properties for biosensing
applications in vivo [60]. The unique GO quality of bearing
hydrophilic groups on its basal surface enhances the diversity
of possible molecule conjugations for functionalization and
the raised water affinity allows its integration in 3D scaffold
hydrogels for the practical concept of injectable biosensors
responsive to long wavelength light [61]. Thus, graphene-
based sensing in vivo may be used to establish best stem cell
implantation conditions, plus suitable dose and application
time frames, and parameters of key significance in potency
assay development.

As highlighted by the examples above, among the
enhanced healing qualities required from cell-based therapies
[62], the following are frequently in demand: (i) resisting
apoptosis and blocking extensive cell death that accompanies
tissue injury [63]; (ii) the ability to promote angiogenesis with
integration of the host circulatory system [31]; (iii) induction
of tissue regeneration that may include stimulation of local
progenitor cells or site-specific integration and differentiation
[34, 64]; (iv) modulation of the innate or adaptive immune
system, for example, to enhance transplant engraftment by
reducing the recipient immune response or attenuate donor
tissue recognizing the recipient host as foreign in graft versus
host disease (GvHD) patients [65].

For a definitive assay, cell death is a great endpoint.
Governing the process of apoptosis or programmed cell
death, a cascade of molecular events usually activates a
cysteine-dependent aspartate directed protease (caspases), an
enzyme family with multiple roles in regulating stem cell
properties [66]. GO could enhance electrochemical signal
amplification to derive a very sensitive caspase-3 sensor with
a low detection limit of 0.06 pg mL™" [67]. Two proteins
often used to monitor apoptosis in tumor cells, the crucial
regulators B-cell lymphoma 2 (Bcl-2), and Bcl-2 associated X
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protein (Bax) can prevent or enhance apoptosis, respectively.
Their detection can be used to estimate the suitable dose
of a cell death inducing therapy. Incorporating rGO on a
glassy carbon electrode (GCE) can increase the surface area
and provide a substrate for immobilizing specific antibodies.
Combined with nanoparticles, an electrochemical biosen-
sor was developed with detection of apoptosis regulators
achieved using as few as 1000 cells [44].

Demonstrating the versatile manner by which graphene
platforms can be used to detect potency assay-relevant
molecules, a number of different biosensor types have
been developed for the angiogenic growth factor VEGE A
field-effect transistor (FET) electronic platform conjugated
with VEGF-specific RNA aptamers could recognize target
molecules at an unprecedented 100 fM concentration [68].
Alternatively, for an optical biosensor design, graphene was
employed as a superquencher to reduce background signal
levels. An amplified fluorescence aptasensor beacon and
nicking enzyme platform showed high VEGF sensitivity
and selectivity [69]. Moreover, a reusable biosensor was
developed using a magnetic GO-modified Au electrode that
could detect VEGF in complex fluids such as human plasma
[70].

Stem cell integration in tissues was not only critical for
successful corneal recovery using limbal epithelial stem cells
but was also found to be important for mesenchymal stem
cells in cementogenesis, a process establishing regeneration
of cementum for anchoring teeth to alveolar bone. Sorting
periodontal ligament cells according to CD146 expression
could homogenize cultures and enrich cells with high colony
forming potential, capable of subsequently resurfacing dentin
with a newly formed cementum-like layer, allowing improved
integration in the dentin surface [68]. Modifying glassy
carbon electrodes with reduced graphene oxide-tetraethylene
pentamine (rGO-TEPA) served as a platform for a secondary
antibody targeting TiO2 nanospheres detecting CD146 anti-
gen. The ultrasensitive immunosensor achieved a wide linear
range (0.0050-20 ng mL ™", with a low detection limit of 1.6 pg
mL™", and good reproducibility and stability, qualities that are
key for good potency assays.

Immunomodulatory mechanisms achieved by mesenchy-
mal stem cells remain to be investigated [71] and it is appreci-
ated that identification of functional markers of potency with
easily applicable methods of measurement would be of bene-
fit to the field [72]. It is increasingly appreciated that hMSC
can secrete biologically active extracellular vesicles (EV)
including exosomes and microvesicles (MV) that can mediate
cell-to-cell communication and cell signalling [73]. Recently,
an in vitro immunomodulation potency assay was devised to
reproducibly measure the dose-dependent inhibitory effect
of hMSC-derived EV on induced T-cell proliferation [74].
Further development of the potency assay could exploit a
new microfluidic exosome analysis platform based on a novel
graphene oxide/polydopamine (GO/PDA) nanointerface that
greatly improved exosome immunocapture whilst suppress-
ing nonspecific exosome adsorption. With a 4-log dynamic
range, EV analysis could be performed on just 2 uL of plasma
without sample processing [75].

5. Stem Cell Peculiarity and Fit for Purpose
Graphene-Based Biosensors

Bone repair is an intensively explored regenerative appli-
cation for the most commonly employed hBMSC cell type
under investigation in clinical trials. Cellular products in the
form of allografts containing mesenchymal stem that are cur-
rently evaluated for safety and efficacy in many phase I/1I clin-
ical trials will require suitable potency assays for progression
to subsequent clinical trial phases. Enhanced osteogenesis
serves as a prime example where graphene-based biosensors
present favourable qualities for improving potency assay
development. New quantifiable gene expression biomarker
candidates are emerging [76, 77] with exploration extending
to microRNA regulators of bone regeneration [78]. Sensitive
GO based biosensors for quantifying mRNA and microRNA
[79, 80] have been described, with low noise and excellent
discrimination and agreement with results obtained using
qRT-PCR.

An important aspect for any potency assay is that it
should fit cell expansion timelines and thus fast analysis is
advantageous. The potency assays proposed by Murgia et al.
[76] involved verifying an appropriate biological response
to an osteogenic induction medium including bone mat-
uration protein (BMP-2). When adopting cGMP culture
conditions supplemented with platelet lysate rather than
fetal bovine serum (FBS), osteogenic differentiation was
accelerated in a manner consistent with earlier observations
[81]. This allowed significant gene expression changes to be
measured by qRT-PCR within one rather than two weeks.
Early measurement at one week was critical, the potency
interrelationship was lost for measurements at two weeks.
Notably, correlation between gene expression and subsequent
bone formation in vivo only worked for a cohort of just
five out of twelve tested osteogenic biomarkers. Monolayer
culture conditions in vitro provide very limited mimicry
of the in vivo microenvironment. Beyond cell-innate uni-
versal responses governing initial stem cell differentiation
to osteogenic progenitor cells, in vitro conditions do not
maintain contextual congruity. So, over time, post-induction
cultured cell gene expression patterns will increasingly reflect
culture-specific values diverging from in vivo relevance.
The selection of particular subsets of early-responder genes
would provide a more globally applicable measure, reflecting
stem cell to progenitor cell conversion per se, rather than
contextual influence. Consistent with this view, some of the
potency biomarkers were correlated to molecular changes
during bone formation using immortalized hBMSC under
alternative in vitro osteogenic induction conditions [82].
Similar to platelet lysate, the effect of GO on hBMSC in
vitro was that it positively enhanced osteogenic differenti-
ation [83]. Moreover, graphene substrates could stimulate
osteogenic differentiation in bone marrow-derived hBMSC at
the same rate observed for cells receiving BMP-2 treatment
[84]. The ability of stem cells to be highly responsive to
microenvironments implies focusing not only on materials,
but also on finely tuned geometries and structures that may
be particularly suited for obtaining reliable measurement
of the potency assay target. Topographic modification that



increased roughness allowed graphene to provide a chemical-
free route to inducing differentiation [85]. Minimising the
number of constituents required to perform a potency assay
will improve its robustness. The observation that GO could
enhance osteogenesis in vivo suggested that the in vitro
induction of osteogenic differentiation was linked to appro-
priately relevant biological properties [86-88].

6. Future Directions for Graphene-Based
Biosensors for Potency Assays

Depending on the nature of the envisioned detection plat-
form, integrating graphene with sustainable production
methods will be important for obtaining highly repro-
ducible molecular interactions with biological molecules
[89]. Various methods are under development to improve
electrochemical, optical, or hybrid signal biosensor platforms
including incorporation of graphene in inks for screen-
printed graphene electrodes [90]. Nanoscale carbonaceous
materials augment two key synergistic factors, a quantum
effect and a surface effect and although significant progress
remains [91], 3D printing technology introduces new levels
of tissue engineering refinement into the patient treatment
plan [92]. Excellent prospects for improved mimicry of
structural and functional properties of complex tissue and
organs are likely to help provide potency assays that are
highly specific, with improved measurement within tissue
damage contexts [93]. The extent of precision rendered
possible by 3D technology makes it more suited for high-
tech manufacturing process to accomplish reproducible
and customizable multicomponent constructs with precise
geometries. Enhancing cartilage tissue engineering, 3D print-
ing technology has been shown to effectively deliver stem
cells [94] and GO could induce protective biological signal
pathways [95]. Nanomaterial science is expected to enhance
the performance of 3D printed devices to unprecedented
standards. The chemistry of the inks influences biological
signal transduction and that suitable for biosensing needs
to meet criteria of biocompatibility, specific affinity, and
a processing flow matching a particular viscosity range
[96].

Graphenic species are being tested to achieve market
grade novel inks for 3D printing applications [97] and means
of obtaining more hydrophilic graphene [98]. The printing
approach is compatible with feasible biodevice manufactur-
ing [49]. Parameters of printing deposition for graphenic
formulations that retain optical and electronical qualities [99]
and the possibility of depositing ultralow friction graphene
flakes [100] remain compatible with standards for of cell laden
bioinks and 3D printing techniques [101]. Incorporation of
compatible nanocomposite materials such as chitosan pro-
vides an ink platform suitable for the development of modular
biosensors [102]. Technological progress for sensors allowing
single use [103] or label-free measurement [104] combined
with use of sustainable platforms such as paper [105] renders
point-of-care use concepts feasible. Nonetheless, consider-
able multidisciplinary research is required to advance proofs
of principle to cell potency assay grade products.
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7. Conclusions

The burgeoning number of stem cell clinical trials requiring a
potency assay provides an excellent opportunity for advanced
biosensor design to address valuable clinical applications
pragmatically within a preclinical context. The versatility of
graphene-based biosensors is well suited for the complex
nature of potency assays that will be very specific for each
therapeutic application. Different versions of graphene allow
prospects for a choice of sensor types, especially given suc-
cessful fabrication of nanoparticle composites allowing the
electrochemical characteristics of graphene to enhance spe-
cialized sensing platforms. Graphene oxide presents advan-
tages for water dispersion, biocompatibility, and versatile
surface modification and electrochemical transduction of
the signal allows miniaturization. This can help establish
assays suited to limited cell product lot sizes and facilitate
measurement prior to administration with point-of-care
tools. Particular advantages for potency assays are likely to be
derived from appreciating that stem cells are highly respon-
sive to microenvironments; thus surrogate assays based on
closer mimicry of the therapeutic situation are likely to pro-
vide better correlative measurement of potency biomarkers
[106]. Graphene oxide chemically exhibits an assortment of
subtypes, that distinctively interact with relevant biological
targets such as DNA, micro-RNA, or mRNA. This improves
options for measuring key molecular components governing
the MOA of the cellular product. To this end, the nanoscale
quality of graphene-based biosensors allowing their integra-
tion into 3D constructs may enhance potency biomarker
measurement for better simulation of in vivo conditions.
Hence, the pursuit for standardization of graphene-based
potency assays is complex, comprising versatile options to
tailor graphene layer size distribution, morphology, aggre-
gation, and functionalization [41]. Although many issues
remain to be resolved, including reproducibility of tuned
graphene quality to meet the more stringent demands of a
potency bioassay, the current rate of progress is graphene
biosensor design and manufacturing methods favour an
optimistic outlook. 3D hydrogels and graphene materials
can be combined to develop highly sensitive biosensors
that enhance scope for more versatile 3D surrogate potency
assays. Introducing tunable material properties of degradabil-
ity and stiffness could directly influence neural progenitor
cell behaviour [106] and influence adipose derived stem
cell chondrogenic differentiation [107]. A pH-responsive
nanocarrier based on modified graphene oxide to promote
acid-triggered intracellular release of a soluble drug illustrates
the sophistication that can be envisaged, allowing triggered
cell-response potency assays [108]. It is likely that more
elaborate tissue-engineered biosensors may become useful
in biomarker discovery as functional aspects of stem cells
may be dependent on 3D derived signals that are not
obtained in monolayer cultures. Thus, with numerous desir-
able aspects for ATMP potency assays, including ease of use,
high sensitivity, versatility, and point-of-care applicability,
graphene-based biosensors are likely to offer an attractive
solution.



BioMed Research International

Conflicts of Interest

The authors declare that they have no conflicts of interest.

Acknowledgments

This work was supported by a grant of the National Authority
for Scientific Research and Innovation, Operational Program
Competitiveness Axis 1-Section E Program cofinanced from
European Regional Development Fund “Investments for
Your Future” under Project no. 154/25.11.2016, P_37_221/2015.

References

[1] T. Boran, M. Menezes-Ferreira, I. Reischl et al., “Clinical
Development and Commercialization of Advanced Therapy
Medicinal Products in the European Union: How Are the Prod-
uct Pipeline and Regulatory Framework Evolving?” Human
Gene Therapy Clinical Development, 2017.

[2] M. S. Corbett, A. Webster, R. Hawkins, and N. Woolacott,
“Innovative regenerative medicines in the EU: A better future
in evidence?” BMC Medicine, vol. 15, no. 1, article no. 49, 2017.

[3] P. Robey, ““Mesenchymal stem cells”: Fact or fiction, and
implications in their therapeutic use, FI000Research, vol. 6,
article no. 524, 2017.

[4] B. Sacchetti, A. Funari, C. Remoli et al., “No identical “mes-
enchymal stem cells” at different times and sites: Human
committed progenitors of distinct origin and differentiation
potential are incorporated as adventitial cells in microvessels,”
Stem Cell Reports, vol. 6, no. 6, pp. 897-913, 2016.

[5] P.Bianco, “Mesenchymal stem cells;,” Annual Review of Cell and
Developmental Biology, vol. 30, no. 1, pp. 677-704, 2014.

[6] A. 1. Caplan, “Mesenchymal stem cells: Time to change the
name!,” Stem Cells Translational Medicine, vol. 6, no. 6, pp. 1445-
1451, 2017.

[7] S. V. Boregowda, C. N. Booker, and D. G. Phinney, “Mesenchy-
mal Stem Cells: The Moniker Fits the Science,” Stem Cells, vol.
36, no. 1, pp. 7-10, 2018.

[8] E. Batlle and H. Clevers, “Cancer stem cells revisited,” Nature
Medicine, vol. 23, no. 10, pp. 1124-1134, 2017.

[9] M. Mandai, A. Watanabe, Y. Kurimoto et al., “Autologous
induced stem-cell-derived retinal cells for macular degenera-
tion,” The New England Journal of Medicine, vol. 376, no. 11, pp.
1038-1046, 2017.

[10] V. Bunpetch, H. Wu, S. Zhang, and H. Ouyang, “From “bench
to Bedside”: Current Advancement on Large-Scale Production
of Mesenchymal Stem Cells,” Stem Cells and Development, vol.
26, no. 22, pp. 1662-1673, 2017.

[11] V. Florea, A. C. Rieger, D. L. DiFede et al., “Dose Comparison
Study of Allogeneic Mesenchymal Stem Cells in Patients With
Ischemic Cardiomyopathy (The TRIDENT Study),” Circulation
Research, vol. 121, no. 11, pp. 1279-1290, 2017.

[12] R. Bétous, M.-L. Renoud, C. Hoede et al., “Human adipose-
derived stem cells expanded under ambient oxygen concen-
tration accumulate oxidative DNA lesions and experience pro-
carcinogenic DNA replication stress,” Stem Cells Translational
Medicine, vol. 6, no. 1, pp. 68-76, 2017.

(13] M. Dominici, K. Nichols, A. Srivastava et al., “Positioning a
Scientific Community on Unproven Cellular Therapies: The
2015 International Society for Cellular Therapy Perspective,”
Cytotherapy, vol. 17, no. 12, pp. 1663-1666, 2015.

[14] J. S. Burns, L. Harkness, A. Aldahmash, L. Gautier, and M.
Kassem, “Chromosome copy number variation in telomerized
human bone marrow stromal cells; insights for monitoring safe
ex-vivo expansion of adult stem cells,” Stem Cell Research, vol.
25, pp. 6-17, 2017.

[15] T. Hayakawa, T. Aoi, C. Bravery et al., “Report of the interna-
tional conference on regulatory endeavors towards the sound
development of human cell therapy products,” Biologicals, vol.
43, no. 5, pp. 383-397, 2015.

[16] V. Pimpaneau, F. Gianelli, J.-H. Trouvin, and A. D. Poiseau,

“The challenges of potency assay development for cell-based

medicinal products in Europe,” Regulatory Rapporteur, vol. 12,

no. 5, pp. 5-10, 2015.

K. Ttoh and S. Kano, “Comparison of international guidelines

for regenerative medicine: Knee cartilage repair and replace-

ment using human-derived cells and tissues,” Biologicals, vol.

44, no. 4, pp. 267-270, 2016.

[18] M. Dominici, K. Le Blanc, I. Mueller et al., “Minimal crite-

ria for defining multipotent mesenchymal stromal cells. The

International Society for Cellular Therapy position statement,;”

Cytotherapy, vol. 8, no. 4, pp. 315-317, 2006.

I. Martin, J. De Boer, and L. Sensebe, “A relativity concept in

mesenchymal stromal cell manufacturing,” Cytotherapy, vol. 18,

no. 5, pp. 613-620, 2016.

[20] R. N. Barcia, J. M. Santos, M. Teixeira et al., “Umbili-
cal cord tissue-derived mesenchymal stromal cells maintain
immunomodulatory and angiogenic potencies after cryopreser-
vation and subsequent thawing,” Cytotherapy, vol. 19, no. 3, pp.
360-370, 2017.

[21] J. M. Crook, E. Tomaskovic-Crook, and T. E. Ludwig, “Cry-
obanking Pluripotent Stem Cells,” Methods in Molecular Biol-
ogy, vol. 1590, pp. 151-164, 2017.

[22] A. Pavon, 1. Beloqui, J. M. Salcedo, and A. G. Martin, “Cry-
obanking Mesenchymal Stem Cells,” Methods in Molecular
Biology, vol. 1590, pp. 191-196, 2017.

[23] G. Moll, S. Geifiler, R. Catar et al., “Cryopreserved or fresh
mesenchymal stromal cells: Only a matter of taste or key to
unleash the full clinical potential of MSC therapy?” Advances
in Experimental Medicine and Biology, vol. 951, pp. 77-98, 2016.

[24] D. Pamphilon, E. Selogie, D. Mckenna et al., “Current practices
and prospects for standardization of the hematopoietic colony-
forming unit assay: A report by the cellular therapy team
of the Biomedical Excellence for Safer Transfusion (BEST)
Collaborative,” Cytotherapy, vol. 15, no. 3, pp. 255-262, 2013.

[25] M. J. Watts and D. C. Linch, “Optimisation and quality control
of cell processing for autologous stem cell transplantation,”
British Journal of Haematology, vol. 175, no. 5, pp. 771-783, 2016.

[26] I. N. Rich, “Improving quality and potency testing for umbil-
ical cord blood: A new perspective,” Stem Cells Translational
Medicine, vol. 4, no. 9, pp. 967-973, 2015.

[27] G. Pellegrini, A. Lambiase, C. Macaluso et al., “From discov-
ery to approval of an advanced therapy medicinal product-
containing stem cells, in the EU] Journal of Regenerative
Medicine, vol. 11, no. 4, pp. 407-420, 2016.

[28] G. Pellegrini, C. E. Traverso, A. T. Franzi, M. Zingirian, R.
Cancedda, and M. de Luca, “Long-term restoration of damaged
corneal surfaces with autologous cultivated corneal epithelium,”
The Lancet, vol. 349, no. 9057, pp. 990-993, 1997.

[29] P. Rama, S. Matuska, G. Paganoni, A. Spinelli, M. de Luca, and
G. Pellegrini, “Limbal stem-cell therapy and long-term corneal
regeneration,” The New England Journal of Medicine, vol. 363,
no. 2, pp. 147-155, 2010.

=
1

[19



10

[30]

(31]

(36

(37]

(38]

(39]

(41]

[42]

(43]

[44]

N. Lehman, R. Cutrone, A. Raber et al., “Development of a
surrogate angiogenic potency assay for clinical-grade stem cell
production,” Cytotherapy, vol. 14, no. 8, pp. 994-1004, 2012.

E Igbal, P. Szaraz, M. Librach, A. Gauthier-Fisher, and C.
L. Librach, “Angiogenic potency evaluation of cell therapy
candidates by a novel application of the in vitro aortic ring
assay, Stem Cell Research ¢ Therapy, vol. 8, no. 1, 2017.

C. Thej, B. Ramadasse, A. Walvekar, A. S. Majumdar, and S. Bal-
asubramanian, “Development of a surrogate potency assay to
determine the angiogenic activity of Stempeucel®, a pooled, ex-
vivo expanded, allogeneic human bone marrow mesenchymal
stromal cell product,” Stem Cell Research ¢ Therapy, vol. 8, no.
L, pp. 1-14, 2017.

G. A. Higuera, D. Schop, T. W. G. M. Spitters et al., “Patterns of
amino acid metabolism by proliferating human mesenchymal
stem cells,” Tissue Engineering Part: A, vol. 18, no. 5-6, pp. 654-
664, 2012.

D. Guo, C. E. Murdoch, H. Xu et al.,, “Vascular endothelial
growth factor signaling requires glycine to promote angiogene-
sis,” Scientific Reports, vol. 7, no. 1, Article ID 15246, 2017.

P. Kebriaei, L. Isola, and E. Bahceci, “Adult human mesenchymal
stem cells added to corticosteroid therapy for the treatment of
acute graft-versus-host disease,” Biology of Blood and Marrow
Tmnsplantation, vol. 15, no. 7, pp. 804-811, 2009.

Y. Gothelf, H. Kaspi, N. Abramov, and R. Aricha, “MiRNA
profiling of NurOwn®: Mesenchymal stem cells secreting neu-
rotrophic factors,” Stem Cell Research ¢ Therapy, vol. 8, no. 1,
article no. 249, 2017.

S. Anand, S. Thomas, T. Hyslop et al., “Transplantation of
Ex Vivo Expanded Umbilical Cord Blood (NiCord) Decreases
Early Infection and Hospitalization,” Biology of Blood and
Marrow Transplantation, vol. 23, no. 7, pp. 1151-1157, 2017.

M. Pierro, B. Thébaud, and R. Soll, “Mesenchymal stem cells for
the prevention and treatment of bronchopulmonary dysplasia
in preterm infants,” Cochrane Database of Systematic Reviews,
vol. 2017, no. 11, Article ID CD011932, 2017.

Y.-B. Park, C.-W. Ha, C.-H. Lee, Y. C. Yoon, and Y.-G. Park,
“Cartilage regeneration in osteoarthritic patients by a composite
of allogeneic umbilical cord blood-derived mesenchymal stem
cells and hyaluronate hydrogel: Results from a clinical trial for
safety and proof-of-concept with 7 years of extended follow-up,”
Stem Cells Translational Medicine, vol. 6, no. 2, pp. 613-621, 2017.

Y. Y. Lipsitz, N. E. Timmins, and P. W. Zandstra, “Quality cell
therapy manufacturing by design,” Nature Biotechnology, vol.
34, no. 4, pp. 393-400, 2016.

M. Ionita, G. M. Vldsceanu, A. A. Watzlawek, S. I. Voicu, J. S.
Burns, and H. Iovu, “Graphene and functionalized graphene:
Extraordinary prospects for nanobiocomposite materials,
Composites Part B: Engineering, vol. 121, pp. 34-57, 2017.

L.-H. Pan, S.-H. Kuo, T.-Y. Lin, C.-W. Lin, P.-Y. Fang, and H.-W.
Yang, “An electrochemical biosensor to simultaneously detect
VEGF and PSA for early prostate cancer diagnosis based on
graphene oxide/ssDNA/PLLA nanoparticles,” Biosensors and
Bioelectronics, vol. 89, pp. 598-605, 2017.

J. Lu, L. Wu, Y. Hu, S. Wang, and Z. Guo, “Faraday Cage-
Type Electrochemiluminescence Biosensor Based on Multi-
Functionalized Graphene Oxide for Ultrasensitive Detection of
MicroRNA-21," Journal of The Electrochemical Society, vol. 164,
no. 9, pp. B421-B426, 2017.

S. Zhou, Y. Wang, and J.-J. Zhu, “Simultaneous Detection
of Tumor Cell Apoptosis Regulators Bcl-2 and Bax through

[54

]

BioMed Research International

a Dual-Signal-Marked Electrochemical Immunosensor,” ACS
Applied Materials & Interfaces, vol. 8, no. 12, pp. 7674-7682,
2016.

M. Qi, Y. Zhang, C. Cao, M. Zhang, S. Liu, and G. Liu,
“Decoration of Reduced Graphene Oxide Nanosheets with
Aryldiazonium Salts and Gold Nanoparticles toward a Label-
Free Amperometric Immunosensor for Detecting Cytokine
Tumor Necrosis Factor-« in Live Cells,” Analytical Chemistry,
vol. 88, no. 19, pp. 9614-9621, 2016.

M. Zhu, Y. Tang, Q. Wen, J. Li, and P. Yang, “Dynamic
evaluation of cell-secreted interferon gamma in response to
drug stimulation via a sensitive electro-chemiluminescence
immunosensor based on a glassy carbon electrode modified
with graphene oxide, polyaniline nanofibers, magnetic beads,
and gold nanoparticles,” Microchimica Acta, vol. 183, no. 5, pp.
1739-1748, 2016.

B. Khalilzadeh, N. Shadjou, H. Afsharan, M. Eskandani, H. N.
Charoudeh, and M.-R. Rashidi, “Reduced graphene oxide dec-
orated with gold nanoparticle as signal amplification element
on ultra-sensitive electrochemiluminescence determination of
caspase-3 activity and apoptosis using peptide based biosensor;’
BioImpacts, vol. 6, no. 3, pp. 135-147, 2016.

B. V. Chikkaveeraiah, A. Solda, D. Choudhary, E Maran, and
J. E Rusling, “Ultrasensitive nanostructured immunosensor
for stem and carcinoma cell pluripotency gatekeeper protein
NANOG,” Nanomedicine, vol. 7, no. 7, pp. 957-965, 2012.

P. Suvarnaphaet and S. Pechprasarn, “Graphene-based materials
for biosensors: A review,” Sensors, vol. 17, no. 10, article no. 2165,
2017.

Kenry, W. C. Lee, K. P. Loh, and C. T. Lim, “When stem cells
meet graphene: Opportunities and challenges in regenerative
medicine,” Biomaterials, vol. 155, pp. 236-250, 2018.

A. Santoro, T. Vlachou, M. Carminati, P. G. Pelicci, and M.
Mapelli, “Molecular mechanisms of asymmetric divisions in
mammary stem cells,” EMBO Reports, vol. 17, no. 12, pp. 1700-
1720, 2016.

L. da Silva Meirelles, P. C. Chagastelles, and N. B. Nardi,
“Mesenchymal stem cells reside in virtually all post-natal organs
and tissues,” Journal of Cell Science, vol. 119, no. 11, pp. 2204~
2213, 2006.

Z.C.Han, W.]. Du, Z. B. Han, and L. Liang, “New insights into
the heterogeneity and functional diversity of human mesenchy-
mal stem cells,” Bio-Medical Materials and Engineering, vol. 28,
no. 1, pp. $29-545, 2017.

L. Ahrlund-Richter, M. De Luca, D. R. Marshak, M. Munsie, A.
Veiga, and M. Rao, “Isolation and Production of Cells Suitable
for Human Therapy: Challenges Ahead,” Cell Stem Cell, vol. 4,
no. 1, pp. 20-26, 2009.

M. Buschbeck and S. B. Hake, “Variants of core histones and
their roles in cell fate decisions, development and cancer;’
Nature Reviews Molecular Cell Biology, vol. 18, no. 5, pp. 299-
314, 2017.

Y. H. Huh, M. Noh, E R. Burden, J. C. Chen, D. A. Winkler,
and J. L. Sherley, “Sparse feature selection identifies H2A.Z
as a novel, pattern-specific biomarker for asymmetrically self-
renewing distributed stem cells,” Stem Cell Research, vol. 14, no.
2, pp. 144-154, 2015.

E Amiri, A. Jahanian-Najafabadi, and M. H. Roudkenar, “In
vitro augmentation of mesenchymal stem cells viability in
stressful microenvironments: in vitro augmentation of mes-
enchymal stem cells viability;” Cell Stress and Chaperones, vol.
20, no. 2, pp. 237-251, 2015.



BioMed Research International

(58]

[59]

(60]

(61]

(63]

(70]

(72]

(73]

C. A. Herberts, M. S. G. Kwa, and H. P. H. Hermsen, “Risk
factors in the development of stem cell therapy, Journal of
Translational Medicine, vol. 9, article 29, 2011.

O. Yanes, J. Clark, D. M. Wong et al., “Metabolic oxidation
regulates embryonic stem cell differentiation,” Nature Chemical
Biology, vol. 6, no. 6, pp. 411-417, 2010.

K. Muazim and Z. Hussain, “Graphene oxide — A platform
towards theranostics,” Materials Science and Engineering C:
Materials for Biological Applications, vol. 76, pp. 1274-1288, 2017.
H. S. Song, O. S. Kwon, J.-H. Kim, J. Conde, and N. Artzi,
“3D hydrogel scaffold doped with 2D graphene materials for
biosensors and bioelectronics,” Biosensors and Bioelectronics,
vol. 89, pp. 187-200, 2017,

A. Bajek, M. Czerwinski, J. Olkowska, N. Gurtowska, T.
Kloskowski, and T. Drewa, “Does aging of mesenchymal stem
cells limit their potential application in clinical practice?” Aging
Clinical and Experimental Research, vol. 24, no. 5, pp. 404-411,
2012.

E. Abdelwahid, A. Kalvelyte, A. Stulpinas, K. A. T. De Carvalho,
L. C. Guarita-Souza, and G. Foldes, “Stem cell death and
survival in heart regeneration and repair;” Apoptosis, vol. 21, no.
3, pp. 252268, 2016.

L. J. Fox, G. Q. Daley, S. A. Goldman, J. Huard, T. J. Kamp, and
M. Trucco, “Stem cell therapy. Use of differentiated pluripotent
stem cells as replacement therapy for treating disease,” Science,
vol. 345, no. 6199, Article ID 1247391, 2014.

D. Khong, M. Li, A. Singleton, L.-Y. Chin, S. Mukundan, and
B. Parekkadan, “Orthogonal potency analysis of mesenchymal
stromal cell function during ex vivo expansion,” Experimental
Cell Research, vol. 362, no. 1, pp. 102-110, 2018.

L. A. Baena-Lopez, L. Arthurton, D. C. Xu, and A. Galasso,
“Non-apoptotic Caspase regulation of stem cell properties;
Seminars in Cell & Developmental Biology, 2017.

H. Chen, J. Zhang, Y. Gao et al., “Sensitive cell apoptosis assay
based on caspase-3 activity detection with graphene oxide-
assisted electrochemical signal amplification,” Biosensors and
Bioelectronics, vol. 68, pp. 777-782, 2015.

O.S.Kwon, S.J. Park, J.-Y. Hong et al., “Flexible FET-Type VEGF
aptasensor based on nitrogen-doped graphene converted from
conducting polymer,” ACS Nano, vol. 6, no. 2, pp. 1486-1493,
2012.

X. Li, X. Ding, and J. Fan, “Nicking endonuclease-assisted
signal amplification of a split molecular aptamer beacon for
biomolecule detection using graphene oxide as a sensing plat-
form,” Analyst, vol. 140, no. 23, pp. 7918-7925, 2015.

C.-W. Lin, K.-C. Wei, S.-S. Liao et al., “A reusable magnetic
graphene oxide-modified biosensor for vascular endothelial
growth factor detection in cancer diagnosis,” Biosensors and
Bioelectronics, vol. 67, pp. 431-437, 2015.

H. Cho, S. Tarafder, M. Fogge, K. Kao, and C. H. Lee, “Peri-
odontal ligament stem/progenitor cells with protein-releasing
scaffolds for cementum formation and integration on dentin
surface,” Connective Tissue Research, vol. 57, no. 6, pp. 488-495,
2016.

J. Galipeau, M. Krampera, J. Barrett et al., “International Society
for Cellular Therapy perspective on immune functional assays
for mesenchymal stromal cells as potency release criterion for
advanced phase clinical trials,” Cytotherapy, vol. 18, no. 2, pp.
151-159, 2016.

D. G. Phinney and M. E Pittenger, “Concise Review: MSC-
Derived Exosomes for Cell-Free Therapy;” Stem Cells, vol. 35,
no. 4, pp. 851-858, 2017,

(74]

(75]

)
)

(83]

(87]

(88]

1

P. Zhang, M. He, and Y. Zeng, “Ultrasensitive microfluidic anal-
ysis of circulating exosomes using a nanostructured graphene
oxide/polydopamine coating,” Lab on a Chip , vol. 16, no. 16, pp.
3033-3042, 2016.

K. Pachler, N. Ketterl, A. Desgeorges et al., “An in vitro potency
assay for monitoring the immunomodulatory potential of
stromal cell-derived extracellular vesicles,” International Journal
of Molecular Sciences, vol. 18, no. 7, article no. 1413, 2017.

A. Murgia, E. Veronesi, O. Candini et al., “Potency biomarker
signature genes from multiparametric osteogenesis assays: will
c¢GMP human bone marrow mesenchymal stromal cells make
bone?” PLoS ONE, vol. 11, no. 10, Article ID e0163629, 2016.

S. V. Boregowda and D. G. Phinney, “Quantifiable Metrics
for Predicting MSC Therapeutic Efficacy,” Journal of Stem Cell
Research & Therapy, vol. 6, no. 11, 2016.

C. Chang, M. T. Veng, L. Chen et al, “Global MicroRNA
Profiling in Human Bone Marrow Skeletal—Stromal or
Mesenchymal-Stem Cells Identified Candidates for Bone
Regeneration,” Molecular Therapy, vol. 26, no. 2, pp. 593-605,
2018.

P. Vilela, A. El-Sagheer, T. M. Millar, T. Brown, O. L. Muskens,
and A. G. Kanaras, “Graphene Oxide-Upconversion Nanopar-
ticle Based Optical Sensors for Targeted Detection of mRNA
Biomarkers Present in Alzheimer’s Disease and Prostate Can-
cer;” ACS Sensors, vol. 2, no. 1, pp. 52-56, 2017.

Q. Wang, Q. Li, X. Yang et al., “Graphene oxide-gold nanopar-
ticles hybrids-based surface plasmon resonance for sensitive
detection of microRNA,” Biosensors and Bioelectronics, vol. 77,
pp. 1001-1007, 2016.

N. Chevallier, E Anagnostou, S. Zilber et al., “Osteoblastic
differentiation of human mesenchymal stem cells with platelet
lysate,” Biomaterials, vol. 31, no. 2, pp. 270-278, 2010.

K. H. Larsen, C. M. Frederiksen, J. S. Burns, B. M. Abdallah,
and M. Kassem, “Identifying a molecular phenotype for bone
marrow stromal cells with in vivo bone-forming capacity,”
Journal of Bone and Mineral Research, vol. 25, no. 4, pp. 796
808, 2010.

X. Liu, H. Shen, S. Song, W. Chen, and Z. Zhang, “Accelerated
biomineralization of graphene oxide - incorporated cellulose
acetate nanofibrous scaffolds for mesenchymal stem cell osteo-
genesis,” Colloids and Surfaces B: Biointerfaces, vol. 159, pp. 251-
258, 2017.

M. Gu, Y. Liu, T. Chen et al., “Is graphene a promising nano-
material for promoting surface modification of implants or scaf-
fold materials in bone tissue engineering?” Tissue Engineering -
Part B: Reviews, vol. 20, no. 5, pp. 477-491, 2014.

L. A. L. Tang, W. C. Lee, H. Shi et al., “Highly wrinkled cross-
linked graphene oxide membranes for biological and charge-
storage applications,” Small, vol. 8, no. 3, pp. 423-431, 2012.

Y. Liu, T. Chen, E Du et al., “Single-layer graphene enhances the
osteogenic differentiation of human mesenchymal stem cells in
vitro and in vivo,” Journal of Biomedical Nanotechnology, vol. 12,
no. 6, pp. 1270-1284, 2016.

A. Hermenean, A. Codreanu, H. Herman et al.,, “Chitosan-
Graphene Oxide 3D scaffolds as Promising Tools for Bone
Regeneration in Critical-Size Mouse Calvarial Defects,” Scien-
tific Reports, vol. 7, no. 1, Article ID 16641, 2017.

M.-Y. Shie, W.-H. Chiang, L-W. P. Chen, W.-Y. Liu, and
Y.-W. Chen, “Synergistic acceleration in the osteogenic and
angiogenic differentiation of human mesenchymal stem cells
by calcium silicate-graphene composites,” Materials Science and



12

Engineering C: Materials for Biological Applications, vol. 73, pp.
726-735, 2017.

[89] X. Zou, S. Wei, J. Jasensky et al., “Molecular interactions
between graphene and biological molecules,” Journal of the
American Chemical Society, vol. 139, no. 5, pp. 1928-1936, 2017.

[90] J. Ping, J. Wu, Y. Wang, and Y. Ying, “Simultaneous determi-
nation of ascorbic acid, dopamine and uric acid using high-
performance screen-printed graphene electrode,” Biosensors
and Bioelectronics, vol. 34, no. 1, pp. 70-76, 2012.

[91] Z. Zhu, “An Overview of Carbon Nanotubes and Graphene
for Biosensing Applications,” Nano-Micro Letters, vol. 9, no. 3,
article no. 25, 2017.

[92] C. Mandrycky, Z. Wang, K. Kim, and D.-H. Kim, “3D bioprint-
ing for engineering complex tissues,” Biotechnology Advances,
vol. 34, no. 4, pp- 422-434, 2016.

[93] S.Ji and M. Guvendiren, “Recent Advances in Bioink Design
for 3D Bioprinting of Tissues and Organs,” Frontiers in Bioengi-
neering and Biotechnology, vol. 5, 23 pages, 2017.

[94] D. Nguyen, D. A. Hgg, A. Forsman et al., “Cartilage Tissue

Engineering by the 3D Bioprinting of iPS Cells in a Nanocel-

lulose/Alginate Bioink,” Scientific Reports, vol. 7, no. 1, Article

1D 00690, 658 pages, 2017.

Z. Cheng, B. Landish, Z. Chi et al,, “3D printing hydrogel

with graphene oxide is functional in cartilage protection by

influencing the signal pathway of Rank/Rankl/OPG,” Materials

Science and Engineering C: Materials for Biological Applications,

vol. 82, pp. 244-252, 2018.

J. P.K. Armstrong, M. Burke, B. M. Carter, S. A. Davis, and A. W.

Perriman, “3D Bioprinting: 3D Bioprinting Using a Templated

Porous Bioink (Adv. Healthcare Mater. 14/2016),” Advanced

Healthcare Materials, vol. 5, no. 14, p. 1681, 2016.

E Hui, P. Vajha, Y. Ji et al., “Variability of graphene devices
fabricated using graphene inks: Atomic force microscope tips,”
Surface and Coatings Technology, vol. 320, pp. 391-395, 2017.

N. Akkarachanchainon, P. Rattanawaleedirojn, O. Chailapakul,
and N. Rodthongkum, “Hydrophilic graphene surface prepared
by electrochemically reduced micellar graphene oxide as a
platform for electrochemical sensor,” Talanta, vol. 165, pp. 692—
701, 2017.

S. K. Del, R. Bornemann, A. Bablich et al.,, “Optimizing the
optical and electrical properties of graphene ink thin films by
laser-Annealing,” 2D Materials, vol. 2, no. 1, article no. A3, 2015.
[100] R. Buzio, A. Gerbi, S. Uttiya et al., “Ultralow friction of ink-
jet printed graphene flakes,” Nanoscale, vol. 9, no. 22, pp. 7612-
7624, 2017.

R. R. Jose, M. J. Rodriguez, T. A. Dixon, E. Omenetto, and D.
L. Kaplan, “Evolution of Bioinks and Additive Manufacturing
Technologies for 3D Bioprinting,” ACS Biomaterials Science and
Engineering, vol. 2, no. 10, pp- 1662-1678, 2016.

P. Sobolewski, A. Goszczynska, M. Aleksandrzak et al., “A bio-
functionalizable ink platform composed of catechol-modified
chitosan and reduced graphene oxide/platinum nanocompos-
ite,” Beilstein Journal of Nanotechnology, vol. 8, no. 1, pp. 1508-
1514, 2017.

A. Ravalli, L. Rivas, A. De La Escosura-Muiiiz, J. Pons, A.
Merkogi, and G. Marrazza, “A DNA aptasensor for electrochem-
ical detection of vascular endothelial growth factor,” Journal of
Nanoscience and Nanotechnology, vol. 15, no. 5, pp. 3411-3416,
2015.

K. Wang, M.-Q. He, E-H. Zhai, R.-H. He, and Y.-L. Yu, “A novel
electrochemical biosensor based on polyadenine modified

[95]

[96]

(97]

(98]

[99]

[101]

(102]

[103]

[104]

[105]

(106]

[107]

[108]

BioMed Research International

aptamer for label-free and ultrasensitive detection of human
breast cancer cells,” Talanta, vol. 166, pp. 87-92, 2017.

S. L. Burrs, M. Bhargava, R. Sidhu et al., “A paper based
graphene-nanocauliflower hybrid composite for point of care
biosensing,” Biosensors and Bioelectronics, vol. 85, pp. 479-487,
2016.

C. M. Madl, B. L. Lesavage, R. E. Dewi et al., “Maintenance of
neural progenitor cell stemness in 3D hydrogels requires matrix
remodelling,” Nature Materials, vol. 16, no. 12, pp. 1233-1242,
2017.

Y. W. Ewa-Choy, B. Pingguan-Murphy, N. A. Abdul-Ghani, J.
Jahendran, and K. H. Chua, “Effect of alginate concentration
on chondrogenesis of co-cultured human adipose-derived stem
cells and nasal chondrocytes: A biological study,” Biomaterials
Research, vol. 21, no. 1, 2017.

E. Masoudipour, S. Kashanian, N. Maleki, A. Karamyan, and
K. Omidfar, “A novel intracellular pH-responsive formulation
for FT'Y720 based on PEGylated graphene oxide nano-sheets,”
Drug Development and Industrial Pharmacy, vol. 44, no. 1, pp.
99-108, 2018.



MEDIATORS
INFLAMMATION

The Scientific Gastroenterology
World Journal Research and Practice

! !
f ® .‘ -~ g ;
Journal of
Immunology Research

Hindawi

Submit your manuscripts at
www.hindawi.com

Journal of

Diabetes Researc Disease Markers

International Journal of

Endocrinology

BioMed
Research International

PPAR Research

Journal o.f
Obesity

Evidence-Based pESIAT Y
Stem Cells Complementary and ¢ K] - Journal of
International Alternative Medicine ¢ Oncology

Journal of

Qphthalmology

Parkinson’s
Disease

PR

7

Computational and
Mathematical Methods
in Medicine

Behavioural Oxidative Medicine and
NGUVO|Ogy Research and Treatment Cellular Longevity



https://www.hindawi.com/journals/sci/
https://www.hindawi.com/journals/mi/
https://www.hindawi.com/journals/ije/
https://www.hindawi.com/journals/dm/
https://www.hindawi.com/journals/bmri/
https://www.hindawi.com/journals/jo/
https://www.hindawi.com/journals/omcl/
https://www.hindawi.com/journals/ppar/
https://www.hindawi.com/journals/tswj/
https://www.hindawi.com/journals/jir/
https://www.hindawi.com/journals/jobe/
https://www.hindawi.com/journals/cmmm/
https://www.hindawi.com/journals/bn/
https://www.hindawi.com/journals/joph/
https://www.hindawi.com/journals/jdr/
https://www.hindawi.com/journals/art/
https://www.hindawi.com/journals/grp/
https://www.hindawi.com/journals/pd/
https://www.hindawi.com/journals/ecam/
https://www.hindawi.com/
https://www.hindawi.com/

