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Abstract

ABSTRACT
Cell division (mitosis) is a fundamental process in the life cycle of a cell. Equal
distribution of chromosomes between the daughter cells is essential for the viability
and well-being of an organism: loss of fidelity of cell division is a contributing factor
in human cancer and also gives rise to miscarriages and genetic birth defects. For
maintaining the proper chromosome number, a cell must carefully monitor cell division
in order to detect and correct mistakes before they are translated into chromosomal
imbalance. For this purpose an evolutionarily conserved mechanism termed the spindle
assembly checkpoint (SAC) has evolved. The SAC comprises a complex network of
proteins that relay and amplify mitosis-regulating signals created by assemblages called
kinetochores (KTs). Importantly, minor defects in SAC signaling can cause loss or gain
of individual chromosomes (aneuploidy) which promotes tumorigenesis while complete
failure of SAC results in cell death. The latter event has raised interest in discovery of
low molecular weight (LMW) compounds targeting the SAC that could be developed
into new anti-cancer therapeutics.
In this study, we performed a cell-based, phenotypic high-throughput screen (HTS) to
identify novel LMW compounds that inhibit SAC function and result in loss of cancer
cell viability. Altogether, we screened 65 000 compounds and identified eight that forced
the cells prematurely out of mitosis. The flavonoids fisetin and eupatorin, as well as
the synthetic compounds termed SACi2 and SACi4, were characterized in more detail
utilizing versatile cell-based and biochemical assays. To identify the molecular targets of
these SAC-suppressing compounds, we investigated the conditions in which SAC activity
became abrogated. Eupatorin, SACi2 and SACi4 preferentially abolished the tensionsensitive arm of the SAC, whereas fisetin lowered also the SAC activity evoked by lack
of attachments between microtubules (MTs) and KTs. Consistent with the abrogation
of SAC in response to low tension, our data indicate that all four compounds inhibited
the activity of Aurora B kinase. This essential mitotic protein is required for correction
of erratic MT-KT attachments, normal SAC signaling and execution of cytokinesis.
Furthermore, eupatorin, SACi2 and SACi4 also inhibited Aurora A kinase that controls the
centrosome maturation and separation and formation of the mitotic spindle apparatus. In
line with the established profound mitotic roles of Aurora kinases, these small compounds
perturbed SAC function, caused spindle abnormalities, such as multi- and monopolarity
and fragmentation of centrosomes, and resulted in polyploidy due to defects in cytokinesis.
Moreover, the compounds dramatically reduced viability of cancer cells.
Taken together, using a cell-based HTS we were able to identify new LMW compounds
targeting the SAC. We demonstrated for the first time a novel function for flavonoids
as cellular inhibitors of Aurora kinases. Collectively, our data support the concept that
loss of mitotic fidelity due to a non-functional SAC can reduce the viability of cancer
cells, a phenomenon that may possess therapeutic value and fuel development of new
anti-cancer drugs.

Tiivistelmä
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TIIVISTELMÄ
Solujakautuminen (mitoosi) on eliön kasvun ja kehityksen perusta. Eliön elinkyvyn kannalta on oleellista, että mitoosissa kromosomit jakautuvat tasan muodostuviin tytärsoluihin. Sukusoluissa tapahtuvat solujaon virheet aiheuttavat keskenmenoja ja synnynnäisiä
kehityshäiriöitä kun taas somaattisten solujen jakovirheet edesauttavat syövän syntymistä. Solujakoa säätelee mitoottinen tarkastuspiste (engl. the spindle assembly checkpoint), joka pyrkii tunnistamaan ja korjaamaan mahdollisesti tapahtuneet virheet ennen
kuin genomin tasapaino häiriintyy. Tarkastuspiste koostuu monimutkaisesta, proteiinien
muodostamasta signaaliverkostosta, jossa kromosomien kinetokoreista lähteviä viestejä
välitetään ja monistetaan oikeaoppisen mitoosin varmistamiseksi. Tarkastuspisteen pienet häiriöt voivat johtaa yksittäisten kromosomien lukumäärämuutoksiin tytärsoluissa
(aneuploidia), jonka tiedetään edistävän syövän muodostumista. Säätelyn täydellinen
pettäminen sen sijaan johtaa solukuolemaan, mikä on herättänyt kiinnostusta tunnistaa
säätelyjärjestelmää salpaavia pienmolekyylejä lääkekehityksen tarpeisiin.
Tässä väitöskirjatyössä hyödynsimme solupohjaista tehoseulontaa tunnistaaksemme
uusia tarkastuspistettä salpaavia ja syöpäsolujen kuolemaa edistäviä pienmolekyylejä.
65000 seulotusta yhdisteestä tunnistimme kahdeksan pienmolekyyliä, jotka estivät tarkastuspisteen normaalin toiminnan ja pakottivat solut ennenaikaisesti pois mitoosista.
Flavonoideihin kuuluvien fisetiinin ja eupatoriinin sekä synteettisten yhdisteiden SACi2
ja SACi4 ominaisuuksia tarkasteltiin monipuolisilla solupohjaisilla ja biokemiallisilla
tutkimusmenetelmillä. Molekyylitason vaikutuskohteiden tunnistamiseksi selvitimme
olosuhteet, joissa tarkastuspiste heikentyi pienmolekyylien läsnä ollessa. Eupatoriini,
SACi2 ja SACi4 estivät ensisijaisesti kinetokorin fyysisen jännitteen muutoksille herkän
tarkastuspisteen osan toiminnan. Fisetiini esti myös osaa, joka aktivoituu mikrotubulusten ja kinetokorien välisten kytkentöjen puuttuessa. Tulostemme mukaan kaikki neljä
pienmolekyyliä estivät Aurora-B-kinaasin toimintaa. Aurora-B on solujaossa avainasemassa oleva proteiini, jota tarvitaan virheellisten mikrotubulus-kinetokori-kytkentöjen
korjaamisessa, mitoottisen tarkastuspisteen toiminnassa kinetokorin jännitteen puuttuessa sekä tytärsolujen erilleen kuroutumisessa. Eupatoriini, SACi2 ja SACi4 estivät
myös Aurora-A-kinaasin aktiivisuutta, jota tarvitaan sentrosomien kypsymisessä ja erkaantumisessa sekä tumasukkulan muodostumisessa. Tunnistetut pienmolekyylit estivät
Aurora-kinaasien mitoottisia tehtäviä aiheuttaen tumasukkulavaurioita ja sentrosomien
pirstoutumista sekä polyploidisten solujen muodostumista kuroutumisvaiheen virheiden
seurauksena. Lisäksi pienmolekyylit alensivat syöpäsolujen elinkykyä.
Tässä väitöskirjatyössä onnistuimme tunnistamaan uusia solujaon säätelyjärjestelmää
salpaavia pienmolekyylejä. Lisäksi osoitimme ensimmäistä kertaa, että flavonoidit voivat estää Aurora-kinaasien toimintaa ja aiheuttaa solujakovirheitä. Tuloksemme tukevat nykykäsitystä, jonka mukaan mitoosin säätelyjärjestelmän pettäminen voi vähentää
syöpäsolujen elinkykyä, havainto joka voi toimia uusien syöpälääkkeiden kehitystyön
pohjana.
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INTRODUCTION

Cancer is a term to describe a group of diseases which are characterized by unrestrained
proliferation of abnormal cells which can often leave the place of origin to invade and
grow in different tissues in the body. Globally, cancer is the most prevalent cause of
mortality with 7.6 million deaths in 2008. In Finland, cancer is the second most common
cause of mortality and caused nearly 11 000 deaths in 2009. Currently used cancer
therapies rely on surgery, radiation therapy and chemotherapy by drugs that target for
example MT function. Although effective, the treatments are often accompanied with
severe side-effects and development of resistance and therefore, novel drugs with better
cancer cell selectivity are needed. One intriguing therapeutic opportunity is based
on the existence of multiple checkpoints that cells have evolved to ensure controlled
progression through the cell cycle. A hallmark of cancer is uncontrolled growth of a cell
population, which results from unrestrained proliferation and decreased cell death via
apoptosis. Malfunction of the mitosis controlling checkpoint termed the SAC causes
chromosome missegregation and leads to loss or gain of chromosomes (aneuploidy), a
known contributing factor in tumorigenesis. On the other hand, complete inhibition of
the SAC impedes the viability of even aggressive cancer cells. Therefore, SAC inhibitors
are likely to have therapeutic value, a notion which has encouraged HT drug discovery
for novel small compounds targeting essential proteins involved in SAC signaling.
First inhibitors of mitotic progression targeted the MTs. This family of therapeutics
has been for a long time the only mitosis-targeting group of drugs used in clinics and
their history as cancer drugs stems back to 1960s. In recent years, a plethora of LMW
inhibitors of other mitotic proteins including but not limited to kinases and kinesins have
been identified. These inhibitors perturb normal mitotic progression either by causing an
M phase arrest or premature forced exit from mitosis depending on the cellular functions
of their target proteins. Currently, the most advanced inhibitors have proceeded into
late clinical phases. These experimental compounds include inhibitors of Aurora kinases
which target the essential functions of these proteins in various mitotic processes causing
mitotic defects and cell death. According to current view, these experimental Aurora
kinase inhibitors are one potential source for next-generation anti-cancer drugs.
In this study, a HTS was performed in order to find novel LMW compounds that inhibit
SAC function and lead to loss of cancer cell viability. The data describes the cellular
phenotypes caused by the four most potent small compounds we identified and provide
evidence for their molecular targets and mechanisms of action in cells.

Review of the Literature

12

2.

REVIEW OF THE LITERATURE

2.1

Cell cycle

The cell is the basic building block of all organisms. Cells constantly die and new cells
are rapidly formed in a body to ensure growth during development of an organism. In
adult organism, the homeostasis is maintained and only cells in tissues undergoing rapid
renewal continue dividing constantly. New cells originate from existing cells which have
duplicated their contents and split into two daughter cells. All these co-ordinated events
of growth and division form a cell cycle that in eukaryotes consists of four phases: G1,
S, G2 and M phase (mitosis). A typical fast-dividing mammalian cell passes through the
cell cycle in approximately 24 h, mitosis being the shortest phase. S phase is the time for
DNA synthesis. In mitosis, the chromosomes and cytoplasmic components are divided
equally between the two forming daughter cells. At G1 and G2 (gap 1 and 2), the cell
prepares for DNA synthesis and cell division, respectively. Cell cycle phases involve
active gene transcription and protein translation except in mitosis when the protein
synthesis is minimised. The cell cycle is driven by different cyclin-dependent kinases
(CDKs) and their activators termed cyclins, each CDK-cyclin complex functioning at
certain phase of the cell cycle. Cell cycle progression has to be tightly regulated so that
the next phase is initiated only after successful completion of the previous phase. This is
accomplished by regulation of the cyclin levels and Cdk activities. In addition, various
cell cycle checkpoints exist to control transitions from one cell cycle phase to another
or as in case of the SAC (discussed in chapter 2.5) work to control progression within
a particular cell cycle phase. Uncontrolled cell proliferation is one hallmark of cancer.
Cells at G1, S, and G2 are called interphase cells. Typically, G1 phase duration is 8 h,
whereas G2 and S phase are shorter lasting approximately 4 h and 6 h, respectively.
M phase cells comprise only a small fraction of a cell population, mitosis lasting
approximately 1 h. M phase of somatic cells includes division of the nucleus and division
of the cytoplasm, respectively. Mitosis is divided into five steps: prophase, prometaphase,
metaphase, anaphase (A and B) and telophase (Fig. 1). At prophase, chromatin starts
to condense and becomes tightly packed into chromosomes, and centrosomes separate
to opposite sides of the cell. Prophase ends with nuclear envelope breakdown (NEB)
after which the construction of the spindle apparatus continues. In prometaphase, cells
establish attachments between the chromosomes and MTs of the spindle, and start to
align the chromosomes to the cell equator. When the process of chromosome alignment
is completed, the cell is at metaphase. Anaphase initiates when cohesion between the
sister chromatids is lost and MT-mediated segregation of sister chromatids occurs. At
anaphase A, the sister chromatids move apart which is followed by anaphase B where
also the parting of the two spindle poles contributes to separation of chromatids. At
telophase, chromosomes decondense and membranes reform around the new daughter
nuclei. Concomitantly, actin-based ring forms and the cytoplasm becomes divided into
two daughter cells completing the cell division.
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Figure 1. Mitotic phases and central structures in a mitotic cell.

2.2

Aurora B and the CPC

Since this thesis focuses on Aurora B inhibitors, the localization, function and regulation
of the kinase are shortly introduced (reviewed by Carmena, Ruchaud, & Earnshaw,
2009; Ruchaud, Carmena, & Earnshaw, 2007b; van der Waal et al., 2012). More details
on Aurora B can be found in the chapters below. Aurora B belongs to the Aurora kinase
family of serine/threonine kinases with various essential functions throughout mitosis.
The kinase is crucial for chromosome condensation, removal of arm cohesion, resolving
erratic KT-MT interactions to ensure bi-orientation, SAC function and cytokinesis. The
kinase functions in a cell as a part of the chromosomal passenger complex, the CPC,
composed of inner centromere protein (INCENP), Survivin, Aurora B and Borealin.
While Aurora B is the enzymatic core of the complex, the other complex members are
crucial for the activation and localization of the kinase in mitosis. According to its name,
the CPC changes its localization during mitosis. The complex localizes at chromosomal
arms at prophase and moves to inner centromeres at prometaphase and metaphase. At
anaphase, the CPC localizes to the spindle midzone from which it moves to the midbody
at telophase. The CPC may be recruited to the chromosomal arms by binding of INCENP
to heterochromatin protein-1α (HP-1α). Targeting to the inner centromere requires
phosphorylation of Histone H2A and Histone H3 by Bub1 and Haspin, respectively,
which creates a receptor for Borealin and Survivin. Also INCENP is needed for localizing
the CPC at inner centromeres. At anaphase, Aurora B and INCENP may be responsible
for the correct localization of the complex. Activation of Aurora B depends on INCENP:
the kinase is a substrate for Aurora B which after phosphorylating INCENP undergoes
autophosphorylation and full activation. Survivin may also have a role in activation
of Aurora B. Furthermore, regulators of Aurora B may include Borealin, Bub1, Chk1,
Haspin, and TD-60 which among other mechanisms may activate the kinase by promoting
clustering of the kinase. BubR1 has been implicated in inhibition of Aurora B. PP1
counteracts Aurora B activity by removing the phosphorylations from the substrates.
Dynamic localization of Aurora B is essential for the mitotic phase specific targeting of
the diverse substrates which mediate the functions of the kinase. The well-established
substrates include Histone H3 Ser10 and Cenp-A Ser7 that are generally used as markers
of Aurora B activity levels. Aurora B is considered as an oncogene and is overexpressed
in variety of human cancers. Targeting Aurora B kinase activity results in chromosome
misalignment and increased ploidy which is followed by cancer cell death. Therefore,
Aurora B inhibition is a promising therapeutic approach and several experimental drugs
are undergoing clinical investigations (Kollareddy et al., 2012).
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2.3

Regulation of mitosis

Post-translational protein modifications such as phosphorylation, dephosphorylation,
acetylation, farnesylation and ubiquitilation are involved in the regulation of mitosis.
At early phases of mitosis, phosphorylation of Cdk1 substrates is essential, while late
mitosis is regulated by their dephosphorylation (Sullivan & Morgan, 2007) . Compared
to mitotic kinases the roles of M phase phosphatases are only starting to be revealed.
Mitosis is driven by Cdk1-cyclin B1 until metaphase after which the ubiquitin ligase
activity of anaphase promoting complex/cyclosome (APC/C) is needed for mitotic
progression and proteasome-mediated degradation of those mitotic proteins that halt
entry into anaphase (Sullivan & Morgan, 2007). The regulation of these two processes
is interrelated as Cdk1 activity is important for APC/C activation, which in turn leads
to cyclin degradation, and thereby inactivation of Cdk1 (Kraft et al., 2003). Similarly to
other cell cycle phases, mitotic steps are considered irreversible: they occur in a welldefined order and progression into the next step is allowed only when the conditions are
appropriate and requirements of the previous step are satisfied.
2.3.1 Early mitosis
In early mitosis, interphase chromatin condenses into compact chromosomes, centrosomes
separate, nuclear envelope breaks down and spindle starts to form. Sister chromatid cohesion
is first removed from chromosome arms and ultimately from centromere region. These steps
of mitosis require activity of various kinases implicated in the SAC, such as Bub1, BubR1
and Aurora B as well as other kinases including Cdk1, Plk1 and Aurora kinase A.
Cdk1 is a primary regulator of mitotic entry and progression of mitosis. Cdk1/cyclin
B-mediated phosphorylation of numerous proteins is needed for various essential
processes in early mitosis such as centrosome separation, chromosome condensation and
NEB (Malumbres & Barbacid, 2005). In mitosis, the kinase first forms a complex with
cyclin A and later with cyclin B which reflects the order of degradation of these cyclins
(Sullivan & Morgan, 2007). Inactivating kinases Wee and Myt1 as well as activating
kinases and Cdc25 phosphatases regulate the activity of Cdk1 complex and prevent
mitotic entry when DNA is damaged (Ferrari, 2006). In human, three Cdc25 isoforms
possibly having redundant function in G2/M transition (Boutros, Lobjois, & Ducommun,
2007). Moreover, mitotic kinases Aurora A (Seki et al., 2008) and Plk1 (Lobjois et al.,
2009) can indirectly regulate Cdk1 activity to promote mitotic entry. Plk1 phosphorylates
and relocalizes Cdc25B from the cytoplasm to the nucleus which results in activation of
the Cdk1 complex (Lobjois et al., 2009). Furthermore, Plk1 activates the transcription
factor FoxM1 which leads to high expression of mitotic regulators (Lindqvist et al.,
2005). Premitotic Aurora A activity is required for centrosomal localization of Cdk1
complex (Hirota et al., 2003), phosphorylation of Cdc25B (Dutertre et al., 2004) and
activation of Plk1 (Macurek et al., 2008; Seki et al., 2008).
At prophase, condensation of interphase chromatin into tightly packed chromosomes is
controlled by the condensin complex (Schmiesing et al., 2000). Activation and loading
of the complex on the chromatin may involve activity of Aurora B and Cdk1 (St-
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Pierre et al., 2009; Takemoto et al., 2004). Histone H3 and a linker histone H1 undergo
phosphorylation which may also regulate condensation in a poorly characterized manner
(Freedman & Heald, 2010; Happel & Doenecke, 2009; Vader & Lens, 2008). Eg5 motor
protein has MT crosslinking and sliding activity which generates one of the driving
forces to push the centrosomes apart before NEB (Blangy et al., 1995). It is evident
that the complex process involves contribution of multiple proteins (Tanenbaum &
Medema, 2010) including Plk1, Cdk1, Nek2 and Aurora A which have been implicated
in localization and activation Eg5 but have also other mechanisms to regulate centrosome
separation (Barr & Gergely, 2007; E. Smith et al., 2011). Cdk1 activity towards lamins
and other substrates in nuclear pore complex and nuclear membrane is essential for NEB
at the transition from prophase to prometahase.
Sister chromatids of duplicated chromosomes are held tightly together by a multisubunit cohesin complex (J. M. Peters, Tedeschi, & Schmitz, 2008). The removal of
cohesion is sequential: the cohesin subunit, SA2, and the cohesion complex dissociates
from arms at prophase and is preserved at centromeres until anaphase (Waizenegger
et al., 2000). Plk1 and Aurora B are important for removal of arm cohesion. Plk1 has
been implicated in phosphorylation and dissociation of cohesin (Hauf et al., 2005).
Protection of centromeric cohesion requires Sgo1 (Salic, Waters, & Mitchison, 2004)
whose centromeric recruitment is promoted by Bub1-mediated phosphorylation of H2A
(Kawashima et al., 2010). Aurora B phosphorylates Sgo1, which appears to ensure the
correct localization of Sgo1 at centromeres and thus, enables a loss of arm cohesion
(Dai, Sullivan, & Higgins, 2006). The mechanisms that protect centromeric cohesion
from prophase dissociation are not completely understood. According to current
knowledge, Sgo1 interacts with a phosphatase PP2A, whose activity prevents cohesin
phosphorylation (Kitajima et al., 2006; Z. Tang et al., 2006; Xu et al., 2009). Centromeric
localization of PP2A requires Bub1, another Shugoshin protein Sgo2 (Kitajima et al.,
2006), and Aurora B which is in turn, essential for phosphorylation and localization of
both Sgo2 and PP2A (Tanno et al., 2010). Finally, Haspin (Dai et al., 2006) has been
identified as a positive regulator of centromeric cohesion.
2.3.2 Late mitosis
Ubiquitilation activity of APC/C requires co-activators, Cdc20 and Cdh1, bound to
the APC/C at anaphase and late anaphase, telophase and G1, respectively (Fang, Yu,
& Kirschner, 1999; Morgan, 1999). The co-activators are thought to determine also
substrate-specificity (Pesin & Orr-Weaver, 2008), although binding of both APC/C and
co-activators to substrates may be needed (Eytan et al., 2006). APC/C is kept inactive until
the metaphase-anaphase transition by the SAC which prevents Cdc20 from activating
APC/C (Musacchio & Salmon, 2007), discussed in more details in 2.5.1). Protease activity
of separase, an enzyme that cleaves the centromeric cohesin, is inhibited by a protein
called securin. This inhibitor is intact before activation of APC/C. Moreover, Cdk1 is
involved in preventing cleavage of the centromeric cohesion: the kinase phosphorylates
securin which prevents ubiquitilation and degradation of the protein (Holt, Krutchinsky,
& Morgan, 2008) and may also inhibit separase directly (Gorr, Boos, & Stemmann,
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2005; Stemmann et al., 2001). PP1 and PP2A are thought to be responsible for
dephosphorylation of separase and other Cdk1 substrates at late metaphase or anaphase
and telophase, respectively (Sullivan &Morgan, 2007; Wurzenberger & Gerlich, 2011).
When chromosomes have established correct attachments to MTs at metaphase, the
SAC becomes satisfied and APC/C activation results in securin degradation, separase
activation, cohesin cleavage and exit from M phase. Since APC/C is responsible for
degradation of both securin and cyclin B1, activation of the complex couples anaphase
onset to mitotic exit.
Separation of sister chromatids at anaphase is followed by telophase and cytokinesis
during which the cytoplasm is divided by an actomyosin-based contractile ring. The
structure forms at the position of the spindle equator and ingresses to form a cleavage
furrow (Eggert, Mitchison, & Field, 2006). Plk1 and Aurora B, as well as a small
GTPase RhoA, are essential for cytokinesis, though the process involves various other
as important proteins (Eggert et al., 2006). Activated RhoA drives actin polymerization
and contractile ring formation and ingression (Carmena, 2008). RhoA activation and
localization is regulated by a centralspindlin complex of MKLP1 and Rho GTPase
activating protein (RhoGAP) HsCYK-4, as well as Ect2, which is a guanine exchange
factor (RhoGEF) of RhoA. Among its multiple targets within cytokinesis (Carmena
& Earnshaw, 2003), Aurora B phosphorylates both centralspindlin proteins, which is
required for final stages of cytokinesis (Carmena, 2008). Plk1 phosphorylates HsCYK-4
which may explain how the kinase controls localization and activation of Ect2 and RhoA
(Brennan et al., 2007; Burkard et al., 2007; Burkard et al., 2009; Wolfe et al., 2009).

2.4

Mitotic structures

2.4.1 Centrosome
Centrosomes in animal cells function as major MT-organizing centers (MTOC) and
become spindle poles of the bipolar spindle in mitosis (reviewed by (Barr & Gergely,
2007; Fukasawa, 2007; Nigg & Raff, 2009; Schatten, 2008). In interphase cells, the
centrosomes organize interphase MTs which regulates cell motility, shape and polarity. The
centrosome is comprised of a centriole pair surrounded by pericentriolar material (PCM).
The centrosome undergoes a centrosome cycle consisting of duplication, maturation,
separation and disengagement steps (Barr & Gergely, 2007). After cell division, each
daughter cell at G1 has one pair of centrioles. Before duplication, centrioles undergo
disengagement. At duplication, new centrioles form perpendicular to the old ones in a
process which is tightly co-ordinated with DNA replication to ensure duplication only
once per cell cycle. At G2, PCM components accumulate at maturing centrosomes.
An important constituent of PCM is a gamma-tubulin ring complex (γ-TuRC) which
is crucial for MT nucleation. Plk1 recruits pericentrin among other factors needed for
γ-tubulin localization to centrosomes (Haren, Stearns, & Luders, 2009). At early mitosis,
centrosomes separate and move to opposite sides of the cell. When nuclear envelope has
dissolved, MTs start to nucleate at centrosomes and form a bipolar spindle.
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A correct number and function of centrosomes is essential for ensuring that the cell forms
a bipolar spindle which is crucial for mitotic fidelity. Numerical and functional changes
in centrosomes are brought about by altered function of proteins regulating duplication,
maturation and separation of the centrosomes, such Cdks, Plk1, Aurora A, Nek2A and Eg5.
Many of these regulatory proteins are oncogenes or tumor-suppressors and consequently,
centrosomal abnormality is a hallmark of cancer cells (Chan, 2011). Cdk2 is a central
regulator of centrosome duplication (Matsumoto, Hayashi, & Nishida, 1999; Meraldi
et al., 1999) and also a key driver of S-phase entry (Bettencourt-Dias & Glover, 2007).
Therefore, Cdk2-cyclin E co-ordinates centrosome duplication with DNA synthesis and
prevents hyperamplification of centrosomes (Fukasawa, 2007; Fukasawa, 2008). Activity
of Cdk2 is under the control of p53-p21 pathway. When a cell is exposed to different stress
conditions, p53 upregulates the levels of the Cdk2 inhibitor, p21, and entry into S phase and
centrosome duplication are prevented (Fukasawa, 2007; Fukasawa, 2008). Consistently,
centrosome amplification and multipolarity is observed in cells lacking functional p53
although centrosome dysregulation may require additional mutations, such as cyclin E
overexpression, in human cells (Kawamura et al., 2004). Furthermore, p53 may control
centrosome duplication in a transcription-independent manner, possibly by regulating as
yet unknown centrosomal proteins (Tarapore &Fukasawa, 2002).
Centrosome amplification may be detrimental to the accuracy of cell division but
whether it is a cause or consequence of tumorigenesis is not thoroughly understood
(Acilan &Saunders, 2008). It has been reported that multipolarity caused by centrosome
amplification results in multipolar anaphase and CIN (Godinho, Kwon, & Pellman, 2009).
Although multipolarity and extra centrosomes are common features of cancer cells that
are chromosomally instable, multipolar divisions are rare and seem to reduce cellular
viability due to massive chromosome missegregation (Ganem, Godinho, & Pellman,
2009). Interestingly, it has been demonstrated that cancer cells with more than two
centrosomes mostly undergo centrosome clustering which enables bipolar segregation of
chromosomes and viable progeny (Ganem et al., 2009; Silkworth et al., 2009). However,
merotely and lagging chromosomes are frequently seen in these cells. According to the
proposed model, transient multipolar structures existing before resolution into bipolar
spindles predispose to a high number of merotelic attachments. and some of the errors
persist resulting in lagging chromosomes at anaphase (Ganem et al., 2009). Collectively,
the studies demonstrated how extra centrosomes and multipolarity may cause CIN
observed in cancer cells by promoting merotely and segregation errors.
2.4.2 Mitotic spindle
Mitotic spindle consists of MTs, centrosomes and chromosomes, and starts to assemble
around the time of NEB. Bipolar spindle has characteristic shape in which two overlapping
MT arrays emanate from two centrosomes and a fraction of MTs is bound to chromosomes
(Kline-Smith & Walczak, 2004). Astral MTs regulate positioning of the spindle while
interpolar MTs stabilize the structure and create pushing force that separates the spindle
poles at anaphase (Honore, Pasquier, & Braguer, 2005). MTs are filamentous polymers
consisting of α/β-tubulin heterodimers assembled into protofilaments which are laterally
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associated into a lattice (Cheeseman & Desai, 2008). A MT consists of 13 protofilaments
(Jordan & Wilson, 2004). One end has β-tubulin and the other α-tubulin exposed which
results in polarity (Jordan and Wilson 2004) utilized by motor proteins that transport
cargo along the MTs (Huszar et al., 2009; Sarli & Giannis, 2006). GTP is bound to both
α-tubulin and β-tubulin but only GTP at the β-tubulin is hydrolyzed after addition of the
heterodimer to the polymer. The relative rate of GTP hydrolysis and tubulin addition to
the polymer is crucial for determining the growth and shrinkage of the polymer. When
the rate of tubulin addition is high, MTs in GTP-bound form continue growing, whereas
high rate of hydrolysis favours shrinkage of less stable, GDP-bound MTs (Stanton et al.,
2011). Therefore, GTP hydrolysis enables dynamic function of MTs.
MTs are mainly nucleated at centrosomes (Khodjakov et al., 2000). However, it has been
recognized for about ten years that also centrosome-independent, chromosome-driven
nucleation mechanisms exist (Khodjakov et al., 2000) and MT-dependent nucleation was
recently reported (H. Zhu, Fang, & Fang, 2009). Although the details of mitotic spindle
formation are not understood, it is known that dynamic nature of MTs is necessary for
reorganization of interface MTs into mitotic spindle (Desai & Mitchison, 1997). Defined
as dynamic instability, MT plus ends can rapidly and stochastically change from slow
growth phase to rapid disassembly (catastrophe) and vice versa (rescue) (T. Mitchison
& Kirschner, 1984). MTs attach to chromosomes via macromolecular protein complex
called a KT, which assembles on chromosomes at early mitosis (discussed in chapter
2.4.3). Chromosome attachment has been described in a classical search-and-capture
model (Kirschner & Mitchison, 1986) in which centrosome-nucleated MTs randomly
probe the cytoplasm and when bound to KTs are stabilized and bundle to form K-fibers.
However, this mechanism alone would be inefficient and the model has also other
limitations (O’Connell & Khodjakov, 2007). According to current view, MT nucleation
in the vicinity of chromosomes increases the probability of capture and enables the
formation of K-fibers also at KTs (Maiato et al., 2004) complementing the classical
model. Collaboration of different proteins at MT plus ends and KTs is required for
maintaining the architecture of MT-KT interface and generating robust attachments that
can be maintained during MT polymerization and depolymerization.
A controlled function of a mitotic spindle is essential for alignment of chromosomes
at the cell equator and segregation of sister chromatids at anaphase. Chromosome
separation has been described in two models. Flux model involves a constant addition
of tubulin dimers at plus end and removal at minus end which creates poleward flow of
MT polymer (T. J. Mitchison, 1989). Alternative model states that depolymerisation of
MT plus ends embedded at KTs, (Pac-Man activity) generates a driving force for the
poleward movement along stationary MTs (Gorbsky, Sammak, & Borisy, 1987; Inoue
& Salmon, 1995; T. J. Mitchison & Salmon, 1992). It is thought that Pac-Man is the
primary mechanism for chromosome segregation in somatic cells (Khodjakov &Kapoor,
2005; Kline-Smith & Walczak, 2004). Whether flux has a role in anaphase movement is
under debate (Ganem & Compton, 2006). Spindle assembly and directed movement of
chromosomes require MT-associated proteins (MAPs), which regulate spindle dynamics
and are either stabilizers of MTs, such as CLASP1 and EB1 or destabilizers, such as
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MCAK (Kline-Smith & Walczak, 2004). In addition, motor proteins at KTs are directly
and indirectly involved in chromosome movement and segregation: the proteins glide
along the MTs, provide attachment between dynamic MT ends and KTs and regulate
spindle dynamics (Brunet & Vernos, 2001).
2.4.3 Centromere-KT Complex
KT (reviewed by Cheeseman & Desai, 2008; Musacchio & Salmon, 2007) is a proteinous
assemblage built on the centromeric region and forms the linkage of a chromosome to
MTs in early phases of mitosis. In eukaryotes, the main composition and structure of
KTs are conserved. To date, more than 100 proteins have been identified in centromereKT complex in human (Fukagawa, 2004a). The KT starts to assemble at G2 from the
centromeric DNA outwards and is matured by early prometaphase. The macromolecular,
layered structure consists of an inner centromere, inner and outer KT layer and fibrous
corona and each layer has its characteristic protein constituents and consequently, distinct
functions (Fig. 2) (Maiato et al., 2004).

Figure 2. Animal KT organization, some of the constituents and main functions of each layer (partially
adapted from Maiato et al 2004).

Centromere (reviewed by Amor et al., 2004; Cleveland, Mao, & Sullivan, 2003;
Fukagawa, 2004b; Torras-Llort, Moreno-Moreno, & Azorin, 2009) has a unique structure
in which histone H3 and histone variant Cenp-A irregularly alternate in nucleosomes.
Pericentromeric heterochromatin on both sides of centromere is important for cohesion.
Centromeric DNA is comprised of highly repetitive sequences that form regular arrays
(α-satellite I regions) and more diverse arrays (α-satellite II regions). Cenp-A containing
nucleosomes are associated with α-satellite I regions and form the outer centromeric
region, whereas α-satellite II regions are found in the inner centromere. In humans, the
sites for centromere formation are not defined by primary nucleotide sequence. Rather,
establishment and maintenance of centromeres are epigenetically determined by a special
chromatin with Cenp-A containing nucleosomes (Torras-Llort et al., 2009). Mechanisms
of Cenp-A loading are not well characterized but experimental data supports loading in
mitosis and at early G1 and requirement for several recruiting factors and modifiers of
the chromatin (Torras-Llort et al., 2009).
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The formation of KT structure is ordered and hierarchical. Thus, loading of each
protein depends on the certain protein(s) recruited at earlier steps (Johnson et al., 2004;
Vigneron et al., 2004). Most likely, the assembly is not a linear pathway but rather, the
association of multiple proteins into a mature KT involves a network of interactions.
The complex structure is composed of constitutive centromeric proteins, Cenp-A and
CCAN (constitutive centromere-associated network) of Cenp-C and 13 interacting
proteins (Cheeseman & Desai, 2008), as well as proteins that reside at KTs at G2 and
in mitosis. In addition to Cenp-A, CCAN and KMN composed of KNL1, the Mis12
complex and the Ndc80 complex (Ndc80Hec-1, Nuf2, Spc24, Spc25) are important for
the KT assembly (Cheeseman & Desai, 2008). Each mitotic phase has a unique KT
composition indicating that KTs are highly dynamic although the mechanisms are not
well defined. For example, many of the SAC proteins respond to changes in MT-KT
attachment or tension. Furthermore, anaphase onset and anaphase-telophase transition
modulate the composition of the KT outer layer (Cheeseman & Desai, 2008).
KTs have three main functions. First, KTs mediate an establishment of attachments
between MTs and chromosomes. Second, KTs enable chromosome movements by
integrating MT dynamics and motor protein function. Third, they are the sites where
SAC signals are generated. Initial contacts between MTs and chromosomes form
after NEB at early prometaphase. According to the traditional model for chromosome
alignment, chromosome congression is a consequence of biorientation (Rieder &
Salmon, 1994). One of the two sister KTs initially forms lateral attachments to MTs.
The chromosome moves rapidly via dynein-mediated mechanism to the pole where
more MTs form end-on attachments to the KTs and a MT bundle, K-fiber, is formed.
The mono-oriented chromosome stays at the pole until the MTs emanating from
opposite spindle pole attach to the unattached sister KTs. The bioriented chromosome
then congresses to the spindle equator and the attachments are completed. The model
was challenged by Kapoor and colleagues whose data indicated that biorientation is
not required for congression (Kapoor et al., 2006). They showed that a motor protein,
Cenp-E, helps mono-oriented chromosomes to slide on the K-fiber of an already
bioriented chromosome to the spindle equator. Furthermore, this was proposed to
be the main mechanism of biorientation. Aurora A is thought to promote the process
by phosphorylating Cenp-E at poles. According to the model (Kim et al., 2010),
phosphorylation causes dissociation of PP1 phosphatase and modifies motor properties
of Cenp-E to enable congression. Because of gradient of Aurora A activity, Cenp-E is
dephosphorylated and PP1 is again bound at metaphase. PP1 dephosphorylates the
substrates of Aurora B, Ndc80 and KNL-1 which results in stable attachments (Kim
et al., 2010).
Chromosome alignment and accurate segregation require that correct attachments are
stable but allow MT dynamics at MT plus ends. KMN complex has a crucial role in
MT-KT interface. The complex possesses two low-affinity MT-binding domains: one
in the globular domain of Ndc80 subunit of the Ndc80 complex and one in KNL-1
which appear to act co-operatively (Cheeseman et al., 2006). Furthermore, the third
member of the KMN complex, Mis12 complex, increases the affinity although does
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not directly bind to MTs (Cheeseman et al., 2006). Aurora B can phosphorylate all the
KMN members which decreases the binding affinity to MTs (Welburn et al., 2010).
This combinatorial phosphorylation provides an elegant regulation mechanism of MTKT interactions compared to on-off switch-like regulation. When the tension is high
and therefore, the distance of Aurora B from its substrates is high, KNL-1 recruits PP1
phosphatase to kinetochores which counteracts the Aurora B activity stabilizing the
attachments (Liu et al 2010). When the tension is low, Aurora B inhibits the recruitment
of PP1 indicating a positive feedback mechanism (D. Liu et al., 2010). In addition
to the KMN core, the MT-KT interface involves various additional players. There is
evidence that recently identified Ska1 complex is important in enabling dynamic MT-KT
attachments (Gaitanos et al., 2009; Welburn et al., 2009). Recent data indicates that the
complex is recruited by KMN complex and the process is inhibited by Aurora B (Chan
et al 2012). Furthermore, other proteins such as motor proteins Cenp-E (Putkey et al.,
2002) and dynein (Varma et al., 2008) as well as Cenp-F (Feng, Huang, & Yen, 2006)
and proteins of Bub family (Lampson & Kapoor, 2005; Logarinho & Bousbaa, 2008;
Meraldi & Sorger, 2005) modulate the establishment or stability of MT-KT interaction.
Finally, various MT plus end tracking proteins that localize at both structures such as
APC, EB1, CLASP1 and CLIP170 are important for the attachments (Akhmanova &
Hoogenraad, 2005).
To prevent errors in chromosome segregation, each KT has to establish a bipolar, also
termed as amphitelic, attachment. Erratic connections of both sister KTs to MTs from one
pole (syntelic), or one sister to both poles (merotelic) are common at early prometaphase
(Fig. 3) but are usually corrected before cells exit from mitosis (Cimini, 2008; Gregan et
al., 2011).

Figure 3. Types of MT-KT attachments. The figure shows a normal, amphitelic attachment and three
erranous attachments.

It is evident that cells need efficient error correction mechanisms to prevent
chromosome missegregation. The process involves three functions: detection of an
error, detachment of faulty attachments and generation of correct ones. According to
current understanding, a mitotic kinase, Aurora B, has a critical role in error correction
and accordingly, chemical inhibition of Aurora B activity stabilizes both syntelic and
merotelic attachments (Cimini et al., 2006; Hauf et al., 2003). Centromeric localization
of Aurora B requires Bub1 and Haspin that phosphorylate histone H2A and histone
H3, respectively (T. U. Tanaka, 2010). Mps1 kinase activity is also essential for error
correction process (Jelluma, Brenkman, van den Broek et al., 2008) but its position
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relative to Aurora B in the pathway is debatable (T. U. Tanaka, 2010). Phosphorylation
of Aurora B substrates at outer KT modulates their binding to MTs. Ndc80 complex is
required for MT attachment (DeLuca et al., 2005) and has lower binding affinity when
phosphorylated by Aurora B (Cheeseman et al., 2006; DeLuca et al., 2006). The detailed
mechanism of how incorrectly bound MTs are selectively destabilized is not completely
defined and different models have been proposed (Kelly & Funabiki, 2009). When the
attachments are correct, tension is generated stretching the centromere. The level of
tension appears to determine the physical distance between Aurora B and its substrates.
A model (T. U. Tanaka, 2010) states that the absence of tension brings Aurora B close
to its substrates and their phosphorylation results in detachment of faulty attachments.
The kinase activity appears to be constant independently of the type of attachment
which supports the distance-based phosphorylation model (D. Liu et al., 2009). Upon
proper binding and tension, Aurora B cannot reach its substrates and attachments are
stabilized. PP1 phosphatase is implicated in dephosphorylation of Aurora B substrates
and thereby stabilization of correct attachments (D. Liu et al., 2010). PP1 was recently
shown to be recruited by KNL1 and Cenp-E (Kim et al., 2010; D. Liu et al., 2010).
Interestingly, in both proteins the binding site overlapped Aurora B phosphorylation site
and phosphorylation prevented PP1 binding indicating a switch-like regulation.
Incorrectly attached MTs are removed by a MT-depolymerizing kinesin, MCAK, which
localizes at inner centromeres in Aurora B-dependent manner (Lan et al., 2004) and whose
depolymerizing activity is negatively regulated by Aurora B (Andrews et al., 2004; Lan et
al., 2004). PP1 phosphatase which is concentrated at KTs and pericentromeric chromatin
may dephosphorylate and activate centromeric MCAK when the proteins become close
to each other in the presence of syntelic and merotelic attachments (Gorbsky, 2004).
KTs with syntelic attachments are not under tension and activate the SAC and Aurora
B-mediated error correction. Merotelic attachments are not detected by the SAC (Cimini et
al., 2001; Cimini et al., 2002) but tension is suggested to be reduced to reach the threshold
of Aurora B activation and correction of the error (Cimini, 2007). Recently, it was shown
that Aurora B phosphorylates not only Ndc80 complex but also two other members of
the KMN complex in a combinatorial manner. These phosphorylations are regulated by
attachment and tension status and may enable fine-tuned rather than on-off regulation of
MT-KT binding affinity in error correction (Welburn et al., 2010).

2.5

Spindle assembly checkpoint (SAC)

2.5.1 Basic components and regulation of the SAC
The SAC is an evolutionary conserved safety mechanism that ensures faithful chromosome
segregation in mitosis (reviewed by Musacchio &Salmon, 2007; Suijkerbuijk & Kops,
2008; Zich & Hardwick, 2010). The SAC function (Fig. 4) delays the onset of anaphase
until all KTs of the chromosomes have established amphitelic attachments to the MTs. The
target of inhibitory function of the SAC proteins is Cdc20, a co-activator of APC/C, whose
activity initiates the onset of anaphase (discussed in 2.3.2). Only after formation of correct

Review of the Literature

23

attachments, the SAC becomes satisfied, the inhibitory complex dissociates and APC/C
gets activated. Ubiquitylation of various APC/C substrates such as securin and cyclin B
results in their degradation which causes separase activation and dramatic decrease in
Cdk1 activity. Separase then cleaves cohesin enabling segregation of sister chromatids.
The SAC prevents precocious exit from mitosis under conditions which would likely cause
errors in chromosome segregation. In mammalian cells, complete inactivation of the SAC
is lethal, while partial inactivation may result in unequal chromosome distribution and
aneuploidy due to a premature anaphase (Kops, Foltz, & Cleveland, 2004).

Figure 4. Basic principle of the SAC function (partially adapted from Bharadwaj and Yu 2012, Fukasawa
2007).

The SAC components were originally identified in yeast in the screens searching for
yeast mutants incabable of retaining viability upon spindle poison exposure (Hoyt, Totis,
& Roberts, 1991; R. Li & Murray, 1991). The protein products were named the mitotic
arrest defective (Mad) and budding uninhibited by benzimidazoles (Bub) proteins
and their homologues have been subsequently found in various organisms. In human,
the core proteins within the SAC are Mad1, Mad2, Bub1, BubR1 and Bub3 which
accumulate at KTs before formation of correct, bipolar attachments. BubR1, Bub3 and
Mad2 bind to Cdc20 and form a mitotic checkpoint complex, MCC, (Sudakin, Chan, &
Yen, 2001) which can function as an inhibitory complex preventing premature anaphase.
MCC was shown to bind to APC/C at the site partially overlapping the binding site of
Cdc20 (Herzog et al., 2009). The inhibitory complex may prevent substrate binding
and perhaps also cause changes in APC/C conformation (Herzog et al., 2009). Another
model originally derived from budding yeast studies suggests that Mad3 (yeast BubR1)
may decrease substrate recruitment to APC/CCdc20 by acting as a pseudo-substrate
(Burton & Solomon, 2007). BubR1 posesses two KEN boxes, the motifs which are
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recognized by APC/CCdc20 to target its substrates. The first KEN box seems to be needed
for MCC formation (Burton & Solomon, 2007), while the second appears essential for
prevention of substrate recruitment to APC/CCdc20 (Lara-Gonzalez et al., 2011). The very
recently determined structure of fission yeast MCC (Chao et al., 2012) showed that
Mad3 KEN box is positioned towards the KEN box receptor of the Cdc20 providing
a strong support for the model of BubR1 functioning as a pseudo-substrate inhibitor of
APC/CCdc20. Additional level of inhibition is brought about by phosphorylation of Cdc20
(Chung & Chen, 2003). Cdk1 activity may favour binding of Cdc20 to Mad2 and inhibit
binding to APC/C (D’Angiolella et al., 2003), whereas Bub1-mediated phosphorylation
of Cdc20 may strengthen the SAC without enhancing the binding of Mad2 and BubR1
to Cdc20 (Z. Tang et al., 2004). In addition to the MCC, a factor of unknown identity
called mitotic checkpoint factor 2 (MCF2) has been suggested to participate in APC/C
inhibition (Eytan et al., 2008).
SAC signals are generated at KTs. However, how and when the proteins interact to
form MCC and whether the complex is also assembled in a KT-independent manner
is not understood in details. Recruitment of proteins at KTs is thought to increase
concentration and autophosphorylation of the SAC proteins and enhance binding of cofactors resulting in kinase activation (Kang & Yu, 2009). A model of the mitotic timer
states that Mad2 and BubR1 might work as a cytosolic complex and control the duration
of mitosis before efficient checkpoint signal is generated (Meraldi, Draviam, & Sorger,
2004). It has been proposed that MCC may be present in interphase but is functional only
in mitosis because APC/C is recruited to KTs and sensitized to inhibition (Acquaviva et
al., 2004). In addition to MCC, subcomplexes of Mad2-Cdc20 and BubR1-Bub3 may
exist (Fang, 2002; Nilsson et al., 2008; Z. Tang et al., 2001). Based on in vitro studies,
MCC formation enhances inhibition (Sudakin et al., 2001) and both Mad2 and BubR1
are needed for the functional SAC in cells (Musacchio & Salmon, 2007).
Laser ablation studies indicated that a single unattached KT is able to activate the SAC
(Rieder et al., 1995). Extreme sensitivity is believed to be possible because the signal is
diffusible and is amplified in the cytoplasm. The model called a template model states
that Mad2-Cdc20 facilitates formation of the MCC and amplifies the signal (DeAntoni,
Sala, & Musacchio, 2005). Mad2 exists in open (O-Mad2) and closed (C-Mad2)
conformations (DeAntoni et al., 2005). This forms a basis of the model in which KTbound C-Mad2-Mad1 facilitates the change from O-Mad2 into C-Mad2, the structure
needed to bind Cdc20. The complex of Cdc20 and C-Mad2 is then released and acts
as a template for generation of C-Mad2 in cytosol. In this way the model proposes a
receptor for Mad2 at KTs and a mechanism for signal amplification in cytosol. Mps1
contributes to the SAC activity by recruiting Mad and Bub proteins to unattached
KTs (Lan & Cleveland, 2010) and by promoting Mad2 activation (Hewitt et al., 2010;
Maciejowski et al., 2010). Furthermore, Mps1 inhibits the dissociation of the inhibitory
complex (Maciejowski et al., 2010). Interaction of Cenp-E kinesin and BubR1 at the
KTs is thought to enable amplification of weak signals from a few unattached KTs when
Cenp-E stimulates BubR1 activation in the absence of MT-attachments (Mao, Desai,
& Cleveland, 2005; Weaver et al., 2003). A recent model (Burke & Stukenberg, 2008)
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proposes that specific proteins would bind either MTs or SAC proteins at KTs and would
serve as a platform for concentrating SAC proteins. The model highlights the importance
of KMN complex and RZZ complex in binding the SAC proteins in the absence of MT
attachments. KMN may also promote the activation of Bub1 and Cdk1 that modulate the
SAC response (Kang & Yu, 2009).
SAC signal is thought to be generated as a response to lack of attachment (Rieder et al.,
1994) and lack of inter-KT tension (X. Li & Nicklas, 1995), a tension generated when
chromosomes biorientate stretching the centrosomes. Mad1 and Mad2 accumulate to
unattached KTs, while Bub1, BubR1, Aurora B and Shugoshin localize at KTs in a tensiondependent manner (Indjeian, Stern, & Murray, 2005; Musacchio & Salmon, 2007; T. U.
Tanaka, 2008; J. Zhou, Yao, & Joshi, 2002). Aurora B is essential for correction of faulty
attachments which do not generate tension. However, direct contribution of tension and
Aurora B in SAC signaling is difficult to evaluate because unattached KTs lack tension
and tension stabilizes attachments (Pinsky & Biggins, 2005). Importantly, correction of
erratic attachments generates unattached KTs which activate the SAC. It is debatable
whether the attachment and tension are separately monitored and can independently
result in generation of the SAC signal (Nezi & Musacchio, 2009; Pinsky & Biggins,
2005). It is possible that loss of tension activates error correction which then turns on the
SAC by detaching erroneous attachments. According to the model, Aurora B does not
have a direct role in the SAC. Alternatively, Aurora B may be directly involved in SAC
signaling (Vader et al., 2007). When the coiled-coil domain of the INCENP was perturbed
in the CPC, the SAC response in taxol-arrested cells was abolished without changes in
Aurora B activity or chromosome alignment indicating importance of INCENP in the
SAC signaling. It was proposed that INCENP could either facilitate Aurora B in the SAC
activation, possibly by improving the accessibility of an unknown substrate, or could
even act independently. Finally, Aurora B kinase also contributes to the SAC activity by
recruiting SAC proteins BubR1, Mad2, and Cenp-E to the KTs (Ditchfield et al., 2003).
As discussed above, inter-KT tension may be required for satisfying the SAC and onset
of anaphase. Recently, two studies (Maresca & Salmon, 2010; Uchida et al., 2009)
demonstrated that amphitelic attachments induce changes not only at centromeres
but also at KTs. Importantly, the lack of intra-KT stretching was reflected by the
phosphorylation of 3F3/2 epitope, an indicator of absence of tension (Gorbsky &
Ricketts, 1993; Nicklas, Ward, & Gorbsky, 1995). Furthermore, the data pointed to the
possibility that the rearrangements in KT structure may satisfy the SAC independently of
the centromeric tension and suggested that intra-KT stretching may in fact be the primary
tension readout and required for silencing the SAC. Several mechanisms may promote
silencing of the response. Dynein removes the SAC proteins from the KTs and transports
them to poles (Howell et al., 2001). Cenp-E which facilitates the formation of stable
attachments (Putkey et al., 2002) inactivates BubR1 upon MT binding to KTs (Mao et
al., 2005). Furthermore, p31comet is thought to prevent activation of Mad2 from open to
closed conformation thereby inhibiting MCC formation (Mapelli et al., 2006). Recently,
p31comet was suggested to contribute to SAC silencing by stimulating a disassembly of
MCC (Teichner et al., 2011). Ubiquitilation of Cdc20 may promote dissociation of the
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inhibitory complex and silencing of the SAC (Reddy et al., 2007). On the other hand,
there is evidence that the modification may be involved in SAC maintenance (Nilsson et
al., 2008) and therefore, it seems that consensus is lacking. Finally, physical separation
of Aurora B from its substrates (Andrews et al., 2004; D. Liu et al., 2009; T. U. Tanaka,
2008) and counteracting function of PP1 phosphatase on the substrates (D. Liu et al.,
2010) that mediate MT binding may stabilize the attachments and enable SAC silencing.
2.5.2 Errors of the SAC and aneuploidy in human cancer
Abnormal chromosome number resulting from gain or loss of chromosomes (aneuploidy)
is a hallmark of human cancers (Jallepalli & Lengauer, 2001). Most cancer cells undergo
continuous change in chromosome structure and number, termed chromosomal instability
(CIN). Importantly, aneuploidy has been suggested to be a potential contributor of
tumorigenesis rather than a consequence of malignant cell transformation. First described
by Theodor Boveri for more than 100 years ago, the hypothesis stated that incorrect
combination of chromosomes promotes tumorigenesis arising from a single progenitor
cell (Hardy & Zacharias, 2005). Yet, whether aneuploidy is a consequence or cause of
cancer remains debatable (Weaver & Cleveland, 2006). There is evidence that rather
than initiating tumorigenesis, aneuploidy may promote tumor formation (Kops, Weaver,
& Cleveland, 2005; Weaver & Cleveland, 2006).
Aneuploidy is generated due to unequal chromosome segregation in mitosis. Chromosome
missegregation may result from diverse mitotic defects, such as multipolarity, abnormal
centrosome number, cohesion defects and failure of the SAC function which allows the
precocious anaphase (Chi & Jeang, 2007; Decordier, Cundari, & Kirsch-Volders, 2008;
King, 2008). Mutations of cohesin subunit SA2 have been found in human cancers and
have been implicated in aneuploidy and CIN as a result of sister chromatid cohesion
(Solomon et al., 2011). Observations that a failure of the SAC generates segregation
errors led to the hypothesis of SAC inefficiency as an underlying event behind CIN and a
role of SAC in tumorigenesis. Indeed, SAC errors have been observed in certain cancers.
Increased and decreased expression of checkpoint proteins is found in SAC-defective
tumors overexpression being a more common alteration (Holland & Cleveland, 2009).
The changes may result from genetic aberrations such as DNA amplification, deletion and
point mutations or epigenetic changes, such as promoter methylation (Perez de Castro,
de Carcer, & Malumbres, 2007). In addition, mutations in various tumor suppressors
and oncogenes may alter the levels of key SAC proteins at the transcriptional and posttranscriptional level in cancer cells (Kops et al., 2005). Germline mutations in BubR1
have been identified as a cause of a rare cancer-susceptible disorder, mosaic variegated
aneuploidy (Hanks et al., 2004). However, mutations in SAC genes are rare and thus, are
not the main mechanism of how the SAC becomes weakened (Kops et al., 2005; Weaver
& Cleveland, 2005). In addition to clinical samples and cancer cell lines, transgenic mice
with SAC protein overexpression or disruption of endogenous SAC gene have been
utilized to study the role of SAC errors and aneuploidy in cancer. Manipulation of SAC
protein levels resulted in deregulated SAC function, an increased CIN, and often increased
cancer susceptibility in normal conditions or upon addition of carcinogenic compounds
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depending on the SAC protein. These observations suggested that impairment of the
SAC and induction of aneuploidy may contribute to tumorigenesis (Perez de Castro et
al., 2007; Suijkerbuijk & Kops, 2008; Weaver & Cleveland, 2007). On the other hand,
there was no correlation between aneuploidy and tumor incidence and tumors did not
develop in all aneuploid animals suggesting that deregulation of SAC proteins may cause
additional changes which together with aneuploidy may sensitize to malignancy (Holland
& Cleveland, 2009). Many SAC proteins have crucial functions outside the SAC in
mitosis as well as in other phases of the cell cycle which complicates interpretation of
these data on importance of aneuploidy in tumorigenesis (Weaver & Cleveland, 2007).
Lagging chromosomes are typically observed in cancer cells undergoing anaphase.
Those chromosomes are often merotelically attached and cause chromosomal imbalance
in daughter cells (Cimini et al., 2001). In fact, merotely is now generally accepted to
be the main cause of aneuploidy and CIN (Gregan et al., 2011). Merotely can result
from increased formation of erratic attachments or decreased efficiency of correction
mechanisms. Alterations in the KT and/or centromere structure or in MT-KT interactions
contribute to merotely because erratic attachments are formed more frequently (Cimini,
2008). Moreover, cancer cells may lack efficient correction mechanisms due to changes
in proteins such as CPC which increases the frequency of merotely (Cimini, 2008).
Although SAC depletion studies support the idea that SAC defects are important in
cancer formation, there is also plenty of evidence against this hypothesis. Many studies
show that SAC proteins are unaltered in CIN cancer cells. In addition, the cells often
have functional SAC in normal conditions although may be unable to maintain strong
arrest upon exposure to spindle drugs (Thompson, Bakhoum, & Compton, 2010). Based
on sequencing data from various tumor types, SAC proteins are not generally mutated in
cancer cells (Thompson et al., 2010). Examination of mitotic progression has revealed
no errors at anaphase indicating that the SAC is functional. Furthermore, cancer cells
often show a SAC-mediated mitotic delay which is likely induced by extra centrosomes
and chromosomes (Z. Yang et al., 2008) and various other genetic changes present in
cancer cells (Dalton & Yang, 2009). Accumulating evidence indicates that a prolonged
SAC activation can facilitate tumorigenesis (Dalton & Yang, 2009). The mechanisms are
unclear but at least some of the genetic changes delaying satisfaction of the SAC may
increase segregation errors (Dalton & Yang, 2009).
Not only promoting tumorigenesis, chromosomal instability may confer resistance to
chemotherapeutic drugs (Thompson et al., 2010). These reasons highlight the importance
of suppression of CIN. On the other hand, while missegregation may be tumorigenic due
to gain or loss of a critical gene, it may also bring about changes that are detrimental to
tumor cell growth (Thompson & Compton, 2008; Weaver & Cleveland, 2007). Whether
aneuploidy promotes tumorigenesis or has tumor suppressive role seems to depend at
least on the cell type and on the presence of other genetic changes in the tissue (Holland
& Cleveland, 2009). Anti-tumorigenic concept can be utilized in cancer treatment by
elevating aneuploidy. Anti-mitotics that induce a transient mitotic arrest are efficient
cancer drugs whose efficiency may at least partially depend on induction of aneuploidy
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(Dalton & Yang, 2009). Other means to increase aneuploidy are based on inhibition
of SAC or centrosomal clustering of multipolar cells. Those strategies would result
in massive aneuploidy and induce cell death (Thompson & Compton, 2008). It has
been recently proposed that aneuploidy may represent an Achilles heel of cancer cells.
Aneuploid cells try to cope with protein overload and activate unfolding and degradation
of the proteins. This response is thought to generate stress the amount of which correlates
with the severity of aneuploidy (Y. C. Tang et al., 2011). There is evidence that these cells
are vulnerable to additional stress and therefore, inhibitors of stress response pathways
may enable more selective targeting of cancer cells (Y. C. Tang et al., 2011).

2.6

Mitosis as an anti-cancer drug target

2.6.1 Traditional anti-mitotic drugs
Traditional anti-mitotic cancer drugs target MTs. When used at high concentrations, MTs
are either stabilized (taxanes and epothilones) or depolymerized (vinca alkaloids). At low
concentrations used in cancer clinics, the microtubule polymer mass is unaffected but
the drugs suppress MT dynamics (Stanton et al., 2011). Taxanes are widely used to treat
cancers of breast, ovarian, prostate, Kaposi’s sarcoma and non-small-cell lung cancer
whereas vinca alkaloids are utilized in treatment of haematological cancers (Jordan &
Wilson, 2004; Stanton et al., 2011). The drug treated cells have several possible fates:
they undergo a prolonged cell division arrest due to disrupted function of the mitotic
spindle which can then result in death from mitosis, abnormal division or mitotic
slippage followed by cell death, cycling or terminal arrest (senescence) of the polyploid
pseudo-G1 cells (Fig. 5) (Keen & Taylor, 2009; Yamada & Gorbsky, 2006b).

Figure 5. The possible fates of anti-mitotic drug treated cells (adapted from Yamada and Gorbsky 2006b).
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Mitotic arrest is a consequence of SAC activation induced by lack of attachment
or tension when MTs are destabilized or stabilized, respectively. The molecular
mechanisms how anti-mitotics result in cell death are not completely understood
(Gascoigne & Taylor, 2009). Whether the SAC needs to be functional for efficient
apoptosis is controversial and has been extensively reviewed (Gascoigne & Taylor,
2009; Jackson et al., 2007; Schmidt & Bastians, 2007; Weaver & Cleveland, 2005;
Yamada & Gorbsky, 2006a). There is a body of evidence that the SAC status is
important for MT-drug sensitivity. The notion is supported by studies showing that
SAC protein depletion negatively affects the sensitivity (Masuda et al., 2003; Sudo et
al., 2004; W. Tao, 2005). However, even genetically identical cells have a profound
variation in response to MT-drugs (Gascoigne & Taylor, 2009). Importantly, evidence
is accumulating that rather than the SAC status sensitivity to apoptosis may be an
important predictor of the response (Chin & Herbst, 2006; Gascoigne & Taylor, 2009;
J. Shi, Orth, & Mitchison, 2008). A model of two “competing networks” (Gascoigne &
Taylor, 2009) states that during mitotic arrest, the relative rates of cyclin B degradation
and accumulation of apoptotic signals would determine whether a cell undergoes
apoptosis or slippage from mitosis.
Mitotic slippage in the presence of spindle drugs or inhibitors of cytokinesis results in
a tetraploid daughter cell. It has been proposed that cells have a so called tetraploidy
checkpoint which enables the ploidy control at G1 phase. When the checkpoint gets
activated, the cells arrest or undergo cell death and therefore, endoreduplication in
the presence of extra chromosomes and centrosomes is prevented (Lanni & Jacks,
1998; Margolis, Lohez, & Andreassen, 2003; Vogel et al., 2004). p53 protein has been
implicated in this post-mitotic checkpoint which may function as a backup mechanism
for the SAC (Ganem & Pellman, 2007). It is believed that the checkpoint results in
apoptosis or G1 arrest (senescence) in p53-proficient cells. In the absence of a functional
p53, cells can continue cycling, endoreduplicate and give rise to aneuploid progeny
(Margolis et al., 2003). Although a plausible mechanism for preventing potentially
dangerous proliferation of polyploid cells, the existence of a checkpoint monitoring
chromosome number is debatable (Ganem & Pellman, 2007; Uetake & Sluder, 2004). It
is possible that checkpoint activation is not a response for tetraploidy but instead, may
result from abnormal cytoskeleton or numerical or structural changes in centrosomes
(Ganem & Pellman, 2007). SAC proteins Bub1 and BubR1 have been implicated in
stabilizing p53 after slippage which may contribute to removal of the cells (Suijkerbuijk
& Kops, 2008).
Although commonly used in clinics, traditional anti-mitotics that interfere with MT
dynamics have major drawbacks. Besides being constituents of mitotic spindle, MTs
have other important functions unrelated to cell division. Therefore, side-effects such
as neuropathy, an impairment of peripheral nervous system function, are commonly
encountered. Moreover, tubulin mutations and enhanced activity of efflux pumps
among other mechanisms may lead to resistance which limits the use of these antimitotics.
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2.6.2 Novel anti-mitotics
Due to several limitations of MT-drug based therapies, search for drugs with mitosisspecific targets and less severe side effects has become essential. The efforts for identifying
novel drug candidates have generated inhibitors of various kinases and kinesins that may
possibly enable efficient yet more specific targeting of cancer cells. Based on the effects
on mitosis, the novel inhibitors can be categorized as inducers of mitotic arrest or forced
exit (discussed in chapter 2.6.3). Several experimental compounds from both classes
have proceeded into clinical trials. Potential use of these novel agents in clinics involves
challenges such as understanding the pathway from target inhibition to apoptosis and
finding predicitive markers for the response (Jackson et al., 2007).
2.6.2.1 Kinesin inhibitors
Kinesins are motor proteins that use ATP energy to translocate along MTs (Bergnes,
Brejc, & Belmont, 2005). To date, 12 kinesins have been shown to have mitotic
functions (Sarli & Giannis, 2006) ranging from spindle assembly to chromosome
alignment and segregation, as well as cytokinesis (Bergnes et al., 2005). Due to essential
mitotic functions and mitosis-specific expression, these kinesins are attractive druggable
targets. To date, clinical trials have been performed with inhibitors of kinesin-5 (KSP/
Eg5) and Cenp-E and a handful of experimental compounds are in preclinical phases
(Huszar et al., 2009). KSP/Eg5 regulates centrosome separation and consequently, its
inhibition resulted in a monopolarity and mitotic arrest (Blangy et al., 1995). KSP/Eg5
is overexpressed in various tumors but the significance may be questionable possibly
reflecting higher mitotic index (Huszar et al., 2009). Seven inhibitors are undergoing
clinical trials and four of them are in phase II (Huszar et al., 2009). One of the first in
clinical trials is SB-715992, ispinesib, developed by Cytokinetics and GlaxoSmithKline.
There is clinical evidence on efficacy against breast cancer (Purcell et al., 2010) and
phase I results on patients with childhood solid tumors encouraged for initiation of
phase II studies (Souid et al., 2010). MK-0731 from Merck (Cox & Garbaccio, 2010)
was investigated in phase I trials which supported further investigations in patients with
taxane-resistant solid tumors (K. Holen et al., 2011). SB-743921 from Cytokinetics,
was evaluated in Phase I/II clinical trial in Hodgkin lymphoma (www.cytokinetics.com/
sb_743921) and in phase I in patients with advanced solid tumors or relapsed/refractory
lymphoma with promising outcome (K. D. Holen et al., 2011). AZD4877 (Theoclitou et
al., 2011) developed by AstraZeneca is in phase I and II for solid tumors and hematological
malignancies (http://www.astrazenecaclinicaltrials.com/). First reports did not show
promising efficacy against solid tumors (Esaki et al., 2011) or AML (Kantarjian et al.,
2011). ARRY-520 by Array Biopharma is evaluated in patients with multiple myeloma
(MM) (http://www.arraybiopharma.com/_documents/Publication/PubAttachment494.
pdf). In general, clinically effective KSP/Eg5 inhibitors have resulted in stable disease or
partial response (Huszar et al., 2009). Possibilities of combining traditional anti-mitotics
and KSP/Eg5 inhibitors require further investigations (Huszar et al., 2009). KSP/Eg5
inhibitors that proceeded into clinical trials are mostly non ATP-competitive targeting
a unique, induced-fit pocket on KSP/Eg5. Mutations of this target site may lead to drug
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resistance (Maliga & Mitchison, 2006) and ATP-competitive inhibitors (Luo et al., 2007;
Parrish et al., 2007) may be tools to combat against such tumors.
Cenp-E is a plus end directed kinesin expressed in G2/M and degraded after mitosis (Yen
et al., 1992). Its dysregulation may contribute to tumorigenesis and the kinesin may be a
potential anti-cancer target. Cenp-E overexpression is detected in various tumor tissues
(Wood et al., 2008) and its heterozygous disruption decreases cancer susceptibility at
certain conditions in mice (Weaver & Cleveland, 2007). Disruption of Cenp-E function
induced alignment defects, mitotic arrest or delay followed by erratic chromosome
segregation, aneuploidy and apoptosis which indicated a role in stabilization of MT-KT
attachments, chromosome alignment and SAC signaling (Putkey et al., 2002; Tanudji et
al., 2004; Weaver et al., 2003; Yao et al., 2000). The crystal structure of the Cenp-E motor
domain has been solved (Garcia-Saez et al., 2004) which enables a virtual screening
for inhibitors of ATPase activity. To date, two inhibitors have been reported. Inhibitor
UA62784 was poorly soluble indicating a need for chemical optimization (Henderson
et al., 2009). GSK923295 is an allosteric inhibitor of Cenp-E ATPase activity and
prevented detachment of the protein from MTs and stabilized ADP-Pi-Cenp-E-MT
complex (Wood et al., 2010). The mechanism of GSK923295 and KSP/Eg5 inhibitor,
ispinesib, is different: ispinesib weakened the binding of KSP/Eg5 to MTs and retarded
the release of ADP from KSP/Eg5 (Lad et al., 2008). GSK923295 resulted in mitotic
arrest and cell death in preclinical models (Wood et al., 2010) and is evaluated in phase
I trials (Good, Skoufias, & Kozielski, 2011). c-Myc overexpression or amplification
represents a potential biomarker of enhanced sensitivity for Cenp-E inhibition (http://
www.cytokinetics.com/press_releases/release/pr_1207592692).
2.6.2.2 Farnesyl transferase inhibitors (FTIs)
Another means to inhibit Cenp-E activity is to target farnesylation of the kinesin.
Although FTIs were originally developed to inhibit an oncogene, ras (Kohl et al., 1993),
the inhibitors were soon recognized to elicit their effects in a more complex manner.
Clinical studies demonstrated anti-tumor activity preferentially against ras-independent
cancers (Sousa, Fernandes, & Ramos, 2008). Because FTIs induce prometaphase arrest
it was suggested that FTIs might target mitotic proteins (Crespo et al., 2001). Cenp-E and
Cenp-F function in mitosis and are known to undergo farnesylation and therefore, were
plausible candidates for being effectors of FTIs. Prevention of farnesylation induced
a phenotype resembling depletion of Cenp-E or Cenp-F: induction of chromosome
misalignment, loss of sister KT tension and a mitotic delay (Crespo et al., 2001; SchaferHales et al., 2007). FTIs also abolished localization Cenp-E and Cenp-F (Hussein &
Taylor, 2002; Schafer-Hales et al., 2007). Furthermore, FTIs inhibited binding of Cenp-E
to MTs in vitro (Ashar et al., 2000; Crespo et al., 2001). On the other hand, a distinct
phenotype of monopolar arrest was described suggesting that FTIs may target protein(s)
required for pole separation and spindle formation (Crespo et al., 2001). Many proteins
have been shown to undergo farnesylation but it is unclear which proteins mediate
the FTI effects (Harousseau, 2007). Clinical trials indicate that FTIs, especially when
combined with other agents, may have a therapeutic value in hematologic malignancies
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(Braun & Fenaux, 2008; Harousseau, 2007) and in metastatic breast cancer (T. Li &
Sparano, 2008).
2.6.2.3 Plk1 inhibitors
Plk1 is highly expressed in variety of human cancers and its expression has a
prognostic value (McInnes, Mezna, & Fischer, 2005; Takai et al., 2005). Abrogation
of Plk1 function caused mitotic arrest resulting in apoptosis in several cancer cell lines
(Spankuch-Schmitt et al., 2002; Strebhardt & Ullrich, 2006), whereas caused only minor
effects on proliferation of normal cell lines (Guan et al., 2005; X. Liu, Lei, & Erikson,
2006; Spankuch et al., 2007). Constitutive expression of Plk1 using mRNA injection
transformed NIH 3T3 cells (M. R. Smith et al., 1997) indicating that excess of the kinase
can contribute to the cell fate and therefore, Plk1 overexpression is more than a marker
of increased proliferation. Furthermore, Plk1 depletion increased the sensitivity to taxol
and herceptin (Spankuch et al., 2006; Spankuch et al., 2007). These features justify Plk1
as a drug target and inspire the development of chemical inhibitors. Here, I will review
literature about inhibitors that are investigated in clinical trials.
Most Plk1 inhibitors are ATP-competitors which inhibit catalytic activity by binding
to ATP-binding domain of the kinase. To date, five Plk1 inhibitors, three of which are
ATP-competitors, have entered clinical trials and several inhibitors are in preclinical
development (McInnes & Wyatt, 2011). BI 2536, developed by Boehringer Ingelheim,
is among the best characterized anti-Plk1 compounds. The inhibitor had anti-cancer
activity in xenograft murine models and against solid tumors in phase I trials (Mross
et al., 2008; Steegmaier et al., 2007). However, further investigations were halted
due to development of BI 6727, another member of the same class of experimental
inhibitors (D. Rudolph et al., 2009) with improved pharmacokinetics (Medema, Lin, &
Yang, 2011). The compound has proceeded in phase II on patients with advanced solid
tumors (Schoffski et al., 2012). GSK461364A, an inhibitor optimized from a thiophene
benzimidazole named compound 1 (Gilmartin et al., 2009; Lansing et al., 2007), was
anti-proliferative in several cancer cell lines as well as resulted in tumor regression in
xenograft models (Gilmartin et al., 2009) and is currently in phase I for advanced solid
tumours and NHL (Lapenna & Giordano, 2009). Recommendations for phase II doses
have been suggested (Olmos et al., 2011). A recently identified, oral inhibitor of Plk1,
NMS-P937, is currently in phase I trials (Beria et al., 2011).
Recently, two Plk inhibitors that are unrelated to ATP, ON 0190.Na and HMN-214,
entered clinical trials (Schoffski, 2009). ON 0190.Na (Gumireddy et al., 2005) induced
apoptosis in a broad range of cancer cell lines including MDR-positive, treatmentresistant cells lines and was anti-tumorigenic in animal models. Plk1 activity was
inhibited in vitro although ON 0190.Na also inhibited Abl, Flt-1 and PDGFR. In
cancer cells, the phenotype resembled Plk1 depletion (Sumara et al., 2004), whereas
normal cells were not affected suggesting cancer cell specificity (Gumireddy et al.,
2005). ON 0190.Na has entered several phase I studies (Jimeno et al., 2009). Although
the primary target is suggested to be Plk1 (Gumireddy et al., 2005), the effects may
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be partly attributed to inhibition of other targets (Olmos, Swanton, & de Bono, 2008).
HMN-214 is a stillbene derivative whose cellular effects, mitotic arrest, spindle
abnormalities and cell death (DiMaio et al., 2009; Takagi et al., 2003; H. Tanaka et al.,
2003), are suggested to involve Plk1 pathway (H. Tanaka et al., 2003) although the
compound only mislocalized the protein. The compound has been reported to be the
first anti-centrosome drug which inhibits MT nucleation at centrosomes (DiMaio et
al., 2009). Whether Plk1 is involved in these effects was not addressed. The compound
resulted in a stable disease in a phase I study in patients with advanced solid tumors
(Garland et al., 2006) and is currently investigated in phase II and III (DiMaio et al.,
2009). Biomarker studies are needed for validation of target inhibition, optimization
of the administration and prediction of responsive patients (Olmos et al., 2008). Cyclin
B1 is an example of a potential predictive biomarker in context of pancreatic cancer
(Jimeno et al., 2009).
Plk1 possesses a Plk family specific phosphopeptide binding domain (polo-box domain,
PBD) (Elia, Cantley, & Yaffe, 2003). The domain mediates Plk1-substrate interactions
by specifically binding to phosphopeptides which contain Ser-pThr/pSer-(Pro/X) motif
(Elia et al., 2003) and is essential for proper intracellular localization of Plk1 (Elia
et al., 2003; K. S. Lee et al., 1998). PBD inhibitors are thought to provide specificity
compared to kinase domain targeting inhibitors (Strebhardt & Ullrich, 2006). To date,
three phosphopeptide ligands of PBD have been identified (Strebhardt & Ullrich, 2006).
Thymoquinone and purpurogallin (PPG) are natural products capable of inhibiting PBD
in vitro and in cells (Reindl et al., 2008; Watanabe et al., 2009). Poloxin is a synthetic
thymoquinone derivative with improved specificity (Reindl et al., 2008). Consistently
with phenotypes of PBD overexpression (Hanisch et al., 2006; Seong et al., 2002), the
inhibitors mislocalized Plk1 and induced chromosome alignment defects resulting in
SAC-mediated mitotic delay and apoptosis. It is possible that the inhibitors mislocalize
Cenp-E and thus, destabilize MT-KT attachments as was shown for PPG (Watanabe
et al., 2009). Although the cancer cell specificity remains to be investigated and the
concentrations needed for cellular effects are rather high, these compounds validate PBD
as a drug target and may be used as lead compounds.
The mechanism how Plk inhibitors induce cell death and activation of apoptotic
machinery is not completely understood (Schmidt & Bastians, 2007). However, the
phenotype of chemical inhibition is well-established: induction of SAC activation and
mitotic arrest followed by apoptosis which resembles the effects of KSP/Eg5 inhibitors
and traditional anti-mitotic drugs. Therefore, apoptosis-inducing mechanisms may also
turn out to be similar (Schmidt & Bastians, 2007). Consistently, synergism with paclitaxel
has been reported (Spankuch et al., 2006; Spankuch et al., 2007). Factors that determine
the sensitivity to these drugs are poorly understood. There is evidence that tumors with
defective p53 or ras overexpression may be suitable for Plk1 inhibitor therapy (Medema
et al., 2011). Furthermore, inhibition of DNA damage response increases the amount
of cell death in Plk1 silenced cells (X. Liu & Erikson, 2003) suggesting that cells with
defective repair system may be more vulnerable (Olmos et al., 2008).
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2.6.2.4 Aurora A inhibitors
Aurora A is a mitotic kinase which plays an essential role in centrosome maturation
at G2, regulates centrosome separation at prophase and assembly of bipolar spindle
at prometaphase (Marumoto, Zhang, & Saya, 2005). Dysregulation of the kinase is
associated with cancer-susceptibility and induction of chromosomal instability which
rationales the development of Aurora A inhibitors in anti-cancer drug development.
Aurora A is overexpressed or amplified in various cancers and may correlate with
tumor grade (Boss, Beijnen, & Schellens, 2009; Marumoto et al., 2005). Aurora A
overexpression transformed NIH3T3 cells and induced tumor formation in nude mice
(H. Zhou et al., 1998). However, additional genetic changes are probably needed for
tumorigenesis (Giet, Petretti, & Prigent, 2005). A plethora of different mechanisms
may account for tumorigenic function of Aurora A: overexpression of the kinase
induced centrosome amplification, inhibition of the SAC and cytokinesis and resulted
in tetraploidy (Anand, Penrhyn-Lowe, & Venkitaraman, 2003; Jiang et al., 2003;
Meraldi, Honda, & Nigg, 2002). Depletion of the kinase by RNAi induced incomplete
centrosome separation, spindle defects and abnormal mitotic progression and resulted
in cell death (Marumoto et al., 2005). Indeed, available chemical inhibitors possess
anti-tumorigenic properties in cell lines and in animal models (Kollareddy et al.,
2012)
Most Aurora kinase inhibitors target both Aurora A and B the phenotype showing
Aurora B inhibition. I will only discuss specific Aurora A inhibitors here. MLN8054,
developed by Millennium Pharmaceuticals, was the first of few small compounds against
Aurora A activity. It is ATP-competitive and specific until 1 µM (Manfredi et al., 2007).
Drug-induced effects on mitosis and proliferation have been extensively characterized
in various cancer cell lines (Hoar et al., 2007; Manfredi et al., 2007) resulting in a
model of inhibitor function in mitosis (Hoar et al., 2007). MLN8054 induced spindle
abnormalities majority of cells having unseparated centrosomes. Interestingly, the
cells were mainly bi- or multipolar. It was suggested that the monopolar spindles could
eventually rearrange into bi- or multipolar ones as a result of acentrosomal spindle
pole formation. In addition, multipolar spindles might undergo resolution into bipolar
structures. Spindle abnormalities and alignment defects activated the SAC and induced
a transient mitotic delay. Due to chromosome bridges and lagging chromosomes among
other segregation defects, daughter cells were aneuploid which eventually resulted in
cell death. Anti-tumor effects were confirmed in murine xenograft model showing
inhibition of tumor growth, increase in mitotic index and induction of apoptosis
(Manfredi et al., 2007). MLN8054 entered phase I trials for advanced solid tumors
in 2005 but due to adverse effects on the central nervous system the concentrations
achieved in plasma were insufficient (Dees et al., 2011). An analogue of MLN8054,
MLN8237, has improved specificity and multiple phase II trials on patients with solid
tumors and haematological malignancies are being initiated (Kollareddy et al., 2012).
Preclinical studies suggested potential in treatment of childhood acute lymphoblastic
leukemia (ALL) and solid tumors (Carol et al., 2011; Maris et al., 2010) as well as MM
(Gorgun et al., 2010) and aggressive B-cell non-Hodkin’s lymphoma (Qi et al., 2011).
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MK-5108 developed by Vertex stabilized the disease as a single agent and caused also
partial response when combined with docetaxel in patients with advanced solid tumors
(Kollareddy et al., 2012). ENMD-2076 from EntreMed has proceeded in phase II in
patients with ovarian cancer and holds a great promise for treatment of AML (Cheung
et al., 2011; Kollareddy et al., 2012). Phase I studies in advanced solid tumors and
MM are ongoing (Kollareddy et al., 2012). MP529 pyrimido[4,5-b]indole series of
compounds developed by SuperGen Inc seem to be very potent and specific in vitro
and in various cancer cell lines and reduce tumor growth in xenograft model (http://
www.healthtech.com/conferences_track_overview.aspx?id=77554&c=). MP529 was
reported to be in late preclinical stages in 2007 (http://kcancer.com/node/84.). Data
from clinical trials have not been published.
Despite high preclinical anti-tumor activity, clinical utility of Aurora A inhibitors
remains to be determined. Before the inhibitors can be used in clinics, various questions
still remain (discussed in chapter 2.6.3.1) such as how to monitor the effective inhibitor
dose in tumor. Mitotic index has been thought to confirm target inhibition. However,
Aurora A inhibition may lead to mitotic death, or mitotic slippage followed by death
or post-mitotic cell cycle arrest, suggesting that additional markers are likely required
(Chakravarty et al., 2011). Aurora A phosphorylates TACC3 on Ser558 which is
required for localization of the protein to spindles and centrosomes. Consistent with
Aurora A inhibition, MLN8054 inhibited TACC3 phosphorylation and mislocalized
the protein. The effects correlated with the status of Aurora A autophosphorylation site
Thr288, a widely used marker for activity of the kinase in preclinical models. These
data suggested that TACC3 localization may represent a direct pharmacodynamic
marker for activity of Aurora A in tumors (LeRoy et al., 2007). The marker may have
technical advantages over measuring the Thr288 phosphorylation in clinical samples
(LeRoy et al., 2007). Finally, a recent study proposed that spindle morphology and
chromosome alignment together reflect the response in skin and tumor biopsies
(Chakravarty et al., 2011).
2.6.2.5 Hec1/NEK inhibitors
Hec1 (highly expressed in cancer) is a member of a conserved Ndc80 complex
comprised of Hec1, Nuf2, Spc24, Spc25 (Bharadwaj, Qi, & Yu, 2004; Y. Chen et al.,
1997; Nabetani et al., 2001). The complex localizes to the outer KT plate where it is
required for the formation of proper MT-KT attachments, chromosome congression
and SAC function (Cheeseman et al., 2006; DeLuca et al., 2006; McCleland et al.,
2003; Meraldi, Honda, & Nigg, 2004). Hec1 is overexpressed in various human
cancers (Wu et al., 2008). Furthermore, Hec1 depletion in tumor cell lines and animal
models induced mitotic abnormalities and cell death (Gurzov & Izquierdo, 2006;
L. Li et al., 2007; Lin et al., 2006) suggesting that inhibition of Hec1 function may
have therapeutic value. Most available inhibitors target enzymes with small molecule
substrates such as ATP and therefore, the knowledge on inhibition of protein-protein
interactions is scarce. Furthermore, these interactions are transient and binding sites
are structurally more difficult to target (J. Rudolph, 2007). However, abrogation of
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protein-protein interaction was successfully used for inhibiting Hec1 (Wu et al., 2008).
The authors performed a yeast two-hybrid screen to identify LMW inhibitors of Hec1Nek2 kinase interaction shown to be important for Hec1 function in chromosome
segregation (Y. Chen et al., 2002) and stabilization of MT-KT attachments (Du et al.,
2008). The screen identified a small compound termed INH1 that bound to Hec1 and
inhibited the interaction (Wu et al., 2008). Interestingly, INH1 also reduced Nek2
protein levels. Reminiscent to depletion of Hec1 and Nek2, INH1 resulted in mitotic
delay and induced a massive apoptosis after slippage from aberrant mitosis. In addition
to reduced viability of a panel of cancer cell lines, INH1 showed preclinical anti-tumor
activity in mouse xenograft model. Importantly, data indicated that INH1 effects may
be cancer cell specific. Hec1-Nek2 interaction seems therefore a potential target for
anti-cancer drug development.
2.6.2.6 Inhibitors of mitotic exit
Slippage from mitosis before apoptosis is executed is one of the mechanisms responsible
for resistance to anti-mitotic treatment (Manchado, Guillamot, & Malumbres, 2012).
Therefore, delaying the mitotic exit have been envisioned to enhance the treatment
efficacy. In fact, there is evidence that when cyclin B1 degradation is prevented by
genetic ablation of APC/C activator Cdc20 the cancer cells die massively and even more
efficiently than when treated with drugs targeting spindle function (H. C. Huang et al.,
2009). Furthermore, introduction of non-degradable cyclin B1 led to similar effects (H.
C. Huang et al., 2009). These results support the hypothesis that targeting mitotic exit
may be a promising, novel, MT-independent approach to target mitosis for therapeutic
purposes. Alternative possibilities to prevent cyclin B1 degradation and therefore, exit
from mitosis, could include drugs targeting the proteasome or components of the APC/C
(Manchado et al., 2012). In cancer clinics, these novel drugs could potentially be used
together with conventional anti-mitotics and target wide range of tumors independently
of the status of p53 or the SAC (H. C. Huang et al., 2009; Janssen & Medema, 2011;
Manchado et al., 2012).
2.6.3 LMW compounds inducing a forced mitotic exit
It has been proposed that anti-mitotics require functional SAC to be effective killers.
On the other hand, there is a consensus that complete SAC inactivation is lethal itself
(Kops et al., 2004; Kops et al., 2005). Homozygous deletion of BubR1 or Mad2 causes
embryonic lethality and silencing causes cell death in cell lines. The essential nature of
the SAC has created the concept of “mitotic drivers” (Keen & Taylor, 2009) referring to
drugs that override the SAC and force cells out of abnormal mitosis. “Mitotic drivers”
identified to date mainly target Aurora B. The outcome of a forced mitotic exit may
be cell death, senescence or endocycling (Fig. 6) (Keen & Taylor, 2009). It is believed
that the use of “mitotic drivers” would improve specificity against proliferating cells
and therefore, would not cause severe side-effects of tubulin-targeting drugs. Besides
Aurora B, other SAC kinases such as Bub1 and BubR1 could potentially be targeted
to cause forced exit and cell death. In fact, data from Gao and colleagues support
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inhibition of Bub1 as a potential anti-cancer strategy in p53-proficient cells (Gao et al.,
2009). The basis for possible tumor cell selectivity is not understood but preclinical
data suggests that tumor cells might be more vulnerable to certain SAC inhibitors
(Kaestner & Bastians, 2010). It is possible that the presence of extra chromosomes,
a characteristics of cancer cells, contributes to the increased sensitivity to “mitotic
drivers” by increasing the time required for the chromosome alignment (Janssen
& Medema, 2011). Furthermore, cancer cells possess abnormal DNA content and
therefore, might be more sensitive than normal cells to drug-induced increase in
genetic imbalancies (Janssen & Medema, 2011).

Figure 6. The mitotic driver concept and cellular fates (modified from Keen and Taylor 2009, Yamada and
Gorbsky 2006b). Gray boxes: the fate of anti-mitotic drug treated cells, black box: mitotic driver concept. A
mitotic driver drug rapidly overrides a drug-induced mitotic arrest.

2.6.3.1 Aurora B inhibitors
Aurora B kinase is essential for mitosis. The kinase functions together with INCENP,
Borealin and Survivin as a part of the CPC in which the other members are needed for
its activity and localization (Vader, Medema, & Lens, 2006). Aurora B is involved in
key mitotic processes (Carmena & Earnshaw, 2003; Vader & Lens, 2008; Vagnarelli
& Earnshaw, 2004) from early mitosis to cytokinesis including chromosome
condensation, cohesion, resolution of incorrect attachments, SAC function and
cytokinesis (Fig. 7).
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Figure 7. Localization and functions of Aurora B in mitosis (adapted from Ruchaud et al 2007).

Furthermore, Cenp-E, and the SAC proteins BubR1 and Mad2 depend on Aurora B for
KT localization (Ditchfield et al., 2003). Overexpression of Aurora B has been detected
in multiple tumor types of different origin (Kollareddy et al., 2008; Mountzios, Terpos,
& Dimopoulos, 2008) and the expression correlates with tumor grade and prognosis
in various cancers (Kurai et al., 2005; Sorrentino et al., 2005; S. Tanaka et al., 2008;
Zeng et al., 2007). CIN is observed in Aurora B overexpressing tumors. However, a
role of the kinase in tumorigenesis is not well-established (Vader & Lens, 2008). Aurora
B overexpression may have transforming potential alone (Ota et al., 2002) or together
with H-Ras (Kanda et al., 2005). Cancer-associated mutations of the gene have not been
determined (Perez de Castro et al., 2007) and the locus is not known to be amplified
(Mountzios et al., 2008; Vader & Lens, 2008). However, expression data of different
cancers has encouraged for development of chemical inhibitors for cancer therapy
purposes. LMW inhibitors of Aurora B caused severe defects: SAC abrogation and a
failure of chromosome alignment and cytokinesis (Ditchfield et al., 2003; Hauf et al.,
2003). The catastrophic mitosis led to premature forced exit and pseudo G1-arrest or
alternatively, endoreduplication both of which were followed by apoptosis (Carvajal,
Tse, & Schwartz, 2006; Ditchfield et al., 2003; Hauf et al., 2003). Although not
completely understood, lethality of Aurora B inhibition is thought to arise from severe
polyploidization (Kaestner & Bastians, 2010).
Currently, Aurora B can be specifically targeted with two inhibitors, namely AZD1152
and compound 677, both developed by AstraZeneca (Carvajal et al., 2006). p53-deficient
cells were sensitized to the compound 677 and preclinical data on combining the
inhibitor with other anti-cancer agents was promising (Carvajal et al., 2006). Clinical
data has not been published. AZD1152 is a pro-drug which is metabolized into active
form, A-ZD1152-HQPA, in plasma. The selectivity of the drug is 1000-fold higher
for Aurora B than for Aurora A (Walsby et al., 2008). The inhibitor induced apoptosis
and inhibited tumor growth in colorectal and lung cancer models (Wilkinson et al.,
2007). Besides in solid tumors, the drug has been investigated in preclinical models of
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haematological malignancies (R. P. Evans et al., 2008; Wilkinson et al., 2007; J. Yang et
al., 2007). AZD1152 was anti-proliferative and triggered cell death in several leukemic
and myeloma cell lines, primary cells from MM patients as well as in murine xenograft
models for the diseases. Moreover, the effects were synergistic with MT-depolymerizing
agent vincristine and topoisomerase II inhibitor daunorubicin which are used as antileukemic drugs (J. Yang et al., 2007). In MM cell lines, AZD1152 was synergistic
with dexamethasone (R. P. Evans et al., 2008). Recently, sensitization for radiotherapy
response, micronucleation and mitotic catastrophe were investigated (Y. Tao et al.,
2008). Shown in cell lines and colon carcinoma mouse model, sequential combination
of AZD1152 and radiation resulted in synergistic effects on cell death and tumor growth
delay. The drug was particularly anti-tumorigenic in p53-deficient cells proposing that
combination of DNA-damaging agents and Aurora B may have therapeutic potential
on p53-defective background. AZD1152 has been studied in patients with solid tumors
and disease stabilization was observed (Cheung et al., 2009; Kollareddy et al., 2012).
Clinical data indicated that the drug may have therapeutic in AML patients (Kollareddy
et al., 2012).
Inhibitors that target both Aurora A and B appear to result in phenotype of Aurora B
inhibition. VX-680 (MK-0457) (Harrington et al., 2004) and PHA-739358 (Carpinelli
et al., 2007) are the most extensively characterized inhibitors of both Aurora A and
B. ZM447439 (Ditchfield et al., 2003) and hesperadin (Hauf et al., 2003) are more
potent against Aurora B and are commonly used to explore biological functions of
the kinase. Hesperadin was discovered in cell-based assays as a compound inducing
polyploidization (Hauf et al., 2003), whereas ZM447439 and VX-680 were identified
to inhibit Aurora activity in vitro (Ditchfield et al., 2003; Harrington et al., 2004). VX680 was investigated in phase I clinical trials in patients with CML and Philadelphia
chromosome-positive ALL but the trials were discontinued due to side effects on heart
function (Cheung et al., 2009). At least nine small compounds which inhibit Aurora A
and B (and some also C) with similar concentrations, have proceeded into clinical trials
in patients with solid or haematological malignancies (Kollareddy et al., 2012). Three
of the inhibitors, R-763, PF-3814735 and CYC-116, appeared to be suitable for oral
and intravenous administration (Cheung et al., 2009). One of the pan-Aurora inhibitors,
danusertib (PHA-739358), (Fancelli et al., 2006) is currently in phase II trials (Cheung
et al., 2011) and is expected to soon enter phase III in several solid malignancies
(Kollareddy et al., 2012). Interestingly, besides Aurora B, VX-680 and PHA-739358
inhibit BCR-ABL and therefore, are considered as potential second-generation drugs for
imatinib resistant patients (Gontarewicz et al., 2008; Weisberg et al., 2007). In addition,
a plethora of Aurora inhibitors are in preclinical development and novel inhibitors are
still being identified (Kollareddy et al., 2012; Schmidt & Bastians, 2007).
The determinants of the sensitivity to Aurora inhibition have been intensively studied
but the subject is very challenging and the crucial factors are not yet well-established.
Aurora kinases are highly expressed in mitosis and therefore, it is thought that highly
dividing cells are most vulnerable (Keen & Taylor, 2009). There is a body of evidence
that the status of p53 may influence the cell fate upon Aurora inhibition (Ditchfield et al.,
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2003; Gizatullin et al., 2006; Margolis et al., 2003). Typically, p53-deficient cells with
inhibited Aurora B become polyploid and undergo cell death, whereas p53-proficient
cells arrest at pseudo-G1 phase (Ditchfield et al., 2003; Gizatullin et al., 2006; Harrington
et al., 2004; Hauf et al., 2003). In line with the arrest, many Aurora inhibitors induce p53
accumulation (Dreier et al., 2009; Gizatullin et al., 2006; Kaestner, Stolz, & Bastians,
2009). There is evidence that p53 may not totally prevent the cells from endoreduplication
and may not arrest the cells immediately after the first erratic mitosis (Dreier et al.,
2009). It was shown that upon drug removal after long-term treatment, some colonies
emerged independent of p53 status indicating that some cells were capable of resuming
proliferation. Importantly, those cells were not resistant to the drug suggesting that
other mechanisms enabled the cells to evade the killing and in case of cancer treatment
those cells could possibly be targeted by repeating the exposure (Dreier et al., 2009).
Altogether, predicting cell fate based on the p53 status may be too simplistic. In fact,
a characterization of selective Aurora B inhibitor effects performed with an extensive
panel of cell lines with different p53 status indicated that Aurora inhibition can abrogate
p53-mediated arrest and induce polyploidy independent of p53 functionality (Nair et
al., 2009). In conclusion, data from several laboratories (Ditchfield et al., 2003; Dreier
et al., 2009; Gizatullin et al., 2006; Kaestner et al., 2009) suggest that p53 alone cannot
determine the cell fate upon Aurora inhibition.
Not only p53 but also p21 and Rb, which all are essential for postmitotic checkpoint
arresting cells at pseudo-G1 state, may be involved in the response to Aurora inhibitors.
Supporting the role of p21 and Rb, cell lines responded differently to Aurora inhibitors
depending on p21 induction and Rb phosphorylation (Gizatullin et al., 2006). It was
suggested that not only p53 functionality but the integrity of p53-p21 pathway and
possibly status of Rb may affect the drug response. On the other hand, there is evidence
that induction of p53 or p21 does not necessarily correlate with the extent of polyploidy
(Nair et al., 2009). In the same study, Rb was found to be a substrate of Aurora B
adding a Cdk-independent connection between Aurora B and Rb (Nair et al., 2009).
It was proposed that Aurora B-dependent phosphorylation of Rb on Ser780 is crucial
for regulating the post-mitotic checkpoint after erroneous mitosis. Furthermore the
data suggested that upon Aurora inhibition, Rb could actually promote polyploidy after
erroneous mitosis (Nair et al., 2009). Therefore, it is possible that Rb deficient tumors
might undergo less endoreduplication upon Aurora inhibition (Nair et al., 2009). Finally,
Myc expression levels may represent a predictor of the response for Aurora B inhibition
(D. Yang et al., 2010) because Myc-overexpressing tumors may depend on Aurora B for
the malignancy (den Hollander et al., 2010).
Due to mitotic roles of Aurora kinases, it has been proposed that their inhibition may
represent a means to target rapidly proliferating cancer cells and the preclinical data
support the concept (Ditchfield et al., 2003; Harrington et al., 2004). Clinical data indicates
that novel mitosis-targeting drugs, including Aurora inhibitors, have anti-tumor potential
although weaker than traditional MT-targeting drugs (Manchado et al., 2012). Currently, it
seems that the therapeutic effects of Aurora inhibition are lower than originally expected
(Kollareddy et al., 2012; Komlodi-Pasztor, Sackett, & Fojo, 2012). This outcome likely

Review of the Literature

41

reflects the fact that doubling-times of cells in human tumors are in fact much longer
than those in preclinical models that may contest the use of such models in the study of
early state inhibitors affecting mitosis (Kollareddy et al., 2012; Komlodi-Pasztor et al.,
2012). The importance of Aurora kinases in tumorigenesis is not well-established and it is
possible that their role during cancer formation is only transient (Kollareddy et al., 2012).
Moreover, the lack of means to identify most responsive patients may partially explain
why the inhibitors have not yet met the expectations (Manchado et al., 2012). It is likely
that induction of tetraploidy affects also normal cells and potentially might also predispose
healthy cells to tumorigenesis (Janssen & Medema, 2011). Reflecting the effects on rapidly
dividing haematological cells, neutropenia has been encountered as a side-effect in clinical
trials (Kollareddy et al., 2012). Duration of the treatment, monitoring the efficacy, and
identification of the most responsive patients are examples of the issues that require further
investigations before these inhibitors can be approved for clinical use (Keen & Taylor,
2009). Furthermore, it will be important to determine whether targeting a single or several
Aurora kinases simultaneously is a more potent approach. Finally, careful evaluation of
drug combinations are needed (Cheung et al., 2009).
2.6.3.2 Histone deacetylase inhibitors (HDACIs)
Genetic mutations can cause inactivation of tumor suppressors or activation of protooncogenes which can ultimately drive tumorigenesis. However, it has been known for
years that also epigenetic changes are tightly involved in cancer formation (Yoo & Jones,
2006). Epigenetic modifications include DNA methylation and acetylation, as well as
methylation, ubiquitilation, and glycosylation of histones which may, depending on the
type and place of modification, activate or inactivate gene expression. Consequently,
changes in these modification patterns result in deregulated gene expression and genomic
instability and are typical for cancer cells. Methylation and acetylation are reversible and
therefore, restoring the modification patterns is an attractive cancer treatment possibility.
Potential targets for such epigenetic drugs include DNA methyltransferases (DNMTs)
and histone deacetylases (HDACs). Currently, there are at least eleven inhibitors of
HDACs (HDACIs) undergoing clinical trials and one inhibitor, vorinostat (SAHA), has
got an FDA approval for treatment of cutaneous T-cell lymphoma (Cang, Ma, & Liu,
2009). HDACIs possess anti-proliferative properties (Eot-Houllier et al., 2009) and seem
to have cancer cell specificity (Gabrielli et al., 2004; Warrener et al., 2003) targeting both
proliferating and non-proliferating tumor cells (Burgess et al., 2004). Numerous cellular
functions, such as apoptosis, cell cycle progression, angiogenesis and differentiation are
potentially affected by HDACIs (Yoo & Jones, 2006). As expected, HDACIs target gene
expression but only 5 % of the genes are likely affected (Robbins et al., 2005). The
inhibitors may activate transcription of tumor suppressors and apoptosis-inducing genes
and repress oncogenes. HDACIs may also result in acetylation of non-histone proteins
such as p53 which prevents DNA-repair. Indeed, the inhibitors may exert their effects in
transcription-dependent and independent manner (Yoo & Jones, 2006).
Effects on mitotic progression and in particular, SAC function are especially interesting in
context of this thesis. A plethora of HDACI-induced mitotic defects have been described
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including insufficient chromosome condensation (Cimini et al., 2003), impaired KT
assembly, mistargeting of the CPC (Stevens et al., 2008), spindle defects (Stevens
et al., 2008) and decrease in the amount of Aurora-A kinase (J. H. Park et al., 2008).
Indeed, HDACIs may induce congression defects (Warrener et al., 2003), override of
the SAC (Dowling et al., 2005; Warrener et al., 2003), segregation errors and abnormal
cytokinesis and polyploidy (Eot-Houllier et al., 2009). Interestingly, SBHA (Stevens et
al., 2008), TSA, apicidin and sodium butyrate (Magnaghi-Jaulin et al., 2007), which are
in clinical trials (Eot-Houllier et al., 2009), inactivate the SAC prematurely and induce
apoptosis. Data from several laboratories suggest that non-transcriptional changes, such
as disruption of centromere structure and function or prevention of histone deacetylation
involved in mitotic progression, may be involved in these mitotic abnormalities (Y. Li et
al., 2006; Magnaghi-Jaulin et al., 2007; Taddei et al., 2001). In addition, transcriptional
changes such as reduced expression of Aurora B (LaBonte et al., 2009), Plk1, survivin
and cyclinB1 (Noh et al., 2009) are likely involved.
Given the multi-targeting nature of HDAC inhibitors, specific targeting of mitosis may be
difficult. However, HDACIs which can inhibit the SAC and kill G2 checkpoint-deficient
cancer cells without affecting normal cells are considered promising anti-cancer agents.
Development of more selective inhibitors may decrease side-effects reported in clinical
trials. Finally, evidence is accumulating that HDACIs may increase efficiency of certain
anti-cancer agents, such as proteasome inhibitors, CDK inhibitors and demethylating
agents (Al-Janadi, Chandana, & Conley, 2008; Grant, 2008).
2.6.3.3 Mps1 inhibitors
Mps1/TKK is a kinase which localizes at KTs and whose activity peaks in mitosis
(Stucke et al., 2002). Mps1 activity is essential for correction of improper attachments
(Jelluma, Brenkman, van den Broek et al., 2008) and SAC function (Abrieu et al., 2001;
Stucke et al., 2002). The kinase is able to activate Aurora B via phosphorylation of
Borealin (Jelluma, Brenkman, van den Broek et al., 2008). On the other hand, very
recent data from three laboratories indicated that Mps1 functions downstream of Aurora
B proposing that Aurora B does not mediate error correction and chromosome alignment
functions of Mps1 (Hewitt et al., 2010; Maciejowski et al., 2010; Santaguida et al.,
2010). These discrepancies have been suggested to reflect the complexity of interactions
and existence of signaling network rather than linear dependencies between the kinases
(Lan & Cleveland, 2010). It is possible that chromosome alignment depends on functions
of both Mps1 and Aurora B on a common substrate, Cenp-E (Lan & Cleveland, 2010),
whose phosphorylation by both kinases enables congression (Espeut et al., 2008; Kim
et al., 2010). Mps1 has been shown to contribute to the SAC in various ways (discussed
in chapter 2.5.1) in unperturbed mitosis and upon MT drug treatment in human cells
(Jelluma, Brenkman, McLeod et al., 2008; Stucke et al., 2002; Tighe, Staples, & Taylor,
2008). Outside mitosis, Mps1 stabilizes p53 upon spindle damage and thus, promotes
activation of G1 checkpoint and prevents genomic instability (Y. F. Huang, Chang,
& Shieh, 2009). Few Mps1 substrates have been identified in vertebrates Borealin
(Jelluma, Brenkman, van den Broek et al., 2008) being the only target involved in the
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SAC function. BubR1 phosphorylation requires Mps1 but whether it is a direct substrate
remains to be resolved (H. Huang et al., 2008). Cancer-associated mutations in the gene
have not been found (de Carcer, Perez de Castro, & Malumbres, 2007) but overexpression
is common in chromosomally instable tumors (Carter et al., 2006). Given that Mps1
activity is important in essential mitotic functions and it is overexpressed in several
cancers, pharmacological inhibition of Mps1 may be an attractive therapeutic strategy.
To date, eight inhibitors of Mps1 have been identified. Three of them were effective on
analogue-sensitized Mps1 (Maciejowski et al., 2010; Sliedrecht et al., 2010; Tighe et al.,
2008) and one, cincreasin, was effective only in yeast (Dorer et al., 2005). SP600125
(Schmidt et al., 2005) was the first inhibitor of mammalian Mps1. Although originally
identified as an inhibitor of JNK (Bennett et al., 2001), the compound inactivated the SAC
independent on JNK and also at concentrations below JNK inhibition which indicated that
the effects were JNK-independent. Indeed, the induced defects in the SAC were shown
to result from Mps1 inhibition (Schmidt et al., 2005). In line with the SAC inhibition,
BubR1 was mislocalized from KTs and its phosphorylation was reduced indicating that
its activity was decreased. The authors suggested that Mps1 activity is needed to recruit
BubR1 but is not necessary for Mad1 localization the latter being confirmed later (Tighe
et al., 2008). As shown later, Mps1 activity is required for recruitment of Mad2 (Tighe
et al., 2008). SP600125 did not abolish Mad2 localization at KTs, raising the question of
the target responsible for SAC inhibition (Tighe et al., 2008). In fact, the drug inhibited
a wide range of kinases in vitro but possible mitotic functions for those kinases remain
to be identified (Schmidt et al., 2005). In summary, the relevance of SP600125 as a real
Mps1 inhibitor remains to be seen. The structure of Mps1 catalytic domain alone and
in complex with SP600125 is available (Chu et al., 2008; W. Wang et al., 2009) for the
structure-based design of related inhibitors and analogues.
Since identification of SP600125, several cellular inhibitors of Mps1 have been
characterized including AZ3146 (Hewitt et al., 2010), Mps1-In-1 and -2 (Kwiatkowski
et al., 2012), and reversine (Santaguida et al., 2010), a compound originally identified
as an inhibitor of Aurora B (D’Alise et al., 2008). MPI-0479605 was reported to be
anti-tumorigenic in mice but the growth inhibition of normal cells and side-effects seen
in mice indicated that the drug affected also normal cells (Tardif et al., 2011).The most
potent and selective Mps1 inhibitor to date is NMS-P715 (Colombo et al., 2010). The
compound induced SAC override, aneuploidy and massive cell death in various cancer
cell lines. Furthermore, the inhibitor was highly anti-proliferative in cancer cell lines
and also in mouse models but had minor effects on growth of normal cells. Altogether,
the data justify further investigations of Mps1 inhibitors as a potential novel means for
cancer treatment.

2.7

Phenotypic screens of small compounds

HTS of small molecules is performed in pharmaceutical industry and academia to
identify new hit compounds for drug development. When designing the screen of
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small compounds, several aspects are considered. Nowadays done in HT format,
the screens have to be automatable, cost-effective, and easy to perform. Libraries
of LMW compounds of synthetic and natural origin are commercially available and
utilized for screening purposes. While natural compounds increase the diversity of the
library, modification steps may be difficult (Verkman, 2004). Screening concentrations
are inevitably a compromise between the number and selectivity of hits discovered,
toxicity effects, and other issues. Usually, concentrations used are within micromolar
range (Schriemer, Kemmer, & Roberge, 2008). Similarly, the length of the treatment
is a compromise between being long enough for the cellular effects to take place and
short enough to reduce the likelihood of unspecific effects. The activity of the small
compounds is preferentially measured with a “positive readout“, such as increase in
fluorescent signal intensity, because it reduces the amount of hits that are not selectively
targeting the process or a protein of interest (Schriemer et al., 2008). Hits from the
primary screens are typically validated in secondary screens and further characterized
by various assays aiming to determine specificity and cytotoxicity, activity range, and
structure-activity relationship (SAR).
In cellular target-based screens, the aim is to identify LMW compounds that have an
effect on a pre-determined target as for example a certain kinase. In contrast, phenotypic
screens identify compounds that affect a cellular process as for example SAC signaling
or execution of cytokinesis and by definition, targets are not known beforehand.
Various different approaches for target identification have been developed ranging from
traditional affinity chromatography and expression cloning to modern genome-wide
systems biology methods (Hart, 2005). Although not always easy, potential targets can
be narrowed down by making “educated guesses” based on existing literature or silent
knowledge (Perrimon et al 2007). All in all, target identification process is challenging
and is a rate-limiting step in phenotypic screens (Eggert et al., 2004).
In context of mitotic research, phenotypic screens have revealed several interesting LMW
compounds such as Eg5 inhibitor monastrol (Mayer et al., 1999), Aurora B inhibitor
hesperadin (Hauf et al., 2003) and Mps1 inhibitor cinreasin (Dorer et al., 2005). These
inhibitors affect key mitotic processes such as bipolar spindle formation, SAC activity,
and chromosome alignment. Nowadays, fluorescence microscopy has turned out to be an
extremely powerful technique in basic mitotic research and also in HT screens. It can be
used in live cell assays to monitor fluorescently-tagged protein(s) or in experiments with
fixed samples stained for DNA and immunolabeled with fluorescently tagged antibodies
detecting the protein of interest. Compared to plate reader based detection, imaging
increases the amount of information of cellular effects induced by the library compounds
(Yarrow et al., 2003) but as a consequence, makes the data analysis and handling more
demanding (Eggert & Mitchison, 2006). Due to these difficulties in data analysis and
target identification in the phenotypic screens, target-based screens are more widely
used (Perrimon et al., 2007). Cell-based small compound screening by imaging has been
successfully utilised in identification of inhibitors of processes such as cell migration
(Yarrow et al., 2005), cytokinesis (Eggert et al., 2004) and mitotic progression (Wilson
et al., 2006). Comparison of the phenotypes of parallel chemical screening and genome-
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wide RNAi screens is a potent approach to identify new inhibitors and speed up the
target identification process although the target has to be validated by other methods
(Eggert et al 2004).

2.8

Flavonoids and their medicinal effects

2.8.1 Structure and function
Secondary metabolites protect plants that produce them against different stresses such
as reactive oxygen species, parasites and UV radiation. The largest group of secondary
metabolites is comprised of polyphenols, including tannins, phenolic acids, stilbenes,
lignans, and flavonoids among others (Link, Balaguer, & Goel, 2010). More than 9000
flavonoids have been identified in plants (Y. Wang, Chen, & Yu, 2011). Flavonoids have
a common phenylbenzopyrone (C6-C3-C6) skeleton comprised of two phenolic rings
connected by oxygen-containing pyran ring (Fig. 8). Based on the level of saturation
and ring substituents, flavonoids are further classified into seven main groups: flavonols,
flavonones, flavones, isoflavones, flavanones, flavanols, and anthocyanins (Singh &
Agarwal, 2006). In plants, flavonoids are typically found as various glycoside conjugates.

Figure 8. General structure, ring labeling and carbon atom numbering system of a flavonoid.

Medicinal effects of plants have been utilized for thousands of years in traditional medicine
and are nowadays of high interest also in modern medicine and drug discovery. More than
half of the cancer drugs in clinical use originate from natural sources (E. H. Liu et al.,
2009) plants being among the most diverse source of drug candidates. Besides treatment
of disease, plant-derived small compounds have raised interest in disease prevention. It
is estimated that 1/3 of cancers are preventable, mainly by avoiding smoking and having
a healthy diet (Bode & Dong, 2009). Epidemiological data suggests that diet rich in fruits
and vegetables may lower the incidence of various diseases including cancer (LamoralTheys et al., 2010). Edible plants are a versatile source of different polyphenols which are
mostly flavonoids (Chahar et al., 2011). Especially rich dietary sources of polyphenols
are vegetables, fruits, cocoa, tea and berries (Egert & Rimbach, 2011; Paredes-Lopez et
al., 2010). The inverse correlation of the vegetable and fruit-rich diet and lower cancer
risk has fuelled animal studies on flavonoids and other polyphenols. In vast number of
animal studies, flavonoids appear to inhibit cancer initiation, promotion and progression
(Scalbert et al., 2005), which points to the possibility that flavonoids may have potential
in cancer treatment and chemoprevention in humans. However, many epidemiological
studies have failed to show any correlation between high intake of flavonoids and lower
disease risk. The discrepancies between animal studies and epidemiological data have
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been suggested to partially reflect the fact that animal and cell line studies involve high
flavonoid concentrations not present in normal diet (Scalbert et al., 2005). Furthermore,
flavonoids have a low bioavailability due to rapid conjugation reactions in the body
and poor water solubility (Lamoral-Theys et al., 2010). Considering rapid metabolism
of flavonoids in human body, there is a need to put efforts not only to research of pure
small compounds but also to anti-cancer potential of their metabolites (Scalbert et al.,
2005). This requires better knowledge on flavonoid metabolism and characterization
of the metabolites present in the body. Moreover, the availability of biomarkers of
polyphenol intake is limited, and flavonoid composition in diet is not fully explored
which hamper the research on health effects (Scalbert et al., 2005). Relying on food
consumption questionnaires also gives rise to uncertainties in determination of flavonoid
intake (Manach et al., 2004).
Flavonoids may affect human health by multiple means of which anti-oxidation is
among the most thoroughly studied (Nijveldt et al., 2001). Ability to scavenge free
radicals and reactive oxygen species, prevent their formation and enhance detoxification
has been generally believed to account for the health benefits but it has turned out that
flavonoids can modulate activity of multiple cancer-related kinases (Lamoral-Theys et
al., 2010). Flavonoids are able to target key enzymes involved in proliferation, apoptosis
or cell cycle such as Akt, Cdks and MAP kinases and prevent angiogenesis as well as
metastasis (K. W. Lee, Bode, & Dong, 2011). Furthermore, epigenetic alterations may
explain some of the anti-cancer effects of flavonoids (Link et al., 2010). Flavonoids
modulate the activity of cytochrome P450 enxymes (CYP) and phase II enzymes which
metabolize endogenous and exogenous substances such as drugs and carcinogens.
Therefore, phytochemicals can inhibit activation of carcinogens and enhance their
clearance from the body (Moon, Wang, & Morris, 2006). However, whether this holds
true in vivo is largely unknown (Androutsopoulos et al., 2008). Flavonoids can disrupt
existing blood vessels in tumor (McKeage & Baguley, 2010). Interestingly, flavonoids
target mainly the tumor core suggesting that when combined with conventional therapies
often having limited penetrance into the tumor center the flavonoids may offer a means
to efficiently kill solid tumors. Each flavonoid and polyphenols in general modulates
activity of multiple proteins. This multi-targeting is considered advantageous in treating
complicated diseases such as cancer and this type of therapy could be associated with less
side-effects (Lamoral-Theys et al., 2010). On the other hand, multi-targeting complicates
target identification.
Polyphenolic phytochemicals, mainly components of green tea and soy as well as
pure curcumin or quercetin have been studied in healthy individuals, in patients with
premalignant lesions and in cancer patients (Thomasset et al., 2007). An interesting
example is soy which has a high content of isoflavones, such as genistein. Isoflavones
belong to phytoestrogens which are plant-derived estrogen-like compounds with antiestrogenic and estrogenic properties (Ososki & Kennelly, 2003). Phytoestrogens are
growth-inhibitory and induce G2/M arrest in several cancer cell lines (Virk-Baker, Nagy,
& Barnes, 2010). Epidemiological data indicate that phytoestrogens may decrease a risk
for prostate and breast cancer (Virk-Baker et al., 2010) and has fuelled the investigations
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on therapeutic potential of these anti-estrogenic properties. Anti-carcinogenic effects
of pure genistein or soya-based diet have been studied in animal models of breast
and prostate cancer as well as in some other cancers. These studies have reported a
decrease in metastasis, inflammation and angiogenesis (Virk-Baker et al., 2010). Clinical
studies on phytoestrogens alone and in combination with chemotherapy are ongoing for
various cancers (Pavese, Farmer, & Bergan, 2010; Virk-Baker et al., 2010). There are
indications that phytoestrogen-rich diet may lower the risk of cancer recurrence and
improve survival in breast cancer patients but there is clearly a lot of inconsistency and
therefore no recommendations on the “therapeutic” intake can be made at the moment
(Andres et al., 2011; Velentzis et al., 2008). Estrogenic properties manifested upon low
estrogenic conditions have led to use of phytoestrogen supplements as alternatives for
the traditional hormone replacement therapy in alleviating menopausal symptoms. Yet,
there are uncertainties regarding possible adverse effects of the estrogenic functions
which is also supported by animal studies (Andres et al., 2011). Without better knowledge
on the associated risks, the use of supplements especially in postmenopausal women
should be critically evaluated (Andres et al., 2011). Another example of a polyphenol in
clinical trials is quercetin, the most common flavonoid in diet (Russo et al., 2012) which
may have a potential in prevention and treatment of certain cancers and cardiovascular
diseases. Importantly, as a multi-target flavonoid, quercetin has been shown to be able
to target all the phases of carcinogenesis namely initiation, promotion and invasion.
Clinical data has been mainly obtained from studies on healthy individuals and the
studies in cancer patients are being initiated. Considering that high concentrations are
needed for therapeutic effects, the safety of supplements should be carefully studied.
Furthermore, similarly to the phytochemicals in general, there is still much to be learned
about molecular targets of quercetin.
Berries are a rich source of bioactive, anti-oxidative constituents such as flavonoids.
According to a Finnish study, berries represent 80 % of the most abundant dietary
polyphenol sources (Ovaskainen et al., 2008). In vitro studies suggest that direct
scavenging of reactive oxygen species and activity of anti-oxidative enzymes present in
berries may explain the anti-oxidative properties. The anti-oxidative capacity not only
varies from berry type to another but is also influenced by a plethora of other factors
(Stoner, Wang, & Casto, 2008). However, the functionality of those protective enzymes in
human body has not been proven (Stoner et al., 2008). In fact, there is evidence that antioxidative potential of berries in human may be questionable (Stoner et al., 2008). Animal
studies indicate that berry extracts can inhibit carcinogen-induced tumor formation in
models of cancers of colon, breast, oral cavity and esophagus. Epidemiological studies
on association of berry consumption and cancer risk in human is rather new area partly
due to the investigation of fruits and berries under the same category (Pajari, 2010).
Clinical data indicated that berry bioactives may prevent cancer formation in colon,
oral cavity and esophagus supporting the data from animal studies (Stoner et al., 2008;
Stoner, 2009).
Vast amount of preclinical and epidemiological data indicating health benefits of
polyphenols have not only increased the interest in polyphenol-rich diet but also created
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a business of dietary supplements. The origin of natural products has been widely taken
as a quarantee for their safe use (Ulbricht & Chao, 2010). However, as discussed above,
there are still many uncertainties and caveats in herbal medicine research that need to
be addressed before their use is regarded safe. In fact, long-term supplementation may
even increase the risk for cancer (Ulbricht & Chao, 2010). Potential carcinogenic effects
have to be considered; for example use of phytoestrogens in estrogen-receptor positive
breast cancer patients may include risks (Ulbricht & Chao, 2010). Furthermore, there
are indications that flavonoids may be pro-oxidative at high concentrations. Quercetin is
abundantly used as a dietary supplement but is also known to form mutagenic metabolites
in pro-oxidative reactions which result in formation of mutagenic or carcinogenic adducts
with DNA and proteins. On the other hand it has been stated that before DNA adduct
stability in vivo is known, investigations on mutagenicity in vitro may not be used for
risk prediction in human (Rietjens et al., 2005). Furthermore, flavonoids’ bioavailability
is low and therefore, the genotoxic concentrations observed in vitro may not be relevant.
Inadequate quality and information of dietary supplement content and concentrations
are also considered problematic (S. F. Zhou et al., 2007). Importantly, it has been shown
that herbal medicines may interfere with the metabolism of conventional drugs. These
herb-drug interactions result from the fact that phytochemicals, including flavonoids,
modulate the levels of enzymes of cytochrome P450 (CYP) family and function as CYP
inhibitors or activators depending on flavonoid structure and concentration (Hodek,
Trefil, & Stiborova, 2002). These interactions may inhibit carcinogen activation but may
enhance elimination of the conventional drugs or even lead to toxicity (Hodek et al.,
2002).
In light of the existing data on bioavailability and high concentrations needed in animal
studies, use of flavonoids as a therapeutic means most likely requires optimized delivery
systems (Lamoral-Theys et al., 2010). The benefits of polyphenol-rich diet are widely
accepted but recommendations of intake are still to be awaited. Especially, it is possible
that intake of polyphenolic dietary supplements causes adverse effects as it may cause
unknown flavonoid-flavonoid interactions and affect pharmacokinetics of traditional
drugs (Egert & Rimbach, 2011). Effects of phytoestrogen supplements or soy infant
formula on estrogen-responsive breast cancer patients and neonates, respectively, should
be carefully considered (Stopper, Schmitt, & Kobras, 2005). Before used in clinics, longterm effects of phytochemical supplementation need to be characterized. Furthermore,
reliable biomarkers are needed for efficacy evaluation. Those markers are potentially
derived from proteomic or metabolomic profiling of treated patients (Scott et al., 2009).
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AIMS OF THE STUDY

Cells possess an evolutionary conserved checkpoint termed the SAC that regulates the
fidelity of chromosome segregation in order to preserve genomic stability. Weakened
SAC may result in gain or loss of chromosomes (aneuploidy) which is a hallmark of
cancer cells. On the other hand, while SAC errors may promote tumorigenesis, cell line
studies and animal models have shown that total ablation of the mitotic checkpoint is
detrimental to cell viability. Therefore, SAC abrogation may hold a therapeutic value.
One important class of cancer drugs rely on inhibition of MT function in cells. However,
these tubulin targeting drugs cause severe side-effects in patients due to perturbation
of essential MT functions throughout the human body and not only in the dividing
tumour cells. This and other reasons such as development of resistance to the anti-cancer
treatments have created a need for discovery of new anti-neoplastic compounds that
would possess more cancer cell selective mechanism of action. It is currently thought
that inhibition of SAC function may improve the efficacy and alleviate the problems
associated with MT-targeting drugs. The purpose of this study was to identify novel
SAC-inhibitory hit compounds for drug development.
The specific aims of this thesis were:
1.

To identify novel, low molecular weight inhibitors of the SAC using cell-based
HTS.

2.

To characterize the cellular phenotypes of the newly discovered compounds in
details.

3.

To identify the mitotic target(s) and the mechanisms of action of the most potent
anti-SAC compounds.
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4.

MATERIALS AND METHODS

More detailed information on methods is available in the original publications (I-IV).
Cell line

Source

Used in

HeLa

human cervical adenocarcinoma

I, II, III, IV

HeLa H2B-GFP

human cervical adenocarcinoma

I, II, III

A549

human lung adenocarcinoma

I, II, III

DU145

human lung adenocarcinoma

I, II, III

PC3

human prostate adenocarcinoma

I, II, III

MCF-7

human breast adenocarcinoma

I

MCF-10A

breast epithelial

I, II, III, IV

22Rv1

human prostate adenocarcinoma

II

LnCaP

human prostate adenocarcinoma

II

Chemicals/reagents

Application

Supplier

Used in

Nocodazole

mitotic arrest

Sigma

I, II, III

Taxol

mitotic arrest

Molecular Probes

I, II, III

MG132

proteasome inhibition

Sigma

I, II, III, IV

Monastrol

monopole induction

Sigma

I, II, III

Vinblastine

mitotic arrest

Sigma

I, II, III

Mitomycin C

G2 arrest/Chk1 activ.

Sigma

IV

Thymidine

G1/S arrest

Sigma

IV

ZM447439

Aurora B inhibition

Tocris

I, II, III, IV

MLN8054

Aurora A inhibition

Selleck

II, III, IV

Fisetin

experimental drug

Sigma

I

Eupatorin

experimental drug

ExtraSynthese

II

SACi2

experimental drug

ChemDivIncorp.

III, IV

zvad-FMK

caspase inhibition

Calbiochem

III, IV

Staurosporine

apoptosis induction

Sigma

II, III

DAPI

DNA staining

Molecular Probes

I, II, III

SyberGold

DNA staining

Molecular Probes

I, II, III

Doxorubicin

Apoptosis/G2 arrest/Chk1 activ. Sigma

IV

SB-218078

Chk1 inhibition

Calbiochem

IV

Ro-31-8220

HTS positive control

LC Laboratories

I, II, III

Crystal violet

Colony stain

Sigma

III
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Antigen

Species

Supplier

Used in

Aurora A

rabbit

Abcam

I, III

Aurora B

rabbit/mouse

Abcam/BD Biosciences

I, II, III

Aurora A pThr288

rabbit

Cell Signaling Tech.

II, III

Aurora B pThr232

rabbit

Rockland

II, III

Bub1

mouse

Upstate

I, III

BubR1

mouse

Abcam

I, II, III

Cdc25C pSer216

rabbit

Cell Signaling Tech.

IV

Cdc27

mouse

Dr. P. Hieter

I

CenpF

mouse

BD Transduction Laborat.

I, III

Cenp A pSer7

rabbit

Upstate

I, II, III

Chk1 pSer296

rabbit

Cell Signaling Tech.

IV

cleaved PARP

mouse

Cell Signaling Tech.

II, III, IV

CREST

human

Antibodies Incorporated

I, II, III

Cyclin B1

mouse

BD Transduction Laborat.

I, III

GAPDH

mouse

Advanced Immunochemicals

II, III, IV

Hec1

mouse

Abcam

I, II, III

Histone H3 pSer10

rabbit

Upstate

I, III

Histone H2AX pSer139

mouse

Upstate

IV

INCENP

rabbit

Abcam/Dr. E. Nigg

II, III

NuMA

mouse

Dr. M. Kallajoki

III

Pericentrin

rabbit

Abcam

II, III

p21

rabbit

Cell Signaling Tech.

IV

Survivin

rabbit, mouse

Abcam

II, III

Tubulin alpha, DM1A

mouse

Abcam

II, III

Tubulin gamma

mouse

Abcam

II, III

Tubulin alpha YL1/2

rat

Abcam

I, III

Library

Library size

Supplier

ChemDiv

25 000

ChemDiv Incorporated

ChemBridge

30 000

ChemBridge Corporation

IBS Natural products

2 000

InterBioScreen

Spectrum Microsource

2 000

Microsource Discovery Systems

Tripos

6 000

Tripos International
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Used in

Cell culture

I, II, III, IV

Immunofluorescence

I, II, III

Live cell microscopy

I, II, III, IV

Western blotting

I, II, III, IV

Flow cytometry

I, II, III

High-throughput screening

I, II, III

In vitro kinase assay

I, II, III

In vitro tubulin polymerization assay

II, III

3D organotypic cell culture

II

Colony formation assay

III

Monastrol washout

II, III

Cold Ca lysis

II

Equipment

Manufacturer

Used in

Tecan PW384 plate washer

Tecan

I, II, III

Zeiss Axiovert 200M microscope

Zeiss

I, II, III

Odyssey infrared imaging system

LI-COR Biosciences

I, II, III, IV

BD FacsArray

BD Biosciences

I, II, III

LSR II flow cytometer

BD Biosciences

II

Incucyte live cell imager

Essen Instruments

IV

Acumen cell cytometer

TTP LabTech Ltd

I, II, III

TM
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5.1

Phenotypic screen for inducers of a forced mitotic exit (I, II, III)
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Recent preclinical and clinical data on novel experimental LMW inhibitors of cell
division regulators supports the concept of mitosis as anti-cancer drug target. This
promising outcome encourages for design and execution of new HTS to discover novel
anti-mitotic compounds. We developed a phenotypic HTS with the aim to identify
LMW inhibitors of the SAC that can induce loss of cancer cell viability. The published
results of this study are presented in this thesis. Unpublished results are also included
(figures are found after the original publications). The screen set-up, a modified version
of the screen originally developed by our collaborator Gary Gorbsky (OMRF, OK,
USA) (DeMoe et al., 2009), relied on the observations that mitotic, round-shaped
HeLa cells attach loosely to the substratum, whereas flat interphase cells attach tightly.
The SAC was hyperactivated with a low nocodazole concentration, which partially
depolymerized MTs and accumulated the cells at M phase. After shake-off and replating, the mitotic cells were exposed to LMW compounds for 4 h. Subsequently,
DNAase treatment and washing step removed sticky mitotics and cells that remain in
mitosis in the presence of the compounds (Fig. 9). Finally, the cells were stained with a
nucleic acid stain and fluorescence of the wells was measured. High fluorescence was
an indicator of a large cell number and thus, suggested that the cells in these wells had
exited mitosis.

Figure 9. The principle of screen for identification of LMW inhibitors of the SAC

In the HTS of 65 000 LMW compounds from five libraries, we identified altogether eight
compounds causing a forced mitotic exit, a phenotype that was validated in secondary
screens (I, II, III and unpublished results). Structures and source libraries are depicted in
unpublished results Fig. 1. Using the same HTS platform, our collaborator Gary Gorbsky
published their results on aminothiazole derivative, named OM137, as an inhibitor of
Aurora B (DeMoe et al 2009) which provides further proof-of-concept for the HTS
methodology employed in this thesis work.
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Cell-based screens typically measure changes in reporter genes (expression and/or
localization), post-translational modifications of proteins, or viability (Aherne et al.,
2002). A phenotypic approach could, in principle, also enable identification of novel
SAC inhibitors targeting essential proteins within the signaling pathway. In comparison
to target-based in vitro screens, cell-based screens possess several advantages in drug
discovery in general. The effective compounds can penetrate through the cell membranes
and target the substrates in their natural biochemical environment (Aherne et al., 2002).
Importantly, the toxicity can be observed at the early stages of the study (Soleilhac,
Nadon, & Lafanechere, 2010). These are notable advantages in drug discovery.
Phenotypic screens are not restricted to one target or end-point measurement but allow
broader analysis of the signaling cascade and possibly identify also novel components
of the anticipated target pathway. At the time my Ph.D. project was started, phenotypic
HTS, to our best knowledge, had not revealed any LMW inhibitors of the SAC. Instead,
phenotypic screens had identified novel mitosis-targeting compounds, such as Eg5
inhibitor monastrol (Mayer et al., 1999), Aurora B inhibitor hesperadin (Hauf et al.,
2003) and Mps1 inhibitor cinreasin (Dorer et al., 2005), all of which perturb normal
mitotic progression. A few years from the start of my project, a HTS for premature
mitotic exit causing compounds was described in which the end-point was mitotic index
measured using MPM2-FACS analysis (Stolz et al., 2009). The group identified an
indolocarbazole Gö6976 abrogating the function of Aurora A and B kinases. Recently,
a screen comparing viability of taxol alone and in combination with LMW compounds
identified a novel series of Aurora inhibitors (Kwiatkowski et al., 2012).
High scaffold diversity of the compounds included in the screen likely increases the
probability of hit identification (Koehn & Carter, 2005; Mishra et al., 2008). We utilized
high-quality libraries in which the compounds were either purely synthetic (ChemDiv,
ChemBridge and Tripos libraries of 25 000, 30 000 and 6000 compounds, respectively),
of natural origin (IBS Natural Compounds library, 2000 compounds), or combination
of both types (Spectrum Microsource, 2000 compounds). Natural products are thought
to possess extremely high chemical diversity and they have a profound history in drug
discovery and development. The natural compounds of IBS library were isolated from
variety of sources including many plants, micro-organisms, and marine species. In
addition, the library included derivatives and analogues of natural compounds. Spectrum
collection was comprised of drugs (50 %), highly divergent natural products (30%) and
other bioactives (20%). Chemical properties of the compounds in libraries are important
as high charge, reactivity, alkylation capacity, or toxicity among other factors will
often lead to false positives (Aherne et al., 2002). Lipinski “rule of five” describes a
set of physicochemical properties (molecular weight ≤ 500, hydrogen bond donors ≤
5, hydrogen bond donors and acceptors ≤ 10, and partition coefficient log P < 5) that
are statistically shared by drugs (Lipinski et al., 2001). High proportion of compounds
that obey “the rule of five” can be considered to increase the quality of the library in
drug discovery (Aherne et al., 2002). Despite the diversity of the libraries, our hit rate
in the HTS (~0.01%) was 10-fold lower than the rate considered typical (Aherne et al.,
2002). The rate is also influenced by the drug concentration which is often a compromise
between high cytotoxicity and low efficacy (Schriemer et al., 2008). Even though our
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HTS included a range of concentration from 0.05 to 60 µM it is possible that some of
the hits were missed because of the aforementioned reasons. In cell-based screens the
choice of cell line is of crucial importance. We used HeLa cells because this cell line has
a robust SAC and round cellular morphology in mitosis which are optimal properties
regarding the set-up of the screen. Amount of false positives is generally minimized
by performing a secondary screen using the same assay set-up. Similarly, in our HTS
this step was found to be of great importance. Fluorescence plate reader-based endpoint measurement was certainly a fast and non-laborious method but since it cannot
differentiate between cells in interphase, apoptosis and mitosis, microscopic evaluation
was required to minimize the amount of false positives. Most likely, the automated HTS
microscopic approach could have identified more hit compounds because the imagebased screening produces data rich of biological information and enables measurement
of morphological features at a single cell level. Because of the high efficacy and speed,
microscopy-based HTS is becoming a method of choice in cell-based screens (Emery et
al., 2011).

5.2

Inhibition of the SAC (I, II, III)

In order to study the cellular effects of the identified compounds in live cells, we utilized
live cell imaging of HeLa H2B-GFP cells. We studied initially seven LMW compounds
(unpublished results Fig. 1, A-H except D which was not commercially available at the
time). For more detailed analyses we selected five most effective ones that caused a
rapid and prominent mitotic exit. Data on one of these compounds, SACi3, (unpublished
results Fig. 1, compound H) are only preliminary and further investigations would
be required for drawing further conclusions on the effects of the compound. Notably,
the chemical structure of small compound D was similar to JNK inhibitor SP600125
(Bennett et al., 2001), an anthrapyrazolone, which was later recognized as inhibitor of
Mps1 (Schmidt et al., 2005). However, our hit compound has a double bond between
two nitrogens and a hydroxyl group in position of hydroxy group of SP600125. It would
have been interesting to study how D affects mitosis and which kinases are involved
in the observed phenotype but the compound was not anymore available by the library
provider at the time we wished to purchase more of it. The live cell analysis confirmed
that the flavonoids fisetin (I, Fig. 2A) and eupatorin (II Fig. 2A), as well as SACi2
(III Fig. 1B), SACi3 (unpublished results) and SACi4 (unpublished results) consistently
induced a rapid flattening of round mitotic cells indicating exit from mitosis. Concomitant
decrease in cellular levels of Cenp-F and Aurora A, proteins mainly expressed in mitotic
cells, confirmed that fisetin (I Fig. 2C) and SACi2 (III Fig. 1D) induced exit from M
phase and not only decondensation of chromosomes. The SAC targets APC/C, a mitotic
ubiquitin ligase, whose activity is required for proteasomal degradation of anaphase
inhibitors (Musacchio & Salmon, 2007). To clarify whether the targets of our exitcausing small compounds reside up- or downstream of APC/C, we investigated whether
the exit was dependent on proteasome activity. Indeed, all the compounds failed to cause
exit from nocodazole-induced mitotic arrest in the presence of a proteasome inhibitor,
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MG132 (I, II Fig. 2A-B, III Fig. 1B-C, SACi4 unpublished results), as expected when
the compounds inhibit proteins that regulate the SAC activity.
Cells are thought to monitor both MT-KT attachment and the resulting inter-KT tension
and activate the SAC as a response to lack of these conditions (Maresca & Salmon,
2010; Zich & Hardwick, 2010). There is a model of two arms of the SAC, one arm being
responsive to the loss-of-attachment and the other to the loss-of-tension (Morrow et
al., 2005). In an attempt to investigate how the identified small compounds affect these
proposed two arms of the SAC, we added the compounds to the cells exposed to different
chemicals hyperactivating the SAC. Low concentration of nocodazole influences the
MT-attachments, however, without full depolymerization of MTs (Jordan, Thrower,
& Wilson, 1992). In contrast, MT-stabilizing drug taxol and Eg5 inhibitor monastrol
preserve the majority of attachments but prevent generation of inter-KT tension. We
observed a rapid forced mitotic exit in all these conditions (I Fig. 2B, II Fig. 2B, III Fig.
1C, SACi3 and SACi4 unpublished results). However, all hit compounds except fisetin
were unable to overcome the arrest induced by high concentration of MT depolymerizing
drugs nocodazole and vinblastine (I Fig. 2B, II Fig. 2B, III Fig. 1C, SACi3 and SACi4
unpublished results), suggesting that these small compounds could not override SAC
induced by lack of MT attachment. Accumulating evidence indicates that Aurora B is
required for the SAC activity (Vader & Lens, 2008). However, there is an ongoing debate,
whether the effect is direct or reflecting the Aurora B-mediated error correction of the
faulty MT attachments during which unattached KTs are transiently generated (Maresca
& Salmon, 2010; Nezi & Musacchio, 2009; Pinsky & Biggins, 2005). Aurora B inhibitors
have been consistently shown to cause a rapid exit from taxol-induced mitotic arrest
(Ditchfield et al., 2003; Hauf et al., 2003). In contrast, nocodazole-induced arrest was not
overridden (Girdler et al., 2006) or was abolished only when the cells were arrested for
long periods of time (Ditchfield et al., 2003). Considering the nocodazole concentrations
used in those studies, the results are in line with our results showing that eupatorin (II
Fig. 2B), SACi2 (III Fig. 1C), SACi3 and SACi4 (unpublished results) forced the cells
out of mitosis only when the nocodazole concentration was low. It is possible that fisetininduced exit from both taxol and nocodazole (I Fig. 2B) reflects Aurora B-independent
mechanism. We also speculate that this could be due to differences in the effective
concentrations of fisetin and established Aurora inhibitors, a notion supported by a study
showing similar phenomenon when the concentration of ZM447439 was increased over
10 µM (Ditchfield et al., 2003).
In conclusion, using the cell-based HTS we identified several small compounds which all
forced the chemically arrested cells out of mitosis. Inhibition of the proteasome activity
completely prevented the premature mitotic exit indicating that the targets reside within
the SAC. Our screens were performed on mitotic cells arrested with a low concentration
of nocodazole resulting in partial depolymerization of MTs (Jordan et al., 1992). The
condition can be hypothesized to enable identification of compounds targeting proteins
from both arms of the SAC. Only fisetin overrode the SAC induced by lack-of-attachment
suggesting that the small compounds primarily abrogated tension-sensing arm of the
SAC. Flavonoids generally exert their effects on cell cycle at rather high concentrations,
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typically concentrations reported in literature being in high µM range. In concordance,
fisetin and eupatorin both required high concentration to elicit efficient override of the
SAC as indicated by forced exit induced at 30 and 50 µM, respectively. This might
reflect high metabolism of flavonoids or other properties influencing the intracellular
accumulation/activities.

5.3

KT accumulation of SAC proteins (I, II, III)

SAC signals are generated at KTs from which they are thought to diffuse throughout
the cell to prevent precocious exit from M phase. According to the basic principle of
the SAC, the KTs that are unattached and/or in physically relaxed state recruit various
proteins which keep the SAC activated. To clarify the mechanism of the forced mitotic
exit and SAC abrogation, we quantified the amount of KT bound BubR1 in mitotic cells
with hyperactivated SAC. The KT level of the protein was dramatically decreased by
94%, 82% and 86% in the presence of fisetin (I Fig. 4A-B), eupatorin (II Fig. 3A) and
SACi2 (III Fig. 2A-B), respectively. Mad2 levels at the KTs were not determined due
to the technical problems with the antibody stainings. Besides BubR1, a member of the
inhibitory complex MCC, we also investigated the localization of Aurora B and Bub1
which reside upstream in the signaling pathway (Vigneron et al., 2004). We found a
notable decrease in Bub1 KT intensity in the presence of the abovementioned three hit
compounds (I Fig. 4A-B, eupatorin unpublished results, III Fig. 2A-B). Interestingly, all
the small compounds mislocalized Aurora B (I Fig. 4A, II Fig. 3B, III Fig. 2C, unpublished
results Fig. 2). Survivin and INCENP, which are subunits of the CPC together with
Aurora B and Borealin (Ruchaud, Carmena, & Earnshaw, 2007a), were also mislocalized
from inner centromeres to chromosome arms (II Fig. 3B, III Fig. 2C, unpublished results
Fig. 2). Our results indicated that the compounds perturbed KT localization of key SAC
proteins which was likely contributing to the observed phenotype in these cells. The
result is in line with the earlier findings showing that Aurora B kinase is required for
accumulating BubR1 at KTs upon SAC activation (Vader & Lens, 2008). Moreover,
Aurora inhibitors ZM447439 and Hesperadin caused a similar reduction of BubR1 at
KTs (Ditchfield et al., 2003; Hauf et al., 2003). The mislocalization of the CPC is not
a hallmark of Aurora inhibition: Aurora B and Survivin were reported to be retained at
centromeres in the presence of ZM447439 (Ditchfield et al., 2003). However, in our
hands the inhibitor mislocalized the complex (III Fig. 2C).

5.4

Molecular targets (I, II, III)

5.4.1 Aurora kinases
Cell-based screens typically lead to challenging target identification process, which is
one of the reasons for the popularity of target-based screens (Perrimon et al., 2007).
The effective concentrations of hit compounds from cell-based screens are typically
relatively high, meaning that the interactions with the targets are weak which hampers
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the affinity-based target identification (M. J. Evans et al., 2005). We used candidate-based
target identification approach because there are only a limited number of mitotic kinases
whose inhibition could abrogate a chemically-induced mitotic arrest. Although Cdk1
inhibition phenotype is SAC abrogation, we demonstrated that our small compounds
induced a forced mitotic exit in a proteasome-dependent manner suggesting that the
exit was not a consequence of Cdk1 inhibition (Potapova et al., 2006). The observations
on Aurora B mislocalization and the forced exit from taxol-induced mitotic arrest
urged us to investigate whether the activity of Aurora B was affected. Aurora B creates
specific phosphorylations on two proteins in nucleosome structure, namely on CenpA
Ser7 (Zeitlin, Shelby, & Sullivan, 2001) and on Histone H3 Ser10 (Hsu et al., 2000).
According to current knowledge, these epitopes can be used as markers of the kinase
activity the latter being suggested to have also potential as a biomarker in clinical samples
(Soncini et al., 2006). Immunofluorescence analysis of pHistone H3 showed that fisetin
(I Fig. S2) and SACi2 (III Fig. 3B) abrogated the epitope phosphorylation, the signal
being decreased by 92%, and 72%, respectively. Western blotting analysis confirmed
that SACi2 inhibited Histone H3 Ser 10 phosphorylation (Fig. 3C). Furthermore, fisetin
(I Fig. 4A-B), SACi2 (III Fig. 3B) and eupatorin (II Fig. 3A) dramatically inhibited
CenpA phosphorylation on Ser7. All these compounds decreased the epitope phosphosignal by > 90 %. SACi4 effects on the phospho-signal were moderate (unpublished
results Fig. 3).
These effects of fisetin, eupatorin, SACi2 and SACi4 were comparable to those of
Aurora inhibitor ZM447439 that we used as a reference compound in our studies (I
Fig. 4A-B, S2). Because well-established Aurora B inhibitors are known to abrogate
phosphorylation of these substrates (Soncini et al., 2006), we concluded that the
kinase was a common target for these LMW compounds. Downregulation of Aurora
B autophosphorylation on Thr232 (Walter et al., 2000) supported the notion that one
target of the compounds is Aurora B (II Fig. 3C, III Fig. 3B, unpublished results Fig.
4C). The antibody signals were detected not only at KTs but also at the poles. The same
phenomenon was also observed by others (Posch et al., 2010) and was suggested to result
from unspecific detection of Aurora A (Posch et al., 2010). However, the signal was not
abolished when Aurora A was depleted using RNAi (our unpublished observation) and
therefore, it is possible that the signals reflect the detection of other antigens consistent
with the unspecificity we observed in Western blots (unpublished results). Alternatively,
it is possible that a minor fraction of Aurora B phosphorylated on Thr232 locates to the
poles and is detected with the antibody. However, this is unlikely as no earlier study
has reported Aurora B pole localization. Interestingly, eupatorin did not notably affect
pHistone H3 levels (unpublished results), although downregulated the two other markers
of Aurora B activity.
Aurora kinase inhibitors identified to date are ATP-competitors. The ATP-binding pockets
of Aurora A and B are nearly identical with only 3 out of 26 residues around the pocket
differing between the kinases (Brown et al., 2004). This in mind, we were interested in
investigating whether fisetin, eupatorin, SACi2 and SACi4 could modulate also Aurora
A. The kinase possesses autophosphorylation site Thr288 which is a marker for activity
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(Walter et al., 2000). The phosphorylation of the epitope decreased dramatically at poles
in the presence of SACi2 (down by 96%, III Fig. 3B) or a reference compound, Aurora
A inhibitor MLN8054 (III Fig. 3B). Eupatorin (II Fig. 3D) and SACi4 (unpublished
results Fig. 4A) effects on the epitope were moderate decreasing the signal by 57% and
20 %, respectively. In addition, we performed Western blotting which confirmed the
effects on Aurora A activity (II Fig. 3D, III Fig. 3C, unpublished results Fig. 4B). Fisetin
did not change the phosphorylation intensity of the kinase (I Fig. 4D). In conclusion, our
cell-based assays indicated that the identified LMW compounds targeted Aurora A and/
or Aurora B kinase. Notably, eupatorin (unpublished results) and SACi2 (III Fig. 3B-C)
did not change the levels of Aurora kinases which could have explained the reduction
in autophosphorylations. Aurora A and B inhibitor VX680 and Aurora A inhibitor
MLN8054 were previously shown to cause a partial loss of the kinase from centrosome
(Manfredi et al., 2007; Tyler et al., 2007). Notably, our compounds did not affect kinase
localization (unpublished results).
Cell-based assays can be complicated by indirect effects which arise from drug-induced
effects on upstream regulators. Aurora B activators include INCENP, Borealin and TD60, whereas Ajuba, Tpx2, and Bora are activators of Aurora A (Carmena et al., 2009). To
further clarify the mechanisms how our LMW compounds inhibited Aurora activity, we
performed in vitro kinase assays. We demonstrated that all the compounds studied in the
assay, namely fisetin (I Fig. 4C and Fig. S3), eupatorin (II Fig. 3C) and SACi2 (III Fig.
3A) inhibited Aurora B. IC50 value of fisetin was estimated to be 2 µM for inhibition of
Aurora B which indicates that it is less potent in comparison to ZM447439 with the IC50
value of 0.13 µM (I Fig. S3). SACi2 had an IC50 value of 5 µM indicating potency similar
to that of fisetin. Eupatorin was significantly less potent with IC50 value of approximately
20 µM. Notably, in vitro kinase assay was a simple and quick approach to show a direct
inhibition, but it was limited by the selection of recombinant kinases available in house.
Bub1, Nek2 and Mps1 are among other candidates whose activity in the presence of
our small compounds would deserve investigation. Our in vitro kinase assay on Aurora
A showed IC50 of >30 µM for fisetin (I Fig. 4C) and 15 µM for SACi2 (III Fig. 3A)
supporting the results of the cell-based activity studies. Eupatorin was not included in
Aurora A in vitro assay. Collectively, our results indicate that fisetin inhibits preferentially
Aurora B, whereas eupatorin, SACi2 and SACi4 inhibit both Aurora A and B kinases.
Although eupatorin slightly modulated Aurora A activity in cells, the compound was
clearly more potent against Aurora B. The data demonstrates that fisetin and SACi2 are
most potent Aurora B inhibitors identified in this study. Moreover, of these compounds
SACi2 is the most effective Aurora A inhibitor. We propose that eupatorin, SACi2, and
SACi4 most likely inhibit Aurora A directly as supported by normal levels of Aurora
A at poles, in vitro kinase assays (SACi2) and autophosphorylation (eupatorin, SACi2,
SACi4). The potency against Aurora kinases was relatively weak suggesting that none
of the compounds would be considered as a drug candidate without further chemical
optimization. However, fisetin being a dietary flavonoid may contribute to human health
as a constituent of diet rich in fruits, vegetables and berries whose consumption is
implicated in cancer prevention in wide number of epidemiological studies (LamoralTheys et al., 2010). Bisanilinopyrimidine scaffold present in SACi2 has been shown to
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be well suitable for combinatorial synthesis (Aliagas-Martin et al., 2009) and therefore,
analogues of SACi2 with enhanced potency could possibly be developed. In fact, a
class of these 2,4-diamino-5-fluoropyrimidine derivatives were recently characterized as
efficient inhibitors of Aurora kinases (Aliagas-Martin et al., 2009) which is interesting
because they share a similar structural scaffold with SACi2. These compounds inhibited
Aurora A with submicromolar IC50 values.
Although inhibition of protein-protein interactions could offer an alternative, indirect
means to inhibit Aurora kinase activity, the approach in general is not trivial (Arkin &
Wells, 2004) and for the time being, such allosteric inhibitors remain to be identified.
Our results indicated that fisetin, eupatorin, SACi2 and SACi4 were capable of directly
inhibiting Aurora B and all but fisetin directly abrogated autophosphorylation of Aurora
A. Not only kinase activity but also localization of Aurora B and the other CPC members,
survivin and INCENP, was abolished (II Fig. 3B, III Fig. 2C, unpublished results Fig.
2). Whether the complex remains intact in compound treated cells could be studied by
pull-down assays. Delocalization of the intact, active complex leads to a disappearance
of CenpA phosphorylation while pHistone H3 signals are preserved as shown by Becker
and colleagues (2010). It was shown that intercalation of actinomycin D in DNA was
capable of inducing a displacement of the active complex from centromeres, possibly
due to alteration in tertiary structure of DNA (Becker et al., 2010; van der Waal
&Lens, 2010). Interestingly, many flavonoids within flavones and flavonols subgroups,
including fisetin, are known to intercalate DNA (Webb &Ebeler, 2004). We cannot
exclude the possibility that fisetin could change CPC function by causing intercalationinduced changes in DNA. In our studies, we noticed that the flavone eupatorin induced
a phosphorylation of Histone H2AX Ser139 in mitotic cells indicating DNA damage
(unpublished results). Therefore, we suggest that besides its direct effects on Aurora
B activity, eupatorin may inhibit CPC indirectly. Interestingly, one of the original hits
SACi3 that in our preliminary assays decreased BubR1 and pCenpA at KTs (unpublished
results) was actually later recognized as anthracycline aclacinomycin A (aclarubicin)
known to intercalate DNA and cause chromosomal aberrations (Steinheider, Westendorf,
& Marquardt, 1987). We suggest that also SACi3 effects on Aurora B could be at least
partially indirect being a consequence of DNA damage which may prevent correct
localization of the kinase. Interestingly, we found no decrease in pHistone H3 signals
supporting indirect effect of SACi3 on Aurora B (unpublished results). Immunostainings
of pAurora B Thr232 and pHistone H2AX would be required to investigate this issue
further. A natural small compound, an angucycline jadomycin B, was recently identified
as a direct Aurora B inhibitor (Fu et al., 2008). We propose that SACi3 is another example
of Aurora B inhibitors belonging to polyketide secondary metabolites. Since the results
are only preliminary further investigations are required to confirm this hypothesis correct.
5.4.2 Other kinases (unpublished results)
During our studies, we found that fisetin induced a phosphorylation shift in one of the
APC/C subunits, Cdc27 (unpublished results). We propose this dephosphorylation could
result from Cdk1 inhibition since APC/C is mainly phosphorylated by Cdk1, whereas
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Plk1 may have a minor role (Kraft et al., 2003). Supporting this notion, fisetin was
previously shown to target Cdk1 at high 60 µM concentration (L. Y. Lu & Yu, 2009) and
was moderately inhibited in vitro in our assays at 30 µM concentration (I Fig. 4C) used
also in cell-based assays.
In order to get an insight into other targets, fisetin, eupatorin and SACi2 were subjected
to a kinase panel of non-mitosis specific kinases (unpublished results Table 1). The assay
was performed by Millipore and paid for by Bayer Healthcare. Because of high structural
similarity of Aurora A and B kinase domains and identity of residues around ATP-binding
pocket (Aliagas-Martin et al., 2009), it is not surprising that our phenotypic screens
identified LMW compounds inhibiting both kinases. Interestingly, especially SACi2, but
also fisetin and eupatorin inhibited Aurora kinase C (unpublished results Table 1), a third
kinase of the family with essential functions in spermatogenesis (Dieterich et al., 2007).
It was previously shown that overexpression of KD Aurora C on Aurora B-deficient
background phenocopied the deficiency of Aurora B function including cytokinesis
defects and override of the SAC in response to lack of tension (Slattery et al., 2009). WT
Aurora C overexpression rescued the phenotype suggesting overlapping functions of
Aurora B and -C in mitosis (Slattery et al., 2009). Furthermore, indications of the protooncogenic nature suggest that Aurora C is a potential anti-cancer drug target (J. Khan
et al., 2011; Tsou et al., 2011). Considering that Aurora C may be involved in the SAC
function, the inhibition of the kinase may contribute to the phenotype of our compounds.
The kinase panel (unpublished results Table 1) indicated wide specificity of fisetin which
is supported by the ample of evidence on flavonoids as multi-targeting inhibitors (Amin
et al., 2009; K. W. Lee et al., 2011; Singh & Agarwal, 2006). SACi2 similarly inhibited
multiple kinases. In fact, compounds with broad specificity are likely to provide benefits
over the strictly specific ones (S. C. Gupta et al., 2010). It has been suggested that
multi-targeting inhibitors, including the ones targeting Aurora kinases, may alleviate
the problem of drug resistance decreasing its development or efficiently targeting the
resistant mutants (Kollareddy et al., 2012; McLaughlin et al., 2010). Broad specificity is
also expected to increase the efficacy of the treatment because tumorigenesis involves
alterations of multiple proteins (S. C. Gupta et al., 2010; Kollareddy et al., 2012). On
the other hand, multi-targeting inhibitors might increase the toxicity of the treatment.
Aurora inhibitors generally appear to inhibit various kinases involved in different phases
of tumor formation such as growth factor receptors KDR (VEGFR2), FLT3 and FGFR1,
as well as JAK2 (Kollareddy et al., 2012). Also in our studies, the Millipore in vitro
kinase panel indicated that fisetin and SACi2 inhibited KDR and JAK2 (unpublished
results Table 1). There is evidence that Aurora kinase inhibitor R763/AS703569 which
inhibits Aurora kinases, FLT3, and KDR, may have enhanced anti-cancer potential due
to inhibition of kinases from different cell cycle phases (McLaughlin et al., 2010).
The in vitro kinase panel (unpublished results Table 1) indicated that SACi2 is a very
potent inhibitor of Janus-activated kinase 2 (JAK2). The JAK-STAT signaling regulates
proliferation in response to interferones, cytokines and growth factors and has been
implicated in regulation of the cell cycle but the mechanisms of action are poorly defined
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(Reiterer & Yen, 2006). Interestingly, it has been shown that inhibition of all JAK kinases
induced failure of cytokinesis, polyploidy and downregulation of Mad2 expression
suggesting that JAKs have important functions within mitosis (Reiterer & Yen, 2006).
The data indicated that ERK upregulation could mediate the effects of JAK inhibition.
The JAK family member responsible for the mitotic defects remains to be identified. The
data did not indicate an obvious mitosis-regulating role for JAK2. However, considering
that off-target effects may be associated with use of kinase inhibitors, it is difficult to
exclude JAK2 from being a contributor in SACi2 phenotype. Depletion of each JAK
individually by RNAi or comparison of kinase inhibitor effects to each other could be
two different experimental approaches to address the question.
Fisetin inhibited eight kinases with submicromolar IC50 values, namely EGFR, PDGFR,
KDR (VEGFR2), GSK3β, CaMK II δ, InsR kinase, Trk-A and PKA in Millipore in
vitro kinase assays (unpublished results Table 1). The first three are growth factor
receptors that are among major players in angiogenesis. Because blood vessel formation
is essential for tumor growth and survival, the kinases are also attractive therapeutic
targets (S. C. Gupta et al., 2010). Fisetin is known to have anti-angiogenic properties
(Fotsis et al., 1997) which may involve stabilization of endothelial cell MTs (Touil et
al., 2009). Furthermore, a recent study indicated that the flavonoid inhibited expression
of angiogenic mediators VEGF and eNOS and inhibited formation of capillary-like
tubular structures by endothelial cells (Bhat et al., 2012; Touil et al., 2011) as well as
angiogenesis in mice (Touil et al., 2011). We speculate it is possible that inhibition of KDR
(VEGFR2), PDGFR and EGFR as well as angiopoietin receptor Tie2 (Davis et al., 1996)
also mediate the reported anti-angiogenic functions of fisetin. In fact, in silico screening
recently suggested that fisetin binds to KDR (J. Y. Lee et al., 2009). Based on partially
overlapping angiogenesis-related targets of fisetin, eupatorin and SACi2 (unpublished
results Table 1), it would be interesting to see whether all these compounds have antiangiogenic properties. In fact, there is evidence that wide range of nutraceuticals can
inhibit angiogenesis (S. C. Gupta et al., 2010). The effects of our small compounds could
be investigated for example by measuring proliferation and survival effects, levels of
pro-angiogenic factors such as VEGF, and cell migration in HUVEC cells.
The finding that fisetin inhibited glycogen synthase kinase 3 (GSK3β) is especially
interesting in context of the SAC and this thesis. There is evidence that inhibition of
the kinase causes spindle abnormalities, chromosome alignment defects (Tighe et al.,
2007; Wakefield, Stephens, & Tavare, 2003) and missegregation of chromosomes after
a mitotic delay (Tighe et al., 2007). The delay likely arose from chromosome alignment
defects and spindle abnormalities potentially due to altered function of the GSK3β
substrates such as MAPs or downregulation of Aurora A levels (Fumoto et al., 2008; Ong
Tone et al., 2010). Interestingly, the SAC response was weaker in the absence of GSK3β
activity and the amount of Bub1 and BubR1 were decreased at aligned KTs (Tighe et al.,
2007). The mechanism of SAC attenuation is to be revealed but was suggested to involve
APC, a plus end stabilizing protein with a function in the maintenance of chromosomal
stability. It was shown that especially when pre-phosphorylated by GSK3β, APC is
phosphorylated by Bub1 and BubR1 in vitro (Kaplan et al., 2001). The role of this
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modification is poorly understood (Tighe et al., 2007). Altogether, the reported functions
of GSK3β encourage us to speculate that the kinase could be involved in a mitotic
phenotype observed in our studies.

5.5

Mitotic progression and cytokinesis (I, II, III)

The spindle apparatus starts to form at NEB and is followed by the establishment of
MT-KT attachments. The SAC is active from prophase to metaphase-anaphase transition
and prevents a cell from undergoing a premature exit from mitosis in the presence of
misaligned chromosomes. After showing that our LMW compounds overrode the
chemically hyperactivated checkpoint, we were curious to investigate the effects on
unperturbed cell population. Fisetin (I Fig. 3A-B), eupatorin (II Fig. 4A) and SACi2
(III Fig. 4) rapidly forced the cells out of mitosis, as expected. In sharp contrast, the
cells that were at G2 upon addition of a compound to the culture medium, exhibited a
moderate mitotic delay by SACi2 (NEB to completion of telophase 196±20 min, III Fig.
5C) and fisetin (unpublished results) or significant prolongation of mitosis by eupatorin
(489±156 min, II Fig. 4C). SACi2 completely prevented formation of metaphase plate
in these cells (III Fig. 5A-B). In live cell analysis, we noticed that fisetin did not totally
perturb the chromosome alignment but unaligned chromosomes persisted longer in the
vicinity of the spindle poles (unpublished results). Cells were mostly multipolar in the
presence of eupatorin as indicated by the chromosome configuration. We concluded that
the compounds interfered with chromosome alignment and caused a prolongation of
mitotic progression upon acute treatment of cycling cells.
Besides determining the mitotic duration, live cell imaging of unperturbed cells allowed
us to observe the effects of the compounds on cytokinesis. Aurora B regulates the
localization and function of the central spindlin complex that regulates RhoA which
in turn, controls the formation of contractile ring and cleavage furrow at the position
of central spindle (Vader & Lens, 2008). Considering the high number of Aurora B
substrates within cytokinesis, the kinase is a crucial regulator of proper separation of
the two daughter cells. Consequently, inhibitors of Aurora B cause cytokinesis defect
(Ditchfield et al., 2003; Hauf et al., 2003; Lens, Voest, & Medema, 2010). Indeed, fisetin
(I Fig. 3A-B), eupatorin (II Fig. 4B) and SACi2 (III Fig. 4) inhibited normal cytokinesis
in vast majority of the cells recapitulating the well-established phenotype of Aurora B
inhibition. The cells initiated anaphase and cleavage furrow started to form but neither
process was completed. In some cells, abscission of the furrow failed. Both types of
defects resulted in formation of a polyploid daughter cell. These results are in contrast
to SACi4 treated cells, the majority of which were able to undergo cytokinesis and form
two daughter cells (unpublished results). The reason for the different phenotype despite
inhibition of the same target, Aurora B, remains unclear. It was reported that Gö6976
(Stolz et al., 2009), an Aurora inhibiting indolocarbazole, did not inhibit cytokinesis. In
this light, the late M phase phenotype of SACi4 is not exceptional for an Aurora inhibitor.
Whether cytokinesis is perturbed could depend on Aurora B subcomplex selectivity of
different drugs as speculated previously in context of Gö6976 (Stolz et al., 2009).
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Polyploidy and apoptosis (I, II, III)

SAC function is critical for the maintenance of genomic stability. A well-established
phenotype of Aurora B inhibition is polyploidy resulting from defective cytokinesis
(Lens et al., 2010). Therefore, we hypothesized that a continued exposure of cells to our
LMW compounds that prevent cytokinesis may induce deleterious effects on the cells’
ploidy and cellular viability. To analyze the DNA content of the cells, we performed a
fluorescence activated cell sorting analysis (FACS) using four cancer cell lines (A549,
DU145, PC3 and HeLa) and one non-tumorigenic cell line (MCF-10A) exposed to fisetin
(I Fig. 5), eupatorin (II Fig. 6A) and SACi2 (III Fig. 6A). Although the sub-G1 peak in
FACS profile of PI-stained cells reflects cell death, additional methods are required to
confirm the mechanisms of cell elimination. To this end, we detected induction of PARP
cleavage in HeLa cells using Western blotting. Fisetin (I Fig. 5), eupatorin (II Fig. 6A) and
SACi2 (III Fig. 6A) resulted in increase in sub-G1 cell population in all cancer cell lines
which was shown to be due to apoptosis in HeLa cells (fisetin unpublished, II Fig. S4,
III Fig. 6C). Caspase inhibitor zvad-FMK prevented SACi2-induced cell death of HeLa
cells (III Fig. 6D) which further supports the conclusion that the compound triggered the
apoptosis pathway. HeLa cells were very sensitive to cell death induced by eupatorin (II
Fig. 6A, Fig. S4) and SACi2 (III Fig. 6A and C) as shown by high increase in sub-G1
peak and cleaved PARP intensity by three days of incubation with the compounds.
Fisetin resulted in a dramatic loss of viability in A549 and DU145, whereas cell death
in HeLa and PC3 cells was moderate (I Fig. 5). Eupatorin and SACi2 also suppressed
viability of non-tumorigenic cell line, MCF-10A, as indicated by a prominent sub-G1
peak (II Fig. 6A, III Fig. 6A). In contrast, fisetin only marginally increased sub-G1 peak
in MCF-10A (I Fig. 5). Interestingly, we found that SACi2 did not result in cleavage
of PARP in MCF-10A cells despite the presence of sub-G1 population indicating that
the mode of cell death was different in MCF-10A and HeLa cells. In conclusion, all the
identified small compounds triggered cell death in all tested cancer cell lines. Our studies
suggest that the fisetin preferentially suppressed viability of cancer cell lines proposing
possible cancer cell specificity.
Eupatorin (II Fig. 6A) and SACi2 (III Fig. 6A) increased the number of cells within
4N population by day one in all the cell lines examined which was consistent with the
observed M phase exit and a failure of cytokinesis. Interestingly, we found that eupatorin
induced a transient mitotic arrest at day one which could partially explain the increase
in 4N cells (II data not shown). We cannot explain why fisetin did not increase the
amount of 4N MCF-10A or DU145 cells although the flavonoid could override the
hyperactivated SAC in all cell lines tested (I). However, the lack of 4N increase could
reflect different effects that fisetin may have on cytokinesis in different cell lines. Fisetin
effects on unperturbed cells could be studied using live cell imaging. Especially PC3
cells were able to undergo several rounds of replication after the first erroneous mitosis
as indicated by the appearance of 16N cells in the continued presence of eupatorin (II
Fig. 6A). Both PC3 cells and A549 cells were able to continue cycling until 16N in the
continued presence of SACi2 (III Fig. 6A). Interestingly, MCF-10A cells did not reach
16N DNA content over the course of the assay when treated with any of our compounds.
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This suggests that non-tumorigenic cells may have a mechanism(s) restricting the
proliferation after erroneous mitosis and that the cancer cells investigated in our studies
have lost this mechanism. Furthermore, a moderate cell death but significant difference
in cell number upon incubation with SACi2 in comparison to DMSO (III Fig. 6A and C)
pointed to the possibility that MCF-10A cells underwent a cell cycle arrest or delay in
growth. In fact, SACi2 retarded the growth of MCF-10A cells later shown by live cell
analysis (unpublished results) and colony formation assay (III Fig. S3). Moreover, the
cells were incapable of resuming growth when the compound was washed out (III Fig.
S3). We suggest that SACi2 induces cellular senescence in the MCF-10A cells which is
supported by the colony formation assay showing cells with extremely large cytoplasm.
There was only a slight increase in polyploidy in MCF-10A over the time which is in line
with the presented hypothesis.
Phytochemicals in general are able to induce apoptosis because they can modulate a
plethora of cell survival and apoptosis-regulating proteins (N. Khan, Adhami, & Mukhtar,
2008). Fisetin has been shown to induce caspase activity via activation of ERK1/2 (Ying
et al., 2012), decrease anti-apoptotic protein levels due to inhibition of NF-κB (J. Li
et al., 2011; Sung, Pandey, & Aggarwal, 2007), upregulate pro-apoptotic proteins of
Bcl-2 family (N. Khan et al., 2008), induce p53 (J. Li et al., 2011; Lim do & Park,
2009) and inhibit PI3K/Akt pathway (N. Khan, Afaq et al., 2008). Our studies indicated
that polyploidy induction is a novel mechanism how fisetin and eupatorin could induce
apoptosis. SACi4 caused a rapid cell death even though the majority of cell underwent
normal cytokinesis suggesting that the loss of viability was not only a consequence of
cytokinesis errors and polyploidy. When comparing the different cell lines, we did not
find a correlation between the status of tumor suppressor p53 (Lane, 1992) and cell
fate. This result is supported by the data from several other laboratories suggesting
that the cell fate is not solely determined by the p53 status, although it appears to be
involved in the response (Ditchfield et al., 2003; Dreier et al., 2009; Gizatullin et al.,
2006; Kaestner et al., 2009). High sensitivity of HeLa cells to flavonoids observed in our
studies resembled the previously reported effects of ZM447439 (Ditchfield et al., 2003).
It was again proposed that p53-independent mechanisms were involved in the sensitivity
on Aurora B inhibition (Ditchfield et al., 2003). Fisetin, eupatorin and SACi2 abrogated
the SAC in all the cell lines used in the cell fate assays (I, II, III) indicating that the cells
were not resistant to the compounds. We propose that these differences in the cell fate
may involve variation in drug response pathways or variations of the drugs’ mechanisms
of action. We cannot explain the finding of eupatorin-induced transient M phase arrest in
HeLa and MCF-10A cells. However, as eupatorin was shown to be metabolized by CYP1
enzyme in breast cancer cell line (Androutsopoulos et al., 2008) it could be speculated
to involve cell type-dependent variations in the metabolism of eupatorin in different cell
lines. Fisetin is also known to be extensively metabolized in cells due to its four OH
groups (Touil et al., 2011). Fisetin effects in cells could therefore also reflect effects of
the metabolites in each cell line. Regarding a therapeutic potential, a drug should cause
minimum effects on normal cells but kill cancer cells. Fisetin caused less apoptosis in
MCF-10A than in cancer cell lines pointing to the possibility of cancer cell specificity, a
hypothesis that should be further tested using a broader panel of cell lines.
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Spindle and centrosomes (I, II, III)

Fisetin, eupatorin and SACi2 prolonged mitosis (fisetin unpublished results, II Fig. 4C,
III Fig. 5C) which we reasoned could result from the chromosome alignment defects
we observed in live cell imaging. Aurora B has a profound role in correcting erratic
attachments and inhibitors of the kinase interfere with chromosome alignment (Lens et al.,
2010). Another obvious cause for incomplete chromosome alignment is abnormal spindle
structure or function, a phenotype of Aurora A abrogation (Asteriti et al., 2011; Barr &
Gergely, 2007; De Luca et al., 2008; Schmidt & Bastians, 2007). Therefore, we wanted to
investigate the spindle effects of our compounds. To study the effects on spindle formation
and maintenance, we added eupatorin (II Fig. 5A) or SACi2 (III Fig. S1A-B) either before
mitosis or at metaphase, respectively. We then stained the cells with α-tubulin antibody
as well as antibodies against a pole marker NuMA and a marker of centrosomal region
pericentrin. Upon premitotic exposure to the compound, a vast majority of eupatorin treated
cells formed multipolar spindles with several extra MT asters (satellite poles) and multiple
centrosomes (II Fig. 5A). SACi2 cells had mainly bipolar spindles which, however, were
abnormal being accompanied with multiple satellite poles (III Fig. S1B). Only half of the
cells were able to form two centrosomes upon SACi2 treatment. When added on metaphase
cells, eupatorin (II Fig. 5A) and SACi2 (III Fig. S1A) abolished normal spindle structure
as indicated by the appearance of satellite poles around either bipolar or multipolar main
spindle, respectively. Eupatorin did not abolish centrosome structure in these cells, whereas
only half of the SACi2 cells preserved two centrosomes. In conclusion, we suggest that
the mitotic delay induced by SACi2 and eupatorin in the cells exposed to the compounds
at G2 could result from spindle anomalies and alignment defects. The same may apply to
fisetin treated G2 cells. We propose that the defects evoked a SAC-mediated mitotic delay
which was only transient in time due to inhibition of Aurora B. Similar phenomenon has
been reported for a prototype of Aurora B inhibitors, ZM447439 (Girdler et al., 2006),
Aurora A inhibitor MLN8054 (Hoar et al., 2007), as well as dual Aurora inhibitors VX680
(Tyler et al., 2007) and Gö6976 (Stolz et al., 2009). Spindle abnormalities are typical in
cells deficient of functional Aurora A and it is highly likely that the anomalies seen in
the presence of eupatorin and SACi2 were due to Aurora A inhibition. A delay in mitotic
progression is also a characteristic phenotype of Aurora A inhibition (Lens et al., 2010).
Whether the delay in the presence of our LMW compounds depends on the SAC could
be studied further using chemical inhibition of Aurora B in delayed cells or by following
compound effects in cells lacking critical SAC proteins, such as BubR1.
Spindle defects caused by our compounds deserve further discussion. Eupatorin and
SACi2 induced formation of acentrosomal satellite poles which we suggest to reflect
Aurora A inhibition: similar phenomenon was reported earlier for specific inhibitor
MLN8054 (Hoar et al., 2007) and for N-phenyl-4-(thiazol-5-yl)pyrimidin-2-amines
which inhibit both Aurora A and B (S. Wang et al., 2010). Consistent with the function
of Aurora A in the centrosome separation (Glover et al., 1995), Aurora A inhibitors
were shown to induce monopolarity and when the deficiency of the kinase function was
milder result in shortened spindles (Kwiatkowski et al., 2012). However, even though
eupatorin, SACi2 and SACi4 inhibited both Aurora A and B kinases, cells with one
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pericentrin-positive centrosome were present only upon SACi2 or SACi4 addition. We
observed cells with unseparated centrosomes in the cell population exposed to SACi2
before mitosis or in mitosis (III Fig. S1A-B) which suggested that the compound was
able to inhibit both formation and maintenance of bipolar spindles. Spindle effects of
SACi4 were especially interesting as we found that the compound induced a rapid and
prominent collapse of the bipolar metaphase spindle into monopolar configuration:
83 % of the cells had monopolar spindles by 5 h after addition of the compound to
cells arrested in mitosis (unpublished results Fig. 5). The phenotype is reminiscent of
Plk1 inhibition (McInnes et al., 2005; U. Peters et al., 2006; Santamaria et al., 2007).
However, compounds termed 1 and 32 inhibiting both Aurora A and B induced a similar
phenomenon (Kwiatkowski et al., 2012) suggesting that decrease in Aurora A activity
possibly contributed to the phenotype. Moreover, in our hands, MLN8054 caused
a collapse of the spindle (unpublished results Fig. 5). Interestingly, spindles did not
collapse upon eupatorin addition (II Fig. 5A) and the phenomenon was rare in SACi2
treated cells (III Fig. S1A). This suggests that Aurora A inhibition does not always lead
to collapse of the mitotic spindle. We hypothesize that SACi4 may inhibit also additional
protein(s) that are required for maintenance of spindle bipolarity. According to the current
knowledge, a collapse of the spindle may result from decreased stabilization or increased
destabilization of KT-fibers caused by alterations in proteins regulating depolymerization
and polymerization such as MCAK or CLASP, respectively (Tillement et al., 2009).
Kif2a (Ganem & Compton, 2004) is a kinesin-like protein whose MT-depolymerizing
function at poles is required for MT flux in which MTs depolymerize at minus ends,
subunits move towards poles and the generated tension induces MT polymerization at
plus ends (Ganem, Upton, & Compton, 2005). Depletion of Kif2a is associated with
collapse of the bipolar spindle (Ganem & Compton, 2004; C. Zhu et al., 2005). It was
proposed that without functional Kif2a and therefore, without flux, the tension at KTs
is lost which abrogates polymerization at plus ends. Eventually, depolymerization of
KT-MTs results in collapse of the spindle (Ganem & Compton, 2004). Conditions that
balance the loss of Kif2a activity such as the ones that abolish MT-KT attachments, or
stabilize MT plus ends rescued the phenotype (Ganem & Compton, 2004). The potential
role of Kif2a in SACi4-induced phenotype could be examined using similar sets of
experiments as performed by Ganem and Compton (Ganem & Compton, 2004).
SACi4 induced another unique alteration of the spindle, namely formation of excessive
astral MTs (unpublished results Fig. 6). Perturbation of Aurora B function by injection
of function neutralizing antibodies induced growth of prominent astral MTs (Kallio et
al., 2002) pointing to the possibility that Aurora B inhibition could explain this spindle
phenotype. However, considering the reported phenotypes of multiple well-characterized
inhibitors of the kinase, other mechanisms are more likely involved. Prominent astral MTs
were observed in the presence of MG132 excluding the possibility that these changes
were a consequence of initiated forced exit. MT length is balanced by the flux in which
tubulin subunits are added at plus ends of MTs and removed at minus ends. Decreased
MT depolymerization at poles could result from inhibition of the proteins that are crucial
for the process such as Kif2a as discussed above (Ganem & Compton, 2004; Tillement
et al., 2009). It was proposed that especially non-KT MTs were eventually elongated
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because MCAK depolymerizes only KT-MTs (Tillement et al., 2009). Considering
that the two phenotypes observed in the SACi4 treated cells, excess of astral MTs and
monopolarity, have both been associated with deficiency of Kif2a function, contribution
of the protein for the SACi4 phenotype should be examined in future.
A common phenotype to all our compounds was formation of extra MT-nucleating,
NuMa positive foci or satellite poles outside the main spindle. Furthermore, cells had
multiple or fragmented centrosomes when incubated with eupatorin or SACi2. All
the LMW compounds inhibited Aurora B, and therefore, the deficiency of the kinase
function could explain the spindle phenotype. However, to our best knowledge the main
phenotype of Aurora B inhibition does not involve such extremely prominent defects in
poles or centrosome structure. The abnormalities appeared within a short period (3 h) of
compound addition excluding the impact via defective centrosome duplication or errors
from previous mitosis. We suggest that the centrosome structure was less stable in the
presence of SACi2 or eupatorin which caused the formation of extra poles in these cells.
Accumulating evidence indicates that Aurora A is involved in the maintenance of pole
integrity (Asteriti et al., 2011; De Luca et al., 2008; S. Wang et al., 2010) and a model
for the kinase function has been proposed (Asteriti et al., 2011; De Luca et al., 2008).
The model emphasized that Aurora A has a crucial role in regulating the spindle forces
and that the imbalance of the forces has major consequences on the pole structure. When
Aurora A was inhibited, MTs appeared to be hyperstable (Asteriti et al., 2011) and the
generated polewards pressure possibly caused fragmentation of the poles. The altered
forces appeared to arise from excess of TOG and decreased levels of MCAK at the poles
(De Luca et al., 2008). Supporting the model, conditions that reduced the polewards
pressure, such as Eg5 inhibition and TOG depletion (Asteriti et al., 2011), as well as
disruption of MT-KT attachments using nocodazole (De Luca et al., 2008) rescued the
phenotype of Aurora A inhibition and depletion, respectively. In our assays, Eg5 inhibitor
monastrol rescued the centrosome effects of SACi2 and eupatorin (II Fig. S2, III data not
shown). To conclude, we speculate that extra poles induced by these compounds involve
changes in MT forces which are potentially due to Aurora A inhibition.
Various flavonoids including quercetin (K. Gupta & Panda, 2002), casticin (Haidara et al.,
2006), genistein (Mukherjee et al., 2010) and 5,7,3’-Trihydroxy-3,4’-dimethoxyflavone
(Torres, Quintana, & Estevez, 2011) perturb MT function by binding on tubulin. Fisetin
was shown to retard MT depolymerization induced by cold treatment indicating that the
flavonoid stabilized MTs (Touil et al., 2009). Interestingly, the study indicated that fisetin did
not affect MT assembly but increased tubulin acetylation. In vitro tubulin polymerization
assay is a generally used method to study direct effects on tubulin polymerization. Eupatorin
did not have major effects on tubulin polymerization in vitro with any concentration tested
(II Fig. 5C) indicating that tubulin was not a direct target of eupatorin. There is obviously
a need to use cell-based and biochemical assays to investigate whether a compound has
indirect effects on MTs. None of the small compounds investigated in the cold calcium
lysis assay notably decreased MT-KT attachment stability in the main spindle (II Fig. S3,
SACi2 and SACi4 unpublished results). To investigate whether hyperstabilization of MTs
presented in the Aurora A inhibition model (Asteriti et al., 2011; De Luca et al., 2008)
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was involved in fragmentation of poles and centrosomes observed in our studies, it would
be interesting to determine the relative speed of cold-induced MT-depolymerization. In
contrast to eupatorin, high concentrations of SACi2 changed tubulin polymerization in
vitro: samples incubated with 0.5 and 5 µM SACi2 did not differ from control reaction but
15 and 25 µM SACi2 promoted in vitro polymerization of tubulin suggesting that SACi2
may also stabilize MTs in cells (III Fig. S2). Therefore, SACi2 may interfere with the
structure and function of the mitotic spindle and centrosomes directly due to binding on
tubulin and indirectly via inhibition of Aurora A.
Eg5 inhibitor monastrol causes monopolarity due to inhibition of centrosome separation
and arrests the cells with syntelic attachments (Kapoor et al., 2000). The inhibition is
reversible which can be utilized to study efficiency of attachment correction processes and
reformation of bipolar spindle upon monastrol wash-off and Eg5 reactivation (Kapoor et
al., 2000). We were curious to find out whether eupatorin or SACi2 disturb these processes
and therefore, performed a drug wash-off experiment. The monastrol-arrested cells released
into medium containing eupatorin (II Fig. 5B) or SACi2 (III Fig. S1C) were unable to
form normal, bipolar spindles. In the presence of eupatorin, spindles mainly remained
monopolar but accompanied with satellite poles (II Fig. 5B). Majority of the eupatorin
treated cells had multiple centrosomes while a few had only one centrosome. Nearly all
cells released from monastrol-induced arrest into SACi2 containing medium reformed
bipolar main spindle but again exhibited with satellite poles (III Fig. S1C). Majority of
these cells had two centrosomes similar to control cells. These results collectively suggest
that eupatorin and SACi2 interfere with the reformation of bipolar spindles. Furthermore,
we propose that eupatorin interferes with centrosome separation.
Aurora B has a key role in correction of erroneous attachments which is possibly regulated
by the physical distance of the kinase from its substrates (D. Liu et al., 2009). When the
attachments are erroneous (syntelic and merotelic attachments), the kinase is thought to reach
its substrates such as Hec1 and decrease their binding affinity to MTs (Cheeseman et al., 2006;
DeLuca et al., 2006). The detached MTs are then selectively depolymerized by MCAK which
is under negative control of Aurora B (Andrews et al., 2004; Lan et al., 2004). A model has
been proposed in which MCAK is activated by the collapse of the outer KTs or stretching of
the centromere which enables PP1 to counteract Aurora B activity in the presence of merotelic
or syntelic attachments, respectively (Gorbsky, 2004). Finally, the generated unattached KTs
activate the SAC response. Yet, it is under debate whether the kinase has also a direct role
in the SAC signaling. According to the current knowledge, Aurora B inhibition prevents
correction of MT-KT attachment errors causing persistent chromosome alignment defects.
Eupatorin and SACi2 perturbed normal chromosome alignment and spindle recovery upon
Eg5 reactivation which is in line with inhibition of Aurora B.

5.8

Flavonoids and the cell cycle (I, II)

Regarding the anti-cancer effects of flavonoids, modulation of cell cycle progression is
considered to be one of the key mechanisms of their action (Singh & Agarwal, 2006).
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Knowledge on how flavonoids modulate mitotic kinases is, however, scarce. There is
plenty of evidence that flavonoids induce arrest at different phases of the cell cycle by
targeting Cdks: flavonoids directly inhibit Cdk activity, downregulate cyclin expression
and upregulate expression of cyclin inhibitors among other mechanisms (W. Y. Huang,
Cai, & Zhang, 2010; Lamoral-Theys et al., 2010; Shanmugam, Kannaiyan, & Sethi,
2011). Fisetin has been shown to induce G1 arrest for example in prostate cancer cells
(N. Khan, Afaq et al., 2008) and melanoma cells (Syed et al., 2011). These effects on
interphase cells could be mediated by inhibition of Cdk2, -4 and -6 (N. Khan, Afaq et al.,
2008; X. Lu et al., 2005) and induction of p53 (Y. C. Chen et al., 2002). Furthermore, the
flavonoid prevented mitotic progression of colon (X. Lu et al., 2005) and prostate cancer
cells (Haddad et al., 2006). Considerably less data is available on the cell cycle effects
of eupatorin, a methoxylated flavone identified in our HT screen. The flavonoid has a
long history in traditional medicine (Androutsopoulos et al., 2008). Eupatorin prevented
proliferation of human cancer cell lines including HeLa, gastric adenocarcinoma MK-1
(Nagao et al., 2002) and breast cancer cell line MDA-MB-468 (Androutsopoulos et al.,
2008). The anti-proliferative effects were mainly associated with effects on enzymes
of CYP family which is important for metabolism and detoxification of carcinogens
and drugs but is also involved in activation of pro-carcinogens. Interestingly, one of
the studies pointed to the possibility that the flavonoid inhibited proliferation of MDAMB-468 but not MCF-10A because CYP1 enzymes are expressed at different levels in
these cell lines (Androutsopoulos et al., 2008). Eupatorin inhibited CYP1 activity in
vitro but was also readily metabolized by the enzyme in cells. In more specifics, it was
shown that eupatorin underwent a bioactivation into more active metabolites in CYP1expressing cell line, MDA-MB-468, but not in MCF-10A which lacks the enzyme.
Collectively, it was suggested that while flavonoids can inhibit CYP family enzymes,
they can also be substrates of the enzyme or have both characteristics. It is therefore
possible that the metabolites of flavonoids account for some of the effects seen in our
studies. The results on cancer cell specificity are in contradiction to our studies and
further studies with larger cell line panels would be required to clarify the effects in
more details. In our studies, eupatorin was anti-carcinogenic in 3D organotypic prostate
cancer cell culture model in 22RV1 (II Fig. 6B) and in LNCaP (unpublished results). It is
possible that CYP1 metabolism has a role in sensitivity observed in these cells. In order
to test the hypothesis, it would be interesting to investigate whether CYP1 inhibitors
affect the sensitivity of the cells to eupatorin.
Our studies indicate that the flavonoid effects on mitosis might be much more versatile
than previously thought. We propose that the reports showing a fisetin-induced G2/M
arrest based on the FACS profiles may in fact reflect the increase of polyploidy due
to a forced mitotic exit. To our best knowledge, our study on fisetin provides the first
indication of flavonoids being able to inhibit SAC function and Aurora kinase activity
(Salmela et al., 2009). Recently, quercetin, a structural analogue of fisetin, was found to
inhibit nocodazole and taxol from arresting cells in mitosis (Samuel et al., 2010). In fact,
the flavonoid was later shown to be a relatively potent inhibitor of all Aurora kinases
(Boly et al., 2011) a result likely explaining how the flavonoid abrogated nocodazole
and taxol function. 3-hydroxyflavone was reported to inhibit Aurora B with IC50 of 1 µM
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(Lang et al., 2010) which indicates similar potency with fisetin. A polyphenol curcumin
delocalized Aurora B and inhibited the kinase indirectly by downregulating the expression
of survivin (Wolanin et al., 2006). Direct inhibition remains to be resolved. Luteolin is
the most recently identified Aurora B inhibitor belonging to the flavonoids (Xie et al.,
2012). Altogether, flavonoids seem to be relatively weak inhibitors of Aurora B. Keeping
in mind that these phytochemicals are highly similar in structure novel Aurora inhibitory
functions may continue to be identified for other flavonoids.

5.9

DNA damage and Chk1 inhibition (IV)

It is thought that inhibition of Aurora kinase activity causes cell death because the cells
undergo erroneous mitosis characterized by spindle anomalies and cytokinesis defects.
To our surprise, SACi2 caused apoptosis not only in cells that had progressed through
mitosis as shown earlier (III) but also in cells that were arrested at G1/S with a double
thymidine block indicating that mitotic defects were not alone responsible for the SACi2induced cell death. In fact, as shown by live cell imaging (IV Fig. 1 B, Suppl. video 1) and
Western blotting detection of cleaved PARP (IV Fig. 1A), SACi2 sensitized thymidinearrested cells to undergo cell death, whereas G1/S cells treated with Aurora inhibitors
ZM447439 and MLN8054 retained viability without increase in PARP cleavage upon
6 h compound treatment (IV Fig. 1A). This suggests that sensitization was independent
of Aurora kinase inhibition. The results encouraged us to seek for additional target(s)
of SACi2 that could be required for the maintenance of cell viability upon replication
stress. Literature search indicated that the sensitization phenotype was reminiscent of
Chk1 inhibition (Bolderson et al., 2004; T. Chen et al., 2012). The kinase is crucial for
DNA-damage checkpoints at S and G2/M phases upon genotoxic stress, is involved in
SAC function and regulates initiation of mitosis and replication during unperturbed cell
cycle (Fig. 10) (Garrett & Collins, 2011). The kinase induces degradation of Cdc25A
and promotes sequesteration of Cdc25B and Cdc25C thereby inhibiting Cdk activities
required at these cell cycle transition points (Bucher & Britten, 2008; T. Chen et al.,
2012).

Figure 10. Functions of Chk1 (adapted from Garrett and Collins 2011).
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Anti-cancer therapies are typically based on induction of DNA damage. Upon damage,
cells normally activate the DNA damage response which leads to a checkpoint-mediated
arrest allowing repair of the damage. It is thought that the survival of p53-deficient
cells from DNA-damaging anti-cancer therapy is highly dependent on functional Chk1
which has led to a concept of Chk1 inhibition as a strategy to enhance treatment efficacy
(Garrett & Collins, 2011; Massey et al., 2010). Doxorubicin, mitomycin C and excess of
thymidine are genotoxic agents that activate DNA damage response and Chk1 (Blasina
et al., 2008; Cho et al., 2005; Heffernan et al., 2009; Xiao et al., 2003). Doxorubicin
intercalates into DNA and inhibits Topo II (Tewey et al., 1984), mitomycin C crosslinks DNA (Ma, Janetka, & Piwnica-Worms, 2011) and thymidine induces replication
fork stress (Bolderson et al., 2004). In the presence of these agents, SACi2 decreased
Chk1 autophosphorylation at Ser296 (IV Fig. 2A-B and data not shown). As the epitope
is a marker for the kinase activity (T. Chen et al., 2012; Clarke & Clarke, 2005), the
observation supports our hypothesis that Chk1 is one of the targets of SACi2. The effect
was relatively weak in comparison to commercial Chk1 inhibitor SB-218078 (Jackson
et al., 2000) indicating that SACi2 was less potent inhibitor of Chk1. Supporting Chk1
inhibition, SACi2 also decreased the phosphorylation of Cdc25C on Ser216 in thymidinearrested cells (IV Fig. 2C).
According to the current understanding, lethality of DNA-damaging drugs is potentiated
in cells lacking Chk1 function (Bucher & Britten, 2008; T. Chen et al., 2012; Garrett
& Collins, 2011; Ma et al., 2011). Similarly, Chk1 suppression seems to enhance the
effects of anti-metabolites that inhibit DNA synthesis (Bolderson et al., 2004; T. Chen
et al., 2012) consistent with our study which showed a synergism between SACi2
and thymidine. Thymidine is regarded as a weak inducer of cell death (Rodriguez &
Meuth, 2006). However, thymidine-SACi2 co-treatment rapidly induced classical cell
morphology changes associated with apoptosis which were confirmed with detection
of PARP cleavage (IV Fig. 1 and 3A). Chk1 inhibitor SB-218078 also increased the
cell death induced by thymidine (IV Fig. 3A) supporting the hypothesis of Chk1 as a
contributor in SACi2 phenotype. Our findings resembled the ones reported previously
by others: Chk1 inhibition or depletion sensitized the cells to anti-metabolites including
thymidine (Rodriguez & Meuth, 2006; Sampath, Shi, & Plunkett, 2002; Z. Shi et al.,
2001). These data provide further support for the notion that SACi2 sensitization may
result from inhibition of Chk1. There is discrepancy whether p53-status is important in
determining how the cells respond to genotoxic agents upon Chk1 inhibition (T. Chen
et al., 2012). Our results suggested that p53 protects the cells from sensitization at G1/S
transition because cell death was not induced when SACi2 was added to thymidinearrested MCF10-A cells possessing a functional p53 (IV Suppl. video 2). Interestingly,
SACi2 also sensitized HeLa cells to apoptosis upon release from thymidine-mediated
arrest (IV Fig. 3B). Similar phenomenon was induced when Chk1-depleted cells were
released from the replication block induced by ribonucleotide reductase inhibitor,
hydroxyurea, or DNA-polymerase inhibitor, arabinoside-C (Cho et al., 2005). SB218078 similarly induced cell death upon thymidine wash-off (IV Fig. 3B). More rapid
induction of apoptosis by SB-218078 likely reflected different kinetics and/or stronger
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inhibition of Chk1 as confirmed by much more rapid and profound attenuation of kinase
autophosphorylation by SB-218078 (Fig. S1).
We showed that SACi2 increased phosphorylation of Histone H2AX on Ser139
(γ-H2AX), a marker of DNA double-strand breaks, in thymidine-arrested cells and
also upon release from the arrest into SACi2-containing medium ( IV Fig. 3D-E). The
same phenomenon has been previously shown when Chk1 depleted cells were released
from a replication block (Cho et al., 2005) and when gemcitabine or topoisomerase I
inhibitor-induced replication block was abrogated by Chk1 inhibition (Ewald, Sampath,
& Plunkett, 2007; Furuta et al., 2006). In those cells, the signal increased already before
apoptosis induction which was an important finding because γ-H2AX is also upregulated
in cells undergoing apoptosis. It was proposed that the increase reflected the role of Chk1
in preserving replication fork integrity to resume DNA replication and that inhibition of
this function likely caused collapse of the replication fork and the loss of cell viability
(Cho et al., 2005; Ewald et al., 2007). We suggest that the abovementioned mechanism is
involved in the SACi2-induced cell sensitization. To be able to clarify the issue further,
it would be important to exclude the possibility that changes in γ-H2AX were due to
apoptosis-associated DNA fragmentation.
There is ample of evidence that Chk1 inhibition enhances the efficacy of genotoxic
therapies that are based on the checkpoint response at G2. We demonstrated synergism
between SACi2 and a DNA-crosslinking agent, mitomycin C (IV Fig. 3C, Suppl. video
3). Compared to mitomycin C-treated cells, the apoptosis-associated morphological
changes occurred earlier and the cell death was more pronounced in the co-treated cell
populations. These results indicated that SACi2 enhanced mitomycin C-induced cell
elimination. Again, MCF-10A cells showed no notable sensitization to apoptosis (IV
Suppl. video 4) which pointed to the possibility that p53 status affects the cell sensitivity
to these conditions. It is believed that Chk1 inhibitors enhance the effects of DNA
damaging drugs at G2 phase because they abrogate the G2 checkpoint and drive the
cells into deleterious mitosis (Bucher & Britten, 2008; Ma et al., 2011). Whether SACi2induced cell death was preceded by override of G2 checkpoint should be studied further
although we could not observe cells entering mitosis in the presence of mitomycin C and
SACi2 in our live cell analysis (unpublished results).
It is well-established that p53-p21 pathway inhibits Cdk activation and is essential for
G1 arrest upon DNA damage. Therefore, we studied whether p21 was induced in the
thymidine-arrested cells cultured in the presence of SACi2. Unexpectedly, we found
that the amount of p21 was decreased in thymidine-SACi2 co-treated HeLa cells (IV
Fig. 4A) as well as in unperturbed HeLa and MCF10-A cells (IV Fig. 4B) indicating that
SACi2 attenuated cellular levels of p21. ZM447439 did not induce similar changes but
rather upregulated p21 levels (unpublished results) which is in line with previous reports
(Kaestner et al., 2009) and suggests that attenuation is independent on Aurora inhibition.
Notably, p21 levels were not rescued back to the control levels upon inhibition of
caspase activity which excludes the effects of cell death on the measurements (IV Fig.
4D). When proteasome activity was inhibited, p21 levels were upregulated (IV Fig. 4A)
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suggesting that SACi2 enhanced the degradation of p21. Cycloheximide assays could be
used to investigate whether synthesis is also affected. The function of p21 as a regulator
of Cdks (Xiong et al., 1993) is well-established. It is however evident that the protein
has multiple other functions such as regulation of apoptosis. There is evidence that p21
abrogation may increase the efficacy of DNA damage based anti-cancer therapy (S. H.
Park et al., 2008; S. H. Park, Park, & Weiss, 2008) which has encouraged scientists to
perform HTS for identification of p21 inhibitors (S. H. Park, Wang et al., 2008). Based
on these data, we suggest that p21 downregulation by SACi2 might be involved in the
sensitization. Our finding that proteasome inhibition partially rescued p21 levels and
rescued the cells from apoptosis (Fig. 4A and C, Suppl. video 5) supports our hypothesis.
A model of p21 function upon Chk1 depletion and replication stress was previously
proposed (Rodriguez & Meuth, 2006). According to the model, p21 is induced earlier
in thymidine-arrested Chk1-depleted cells to prevent entry into S phase and thereby
the protein slows down the replication stress-induced cell death. High p21 protein
levels were detected at 24 h corresponding to the time point we measured decrease in
p21 which supports the notion that SACi2 downregulated p21. Importantly, the model
proposed that p21 is dispensable for protecting Chk1-proficient cells from cell death but
is crucial when Chk1 is depleted. We present a model integrating Chk1 and p21 in the
SACi2-induced response on replication stress (Fig. 11 D).

Figure 11. The function of Chk1 and p21 in protecting from cell death upon replication fork stress (AC, figures and legend adapted from Rodriquez and Meuth 2006) and our model of the SACi2-induced
sensitization to replication stress (D). (A) DNA synthesis inhibitors activate Chk1 that protects replication
forks and prevents S-phase apoptosis. (B) The lack of Chk1-induced protection favors the induction of
apoptosis in the S phase. p21 activation triggers an alternative protective mechanism by preventing cells
from entering S phase. (C) Depletion of both Chk1 and p21 eliminates the protection of G1 phase cells and
results in apoptosis of virtually the entire cell population. D) SACi2 inhibits Chk1 and attenuates p21 which
results in loss of protection and massive cell death upon replication stress.

In the model, we propose that SACi2 might cause conditions which resemble Chk1-p21
co-depletion (Rodriguez & Meuth, 2006) in which the exposure of cells to thymidine is
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deleterious (Fig. 11). We propose that the SACi2-induced cell sensitization may be due
to a combined effect of Chk1 inhibition and attenuation of p21. Whether the SACi2thymidine co-treated cells underwent death from S phase should be investigated in future.
In conclusion, our results showed that SACi2 is a multifaceted compound inhibiting
fundamental kinases namely Aurora A, Aurora B and Chk1 which are involved in
checkpoints evoked by lack of MT-KT attachment and intra-KT tension, and induction of
DNA-damage and replication stress, respectively. Inhibition of Aurora kinases and Chk1
by the same pharmacophore was not surprising considering the structural similarities
in the ATP-binding pockets of the kinases (Massey et al., 2010). Moreover, inhibitors
targeting Aurora kinases and Chk1 have been previously reported (Blasina et al., 2008;
Gorgun et al., 2010; Ma et al., 2011; Massey et al., 2010). Furthermore, in our preliminary
cell-based assays, we observed that SACi2 caused a reduction in the stress-activated
protein kinase/Jun-amino-terminal kinase (SAPK/JNK) Thr183/Tyr185 phospho-signals
in UV treated HeLa cells indicating that the compound decreased the activity of the
kinase (unpublished results). Considering that JNK is activated due to genotoxic agents
such as hydroxyurea and aphidicolin that inhibit replication (Damrot et al., 2009), and
further, is implicated in DNA damage checkpoint at G2/M (Gutierrez et al., 2010), it is
tempting to speculate that DNA damage sensitization effects of SACi2 reflect inhibition
of Chk1 and JNK. More studies are needed to explore this notion further.
Recent data indicates that Chk1 is not only involved in DNA damage checkpoint but also
SAC signaling and maintenance of SAC activity in taxol but not in nocodazole (Zachos
et al., 2007). Chk1 seems to be essential for proper BubR1 localization and full activation
of Aurora B kinase (Zachos et al., 2007). Based on these findings, we hypothesized that
Aurora B activity could be modulated by SACi2 both directly and indirectly. Moreover,
it could be even speculated that simultaneous inhibition of Chk1 and Aurora B might
enhance the SAC override by SACi2.
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Summary and Conclusions

SUMMARY AND CONCLUSIONS

SAC is an essential conserved surveillance mechanism that prevents the initiation of
anaphase until functional connections between the MTs and KTs of the chromosomes
have been established. Weakened SAC permits chromosome missegregation that can
lead to aneuploidy, a condition known to contribute to tumorigenesis. On the other
hand, severe ablation of the SAC signaling may result in loss of cell viability due to
induced massive genomic imbalance. The latter event has raised interest toward SAC
as a potential anti-cancer drug target. Consequently, a plethora of SAC inhibitors are
currently investigated in preclinical and clinical studies for their ability to suppress
proliferation of cancer cells. This thesis work was conducted in order to identify novel
LMW inhibitors of the SAC signaling using a cell-based HTS. The main findings and
conclusions of the work are the following:
1.

The study demonstrates that a phenotypic HTS based on compound-induced
effects on the cell morphology and attachment properties is a powerful method for
identifying novel inhibitors of the SAC.

2.

We identified four LMW compounds that override SAC-dependent mitotic arrest.
The cellular effects of the compounds were characterized in more details using
versatile cell-based and in vitro assays.

3.

All four small compounds inhibited the activity of Aurora kinases, key facilitators
of cell division. Abolishment of Aurora B kinase activity provides a plausible
explanation for the observed abrogation of the tension-sensitive arm of the SAC.

4.

Two of the discovered anti-mitotic compounds were flavonoids which for the first
time were shown to be potent inhibitors of SAC signaling.

5.

All four compounds suppressed cancer cell viability by inducing apoptosis. Data
from the fisetin assays raises a notion that the flavonoid may possess cancer-cell
specificity.

6.

The phenotypes induced by the compounds were not identical which suggests that
additional, yet unidentified, targets may contribute to the observed cellular effects.

7.

The LMW compounds identified in our screens may have value as template
structures in the development of future anti-cancer drugs.

Acknowledgements

7.

77

ACKNOWLEDGEMENTS

This Ph.D. work was carried out at VTT Technical Research Centre of Finland in the
Biotechnology for Health and Well-being Unit. VTT was together with University of
Turku, the Department of Biochemistry and Food Chemistry and Turku Centre for
Biotechnology, the managing host organization of the project. I was also fortunate to
be a member of a fantastic Turku Graduate School of Biomedical Sciences (TuBS).
This work was financially supported by VTT, European Commision (EUFP6, Marie
Curie EXT grant), TuBS, the Academy of Finland (CoE for Translational Genome-Scale
Biology), the Turku University Foundation, the Finnish Cultural Foundation and Cancer
Association of South-Western Finland. These are warmly acknowledged.
I am grateful to Dr. Richard Fagerström, Dr. Kirsi-Marja Oksman-Caldentey, Professor
Olli Kallioniemi, and Dr. Harri Siitari at VTT and Professor Riitta Lahesmaa at the
Turku Centre for Biotechnology for excellent research facilities. Professor Jyrki Heino
is acknowledged for providing me an academic connection at the Department of
Biochemistry and Food Chemistry. Many thanks go to Director of TuBS, Professor Olli
Lassila, for providing salary during these years. Nina Widberg and Susanna Rosenberg
are appreciated for arranging many nice graduate school activities and for rapid responses
in e-mails. I am grateful for having the opportunity to discuss the progress of the study
with two experts of cell biology, Professor Jukka Westermarck and Professor Johanna
Ivaska, in my Ph.D. thesis committee. I acknowledge Dr. Ville Hietakangas and Dr. Mark
Petronczky for the critical evaluation of this thesis and for their constructive comments.
Importantly, this work would not have been possible without my supervisor, Dr. Marko
Kallio. His expertise in cell biology and microscopy, never-ending optimism and respect
for my research freedom inspired me to investigate the fascinating world of cell division.
I also want to thank Marko for providing funding and guiding and supporting me in the
manuscript and thesis writing processes. Lila Kallio is also acknowledged for valuable
help and smooth collaboration in manuscript preparation. I sincerely thank Dr. Gary
Gorbsky for the opportunity to visit in his laboratory and for the advice on the screening
method essential for this work.
I have been fortunate to be surrounded by wonderful colleagues in the extremely pleasant
working atmosphere. I wish to thank the former and present members of the Kallio
laboratory: Leena, Anu, Elli, Jenni, Pauliina, Jeroen, Kimmo, Christina, Mariaana, Tim,
Oana, Pekka, Sinikka, Sofia, Tuuli, Jonathan, Sebastian, and Maheesh. These years have
produced not only scientific output but also many friendships and support that I’m deeply
grateful for. I had a privilege to work many years with Jeroen Pouwels, whose efficient
way of working and especially, ideas and constructive criticism when necessary were
important in many steps towards my graduation. Sinikka Waris is thanked for being an
important colleague during the crucial kick-off phases and early years of this study. I am
grateful to all the co-authors and people who have helped me for their efforts. Technical
and administrative personnel at VTT, especially Auli Raita, are all warmly appreciated

78

Acknowledgements

for the invaluable everyday work, for maintaining everything in order and running
smoothly in lab and office-side. I also wish to thank Pauliina for giving a helping hand in
numerous critical experiments during this study. All the former and present Turku VTT
people are appreciated for making such a nice and friendly research community.
I would like to thank my dear family: mother Armi, father Hannu, and brothers Olli and
Seppo for their support throughout my life. Your encouragement during my slow process
towards graduation has been invaluable. I also sincerely acknowledge my dear friends
outside the laboratory. It is important that you are there. Importantly, Anssi is thanked
for his love, support and taking care of Ilmari during the long working hours during this
thesis work. Lastly I thank my little one, Ilmari, who makes me remember that the most
valuable things in life are outside the lab bench.

Turku, September 2012

Anna-Leena Salmela

References

8.

79

REFERENCES

Abrieu, A., Magnaghi-Jaulin, L., Kahana, J. A., Peter, M.,
Castro, A., Vigneron, S., Lorca, T., Cleveland, D. W., &
Labbe, J. C. (2001). Mps1 is a kinetochore-associated
kinase essential for the vertebrate mitotic checkpoint.
Cell, 106(1), 83-93.
Acilan, C., & Saunders, W. S. (2008). A tale of too many
centrosomes. Cell, 134(4), 572-575.
Acquaviva, C., Herzog, F., Kraft, C., & Pines, J. (2004). The
anaphase promoting complex/cyclosome is recruited to
centromeres by the spindle assembly checkpoint. Nature
Cell Biology, 6(9), 892-898.
Aherne, W., Garrett, M., McDonald, T., & Workman, P.
(2002). Chapter 14 - mechanism-based high-throughput
screening for novel anticancer drug discovery. In Bruce
C. Baguley, & David J. Kerr (Eds.), Anticancer drug
development (pp. 249-267). San Diego: Academic Press.
doi:10.1016/B978-012072651-6/50015-2.
Akhmanova, A., & Hoogenraad, C. C. (2005). Microtubule
plus-end-tracking proteins: Mechanisms and functions.
Current Opinion in Cell Biology, 17(1), 47-54.
Aliagas-Martin, I., Burdick, D., Corson, L., Dotson, J.,
Drummond, J., Fields, C., Huang, O. W., Hunsaker,
T., Kleinheinz, T., Krueger, E., Liang, J., Moffat, J.,
Phillips, G., Pulk, R., Rawson, T. E., Ultsch, M., Walker,
L., Wiesmann, C., Zhang, B., Zhu, B. Y., & Cochran, A.
G. (2009). A class of 2,4-bisanilinopyrimidine aurora A
inhibitors with unusually high selectivity against aurora
B. Journal of Medicinal Chemistry, 52(10), 3300-3307.
Al-Janadi, A., Chandana, S. R., & Conley, B. A. (2008).
Histone deacetylation : An attractive target for cancer
therapy? Drugs in R&D, 9(6), 369-383.
Amin, A. R., Kucuk, O., Khuri, F. R., & Shin, D. M.
(2009). Perspectives for cancer prevention with natural
compounds. Journal of Clinical Oncology : Official
Journal of the American Society of Clinical Oncology,
27(16), 2712-2725.
Amor, D. J., Kalitsis, P., Sumer, H., & Choo, K. H. (2004).
Building the centromere: From foundation proteins to
3D organization. Trends in Cell Biology, 14(7), 359-368.
Anand, S., Penrhyn-Lowe, S., & Venkitaraman, A. R.
(2003). AURORA-A amplification overrides the mitotic
spindle assembly checkpoint, inducing resistance to
taxol. Cancer Cell, 3(1), 51-62.
Andres, S., Abraham, K., Appel, K. E., & Lampen, A.
(2011). Risks and benefits of dietary isoflavones for
cancer. Critical Reviews in Toxicology, 41(6), 463-506.
Andrews, P. D., Ovechkina, Y., Morrice, N., Wagenbach,
M., Duncan, K., Wordeman, L., & Swedlow, J. R. (2004).
Aurora B regulates MCAK at the mitotic centromere.
Developmental Cell, 6(2), 253-268.

Androutsopoulos, V., Arroo, R. R., Hall, J. F., Surichan,
S., & Potter, G. A. (2008). Antiproliferative and
cytostatic effects of the natural product eupatorin on
MDA-MB-468 human breast cancer cells due to CYP1mediated metabolism. Breast Cancer Research : BCR,
10(3), R39.
Arkin, M. R., & Wells, J. A. (2004). Small-molecule
inhibitors of protein-protein interactions: Progressing
towards the dream. Nature Reviews.Drug Discovery,
3(4), 301-317.
Ashar, H. R., James, L., Gray, K., Carr, D., Black, S.,
Armstrong, L., Bishop, W. R., & Kirschmeier, P. (2000).
Farnesyl transferase inhibitors block the farnesylation
of CENP-E and CENP-F and alter the association
of CENP-E with the microtubules. The Journal of
Biological Chemistry, 275(39), 30451-30457.
Asteriti, I. A., Giubettini, M., Lavia, P., & Guarguaglini,
G. (2011). Aurora-A inactivation causes mitotic spindle
pole fragmentation by unbalancing microtubulegenerated forces. Molecular Cancer, 10, 131.
Barr, A. R., & Gergely, F. (2007). Aurora-A: The maker and
breaker of spindle poles. Journal of Cell Science, 120(Pt
17), 2987-2996.
Becker, M., Stolz, A., Ertych, N., & Bastians, H. (2010).
Centromere localization of INCENP-aurora B is
sufficient to support spindle checkpoint function. Cell
Cycle (Georgetown, Tex.), 9(7), 1360-1372.
Bennett, B. L., Sasaki, D. T., Murray, B. W., O’Leary, E.
C., Sakata, S. T., Xu, W., Leisten, J. C., Motiwala, A.,
Pierce, S., Satoh, Y., Bhagwat, S. S., Manning, A. M., &
Anderson, D. W. (2001). SP600125, an anthrapyrazolone
inhibitor of jun N-terminal kinase. Proceedings of the
National Academy of Sciences of the United States of
America, 98(24), 13681-13686.
Bergnes, G., Brejc, K., & Belmont, L. (2005). Mitotic
kinesins: Prospects for antimitotic drug discovery.
Current Topics in Medicinal Chemistry, 5(2), 127-145.
Beria, I., Bossi, R. T., Brasca, M. G., Caruso, M., Ceccarelli,
W., Fachin, G., Fasolini, M., Forte, B., Fiorentini, F.,
Pesenti, E., Pezzetta, D., Posteri, H., Scolaro, A., Re
Depaolini, S., & Valsasina, B. (2011). NMS-P937, a
4,5-dihydro-1H-pyrazolo[4,3-h]quinazoline derivative
as potent and selective polo-like kinase 1 inhibitor.
Bioorganic & Medicinal Chemistry Letters, 21(10),
2969-2974.
Bettencourt-Dias, M., & Glover, D. M. (2007). Centrosome
biogenesis and function: Centrosomics brings new
understanding. Nature Reviews.Molecular Cell Biology,
8(6), 451-463.
Bharadwaj, R., Qi, W., & Yu, H. (2004). Identification of
two novel components of the human NDC80 kinetochore

80

References

complex. The Journal of Biological Chemistry, 279(13),
13076-13085.
Bhat, T. A., Nambiar, D., Pal, A., Agarwal, R., & Singh, R. P.
(2012). Fisetin inhibits various attributes of angiogenesis
in vitro and in vivo--implications for angioprevention.
Carcinogenesis, 33(2), 385-393.
Blangy, A., Lane, H. A., d’Herin, P., Harper, M., Kress,
M., & Nigg, E. A. (1995). Phosphorylation by p34cdc2
regulates spindle association of human Eg5, a kinesinrelated motor essential for bipolar spindle formation in
vivo. Cell, 83(7), 1159-1169.

Burgess, A., Ruefli, A., Beamish, H., Warrener, R., Saunders,
N., Johnstone, R., & Gabrielli, B. (2004). Histone
deacetylase inhibitors specifically kill nonproliferating
tumour cells. Oncogene, 23(40), 6693-6701.
Burkard, M. E., Maciejowski, J., Rodriguez-Bravo, V.,
Repka, M., Lowery, D. M., Clauser, K. R., Zhang, C.,
Shokat, K. M., Carr, S. A., Yaffe, M. B., & Jallepalli,
P. V. (2009). Plk1 self-organization and priming
phosphorylation of HsCYK-4 at the spindle midzone
regulate the onset of division in human cells. PLoS
Biology, 7(5), e1000111.

Blasina, A., Hallin, J., Chen, E., Arango, M. E., Kraynov, E.,
Register, J., Grant, S., Ninkovic, S., Chen, P., Nichols, T.,
O’Connor, P., & Anderes, K. (2008). Breaching the DNA
damage checkpoint via PF-00477736, a novel smallmolecule inhibitor of checkpoint kinase 1. Molecular
Cancer Therapeutics, 7(8), 2394-2404.

Burkard, M. E., Randall, C. L., Larochelle, S., Zhang, C.,
Shokat, K. M., Fisher, R. P., & Jallepalli, P. V. (2007).
Chemical genetics reveals the requirement for polo-like
kinase 1 activity in positioning RhoA and triggering
cytokinesis in human cells. Proceedings of the National
Academy of Sciences of the United States of America,
104(11), 4383-4388.

Bode, A. M., & Dong, Z. (2009). Cancer prevention
research - then and now. Nature Reviews.Cancer, 9(7),
508-516.

Burke, D. J., & Stukenberg, P. T. (2008). Linking
kinetochore-microtubule binding to the spindle
checkpoint. Developmental Cell, 14(4), 474-479.

Bolderson, E., Scorah, J., Helleday, T., Smythe, C., &
Meuth, M. (2004). ATM is required for the cellular
response to thymidine induced replication fork stress.
Human Molecular Genetics, 13(23), 2937-2945.

Burton, J. L., & Solomon, M. J. (2007). Mad3p, a
pseudosubstrate inhibitor of APCCdc20 in the spindle
assembly checkpoint. Genes & Development, 21(6),
655-667.

Boly, R., Gras, T., Lamkami, T., Guissou, P., Serteyn,
D., Kiss, R., & Dubois, J. (2011). Quercetin inhibits a
large panel of kinases implicated in cancer cell biology.
International Journal of Oncology, 38(3), 833-842.

Cang, S., Ma, Y., & Liu, D. (2009). New clinical
developments in histone deacetylase inhibitors for
epigenetic therapy of cancer. Journal of Hematology &
Oncology, 2, 22.

Boss, D. S., Beijnen, J. H., & Schellens, J. H. (2009).
Clinical experience with aurora kinase inhibitors: A
review. The Oncologist, 14(8), 780-793.

Carmena, M. (2008). Cytokinesis: The final stop for
the chromosomal passengers. Biochemical Society
Transactions, 36(Pt 3), 367-370.

Boutros, R., Lobjois, V., & Ducommun, B. (2007). CDC25
phosphatases in cancer cells: Key players? good targets?
Nature Reviews.Cancer, 7(7), 495-507.

Carmena, M., & Earnshaw, W. C. (2003). The cellular
geography of aurora kinases. Nature Reviews.Molecular
Cell Biology, 4(11), 842-854.

Braun, T., & Fenaux, P. (2008). Farnesyltransferase
inhibitors and their potential role in therapy for
myelodysplastic syndromes and acute myeloid
leukaemia. British Journal of Haematology, 141(5),
576-586.

Carmena, M., Ruchaud, S., & Earnshaw, W. C. (2009).
Making the auroras glow: Regulation of aurora A and B
kinase function by interacting proteins. Current Opinion
in Cell Biology, 21(6), 796-805.

Brennan, I. M., Peters, U., Kapoor, T. M., & Straight, A.
F. (2007). Polo-like kinase controls vertebrate spindle
elongation and cytokinesis. PloS One, 2(5), e409.
Brown, J. R., Koretke, K. K., Birkeland, M. L., Sanseau,
P., & Patrick, D. R. (2004). Evolutionary relationships
of aurora kinases: Implications for model organism
studies and the development of anti-cancer drugs. BMC
Evolutionary Biology, 4, 39.
Brunet, S., & Vernos, I. (2001). Chromosome motors on
the move. from motion to spindle checkpoint activity.
EMBO Reports, 2(8), 669-673.
Bucher, N., & Britten, C. D. (2008). G2 checkpoint
abrogation and checkpoint kinase-1 targeting in the
treatment of cancer. British Journal of Cancer, 98(3),
523-528.

Carol, H., Boehm, I., Reynolds, C. P., Kang, M. H.,
Maris, J. M., Morton, C. L., Gorlick, R., Kolb, E. A.,
Keir, S. T., Wu, J., Wozniak, A. E., Yang, Y., Manfredi,
M., Ecsedy, J., Wang, J., Neale, G., Houghton, P. J.,
Smith, M. A., & Lock, R. B. (2011). Efficacy and
pharmacokinetic/pharmacodynamic evaluation of the
aurora kinase A inhibitor MLN8237 against preclinical
models of pediatric cancer. Cancer Chemotherapy and
Pharmacology, 68(5), 1291-1304.
Carpinelli, P., Ceruti, R., Giorgini, M. L., Cappella, P.,
Gianellini, L., Croci, V., Degrassi, A., Texido, G.,
Rocchetti, M., Vianello, P., Rusconi, L., Storici, P.,
Zugnoni, P., Arrigoni, C., Soncini, C., Alli, C., Patton,
V., Marsiglio, A., Ballinari, D., Pesenti, E., Fancelli, D.,
& Moll, J. (2007). PHA-739358, a potent inhibitor of
aurora kinases with a selective target inhibition profile

References

81

relevant to cancer. Molecular Cancer Therapeutics, 6(12
Pt 1), 3158-3168.

hepatocellular carcinoma cells SK-HEP-1. Archives of
Toxicology, 76(5-6), 351-359.

Carter, S. L., Eklund, A. C., Kohane, I. S., Harris, L. N.,
& Szallasi, Z. (2006). A signature of chromosomal
instability inferred from gene expression profiles
predicts clinical outcome in multiple human cancers.
Nature Genetics, 38(9), 1043-1048.

Cheung, C. H., Coumar, M. S., Chang, J. Y., & Hsieh, H.
P. (2011). Aurora kinase inhibitor patents and agents in
clinical testing: An update (2009-10). Expert Opinion on
Therapeutic Patents, 21(6), 857-884.

Carvajal, R. D., Tse, A., & Schwartz, G. K. (2006). Aurora
kinases: New targets for cancer therapy. Clinical
Cancer Research : An Official Journal of the American
Association for Cancer Research, 12(23), 6869-6875.
Chahar, M. K., Sharma, N., Dobhal, M. P., & Joshi, Y. C.
(2011). Flavonoids: A versatile source of anticancer
drugs. Pharmacognosy Reviews, 5(9), 1-12.
Chakravarty, A., Shinde, V., Tabernero, J., Cervantes,
A., Cohen, R. B., Dees, E. C., Burris, H., Infante, J.
R., Macarulla, T., Elez, E., Andreu, J., RodriguezBraun, E., Rosello, S., von Mehren, M., Meropol, N.
J., Langer, C. J., ONeil, B., Bowman, D., Zhang, M.,
Danaee, H., Faron-Yowe, L., Gray, G., Liu, H., Pappas,
J., Silverman, L., Simpson, C., Stringer, B., Tirrell, S.,
Veiby, O. P., Venkatakrishnan, K., Galvin, K., Manfredi,
M., & Ecsedy, J. A. (2011). Phase I assessment of new
mechanism-based pharmacodynamic biomarkers for
MLN8054, a small-molecule inhibitor of aurora A
kinase. Cancer Research, 71(3), 675-685.

Cheung, C. H., Coumar, M. S., Hsieh, H. P., & Chang, J.
Y. (2009). Aurora kinase inhibitors in preclinical and
clinical testing. Expert Opinion on Investigational
Drugs, 18(4), 379-398.
Chi, Y. H., & Jeang, K. T. (2007). Aneuploidy and cancer.
Journal of Cellular Biochemistry, 102(3), 531-538.
Chin, G. M., & Herbst, R. (2006). Induction of apoptosis
by monastrol, an inhibitor of the mitotic kinesin Eg5,
is independent of the spindle checkpoint. Molecular
Cancer Therapeutics, 5(10), 2580-2591.
Cho, S. H., Toouli, C. D., Fujii, G. H., Crain, C., & Parry,
D. (2005). Chk1 is essential for tumor cell viability
following activation of the replication checkpoint. Cell
Cycle (Georgetown, Tex.), 4(1), 131-139.
Chu, M. L., Chavas, L. M., Douglas, K. T., Eyers, P. A., &
Tabernero, L. (2008). Crystal structure of the catalytic
domain of the mitotic checkpoint kinase Mps1 in
complex with SP600125. The Journal of Biological
Chemistry, 283(31), 21495-21500.

Chan, J. Y. (2011). A clinical overview of centrosome
amplification in human cancers. International Journal of
Biological Sciences, 7(8), 1122-1144.

Chung, E., & Chen, R. H. (2003). Phosphorylation of Cdc20
is required for its inhibition by the spindle checkpoint.
Nature Cell Biology, 5(8), 748-753.

Chao, W. C., Kulkarni, K., Zhang, Z., Kong, E. H., &
Barford, D. (2012). Structure of the mitotic checkpoint
complex. Nature, 484(7393), 208-213.

Cimini, D. (2007). Detection and correction of merotelic
kinetochore orientation by aurora B and its partners. Cell
Cycle (Georgetown, Tex.), 6(13), 1558-1564.

Cheeseman, I. M., Chappie, J. S., Wilson-Kubalek, E.
M., & Desai, A. (2006). The conserved KMN network
constitutes the core microtubule-binding site of the
kinetochore. Cell, 127(5), 983-997.

Cimini, D. (2008). Merotelic kinetochore orientation,
aneuploidy, and cancer. Biochimica Et Biophysica Acta,
1786(1), 32-40.

Cheeseman, I. M., & Desai, A. (2008). Molecular
architecture of the kinetochore-microtubule interface.
Nature Reviews.Molecular Cell Biology, 9(1), 33-46.
Chen, T., Stephens, P. A., Middleton, F. K., & Curtin, N.
J. (2012). Targeting the S and G2 checkpoint to treat
cancer. Drug Discovery Today, 17(5-6), 194-202.
Chen, Y., Riley, D. J., Chen, P. L., & Lee, W. H. (1997).
HEC, a novel nuclear protein rich in leucine heptad
repeats specifically involved in mitosis. Molecular and
Cellular Biology, 17(10), 6049-6056.
Chen, Y., Riley, D. J., Zheng, L., Chen, P. L., & Lee, W.
H. (2002). Phosphorylation of the mitotic regulator
protein Hec1 by Nek2 kinase is essential for faithful
chromosome segregation. The Journal of Biological
Chemistry, 277(51), 49408-49416.
Chen, Y. C., Shen, S. C., Lee, W. R., Lin, H. Y., Ko, C. H.,
Shih, C. M., & Yang, L. L. (2002). Wogonin and fisetin
induction of apoptosis through activation of caspase
3 cascade and alternative expression of p21 protein in

Cimini, D., Fioravanti, D., Salmon, E. D., & Degrassi,
F. (2002). Merotelic kinetochore orientation versus
chromosome mono-orientation in the origin of lagging
chromosomes in human primary cells. Journal of Cell
Science, 115(Pt 3), 507-515.
Cimini, D., Howell, B., Maddox, P., Khodjakov, A.,
Degrassi, F., & Salmon, E. D. (2001). Merotelic
kinetochore orientation is a major mechanism of
aneuploidy in mitotic mammalian tissue cells. The
Journal of Cell Biology, 153(3), 517-527.
Cimini, D., Mattiuzzo, M., Torosantucci, L., & Degrassi,
F. (2003). Histone hyperacetylation in mitosis prevents
sister chromatid separation and produces chromosome
segregation defects. Molecular Biology of the Cell,
14(9), 3821-3833.
Cimini, D., Wan, X., Hirel, C. B., & Salmon, E. D. (2006).
Aurora kinase promotes turnover of kinetochore
microtubules to reduce chromosome segregation errors.
Current Biology : CB, 16(17), 1711-1718.

82

References

Clarke, C. A., & Clarke, P. R. (2005). DNA-dependent
phosphorylation of Chk1 and claspin in a human cellfree system. The Biochemical Journal, 388(Pt 2), 705712.
Cleveland, D. W., Mao, Y., & Sullivan, K. F. (2003).
Centromeres and kinetochores: From epigenetics to
mitotic checkpoint signaling. Cell, 112(4), 407-421.
Colombo, R., Caldarelli, M., Mennecozzi, M., Giorgini,
M. L., Sola, F., Cappella, P., Perrera, C., Depaolini, S.
R., Rusconi, L., Cucchi, U., Avanzi, N., Bertrand, J.
A., Bossi, R. T., Pesenti, E., Galvani, A., Isacchi, A.,
Colotta, F., Donati, D., & Moll, J. (2010). Targeting the
mitotic checkpoint for cancer therapy with NMS-P715,
an inhibitor of MPS1 kinase. Cancer Research, 70(24),
10255-10264.
Cox, C. D., & Garbaccio, R. M. (2010). Discovery of
allosteric inhibitors of kinesin spindle protein (KSP) for
the treatment of taxane-refractory cancer: MK-0731 and
analogs. Anti-Cancer Agents in Medicinal Chemistry,
10(9), 697-712.
Crespo, N. C., Ohkanda, J., Yen, T. J., Hamilton, A.
D., & Sebti, S. M. (2001). The farnesyltransferase
inhibitor, FTI-2153, blocks bipolar spindle formation
and chromosome alignment and causes prometaphase
accumulation during mitosis of human lung cancer cells.
The Journal of Biological Chemistry, 276(19), 1616116167.
Dai, J., Sullivan, B. A., & Higgins, J. M. (2006). Regulation
of mitotic chromosome cohesion by haspin and aurora
B. Developmental Cell, 11(5), 741-750.
D’Alise, A. M., Amabile, G., Iovino, M., Di Giorgio, F.
P., Bartiromo, M., Sessa, F., Villa, F., Musacchio, A., &
Cortese, R. (2008). Reversine, a novel aurora kinases
inhibitor, inhibits colony formation of human acute
myeloid leukemia cells. Molecular Cancer Therapeutics,
7(5), 1140-1149.
Dalton, W. B., & Yang, V. W. (2009). Role of prolonged
mitotic checkpoint activation in the formation and
treatment of cancer. Future Oncology (London,
England), 5(9), 1363-1370.
Damrot, J., Helbig, L., Roos, W. P., Barrantes, S. Q.,
Kaina, B., & Fritz, G. (2009). DNA replication arrest in
response to genotoxic stress provokes early activation of
stress-activated protein kinases (SAPK/JNK). Journal of
Molecular Biology, 385(5), 1409-1421.
D’Angiolella, V., Mari, C., Nocera, D., Rametti, L., &
Grieco, D. (2003). The spindle checkpoint requires
cyclin-dependent kinase activity. Genes & Development,
17(20), 2520-2525.
D’Assoro, A. B., Lingle, W. L., & Salisbury, J. L. (2002).
Centrosome amplification and the development of
cancer. Oncogene, 21(40), 6146-6153.
Davis, S., Aldrich, T. H., Jones, P. F., Acheson, A.,
Compton, D. L., Jain, V., Ryan, T. E., Bruno, J.,
Radziejewski, C., Maisonpierre, P. C., & Yancopoulos,
G. D. (1996). Isolation of angiopoietin-1, a ligand for

the TIE2 receptor, by secretion-trap expression cloning.
Cell, 87(7), 1161-1169.
de Carcer, G., Perez de Castro, I., & Malumbres, M. (2007).
Targeting cell cycle kinases for cancer therapy. Current
Medicinal Chemistry, 14(9), 969-985.
De Luca, M., Brunetto, L., Asteriti, I. A., Giubettini, M.,
Lavia, P., & Guarguaglini, G. (2008). Aurora-A and chTOG act in a common pathway in control of spindle pole
integrity. Oncogene, 27(51), 6539-6549.
DeAntoni, A., Sala, V., & Musacchio, A. (2005). Explaining
the oligomerization properties of the spindle assembly
checkpoint protein Mad2. Philosophical Transactions
of the Royal Society of London.Series B, Biological
Sciences, 360(1455), 637-47, discussion 447-8.
Decordier, I., Cundari, E., & Kirsch-Volders, M. (2008).
Mitotic checkpoints and the maintenance of the
chromosome karyotype. Mutation Research, 651(1-2),
3-13.
Dees, E. C., Infante, J. R., Cohen, R. B., O’Neil, B. H.,
Jones, S., von Mehren, M., Danaee, H., Lee, Y.,
Ecsedy, J., Manfredi, M., Galvin, K., Stringer, B., Liu,
H., Eton, O., Fingert, H., & Burris, H. (2011). Phase 1
study of MLN8054, a selective inhibitor of aurora A
kinase in patients with advanced solid tumors. Cancer
Chemotherapy and Pharmacology, 67(4), 945-954.
DeLuca, J. G., Dong, Y., Hergert, P., Strauss, J., Hickey, J.
M., Salmon, E. D., & McEwen, B. F. (2005). Hec1 and
nuf2 are core components of the kinetochore outer plate
essential for organizing microtubule attachment sites.
Molecular Biology of the Cell, 16(2), 519-531.
DeLuca, J. G., Gall, W. E., Ciferri, C., Cimini, D.,
Musacchio, A., & Salmon, E. D. (2006). Kinetochore
microtubule dynamics and attachment stability are
regulated by Hec1. Cell, 127(5), 969-982.
DeMoe, J. H., Santaguida, S., Daum, J. R., Musacchio,
A., & Gorbsky, G. J. (2009). A high throughput, whole
cell screen for small molecule inhibitors of the mitotic
spindle checkpoint identifies OM137, a novel aurora
kinase inhibitor. Cancer Research, 69(4), 1509-1516.
den Hollander, J., Rimpi, S., Doherty, J. R., Rudelius, M.,
Buck, A., Hoellein, A., Kremer, M., Graf, N., Scheerer,
M., Hall, M. A., Goga, A., von Bubnoff, N., Duyster, J.,
Peschel, C., Cleveland, J. L., Nilsson, J. A., & Keller, U.
(2010). Aurora kinases A and B are up-regulated by myc
and are essential for maintenance of the malignant state.
Blood, 116(9), 1498-1505.
Desai, A., & Mitchison, T. J. (1997). Microtubule
polymerization dynamics. Annual Review of Cell and
Developmental Biology, 13, 83-117.
Dieterich, K., Soto Rifo, R., Faure, A. K., Hennebicq, S.,
Ben Amar, B., Zahi, M., Perrin, J., Martinez, D., Sele,
B., Jouk, P. S., Ohlmann, T., Rousseaux, S., Lunardi, J.,
& Ray, P. F. (2007). Homozygous mutation of AURKC
yields large-headed polyploid spermatozoa and causes
male infertility. Nature Genetics, 39(5), 661-665.

References
DiMaio, M. A., Mikhailov, A., Rieder, C. L., Von Hoff,
D. D., & Palazzo, R. E. (2009). The small organic
compound HMN-176 delays satisfaction of the spindle
assembly checkpoint by inhibiting centrosomedependent microtubule nucleation. Molecular Cancer
Therapeutics, 8(3), 592-601.
Ditchfield, C., Johnson, V. L., Tighe, A., Ellston, R.,
Haworth, C., Johnson, T., Mortlock, A., Keen, N., &
Taylor, S. S. (2003). Aurora B couples chromosome
alignment with anaphase by targeting BubR1, Mad2,
and cenp-E to kinetochores. The Journal of Cell Biology,
161(2), 267-280.
Dorer, R. K., Zhong, S., Tallarico, J. A., Wong, W. H.,
Mitchison, T. J., & Murray, A. W. (2005). A smallmolecule inhibitor of Mps1 blocks the spindle-checkpoint
response to a lack of tension on mitotic chromosomes.
Current Biology : CB, 15(11), 1070-1076.
Dowling, M., Voong, K. R., Kim, M., Keutmann, M.
K., Harris, E., & Kao, G. D. (2005). Mitotic spindle
checkpoint inactivation by trichostatin a defines
a mechanism for increasing cancer cell killing by
microtubule-disrupting agents. Cancer Biology &
Therapy, 4(2), 197-206.
Dreier, M. R., Grabovich, A. Z., Katusin, J. D., & Taylor,
W. R. (2009). Short and long-term tumor cell responses
to aurora kinase inhibitors. Experimental Cell Research,
315(7), 1085-1099.
Du, J., Cai, X., Yao, J., Ding, X., Wu, Q., Pei, S., Jiang,
K., Zhang, Y., Wang, W., Shi, Y., Lai, Y., Shen, J., Teng,
M., Huang, H., Fei, Q., Reddy, E. S., Zhu, J., Jin, C., &
Yao, X. (2008). The mitotic checkpoint kinase NEK2A
regulates kinetochore microtubule attachment stability.
Oncogene, 27(29), 4107-4114.
Dutertre, S., Cazales, M., Quaranta, M., Froment, C.,
Trabut, V., Dozier, C., Mirey, G., Bouche, J. P., TheisFebvre, N., Schmitt, E., Monsarrat, B., Prigent, C., &
Ducommun, B. (2004). Phosphorylation of CDC25B
by aurora-A at the centrosome contributes to the G2-M
transition. Journal of Cell Science, 117(Pt 12), 25232531.
Egert, S., & Rimbach, G. (2011). Which sources of
flavonoids: Complex diets or dietary supplements?
Advances in Nutrition (Bethesda, Md.), 2(1), 8-14.
Eggert, U. S., Kiger, A. A., Richter, C., Perlman, Z. E.,
Perrimon, N., Mitchison, T. J., & Field, C. M. (2004).
Parallel chemical genetic and genome-wide RNAi
screens identify cytokinesis inhibitors and targets. PLoS
Biology, 2(12), e379.
Eggert, U. S., & Mitchison, T. J. (2006). Small molecule
screening by imaging. Current Opinion in Chemical
Biology, 10(3), 232-237.
Eggert, U. S., Mitchison, T. J., & Field, C. M. (2006).
Animal cytokinesis: From parts list to mechanisms.
Annual Review of Biochemistry, 75, 543-566.
Elia, A. E., Cantley, L. C., & Yaffe, M. B. (2003). Proteomic
screen finds pSer/pThr-binding domain localizing

83

Plk1 to mitotic substrates. Science (New York, N.Y.),
299(5610), 1228-1231.
Emery, A., Sorrell, D. A., Lawrence, S., Easthope, E.,
Stockdale, M., Jones, D. O., Zheleva, D., Scaerou, F., &
Glover, D. M. (2011). A novel cell-based, high-content
assay for phosphorylation of Lats2 by aurora A. Journal
of Biomolecular Screening, 16(8), 925-931.
Eot-Houllier, G., Fulcrand, G., Magnaghi-Jaulin, L., &
Jaulin, C. (2009). Histone deacetylase inhibitors and
genomic instability. Cancer Letters, 274(2), 169-176.
Esaki, T., Seto, T., Ariyama, H., Arita, S., Fujimoto, C.,
Tsukasa, K., Kometani, T., Nosaki, K., Hirai, F., &
Yagawa, K. (2011). Phase I study to assess the safety,
tolerability and pharmacokinetics of AZD4877 in
japanese patients with solid tumors. Archives of Drug
Information, 4(2), 23-31.
Espeut, J., Gaussen, A., Bieling, P., Morin, V., Prieto,
S., Fesquet, D., Surrey, T., & Abrieu, A. (2008).
Phosphorylation relieves autoinhibition of the
kinetochore motor cenp-E. Molecular Cell, 29(5), 637643.
Evans, M. J., Saghatelian, A., Sorensen, E. J., & Cravatt, B.
F. (2005). Target discovery in small-molecule cell-based
screens by in situ proteome reactivity profiling. Nature
Biotechnology, 23(10), 1303-1307.
Evans, R. P., Naber, C., Steffler, T., Checkland, T.,
Maxwell, C. A., Keats, J. J., Belch, A. R., Pilarski, L.
M., Lai, R., & Reiman, T. (2008). The selective aurora
B kinase inhibitor AZD1152 is a potential new treatment
for multiple myeloma. British Journal of Haematology,
140(3), 295-302.
Ewald, B., Sampath, D., & Plunkett, W. (2007). H2AX
phosphorylation marks gemcitabine-induced stalled
replication forks and their collapse upon S-phase
checkpoint abrogation. Molecular Cancer Therapeutics,
6(4), 1239-1248.
Eytan, E., Braunstein, I., Ganoth, D., Teichner, A., Hittle,
J. C., Yen, T. J., & Hershko, A. (2008). Two different
mitotic checkpoint inhibitors of the anaphase-promoting
complex/cyclosome antagonize the action of the
activator Cdc20. Proceedings of the National Academy
of Sciences of the United States of America, 105(27),
9181-9185.
Eytan, E., Moshe, Y., Braunstein, I., & Hershko, A. (2006).
Roles of the anaphase-promoting complex/cyclosome
and of its activator Cdc20 in functional substrate binding.
Proceedings of the National Academy of Sciences of the
United States of America, 103(7), 2081-2086.
Fancelli, D., Moll, J., Varasi, M., Bravo, R., Artico, R.,
Berta, D., Bindi, S., Cameron, A., Candiani, I., Cappella,
P., Carpinelli, P., Croci, W., Forte, B., Giorgini, M. L.,
Klapwijk, J., Marsiglio, A., Pesenti, E., Rocchetti,
M., Roletto, F., Severino, D., Soncini, C., Storici,
P., Tonani, R., Zugnoni, P., & Vianello, P. (2006).
1,4,5,6-tetrahydropyrrolo[3,4-c]pyrazoles: Identification
of a potent aurora kinase inhibitor with a favorable

84

References

antitumor kinase inhibition profile. Journal of Medicinal
Chemistry, 49(24), 7247-7251.

the checkpoint kinase inhibitor 7-hydroxystaurosporine.
Oncogene, 25(20), 2839-2849.

Fang, G. (2002). Checkpoint protein BubR1 acts
synergistically with Mad2 to inhibit anaphase-promoting
complex. Molecular Biology of the Cell, 13(3), 755-766.

Gabrielli, B., Warrener, R., Burgess, A., & Beamish, H.
(2004). Defining the chemotherapeutic targets of histone
deacetylase inhibitors. Annals of the New York Academy
of Sciences, 1030, 627-635.

Fang, G., Yu, H., & Kirschner, M. W. (1999). Control of
mitotic transitions by the anaphase-promoting complex.
Philosophical Transactions of the Royal Society of
London.Series B, Biological Sciences, 354(1389), 15831590.
Feng, J., Huang, H., & Yen, T. J. (2006). CENP-F is a
novel microtubule-binding protein that is essential for
kinetochore attachments and affects the duration of the
mitotic checkpoint delay. Chromosoma, 115(4), 320329.

Gaitanos, T. N., Santamaria, A., Jeyaprakash, A. A., Wang,
B., Conti, E., & Nigg, E. A. (2009). Stable kinetochoremicrotubule interactions depend on the ska complex and
its new component Ska3/C13Orf3. The EMBO Journal,
28(10), 1442-1452.
Ganem, N. J., & Compton, D. A. (2004). The KinI kinesin
Kif2a is required for bipolar spindle assembly through a
functional relationship with MCAK. The Journal of Cell
Biology, 166(4), 473-478.

Ferrari, S. (2006). Protein kinases controlling the onset of
mitosis. Cellular and Molecular Life Sciences : CMLS,
63(7-8), 781-795.

Ganem, N. J., & Compton, D. A. (2006). Functional roles
of poleward microtubule flux during mitosis. Cell Cycle
(Georgetown, Tex.), 5(5), 481-485.

Fotsis, T., Pepper, M. S., Aktas, E., Breit, S., Rasku,
S., Adlercreutz, H., Wahala, K., Montesano, R., &
Schweigerer, L. (1997). Flavonoids, dietary-derived
inhibitors of cell proliferation and in vitro angiogenesis.
Cancer Research, 57(14), 2916-2921.

Ganem, N. J., Godinho, S. A., & Pellman, D. (2009). A
mechanism linking extra centrosomes to chromosomal
instability. Nature, 460(7252), 278-282.

Freedman, B. S., & Heald, R. (2010). Functional
comparison of H1 histones in xenopus reveals isoformspecific regulation by Cdk1 and RanGTP. Current
Biology : CB, 20(11), 1048-1052.
Fu, D. H., Jiang, W., Zheng, J. T., Zhao, G. Y., Li, Y., Yi,
H., Li, Z. R., Jiang, J. D., Yang, K. Q., Wang, Y., & Si,
S. Y. (2008). Jadomycin B, an aurora-B kinase inhibitor
discovered through virtual screening. Molecular Cancer
Therapeutics, 7(8), 2386-2393.
Fukagawa, T. (2004a). Assembly of kinetochores in
vertebrate cells. Experimental Cell Research, 296(1),
21-27.
Fukagawa, T. (2004b). Centromere DNA, proteins and
kinetochore assembly in vertebrate cells. Chromosome
Research : An International Journal on the Molecular,
Supramolecular and Evolutionary Aspects of
Chromosome Biology, 12(6), 557-567.
Fukasawa, K. (2007). Oncogenes and tumour suppressors
take on centrosomes. Nature Reviews.Cancer, 7(12),
911-924.
Fukasawa, K. (2008). P53, cyclin-dependent kinase and
abnormal amplification of centrosomes. Biochimica Et
Biophysica Acta, 1786(1), 15-23.
Fumoto, K., Lee, P. C., Saya, H., & Kikuchi, A. (2008).
AIP regulates stability of aurora-A at early mitotic phase
coordinately with GSK-3beta. Oncogene, 27(32), 44784487.
Furuta, T., Hayward, R. L., Meng, L. H., Takemura, H.,
Aune, G. J., Bonner, W. M., Aladjem, M. I., Kohn, K.
W., & Pommier, Y. (2006). p21CDKN1A allows the
repair of replication-mediated DNA double-strand
breaks induced by topoisomerase I and is inactivated by

Ganem, N. J., & Pellman, D. (2007). Limiting the
proliferation of polyploid cells. Cell, 131(3), 437-440.
Ganem, N. J., Upton, K., & Compton, D. A. (2005).
Efficient mitosis in human cells lacking poleward
microtubule flux. Current Biology : CB, 15(20), 18271832.
Gao, F., Ponte, J. F., Levy, M., Papageorgis, P., Cook,
N. M., Ozturk, S., Lambert, A. W., Thiagalingam, A.,
Abdolmaleky, H. M., Sullivan, B. A., & Thiagalingam,
S. (2009). hBub1 negatively regulates p53 mediated
early cell death upon mitotic checkpoint activation.
Cancer Biology & Therapy, 8(7), 548-556.
Garcia-Saez, I., Yen, T., Wade, R. H., & Kozielski, F.
(2004). Crystal structure of the motor domain of
the human kinetochore protein CENP-E. Journal of
Molecular Biology, 340(5), 1107-1116.
Garland, L. L., Taylor, C., Pilkington, D. L., Cohen, J. L.,
& Von Hoff, D. D. (2006). A phase I pharmacokinetic
study of HMN-214, a novel oral stilbene derivative with
polo-like kinase-1-interacting properties, in patients with
advanced solid tumors. Clinical Cancer Research : An
Official Journal of the American Association for Cancer
Research, 12(17), 5182-5189.
Garrett, M. D., & Collins, I. (2011). Anticancer therapy
with checkpoint inhibitors: What, where and when?
Trends in Pharmacological Sciences, 32(5), 308-316.
Gascoigne, K. E., & Taylor, S. S. (2009). How do antimitotic drugs kill cancer cells? Journal of Cell Science,
122(Pt 15), 2579-2585.
Giet, R., Petretti, C., & Prigent, C. (2005). Aurora kinases,
aneuploidy and cancer, a coincidence or a real link?
Trends in Cell Biology, 15(5), 241-250.

References
Gilmartin, A. G., Bleam, M. R., Richter, M. C., Erskine,
S. G., Kruger, R. G., Madden, L., Hassler, D. F., Smith,
G. K., Gontarek, R. R., Courtney, M. P., Sutton, D.,
Diamond, M. A., Jackson, J. R., & Laquerre, S. G.
(2009). Distinct concentration-dependent effects of the
polo-like kinase 1-specific inhibitor GSK461364A,
including differential effect on apoptosis. Cancer
Research, 69(17), 6969-6977.
Girdler, F., Gascoigne, K. E., Eyers, P. A., Hartmuth, S.,
Crafter, C., Foote, K. M., Keen, N. J., & Taylor, S. S.
(2006). Validating aurora B as an anti-cancer drug target.
Journal of Cell Science, 119(Pt 17), 3664-3675.
Gizatullin, F., Yao, Y., Kung, V., Harding, M. W., Loda,
M., & Shapiro, G. I. (2006). The aurora kinase inhibitor
VX-680 induces endoreduplication and apoptosis
preferentially in cells with compromised p53-dependent
postmitotic checkpoint function. Cancer Research,
66(15), 7668-7677.

85

Gorr, I. H., Boos, D., & Stemmann, O. (2005). Mutual
inhibition of separase and Cdk1 by two-step complex
formation. Molecular Cell, 19(1), 135-141.
Grant, S. (2008). Is the focus moving toward a combination
of targeted drugs? Best Practice & Research.Clinical
Haematology, 21(4), 629-637.
Gregan, J., Polakova, S., Zhang, L., Tolic-Norrelykke,
I. M., & Cimini, D. (2011). Merotelic kinetochore
attachment: Causes and effects. Trends in Cell Biology,
21(6), 374-381.
Guan, R., Tapang, P., Leverson, J. D., Albert, D., Giranda,
V. L., & Luo, Y. (2005). Small interfering RNA-mediated
polo-like kinase 1 depletion preferentially reduces the
survival of p53-defective, oncogenic transformed cells
and inhibits tumor growth in animals. Cancer Research,
65(7), 2698-2704.

Glover, D. M., Leibowitz, M. H., McLean, D. A., & Parry,
H. (1995). Mutations in aurora prevent centrosome
separation leading to the formation of monopolar
spindles. Cell, 81(1), 95-105.

Gumireddy, K., Reddy, M. V., Cosenza, S. C., Boominathan,
R., Baker, S. J., Papathi, N., Jiang, J., Holland, J., &
Reddy, E. P. (2005). ON01910, a non-ATP-competitive
small molecule inhibitor of Plk1, is a potent anticancer
agent. Cancer Cell, 7(3), 275-286.

Godinho, S. A., Kwon, M., & Pellman, D. (2009).
Centrosomes and cancer: How cancer cells divide with
too many centrosomes. Cancer Metastasis Reviews,
28(1-2), 85-98.

Gupta, K., & Panda, D. (2002). Perturbation of microtubule
polymerization by quercetin through tubulin binding:
A novel mechanism of its antiproliferative activity.
Biochemistry, 41(43), 13029-13038.

Gontarewicz, A., Balabanov, S., Keller, G., Colombo, R.,
Graziano, A., Pesenti, E., Benten, D., Bokemeyer, C.,
Fiedler, W., Moll, J., & Brummendorf, T. H. (2008).
Simultaneous targeting of aurora kinases and bcr-abl
kinase by the small molecule inhibitor PHA-739358 is
effective against imatinib-resistant BCR-ABL mutations
including T315I. Blood, 111(8), 4355-4364.

Gupta, S. C., Kim, J. H., Prasad, S., & Aggarwal, B. B.
(2010). Regulation of survival, proliferation, invasion,
angiogenesis, and metastasis of tumor cells through
modulation of inflammatory pathways by nutraceuticals.
Cancer Metastasis Reviews, 29(3), 405-434.

Good, J. A., Skoufias, D. A., & Kozielski, F. (2011).
Elucidating the functionality of kinesins: An overview
of small molecule inhibitors. Seminars in Cell &
Developmental Biology, 22(9), 935-945.
Gorbsky, G. J. (2004). Mitosis: MCAK under the aura of
aurora B. Current Biology : CB, 14(9), R346-8.
Gorbsky, G. J., & Ricketts, W. A. (1993). Differential
expression of a phosphoepitope at the kinetochores of
moving chromosomes. The Journal of Cell Biology,
122(6), 1311-1321.
Gorbsky, G. J., Sammak, P. J., & Borisy, G. G. (1987).
Chromosomes move poleward in anaphase along
stationary microtubules that coordinately disassemble
from their kinetochore ends. The Journal of Cell Biology,
104(1), 9-18.
Gorgun, G., Calabrese, E., Hideshima, T., Ecsedy, J.,
Perrone, G., Mani, M., Ikeda, H., Bianchi, G., Hu,
Y., Cirstea, D., Santo, L., Tai, Y. T., Nahar, S., Zheng,
M., Bandi, M., Carrasco, R. D., Raje, N., Munshi,
N., Richardson, P., & Anderson, K. C. (2010). A
novel aurora-A kinase inhibitor MLN8237 induces
cytotoxicity and cell-cycle arrest in multiple myeloma.
Blood, 115(25), 5202-5213.

Gurzov, E. N., & Izquierdo, M. (2006). RNA interference
against Hec1 inhibits tumor growth in vivo. Gene
Therapy, 13(1), 1-7.
Gutierrez, G. J., Tsuji, T., Chen, M., Jiang, W., & Ronai,
Z. A. (2010). Interplay between Cdh1 and JNK activity
during the cell cycle. Nature Cell Biology, 12(7), 686695.
Haddad, A. Q., Venkateswaran, V., Viswanathan, L.,
Teahan, S. J., Fleshner, N. E., & Klotz, L. H. (2006).
Novel antiproliferative flavonoids induce cell cycle
arrest in human prostate cancer cell lines. Prostate
Cancer and Prostatic Diseases, 9(1), 68-76.
Haidara, K., Zamir, L., Shi, Q. W., & Batist, G. (2006). The
flavonoid casticin has multiple mechanisms of tumor
cytotoxicity action. Cancer Letters, 242(2), 180-190.
Hanisch, A., Wehner, A., Nigg, E. A., & Sillje, H. H. (2006).
Different Plk1 functions show distinct dependencies on
polo-box domain-mediated targeting. Molecular Biology
of the Cell, 17(1), 448-459.
Hanks, S., Coleman, K., Reid, S., Plaja, A., Firth, H.,
Fitzpatrick, D., Kidd, A., Mehes, K., Nash, R., Robin,
N., Shannon, N., Tolmie, J., Swansbury, J., Irrthum,
A., Douglas, J., & Rahman, N. (2004). Constitutional
aneuploidy and cancer predisposition caused by biallelic

86

References

mutations in BUB1B. Nature Genetics, 36(11), 11591161.

O-Mad2 to the Mad1-C-Mad2 core complex. The
Journal of Cell Biology, 190(1), 25-34.

Happel, N., & Doenecke, D. (2009). Histone H1 and
its isoforms: Contribution to chromatin structure and
function. Gene, 431(1-2), 1-12.

Hirota, T., Kunitoku, N., Sasayama, T., Marumoto, T.,
Zhang, D., Nitta, M., Hatakeyama, K., & Saya, H.
(2003). Aurora-A and an interacting activator, the LIM
protein ajuba, are required for mitotic commitment in
human cells. Cell, 114(5), 585-598.

Hardy, P. A., & Zacharias, H. (2005). Reappraisal of the
hansemann-boveri hypothesis on the origin of tumors.
Cell Biology International, 29(12), 983-992.
Haren, L., Stearns, T., & Luders, J. (2009). Plk1-dependent
recruitment of gamma-tubulin complexes to mitotic
centrosomes involves multiple PCM components. PloS
One, 4(6), e5976.
Harousseau, J. L. (2007). Farnesyltransferase inihibitors in
hematologic malignancies. Blood Reviews, 21(4), 173182.
Harrington, E. A., Bebbington, D., Moore, J., Rasmussen,
R. K., Ajose-Adeogun, A. O., Nakayama, T., Graham,
J. A., Demur, C., Hercend, T., Diu-Hercend, A., Su,
M., Golec, J. M., & Miller, K. M. (2004). VX-680, a
potent and selective small-molecule inhibitor of the
aurora kinases, suppresses tumor growth in vivo. Nature
Medicine, 10(3), 262-267.
Hart, C. P. (2005). Finding the target after screening the
phenotype. Drug Discovery Today, 10(7), 513-519.
Hauf, S., Cole, R. W., LaTerra, S., Zimmer, C., Schnapp,
G., Walter, R., Heckel, A., van Meel, J., Rieder, C. L.,
& Peters, J. M. (2003). The small molecule hesperadin
reveals a role for aurora B in correcting kinetochoremicrotubule attachment and in maintaining the spindle
assembly checkpoint. The Journal of Cell Biology,
161(2), 281-294.
Hauf, S., Roitinger, E., Koch, B., Dittrich, C. M., Mechtler,
K., & Peters, J. M. (2005). Dissociation of cohesin from
chromosome arms and loss of arm cohesion during
early mitosis depends on phosphorylation of SA2. PLoS
Biology, 3(3), e69.
Heffernan, T. P., Kawasumi, M., Blasina, A., Anderes, K.,
Conney, A. H., & Nghiem, P. (2009). ATR-Chk1 pathway
inhibition promotes apoptosis after UV treatment
in primary human keratinocytes: Potential basis for
the UV protective effects of caffeine. The Journal of
Investigative Dermatology, 129(7), 1805-1815.
Henderson, M. C., Shaw, Y. J., Wang, H., Han, H., Hurley,
L. H., Flynn, G., Dorr, R. T., & Von Hoff, D. D. (2009).
UA62784, a novel inhibitor of centromere protein E
kinesin-like protein. Molecular Cancer Therapeutics,
8(1), 36-44.
Herzog, F., Primorac, I., Dube, P., Lenart, P., Sander, B.,
Mechtler, K., Stark, H., & Peters, J. M. (2009). Structure
of the anaphase-promoting complex/cyclosome
interacting with a mitotic checkpoint complex. Science
(New York, N.Y.), 323(5920), 1477-1481.
Hewitt, L., Tighe, A., Santaguida, S., White, A. M., Jones,
C. D., Musacchio, A., Green, S., & Taylor, S. S. (2010).
Sustained Mps1 activity is required in mitosis to recruit

Hoar, K., Chakravarty, A., Rabino, C., Wysong, D.,
Bowman, D., Roy, N., & Ecsedy, J. A. (2007). MLN8054,
a small-molecule inhibitor of aurora A, causes spindle
pole and chromosome congression defects leading to
aneuploidy. Molecular and Cellular Biology, 27(12),
4513-4525.
Hodek, P., Trefil, P., & Stiborova, M. (2002). Flavonoidspotent and versatile biologically active compounds
interacting with cytochromes P450. Chemico-Biological
Interactions, 139(1), 1-21.
Holen, K., Dipaola, R., Liu, G., Tan, A. R., Wilding, G.,
Hsu, K., Agrawal, N., Chen, C., Xue, L., Rosenberg, E.,
& Stein, M. (2011). A phase I trial of MK-0731, a kinesin
spindle protein (KSP) inhibitor, in patients with solid
tumors. Investigational New Drugs, 30(3), 1088-1095.
Holen, K. D., Belani, C. P., Wilding, G., Ramalingam,
S., Volkman, J. L., Ramanathan, R. K., Vasist, L. S.,
Bowen, C. J., Hodge, J. P., Dar, M. M., & Ho, P. T.
(2011). A first in human study of SB-743921, a kinesin
spindle protein inhibitor, to determine pharmacokinetics,
biologic effects and establish a recommended phase II
dose. Cancer Chemotherapy and Pharmacology, 67(2),
447-454.
Holland, A. J., & Cleveland, D. W. (2009). Boveri revisited:
Chromosomal instability, aneuploidy and tumorigenesis.
Nature Reviews.Molecular Cell Biology, 10(7), 478-487.
Holt, L. J., Krutchinsky, A. N., & Morgan, D. O. (2008).
Positive feedback sharpens the anaphase switch. Nature,
454(7202), 353-357.
Honore, S., Pasquier, E., & Braguer, D. (2005).
Understanding microtubule dynamics for improved
cancer therapy. Cellular and Molecular Life Sciences :
CMLS, 62(24), 3039-3056.
Howell, B. J., McEwen, B. F., Canman, J. C., Hoffman, D.
B., Farrar, E. M., Rieder, C. L., & Salmon, E. D. (2001).
Cytoplasmic dynein/dynactin drives kinetochore protein
transport to the spindle poles and has a role in mitotic
spindle checkpoint inactivation. The Journal of Cell
Biology, 155(7), 1159-1172.
Hoyt, M. A., Totis, L., & Roberts, B. T. (1991). S. cerevisiae
genes required for cell cycle arrest in response to loss of
microtubule function. Cell, 66(3), 507-517.
Hsu, J. Y., Sun, Z. W., Li, X., Reuben, M., Tatchell,
K., Bishop, D. K., Grushcow, J. M., Brame, C. J.,
Caldwell, J. A., Hunt, D. F., Lin, R., Smith, M. M., &
Allis, C. D. (2000). Mitotic phosphorylation of histone
H3 is governed by Ipl1/aurora kinase and Glc7/PP1
phosphatase in budding yeast and nematodes. Cell,
102(3), 279-291.

References
Huang, H., Hittle, J., Zappacosta, F., Annan, R. S.,
Hershko, A., & Yen, T. J. (2008). Phosphorylation sites
in BubR1 that regulate kinetochore attachment, tension,
and mitotic exit. The Journal of Cell Biology, 183(4),
667-680.
Huang, H. C., Shi, J., Orth, J. D., & Mitchison, T. J. (2009).
Evidence that mitotic exit is a better cancer therapeutic
target than spindle assembly. Cancer Cell, 16(4), 347358.
Huang, W. Y., Cai, Y. Z., & Zhang, Y. (2010). Natural
phenolic compounds from medicinal herbs and dietary
plants: Potential use for cancer prevention. Nutrition and
Cancer, 62(1), 1-20.
Huang, Y. F., Chang, M. D., & Shieh, S. Y. (2009). TTK/
hMps1 mediates the p53-dependent postmitotic
checkpoint by phosphorylating p53 at Thr18. Molecular
and Cellular Biology, 29(11), 2935-2944.

87

Jiang, Y., Zhang, Y., Lees, E., & Seghezzi, W. (2003).
AuroraA overexpression overrides the mitotic spindle
checkpoint triggered by nocodazole, a microtubule
destabilizer. Oncogene, 22(51), 8293-8301.
Jimeno, A., Chan, A., Cusatis, G., Zhang, X., Wheelhouse,
J., Solomon, A., Chan, F., Zhao, M., Cosenza, S. C.,
Ramana Reddy, M. V., Rudek, M. A., Kulesza, P.,
Donehower, R. C., Reddy, E. P., & Hidalgo, M. (2009).
Evaluation of the novel mitotic modulator ON 01910.
na in pancreatic cancer and preclinical development of
an ex vivo predictive assay. Oncogene, 28(4), 610-618.
Johnson, V. L., Scott, M. I., Holt, S. V., Hussein, D., &
Taylor, S. S. (2004). Bub1 is required for kinetochore
localization of BubR1, cenp-E, cenp-F and Mad2, and
chromosome congression. Journal of Cell Science,
117(Pt 8), 1577-1589.

Hussein, D., & Taylor, S. S. (2002). Farnesylation of cenp-F
is required for G2/M progression and degradation after
mitosis. Journal of Cell Science, 115(Pt 17), 3403-3414.

Jordan, M. A., Thrower, D., & Wilson, L. (1992). Effects
of vinblastine, podophyllotoxin and nocodazole on
mitotic spindles. implications for the role of microtubule
dynamics in mitosis. Journal of Cell Science, 102 ( Pt 3)
(Pt 3), 401-416.

Huszar, D., Theoclitou, M. E., Skolnik, J., & Herbst, R.
(2009). Kinesin motor proteins as targets for cancer
therapy. Cancer Metastasis Reviews,

Jordan, M. A., & Wilson, L. (2004). Microtubules as a
target for anticancer drugs. Nature Reviews.Cancer, 4(4),
253-265.

Indjeian, V. B., Stern, B. M., & Murray, A. W. (2005). The
centromeric protein Sgo1 is required to sense lack of
tension on mitotic chromosomes. Science (New York,
N.Y.), 307(5706), 130-133.

Kaestner, P., & Bastians, H. (2010). Mitotic drug targets.
Journal of Cellular Biochemistry, 111(2), 258-265.

Inoue, S., & Salmon, E. D. (1995). Force generation by
microtubule assembly/disassembly in mitosis and
related movements. Molecular Biology of the Cell,
6(12), 1619-1640.
Jackson, J. R., Gilmartin, A., Imburgia, C., Winkler,
J. D., Marshall, L. A., & Roshak, A. (2000). An
indolocarbazole inhibitor of human checkpoint kinase
(Chk1) abrogates cell cycle arrest caused by DNA
damage. Cancer Research, 60(3), 566-572.
Jackson, J. R., Patrick, D. R., Dar, M. M., & Huang, P. S.
(2007). Targeted anti-mitotic therapies: Can we improve
on tubulin agents? Nature Reviews.Cancer, 7(2), 107117.
Jallepalli, P. V., & Lengauer, C. (2001). Chromosome
segregation and cancer: Cutting through the mystery.
Nature Reviews.Cancer, 1(2), 109-117.
Janssen, A., & Medema, R. H. (2011). Mitosis as an anticancer target. Oncogene,
Jelluma, N., Brenkman, A. B., McLeod, I., Yates, J. R.,3rd,
Cleveland, D. W., Medema, R. H., & Kops, G. J. (2008).
Chromosomal instability by inefficient Mps1 autoactivation due to a weakened mitotic checkpoint and
lagging chromosomes. PloS One, 3(6), e2415.
Jelluma, N., Brenkman, A. B., van den Broek, N. J.,
Cruijsen, C. W., van Osch, M. H., Lens, S. M., Medema,
R. H., & Kops, G. J. (2008). Mps1 phosphorylates
borealin to control aurora B activity and chromosome
alignment. Cell, 132(2), 233-246.

Kaestner, P., Stolz, A., & Bastians, H. (2009). Determinants
for the efficiency of anticancer drugs targeting either
aurora-A or aurora-B kinases in human colon carcinoma
cells. Molecular Cancer Therapeutics, 8(7), 2046-2056.
Kallio, M. J., McCleland, M. L., Stukenberg, P. T., &
Gorbsky, G. J. (2002). Inhibition of aurora B kinase
blocks chromosome segregation, overrides the spindle
checkpoint, and perturbs microtubule dynamics in
mitosis. Current Biology : CB, 12(11), 900-905.
Kanda, A., Kawai, H., Suto, S., Kitajima, S., Sato, S.,
Takata, T., & Tatsuka, M. (2005). Aurora-B/AIM1 kinase activity is involved in ras-mediated cell
transformation. Oncogene, 24(49), 7266-7272.
Kang, J., & Yu, H. (2009). Kinase signaling in the spindle
checkpoint. The Journal of Biological Chemistry,
284(23), 15359-15363.
Kantarjian, H. M., Padmanabhan, S., Stock, W., Tallman, M.
S., Curt, G. A., Li, J., Osmukhina, A., Wu, K., Huszar, D.,
Borthukar, G., Faderl, S., Garcia-Manero, G., Kadia, T.,
Sankhala, K., Odenike, O., Altman, J. K., & Minden, M.
(2011). Phase I/II multicenter study to assess the safety,
tolerability, pharmacokinetics and pharmacodynamics
of AZD4877 in patients with refractory acute myeloid
leukemia. Investigational New Drugs,
Kaplan, K. B., Burds, A. A., Swedlow, J. R., Bekir, S.
S., Sorger, P. K., & Nathke, I. S. (2001). A role for the
adenomatous polyposis coli protein in chromosome
segregation. Nature Cell Biology, 3(4), 429-432.

88

References

Kapoor, T. M., Lampson, M. A., Hergert, P., Cameron, L.,
Cimini, D., Salmon, E. D., McEwen, B. F., & Khodjakov,
A. (2006). Chromosomes can congress to the metaphase
plate before biorientation. Science (New York, N.Y.),
311(5759), 388-391.
Kapoor, T. M., Mayer, T. U., Coughlin, M. L., & Mitchison,
T. J. (2000). Probing spindle assembly mechanisms with
monastrol, a small molecule inhibitor of the mitotic
kinesin, Eg5. The Journal of Cell Biology, 150(5), 975988.
Kawamura, K., Izumi, H., Ma, Z., Ikeda, R., Moriyama,
M., Tanaka, T., Nojima, T., Levin, L. S., FujikawaYamamoto, K., Suzuki, K., & Fukasawa, K. (2004).
Induction of centrosome amplification and chromosome
instability in human bladder cancer cells by p53 mutation
and cyclin E overexpression. Cancer Research, 64(14),
4800-4809.
Kawashima, S. A., Yamagishi, Y., Honda, T., Ishiguro, K., &
Watanabe, Y. (2010). Phosphorylation of H2A by Bub1
prevents chromosomal instability through localizing
shugoshin. Science (New York, N.Y.), 327(5962), 172177.
Keen, N., & Taylor, S. (2009). Mitotic drivers-inhibitors of
the aurora B kinase. Cancer Metastasis Reviews,
Kelly, A. E., & Funabiki, H. (2009). Correcting aberrant
kinetochore microtubule attachments: An aurora
B-centric view. Current Opinion in Cell Biology, 21(1),
51-58.
Khan, J., Ezan, F., Cremet, J. Y., Fautrel, A., Gilot, D.,
Lambert, M., Benaud, C., Troadec, M. B., & Prigent, C.
(2011). Overexpression of active aurora-C kinase results
in cell transformation and tumour formation. PloS One,
6(10), e26512.
Khan, N., Adhami, V. M., & Mukhtar, H. (2008). Apoptosis
by dietary agents for prevention and treatment of cancer.
Biochemical Pharmacology, 76(11), 1333-1339.
Khan, N., Afaq, F., Syed, D. N., & Mukhtar, H. (2008).
Fisetin, a novel dietary flavonoid, causes apoptosis and
cell cycle arrest in human prostate cancer LNCaP cells.
Carcinogenesis, 29(5), 1049-1056.
Khodjakov, A., Cole, R. W., Oakley, B. R., & Rieder, C.
L. (2000). Centrosome-independent mitotic spindle
formation in vertebrates. Current Biology : CB, 10(2),
59-67.
Khodjakov, A., & Kapoor, T. (2005). Microtubule flux:
What is it good for? Current Biology : CB, 15(23),
R966-8.
Kim, Y., Holland, A. J., Lan, W., & Cleveland, D. W.
(2010). Aurora kinases and protein phosphatase 1
mediate chromosome congression through regulation of
CENP-E. Cell, 142(3), 444-455.
King, R. W. (2008). When 2+2=5: The origins and fates of
aneuploid and tetraploid cells. Biochimica Et Biophysica
Acta, 1786(1), 4-14.

Kirschner, M., & Mitchison, T. (1986). Beyond selfassembly: From microtubules to morphogenesis. Cell,
45(3), 329-342.
Kitajima, T. S., Sakuno, T., Ishiguro, K., Iemura, S.,
Natsume, T., Kawashima, S. A., & Watanabe, Y. (2006).
Shugoshin collaborates with protein phosphatase 2A to
protect cohesin. Nature, 441(7089), 46-52.
Kline-Smith, S. L., & Walczak, C. E. (2004). Mitotic spindle
assembly and chromosome segregation: Refocusing on
microtubule dynamics. Molecular Cell, 15(3), 317-327.
Koehn, F. E., & Carter, G. T. (2005). The evolving role of
natural products in drug discovery. Nature Reviews.Drug
Discovery, 4(3), 206-220.
Kohl, N. E., Mosser, S. D., deSolms, S. J., Giuliani, E.
A., Pompliano, D. L., Graham, S. L., Smith, R. L.,
Scolnick, E. M., Oliff, A., & Gibbs, J. B. (1993).
Selective inhibition of ras-dependent transformation by
a farnesyltransferase inhibitor. Science (New York, N.Y.),
260(5116), 1934-1937.
Kollareddy, M., Dzubak, P., Zheleva, D., & Hajduch, M.
(2008). Aurora kinases: Structure, functions and their
association with cancer. Biomedical Papers of the
Medical Faculty of the University Palacky, Olomouc,
Czechoslovakia, 152(1), 27-33.
Kollareddy, M., Zheleva, D., Dzubak, P., Brahmkshatriya,
P. S., Lepsik, M., & Hajduch, M. (2012). Aurora kinase
inhibitors: Progress towards the clinic. Investigational
New Drugs,
Komlodi-Pasztor, E., Sackett, D. L., & Fojo, A. T. (2012).
Inhibitors targeting mitosis: Tales of how great drugs
against a promising target were brought down by
a flawed rationale. Clinical Cancer Research : An
Official Journal of the American Association for Cancer
Research, 18(1), 51-63.
Kops, G. J., Foltz, D. R., & Cleveland, D. W. (2004).
Lethality to human cancer cells through massive
chromosome loss by inhibition of the mitotic checkpoint.
Proceedings of the National Academy of Sciences of the
United States of America, 101(23), 8699-8704.
Kops, G. J., Weaver, B. A., & Cleveland, D. W. (2005).
On the road to cancer: Aneuploidy and the mitotic
checkpoint. Nature Reviews.Cancer, 5(10), 773-785.
Kraft, C., Herzog, F., Gieffers, C., Mechtler, K., Hagting,
A., Pines, J., & Peters, J. M. (2003). Mitotic regulation
of the human anaphase-promoting complex by
phosphorylation. The EMBO Journal, 22(24), 65986609.
Kurai, M., Shiozawa, T., Shih, H. C., Miyamoto, T., Feng,
Y. Z., Kashima, H., Suzuki, A., & Konishi, I. (2005).
Expression of aurora kinases A and B in normal,
hyperplastic, and malignant human endometrium:
Aurora B as a predictor for poor prognosis in endometrial
carcinoma. Human Pathology, 36(12), 1281-1288.
Kwiatkowski, N., Deng, X., Wang, J., Tan, L., Villa, F.,
Santaguida, S., Huang, H. C., Mitchison, T., Musacchio,

References

89

A., & Gray, N. (2012). Selective aurora kinase inhibitors
identified using a taxol-induced checkpoint sensitivity
screen. ACS Chemical Biology, 7(1), 185-196.

Lee, J. Y., Jeong, K. I., Kim, W., Heo, Y. S., & Kim, Y.
(2009). Binding models of flavonols to human vascular
endothelial growth factor receptor 2.30(9), 2083-2086.

LaBonte, M. J., Wilson, P. M., Fazzone, W., Groshen, S.,
Lenz, H. J., & Ladner, R. D. (2009). DNA microarray
profiling of genes differentially regulated by the histone
deacetylase inhibitors vorinostat and LBH589 in colon
cancer cell lines. BMC Medical Genomics, 2, 67.

Lee, K. S., Grenfell, T. Z., Yarm, F. R., & Erikson, R. L.
(1998). Mutation of the polo-box disrupts localization
and mitotic functions of the mammalian polo kinase plk.
Proceedings of the National Academy of Sciences of the
United States of America, 95(16), 9301-9306.

Lad, L., Luo, L., Carson, J. D., Wood, K. W., Hartman, J.
J., Copeland, R. A., & Sakowicz, R. (2008). Mechanism
of inhibition of human KSP by ispinesib. Biochemistry,
47(11), 3576-3585.

Lee, K. W., Bode, A. M., & Dong, Z. (2011). Molecular
targets of phytochemicals for cancer prevention. Nature
Reviews.Cancer, 11(3), 211-218.

Lamoral-Theys, D., Pottier, L., Dufrasne, F., Neve, J.,
Dubois, J., Kornienko, A., Kiss, R., & Ingrassia, L.
(2010). Natural polyphenols that display anticancer
properties through inhibition of kinase activity. Current
Medicinal Chemistry, 17(9), 812-825.
Lampson, M. A., & Kapoor, T. M. (2005). The
human mitotic checkpoint protein BubR1 regulates
chromosome-spindle attachments. Nature Cell Biology,
7(1), 93-98.
Lan, W., & Cleveland, D. W. (2010). A chemical tool box
defines mitotic and interphase roles for Mps1 kinase.
The Journal of Cell Biology, 190(1), 21-24.
Lan, W., Zhang, X., Kline-Smith, S. L., Rosasco, S.
E., Barrett-Wilt, G. A., Shabanowitz, J., Hunt, D. F.,
Walczak, C. E., & Stukenberg, P. T. (2004). Aurora B
phosphorylates centromeric MCAK and regulates its
localization and microtubule depolymerization activity.
Current Biology : CB, 14(4), 273-286.
Lane, D. P. (1992). Worrying about p53. Current Biology :
CB, 2(11), 581-583.
Lang, Q., Zhang, H., Li, J., Xie, F., Zhang, Y., Wan, B.,
& Yu, L. (2010). 3-hydroxyflavone inhibits endogenous
aurora B and induces growth inhibition of cancer cell
line. Molecular Biology Reports, 37(3), 1577-1583.
Lanni, J. S., & Jacks, T. (1998). Characterization of the
p53-dependent postmitotic checkpoint following spindle
disruption. Molecular and Cellular Biology, 18(2),
1055-1064.
Lansing, T. J., McConnell, R. T., Duckett, D. R., Spehar,
G. M., Knick, V. B., Hassler, D. F., Noro, N., Furuta,
M., Emmitte, K. A., Gilmer, T. M., Mook, R. A.,Jr, &
Cheung, M. (2007). In vitro biological activity of a
novel small-molecule inhibitor of polo-like kinase 1.
Molecular Cancer Therapeutics, 6(2), 450-459.
Lapenna, S., & Giordano, A. (2009). Cell cycle kinases
as therapeutic targets for cancer. Nature Reviews.Drug
Discovery, 8(7), 547-566.
Lara-Gonzalez, P., Scott, M. I., Diez, M., Sen, O., & Taylor,
S. S. (2011). BubR1 blocks substrate recruitment to the
APC/C in a KEN-box-dependent manner. Journal of
Cell Science, 124(Pt 24), 4332-4345.

Lens, S. M., Voest, E. E., & Medema, R. H. (2010). Shared
and separate functions of polo-like kinases and aurora
kinases in cancer. Nature Reviews.Cancer, 10(12), 825841.
LeRoy, P. J., Hunter, J. J., Hoar, K. M., Burke, K. E.,
Shinde, V., Ruan, J., Bowman, D., Galvin, K., & Ecsedy,
J. A. (2007). Localization of human TACC3 to mitotic
spindles is mediated by phosphorylation on Ser558
by aurora A: A novel pharmacodynamic method for
measuring aurora A activity. Cancer Research, 67(11),
5362-5370.
Li, J., Cheng, Y., Qu, W., Sun, Y., Wang, Z., Wang, H., &
Tian, B. (2011). Fisetin, a dietary flavonoid, induces cell
cycle arrest and apoptosis through activation of p53 and
inhibition of NF-kappa B pathways in bladder cancer
cells. Basic & Clinical Pharmacology & Toxicology,
108(2), 84-93.
Li, L., Yang, L., Scudiero, D. A., Miller, S. A., Yu, Z. X.,
Stukenberg, P. T., Shoemaker, R. H., & Kotin, R. M.
(2007). Development of recombinant adeno-associated
virus vectors carrying small interfering RNA (shHec1)mediated depletion of kinetochore Hec1 protein in tumor
cells. Gene Therapy, 14(10), 814-827.
Li, R., & Murray, A. W. (1991). Feedback control of mitosis
in budding yeast. Cell, 66(3), 519-531.
Li, T., & Sparano, J. A. (2008). Farnesyl transferase
inhibitors. Cancer Investigation, 26(7), 653-661.
Li, X., & Nicklas, R. B. (1995). Mitotic forces control a
cell-cycle checkpoint. Nature, 373(6515), 630-632.
Li, Y., Kao, G. D., Garcia, B. A., Shabanowitz, J., Hunt,
D. F., Qin, J., Phelan, C., & Lazar, M. A. (2006). A
novel histone deacetylase pathway regulates mitosis
by modulating aurora B kinase activity. Genes &
Development, 20(18), 2566-2579.
Lim do, Y., & Park, J. H. (2009). Induction of p53
contributes to apoptosis of HCT-116 human colon
cancer cells induced by the dietary compound fisetin.
American Journal of Physiology.Gastrointestinal and
Liver Physiology, 296(5), G1060-8.
Lin, Y. T., Chen, Y., Wu, G., & Lee, W. H. (2006). Hec1
sequentially recruits zwint-1 and ZW10 to kinetochores
for faithful chromosome segregation and spindle
checkpoint control. Oncogene, 25(52), 6901-6914.

90

References

Lindqvist, A., Kallstrom, H., Lundgren, A., Barsoum,
E., & Rosenthal, C. K. (2005). Cdc25B cooperates
with Cdc25A to induce mitosis but has a unique role
in activating cyclin B1-Cdk1 at the centrosome. The
Journal of Cell Biology, 171(1), 35-45.
Link, A., Balaguer, F., & Goel, A. (2010). Cancer
chemoprevention by dietary polyphenols: Promising
role for epigenetics. Biochemical Pharmacology, 80(12),
1771-1792.
Lipinski, C. A., Lombardo, F., Dominy, B. W., & Feeney, P.
J. (2001). Experimental and computational approaches
to estimate solubility and permeability in drug discovery
and development settings. Advanced Drug Delivery
Reviews, 46(1-3), 3-26.
Liu, D., Vader, G., Vromans, M. J., Lampson, M. A., &
Lens, S. M. (2009). Sensing chromosome bi-orientation
by spatial separation of aurora B kinase from kinetochore
substrates. Science (New York, N.Y.), 323(5919), 13501353.
Liu, D., Vleugel, M., Backer, C. B., Hori, T., Fukagawa,
T., Cheeseman, I. M., & Lampson, M. A. (2010).
Regulated targeting of protein phosphatase 1 to the outer
kinetochore by KNL1 opposes aurora B kinase. The
Journal of Cell Biology, 188(6), 809-820.
Liu, E. H., Qi, L. W., Wu, Q., Peng, Y. B., & Li, P. (2009).
Anticancer agents derived from natural products. Mini
Reviews in Medicinal Chemistry, 9(13), 1547-1555.
Liu, X., & Erikson, R. L. (2003). Polo-like kinase (plk)1
depletion induces apoptosis in cancer cells. Proceedings
of the National Academy of Sciences of the United States
of America, 100(10), 5789-5794.
Liu, X., Lei, M., & Erikson, R. L. (2006). Normal cells,
but not cancer cells, survive severe Plk1 depletion.
Molecular and Cellular Biology, 26(6), 2093-2108.
Lobjois, V., Jullien, D., Bouche, J. P., & Ducommun, B.
(2009). The polo-like kinase 1 regulates CDC25Bdependent mitosis entry. Biochimica Et Biophysica Acta,
1793(3), 462-468.
Logarinho, E., & Bousbaa, H. (2008). Kinetochoremicrotubule interactions “in check” by Bub1, Bub3 and
BubR1: The dual task of attaching and signalling. Cell
Cycle (Georgetown, Tex.), 7(12), 1763-1768.
Lu, L. Y., & Yu, X. (2009). The balance of polo-like kinase
1 in tumorigenesis. Cell Division, 4(1), 4.
Lu, X., Jung, J., Cho, H. J., Lim, D. Y., Lee, H. S., Chun,
H. S., Kwon, D. Y., & Park, J. H. (2005). Fisetin inhibits
the activities of cyclin-dependent kinases leading to cell
cycle arrest in HT-29 human colon cancer cells. The
Journal of Nutrition, 135(12), 2884-2890.
Luo, L., Parrish, C. A., Nevins, N., McNulty, D. E.,
Chaudhari, A. M., Carson, J. D., Sudakin, V., Shaw, A.
N., Lehr, R., Zhao, H., Sweitzer, S., Lad, L., Wood, K.
W., Sakowicz, R., Annan, R. S., Huang, P. S., Jackson,
J. R., Dhanak, D., Copeland, R. A., & Auger, K. R.
(2007). ATP-competitive inhibitors of the mitotic kinesin

KSP that function via an allosteric mechanism. Nature
Chemical Biology, 3(11), 722-726.
Ma, C. X., Janetka, J. W., & Piwnica-Worms, H. (2011).
Death by releasing the breaks: CHK1 inhibitors as
cancer therapeutics. Trends in Molecular Medicine,
17(2), 88-96.
Maciejowski, J., George, K. A., Terret, M. E., Zhang, C.,
Shokat, K. M., & Jallepalli, P. V. (2010). Mps1 directs
the assembly of Cdc20 inhibitory complexes during
interphase and mitosis to control M phase timing and
spindle checkpoint signaling. The Journal of Cell
Biology, 190(1), 89-100.
Macurek, L., Lindqvist, A., Lim, D., Lampson, M. A.,
Klompmaker, R., Freire, R., Clouin, C., Taylor, S.
S., Yaffe, M. B., & Medema, R. H. (2008). Polo-like
kinase-1 is activated by aurora A to promote checkpoint
recovery. Nature, 455(7209), 119-123.
Magnaghi-Jaulin, L., Eot-Houllier, G., Fulcrand, G., &
Jaulin, C. (2007). Histone deacetylase inhibitors induce
premature sister chromatid separation and override the
mitotic spindle assembly checkpoint. Cancer Research,
67(13), 6360-6367.
Maiato, H., DeLuca, J., Salmon, E. D., & Earnshaw, W. C.
(2004). The dynamic kinetochore-microtubule interface.
Journal of Cell Science, 117(Pt 23), 5461-5477.
Maliga, Z., & Mitchison, T. J. (2006). Small-molecule
and mutational analysis of allosteric Eg5 inhibition by
monastrol. BMC Chemical Biology, 6, 2.
Malumbres, M., & Barbacid, M. (2005). Mammalian
cyclin-dependent kinases. Trends in Biochemical
Sciences, 30(11), 630-641.
Manach, C., Scalbert, A., Morand, C., Remesy, C., &
Jimenez, L. (2004). Polyphenols: Food sources and
bioavailability. The American Journal of Clinical
Nutrition, 79(5), 727-747.
Manchado, E., Guillamot, M., & Malumbres, M. (2012).
Killing cells by targeting mitosis. Cell Death and
Differentiation, 19(3), 369-377.
Manfredi, M. G., Ecsedy, J. A., Meetze, K. A., Balani, S.
K., Burenkova, O., Chen, W., Galvin, K. M., Hoar, K.
M., Huck, J. J., LeRoy, P. J., Ray, E. T., Sells, T. B.,
Stringer, B., Stroud, S. G., Vos, T. J., Weatherhead, G.
S., Wysong, D. R., Zhang, M., Bolen, J. B., & Claiborne,
C. F. (2007). Antitumor activity of MLN8054, an orally
active small-molecule inhibitor of aurora A kinase.
Proceedings of the National Academy of Sciences of the
United States of America, 104(10), 4106-4111.
Mao, Y., Desai, A., & Cleveland, D. W. (2005). Microtubule
capture by CENP-E silences BubR1-dependent mitotic
checkpoint signaling. The Journal of Cell Biology,
170(6), 873-880.
Mapelli, M., Filipp, F. V., Rancati, G., Massimiliano, L.,
Nezi, L., Stier, G., Hagan, R. S., Confalonieri, S., Piatti,
S., Sattler, M., & Musacchio, A. (2006). Determinants of

References
conformational dimerization of Mad2 and its inhibition
by p31comet. The EMBO Journal, 25(6), 1273-1284.
Maresca, T. J., & Salmon, E. D. (2010). Welcome to a new
kind of tension: Translating kinetochore mechanics into
a wait-anaphase signal. Journal of Cell Science, 123(Pt
6), 825-835.
Margolis, R. L., Lohez, O. D., & Andreassen, P. R. (2003).
G1 tetraploidy checkpoint and the suppression of
tumorigenesis. Journal of Cellular Biochemistry, 88(4),
673-683.
Maris, J. M., Morton, C. L., Gorlick, R., Kolb, E. A., Lock,
R., Carol, H., Keir, S. T., Reynolds, C. P., Kang, M. H.,
Wu, J., Smith, M. A., & Houghton, P. J. (2010). Initial
testing of the aurora kinase A inhibitor MLN8237 by the
pediatric preclinical testing program (PPTP). Pediatric
Blood & Cancer, 55(1), 26-34.
Marumoto, T., Zhang, D., & Saya, H. (2005). Aurora-A - a
guardian of poles. Nature Reviews.Cancer, 5(1), 42-50.
Massey, A. J., Borgognoni, J., Bentley, C., Foloppe, N.,
Fiumana, A., & Walmsley, L. (2010). Context-dependent
cell cycle checkpoint abrogation by a novel kinase
inhibitor. PloS One, 5(10), e13123.
Masuda, A., Maeno, K., Nakagawa, T., Saito, H., &
Takahashi, T. (2003). Association between mitotic
spindle checkpoint impairment and susceptibility to
the induction of apoptosis by anti-microtubule agents
in human lung cancers. The American Journal of
Pathology, 163(3), 1109-1116.
Matsumoto, Y., Hayashi, K., & Nishida, E. (1999). Cyclindependent kinase 2 (Cdk2) is required for centrosome
duplication in mammalian cells. Current Biology : CB,
9(8), 429-432.
Mayer, T. U., Kapoor, T. M., Haggarty, S. J., King, R.
W., Schreiber, S. L., & Mitchison, T. J. (1999). Small
molecule inhibitor of mitotic spindle bipolarity identified
in a phenotype-based screen. Science (New York, N.Y.),
286(5441), 971-974.
McCleland, M. L., Gardner, R. D., Kallio, M. J., Daum,
J. R., Gorbsky, G. J., Burke, D. J., & Stukenberg, P. T.
(2003). The highly conserved Ndc80 complex is required
for kinetochore assembly, chromosome congression,
and spindle checkpoint activity. Genes & Development,
17(1), 101-114.
McInnes, C., Mezna, M., & Fischer, P. M. (2005). Progress
in the discovery of polo-like kinase inhibitors. Current
Topics in Medicinal Chemistry, 5(2), 181-197.
McInnes, C., & Wyatt, M. D. (2011). PLK1 as an oncology
target: Current status and future potential. Drug
Discovery Today, 16(13-14), 619-625.
McKeage, M. J., & Baguley, B. C. (2010). Disrupting
established tumor blood vessels: An emerging
therapeutic strategy for cancer. Cancer, 116(8), 18591871.
McLaughlin, J., Markovtsov, V., Li, H., Wong, S., Gelman,
M., Zhu, Y., Franci, C., Lang, D. W., Pali, E., Lasaga, J.,

91

Low, C., Zhao, F., Chang, B., Gururaja, T. L., Xu, W.,
Baluom, M., Sweeny, D., Carroll, D., Sran, A., Thota,
S., Parmer, M., Romane, A., Clemens, G., Grossbard, E.,
Qu, K., Jenkins, Y., Kinoshita, T., Taylor, V., Holland,
S. J., Argade, A., Singh, R., Pine, P., Payan, D. G., &
Hitoshi, Y. (2010). Preclinical characterization of aurora
kinase inhibitor R763/AS703569 identified through
an image-based phenotypic screen. Journal of Cancer
Research and Clinical Oncology, 136(1), 99-113.
Medema, R. H., Lin, C. C., & Yang, J. C. (2011). Pololike kinase 1 inhibitors and their potential role in
anticancer therapy, with a focus on NSCLC. Clinical
Cancer Research : An Official Journal of the American
Association for Cancer Research, 17(20), 6459-6466.
Meraldi, P., Draviam, V. M., & Sorger, P. K. (2004). Timing
and checkpoints in the regulation of mitotic progression.
Developmental Cell, 7(1), 45-60.
Meraldi, P., Honda, R., & Nigg, E. A. (2002). Aurora-A
overexpression reveals tetraploidization as a major route
to centrosome amplification in p53-/- cells. The EMBO
Journal, 21(4), 483-492.
Meraldi, P., Honda, R., & Nigg, E. A. (2004). Aurora
kinases link chromosome segregation and cell division
to cancer susceptibility. Current Opinion in Genetics &
Development, 14(1), 29-36.
Meraldi, P., Lukas, J., Fry, A. M., Bartek, J., & Nigg, E. A.
(1999). Centrosome duplication in mammalian somatic
cells requires E2F and Cdk2-cyclin A. Nature Cell
Biology, 1(2), 88-93.
Meraldi, P., & Sorger, P. K. (2005). A dual role for Bub1
in the spindle checkpoint and chromosome congression.
The EMBO Journal, 24(8), 1621-1633.
Mishra, K. P., Ganju, L., Sairam, M., Banerjee, P. K., &
Sawhney, R. C. (2008). A review of high throughput
technology for the screening of natural products.
Biomedicine & Pharmacotherapy = Biomedecine &
Pharmacotherapie, 62(2), 94-98.
Mitchison, T., & Kirschner, M. (1984). Dynamic instability
of microtubule growth. Nature, 312(5991), 237-242.
Mitchison, T. J. (1989). Polewards microtubule flux in
the mitotic spindle: Evidence from photoactivation of
fluorescence. The Journal of Cell Biology, 109(2), 637652.
Mitchison, T. J., & Salmon, E. D. (1992). Poleward
kinetochore fiber movement occurs during both
metaphase and anaphase-A in newt lung cell mitosis.
The Journal of Cell Biology, 119(3), 569-582.
Moon, Y. J., Wang, X., & Morris, M. E. (2006). Dietary
flavonoids: Effects on xenobiotic and carcinogen
metabolism. Toxicology in Vitro : An International
Journal Published in Association with BIBRA, 20(2),
187-210.
Morgan, D. O. (1999). Regulation of the APC and the exit
from mitosis. Nature Cell Biology, 1(2), E47-53.

92

References

Morrow, C. J., Tighe, A., Johnson, V. L., Scott, M. I.,
Ditchfield, C., & Taylor, S. S. (2005). Bub1 and aurora
B cooperate to maintain BubR1-mediated inhibition
of APC/CCdc20. Journal of Cell Science, 118(Pt 16),
3639-3652.
Mountzios, G., Terpos, E., & Dimopoulos, M. A. (2008).
Aurora kinases as targets for cancer therapy. Cancer
Treatment Reviews, 34(2), 175-182.
Mross, K., Frost, A., Steinbild, S., Hedbom, S., Rentschler,
J., Kaiser, R., Rouyrre, N., Trommeshauser, D., Hoesl,
C. E., & Munzert, G. (2008). Phase I dose escalation
and pharmacokinetic study of BI 2536, a novel pololike kinase 1 inhibitor, in patients with advanced solid
tumors. Journal of Clinical Oncology : Official Journal
of the American Society of Clinical Oncology, 26(34),
5511-5517.
Mukherjee, S., Acharya, B. R., Bhattacharyya, B., &
Chakrabarti, G. (2010). Genistein arrests cell cycle
progression of A549 cells at the G(2)/M phase and
depolymerizes interphase microtubules through binding
to a unique site of tubulin. Biochemistry, 49(8), 17021712.
Musacchio, A., & Salmon, E. D. (2007). The spindleassembly checkpoint in space and time. Nature Reviews.
Molecular Cell Biology, 8(5), 379-393.
Nabetani, A., Koujin, T., Tsutsumi, C., Haraguchi, T.,
& Hiraoka, Y. (2001). A conserved protein, Nuf2, is
implicated in connecting the centromere to the spindle
during chromosome segregation: A link between the
kinetochore function and the spindle checkpoint.
Chromosoma, 110(5), 322-334.
Nagao, T., Abe, F., Kinjo, J., & Okabe, H. (2002).
Antiproliferative constituents in plants 10. flavones
from the leaves of lantana montevidensis briq. and
consideration of structure-activity relationship.
Biological & Pharmaceutical Bulletin, 25(7), 875-879.
Nair, J. S., Ho, A. L., Tse, A. N., Coward, J., Cheema,
H., Ambrosini, G., Keen, N., & Schwartz, G. K.
(2009). Aurora B kinase regulates the postmitotic
endoreduplication checkpoint via phosphorylation of the
retinoblastoma protein at serine 780. Molecular Biology
of the Cell, 20(8), 2218-2228.
Nezi, L., & Musacchio, A. (2009). Sister chromatid tension
and the spindle assembly checkpoint. Current Opinion
in Cell Biology, 21(6), 785-795.
Nicklas, R. B., Ward, S. C., & Gorbsky, G. J. (1995).
Kinetochore chemistry is sensitive to tension and may
link mitotic forces to a cell cycle checkpoint. The
Journal of Cell Biology, 130(4), 929-939.
Nigg, E. A., & Raff, J. W. (2009). Centrioles, centrosomes,
and cilia in health and disease. Cell, 139(4), 663-678.
Nijveldt, R. J., van Nood, E., van Hoorn, D. E., Boelens,
P. G., van Norren, K., & van Leeuwen, P. A. (2001).
Flavonoids: A review of probable mechanisms of action
and potential applications. The American Journal of
Clinical Nutrition, 74(4), 418-425.

Nilsson, J., Yekezare, M., Minshull, J., & Pines, J. (2008).
The APC/C maintains the spindle assembly checkpoint
by targeting Cdc20 for destruction. Nature Cell Biology,
10(12), 1411-1420.
Noh, E. J., Lim, D. S., Jeong, G., & Lee, J. S. (2009). An
HDAC inhibitor, trichostatin A, induces a delay at G2/M
transition, slippage of spindle checkpoint, and cell death
in a transcription-dependent manner. Biochemical and
Biophysical Research Communications, 378(3), 326331.
O’Connell, C. B., & Khodjakov, A. L. (2007). Cooperative
mechanisms of mitotic spindle formation. Journal of
Cell Science, 120(Pt 10), 1717-1722.
Olmos, D., Barker, D., Sharma, R., Brunetto, A. T., Yap,
T. A., Taegtmeyer, A. B., Barriuso, J., Medani, H.,
Degenhardt, Y. Y., Allred, A. J., Smith, D. A., Murray,
S. C., Lampkin, T. A., Dar, M. M., Wilson, R., de
Bono, J. S., & Blagden, S. P. (2011). Phase I study of
GSK461364, a specific and competitive polo-like kinase
1 inhibitor, in patients with advanced solid malignancies.
Clinical Cancer Research : An Official Journal of the
American Association for Cancer Research, 17(10),
3420-3430.
Olmos, D., Swanton, C., & de Bono, J. (2008). Targeting
polo-like kinase: Learning too little too late? Journal of
Clinical Oncology : Official Journal of the American
Society of Clinical Oncology, 26(34), 5497-5499.
Ong Tone, S., Dayanandan, B., Fournier, A. E., & Mandato,
C. A. (2010). GSK3 regulates mitotic chromosomal
alignment through CRMP4. PloS One, 5(12), e14345.
Ososki, A. L., & Kennelly, E. J. (2003). Phytoestrogens:
A review of the present state of research. Phytotherapy
Research : PTR, 17(8), 845-869.
Ota, T., Suto, S., Katayama, H., Han, Z. B., Suzuki, F.,
Maeda, M., Tanino, M., Terada, Y., & Tatsuka, M.
(2002). Increased mitotic phosphorylation of histone
H3 attributable to AIM-1/Aurora-B overexpression
contributes to chromosome number instability. Cancer
Research, 62(18), 5168-5177.
Ovaskainen, M. L., Torronen, R., Koponen, J. M., Sinkko,
H., Hellstrom, J., Reinivuo, H., & Mattila, P. (2008).
Dietary intake and major food sources of polyphenols
in finnish adults. The Journal of Nutrition, 138(3), 562566.
Pajari, A. M. (2010). Kasvisten ja marjojen merkitys
syövän ehkäisyssä ja hoidossa - research database tuhat
- university of helsinki 65(44), 3595-3600.
Paredes-Lopez, O., Cervantes-Ceja, M. L., Vigna-Perez,
M., & Hernandez-Perez, T. (2010). Berries: Improving
human health and healthy aging, and promoting quality
life--a review. Plant Foods for Human Nutrition
(Dordrecht, Netherlands), 65(3), 299-308.
Park, J. H., Jong, H. S., Kim, S. G., Jung, Y., Lee, K. W.,
Lee, J. H., Kim, D. K., Bang, Y. J., & Kim, T. Y. (2008).
Inhibitors of histone deacetylases induce tumor-selective
cytotoxicity through modulating aurora-A kinase.

References
Journal of Molecular Medicine (Berlin, Germany),
86(1), 117-128.

93

Park, S. H., Park, J. Y., & Weiss, R. H. (2008). Antisense
attenuation of p21 sensitizes kidney cancer to apoptosis in
response to conventional DNA damaging chemotherapy
associated with enhancement of phospho-p53. The
Journal of Urology, 180(1), 352-360.

Purcell, J. W., Davis, J., Reddy, M., Martin, S., Samayoa,
K., Vo, H., Thomsen, K., Bean, P., Kuo, W. L., Ziyad,
S., Billig, J., Feiler, H. S., Gray, J. W., Wood, K. W., &
Cases, S. (2010). Activity of the kinesin spindle protein
inhibitor ispinesib (SB-715992) in models of breast
cancer. Clinical Cancer Research : An Official Journal
of the American Association for Cancer Research, 16(2),
566-576.

Park, S. H., Wang, X., Liu, R., Lam, K. S., & Weiss, R. H.
(2008). High throughput screening of a small molecule
one-bead-one-compound combinatorial library to
identify attenuators of p21 as chemotherapy sensitizers.
Cancer Biology & Therapy, 7(12), 2015-2022.

Putkey, F. R., Cramer, T., Morphew, M. K., Silk, A. D.,
Johnson, R. S., McIntosh, J. R., & Cleveland, D. W.
(2002). Unstable kinetochore-microtubule capture and
chromosomal instability following deletion of CENP-E.
Developmental Cell, 3(3), 351-365.

Parrish, C. A., Adams, N. D., Auger, K. R., Burgess,
J. L., Carson, J. D., Chaudhari, A. M., Copeland, R.
A., Diamond, M. A., Donatelli, C. A., Duffy, K. J.,
Faucette, L. F., Finer, J. T., Huffman, W. F., Hugger, E.
D., Jackson, J. R., Knight, S. D., Luo, L., Moore, M. L.,
Newlander, K. A., Ridgers, L. H., Sakowicz, R., Shaw,
A. N., Sung, C. M., Sutton, D., Wood, K. W., Zhang,
S. Y., Zimmerman, M. N., & Dhanak, D. (2007). Novel
ATP-competitive kinesin spindle protein inhibitors.
Journal of Medicinal Chemistry, 50(20), 4939-4952.

Qi, W., Cooke, L. S., Liu, X., Rimsza, L., Roe, D. J.,
Manziolli, A., Persky, D. O., Miller, T. P., & Mahadevan,
D. (2011). Aurora inhibitor MLN8237 in combination
with docetaxel enhances apoptosis and anti-tumor
activity in mantle cell lymphoma. Biochemical
Pharmacology, 81(7), 881-890.

Pavese, J. M., Farmer, R. L., & Bergan, R. C. (2010).
Inhibition of cancer cell invasion and metastasis by
genistein. Cancer Metastasis Reviews, 29(3), 465-482.
Perez de Castro, I., de Carcer, G., & Malumbres, M. (2007).
A census of mitotic cancer genes: New insights into
tumor cell biology and cancer therapy. Carcinogenesis,
28(5), 899-912.
Perrimon, N., Friedman, A., Mathey-Prevot, B., & Eggert,
U. S. (2007). Drug-target identification in drosophila
cells: Combining high-throughout RNAi and smallmolecule screens. Drug Discovery Today, 12(1-2), 2833.
Pesin, J. A., & Orr-Weaver, T. L. (2008). Regulation of
APC/C activators in mitosis and meiosis. Annual Review
of Cell and Developmental Biology, 24, 475-499.
Peters, J. M., Tedeschi, A., & Schmitz, J. (2008). The
cohesin complex and its roles in chromosome biology.
Genes & Development, 22(22), 3089-3114.
Peters, U., Cherian, J., Kim, J. H., Kwok, B. H., & Kapoor,
T. M. (2006). Probing cell-division phenotype space and
polo-like kinase function using small molecules. Nature
Chemical Biology, 2(11), 618-626.
Pinsky, B. A., & Biggins, S. (2005). The spindle checkpoint:
Tension versus attachment. Trends in Cell Biology,
15(9), 486-493.
Posch, M., Khoudoli, G. A., Swift, S., King, E. M., Deluca,
J. G., & Swedlow, J. R. (2010). Sds22 regulates aurora
B activity and microtubule-kinetochore interactions at
mitosis. The Journal of Cell Biology, 191(1), 61-74.
Potapova, T. A., Daum, J. R., Pittman, B. D., Hudson, J.
R., Jones, T. N., Satinover, D. L., Stukenberg, P. T., &
Gorbsky, G. J. (2006). The reversibility of mitotic exit in
vertebrate cells. Nature, 440(7086), 954-958.

Reddy, S. K., Rape, M., Margansky, W. A., & Kirschner, M.
W. (2007). Ubiquitination by the anaphase-promoting
complex drives spindle checkpoint inactivation. Nature,
446(7138), 921-925.
Reindl, W., Yuan, J., Kramer, A., Strebhardt, K., & Berg, T.
(2008). Inhibition of polo-like kinase 1 by blocking polobox domain-dependent protein-protein interactions.
Chemistry & Biology, 15(5), 459-466.
Reiterer, G., & Yen, A. (2006). Inhibition of the janus kinase
family increases extracellular signal-regulated kinase 1/2
phosphorylation and causes endoreduplication. Cancer
Research, 66(18), 9083-9089.
Rieder, C. L., Cole, R. W., Khodjakov, A., & Sluder, G.
(1995). The checkpoint delaying anaphase in response
to chromosome monoorientation is mediated by an
inhibitory signal produced by unattached kinetochores.
The Journal of Cell Biology, 130(4), 941-948.
Rieder, C. L., & Salmon, E. D. (1994). Motile kinetochores
and polar ejection forces dictate chromosome position
on the vertebrate mitotic spindle. The Journal of Cell
Biology, 124(3), 223-233.
Rieder, C. L., Schultz, A., Cole, R., & Sluder, G. (1994).
Anaphase onset in vertebrate somatic cells is controlled
by a checkpoint that monitors sister kinetochore
attachment to the spindle. The Journal of Cell Biology,
127(5), 1301-1310.
Rietjens, I. M., Boersma, M. G., van der Woude, H.,
Jeurissen, S. M., Schutte, M. E., & Alink, G. M.
(2005). Flavonoids and alkenylbenzenes: Mechanisms
of mutagenic action and carcinogenic risk. Mutation
Research, 574(1-2), 124-138.
Robbins, A. R., Jablonski, S. A., Yen, T. J., Yoda, K., Robey,
R., Bates, S. E., & Sackett, D. L. (2005). Inhibitors of
histone deacetylases alter kinetochore assembly by
disrupting pericentromeric heterochromatin. Cell Cycle
(Georgetown, Tex.), 4(5), 717-726.

94

References

Rodriguez, R., & Meuth, M. (2006). Chk1 and p21
cooperate to prevent apoptosis during DNA replication
fork stress. Molecular Biology of the Cell, 17(1), 402412.
Ruchaud, S., Carmena, M., & Earnshaw, W. C. (2007a).
The chromosomal passenger complex: One for all and
all for one. Cell, 131(2), 230-231.
Ruchaud, S., Carmena, M., & Earnshaw, W. C. (2007b).
Chromosomal passengers: Conducting cell division.
Nature Reviews.Molecular Cell Biology, 8(10), 798-812.
Rudolph, D., Steegmaier, M., Hoffmann, M., Grauert,
M., Baum, A., Quant, J., Haslinger, C., Garin-Chesa,
P., & Adolf, G. R. (2009). BI 6727, a polo-like kinase
inhibitor with improved pharmacokinetic profile and
broad antitumor activity. Clinical Cancer Research : An
Official Journal of the American Association for Cancer
Research, 15(9), 3094-3102.
Rudolph, J. (2007). Inhibiting transient protein-protein
interactions: Lessons from the Cdc25 protein tyrosine
phosphatases. Nature Reviews.Cancer, 7(3), 202-211.
Russo, M., Spagnuolo, C., Tedesco, I., Bilotto, S., &
Russo, G. L. (2012). The flavonoid quercetin in disease
prevention and therapy: Facts and fancies. Biochemical
Pharmacology, 83(1), 6-15.
Salic, A., Waters, J. C., & Mitchison, T. J. (2004).
Vertebrate shugoshin links sister centromere cohesion
and kinetochore microtubule stability in mitosis. Cell,
118(5), 567-578.
Salmela, A. L., Pouwels, J., Varis, A., Kukkonen, A. M.,
Toivonen, P., Halonen, P. K., Perala, M., Kallioniemi, O.,
Gorbsky, G. J., & Kallio, M. J. (2009). Dietary flavonoid
fisetin induces a forced exit from mitosis by targeting
the mitotic spindle checkpoint. Carcinogenesis, 30(6),
1032-1040.
Sampath, D., Shi, Z., & Plunkett, W. (2002). Inhibition of
cyclin-dependent kinase 2 by the Chk1-Cdc25A pathway
during the S-phase checkpoint activated by fludarabine:
Dysregulation by 7-hydroxystaurosporine. Molecular
Pharmacology, 62(3), 680-688.
Samuel, T., Fadlalla, K., Turner, T., & Yehualaeshet, T. E.
(2010). The flavonoid quercetin transiently inhibits the
activity of taxol and nocodazole through interference
with the cell cycle. Nutrition and Cancer, 62(8), 10251035.
Santaguida, S., Tighe, A., D’Alise, A. M., Taylor, S. S., &
Musacchio, A. (2010). Dissecting the role of MPS1 in
chromosome biorientation and the spindle checkpoint
through the small molecule inhibitor reversine. The
Journal of Cell Biology, 190(1), 73-87.
Santamaria, A., Neef, R., Eberspacher, U., Eis, K.,
Husemann, M., Mumberg, D., Prechtl, S., Schulze,
V., Siemeister, G., Wortmann, L., Barr, F. A., & Nigg,
E. A. (2007). Use of the novel Plk1 inhibitor ZKthiazolidinone to elucidate functions of Plk1 in early
and late stages of mitosis. Molecular Biology of the Cell,
18(10), 4024-4036.

Sarli, V., & Giannis, A. (2006). Inhibitors of mitotic
kinesins: Next-generation antimitotics. ChemMedChem,
1(3), 293-298.
Scalbert, A., Manach, C., Morand, C., Remesy, C., &
Jimenez, L. (2005). Dietary polyphenols and the
prevention of diseases. Critical Reviews in Food Science
and Nutrition, 45(4), 287-306.
Schafer-Hales, K., Iaconelli, J., Snyder, J. P., Prussia, A.,
Nettles, J. H., El-Naggar, A., Khuri, F. R., Giannakakou,
P., & Marcus, A. I. (2007). Farnesyl transferase inhibitors
impair chromosomal maintenance in cell lines and
human tumors by compromising CENP-E and CENP-F
function. Molecular Cancer Therapeutics, 6(4), 13171328.
Schatten, H. (2008). The mammalian centrosome and
its functional significance. Histochemistry and Cell
Biology, 129(6), 667-686.
Schmidt, M., & Bastians, H. (2007). Mitotic drug targets and
the development of novel anti-mitotic anticancer drugs.
Drug Resistance Updates : Reviews and Commentaries
in Antimicrobial and Anticancer Chemotherapy, 10(4-5),
162-181.
Schmidt, M., Budirahardja, Y., Klompmaker, R., &
Medema, R. H. (2005). Ablation of the spindle assembly
checkpoint by a compound targeting Mps1. EMBO
Reports, 6(9), 866-872.
Schmiesing, J. A., Gregson, H. C., Zhou, S., & Yokomori,
K. (2000). A human condensin complex containing
hCAP-C-hCAP-E and CNAP1, a homolog of xenopus
XCAP-D2, colocalizes with phosphorylated histone
H3 during the early stage of mitotic chromosome
condensation. Molecular and Cellular Biology, 20(18),
6996-7006.
Schoffski, P. (2009). Polo-like kinase (PLK) inhibitors in
preclinical and early clinical development in oncology.
The Oncologist, 14(6), 559-570.
Schoffski, P., Awada, A., Dumez, H., Gil, T., Bartholomeus,
S., Wolter, P., Taton, M., Fritsch, H., Glomb, P., &
Munzert, G. (2012). A phase I, dose-escalation study of
the novel polo-like kinase inhibitor volasertib (BI 6727)
in patients with advanced solid tumours. European
Journal of Cancer (Oxford, England : 1990), 48(2), 179186.
Schriemer, D. C., Kemmer, D., & Roberge, M. (2008).
Design of phenotypic screens for bioactive chemicals
and identification of their targets by genetic and
proteomic approaches. Combinatorial Chemistry &
High Throughput Screening, 11(8), 610-616.
Scott, E. N., Gescher, A. J., Steward, W. P., & Brown,
K. (2009). Development of dietary phytochemical
chemopreventive agents: Biomarkers and choice of dose
for early clinical trials. Cancer Prevention Research
(Philadelphia, Pa.), 2(6), 525-530.
Seki, A., Coppinger, J. A., Jang, C. Y., Yates, J. R., & Fang,
G. (2008). Bora and the kinase aurora a cooperatively

References
activate the kinase Plk1 and control mitotic entry.
Science (New York, N.Y.), 320(5883), 1655-1658.
Seong, Y. S., Kamijo, K., Lee, J. S., Fernandez, E.,
Kuriyama, R., Miki, T., & Lee, K. S. (2002). A spindle
checkpoint arrest and a cytokinesis failure by the
dominant-negative polo-box domain of Plk1 in U-2 OS
cells. The Journal of Biological Chemistry, 277(35),
32282-32293.
Shanmugam, M. K., Kannaiyan, R., & Sethi, G. (2011).
Targeting cell signaling and apoptotic pathways by
dietary agents: Role in the prevention and treatment of
cancer. Nutrition and Cancer, 63(2), 161-173.
Shi, Z., Azuma, A., Sampath, D., Li, Y., Huang, P., &
Plunkett, W. (2001). S-phase arrest by nucleoside
analogues and abrogation of survival without cell cycle
progression by 7-hydroxystaurosporine.February
2(61), 1065-1072.
Shi, J., Orth, J. D., & Mitchison, T. (2008). Cell type
variation in responses to antimitotic drugs that target
microtubules and kinesin-5. Cancer Research, 68(9),
3269-3276.
Silkworth, W. T., Nardi, I. K., Scholl, L. M., & Cimini, D.
(2009). Multipolar spindle pole coalescence is a major
source of kinetochore mis-attachment and chromosome
mis-segregation in cancer cells. PloS One, 4(8), e6564.
Singh, R. P., & Agarwal, R. (2006). Natural flavonoids
targeting deregulated cell cycle progression in cancer
cells. Current Drug Targets, 7(3), 345-354.
Slattery, S. D., Mancini, M. A., Brinkley, B. R., & Hall, R.
M. (2009). Aurora-C kinase supports mitotic progression
in the absence of aurora-B. Cell Cycle (Georgetown,
Tex.), 8(18), 2984-2994.
Sliedrecht, T., Zhang, C., Shokat, K. M., & Kops, G. J.
(2010). Chemical genetic inhibition of Mps1 in stable
human cell lines reveals novel aspects of Mps1 function
in mitosis. PloS One, 5(4), e10251.
Smith, E., Hegarat, N., Vesely, C., Roseboom, I., Larch,
C., Streicher, H., Straatman, K., Flynn, H., Skehel,
M., Hirota, T., Kuriyama, R., & Hochegger, H. (2011).
Differential control of Eg5-dependent centrosome
separation by Plk1 and Cdk1. The EMBO Journal,
30(11), 2233-2245.
Smith, M. R., Wilson, M. L., Hamanaka, R., Chase,
D., Kung, H., Longo, D. L., & Ferris, D. K. (1997).
Malignant transformation of mammalian cells
initiated by constitutive expression of the pololike kinase. Biochemical and Biophysical Research
Communications, 234(2), 397-405.
Soleilhac, E., Nadon, R., & Lafanechere, L. (2010). Highcontent screening for the discovery of pharmacological
compounds: Advantages, challenges and potential
benefits of recent technological developments. Expert
Opinion on Drug Discovery, 5(2), 135-144.
Solomon, D. A., Kim, T., Diaz-Martinez, L. A., Fair,
J., Elkahloun, A. G., Harris, B. T., Toretsky, J. A.,

95

Rosenberg, S. A., Shukla, N., Ladanyi, M., Samuels, Y.,
James, C. D., Yu, H., Kim, J. S., & Waldman, T. (2011).
Mutational inactivation of STAG2 causes aneuploidy
in human cancer. Science (New York, N.Y.), 333(6045),
1039-1043.
Soncini, C., Carpinelli, P., Gianellini, L., Fancelli, D.,
Vianello, P., Rusconi, L., Storici, P., Zugnoni, P., Pesenti,
E., Croci, V., Ceruti, R., Giorgini, M. L., Cappella,
P., Ballinari, D., Sola, F., Varasi, M., Bravo, R., &
Moll, J. (2006). PHA-680632, a novel aurora kinase
inhibitor with potent antitumoral activity. Clinical
Cancer Research : An Official Journal of the American
Association for Cancer Research, 12(13), 4080-4089.
Sorrentino, R., Libertini, S., Pallante, P. L., Troncone,
G., Palombini, L., Bavetsias, V., Spalletti-Cernia, D.,
Laccetti, P., Linardopoulos, S., Chieffi, P., Fusco, A., &
Portella, G. (2005). Aurora B overexpression associates
with the thyroid carcinoma undifferentiated phenotype
and is required for thyroid carcinoma cell proliferation.
The Journal of Clinical Endocrinology and Metabolism,
90(2), 928-935.
Souid, A. K., Dubowy, R. L., Ingle, A. M., Conlan, M.
G., Sun, J., Blaney, S. M., & Adamson, P. C. (2010).
A pediatric phase I trial and pharmacokinetic study
of ispinesib: A children’s oncology group phase I
consortium study. Pediatric Blood & Cancer, 55(7),
1323-1328.
Sousa, S. F., Fernandes, P. A., & Ramos, M. J. (2008).
Farnesyltransferase inhibitors: A detailed chemical view
on an elusive biological problem. Current Medicinal
Chemistry, 15(15), 1478-1492.
Spankuch, B., Heim, S., Kurunci-Csacsko, E., Lindenau,
C., Yuan, J., Kaufmann, M., & Strebhardt, K. (2006).
Down-regulation of polo-like kinase 1 elevates drug
sensitivity of breast cancer cells in vitro and in vivo.
Cancer Research, 66(11), 5836-5846.
Spankuch, B., Kurunci-Csacsko, E., Kaufmann, M., &
Strebhardt, K. (2007). Rational combinations of siRNAs
targeting Plk1 with breast cancer drugs. Oncogene,
26(39), 5793-5807.
Spankuch-Schmitt, B., Bereiter-Hahn, J., Kaufmann, M., &
Strebhardt, K. (2002). Effect of RNA silencing of pololike kinase-1 (PLK1) on apoptosis and spindle formation
in human cancer cells. Journal of the National Cancer
Institute, 94(24), 1863-1877.
Stanton, R. A., Gernert, K. M., Nettles, J. H., & Aneja, R.
(2011). Drugs that target dynamic microtubules: A new
molecular perspective. Medicinal Research Reviews,
31(3), 443-481.
Steegmaier, M., Hoffmann, M., Baum, A., Lenart, P.,
Petronczki, M., Krssak, M., Gurtler, U., Garin-Chesa, P.,
Lieb, S., Quant, J., Grauert, M., Adolf, G. R., Kraut, N.,
Peters, J. M., & Rettig, W. J. (2007). BI 2536, a potent
and selective inhibitor of polo-like kinase 1, inhibits
tumor growth in vivo. Current Biology : CB, 17(4), 316322.

96

References

Steinheider, G., Westendorf, J., & Marquardt, H.
(1987). Induction of chromosomal aberrations
by the anthracycline antitumor antibiotics N,Ndimethyldaunomycin and aclacinomycin A. Experientia,
43(5), 586-588.

Sumara, I., Gimenez-Abian, J. F., Gerlich, D., Hirota, T.,
Kraft, C., de la Torre, C., Ellenberg, J., & Peters, J. M.
(2004). Roles of polo-like kinase 1 in the assembly
of functional mitotic spindles. Current Biology : CB,
14(19), 1712-1722.

Stemmann, O., Zou, H., Gerber, S. A., Gygi, S. P., &
Kirschner, M. W. (2001). Dual inhibition of sister
chromatid separation at metaphase. Cell, 107(6), 715726.

Sung, B., Pandey, M. K., & Aggarwal, B. B. (2007). Fisetin,
an inhibitor of cyclin-dependent kinase 6, down-regulates
nuclear factor-kappaB-regulated cell proliferation,
antiapoptotic and metastatic gene products through the
suppression of TAK-1 and receptor-interacting proteinregulated IkappaBalpha kinase activation. Molecular
Pharmacology, 71(6), 1703-1714.

Stevens, F. E., Beamish, H., Warrener, R., & Gabrielli, B.
(2008). Histone deacetylase inhibitors induce mitotic
slippage. Oncogene, 27(10), 1345-1354.
Stolz, A., Vogel, C., Schneider, V., Ertych, N., Kienitz, A.,
Yu, H., & Bastians, H. (2009). Pharmacologic abrogation
of the mitotic spindle checkpoint by an indolocarbazole
discovered by cellular screening efficiently kills cancer
cells. Cancer Research, 69(9), 3874-3883.
Stoner, G. D. (2009). Foodstuffs for preventing cancer: The
preclinical and clinical development of berries. Cancer
Prevention Research (Philadelphia, Pa.), 2(3), 187-194.
Stoner, G. D., Wang, L. S., & Casto, B. C. (2008). Laboratory
and clinical studies of cancer chemoprevention by
antioxidants in berries. Carcinogenesis, 29(9), 16651674.
Stopper, H., Schmitt, E., & Kobras, K. (2005). Genotoxicity
of phytoestrogens. Mutation Research, 574(1-2), 139155.
St-Pierre, J., Douziech, M., Bazile, F., Pascariu, M.,
Bonneil, E., Sauve, V., Ratsima, H., & D’Amours, D.
(2009). Polo kinase regulates mitotic chromosome
condensation by hyperactivation of condensin DNA
supercoiling activity. Molecular Cell, 34(4), 416-426.
Strebhardt, K., & Ullrich, A. (2006). Targeting polo-like
kinase 1 for cancer therapy. Nature Reviews.Cancer,
6(4), 321-330.
Stucke, V. M., Sillje, H. H., Arnaud, L., & Nigg, E. A.
(2002). Human Mps1 kinase is required for the spindle
assembly checkpoint but not for centrosome duplication.
The EMBO Journal, 21(7), 1723-1732.
Sudakin, V., Chan, G. K., & Yen, T. J. (2001). Checkpoint
inhibition of the APC/C in HeLa cells is mediated by a
complex of BUBR1, BUB3, CDC20, and MAD2. The
Journal of Cell Biology, 154(5), 925-936.
Sudo, T., Nitta, M., Saya, H., & Ueno, N. T. (2004).
Dependence of paclitaxel sensitivity on a functional
spindle assembly checkpoint. Cancer Research, 64(7),
2502-2508.
Suijkerbuijk, S. J., & Kops, G. J. (2008). Preventing
aneuploidy: The contribution of mitotic checkpoint
proteins. Biochimica Et Biophysica Acta, 1786(1), 2431.
Sullivan, M., & Morgan, D. O. (2007). Finishing mitosis,
one step at a time. Nature Reviews.Molecular Cell
Biology, 8(11), 894-903.

Syed, D. N., Afaq, F., Maddodi, N., Johnson, J. J., Sarfaraz,
S., Ahmad, A., Setaluri, V., & Mukhtar, H. (2011).
Inhibition of human melanoma cell growth by the
dietary flavonoid fisetin is associated with disruption of
Wnt/beta-catenin signaling and decreased mitf levels.
The Journal of Investigative Dermatology, 131(6), 12911299.
Taddei, A., Maison, C., Roche, D., & Almouzni, G. (2001).
Reversible disruption of pericentric heterochromatin and
centromere function by inhibiting deacetylases. Nature
Cell Biology, 3(2), 114-120.
Takagi, M., Honmura, T., Watanabe, S., Yamaguchi, R.,
Nogawa, M., Nishimura, I., Katoh, F., Matsuda, M.,
& Hidaka, H. (2003). In vivo antitumor activity of a
novel sulfonamide, HMN-214, against human tumor
xenografts in mice and the spectrum of cytotoxicity of
its active metabolite, HMN-176. Investigational New
Drugs, 21(4), 387-399.
Takai, N., Hamanaka, R., Yoshimatsu, J., & Miyakawa, I.
(2005). Polo-like kinases (plks) and cancer. Oncogene,
24(2), 287-291.
Takemoto, A., Kimura, K., Yokoyama, S., & Hanaoka, F.
(2004). Cell cycle-dependent phosphorylation, nuclear
localization, and activation of human condensin. The
Journal of Biological Chemistry, 279(6), 4551-4559.
Tanaka, H., Ohshima, N., Ikenoya, M., Komori, K., Katoh,
F., & Hidaka, H. (2003). HMN-176, an active metabolite
of the synthetic antitumor agent HMN-214, restores
chemosensitivity to multidrug-resistant cells by targeting
the transcription factor NF-Y. Cancer Research, 63(20),
6942-6947.
Tanaka, S., Arii, S., Yasen, M., Mogushi, K., Su, N. T., Zhao,
C., Imoto, I., Eishi, Y., Inazawa, J., Miki, Y., & Tanaka,
H. (2008). Aurora kinase B is a predictive factor for the
aggressive recurrence of hepatocellular carcinoma after
curative hepatectomy. The British Journal of Surgery,
95(5), 611-619.
Tanaka, T. U. (2008). Bi-orienting chromosomes:
Acrobatics on the mitotic spindle. Chromosoma, 117(6),
521-533.
Tanaka, T. U. (2010). Kinetochore-microtubule
interactions: Steps towards bi-orientation. The EMBO
Journal, 29(24), 4070-4082.

References
Tanenbaum, M. E., & Medema, R. H. (2010). Mechanisms
of centrosome separation and bipolar spindle assembly.
Developmental Cell, 19(6), 797-806.
Tang, Y. C., Williams, B. R., Siegel, J. J., & Amon, A. (2011).
Identification of aneuploidy-selective antiproliferation
compounds. Cell, 144(4), 499-512.
Tang, Z., Bharadwaj, R., Li, B., & Yu, H. (2001). Mad2independent inhibition of APCCdc20 by the mitotic
checkpoint protein BubR1. Developmental Cell, 1(2),
227-237.
Tang, Z., Shu, H., Oncel, D., Chen, S., & Yu, H. (2004).
Phosphorylation of Cdc20 by Bub1 provides a catalytic
mechanism for APC/C inhibition by the spindle
checkpoint. Molecular Cell, 16(3), 387-397.
Tang, Z., Shu, H., Qi, W., Mahmood, N. A., Mumby, M.
C., & Yu, H. (2006). PP2A is required for centromeric
localization of Sgo1 and proper chromosome
segregation. Developmental Cell, 10(5), 575-585.
Tanno, Y., Kitajima, T. S., Honda, T., Ando, Y., Ishiguro, K.,
& Watanabe, Y. (2010). Phosphorylation of mammalian
Sgo2 by aurora B recruits PP2A and MCAK to
centromeres. Genes & Development, 24(19), 2169-2179.
Tanudji, M., Shoemaker, J., L’Italien, L., Russell, L.,
Chin, G., & Schebye, X. M. (2004). Gene silencing of
CENP-E by small interfering RNA in HeLa cells leads
to missegregation of chromosomes after a mitotic delay.
Molecular Biology of the Cell, 15(8), 3771-3781.
Tao, W. (2005). The mitotic checkpoint in cancer therapy.
Cell Cycle (Georgetown, Tex.), 4(11), 1495-1499.
Tao, Y., Zhang, P., Girdler, F., Frascogna, V., Castedo,
M., Bourhis, J., Kroemer, G., & Deutsch, E. (2008).
Enhancement of radiation response in p53-deficient
cancer cells by the aurora-B kinase inhibitor AZD1152.
Oncogene, 27(23), 3244-3255.
Tarapore, P., & Fukasawa, K. (2002). Loss of p53 and
centrosome hyperamplification. Oncogene, 21(40),
6234-6240.
Tardif, K. D., Rogers, A., Cassiano, J., Roth, B. L.,
Cimbora, D. M., McKinnon, R., Peterson, A., Douce, T.
B., Robinson, R., Dorweiler, I., Davis, T., Hess, M. A.,
Ostanin, K., Papac, D. I., Baichwal, V., McAlexander,
I., Willardsen, J. A., Saunders, M., Christophe, H.,
Kumar, D. V., Wettstein, D. A., Carlson, R. O., &
Williams, B. L. (2011). Characterization of the cellular
and antitumor effects of MPI-0479605, a small-molecule
inhibitor of the mitotic kinase Mps1. Molecular Cancer
Therapeutics, 10(12), 2267-2275.
Teichner, A., Eytan, E., Sitry-Shevah, D., MiniowitzShemtov, S., Dumin, E., Gromis, J., & Hershko, A.
(2011). p31comet promotes disassembly of the mitotic
checkpoint complex in an ATP-dependent process.
Proceedings of the National Academy of Sciences of the
United States of America, 108(8), 3187-3192.
Tewey, K. M., Rowe, T. C., Yang, L., Halligan, B. D., &
Liu, L. F. (1984). Adriamycin-induced DNA damage

97

mediated by mammalian DNA topoisomerase II. Science
(New York, N.Y.), 226(4673), 466-468.
Theoclitou, M. E., Aquila, B., Block, M. H., Brassil, P. J.,
Castriotta, L., Code, E., Collins, M. P., Davies, A. M.,
Deegan, T., Ezhuthachan, J., Filla, S., Freed, E., Hu, H.,
Huszar, D., Jayaraman, M., Lawson, D., Lewis, P. M.,
Nadella, M. V., Oza, V., Padmanilayam, M., Pontz, T.,
Ronco, L., Russell, D., Whitston, D., & Zheng, X. (2011).
Discovery of (+)-N-(3-aminopropyl)-N-[1-(5-benzyl3-methyl-4-oxo-[1,2]thiazolo[5,4-d]pyrimidin -6-yl)2-methylpropyl]-4-methylbenzamide (AZD4877), a
kinesin spindle protein inhibitor and potential anticancer
agent. Journal of Medicinal Chemistry, 54(19), 67346750.
Thomasset, S. C., Berry, D. P., Garcea, G., Marczylo,
T., Steward, W. P., & Gescher, A. J. (2007). Dietary
polyphenolic
phytochemicals--promising
cancer
chemopreventive agents in humans? A review of their
clinical properties. International Journal of Cancer.
Journal International Du Cancer, 120(3), 451-458.
Thompson, S. L., Bakhoum, S. F., & Compton, D. A.
(2010). Mechanisms of chromosomal instability.
Current Biology : CB, 20(6), R285-95.
Thompson, S. L., & Compton, D. A. (2008). Examining the
link between chromosomal instability and aneuploidy in
human cells. The Journal of Cell Biology, 180(4), 665672.
Tighe, A., Ray-Sinha, A., Staples, O. D., & Taylor, S. S.
(2007). GSK-3 inhibitors induce chromosome instability.
BMC Cell Biology, 8, 34.
Tighe, A., Staples, O., & Taylor, S. (2008). Mps1 kinase
activity restrains anaphase during an unperturbed
mitosis and targets Mad2 to kinetochores. The Journal
of Cell Biology, 181(6), 893-901.
Tillement, V., Remy, M. H., Raynaud-Messina, B.,
Mazzolini, L., Haren, L., & Merdes, A. (2009).
Spindle assembly defects leading to the formation of a
monopolar mitotic apparatus. Biology of the Cell / Under
the Auspices of the European Cell Biology Organization,
101(1), 1-11.
Torras-Llort, M., Moreno-Moreno, O., & Azorin, F.
(2009). Focus on the centre: The role of chromatin on
the regulation of centromere identity and function. The
EMBO Journal, 28(16), 2337-2348.
Torres, F., Quintana, J., & Estevez, F. (2011).
5,7,3’-trihydroxy-3,4’-dimethoxyflavone inhibits the
tubulin polymerization and activates the sphingomyelin
pathway. Molecular Carcinogenesis, 50(2), 113-122.
Touil, Y. S., Fellous, A., Scherman, D., & Chabot, G. G.
(2009). Flavonoid-induced morphological modifications
of endothelial cells through microtubule stabilization.
Nutrition and Cancer, 61(3), 310-321.
Touil, Y. S., Seguin, J., Scherman, D., & Chabot, G. G.
(2011). Improved antiangiogenic and antitumour activity
of the combination of the natural flavonoid fisetin and
cyclophosphamide in lewis lung carcinoma-bearing

98

References

mice. Cancer Chemotherapy and Pharmacology, 68(2),
445-455.
Tsou, J. H., Chang, K. C., Chang-Liao, P. Y., Yang, S. T.,
Lee, C. T., Chen, Y. P., Lee, Y. C., Lin, B. W., Lee, J. C.,
Shen, M. R., Chuang, C. K., Chang, W. C., Wang, J. M.,
& Hung, L. Y. (2011). Aberrantly expressed AURKC
enhances the transformation and tumourigenicity of
epithelial cells. The Journal of Pathology, 225(2), 243254.
Tyler, R. K., Shpiro, N., Marquez, R., & Eyers, P. A. (2007).
VX-680 inhibits aurora A and aurora B kinase activity
in human cells. Cell Cycle (Georgetown, Tex.), 6(22),
2846-2854.
Uchida, K. S., Takagaki, K., Kumada, K., Hirayama, Y.,
Noda, T., & Hirota, T. (2009). Kinetochore stretching
inactivates the spindle assembly checkpoint. The Journal
of Cell Biology, 184(3), 383-390.
Uetake, Y., & Sluder, G. (2004). Cell cycle progression
after cleavage failure: Mammalian somatic cells do not
possess a “tetraploidy checkpoint”. The Journal of Cell
Biology, 165(5), 609-615.
Ulbricht, C. E., & Chao, W. (2010). Phytochemicals in
the oncology setting. Current Treatment Options in
Oncology, 11(3-4), 95-106.
Vader, G., Cruijsen, C. W., van Harn, T., Vromans, M. J.,
Medema, R. H., & Lens, S. M. (2007). The chromosomal
passenger complex controls spindle checkpoint function
independent from its role in correcting microtubule
kinetochore interactions. Molecular Biology of the Cell,
18(11), 4553-4564.
Vader, G., & Lens, S. M. (2008). The aurora kinase family
in cell division and cancer. Biochimica Et Biophysica
Acta, 1786(1), 60-72.
Vader, G., Medema, R. H., & Lens, S. M. (2006). The
chromosomal passenger complex: Guiding aurora-B
through mitosis. The Journal of Cell Biology, 173(6),
833-837.
Vagnarelli, P., & Earnshaw, W. C. (2004). Chromosomal
passengers: The four-dimensional regulation of mitotic
events. Chromosoma, 113(5), 211-222.
van der Waal, M. S., Hengeveld, R. C., van der Horst,
A., & Lens, S. M. (2012). Cell division control by the
chromosomal passenger complex. Experimental Cell
Research, 318(12), 1407-1420.
van der Waal, M. S., & Lens, S. M. (2010). Aurora B levels
at the centromere key to its controversial role in the
mitotic checkpoint? Cell Cycle (Georgetown, Tex.), 9(8),
1462-1463.
Varma, D., Monzo, P., Stehman, S. A., & Vallee, R. B.
(2008). Direct role of dynein motor in stable kinetochoremicrotubule attachment, orientation, and alignment. The
Journal of Cell Biology, 182(6), 1045-1054.
Velentzis, L. S., Woodside, J. V., Cantwell, M. M., Leathem,
A. J., & Keshtgar, M. R. (2008). Do phytoestrogens
reduce the risk of breast cancer and breast cancer

recurrence? what clinicians need to know. European
Journal of Cancer (Oxford, England : 1990), 44(13),
1799-1806.
Verkman, A. S. (2004). Drug discovery in academia.
American Journal of Physiology.Cell Physiology,
286(3), C465-74.
Vigneron, S., Prieto, S., Bernis, C., Labbe, J. C., Castro, A.,
& Lorca, T. (2004). Kinetochore localization of spindle
checkpoint proteins: Who controls whom? Molecular
Biology of the Cell, 15(10), 4584-4596.
Virk-Baker, M. K., Nagy, T. R., & Barnes, S. (2010). Role
of phytoestrogens in cancer therapy. Planta Medica,
76(11), 1132-1142.
Vogel, C., Kienitz, A., Hofmann, I., Muller, R., & Bastians,
H. (2004). Crosstalk of the mitotic spindle assembly
checkpoint with p53 to prevent polyploidy. Oncogene,
23(41), 6845-6853.
Waizenegger, I. C., Hauf, S., Meinke, A., & Peters, J. M.
(2000). Two distinct pathways remove mammalian
cohesin from chromosome arms in prophase and from
centromeres in anaphase. Cell, 103(3), 399-410.
Wakefield, J. G., Stephens, D. J., & Tavare, J. M. (2003).
A role for glycogen synthase kinase-3 in mitotic spindle
dynamics and chromosome alignment. Journal of Cell
Science, 116(Pt 4), 637-646.
Walsby, E., Walsh, V., Pepper, C., Burnett, A., & Mills, K.
(2008). Effects of the aurora kinase inhibitors AZD1152HQPA and ZM447439 on growth arrest and polyploidy
in acute myeloid leukemia cell lines and primary blasts.
Haematologica, 93(5), 662-669.
Walter, A. O., Seghezzi, W., Korver, W., Sheung, J., & Lees,
E. (2000). The mitotic serine/threonine kinase Aurora2/
AIK is regulated by phosphorylation and degradation.
Oncogene, 19(42), 4906-4916.
Wang, S., Midgley, C. A., Scaerou, F., Grabarek, J. B.,
Griffiths, G., Jackson, W., Kontopidis, G., McClue, S. J.,
McInnes, C., Meades, C., Mezna, M., Plater, A., Stuart,
I., Thomas, M. P., Wood, G., Clarke, R. G., Blake, D.
G., Zheleva, D. I., Lane, D. P., Jackson, R. C., Glover,
D. M., & Fischer, P. M. (2010). Discovery of N-phenyl4-(thiazol-5-yl)pyrimidin-2-amine
aurora
kinase
inhibitors. Journal of Medicinal Chemistry, 53(11),
4367-4378.
Wang, W., Yang, Y., Gao, Y., Xu, Q., Wang, F., Zhu, S.,
Old, W., Resing, K., Ahn, N., Lei, M., & Liu, X. (2009).
Structural and mechanistic insights into Mps1 kinase
activation. Journal of Cellular and Molecular Medicine,
13(8B), 1679-1694.
Wang, Y., Chen, S., & Yu, O. (2011). Metabolic engineering
of flavonoids in plants and microorganisms. Applied
Microbiology and Biotechnology, 91(4), 949-956.
Warrener, R., Beamish, H., Burgess, A., Waterhouse, N. J.,
Giles, N., Fairlie, D., & Gabrielli, B. (2003). Tumor cellselective cytotoxicity by targeting cell cycle checkpoints.
FASEB Journal : Official Publication of the Federation

References
of American Societies for Experimental Biology, 17(11),
1550-1552.
Watanabe, N., Sekine, T., Takagi, M., Iwasaki, J., Imamoto,
N., Kawasaki, H., & Osada, H. (2009). Deficiency in
chromosome congression by the inhibition of Plk1 polo
box domain-dependent recognition. The Journal of
Biological Chemistry, 284(4), 2344-2353.
Weaver, B. A., Bonday, Z. Q., Putkey, F. R., Kops, G. J.,
Silk, A. D., & Cleveland, D. W. (2003). Centromereassociated protein-E is essential for the mammalian
mitotic checkpoint to prevent aneuploidy due to single
chromosome loss. The Journal of Cell Biology, 162(4),
551-563.
Weaver, B. A., & Cleveland, D. W. (2005). Decoding the
links between mitosis, cancer, and chemotherapy: The
mitotic checkpoint, adaptation, and cell death. Cancer
Cell, 8(1), 7-12.
Weaver, B. A., & Cleveland, D. W. (2006). Does aneuploidy
cause cancer? Current Opinion in Cell Biology, 18(6),
658-667.
Weaver, B. A., & Cleveland, D. W. (2007). Aneuploidy:
Instigator and inhibitor of tumorigenesis. Cancer
Research, 67(21), 10103-10105.
Webb, M. R., & Ebeler, S. E. (2004). Comparative analysis
of topoisomerase IB inhibition and DNA intercalation
by flavonoids and similar compounds: Structural
determinates of activity. The Biochemical Journal,
384(Pt 3), 527-541.
Weisberg, E., Manley, P. W., Cowan-Jacob, S. W.,
Hochhaus, A., & Griffin, J. D. (2007). Second generation
inhibitors of BCR-ABL for the treatment of imatinibresistant chronic myeloid leukaemia. Nature Reviews.
Cancer, 7(5), 345-356.
Welburn, J. P., Grishchuk, E. L., Backer, C. B., WilsonKubalek, E. M., Yates, J. R.,3rd, & Cheeseman, I. M.
(2009). The human kinetochore Ska1 complex facilitates
microtubule
depolymerization-coupled
motility.
Developmental Cell, 16(3), 374-385.
Welburn, J. P., Vleugel, M., Liu, D., Yates, J. R.,3rd,
Lampson, M. A., Fukagawa, T., & Cheeseman, I. M.
(2010). Aurora B phosphorylates spatially distinct targets
to differentially regulate the kinetochore-microtubule
interface. Molecular Cell, 38(3), 383-392.
Wilkinson, R. W., Odedra, R., Heaton, S. P., Wedge, S.
R., Keen, N. J., Crafter, C., Foster, J. R., Brady, M. C.,
Bigley, A., Brown, E., Byth, K. F., Barrass, N. C., Mundt,
K. E., Foote, K. M., Heron, N. M., Jung, F. H., Mortlock,
A. A., Boyle, F. T., & Green, S. (2007). AZD1152, a
selective inhibitor of aurora B kinase, inhibits human
tumor xenograft growth by inducing apoptosis. Clinical
Cancer Research : An Official Journal of the American
Association for Cancer Research, 13(12), 3682-3688.
Wilson, C. J., Si, Y., Thompsons, C. M., Smellie, A.,
Ashwell, M. A., Liu, J. F., Ye, P., Yohannes, D., & Ng, S.
C. (2006). Identification of a small molecule that induces
mitotic arrest using a simplified high-content screening

99

assay and data analysis method. Journal of Biomolecular
Screening : The Official Journal of the Society for
Biomolecular Screening, 11(1), 21-28.
Wolanin, K., Magalska, A., Mosieniak, G., Klinger,
R., McKenna, S., Vejda, S., Sikora, E., & Piwocka,
K. (2006). Curcumin affects components of the
chromosomal passenger complex and induces mitotic
catastrophe in apoptosis-resistant bcr-abl-expressing
cells. Molecular Cancer Research : MCR, 4(7), 457-469.
Wolfe, B. A., Takaki, T., Petronczki, M., & Glotzer, M.
(2009). Polo-like kinase 1 directs assembly of the
HsCyk-4 RhoGAP/Ect2 RhoGEF complex to initiate
cleavage furrow formation. PLoS Biology, 7(5),
e1000110.
Wood, K. W., Chua, P., Sutton, D., & Jackson, J. R.
(2008). Centromere-associated protein E: A motor that
puts the brakes on the mitotic checkpoint. Clinical
Cancer Research : An Official Journal of the American
Association for Cancer Research, 14(23), 7588-7592.
Wood, K. W., Lad, L., Luo, L., Qian, X., Knight, S. D.,
Nevins, N., Brejc, K., Sutton, D., Gilmartin, A. G.,
Chua, P. R., Desai, R., Schauer, S. P., McNulty, D.
E., Annan, R. S., Belmont, L. D., Garcia, C., Lee,
Y., Diamond, M. A., Faucette, L. F., Giardiniere, M.,
Zhang, S., Sun, C. M., Vidal, J. D., Lichtsteiner, S.,
Cornwell, W. D., Greshock, J. D., Wooster, R. F., Finer,
J. T., Copeland, R. A., Huang, P. S., Morgans, D. J.,Jr,
Dhanak, D., Bergnes, G., Sakowicz, R., & Jackson, J.
R. (2010). Antitumor activity of an allosteric inhibitor
of centromere-associated protein-E. Proceedings of the
National Academy of Sciences of the United States of
America, 107(13), 5839-5844.
Wu, G., Qiu, X. L., Zhou, L., Zhu, J., Chamberlin, R., Lau,
J., Chen, P. L., & Lee, W. H. (2008). Small molecule
targeting the Hec1/Nek2 mitotic pathway suppresses
tumor cell growth in culture and in animal. Cancer
Research, 68(20), 8393-8399.
Wurzenberger, C., & Gerlich, D. W. (2011). Phosphatases:
Providing safe passage through mitotic exit. Nature
Reviews.Molecular Cell Biology, 12(8), 469-482.
Xiao, Z., Chen, Z., Gunasekera, A. H., Sowin, T. J.,
Rosenberg, S. H., Fesik, S., & Zhang, H. (2003). Chk1
mediates S and G2 arrests through Cdc25A degradation
in response to DNA-damaging agents. The Journal of
Biological Chemistry, 278(24), 21767-21773.
Xie, F., Lang, Q., Zhou, M., Zhang, H., Zhang, Z., Zhang,
Y., Wan, B., Huang, Q., & Yu, L. (2012). The dietary
flavonoid luteolin inhibits aurora B kinase activity and
blocks proliferation of cancer cells. European Journal
of Pharmaceutical Sciences : Official Journal of the
European Federation for Pharmaceutical Sciences,
Xiong, Y., Hannon, G. J., Zhang, H., Casso, D., Kobayashi,
R., & Beach, D. (1993). P21 is a universal inhibitor of
cyclin kinases. Nature, 366(6456), 701-704.
Xu, Z., Cetin, B., Anger, M., Cho, U. S., Helmhart, W.,
Nasmyth, K., & Xu, W. (2009). Structure and function of

100

References

the PP2A-shugoshin interaction. Molecular Cell, 35(4),
426-441.

dependent centrosome clustering prevents multipolar
mitosis in tetraploid cells. PloS One, 6(11), e27304.

Yamada, H. Y., & Gorbsky, G. J. (2006a). Cell-based
expression cloning for identification of polypeptides
that hypersensitize mammalian cells to mitotic arrest.
Biological Procedures Online, 8, 36-43.

Ying, T. H., Yang, S. F., Tsai, S. J., Hsieh, S. C., Huang, Y.
C., Bau, D. T., & Hsieh, Y. H. (2012). Fisetin induces
apoptosis in human cervical cancer HeLa cells through
ERK1/2-mediated activation of caspase-8-/caspase-3dependent pathway. Archives of Toxicology, 86(2), 263273.

Yamada, H. Y., & Gorbsky, G. J. (2006b). Spindle
checkpoint function and cellular sensitivity to antimitotic
drugs. Molecular Cancer Therapeutics, 5(12), 29632969.
Yang, D., Liu, H., Goga, A., Kim, S., Yuneva, M., &
Bishop, J. M. (2010). Therapeutic potential of a synthetic
lethal interaction between the MYC proto-oncogene
and inhibition of aurora-B kinase. Proceedings of the
National Academy of Sciences of the United States of
America, 107(31), 13836-13841.
Yang, J., Ikezoe, T., Nishioka, C., Tasaka, T., Taniguchi,
A., Kuwayama, Y., Komatsu, N., Bandobashi, K.,
Togitani, K., Koeffler, H. P., Taguchi, H., & Yokoyama,
A. (2007). AZD1152, a novel and selective aurora
B kinase inhibitor, induces growth arrest, apoptosis,
and sensitization for tubulin depolymerizing agent or
topoisomerase II inhibitor in human acute leukemia cells
in vitro and in vivo. Blood, 110(6), 2034-2040.
Yang, Z., Loncarek, J., Khodjakov, A., & Rieder, C. L.
(2008). Extra centrosomes and/or chromosomes prolong
mitosis in human cells. Nature Cell Biology, 10(6), 748751.
Yao, X., Abrieu, A., Zheng, Y., Sullivan, K. F., & Cleveland,
D. W. (2000). CENP-E forms a link between attachment
of spindle microtubules to kinetochores and the mitotic
checkpoint. Nature Cell Biology, 2(8), 484-491.
Yarrow, J. C., Feng, Y., Perlman, Z. E., Kirchhausen,
T., & Mitchison, T. J. (2003). Phenotypic screening
of small molecule libraries by high throughput cell
imaging. Combinatorial Chemistry & High Throughput
Screening, 6(4), 279-286.
Yarrow, J. C., Totsukawa, G., Charras, G. T., & Mitchison,
T. J. (2005). Screening for cell migration inhibitors via
automated microscopy reveals a rho-kinase inhibitor.
Chemistry & Biology, 12(3), 385-395.
Yen, T. J., Li, G., Schaar, B. T., Szilak, I., & Cleveland,
D. W. (1992). CENP-E is a putative kinetochore motor
that accumulates just before mitosis. Nature, 359(6395),
536-539.
Yi, Q., Zhao, X., Huang, Y., Ma, T., Zhang, Y., Hou, H.,
Cooke, H. J., Yang, D. Q., Wu, M., & Shi, Q. (2011). P53

Yoo, C. B., & Jones, P. A. (2006). Epigenetic therapy of
cancer: Past, present and future. Nature Reviews.Drug
Discovery, 5(1), 37-50.
Zachos, G., Black, E. J., Walker, M., Scott, M. T., Vagnarelli,
P., Earnshaw, W. C., & Gillespie, D. A. (2007). Chk1 is
required for spindle checkpoint function. Developmental
Cell, 12(2), 247-260.
Zeitlin, S. G., Shelby, R. D., & Sullivan, K. F. (2001).
CENP-A is phosphorylated by aurora B kinase and plays
an unexpected role in completion of cytokinesis. The
Journal of Cell Biology, 155(7), 1147-1157.
Zeng, W. F., Navaratne, K., Prayson, R. A., & Weil, R. J.
(2007). Aurora B expression correlates with aggressive
behaviour in glioblastoma multiforme. Journal of
Clinical Pathology, 60(2), 218-221.
Zhou, H., Kuang, J., Zhong, L., Kuo, W. L., Gray, J. W.,
Sahin, A., Brinkley, B. R., & Sen, S. (1998). Tumour
amplified kinase STK15/BTAK induces centrosome
amplification, aneuploidy and transformation. Nature
Genetics, 20(2), 189-193.
Zhou, J., Yao, J., & Joshi, H. C. (2002). Attachment and
tension in the spindle assembly checkpoint. Journal of
Cell Science, 115(Pt 18), 3547-3555.
Zhou, S. F., Xue, C. C., Yu, X. Q., & Wang, G. (2007).
Metabolic activation of herbal and dietary constituents
and its clinical and toxicological implications: An
update. Current Drug Metabolism, 8(6), 526-553.
Zhu, C., Zhao, J., Bibikova, M., Leverson, J. D., BossyWetzel, E., Fan, J. B., Abraham, R. T., & Jiang, W.
(2005). Functional analysis of human microtubule-based
motor proteins, the kinesins and dyneins, in mitosis/
cytokinesis using RNA interference. Molecular Biology
of the Cell, 16(7), 3187-3199.
Zhu, H., Fang, K., & Fang, G. (2009). Mechanism, function
and regulation of microtubule-dependent microtubule
amplification in mitosis. Molecules and Cells, 27(1), 1-3.
Zich, J., & Hardwick, K. G. (2010). Getting down to the
phosphorylated ‘nuts and bolts’ of spindle checkpoint
signalling. Trends in Biochemical Sciences, 35(1), 18-27.

