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Highlights
Maintenance of pluripotent status and
self-renewal capability are essential for
the production of clinical-grade iPSCs
for cell therapies.

Media andmatrix formulations andmatri-
ces have evolved through consideration
of the signaling pathways that help to
sustain pluripotency in iPSC lines and
overall process scalability.

Matrix- and feeder-free iPSC suspension
Large-scale production of induced pluripotent stem cells (iPSCs) is essential for
the treatment of a variety of clinical indications. However, culturing enough
iPSCs for clinical applications is problematic due to their sensitive pluripotent
state and dependence on a supportingmatrix. Developing stem cell bioprocessing
strategies that are scalable and meet clinical needs requires incorporating
methods that measure and monitor intrinsic markers of cell differentiation state,
developmental status, and viability in real time. In addition, proper cell culture
modalities that nurture the growth of high-quality stem cells in suspension are crit-
ical for industrial scale-up. In this review, we present an overview of cell culture
media, suspensionmodalities, andmonitoring techniques that preserve the quality
and pluripotency of iPSCs during initiation, expansion, and manufacturing.
culture systems overcome the limited
scalability of static matrices while
supporting iPSC growth and pluripotent
status.

Development of iPSC monitoring
techniques, in silico models, and
quality-by-design strategies that
incorporate real-time data would
enable robust process scalability.
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Recent Advancements in, and Challenges to, Stem Cell Manufacturing
Cell therapies involving stem cells (such as tissue transplantation or drug discovery) are used to
treat a variety of clinical indications, primarily in the fields of oncology, cardiology, immunology,
and neurology [1]. Thus, a major focus in the stem cell research field is to advance strategies
for cell growth while maintaining control of cell differentiation. Traditionally, embryonic stem
cells (ESCs) were the ideal cell type for cell therapy due to their inherent pluripotency, that is,
the ability of a cell to differentiate into any specialized cell type. The discovery of these cells
initiated vast opportunities for regenerative medicine and treatment for a diverse range of
pathological disorders. Regardless of stem cell origins, ESCs must undergo self-renewal to
maintain pluripotency while proliferating, during which differentiation into a defined cell type is
suppressed [2].

In 2007, Yamanaka and colleagues [3] led a major technological breakthrough in the stem cell
field by successfully converting human somatic cells to stem cells with a similar gene expression
profile and pluripotency to human ESCs (hESCs). These cells became known as human iPSCs
(hiPSCs) [3]. Addressing ethical concerns by avoiding the use of embryos to extract stem
cells, iPSCs are a more favorable platform for research and clinical use [4]. Given their inherent
self-renewal capability, pluripotency, and relatively low immunogenicity [5], iPSCs represent a
promising unlimited source of patient-derived cells for human genetic disease modeling [6] and
toxicity studies [7], which lower the overall costs of, and risks associated with, drug development
and clinical trials [8]. Due to its multifaceted capabilities, iPSC technology remains a promising
scientific tool for personalized cellular therapy and regenerative medicine [9].

Current clinical cell therapies and tissue regeneration for humans require 108–1010 of clinical-
grade stem cells grown with a current Good Manufacturing Practice (cGMP) process [10].
However, due to the dependence on a supporting matrix and sensitive pluripotent state of
iPSCs, cell culture expansion to the necessary extent remains a significant challenge. Final
iPSC quality during harvest depends on the metabolic state of the cell; more specifically, mainte-
nance of pluripotent status and self-renewal are essential to producing clinical-grade iPSCs for
Trends in Biotechnology, Month 2020, Vol. xx, No. xx https://doi.org/10.1016/j.tibtech.2020.03.006 1
© 2020 Elsevier Ltd. All rights reserved.

http://sites.uml.edu/syoon
https://doi.org/10.1016/j.tibtech.2020.03.006
https://doi.org/10.1016/j.tibtech.2020.03.006
https://doi.org/10.1016/j.tibtech.2020.03.006
https://doi.org/10.1016/j.tibtech.2020.03.006


Glossary
Animal component free (ACF):
finished product does not contain any
ingredient that is either an animal
(including human) tissue or body fluid or
that is isolated or purified from an animal
tissue or body fluid.
Chemically defined media (CDM): a
growth medium suitable for the in vitro
cell culture of human or animal cells in
which all of the chemical components
are known.
Extracellular matrix (ECM): a 3D
network of extracellular
macromolecules, such as proteins,
glycoproteins, and polysaccharides, that
provides structural and biochemical
support to surrounding cells.
Xeno-free media (XFM): for
therapeutic applications, a chemically
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cell therapies. Therefore, methods that measure intrinsic markers of cell differentiation state,
developmental status, and viability are most useful for large-scale manufacturing. Furthermore,
existing platforms are being optimized to meet cGMP standards in effort to efficiently scale
bioprocesses to clinical manufacturing settings. As depicted in Figure 1 (Key Figure), in this
review, we highlight recent developments in iPSC cell culture methods, including media, suspen-
sion modalities, and monitoring techniques, that preserve iPSC quality and pluripotency to the
extent necessary for clinical manufacturing. Additionally, we discuss technologies that, if further
developed, could improve iPSC bioprocess efficiency and yield.

Isolating IPSCs from Heterogeneous Cell Populations
Myriad signals can activate stem cell differentiation and, thus. subtle changes in cell culture
conditions or stresses to the cells can result in heterogeneously differentiated cell populations.
This is a serious safety concern, because differentiated cell contamination could give rise to
potential tumor or teratoma formation in cell graft recipients. Yet, spontaneous stem cell differen-
tiation can occur during cell culture, as observed in mesenchymal stem cells (MSCs) in response
to extended culture in extracellular matrices [11]. To mediate this type of response and preserve
defined medium devoid of animal- or
human-derived components.

Key Figure

Technologies that Preserve and Monitor Induced Pluripotent Stem Cel
(iPSC) Quality

TrendsTrends inin BiotechnologyBiotechnology

Figure 1. The figure provides a review of recent developments in iPSC cell culture methods, including media, suspension
modalities, and monitoring techniques, that preserve iPSC quality and pluripotency to the extent necessary for clinica
manufacturing. Abbreviations: FGF, fibroblast growth factor; PEG, polyethylene glycol; TGF, transforming growth factor
TPE, two-photon excitation.
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PSCs for future use, cell-sorting methods that separate pluripotent cells from differentiated ones
have been applied. Fluorescence activated cell sorting (FACS) and microwell adhesion are
popular high-throughput methods used to isolate cells based on a defined pluripotency signa-
ture, and the selectivity of pluripotent marker-positive stem cells is enhanced by the preceding
cell culture conditions. Regarding iPSCs, when supplemented with a small-molecule cocktail
of four inhibitors (SMC4 medium), a 55-fold increase in SSEA4/Tra181-positive iPSC clones
was observed post sorting compared with clones derived from cells sorted in conventional
reprogramming medium [12]. Although FACS is highly automated and standardized, sorting
individual cells to generate stable clones of pluripotent cells remains labor intensive and time
consuming. Therefore, methods that can generate pluripotent cell populations as pooled cultures
are preferred because pools canmaintain the long-term stable expression of pluripotent markers.
For this purpose, magnetic-activated cell sorting (MACS) methods using cell surface marker
antibodies have been applied to generate pools of iPSCs [13]. In this case, one round of sorting
heterogeneous cell pools with TRA-1-60 and SSEA4 antibodies enriched the population of TRA-
1-60- and SSEA4-positive cells by 28% and 11%, respectively. Additional rounds of MACS
further enriched the population of cells expressing the pluripotent markers, establishing MACS
as an alternative to the clonal derivation of iPSCs. In general, MACS is a preferable method
over FACS, because it can easily and quickly be carried out on multiple samples simultaneously
while imposing less shear stress on cells.

Although cell-sorting methods are effective in characterizing stem cell populations based on their
morphology and surface indications, currently widespread adoption of cell-sorting methods for
the isolation of animal or clinical study-grade iPSCs is impeded. This is mainly due to the high
cost of GMP-grade antibodies combined with the limited availability of clinical-grade FACS instru-
mentation and expertise. Therefore, scalable platforms for generating reliable, uniform, and safe
populations of clinical-grade iPSCs are necessary for future cell therapy clinical trials.

Development of Optimal iPSC Culture Matrices and Medium
A key initial step to control the quality of iPSCs during expansion is to utilize well-characterized
materials during the bioprocess, where cell culture media and matrix have pivotal roles. Cell
culture medium is essential for maintaining healthy, proliferating cells in culture by providing a
favorable balance of nutrients, minerals, and pH. Cell culture matrices are utilized as scaffolds
for cells to adhere and proliferate upon, and matrices are often coated with feeder cells or
growth-supporting factors to further enhance cell adhesion and growth. The use of a fully charac-
terized cell culture system is vital for a well-controlled bioprocess, especially for the production of
clinical-grade biological samples. Over the past decade, iPSC media formulations and matrices
have evolved through consideration of the signaling pathways that help to sustain pluripotency
in iPSC lines and overall process scalability.

When it comes to designing media for iPSCs, one strategic approach is to identify intrinsic growth
factors involved in pluripotency-dependent signal transduction pathways. Various pathways
regulate pluripotency gene levels in stem cells, such as transforming growth factor (TGF)-β super-
family-activated cascades, receptor tyrosine kinase signaling [downstream of basic fibroblast
growth factor (bFGF)], pathways involving insulin-like growth factors (IGFs) [14], and so on.
Interestingly, proteins and growth factors that are sufficient at preserving pluripotency in
mESCs [i.e., bone morphogenic proteins (BMP) and leukemia inhibitory factor (LIF)] differ from
those for hESCs [14]. iPSCs may also have differing growth factor requirements for pluripotency
and self-renewal maintenance. For example, bFGF has been identified as a critical supplement for
sustaining hESC self-renewal in vitro, with concentrations ranging from 40 ng/ml to 100 ng/ml
in feeder-free cultures [15]. Also implicated in hPSC self-renewal is canonical Wnt/b-catenin
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signaling, although supplementation withWnt3a alone is not sufficient tomaintain undifferentiated
hESC without feeder cells [16]. Given that these metabolic studies were conducted on hESCs
and not iPSCs, more in-depth characterization of iPSCs is needed to designmedia that considers
the unique requirements of each new cell line developed for clinical applications.

Feeder cell-based matrices prevent spontaneous stem cell differentiation and improve ESC
and/or iPSC attachment by providing specific stemness-supporting factors and producing
an extracellular matrix (ECM; see Glossary)-rich environment [17]. The most commonly
used feeder cells to support PSCs are proliferation-inactivated mouse embryonic fibroblasts
(MEFs), because they produce various proteins critical to pluripotency maintenance, such
as TGF-β1, activin A, BMP-4, pleiotrophin (heparin-binding growth factor), and so on. Yet,
technical challenges arise when it comes to the large-scale production of iPSCs under feeder
conditions due to the limited proliferation capacity of feeder cells, reduced efficiency to support
iPSC pluripotency after repeated passages, and high risk of contamination during iPSC isola-
tion [17]. In addition, animal-derived feeder matrices can pose an increased risk of transferring
zoonotic pathogens and unknown viruses to host cells, which can cause immune system
rejection [17]. Thus, iPSC culture methods have focused heavily on transitioning to animal-
component and cell-free (termed ‘feeder-free’) culture systems through use of ECM proteins
[18,19], conditioned medium [20,21], or synthetic biomaterials [22].

Along with media, iPSC cell culture matrices have been improved over the past decade to meet
cGMP standards step by step. A recent iPSC derivation study revealed that the long-term use
of animal-derived serum and many xeno-containing molecules can affect cell morphology,
expansion potential, gene expression, and cytokine profile [23]. This led to the formulation of
xeno-free media (XFM), shortly followed by animal component-free (ACF) media to support
iPSC expansion. Table 1 lists the most well-characterized matrices and media currently available
for stem cell line expansion, research and development, and clinical use. Among the types of ACF
media developed, Essential 8™ (Thermo Fisher Scientific) medium is the most utilized basal
media for iPSC culture because it contains eight of the most essential elements for stem cell
proliferation: DMEM/F12, L-ascorbic acid, phosphate magnesium, sodium selenium, FGF-2,
insulin, NaHCO3, and transferrin, TGF-β1, or Nodal [24].

Development of feeder-free iPSC expansion methods have fostered the possibility of future
automated manufacturing. In fact, scalable automated production of undifferentiated iPSCs
was shown to be feasible under feeder-free conditions using a CompacT SelecT™ cell culture
system (The Automation Partnership, UK) [25]. In this case, aggregate hiPSCs automatically pas-
saged with chemically defined medium (CDM) supplemented with Activin A and FGF-2 main-
tained their characteristic morphology and pluripotency marker expression [25]. Biomaterials
have also been explored as enhanced matrices for feeder-free iPSC culture systems. For
Table 1. Common iPSC Media Used for Research and Development, Cell Line Development, and Clinica
Applications

Grade Vendor Brand Application Refs

CDM STEMCELL™ mTeSR™1 Research and development [93]

XFM STEMCELL™ mTeSR™3D; TeSR™2 Cell line development [83]

Gibco™ StemPro® SFM; StemPro® SFM XENOFREE Cell line development [94,95]

ACF STEMCELL™ TeSR™-E8™ Clinical [96,97]

Gibco™ Essential 8™ Clinical [24,98]

Lonza L7™ hPSC Clinical [99]
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example, one study found that an optimal elasticity of hydrogel-based matrices exists (25 kPa) at
which cells maintain pluripotency [26]. Further investigation revealed that dual-chain vitronectin-
derived oligopeptides grafted onto hydrogels (storage modulus of 25 kPa) supported the long-
term growth of hESCs and iPSCs for more than ten passages [27]. ECMs, such as fibronectin,
laminin, and vitronectin, or oligopeptides derived from ECMs have a specific cell-binding domain,
which makes them essential components for supporting iPSC growth in feeder-free matrix
systems. 3D bioprinting and cell/tissue printing techniques also unlock possibilities when it
comes to future process scaling and automation. Recently, the effectiveness cell printing technol-
ogies was demonstrated when iPSCs were adapted and expanded on feeder-free chitosan
or polyurethane membranes coated with fibronectin [22]. Here, iPSCs embedded into
thermoresponsive polyurethane (PU) hydrogel matrices showed enhanced viability [22].
However, further optimization of polymer-based feeder-free matrices is necessary because
differences in pluripotency markers (i.e., OCT4 and NANOG) varied in PU hydrogel cultures
compared with control MEF feeder cultures.

Cell culture dynamics have a pivotal role in determining not only the ultimate behavior of iPSCs,
but also the cost of the overall bioprocess. Although large-scale growth of hPSCs in 2D static
cultures has been demonstrated in single-use multilayered plate bioreactors with the capability
to monitor and feedback-control pH and dissolved oxygen (DO) [28], scale-out of hPSC produc-
tion on 2D or 3D static matrices remains a cost-, labor-, and space-intensive approach. Static
culture conditions are also known to induce unfavorable gradients of media components,
waste metabolite products, paracrine factors, and gases. With the major consensus being that
dynamic suspension culture is the optimal approach to achieve the density of hPSCs required
for clinical applications, newer strategies for efficient and scalable expansion of iPSCs in suspen-
sion are currently underway. Successful matrix-based studies can be utilized, for example, to
design optimal suspension culture modalities. The following sections of this review provide insight
into the work that has been done in this area.

Key Considerations for iPSC Suspension Modalities (Aggregates, Microcarriers,
and Microencapsulation)
Aggregates
Matrix-free iPSC suspension culture systems overcome the limited scalability of static matrices
while supporting iPSC growth and pluripotent status [29]. Due to the adherent nature of iPSCs,
3D aggregates (or spheroids) spontaneously form when they are seeded and expanded in sus-
pension. iPSC aggregates closely resemble embryoid bodies (EB) and, therefore, can be a useful
modality for direct lineage differentiation after expansion [29]. The growth and pluripotent status of
iPSC aggregates mainly depend on the microenvironment, aggregate size distribution, and cell
culture vessel size. Culture conditions have been optimized where hiPSCs have been expanded
as undifferentiated suspension cell aggregates under E8™ feeder-free conditions in spinner
flasks for more than ten passages [30]. Since then, stirred suspension cultures have been
scaled-out to 3000-ml single-use bioreactors (1000-ml working volume) to produce large quan-
tities of hiPSC aggregates (up to 2×109 cells), all while preserving the expression of pluripotent
state markers, including TRA-1-81, SSEA-4, OCT4, and SOX2 [31].

However, there are limitations to expanding iPSC aggregates in dynamic suspension cultures,
noted by reduced expansion rates compared with static suspension cultures and heterogeneous
aggregate size formation [32]. If not controlled, formation of large agglomerations of cells
(N800 μm) can lead to decreased cell viability, spontaneous differentiation, nutrient and oxygen
diffusion gradients, and an overall slower expansion process [30,33]. Aggregate size can be
controlled in iPSC cultures via optimization of impeller type and agitation speeds. One example
Trends in Biotechnology, Month 2020, Vol. xx, No. xx 5
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of a novel bioreactor system that reduces aggregate size while expanding iPSCs is the single-use
Vertical-Wheel bioreactor (VWBR), where agitation is provided by a vertical impeller and, there-
fore, efficient homogenization of the vessel is achieved [34]. Using this system, aggregates with
an average diameter of ~350 μm were generated (2.3×106 cell/ml maximum density) while
maintaining pluripotency [34].

Media supplements can also influence aggregate formation. For instance, short-term treatment
with retinoic acid (RA) was shown to further sustain pluripotency during expansion of hiPSC
aggregates [35]. Retinoids support iPSC self-renewal via increased expression of pluripotency-
dependent transcription factors (Nanog and Oct4) and activation of the phosphatidylinositol-3-
kinase (PI3K) signaling pathway [35]. Additionally, CDM supplemented with Rho-associated
coiled-coil kinase (ROCK) inhibitor Y27632 promotes iPSC aggregate formation in various
suspension vessel types, starting from single-cell inoculation [32,36,37]. ROCK inhibitor supports
the survival of stem cell aggregates by diminishing dissociation-induced apoptosis and enhanc-
ing cloning efficiency [38]. However, recent studies suggest that prolonged exposure to ROCK
inhibitor alters the metabolism of iPSCs [39]. Thus, media supplementation, inoculation
strategies, and bioreactor settings during expansion are critical parameters to optimize to
boost bioprocess yields.

With further optimization, large-scale manufacturing of iPSC aggregates sufficient for clinical
applications can be realized. Both the nutrient transport mechanisms and aggregate size
distributions need to be improved in this modality to preserve the pluripotency and viability of
the cell aggregates at high densities.

Microcarriers
Efforts in enhancing stem cell culture expansion in bioreactor systems has advanced from the
implementation of microcarriers. Microcarriers offer the advantage of providing a surface area to
support the growth and attachment of iPSCwhilemaintaining the benefits of a dynamic suspension
culture system. Microcarriers can be cell seeded and, if biodegradable, can be utilized to ultimately
transport cells to desired damaged tissues during treatment. A variety of biodegradable materials
has been used to produce microcarriers for cell line expansion in general, including dextran [40],
collagen [41], gelatin [42], poly-lactic-co-glycolic acid (PLGA) [43], poly-l-lactic acid (PLLA) [44],
polystyrene (PS) [45], and hydroxyapatite (HA) [46]. Similar to larger static matrices, microcarriers
provide even further enhanced support for PSC growth depending on their surface charge proper-
ties and when coated with ECM proteins, such as vitronectin, fibronectin, and laminin [45,47–49].
Stirred microcarrier culture systems have been shown to facilitate the expansion and scale up of
anchorage-dependent stem cells while providing the tools necessary for monitoring and controlling
stem cell health and differentiation [50], improving the yield of PSCs through enhanced oxygenation
and metabolite mass transport and reduced microenvironment toxicity [45,51].

However, considerations are necessary when using microcarriers for the expansion of hiPSCs.
Microcarrier limitations depend on their diameter (100–400 μm), density (typically ~1 g/ml), and
chemical composition, which can affect cell attachment and, thus, expansion capability. Due to
the limited surface area of beads, the achievable peak density of hiPSCs appears to be limited
by the bead:cell ratio. Cells grown adhered to microcarrier beads also need to be enzymatically
dissociated and filtered, which may sacrifice cell viability and pluripotency depending on the
method used. To mitigate this problem, biodegradable microcarriers are being developed.
Recent progress in the development of xeno-free dissolvable microcarriers has enabled substan-
tially enhanced cell recovery rates in spinner flasks compared with conventional PSmicrocarriers,
while increasing cell proliferation after 5 days [52].
6 Trends in Biotechnology, Month 2020, Vol. xx, No. xx
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Stirred tank bioreactors also introduce hydrodynamic shear stress to the microcarrier beads,
which can impact overall hiPSC health and pluripotency. This can be overcome through optimi-
zation of bioreactor process parameters (i.e., stir rate) to minimize effects of shear stress on
iPSCs. For example, Gupta and colleagues demonstrated that long-term attachment,
pluripotency, and expansion of iPSCs on microcarriers in spinner flasks are reliant on maintaining
an optimal agitation speed of 25 RPM [53]. This parameter optimization approach would need to
be applied to iPSC expansion at larger scales (i.e., in bioreactors).

The cost of fabricating microcarrier beads is another consideration, because the process can
become expensive depending on the material and additives used. Therefore, it is important
that the microcarrier materials are cost-effective, (if possible) recyclable, and possibly sterilizable
after each production run. With a well-controlled bioprocessing system, microcarrier-based iPSC
culture methods are now being developed for the continuous expansion and recovery of human
iPSCs for cellular therapies and tissue engineering, as outlined in Figure 2.
TrendsTrends inin BiotechnologyBiotechnology

Figure 2. Current Human Induced Pluripotent Stem Cell (hiPSC) Manufacturing Bioprocess Using Microcarriers. A typical process for hiPSCmanufacturing
includes stationary culture, scale-up process, downstream process, and formulation [22]. Microcarriers are generally introduced during the scale-up process and removed
during the downstream process [45].
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Microencapsulation
Unlike microcarriers, which attach cells to the surface of beads, microencapsulation involves
capturing cells within spherical capsules through which nutrients, oxygen, and other growth
factors necessary for cell growth can diffuse through. The spherical capsules comprise semiper-
meable materials or membranes that can protect cells against agglomeration and shear forces
while in suspension culture systems [54]. Biomaterials used to generate microcapsules include
alginate, agarose, nylon, collodion, polystyrene, acrylate, polylysine–alginate hydrogel, cellulose
acetate–ethyl cellulose, and polyester membranes [55,56]. Cells are commonly captured via
emulsification or extrusion methods to form protective vessels that allow cells to proliferate [57].
In general, polymeric microcapsules have certain advantages over gel-basedmicroencapsulation
methods, including being bio- and GMP compatible [58]. More cells can be packed per unit
volume of capsule material, and intraparticle diffusion limitations are less severe in polymeric
capsules due to the presence of a liquid cell suspension in the intracapsular space.

Stem cells cultured inmicroencapsulation systems can eithermaintain pluripotency or be induced
to differentiate depending on the composition of their capsule, and the growth factors present in
their microenvironment [59]. The disadvantages to using microencapsulation for the large-scale
production of iPSCs are similar to those for microcarriers in terms of cost of fabricating and limited
surface area. Moreover, some stem cell types, such as hMSCs, have trouble proliferating while
encapsulated (e.g., in alginate) without the addition of peptides or proteins (i.e., fibronectin) that
improve cell attachment [60]. By contrast, recovery of encapsulated cells can pose amore difficult
challenge to overcome during harvest if cell attachment is enhanced.

Table 2 summarizes the advantages and disadvantages of each suspension cell culture modality
for iPSC growth in dynamic environments.

iPSC Monitoring Techniques, in silico Modeling, and Quality by Design
The sensitive pluripotent nature of hiPSCs is impacted by changes in the cellular microenviron-
ment, metabolism, and signaling pathways, thereby creating a major challenge in the develop-
ment of cell therapy and tissue-engineering methods that regulate stem cell differentiation
[61,62]. Recent developments in cell-aggregate suspension cultures [30] and microcarrier
systems [50,63] have provided hope for one day achieving the large-scale production of hiPSCs
for use in various clinical applications. However, future utilization of larger scale bioreactors (N5 l)
requires the development of novel bioreactor monitoring techniques that allow for process
optimization of iPSC production while controlling stem cell differentiation.

There are several offline analytical methods currently available for bioreactor monitoring, many of
which determine vital process variables, such as cell count, cell viability, and concentrations of
Table 2. Advantages and Disadvantages of iPSC Suspension Culture Modalities

Modality Advantages Disadvantages

Aggregates • Least expensive
• Controllable culture parameters
• Simple harvesting method

• Agglomeration of cells
• Lower cell viability
• Slower recovery

Microcarriers • High-density cell expansion
• Homogeneous media composition
• Controllable cell culture parameters
• Continuous exchange and monitoring of

nutrients and waste

• Costly (biomaterials, additives, manufacturing
of microcarriers)

• Hydrodynamic shear stress
• Requires cell dissociation during harvest

Microencapsulation • Controllable chemical gradients
• Eliminates shear stress

• Costly (biomaterials, additives)
• Difficult cell recovery

8 Trends in Biotechnology, Month 2020, Vol. xx, No. xx
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components in themedia [64]. Dye exclusion assays (i.e., Trypan Blue exclusion microscopy) and
flow cytometry are regularly used to measure cell concentration and viability, while some flow
cytometry assays can also quantify PSC populations [65]. Recent efforts to improve the through-
put of iPSC characterization show that incorporating fluorescence cell barcoding (FCB) into flow
cytometry enables the identification of pluripotency as well as cell heterogeneity [66]. Although
barcoding methods are not practical for continuous platforms, they are useful offline quality-
control (QC) tests. Mass spectrometry (MS) and high-performance liquid chromatography
(HPLC) have been used in conjunction to conduct metabolomics and proteomics studies,
identifying metabolic markers and pathways that indicate or influence pluripotency [67,68], as
reviewed recently by Dahan and colleagues [69]. These discoveries reveal the need for in silico
modeling to predict and monitor iPSC differentiation at the metabolite level. Interestingly, glyco-
lytic and methionine metabolism were found to regulate stem cell differentiation in hPSCs
[70,71] and, thus, modeling the behavior of key metabolites involved in these pathways may be
a suitable starting point. In the meantime, improvements in HPLC and MS systems have been
made to facilitate online and at-line measurements, such as sampling automation, yet these tech-
nologies remain limited by their maintenance costs and time required to process the samples.
Western blots, qPCR or RT-PCR, and immunohistochemistry (ELISA) are common assays that
determine hiPSCmetabolic function and differentiation status at specific time points by detecting
the expression of ESC marker genes at comparable levels to native ESCs [72–74]. Overall, there
are several effective offline characterization methods for determining iPSC pluripotency and qual-
ity throughout the manufacturing process. However, sample collection and preparation for non-
automated offline analytical testing, along with the costs and maintenance of instruments and
reagent kits, limit process scalability, increase manufacturing costs, sacrifice samples, and risk
culture contamination. Additionally, the time delay between sample collection and data output
significantly limits their usefulness as process control techniques.

In effort to enhance process scalability, the biopharmaceutical sector recently began adopting a
Quality by Design (QbD) strategy, where process and product management are based on scien-
tific knowledge and risk assessment [75]. This way, more agile manufacturing processes can be
developed utilizing sensors or other analytical technologies that detect variations in real-time,
allowing for rapid response by data-driven process controls that will mitigate a potential run failure
before it occurs. QbD frameworks operate by linking measurable molecular and cellular charac-
teristics of cell populations to the final product quality. In the case of iPSCs, effective QbD
strategies would require real-time measurements of critical parameters that impact stem cell
pluripotency and self-renewal.

Online sensors are the promising when it comes to real-time bioreactor process monitoring,
including current state-of-the-art DO and pH probes. Previous studies have shown that hiPSC
differentiation into cardiomyocytes can be induced by combining the effects of hypoxia with bio-
reactor hydrodynamics [76] and, therefore, DO level is a critical process parameter in maintaining
the quality of iPSCs during manufacturing. Spectroscopic methods, such as Raman and NIR,
have also served as useful online probes to monitor metabolites (glucose, lactate, AAs, etc.)
and, therefore, can provide useful information when developing chemometric models and
machine-learning algorithms that will predict and regulate iPSC pluripotency in real-time
[77,78]. In addition to standard process characteristics, reproducible and steady formation of
hiPSC aggregates is vital for process scalability. In this regard, certain optical techniques show
potential as monitoring tools for cell health and differentiation status in real-time. For example,
two-photon excitation (TPE) fluorescence microscopy to optically measure the autofluorescence
of NAD(P)H and FAD has proven to be an effective technique for monitoring cell differentiation in
3D tissue constructs [78–81]. When combined with fluorescence-lifetime imaging microscopy
Trends in Biotechnology, Month 2020, Vol. xx, No. xx 9
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(FLIM), TPE can be used to determine the differentiation state of MSCs via the optical redox ratio
and fluorescence lifetimes of NAD(P)H and FAD. Confirmed using LC-MS/MS measurements of
NAD+/(NADH + NAD+), a decrease in the optical redox ratio value was observed for MSC
cultures undergoing differentiation, which serves as an example to the potential capability of a
TPE-FLIM probe designed for bioreactors (Figure 3) [82]. To utilize TPE-FLIM as an iPSCmonitor-
ing tool, a robust and flexible TPEM probe must be developed that can access cells within the
bioreactor and collect online data; however, no such product currently exists. Recently, an
in situ microscopic imaging device was developed for real-time visualization and monitoring of
hiPSC aggregation in continuous stirred tank bioreactors [83]. Although control of aggregate
size is significant to maintain pluripotency, a direct indication of differentiation progress could
only be achieved with installation of a fluorescence microscopy module. Undoubtedly, there is
still a need for new innovative tools that combine microscopy imaging and fluorescence detection
to assess the pluripotent state of hiPSCs in dynamic cultures.

Quality Control Measures and Concerns
To realize the full potential of iPSC-derived therapeutics, iPSCs are required to be manufactured
under clinical-grade GMP standards. This is a complex process, where the characterization and
demonstration of comparability among iPSC cell lines, passages, and critical quality attributes
(CQAs) are essential and well documented. CQAs are defined as biological, chemical, or physical
properties that should remain within an appropriate limit to maintain or control the quality of the
final product. With the development of automation, closed cell culture systems, and validated
testing protocols, the objective to industrialize iPSC line manufacturing is now closer than ever.
The International Stem Cell Banking Initiative (ISCBI) recently provided recommended guidance
for clinical-grade hiPSC registration, including: (i) pluripotency tests; (ii) differentiation tests both
in vitro and in vivo; (iii) karyotype analysis to show genetic stability; (iv) cell identity determination;
(v) gene expression profiling via a stem cell array; and (vi) microbiological tests [84].

Current GMP-grade culture systems for iPSC expansion require multiple media changes and
passages (sometimes daily), leading to significant scalability, reproducibility, and cost challenges.
For these reasons, the current financial costs of personalized iPSC production are unaffordable
for most patients and, therefore, the generation of iPSC banks would be beneficial. The Global
Alliance for iPSC Therapies (GAiT)i was formed with the intent to support the creation and global
TrendsTrends inin BiotechnologyBiotechnology

Figure 3. Two-Photon Excitation for Stem Cell (SC) Differentiation Monitoring. An example of a potential method for identifying SC differentiation in bioreactors
via the ratio of endogenous fluorophores is displayed. (A) Overlapped two-photon excited autofluorescence (green) and second harmonic generation (SHG) (red) images of
undifferentiatedmesenchymal SCs (MSCs), andMSCs during (B) osteogenic and (C) chondrogenic differentiation on Day 21. Image size is 130 × 130 μm (512 × 512 pixels)
Reproduced, with permission, from [82].
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Outstanding Questions
What growth factors and proteins
are unique to iPSCs in regard to
sustaining pluripotency and self-
renewal? How do these differ from
hESCs or mESCs?

Can 2D or 3D scaffolds used for
successful iPSC static cultures be
incorporated into dynamic cultures to
improve yield?

How can the challenges in obtaining
real-time assessment of intrinsic
pluripotency markers of iPSCs in
dynamic cultures be addressed?

How feasible would it be to develop
in silico models that accurately predict
stemness changes in dynamic cultures
based on metabolite profiling?

How can the issues of human error,
lot-to-lot variability, and difficulty in
scale-up be overcome in culturing
large quantities of iPSCs suitable for
clinical applications?
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harmonization of iPSC banking for clinical applications. Alvarez-Palomo and colleagues summa-
rized key considerations and standard operating procedures for creating clinical-grade iPSC
banks [85].

One major QC concern in the iPSC field is genomic stability. With limited long-term clinical data
available, stringent guidelines need to be set for genetic stability testing [85]. Previous clinical trials
involving iPSCs were suspended due to observed single nucleotide variations (SNVs) and copy
number variants (CNVs) upon cell reprogramming [86]. Therefore, whole-genome sequencing
(WGS), including SNPs and comparative genomic hybridization (CGH) arrays, are recommended
as QC tests before releasing iPSC lines into clinical settings [85]. Genetic transfection platforms
for hiPSC generation also pose huge safety concerns for genome integration. Nongenetically
modified PSCs generated by peptides show low efficiency and mRNA/miRNA transfection
requires multiple steps, which creates batch-to-batch and lot-to-lot variabilities [87,88]. Needless
to say, genetic marker validation throughout the cell therapy bioprocess is essential for the
development of safe and effective treatments for patients.

Concluding Remarks and Future Perspectives
Over the past decade, hiPSC bioprocess technologies have significantly improved [89], yet
progress for availability in clinical applications and new product release remains slow. The main
challenges are derived from underlying biological science and limitations of current large-scale
manufacturing platforms [90]. Existing hiPSC process development and manufacturing methods
are labor intensive, which largely limits process scalability and leads to unpredicted lot-to-lot
variability. Consensus across the sector agrees that the optimal approach to manufacturing
iPSCs would be to expand suspension cultures, thereby increasing cellular growth capacity.
When choosing a suspension modality for scale-up, a process that combines the growth profile
of pluripotent iPSCs and their subsequent differentiation cell type should be considered, because
several studies have found various beneficial matrices to grow specific types of high-quality iPSC.
Compared with the repeated batch processes, fully automated perfusion with feedback control
of the culture environment would allow for continuous exchange of nutrients and result in signif-
icantly higher cell yield [91]. Due to the stress sensitivity of hiPSCs, current perfusion systems
have only been successfully used on mouse iPSCs. Yet, successful expansion of hiPSCs while
using currently available ACF media (Essential 8™) and microcarrier suspension beads show
the capability of the industry to achieve scalable, high-quality PSC densities in the future. Further-
more, additional opportunities exist for further advancing the iPSC process development field
(see Outstanding Questions).

With new technologies and modalities becoming available, process-friendly characterization
methods and monitoring tools are needed to control the quality of iPSCs during manufacturing.
Due to the importance of genome and metabolome stability for hiPSCs, a genome-scale model
can be useful for identifying key process parameters that impact pluripotency and guide the
optimization of growth phenotypes during the manufacturing process [92]. In addition, a more
sensitive cell quality testing tool combining image and fluorescence microscopy would further
enhance PATs that monitor stem cell differentiation in real time. With the development of these
analytical tools, further media optimization, and QbD strategies for scale-up, the goal of large-
scale manufacturing of clinical-grade iPSCs will be realized over the coming decade.

Author Contributions

A.P. and B.K. conceived and wrote the review, as well as generating the tables and figures. A.P.
critically revised the manuscript and produced the graphical abstract. All authors read and
approved the final manuscript.
Trends in Biotechnology, Month 2020, Vol. xx, No. xx 11



Trends in Biotechnology
Resources
iwww.gait.global

References

1. Heathman, T.R. et al. (2015) The translation of cell-based

therapies: clinical landscape and manufacturing challenges.
Regen. Med. 10, 49–64

2. Ying, Q.-L. et al. (2003) BMP induction of Id proteins suppresses
differentiation and sustains embryonic stem cell self-renewal in
collaboration with STAT3. Cell 115, 281–292

3. Takahashi, K. et al. (2007) Induction of pluripotent stem cells
from adult human fibroblasts by defined factors. Cell 131,
861–872

4. Brind'Amour, K. (2012) Ethics and Induced Pluripotent Stem
Cells, Embryo Project Encyclopedia

5. Chhabra, A. (2017) Inherent immunogenicity or lack thereof of
pluripotent stem cells: implications for cell replacement therapy.
Front. Immunol. 8, 993

6. Tiscornia, G. et al. (2011) Diseases in a dish: modeling human
genetic disorders using induced pluripotent cells. Nat. Med.
17, 1570–1576

7. Scott, C.W. et al. (2013) Human induced pluripotent stem cells
and their use in drug discovery for toxicity testing. Toxicol.
Lett. 219, 49–58

8. Singh, V.K. et al. (2015) Induced pluripotent stem cells: applica-
tions in regenerative medicine, disease modeling, and drug
discovery. Front. Cell Dev. Biol. 3, 2

9. Brevini, T.A.L. et al. (2016) The quest for an effective and safe
personalized cell therapy using epigenetic tools. Clin. Epigenetics
8, 119

10. Fan, Y. et al. (2015) Production of human pluripotent stem cell
therapeutics under defined xeno-free conditions: progress and
challenges. Stem Cell Rev. 11, 96–109

11. Santiago, J.A. et al. (2009) Heterogeneous differentiation of
human mesenchymal stem cells in response to extended culture
in extracellular matrices. Tissue Eng. A 15, 3911–3922

12. Valamehr, B. et al. (2012) A novel platform to enable the high-
throughput derivation and characterization of feeder-free
human iPSCs. Sci. Rep. 2, 213

13. Yang, W. et al. (2015) Generation of iPSCs as a pooled culture
using magnetic activated cell sorting of newly reprogrammed
cells. PLoS One 10, e0134995

14. Pera, M.F. and Tam, P.P.L. (2010) Extrinsic regulation of plurip-
otent stem cells. Nature 465, 713–720

15. Levenstein, M.E. et al. (2006) Basic fibroblast growth factor sup-
port of human embryonic stem cell self-renewal. Stem Cells 24,
568–574

16. Fernandez, A. et al. (2014) The WNT receptor FZD7 is required
for maintenance of the pluripotent state in human embryonic
stem cells. Proc. Natl. Acad. Sci. U. S. A. 111, 1409–1414

17. Yu, G. et al. (2015) Feeder Cell Sources and Feeder-Free
Methods for Human iPS Cell Culture, Springer

18. Miyazaki, T. et al. (2008) Recombinant human laminin
isoforms can support the undifferentiated growth of human
embryonic stem cells. Biochem. Biophys. Res. Commun.
375, 27–32

19. Amit, M. et al. (2004) Feeder layer- and serum-free culture of
human embryonic stem cells. Biol. Reprod. 70, 837–845

20. Xu, C. et al. (2001) Feeder-free growth of undifferentiated human
embryonic stem cells. Nat. Biotechnol. 19, 971

21. Bigdeli, N. et al. (2008) Adaptation of human embryonic stem
cells to feeder-free and matrix-free culture conditions directly
on plastic surfaces. J. Biotechnol. 133, 146–153

22. Wong, C.-W. et al. (2018) A simple and efficient feeder-free
culture system to up-scale iPSCs on polymeric material surface
for use in 3D bioprinting. Mater. Sci. Eng. C 82, 69–79

23. McGrath, M. et al. (2019) GMP-compatible and xeno-free culti-
vation of mesenchymal progenitors derived from human-
induced pluripotent stem cells. Stem Cell Res Ther 10, 11

24. Chen, G. et al. (2011) Chemically defined conditions for human
iPSC derivation and culture. Nat. Methods 8, 424–429

25. Soares, F.A.C. et al. (2014) Investigating the feasibility of scale up
and automation of human induced pluripotent stem cells

cultured in aggregates in feeder free conditions. J. Biotechnol.
173, 53–58

26. Higuchi, A. et al. (2015) Long-term xeno-free culture of human
pluripotent stem cells on hydrogels with optimal elasticity. Sci.
Rep. 5, 18136

27. Chen, Y.-M. et al. (2017) Xeno-free culture of human pluripotent
stem cells on oligopeptide-grafted hydrogels with various molec-
ular designs. Sci. Rep. 7, 45146

28. Egloff, M. and Castillo, J. (2012) Scaling up stem cells.
Bioprocess Int. 10, 62–64

29. Chen, V.C. et al. (2015) Development of a scalable suspension
culture for cardiac differentiation from human pluripotent stem
cells. Stem Cell Res. 15, 365–375

30. Wang, Y. et al. (2013) Scalable expansion of human induced
pluripotent stem cells in the defined xeno-free E8 medium
under adherent and suspension culture conditions. Stem Cell
Res. 11, 1103–1116

31. Kwok, C.K. et al. (2018) Scalable stirred suspension culture for
the generation of billions of human induced pluripotent stem
cells using single-use bioreactors. J. Tissue Eng. Regen. Med.
12, e1076–e1087

32. Olmer, R. et al. (2010) Long term expansion of undifferentiated
human iPS and ES cells in suspension culture using a defined
medium. Stem Cell Res. 5, 51–64

33. Kinney, M.A. et al. (2011) The multiparametric effects of hydro-
dynamic environments on stem cell culture. Tissue Eng. B Rev.
17, 249–262

34. Nogueira, D.E.S. et al. (2019) Strategies for the expansion of
human induced pluripotent stem cells as aggregates in single-
use Vertical-Wheel™ bioreactors. J. Biol. Eng. 13, 74

35. De Angelis, M.T. et al. (2018) Short-term retinoic acid treatment
sustains pluripotency and suppresses differentiation of human
induced pluripotent stem cells. Cell Death Dis. 9, 6

36. Amit, M. et al. (2011) Dynamic suspension culture for scalable
expansion of undifferentiated human pluripotent stem cells.
Nat. Protoc. 6, 572

37. Zweigerdt, R. et al. (2011) Scalable expansion of human pluripo-
tent stem cells in suspension culture. Nat. Protoc. 6, 689

38. Watanabe, K. et al. (2007) A ROCK inhibitor permits survival of
dissociated human embryonic stem cells. Nat. Biotechnol. 25,
681

39. Vernardis, S.I. et al. (2017) Human embryonic and induced plu-
ripotent stem cells maintain phenotype but alter their metabolism
after exposure to ROCK inhibitor. Sci. Rep. 7, 42138

40. Malda, J. and Frondoza, C.G. (2006) Microcarriers in the engi-
neering of cartilage and bone. Trends Biotechnol. 24, 299–304

41. Frondoza, C. et al. (1996) Human chondrocytes proliferate and
produce matrix components in microcarrier suspension culture.
Biomaterials 17, 879–888

42. Malda, J. et al. (2003) Expansion of human nasal chondrocytes
on macroporous microcarriers enhances redifferentiation.
Biomaterials 24, 5153–5161

43. Thissen, H. et al. (2006) Synthetic biodegradable microparticles
for articular cartilage tissue engineering. 77A(3) pp. 590–598

44. Curran, S.J. et al. (2005) Expansion of human chondrocytes in
an intermittent stirred flow bioreactor, using modified biodegrad-
able microspheres. Tissue Eng. 11, 1312–1322

45. Lam, A.T-L. et al. (2014) Cationic surface charge combined with
either vitronectin or laminin dictates the evolution of human
embryonic stem cells/microcarrier aggregates and cell growth
in agitated cultures. Stem Cells Dev. 23, 1688–1703

46. Fischer, E.M. et al. (2003) Bone formation by mesenchymal pro-
genitor cells cultured on dense and microporous hydroxyapatite
particles. Tissue Eng. 9, 1179–1188

47. Skottman, H. and Hovatta, O. (2006) Culture conditions for
human embryonic stem cells. Reproduction 132, 691

48. Braam, S.R. et al. (2008) Recombinant vitronectin is a function-
ally defined substrate that supports human embryonic stem
cell self-renewal via αVβ5 integrin. Stem Cells 26, 2257–2265
12 Trends in Biotechnology, Month 2020, Vol. xx, No. xx

http://www.gait.global
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0005
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0005
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0005
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0010
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0010
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0010
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0015
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0015
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0015
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0020
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0020
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0025
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0025
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0025
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0030
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0030
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0030
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0035
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0035
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0035
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0040
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0040
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0040
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0045
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0045
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0045
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0050
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0050
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0050
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0055
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0055
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0055
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0060
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0060
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0060
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0065
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0065
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0065
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0070
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0070
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0075
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0075
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0075
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0080
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0080
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0080
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0085
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0085
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0090
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0090
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0090
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0090
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0095
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0095
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0100
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0100
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0105
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0105
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0105
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0110
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0110
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0110
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0115
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0115
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0115
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0120
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0120
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0125
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0125
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0125
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0125
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0130
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0130
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0130
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0135
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0135
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0135
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0140
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0140
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0145
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0145
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0145
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0150
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0150
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0150
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0150
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0155
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0155
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0155
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0155
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0160
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0160
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0160
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0165
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0165
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0165
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0170
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0170
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0170
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0175
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0175
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0175
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0180
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0180
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0180
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0185
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0185
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0190
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0190
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0190
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0195
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0195
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0195
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0200
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0200
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0205
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0205
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0205
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0210
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0210
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0210
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0215
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0215
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0220
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0220
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0220
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0225
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0225
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0225
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0225
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0230
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0230
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0230
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0235
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0235
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0240
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0240
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0240


Trends in Biotechnology
49. Heng, B.C. et al. (2012) Translating human embryonic stem cells
from 2-dimensional to 3-dimensional cultures in a defined
medium on laminin- and vitronectin-coated surfaces. Stem
Cells Dev. 21, 1701–1715

50. Lam, A.T. et al. (2015) Improved human pluripotent stem cell
attachment and spreading on xeno-free laminin-521-coated
microcarriers results in efficient growth in agitated cultures.
Biores. Open Access 4, 242–257

51. Abranches, E. et al. (2007) Expansion of mouse embryonic stem
cells on microcarriers. Biotechnol. Bioeng. 96, 1211–1221

52. Rodrigues, A.L. et al. (2019) Dissolvable microcarriers allow scal-
able expansion and harvesting of human induced pluripotent
stem cells under xeno-free conditions. Biotechnol. J. 14,
1800461

53. Gupta, P. et al. (2016) Optimization of agitation speed in spinner
flask for microcarrier structural integrity and expansion of
induced pluripotent stem cells. Cytotechnology 68, 45–59

54. Hernández, R.M. et al. (2010) Microcapsules and micro-
carriers for in situ cell delivery. Adv. Drug Deliv. Rev. 62,
711–730

55. Shuler, M.L. and Kargi, F. (2002) Bioprocess Engineering: Basic
Concepts, Prentice Hall

56. Gasperini, L. et al. (2014) Natural polymers for the microencap-
sulation of cells. J. R. Soc. Interface 11, 20140817

57. Selimović, Š. et al. (2012) Microscale strategies for generating
cell-encapsulating hydrogels. Polymers (Basel) 4, 1554

58. Badenes, S.M. et al. (2017) Long-term expansion of human
induced pluripotent stem cells in a microcarrier-based dynamic
system. J. Chem. Technol. Biotechnol. 92, 492–503

59. Maguire, T. et al. (2006) Alginate-PLL microencapsulation: effect
on the differentiation of embryonic stem cells into hepatocytes.
Biotechnol. Bioeng. 93, 581–591

60. Sayyar, B. et al. (2015) Fibronectin-Alginate microcapsules
improve cell viability and protein secretion of encapsulated
Factor IX-engineered human mesenchymal stromal cells. Artif.
Cells Nanomed. Biotechnol. 43, 318–327

61. Berthiaume, F. et al. (2011) Tissue engineering and regenerative
medicine: history, progress, and challenges. Annu. Rev. Chem.
Biomol. Eng. 2, 403–430

62. Guilak, F. et al. (2009) Control of stem cell fate by physical inter-
actions with the extracellular matrix. Cell Stem Cell 5, 17–26

63. Sun, L.Y. et al. (2011) Functional cells cultured on microcarriers
for use in regenerative medicine research. Cell Transplant. 20,
49–62

64. Li, F. et al. (2010) Cell culture processes for monoclonal antibody
production. MAbs 2, 466–477

65. Ho, M.S.H. et al. (2011) Flow cytometric analysis of human
pluripotent stem cells. Methods Mol. Biol. 767, 221–230

66. D'Antonio, M. et al. (2017) High-throughput and cost-effective
characterization of induced pluripotent stem cells. Stem Cell
Reports 8, 1101–1111

67. Bhute, V.J. et al. (2017) Metabolomics identifies metabolic
markers of maturation in human pluripotent stem cell-derived
cardiomyocytes. Theranostics 7, 2078–2091

68. Stastna, M. et al. (2010) Identification and functionality of
proteomes secreted by rat cardiac stem cells and neonatal
cardiomyocytes. Proteomics 10, 245–253

69. Dahan, P. et al. (2019) Metabolism in pluripotency: Both driver
and passenger? J. Biol. Chem. 294, 5420–5429

70. Gu, W. et al. (2016) Glycolytic metabolism plays a functional role
in regulating human pluripotent stem cell state. Cell Stem Cell
19, 476–490

71. Shiraki, N. et al. (2014) Methionine metabolism regulates mainte-
nance and differentiation of human pluripotent stem cells. Cell
Metab. 19, 780–794

72. Kim, H.J. et al. (2005) Influence of macroporous protein scaf-
folds on bone tissue engineering from bone marrow stem cells.
Biomaterials 26, 4442

73. Quinn, K.P. et al. (2012) Characterization of metabolic changes
associated with the functional development of 3D engineered tis-
sues by non-invasive, dynamic measurement of individual cell
redox ratios. Biomaterials 33, 5341–5348

74. Nakagawa, M. et al. (2008) Generation of induced pluripotent
stem cells without Myc from mouse and human fibroblasts.
Nat. Biotechnol. 26, 101–106

75. Lipsitz, Y.Y. et al. (2016) Quality cell therapy manufacturing by
design. Nat. Biotechnol. 34, 393–400

76. Correia, C. et al. (2014) Combining hypoxia and bioreactor
hydrodynamics boosts induced pluripotent stem cell differentia-
tion towards cardiomyocytes. 10(6) pp. 786–801

77. Esmonde-White, K.A. et al. (2017) Raman spectroscopy as a
process analytical technology for pharmaceutical manufacturing
and bioprocessing. Anal. Bioanal. Chem. 409, 637–649

78. Faassen, S.M. and Hitzmann, B. (2015) Fluorescence spectros-
copy and chemometric modeling for bioprocess monitoring.
Sensors 15, 10271–10291

79. Lakner, P.H. et al. (2017) Applying phasor approach analysis of
multiphoton FLIM measurements to probe the metabolic activity
of three-dimensional in vitro cell culture models. Sci. Rep. 7, 42730

80. Quinn, K.P. et al. (2013) Quantitative metabolic imaging using
endogenous fluorescence to detect stem cell differentiation.
Sci. Rep. 3, 3432

81. Skala, M.C. et al. (2007) In vivo multiphoton microscopy of
NADH and FAD redox states, fluorescence lifetimes, and cellular
morphology in precancerous epithelia. Proc. Natl. Acad. Sci.
104, 19494–19499

82. Meleshina, A. et al. (2017) Two-photon FLIM of NAD(P)H and
FAD in mesenchymal stem cells undergoing either osteogenic
or chondrogenic differentiation. Stem Cell Res Ther 8, 15

83. Schwedhelm, I. et al. (2019) Automated real-time monitoring of
human pluripotent stem cell aggregation in stirred tank reactors.
Sci. Rep. 9, 12297

84. Sullivan, S. et al. (2018) Quality control guidelines for clinical-grade
human induced pluripotent stem cell lines. 13(7) pp. 859–866

85. Alvarez-Palomo, B. et al. (2019) Adapting cord blood collection
and banking standard operating procedures for HLA-
homozygous induced pluripotent stem cells production and
banking for clinical application. J. Clin. Med. 8, 476

86. Garber, K. (2015) RIKEN suspends first clinical trial involving
induced pluripotent stem cells. Nat. Biotechnol. 33, 890–891

87. Lewandowski, J. and Kurpisz, M.K. (2017) Further remarks on
potential implementation of the ESC and iPSC technology in
clinical practice. J. Cancer Treat. Diagn. 1, 18–25

88. Schlaeger, T.M. et al. (2014) A comparison of non-integrating
reprogramming methods. Nat. Biotechnol. 33, 58

89. Shi, Y. et al. (2016) Induced pluripotent stem cell technology: a
decade of progress. Nat. Rev. Drug Discov. 16, 115

90. Abbasalizadeh, S. and Baharvand, H. (2013) Technological
progress and challenges towards cGMP manufacturing of
human pluripotent stem cells based therapeutic products for
allogeneic and autologous cell therapies. Biotechnol. Adv. 31,
1600–1623

91. Kropp, C. et al. (2016) Impact of feeding strategies on the scal-
able expansion of human pluripotent stem cells in single-use
stirred tank bioreactors. 5 pp. 1289–1301

92. Hefzi, H. et al. (2016) A consensus genome-scale reconstruction
of Chinese hamster ovary cell metabolism. Cell Syst. 3, 434–443

93. Lu, S.-J. et al. (2013) 3D microcarrier system for efficient
differentiation of human induced pluripotent stem cells into
hematopoietic cells without feeders and serum. Regen. Med.
8, 413–424

94. Kanatsu-Shinohara, M. et al. (2014) Improved serum- and
feeder-free culture of mouse germline stem cells. Biol. Reprod.
91, 88

95. Bobis-Wozowicz, S. et al. (2017) Diverse impact of xeno-free
conditions on biological and regenerative properties of hUC-
MSCs and their extracellular vesicles. J. Mol. Med. 95, 205–220

96. Abagnale, G. et al. (2017) Surface topography guides morphol-
ogy and spatial patterning of induced pluripotent stem cell
colonies. Stem Cell Reports 9, 654–666

97. Schwartzentruber, J. et al. (2018) Molecular and functional vari-
ation in iPSC-derived sensory neurons. Nat. Genet. 50, 54–61

98. Valetdinova, K.R. et al. (2019) Generation of two spinal muscular
atrophy (SMA) type I patient-derived induced pluripotent stem
cell (iPSC) lines and two SMA type II patient-derived iPSC lines.
Stem Cell Res. 34, 101376

99. Shafa, M. et al. (2019) Computational fluid dynamics modeling, a
novel, and effective approach for developing scalable cell
therapy manufacturing processes. Biotechnol. Bioeng. 116,
3228–3241
Trends in Biotechnology, Month 2020, Vol. xx, No. xx 13

http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0245
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0245
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0245
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0245
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0250
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0250
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0250
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0250
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0255
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0255
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0260
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0260
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0260
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0260
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0265
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0265
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0265
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0270
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0270
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0270
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0275
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0275
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0280
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0280
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0285
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0285
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0290
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0290
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0290
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0295
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0295
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0295
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0300
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0300
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0300
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0300
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0305
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0305
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0305
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0310
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0310
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0315
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0315
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0315
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0320
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0320
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0325
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0325
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0330
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0330
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0330
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0335
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0335
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0335
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0340
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0340
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0340
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0345
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0345
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0350
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0350
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0350
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0355
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0355
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0355
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0360
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0360
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0360
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0365
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0365
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0365
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0365
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0370
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0370
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0370
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0375
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0375
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0380
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0380
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0380
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0385
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0385
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0385
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0390
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0390
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0390
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0395
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0395
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0395
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0400
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0400
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0400
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0405
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0405
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0405
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0405
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0410
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0410
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0410
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0415
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0415
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0415
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0420
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0420
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0425
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0425
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0425
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0425
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0430
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0430
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0435
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0435
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0435
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0440
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0440
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0445
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0445
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0450
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0450
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0450
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0450
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0450
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0455
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0455
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0455
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0460
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0460
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0465
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0465
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0465
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0465
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0470
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0470
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0470
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0475
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0475
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0475
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0480
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0480
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0480
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0485
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0485
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0490
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0490
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0490
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0490
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0495
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0495
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0495
http://refhub.elsevier.com/S0167-7799(20)30066-4/rf0495

	Bioprocess Technologies that Preserve the Quality of iPSCs
	Recent Advancements in, and Challenges to, Stem Cell Manufacturing
	Isolating IPSCs from Heterogeneous Cell Populations
	Development of Optimal iPSC Culture Matrices and Medium
	Key Considerations for iPSC Suspension Modalities (Aggregates, Microcarriers, and Microencapsulation)
	Aggregates
	Microcarriers
	Microencapsulation

	iPSC Monitoring Techniques, in silico Modeling, and Quality by Design
	Quality Control Measures and Concerns
	Concluding Remarks and Future Perspectives
	Author Contributions
	Resources
	References




