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Abstract

Chromosome segregation errors occur frequently during female meiosis but also in the first
mitoses of mammalian preimplantation development. Such errors can lead to aneuploidy,
spontaneous abortions, and birth defects. Some of the mechanisms underlying these errors
in meiosis have been deciphered but which mechanisms could cause chromosome misse-
gregation in the first embryonic cleavage divisions is mostly a “mystery”. In this article, we
describe the starting conditions and challenges of these preimplantation divisions, which
might impair faithful chromosome segregation. We also highlight the pending research to
provide detailed insight into the mechanisms and regulation of preimplantation mitoses.

Background

When chromosomes segregate erroneously in oocyte meiosis or in mitosis during preimplan-
tation development, the effects can be detrimental for the embryo and the course of pregnancy
because these errors can lead to aneuploidies, spontaneous abortions, and birth defects. Studies
on mammalian fertility indicated very soon that fundamental problems must occur during
preimplantation development. A study in the 1950s found that only approximately 58% of nat-
urally conceived embryos were able to implant in the uterus at blastocyst stage [1]. Subse-
quently, many studies examining oocytes and early embryos from several mammalian species,
including human oocytes and embryos from patients undergoing assisted reproductive treat-
ment, have provided clear evidence that the division fidelity of female meiosis and embryonic
mitoses is substantially lower than in cells of somatic tissues [2-4].

The meiotic divisions of the oocyte are very different from mitotic divisions of somatic
cells: the diploid genome has to be reduced to allow for complementation by the haploid
genome of the sperm delivered at fertilization. Chromosomes in the oocyte are therefore segre-
gated twice without intermediate replication. In addition, the large oocyte cleaves asymmetri-
cally. To retain most of the stored cytoplasmic material in the mature egg to nurture the
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embryo, the oocyte extrudes half of the chromosomes into a small nonfertilizable and unviable
polar body at each meiotic division.

In meiosis I, homologous chromosomes are split. To avoid that sister chromatids separate
prematurely, in most eukaryotic species, kinetochores either fuse or juxtapose side by side [5].
Additionally, the homologues have to be paired and physically linked by crossovers of their
DNA for faithful segregation. And finally, stable cohesion at centromeres of the sister chroma-
tids ensures that entire homologues get pulled to opposite spindle poles by kinetochore-
attached microtubules [5,6]. On the contrary, in meiosis II and the later mitoses, the two repli-
cated sister chromatids of single chromosomes have individualized kinetochores and are only
joined by cohesin rings until anaphase. Therefore, the sister chromatids can become individu-
ally attached and segregated to opposite spindle poles.

The very different nature of meiosis I is thought to be the source of most of the errors that
occur during maturation of the oocyte to a fertilizable egg. Evidence comes from studies of
eggs from mice and from women undergoing assisted reproductive procedures: they show that
failure to link the homologous chromosomes and premature separation of sister kinetochores
mainly drive mammalian oocyte aneuploidy, because here, sister chromatids segregate preco-
ciously, and these events seem to strongly increase with maternal age [7-10].

Segregation errors even occur after the egg has been fertilized. Studies of mammalian pre-
implantation embryos have shown that blastomeres of different genomic content are abundant
[3,11,12], suggesting that chromosomes also frequently missegregate during the mitotic cleav-
age divisions after fertilization. Such mosaic chromosome abnormalities can vary from a single
cell to all cells in the embryo, and individual cells of the same embryo can exhibit different
chromosomal compositions. This is ruling out a sole carryover of aneuploidy resulting from
meiotic errors [11]. Therefore, even if oocytes mature normally and become fertilized, the first
embryonic mitoses are also error prone, which can affect normal development or lead to abor-
tion. A clinical study has shown that some human mosaic blastocysts can implant and the
embryo develop to term without genetic disorder. The authors suggested that the survival
depends on the type and extent of mosaicism [13]. A recent study using a mouse model for
embryonic mosaicism supports this hypothesis, indicating that a minimal number of euploid
blastomeres is necessary for normal embryonic development [14]. Increased apoptosis was
observed for the abnormal cells within mosaic embryos, and cell competition could be another
potential mechanism for the embryo to cope with aneuploid cells [14,15]. However, because of
its mosaic nature and cell-to-cell variability, embryonic aneuploidy poses a bigger challenge
for in vitro fertilization procedures and assessment of embryonic quality, even if genetic pre-
implantation diagnostics are used. Genome sequencing of a single cell from an eight-cell blas-
tomere or of a blastocyst biopsy prior to transferring the embryo into the uterus might show a
normal genome but may not be representative for the variable genomic content in different
cells of the embryo [16,17].

But how and why do these errors occur in the first mitotic divisions despite these divisions
being decisive for the healthy start of a new life? Why does the embryo proceed with the cleav-
age divisions before correcting chromosome segregation errors? To solve this mystery, it is
crucial to understand early embryonic mitoses in all of their complexity, especially how the
structural and regulatory molecules differ from faithful somatic cell mitosis. Due to the limited
availability and technical difficulty of studying mammalian embryos, molecular mechanistic
studies are still very sparse. We only start to unravel the nature of the early embryonic mitotic
machinery and its regulation. But that should give us clues as to why the beginning of mamma-
lian life is so risky, and how we can improve procedures to reliably recognize and mitigate
these risks in fertility treatments.
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Early embryonic mitoses in mammals—Turning a large slowly
dividing egg into small rapidly dividing somatic cells

Mitosis of somatic cells during postimplantation development and in adult tissue homeostasis
and regeneration is typically fast, produces two cells of similar size, and has faithful chromo-
some segregation, with error rates of below 5% in adult murine and human tissue [2]. These
short mitoses rely on fast and efficient spindle assembly with two centrosomes, which strongly
nucleate microtubules and predetermine spindle bipolarity. This leads to relatively few chro-
mosome biorientation errors. In addition, the spindle assembly checkpoint (SAC) ensures that
chromosomes are faithfully segregated: it delays anaphase onset until all kinetochores are
properly attached, typically achieved in only a few minutes [18].

At the beginning of mammalian life, the conditions for the first mitotic cell divisions are
fundamentally different (Fig 1). Except for the paternal genome, almost all molecular material
for the zygotic division is contributed maternally, using the proteins and mRNAs stored in the
egg. Until fertilization, these molecules mediated the first and part of the second meiotic divi-
sion of the oocyte, both of which are slow, error prone, and asymmetric. Here, spindle assem-
bly proceeds without centrosomes, which are eliminated during early oogenesis in mammals.
Instead, the meiotic spindle assembles by lengthy multipolar self-organization processes
[19,20], which entail many erroneous biorientation attempts [20,21]. However, the meiotic
division proceeds slowly, providing several hours for error correction and spindle migration
for symmetry breaking.

/

Differentiated Totipotent Pluripotent
Cell size
Transcriptional control of protein expression
Translational control of protein expression
Acentriolar MTOCs Centrosomes
Multipolar spindle intermediates

Duration of M-phase

Fig 1. Gradual changes during mouse preimplantation development could affect chromosome segregation fidelity. After meiosis I, the fully differentiated oocyte is
fertilized by the sperm and resumes meiosis II. The two divisions are very asymmetric to maintain a large cytoplasmic volume for storage. During both meiotic divisions,
transcription is inactive and protein expression is translationally and post-translationally regulated. Because centrosomes are degraded during early oogenesis [26],
multiple acentriolar MTOCs functionally replace them in meiotic spindle assembly [19,27]. Thereby, multipolar spindle intermediates preferentially form during
prometaphase. Also the duration of the division phase in the cell cycle (M-phase) is very long: meiosis I can take up to 10 hours and meiosis II can be especially delayed
due to a metaphase arrest until fertilization [28]. Therefore, the totipotent zygote undergoes the first mitosis under unusual conditions, and the described and depicted
parameters only gradually change during the early divisions: in every cleavage, the cell size is halved, whereas the genomic content should remain constant [25]. Through
stored and activated mRNA, the zygote is still entirely under maternal translational control [23]. Only from the two-cell stage onwards—when transcription of the
embryonic genome becomes activated—maternal control gets replaced by embryonic control [29]. Fewer and fewer MTOCs organize the mitotic spindle until
centrosomes form de novo at the blastocyst stage. Until then, spindle assembly passes through less marked multipolar organization [30,31]. Also, M-phase duration
changes: after very lengthy and even halted meiosis, the zygotic mitosis is still prolonged (approximately 90 to 120 minutes) compared to somatic mitosis [32,33].
Thereafter, the duration decreases until it reaches the timing of a normal somatic cell mitosis. These gradual changes during preimplantation development might
contribute to decreased chromosome segregation fidelity during cleavage divisions. MTOC, microtubule organizing center.

https://doi.org/10.1371/journal.pbio.3000173.9001
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At fertilization, a dramatic change occurs. The egg becomes activated when the intracellular
calcium increases, which affects many cellular pathways [22]. Calcium induces a rapid change
in the zona pellucida around the zygote to prevent fertilization by more than one sperm, trig-
gers remodeling of the sperm chromatin, and induces resumption of female meiosis II [23].
Together, sperm remodeling and segregation of the maternal chromosomes facilitate the for-
mation of two nuclei in the zygote, one for the paternal and one for the maternal genome. In
these so-called pronuclei, the two haploid genomes are then replicated separately and repro-
grammed to turn the highly specialized egg and sperm cells into a totipotent zygote.

The first embryonic division therefore begins in a very unusual situation (Fig 1). The zygote
inherits its size and molecular material from the meiotic oocyte, whereas the parental genomes
are transcriptionally silent. In addition, the zygote is in a state of transition, in which the cellu-
lar structures and regulatory pathways of the specialized meiotic divisions have to be repur-
posed for mitotic divisions. To achieve this, only post-transcriptional mechanisms can be
used; namely, activation and translation of maternal mRNAs, as well as post-translational
modifications of cytoskeletal proteins, which allow the skeleton to remodel [16]. The embry-
onic genome itself is only activated later in development, in mice, for example, at the two-cell
stage [24]. Moreover, the zygote contains the two separate nuclei, one for each parental
genome, which have to be dealt with by the mitotic apparatus. And even after the zygotic divi-
sion, each of the following five divisions of preimplantation development has its own unusual
circumstances. Every cleavage cuts the cell size in half because there is no interphase growth
[25]. Therefore, the cytoplasmic content is reduced until genome activation and subsequent
gene expression catch up. The genome, on the other hand, duplicates in each cell cycle, and
thus genome size per cell remains constant. In the very first divisions, this most likely leads to
the challenge to scaling fewer components of the mitotic machinery into a shrinking cyto-
plasmic volume to the same amount of DNA. How mitotic mechanisms and their regulation
adapt to this cellular reorganization from zygote to blastocyst and how these changes are
linked to the abundance of chromosome segregation errors is currently a “mystery”. Below, we
discuss two major aspects of cell division that undergo fundamental changes in the preimplan-
tation embryo, and which are likely to play a role in causing chromosomal aberrations or com-
plicating their correction at the beginning of mammalian life: assembly of the mitotic spindle
and regulation of mitotic duration.

From multipolar acentrosomal to bipolar centrosomal spindles

In somatic cell mitosis, assembly of the bipolar spindle in prometaphase is efficiently driven by
two centrosomes, powerful microtubule organizing centers (MTOCs) with a pair of centrioles
at their core. However, centrioles are actively eliminated during mammalian oogenesis at the
pachytene stage, and spindles are therefore acentriolar during female meiosis [26]. Conse-
quently, mammalian oocytes assemble their first bipolar microtubule systems through self-
organization mechanisms often via multipolar intermediates [19,20]. In mouse oocytes, multi-
ple acentriolar cytoplasmic MTOC:s are generated by fragmentation during late prophase.
They then assemble into two broad poles of a bipolar spindle but only after transiently organiz-
ing multipolar spindle intermediates [19,27]. Also in human oocytes, even after the lengthy
chromosome driven spindle assembly without MTOC:s, the bipolar spindle is often unstable
and can transiently become apolar or multipolar [20]. Such a situation puts kinetochores at
high risk to become wrongly attached to microtubules, and thus chromosomes fail to biorient
in metaphase and often lag behind the poleward movement in anaphase [20,21].

If similar multipolar spindle assembly mechanisms operated also after fertilization, they
could underlie embryonic aneuploidies. In most mammalian species, however, centrioles are
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delivered by the sperm, and they could restore a predetermined bipolar situation. But even
here, it is not entirely clear how the sperm’s centrioles are inherited and duplicated and how
they contribute to organizing the first mitotic spindle [34,35]. Especially in humans, it remains
controversial whether only one or both centrioles are transmitted because the distal centriole
in the sperm is degenerated and used as the basis of the flagellum [36]. Studies on human
zygotes using transmission electron microscopy have clearly indicated that the proximal cen-
triole is transmitted by the sperm, but they have failed to demonstrate that centrioles are pres-
ent at both poles of the first mitotic apparatus in monospermic zygotes [37,38]. Recent work
has shown that distal human centrioles can function as an MTOC in Xenopus egg extract [39].
It is, however, unknown whether one or both sperm centrioles are sufficiently active in the
human zygote to immediately organize a bipolar spindle and thereby avoid multipolar inter-
mediates. In mice and other rodents, the sperm basal body is degraded after fertilization, mak-
ing the early embryonic divisions acentriolar until centrioles, and thus centrosomes, are
formed de novo at the blastocyst stage [30]. In this situation, the first cleavages still exhibit the
multipolar spindle intermediates [31], which could contribute to the high abundance of chro-
mosome segregation errors. With each cleavage division, spindle poles become gradually bet-
ter focused until centrioles are formed (Fig 1). In parallel to this gradual change from multi- to
bipolar spindle assembly, the amount and composition of MTOCs gradually changes, and dif-
ferent motors become important for spindle assembly and bipolarization [31,40]. Although
the mouse is the best-characterized mammalian species for embryonic spindle assembly to
date, even here, only very little is known about the mechanisms that drive the transition from
multipolar and acentriolar to centrosomal spindles with predetermined spindle bipolarity. For
example, what triggers the expression of centriolar proteins and their de novo assembly into
centrioles at the blastocyst stage remains elusive.

Embryonic spindle assembly recently became better understood for the zygotic division in
the mouse. At first, the pronuclei carrying the maternal and paternal chromosomes are
brought towards the center of the zygote through F-actin-dependent movement prior to
nuclear envelope breakdown [41]. Then, the mitotic apparatus is constructed in a surprising
way in this cell with two nuclei (Fig 2): Not one common spindle but two spindles self-organize
around the pronuclei. Each of these two spindles can bipolarize and start to congress chromo-
somes independently. Only later in prometaphase do they align their axes in one direction and
finally function as a reasonably synchronized system that segregates the two parental chromo-
some sets [42]. In the mouse zygote, multipolar spindle assembly thus persists but does not
build one, but two, bipolar systems. Because these two bipolar systems need to be aligned, this
additional step introduces a new risk of errors. And indeed, if the two spindles fail to align,
two-cell embryos can form, the blastomeres of which contain two nuclei rather than one [42]
(Fig 2), which is detrimental for the next embryonic division.

The SAC and cell cycle control at the oocyte to embryo transition

Not only spindle assembly and function, but also the control of faithful chromosome segrega-
tion and duration of the cell division phase (M-phase), are different in the oocyte and early
embryo compared to somatic cells (Fig 1). In all cells, M-phase entry is governed by an
increase in cyclin-dependent kinase 1 (CDK1) activity, which is mediated by synthesis and
binding of cyclin B and activating the kinase through a change in its phosphorylation state
[43]. Conversely, exiting M-phase requires that CDK1 activity decreases. This is mediated by
degradation of cyclin B and reverse phosphoregulation of the kinase. For cyclin B to be
degraded, the E3 ligase anaphase promoting complex or cyclosome (APC/C) polyubiquitiny-
lates the protein and thereby targets it for proteasomal degradation. Upon activation of the
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Fig 2. Misalignment of the two spindles in murine zygotic mitosis can result in binucleated blastomeres. In murine zygotic mitosis, two independent spindles
assemble around the parental pronuclei [42]. If these two spindles fail to align in parallel prior to anaphase—e.g., in case the pronuclei are too far apart from each other at
mitotic entry—two-cell embryos with blastomeres containing two nuclei can form.

https://doi.org/10.1371/journal.pbio.3000173.g002

APC/C through binding of cell division cycle protein 20 (Cdc20), the APC/C modifies key sub-
strates, such as cyclin B and securin with ubiquitin chains, and thereby drives progression into
anaphase.

In somatic cells, mitotic duration and cyclin B-dependent CDKI1 activity is kept short, typi-
cally lasting only approximately 40 minutes [44,45]. Only under certain conditions can CDK1
activity be stabilized. This is primarily mediated through the SAC, which delays anaphase
onset until all kinetochore pairs from sister chromatids are stably attached to spindle microtu-
bules from opposite spindle poles [46,47]. The SAC thereby ensures that chromosomes segre-
gate faithfully. Molecularly, the SAC achieves this by blocking APC/C activation; when
kinetochores are unattached, they recruit SAC components—such as mitotic arrest deficient 2
(Mad2), budding uninhibited by benzimidazoles 3 (Bub3), and budding uninhibited by benz-
imidazoles-related 1 (BubR1)—that, together with Cdc20, form the mitotic checkpoint com-
plex, which even binds a second Cdc20 molecule. Sequestering this activator of the APC/C, the
SAC delays cyclin B degradation and CDKI1 inactivation and thereby delays cell cycle progres-
sion into anaphase. Once all sister chromatids are correctly bioriented to microtubules from
opposite spindle poles, the kinetochores stop recruiting SAC components, switching the
checkpoint off [48,49].

Compared to somatic cells, M-phase in mouse oocyte meiosis I is much longer, lasting up
to 10 hours. Starting with oocyte maturation, cyclin B levels increase only gradually when the
protein becomes translated from previously stored and silenced mRNA [50-52]. Conse-
quently, CDK1 activity also increases gradually. This gradual increase as well as the lengthy M-
phase are thought to be essential to generate stable microtubule-kinetochore attachments in
the oocyte [53]. Also, the control of faithful chromosome segregation in meiosis I differs from
the control in somatic mitosis: the SAC components are present, and the checkpoint is gener-
ally active [54-58] but it appears to be less sensitive, because it can be silenced even in the pres-
ence of misaligned or misattached kinetochores, which can lead to aneuploidy [59-62]. Recent
studies suggest that components of the SAC might not be sufficiently concentrated in the huge
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volume of the oocyte to arrest cell cycle progression in response to one or very few misattached
kinetochores [63].

The SAC is also present in meiosis II [55], but its functionality remains elusive, because
meiotic resumption primarily depends on the so-called cytostatic factor (CSF) [64]. CSF activ-
ity raises and stabilizes CDK1 activity after resumption of meiosis I and maintains an arrest in
metaphase II until fertilization, while the SAC is silent and the kinetochores are bioriented
[28]. Early mitotic inhibitor 2 (Emi2) is a key player in CSF activity and is thought to function
as an inhibitor of the APC/C because it also binds to Cdc20 [65]. At fertilization, Emi2
becomes degraded, which is thought to contribute to the activation of the APC/C and conse-
quently to degradation of cyclin B and securin, which allows progression into anaphase of mei-
osis II [66].

The zygote therefore inherits a cell cycle regulatory system from two meiotic divisions that
either overrides the SAC or has an additional downstream mechanism to halt M-phase exit
until fertilization. Zygotic cell cycle progression relies solely on stored maternal factors, as
shown by CDKI activation that is independent from the nuclei [67]. Also similar to meiosis,
the first embryonic M-phase is unusually long compared to somatic mitoses, in line with the
observed stabilization of CDK1 activity [32]. A recent study indicates that APC/C activation is
delayed in the first M-phase compared to M-phase in the two-cell division and that this delay
seems to be independent of Emi2 [33]. The increased duration of mitosis in the zygote is not
caused by the dual spindle assembly process, because M-phase is not shortened in parthe-
nogenic haploid “zygotes” [68]. Whether the prolonged zygotic M-phase is required for other
events of the first embryonic cleavage, or whether it is a remnant of factors (other than Emi2)
mediating the arrest in meiosis II, remains to be elucidated.

We still do not understand in detail how the cell cycle is controlled during early embryo-
genesis. It is clear that it changes massively from early to late preimplantation development: At
the beginning, during the first lengthy cell cycles, checkpoints are most likely active. However,
at blastocyst stage, the gap phases and some checkpoints of the cell cycle are skipped to allow
for a massive burst in cell division [69]. But comparative studies of the cell cycle control
machinery between the different cleavage divisions are still to be conducted. It is also unclear
how stable microtubule kinetochore attachments and biorientation are established and con-
trolled during the oocyte to embryo transition. From the available studies of mouse and
human embryos, it seems that the SAC components are present and in principle functional
during preimplantation cleavages [70,71]. Moreover, the SAC effector proteins, Bub3, Mad2,
and BubRl1, are essential for early embryogenesis as null mutants of these components die at
very early stages of embryogenesis [72-74]. One study claims that Mad2 displaces from kineto-
chores already before a metaphase plate is established, indicating that the SAC might not be
responsible for the prolonged M-phase in the first embryonic division [75]. But so far, we do
not understand in detail how M-phase prolongation is achieved in the very first division. Sys-
tematic studies that analyze SAC activity and mitotic exit regulation and their potential impact
on the fidelity of chromosome segregation in the first and subsequent embryonic mitoses are
missing.

The many risks imposed by the transition from zygote to blastocyst

A gradual transition from the “oocyte-like” zygote to the “ready-to-implant” embryo with a
fully somatic mitosis might actually be the key to unlock many secrets about preimplantation
cell biology and aneuploidy formation (Fig 1). When the egg is activated, post-translational
remodeling of the cytoskeleton and priming of mRNAs for translation contribute to prepare
the zygote for the very first mitosis. However, as described above, the zygotic division still
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exhibits many features of meiosis, such as risky multipolar spindle intermediates and the long
duration. From the two-cell stage onwards, blastomere divisions start with one nucleus in
which the transcription of the embryonic genome is then activated. Consequently, the blasto-
meres start to express proteins of the somatic mitotic machinery and regulation de novo. At
the same time, the cleavage divisions start to speed up as cell numbers have to be increased to
allow appropriate amounts of cells to differentiate into the first three cell lineages prior to
implantation. Firstly, the trophectoderm, which contributes to the placenta, is essential for the
blastocyst to attach to the uterine endometrium. The primitive endoderm that mainly forms
the extraembryonic yolk sac has to form as well. And for the epiblast, which produces all fetal
cells, a critical cell number is essential for implantation and development till birth [76]. The
blastomere cell cycles after the two-cell stage therefore become relatively short compared to
the time required for transcription, translation, and protein turnover. Therefore, completing
the transition from the oocyte to the embryo proteome might require several cell generations.
This delay in the establishment of faithfully regulated somatic mitosis in preimplantation
development likely accounts for the increased frequency of chromosome missegregation.

Although some of the mechanisms contributing to aneuploidy in meiosis of mammalian
oocytes have been described at the molecular level, detailed mechanistic information about the
divisions and aneuploidy formation in the early embryo is almost entirely missing. Due to the
constant changes in cellular state during preimplantation development, the division mecha-
nisms might be very transient. Therefore, the molecular sources of errors might vary between
the different cleavages. New technologies such as high resolution real-time observation by
light-sheet microscopy [77], fast genetic perturbations by genome editing in embryos [78], and
single cell sequencing now provide us with powerful tools to unravel the dynamic cellular
mechanisms that explain why our lives start with such awry divisions. Once molecularly
understood, comparing the situation in mammals with other vertebrates should also allow us
to rationalize this puzzling fact in the light of evolution.
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