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Abstract: The spindle assembly checkpoint (SAC) is a quality control mechanism that ensures accurate
chromosome segregation during cell division. It consists of a mechanochemical signal transduction
mechanism that senses the attachment of chromosomes to the spindle, and a signaling cascade that
inhibits cell division if one or more chromosomes are not attached. Extensive investigations of
both these component systems of the SAC have synthesized a comprehensive understanding of the
underlying molecular mechanisms. This review recounts the milestone results that elucidated
the SAC, compiles a simple model of the complex molecular machinery underlying the SAC,
and highlights poorly understood facets of the biochemical design and cell biological operation
of the SAC that will drive research forward in the near future.

Keywords: mitosis; spindle assembly checkpoint; signal transduction; aneuploidy

1. Introduction

The primary objective of mitosis is to create two cells with identical genomes. To achieve this,
the dividing cell must commence the process of cell division only after every chromosome is stably
attached to spindle microtubules emanating from opposite spindle poles. If cell division occurs in
the presence of unattached kinetochores, then the result is either chromosome missegregation or loss,
and the creation of genetically abnormal, aneuploid cells. To avoid this fate, the dividing cell enforces
the requirement for stable kinetochore-microtubule attachment using a cell cycle control known as the
spindle assembly checkpoint (SAC). The SAC is a mechanosensitive signaling cascade that ties the
progress of the cell cycle machinery with the mechanics of kinetochore biorientation. It is activated
by unattached kinetochores, which recruit many different SAC proteins and generate the inhibitory
“wait-anaphase” signal. Once the last unattached kinetochore attaches to spindle microtubules,
the “wait-anaphase” signal rapidly dissipates, and anaphase ensues. This simple “on-off” operation
of the SAC belies an intricate interplay between complex signal transduction machinery embedded
in the kinetochore and an equally complex signaling cascade that involves kinases, phosphatases,
and numerous SAC signaling proteins. A tight coupling between the signal transduction machinery
and signaling cascade of the SAC is essential to minimize chromosome loss and maintain genome
stability during cell division.

Understanding the elegant design of the SAC requires an in-depth understanding of both of its
component systems: the kinetochore-based mechanochemical signal transduction mechanism that
senses the absence of microtubule attachment and the signaling cascade that amplifies and spreads
the anaphase-inhibitory signal through the entire cell. This understanding is necessary, because the
misregulation of either system can have dire consequences on the genetic stability and health of both
daughter cells. Aberrant expression of kinetochore and signaling proteins involved in the SAC are
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strongly correlated with tumorigenesis and cancer. However, whether and how the aberrant expression
directly leads to tumorigenesis is not known. A mechanistic understanding of the kinetochore-based
machinery and a quantitative understanding of the SAC signaling cascade can elucidate the causal
links that likely connect aberrant SAC function, chromosome missegregation, and tumorigenesis.

This review considers the molecular mechanisms underlying the SAC and their operation from
the perspective of cell biology. Extensive molecular, structural, and biochemical investigations of the
SAC over the last two decades have achieved a nearly complete description of its signaling cascade,
and they elucidate how the kinetochore controls this cascade. Therefore, the following goals were set
for this review. The first goal is to briefly summarize the conceptual leaps achieved in understanding
the SAC. This summary will highlight studies that deeply influenced the mitosis field, and which
continue to guide investigations of the SAC today. The summary uses logical rather than chronological
linkage. The second goal is to synthesize a succinct working model for the operation of the SAC. Many
expert reviews that delve into the structural details of the SAC signaling proteins and the biochemistry
of the SAC were recently published [1,2]. Therefore, this knowledge will be organized in the context
of cell biology, so that it is easy to grasp even for readers outside the field of cell division. The final
goal for this review is to discuss the major gaps in our understanding of the SAC, and pose four broad
questions that are likely to drive future investigations into the SAC.

2. Early Hints of a Pathway that Monitors Chromosome Alignment and Controls
Anaphase Onset

The foundation for our current understanding of the SAC was established by cell biological
investigations conducted almost sixty years ago. For this, the adoption of cine-microscopy proved
to be the enabling development. With cine-microscopy, the complete sequence of mitotic events
could be documented in real-time for the first time. These observations revealed that the alignment
of chromosomes at the metaphase plate is important for the timely onset of anaphase. In one
study in particular, Bajer and Mole-Bajer describe the importance of chromosome alignment quite
succinctly [3]: “In some cases anaphase does not begin, but ‘waits’ for the chromosome to move to
the plate, beginning a few minutes after this has reached it.” An even stronger correlation between
chromosome misalignment and delayed anaphase emerged from observations of the first meiotic
division in mantid spermatocytes [4]. Mantid spermatocytes contain three sex chromosomes: X1,
X2, and Y. Normally, the two X chromosomes pair with the Y to form the sex trivalent. However,
if this pairing of sex chromosomes is not successful, the sex chromosomes are unable to align at the
metaphase plate. The presence of such misaligned sex chromosomes block cell division for long periods
of time. The causative link between chromosome alignment and anaphase onset was made apparent by
Zirkle’s experiments [5]. Zirkle used a UV laser micro-beam to irradiate the cytoplasm in the vicinity
of metaphase spindles. Laser irradiation damaged the spindle, and dislodged chromosomes from
the metaphase plate. Strikingly, the dividing cell containing the misaligned chromosomes remained
in mitosis, and initiated anaphase only after these chromosomes realigned at the metaphase plate.
Although these results did not implicate unattached kinetochores as the reason for the cell cycle block,
they established that the metazoan cell waits until all chromosomes are aligned at the spindle equator
before initiating anaphase.

In this context, it is necessary to discuss the truly innovative experiments conducted by Nicklas [6].
Although Nicklas’ experiments were designed to investigate chromosome movement and alignment,
their findings deeply influenced our conceptualization of the mechanism of SAC signaling. Using
a glass microneedle, Nicklas directly pushed, pulled, and prodded aligned chromosomes during
the first meiosis in grasshopper spermatocytes to observe the establishment of bipolar attachments
(he referred to this process as “chromosome reorientation”). He noted that the spermatocytes never
entered anaphase in the presence of unattached chromosomes. More importantly, he demonstrated
that kinetochore-microtubule attachments are stabilized by the application of an opposing mechanical
force. The finding that mechanical forces arising from kinetochore interactions with the spindle alter
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the biochemistry within the kinetochore would provide the basis for the hypothesis that the mechanical
force generated by kinetochore-microtubule attachment silences the SAC [7].

Such careful observations of dividing cells derived from diverse organisms provided ample and
strong evidence of a system that monitors the alignment of chromosomes at the metaphase plate,
and that delays anaphase onset if this alignment is not achieved. However, the significance of these
observations remained unclear for nearly three decades, because the biochemical basis of the cell cycle
and the concept of cell cycle control were not yet fully understood.

3. Discovery of the Spindle Assembly Checkpoint

Until the early 1970s, the cell cycle was viewed as a prescribed sequence of activities and events
that proliferating eukaryotic cells progress through [8,9]. According to this view, the completion of each
step in the cell cycle sequence was required for and followed by the next step; feedback mechanisms
that enforce quality control were not envisioned. Several studies in the 1970s and 1980s challenged this
view. Genetic studies discovered many genes, which when mutated, arrested cells in specific stages
of the cell cycle [10,11]. Clearly, specific functions encoded by specific genes were essential for the
completion of each cell cycle stage. At the same time, biochemical investigations of the synchronous
cell divisions that occur during early embryonic development revealed that specific biochemical
activities had to be stimulated and then silenced to drive the cell cycle [12]. These findings forced a
reconsideration of the nature of the cell cycle. Whether the cell cycle is a set of sequential processes, or
if control mechanisms monitor the completion of each process and prevent further progress in case the
previous process is not satisfactorily accomplished, became a fundamental question that needed to
be addressed.

The existence of feedback mechanisms controlling the progression of the cell cycle was first
confirmed by the ground-breaking study by Weinert and Hartwell [13]. The authors screened for
genes that are necessary for the cell cycle arrest induced by damaged DNA. They discovered RAD9
(wild-type gene names appear in upper case italics, mutant genes appear in lower case italics, protein
names appear in Roman letters), a gene that is dispensable for the normal cell cycle progression but
essential for the cell cycle arrest induced by DNA damage. The discovery of RAD9 revealed that not
only does the eukaryotic cell encode genes that drive cell cycle progression, but also genes that actively
monitor the cell cycle, and prevent progress if a crucial step is not satisfactorily completed. This
seminal discovery demonstrated that the cell employs feedback controls or checkpoints that monitor
the progress of at least one cell cycle phase in order to maintain the quality of the genome [13,14].

The discovery of the DNA damage checkpoint prompted a reconsideration of the early cell
biological observations of cell division arrest induced by unaligned and/or unattached chromosomes.
Biophysical and biochemical studies of tubulin and microtubules had discovered a number of small
molecules that depolymerize microtubules, and thus act as spindle poisons. It was also known that
treatment of eukaryotic cells with spindle poisons not only destroys the spindle structure, but also
arrests the cells in mitosis [15–17]. Furthermore, experimental disruption of kinetochore assembly
created chromosomes that could not stably attach to the spindle, and cells containing such unattached
or weakly attached chromosomes delayed anaphase for several hours [18]. Could this cell cycle
arrest seen in cells with spindle damage also be instituted by another checkpoint? In 1991, two
seminal studies discovered two sets of genes that are necessary for arresting cells in mitosis in the
presence of microtubule poisons [19,20]. Following the conceptual framework established by the
DNA damage checkpoint, these studies hypothesized that specific genes are necessary to institute the
metaphase arrest triggered by spindle damage, and therefore, the mutation of these genes will allow
cells to enter anaphase even though the spindle is damaged and chromosome segregation is impaired.
By screening mutant budding yeast cells that cannot arrest in the presence of spindle damage, they
discovered two classes of aptly named genes: mitotic arrest deficient (MAD), and budding uninhibited
by benzimidazole (BUB) genes [19,20]. Because this checkpoint appeared to respond to damage to the
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mitotic spindle, it was termed the spindle assembly checkpoint. This discovery confirmed that the
eukaryotic cell uses a surveillance mechanism to regulate the metaphase to anaphase transition.

4. Elucidation of the Design and Operation of the SAC

The discovery of the SAC unleashed a decade-long search for genes and proteins involved in the
implementing it. In retrospect, these efforts resemble an exciting game of solving a complex jigsaw
puzzle. Important pieces of this puzzle, in the form of major SAC activities, were already in hand.
It was known that the SAC detects spindle damage and then blocks the onset of anaphase in response
(Figure 1). To be able to accomplish these functions, the SAC must perform at least three activities:
(1) detect damage to the spindle and/or unaligned chromosomes in the spindle, (2) inhibit anaphase
onset, and (3) prevent sister chromatid separation. With this knowledge, the race to solve the SAC
jigsaw puzzle was underway.
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Figure 1. Schematic of the overall design of the spindle assembly checkpoint (SAC).

As discussed earlier, the significance of chromosome attachment to the spindle for timely anaphase
onset was clear from early cytological studies. Therefore, cell biologists suspected that the mitotic arrest
observed upon spindle damage was a response to the creation of unattached chromosomes rather
than damage to the spindle. To explain why cells with damaged spindles arrest in mitosis, McIntosh
presented a clear, mechanistic hypothesis [7]. He proposed that the centromeric region of unattached
chromosomes generates a “wait-anaphase” signal in order to prevent anaphase onset. Influenced
by Nicklas’ vivid demonstration of the ability of mechanical forces to influence the biochemistry of
kinetochore-microtubule attachment, McIntosh also proposed that the tension in the centromeric region
of each chromosome, which is generated by the opposing forces generated by sister kinetochores, plays
a critical role: it stops the production of the “wait-anaphase” signal, and thus silences the SAC. Evidence
in support of McIntosh’s hypotheses accumulated quickly through cell biological experimentation.
For example, mutations in the DNA sequence of the genetically defined point centromere found in
budding yeast significantly delayed mitosis [21]. This result independently confirmed the correlation
between centromere function and cell cycle progression that had been established by the Earnshaw
group [22]. Rieder’s classic experiment involving laser ablation provided unequivocal evidence for the
activating role of unattached kinetochores in SAC [23,24]. Rieder showed that cells containing even
one unattached kinetochore were blocked in metaphase. Importantly, he showed that the ablation of
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this single unattached kinetochore by a focused laser beam was sufficient to remove the metaphase
block, and allow the cell to enter anaphase within minutes. This result confirmed that the kinetochore
detects a lack of microtubule attachment, and transduces this information into a biochemical signal to
prevent anaphase onset.

How does the unattached kinetochore transduce information regarding the lack of microtubule
attachment and convey it to the biochemical machinery that drives the cell cycle? Elucidation
of the biochemical activities involved in this signal transduction process took place at a rapid
pace, because the genes involved in SAC signaling were already known. The discovery of MAD2
led to the characterization of the function of its product, Mad2, in human cells and in Xenopus
extracts [25,26]. This work confirmed that Mad2 is necessary for activating the SAC, and more
importantly, demonstrated that Mad2 localizes exclusively at unattached kinetochores. These findings
revealed that unattached kinetochores are also the site of the biochemical activity that generates
the “wait-anaphase” signal. Characterization of the Mad2 protein also led to the discovery of its
binding partner, the protein Mad1 [27]. Subsequent studies localized other SAC proteins to unattached
kinetochores as well, and found that this localization is highly dynamic [28,29]. The dynamic nature of
SAC protein localization lent credence to the notion that kinetochores assemble the “wait-anaphase”
signal, which then spreads throughout the cell volume to inhibit anaphase onset.

After unattached kinetochores were established as the site of SAC signal generation, the focus of
research turned to the mechanism by which the SAC signal prevents anaphase onset. Vital clues to this
puzzle were already in hand: that cyclin-dependent kinase 1 regulates mitosis, that its activator, cyclin
B, is degraded in anaphase, and that this degradation occurs via a ubiquitin-mediated pathway [30–32].
Clever genetic screens and biochemical experiments based on these clues led researchers to subunits
of the anaphase promoting complex/cyclosome (APC/C) [33,34]. With the discovery of the APC/C,
researchers focused their attention on how the cell inhibits APC/C prior to anaphase. Using genetic
screens of mutant alleles of genes implicated in the cell division cycle (CDC genes), two studies
discovered the activating subunits of the APC/C: Cdc20 and Cdh1 [35,36]. The discovery of Cdc20
shifted research focus to the biochemical nature of the kinetochore generated “wait-anaphase” signal.
These investigations found that the SAC proteins Bub3, Mad2, Mad3/BubR1, and Cdc20 interact
with one another, and that this interaction is necessary to sequester Cdc20 [37,38]. The complex of
these four proteins came to be known as the Mitotic Checkpoint Complex (MCC). Careful biochemical
characterization revealed that formation of the MCC depletes Cdc20 from the cytosol, and thus deprives
APC/C of its activating subunit. Thus it was finally clear that unattached kinetochores activate the
SAC by recruiting SAC proteins, and enabling them to bind to and sequester Cdc20. Sequestration
of Cdc20 keeps APC/C inactive and inhibits anaphase onset. As discussed later, a very recent study
demonstrates that the MCC uses yet another mechanism in order to act as a potent inhibitor of the
APC/C [39].

In addition to preventing anaphase onset, the SAC must also protect the cohesion between sister
chromatids during the cell cycle arrest. This notion was supported by the observation that cells
carrying mutations in the APC/C genes not only arrested in mitosis, but also failed to separate sister
chromatids [40,41]. A genetic screen based on this observation yielded the precocious dissociation of
sister chromatids gene (PDS1), and revealed that mutations in PDS1 led to the premature separation
of sister chromatids prior to anaphase. Furthermore, this observation suggested that the APC/C
might target a protein involved in sister chromatid cohesion for degradation. In fact, earlier studies
had shown that complete degradation of cyclin B, the main APC/C target known at the time, is not
necessary for anaphase onset [42]. Using the discovery of PDS1 as a toe-hold, researchers designed yet
another genetic screen that yielded subunits of the Cohesin complex, a remarkable protein clamp that
hold sister chromatids together, and which must be broken apart by APC/C-directed proteolysis to
allow sister chromatid separation [43,44]. Discoveries of PDS1 and the Cohesin complex clarified the
role of Pds1 as the inhibitor of Cohesin destruction [45,46]. With this information, the protease that
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cleaves Cohesin, known as separase, was also discovered [47,48]. These discoveries outlined the third
process that is necessary for the effective operation of the SAC.

In this manner, the major pieces of the jigsaw puzzle of the SAC were set in place in less than
10 years after its discovery. This knowledge led to the discovery of new proteins and activities
critical to SAC function. Of note, the kinetochore proteins Ndc80 and the Spc105 were identified [49].
These proteins were later revealed to be critical components of the SAC activation machinery. The
involvement of Mps1 kinase in SAC signaling was also revealed [50]. Thus, a firm foundation for
defining the molecular components and biochemical activities of the SAC was established.

5. Molecular Mechanisms Underlying SAC Activation and Inactivation

The operation of the SAC during cell division is deceptively simple. Each unattached kinetochore
generates a biochemical signal to inhibit APC/C activity, and thereby preventing the degradation of
mitotic proteins and sister chromatid cohesion. Once the last unattached kinetochore forms a stable
attachment to the mitotic spindle, the APC/C is unleashed and anaphase ensues. This seemingly simple
sequence of events requires the interlocked operation of three distinct processes, each of which employs
the coordinated activity of many different proteins. These processes are: (1) detection of the lack of
attachment by the kinetochores, (2) recruitment of SAC proteins to the unattached kinetochore and
production of the wait-anaphase signal, and (3) rapid inactivation of the “wait-anaphase” signal after
the last kinetochore forms stable attachment to the spindle. The following discussion presents a concise
description of the current understanding of the mechanisms underlying these individual processes.

5.1. Detection of the Lack of “End-On” Microtubule Attachment to the Kinetochore

During cell division, the eukaryotic kinetochore grabs onto an approximately 40 nm section
of the plus-ends of one or more microtubules even as these plus-ends grow and shrink [51,52].
The kinetochore is exquisitely sensitive to such “end-on” attachment: it is able to distinguish this
type of attachment from the absence of microtubule attachment as well as from the so-called “lateral”
attachment to the microtubule lattice. Moreover, the kinetochore responds to a change in its end-on
attachment state almost instantaneously as inferred from the loss or recruitment of SAC proteins by
the kinetochore upon the gain or loss of end-on attachment [53,54]. How does the kinetochore detect
changes in its attachment state and then transduce this information into a biochemical signal?

The kinetochore relies on two properties to control the SAC: the biochemical activities of a trio of
protein components and their nanoscale organization in the kinetochore (Figure 2a). The three protein
components are the kinetochore protein complexes Ndc80 and Spc105/KNL1-ZWINT1 and the Mps1
kinase. The function of each protein is clear. The Ndc80 complex is the essential recruitment site for
Mps1 in the kinetochore, while Spc105/KNL1 is the primary target of Mps1 kinase activity [55–58].
Mps1 phosphorylates Spc105/KNL1 at several phosphorylation sites to start a biochemical cascade that
recruits all the SAC proteins, including Mad2, to the kinetochore. Importantly, the phosphorylation of
Spc105/KNL1 by Mps1 is exquisitely sensitive to end-on microtubule attachment. The sensitivity stems
from the ingenious design of the end-on kinetochore-microtubule attachment. End-on attachment
is established by the Calponin Homology domains of the Ndc80 complex, the same domains that
recruit Mps1 [59,60]. Moreover, the microtubule-binding and Mps1-binding surfaces in the Calponin
Homology domains partially overlap. Consequently, Mps1 directly competes with the microtubule
tip for binding the Calponin Homology domains. It robustly binds unattached kinetochores, but gets
dislodged during the formation of end-on microtubule attachment (Figure 2b top). This prevents the
phosphorylation of Spc105/KNL1, and thus disrupts SAC signaling.

The competition between Mps1 and the microtubule tip for binding to the Calponin Homology
domain removes a large fraction of Mps1, but not all of it. Moreover, under certain conditions,
kinetochores with end-on attachments retain Mps1 and recruit SAC proteins, but they do not delay
anaphase onset [61,62]. Finally, Mps1 kinase activity is present within the metaphase kinetochore
possessing end-on microtubule attachment, because it activates the SAC if Mad1 is artificially
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tethered to the kinetochore [63–65]. Why does the residual Mps1 in the metaphase kinetochore
not phosphorylate Spc105/KNL1 nor activate the SAC?
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Figure 2. (a) Cartoon depicting the three-component microtubule-sensing mechanism in a kinetochore
that lacks end-on microtubule attachment. (b) Microtubule attachment disrupts SAC signaling via
two distinct mechanisms. The cartoons depict 1D visualization of the budding yeast kinetochore [66].
The green shape represents the Dam1 ring found in budding yeast; the blue rod like molecule is
the Mtw1/Mis12 complex. Top: end-on attachment dislodges a large fraction of the Mps1 from
the kinetochore. Bottom: End-on attachment separates the Calponin-Homology domains and the
phosphodomain of Spc105/KNL1 from each other. (c) A simplified schematic of the biochemical
interaction network that recruits SAC proteins to the unattached kinetochore. Black arrows represent
binding to proteins localized in the kinetochore. Gray arrow indicates a conformational change that
converts inactive Mad2 (also known as “Open” Mad2) into its active form (“Closed” Mad2).

The answer to this question is likely to lie in the architecture of the kinetochore-microtubule
attachment [66]. High-resolution colocalization of fluorescently labeled kinetochore proteins in
budding yeast, Drosophila, and human kinetochores revealed that each protein occupies a distinct
average position along the long axis of the end-on kinetochore-microtubule attachment [67–69].
Importantly, the Calponin Homology domains are separated from the phosphodomain of
Spc105/KNL1 by a distance of ~30 nm. This means that the Mps1 bound to the Calponin Homology
domains will also be 30 nm away from Spc105/KNL1, its phosphorylation target. This small separation
can be crucial for the SAC as demonstrated by the analysis of the budding yeast kinetochore [66].
Like human kinetochores, budding yeast kinetochores retain a fraction of Mps1, even after forming
end-on microtubule attachment [55,66]. In budding yeast, the only reason why this residual Mps1
cannot activate the SAC is that the 30 nm separation between the Mps1 binding site in the kinetochore
and Spc105/KNL1 in the kinetochore-microtubule attachment prevents Mps1 from phosphorylating
Spc105/KNL1. In fact, experimentally bridging the 30 nm gap between the kinase and its substrate,
either by moving Mps1 closer to Spc105/KNL1, or vice versa, is sufficient to re-activate the SAC even
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on kinetochores with stable end-on microtubule attachments. These findings suggest that the yeast
kinetochore functions as a mechanical toggle-switch comprising the Calponin Homology domains
of the Ndc80 complex and the phosphodomain of Spc105/KNL1. Bringing the two terminals of this
toggle-switch close together turns the SAC on, whereas their separation turns the SAC off. Only
stable end-on microtubule attachment can reliably and persistently separate the two terminals from
one-another (Figure 2b, bottom). Structural properties of the Ndc80 complex, most notably its flexible
hinge, likely facilitate the microtubule in pulling the Calponin Homology domain away from the
phosphodomain of Spc105/KNL1 [70]. Similarly, the phosphodomain of Spc105/KNL1 also binds to
the microtubule, which probably prevents it from approaching the Calponin Homology domains [71].
Thus, the nanoscale architecture of the yeast kinetochore plays an essential role in its ability to detect
end-on microtubule attachment.

These investigations elucidate how the eukaryotic kinetochore senses end-on microtubule
attachment. Even though the role of kinetochore architecture in sensing microtubule attachment was
revealed using the budding yeast kinetochore, this role is likely to pertain to a wide range of organisms
because of the remarkable conservation of the architecture of the end-on kinetochore-microtubule
attachment. This role also highlights the functional significance of such attachments during mitosis.
End-on kinetochore-microtubule attachments have been found in mitotic cells of nearly every
eukaryotic organism that has been studied so far [52]. However, such attachments are not necessary for
chromosome congression; achievement and maintenance of chromosome congression reflects a balance
of opposing forces acting on each chromosome. Indeed, the holocentric chromosomes in C. elegans
congress to the spindle equator using lateral kinetochore-microtubule attachments during meiosis [72].
Even in HeLa cells, chromosome congression to the metaphase plate can be achieved using lateral
attachments, if the force generation mechanisms in the mitotic spindle are suitably manipulated to
facilitate this process [73]. Yet, end-on attachment is highly conserved throughout eukaryotic evolution.
An obvious reason for this conservation may be that end-on attachment seamlessly integrates the
feedback control mechanism and the force generation machinery in the kinetochore [74,75].

5.2. Generation of the Mitotic Checkpoint Complex

Unattached kinetochores recruit SAC signaling proteins from the cytosol to generate the
“wait-anaphase” signal in the form of the Mitotic Checkpoint Complex (Figure 2c). This recruitment is
achieved by a cascade of biochemical interactions that recruit Bub3, Bub1, BubR1, Cdc20, as well as
Mad1 and Mad2. This cascade is initiated when Mps1 phosphorylates Spc105/KNL1 [76–78]. Mps1
targets several sites within Spc105/KNL1 with the consensus amino acid sequence “Met-Glu-Lys-Thr”,
commonly referred to as MELT repeats. Each phosphorylated MELT repeat can bind one molecule
of the Bub3-Bub1 protein complex by making contact with residues in both Bub3 and Bub1 [79].
The recruitment of the Bub3-Bub1 complex is the key event, because Bub1 provides a binding interface
for BubR1, Cdc20, and the Mad1-Mad2 complex [80,81]. BubR1 also recruits Cdc20 [81]. Finally,
the metazoan Spc105/KNL1 protein contains two related sequences known as KI motifs because
of their amino acid sequence, each of which binds directly to Bub1 and BubR1 respectively in an
Mps1-independent manner [82–84]. Bub1 molecules recruited to the kinetochore as part of the
Bub3-Bub1 complex are also phosphorylated by Mps1, which enables them to interact with and recruit
the heterotetrameric Mad1-Mad2 complex to the kinetochore [80,85]. These regulated biochemical
interactions together ensure that all components of the MCC are localized within an unattached
kinetochore, and pave the way for MCC formation. However, the Mad1-Mad2 complex recruited to the
kinetochore in this manner does not become a part of the MCC. Instead it participates in catalyzing the
conversion of “inactive” conformations of cytosolic Mad2 into an “active” conformation, which then
gets incorporated into the MCC [86].

The molecular mechanism by which Mad2 switches between active and inactive conformations
is yet another fascinating process in the cell cycle, and its molecular details have been the subject
of several studies [1]. Suffice it to say here that the Mad2 molecule complexed with Mad1 assumes
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the active conformation, and it forms a conformational heterodimer with cytosolic Mad2 molecules
that are in the inactive conformation, thus recruiting these molecules to the kinetochore [87]. The
Mad1-Mad2 complex is then thought to act as a template that converts inactive Mad2 molecules
into their active form [86]. Intriguingly, Mps1 kinase activity is also required for the conversion
of the inactive Mad2 conformation into the active conformation [88,89]. The functional effect of the
Mps1-mediated phosphorylation in the conformational change is unknown. However, the involvement
of Mps1 in every step of the SAC cascade suggests that it functions as a “licensing kinase” that firmly
tethers the entire signaling cascade to unattached kinetochores.

In addition to SAC protein recruitment, several molecular interactions add to the complexity of
the central SAC signaling cascade and ensure robust SAC signaling. The Aurora B kinase, which is
involved in the error correction pathway, enhances SAC signaling by promoting Mps1 recruitment [90].
Polo-like kinase 1, which licenses centrosome duplication, also phosphorylates Cdc20 molecules within
the kinetochore to prevent them from activating the APC/C [80,91]. The ultimate goal of this network
of biochemical interactions is to generate the MCC, which then inhibits APC/C. It is important to note
that this simple description does not explain the remarkable potency with which the MCC inhibits
the APC/C: one or a few unattached kinetochores generate enough MCC to affect mitotic progression
within ~5 minutes [54]. Recently published biochemical experimentation explains why the APC/C is
highly sensitive to MCC [39]. As discussed earlier, the MCC reduces APC/C activation by sequestering
Cdc20. Additionally, it also binds to a second molecule of Cdc20 that is already complexed with
APC/C, and by doing so, inhibits the APC/C that has been activated. Finally, APC/C itself also
contributes to the maintenance of the SAC by targeting Cdc20 for degradation [92].

From the perspective of cell biology, the complex biochemical interactions that generate MCC
must meet two demands. First, they must ensure that a single unattached kinetochore can produce
a sufficiently large quantity of MCC so that anaphase is delayed and chromosome missegregation
is averted. Second, they must also ensure that the generation of MCC does not scale linearly with
the number of unattached kinetochores in the cell [93]. A dividing cell contains a large number of
unattached kinetochores in prophase. If these kinetochores produce a proportionately large quantity
of MCC, then the result could be the accumulation of a vast excess of MCC, and consequently,
unnecessarily delay in anaphase onset even after all chromosomes attach to the spindle. Meeting
these contrasting demands using a biochemical signaling cascade is challenging. In fact, cell biological
experimentation suggests that the kinetics of MCC generation and the steady-state MCC concentration
can fall short of the target necessary for complete APC/C inhibition. If this happens and APC/C
activity is not fully inhibited, the residual activity steadily degrades cyclin B, and perhaps other mitotic
proteins, until cyclin B levels fall below the threshold necessary to maintain the biochemical state of the
cell corresponding to mitosis [94]. As a result, the cell enters anaphase even as it contains unattached
kinetochores [95,96].

The significance of the kinetics of MCC generation and steady-state concentration of MCC was
demonstrated by a set of three elegant studies. One of these studies, which was discussed earlier,
created different numbers of unattached kinetochores by destroying their attachment to the spindle
in metaphase cells, and asked whether these cells activated the SAC and arrested in mitosis [54].
This study found that the unattached kinetochores do not always inhibit anaphase. Despite recruiting
normal levels of SAC proteins, these kinetochores cannot fully suppress APC/C activity presumably
because they cannot produce a sufficient quantity of MCC. This observation implies that the signaling
cascade of the SAC must be calibrated such that a single unattached kinetochore produces a sufficiently
large signal at a high rate. Two other studies, one in fission yeast and the other in human cells,
demonstrated that the duration of the SAC-mediated metaphase arrest inversely correlates with the
rate of cyclin B degradation. Therefore, the steady-state MCC concentration also directly correlates with
the duration of the mitotic arrest achieved [97,98]. The functional significance of the kinetics of MCC
generation and steady-state MCC concentration in the dividing cell is also apparent from the results of
two unrelated studies. In human cells, MCC generation begins in interphase via interactions of the
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Mad1-Mad2 complex with the Mps1 kinase at the nuclear envelop [99]. Although the exact mechanism
of MCC generation in this case is unclear, this pool of MCC is required for accurate chromosome
segregation. This surprising result suggests that the MCC generated during interphase inhibits APC/C
activity during early mitosis to slow down mitotic progression, while the kinetochore-based MCC
generation cascade is ramping up. Thus, the interphase MCC generation effectively acts as a buffering
mechanism to minimize APC/C activity during early mitosis. Finally, the significance of the MCC
generation capacity of the kinetochore was also demonstrated by observations of SAC signaling in
Xenopus egg extracts. These experiments revealed that kinetochores expand their signaling capacity in
order to bolster the steady-state MCC concentration [100].

5.3. Inactivation of the SAC

SAC inactivation is mediated by two distinct processes. The first process involves the silencing
of the SAC signaling events within a kinetochore. The kinetochore loses SAC proteins within
a couple of minutes after establishing end-on microtubule attachments. Critical to this process
is the disruption phosphorylation of Spc105/KNL1, and potentially Bub1 and Mad1, by end-on
microtubule attachment as discussed earlier. This event enables Protein Phosphatase 1 (PP1) to remove
the phosphorylation on Spc105/KNL1. In fact, KNL1/Spc105 uses a conserved PP1 recruitment
motif within its phosphodomain to recruit PP1 to the kinetochore [101,102]. Moreover, recent
work shows that Protein Phosphatase 2A (PP2-B56) recruited by the kinetochore-bound BubR1 also
dephosphorylates Spc105/KNL1 [103]. Finally, a microtubule-binding component of the metazoan
kinetochore, the spindle and kinetochore-associated (SKA) complex, was also shown to recruit PP1
and promote SAC silencing [104]. Additionally, metazoan kinetochores employ dynein motors,
which strip kinetochore-bound Mad1-Mad2 complexes and carry them to the spindle poles along
the kinetochore-attached microtubules [53]. These processes together ensure that kinetochores with
end-on microtubule attachments do not signal.

The second process of SAC inactivation rapidly dissipates the checkpoint signal in the cytosol.
Metazoan cells employ two mechanisms to achieve this. A protein known as p31comet uses
a particularly fascinating mechanism. p31comet structurally mimics the active conformation of
Mad2 [105]. This allows it to bind to MCC, and extract Cdc20 from it. Additionally, a specialized
ATPase called Thyroid receptor hormone interacting protein (TRIP13) converts the active form of
Mad2 into the inactive form [106–108]. Both mechanisms are operational throughout mitosis, not just
in anaphase. They ensure that anaphase ensues without delay after the last unattached kinetochore
forms stable attachment.

The process of SAC silencing is usually rapid, as evidenced by live-cell observations that show
that anaphase onset takes place within 15 minutes after the last unattached kinetochore forms end-on
attachments [24]. Unnecessary delay in anaphase onset, even after all chromosomes have established
bipolar attachment, is unlikely to have any positive outcomes. In fact, prolonged mitotic arrest is
often deleterious to the cell [95]. A large fraction of the cells that arrest in mitosis undergo apoptosis.
They also suffer from “cohesion fatigue” due to the degradation of sister chromatid cohesion over
time [109–112]. Prolonged mitosis can also alter cell fate in the tissue context [113]. The mechanisms
discussed above are likely crucial for avoiding these negative outcomes.

6. Directions for Future Investigations of the SAC

The extensive research spanning over two decades affords us a deep, mechanistic understanding
of many facets of the SAC. This understanding provides a solid foundation to attack areas of the SAC
that are not well-understood. The discussion below highlights four such areas.
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6.1. What Does the Kinetochore Respond to—End-On Attachment to the Kinetochore, an Architectural Change
within the Kinetochore Induced by Such Attachment, or Both?

This topic has been the subject of debate for many years [114,115]. As discussed in the
previous section, two different mechanisms have been shown to disrupt SAC signaling at the
kinetochore: biochemical competition and attachment-induced separation of two protein domains.
Although it is clear that the physical separation of the Mps1 kinase bound to the Calponin-Homology
domains from the Spc105/LNL1 phosphodomain is essential for SAC silencing in budding yeast,
whether this mechanism is also important for SAC silencing in metazoan kinetochores must be
addressed. In comparison to the budding yeast kinetochore, kinetochores in most other eukaryotes
offer an additional challenge to SAC silencing. These kinetochores typically bind the plus-ends of
many microtubules unlike the budding yeast kinetochore, which binds just one microtubule [52].
Furthermore, these microtubule attachments are dynamic: old attachments are lost and new
attachments form even in metaphase. This means that the metazoan kinetochore will contain a
number of unbound Calponin Homology domains. Why don’t these domains recruit Mps1 and
activate the SAC? Neither the biochemical competition model nor the mechanical switch model offers
a satisfactory explanation. It is likely that additional mechanisms suppress signaling activity from
metaphase kinetochores. Alternatively, it is possible that metaphase kinetochores may harbor trace
SAC signaling activity that is not detectable by conventional methods.

It is also important to note here that the attachment-induced separation of two kinetochore
proteins from one-another has sometimes been construed as “intra-kinetochore stretch”, and hence
considered a tension-based mechanism [116–118]. However, physical separation of two mechanically
unlinked protein domains does not necessarily require a large force. The Ndc80 complex is linked to
Spc105/KNL1 on the centromeric ends of the respective molecules. Crucially, however, the Calponin
Homology domains and the unstructured phosphodomain of Spc105/KNL1 are not linked to each
other, and as such they are likely to be free to move within a certain radius about the linked, centromeric
ends of the two protein molecules. Therefore, sustained separation of their free ends can be achieved
by the maintenance of the architecture of the end-on kinetochore-microtubule attachment. If this
hypothesis is true, then it creates the possibility that end-on attachment is necessary, but not sufficient,
to silence the SAC.

6.2. How Does the Kinetochore Generate a Sufficiently Large Quantity of MCC at a High Rate?

The kinetochore contains a rather small number of molecules of Ndc80 and Spc105/KNL1. For
example, a human kinetochore contains approximately 250 molecules, whereas the kinetochore in
the much smaller budding yeast contains only 8 molecules of Ndc80 and Spc105/KNL1 [119–121].
Yet, this small number of molecules is capable of generating a sufficiently large quantity of MCC, and
delay cell division. In this regard, it is interesting that each Spc105/KNL1 molecule contains a large
number of MELT motifs: ~19 in human cells [78]. Since each MELT motif can bind one Bub3-Bub1
complex, 19 MELT motifs, in principle, should be able to bind 19 Bub3-Bub1 molecules, and generate
a 19-fold higher SAC signal. However, careful analysis of Bub3 recruitment reveals that on average
only 30% of the MELT motifs bind Bub3-Bub1 [93,122]. In fact, engineered KNL1 molecules with
just a single MELT motif and the KI repeats suffice to activate the SAC when cells are treated with
nocodazole [82]. Why Spc105/KNL1 contains many MELT motifs but uses only a small fraction
of these motifs, and how it succeeds in generating a strong wait-anaphase signal, are fundamental
questions at the heart of the SAC. A significant challenge in addressing these questions is that the
biochemical reactions leading up to the generation of the MCC take place in the nanoscopic structure of
the kinetochore. The crowded environment of the kinetochore makes it extremely difficult to measure
the biochemical rates of individual reactions. Whether and how the localization of SAC proteins within
unattached kinetochores alters or enhances the rate of MCC generation is also a key question that
needs to be addressed.
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6.3. Is the SAC a Switch or a Rheostat?

This complex question does not have a simple answer. The operation of the SAC during
cell division gives the distinct impression of a switch-like behavior [4,23,24]. The response of the
kinetochore to end-on microtubule attachment is also switch-like. On the other hand, the SAC
can have different strengths specified by different the steady-state level of MCC in the dividing
cell. Consequently, an active SAC can produce different lengths of delay in anaphase onset [97,123].
This SAC behavior is analogous to that of a rheostat. It is also worth noting that a kinetochore can
be actively generating MCC, but unable to inhibit anaphase [54]. Therefore, analysis of the SAC that
takes into account the two separate systems that underlie its operation: the kinetochore-based SAC
activation system and the cytoplasmic SAC signaling cascade, is needed to define the operation of the
SAC in its entirety.

6.4. Can a Defective SAC Cause Aneuploidy?

The majority of tumors contain aneuploid cells, and exhibit high rates of chromosome
missegregation. Because of the critical role that the SAC plays in ensuring accurate chromosome
segregation, aberrant SAC signaling is likely to be an essential aspect of cancer cell biology. In fact,
cancer cells quite frequently misregulate the expression of one or more critical SAC protein including
Mad2, Bub3, Bub1, and BubR1 [124]. The strongest data implicating aberrant SAC come from studies
of mouse models [125]. However, whether aberrant expression of SAC proteins is directly responsible
for generating aneuploidy that leads to tumorigenesis and cancer is not clear. This is because many
cancer cell lines appear to have a functional SAC, even if they express SAC proteins aberrantly [126].
Therefore, whether an aberrant SAC is the causative factor of aneuploidy and tumorigenesis, or if it is
a consequence of aneuploidy arising from other factors, needs to be determined.

The uncertainty regarding the role of the SAC in cancer cell biology likely stems from the fact
that the SAC is a biochemical approximation of a toggle-switch. Despite its switch like operation,
the strength of the SAC depends on the steady-state level of MCC generation and the rate of MCC
generation by individual kinetochores [54,97,98]. This means that the conventional methodology
for assessing SAC function, which is to depolymerize the spindle and quantify the duration of cell
cycle arrest, suffers from a key limitation. This method quantitates only the maximum strength of the
SAC. It cannot determine whether and how subtle changes in SAC strength, i.e., the potency of MCC
generation, caused by aberrant expression of one or more SAC proteins affect chromosome segregation
accuracy. This is because conventional assays based on spindle depolymerization generate a large
number of unattached kinetochores, and thus mimic the prophase, when the dividing cell contains a
large number of unattached kinetochores. As mitosis progresses, unattached kinetochores attach to
spindle microtubules and cease to signal, and finally just one unattached signaling kinetochore is left.
This is when optimal strength of the SAC is the most critical. Only if the last unattached kinetochore
reliably delays cell division, chromosome missegregation will be averted. The misregulation of SAC
genes can impact the ability of this kinetochore to delay cell division, and hence increase the rate of
chromosomal instability. Future studies of the SAC will require new techniques to quantify subtle
changes in the SAC signaling cascade, and then study whether such changes elevate the rate of
chromosome missegregation during cell division.

7. Conclusions

Research spanning over two decades has revealed the elegant biochemical design, the molecular
complexity, and the efficient cell biological operation of the SAC. On-going innovative research is
adding new dimensions to the SAC field. For example, a truly fascinating field is the evolutionary
biology SAC genes and proteins [127,128]. Scaling of SAC strength with changing cell size during
development is another topic that merits attention [129]. These investigations will add to this
knowledge, and fully define the molecular mechanisms and design of the SAC.
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A pressing need for enabling a complete understanding the SAC is the technical capability to
experimentally control it in vivo, and then quantify the individual biochemical reactions in the SAC
signaling cascade. Mathematical models to simulate the operation of SAC in space and time are also
necessary. Only such models can account for how the operation of the SAC changes in the context of a
number of parameters, biochemical (concentrations of SAC proteins), physical (kinetochore size and
the volume of the dividing cell), and physiological (species specific duration of the cell cycle, number
of chromosomes, etc.), that characterize the dividing cell [96,130,131]. Integration of quantitative data
with mathematical modeling will likely elucidate the biochemical design and cell biological operation
of the SAC.

Acknowledgments: The author would like to thank Alex Kukreja, Mara Duncan, and Yukiko Yamashita for their
critical reading of the manuscript. This work was supported by R01-GM-112992.

Conflicts of Interest: The author declares no conflict of interest.

References

1. Musacchio, A. The molecular biology of spindle assembly checkpoint signaling dynamics. Curr. Biol. 2015,
25, R1002–R1018. [CrossRef] [PubMed]

2. Wieser, S.; Pines, J. The biochemistry of mitosis. Cold Spring Harb. Perspect. Biol. 2015, 7. [CrossRef] [PubMed]
3. Bajer, A.; Molè-Bajer, J. Cine-micrographic studies on mitosis in endosperm. Chromosoma 1955, 7, 558–607.

[CrossRef]
4. Callan, H.G.; Jacobs, P.A. The meiotic process in Mantis religiosa L. males. J. Genet. 1957, 55, 200–217.

[CrossRef]
5. Zirkle, R.E. Ultraviolet-microbeam irradiation of newt-cell cytoplasm: Spindle destruction, false anaphase,

and delay of true anaphase. Radiat. Res. 1970, 41, 516–537. [CrossRef] [PubMed]
6. Nicklas, R.B. Chromosome micromanipulation. II. Induced reorientation and the experimental control of

segregation in meiosis. Chromosoma 1967, 21, 17–50. [CrossRef] [PubMed]
7. McIntosh, J.R. Structural and mechanical control of mitotic progression. Cold Spring Harb. Symp. Quant. Biol.

1991, 56, 613–619. [CrossRef] [PubMed]
8. Neskovic, B.A. Developmental phases in intermitosis and the preparation for mitosis of mammalian cells

in vitro. Int. Rev. Cytol. 1968, 24, 71–97. [PubMed]
9. Mazia, D. Mitosis and the physiology of cell division. In The Cell; Brachet, J., Mirsky, A.E., Eds.; Academic

Press: Cambridge, MA, USA, 1961; Volume III, pp. 77–413.
10. Pringle, J.R. The use of conditional lethal cell cycle mutants for temporal and functional sequence mapping

of cell cycle events. J. Cell. Physiol. 1978, 95, 393–405. [CrossRef] [PubMed]
11. Simchen, G. Cell cycle mutants. Annu. Rev. Genet. 1978, 12, 161–191. [CrossRef] [PubMed]
12. Evans, T.; Rosenthal, E.T.; Youngblom, J.; Distel, D.; Hunt, T. Cyclin: A protein specified by maternal mRNA

in sea urchin eggs that is destroyed at each cleavage division. Cell 1983, 33, 389–396. [CrossRef]
13. Weinert, T.A.; Hartwell, L.H. The RAD9 gene controls the cell cycle response to DNA damage in

Saccharomyces cerevisiae. Science 1988, 241, 317–322. [CrossRef] [PubMed]
14. Hartwell, L.H.; Weinert, T.A. Checkpoints: Controls that ensure the order of cell cycle events. Science 1989,

246, 629–634. [CrossRef] [PubMed]
15. Zieve, G.W.; Turnbull, D.; Mullins, J.M.; McIntosh, J.R. Production of large numbers of mitotic mammalian

cells by use of the reversible microtubule inhibitor nocodazole. Nocodazole accumulated mitotic cells.
Exp. Cell Res. 1980, 126, 397–405. [CrossRef]

16. Umesono, K.; Toda, T.; Hayashi, S.; Yanagida, M. Cell division cycle genes NDA2 and NDA3 of the
fission yeast Schizosaccharomyces pombe control microtubular organization and sensitivity to anti-mitotic
benzimidazole compounds. J. Mol. Biol. 1983, 168, 271–284. [CrossRef]

17. Jacobs, C.W.; Adams, A.E.; Szaniszlo, P.J.; Pringle, J.R. Functions of microtubules in the Saccharomyces
cerevisiae cell cycle. J. Cell Biol. 1988, 107, 1409–1426. [CrossRef] [PubMed]

18. Bernat, R.L.; Borisy, G.G.; Rothfield, N.F.; Earnshaw, W.C. Injection of anticentromere antibodies in interphase
disrupts events required for chromosome movement at mitosis. J. Cell Biol. 1990, 111, 1519–1533. [CrossRef]
[PubMed]

http://dx.doi.org/10.1016/j.cub.2015.08.051
http://www.ncbi.nlm.nih.gov/pubmed/26485365
http://dx.doi.org/10.1101/cshperspect.a015776
http://www.ncbi.nlm.nih.gov/pubmed/25663668
http://dx.doi.org/10.1007/BF00329742
http://dx.doi.org/10.1007/BF02981625
http://dx.doi.org/10.2307/3572841
http://www.ncbi.nlm.nih.gov/pubmed/5438206
http://dx.doi.org/10.1007/BF00330545
http://www.ncbi.nlm.nih.gov/pubmed/6029962
http://dx.doi.org/10.1101/SQB.1991.056.01.070
http://www.ncbi.nlm.nih.gov/pubmed/1819511
http://www.ncbi.nlm.nih.gov/pubmed/4178320
http://dx.doi.org/10.1002/jcp.1040950318
http://www.ncbi.nlm.nih.gov/pubmed/348711
http://dx.doi.org/10.1146/annurev.ge.12.120178.001113
http://www.ncbi.nlm.nih.gov/pubmed/106766
http://dx.doi.org/10.1016/0092-8674(83)90420-8
http://dx.doi.org/10.1126/science.3291120
http://www.ncbi.nlm.nih.gov/pubmed/3291120
http://dx.doi.org/10.1126/science.2683079
http://www.ncbi.nlm.nih.gov/pubmed/2683079
http://dx.doi.org/10.1016/0014-4827(80)90279-7
http://dx.doi.org/10.1016/S0022-2836(83)80018-7
http://dx.doi.org/10.1083/jcb.107.4.1409
http://www.ncbi.nlm.nih.gov/pubmed/3049620
http://dx.doi.org/10.1083/jcb.111.4.1519
http://www.ncbi.nlm.nih.gov/pubmed/2211824


Biology 2016, 5, 44 14 of 19

19. Li, R.; Murray, A.W. Feedback control of mitosis in budding yeast. Cell 1991, 66, 519–531. [CrossRef]
20. Hoyt, M.A.; Totis, L.; Roberts, B.T. S. cerevisiae genes required for cell cycle arrest in response to loss of

microtubule function. Cell 1991, 66, 507–517. [CrossRef]
21. Spencer, F.; Hieter, P. Centromere DNA mutations induce a mitotic delay in Saccharomyces cerevisiae.

Proc. Natl. Acad. Sci. USA 1992, 89, 8908–8912. [CrossRef] [PubMed]
22. Bernat, R.L.; Delannoy, M.R.; Rothfield, N.F.; Earnshaw, W.C. Disruption of centromere assembly during

interphase inhibits kinetochore morphogenesis and function in mitosis. Cell 1991, 66, 1229–1238. [CrossRef]
23. Rieder, C.L.; Schultz, A.; Cole, R.; Sluder, G. Anaphase onset in vertebrate somatic cells is controlled by

a checkpoint that monitors sister kinetochore attachment to the spindle. J. Cell Biol. 1994, 127, 1301–1310.
[CrossRef] [PubMed]

24. Rieder, C.L.; Cole, R.W.; Khodjakov, A.; Sluder, G. The checkpoint delaying anaphase in response to
chromosome monoorientation is mediated by an inhibitory signal produced by unattached kinetochores.
J. Cell Biol. 1995, 130, 941–948. [CrossRef] [PubMed]

25. Li, Y.; Benezra, R. Identification of a human mitotic checkpoint gene: hsMAD2. Science 1996, 274, 246–248.
[CrossRef] [PubMed]

26. Chen, R.H.; Waters, J.C.; Salmon, E.D.; Murray, A.W. Association of spindle assembly checkpoint component
XMAD2 with unattached kinetochores. Science 1996, 274, 242–246. [CrossRef] [PubMed]

27. Hardwick, K.G.; Murray, A.W. Mad1p, a phosphoprotein component of the spindle assembly checkpoint in
budding yeast. J. Cell Biol. 1995, 131, 709–720. [CrossRef] [PubMed]

28. Howell, B.J.; Hoffman, D.B.; Fang, G.; Murray, A.W.; Salmon, E.D. Visualization of Mad2 dynamics at
kinetochores, along spindle fibers, and at spindle poles in living cells. J. Cell Biol. 2000, 150, 1233–1250.
[CrossRef] [PubMed]

29. Howell, B.J.; Moree, B.; Farrar, E.M.; Stewart, S.; Fang, G.; Salmon, E.D. Spindle checkpoint protein dynamics
at kinetochores in living cells. Curr. Biol. 2004, 14, 953–964. [CrossRef] [PubMed]

30. Holloway, S.L.; Glotzer, M.; King, R.W.; Murray, A.W. Anaphase is initiated by proteolysis rather than by the
inactivation of maturation-promoting factor. Cell 1993, 73, 1393–1402. [CrossRef]

31. Glotzer, M.; Murray, A.W.; Kirschner, M.W. Cyclin is degraded by the ubiquitin pathway. Nature 1991, 349,
132–138. [CrossRef] [PubMed]

32. Surana, U.; Robitsch, H.; Price, C.; Schuster, T.; Fitch, I.; Futcher, A.B.; Nasmyth, K. The role of CDC28 and
cyclins during mitosis in the budding yeast S. cerevisiae. Cell 1991, 65, 145–161. [CrossRef]

33. Sudakin, V.; Ganoth, D.; Dahan, A.; Heller, H.; Hershko, J.; Luca, F.C.; Ruderman, J.V.; Hershko, A. The
cyclosome, a large complex containing cyclin-selective ubiquitin ligase activity, targets cyclins for destruction
at the end of mitosis. Mol. Biol. Cell 1995, 6, 185–197. [CrossRef] [PubMed]

34. Irniger, S.; Piatti, S.; Michaelis, C.; Nasmyth, K. Genes involved in sister chromatid separation are needed for
B-type cyclin proteolysis in budding yeast. Cell 1995, 81, 269–278. [CrossRef]

35. Schwab, M.; Lutum, A.S.; Seufert, W. Yeast Hct1 is a regulator of Clb2 cyclin proteolysis. Cell 1997, 90,
683–693. [CrossRef]

36. Hwang, L.H.; Lau, L.F.; Smith, D.L.; Mistrot, C.A.; Hardwick, K.G.; Hwang, E.S.; Amon, A.; Murray, A.W.
Budding yeast Cdc20: A target of the spindle checkpoint. Science 1998, 279, 1041–1044. [CrossRef] [PubMed]

37. Hardwick, K.G.; Johnston, R.C.; Smith, D.L.; Murray, A.W. MAD3 encodes a novel component of the spindle
checkpoint which interacts with Bub3p, Cdc20p, and Mad2p. J. Cell Biol. 2000, 148, 871–882. [CrossRef]
[PubMed]

38. Sudakin, V.; Chan, G.K.; Yen, T.J. Checkpoint inhibition of the APC/C in HeLa cells is mediated by a complex
of BUBR1, BUB3, CDC20, and MAD2. J. Cell Biol. 2001, 154, 925–936. [CrossRef] [PubMed]

39. Izawa, D.; Pines, J. The mitotic checkpoint complex binds a second CDC20 to inhibit active APC/C. Nature
2015, 517, 631–634. [CrossRef] [PubMed]

40. Yamamoto, A.; Guacci, V.; Koshland, D. Pds1p is required for faithful execution of anaphase in the yeast,
Saccharomyces cerevisiae. J. Cell Biol. 1996, 133, 85–97. [CrossRef] [PubMed]

41. Yamamoto, A.; Guacci, V.; Koshland, D. Pds1p, an inhibitor of anaphase in budding yeast, plays a critical
role in the APC and checkpoint pathway(s). J. Cell Biol. 1996, 133, 99–110. [CrossRef] [PubMed]

42. Surana, U.; Amon, A.; Dowzer, C.; McGrew, J.; Byers, B.; Nasmyth, K. Destruction of the CDC28/CLB
mitotic kinase is not required for the metaphase to anaphase transition in budding yeast. EMBO J. 1993, 12,
1969–1978. [PubMed]

http://dx.doi.org/10.1016/0092-8674(81)90015-5
http://dx.doi.org/10.1016/0092-8674(81)90014-3
http://dx.doi.org/10.1073/pnas.89.19.8908
http://www.ncbi.nlm.nih.gov/pubmed/1409584
http://dx.doi.org/10.1016/0092-8674(91)90045-Z
http://dx.doi.org/10.1083/jcb.127.5.1301
http://www.ncbi.nlm.nih.gov/pubmed/7962091
http://dx.doi.org/10.1083/jcb.130.4.941
http://www.ncbi.nlm.nih.gov/pubmed/7642709
http://dx.doi.org/10.1126/science.274.5285.246
http://www.ncbi.nlm.nih.gov/pubmed/8824189
http://dx.doi.org/10.1126/science.274.5285.242
http://www.ncbi.nlm.nih.gov/pubmed/8824188
http://dx.doi.org/10.1083/jcb.131.3.709
http://www.ncbi.nlm.nih.gov/pubmed/7593191
http://dx.doi.org/10.1083/jcb.150.6.1233
http://www.ncbi.nlm.nih.gov/pubmed/10995431
http://dx.doi.org/10.1016/j.cub.2004.05.053
http://www.ncbi.nlm.nih.gov/pubmed/15182668
http://dx.doi.org/10.1016/0092-8674(93)90364-V
http://dx.doi.org/10.1038/349132a0
http://www.ncbi.nlm.nih.gov/pubmed/1846030
http://dx.doi.org/10.1016/0092-8674(91)90416-V
http://dx.doi.org/10.1091/mbc.6.2.185
http://www.ncbi.nlm.nih.gov/pubmed/7787245
http://dx.doi.org/10.1016/0092-8674(95)90337-2
http://dx.doi.org/10.1016/S0092-8674(00)80529-2
http://dx.doi.org/10.1126/science.279.5353.1041
http://www.ncbi.nlm.nih.gov/pubmed/9461437
http://dx.doi.org/10.1083/jcb.148.5.871
http://www.ncbi.nlm.nih.gov/pubmed/10704439
http://dx.doi.org/10.1083/jcb.200102093
http://www.ncbi.nlm.nih.gov/pubmed/11535616
http://dx.doi.org/10.1038/nature13911
http://www.ncbi.nlm.nih.gov/pubmed/25383541
http://dx.doi.org/10.1083/jcb.133.1.85
http://www.ncbi.nlm.nih.gov/pubmed/8601616
http://dx.doi.org/10.1083/jcb.133.1.99
http://www.ncbi.nlm.nih.gov/pubmed/8601617
http://www.ncbi.nlm.nih.gov/pubmed/8491189


Biology 2016, 5, 44 15 of 19

43. Michaelis, C.; Ciosk, R.; Nasmyth, K. Cohesins: Chromosomal proteins that prevent premature separation of
sister chromatids. Cell 1997, 91, 35–45. [CrossRef]

44. Guacci, V.; Koshland, D.; Strunnikov, A. A direct link between sister chromatid cohesion and chromosome
condensation revealed through the analysis of MCD1 in S. cerevisiae. Cell 1997, 91, 47–57. [CrossRef]

45. Zou, H.; McGarry, T.J.; Bernal, T.; Kirschner, M.W. Identification of a vertebrate sister-chromatid separation
inhibitor involved in transformation and tumorigenesis. Science 1999, 285, 418–422. [CrossRef] [PubMed]

46. Uhlmann, F.; Lottspeich, F.; Nasmyth, K. Sister-chromatid separation at anaphase onset is promoted by
cleavage of the cohesin subunit Scc1. Nature 1999, 400, 37–42. [PubMed]

47. Uhlmann, F.; Wernic, D.; Poupart, M.A.; Koonin, E.V.; Nasmyth, K. Cleavage of cohesin by the CD clan
protease separin triggers anaphase in yeast. Cell 2000, 103, 375–386. [CrossRef]

48. Ciosk, R.; Zachariae, W.; Michaelis, C.; Shevchenko, A.; Mann, M.; Nasmyth, K. An ESP1/PDS1 complex
regulates loss of sister chromatid cohesion at the metaphase to anaphase transition in yeast. Cell 1998, 93,
1067–1076. [CrossRef]

49. Wigge, P.A.; Jensen, O.N.; Holmes, S.; Soues, S.; Mann, M.; Kilmartin, J.V. Analysis of the Saccharomyces
spindle pole by matrix-assisted laser desorption/ionization (MALDI) mass spectrometry. J. Cell Biol. 1998,
141, 967–977. [CrossRef] [PubMed]

50. Hardwick, K.G.; Weiss, E.; Luca, F.C.; Winey, M.; Murray, A.W. Activation of the budding yeast spindle
assembly checkpoint without mitotic spindle disruption. Science 1996, 273, 953–956. [CrossRef] [PubMed]

51. Rieder, C.L. The Formation, structure, and composition of the mammalian kinetochore and kinetochore fiber.
Int. Rev. Cytol. 1982, 79, 1–58. [PubMed]

52. McIntosh, J.R.; O’Toole, E.; Zhudenkov, K.; Morphew, M.; Schwartz, C.; Ataullakhanov, F.I.; Grishchuk, E.L.
Conserved and divergent features of kinetochores and spindle microtubule ends from five species. J. Cell Biol.
2013, 200, 459–474. [CrossRef] [PubMed]

53. Howell, B.J.; McEwen, B.F.; Canman, J.C.; Hoffman, D.B.; Farrar, E.M.; Rieder, C.L.; Salmon, E.D. Cytoplasmic
dynein/dynactin drives kinetochore protein transport to the spindle poles and has a role in mitotic spindle
checkpoint inactivation. J. Cell Biol. 2001, 155, 1159–1172. [CrossRef] [PubMed]

54. Dick, A.E.; Gerlich, D.W. Kinetic framework of spindle assembly checkpoint signalling. Nat. Cell Biol. 2013,
15, 1370–1377. [CrossRef] [PubMed]

55. Hiruma, Y.; Sacristan, C.; Pachis, S.T.; Adamopoulos, A.; Kuijt, T.; Ubbink, M.; von Castelmur, E.; Perrakis, A.;
Kops, G.J. CELL DIVISION CYCLE. Competition between MPS1 and microtubules at kinetochores regulates
spindle checkpoint signaling. Science 2015, 348, 1264–1267. [CrossRef] [PubMed]

56. Ji, Z.; Gao, H.; Yu, H. CELL DIVISION CYCLE. Kinetochore attachment sensed by competitive Mps1 and
microtubule binding to Ndc80C. Science 2015, 348, 1260–1264. [CrossRef] [PubMed]

57. Dou, Z.; Liu, X.; Wang, W.; Zhu, T.; Wang, X.; Xu, L.; Abrieu, A.; Fu, C.; Hill, D.L.; Yao, X. Dynamic
localization of Mps1 kinase to kinetochores is essential for accurate spindle microtubule attachment.
Proc. Natl. Acad. Sci. USA 2015, 112, E4546–E4555. [CrossRef] [PubMed]

58. Kemmler, S.; Stach, M.; Knapp, M.; Ortiz, J.; Pfannstiel, J.; Ruppert, T.; Lechner, J. Mimicking Ndc80
phosphorylation triggers spindle assembly checkpoint signalling. EMBO J. 2009, 28, 1099–1110. [CrossRef]
[PubMed]

59. DeLuca, J.G.; Moree, B.; Hickey, J.M.; Kilmartin, J.V.; Salmon, E.D. hNuf2 inhibition blocks stable
kinetochore-microtubule attachment and induces mitotic cell death in HeLa cells. J. Cell Biol. 2002, 159,
549–555. [CrossRef] [PubMed]

60. DeLuca, J.G.; Howell, B.J.; Canman, J.C.; Hickey, J.M.; Fang, G.; Salmon, E.D. Nuf2 and Hec1 are required
for retention of the checkpoint proteins Mad1 and Mad2 to kinetochores. Curr. Biol. 2003, 13, 2103–2109.
[CrossRef] [PubMed]

61. Vázquez-Novelle, M.D.; Petronczki, M. Relocation of the Chromosomal Passenger Complex Prevents Mitotic
Checkpoint Engagement at Anaphase. Curr. Biol. 2010, 20, 1402–1407. [CrossRef] [PubMed]

62. Oliveira, R.A.; Hamilton, R.S.; Pauli, A.; Davis, I.; Nasmyth, K. Cohesin cleavage and Cdk inhibition trigger
formation of daughter nuclei. Nat. Cell Biol. 2010, 12, 185–192. [CrossRef] [PubMed]

63. Kuijt, T.E.; Omerzu, M.; Saurin, A.T.; Kops, G.J. Conditional targeting of MAD1 to kinetochores is sufficient
to reactivate the spindle assembly checkpoint in metaphase. Chromosoma 2014, 123, 471–480. [CrossRef]
[PubMed]

http://dx.doi.org/10.1016/S0092-8674(01)80007-6
http://dx.doi.org/10.1016/S0092-8674(01)80008-8
http://dx.doi.org/10.1126/science.285.5426.418
http://www.ncbi.nlm.nih.gov/pubmed/10411507
http://www.ncbi.nlm.nih.gov/pubmed/10403247
http://dx.doi.org/10.1016/S0092-8674(00)00130-6
http://dx.doi.org/10.1016/S0092-8674(00)81211-8
http://dx.doi.org/10.1083/jcb.141.4.967
http://www.ncbi.nlm.nih.gov/pubmed/9585415
http://dx.doi.org/10.1126/science.273.5277.953
http://www.ncbi.nlm.nih.gov/pubmed/8688079
http://www.ncbi.nlm.nih.gov/pubmed/6185450
http://dx.doi.org/10.1083/jcb.201209154
http://www.ncbi.nlm.nih.gov/pubmed/23420873
http://dx.doi.org/10.1083/jcb.200105093
http://www.ncbi.nlm.nih.gov/pubmed/11756470
http://dx.doi.org/10.1038/ncb2842
http://www.ncbi.nlm.nih.gov/pubmed/24096243
http://dx.doi.org/10.1126/science.aaa4055
http://www.ncbi.nlm.nih.gov/pubmed/26068855
http://dx.doi.org/10.1126/science.aaa4029
http://www.ncbi.nlm.nih.gov/pubmed/26068854
http://dx.doi.org/10.1073/pnas.1508791112
http://www.ncbi.nlm.nih.gov/pubmed/26240331
http://dx.doi.org/10.1038/emboj.2009.62
http://www.ncbi.nlm.nih.gov/pubmed/19300438
http://dx.doi.org/10.1083/jcb.200208159
http://www.ncbi.nlm.nih.gov/pubmed/12438418
http://dx.doi.org/10.1016/j.cub.2003.10.056
http://www.ncbi.nlm.nih.gov/pubmed/14654001
http://dx.doi.org/10.1016/j.cub.2010.06.036
http://www.ncbi.nlm.nih.gov/pubmed/20619651
http://dx.doi.org/10.1038/ncb2018
http://www.ncbi.nlm.nih.gov/pubmed/20081838
http://dx.doi.org/10.1007/s00412-014-0458-9
http://www.ncbi.nlm.nih.gov/pubmed/24695965


Biology 2016, 5, 44 16 of 19

64. Ballister, E.R.; Riegman, M.; Lampson, M.A. Recruitment of Mad1 to metaphase kinetochores is sufficient to
reactivate the mitotic checkpoint. J. Cell Biol. 2014, 204, 901–908. [CrossRef] [PubMed]

65. Maldonado, M.; Kapoor, T.M. Constitutive Mad1 targeting to kinetochores uncouples checkpoint signalling
from chromosome biorientation. Nat. Cell Biol. 2011, 13, 475–482. [CrossRef] [PubMed]

66. Aravamudhan, P.; Goldfarb, A.A.; Joglekar, A.P. The kinetochore encodes a mechanical switch to disrupt
spindle assembly checkpoint signalling. Nat. Cell Biol. 2015, 17, 868–879. [CrossRef] [PubMed]

67. Joglekar, A.P.; Bloom, K.; Salmon, E.D. In vivo protein architecture of the eukaryotic kinetochore with
nanometer scale accuracy. Curr. Biol. 2009, 19, 694–699. [CrossRef] [PubMed]

68. Wan, X.; O’Quinn, R.P.; Pierce, H.L.; Joglekar, A.P.; Gall, W.E.; DeLuca, J.G.; Carroll, C.W.; Liu, S.T.; Yen, T.J.;
McEwen, B.F.; et al. Protein architecture of the human kinetochore microtubule attachment site. Cell 2009,
137, 672–684. [CrossRef] [PubMed]

69. Schittenhelm, R.B.; Chaleckis, R.; Lehner, C.F. Intrakinetochore localization and essential functional domains
of Drosophila Spc105. EMBO J. 2009, 28, 2374–2386. [CrossRef] [PubMed]

70. Wang, H.W.; Long, S.; Ciferri, C.; Westermann, S.; Drubin, D.; Barnes, G.; Nogales, E. Architecture and
flexibility of the yeast Ndc80 kinetochore complex. J. Mol. Biol. 2008, 383, 894–903. [CrossRef] [PubMed]

71. Espeut, J.; Cheerambathur, D.K.; Krenning, L.; Oegema, K.; Desai, A. Microtubule binding by KNL-1
contributes to spindle checkpoint silencing at the kinetochore. J. Cell Biol. 2012, 196, 469–482. [CrossRef]
[PubMed]

72. Wignall, S.M.; Villeneuve, A.M. Lateral microtubule bundles promote chromosome alignment during
acentrosomal oocyte meiosis. Nat. Cell Biol. 2009, 11, 839–844. [CrossRef] [PubMed]

73. Cai, S.; O’Connell, C.B.; Khodjakov, A.; Walczak, C.E. Chromosome congression in the absence of kinetochore
fibres. Nat. Cell Biol. 2009, 11, 832–838. [CrossRef] [PubMed]

74. Joglekar, A.P.; Aravamudhan, P. How the kinetochore switches off the spindle assembly checkpoint. Cell Cycle
2016, 15, 7–8. [CrossRef] [PubMed]

75. Aravamudhan, P.; Felzer-Kim, I.; Gurunathan, K.; Joglekar, A.P. Assembling the protein architecture of the
budding yeast kinetochore-microtubule attachment using FRET. Curr. Biol. 2014, 24, 1437–1446. [CrossRef]
[PubMed]

76. Shepperd, L.A.; Meadows, J.C.; Sochaj, A.M.; Lancaster, T.C.; Zou, J.; Buttrick, G.J.; Rappsilber, J.;
Hardwick, K.G.; Millar, J.B. Phosphodependent recruitment of Bub1 and Bub3 to Spc7/KNL1 by Mph1
kinase maintains the spindle checkpoint. Curr. Biol. 2012, 22, 891–899. [CrossRef] [PubMed]

77. London, N.; Ceto, S.; Ranish, J.A.; Biggins, S. Phosphoregulation of Spc105 by Mps1 and PP1 regulates Bub1
localization to kinetochores. Curr. Biol. 2012, 22, 900–906. [CrossRef] [PubMed]

78. Vleugel, M.; Tromer, E.; Omerzu, M.; Groenewold, V.; Nijenhuis, W.; Snel, B.; Kops, G.J. Arrayed
BUB recruitment modules in the kinetochore scaffold KNL1 promote accurate chromosome segregation.
J. Cell Biol. 2013, 203, 943–955. [CrossRef] [PubMed]

79. Primorac, I.; Weir, J.R.; Chiroli, E.; Gross, F.; Hoffmann, I.; van Gerwen, S.; Ciliberto, A.; Musacchio, A.
Bub3 reads phosphorylated MELT repeats to promote spindle assembly checkpoint signaling. Elife 2013, 2.
[CrossRef] [PubMed]

80. Jia, L.; Li, B.; Yu, H. The Bub1-Plk1 kinase complex promotes spindle checkpoint signalling through Cdc20
phosphorylation. Nat. Commun. 2016, 7. [CrossRef] [PubMed]

81. Di Fiore, B.; Davey, N.E.; Hagting, A.; Izawa, D.; Mansfeld, J.; Gibson, T.J.; Pines, J. The ABBA Motif
Binds APC/C Activators and Is Shared by APC/C Substrates and Regulators. Dev. Cell 2015, 32, 358–372.
[CrossRef] [PubMed]

82. Krenn, V.; Overlack, K.; Primorac, I.; van Gerwen, S.; Musacchio, A. KI motifs of human Knl1 enhance
assembly of comprehensive spindle checkpoint complexes around MELT repeats. Curr. Biol. 2014, 24, 29–39.
[CrossRef] [PubMed]

83. Kiyomitsu, T.; Murakami, H.; Yanagida, M. Protein interaction domain mapping of human kinetochore
protein Blinkin reveals a consensus motif for binding of spindle assembly checkpoint proteins Bub1 and
BubR1. Mol. Cell Biol. 2011, 31, 998–1011. [CrossRef] [PubMed]

84. Krenn, V.; Wehenkel, A.; Li, X.; Santaguida, S.; Musacchio, A. Structural analysis reveals features of the
spindle checkpoint kinase Bub1-kinetochore subunit Knl1 interaction. J. Cell Biol. 2012, 196, 451–467.
[CrossRef] [PubMed]

http://dx.doi.org/10.1083/jcb.201311113
http://www.ncbi.nlm.nih.gov/pubmed/24637323
http://dx.doi.org/10.1038/ncb2223
http://www.ncbi.nlm.nih.gov/pubmed/21394085
http://dx.doi.org/10.1038/ncb3179
http://www.ncbi.nlm.nih.gov/pubmed/26053220
http://dx.doi.org/10.1016/j.cub.2009.02.056
http://www.ncbi.nlm.nih.gov/pubmed/19345105
http://dx.doi.org/10.1016/j.cell.2009.03.035
http://www.ncbi.nlm.nih.gov/pubmed/19450515
http://dx.doi.org/10.1038/emboj.2009.188
http://www.ncbi.nlm.nih.gov/pubmed/19590494
http://dx.doi.org/10.1016/j.jmb.2008.08.077
http://www.ncbi.nlm.nih.gov/pubmed/18793650
http://dx.doi.org/10.1083/jcb.201111107
http://www.ncbi.nlm.nih.gov/pubmed/22331849
http://dx.doi.org/10.1038/ncb1891
http://www.ncbi.nlm.nih.gov/pubmed/19525937
http://dx.doi.org/10.1038/ncb1890
http://www.ncbi.nlm.nih.gov/pubmed/19525938
http://dx.doi.org/10.1080/15384101.2015.1112695
http://www.ncbi.nlm.nih.gov/pubmed/26651501
http://dx.doi.org/10.1016/j.cub.2014.05.014
http://www.ncbi.nlm.nih.gov/pubmed/24930965
http://dx.doi.org/10.1016/j.cub.2012.03.051
http://www.ncbi.nlm.nih.gov/pubmed/22521786
http://dx.doi.org/10.1016/j.cub.2012.03.052
http://www.ncbi.nlm.nih.gov/pubmed/22521787
http://dx.doi.org/10.1083/jcb.201307016
http://www.ncbi.nlm.nih.gov/pubmed/24344183
http://dx.doi.org/10.7554/eLife.01030
http://www.ncbi.nlm.nih.gov/pubmed/24066227
http://dx.doi.org/10.1038/ncomms10818
http://www.ncbi.nlm.nih.gov/pubmed/26912231
http://dx.doi.org/10.1016/j.devcel.2015.01.003
http://www.ncbi.nlm.nih.gov/pubmed/25669885
http://dx.doi.org/10.1016/j.cub.2013.11.046
http://www.ncbi.nlm.nih.gov/pubmed/24361068
http://dx.doi.org/10.1128/MCB.00815-10
http://www.ncbi.nlm.nih.gov/pubmed/21199919
http://dx.doi.org/10.1083/jcb.201110013
http://www.ncbi.nlm.nih.gov/pubmed/22331848


Biology 2016, 5, 44 17 of 19

85. London, N.; Biggins, S. Mad1 kinetochore recruitment by Mps1-mediated phosphorylation of Bub1 signals
the spindle checkpoint. Genes Dev. 2014, 28, 140–152. [CrossRef] [PubMed]

86. De Antoni, A.; Pearson, C.G.; Cimini, D.; Canman, J.C.; Sala, V.; Nezi, L.; Mapelli, M.; Sironi, L.; Faretta, M.;
Salmon, E.D.; Musacchio, A. The Mad1/Mad2 complex as a template for Mad2 activation in the spindle
assembly checkpoint. Curr. Biol. 2005, 15, 214–225. [CrossRef] [PubMed]

87. Mapelli, M.; Massimiliano, L.; Santaguida, S.; Musacchio, A. The MAD2 conformational dimer: Structure
and implications for the Spindle Assembly Checkpoint. Cell 2007, 131, 730–743. [CrossRef] [PubMed]

88. Tipton, A.R.; Ji, W.; Sturt-Gillespie, B.; Bekier, M.E., 2nd; Wang, K.; Taylor, W.R.; Liu, S.T. Monopolar spindle
1 (MPS1) kinase promotes production of closed MAD2 (C-MAD2) conformer and assembly of the mitotic
checkpoint complex. J. Biol. Chem. 2013, 288, 35149–35158. [CrossRef] [PubMed]

89. Hewitt, L.; Tighe, A.; Santaguida, S.; White, A.M.; Jones, C.D.; Musacchio, A.; Green, S.; Taylor, S.S. Sustained
Mps1 activity is required in mitosis to recruit O-Mad2 to the Mad1-C-Mad2 core complex. J. Cell Biol. 2010,
190, 25–34. [CrossRef] [PubMed]

90. Krenn, V.; Musacchio, A. The Aurora B Kinase in Chromosome Bi-Orientation and Spindle Checkpoint
Signaling. Front. Oncol. 2015, 5. [CrossRef] [PubMed]

91. O’Connor, A.; Maffini, S.; Rainey, M.D.; Kaczmarczyk, A.; Gaboriau, D.; Musacchio, A.; Santocanale, C.
Requirement for PLK1 kinase activity in the maintenance of a robust spindle assembly checkpoint. Biol. Open
2015, 5, 11–19. [CrossRef] [PubMed]

92. Nilsson, J.; Yekezare, M.; Minshull, J.; Pines, J. The APC/C maintains the spindle assembly checkpoint by
targeting Cdc20 for destruction. Nat. Cell Biol. 2008, 10, 1411–1420. [CrossRef] [PubMed]

93. Aravamudhan, P.; Chen, R.; Roy, B.; Sim, J.; Joglekar, A.P. Dual mechanisms regulate the recruitment of
spindle assembly checkpoint proteins to the budding yeast kinetochore. Mol. Biol. Cell 2016, 27, 3405–3417.
[CrossRef] [PubMed]

94. Brito, D.A.; Rieder, C.L. Mitotic checkpoint slippage in humans occurs via cyclin B destruction in the presence
of an active checkpoint. Curr. Biol. 2006, 16, 1194–1200. [CrossRef] [PubMed]

95. Rieder, C.L.; Maiato, H. Stuck in division or passing through: What happens when cells cannot satisfy the
spindle assembly checkpoint. Dev. Cell 2004, 7, 637–651. [CrossRef] [PubMed]

96. He, E.; Kapuy, O.; Oliveira, R.A.; Uhlmann, F.; Tyson, J.J.; Novák, B. System-level feedbacks make the
anaphase switch irreversible. Proc. Natl. Acad. Sci. USA 2011, 108, 10016–10021. [CrossRef] [PubMed]

97. Collin, P.; Nashchekina, O.; Walker, R.; Pines, J. The spindle assembly checkpoint works like a rheostat rather
than a toggle switch. Nat. Cell Biol. 2013, 15, 1378–1385. [CrossRef] [PubMed]

98. Heinrich, S.; Geissen, E.M.; Kamenz, J.; Trautmann, S.; Widmer, C.; Drewe, P.; Knop, M.; Radde, N.;
Hasenauer, J.; Hauf, S. Determinants of robustness in spindle assembly checkpoint signalling. Nat. Cell Biol.
2013, 15, 1328–1339. [CrossRef] [PubMed]

99. Rodriguez-Bravo, V.; Maciejowski, J.; Corona, J.; Buch, H.K.; Collin, P.; Kanemaki, M.T.; Shah, J.V.;
Jallepalli, P.V. Nuclear pores protect genome integrity by assembling a premitotic and Mad1-dependent
anaphase inhibitor. Cell 2014, 156, 1017–1031. [CrossRef] [PubMed]

100. Wynne, D.J.; Funabiki, H. Kinetochore function is controlled by a phospho-dependent coexpansion of inner
and outer components. J. Cell Biol. 2015, 210, 899–916. [CrossRef] [PubMed]

101. Liu, D.; Vleugel, M.; Backer, C.B.; Hori, T.; Fukagawa, T.; Cheeseman, I.M.; Lampson, M.A. Regulated
targeting of protein phosphatase 1 to the outer kinetochore by KNL1 opposes Aurora B kinase. J. Cell Biol.
2010, 188, 809–820. [CrossRef] [PubMed]

102. Rosenberg, J.S.; Cross, F.R.; Funabiki, H. KNL1/Spc105 recruits PP1 to silence the spindle assembly
checkpoint. Curr. Biol. 2011, 21, 942–947. [CrossRef] [PubMed]

103. Espert, A.; Uluocak, P.; Bastos, R.N.; Mangat, D.; Graab, P.; Gruneberg, U. PP2A-B56 opposes Mps1
phosphorylation of Knl1 and thereby promotes spindle assembly checkpoint silencing. J. Cell Biol. 2014, 206,
833–842. [CrossRef] [PubMed]

104. Sivakumar, S.; Janczyk, P.L.; Qu, Q.; Brautigam, C.A.; Stukenberg, P.T.; Yu, H.; Gorbsky, G.J. The human
SKA complex drives the metaphase-anaphase cell cycle transition by recruiting protein phosphatase 1 to
kinetochores. Elife 2016, 5. [CrossRef] [PubMed]

105. Yang, M.; Li, B.; Tomchick, D.R.; Machius, M.; Rizo, J.; Yu, H.; Luo, X. p31comet blocks Mad2 activation
through structural mimicry. Cell 2007, 131, 744–755. [CrossRef] [PubMed]

http://dx.doi.org/10.1101/gad.233700.113
http://www.ncbi.nlm.nih.gov/pubmed/24402315
http://dx.doi.org/10.1016/j.cub.2005.01.038
http://www.ncbi.nlm.nih.gov/pubmed/15694304
http://dx.doi.org/10.1016/j.cell.2007.08.049
http://www.ncbi.nlm.nih.gov/pubmed/18022367
http://dx.doi.org/10.1074/jbc.M113.522375
http://www.ncbi.nlm.nih.gov/pubmed/24151075
http://dx.doi.org/10.1083/jcb.201002133
http://www.ncbi.nlm.nih.gov/pubmed/20624899
http://dx.doi.org/10.3389/fonc.2015.00225
http://www.ncbi.nlm.nih.gov/pubmed/26528436
http://dx.doi.org/10.1242/bio.014969
http://www.ncbi.nlm.nih.gov/pubmed/26685311
http://dx.doi.org/10.1038/ncb1799
http://www.ncbi.nlm.nih.gov/pubmed/18997788
http://dx.doi.org/10.1091/mbc.E16-01-0007
http://www.ncbi.nlm.nih.gov/pubmed/27170178
http://dx.doi.org/10.1016/j.cub.2006.04.043
http://www.ncbi.nlm.nih.gov/pubmed/16782009
http://dx.doi.org/10.1016/j.devcel.2004.09.002
http://www.ncbi.nlm.nih.gov/pubmed/15525526
http://dx.doi.org/10.1073/pnas.1102106108
http://www.ncbi.nlm.nih.gov/pubmed/21617094
http://dx.doi.org/10.1038/ncb2855
http://www.ncbi.nlm.nih.gov/pubmed/24096242
http://dx.doi.org/10.1038/ncb2864
http://www.ncbi.nlm.nih.gov/pubmed/24161933
http://dx.doi.org/10.1016/j.cell.2014.01.010
http://www.ncbi.nlm.nih.gov/pubmed/24581499
http://dx.doi.org/10.1083/jcb.201506020
http://www.ncbi.nlm.nih.gov/pubmed/26347137
http://dx.doi.org/10.1083/jcb.201001006
http://www.ncbi.nlm.nih.gov/pubmed/20231380
http://dx.doi.org/10.1016/j.cub.2011.04.011
http://www.ncbi.nlm.nih.gov/pubmed/21640906
http://dx.doi.org/10.1083/jcb.201406109
http://www.ncbi.nlm.nih.gov/pubmed/25246613
http://dx.doi.org/10.7554/eLife.12902
http://www.ncbi.nlm.nih.gov/pubmed/26981768
http://dx.doi.org/10.1016/j.cell.2007.08.048
http://www.ncbi.nlm.nih.gov/pubmed/18022368


Biology 2016, 5, 44 18 of 19

106. Eytan, E.; Wang, K.; Miniowitz-Shemtov, S.; Sitry-Shevah, D.; Kaisari, S.; Yen, T.J.; Liu, S.T.; Hershko, A.
Disassembly of mitotic checkpoint complexes by the joint action of the AAA-ATPase TRIP13 and p31(comet).
Proc. Natl. Acad. Sci. USA 2014, 111, 12019–12024. [CrossRef] [PubMed]

107. Ye, Q.; Rosenberg, S.C.; Moeller, A.; Speir, J.A.; Su, T.Y.; Corbett, K.D. TRIP13 is a protein-remodeling
AAA+ATPase that catalyzes MAD2 conformation switching. Elife 2015, 4. [CrossRef] [PubMed]

108. Miniowitz-Shemtov, S.; Eytan, E.; Kaisari, S.; Sitry-Shevah, D.; Hershko, A. Mode of interaction of TRIP13
AAA-ATPase with the Mad2-binding protein p31comet and with mitotic checkpoint complexes. Proc. Natl.
Acad. Sci. USA 2015, 112, 11536–11540. [CrossRef] [PubMed]

109. Gorbsky, G.J. Cohesion fatigue. Curr. Biol. 2013, 23, R986–R988. [CrossRef] [PubMed]
110. Daum, J.R.; Potapova, T.A.; Sivakumar, S.; Daniel, J.J.; Flynn, J.N.; Rankin, S.; Gorbsky, G.J. Cohesion fatigue

induces chromatid separation in cells delayed at metaphase. Curr. Biol. 2011, 21, 1018–1024. [CrossRef]
[PubMed]

111. Meitinger, F.; Anzola, J.V.; Kaulich, M.; Richardson, A.; Stender, J.D.; Benner, C.; Glass, C.K.; Dowdy, S.F.;
Desai, A.; Shiau, A.K.; Oegema, K. 53BP1 and USP28 mediate p53 activation and G1 arrest after centrosome
loss or extended mitotic duration. J. Cell Biol. 2016, 214, 155–166. [CrossRef] [PubMed]

112. Stevens, D.; Gassmann, R.; Oegema, K.; Desai, A. Uncoordinated loss of chromatid cohesion is a common
outcome of extended metaphase arrest. PLoS ONE 2011, 6, e22969. [CrossRef] [PubMed]

113. Pilaz, L.J.; McMahon, J.J.; Miller, E.E.; Lennox, A.L.; Suzuki, A.; Salmon, E.; Silver, D.L. Prolonged Mitosis of
Neural Progenitors Alters Cell Fate in the Developing Brain. Neuron 2016, 89, 83–99. [CrossRef] [PubMed]

114. Shah, J.V.; Cleveland, D.W. Waiting for anaphase: Mad2 and the spindle assembly checkpoint. Cell 2000, 103,
997–1000. [CrossRef]

115. Etemad, B.; Kops, G.J. Attachment issues: Kinetochore transformations and spindle checkpoint silencing.
Curr. Opin. Cell Biol. 2016, 39, 101–108. [CrossRef] [PubMed]

116. Magidson, V.; He, J.; Ault, J.G.; O'Connell, C.B.; Yang, N.; Tikhonenko, I.; McEwen, B.F.; Sui, H.; Khodjakov, A.
Unattached kinetochores rather than intrakinetochore tension arrest mitosis in taxol-treated cells. J. Cell Biol.
2016, 212, 307–319. [CrossRef] [PubMed]

117. Tauchman, E.C.; Boehm, F.J.; DeLuca, J.G. Stable kinetochore-microtubule attachment is sufficient to silence
the spindle assembly checkpoint in human cells. Nat. Commun. 2015, 6. [CrossRef] [PubMed]

118. Etemad, B.; Kuijt, T.E.; Kops, G.J. Kinetochore-microtubule attachment is sufficient to satisfy the human
spindle assembly checkpoint. Nat. Commun. 2015, 6. [CrossRef] [PubMed]

119. Suzuki, A.; Badger, B.L.; Salmon, E.D. A quantitative description of Ndc80 complex linkage to human
kinetochores. Nat. Commun. 2015, 6. [CrossRef] [PubMed]

120. Aravamudhan, P.; Felzer-Kim, I.; Joglekar, A.P. The budding yeast point centromere associates with two
Cse4 molecules during mitosis. Curr. Biol. 2013, 23, 770–774. [CrossRef] [PubMed]

121. Joglekar, A.P.; Bouck, D.C.; Molk, J.N.; Bloom, K.S.; Salmon, E.D. Molecular architecture of a
kinetochore-microtubule attachment site. Nat. Cell Biol. 2006, 8, 581–585. [CrossRef] [PubMed]

122. Vleugel, M.; Omerzu, M.; Groenewold, V.; Hadders, M.A.; Lens, S.M.; Kops, G.J. Sequential multisite
phospho-regulation of KNL1-BUB3 interfaces at mitotic kinetochores. Mol. Cell 2015, 57, 824–835. [CrossRef]
[PubMed]

123. Westhorpe, F.G.; Tighe, A.; Lara-Gonzalez, P.; Taylor, S.S. p31comet-mediated extraction of Mad2 from the
MCC promotes efficient mitotic exit. J. Cell Sci. 2011, 124, 3905–3916. [CrossRef] [PubMed]

124. Kops, G.J.; Weaver, B.A.; Cleveland, D.W. On the road to cancer: Aneuploidy and the mitotic checkpoint.
Nat. Rev. Cancer 2005, 5, 773–785. [CrossRef] [PubMed]

125. Schvartzman, J.M.; Sotillo, R.; Benezra, R. Mitotic chromosomal instability and cancer: Mouse modelling of
the human disease. Nat. Rev. Cancer 2010, 10, 102–115. [CrossRef] [PubMed]

126. Tighe, A.; Johnson, V.L.; Albertella, M.; Taylor, S.S. Aneuploid colon cancer cells have a robust spindle
checkpoint. EMBO Rep. 2001, 2, 609–614. [CrossRef] [PubMed]

127. Vleugel, M.; Hoogendoorn, E.; Snel, B.; Kops, G.J. Evolution and function of the mitotic checkpoint. Dev. Cell
2012, 23, 239–250. [CrossRef] [PubMed]

128. Tromer, E.; Snel, B.; Kops, G.J. Widespread Recurrent Patterns of Rapid Repeat Evolution in the Kinetochore
Scaffold KNL1. Genome Biol. Evol. 2015, 7, 2383–2393. [CrossRef] [PubMed]

129. Galli, M.; Morgan, D.O. Cell Size Determines the Strength of the Spindle Assembly Checkpoint during
Embryonic Development. Dev. Cell 2016, 36, 344–352. [CrossRef] [PubMed]

http://dx.doi.org/10.1073/pnas.1412901111
http://www.ncbi.nlm.nih.gov/pubmed/25092294
http://dx.doi.org/10.7554/eLife.07367
http://www.ncbi.nlm.nih.gov/pubmed/25918846
http://dx.doi.org/10.1073/pnas.1515358112
http://www.ncbi.nlm.nih.gov/pubmed/26324890
http://dx.doi.org/10.1016/j.cub.2013.08.017
http://www.ncbi.nlm.nih.gov/pubmed/24262830
http://dx.doi.org/10.1016/j.cub.2011.05.032
http://www.ncbi.nlm.nih.gov/pubmed/21658943
http://dx.doi.org/10.1083/jcb.201604081
http://www.ncbi.nlm.nih.gov/pubmed/27432897
http://dx.doi.org/10.1371/journal.pone.0022969
http://www.ncbi.nlm.nih.gov/pubmed/21829677
http://dx.doi.org/10.1016/j.neuron.2015.12.007
http://www.ncbi.nlm.nih.gov/pubmed/26748089
http://dx.doi.org/10.1016/S0092-8674(00)00202-6
http://dx.doi.org/10.1016/j.ceb.2016.02.016
http://www.ncbi.nlm.nih.gov/pubmed/26947988
http://dx.doi.org/10.1083/jcb.201412139
http://www.ncbi.nlm.nih.gov/pubmed/26833787
http://dx.doi.org/10.1038/ncomms10036
http://www.ncbi.nlm.nih.gov/pubmed/26620470
http://dx.doi.org/10.1038/ncomms9987
http://www.ncbi.nlm.nih.gov/pubmed/26621779
http://dx.doi.org/10.1038/ncomms9161
http://www.ncbi.nlm.nih.gov/pubmed/26345214
http://dx.doi.org/10.1016/j.cub.2013.03.042
http://www.ncbi.nlm.nih.gov/pubmed/23623551
http://dx.doi.org/10.1038/ncb1414
http://www.ncbi.nlm.nih.gov/pubmed/16715078
http://dx.doi.org/10.1016/j.molcel.2014.12.036
http://www.ncbi.nlm.nih.gov/pubmed/25661489
http://dx.doi.org/10.1242/jcs.093286
http://www.ncbi.nlm.nih.gov/pubmed/22100920
http://dx.doi.org/10.1038/nrc1714
http://www.ncbi.nlm.nih.gov/pubmed/16195750
http://dx.doi.org/10.1038/nrc2781
http://www.ncbi.nlm.nih.gov/pubmed/20094045
http://dx.doi.org/10.1093/embo-reports/kve127
http://www.ncbi.nlm.nih.gov/pubmed/11454737
http://dx.doi.org/10.1016/j.devcel.2012.06.013
http://www.ncbi.nlm.nih.gov/pubmed/22898774
http://dx.doi.org/10.1093/gbe/evv140
http://www.ncbi.nlm.nih.gov/pubmed/26254484
http://dx.doi.org/10.1016/j.devcel.2016.01.003
http://www.ncbi.nlm.nih.gov/pubmed/26859356


Biology 2016, 5, 44 19 of 19

130. Sear, R.P.; Howard, M. Modeling dual pathways for the metazoan spindle assembly checkpoint. Proc. Natl.
Acad. Sci. USA 2006, 103, 16758–16763. [CrossRef] [PubMed]

131. Doncic, A.; Ben-Jacob, E.; Barkai, N. Evaluating putative mechanisms of the mitotic spindle checkpoint.
Proc. Natl. Acad. Sci. USA 2005, 102, 6332–6337. [CrossRef] [PubMed]

© 2016 by the author; licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC-BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1073/pnas.0603174103
http://www.ncbi.nlm.nih.gov/pubmed/17065324
http://dx.doi.org/10.1073/pnas.0409142102
http://www.ncbi.nlm.nih.gov/pubmed/15851663
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Early Hints of a Pathway that Monitors Chromosome Alignment and Controls Anaphase Onset 
	Discovery of the Spindle Assembly Checkpoint 
	Elucidation of the Design and Operation of the SAC 
	Molecular Mechanisms Underlying SAC Activation and Inactivation 
	Detection of the Lack of “End-On” Microtubule Attachment to the Kinetochore 
	Generation of the Mitotic Checkpoint Complex 
	Inactivation of the SAC 

	Directions for Future Investigations of the SAC 
	What Does the Kinetochore Respond to—End-On Attachment to the Kinetochore, an Architectural Change within the Kinetochore Induced by Such Attachment, or Both? 
	How Does the Kinetochore Generate a Sufficiently Large Quantity of MCC at a High Rate? 
	Is the SAC a Switch or a Rheostat? 
	Can a Defective SAC Cause Aneuploidy? 

	Conclusions 

