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Abstract: To guarantee genomic integrity and viability, the cell must ensure proper
distribution of the replicated chromosomes among the two daughter cells in mitosis. The
mitotic spindle assembly checkpoint (SAC) is a central regulatory mechanism to achieve this
goal. A dysfunction of this checkpoint may lead to aneuploidy and likely contributes to the
development of cancer. Kinetochores of unattached or misaligned chromosomes are thought
to generate a diffusible “wait-anaphase” signal, which is the basis for downstream events
to inhibit the anaphase promoting complex/cyclosome (APC/C). The rate of Cdc20:C-Mad2
complex formation at the kinetochore is a key regulatory factor in the context of APC/C
inhibition. Computer simulations of a quantitative SAC model show that the formation
of Cdc20:C-Mad2 is too slow for checkpoint maintenance when cytosolic O-Mad2 has to
encounter kinetochores by diffusion alone. Here, we show that an active transport of O-Mad2
towards the spindle mid-zone increases the efficiency of Mad2-activation. Our in-silico
data indicate that this mechanism can greatly enhance the formation of Cdc20:Mad2 and
furthermore gives an explanation on how the “wait-anaphase” signal can dissolve abruptly
within a short time. Our results help to understand parts of the SAC mechanism that
remain unclear.
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1. Introduction
Correct distribution of the replicated genome during mitosis is essential in all proliferating cells.
In order to accomplish this, the cell must guarantee that each chromosome has established a tight
bipolar attachment to the spindle apparatus before sister-chromatid separation is initiated in anaphase.
The mitotic Spindle Assembly Checkpoint (SAC; [1]) is a surveillance mechanism that delays the
onset of anaphase until all chromosomes have made their attachments to the mitotic spindle. Even
one misaligned chromosome is sufficient to keep the checkpoint active, yet the mechanism by which
this is achieved is still elusive. It is thought that unattached or misaligned kinetochores catalyze the
formation of a “wait-anaphase” signal. This signal eventually diffuses to counter the activation of
the ubiquitin ligase anaphase promoting complex/cyclosome (APC/C) by its co-activator Cdc20 (Cell
Division Cycle 20 homolog [2]). The activation of APC by Cdc20 triggers chromosome segregation by
ubiquitination of securin and cyclin B [3–6] (for review see [7]). A dysfunction of the SAC may lead to
aneuploidy [8,9] and furthermore its reliable function is important for tumor suppression [10–12].
The core proteins involved in the SAC, conserved in all eukaryotes, are MAD (“Mitotic Arrest
Deficient”; Mad1, Mad2, and Mad3 (in humans BubR1) [13]) and BUB (“Budding Uninhibited by
Benzimidazole”; Bub1, and Bub3 [14]). These proteins work to regulate APC activity and its co-activator
Cdc20. In addition to these two core proteins, the SAC also involves several other components that
participate in essential aspects of this mechanism. Among these components are Aurora-B [15] and
the “Multipolar spindle-1” protein (Mps1) [16]. These two proteins are required for SAC signal
amplification and the formation of the Mitotic Checkpoint Complex (MCC). Moreover, several other
components, involved in carrying out essential aspects of the SAC mechanism, have been identified in
higher eukaryotes. Those are for example the RZZ complex [17,18] which is composed of “Rough Deal”
(Rod) [19,20], Zeste White 10 [20–23] and Zwint-1 [24].
The Cdc20-binding protein Mad2 was suggested as a candidate for the “wait-anaphase” signal, as it
is stabilized in a conformation with increased affinity to Cdc20 specifically at unattached kinetochores.
The resulting Cdc20:C-Mad2 complex is diffusible and can bind to a complex of Bub3 and BubR1 to
form the possibly transient mitotic checkpoint complex (MCC), which is a potent inhibitor of the APC.
Additional, Cdc20:C-Mad2 can bind directly to the APC and form an inactive complex [25].
Several mathematical models have been developed during the last decade to evaluate
possible mechanisms for signal generation and propagation. Doncic et al. [26] as well as Sear and
Howard [27] analyzed simple spatial models of potential checkpoint mechanisms with focus on budding
yeast or metazoan, respectively. They observed theoretically that a diffusible signal can generally
account for checkpoint operation. A more detailed model of the human SAC, including many of
the confirmed interactions, has been proposed by Ibrahim et al. [28–30]. It is based on the “Mad2
template” model by De Antoni et al. [31] and has been supported with in-vitro experiments by
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Simonetta et al. [32]. Lohel et al. [33] achieved an improvement of this model by taking into account
species localization and binding sites at kinetochores.
Here, we discuss a spatial model of the SAC, assuming the rate of Cdc20:C-Mad2 complex formation
as the key regulatory factor for SAC activation and maintenance. Therefore, we develop a 3-dimensional
model of one mitotic cell and its last unattached kinetochore, based on the “Mad2 template”
model [31]. All core proteins and their reactions are enabled with in-vitro measured concentrations and
interaction rates. Thus, our simulations give a reliable insight into the behavior of the real SAC system.
To mimic the majority of experimental findings we mainly focus on human data but also use budding
yeast results for a comparison. Taking into account the fact that animals undergo an “open” mitosis,
where the nuclear envelope breaks down before the chromosomes separate, while Saccharomyces
cerevisiae (yeast) undergoes a “closed” mitosis, where chromosomes divide within an intact cell nucleus.
To overcome the issue of a “closed” mitosis for the budding yeast Saccharomyces cerevisiae model,
we define the nucleus as a compartment model which is exactly the meaning of a “closed” mitosis.
However, from a theoretical point of view if the diffusion is sufficient for the whole cell this implies that
the diffusion must be sufficient for a smaller sub-volume too, like the nucleus.
First, we implemented the full “Mad2 template” model, including amplification, to check whether this
has an effect on the formation of Cdc20:C-Mad2. As the diffusion rate of O-Mad2 is not certainly known
yet, we estimated a suitable value. Therefore, we assumed that a high concentration of Cdc20:C-Mad2
supports the SAC, varied the diffusion of free Mad2 in a range from 0.0–50.0 µm2 s−1 and used the
amount of formed Cdc20:C-Mad2 as score. Furthermore, the idea of an active O-Mad2 transport came
up to support the formation of Cdc20:C-Mad2 at the kinetochore [27]. We show that the effective
Cdc20:C-Mad2 formation rate does not only depend on its chemical kinetics, but in addition requires
a high flux of free Mad2 towards the spindle mid-zone in human cells.
2. The Model
2.1. Mad2 Template Model
DeAntoni et al. suggested a simple SAC model [31], which describes the mechanism of Mad2
recruitment to the kinetochore and the transport of Mad2 to Cdc20. This model got known as the
“Mad2 template” model as Mad1 and Mad2 form a compound in the vicinity of a kinetochore to
activate Cdc20. The dynamic of the six species O-Mad2, Mad1:C-Mad2, Mad1:C-Mad2:O-Mad2*,
Cdc20, Cdc20:C-Mad2, and Cdc20:C-Mad2:Mad2* is described by the reaction Equations (1)–(5). The
Equations (1)–(3) represent the basic “template model”, while the additional Equations (4) and (5) refer
to the effect of amplification (autocatalytic loop).
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The biochemical reactions of SAC activation and maintenance mechanism can be divided into a
kinetochore and a cytosolic part. The former serves to communicate the attachment status of each
kinetochore to the remainder of the cell while the latter one accounts for the actual inhibition of
the APC.
2.1.1. Mad2-Activation and Its Function in Sequestering Cdc20
Mad2-activation at the kinetochore is commonly seen as the central part of the SAC mechanism.
According to the “Mad2 template” model, Mad2 in its open conformation (O-Mad2) is recruited to
unattached kinetochores by Mad1-bound Mad2 in its close conformation (C-Mad2) to form the ternary
complex Mad1:C-Mad2:O-Mad2* (cf. Reaction (2)). In this complex O-Mad2* is the “activated”
Mad2, i.e., it is stabilized in a conformation which can interact with Cdc20 to form Cdc20:C-Mad2
(cf. Reaction (3)). The kinetic rate coefficients for this interactions have been determined in-vitro
by [32] (cf. Table 1). In addition, O-Mad2 can likewise be activated by Cdc20 to increase Cdc20:C-Mad2
autocatalytically [32] (cf. Reaction (1)).
2.1.2. Autocatalytic Amplification of Cdc20:C-Mad2 Formation
The addition of reactions (4) and (5) results in reaction (1). For that reason the amplification is also
known as autocatalytic loop. The contribution of this pathway is minor with the kinetic data given
in [32] (cf. Table 1). The presence of a highly contributing autocatalytic loop would also counteract
the checkpoint deactivation and is therefore not desirable for living cells from a theoretical point of
view [28]. While Mad1:C-Mad2 only exists at the kinetochore, Cdc20:C-Mad2 can be seen as structural
equivalent of it in the cytosol. Thus, Cdc20:C-Mad2 converts more O-Mad2 into Cdc20 bound C-Mad2
(cf. Reaction (4)) and subsequently binds Cdc20 (cf. Reaction (5)). This implies that the amplification
has just a minor contribution to the formation of Cdc20:C-Mad2, as also observed by [28].
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Table 1. Parameters for the mitotic spindle assembly model.
Parameter
Rate constants:

Human

Budding Yeast

Remarks

10−5

[34]/[32]
[35]/[32]
[28]/[32]
[28]
[28]
[28]/[32]
[35]/[32]
[28]/[32]
[28]
[28]

µM−1 s−1

1.00 ×
2.00 × 10−1 µM−1 s−1
1.00 × 102 µM−1 s−1
1.00 × 10−2 µM−1 s−1
1.00 × 102 µM−1 s−1
1.00 × 10−2 s−1
2.00 × 10−1 s−1
0.00 s−1
3.00 × 10−2 s−1
0.00 s−1

4.83 ×
3.00 × 10−1 µM−1 s−1
3.00 × 10−3 µM−1 s−1
NA
NA
−6
4.83 × 10 s−1
4.50 × 10−1 s−1
2.00 × 10−4 µM−1 s−1
NA
NA

Cdc20
O-Mad2
Cdc20:C-Mad2
Mad1:C-Mad2
Mad1:C-Mad2:Mad2*
Cdc20:C-Mad2:Mad2*

0.22 µM
0.15 µM
0 µM
0.05 µM
0 µM
0 µM

0.1 µM
0.2 µM
0 µM
0.00616 µM
0 µM
NA

Cdc20
O-Mad2
Cdc20:C-Mad2
Mad1:C-Mad2
Mad1:C-Mad2:Mad2*
Cdc20:C-Mad2:Mad2*

19.5 µm2 s−1
0.0 − 50.0 µm2 s−1
0.0 − 14.0 µm2 s−1
0
0
2
−1
0.0 − 11.0 µm s

19.5 µm2 s−1
0.0 − 50.0 µm2 s−1
0.0 − 14.0 µm2 s−1
0
0
NA

0.1 µm
10 µm

0.015 µm
2 µm

k1
k2
k3
k4
k5
k−1
k−2
k−3
k−4
k−5

10−3

µM−1 s−1

Initial amount:
[36,37]/[32]
[35]/[32]
[29]/[33]
[31]/[32]
[31]/[32]
[31]

Diffusion constants:
[38]

Environment:
radius of the kinetochore
radius of the cell

[39]/[40,41]
[42]/[43]

2.1.3. APC Inhibition
Although Cdc20:C-Mad2 can bind to and inhibit APC directly, its inhibitory potency increases
greatly in synergy with the Bub3:BubR1 complex [34]. It was shown that Cdc20:C-Mad2 together with
Bub3:BubR1 forms the tetrameric mitotic checkpoint complex MCC which is a powerful inhibitor of
APC [44]. Also the ternary complex Bub3:BubR1:Cdc20 alone is an effective inhibitor of
APC [45]. However, the rate of its uncatalyzed formation in the cytosol is slow [44]. The formation
of Bub3:BubR1:Cdc20 is accelerated in the presence of unattached chromosomes [46] and it might be
that MCC forms as an intermediate complex from which O-Mad2 rapidly dissociates [45–47]. The
demanding mechanisms for binding the inhibitory complexes to the APC are subject to current research.
Despite its possibly transient nature in Bub3:BubR1:Cdc20 formation, MCC has been found stably
bound to APC in mitosis [48]. The MCC might form more stably at unattached kinetochores and
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recruit APC from the cytoplasm. The MCC sub-complexes Bub3:BubR1:Cdc20 and Cdc20:C-Mad2
can bind to the APC independently from unattached kinetochores although their binding might be
facilitated in a kinetochore-dependent manner [45–47]. Also, the MCC might bind to APC in a
kinetochore-independent manner to eventually inhibit APC by releasing O-Mad2, forming the stable
Bub3:BubR1:Cdc20:APC complex. The mitotic checkpoint factor 2 protein (MCF2) is a highly potent
APC:inhibitor, yet the mechanism of binding to the APC and its regulation is still unknown [49,50]. With
the exception of MCF2, all complexes inhibiting APC rely on the presence of Cdc20:C-Mad2, which
requires unattached kinetochores for adequately fast formation. We can categorize the Cdc20:C-Mad2
complex as “interface” which links signaling from unattached kinetochores to APC inhibition. Hence,
in this article we focus our analysis on the dynamics of the Cdc20 and Mad2 concentrations. We did
not consider APC explicitly due to the fact that there are other direct inhibitory pathways for APC, like
the MCC or MCF2 complexes. Including solely an APC reaction to Cdc20 would provide no additional
information from the simulation. Additionally, there is less kinetic data available on such level of detail.
However, we think future work of detailed spatial APC models is required.
2.2. Mathematical Treatment and Simulation
2.2.1. Reaction-Diffusion-Convection System
The models reactions are translated to mathematical language of coupled ordinary differential
equations (ODEs). Adding a second spatial-derivative as diffusion term transforms the system in coupled
partial differential equations (PDEs) known as Reaction-Diffusion system:
∂[Ci ]
= Di ∇2 [Ci ] + Rj ({[Ci ]}, P) .
| {z } |
{z
}
∂t
Diffusion

(6)

Reaction

where [Ci ] refers to the concentration of species i = {1, ..., 6}. The first term on the right hand side
represents the diffusion and the second one represents the biochemical reactions Rj = {R1 , ..., R5 }
where species i is involved. The constant Di denotes its species diffusion. The operator ∇ refers to the
~ = e~x ∂ + e~y ∂ + e~z ∂ ), t adverts to the time and P symbolizes phenomenological
spatial gradient ( ∇
∂x
∂y
∂z
parameters. The full reaction-diffusion system, including six species and five reactions, can be written
with PDEs as following:
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∂[Cdc20]
= D1 ∇2 [Cdc20] − r1 + r−1 − r3 + r−3 − r5 + r−5
(7)
∂t
∂[O-Mad2]
= D2 ∇2 [O-Mad2] − r1 + r−1 − r2 + r−2 − r4 + r−4
(8)
∂t
∂[Cdc20:C-Mad2]
2
= D3 ∇2 [Cdc20:C-Mad2] + r1 − r−1 + r3 − r−3 − r4 + r−4 + r52 − r−5
∂t
(9)
∂[Mad1:C-Mad2]
= D4 ∇2 [Mad1:C-Mad2] − r2 + r−2 + r3 − r−3
∂t
∂[Mad1:C-Mad2:Mad2*]
= D5 ∇2 [Mad1:C-Mad2:Mad2*] + r2 − r−2 − r3 + r−3
∂t
∂[Cdc20:C-Mad2:Mad2*]
= D6 ∇2 [Cdc20:C-Mad2:Mad2*] + r4 − r−4 − r5 + r−5 .
∂t

(10)
(11)
(12)

where by rj denotes the reaction rate of reaction j and r−j the rate of the inverse reaction. By adding a
convectional term, the system can be extended to a Reaction-Diffusion-Convection system.
∂[Ci ]
= Di ∇2 [Ci ] + Qi ∇[Ci ] + Rj ({[Ci ]}, P)
| {z } | {z } |
{z
}
∂t
Diffusion

Convection

(13)

Reaction

The additional symbol Qi denotes the constant convection coefficient of species i. With the definition
of the ∇ operator and its square, the full system looks like the following in Cartesian coordinates:
∂[Ci ]
= Di
∂t



∂ 2 [Ci ] ∂ 2 [Ci ] ∂ 2 [Ci ]
+
+
∂x2
∂y 2
∂z 2




+ Qi

∂[Ci ] ∂[Ci ] ∂[Ci ]
+
+
∂x
∂y
∂z


+ Rj ({[Ci ]}, P) .

(14)

2.2.2. Model Assumptions
The mitotic cell is considered as 3-ball with radius R. The last unattached kinetochore is a 2-sphere
with radius r in the center of the cell (see Table 1 for the species-dependent values of the radius).
We use a lattice based model, which implies that the reaction volume of the mitotic cell is segmented
into equal compartments. The initial concentrations of Cdc20 and O-Mad2 are distributed randomly over
all compartments of the mitotic cell. As Mad1:C-Mad2 and Mad1:C-Mad2:Mad2* are only present at the
kinetochore, their initial amount is located on the surface of the modeled 2-sphere. While reaction (1) can
take place in any compartment, the reactions containing either Mad1:C-Mad2 or Mad1:C-Mad2:Mad2*
(reactions (2) and (3)) only occur at those compartments, attached to the kinetochore. In order to observe
a more accurate spatial behavior of the “Mad2 template” model we do not consider any symmetrical
restrictions. All boundary conditions are reflective in order that the amount of particles is conserved. We
assume mass-action-kinetics for all reactions. As the diffusion constant of O-Mad2 is not known yet,
we used parameter estimation to determine a suitable value (see Section 3). Active transport of O-Mad2
has been suggested to increase the inhibition of Cdc20:C-Mad2. Thus, we applied a convectional force
to the species O-Mad2 which is direct proportional to the distance to the kinetochore with an unknown
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factor. We also used parameter estimation to determine the most realistic value for the convectional
force term (see Section 3). All initial concentrations, reaction rates and environment parameter values
are taken from literature (cf. Table 1). We did not model the Mad1:Mad2 complex formation and
consider it as a preformed species in our model. We should point out here that this complex is a
tetrameric 2:2 Mad1:Mad2 and not a monomer complex. However, considering single species from
mathematical point of view would not make any difference in this case as long as we have one form in our
model. All previous mathematical models have considered the same assumption to the template model
(e.g., [28,32,33]).
2.2.3. Numerical Simulation
We run our simulations using the Virtual Cell software [51]. We create the reaction volume according
to the model geometry (cf. Section 2). Each dimension is divided into 51 parts, which results in
132.651 compartments in total. All parameters are set up consistent with the model assumptions. The
system of PDEs with boundary and initial conditions is solved using the“Fully implicit finite volume
with variable time-ste” method. This method employs Sundials stiff solver CVODE for time stepping
(method of lines) [51].
The derivations, necessary for diffusion and convection, are computed
numerically. We simulate the human system for 300 s which is sufficient to reach steady state (budding
yeast took 5000 seconds), with a maximum time-step of 0.1 s and an absolute and relative tolerance
of 1.0 × 10−7 .
One simulation run takes between 2 and 20 h, dependent on the parameter-set. The time dependent
concentration plots add up the amount of every species over all compartments and are generated with
MatLab [52].
3. Results and Discussion
3.1. Quantitative Analysis of the SAC Model
The spindle checkpoint has to be fully active only abruptly after the cell enters mitosis and its
activity must be maintained even with decreasing numbers of unattached kinetochores. After the last
chromosome has established its connection to the mitotic spindle, the SAC must be rapidly deactivated.
We showed in previous studies [28–30] that for fast checkpoint deactivation the destabilization of
APC:inhibitor complexes might be required. Here, we focus on the formation of the Cdc20:C-Mad2
complex which is most certainly an APC:inhibitor.
Recently, it has been discussed in detail that the checkpoint activation is too slow with the measured
in-vitro rate coefficients for the “Mad2 template” model in budding yeast. In agreement with this,
non-spatial simulations of the model show an insufficient APC inhibition when using the measured
yeast rate coefficients [32]. We could verify this hypothesis in our study. The inhibition of Cdc20 by
O-Mad2 takes about 5000 min (data in supplement) which is way to long for an effect that has to occur
nearly instantaneous. However, with a significant increase of all interaction rates the simulation of the
model reaches steady state considerably faster. This supports that fast Cdc20:C-Mad2 formation indeed
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requires faster rates than the measured ones in budding yeast. With this result we will focus on the
human model and use the budding yeast data only for comparison.
To establish checkpoint signaling within few minutes after entry into mitosis, the combined action
of all kinetochores is required. However, when reducing the number of contributing kinetochores to
one, i.e., the situation right before the last attachment, checkpoint maintenance is no longer possible
for the human and the yeast model (formation of Cdc20:C-Mad2 takes too long). When we looked
closely to the species amounts at individual unattached kinetochores in-silico, we found the amount of
O-Mad2 and activated O-Mad2* molecules is very close to zero. When removing reaction (3) from the
model (O-Mad2 binding to Mad1:C-Mad2), the formed amount of Cdc20:C-Mad2 was nearly zero. This
indicates that the catalytic rate of Cdc20:C-Mad2 formation (reaction (1)) is not limiting. The majority of
Cdc20:C-Mad2 is formed in vicinity of the kinetochore which is done by the catalyzing reaction (3). This
implies that diffusive O-Mad2 alone cannot compensate the consumption of O-Mad2 at the kinetochores.
Recent work [53] showed that the human protein Tpr binds Mad2 in the region of the mitotic spindle
even in the absence of microtubules. Mad2-localization to the spindle region was formerly attributed
only to dynein binding. Hence, we speculate that O-Mad2 might also be actively transported towards the
spindle mid-zone to increase restoration of O-Mad2 at unattached kinetochores.
Note that the combined contribution of all kinetochores may be sufficient to activate the checkpoint
even without such a mechanism, especially in combination with other mechanisms like Cdc20
sequestration by Emi1 (only meiotic, we do not need it here) [54,55] or preformed MCC [34].
Taken together, with our current given knowledge, SAC control alone is insufficient to guard
chromosome attachment.
3.2. Reaction-Diffusion System of the “Mad2 Template” Model
Ibrahim et al. [28] found that in the “Mad2 template” model the amplification by the autocatalytic
loop (reactions (4) and (5)) is vanishing if the reaction rate constants are low. To make sure that
these results are still valid with our spatial reaction-diffusion system, we execute a simulation by
integrating the autocatalytic amplification of Mad2. As the diffusion rate of Mad2 is unknown, we
vary it between 0–50 µm2 s−1 . However, the changes when including the reactions of the autocatalytic
loop are not perceptible when compared to the basic “template model” (cf. Figure 1A,B). This is because
direct binding (reaction (1)) dominates Cdc20 sequestering [33], while kinetochore dependent catalysis
(reactions (2) and (3)) becomes increasingly important during the inhibition mechanism. Thus, we
remove the reactions (4) and (5) from the network (cf. Figure 2 black graph) as they have no effect
on the outcome of the simulation in steady-state.
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Figure 1. Dynamical behavior of the spatial human SAC model. The figures show the
total concentrations over time for every species with different parameter sets. (A) Outcome
of the simulated “Mad2 template” model (experimental interactions, diffusion rates and no
convection, cf. Table 1). It takes about 5 min to reach steady state. O-Mad2 and Cdc20
are reduced to 70% and 80% of their initial amount, respectively. Cdc20:C-Mad2 has a
concentration of 4.3 × 10−2 µM (20% of Cdc20) in the steady state. According to literature,
this amount is not enough and its formation too slow to dissipate the “wait anaphase” signal.
Mad1:C-Mad2 and Mad1:C-Mad2:Mad2* do not change their concentration over time and
thus do not contribute to the formation of Cdc20:C-Mad2 significantly; (B) The results of the
reduced “template model” (slow diffusion constant and deleted reactions (4) and (5)) do not
deviate significantly from the full model, cf. panel A. Neither the amount of Cdc20:C-Mad2
is increased nor the time it takes to reach steady state decreased. Thus, the autocatalytic
loop, especially the formation of the Cdc20:C-Mad2:Mad2* complex, has no influence on
the model and can be omitted; (C) The simulation of the model with a 4-fold higher diffusion
constant of O-Mad2 (Di = 20µm2 s−1 ). The species’ dynamical behavior is qualitative the
same as in the standard simulation (panel B). However, with a higher diffusion constant
the final amount of Cdc20:C-Mad2 increased to 6.3 × 10−2 µM (29% of Cdc20), whereby
O-Mad2 and Cdc20 are decreased to 57% and 71% of their initial concentration, respectively;
(D) The simulation of the model with an active transport of O-Mad2 (cf. Equation (13)). It
takes 1−2 min to reach steady state. The active transport of O-Mad2 towards the kinetochore
promotes the rates of reactions (2) and (3). Thus, the inhibition level of Cdc20 raises to 60%
of its total amount. Mad1:C-Mad2 and Mad1:C-Mad2:Mad2* catalyze the formation of
Cdc20:C-Mad2 and reduce free Mad2 to 11% of its initial concentration.
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Figure 2. Schematic diagram of the “Mad2 template” model. Depicted is a projection
of our mitotic cell. The gray disk corresponds to the cell while the green disk presents
the last unattached kinetochore. Inscribed is the reaction network of the “Mad2 template”
model with species localization. The core model consists of five species (yellow boxes) and
their three reactions (black boxes R1, R2 and R3). The full model furthermore contains
the amplification pathway, which is symbolized by the blue boxes (Cdc20:C-Mad2:Mad2*,
R4 and R5). The arrows’ directions indicate whether a species is a reactant or a product.
Mad1:C-Mad2 and Mad1:C-Mad2:Mad2* are localized predominantly in the vicinity of the
kinetochore and the later catalyzes reactions R2 and R3. The autocatalytic amplification
reactions of Cdc20:C-Mad2 occur in the cytosol (see Section 2 for details).

Using only the reduced SAC model we figure out the most suitable value for the diffusion constant
of free Mad2. Therefore, we vary the unknown diffusion constant of O-Mad2 for wide range between
0–50 µm2 s−1 . The amount of formed Cdc20:C-Mad2 and time until the simulation reaches steady state
are our measurements for the quality of the SAC model. We found no major effects if the diffusion
exceeds 20 µm2 s−1 (see Figure 3A). Since the highest diffusion rate in the model is 19.5 µm2 s−1
(from Cdc20), we mainly focus our comparison on high diffusion rate of Mad2 (20 µm2 s−1 ) versus
slow diffusion rate (5 µm2 s−1 ). The result of this comparison shows only minor effects for the formation
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of the Cdc20:Mad2 complex (see Figure 1B,C). This outcome is consistent for both human and budding
yeast models (yeast data in supplement, due to its effect is even less).
Figure 3. Diffusion and convection parameter estimation of the species O-Mad2. (A)
Depicted is the time dependent concentration of Cdc20:C-Mad2 with different diffusion
constants of O-Mad2. The variation of this rate is shown next to the plot with the color
gradient. The black curve denotes a slow diffusion (0 µm2 s−1 ) while red curves present
fast diffusion values (up to 50 µm2 s−1 ). At the end of the simulations it is a maximum of
0.07µM of the Cdc20:C-Mad2 complex formed. If the diffusion constant Di is greater than
20 µm2 s−1 no significant alteration can be observed in terms of produced Cdc20:C-Mad2.
Thus, we used this value for all other simulations (dashed line); (B) presented is again
the time dependent concentration of Cdc20:C-Mad2. This time the convection rate of
O-Mad2 is varied according to the color gradient. The blue curve has no convection and
consequently is the same like the dashed plot in panel A. Red curves have a convection up
to 10 µms−1 . Exceeds the convection 4 µm2 s−1 , no alteration of the formed Cdc20:C-Mad2
can be observed in steady state. As a result we used this value for the force, transporting
O-Mad2 towards the spindle mid-zone.
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3.3. Mad2 Active Transport towards Spindle Mid-Zone
We propose an active transport of O-Mad2 towards the spindle mid-zone using convection
(see Section 2). This results in a so called reaction-diffusion-convection system. As the magnitude
of the convection is completely unknown (symbol Qi in Formula (13)), we estimate the best value
regarding the amount of formed Cdc20:C-Mad2. We run simulations with a convection rate constant
between 0–10 µms−1 . Our results show that any convection constant larger than 4 µms−1 has no
significant influence to the formation of the Mad2:Cdc20 complex (cf. Figure 3B). Thus, we use a
~ i = −4.0 × e~i µMs−1 ) for O-Mad2 to achieve an active transport towards the
convection rate of (Q
midpoint of the cell.
With the human model settings (cf. Table 1), this transport of O-Mad2 towards the spindle mid-zone
greatly enhances the formation of Cdc20:C-Mad2 (see Figure 1D). Interestingly, the level of Cdc20
inhibition is even higher with the active transport model (about three times the amount of the standard
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model). Moreover, the time required to reach steady state in the active transport model was very fast
and near to reality (about 1–2 min, cf. Figure 1D). In comparison it takes more than twice as long in
the model without an active transport (about 5 min, cf. Figure 1A). As expected, with the budding yeast
model settings (see Table 1) no significant improvements are recorded (data shown in supplement). This
is due to the fact that budding yeast cells are relatively small in size and diffusion alone can provide
enough O-Mad2 at the kinetochore.
Taking together, our in-silico data suggest that an active transport of O-Mad2 towards the spindle
mid-zone may increase the efficiency of the “Mad2 template” model in human cells. Activated Mad2
inhibits significantly more Cdc20 via the Cdc20:C-Mad2 complex then in other models, without any
convectional forces.
4. Conclusions
In eukaryotic cells, the mitotic spindle assembly checkpoint is an important regulatory mechanism
for accurate chromosome segregation. The checkpoint guarantees that each chromosome has established
its attachment to the spindle apparatus before sister-chromatid separation is initiated in anaphase.
Consequently, its failure has been implicated in tumorigenesis [10,56]. Quantitative analysis and
computational modeling are very important tools to elucidate how such elaborate systems work. So
far, mathematical models have helped to enlighten kinetochores structure and with that the mitotic
checkpoint mechanism [26–30,32,33,57–62]. These models helped to pinpoint advantages and problems
of putative regulatory mechanisms. However, the conclusion of these models is that SAC mechanism
alone is insufficient to guard chromosome attachment.
In this paper, we have analyzed a spatial SAC model from two different organisms, human and
budding yeast Saccharomyces cerevisiae, with different parameter sets. We first verified the hypothesis
that the autocatalytic loop is not contributing to the formation of Cdc20:C-Mad2. Based on this result, we
reduce the model and determine the diffusion constant of free Mad2 as 20 µm2 s−1 . Even with a higher
diffusion the required Mad2 at the kinetochore could not be covered. Therefore, we propose an additional
mechanism for SAC functioning which is an active transport of O-Mad2 towards the spindle mid-zone in
human cells. The simulation of our model indicates that this mechanism greatly enhances Cdc20:Mad2
formation. The experimental validity of this prediction is pending and needs to be investigated in the
future. The outcome of the yeast simulations are consistent with the in-vitro experiments, if we assume
100-fold higher interaction rates.
This reveals that the model for the budding yeast is incomplete or in a lack of experimental findings.
In contrast to the human setup, the needed Mad2 at the kinetochore is covered alone by diffusion, as
budding yeast cells are way smaller than human cells. Future model validation in an integrative approach,
theoretical and experimental, will help to reveal the SAC mechanism on the molecular level. An example
for an analogous mechanism is the spindle position checkpoint [63,64]. We anticipate that a systems
biological approach of the SAC mechanism will serve as a basis to integrate future findings and evaluate
novel hypothesis related to checkpoint architectures and regulation.

Int. J. Mol. Sci. 2014, 15

19087

Supplementary Materials
Supplemenatry figure can be found at http://www.mdpi.com/1422-0067/15/10/19074/s1.
Acknowledgments
We thank Jakob Fischer for critical reading the manuscript. This work was supported by the European
Commissions HIERATIC Grant 062098/14.
Author Contributions
Bashar Ibrahim conceived and designed the model. Richard Henze performed the simulations.
Bashar Ibrahim and Richard Henze analyzed the data. Bashar Ibrahim wrote the manuscript with help
of Richard Henze.
Conflicts of Interest
The authors declare no conflict of interest.
References
1. Minshull, J.; Sun, H.; Tonks, N.K.; Murray, A.W. A MAP kinase-dependent spindle assembly
checkpoint in Xenopus egg extracts. Cell 1994, 79, 475–486.
2. Hartwell, L.H.; Culotti, J.; Reid, B. Genetic control of the cell-division cycle in yeast. I. Detection
of mutants. Proc. Natl. Acad. Sci. USA 1970, 66, 352–359.
3. King, R.W.; Peters, J.M.; Tugendreich, S.; Rolfe, M.; Hieter, P.; Kirschner, M.W. A 20S complex
containing CDC27 and CDC16 catalyzes the mitosis-specific conjugation of ubiquitin to cyclin B.
Cell 1995, 81, 279–288.
4. Sethi, N.; Monteagudo, M.C.; Koshland, D.; Hogan, E.; Burke, D.J. The CDC20 gene
product of Saccharomyces cerevisiae, a beta-transducin homolog, is required for a subset of
microtubule-dependent cellular processes. Mol. Cell. Biol. 1991, 11, 5592–5602.
5. Shirayama, M.; Zachariae, W.; Ciosk, R.; Nasmyth, K. The Polo-like kinase Cdc5p and the
WD-repeat protein Cdc20p/fizzy are regulators and substrates of the anaphase promoting complex
in Saccharomyces cerevisiae. EMBO J. 1998, 17, 1336–1349.
6. 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.
7. Robbins, J.A.; Cross, F.R. Regulated degradation of the APC coactivator Cdc20. Cell Div. 2010,
5, 23.
8. Cimini, D.; Degrassi, F. Aneuploidy: A matter of bad connections. Trends Cell Biol. 2005, 15,
442–451.
9. Suijkerbuijk, S.J.; Kops, G.J. Preventing aneuploidy: The contribution of mitotic checkpoint
proteins. Biochim. Biophys. Acta 2008, 1786, 24–31.

Int. J. Mol. Sci. 2014, 15

19088

10. Morais da Silva, S.; Moutinho-Santos, T.; Sunkel, C.E. A tumor suppressor role of the Bub3 spindle
checkpoint protein after apoptosis inhibition. J. Cell Biol. 2013, 201, 385–393.
11. Holland, A.J.; Cleveland, D.W. Boveri revisited: Chromosomal instability, aneuploidy and
tumorigenesis. Nat. Rev. Mol. Cell Biol. 2009, 10, 478–487.
12. Li, M.; Fang, X.; Wei, Z.; York, J.P.; Zhang, P. Loss of spindle assembly checkpoint-mediated
inhibition of CDC20 promotes tumorigenesis in mice. J. Cell Biol. 2009, 185, 983–994.
13. Li, R.; Murray, A.W. Feedback control of mitosis in budding yeast. Cell 1991, 66, 519–531.
14. 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.
15. Vagnarelli, P.; Earnshaw, W.C. Chromosomal passengers: The four-dimensional regulation of
mitotic events. Chromosoma 2004, 113, 211–222.
16. Fisk, H.A.; Mattison, C.P.; Winey, M. A field guide to the Mps1 family of protein kinases.
Cell Cycle 2004, 3, 439–442.
17. Karess, R. Rod-Zw10-Zwilch: A key player in the spindle checkpoint. Trends Cell Biol. 2005,
15, 386–392.
18. Lu, Y.; Wang, Z.; Ge, L.; Chen, N.; Liu, H. The RZZ complex and the spindle assembly checkpoint.
Cell Struct. Funct. 2009, 34, 31–45.
19. Buffin, E.; Emre, D.; Karess, R.E. Flies without a spindle checkpoint. Nat. Cell Biol. 2007,
9, 565–572.
20. Raff, J.W.; Jeffers, K.; Huang, J.Y. The roles of Fzy/Cdc20 and Fzr/Cdh1 in regulating the
destruction of cyclin B in space and time. J. Cell Biol. 2002, 157, 1139–1149.
21. Saffery, R.; Irvine, D.V.; Griffiths, B.; Kalitsis, P.; Choo, K.H. Components of the human
spindle checkpoint control mechanism localize specifically to the active centromere on dicentric
chromosomes. Hum. Genet. 2000, 107, 376–384.
22. Saffery, R.; Irvine, D.V.; Griffiths, B.; Kalitsis, P.; Wordeman, L.; Choo, K.H. Human
centromeres and neocentromeres show identical distribution patterns of >20 functionally important
kinetochore-associated proteins. Hum. Mol. Genet. 2000, 9, 175–185.
23. Williams, B.C.; Li, Z.; Liu, S.; Williams, E.V.; Leung, G.; Yen, T.J.; Goldberg, M.L. Zwilch, a new
component of the ZW10/ROD complex required for kinetochore functions. Mol. Biol. Cell 2003,
14, 1379–1391.
24. Kops, G.J.P.L.; Weaver, B.A.A.; Cleveland, D.W. On the road to cancer: Aneuploidy and the
mitotic checkpoint. Nat. Rev. Cancer 2005, 5, 773–785.
25. Fang, G.; Yu, H.; Kirschner, M.W. The checkpoint protein MAD2 and the mitotic regulator CDC20
form a ternary complex with the anaphase-promoting complex to control anaphase initiation.
Genes Dev. 1998, 12, 1871–1883.
26. Doncic, A.; Ben-Jacob, E.; Barkai, N. Evaluating putative mechanisms of the mitotic spindle
checkpoint. Proc. Natl. Acad. Sci. USA 2005, 102, 6332–6337.
27. Sear, R.P.; Howard, M. Modeling dual pathways for the metazoan spindle assembly checkpoint.
Proc. Natl. Acad. Sci. USA 2006, 103, 16758–16763.

Int. J. Mol. Sci. 2014, 15

19089

28. Ibrahim, B.; Dittrich, P.; Diekmann, S.; Schmitt, E. Mad2 binding is not sufficient for complete
Cdc20 sequestering in mitotic transition control (an in silico study). Biophys. Chem. 2008,
134, 93–100.
29. Ibrahim, B.; Diekmann, S.; Schmitt, E.; Dittrich, P. In-silico modeling of the mitotic spindle
assembly checkpoint. PLoS One 2008, 3, e1555.
30. Ibrahim, B.; Schmitt, E.; Dittrich, P.; Diekmann, S. In silico study of kinetochore control,
amplification, and inhibition effects in MCC assembly. BioSystems 2009, 95, 35–50.
31. 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.
32. Simonetta, M.; Manzoni, R.; Mosca, R.; Mapelli, M.; Massimiliano, L.; Vink, M.; Novak, B.;
Musacchio, A.; Ciliberto, A. The influence of catalysis on mad2 activation dynamics. PLoS Biol.
2009, 7, e10.
33. Lohel, M.; Ibrahim, B.; Diekmann, S.; Dittrich, P. The role of localization in the operation of the
mitotic spindle assembly checkpoint. Cell Cycle 2009, 8, 2650–2660.
34. Musacchio, A.; Salmon, E.D. The spindle-assembly checkpoint in space and time. Nat. Rev. Mol.
Cell Biol. 2007, 8, 379–393.
35. 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.
36. Fang, G. Checkpoint protein BubR1 acts synergistically with Mad2 to inhibit anaphase-promoting
complex. Mol. Biol. Cell 2002, 13, 755–766.
37. Stegmeier, F.; Rape, M.; Draviam, V.M.; Nalepa, G.; Sowa, M.E.; Ang, X.L.; McDonald, E.R.;
Li, M.Z.; Hannon, G.J.; Sorger, P.K.; et al. Anaphase initiation is regulated by antagonistic
ubiquitination and deubiquitination activities. Nature 2007, 446, 876–881.
38. Wang, Z.; Shah, J.V.; Berns, M.W.; Cleveland, D.W. In vivo quantitative studies of dynamic
intracellular processes using fluorescence correlation spectroscopy. Biophys. J. 2006, 91, 343–351.
39. Cherry, L.M.; Faulkner, A.J.; Grossberg, L.A.; Balczon, R. Kinetochore size variation in
mammalian chromosomes: An image analysis study with evolutionary implications. J. Cell Sci.
1989, 92, 281–289.
40. 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.
41. Haase, J.; Mishra, P.K.; Stephens, A.; Haggerty, R.; Quammen, C.; Taylor, R.M.;
Yeh, E.; Basrai, M.A.; Bloom, K. A 3D map of the yeast kinetochore reveals the presence of
core and accessory centromere-specific histone. Curr. Biol. 2013, 23, 1939–1944.
42. Morgan, D. The Cell Cycle: Principles of Control; Sinauer Associates, Inc.: Sunderland, MA,
USA, 2007.
43. Yamaguchi, M.; Namiki, Y.; Okada, H.; Mori, Y.; Furukawa, H.; Wang, J.; Ohkusu, M.;
Kawamoto, S. Structome of Saccharomyces cerevisiae determined by freeze-substitution and serial
ultrathin-sectioning electron microscopy. J. Electron. Microsc. 2011, 60, 321–335.

Int. J. Mol. Sci. 2014, 15

19090

44. 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.
45. Malureanu, L.A.; Jeganathan, K.B.; Hamada, M.; Wasilewski, L.; Davenport, J.;
van Deursen, J.M. BubR1 N terminus acts as a soluble inhibitor of cyclin B degradation by
APC/C(Cdc20) in interphase. Dev. Cell 2009, 16, 118–131.
46. Kulukian, A.; Han, J.S.; Cleveland, D.W. Unattached kinetochores catalyze production of an
anaphase inhibitor that requires a Mad2 template to prime Cdc20 for BubR1 binding. Dev. Cell
2009, 16, 105–117.
47. Medema, R.H. Relaying the checkpoint signal from kinetochore to APC/C. Dev. Cell 2009,
16, 6–8.
48. Herzog, F.; Primorac, I.; Dube, P.; Lenart, P.; Sander, B.; Mechtler, K.; Stark, H.; Peters, J.M.
Structure of the anaphase-promoting complex/cyclosome interacting with a mitotic checkpoint
complex. Science 2009, 323, 1477–1481.
49. Braunstein, I.; Miniowitz, S.; Moshe, Y.; Hershko, A. Inhibitory factors associated with
anaphase-promoting complex/cylosome in mitotic checkpoint. Proc. Natl. Acad. Sci. USA
2007, 104, 4870–4875.
50. Eytan, E.; Braunstein, I.; Ganoth, D.; Teichner, A.; Hittle, J.C.; Yen, T.J.; Hershko, A. Two
different mitotic checkpoint inhibitors of the anaphase-promoting complex/cyclosome antagonize
the action of the activator Cdc20. Proc. Natl. Acad. Sci. USA 2008, 105, 9181–9185.
51. Loew, L.M.; Schaff, J.C. The virtual cell: A software environment for computational cell biology.
Trends Biotechnol. 2001, 19, 401–406.
52. MATLAB. version 8.3.0.532 (R2014a); The MathWorks Inc.: Natick, MA, USA, 2014.
53. Lince-Faria, M.; Maffini, S.; Orr, B.; Ding, Y.; Florindo, C.; Sunkel, C.; Tavares, A.;
Johansen, J.; Johansen, K.; Maiato, H. Spatiotemporal control of mitosis by the conserved spindle
matrix protein megator. J. Cell Biol. 2009, 184, 647 – 657.
54. Reimann, J.D.; Freed, E.; Hsu, J.Y.; Kramer, E.R.; Peters, J.M.; Jackson, P.K. Emi1 is a mitotic
regulator that interacts with Cdc20 and inhibits the anaphase promoting complex. Cell 2001,
105, 645–655.
55. Wang, W.; Kirschner, M.W. Emi1 preferentially inhibits ubiquitin chain elongation by the
anaphase-promoting complex. Nat. Cell Biol. 2013, 15, 797–806.
56. Marzo, I.; Naval, J. Antimitotic drugs in cancer chemotherapy: Promises and pitfalls.
Biochem. Pharmacol. 2013, 86, 703–710.
57. Ibrahim, B.; Dittrich, P.; Diekmann, S.; Schmitt, E. Stochastic effects in a compartmental model
for mitotic checkpoint regulation. J. Integr. Bioinform. 2007, 4, 66.
58. Mistry, H.B.; MacCallum, D.E.; Jackson, R.C.; Chaplain, M.A.; Davidson, F.A. Modeling the
temporal evolution of the spindle assembly checkpoint and role of Aurora B kinase. Proc. Natl.
Acad. Sci. USA 2008, 105, 20215–20220.
59. Kreyssig, P.; Escuela, G.; Reynaert, B.; Veloz, T.; Ibrahim, B.; Dittrich, P. Cycles and the
Qualitative Evolution of Chemical Systems. PLoS One 2012, 7, e45772.

Int. J. Mol. Sci. 2014, 15

19091

60. Ibrahim, B.; Henze, R.; Gruenert, G.; Egbert, M.M.; Huwald, J.; Dittrich, P. Rule-based modeling
in space for linking heterogeneous interaction data to large-scale dynamical molecular complexes.
Cells 2013, 2, 506–544.
61. Tschernyschkow, S.;
Herda, S.;
Gruenert, G.;
Doring, V.;
Gorlich, D.;
Hofmeister, A.; Hoischen, C.; Dittrich, P.; Diekmann, S.; Ibrahim, B. Rule-based modeling
and simulations of the inner kinetochore structure. Prog. Biophys. Mol. Biol. 2013, 113, 33–45.
62. Kreyssig, P.; Wozar, C.; Peter, S.; Veloz, T.; Ibrahim, B.; Dittrich, P. Effects of small
particle numbers on long-term behaviour in discrete biochemical systems. Bioinformatics 2014,
30, i475–i481.
63. Caydasi, A.K.; Lohel, M.; Grunert, G.; Dittrich, P.; Pereira, G.; Ibrahim, B. A dynamical model of
the spindle position checkpoint. Mol. Syst. Biol. 2012, 8, 582.
64. Caydasi, A.; Ibrahim, B.; Pereira, G. Monitoring spindle orientation: Spindle position checkpoint
in charge. Cell Div. 2010, 5, 28.
c 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/4.0/).

