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Abstract: Contrasting the equal contribution of nuclear genetic material from maternal and paternal
sources to offspring, passage of mitochondria, and thus mitochondrial DNA (mtDNA), is uniparental
through the egg. Since mitochondria in eggs are ancestral to all somatic mitochondria of the
next generation and to all cells of future generations, oocytes must prepare for the high energetic
demands of maturation, fertilization and embryogenesis while simultaneously ensuring that their
mitochondrial genomes are inherited in an undamaged state. Although significant effort has been
made to understand how the mtDNA bottleneck and purifying selection act coordinately to prevent
silent and unchecked spreading of invisible mtDNA mutations through the female germ line across
successive generations, it is unknown if and how somatic cells of the immediate next generation
are spared from inheritance of detrimental mtDNA molecules. Here, we review unique aspects of
mitochondrial activity and segregation in eggs and early embryos, and how these events play into
embryonic developmental competency in the face of advancing maternal age.
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1. Introduction

For over 50 years, scientists have pondered and experimentally pursued the influence of
organismal aging on mitochondrial function, and of mitochondrial dysfunction on organismal aging,
in a wide variety of species and cell types [1-8]. Although the cause—effect relationship between
changes in mitochondrial function and aging remains unsettled, many studies have concluded
that derangements in one or more aspects of mitochondrial biology probably contribute to the
manifestation of aging-related phenotypes in cells [2-8]. Much of this work has historically been
rooted in basic principles of mitochondrial bioenergetics, such as increased oxidative damage to
macromolecules by reactive oxygen species (ROS) released as a by-product of ATP synthesis or
progressive loss of cellular homeostasis associated with deficits in ATP-generating capacity, in the
context of cellular aging. However, several other fundamental features of mitochondrial biology
have been comparatively understudied in aging. One such example is the diversity of mitochondrial
functions not directly related to the production of ATP. For example, mitochondria directly participate
in management of intracellular ion gradients, particularly those involving release of intracellular
Ca?* stores, that can influence a wide variety of gene expression pathways and signal transduction
cascades [9]. Mitochondria can also actively synthesize bioactive factors, such as melatonin [10], which
then affect cellular metabolism and function. A second example is the diversity in mitochondrial
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subtypes, which we refer to as mitochondrial heterogeneity, found in all cells. Although it has been
recognized for years that mitochondria vary widely in many parameters, such as size, ultrastructure
and degree of membrane polarization (mitochondrial membrane potential, AYy,), the possibility
that distinct subpopulations of mitochondria within the same cell control or modify different
processes in a subtype-specific manner remains untested. One last example is the diversity in
the hundreds of nuclear-encoded gene products that are differentially trafficked to mitochondria,
and post-translationally regulated, in a cell lineage-specific manner [11-13]. This variation in the
mitochondrial proteomic landscape across cell types, coupled with numerous reports that mitochondria
can in turn communicate back to the nucleus via a form of retrograde signaling [14-17], is an exciting,
but still underexplored, endpoint for studies of how phenotypic and functional changes in cells
associated with aging could be mediated through alterations in mitochondria or, more specifically,
subtypes of mitochondria.

To more fully address these key gaps in knowledge, the female germ line has emerged as
a uniquely powerful model system to study the relationships between aging and mitochondrial
biology for several reasons. Perhaps the most important of these is that transgenerational passage
of mitochondria, and the genomic material these organelles contain (mitochondrial DNA (mtDNA)),
is strictly uniparental through the egg, with paternal mitochondria rapidly degraded after sperm
penetration during fertilization [18-24]. Female germ cells therefore bear sole responsibility for
ensuring that mtDNA integrity is preserved for inheritance through each successive generation.
Tremendous effort has been expended to understand exactly how the female germ line is able to
accomplish this arduous task. One of the major obstacles faced by eggs in doing this is the need to
balance the high bioenergetic demands of achieving embryonic developmental competency against
the mutagenic effects of ROS, generated locally in mitochondria during ATP synthesis, on DNA
contained within mitochondria of eggs and embryos. Successful inheritance of clean mtDNA through
the egg also seems counterintuitive to the fact that mitochondria in the female germ line undergo
a two-to-four log-order amplification in numbers as primordial germ cells (PGCs) progressively
differentiate into oocytes and then into mature eggs [25-27], in context with mtDNA suffering an
estimated three-log-order higher mutation rate than nuclear DNA per duplication cycle [28]. These
observations, when considered with the fact that, irrespective of the mutational driver (oxidative
damage or duplication errors), mtDNA is not subject to the same high degree of surveillance, damage
detection and repair that exists for nuclear DNA, indicate that female germ cells face a unique set of
mitochondrial-related challenges in meeting their ultimate purpose.

Another advantage of using the female germ line for studies of aging and mitochondrial
dysfunction is that, in many species, female reproductive (ovarian) aging and infertility occur long
before animals are considered chronologically aged [29-34]. Because the ovaries undergo this relatively
early aging process, endpoint analyses of this organ, and the cells it contains, are less apt to be
influenced by undefined extrinsic or systemic consequences of general organismal aging. With that
said, maternal age is widely considered the single most important variable which influences pregnancy
success rates. In turn, oocyte donation studies have demonstrated that the deterioration of egg and
embryo quality, rather than a more generalized inability of the aging female reproductive system
to initiate and sustain a successful gestation, is the primary driver of aging-associated loss of fertile
potential [35,36]. Although many parameters have been used over the years to define changes in
egg quality when assessing the impact of maternal aging on reproductive success, abnormalities
in mitochondrial function and chromosomal segregation (aberrant meiotic spindle formation and
aneuploidy) are the most frequently cited causes of developmental incompetency and embryonic
failure [37-48]. Furthermore, interventions that target pathways tied to either maintenance or
restoration of mitochondrial homeostasis in eggs result in dramatic improvements in spindle formation,
chromosomal dynamics and fertility outcomes [45,49-52].

These studies have consistently pointed to the ability of female germ cells to correctly align
and segregate chromosomes during meiosis as an aging-sensitive process highly dependent on
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mitochondrial function. For example, stepwise institution of moderate dietary caloric restriction
(CR) in female mice during adult life completely prevents the aging-associated increases in meiotic
spindle formation abnormalities and aneuploidy in eggs [45], resulting in a dramatic extension of
reproductive lifespan well into advanced chronological ages [50]. Similar improvements in egg quality
with age can be achieved in mice through targeted disruption of the gene encoding peroxisome
proliferator-activated receptor y coactivator-l1a (PGC-1wx) [45], a protein widely known for its central
role in regulating mitochondrial biogenesis [53,54], as well as through chronic treatment with either
resveratrol (trans-3,5,4’-trihydroxystilbene) [55] or coenzyme Q10 (coQ10) [56], both of which have been
touted as mitochondrial nutrients and potential anti-aging therapies [51,57,58]. With this information
as a preface, here we overview the current state of knowledge regarding several unique aspects of
studying mitochondria in the female germ line, with a principal focus on the impact of maternal aging
on mitochondrial dynamics in oocytes and embryos. Areas where significant gaps in knowledge exist
are also highlighted, with potential hypotheses and experimental approaches offered for future testing.

2. The Germline Mitochondrial DNA Bottleneck and Purifying Selection

Experimental delineation of the mechanism by which mtDNA is passed through the female germ
line in a relatively pristine state generation after generation has eluded scientists for decades. Indeed,
fertilized eggs need to accomplish what seems to be, based on the discussions above (see Section 1),
a near-impossible feat. One could argue that oocytes and eggs somehow shield their mtDNA from
mutations and damage, thereby allowing transmission of only pristine mitochondrial genomes to
offspring; however, this is discordant with findings that eggs have significant numbers of mtDNA
mutations and deletions that become more prevalent with reproductive age [59-61]. Compounding
the issue, an increasing mtDNA mutational load is only part of a much bigger challenge for the female
germ line since each egg contains hundreds of thousands of mtDNA molecules. While a random
mutation in any one of these molecules would have no physiological consequences, progressive
accumulation of these invisible mutations over many generations would eventually be disastrous to
species survival. Two general mechanisms, working in tandem, have been offered to best explain
how organisms deal with this potentially catastrophic issue: the mtDNA bottleneck and purifying
selection [62-71]. In its most simplistic form, the mtDNA bottleneck is thought to work by accelerating
genetic drift in the intracellular populations of mitochondria to increase the variance in mutational
load across an entire population of cells. In those cells of the population where the highest load of
allocated mutations exceeds a physiological threshold, an as-yet undefined phenotypic or functional
change then triggers purifying selection to remove those cells enriched with detrimental mtDNA
genotypes. In females, it is believed that germline purifying selection works after the germline mtDNA
bottleneck to remove those germ cells that receive a larger proportion of mutant mtDNA molecules
during development. Germ cells with less severe mutational loads survive the bottleneck, and some of
these are then used to form eggs that propagate the species. Without this mechanism in place, silent
and unchecked spreading of multiple invisible mtDNA mutations would accumulate each generation
until the population becomes irreversibly doomed because of mtDNA meltdown.

As fundamentally critical as the germline mtDNA bottleneck appears to be to species survival,
how the bottleneck works remains obscure and a matter of debate. Several different hypothetical
models have been proposed over the years [71,72], but none to date have been experimentally
validated. The original model postulated that embryonic PGCs contain very few mitochondrial
genomes per cell (~1 x 10%) so that genetic drift in the intracellular mitochondrial population during
many rounds of PGC proliferation would result in partial or complete segregation of the more
detrimental mitochondrial genotypes into some of the PGCs [63]. One study has estimated that
the mtDNA bottleneck in humans needs to contain as few as 30 mtDNA molecules (and no more)
to account for the observed distribution of mitochondrial genotypes [69]. Such explanations appear
reasonable; however, several groups have reported that the number of mtDNA copies in PGCs is much
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higher, ranging 1-2 x 10 per cell [73]. As such, a simple genetic drift mechanism is unlikely to explain
the observed mtDNA bottleneck effect.

This prompted the formulation of several alternative bottleneck models seeking to reduce the
number of segregating units despite the apparently large number of mtDNA molecules [66,67,71-75].
Further complicating this, recent work has attributed mtDNA bottleneck positions to widely different
stages in germline development. Contrasting the original model that postulates the mtDNA bottleneck
operates prenatally in PGCs [63,72], a different model places the mtDNA bottleneck postnatally during
oocyte growth [66]. Another study has placed the mtDNA bottleneck into the early preimplantation
embryo [76]. While these models were proposed years ago, it is still not clear which model, or
combination of models, is correct [71]. A major barrier to uncovering the precise mechanism of the
mtDNA bottleneck is that it is usually characterized by one parameter: the amount of variance in the
levels of heteroplasmy among germ cells. Unfortunately, this single parameter carries very limited
information. Future studies designed to construct entire mtDNA phylogenetic trees, unburdened
by current limitations in sequencing technologies that introduce mutational artifacts arising from
sequencing and PCR errors (see Section 6), will carry significantly more information and thus should
allow discrimination between the alternative proposed mechanisms with a high degree of confidence.

Even if continued studies eventually identify the precise bottleneck mechanism responsible
for maintenance of mtDNA integrity in the female germ line from one generation to the next,
a fundamentally important question will remain: What is the post-fertilization fate of mtDNA
molecules bearing high mutational burdens in eggs from a somatic point of view? In other words,
are mitochondria carrying a higher proportion of mutant mtDNA molecules in eggs haphazardly
transferred into the embryo proper at the blastocyst stage to be carried through into non-germ
line lineages that arise out of the embryo? Conversely, are these detrimental molecules discarded
somewhere along the developmental pathway of embryogenesis to lessen the mutational burden on
the soma of newly formed embryos? This does not mean that the molecules in question are loaded with
many mutations. Rather, keeping a pool of mtDNA molecules in pristine condition, and subsequently
ensuring that molecules from that pool are the only molecules inherited, allows for a reduction in
the cumulative burden of inherited mutations which occurs over the span of many generations. This
question has been largely overlooked by the scientific community, but is critical to address as efforts
are made to more fully understand mitochondrial inheritance. Indeed, recent studies have shown that
even low levels of maternally transmitted mtDNA mutations can negatively affect both health and
overall lifespan in next-generation offspring [77,78]. These observations underscore the critical need to
explore the mechanisms that exist to minimize the passage of mtDNA mutations from mother, through
the fertilized egg, to somatic cells of her offspring in a single generation, in addition to work focused
on identification of the mechanisms that maintain mtDNA integrity in the female germ line across
sequential generations. Along these lines, essentially nothing is known of the influence of maternal
aging on the efficiency of the mtDNA bottleneck to cleanse germline mitochondrial genomes in
preparation for transmission through eggs to each successive generation. Additionally, the possibility
that eggs of females at advanced reproductive ages are more prone to aberrantly transmit detrimental
mtDNA molecules into embryonic somatic lineages of next-generation offspring remains untested.

3. Mitochondrial Dynamics and Heterogeneity in Eggs and Embryos

A growing body of evidence strongly supports the existence of mitochondrial heterogeneity
in both eggs and preimplantation embryos, as well as of a potential segregation mechanism that
differentially allocates mitochondrial subtypes into the two principal embryonic lineages that are first
specified during blastocyst formation: the inner cell mass (ICM; composed of primitive endoderm
and pluripotent epiblast cells), which gives rise to the embryo proper, and the trophectoderm (TE;
composed of extraembryonic cells), which gives rise to the placenta. For example, many studies have
documented the coexistence of mitochondrial populations with low Ay, and high Ay, in individual
eggs [79]. Additionally, the highly-polarized mitochondria in eggs are distributed almost exclusively
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in the outer pericortical domain [79-81], potentially reflecting a need for active mitochondria in this
region of eggs to provide localized metabolic support or management of Ca®* oscillations at the time of
sperm penetration. This active subpopulation represents a small percentage of the total mitochondrial
pool in oocytes [79], with little known of the role(s) that the remaining mitochondria, which are
distributed uniformly throughout the egg (Figure 1), might play. Notably, mitochondrial heterogeneity
in eggs is not restricted to differences in only membrane polarization status. Early electron microscopy
studies have identified a wide spectrum of mitochondrial sizes in oocytes, with those in mouse eggs
ranging from as small as 0.2 um to as large as 0.6 pm or more [25]. Significant heterogeneity in size and
ultrastructural morphology is also apparent in human oocytes (Figure 2). However, the significance,
if any, of this heterogeneity in mitochondrial A, or size to oocyte maturation or post-fertilization
embryonic developmental competency remains to be determined.

Figure 1. Confocal photomicrographs of mitochondrial distribution patterns in mouse oocytes.
Oocytes collected from adult female mice following hormone stimulation-induced superovulation
were classified as metaphase-II (extruded first polar body), and then incubated with MitoTracker
Red (Thermo Fisher Scientific, Waltham, MA). Oocytes were immediately coverslipped and imaged
using a Zeiss laser scanning confocal microscope. Mitochondria are noticeably punctate and present

throughout the oocyte. Examples demonstrate multiple focal planes, with perinuclear distribution
(indicated by white asterisk), and a polar body (p) is visible in the top right panel. Scale bar = 15 um.

With respect to the existence of mitochondrial heterogeneity in preimplantation embryos, prior
studies using mitochondrial membrane probes have reported that mitochondria with high A, are
primarily localized to the TE whereas most mitochondria in the ICM are characterized by low Ay, [79].
Human blastocysts also show stark lineage-specific differences in the levels of cytochrome c oxidase
activity in mitochondrial subpopulations, with very low levels in the ICM and high levels in the TE [82].
These findings align well with the results of studies based on A, showing that mitochondria in the
TE are highly polarized, whereas mitochondria in the ICM are not [79]. Importantly, the method used
to measure cytochrome c oxidase activity in human embryos, which involved ultrastructural analysis
of mitochondrial matrix density, unveiled a striking finding that was not discussed in detail—more
than 90% of the mitochondria in the ICM appeared small to intermediate size with poorly developed
or no cristae, while more than 90% of the mitochondria in the TE appeared intermediate to large
size with over one-third exhibiting complex well-developed cristae [82]. Since all mitochondria
present in preimplantation embryos arise from the eggs that were fertilized to produce them, these
data collectively indicate that mitochondrial subpopulations in eggs, distinguished by differences
in size and Ay, (and, as a likely consequence, bioenergetic potential), may also exhibit markedly
different post-fertilization fates during specification of the ICM and TE lineages at the blastocyst stage
of embryogenesis. An open question for future studies is to determine if different mitochondrial
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subpopulations are somehow either marked for detection and subsequent lineage-specific segregation
or, conversely, perhaps even promote lineage-specific segregation during embryogenesis.

Figure 2. Mitochondrial ultrastructural features, as determined by transmission electron microscopy, in
primary-stage oocytes contained within follicles of reproductive-age human ovaries: (A) Mitochondria
are localized as clusters (mitochondrial clusters; mc) within oocytes. The oocyte-granulosa cell
interface (i) is also depicted, and demonstrates areas of interdigitation between the oocyte and
surrounding granulosa cells. Scale bar = 200 pm. (B,C) Mitochondrial morphology (m) depicted
at two magnifications reveals that most mitochondria exhibit an ovoid morphology, dense matrices,
and few cristae. However, a large variation in mitochondrial size can be observed, along with multiple
examples of mitochondria that fall outside of the characteristic morphology described above. Tissues
were collected and prepared for TEM by non-coagulative aldehyde fixation, followed by sectioning on
an ultramicrotome. Images were acquired using a JEOL JEM-1010 transmission electron microscope.

What could be driving these apparent differences in segregation patterns? To answer this, one
must first consider the two models that have been proposed thus far to explain the first cell-fate
decision process that occurs during preimplantation embryonic development [83,84]. According to the
positional model, the relative outer or inner location of individual blastomeres within the developing
embryo determines the fate of those cells that will form the TE (outermost) or ICM (innermost).
In the polarity model, differential allocation of factors based on cellular polarity (i.e., apical versus
basolateral localization) occurs during asymmetric division of a blastomere in compacted eight-cell
embryos, which then drives the fate of each daughter cell towards one lineage or the other based
on asymmetric partitioning of factors required for acquisition of an ICM or TE identity [83,84].
Mitochondria have already been identified as key forces behind establishment of polarity in somatic
cells [85,86]. Accordingly, it is reasonable to postulate that mitochondria (or perhaps a specific subtype
of mitochondria) drive polarization of blastomeres during compaction of eight-cell embryos to form
early morulae. Past studies have also shown that intracellular heterogeneity in A, reflects points
of contact of a given cell with other cells [87]. In cleavage-stage mouse embryos, mitochondria with
low Ay, are found predominantly at regions of intercellular contact [80]. In embryos undergoing
compaction, these contact points are confined to the inward-facing or basolateral regions of blastomeres,
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whereas the outward-facing or apical regions are contact-free [83,84]. Thus, mitochondria with low
AP would be clustered in the region of a blastomere that, following asymmetric division via the
polarity model (producing an apical and a basolateral daughter cell), would be preferentially allocated
into the innermost (basolateral) daughter cell which, according to the positional model, is destined
to become ICM. As mentioned earlier, one could also postulate that a specific mitochondrial subtype
preferentially segregated into an as-yet uncommitted daughter cell produced through the polarity
model actively drives the fate of that cell to become ICM or TE via mitochondrial subtype-specific
production of a fate-regulating factor. As discussed earlier, mitochondria are well-known to modulate
many aspects of cell function aside from bioenergetics, including ion movement and production of
bioactive factors; however, it is not known if these actions are generic to all mitochondria or limited to
specific subtypes of mitochondria. Clearly, future studies are needed to address these possibilities.

The influence of maternal aging on mitochondrial heterogeneity in eggs and embryos has
not been specifically addressed. However, various mitochondrial anomalies have been linked to
the deterioration of oocyte quality as females age, and at least some these may be reflective of
changes in specific mitochondrial subpopulations. The most prominent of these defects include
atypical mitochondrial localization and aggregation, reduced mtDNA content, reduced A, (and,
consequently, bioenergetic capacity), increased oxidative stress, and increased frequency of mtDNA
mutations and deletions [27,34,42,45,49,51,52,56,59-61,88-93]. Equally important to consider are
alterations in mitochondrial biogenesis and autophagy (mitophagy). During oocyte development from
the immature germinal vesicle stage to the mature egg stage, a tremendous level of mitochondrial
biogenesis occurs such that, by the time of fertilization, a single egg contains hundreds of thousands
of mitochondria. This is critical to ensure that the developing embryo is provided with sufficient
numbers of mitochondria required to sustain embryogenesis through successive cleavage divisions to
the preimplantation blastocyst stage, since mitochondrial replication in embryos does not resume until
after implantation [94,95].

This accelerated level of mitochondrial biogenesis during oocyte maturation is further enhanced
by an apparent absence of mitophagy in oocytes [96], the latter of which can significantly alter
preimplantation embryogenesis. For example, using oocyte-specific autophagy-related 5 (Afg5)
gene knockout mice, it has been reported that mitophagy does not naturally occur in oocytes, but
becomes critical after fertilization since Atg-null oocytes fertilized with Atg-null sperm arrest at the
4-8-cell stage of preimplantation embryonic development [97]. Moreover, pharmacologic induction of
mitophagy in wild type eggs by rapamycin reduces fertilization rates and post-fertilization embryonic
developmental potential [98]. It has also been shown that mitochondria in oocytes do not associate with
autophagosomes following chemically-induced membrane depolarization [96]. The inability of oocytes
to respond to mitochondrial damage and dysfunction by elevating mitophagy is underscored by data
demonstrating that mtDNA copy numbers increase following exposure of oocytes to antimycin-A to
disrupt mitochondprial function. In addition, the common 4977 bp deletion (AmtDNA 4977), which is
widely used as an mtDNA mutational marker in somatic cells, accrues in oocytes of women older than
35 years of age [61].

Perhaps not surprisingly, impaired mitochondrial biogenesis has been directly implicated as a
significant factor underlying poor oocyte quality associated with aging. Studies of human oocytes
retrieved from women over 40 years of age revealed that mtDNA content was significantly reduced
when compared to mtDNA content in eggs obtained from younger women [92]. Additionally, failure
to fertilize and ovarian insufficiency have been linked to reduced mtDNA copy numbers [88-90].
In mouse and hamster oocytes, total mitochondrial numbers, as assessed by electron microscopy,
decline with maternal age, and this occurs concomitant with reduced mtDNA content and ATP
levels [93] It is important to bear in mind, however, that mtDNA content is an indirect measure of
mitochondrial quantity, as an individual mitochondrion can contain 1-10 mtDNA molecules. It has
been estimated that oocyte mitochondria, which in mice generally range in size 0.3-0.6 pm and harbor
1-2 copies of mtDNA per organelle [25], but direct validation of this has not been performed. Therefore,
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when assessing the relationship of mtDNA copy number to mitochondrial number, each variable
should be considered as an independent biomarker for oocyte and embryo quality. Nonetheless, these
findings collectively support the notion that advancing maternal age is tightly linked to a progressive
deficiency in mitochondrial biogenesis in oocytes.

In a comprehensive clinical study of human cleavage-stage embryos (blastomeres) and blastocysts
obtained from two patient cohorts of women undergoing in-vitro fertilization (IVF)—a group of
women up to 37 years of age and a group of women 38 years and older—it was determined that
blastomeres collected from women in the younger age cohort had significantly higher levels of mtDNA
when compared with blastomeres of the older cohort [99]. This is consistent with the previous work of
others, providing additional evidence of an inverse relationship between maternal age and mtDNA
content in oocytes and early cleavage-stage embryos [88-92,100] However, dramatically different
results were obtained after parallel analysis of blastocyst-stage embryos. Independent of chromosomal
status, blastocysts from women aged 38 years and over had significantly higher mtDNA content
versus blastocysts obtained from women who were 37 years of age or younger. Moreover, mtDNA
content was found to be inversely correlated with implantation outcomes, in that not a single euploid
blastocyst with elevated mtDNA copy numbers was observed to implant; by comparison, 59% of
euploid blastocysts with mtDNA content within the normal range implanted successfully. Notably,
irrespective of maternal age, blastocysts characterized as chromosomally abnormal contained elevated
mtDNA copy numbers, indicating that aneuploidy and maternal age are independently associated with
alterations in mtDNA levels [99]. These observations have been reaffirmed in blinded clinical studies,
which tracked pregnancy outcomes using blastocysts from which mtDNA content was quantified prior
to embryo transfer [101,102]. Although the age-associated mechanisms that underpin the increase
in mtDNA content in blastocysts have not been experimentally addressed, it is possible that this is
symptomatic of either defective mitophagy or elevated stress. The latter would result in greater energy
demands, which would conflict with the quiet embryo hypothesis proposed by Leese, in which a low
(quiet) metabolic level conveys a protective effect in developing embryos [103].

4. Boosting Egg and Embryo Quality through Exogenous Mitochondrial Transfer

Results from both animal and clinical studies indicate that there may be inherent properties
of mitochondria that, after injection into eggs or zygotes, can directly benefit early embryonic
development leading to significant improvements in pregnancy success rates. In the 1990s, a series
of clinical studies termed ooplasmic transfer showed that transfer of cytoplasm from donor eggs
of younger women could improve the developmental competency of eggs from women with a
history of repeated IVF failure [104-111]. Although eventually halted by the United States Food
and Drug Administration (FDA, Silver Spring, MD, USA) based on their views that injection of
heterologous (non-patient matched) mitochondria into a woman’s egg at fertilization represented a
form of foreign gene transfer for the purposes of human reproduction [112], interest in the concept
that mitochondrial supplementation could benefit IVF outcomes continued through investigations in
animal models [113,114]. Several years ago, a new technology that maintained the underlying principle
behind heterologous ooplasmic transfer (viz. provide a boost of female germline mitochondria to
developmentally compromised eggs), while simultaneously shedding the FDA’s concerns through use
of autologous mitochondria, was developed and eventually entered clinical study. The premise of this
new technology, termed autologous germline mitochondrial energy transfer (AUGMENT), was to use
an IVF patient’s own oocyte precursor cells (referred to as oogonial stem cells (OSCs)) present in her
ovaries as a matched, but more pristine, source of female germline mitochondria for injection during
intracytoplasmic sperm injection (ICSI) [52].

Consistent with the positive benefits reported for heterologous ooplasmic (mitochondrial)
transfer in human assisted reproduction, early clinical experience with AUGMENT has been
encouraging [115,116]. In 93 IVF patients diagnosed with poor egg and embryo quality at the Toronto
Center for Assisted Reproductive Technologies (TCART) in Canada or at FAKIH-IVF in the United Arab
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Emirates, use of AUGMENT increased clinical pregnancy rates per initiated assisted reproduction
cycle by 3-6-fold when compared with matched historical data from prior IVF attempts without
AUGMENT in the same patient cohort (25.7% versus 5.2%, respectively) [115,116]. Likewise, live
birth rates jumped from historical levels of 1.3% in this patient population to over 18% in the same
patient population with just a single cycle of AUGMENT, leading to the birth of 23 babies [115,116]
(reviewed in [52]). Using a direct comparative approach termed Matched Best Embryo Selection and
Transfer (MBEST), in which eggs retrieved from each patient were allocated to undergo IVF through
ICSI or ICSI with AUGMENT, it was further shown that embryo transfer rates were seven-fold higher
in the ICSI + AUGMENT group compared to those who underwent ICSI alone [115]. This outcome
was attributed directly to dramatic improvements in the selection criteria used to determine if a given
blastocyst-stage embryo developed in vitro was suitable for transfer back to the IVF patient. By directly
comparing the outcomes obtained using eggs from the same IVF cycle of the same patient, with the
only variable being whether AUGMENT was included, these types of studies argue strongly that an
exogenous, but autologous, germline mitochondrial boost significantly enhances the post-fertilization
developmental competency of human eggs. Continuing studies in animal models have not only
supported these observations [117], but have also raised the question of whether mitochondria from
germline stem cells or adult stem cells in general are needed to achieve a restoration of egg and embryo
quality in aged females [118].

A major variable not to be overlooked here when considering the impact of mitochondrial
transfer in these and other studies is the impact of an exogenous mitochondrial boost on eggs in
general versus on eggs of specifically reproductively aged females. This can be a major source of
confusion if one is not careful in evaluating the published literature on this subject. As just one
example, a recent study reported that injection of hepatocyte mitochondria into eggs of young adult
gonadotropin-primed female mice collected from the oviducts 14 h (referred to by the authors as fresh)
versus 20-24 h (referred to by the authors as in-vivo aged) after induced ovulation failed to affect
any aspect of post-IVF preimplantation embryogenesis [119]. At first glance, the outcomes of this
study appear at odds with an earlier report that concluded injection of hepatocyte mitochondria into
very early zygotes (eggs immediately following fertilization) significantly improves preimplantation
embryonic developmental outcomes [114]. However, a key difference in the two reports is that the
first studied eggs of only young mice, despite use of the term aged to refer to a group of oocytes in
their study, whereas the second focused on zygotes (eggs) of aged mice. It is not surprising that eggs
of young adult mice, which already exhibit very high fertilization and embryonic development rates,
would be relatively unaffected by an exogenous mitochondrial boost. A similar case can be made
for another recent paper concluding from studies using eggs of only young adult mice that injection
of mitochondria collected from induced pluripotent stem cells (iPSCs) had no effect on embryonic
developmental parameters versus those observed obtained with mock-injected eggs [120].

How exactly does provision of exogenous mitochondria improve egg and embryo quality in
females at advanced maternal ages? The prevailing belief is that the injected mitochondria provide
an additional source of bioenergetic potential for oocytes impaired in some manner by maternal
aging, thus enabling the eggs to regain full functional competency after fertilization. This proposed
mode of action would agree with a now large body of evidence linking mitochondrial function
and ATP availability to egg and embryo quality across species [34,45,51,79]. However, there are
other potential explanations that warrant future investigation. One centers on potential functional
differences in mitochondria, or more specifically mitochondrial subtypes, derived from the donor cells
when compared with the mitochondrial population present in eggs of aged females, that are outside
of the realm of energetics. Notably, in published examples of where an exogenous mitochondrial
boost has been reported to improve post-fertilization outcomes in recipient eggs, the donor cells are
either from chronologically younger females [104-111] or from stem-like cells that are chronologically
the same age as the recipient eggs, from a whole organism perspective, but nonetheless younger
from a cellular differentiation perspective [52,114-116,118]. If cross-talk between the nucleus and
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specific mitochondrial subpopulations is disrupted by maternal aging such that mitochondria in
eggs become inherently unable to receive or process instructions provided by nuclear-coded gene
products trafficked to these organelles, injection of a bolus of non-compromised or responsive donor
mitochondria may help restore homeostatic function in eggs needed for embryogenesis to progress
successfully. Alternatively, provision of young mitochondria to aged oocytes could directly impact
on ROS levels present in the injected eggs, which could then influence signal transduction pathways
or ion flux events important for achieving full developmental competency. Rigorous testing of these
possibilities would be facilitated by development of new technological platforms that enable analysis
and sorting of mitochondrial subtypes based on distinguishing features, such as size, membrane
polarization status or biomarkers. Once purified, the mitochondrial subpopulations could then
be processed for a range of comparative downstream analyses, including differences in functional
properties and proteomic profiles. This information may uncover novel insights into how aging affects
mitochondria in germ cells, and how exogenous mitochondria from non-aged sources can restore
developmental competency in eggs.

5. Mitochondrial Dynamics in Artificial Oocytes

In 2006, Yamanaka and colleagues reported with mice that embryonic and adult fibroblasts
could be reprogrammed into iPSCs, a population of embryonic-like pluripotent stem cells with the
broad lineage differentiation potential of embryonic stem cells (ESCs) [121]. The following year,
the same group reported that a comparable outcome could be obtained using adult human dermal
fibroblasts [122]. This breakthrough opened many new possibilities for application of regenerative
medicine to combat an array of human health conditions. In numerous studies that have since followed,
derivation of most somatic cell lineages from iPSCs has been achieved [123,124], and the first human
clinical trials using iPSC-based technologies are underway [125-128]. Efforts to derive functional
germ cells from mouse iPSCs have paralleled those directed at somatic lineage specification [129-131],
ultimately leading to reconstitution of the entire life cycle of the mouse female germ line in vitro from
primordial germ cell-like cells (PGCLCs) derived from iPSCs in culture [132]. These latter studies,
coupled with reports of PGCLC specification from human iPSCs [133,134], have sparked considerable
discussion over the potential for use of human iPSC-derived oocytes in assisted reproduction for
women in the future [135-138].

It is important to bear in mind, however, that significant questions still surround the use of iPSCs
to generate functional eggs, even in mice. For example, the senior author of the most recent effort
to do this emphasized that many of the eggs produced entirely ex vivo by mouse iPSCs were of
poor quality [136], and only 3.5% of the embryos generated by in vitro-derived artificial eggs gave
rise to offspring [132]. Although these problems could and probably do arise from many potential
issues associated with attempting to recreate the complexity of mammalian female gametogenesis in a
dish—ranging from limitations in reprogrammed somatic cells to form the germ lineage to epigenetic
abnormalities and aneuploidy, one key factor is mitochondrial integrity. Indeed, the adult somatic
cell population that is reprogrammed (most often differentiated fibroblasts) would harbor mtDNA
molecules with various mutational loads accumulated through duplication errors and oxidative
damage over the lifespan of that lineage until collection. It has been recently shown that adult
fibroblast-derived human iPSCs indeed contain significant amounts of mtDNA mutations [139]. What
happens to detrimental mtDNA molecules in adult somatic cells that are first nuclear-reprogrammed
into iPSCs and then used to specify PGCLCs that are further manipulated to generate eggs in vitro for
fertilization and embryogenesis? One of two possibilities must be occurring: the PGCLCs specified
from the reprogrammed adult somatic cells somehow orchestrate an in-vitro version of the in-vivo
germline mtDNA bottleneck and purifying selection, or the artificial eggs generated by PGCLCs
in-vitro suffer from inadequate selection against detrimental mtDNA mutations being carried over
into the next generation.



Genes 2018, 9, 265 11 of 19

This question requires experimental resolution before iPSC-based female gamete generation can
be even cautiously viewed in the context of translation to humans, with such studies designed to
unequivocally determine if an mtDNA bottleneck occurs during in-vitro derivation of germ cells,
and eventually eggs, from iPSCs. If an in-vitro bottleneck is not observed, the safety of iPSC-based
technologies to produce female gametes for clinical use would be highly questionable. However,
if evidence of an in-vitro bottleneck is observed, this model would provide a powerful new means
to study mtDNA dynamics and inheritance during germline specification and differentiation under
defined conditions in vitro, to compare the efficiencies of in-vitro and in-vivo germline mtDNA
bottlenecks, and to more definitively define the developmental window(s) during which the germline
mtDNA bottleneck takes place. Moreover, this approach would circumvent the two main obstacles
faced by scientists interested in deciphering how different types or subpopulations of mitochondria,
and the genomic material contained within them, are managed in the female germ line during the
development of mature eggs from primitive precursor germ cells: the limited supply of eggs and
embryos available for detailed studies of mitochondrial biology, and the technical difficulties in
evaluating PGC development in utero.

6. Conclusions and Future Studies

Although numerous reviews of mitochondrial dynamics in female germ cells and early embryos
have been published over the years, the discussions above highlight how many significant gaps in
knowledge still exist in this critical area of study. The central importance of mitochondrial energetics to
both egg and embryo quality has been investigated in detail, and is now considered by most working
in the field as well established. However, comparatively little is known of how, or even if, other
functions of mitochondria outside of ATP production contribute to the successful orchestration of
oocyte maturation and preimplantation embryogenesis. Such information may by key to solving the
myriad of questions surrounding the mechanisms by which maternal aging negatively impacts on
oocyte and embryo quality, as well as on mtDNA segregation during preimplantation embryogenesis.
In evaluating the discussions above, we believe the most significant obstacles faced by those interested
in advancing this field, both scientifically and clinically, have been rooted in several fundamental
limitations. The first, which is broadly relevant to the study of mitochondria and aging in any cell type
or organ system, is technological in nature. Specifically, a platform that enables identification, analysis
and sorting of different subpopulations of mitochondria from small biological samples would finally
allow detailed comparative studies to be performed on mitochondria viewed as a heterogeneous
mixture of organelles that share some properties but also exhibit significant differences in proteomic
landscape and function. We expect such studies would reveal that at least some perturbations in
mitochondprial function in cells with age reflect alterations confined to specific subtypes of mitochondria,
thus enabling a more focused approach to the development of potential therapeutic interventions that
target the defective subpopulation rather than the entire mitochondrial pool.

Likewise, there is a pressing need for a DNA sequencing platform that enables accurate
identification of mutations in entire individual mtDNA molecules for construction of high-quality
molecular phylogenies. If mutations are distributed non-uniformly across mtDNA molecules
(i.e., some molecules are more heavily mutated while others are not), then sequencing by conventional
short-fragment analysis erases any information about such non-uniformity and merely yields
information on the average mutant fraction. This is of critical importance for mtDNA inheritance
studies because it is imperative to know if preferential inheritance of molecules with a low mutational
profile is occurring. In other words, what is required is a technology that enables the identification,
counting and tracking of mutations, molecule by molecule, across entire mitochondrial genomes.
Current third-generation sequencing platforms can offer long reads and high-throughput capacity.
Although clearly a step forward over conventional sequencing, a major limitation of third-generation
sequencing is a relatively high single-pass error rate [140], which would confound efforts to track true
mtDNA mutations. Addition of bell adapters to sequencing templates would allow these templates
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to be read multiple times in a continuous circle, resulting in a highly accurate circular consensus
sequence (CCS). The CCS approach, however, is limited to application with short DNA fragments due
to constraints on how long the polymerase remains active. Without a way to correct for sequencing
and PCR errors, currently available sequencing technologies cannot be used to accurately analyze
long molecules from highly heterogeneous DNA mixtures, which is of necessity for detailed studies of
mtDNA inheritance. With continued technological improvements in the accuracy of next-generation
sequencing on the horizon [141], this barrier to progress on mtDNA tracking will hopefully be
overcome soon.

Finally, the recent recapitulation of mouse female gametogenesis, from iPSC-derived PGCLCs to
fertilizable eggs and preimplantation embryos (that then yield offspring after embryo transfer into
recipient females) [131], entirely in vitro may offer a new means to study mitochondrial dynamics in
the female germ line under experimental conditions that can provide larger numbers of germ cells at
defined stages for study and that are not constrained by the inherent issues associated with studies
of female germ line development in vivo. Furthermore, by reprogramming somatic cells collected at
different points during chronological aging of the animal, the resultant iPSC lines may prove useful for
assessing the impact of aging on mitochondrial dynamics and function during germline specification
and differentiation, and on the eggs and embryos formed from such germ cells. Of course, these types
of studies will be contingent upon the outcome of what hopefully will be more near-term assessments
of mitochondrial quality-control throughout the entire process of artificial female gametogenesis from
iPSCs, including a thorough analysis of mtDNA in offspring. To that end, there is an additional
level of complexity that needs to be considered in future studies, which revolves around the fact that
the landscape of nuclear-encoded gene products localized in mitochondria vary significantly across
cell lineages [11-13]. In other words, the mitochondrial proteomic identity of a given cell type is
determined by the nuclear identity of that cell. If a differentiated adult somatic cell, such as a fibroblast,
is reprogrammed at the nuclear level to become an iPSC that is then differentiated into a germ cell-like
cell, is the mitochondrial proteome of the original parent cell reprogrammed in parallel to match the
intermediate pluripotent state and, subsequently, the new germ lineage identity? If so, how does
aging impact on this intracellular re-wiring process? Currently, we have more questions than answers,
but exciting studies are on the horizon that will open further insights into how aging interfaces with
mitochondrial heterogeneity, dynamics and function in the female germ line.
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