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Mild replication stress causes chromosome
mis-segregation via premature centriole
disengagement
Therese Wilhelm1,4,6, Anna-Maria Olziersky1,6, Daniela Harry1, Filipe De Sousa1, Helène Vassal1,2, Anja Eskat1,5 &

Patrick Meraldi1,3

Replication stress, a hallmark of cancerous and pre-cancerous lesions, is linked to structural

chromosomal aberrations. Recent studies demonstrated that it could also lead to numerical

chromosomal instability (CIN). The mechanism, however, remains elusive. Here, we show

that inducing replication stress in non-cancerous cells stabilizes spindle microtubules and

favours premature centriole disengagement, causing transient multipolar spindles that lead to

lagging chromosomes and micronuclei. Premature centriole disengagement depends on the

G2 activity of the Cdk, Plk1 and ATR kinases, implying a DNA-damage induced deregulation

of the centrosome cycle. Premature centriole disengagement also occurs spontaneously in

some CIN+ cancer cell lines and can be suppressed by attenuating replication stress. Finally,

we show that replication stress potentiates the effect of the chemotherapeutic agent taxol, by

increasing the incidence of multipolar cell divisions. We postulate that replication stress in

cancer cells induces numerical CIN via transient multipolar spindles caused by premature

centriole disengagement.
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Chromosomal instability (CIN) is a hallmark of cancer that
correlates with poor prognosis1. It refers to the increased
rate through which chromosomes undergo numerical or

structural changes in a cell. Studies in colorectal cancer cells have
shown that CIN is already present in early adenoma2, suggesting
that it is an early event during tumorigenesis. CIN can be
structural or numerical. Structural CIN, in which a chromosome
part is lost or attached to another chromosome, can be due to
chromosome breakages or chromosome rearrangements. Unre-
plicated chromosome parts or dicentric chromosomes can lead to
DNA bridges between the two DNA masses that are prone to
chromosome breakages3. Numerical CIN is thought to arise as a
consequence of mitotic dysfunctions. The most frequent cause is
lagging chromosomes in anaphase that are due to merotelic
kinetochore-microtubule attachments4,5, in which the kine-
tochore on one sister chromatid binds to microtubules emanating
from both spindle poles6. If merotely is not corrected, this sister
chromatid is subjected to tug-of-war in anaphase, creating the
potential for chromosome mis-segregation. Even when such
chromosomes are segregated to the correct daughter cell, as is
often the case late in anaphase7, frequently it will become a
micronucleus prone to chromothrypsis8. Importantly, micro-
nuclei disintegration and release of DNA into the cytoplasm can
activate inflammatory signalling and drive metastasis9.

The cellular causes for lagging chromosomes are thought to be
mitotic defects4: non-cohesed or unreplicated single chromatids
will easily form merotelic attachments, as their single kinetochore
can be reached by microtubules from both spindle poles10,11;
transient monopolar spindles or bipolar spindles in which the two
poles are not perfectly juxtaposed will promote merotely due to
geometrical reasons; similarly, multipolar spindles, which can
arise through defects in centrosome number or structure12 form
numerous merotelic attachments before clustering back into a
bipolar configuration prior anaphase13,14. The correction of
merotely depends on the dynamic instability of microtubules, as it
allows the stochastic release of incorrect attachments15. Conse-
quently, increasing microtubule stability also leads to more lag-
ging chromosomes as it prevents error correction16. Interestingly,
cancerous CIN+ cells have an intrinsically higher microtubule
stability than non-cancerous retinal pigment epithelial cells,
resulting in more persistent merotelic kinetochore-microtubule
attachments17. Nevertheless, the exact molecular cause for the
increased microtubule stability and numerical CIN remains
unclear, as mutations in mitotic genes are rare in cancer18.

One surprising potential cause for numerical aneuploidy is
DNA replication stress19. Any obstacle that perturbs DNA
replication and prevents cells from completing genome duplica-
tion before mitosis is considered replication stress20. It is a fre-
quent characteristic of cancers and pre-cancerous lesions that has
been associated to structural CIN. Many cancer cells intrinsically
harbour replication stress due to oncogene activation (e.g. Myc,
Cyclin E amplification), compromised DNA repair or chromo-
somal imbalances and the ensuing proteotoxic stress21–23. Recent
studies demonstrated that colorectal cancer cells or artificially
generated polyploid cells were also prone to numerical CIN as
induction of replication stress with Aphidicolin increased changes
in chromosome numbers19,24. The mechanisms by which repli-
cation stress affects chromosome segregation remain, however,
unclear. Indeed, different types of replication stress might have a
broad spectrum of repercussions in mitosis. Replication stress
induced by high doses of hydroxyurea (HU) or cyclin E over-
expression provokes chromosome breaks due to transcription/
replication conflicts25,26. Cancerous cells counterbalance such
strong stress by inter-genic origin firing26 or up-regulation of
interphase or mitotic DNA repair27,28. Strong DNA replication
stress will also lead to an extended S-phase delay that favours

centrosome overduplication, leading to supernumerary centro-
somes29. It will, however, strongly reduce mitotic entry in
checkpoint proficient non-cancerous cells, limiting its impact30.
In contrast, mild replication stress constitute a more severe threat,
as interphase checkpoints may fail to detect it, allowing its pro-
pagation in non-cancerous cells31. Mild stress induced by low
doses of the DNA polymerase inhibitor Aphidicolin, is associated
with mild interphase delay and mitotic chromosome breaks32,
revealed as lagging acentric chromatin fragments in anaphase and
ultrafine bridges33. Mild replication stress has also been reported
to lead to a prolonged mitosis in p53 mutated Chinese hamster
ovary cells concomitant with the appearance of extra mitotic
spindle poles and DNA bridges34.

Here we identify premature centriole disengagement as a key
mechanism by which replication stress can induce numerical CIN
in non-cancerous, checkpoint proficient human cell lines. This
causes transient multipolar spindles, leading to lagging chromo-
somes in anaphase and micronuclei formation. Moreover, we
show that mild replication stress in un-transformed cells is
associated to microtubule stabilization, which further favours
premature centriole disengagement. We postulate that premature
centriole disengagement is at the origin of numerical CIN in cells
with replication stress. Consistent with this hypothesis, we
identify several colorectal and breast cancer cell lines that display
replication stress-dependent premature centriole disengagements.
Finally, we demonstrate that replication stress potentiates the
effect of taxol, a chemotherapeutic agent that kills cancer cells via
multipolar cell divisions35.

Results
Replication stress induces whole chromosome mis-segregation.
To investigate the potential causes for chromosome segregation
defects and numerical aneuploidy after mild replication stress, we
worked with non-cancerous, chromosomally stable RPE1 cells
immortalized with human telomerase. These cells have functional
cell-cycle checkpoints and a low basic incidence of chromosome
segregation errors. To induce replication stress, we applied for 16
h low doses (200 or 400 nM) of Aphidicolin, a DNA polymerase
inhibitor that mimics replication stress. 200 or 400 nM Aphidi-
colin induced mild replication stress in RPE1 cells, as immuno-
fluorescence revealed a dose-dependent, slight increase in the
percentage of cells that stained positive for phospho-γH2AX
(Fig. 1a, b), and an increase in mitotic chromosome breaks, as
visualized by metaphase chromosome spreads (Fig. 1c, d). Low
doses of Aphidicolin did, however, not induce extensive inter-
phase DNA damage, since the percentage of cells harbouring foci
of the DNA damage marker 53BP1 was unchanged (Fig. 1a, e). In
contrast, 1 mM HU, a condition that induces high levels
of replication stress and DNA damage, strongly increased both
the percentage of 53BP1- and phospho-γH2AX-positive cells
(Fig. 1a, e).

To evaluate the effect of replication stress on chromosome
segregation we monitored RPE1 cells expressing EB3-GFP (plus
end microtubule marker) and H2B-RFP (chromatin marker) for
12 h by time-lapse imaging. In particular, we quantified whether
cells segregated their chromosomes without visible defects, with
lagging DNA (H2B positive DNA left behind the two DNA
masses in anaphase) or DNA bridges (thin DNA thread
connecting the two DNA masses). Untreated cells displayed few
DNA bridges (2.9 %) and even fewer lagging DNA (<1%; Fig. 1f).
Applying 200 or 400 nM Aphidicolin did not increase the
incidence of DNA bridges; rather it led to a dose-dependent
increase in lagging DNA (4.5% for 200 and 10.7% for 400 nM
Aphidicolin), suggesting that mild replication stress may lead to
erroneous chromosome segregation in RPE1 cells (Fig. 1f, g).
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Consistently, most (80–90%) lagging DNA ended up in
micronuclei (Fig. 1h, i).

The presence of lagging DNA could be due to mis-segregation
of whole chromosomes or the presence of acentric chromosome
fragments. We analysed micronuclei for the presence of the

centromere marker CENP-A, since mis-segregation of entire or
near-entire chromosomes requires centromeres. In non-treated
RPE1 we found that both CENP-A positive micronuclei (0.6%)
and CENP-A negative micronuclei (0.8%) were rare (Fig. 1j). A
transient treatment with monastrol, an inhibitor of the spindle
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motor Eg5, led to a specific two-fold increase in CENP-A positive
micronuclei, consistent with previous studies showing that the
transient formation of a monopolar spindle favours mis-
segregation of whole chromosomes36. In contrast, treating
RPE1 cells with Aphidicolin resulted in an increase of both
CENP-A positive (3-fold; 1.7%) and CENP-A negative micro-
nuclei (2-fold, 1.6%; Fig. 1j). This implied, that replication stress
not only led to acentric chromosome fragments, as seen in the
metaphase spread, but also to mis-segregation of whole chromo-
somes. Our quantification specifically suggested that roughly half
the lagging DNA correspond to mis-segregating chromosomes.

Mild replication stress stabilizes microtubules. Most lagging
whole chromosomes in anaphase results from merotelic-
kinetochore microtubule attachments5. Merotely can arise as a
consequence of centromere cohesion defects37, increased micro-
tubule stability15, defects in spindle assembly38–40, or multipolar
spindles13,14. We first tested whether low doses of Aphidicolin
might lead to chromosome cohesion defects. Consistent with a
previous study19, no increase in cohesion defects could be
observed in metaphase spreads (Supplementary Fig. 1a).

To investigate whether mild replication stress stabilizes
microtubules, we treated cells with cold, since cold-resistance
reflects the stability of spindle microtubules. Cells were put on ice
for 12 min, stained for α-tubulin, and assigned to three classes
based on fluorescence microscopy: metaphase cells with intact
spindles (Class 1), metaphase cells with mitotic spindles having
partially lost their integrity (Class 2) and metaphase cells in which
the mitotic spindle was no longer recognizable (Class 3; Fig. 2a).
Treating RPE1 cells with 400 nM Aphidicolin shifted the
distribution towards Class 1 (Fig. 2a, b), suggesting that mild
replication stress stabilizes spindle microtubules.

To corroborate these results we established an assay that
directly monitors microtubule spindle stability. We labelled the
mitotic spindles of cells arrested in metaphase with the
proteasome inhibitor MG132 with the live cell imaging dye
SIR-tubulin and applied a short pulse of 200 nM nocodazole to
induce microtubule depolymerization. Immediately after, we
recorded the decay of the spindle signal by live cell imaging
(Fig. 2c). This assay provides an excellent signal-to-noise ratio,
since SIR-tubulin is a docetaxel-based fluorescent dye that labels
only polymerized microtubules and not soluble tubulin dimers.
For validation purposes, we compared the spindle behaviour in
cells treated with a control siRNA or cells depleted of the
microtubule depolymerases MCAK and Kif2a. Consistent with
previous studies41, MCAK/Kif2a depletion significantly stabilized
spindle microtubules (Fig. 2c, d). We next compared the
behaviour of mitotic spindles with or without replication stress

and found significant microtubule stabilization in cells treated
with 400 nM Aphidicolin, confirming our cold stable assay results
(Fig. 2e, f). To verify that the effects seen after Aphidicolin
treatment were due to a perturbed DNA replication and not an
off-target effect, we also treated RPE1 cells with Aphidicolin for
only 1.5 h, and analysed microtubule stability in metaphase.
Indeed, we reasoned that any cell in metaphase would have been
already in G2 when we applied Aphidicolin, and thus should not
suffer from replication stress. Consistent with our hypothesis, a
short term Aphidicolin treatment did not affect microtubule
stability (Supplementary Fig. 2a). Next we tested whether this
phenotype could be also seen in other non-cancerous epithelial
cells. When we treated MCF10A, a non-cancerous mammary
epithelial cell line, with low doses of Aphidicolin, we found
indeed a similar stabilization of microtubules (Fig. 2g, h). This
suggested that that microtubule stabilization is a common
response to Aphidicolin-induced replication stress in non-
cancerous cells.

Finally, to test whether the elevated microtubule stability seen
after mild replication stress contributes to chromosome mis-
segregation, we combined a 16-hour treatment of 400 nM
Aphidicolin with low doses of the microtubule-destabilizing drug
nocodazole (10 ng/ml), and quantified the percentage of CENP-
A-positive and negative micronuclei. We found that addition of
nocodazole specifically reduced the percentage of CENP-A
positive micronuclei, suggesting that replication stress-induced
microtubule stabilization contributes to chromosome mis-
segregation (Fig. 2i).

Replication stress causes premature centriole disengagement.
Another potent driver of merotelic attachments are defects in
spindle assembly and spindle architecture. We, therefore, re-
analysed our live cell imaging movies, focusing on the spindle
marker EB3-GFP. It revealed that mild replication stress was
associated with a dose-dependent increase in multipolar spindles
(Fig. 3a, b). Consistent with previous studies, nearly all multipolar
spindles were transient in nature, as spindle poles clustered back
into a bipolar configuration before anaphase. Previous studies
have shown that transient multipolarity favours the formation of
merotelic attachments resulting more frequently in lagging
chromosomes13,14. Consistently, Aphidicolin-treated cells that
formed transient multipolar spindles had a higher probability to
display lagging DNA than those with pure bipolar spindles (31%
vs. 5%; Fig. 3c), implying that multipolar spindles are a potent
driver for lagging chromosomes. Nevertheless, when we excluded
cells with transient multipolar spindles, we found that
Aphidicolin-treated cells still had an incidence of lagging DNA
that was an order of magnitude higher than non-treated cells (5%

Fig. 1 Mild replication stress induces whole chromosome mis-segregation. a Mean percentage of γH2AX and 53BP1 positive RPE1 cells. N= 3 independent
experiments examining NT= 909, 200 nM Aph= 963, 400 nM Aph= 971 and 1 mM HU= 637 cells; p < 0.0001 in two-way Anova test (yH2AX: NT vs.
400 nM Aph p < 0.0001; NT vs. HU p < 0.0001; 53BP1: NT vs. HU p < 0.0001). b Representatives images of cells stained for γH2AX and DNA after
indicated treatments. All scale bars in Figure= 10 μm. c Number of metaphase chromosome breaks. N= 3 examining NT= 222 and Aph= 212 metaphase
spreads; p= 0.0008 in one-way Anova test (NT vs. 200 nM Aph p= 0.0114; NT vs. 400 nM Aph p= 0.0005). d Representative image of a Giemsa
stained metaphase after a 400 nM Aph treatment; insets show an intact and broken chromosome. e Representative images of RPE1 cells stained for
53BP1 and DNA after indicated treatments. f Percentage of chromosome segregation errors as quantified from time-lapse imaging experiments of RPE1
H2B-mCherry/EB3-GFP cells. N= 3 (Aph) and 6 (NT) examining NT= 551, 200 nM Aph= 423 and 400 nM Aph= 195 anaphases; p= 0.0003 in two-
way Anova test (lagging DNA: NT vs. 200 nM Aph p= 0.04; NT vs. 400 nM Aph p= 0.0001). g Representative time-lapse sequence after indicated
treatments quantified in (f). Nuclear envelope breakdown (NEBD) is t= 0. White arrow indicates lagging DNA. h Conversion rate of lagging DNA to
micronuclei according to the left schematic (created by TW). i Representative time-lapse sequence of cells forming a micronucleus from persistent lagging
DNA (white arrow). NEBD is t= 0. j Percentage of interphase cells containing CENP-A-negative and CENP-A-positive micronuclei after indicated
treatments. N= 3 examining NT= 2928, Aph= 2421 and Monastrol= 2653. CENP-A positive MN: NT vs. Aph p= 0.0269 in unpaired t-test; NT vs
monastrol p= 0.0029. k Representatives image of cells with micronuclei containing (right) or not (left) CENP-A signal; error bars indicate sem. Source
data are provided as a Source Data file
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vs. 1%; Fig. 3c), suggesting that higher microtubule stability may
also lead to lagging chromosomes on its own.

Next, we investigated what type of spindle multipolarity arises
in Aphidicolin-treated cells. Known examples include multipolar
spindles with extra centrosomes, e.g. due to centrosome over-

duplication or cytokinesis failure, multipolar spindles with
acentriolar spindle poles, as observed after taxol treatment42, or
extra poles with single centrioles due to the splitting of the two
centrioles within a centrosome (centriole disengagement)12,43. To
differentiate between these possibilities, we quantified the

a

f

b

e

%
 M

et
ap

ha
se

 c
el

ls

Class 1 Class 2 Class 3

Microtubule stability

NT 400 nM Aph

Class 3

α-
tu

bu
lin

M
er

ge

Class 2Class 1

N
T

40
0 

nM
 A

ph

0 min 2 min 4 min 6 min 8 min 15 min

0 2 4 6 8 10 12 14 16t (min)

20

40

60

80

100

in
te

ns
ity

 (
%

)

**

*

*

*
*

*
* *

* ** ** ** ** **

Microtubule decay (RPE1)

c

S
iC

tr
l

si
M

C
A

K
+

 s
iK

if2
a

0 min 2 min 4 min 6 min 8 min 15 min

SiR-tubulin

Nocodazole pulse

NT ± sem
400 nM Aph ± sem

d

**

**

**

**
**

**
***

***
********* ********* ***

0 2 4 6 8 10 12 14 16
20

40

60

80

100

in
te

ns
ity

 (
%

)

siCTR ± sem
siMCAK/siKif2a ± sem

Microtubule decay (RPE1)

g

N
T

10
00

 n
M

 A
ph

0 min 2 min 4 min 6 min 8 min 15 min

**

***

***

***

***
**

**
*

*

h Microtubule decay (MCF10A)

NT ± sem
1 μM Aph ± sem

In
te

ns
ity

 (
%

)

t (min) 0 2 4 6 8 10 12 14 16

20

40

60

80

100

i Micronuclei assay

0

20

40

60

0.0

0.5

1.0

1.5

2.0

2.5

2.5

2.0

1.5

1.0

0.5

C
E

N
P

-A
 p

os
 %

C
E

N
P

-A
 n

eg
 %

AphNoc Aph+Noc

NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-019-11584-0 ARTICLE

NATURE COMMUNICATIONS |         (2019) 10:3585 | https://doi.org/10.1038/s41467-019-11584-0 | www.nature.com/naturecommunications 5

www.nature.com/naturecommunications
www.nature.com/naturecommunications


centriole numbers in extra spindle poles using RPE1 Centrin1-
GFP (centriole marker) cells stained against the spindle pole
marker γ-tubulin. In >90% of the Aphidicolin-treated RPE1-cells
with multipolar spindles, we found single centrioles surrounded
by γ-tubulin in the extra spindle poles, indicating that mild
replication stress disengages centrioles (Fig. 3d, e). In contrast,
short term Aphidicolin treatment did not lead to centriole
disengagement (Supplementary Fig. 2b), indicating that Aphidi-
colin only affects mitotic centrosomes when it could impede
DNA replication in the preceding interphase. Live cell imaging
showed that mild replication stress did not change median
mitotic timing by more than 3 min (Fig. 3f), which indicated that
centriole disengagement was not caused by a prolonged mitotic
duration, unlike what has been seen in other conditions44. Rather,
centriole disengagement and transient multipolar spindles were
already visible shortly after nuclear envelope breakdown in both
fixed and live cells (Fig. 3b, e). This suggested that replication
stress induces untimely disengagement of centrioles in early
mitosis and not like in a normal cell cycle in late telophase. A
similar multipolarity due to premature centriole disengagement
was also found in MCF10A cells treated with Aphidicolin (Fig. 3g,
h; note that a small subset of the multipolar spindles were also
due to extra centrosomes in this case), indicating that this
phenotype was not cell line specific, but more general to non-
cancerous cells.

In a last step, we tested whether the elevated microtubule
stability is linked to premature centriole disengagement, by
combining the Aphidicolin-treatment with low doses of nocoda-
zole (10 ng/ml). Centriole disengagement induced after 16 h
Aphidicolin treatment was partially suppressed with a 16 h co-
treatment with nocodazole, suggesting that microtubule stabiliza-
tion contributes to the disengagement (Fig. 3h). It does, however,
not suffice, since microtubule stabilization obtained after MCAK/
Kif2a depletion did not induce premature centriole disengage-
ment41. We conclude that replication stress leads to lagging
chromosomes due to premature centriole disengagement and
transient multipolar spindles that partially depend on micro-
tubule stabilization.

Mild replication stress acts via Cdk1, Plk1 and ATR in G2. The
fact that centrioles separated immediately at mitotic entry raised
the possibility that centrosomes were too advanced in their cycle.
Based on FACS cell cycle analysis and immunofluorescence
staining with the G2 marker CENP-F, we found that 200 or 400
nM Aphidicolin led to fewer mitotic cells and a higher proportion
of G2 cells (Fig. 4a; Supplementary Fig 1b, c and; Supplementary
Fig. 3). This implied a prolonged G2 phase. Since replication
stress induces a cell cycle delay via the ATR-Chk1 signalling axis,
we next tested whether premature centriole disengagement also
depended on ATR using 800 nM ETP-47474, an ATR inhibitor.

FACS analysis indicated that such a low dose of ETP-47474, only
moderately changed cell cycle dynamics, without inducing a
accelerated mitotic entry (Supplementary Fig. 4). At these doses it
fully suppressed premature centriole disengagement, confirming
that this phenotype depends on the ATR-Chk1 signalling axis
(Fig. 4b). A further analysis of the mitotic phenotype was however
not possible, since ATR inhibition also leads to severe chromo-
some segregation defects on its own45.

To test whether a prolonged G2 alone induces premature
centriole disengagement, RPE1 cells were treated for 16 h with a
Cdk1 inhibitor (RO-3306), before release into mitosis. As
previously shown46, this treatment led to a strong enrichment
of CENP-F positive G2 cells (Fig. 4a and Supplementary Fig. 3).
After release it did, however, not induce premature centriole
disengagement (Fig. 4c). As Cdk1 itself is implicated in centriole
biology47 and microtubule stability48, we also combined Cdk1
inhibition with Aphidicolin treatment and found that a 16 h Cdk1
inhibition suppressed premature mitotic centriole disengagement
in Aphidicolin-treated cells (Fig. 4c). This indicated that
premature centriole disengagement depends on Cdk1 activity in
G2. Strikingly, premature centriole disengagement was also
suppressed with RO-3306 treatment in the last 90 min of the
16 h Aphidicolin treatment, indicating that Cdk1 activity is
essential for centriole disengagement only briefly before mitosis
(Fig. 4d). Given that mild replication stress also increased
microtubule stability we also tested whether this phenotype
depends on Cdk1 activity in G2. This was indeed the case, as a
Cdk1 inhibition pulse suppressed the increase in spindle
microtubule stability of Aphidicolin-treated cells (Fig. 4e, f).
Importantly, in the absence of Aphidicolin treatment, 16 h Cdk1
inhibition and release did not change the stability of spindle
microtubules (Fig. 4g). Finally, we also tested whether Cdk1
inhibition could also suppress the appearance of CENP-A positive
micronuclei, and found that this was indeed the case (Fig. 4h). In
contrast, Cdk1 inhibition did not affect the CENP-A negative
acentric chromosomes, indicating that Cdk1 activity is specifically
required for the mis-segregation of whole chromosomes.

One of the key downstream targets of Cdk1 in G2 is Bora, an
activator of the Polo-like kinase Plk149. Since Plk1 activity is a
driver of centriole disengagement in telophase50, we further tested
whether premature centriole disengagement also depended on
Plk1 activity. As full inhibition of Plk1 prevents mitotic entry51,
we used low doses of the Plk1 inhibitor BI2536, to partially inhibit
Plk1 and allow mitotic entry (Supplementary Fig. 4), and found a
partial, dose-dependent suppression of premature centriole
disengagement (Fig. 4i). We conclude that premature centriole
disengagement depends on both Cdk1 and Plk1 activity.

Centriole disengagement is present in CIN+ cancer cells. To
test whether premature centriole disengagement in prometaphase

Fig. 2 Mild replication stress stabilizes microtubules. a Representative images of cold- treated RPE1 centrin1-GFP cells stained with α-tubulin antibodies
(green) and DAPI (blue). Cells were categorized into Class 1, 2 or 3 depending on the integrity of the mitotic spindle. All scale bars in Figure= 10 μm.
b Mean percentages of class 1, class 2 and class 3 RPE1 centrin1-GFP cells; N= 4 examining in NT= 159 and Aph= 170 metaphases; p < 0.0001 in chi-
square test. c Representative time-lapse images of metaphasic RPE1 centrin1-GFP cells stained with SiR-tubulin and treated with a nocodazole pulse at t= 0
after indicated treatments. d Quantification of the spindle intensity over time after a nocodazole pulse, as shown in (c), in metaphase RPE1 centrin1-GFP
cells; N= 33 metaphases for siCTR and 31 for siMCAK/Kif2a. *p < 0.05; **p < 0.01; ***p < 0.001 in a repeated measurement Anova test. e Representative
time-lapse images of metaphasic RPE1 centrin1-GFP cells stained with SiR-tubulin and treated with a nocodazole pulse at t= 0 after indicated treatments.
f Quantification of the spindle signal as in (d); N= 32 for NT and 31 for Aph. *p < 0.05; **p < 0.01; ***p < 0.001 in a repeated measurement Anova test.
g Representative time-lapse images of metaphasic MCF10A cells, stained with SiR-tubulin and treated with a nocodazole pulse at t= 0 after indicated
treatments. h Quantification of the spindle signal as in (d) and (f); N= 49 metaphases/condition. *p < 0.05; **p < 0.01; ***p < 0.001 in a repeated
measurement Anova test. i Mean percentage of RPE1 cells containing CENP-A-negative and CENP-A-positive micronuclei, treated with 10 ng/µl
Nocodazole, 400 nM Aphidicolin or both combined. N= 3 examining Noc= 3125, Aph= 2421 and Aph/Noc= 2397 interphase cells, error bars indicate
sem. CENP-A positive MN: Noc vs. Aph p= 0.1539; Aph vs Aph/Noc p= 0.0029 in unpaired t-test. Source data are provided as a Source Data file

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-019-11584-0

6 NATURE COMMUNICATIONS |         (2019) 10:3585 | https://doi.org/10.1038/s41467-019-11584-0 | www.nature.com/naturecommunications

www.nature.com/naturecommunications


also arises in the context of endogenous replication stress in
cancer cells, we analysed a panel of 7 colorectal and breast cancer
cell lines that were either (3) CIN− or (4) CIN+. This panel
included in particular colorectal CIN+ cancer cell lines HT29 and
H747, in which numerical CIN has been linked to replication
stress19. Immunofluorescence staining with antibodies against

centrin and γ-tubulin revealed in the colorectal CIN+ cancer cell
line HT29 and two CIN+ breast cancer cell lines HCC70 and
HCC1187 > 5% of cells with multipolar spindles caused by pre-
mature centriole disengagement (Fig. 5a, b). On top, an equal
number of multipolar spindles displayed a combination of dis-
engaged centrioles and overduplicated centrosomes (Fig. 5b). In
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contrast, all three CIN− cancer cell lines had either no or very
low levels of premature centriole disengagement, while, the fourth
CIN+ cell line, H747, displayed mostly multipolar spindles with
overduplicated centrosomes.

To test whether the premature centriole disengagement
resulted from the endogenous replication stress, we next
supplemented HT29, HCC70 and HCC1187 with nucleosides, a
condition that partially rescues replication stress19. This treat-
ment reduced centriole disengagement in all three cell lines,
indicating that endogenous replication stress is also at the basis of
this phenotype in a cancer cell context (Fig. 5c). Finally, we tested
whether endogenous replication stress was also associated to
microtubule stabilization in CIN+ cancer cells. Nucleoside
treatment indeed reduced microtubule stability in HT29 cells
(Fig. 5d), indicating a link in this particular cell line. This was,
however, not a general phenomenon, since a similar treatment
did not affect microtubule stability in HCC70 or HCC1187 cells
(Fig. 5e, f). We conclude that endogenous replication stress in
cancer cells is associated to premature centriole disengagement,
but that it is not necessarily associated to microtubule
stabilization.

Cells with replication stress are more sensitive to taxol. Finally,
we tested whether the increased microtubule stability and the
propensity to form transient multipolar spindles in Aphidicolin-
treated RPE1 sensitizes them for taxol. We specifically tested by
live cell imaging whether mild replication stress exacerbates the
ability of taxol to kill cancer cells via multipolar cell division35.
We treated RPE1 H2B-mCherry/EB3-GFP cells either with 6 nM
taxol alone or in combination with 400 nM Aphidicolin and
measured the frequency of multipolar divisions (Fig. 6a). Even
though taxol-treatment led to varying incidence of multipolar
spindles (most likely reflecting its heterogeneous uptake52), we
observed that mild replication stress increased the incidence of
multipolar cell divisions in 7 out of 8 independent experiments
(Fig. 6a, b). We conclude that mild replication stress sensitizes
cells to the effect of taxol by favouring multipolar cell divisions, a
process known to lead to cell death in cancer tissues.

Discussion
Here we show that mild replication stress in non-cancerous cells
provokes spindle architecture defects that are classically asso-
ciated with chromosome gain/loss in cancer cells. Replication
stress causes mis-segregation of entire or near-entire chromo-
somes via premature centriole disengagement and transient
multipolar spindles. This disengagement depends on ATR, Cdk1

and Plk1 activity in G2, consistent with the idea that mild
replication stress might deregulate the pathways controlling
mitotic entry, resulting in an asynchrony between the DNA and
the centrosome cycle. In addition, in a non-cancerous back-
ground mild replication stress may lead to higher microtubule
stability, a condition that we find to favour premature centriole
disengagement by itself. Replication-stress dependent premature
centriole disengagement could be also observed in several CIN+
colorectal and breast cancer cell lines, implying that this
mechanism may contribute to numerical aneuploidy in cancer
tissues. Pre-cancerous lesions and cancer cells are frequently
chromosomally instable, and chromosome gain or loss during
mitosis is an important component of CIN, that results in
numerical aneuploidy. Merotely due to spindle architecture
defects or deregulated microtubule stability is the main mitotic
dysfunction contributing to chromosome mis-segregation5. The
different sources of these phenotypes, are however unclear: while
multipolar spindles due to supernumerary centrosomes can be
observed in some cancer tissues53, their frequency is insufficient
to explain the prevalence of numerical CIN observed in many
different tumours and precancerous lesions54; mutations or
deletions of mitotic genes that would explain the microtubule
stability deregulation (e.g. microtubule depolymerases) are rare,
most likely because these genes are essential at the cellular level18.
Here, we show in non-cancer and cancer cells that mild repli-
cation stress may be one of the unknown causes underlying
multipolar spindles (Fig. 6c). Transient multipolarity due to
centrosome overduplication has long been shown to induce lag-
ging chromosomes in anaphase13,14. Here we show that in
RPE1 cells mild replication stress led to premature centriole
disengagement in 20–25% of the cells (we suspect that the lower
spatial resolution explains the lower rate seen in live cell imaging),
and we found that transient multipolar spindles resulting from
premature centriole disengagement lead to lagging DNA in 1/5 of
the cases. This indicates that replication stress-induced premature
centriole disengagement can lead to a chromosome mis-
segregation rate that is comparable to the one seen in cancer
cells (in the order of 5%), instead of the 0.5% found in
RPE1 cells40,55. Moreover, it suggests that many more cancer cells
might form transient multipolar spindles than just the subset of
cells with extra centrosomes53,56, and that drugs targeting spindle
pole clustering might have a broader range of applications as
originally anticipated. In addition our data indicate that mild
replication stress also led to microtubule stabilization in a non-
cancerous background. We find that this increased microtubule
stability itself contributes to premature centriole disengagement,
but it is likely to lead to segregation errors on its own by

Fig. 3 Replication stress leads to transient spindle multipolarity. a Representatives time-lapse images of RPE1 H2B-mCherry/EB3-GFP cells after indicated
treatments showing a normal (top) or transient multipolar spindle (white arrow) followed by a lagging chromosome in anaphase (yellow arrow); NEBD is
set as t= 0; All scale bars in Figure= 10 μm. b Mean percentage of transient multipolar spindles quantified from time-lapse images as shown in (a); N= 3
for Aph and 6 for NT examining NT= 551, 200 nM Aph= 423 and 400 nM Aph= 195 anaphases; p= 0.009 in one-way Anova (NT vs. 400 nM Aph; p=
0.005). c Number of NT or Aphidicolin-treated RPE1 H2B-mCherry/EB3-GFP cells with or without lagging DNA depending on whether they have formed a
multipolar spindle or not; same N as in b (indicated p-values were calculated with Fischer’s test). dMean percentages of multipolar mitoses with or without
centriole disengagement in RPE1 Centrin1-GFP cells; N= 3; n= 46–190; p= 0.03 in two-way Anova (Multipolar with disengagement: NT vs. 400 nM Aph
p= 0.0003). e Representative images of prometaphase RPE1 centrin1-GFP (green) cells stained with γ-tubulin (pericentriolar material marker; red) and
DAPI. Represented is a non-treated cell with engaged centrioles (top) and an Aphidicolin-treated cell with disengaged centrioles (bottom). f Cumulative
frequency plot of the time between nuclear envelope breakdown (t= 0) and anaphase onset in RPE1 H2B-mCherry/EB3-GFP cells after indicated
treatments; same N and number of cells as in (b). g Mean percentages of multipolar mitoses with or without premature centriole disengagement in
MCF10A cells; N= 4 examining NT= 189 and Aph= 161 mitoses; p < 0.0001 in two-way Anova (multipolarity with disengagement p < 0.0001,
multipolarity without disengagement p= 0.0201). h Representative images of prometaphase MCF10A cells stained with antibodies against γ-tubulin (red),
centrin (centriole marker; green) and DAPI. Shown is a non-treated cell with engaged centrioles (left), and Aphidicolin-treated cells with disengaged
centrioles (middle) or centriole overduplication (right). i Mean percentage of RPE1 centrin1-GFP cells with dis-engaged centrioles; N= 3 examining Aph=
168 and Aph/Noc= 118 mitoses; p= 0.03 in unpaired t-test. Error bars indicate sem
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preventing correction of merotely, as seen for Kif2a/MCAK
depletion41. Thus our results demonstrate how interphase stress
can change mitotic parameters, illustrating how numerical CIN
and structural CIN are in a complex relationship. Moreover, it
provides a mechanism for the recent studies reporting that
replication stress increases the incidence of whole lagging
chromosomes24,57,58.

Our findings are relevant in terms of cancer evolution since
pre-cancerous lesions often show signs of DNA damage and

replication stress59. Here we show that mild replication stress is
sufficient to induce mis-segregation of entire or near-entire
chromosomes in a non-cancerous background. We speculate that
mild replication stress, which only leads to a transient G2 delay,
might switch cell fate towards survival and genomic instability
through such chromosome gain/loss. Since p53 dependent cell
cycle checkpoints are not always activated by loss of single
chromosomes60, numerical aneuploidies could spread in a pre-
cancerous population and/or release of DNA from micronuclei
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pulse at t= 0 after indicated treatments; scale bars= 10 μm. f Quantification of the spindle signal as in Fig. 2d; N= 20 for Aph and 23 cells for Aph/Cdk1i;
*p < 0.05; **p < 0.01; ***p < 0.001 in a repeated measurement Anova test. g Quantification of the spindle signal as in Fig. 2d; N= 31 for Cdk1i and 34 for NT.
hMean percentage of RPE cells containing CENP-A-negative and positive micronuclei. N= 3 examining Aph= 2421 and Aph/Cdk1i= 1793 interphase cells
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could induce chronic inflammation9. Our data in CIN+ cancer
cells suggests that replication stress can continue to drive chro-
mosome mis-segregation in cancer cells via premature centriole
disengagement. In contrast, microtubule stability did not appear
to depend on replication stress in cancer cells, which could sug-
gest that other mechanisms setting microtubule stability might
become more prominent over time. Moreover, cancer cells tend
to accumulate extra centrosomes over time56, which may explain
why pre-mature centriole disengagement has so far not been
noticed in cancer cells.

Key future point of investigation will be to dissect the exact
molecular mechanisms by which replication stress causes pre-
mature centriole disengagement. Our data indicate that micro-
tubule stabilization can contribute to premature centriole
disengagement, but that it is neither sufficient nor absolutely
required. We conclude that replication stress must in addition
affect the centrosome itself. This is consistent with previous
studies, showing that inducible deletion of key DNA replication
regulators can lead to centriole disengagement61. However, while
previous studies speculated that centriole disengagement might
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result from long mitotic delays, our data suggest an earlier
deregulation already in G2. Indeed, although, by immuno-
fluorescence we do not see direct evidence for premature centriole
disengagement in G2, the fact that centrioles split as soon as
spindle microtubules pull on them in early prometaphase, and the
fact that a pulse of Cdk1 inhibition in G2 can suppress the
phenotype, indicates that mild replication stress must affect
centrosomes in G2. Consistent, with this hypothesis, premature
centriole disengagement depends on the ATR pathway, which can
be activated by mild replication stress in G2. We envisage two
non-exclusive possibilities. First, replication stress might partially
disrupt the integrity of the peri-centriolar material (PCM), as
reported for ionization radiation62, facilitating premature disen-
gagement as spindle microtubules pull on centrosomes after
nuclear envelope breakdown. Consistent with this hypothesis,
weakening PCM integrity can induce premature disengage-
ment63. Alternatively, the prolonged G2 phase could lead to an
excessive exposure to kinases that drive the centrosome cycle,
priming mother centrioles for a new centriole duplication cycle
by changing centrosome architecture64, and thus disrupt the

synchronicity of the DNA and centrosome cycle. This might
facilitate premature recruitment of PCM onto daughter cen-
trioles, a step that normally takes place late in mitosis. It would
allow all four centrioles to contact spindle microtubules too early,
resulting in spindle pole fragmentation. This second hypothesis is
supported by the fact that premature centriole disengagement
depends on Cdk1 and its downstream target Plk149, which itself
drives normal centriole disengagement during telophase50. It is
also consistent with data in Drosophila spermatocytes, showing
that Myt1 inhibition of Cdk1 in G2 prevents premature centriole
disengagement65. Finally, it is consistent with our observation
that disengaged centrioles always contain γ-tubulin from where
microtubules emanate (Fig. 3).

Another point of future investigation will be to understand
how replication stress might affect spindle microtubules in non-
cancerous cells. Mitotic DNA damage can increase kinetochore
microtubule stability via the mitotic kinases Plk1 and Aurora-A55.
Since replication stress can lead to chromosome breakage in
mitosis due to the endonucleolytic cleavage of under-replicated
DNA66, a similar signalling cascade could be involved.
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Nevertheless, the fact that a transient inhibition of Cdk1 in
G2 suppresses the higher microtubule stability rather indicates an
origin in G2. Cdk1 has been previously shown to destabilize
spindle microtubules in metaphase48, whereas here we find that
Cdk1 activity in G2 is required for increased microtubule stabi-
lity, implying that Cdk1 activity might have differentiated effects
on microtubule stability, depending on the cell cycle phase.

A final key aspect of our results is that replication stress sen-
sitizes RPE1 cells to clinically relevant doses of taxol35, by
favouring multipolar cell divisions. This is remarkable, since taxol
on its own leads to acentriolar extra spindle poles35,42, indicating
that different pathways leading to multipolar spindles can act in
an additive manner. Whether these effects are due to the ability of
mild replication stress to stabilize spindle microtubule or to
induce premature centriole disengagement, remains however to
be seen. Our data also provides a mechanistic explanation for the
observation that mammary tumours treated with p38 inhibitors,
which can lead to DNA stress, are more prone to respond to
taxol67. This proof-of-principle experiment raise the possibility
that replication stress might become a general biomarker for
drugs targeting centrosome clustering.

Methods
Cell culture and, drug treatments. HCT116, DLD1, HT29 and H747 cells (all
kind gift of C. Swanton), as well as hTert-RPE1, hTert-RPE1 Centrin1-GFP (kind
gift of A. Khodjakov) and hTert-RPE1 EB3-GFP/H2B-RFP (kind gift of W. Krek)
cells were cultured at 37 °C in a 5% CO2 atmosphere in DMEM (Gibco) supple-
mented with 10% FCS (Labforce) and 1% penicillin/streptomycin mix (Gibco).
Cal51 (kind gift of J. Curran), HCC70 (ATCC) and HCC1187 (ATCC) were cul-
tured at 37 °C in a 5% CO2 atmosphere in RPMI medium (Gibco). MCF10A (kind
gift of J. Curran) were cultured at 37 °C in a 5% CO2 atmosphere in RPMI-F12
medium (Sigma) supplemented with 10% FCS (Labforce), 1% penicillin/strepto-
mycin mix (Gibco), 10 ng/ml EGF (sigma), 1 uM Dexamethasone (sigma) and 5ug/
ml Insulin (sigma). All cell lines were genotyped using Short Tandem Repeats
Profiling (Microsynth) and were tested for mycoplasma infection by PCR. Cells
were treated with 200 nM, 400 nM (for RPE1) or 1 µM Aphidicolin (for MCF10A;
for 16 h), 1 mM Hydroxyurea (for 3 h), 10 ng/ml Nocodazole (for 16 h), 9 µM
RO3306, 5 nM or 10 nM Plk1 inhibitor (BI2536; Sigma), 800 nM ATR inhibitor
(ETP-46464; Selleckchem) or 6 nM Taxol (added 3 h before the beginning of the
movie, all Sigma Aldrich). For nucleoside rescue experiments in HT29, HCC70 and
HCC1187 cells, a mix of deoxycytidine, deoxyadenosine, thymidine and deox-
yguanosine (20 µM each, Sigma Aldrich) was applied for 48 h.

RNA interference. siRNA transfections were performed using lipofectamine
RNAimax (Invitrogen) at a final concentration of 20 nM for each siRNA according to
the manufacturer’s instructions. The medium was replaced 24 h after the transfection
and the microtubule decay assay was performed 48 h after the transfection. All applied
siRNAs are based on sequences that have been previously validated: siControl
(Qiagen, GGACCTGGAGGTCTGCTGT), siKif2a (Ambion, GTTGTTTACTTT
CCACGAA), siMCAK (Dharmacon, GATCCAACGCAGTAATGGT)68.

Live cell imaging and analysis. For live cell imaging experiments cells were
imaged at 37 °C in Ibidi chambers (IBIDI) in L15 Leibovitz’s medium supple-
mented with 10% FCS. To monitor cell division upon diverse treatments, cells
were recorded every 3 min for 12 h using a 40x NA 1.3 oil objective on a Nikon
Ti microscope equipped with a DAPI/FITC/Rhod/CY5 (Chroma, USA) filter set,
Orca Flash 4.0 CMOS camera (Hamamatsu, Japan) and the NIS software. Z-
stacks were imaged with z-slices separated by 2 µm, with 100 ms exposure per z-
slice at wavelengths of 488 (525) and 561 nm (615 nm) excitation (emission).
The time-lapse movies were analysed manually with NIS Elements software for
mitotic timing, multipolarity, the presence of lagging chromosomes, or DNA
bridges.

Microtubule depolymerization assay. To assess the stability of spindle micro-
tubules in live conditions, cells were seeded in Ibidi chambers with L15 Leibovitz’s
+ 10% FCS and incubated for 3 h with 25 nM SiR-Tubulin (Spirochrome) to label
microtubules at steady-state concentrations. In case of cell lines overexpressing
multidrug resistance pumps (HT29), cells were additionally treated with 10 µM
Verapamil (Spirochrome). 30 min prior recording, cells were additionally treated
with either 5 μM (for HT29, HCC70 and HCC1187) or 10 µM (for RPE1 and
MCF10A cells) of MG132 (Sigma-Aldrich) to prevent mitotic exit. The Ibidi
chambers were mounted on an Olympus DeltaVision microscope (GE Healthcare)
equipped with a 60x NA 1.4 oil objective, a Cy5 filter set (Chroma Technology
Corp) and a Coolsnap HQ2 CCD camera (Roper Scientific, USA) and maintained

at 37 °C. Mitotic cells were selected based on phase contrast microscopy, and
spindle microtubule depolymerisation induced with a spike of 200 (RPE1 and
MCF10A), 500 ng/ml (HT29), 400 ng/ml (HCC70) or 600 ng/ml (HCC1187)
Nocodazole. Images were taken every minute for 15 min in the Cy5 channel to
track microtubule depolymerization. The decay of fluorescence was measured using
an automated home-made Matlab 2016a code (MathWorks Natick MA USA) that
will be available under Github. Briefly, 4D images (xyzt) were first deconvolved
using Softwork (GE Healthcare). For every single cell, segmentation relying on
Otsu’s method was done on a maximum intensity projection along the z-axis for all
the time points using a custom-made framework developed with Matlab 2016a.
The 4D images were summed along the z-axis generating a total value of the pixels
assigned to the cell of interest. This allowed plotting the fluorescence intensity
signal over time. Statistical analysis of obtained plots was done using repeated
measures analysis of variance with Greenhouse-Geisser correction of the sphericity
followed by a post-hoc multiple comparison by time.

FACS analysis. To assess the ability of Aphidicolin-treated cells to enter mitosis,
cells were treated for 16 h with 0, 200 or 400 nM Aphidicolin and treated with
1000 nM nocodazole 3 h prior fixation (to trap cells in mitosis). Cells were pelleted,
washed with PBS, fixed with 70% ice-cold ethanol, and stored at −20 oC for at least
4 h. After a wash with PBT- buffer (0.1 g BSA and 5 µl Tween in 10 ml PBS),
batches of 106 cells were incubated for 20 min at RT with the mitotic marker Rat
anti-Histone H3 tagged with AlexaFluor 647 (1/20, 558217, BD Bioscience). Cells
were next washed with PBT buffer and stained with Propidium iodide /RNase
staining buffer (550825, BD Bioscience). Labelled cells were detected with a Accuri
C6 (BD) machine and analysed by FlowJo software (Tree Star).

Metaphase spreads. RPE cells were cultured for 16 h with 200 or 400 nM
Aphidicolin and 1000 nM nocodazole 3 h prior collection. Cells were swollen in
hypotonic solution (75 mM KCl and 15% FCS) for 10 min at 37 °C before
fixation with an acetic acid solution (25% acetic acid, 75% ethanol). Fixed cells
were spread onto glass cover slides and stained with Giemsa solution (32884,
Sigma Aldrich).

Immunofluorescence. Cells were fixed 10 min in methanol at −20oC, washed with
PBS and blocked at RT in blocking solution (3% BSA in PBS), followed by staining
with rabbit anti α-tubulin (1/500, ab1851, Abcam), rabbit anti γ-tubulin (1/2000;
this study), mouse anti-CENP-F (1/1000, ab90, Abcam), mouse anti centrin (1/
1000, 04–1624, Merck), γH2AX (1/2500, 05–636, Cell Signaling), 53BP1 (1/250,
4937, Cell Signaling), and CenpA antibodies (1/1000, ab13939, Abcam) in blocking
solution. Cross-absorbed secondary anti-mouse and anti-rabbit antibodies (Invi-
trogen) were used. 3D image stacks of mitotic cells were acquired in 0.2 um steps
using a 60x oil-immersion NA 1.4 objective on an Olympus DeltaVision micro-
scope (GE Healthcare) equipped with a DAPI/FITC/Rhod/CY5 filter set (Chroma
Technology Corp) and a CoolSNAP HQ camera (Roper-Scientific). The three-
dimensional image stacks were deconvolved with SoftWorx (GE Healthcare).
Image were cropped and processed with Fiji software. For the cold-stable assay cells
were either treated with 400 nM Aphidicolin for 16 h or left untreated. Next, cells
were treated with ice-cold medium for 12 min, washed once with Cytoskeleton
buffer (10 mM MES, 150 mM NaCl, 5 mM EGTA, 5 mM Mgcl2, 5 mM Glucose,
adjust pH at 6.1), fixed using a solution containing 0.1% glutaraldehyde, 8% for-
maldehyde and 0.1% Triton in Cytoskeleton buffer and stained for α-tubulin
(1:1000, Sigma). To assess microtubule stability, the 3D images acquired were
observed in 3D using Imaris software and cells were categorized into three different
classes according to the abundance of kinetochore fibres. Single centrioles were
considered disengaged when Centrin-GFP co-localized with y-tubulin and the
single centrioles were distant of more than 2 μm from each other.

Antibody production. Antibodies against γ-tubulin were raised by coupling the
synthetic peptide CAATRPDYISWGTQEQ, corresponding to Cysteine plus the 15
C-terminal amino acids of human γ-tubulin, to keyhole limpet haemocyanin and
injecting the coupling product in rabbits using a standard injection protocol
(NeoMPS SA, France). Antibody sera were screened by immunofluorescence, and
shown to recognize the typical γ-tubulin crescent at spindle poles, consistent with a
previous study, which used exactly the same antigen.

Statistical analysis. Statistical analyses were performed using Prism 7.0 (Graph-
Pad). All results were based on at least 3 independent experiments. Mean of
averages are represented with s.e.m. errors bars and were evaluated with parametric
tests (two-tailed t-test, One-way and Two-way Anova), categories based on clas-
sifications were evaluated with a Fischer’s test. Differences were considered sta-
tistically significant when the P-value was < 0.05.

Reporting summary. Further information on research design is available in
the Nature Research Reporting Summary linked to this article.

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-019-11584-0

12 NATURE COMMUNICATIONS |         (2019) 10:3585 | https://doi.org/10.1038/s41467-019-11584-0 | www.nature.com/naturecommunications

www.nature.com/naturecommunications


Data availability
The primary and secondary data generated in the course of this project are available
upon request. Due to their large size, they can only be sent on external hard disks. The
source data underlying Figs. 1a, 1c, 1f, 1j, 2b, 2d, 2f, 2h, 2i 6d, 3b, 2, 3f, 3g, 3i, 4a-d, 4f-I,
5b-f and 6b and Supplementary Figs 1a and 2b are provided as a Source Data file.

Received: 3 September 2018 Accepted: 23 July 2019

References
1. McGranahan, N., Burrell, R. A., Endesfelder, D., Novelli, M. R. & Swanton, C.

Cancer chromosomal instability: therapeutic and diagnostic challenges. EMBO
Rep. 13, 528–538 (2012).

2. Shih, I. M. et al. Evidence that genetic instability occurs at an early stage of
colorectal tumorigenesis. Cancer Res. 61, 818–822 (2001).

3. Mankouri, H. W., Huttner, D. & Hickson, I. D. Review How unfinished
business from S-phase affects mitosis and beyond. EMBO J. 32, 2661–2671
(2013).

4. Bakhoum, S. F. et al. The mitotic origin of chromosomal instability. CURBIO
24, R148–R149 (2014).

5. Gregan, J., Polakova, S., Zhang, L., Tolić-Nørrelykke, I. M. & Cimini, D.
Merotelic kinetochore attachment: causes and effects. Trends Cell Biol. 21,
374–381 (2011).

6. Cimini, D. et al. Merotelic kinetochore orientation is a major mechanism of
aneuploidy in mitotic mammalian tissue cells. J. Cell Biol. 153, 517–527
(2001).

7. Cimini, D., Cameron, L. A. & Salmon, E. D. Anaphase spindle mechanics
prevent mis-segregation of merotelically oriented chromosomes. CURBIO 14,
2149–2155 (2004).

8. Zhang, C.-Z. et al. Chromothripsis from DNA damage in micronuclei. Nature
522, 179–184 (2015).

9. Bakhoum, S. F. et al. Chromosomal instability drives metastasis through a
cytosolic DNA response. Nature 553, 467–472 (2018).

10. O’Connell, C. B. et al. The spindle assembly checkpoint is satisfied in the
absence of interkinetochore tension during mitosis with unreplicated
genomes. J. Cell Biol. 183, 29–36 (2008).

11. Manning, A. L., Longworth, M. S. & Dyson, N. J. Loss of pRB causes
centromere dysfunction and chromosomal instability. Genes Dev. 24,
1364–1376 (2010).

12. Meraldi, P. Centrosomes in spindle organization and chromosome
segregation: a mechanistic view. Chromosome Res. 24, 19–34 (2016).

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

14. Silkworth, W. T., Nardi, I. K., Scholl, L. M. & Cimini, D. Multipolar spindle
pole coalescence is a major source of kinetochore mis-attachment and
chromosome mis-segregation in cancer cells. PLoS ONE 4, e6564 (2009).

15. Lampson, M. A. & Grishchuk, E. L. Mechanisms to avoid and correct
erroneous kinetochore-microtubule attachments. Biology (Basel). 6, pii: E1
(2017).

16. Bakhoum, S. F., Thompson, S. L., Manning, A. L. & Compton, D. A. Genome
stability is ensured by temporal control of kinetochore–microtubule dynamics.
Nat. Cell Biol. 11, 27–35 (2008).

17. Bakhoum, S. F., Genovese, G. & Compton, D. A. Deviant kinetochore
microtubule dynamics underlie chromosomal instability. Curr. Biol. 19,
1937–1942 (2009).

18. Pfau, S. J. & Amon, A. Chromosomal instability and aneuploidy in cancer:
from yeast to man. EMBO Rep. 13, 515–527 (2012).

19. Burrell, R. A. et al. Replication stress links structural and numerical cancer
chromosomal instability. Nature 494, 492–496 (2013).

20. Magdalou, I., Lopez, B. S., Pasero, P. & Lambert, S. A. E. The causes of
replication stress and their consequences on genome stability and cell fate.
Semin. Cell Dev. Biol. 30, 154–164 (2014).

21. Halazonetis, T. D., Gorgoulis, V. G. & Bartek, J. An oncogene-induced DNA
damage model for cancer development. Science 319, 1352–1355 (2008).

22. Wilhelm, T. et al. Slow replication fork velocity of homologous
recombination-defective cells results from endogenous oxidative stress. PLoS
Genet 12, e1006007 (2016).

23. Passerini, V. et al. The presence of extra chromosomes leads to genomic
instability. Nat. Commun. 7, 10754 (2016).

24. Wangsa, D. et al. Near-tetraploid cancer cells show chromosome instability
triggered by replication stress and exhibit enhanced invasiveness. FASEB J. 32,
3502–3517 (2018).

25. Barlow, J. H. et al. Identification of early replicating fragile sites that contribute
to genome instability. Cell 152, 620–632 (2013).

26. Macheret, M. & Halazonetis, T. D. Intragenic origins due to short G1 phases
underlie oncogene-induced DNA replication stress. Nature 555, 112–116
(2018).

27. Sotiriou, S. K. et al. Mammalian RAD52 Functions in Break-Induced
Replication Repair of Collapsed DNA Replication Forks. Mol. Cell 64,
1127–1134 (2016).

28. Minocherhomji, S. et al. Replication stress activates DNA repair synthesis in
mitosis. Nature 528, 286–290 (2015).

29. Meraldi, P., Lukas, J., Fry, A. M., Bartek, J. & Nigg, E. A. Centrosome
duplication in mammalian somatic cells requires E2F and Cdk2-cyclin A. Nat.
Cell Biol. 1, 88–93 (1999).

30. Douthwright, S. & Sluder, G. Link Between DNA damage and centriole
disengagement/reduplication in untransformed human cells. J. Cell. Physiol.
229, 1427–1436 (2014).

31. Harrigan, J. A. et al. Replication stress induces 53BP1-containing OPT
domains in G1 cells. J. Cell Biol. 193, 97–108 (2011).

32. Koundrioukoff, S. et al. Stepwise activation of the ATR signaling pathway
upon increasing replication stress impacts fragile site integrity. PLoS Genet 9,
e1003643–e1003649 (2013).

33. Naim, V. & Rosselli, F. The FANC pathway and BLM collaborate during
mitosis to prevent micro-nucleation and chromosome abnormalities. Nat. Cell
Biol. 11, 761–768 (2009).

34. Wilhelm, T. et al. Spontaneous slow replication fork progression elicits mitosis
alterations in homologous recombination-deficient mammalian cells. Proc.
Natl Acad. Sci. USA 111, 763–768 (2014).

35. Zasadil, L. M. et al. Cytotoxicity of paclitaxel in breast cancer is due to
chromosome missegregation on multipolar spindles. Sci. Transl. Med 6,
229ra43–229ra43 (2014).

36. Lampson, M. A., Renduchitala, K., Khodjakov, A. & Kapoor, T. M. Correcting
improper chromosome-spindle attachments during cell division. Nat. Cell
Biol. 6, 232–237 (2004).

37. Zhang, N. et al. Overexpression of Separase induces aneuploidy and
mammary tumorigenesis. Proc. Natl Acad. Sci. USA 105, 13033–13038 (2008).

38. Mchedlishvili, N. et al. Kinetochores accelerate centrosome separation to
ensure faithful chromosome segregation. J. Cell Sci. 125, 906–918 (2012).

39. Silkworth, W. T., Nardi, I. K., Paul, R., Mogilner, A. & Cimini, D. Timing of
centrosome separation is important for accurate chromosome segregation.
Mol. Biol. Cell 23, 401–411 (2012).

40. Kaseda, K., McAinsh, A. D. & Cross, R. A. Dual pathway spindle assembly
increases both the speed and the fidelity of mitosis. Biol. Open 1, 12–18 (2012).

41. Ganem, N. J., Upton, K. & Compton, D. A. Efficient mitosis in human cells
lacking poleward microtubule flux. CURBIO 15, 1827–1832 (2005).

42. Hornick, J. E. et al. Live-cell analysis of mitotic spindle formation in taxol-
treated cells. Cell Motil. Cytoskelet. 65, 595–613 (2008).

43. Maiato, H. & Logarinho, E. Mitotic spindle multipolarity without centrosome
amplification. Nat. Cell Biol. 16, 386–394 (2014).

44. Karki, M., Keyhaninejad, N. & Shuster, C. B. Precocious centriole
disengagement and centrosome fragmentation induced by mitotic delay. Nat.
Commun. 8, 15803 (2017).

45. Kabeche, L., Nguyen, H. D., Buisson, R. & Zou, L. A mitosis-specific and R
loop–driven ATR pathway promotes faithful chromosome segregation. Science
359, 108–114 (2018).

46. Vassilev, L. T. Cell cycle synchronization at the G 2/M phase border by
reversible inhibition of CDK1. Cell Cycle 5, 2555–2556 (2006).

47. Krämer, A. et al. Centrosome-associated Chk1 prevents premature activation
of cyclin-B-Cdk1 kinase. Nat. Cell Biol. 6, 884–891 (2004).

48. Kabeche, L. & Compton, D. A. Cyclin a regulates kinetochore microtubules to
promote faithful chromosome segregation. Nature 502, 110–113 (2013).

49. Thomas, Y. et al. Cdk1 Phosphorylates SPAT-1/Bora to promote Plk1
activation in C. elegans and human cells. CellReports 15, 510–518 (2016).

50. Tsou, M.-F. B. et al. Polo kinase and separase regulate the mitotic licensing of
centriole duplication in human cells. Dev. Cell 17, 344–354 (2009).

51. Gheghiani, L., Loew, D., Lombard, B., Mansfeld, J. & Gavet, O. PLK1
activation in late G2 sets up commitment to mitosis. CellReports 19,
2060–2073 (2017).

52. Gascoigne, K. E. & Taylor, S. S. Cancer cells display profound intra- and
interline variation following prolonged exposure to antimitotic drugs. Cancer
Cell 14, 111–122 (2008).

53. Marteil, G. et al. Over-elongation of centrioles in cancer promotes centriole
amplification and chromosome missegregation. Nat. Commun. 9, 1258 (2018).

54. Grade, M., Difilippantonio, M. J. & Camps, J. Patterns of chromosomal
aberrations in solid tumors. Recent Results Cancer Res. 200, 115–142 (2015).

55. Bakhoum, S. F., Kabeche, L., Murnane, J. P., Zaki, B. I. & Compton, D. A.
DNA-damage response during mitosis induces whole-chromosome
missegregation. Cancer Disco. 4, 1281–1289 (2014).

56. Lopes, C. A. M. et al. Centrosome amplification arises before neoplasia
and increases upon p53 loss in tumorigenesis. J. Cell Biol. 217, 2353–2363
(2018).

NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-019-11584-0 ARTICLE

NATURE COMMUNICATIONS |         (2019) 10:3585 | https://doi.org/10.1038/s41467-019-11584-0 | www.nature.com/naturecommunications 13

www.nature.com/naturecommunications
www.nature.com/naturecommunications


57. Kawabata, T. et al. Stalled fork rescue via dormant replication origins in
unchallenged S phase promotes proper chromosome segregation and tumor
suppression. Mol. Cell 41, 543–553 (2011).

58. Teixeira, L. K. et al. Cyclin E deregulation promotes loss of specific genomic
regions. CURBIO 25, 1327–1333 (2015).

59. Gorgoulis, V. G. et al. Activation of the DNA damage checkpoint and genomic
instability in human precancerous lesions. Nature 434, 907–913 (2005).

60. Soto, M. et al. p53 Prohibits propagation of chromosome segregation errors
that produce structural aneuploidies. CellReports 19, 2423–2431 (2017).

61. McKinley, K. L. & Cheeseman, I. M. Large-scale analysis of CRISPR/Cas9 cell-
cycle knockouts reveals the diversity of p53-dependent responses to cell-cycle
defects. Dev. Cell 40, 405–420.e2 (2017).

62. Antonczak, A. K. et al. Opposing effects of pericentrin and microcephalin on
the pericentriolar material regulate CHK1 activation in the DNA damage
response. Oncogene 35, 2003–2010 (2016).

63. Logarinho, E. et al. CLASPs prevent irreversible multipolarity by ensuring
spindle-pole resistance to traction forces during chromosome alignment. Nat.
Cell Biol. 14, 295–303 (2012).

64. Shukla, A., Kong, D., Sharma, M., Magidson, V. & Loncarek, J. Plk1 relieves
centriole block to reduplication by promoting daughter centriole maturation.
Nat. Commun. 6, 1–13 (2015).

65. Varadarajan, R. et al. Myt1 inhibition of cyclin A/Cdk1 is essential for fusome
integrity and premeiotic centriole engagement in Drosophila spermatocytes.
Mol. Biol. Cell 27, 2051–2063 (2016).

66. Naim, V., Wilhelm, T., Debatisse, M. & Rosselli, F. ERCC1 and MUS81-EME1
promote sister chromatid separation by processing late replication
intermediates at common fragile sites during mitosis. Nat. Cell Biol. 15,
1008–1015 (2013).

67. Cánovas, B. et al. Targeting p38α increases DNA damage, chromosome
instability, and the anti-tumoral response to taxanes in breast cancer cells.
Cancer Cell 33, 1094–1110.e8 (2018).

68. Tan, C. H. et al. The equatorial position of the metaphase plate ensures
symmetric cell divisions. Elife 4, e05124 (2015).

Acknowledgements
Authors are grateful to C. Swanton (Francis Crick Institute, London, UK), A. Khodjakov
(Wadsworth Center Albany, New York, USA), W. Krek (ETH Zurich, Switzerland) and J.
Curran (University of Geneva, Switzerland) for cell lines, D. Dudka and N. Liaudet (both
University of Geneva, Switzerland) for advice on the microtubule depolymerisation assay,
members of the Meraldi and Gotta laboratory for helpful discussions, and S. McClelland,
I. Labidi-Galy, V. Naim, D. Dudka and L. Cirillo for the critical reading of the manu-
script. Work in the Meraldi laboratory was supported by the Swiss National Science
Foundation (SNF) project grants (No 31003A_160006 and 31003A_179413), the Swiss

Cancer Research Foundation (grant KFS 3978–08–2016) and the University of Geneva.
Therese Wilhelm was supported by a subsidy of the Ernest-Boninchi foundation and a
Marie-Heim Vögtlein fellowship of the SNF.

Author contributions
The project was initiated by T.W. and P.M. and directed by P.M. T.W. and A.M.O.
carried out all the experiments. D.H. and F.S. contributed equally to this study: D.H.
carried out immunofluorescence experiments for centriole disengagement and F.S.
characterized the cancer cell lines; H.V. wrote the code for the microtubule depoly-
merisation assay; and A.E. produced the γ-tubulin antibody. T.W., A.M.O. and P.M.
interpreted the data and wrote the manuscript with input of the other authors.

Additional information
Supplementary Information accompanies this paper at https://doi.org/10.1038/s41467-
019-11584-0.

Competing interests: The authors declare no competing interests.

Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/

Peer review information: Nature Communication would like to thank the anonymous
reviewers for their contribution to the peer review of this work. Peer review reports are
available.

Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2019

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-019-11584-0

14 NATURE COMMUNICATIONS |         (2019) 10:3585 | https://doi.org/10.1038/s41467-019-11584-0 | www.nature.com/naturecommunications

https://doi.org/10.1038/s41467-019-11584-0
https://doi.org/10.1038/s41467-019-11584-0
http://npg.nature.com/reprintsandpermissions/
http://npg.nature.com/reprintsandpermissions/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/naturecommunications

	Mild replication stress causes chromosome mis-�segregation via premature centriole disengagement
	Results
	Replication stress induces whole chromosome mis-segregation
	Mild replication stress stabilizes microtubules
	Replication stress causes premature centriole disengagement
	Mild replication stress acts via Cdk1, Plk1 and ATR in G2
	Centriole disengagement is present in CIN+ cancer cells
	Cells with replication stress are more sensitive to taxol

	Discussion
	Methods
	Cell culture and, drug treatments
	RNA interference
	Live cell imaging and analysis
	Microtubule depolymerization assay
	FACS analysis
	Metaphase spreads
	Immunofluorescence
	Antibody production
	Statistical analysis
	Reporting summary

	References
	References
	Acknowledgements
	Author contributions
	Competing interests




