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In most cell types, mitosis and cytokinesis are tightly coupled such that cytokinesis occurs only once per cell cycle. The
fission yeast Schizosaccharomyces pombe divides using an actomyosin-based contractile ring and is an attractive model
for the study of the links between mitosis and cytokinesis. In fission yeast, the anaphase-promoting complex/
cyclosome (APC/C) and the septation initiation network (SIN), a spindle pole body (SPB)–associated GTPase-driven
signaling cascade, function sequentially to ensure proper coordination of mitosis and cytokinesis. Here, we find a novel
interplay between the tetratricopeptide repeat (TPR) domain–containing subunit of the APC/C, Nuc2p, and the SIN,
that appears to not involve other subunits of the APC/C. Overproduction of Nuc2p led to an increase in the presence of
multinucleated cells, which correlated with a defect in actomyosin ring maintenance and localization of the SIN
component protein kinases Cdc7p and Sid1p to the SPBs, indicative of defective SIN signaling. Conversely, loss of
Nuc2p function led to increased SIN signaling, characterized by the persistent localization of Cdc7p and Sid1p on SPBs
and assembly of multiple actomyosin rings and division septa. Nuc2p appears to function independently of the
checkpoint with FHA and ring finger (CHFR)–related protein Dma1p, a known inhibitor of the SIN in fission yeast.
Genetic and biochemical analyses established that Nuc2p might influence the nucleotide state of Spg1p GTPase, a key
regulator of the SIN. We propose that Nuc2p, by inhibiting the SIN after cell division, prevents further deleterious
cytokinetic events, thereby contributing to genome stability.
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Introduction

The eukaryotic cell cycle is composed of an invariant
sequence of events, in which DNA replication precedes
mitosis and mitosis in turn precedes cytokinesis [1]. Cells
also possess mechanisms to ensure that DNA replication,
chromosome segregation and cytokinesis occur only once per
cell cycle [2,3]. While much progress has been achieved in
understanding the temporal regulation of DNA synthesis and
chromosome segregation, the mechanisms by which cytoki-
nesis is restricted to once per cell cycle has not been fully
explored.

In recent years, the fission yeast Schizosaccharomyces pombe
has emerged as an attractive organism for the study of
cytokinesis and its relation to the rest of the cell cycle [4]. S.
pombe cells, like animal cells, divide utilizing an actomyosin
based contractile ring [5–15]. The actomyosin ring is
assembled upon entry into mitosis and prior to chromosome
segregation and it contricts after chromosome segregation
and mitotic spindle disassembly [16,17].

In fission yeast, a signaling pathway known as Septation
Initiation Network (SIN) is a key determinant of cytokinesis
[4,7,18]. While loss of SIN function leads to an inability of
cells to undergo cytokinesis, ectopic activation of SIN allows
cytokinesis to proceed even prior to entry into mitosis
[3,7,19]. SIN is a GTPase-driven signaling cascade that
comprises a small GTPase, Spg1p, three protein kinases:
Cdc7p, Sid1p, Sid2p, and their associated factors: Cdc14p,
Mob1p [20–25]. This pathway is negatively regulated by a two-
component GTPase Activating Protein (GAP), Cdc16p and

Byr4p [26–29]. Components of the SIN localize to the spindle
pole body (SPB) by association with the scaffold proteins
Cdc11p and Sid4p [30–33]. In addition, two of the SIN
components, Sid2p and Mob1p, also localize to the cell
division site during cytokinesis [24,25]. Although most
components of the SIN are detected at the SPB throughout
the cell cycle, Cdc7p and Sid1p are detected at the SPB only
during mitosis and cytokinesis [18,22,34,35]. In particular,
since the localization of Sid1p to the SPB depends on cyclin B
proteolysis and cyclin dependent kinase (CDK) inactivation, it
has been proposed that the SIN might link cytokinesis to
mitotic exit [22]. Proteolysis of cyclin B (and thereby the
inactivation of CDK activity) is triggered by a multisubunit E3
ubiquitin ligase, termed the anaphase-promoting complex/
cyclosome (APC/C) [36,37]. After completion of cytokinesis,
the SIN pathway is inactivated, as characterized by the
presence of Cdc16p and Byr4p on the SPB and the
concomitant loss of Cdc7p and Sid1p from the SPB
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[18,38,39]. How the SIN pathway is inactivated following
cytokinesis and how its precocious activation in interphase is
prevented, while the CDK activity is low, remain poorly
understood.

In this study, we uncover a function of Nuc2p, a
Tetratricopeptide repeat (TPR)-domain containing subunit
of APC/C, in preventing inappropriate cytokinetic events
following cell division. While loss of Nuc2p function leads to
uncontrolled septation, the current study and a previous
study have shown that overproduction of Nuc2p leads to
inhibition of cytokinesis [40]. Nuc2p appears to exert its
effects on cytokinesis by modulating the nucleotide state of
the Spg1p-GTPase and thereby down regulating the SIN.

Results

nuc2-663 Cells Undergo Multiple Septation Events at the
Restrictive Temperature

Previous studies have shown that cells overproducing
Nuc2p are not defective for mitotic exit, but die as elongated
multinucleate cells [40]. Based on this observation it has been
suggested that Nuc2p, a TPR-domain containing subunit of
APC/C, is an inhibitor of septation [40]. To understand how
Nuc2p functions in cytokinesis, we investigated the organ-
ization and function of the cytokinetic machinery in the nuc2-
663 mutant. As previously reported, nuc2-663 cells, upon shift
to the restrictive temperature, undergo cytokinesis in the
absence of chromosome segregation [41]. Interestingly, we
observed that approximately 28% of nuc2-663 cells (n ¼ 112/
404) displayed multiple septa, indicating that the cytokinetic
machinery might be constitutively active in these cells (Figure
1A and 1B).

Since hyperactivation of SIN signaling also results in
multiseptated cells, we tested the possibility that SIN signal-
ing is up-regulated in the nuc2-663 mutant. Previous studies
have shown that Cdc7p and Sid1p are localized to the SPBs in
mitotic cells and are lost from the SPBs upon completion of
cytokinesis in fully septated cells [18]. Accordingly, in wild-
type cells, Cdc7p and Sid1p were detected at the SPBs in cells
undergoing cytokinesis and were not detected at the SPBs in

fully septated cells (Figure 1C, wt panel). Interestingly, in nuc2-
663 cells shifted to the restrictive temperature, Cdc7p and
Sid1p persisted at the SPBs even after completion of
septation (Figure 1C, nuc2-663 panel). In addition, Sid1p
was routinely detected on both SPBs in nuc2-663 cells shifted
to the restrictive temperature (Figure 1C, indicated by
arrowhead). This effect of persistent localization of Cdc7p
and Sid1p in septated cells was similar to that observed in
cells defective for Cdc16p function [22,35]. The protein
kinase Sid2p and its binding partner Mob1p appear to
constitute the most downstream elements of the SIN. In wild
type cells, Sid2p and Mob1p localize to the SPBs throughout
the cell cycle and are also detected at the cell division site
during cytokinesis [24,25]. Interestingly, in the nuc2-663
mutant, Sid2p was detected at the division site in fully
septated cells (Figure 1C, nuc2-663 panel; indicated by arrow).
Furthermore, additional ring like structures containing Sid2p
were also detected in these cells (Figure 1C). Similar
localization of Sid2p was not seen in wild type cells, in which
the medial localization of Sid2p was lost upon completion of
septation (Figure 1C, wt panel). The persistent localization of
Sid1p and Cdc7p to the SPBs and Sid2p at the division site in
nuc2-663 cells suggested that Nuc2p might be involved in
down regulation of SIN function following cytokinesis.

Nuc2p Prevents Inappropriate Cytokinesis After Septum
Assembly
The nuc2-663 mutant has been shown to be capable of

partially proteolyzing the mitotic B-type cyclin, Cdc13p [42].
Since cyclin proteolysis as well as CDK inactivation is
sufficient for completion of cytokinesis, it was possible that
the multiseptated phenotype we observed was purely due to
partial proteolysis of cyclin B and/or re-entry into a
subsequent round of mitosis. To address if Nuc2p played a
role in the regulation of cytokinesis after execution of its
function in mitotic exit, we inactivated Nuc2p function after
passage through anaphase. To this end, we generated a nuc2-
663 nda3-KM311 strain so as to allow for the inactivation of
Nuc2p function following anaphase. The nda3þ gene encodes
the b-subunit of the tubulin heterodimer and the nda3-
KM311 mutant results in cold-sensitivity and lethality [43].
The nda3-KM311 allows the synchronization of cells at
metaphase due to the activation of the spindle checkpoint,
caused by the loss of b-tubulin function. The product of the
cold-sensitive allele nda3-KM311 resumes its ability to
polymerize into microtubules within 6 minutes of return to
the permissive temperature [43] and allows progression
through chromosome segregation and mitotic exit.
The nuc2-663 nda3-KM311 and nda3-KM311 (as a control)

cells were first cultured at 19 8C to inactivate Nda3p function.
Under these conditions, at least 50% of cells arrested at
metaphase due to the activation of the spindle assembly
checkpoint. Subsequently, these cells were shifted to 32 8C to
inactivate Nuc2p function and to reactivate Nda3p function
(Figure 2A). Since reactivation of Nda3p function (based on
the immediate assembly of the mitotic spindle and 40% of
total cells formed an elongated anaphase spindle after 45 min
at 32 8C) occurred more rapidly than the inactivation of
Nuc2p, nuc2-663 nda3-KM311 (and the control nda3-KM311)
underwent anaphase and septation. Interestingly, mainte-
nance of nuc2-663 nda3-KM311 at 32 8C led to the
accumulation of cells that either formed multiple septa, or
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Author Summary

Cytokinesis is the process by which a mother cell is physically
partitioned into two daughter cells. Cytokinesis is well coordinated
with segregation of the genetic material to ensure that the genome
is not damaged by the cell division apparatus. How untimely
cytokinesis is prevented is not fully understood, and is a topic of
current interest. Studies of the mechanisms of segregation of the
genetic material and cytokinesis have benefited extensively from the
use of the fission yeast Schizosaccharomyces pombe. In this study,
we make the discovery that fission yeast Nuc2p, a protein previously
known to form part of a multi-protein machine that regulates
genome segregation, has a second function in regulating cytokine-
sis. Nuc2p appears to dampen the septation initiation network,
which is an important signaling pathway that is essential for
cytokinesis. Thus, Nuc2p prevents the occurrence of cytokinetic
events prior to segregation of the genetic material and thereby
contributes to genome stability. Since the multi-component
machinery that Nuc2p forms part of, as well as Nuc2p itself, has
relatives in essentially all eukaryotic cells, a similar mechanism might
operate in other cells as well.



Figure 1. Hyperactivation of SIN Signaling in nuc2-663 Mutant

(A) nuc2-663 cells were stained with DAPI and aniline blue to visualize nuclei and septum material, respectively. The left panel shows nuc2-663 cells at
permissive temperature. The right panel shows nuc2-663 cells at restrictive temperature.
(B) Quantification of multiseptated cells in the nuc2-663 mutant.
(C) Wild-type and nuc2-663 cells expressing GFP tagged versions of Cdc7p, Sid1p, and Sid2p were grown at 36 8C for 4 h and were visualized using
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deposited excessive septum material in the vicinity of the first
septum (Figure 2B and 2C, cells i–iii). Cells with mis-oriented
ectopic septa were also frequently observed (Figure 2C, cell
iv). These effects were observed less frequently in the control
nda3-KM311 cells (Figure 2B). In addition to division septa,
additional actomyosin rings (as visualized with antibodies
against the myosin light chain Cdc4p) were also detected in
nuc2-663 nda3-KM311 cells (Figure 2D). These rings were
either orthogonally placed or mis-oriented (Figure 2D, Cdc4p
panel). The fact that cells with actomyosin rings contained
interphase microtubule arrays (Figure 2D, tubulin panel),
suggested that the assembly of additional actomyosin rings
was not linked to re-entry into mitosis.

The formation of excessive septum after one round of
cytokinesis raised the possibility that SIN activation in nuc2-
663 mutant might be able to trigger cytokinesis in interphase
cells as has been observed in cdc16-116 mutants [3,39]. To test
whether this is the case, nuc2-663 mutant and cdc16-116
mutant were treated with hydroxyurea to block cells in S
phase and shifted to restrictive temperature to heat inactivate
Nuc2p and Cdc16p functions. As previously reported, heat
inactivation of Cdc16p function led to formation of septated
cells during interphase as indicated by the interphase
microtubule organization and presence of septum in these
cells (Figure 2E, cdc16-116 panel, and 2F). The nuc2-663
mutant at restrictive temperature, however, was similar to
wild-type cells and did not assemble division septa (Figure 2E,
wt and nuc2-663 panels, and 2F). The observation that
interphase arrested nuc2-663 cells did not assemble division
septa suggested that Nuc2p might play an important role in
preventing additional rounds of cytokinetic events following
septation.

Since Nuc2p is a subunit of the APC/C, it was possible that
the entire APC/C might function to inhibit inappropriate
cytokinesis. Alternatively, it was possible that Nuc2p regu-
lated cytokinesis in a manner independent of other subunits
of the APC/C. To distinguish between these possibilities, we
assayed the ability of cut9-665 and lid1-6 (two essential
components of the APC/C [44,45]) mutants to accumulate
multiple septa. As before, we tested for the presence of
multiple and excessive septa upon shift of synchronous nda3-
KM311 cut9-665 and nda3-KM311 lid1-6 to conditions that
inactivated the APC/C components. In these experiments,
nda3-KM311 cut9-665 and nda3-KM311 lid1-6 behaved similar
to nda3-KM311 cells and did not accumulate multiple and
excessive septa (Figure S1). Furthermore, activation of APC/C
by overexpression of Slp1p (Figure S1B) or Ste9p [46,47] did
not lead to septation defects, indicating that APC/C activation
per se does not lead to septation defects. Collectively, these
experiments suggested that the inhibition of inappropriate
cytokinesis by Nuc2p might not require the other subunits of
the APC/C.

Cells Overexpressing Nuc2p Assemble, but Do Not
Maintain, Actomyosin Rings

We have found that loss of Nuc2p function leads to
persistent localization of SIN components, such as Cdc7p,
Sid1p, and Sid2p, even after completion of septation.

Previous studies have shown that overproduction of Nuc2p
leads to defective cytokinesis, although the basis of this effect
remained unknown [40]. To gain insights into the mechanism
by which Nuc2p overproduction inhibits cytokinesis, a strain
of yeast was generated in which the thiamine-repressible
promoter, nmt1, was used to replace the endogenous nuc2
promoter (hereafter referred to as nmt1-nuc2). The nmt1-nuc2
strain was used in all overexpression experiments. The nmt1-
nuc2 strain resembled wild type cells in morphology upon
growth in medium supplemented with thiamine. To analyze
the overexpression phenotype more thoroughly, we gener-
ated an nmt1-nuc2 strain that expresses the nuclear marker
Uch2p-GFP (Ubiquitin C-terminal hydrolase fused to GFP).
When this strain was grown in medium containing thiamine,
cells were found to contain either a single nucleus or two
nuclei (Figure 3A), depending on the cell cycle stage. Upon
removal of thiamine from the medium (leading to over-
expression of Nuc2p), a high proportion of cells accumulated
two or more nuclei (Figure 3A). In particular, after 18 h of
derepression of the nmt1 promoter, more than 40% of the
cells contained 4 or more nuclei, while another 40% of the
cells contained two nuclei, most of which were of a post-
mitotic configuration. We also attempted to overproduce
Nuc2p in synchronous cultures, but these experiments did
not lead to significant synchrony at the point of maximal
induction of nmt1 promoter, due to the long amount of time
required to fully derepress the nmt1 promoter (unpublished
data).
It is known that cytokinesis in fission yeast requires the

function of an actomyosin ring [16]. We considered the
possibility that overexpression of Nuc2p affects the assembly
of actin and/or myosin components at the cell division site.
To address this question, we grew the nmt1-nuc2 cells in
medium lacking thiamine to overexpress Nuc2p and stained
these cells with phalloidin. In cells overexpressing Nuc2p, F-
actin assembled into ring structures in mitotic cells, as in
control cells, suggesting that the recruitment and assembly of
F-actin into the actomyosin ring was not affected (Figure 3B).
In addition, we tested the effect of Nuc2p overexpression on
the localization of the FCH domain protein, Cdc15p, which is
essential for actomyosin ring maintenance and septum
assembly [10,48,49]. As in the case of F-actin, cells were able
to assemble Cdc15p rings upon Nuc2p overexpression (Figure
3C).
To observe the dynamics of ring assembly and constriction

process, we performed time-lapse microscopy in nmt1-nuc2
cells expressing Rlc1p-GFP (regulatory light chain of myosin
fused to green fluorescent protein) and Uch2p-GFP as the
markers for actomyosin ring and nucleus, respectively. Under
conditions of Nuc2p overexpression, cells assembled Rlc1p
rings overlying the position of the interphase nuclei (Figure
3D, �T panel). However, these rings were not stable and
collapsed in late anaphase and failed to constrict, leading to
failure of septation (Figure 3D, �T panel). In contrast, the
Rlc1p rings in control cells constricted normally at the end of
mitosis leading to the formation of a division septum (Figure
3D, þT panel). Collectively, these studies established that the
presence of excess Nuc2p led to defects in maintenance of

fluorescence microscopy. Arrowheads indicate mitotic cells with Sid1p at both SPBs. Arrows indicate cells in which Sid2p-GFP signal persisted at the
division site after completion of cytokinesis. Scale bar, 5 lm.
doi:10.1371/journal.pgen.0040017.g001
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Figure 2. Ectopic Actomyosin Ring and Septum Formation in the nuc2-663 Mutant After Septation

(A) The diagram schematically illustrates the experimental design.
(B) Quantification of cells with normal or excessive septa after 1–2 h release from metaphase block. At least 200 cells were counted in each category.
(C) Examples of septum patterns in nuc2-663 nda3-KM311 cells. Four examples of cells with excessive septum material are shown. i and ii, multiseptated
cells; iii, excessive deposition of septum material at division site; iv, cell with ectopic misoriented septum.
(D) Visualization of actomyosin rings in nuc2-663 nda3-KM311 cells by immunofluorescence microscopy. Top, middle, and bottom panels show cells
with actomyosin rings that were formed straight, close to, or misoriented with respect to the previous division site, respectively. Microtubules were
stained with TAT-1 antibody, and the actomyosin ring was stained with anti-Cdc4p antibody.
(E) Septum assembly in S-phase–arrested cells. Wild-type, nuc2-663, and cdc16-116 cells arrested in S phase by hydroxyurea treatment were either
formaldehyde fixed for DAPI and aniline blue staining or methanol fixed for immunostaining with TAT-1.
(F) Quantification of septated cells versus non-septated cells upon hydroxyurea treatment. At least 300 cells were counted for each category. Scale bar,
5 lm.
doi:10.1371/journal.pgen.0040017.g002
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actomyosin rings in late anaphase, leading to failure of
division septum assembly.

Overexpression of Nuc2p Leads to Loss of Cdc7p and
Sid1p from the SPB

Previous studies have shown that the mutants defective in
the septation initiation network (SIN) assemble actomyosin
rings, but these rings collapse late in anaphase, leading to a
defect in division septum assembly [16,34]. Since we observed
a phenotype similar to that seen in SIN mutants in cells
overexpressing Nuc2p and a complementary phenotype in
nuc2-663 cells, it was possible that overexpression of Nuc2p
might affect SIN signaling. To determine whether this was the
case, we examined the localization of SIN components Sid4p,
Cdc11p, Spglp, Cdc7p, Sid1p, and Sid2p upon Nuc2p over-
expression. Of these proteins, Sid4p, Cdc11p, Spg1p, and
Sid2p are known to localize to the SPBs throughout the cell
cycle, while Cdc7p and Sid1p localize during cytokinesis to
one of the two SPBs (which has been shown to contain GTP-

bound Spg1p) [18]. The localization of Sid4p, Cdc11p, and
Spg1p to the SPBs was unaltered upon overexpression of
Nuc2p (Figure 4A and our unpublished observation). Inter-
estingly, the localization of Cdc7p and Sid1p was severely
affected in mitotic cells overexpressing Nuc2p. Cdc7p was
detected at the SPBs in 12/61 cells with actomyosin rings,
while Sid1p was detected in 6/71 cells with rings (Figure 4A
and 4D, �T and Induced panels), compared to uninduced
cells in which at least 80% of cells with actomyosin rings
contained Cdc7p-GFP and GFP-Sid1p at the SPBs (Figure
4D). Furthermore, in Nuc2p overproducing cells that did
display Cdc7p and Sid1p at the SPBs, the signal of Cdc7p and
Sid1p was significantly reduced compared to that observed in
control cells (Figure 4A). Consistent with the loss of Cdc7p
and Sid1p from the SPBs, the fluorescence signal of the most
downstream kinase of the SIN, Sid2p, was dramatically
reduced upon overexpression of Nuc2p (Figure 4B and
quantification of Sid2p-GFP fluorescence in relation to
Sid4p-mRFP is shown in Figure 4C).

Figure 3. Actomyosin Rings Are Assembled, but Not Maintained, at the Division Site in Cells Overexpressing Nuc2p

(A) Quantification of the number(s) of nuclei/cell and the frequency of their appearance upon overexpression of Nuc2p. Cells expressing Uch2p-GFP as a
nuclear marker were used in the experiment.
(B) Visualization of F-actin. Cells overexpressing Nuc2p were fixed and stained with phalloidin and DAPI to visualize the F-actin cytoskeleton and nuclei,
respectively.
(C) Visualization of Cdc15p. Cells carrying Cdc15p-GFP were induced to overexpress Nuc2p and visualized by fluorescence microscopy.þT/�T indicates
medium supplemented with or without thiamine.
(D) Time-lapse fluorescence microscopy to image the dynamics of actomyosin ring assembly and constriction. Cells were grown in medium with or
without thiamine and imaged by time-lapse microscopy. The nucleus and actomyosin ring were marked by Uch2p-GFP and Rlc1p-GFP, respectively.
Scale bar, 5 lm.
doi:10.1371/journal.pgen.0040017.g003
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Next, we determined if overexpression of Nuc2p affected
the recruitment or the maintenance of SIN components at
the SPBs. To this end, we performed time lapse microscopy to
observe the localization of Cdc7p during cytokinesis. We
found that Cdc7p was recruited to one of the SPBs during
actomyosin ring constriction in cells grown in the presence of
thiamine (Figure 4E, top panel; indicated by arrowhead). In
contrast, in cells overexpressing Nuc2p, Cdc7p was not
detected at the SPBs throughout the cell division cycle and
the actomyosin ring disassembled at the end of mitosis
(Figure 4E, bottom panel). Taken together, these studies
suggested that overexpression of Nuc2p affects the recruit-
ment of the SIN components, Cdc7p and Sid1p to SPB.

Overexpression of Nuc2p Affects the Binding of Spg1p
and Cdc7p, but Not the Steady-State Levels of Cdc7p,
Sid1p, and Sid2p
Since Nuc2p is a component of the APC/C, and partici-

pated in degradation of molecules regulating mitosis, we
considered the possibility that overproduction of Nuc2p
might lead to instability and degradation of one or more of
the SIN components. We therefore tested the steady state
levels of the SIN components Cdc7p, Sid1p, and Sid2p in cells
overexpressing Nuc2p. We found that the steady state levels
of Cdc7p, Sid1p, and Sid2p were not significantly altered
upon overexpression of Nuc2p (Figure 5A; and unpublished
observations on Sid1p). Thus, Nuc2p appears to affect the
SPB localization of the SIN kinases but not their stability,
consistent with our findings that other subunits of APC/C
were not required for the inhibition of septation by Nuc2p.
It has been shown that the small GTPase Spg1p binds to

Cdc7p and recruits this protein kinase to SPBs during
mitosis. Cdc7p binds preferentially to GTP-bound Spg1p,
which is thought to be the activated form of this GTPase
[35,50]. The fact that the recruitment of Cdc7p to the SPBs
was affected in Nuc2p overexpressing cells suggested that the
binding between Spg1p and Cdc7p might be affected upon
Nuc2p overproduction. To test if this was the case, we
overproduced Nuc2p in cells expressing Spg1p-GFP and
Cdc7p-3HA and performed co-immnunoprecipitation ex-
periments to look for a physical interaction between Spg1p
and Cdc7p. Control immunoprecipitation experiments were
carried out from lysates prepared from cells expressing
Cdc7p-3HA (but not Spg1p-GFP). Immunoblotting with HA
antibodies showed that the level of Cdc7p was comparable in
both strains used as well as under both conditions (þ or –
thiamine) used (Figure 5B). Immunecomplexes generated
with GFP antibodies contained Cdc7p when cells were grown
in medium containing thiamine (Figure 5B, þT of IP panel).
Interestingly, immunecomplexes generated with GFP-anti-

Figure 4. Overexpression of Nuc2p Inhibits SIN Signaling
(A) nmt1-nuc2 cells expressing Sid4p-GFP, Cdc7p-GFP, and GFP-Sid1p were visualized by fluorescence microscopy in the presence (þT, top panel) or
absence (�T, bottom panel) of thiamine. The actomyosin ring (visualized with Rlc1p-GFP) was used as the marker for cells undergoing cytokinesis.
(B) Fluorescence signal of Sid2p is reduced in cells overproducing Nuc2p. nmt1-nuc2 cells expressing Sid2p-GFP were visualized using fluorescence
microscopy upon growth on medium supplemented with or without thiamine. SPBs and actomyosin ring were marked by Sid4p-mRFP and Rlc1p-mRFP,
respectively.
(C) Quantification of the relative fluorescence intensities of Sid2p-GFP and Sid4p-mRFP in Nuc2p-uninduced and -induced cells.
(D) Quantification of actomyosin ring containing cells with Cdc7p-GFP or GFP-Sid1p at the SPBs. At least 80 cells were counted for each category.
(E) Cdc7p is not recruited to the SPBs in cells overproducing Nuc2p. Top panel, control cell grown on minimal medium supplemented with thiamine.
Arrowhead indicates localization of Cdc7p-GFP at the SPB. Bottom panel, cell grown in medium without thiamine to overexpress Nuc2p. Rlc1p-GFP was
used in these cells to label actomyosin ring. Cells were grown on agarose pad containing growth medium and were imaged by laser scanning
microscopy. Scale bar, 5 lm.
doi:10.1371/journal.pgen.0040017.g004

Figure 5. Overexpression of Nuc2p Does Not Affect the Steady-State

Levels of Cdc7p-3HA and Sid2p-13Myc, but Disrupts the Binding of

Spg1p-GFP and Cdc7p-3HA

(A) Protein levels of Cdc7p-3HA and Sid2p-13Myc in nmt1-nuc2 cells grown
in medium with or without thiamine. Tubulin serves as the loading control.
(B) Lysates from cells expressing Cdc7p-3HA and Spg1p-GFP in the
presence or absence of Nuc2p overexpression were immunoprecipitated
with GFP antibodies and immunoblotted with antibodies against the HA
epitope. Lysates from a strain without Spg1p-GFP was included as the
control. Tubulin serves as the loading control. Asterisk indicates heavy
chain of IgG.
doi:10.1371/journal.pgen.0040017.g005
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bodies from cells overproducing Nuc2p contained very little
or no Cdc7p-HA (Figure 5B, �T of IP panel). Immune
complexes generated with GFP antibodies from cells express-
ing Cdc7p-HA, but not Spg1p-GFP, did not contain Cdc7p-
HA, establishing the specificity of the immunoprecipitation
procedure. These experiments established the binding
between Cdc7p-3HA and Spg1p-GFP was interrupted in cells
overproducing Nuc2p.

Genetic Evidence that Nuc2p Affects Byr4p-Cdc16p

Function
We have shown that cells overproducing Nuc2p are able to

localize Sid4p, Cdc11p, and Spg1p to the SPBs. In contrast,
the localization of Cdc7p, Sid1p and Sid2p-Mob1p was
significantly reduced/altered upon overproduction of Nuc2p.
Cdc7p has been shown to preferentially bind to GTP-bound

Spg1p [35], and we have shown that overproduction of Nuc2p
leads to a reduction/failure of physical interaction between
Spg1p and Cdc7p. Thus it was possible that overproduction
of Nuc2p led either to the inactivation of putative guanine
nucleotide exchange factors (GEF) for Spg1p or to the
persistent activation of the two-component GAP (Byr4p-
Cdc16p), leading to the maintenance of Spg1p in its inactive
GDP bound form. Since proteins related to the budding yeast
Lte1p (functions as a GEF for the Tem1p-GTPase, which is
related to fission yeast Spg1p) [51], have not been identified in
fission yeast, we considered the possibility that overproduc-
tion of Nuc2p might cause activation of Byr4p-Cdc16p. We
tested this idea by overproduction of Nuc2p in cdc16-116
mutants and assayed the ability of these cells to localize
Cdc7p to the SPB and to assemble division septa (Figure 6A).
Inactivation of Cdc16p function in cells overexpressing

Figure 6. Inactivation of Cdc16p Function Promotes Localization of Cdc7p to SPBs and Allows Septation in Cells Overexpressing Nuc2p

(A) Diagram schematically illustrates the experimental design. Nuc2p was induced for 24 h at 26 8C, and the culture was shifted to 36 8C to inactivate
Cdc16p and examined after 3 h of incubation.
(B) The localization of Cdc7p-GFP in cdc16-116 cells overexpressing Nuc2p was visualized by fluorescence microscopy at the permissive or restrictive
temperatures.
(C) Septum assembly is restored upon inactivation of Cdc16p in cells overexpressing Nuc2p. DAPI and aniline blue staining of formaldehyde fixed cells is
shown.
(D) Quantification of septated cells versus non-septated cells in nmt1-nuc2 and nmt1-nuc2 cdc16-116. Note that only cells with four nuclei were counted.
Scale bar, 5 lm.
doi:10.1371/journal.pgen.0040017.g006
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Nuc2p resulted in the recruitment/maintenance of Cdc7p on
SPBs (Figure 6B, bottom panel), whereas this was not detected
in the presence of Cdc16p function (Figure 6B). More than
90% of the tetranucleate cells were able to undergo
cytokinesis and septation (n ¼ 190/203, Figure 6C and 6D).
In contrast, less than 25% of tetranucleate cells in which
Cdc16p was functional underwent cytokinesis and septation
(n ¼ 44/204, Figure 6C and 6D). Although other interpreta-
tions are possible, we favour the idea that overproduction of
Nuc2p might lead to activation of Byr4p-Cdc16p, thereby to
the inability to maintain SIN function and septation.

Nuc2p Functions Independently of CHFR-Related Dma1p

To Inhibit the SIN
Previous studies have shown that overproduction of

Dma1p, a fission yeast protein related to human CHFR, leads
to inhibition of SIN function and defective cytokinesis
[52,53]. Since overproduction of Nuc2p also led to defects

in SIN signaling, we tested if the cytokinesis-inhibitory effect
upon Nuc2p overproduction depended on Dma1p. To this
end, Nuc2p was overproduced in cells lacking Dma1p.
Cytokinesis defects were observed in control (dma1þ) cells as
well as dma1D cells overproducing Nuc2p (Figure 7A). This
experiment suggested that the SIN-inhibitory effect caused by
overproduction of Nuc2p was independent of Dma1p. To
firmly establish if this was the case, double mutants defective
in nuc2 and dma1 were constructed. Interestingly, whereas
nuc2-663 and dma1D cells were able to form colonies at 26 8C,
the double mutants were unable to do so (Figure 7B). Staining
of DNA and septum material revealed that the nuc2-663
dma1D, but not nuc2-663, cells displayed an aberrantly
septated phenotype, similar to that observed in nuc2-663
cells at higher temperatures (Figure 7C). Immunostaining of
nuc2-663 dma1D cells with antibodies against Cdc4p and
tubulin revealed that 65.3% of septated cells contained
segregated DNA, interphase microtubules and actomyosin

Figure 7. Nuc2p Acts Independently of Dma1p to Regulate Cytokinesis

(A) Overexpression of Nuc2p in wild-type or dma1D mutant.
(B) Wild-type, nuc2-663, dma1D, and nuc2-663 dma1D strains were diluted serially and spotted on YES agar and incubated at 24 8C or 26 8C.
(C) Septum patterns in nuc2-663 and nuc2-663 dma1D mutants grown at 28 8C. Cells were fixed and stained with DAPI and aniline blue.
(D) Visualization of actomyosin rings and microtubules in nuc2-663 dma1D cells by immunofluorescence microscopy. Microtubules were stained with
TAT-1 antibody and the actomyosin ring was stained with antibodies against Cdc4p. About 150 cells were counted in each category. Arrowhead
indicates septum assembled in previous cell division.
doi:10.1371/journal.pgen.0040017.g007
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cables/rings (Figure 7D, type I). Furthermore, 34.7% of the
septated cells contained unsegregated DNA, interphase
microtubules, and actomyosin rings/cables (Figure 7D, type
II). Since the multi-septate phenotype is largely detected in
cells in which chromosome segregation is not affected, we
conclude that the effect of septation in the nuc2-663 dma1D
double mutants is not purely due to synthetic effects on APC/
C function. Collectively, these studies established that Nuc2p
and Dma1p inhibited the SIN by different mechanisms.

Discussion

Previous studies have characterized the role of Nuc2p, a
TPR-containing subunit of APC/C, in the regulation of
progression through events of mitosis [44,54,55]. Previous
studies have also proposed that Nuc2p might function as an
inhibitor of septation, although the mechanism of this
inhibition was not investigated [40]. In the current study we
show that Nuc2p prevents septum assembly by inhibiting the
septation initiation network (SIN).

Cells defective for nuc2 display a ‘‘cut’’ phenotype,
characterized by septum assembly in the absence of proper
segregation of chromosomes [41]. Interestingly, we have
found that prolonged incubation of nuc2-663 mutants at the
restrictive temperature leads to the accumulation of cells
with multiple septa. The specific effects of Nuc2p on
septation are particularly clear in nuc2-663 mutants shifted
to the restrictive temperature after execution of Nuc2p
function in mitosis. The multiseptate phenotype of nuc2-663
is reminiscent of that displayed by cells in which the SIN is
constitutively activated, such as in cells defective in Cdc16p,
which together with Byr4p functions as a GTPase activating
protein for the Spg1p-GTPase [28,29]. As in the case of cdc16-
116 cells, the SIN components Cdc7p and Sid1p are retained
at the SPBs even after septum assembly in nuc2-663 cells. In
addition, Sid2p, considered to be the most downstream
element of the SIN, is retained at the cell cortex after septum
assembly in cdc16-116 and nuc2-663 mutants. Interestingly,
overproduction of Nuc2p has been shown to cause defects in
cytokinesis ([40] and this study). Furthermore, overproduc-
tion of Nuc2p leads to defects in actomyosin ring main-
tenance and localization of Cdc7p, Sid1p, and Sid2p to the
SPB, suggestive of defective SIN signaling. Thus, while nuc2
mutants phenocopy cdc16 mutants (in which SIN is con-
stitutively active), overproduction of Nuc2p leads to a
phenotype indistinguishable from that displayed by SIN-
defective mutants. These results imply that Nuc2p might be a
bona fide inhibitor of the SIN. Interestingly, whereas
activation of SIN, by loss of Cdc16p function, promotes
events of cytokinesis (actomyosin ring and division septum
assembly) in premitotic interphase arrested cells, the loss of
Nuc2p function in premitotic interphase does not lead to
actomyosin ring and septum assembly. Thus, although Nuc2p
appears to be an inhibitor of the SIN, Nuc2p might inhibit
SIN specifically after cell division.

How does Nuc2p inhibit the SIN? Cells overexpressing
Nuc2p phenocopy mutants defective in SIN function, which
is a Spg1p GTPase driven signaling cascade. Interestingly, the
localization of the upstream components of SIN, Cdc11p,
Sid4p and Spg1p are not altered upon overproduction of
Nuc2p. The increased level of Nuc2p, however, specifically
affects the localization of downstream kinases: Cdc7p, Sid1p

and Sid2p. Since Spg1p, but not its effectors Cdc7p and
Sid1p, remains at the SPB, after Nuc2p overexpression, it can
be speculated that the Spg1p in cells overexpressing Nuc2p is
GDP-bound. Consistent with this, we have found that the
physical interaction between Cdc7p and Spg1p is dramati-
cally reduced in cells overproducing Nuc2p. Two possibilities
can be envisaged for the mechanisms that maintain Spg1p in
GDP-bound form. First, it is possible that overexpression of
Nuc2p inhibits a putative guanine nucleotide exchange factor
(GEF) for Spg1p, thereby preventing the loading of GTP onto
Spg1p and the activation of SIN signaling. The second
possibility is that Nuc2p promotes the activation of the
two-component GTPase activating protein (GAP), Cdc16p-
Byr4p, leading to the conversion of GTP-Spg1p into GDP-
Spg1p. We do not favour the first possibility since no guanine
nucleotide exchange factor for Spg1p has been identified to
date. Our genetic analysis (restoration of Cdc7p localization
and septum assembly in cdc16-116 cells overproducing Nuc2p)
points to the second possibility that Nuc2p might function as
an activator of Cdc16p-Byr4p. However, it also remains
possible that Nuc2p might prevent the conversion of GDP-
Spg1p to GTP-Spg1p by acting as a GDP dissociation
inhibitor (GDI). Future studies should test these possibilities.
What is the physiological function of the inhibition of SIN

by Nuc2p? Both cell division and cell growth utilize actin
cytoskeleton and its modulators. Persistent SIN signaling
might sequester actin cytoskeleton at the division site and
thereby block actin remodeling at the growth sites. Thus,
prevention of cytokinesis after cell division might ensure
proper growth polarity establishment. Several mechanisms
have been uncovered in fission yeast that prevent cytokinesis
by inhibiting SIN [4]. During metaphase, the human CHFR
protein homolog in fission yeast, Dma1p, inhibits SIN
signaling to prevent precocious cytokinesis [52,53]. Prior to
mitotic exit (in metaphase and anaphase A), the inhibition of
SIN function by high CDK activity ensures the coordination
of mitosis and cytokinesis [22]. Our studies show that Nuc2p
inhibits SIN function after completion of cytokinesis. Genetic
analysis suggests that Nuc2p and Dma1p, both inhibitors of
SIN, might function independently of each other. Our study
also points to an additional function for Dma1p after cell
division in the prevention of SIN activation. Thus, it appears
that high CDK activity and Dma1p inhibit SIN during
metaphase, while Nuc2p and Dma1p are required to prevent
SIN activation and inappropriate cytokinesis after comple-
tion of cell division (Figure 8).
The current study shows that Nuc2p inhibits SIN signaling.

However, it remains unclear whether Nuc2p acts independ-
ently or requires a specific set of APC/C components in order
to inhibit septation. We have not been able to detect a
multiseptate phenotype upon inactivation of function of two
additional subunits of the APC/C, namely Cut9p and Lid1p,
after passage through anaphase. These observations might
suggest that Nuc2p, rather than the entire APC/C, is required
for the inhibition of SIN following cell division. In addition,
hyperactivation of APC/C by overexpression of Slp1p (this
study) and Ste9p [46,47] does not lead to septation defects,
suggesting that activation of APC/C does not lead directly to
abnormal septation. In contrast, we have found that over-
production of Cut23p gives weak cytokinesis defects ([56] and
our unpublished observation), suggesting a role for the entire
APC/C in prevention of inappropriate cytokinesis. Collec-
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tively, our present studies lean toward a specific role for
Nuc2p (rather than the entire APC/C) in the inhibition of
cytokinesis. However, additional studies with stronger alleles
of other APC/C components, which inactivate faster than the
currently available alleles, might be required to firmly
conclude if Nuc2p inhibition of the SIN requires the entire
APC/C.

Materials and Methods

S. pombe strains, media, and reagents. S. pombe strains used in this
study are listed in Table 1. YES medium or Minimal medium with
appropriate supplements were used to culture fission yeast cells.
Strains were constructed by either random spore germination
method or by tetrad dissection. The nmt1-nuc2 strain was created by
transforming a DNA fragment generated by Polymerase Chain
Reaction (PCR) using the forward primer: 59CAATAACAACCACC
TGTTTGTACCCACATGTTTTTGTTGACATTAACTCCCATCGTTT
CCAAAACTTTAATAGATTTGTCGAATTCGAGCTCGTTTAAAC39
and the reverse primer: 59CGTTCTGAATAAAAAATTGAATT
ATCATAATTCTGATTATCAATGCAATACCATATTAAACATTTCA
ATCGATCTGTCATCATGATTTAACAAAGCGACTATA39. The pos-

itive clone was selected using Geneticin (Sigma) and confirmed by
PCR. To overexpress Nuc2p in the nmt1-nuc2 strain, cells were first
grown in minimal medium containing 15 lM thiamine. The culture
was then washed three times and re-inoculated into medium without
thiamine, to induce Nuc2p expression.

To arrest cells in S phase, cells were treated with 12 mM
hydroxyurea (HU; Sigma) for 6 h prior to any experimental
manipulation. To synchronize nuc2-663 mutant at metaphase, nda3-
KM311 (control) and nuc2-663 nda3-KM311 mutants were first grown
at 27.5 8C in YES medium supplemented with 1.2 M sorbitol. Cells
were washed three times with YES before shifting to 19 8C in YES
medium to achieve metaphase-arrest.

Gene tagging. To fuse Rlc1p and Sid4p with monomeric red
fluorescence protein (mRFP), DNA fragments containing either the
rlc1 or sid4 were first amplified by PCR and were then cloned into
pJK210-mRFP. The products were linearized using restriction
enzymes and transformed into wild type S. pombe by the lithium
acetate method [57]. DNA fragments containing C-terminal sequen-
ces of rlc1 and sid4 were amplified by PCR with primer pairs MOH461
59GAGAGCTGGTACCTGAATGTTCTCTTCGAAGGAA39 and
MOH462 59GAGAGTGCCCGGGATTGCTATCTTTTGACCC39;
MOH2460 59CGGGGTACCTAAGGAGATGAATGCCACAATACA
ATC39 and MOH2461 59TCCCCCGGGCAAACTACGTTTTTTAAG
CTCCC39, respectively, for cloning.

Immunoprecipitation and Western blotting. Immunoprecipitation
and Western blotting was performed as described [58]. Briefly, cell
extracts were prepared by glass bead disruption and solubilised in
buffer containing 1% Triton X-100, 150 mM NaCl, 2 mM EDTA, 6
mM Na2HPO4, 4 mM NaH2PO4, and complete protease inhibitors
(Roche Diagnostics). Cell extracts were then clarified by centrifuga-
tion at 14,000 rpm for 10 min at 4 8C. To immunoprecipitate protein
complex, 500 ll of soluble protein was incubated with 5 ll of -GFP
antibodies for 1–2 h at 4 8C. Protein A-Sepharose beads (100 ll,
Amersham Biosciences) were then added to the antigen-antibody
immunecomplex and incubated for 45 min at 4‘8C. After six washes
with buffer containing 1% Triton X-100, the beads were resuspended
in SDS-PAGE loading buffer and heated at 95 8C for 5 min. The
Protein A-Sepharose beads were spun down at 14,000 rpm for 5 min
and the supernatants were subjected to SDS-PAGE. To detect GFP,
Myc, or HA-tagged proteins, antibodies recognizing GFP, Myc
(Sigma), or HA (Sigma) were used to probe the PVDF membranes
containing separated proteins.

Microscopy. To visualize the F-actin cytoskeleton, cells were fixed
with 7% formaldehyde and stained with Alexa Fluor-488 phalloidin

Figure 8. Model Summarizing the Temporal Regulation of Cytokinesis in

S. pombe

doi:10.1371/journal.pgen.0040017.g008

Table 1. S. pombe Strains Used in This Study

Name Genotype Source

MBY192 ura4-D18 leu1-32 h� Laboratory collection

MBY286 cdc16-116 leu1-32 ura4-D18 ade6-M210 hþ Laboratory collection

MBY533 nuc2-663 leu1-32 ura4-D18 h� M. Yanagida

MBY1323 dma1::ura4þ ura4-D18 leu1-32 h� D. McCollum

MBY1722 nda3-KM311 ura4-D18 leu1-32 hþ M. Yanagida

MBY2899 nmt1-nuc2::kanR rlc1-GFP::leuþ uch2-GFP::ura4þ This study

MBY2942 nmt1-nuc2::kanR sid4-GFP::kanR hþ This study

MBY2944 nmt1-nuc2::kanR cdc15-GFP::kanR This study

MBY3057 nmt41-nuc2-GFP::ura4þ h� This study

MBY3355 nmt1-nuc2::kanR cdc7-GFP::ura4þ rlc1-GFP::leu1þ h� This study

MBY3356 nmt1-nuc2::kanR GFP-sid1::ura4þ rlc1-GFP::leu1þ hþ This study

MBY3397 nmt1-nuc2::kanR cdc7-3XHA::ura4þ hþ This study

MBY3405 nuc2-663 cdc7-GFP::ura4þ This study

MBY3458 nuc2-663 GFP-sid1::ura4þ This study

MBY3560 nmt1-nuc2::kanR sid2-GFP::ura4þ rlc1-mRFP::ura4þ sid4-mRFP::ura4þ This study

MBY3572 nmt1-nuc2::kanR dma1::ura4þ This study

MBY3719 nuc2-663 sid2-GFP::ura4þ This study

MBY4472 nmt1-nuc2::kanR sid2-13MYC::kanR ura4þ This study

MBY4494 nmt1-nuc2::kanR cdc16-116 ura4þ This study

MBY4536 nuc2-663 dma1::ura4þ This study

MBY4539 nmt1-nuc2::kanR spg1-GFP::kanR cdc7-3XHA::ura4þ This study

MBY4623 nda3-KM311 nuc2-663 This study

MBY4736 nmt1-nuc2::kanR cdc16-116 cdc7-GFP::ura4þ This study

doi:10.1371/journal.pgen.0040017.t001

PLoS Genetics | www.plosgenetics.org January 2008 | Volume 4 | Issue 1 | e170121

Nuc2p Inhibits SIN in S. Pombe



(Molecular Probes). Septum/cell wall and DNA were stained with
aniline blue (Sigma) and 49, 6-diamidino-2-phenylindole (DAPI),
respectively. For immunofluorescence studies, cells were fixed either
with formaldehyde or with methanol. Cells were then processed as
described [59]. Antibodies against Cdc4p and b-tubulin were used to
stain the actomyosin ring and microtubules, respectively. Images were
captured using an Olympus IX71 microscope equipped with a
Photometrics CoolSNAP ES camera. All images were processed with
MetaMorph 6.1. For confocal imaging, Zeiss LSM 510 confocal
microscope equipped with a 633/1.4NA PlanApo objective lens was
used.

Supporting Information

Figure S1. Analysis of Septation in Other APC/C Mutants, cut9-665
and lid1-6, and Overexpression of Slp1p

(A) Cells were first synchronized at metaphase using cold sensitive
allele of b-tubulin, nda3-KM311. The cultures were shifted to 36 8C to
release cells from the metaphase block and to inactivate Cut9p and
Lid1p functions. Cells were then collected after 1 to 2 h release from
the metaphase block and scored for septation phenotype (normal
versus excessive septum) by staining the cells with DAPI and aniline
blue.
(B) The APC/C activator Slp1p was overexpressed from nmt1

promoter in wild-type cells. Shown are DAPI stained images of cells
grown in the presence (repressing) and absence (inducing) of
thiamine. Scale bar, 5 lm.

Found at doi:10.1371/journal.pgen.0040017sg001 (1.7 MB TIF).

Table S1. S. pombe Strains Used in This Study

Found at doi:10.1371/journal.pgen.0040017st001 (26 KB DOC).

Acknowledgments

We thank Drs. K. Gull, M. Yanagida, K. Gould, and D. McCollum for
strains and antibodies. Special thanks are due to Drs. Loo TsuiHan,
Ramanujam Srinivasan, Mithilesh Mishra, and all other members of
the yeast and fungal laboratories for discussions and useful comments
on the manuscript.

Author contributions. TGC and MKB conceived and designed the
experiments, analyzed the data, and wrote the paper. TGC performed
the experiments.

Funding. This work was supported by research funds from the
Temasek Life Sciences Laboratory. TGC was supported by the
Singapore Millennium Foundation.

Competing interests. The authors have declared that no competing
interests exist.

References
1. Hartwell LH, Weinert TA (1989) Checkpoints: Controls that ensure the

order of cell cycle events. Science 246: 629–634.
2. Romanowski P, Madine MA (1996) Mechanisms restricting DNA replication

to once per cell cycle: MCMS, pre-replicative complexes and kinases.
Trends Cell Biol 6: 184–188.

3. Minet M, Nurse P, Thuriaux P, Mitchison JM (1979) Uncontrolled septation
in a cell division cycle mutant of the fission yeast Schizosaccharomyces pombe. J
Bacteriol 137: 440–446.

4. McCollum D, Gould KL (2001) Timing is everything: Regulation of mitotic
exit and cytokinesis by the MEN and SIN. Trends Cell Biol 11: 89–95.

5. Balasubramanian MK, Helfman DM, Hemmingsen SM (1992) A new
tropomyosin essential for cytokinesis in the fission yeast S. pombe. Nature
360: 84–87.

6. Balasubramanian MK, Hirani BR, Burke JD, Gould KL (1994) The
Schizosaccharomyces pombe cdc3þ gene encodes a profilin essential for
cytokinesis. J Cell Biol 125: 1289–1301.

7. Balasubramanian MK, McCollum D, Chang L, Wong KC, Naqvi NI, et al.
(1998) Isolation and characterization of new fission yeast cytokinesis
mutants. Genetics 149: 1265–1275.

8. Chang F, Drubin D, Nurse P (1997) cdc12p, a protein required for
cytokinesis in fission yeast, is a component of the cell division ring and
interacts with profilin. J Cell Biol 137: 169–182.

9. Eng K, Naqvi NI, Wong KC, Balasubramanian MK (1998) Rng2p, a protein
required for cytokinesis in fission yeast, is a component of the actomyosin
ring and the spindle pole body. Curr Biol 8: 611–621.

10. Fankhauser C, Reymond A, Cerutti L, Utzig S, Hofmann K, et al. (1995) The
S. pombe cdc15 gene is a key element in the reorganization of F-actin at
mitosis. Cell 82: 435–444.

11. McCollum D, Balasubramanian MK, Pelcher LE, Hemmingsen SM, Gould
KL (1995) Schizosaccharomyces pombe cdc4þ gene encodes a novel EF-hand
protein essential for cytokinesis. J Cell Biol 130: 651–660.

12. Wong KC, Naqvi NI, Iino Y, Yamamoto M, Balasubramanian MK (2000)
Fission yeast Rng3p: An UCS-domain protein that mediates myosin II
assembly during cytokinesis. J Cell Sci 113 (Part 13): 2421–2432.

13. Marks J, Hagan IM, Hyams JS (1986) Growth polarity and cytokinesis in
fission yeast: The role of the cytoskeleton. J Cell Sci (Supplement 5): 229–
241.

14. Le Goff X, Motegi F, Salimova E, Mabuchi I, Simanis V (2000) The S. pombe
rlc1 gene encodes a putative myosin regulatory light chain that binds the
type II myosins myo3p and myo2p. J Cell Sci 113 (Part 23): 4157–4163.

15. Naqvi NI, Wong KC, Tang X, Balasubramanian MK (2000) Type II myosin
regulatory light chain relieves auto-inhibition of myosin-heavy-chain
function. Nat Cell Biol 2: 855–858.

16. Rajagopalan S, Wachtler V, Balasubramanian M (2003) Cytokinesis in
fission yeast: A story of rings, rafts and walls. Trends Genet 19: 403–408.

17. Wu JQ, Kuhn JR, Kovar DR, Pollard TD (2003) Spatial and temporal
pathway for assembly and constriction of the contractile ring in fission
yeast cytokinesis. Dev Cell 5: 723–734.

18. Simanis V (2003) Events at the end of mitosis in the budding and fission
yeasts. J Cell Sci 116: 4263–4275.

19. Marks J, Fankhauser C, Simanis V (1992) Genetic interactions in the control
of septation in Schizosaccharomyces pombe. J Cell Sci 101 (Part 4): 801–808.

20. Schmidt S, Sohrmann M, Hofmann K, Woollard A, Simanis V (1997) The
Spg1p GTPase is an essential, dosage-dependent inducer of septum
formation in Schizosaccharomyces pombe. Genes Dev 11: 1519–1534.

21. Sparks CA, Morphew M, McCollum D (1999) Sid2p, a spindle pole body
kinase that regulates the onset of cytokinesis. J Cell Biol 146: 777–790.

22. Guertin DA, Chang L, Irshad F, Gould KL, McCollum D (2000) The role of
the sid1p kinase and cdc14p in regulating the onset of cytokinesis in fission
yeast. EMBO J 19: 1803–1815.

23. Fankhauser C, Simanis V (1994) The cdc7 protein kinase is a dosage
dependent regulator of septum formation in fission yeast. EMBO J 13:
3011–3019.

24. Hou MC, Salek J, McCollum D (2000) Mob1p interacts with the Sid2p kinase
and is required for cytokinesis in fission yeast. Curr Biol 10: 619–622.

25. Salimova E, Sohrmann M, Fournier N, Simanis V (2000) The S. pombe
orthologue of the S. cerevisiae mob1 gene is essential and functions in
signalling the onset of septum formation. J Cell Sci 113: 1695–1704.

26. Song K, Mach KE, Chen CY, Reynolds T, Albright CF (1996) A novel
suppressor of ras1 in fission yeast, byr4, is a dosage-dependent inhibitor of
cytokinesis. J Cell Biol 133: 1307–1319.

27. Fankhauser C, Marks J, Reymond A, Simanis V (1993) The S. pombe cdc16
gene is required both for maintenance of p34cdc2 kinase activity and
regulation of septum formation: A link between mitosis and cytokinesis?
EMBO J 12: 2697–2704.

28. Furge KA, Wong K, Armstrong J, Balasubramanian M, Albright CF (1998)
Byr4 and Cdc16 form a two-component GTPase-activating protein for the
Spg1 GTPase that controls septation in fission yeast. Curr Biol 8: 947–954.

29. Furge KA, Cheng QC, Jwa M, Shin S, Song K, et al. (1999) Regions of Byr4, a
regulator of septation in fission yeast, that bind Spg1 or Cdc16 and form a
two-component GTPase-activating protein with Cdc16. J Biol Chem 274:
11339–11343.

30. Chang L, Gould KL (2000) Sid4p is required to localize components of the
septation initiation pathway to the spindle pole body in fission yeast. Proc
Natl Acad Sci U S A 97: 5249–5254.

31. Morrell JL, Tomlin GC, Rajagopalan S, Venkatram S, Feoktistova AS, et al.
(2004) Sid4p-Cdc11p assembles the septation initiation network and its
regulators at the S. pombe SPB. Curr Biol 14: 579–584.

32. Tomlin GC, Morrell JL, Gould KL (2002) The spindle pole body protein
Cdc11p links Sid4p to the fission yeast septation initiation network. Mol
Biol Cell 13: 1203–1214.

33. Krapp A, Schmidt S, Cano E, Simanis V (2001) S. pombe cdc11p, together
with sid4p, provides an anchor for septation initiation network proteins on
the spindle pole body. Curr Biol 11: 1559–1568.

34. Gould KL, Simanis V (1997) The control of septum formation in fission
yeast. Genes Dev 11: 2939–2951.

35. Sohrmann M, Schmidt S, Hagan I, Simanis V (1998) Asymmetric
segregation on spindle poles of the Schizosaccharomyces pombe septum-
inducing protein kinase Cdc7p. Genes Dev 12: 84–94.

36. King RW, Peters JM, Tugendreich S, Rolfe M, Hieter P, et al. (1995) A 20S
complex containing CDC27 and CDC16 catalyzes the mitosis-specific
conjugation of ubiquitin to cyclin B. Cell 81: 279–288.

37. Sudakin V, Ganoth D, Dahan A, Heller H, Hershko J, et al. (1995) The
cyclosome, a large complex containing cyclin-selective ubiquitin ligase
activity, targets cyclins for destruction at the end of mitosis. Mol Biol Cell 6:
185–197.

38. Li C, Furge KA, Cheng QC, Albright CF (2000) Byr4 localizes to spindle-
pole bodies in a cell cycle-regulated manner to control Cdc7 localization
and septation in fission yeast. J Biol Chem 275: 14381–14387.

39. Cerutti L, Simanis V (1999) Asymmetry of the spindle pole bodies and

PLoS Genetics | www.plosgenetics.org January 2008 | Volume 4 | Issue 1 | e170122

Nuc2p Inhibits SIN in S. Pombe



spg1p GAP segregation during mitosis in fission yeast. J Cell Sci 112: 2313–
2321.

40. Kumada K, Su S, Yanagida M, Toda T (1995) Fission yeast TPR-family
protein nuc2 is required for G1-arrest upon nitrogen starvation and is an
inhibitor of septum formation. J Cell Sci 108: 895–905.

41. Hirano T, Hiraoka Y, Yanagida M (1988) A temperature-sensitive mutation
of the Schizosaccharomyces pombe gene nuc2þ that encodes a nuclear scaffold-
like protein blocks spindle elongation in mitotic anaphase. J Cell Biol 106:
1171–1183.

42. Chang L, Morrell JL, Feoktistova A, Gould KL (2001) Study of cyclin
proteolysis in anaphase-promoting complex (APC) mutant cells reveals the
requirement for APC function in the final steps of the fission yeast
septation initiation network. Mol Cell Biol 21: 6681–6694.

43. Hiraoka Y, Toda T, Yanagida M (1984) The NDA3 gene of fission yeast
encodes beta-tubulin: A cold-sensitive nda3 mutation reversibly blocks
spindle formation and chromosome movement in mitosis. Cell 39: 349–358.

44. Yamada H, Kumada K, Yanagida M (1997) Distinct subunit functions and
cell cycle regulated phosphorylation of 20S APC/cyclosome required for
anaphase in fission yeast. J Cell Sci 110: 1793–1804.

45. Berry LD, Feoktistova A, Wright MD, Gould KL (1999) The schizosacchar-
omyces pombe dim1(þ) gene interacts with the anaphase-promoting complex
or cyclosome (APC/C) component lid1(þ) and is required for APC/C
function. Mol Cell Biol 19: 2535–2546.

46. Kitamura K, Maekawa H, Shimoda C (1998) Fission yeast Ste9, a homolog of
Hct1/Cdh1 and Fizzy-related, is a novel negative regulator of cell cycle
progression during G1-phase. Mol Biol Cell 9: 1065–1080.

47. Yamaguchi S, Murakami H, Okayama H (1997) A WD repeat protein
controls the cell cycle and differentiation by negatively regulating Cdc2/B-
type cyclin complexes. Mol Biol Cell 8: 2475–2486.

48. Carnahan RH, Gould KL (2003) The PCH family protein, Cdc15p, recruits
two F-actin nucleation pathways to coordinate cytokinetic actin ring
formation in Schizosaccharomyces pombe. J Cell Biol 162: 851–862.

49. Wachtler V, Huang Y, Karagiannis J, Balasubramanian MK (2006) Cell
cycle-dependent roles for the FCH-domain protein Cdc15p in formation of

the actomyosin ring in Schizosaccharomyces pombe. Mol Biol Cell 17: 3254–
3266.

50. Mehta S, Gould KL (2006) Identification of functional domains within the
septation initiation network kinase, Cdc7. J Biol Chem 281: 9935–9941.

51. Shirayama M, Matsui Y, Toh EA (1994) The yeast TEM1 gene, which
encodes a GTP-binding protein, is involved in termination of M phase. Mol
Cell Biol 14: 7476–7482.

52. Murone M, Simanis V (1996) The fission yeast dma1 gene is a component of
the spindle assembly checkpoint, required to prevent septum formation
and premature exit from mitosis if spindle function is compromised.
EMBO J 15: 6605–6616.

53. Guertin DA, Venkatram S, Gould KL, McCollum D (2002) Dma1 prevents
mitotic exit and cytokinesis by inhibiting the septation initiation network
(SIN). Dev Cell 3: 779–790.

54. Yamashita YM, Nakaseko Y, Kumada K, Nakagawa T, Yanagida M (1999)
Fission yeast APC/cyclosome subunits, Cut20/Apc4 and Cut23/Apc8, in
regulating metaphase-anaphase progression and cellular stress responses.
Genes Cells 4: 445–463.

55. Samejima I, Yanagida M (1994) Bypassing anaphase by fission yeast cut9
mutation: Requirement of cut9þ to initiate anaphase. J Cell Biol 127: 1655–
1670.

56. Matsuyama A, Arai R, Yashiroda Y, Shirai A, Kamata A, et al. (2006)
ORFeome cloning and global analysis of protein localization in the fission
yeast Schizosaccharomyces pombe. Nat Biotechnol 24: 841–847.

57. Okazaki K, Okazaki N, Kume K, Jinno S, Tanaka K, et al. (1990) High-
frequency transformation method and library transducing vectors for
cloning mammalian cDNAs by trans-complementation of Schizosaccharomy-
ces pombe. Nucleic Acids Res 18: 6485–6489.

58. Ge W, Chew TG, Wachtler V, Naqvi SN, Balasubramanian MK (2005) The
novel fission yeast protein Pal1p interacts with Hip1-related Sla2p/End4p
and is involved in cellular morphogenesis. Mol Biol Cell 16: 4124–4138.

59. Balasubramanian MK, McCollum D, Gould KL (1997) Cytokinesis in fission
yeast Schizosaccharomyces pombe. Methods Enzymol 283: 494–506.

PLoS Genetics | www.plosgenetics.org January 2008 | Volume 4 | Issue 1 | e170123

Nuc2p Inhibits SIN in S. Pombe


