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Dicer prevents genome instability in response to replication stress
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ABSTRACT
Dicer, an endoribonuclease best-known for its role in microRNA biogenesis and
RNA interference pathway, has been shown to play a role in the DNA damage response
and repair of double-stranded DNA breaks (DSBs) in mammalian cells. However, it
remains unknown whether Dicer is also important to preserve genome integrity upon
replication stress. To address this question, we focused our study on common fragile
sites (CFSs), which are susceptible to breakage after replication stress. We show that
inhibition of the Dicer pathway leads to an increase in CFS expression upon induction
of replication stress and to an accumulation of 53BP1 nuclear bodies, indicating
transmission of replication-associated damage. We also show that in absence of a
functional Dicer or Drosha, the assembly into nuclear foci of the Fanconi anemia (FA)
protein FANCD2 and of the replication and checkpoint factor TopBP1 in response to
replication stress is impaired, and the activation of the S-phase checkpoint is defective.
Based on these results, we propose that Dicer pre-vents genomic instability after
replication stress, by allowing the proper recruitment to stalled forks of proteins
that are necessary to maintain replication fork stability and activate the S-phase
checkpoint, thus limiting cells from proceeding into mitosis with under-replicated DNA.

INTRODUCTION

sensitive to RS and tend to form gaps or breaks on mitotic
chromosomes after replication stress. CFSs are present in
all individuals, lie in late-replicating regions and represent
a significant source of genetic instability in cancer cells
[1, 2]. The late replication and origin paucity of CFSs
increase the risk of remaining incompletely replicated
at the time of mitosis upon replication stress, when cells
are unable of rescuing replication fork stalling/slowing
and transcription-replication conflicts [1, 3–6]. When
replication is challenged, the S-phase checkpoint is
activated to protect stalled replication forks from collapsing

DNA replication is a fundamental cellular process
that needs to be tightly regulated to maintain the genetic
information through generations. Any challenge to this
process slowing down or stalling the replication fork
constitutes a Replication Stress (RS) that can have severe
implications for genome stability, cell survival and even
human diseases. Indeed, RS is considered a major driver
of tumor initiation and progression. Some genomic
regions, like Common fragile sites (CFSs), are particularly
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and to delay cell cycle progression, preventing cells from
entry into mitosis in presence of under-replicated or
damaged DNA [7–10]. The activation of this checkpoint
requires the relocalization into nuclear foci and the stepwise
activation of proteins of the ATR-Chk1 and the Fanconi
Anemia (FA) pathways [11], including Topoisomerase
II Binding Protein 1 (TopBP1) and FANCD2 [12–15].
TopBP1 recruitment to sites of stalled replication forks
or DNA damage is a crucial step for activating the ATR
kinase and for its subsequent Chk1 phosphorylation [16].
FANCD2 is the key activated target of the FA pathway,
deficient in Fanconi Anemia chromosomal instability
and cancer-prone disorder, and is involved in replication
stress response and inter-strand crosslink (ICL) repair [17].
Following replication stress or DNA damage, FANCD2
is mono-ubiquitylated by the FA core complex which
promotes replication fork recovery and ICL repair, together
with downstream components of the FA pathway, such as
structure-specific endonucleases, translesion synthesis
polymerases and homologous recombination proteins.
Non-coding RNAs (ncRNAs) have diverse roles
in regulating transcriptional and post-transcriptional
processes, chromatin dynamics, and cellular homeostasis
[18, 19]. Micro RNAs (miRNAs) constitute a large class of
small ncRNAs with a prominent role in regulation of gene
expression [20]. They have also an essential role in cell
viability and proliferation, but details of their mechanism
of action remain largely unknown [21, 22]. The biogenesis
of miRNAs is mediated by two main RNases: Drosha,
which processes long primary precursor transcripts
(pri-miRNAs) in the nucleus, and Dicer, which cleaves
the secondary miRNA precursors (pre-miRNAs) in the
cytoplasm to produce mature 21–25 nucleotide miRNAs
[23, 24]. Intriguingly, it has been reported that some
fragile sites and common breaking regions of both the
human and murine genomes are located close to miRNA
genes [25, 26]. In addition, cancer often correlates with
alterations at ultra-conserved genomic areas expressing
ncRNAs [27], suggesting that these RNAs might be
involved in maintaining the stability of these sites under
stress conditions. Other recent studies have shown that
Dicer-processed RNA products are involved in DNA
double-strand break (DSB) repair. These DDRNAs (DNA
Damage response RNAs) are produced in the vicinity
of the DSB sites and are used to facilitate the repair by
mediating the binding of chromatin modifiers at the sites
of damage [28–32]. RNA processing by both Dicer and
Drosha following break induction in human cells promotes
repair by both homologous recombination and nonhomologous end joining [29, 32, 33]. In addition, Dicer
itself, independently of its ribonuclease activity, has been
recently discovered to be involved in Nucleotide Excision
Repair (NER) by mediating the chromatin decompaction
necessary to remove DNA lesions induced by UV light
exposure [34–36].
www.oncotarget.com

Albeit the involvement of Dicer in DNA repair
is quite clear and some progresses have been done
to disclose the underlying mechanism, these aspects
still remain elusive. Conventionally considered as a
cytoplasmic protein, Dicer can relocalize to the nucleus
thanks to its non-canonical Nuclear Localisation Signal
(NLS) [37]. In fact, it has been demonstrated that in both
humans and mice after DNA damage a fraction of Dicer
is phosphorylated and accumulated in the nucleus to
promote the recruitment of DNA repair factors [38, 39].
Strikingly, it has been shown that in yeast, Dicer promotes
the release of RNA polymerase II from the termination site
of highly transcribed genes and process the RNA:DNA
hybrids resulting from transcription-replication collisions
to maintain genome stability [40]. More recently, it has
been demonstrated that Drosha-driven RNA:DNA hybrids
localize around DSB sites, at the very beginning after
H2A.X phosphorylation and ATM activation but before
the accumulation of 53BP1 and DDRNAs - of the DNA
damage response, suggesting that these structures have a
key role in the DNA damage repair [41].
However, whether the Dicer pathway plays
a role in the response to replication stress in higher
eukaryotes is still not known. To investigate this, we used
HCT116 cells, either Dicer-deficient or knocked down
for Dicer and Drosha, to study the effect of the Dicer
pathway impairment on CFS stability after induction of
replication stress. Our data show that Dicer is required for
maintaining genomic stability after replication stress and
acts by promoting the recruitment of proteins involved
in replication fork stability and S-phase checkpoint
activation. Therefore, Dicer prevents cells from entering
a mitosis with under-replicated DNA that would
otherwise result in chromosome breaks and DNA damage
transmission to daughter cells.

RESULTS
Inhibition of Dicer enhances genomic instability
and fragility at CFSs
To ascertain possible roles of the Dicer pathway in the
DNA damage response induced by replication stalling, we
investigated its function in genomic stability after treatment
with mild doses of aphidicolin, an inhibitor of DNA
polymerases, commonly used to induce breaks preferentially
at CFSs [42]. To this end, we knocked down Dicer or Drosha
in HCT116 cells, used as a model to study CFSs [43]. Cells
were transfected with siRNA (small interfering RNA) pools
targeting either Dicer or Drosha, and LacZ as a control.
Dicer and Drosha protein levels were assayed by western
blotting (Figure 1A). siRNAs targeting Dicer (siDicer) led
to a significant decrease of Dicer expression and a partial
decrease of Drosha expression; instead, siRNAs targeting
Drosha (siDrosha) specifically reduced just the protein levels
of Drosha. Both siRNA pools did not affect levels of Piwi,
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a protein that binds to another class of small non-coding
RNAs called piRNAs, indicating the specificity of the RNAi
[44]. Then, Dicer and Drosha-depleted cells were treated
with aphidicolin to induce replication stress and metaphase
spreads were analyzed. Inhibition of both Dicer and Drosha
resulted in a significant increase in the average number of
chromosomal breaks after aphidicolin treatment compared
to the control (Figure 1B–1C).
To study further the role of Dicer in maintaining
genome stability upon replication stress, we used an
HCT116 cell line that is mutated in the RNA helicase
domain of Dicer. These cells, hereafter named Dicer Ex5/
Ex5, have an in-frame 129-bp homozygous insertion
in Exon 5 of the Dicer gene, which inactivates its RNA
helicase domain [45, 46]. This mutation was verified
by PCR (Supplementary Figure 1A) and was shown
to lead to a significant reduction in the levels of Dicer
(Supplementary Figure 1B). These cells and their isogenic
WT (Wild Type) Dicer counterparts were treated with
aphidicolin and metaphase spreads were obtained as
described above. Consistent with the results following
Dicer knock down, the frequency of chromosome breaks
after replication stress was enhanced in Dicer Ex5/Ex5
cells (Figure 1D), further supporting a role for Dicer in
maintaining genomic stability.
We then investigated whether the frequency of
chromosome breaks increased at CFSs, by focusing on
FRA3B, the CFS that shows the highest frequency of
breakage after replication stress in HCT116 cells [43].
To this end, we knocked down Dicer or Drosha by
siRNA before inducing replication stress using low doses
aphidicolin. Fluorescence in situ hybridization (FISH) was
performed on metaphase spreads using a FRA3B specific
probe. By counting the number of breaks, we found that
fragility at FRA3B significantly increases in the absence
of both Dicer and Drosha (12,8% in control cells, 26,7%
and 19,5% in siDicer and siDrosha cells respectively)
(Figure 1E and 1F). To confirm our finding, we also
examined FRA3B fragility in Dicer Ex5/Ex5 cells. In
line with our previous results, Dicer Ex5/Ex5 cells were
more susceptible to breakage at FRA3B after inhibition
of replication by aphidicolin, compared to their WT
counterparts (Figure 1G; 11% and 22% in WT and Dicer
Ex5/Ex5 cells respectively). Taken together these data
indicate that Dicer is required for preventing chromosome
instability at CFSs.

targeting either Dicer or Drosha showed that inhibition
of the Dicer pathway does not affect γH2AX levels after
replication stress compared to control cells (Supplementary
Figure 2A and 2B). γH2AX staining was also unaffected
in aphidicolin-treated Dicer Ex5/Ex5 cells (Supplementary
Figure 2C–2E), indicating that the early response to
replication stress and DNA damage [48] is not affected by
Dicer deficiency.
We then investigated the foci formation of FANCD2,
a protein of the FA pathway that stabilizes replication
forks undergoing replication stress [49] and maintain
CFS stability throughout S-phase and mitosis [50–52].
As shown in Figure 2A and 2B, the downregulation of
Dicer significantly inhibits the formation of FANCD2
foci induced by replication stress. In order to verify these
results, we repeated the experiment using the Dicer Ex5/
Ex5 cell line and found that FANCD2 foci assembly was
also compromised (Figure 2C and 2D).
It has been shown that FANCD2 foci formation
is dependent on its mono-ubiquitylation by the FA
complex [53]. We therefore set out to investigate whether
Dicer pathway is involved in the mono-ubiquitylation
of FANCD2. Dicer or Drosha were downregulated by
siRNAs and the cells were treated with aphidicolin
to induce replication stress. Mono-ubiquitylation of
FANCD2, assessed as the ratio between the slow and fast
migrating FANCD2 forms by western blotting, remained
unaffected by the knock down of both Dicer and Drosha
(Figure 2E and 2F). The experiment was repeated using
WT and Dicer Ex5/Ex5 cells, confirming the previous
result (Figure 2G).
Altogether, the above results indicate that Dicer is
not involved in the mono-ubiquitylation of FANCD2, but
it promotes FANCD2 foci formation downstream of its
mono-ubiquitylation.

Dicer is essential for activating the S-phase
checkpoint after replication stress
To further investigate the mechanisms underlying
Dicer function in genomic stability after replication
stress, we analyzed the behavior of TopBP1, another
protein fundamental for replication stress response
and CFS maintenance [54, 79]. Similar to FANCD2,
TopBP1 foci formation was significantly reduced in the
Dicer-deficient cells (Figure 3A and 3B). Since TopBP1
recruitment is essential for activating the ATR-dependent
checkpoint [16], we then compared the efficiency of the
S-phase checkpoint signaling in WT and Dicer Ex5/Ex5
cells treated with aphidicolin. Checkpoint activation was
analyzed by quantifying the levels of phosphorylated
Chk1 (at serine 345) and ATR (at threonine 1989),
established marks of the S-phase checkpoint [55–57].
Analysis by western blotting showed that the levels of
both phosphorylated Chk1 and ATR after aphidicolin
treatment were reduced in absence of a fully functional

Inhibition of Dicer impairs FANCD2
foci assembly without affecting its monoubiquitylation
To study the role of Dicer in the response to
replication stress, cells were assessed for phosphorylated
H2A.X at serine 139 (γH2AX) nuclear foci, an
established marker of DNA damage [47]. Surprisingly,
immunofluorescence analysis of HCT116 cells after RNAi
www.oncotarget.com
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Figure 1: Inhibition of the Dicer pathway enhances genomic instability after replication stress. (A) Western blot showing

Dicer and Drosha down-regulation after siRNA treatment in HCT116 cells. Piwi was used as an RNAi off-target control. GAPDH was
used as a loading control. (B) Representative DAPI-stained metaphase spreads of cells treated with aphidicolin. (C) Inhibition of Dicer
and Drosha enhances chromosome breakage after aphidicolin treatment. Dicer or Drosha expression were transiently inhibited by siRNA
and cells were treated with aphidicolin to induce replication stress. Metaphase spreads were then prepared and analyzed by fluorescence
microscopy. The graph presents the average number of chromosome breaks per metaphase. Error bars represent the SD of three independent
experiments. Unpaired t-test: *p < 0.05, ***p < 0.001. (D) Dicer-deficient HCT116 cells (Dicer Ex5/Ex5) show enhanced chromosomal
fragility after aphidicolin treatment. WT and Dicer-deficient cells were treated with aphidicolin to induce chromosome breaks and were then
processed for preparation of metaphase spreads. Metaphase spreads were stained with DAPI and analyzed by fluorescence microscopy. The
graph presents the average number of chromosome breaks per metaphase. Error bars represent the SD of three independent experiments.
Unpaired t-test: *p < 0.05. (E) Quantification of the FISH analysis for FRA3B, after inhibition of Dicer and Drosha by siRNA and induction
of replication stress by aphidicolin. The graph presents the percentage of broken FRA3B sites. Error bars represent the SD of three
independent experiments. Unpaired t-test: *p < 0.05. (F) Representative FISH images using a probe for the FRA3B fragile site. The white
arrow indicates a characteristic chromosomal break. DNA was stained with DAPI and metaphase spreads were analyzed by fluorescence
microscopy. (G) Graph presenting the results of the FISH analysis in Dicer-deficient and WT HCT116 cells after treatment with DMSO
(−) or aphidicolin (+). The percentage of fragile FRA3B sites is shown. Error bars represent the SD of three independent experiments.
Unpaired t-test: ***p < 0.001.
www.oncotarget.com
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Figure 2: Dicer inhibition prevents FANCD2 foci formation after replication stress without affecting FANCD2 monoubiquitylation. (A) HCT116 cells were treated with control or Dicer siRNA and then with aphidicolin to induce replicative stress. They
were then stained for FANCD2 and analyzed by immunofluorescence microscopy. (B) Quantification of the experiments in panel (A)
showing the percentage of FANCD2 positive cells. Error bars represent the SD of three independent experiments. To score the FANCD2
positive cells a threshold value was calculated on the base of the average number of foci in control cells for each replicate, using Image
J. Unpaired t-test: *p < 0.05. (C) FANCD2 foci formation in WT and Dicer Ex5/Ex5 cells after replication stress induced by aphidicolin.
(D) Quantification of the experiments in panel (C) showing the percentage of FANCD2 positive cells. Error bars represent the SD of
three independent experiments. Unpaired t-test: **p < 0.005. (E) Western blotting showing the levels of FANCD2 mono-ubiquitylation
(L-FANCD2) after siRNA-mediated inhibition of Dicer, in the presence or absence of replication stress induced by aphidicolin. Vinculin
was used as a loading control. (F) Western blotting showing FANCD2 mono-ubiquitylation levels after Drosha inhibition by siRNA. (G)
FANCD2 mono-ubiquitylation levels in WT and Dicer Ex5/Ex5 cells assayed by western blotting.
www.oncotarget.com
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Dicer pathway, while total levels of Chk1 or ATR were
not affected (Figure 4A), indicating that the S-phase
checkpoint activation was significantly inhibited.
We then set out to confirm the role of Dicer
in regulating the S-phase checkpoint by performing
immunofluorescence analysis. In accordance to the
previous western blotting results, we observed a decrease
in the focal staining of phosphorylated ATR in absence of
functional Dicer, in response to replication stress (Figure
4B and 4C). Moreover, immunofluorescence analyses
showed a strong inhibition of Chk1 phosphorylation after
aphidicolin treatment in the absence of functional Dicer
(Figure 4D and 4E).
Likewise, the levels of Chk1 phosphorylation on
serine 345 in response to replication stress determined by
western blotting (Figure 4F) were reduced after RNAimediated inhibition of the Dicer pathway. The decreased
Chk1 phosphorylation after replication stress was also
observed in Dicer-depleted HeLa cells (Supplementary
Figure 3A).
To further support the role of Dicer in replication
stress response and its impact on DNA damage, we
analyzed the levels of RPA2 phosphorylation on serine
33 (a specific target of ATR). The aphidicolin treatment
induced a sharp increase of RPA2 phosphorylation
at 16h in WT cells, indicating the activation of ATR
checkpoint. On the contrary, RPA2 phosphorylation was
not induced at the same level in Dicer Ex5/Ex5 cells,
confirming that the ATR-dependent checkpoint was not
fully activated (Supplementary Figure 3B). Defective
checkpoint activation following replication stress leads to
the accumulation of single-stranded DNA [11]. Therefore,
we compared the levels of nuclear RPA in WT and
Dicer deficient cells at different time points following
aphidicolin treatment. Immunofluorescence analysis
showed higher amounts of nuclear RPA in Dicer Ex5/Ex5
cells starting from 8h after treatment. (Figure 4G and 4H).

These data strongly suggest that the ATR-Chk1 dependent
checkpoint signaling is dysfunctional in the absence of
functional Dicer or Drosha.

Inhibition of Dicer prevents the cell cycle arrest
induced by replication stress
To confirm the impairment of the S-phase
checkpoint after inhibition of Dicer, WT and Dicer Ex5/
Ex5 HCT116 cells were treated for 24 h with aphidicolin
to induce replication stress before being released for 3h in
normal medium. Cell cycle profiles were then analyzed
by flow cytometry. BrdU and PI staining showed that
WT cells treated with aphidicolin arrested in S phase
with only 2.3% of cells entering G2-M, likely as a
consequence of fork slowing and checkpoint activation
to give time to repair any damage induced by replication
stress. By contrast, a significantly higher percentage of
Dicer-deficient cells (9.1%) proceeded to G2-M (Figure
5A and 5B). We also quantified the fraction of cells
with duplicated genome content (late S and G2-M cells,
indicated as 4C DNA content in Figure 5A and 5B).
Aphidicolin treatment led to a strong inhibition of genome
duplication in WT HCT116 cells, with only 17.4% of cells
having 4C DNA (Figure 5B). On the other hand, in Dicer
Ex5/Ex5 cells, aphidicolin treatment did not lead to a firm
cell cycle arrest, with the vast majority of cells progressing
through S-phase and G2-M (38.6% of the cells exhibit a
4C DNA content) (Figure 5B). When WT HCT116 cells
were released from aphidicolin for 3 hours, they re-entered
the cell cycle proceeding to late S and starting to enter
G2-M phase (Figure 5A and 5B). Dicer Ex5/Ex5 cells
instead proceeded from late S to G2-M and from G2-M to
the next G1 phase (Figure 5A and 5B). Accordingly, the
percentage of cells in both late S and G2-M phase (cells
with 4C DNA content) was comparable between WT
HCT116 and Dicer Ex5/Ex5 cells (Figure 5B). However,

Figure 3: TopBP1 nuclear foci formation induced by replication stress is Dicer-dependent. (A) Immunofluorescence and

microscopy analysis of mock (DMSO) or aphidicolin-treated WT and Dicer Ex5/Ex5 HCT116 cells stained for TopBP1. (B) Quantification
of the experiments in panel (A) showing the percentage of TopBP1 positive cells. Error bars represent the SD of three independent
experiments. To score the TopBP1 positive cells a threshold was applied on the base of signal intensity in control cells for each replicate.
Unpaired t-test: **p < 0.005.
www.oncotarget.com
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Figure 4: Inhibition of Dicer impairs the S-phase checkpoint. (A) WT and Dicer-deficient HCT116 cells were treated with

DMSO (−) or aphidicolin (+) and then assayed for several markers of the S-phase checkpoint by Western blotting. GAPDH was used as
loading control. Total ATR and Chk1 levels were assayed and used as controls for the changes in phospho-ATR and phospho-Chk1 levels
respectively. (B) Phosphorylation of ATR was assayed by immunofluorescence in WT and Dicer Ex5/Ex5 cells treated with DMSO (Mock)
or aphidicolin (left panel). DNA was stained with DAPI. The cells were analyzed by microscopy. (C) Quantification of the experiments in
panel (B), showing the percentage of phospho-ATR positive cells. Error bars represent the SD of three independent experiments. A threshold
was applied on the base of the signal intensity in control cells for each replicate. Unpaired t-test: *p < 0.05. (D) Immunofluorescence
experiment showing inhibition of aphidicolin-induced Chk1 phosphorylation at serine 345 after aphidicolin treatment in the absence of
functional Dicer. (E) Quantification of the experiments in panel (D), showing the percentage of phospho-Chk1-positive cells. Error bars
represent the SD of three independent experiments. A threshold was applied on the base of the signal intensity in control cells for each
replicate. Unpaired t-test: **p < 0.005. (F) Western blotting showing inhibition of Chk1 phosphorylation in the absence of Dicer or Drosha.
HCT116 cells were treated with siRNA against Dicer or Drosha and then treated with DMSO (−) or aphidicolin (+) to activate the replication
checkpoint. (G) Representative immunofluorescence experiment showing the increase of nuclear RPA after aphidicolin treatment in the
absence of functional Dicer. (H) Quantification of nuclear RPA signal intensity at the indicated time points after aphidicolin addition. Error
bars represent the SEM of three independent experiments. Mann-Whitney test: ****p < 0.0001.
www.oncotarget.com
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Figure 5: Inhibition of Dicer impairs aphidicolin-induced cell cycle arrest in S phase. (A) Representative cell cycle profiles

of WT and Dicer-deficient HCT116 cells stained with BrdU after 24h aphidicolin treatment and 3 h after removal of aphidicolin (3
h release). Cells were incubated with anti-BrdU antibodies, stained with propidium iodide (PI) and analyzed by flow cytometry. The
proportion of cells in the different phases of the cell cycle is indicated. (B) Quantification of the cells in each cell cycle phase and of cells
with 4C DNA content (late-S and G2-M cells). Error bars represent the SEM of four independent experiments. Unpaired t-test: *p < 0.05, **p
< 0.005. (C) Dicer-deficient cells escape the S-phase arrest and enter mitosis after aphidicolin treatment. WT and Dicer-deficient HCT116
cells were treated with aphidicolin, which was then removed (3 h release). Cells were analyzed by immunofluorescence and microscopy,
after staining for phosphorylated Histone H3 (S10), a known marker of mitosis. (D) Quantification of the experiments in panel (C). Error
bars represent the SEM of four independent experiments. Unpaired t-test: ns not significant, *p < 0.05.
www.oncotarget.com

4414

Oncotarget

the percentage of G2-M cells tended to be higher in Dicer
Ex5/Ex5 cells than in WT HCT116 (24.4% vs 14.9%)
(Figure 5B).
To examine whether these cells reach mitosis
after replication stress, we stained the cells for Histone
H3 phosphorylated at serine 10, a well-known marker
of mitotic chromatin condensation (Figure 5C and 5D).
As expected, immunofluorescence analysis showed that
aphidicolin treatment leads to a strong inhibition of mitotic
entry in WT cells, as consequence of their functional
S-phase checkpoint that keeps them from progressing
through the cell cycle. Conversely, as quantified in
Figure 5D, a significant fraction of Dicer Ex5/Ex5 cells
escaped the cell cycle arrest and entered into mitosis.
Moreover, this analysis showed that 3 hours after release
from aphidicolin, a higher proportion of Dicer Ex5/Ex5
cells are in mitosis when compared to WT cells (5.1% vs
2.9%). Overall, these data show that Dicer is required for
arresting the cell cycle in S phase after replication stress,
and to prevent cells from entering mitosis with unrepaired
DNA damage or under-replicated DNA.

negative) cells with 53BP1 bodies (50,9%) as compared
to WT cells (34,7%), confirming that Dicer function is
required to prevent the formation of replication induced
DSB and to limit their transmission to daughter cells.

DISCUSSION
In this study, we examined the role for Dicer
in the DNA damage response induced by replication
stress. To this end, we focused our work on CFSs,
which are particularly prone to breakage following
replication stress. Our data clearly show that inhibition
of the Dicer pathway, either by siRNA targeting Dicer
and Drosha or using a Dicer-deficient cellular model,
prevents the efficient and timely resolution of stalled
replication forks, leading to enhanced chromosome
fragility and accumulation of 53BP1 bodies. This effect
can be attributed to the involvement of Dicer in the
activation of the replication checkpoint since the S-phase
checkpoint was weakened in the absence of a functional
Dicer protein. The deficient checkpoint signaling led
to a prominent inhibition of cell cycle delay in S-phase
and uncontrolled progressing of cells with underreplicated DNA in G2-M phase. Indeed, this S-phase
arrest is essential to give cells time to resolve the stalled
replication forks, avoiding their collapse and subsequent
chromosome breakage during mitosis [59–62]. However,
whether this role of Dicer is mediated via its miRNA
synthesis function or via a non-canonical miRNAindependent function [63, 64] remains to be determined.
FANCD2 is a protein of the FA pathway that has
an important role in preventing genomic instability in
conditions of replication stress. Our study shows that the
Dicer-pathway promotes FANCD2 assembly into nuclear
foci following replication stress. However, we show
that FANCD2 is efficiently mono-ubiquitylated in the

Dicer deficiency increases mitotic transmission
of DNA damage in response to replication stress
To further confirm the involvement of Dicer in
preserving genome stability during replication stress, we
tested the formation of 53BP1 bodies, nuclear structures
that assemble around DNA lesions generated from the
under-replicated DNA persisting in the previous mitosis
[58]. WT and Dicer Ex5/Ex5 cells were treated with
aphidicolin and then analyzed by immunofluorescence
using antibodies directed against 53BP1 and Cyclin A,
to quantify the G1 cells with 53BP1 bodies. As shown
in Figure 6A and 6B, the absence of functional Dicer led
to a significant increase in the number of G1 (Cyclin A

Figure 6: Dicer inhibition causes increase in 53BP1 nuclear bodies. (A) Immunofluorescence and microscopy analysis of mock
or aphidicolin-treated WT and Dicer Ex5/Ex5 cells stained for 53BP1 and Cyclin A. (B) Quantification of the experiment in panel (A),
showing the percentage of Cyclin A negative cells with 53BP1 bodies. Error bars represent the SEM of three independent experiments.
Unpaired t-test: **p < 0.005.
www.oncotarget.com
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absence of Dicer, suggesting that miRNA pathway acts on
FANCD2 response to replication stress (foci formation)
through another mechanism. Noteworthy, deficiency
of USP1 (the FANCD2 deubiquitylating enzyme) leads
to a constitutively mono-ubiquitylated FANCD2, yet
impairs its foci formation, showing that FANCD2 monoubiquitylation is necessary but not sufficient to induce
FANCD2 foci formation [65]. In addition, it has been
shown that the role of FANCD2 in controlling replisome
function is independent from its mono-ubiquitylation by
the FA core [49]. One possibility is that Dicer or small
RNAs promote FANCD2 mobilization or retention to
the site of replication fork stalling. Future work will
be needed to further clarify this important issue. Apart
from FANCD2, cells lacking functional Dicer treated
with aphidicolin also fail to induce the accumulation of
TopBP1 foci, an essential ATR activator. The interaction
between TopBP1 and the ATR-ATRIP complex at stalled
replication forks is essential for activating the S-phase
checkpoint [16]. On the other hand, it has been shown
that the mono-ubiquitylation of FANCD2 is TopBP1independent, which is consistent with the fact that monoubiquitylation of FANCD2 remains unaffected in the
absence of Dicer [66].
Our study demonstrates a role for Dicer in the DNA
damage response induced by replication stress in human
cells. Treatment of cells with mild doses of aphidicolin
leads to replication stress that, in the presence of functional
Dicer, activates the S-phase checkpoint. This checkpoint
has an important function in preventing the unscheduled
activation of late replication origins, that often colocalize at CFSs [1, 2, 10, 67, 68]. Moreover, the S-phase
checkpoint results in cell cycle arrest, giving the cells time
to resolve stalled forks and prevent further induction of
DNA damage. On the other hand, in the absence of Dicer,
the S-phase checkpoint is not fully functional. This could
allow unrestrained origin activation and DNA synthesis at
late replicating regions, including CFSs, and at the same
time preventing cell cycle arrest. Consequently, cells
proceed into mitosis with under-replicated DNA resulting
in chromosome breakage and DNA damage accumulation
in daughter cells (Figure 7).
Our data show that Dicer has a function in the
activation of the ATR pathway, as Dicer deficient cells
fail to phosphorylate ATR and its main effectors RPA2
and Chk1, without affecting H2A.X phosphorylation.
This suggests that Dicer acts upstream of the ATRChk1 pathway preventing unscheduled origin firing
and limiting ssDNA accumulation (Figure 4), which
can lead to replication catastrophe upon stringent
replication stress [69]. Noticeably, this may explain why
a partial suppression of Dicer function promotes tumor
development yet its complete loss is not tolerated in
cancer cells that have to sustain high levels of replication
stress [70]. The specific mechanism by which Dicer
functions to control the S-phase checkpoint and prevent
www.oncotarget.com

chromosome breakage remains unknown. Nevertheless,
it has been shown that, in the case of double-strand
breaks, small Dicer-dependent RNAs act by recruiting
chromatin modifiers, which add chromatin marks that
are used as guides to attract repair factors at the sites
of breaks [29, 31]. In fission yeast, Dicer was shown to
act by unloading RNA Pol II from chromatin, to avoid
transcription-replication collisions [40] that otherwise
would lead to chromosomal damage [71]. Another
study has that in response to DNA damage induced by
UVs, miRNAs can target CDC25A, one of the main
effectors of the ATR-Chk1 pathway involved in the
intra-S phase arrest [72]. It is also widely accepted that
replication stalling can lead to the functional uncoupling
of helicase and polymerase complexes. In this context,
the unwinding of the double stranded DNA produces
long stretches of single-stranded DNA (ssDNA) [73].
These stretches of ssDNA could represent docking sites
for RNA-mediated epigenetic modifications that are
necessary in the response to replication stalling. Dicer
products transcribed from genomic regions mapping
to CFSs could bind specifically to those chromosomal
regions by base complementarity and function as guides
for chromatin modifiers. miRNAs could also bind
to single-stranded DNA to prevent the formation of
complex secondary structures that are prone to breakage.
Alternatively, Dicer may also have an RNA-independent
function in regulating the S-phase checkpoint by
controlling the binding of DNA repair proteins at stalled
replication forks. Since CFS are particularly prone to
undergo replication-transcription collisions and R-loop
formation [4], Dicer and Drosha may be involved in
dynamic processing of these structures [41], allowing on
one side a proper checkpoint activation and, on the other,
stable chromatin association of proteins, like FANCD2,
that stabilize the forks and promote R-loop resolution
[49, 51, 74–76]. These possibilities remain to be
investigated, in order to identify the exact mechanism by
which Dicer maintains genome stability upon replication
stress.

MATERIALS AND METHODS
Cell lines and treatments
All experiments were performed using the colorectal
cancer cell line HCT116, except for the experiments in
Supplementary Figure 3A performed in HeLa cells
(ATCC). Dicer Ex5/Ex5 cells and their WT counterparts
were kind gifts from Dr Bert Vogelstein [45]. Cells were
grown in McCoy’s 5A medium (Life Technologies),
supplemented with 10% FBS (Eurobio) and antibiotics
(Life Technologies). Replication stress was induced by
treating cells with aphidicolin at a concentration of 0.7
µM for 20-24 h. Mock cells were treated with the same
volume of DMSO.
4416
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siRNA treatments

HCl pH 7.5, 20 mM NaCl, 1 mM MgCl2, 0.1% SDS)
supplemented with a cocktail of protease and phosphatase
inhibitors (Life Technologies or Roche) and benzonase
(0.025 units/μl, Novagen). Samples were incubated on a
shaking platform at room temperature for 15 min and then
centrifuged at 16,000 g for 20 min at 4° C. The protein
supernatants were collected and protein concentrations
were measured using the BCA protein assay kit (Pierce)
or the Bradford assay (Biorad). 10–40 µg of total protein
extracts from each sample were resolved on 7%, 3–8% and
4–12% gradient sodium dodecyl sulfate-polyacrylamide
gels (Life Technologies or Biorad). Protein samples were
then transferred onto nitrocellulose or PVDF membranes
(Life Technologies or Biorad), which were then blocked
for 3–5 h in blocking solution (5% milk powder –0.1%
Tween in PBS) at room temperature. The membranes
were incubated with primary antibodies overnight at 4 °C,

Cells were transfected with siRNA pools targeting
Dicer (Dharmacon, #M-003483-00-0005) or Drosha
(Dharmacon, #M-016996-02-0005) using Interferin
(Polyplus), following the manufacturer’s instructions. For
mock treated cells, a non-targeting pool of siRNAs was
used (Dharmacon, #D-001206-13-05). Cells were treated
with siRNA pools for 60 h (Dicer) and 84 h (Drosha),
and were then either collected for analysis or treated with
aphidicolin (as described above), to induce replication
stress.

Western blotting
Cells were collected, washed with PBS, and
resuspended in 2.5 volumes of lysis buffer (50 mM Tris.

Figure 7: Model. Dicer inhibition causes a defective S-phase checkpoint activation in response to DNA replication stress, allowing cells

to enter mitosis despite the presence of incompletely replicated DNA. As a result, cells undergo chromosomal breakage and eventually
formation of 53BP1 nuclear bodies in the next G1.
www.oncotarget.com
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washed three times with PBS-0.1% Tween, incubated with
secondary antibodies for 1 h at room temperature, and
finally washed three times with PBS-0.1% Tween. Blots
were visualized using either an ECL assay (Ozyme or
Advansta) or an immunofluorescence detection protocol,
following the manufacturer’s instructions.
The primary antibodies used were the following:
anti-Dicer (Abcam, #ab14601), anti-Drosha (Abcam,
#ab12286), anti-Piwi (Abcam, #ab12337), anti-GADPH
(Abcam, #ab8245), anti-chk1 (Cell signaling, #2360),
anti-phospho-chk1 (serine 345) (Cell Signaling, #2348),
anti-ATR (Cell signaling, #2790), anti-phospho-ATR
(threonine 1989) (Genetex, #GTX128145), anti-FANCD2
(Santa Cruz, #sc-20012), anti-FANCD2 (Novus, #NB100-182), anti-TopBP1 (Abcam, #ab2402), anti-Vinculin
(Abcam, #ab180581), anti-Lamin A/C (Santa Cruz, #sc7292), anti-RPA2 (Calbiochem, #NA18), anti-phosphoRPA2 (serine33) (Bethyl, #A300-246A, a kind gift of
Dr. Stéphane Koundrioukoff) and anti-GFP (Roche,
#11814.460001). Horseradish peroxidase-conjugated
antibodies (Jackson Immunoresearch, #85100 and
#81283; Bethyl, #A90-1375 and #A120-1088) were
used as secondary antibodies for ECL detections. Alexa
Fluor 750- conjugated Goat anti-mouse (#A21037) and
Goat-anti-Rabbit (#A21039) (Thermofisher Scientific)
were used as fluorescent secondary antibodies and the
corresponding acquisitions were then performed using
GBOX (Ozyme).

using the Platinum Bright kit by Kreatech, following the
manufacturer’s instructions.
50 ng of labelled probe were mixed with 50 µg of
herring sperm DNA (Life Technologies) and 10 µg of
COT human DNA (Kreatech), in a total volume of 50 µl.
DNA was then precipitated by adding 10 % sodium acetate
and 2.5 volumes of pure ice-cold ethanol and incubating
the sample at –80° C for 1–2 h. The samples were then
centrifuged (13,000 rpm, 15 min, 4° C) and pellets
were washed with 70% ethanol (300 μl). Samples were
centrifuged again and pellets were then left to dry. They
were suspended in 10 μl of hybridization solution (40 %
formamide, 10% dextran sulfate, 2× SSC), denatured at
95°C for 5 min and kept on ice.

Fluorescence in situ hybridization (FISH)
The hybridization reaction has been previously
described [77]. In brief, the slides with metaphase spreads
were incubated at 80° C for 1 min, in the presence of
denaturing solution (70% formamide, 2x SSC). The slides
were then successively washed in 70%, 90% and 100%
ethanol for 3 min and were left to dry. The denatured
probe was then added on top of the slides, with the help
of a coverslip, and the slides were incubated in a humid
chamber at 37° C overnight. The slides were then washed
in washing buffer (0.5× SSC, 0.1% SDS) for 5 min at
65° C, then with PBS for 5 min at room temperature and
were finally analyzed by fluorescence microscopy, after
adding a drop of Vectashield mounting medium (Vector
laboratories, # H-1200) per slide.

Metaphase spreads
After aphidicolin treatment, cells were washed
with medium and left in the incubator in the presence of
10 µM nocodazole for 6 h. Cells were then trypsinized,
transferred into tubes and centrifuged. Each cell
pellet was then resuspended in 10 ml of warm (37° C)
hypotonic buffer (10 mM KCl, 15% FBS) for 10 min
at 37° C. Cold (4° C) fixation buffer (25% acetic acid,
75% ethanol) was then added (0.5 ml per sample) at
37° C and cells were then immediately centrifuged.
Cell pellets were washed 5 times with 6 ml of cold
fixation buffer and were finally kept in a small volume
(100–200 μl) of cold fixation buffer. The samples were
then used to prepare metaphase spreads by transferring
a single drop of fixed cells with a Pasteur pipette onto
a wet microscope slide. For each experiment, at least
80 metaphases per condition were analyzed by visual
inspection of microscopy images using the Image J, in a
non-blinded manner.

Immunofluorescence and microscopy
Cells were grown on coverslips and then washed
twice with PBS before fixation with formaldehyde (4%)
for 10-15 min at room temperature. For phospho-Histone3
serine 10 antibody (Cell Signaling, #9701), the following
protocol was performed. Cells were washed with PBS
and incubated in blocking buffer (0.5% Igepal, 5% milk
powder, 1% FBS) for 30 min at room temperature. After
being washed with PBS, cells were incubated overnight at
4° C with primary antibodies, in a buffer containing 5%
milk powder and 1% FBS. Coverslips were washed with
PBS and then incubated in the same buffer, containing
secondary antibodies (goat anti-rabbit FITC, #4050-02
from Southern Biolabs and Alexa Fluor 568 goat antirabbit, #A11011 from Life Technologies), for 45-60
min at room temperature. Cells were washed twice with
PBS, once with distilled water and were then transferred
on microscope slides containing 20 μl of Vectashield
mounting medium.
For phospho-Chk1 serine 345 (Cell Signaling,
#2348), TOPBP1 (Santa Cruz, sc-32923), 53BP1 (Abcam,
#ab36823), FANCD2 (Abcam, #ab2187), phospho-H2AX
(serine 139) (Cell Signaling, #2577), Cyclin A2 (Abcam,

Probe preparation
200 μl of BAC DNA (clone RP11-147N7, located
in FRA3B) were sonicated using the Bioruptor UCD-300
(20–25 one-min cycles), at a concentration of 25 ng/μl.
The sonicated DNA was then subject to labelling by
www.oncotarget.com
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Statistical analysis

#ab38) and RPA2 (Calbiochem, #NA18) antibodies, cells
were fixed as above and then permeabilized using PBS0.5% Triton X-100 for 15 min, before being blocked with
blocking solution (PBS-3% BSA-0.05% Tween) for 1-3
h at room temperature. Coverslips were then incubated
with the primary antibodies (diluted in blocking solution)
overnight at 4° C. Coverslips were then washed 3 times
with PBS and incubated with the corresponding secondary
antibodies (goat anti-rabbit FITC, #4050-02 from Southern
Biolabs; Alexa Fluor 568 goat anti-rabbit #A11011, Alexa
Fluor 488 goat anti-rabbit #A21206 and Alexa Fluor
594 goat anti-rabbit #A21207 from Life Technologies)
diluted in blocking solution, for 45–60 minutes at room
temperature. After being washed three times (10 min each)
in PBS and once with distilled water, cells were mounted
on microscope slides containing Vectashield mounting
medium or 10 μl of DAPI fluoromount medium from
Southern Biotech (#0100-20).
For phospho-ATR (threonine 1989) antibody, cells
were fixed with 100% methanol for 5 min at −20° C,
permeabilized using 0.1% Tween-20 and washed using
PBS-0.1% tween-20. All slides were analyzed using a
Zeiss epifluorescence microscope.
For each experiment, at least 100 cells per condition
were scored by visual inspection of microscopy images
using the Image J, in a non-blinded manner.

Statistical analysis of the FISH data was
performed using ANOVA and Student’s t-test (twotailed). For all other experiments, statistical significance
was calculated by using the test indicated in the legend.
Statistical significance is indicated with ns (not
significant), *(p < 0.05), **(p < 0.005), ***(p < 0.001) or
****
(p < 0.0001).
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Flow cytometry
Cells were treated with 10 µM of BrdU (Sigma) for
30 min before harvesting. Cells were trypsinized, washed
with PBS, and centrifuged 10 min at 800 rpm. Cells were
then fixed in ice-cold 70% ethanol and incubated at 4°C
overnight, as described [43, 78]. Cell were centrifuged 10
min at 1000 rpm and the pellet resuspended in denaturing
solution (0.1M HCl) on ice for 10 min. Cells were then
diluted in cold distilled water and centrifuged 10 min
at 1000 rpm. Cell pellets were resuspended in water,
boiled for 10 min and incubated on ice for 15 min. Cells
were permeabilized with 0.5% Triton X-100 in PBS,
centrifuged and incubated with BrdU antibodies (DAKO,
#M0744) in blocking solution (0.1% BSA in PBS) for
1 h at room temperature. Cells were washed with cold
PBS and incubated with secondary antibodies (goat antimouse FITC-conjugated antibodies from Thermo Fisher
Scientific, #626511) for 45 min at room temperature in
the dark. Finally, cells were resuspended in PI/RNase
staining buffer (BD Bioscience, # 550825) and analyzed
by flow cytometry (BD Accuri C6). The discrimination
of cell doublets from singlets was made by plotting the
DNA dye (PI) channel Width versus Area in a dot plot
graph. The gating was done by separating BrdU positive
cells (active S-phase) from the negative ones, and by
distinguishing 2n and 4n content cells (G1 and G2/M
phase respectively) on the base of DNA content (PI
staining).
www.oncotarget.com

CONFLICTS OF INTEREST
The authors declare no competing financial interests.

REFERENCES
1.

2.

3.

4.

4419

Debatisse M, Le Tallec B, Letessier A, Dutrillaux B,
Brison O. Common fragile sites: mechanisms of instability
revisited. Trends Genet. 2012; 28:22–32. https://doi.
org/10.1016/j.tig.2011.10.003. [PubMed]
Durkin SG, Glover TW. Chromosome fragile sites. Annu
Rev Genet. 2007; 41:169–92. https://doi.org/10.1146/
annurev.genet.41.042007.165900. [PubMed]
Glover TW, Wilson TE, Arlt MF. Fragile sites in cancer:
more than meets the eye. Nat Rev Cancer. 2017; 17:489–
501. https://doi.org/10.1038/nrc.2017.52. [PubMed]
Helmrich A, Ballarino M, Tora L. Collisions between
replication and transcription complexes cause common

Oncotarget

fragile site instability at the longest human genes.
Mol Cell. 2011; 44:966–77. https://doi.org/10.1016/j.
molcel.2011.10.013. [PubMed]

17. Ceccaldi R, Sarangi P, D’Andrea AD. The Fanconi anaemia
pathway: new players and new functions. Nat Rev Mol
Cell Biol. 2016; 17:337–49. https://doi.org/10.1038/
nrm.2016.48. [PubMed]

5. Letessier A, Millot GA, Koundrioukoff S, Lachagès AM,
Vogt N, Hansen RS, Malfoy B, Brison O, Debatisse M.
Cell-type-specific replication initiation programs set
fragility of the FRA3B fragile site. Nature. 2011; 470:120–
23. https://doi.org/10.1038/nature09745. [PubMed]

18. d’Adda di Fagagna F. A direct role for small non-coding RNAs
in DNA damage response. Trends Cell Biol. 2014; 24:171–78.
https://doi.org/10.1016/j.tcb.2013.09.008. [PubMed]
19. van Wolfswinkel JC, Ketting RF. The role of small
non-coding RNAs in genome stability and chromatin
organization. J Cell Sci. 2010; 123:1825–39. https://doi.
org/10.1242/jcs.061713. [PubMed]

6. Wilson TE, Arlt MF, Park SH, Rajendran S, Paulsen M,
Ljungman M, Glover TW. Large transcription units unify
copy number variants and common fragile sites arising
under replication stress. Genome Res. 2015; 25:189–200.
https://doi.org/10.1101/gr.177121.114. [PubMed]

20. Nakahara K, Carthew RW. Expanding roles for miRNAs
and siRNAs in cell regulation. Curr Opin Cell Biol. 2004;
16:127–33.
https://doi.org/10.1016/j.ceb.2004.02.006.
[PubMed]
21. Bernstein E, Kim SY, Carmell MA, Murchison EP, Alcorn
H, Li MZ, Mills AA, Elledge SJ, Anderson KV, Hannon GJ.
Dicer is essential for mouse development. Nat Genet. 2003;
35:215–17. https://doi.org/10.1038/ng1253. [PubMed]

7. Casper AM, Nghiem P, Arlt MF, Glover TW. ATR regulates
fragile site stability. Cell. 2002; 111:779–89. https://doi.
org/10.1016/S0092-8674(02)01113-3. [PubMed]
8. Durkin SG, Arlt MF, Howlett NG, Glover TW. Depletion of
CHK1, but not CHK2, induces chromosomal instability and
breaks at common fragile sites. Oncogene. 2006; 25:4381–
88. https://doi.org/10.1038/sj.onc.1209466. [PubMed]
9. Fragkos M, Ganier O, Coulombe P, Méchali M. DNA
replication origin activation in space and time. Nat Rev
Mol Cell Biol. 2015; 16:360–74. https://doi.org/10.1038/
nrm4002. [PubMed]
10. Koundrioukoff S, Carignon S, Técher H, Letessier A, Brison
O, Debatisse M. Stepwise activation of the ATR signaling
pathway upon increasing replication stress impacts fragile
site integrity. PLoS Genet. 2013; 9:e1003643. https://doi.
org/10.1371/journal.pgen.1003643. [PubMed]

22. Kim BM, Thier MC, Oh S, Sherwood R, Kanellopoulou C,
Edenhofer F, Choi MY. MicroRNAs are indispensable for
reprogramming mouse embryonic fibroblasts into induced
stem cell-like cells. PLoS One. 2012; 7:e39239. https://doi.
org/10.1371/journal.pone.0039239. [PubMed]
23. Kim VN, Han J, Siomi MC. Biogenesis of small RNAs in
animals. Nat Rev Mol Cell Biol. 2009; 10:126–39. https://
doi.org/10.1038/nrm2632. [PubMed]
24. Murchison EP, Hannon GJ. miRNAs on the move: miRNA
biogenesis and the RNAi machinery. Curr Opin Cell Biol.
2004; 16:223–29. https://doi.org/10.1016/j.ceb.2004.04.003.
[PubMed]
25. Calin GA, Sevignani C, Dumitru CD, Hyslop T, Noch E,
Yendamuri S, Shimizu M, Rattan S, Bullrich F, Negrini M,
Croce CM. Human microRNA genes are frequently located
at fragile sites and genomic regions involved in cancers.
Proc Natl Acad Sci U S A. 2004; 101:2999–3004. https://
doi.org/10.1073/pnas.0307323101. [PubMed]

11. Técher H, Koundrioukoff S, Nicolas A, Debatisse M. The
impact of replication stress on replication dynamics and
DNA damage in vertebrate cells. Nat Rev Genet. 2017;
18:535–50. https://doi.org/10.1038/nrg.2017.46. [PubMed]
12. Bai L, Michael WM, Yan S. Importin β-dependent nuclear
import of TopBP1 in ATR-Chk1 checkpoint in Xenopus
egg extracts. Cell Signal. 2014; 26:857–67. https://doi.
org/10.1016/j.cellsig.2014.01.006. [PubMed]

26. Vincent K, Pichler M, Lee GW, Ling H. MicroRNAs,
genomic instability and cancer. Int J Mol Sci. 2014;
15:14475–91.
https://doi.org/10.3390/ijms150814475.
[PubMed]

13. Boisvert RA, Rego MA, Azzinaro PA, Mauro M, Howlett
NG. Coordinate nuclear targeting of the FANCD2 and
FANCI proteins via a FANCD2 nuclear localization signal.
PLoS One. 2013; 8:e81387. https://doi.org/10.1371/journal.
pone.0081387. [PubMed]

27. Calin GA, Liu CG, Ferracin M, Hyslop T, Spizzo R,
Sevignani C, Fabbri M, Cimmino A, Lee EJ, Wojcik SE,
Shimizu M, Tili E, Rossi S, et al. Ultraconserved regions
encoding ncRNAs are altered in human leukemias and
carcinomas. Cancer Cell. 2007; 12:215–29. https://doi.
org/10.1016/j.ccr.2007.07.027. [PubMed]

14. Pichierri P, Rosselli F. Fanconi anemia proteins and the s
phase checkpoint. Cell Cycle. 2004; 3:698–700. https://doi.
org/10.4161/cc.3.6.911. [PubMed]
15. Sobeck A, Stone S, Costanzo V, de Graaf B, Reuter T,
de Winter J, Wallisch M, Akkari Y, Olson S, Wang W,
Joenje H, Christian JL, Lupardus PJ, et al. Fanconi anemia
proteins are required to prevent accumulation of replicationassociated DNA double-strand breaks. Mol Cell Biol.
2006; 26:425–37. https://doi.org/10.1128/MCB.26.2.425437.2006. [PubMed]

28. Francia S, Cabrini M, Matti V, Oldani A, d’Adda di Fagagna
F. DICER, DROSHA and DNA damage response RNAs are
necessary for the secondary recruitment of DNA damage
response factors. J Cell Sci. 2016; 129:1468–76. https://doi.
org/10.1242/jcs.182188. [PubMed]

16. Kumagai A, Lee J, Yoo HY, Dunphy WG. TopBP1 activates
the ATR-ATRIP complex. Cell. 2006; 124:943–55. https://
doi.org/10.1016/j.cell.2005.12.041. [PubMed]
www.oncotarget.com

29. Francia S, Michelini F, Saxena A, Tang D, de Hoon M,
Anelli V, Mione M, Carninci P, d’Adda di Fagagna F. Sitespecific DICER and DROSHA RNA products control the
4420

Oncotarget

DNA-damage response. Nature. 2012; 488:231–35. https://
doi.org/10.1038/nature11179. [PubMed]

41. Lu WT, Hawley BR, Skalka GL, Baldock RA, Smith EM,
Bader AS, Malewicz M, Watts FZ, Wilczynska A, Bushell
M. Drosha drives the formation of DNA:RNA hybrids
around DNA break sites to facilitate DNA repair. Nat
Commun. 2018; 9:532. https://doi.org/10.1038/s41467-01802893-x. [PubMed]

30. Patne K, Rakesh R, Arya V, Chanana UB, Sethy R, Swer PB,
Muthuswami R. BRG1 and SMARCAL1 transcriptionally
co-regulate DROSHA, DGCR8 and DICER in response
to doxorubicin-induced DNA damage. Biochim Biophys
Acta Gene Regul Mech. 2017; 1860:936–51. https://doi.
org/10.1016/j.bbagrm.2017.07.003. [PubMed]

42. Glover TW, Berger C, Coyle J, Echo B. DNA polymerase
alpha inhibition by aphidicolin induces gaps and breaks at
common fragile sites in human chromosomes. Hum Genet.
1984; 67:136–42. https://doi.org/10.1007/BF00272988.
[PubMed]

31. Wang Q, Goldstein M. Small RNAs Recruit ChromatinModifying Enzymes MMSET and Tip60 to Reconfigure
Damaged DNA upon Double-Strand Break and Facilitate
Repair. Cancer Res. 2016; 76:1904–15. https://doi.
org/10.1158/0008-5472.CAN-15-2334. [PubMed]

43. Le Tallec B, Millot GA, Blin ME, Brison O, Dutrillaux B,
Debatisse M. Common fragile site profiling in epithelial and
erythroid cells reveals that most recurrent cancer deletions
lie in fragile sites hosting large genes. Cell Rep. 2013;
4:420–28. https://doi.org/10.1016/j.celrep.2013.07.003.
[PubMed]

32. Wei W, Ba Z, Gao M, Wu Y, Ma Y, Amiard S, White CI,
Rendtlew Danielsen JM, Yang YG, Qi Y. A role for small
RNAs in DNA double-strand break repair. Cell. 2012;
149:101–12. https://doi.org/10.1016/j.cell.2012.03.002.
[PubMed]

44. Luteijn MJ, Ketting RF. PIWI-interacting RNAs: from
generation to transgenerational epigenetics. Nat Rev
Genet. 2013; 14:523–34. https://doi.org/10.1038/nrg3495.
[PubMed]
45. Cummins JM, He Y, Leary RJ, Pagliarini R, Diaz LA Jr,
Sjoblom T, Barad O, Bentwich Z, Szafranska AE, Labourier
E, Raymond CK, Roberts BS, Juhl H, et al. The colorectal
microRNAome. Proc Natl Acad Sci U S A. 2006; 103:3687–
92. https://doi.org/10.1073/pnas.0511155103. [PubMed]
46. Soifer HS, Sano M, Sakurai K, Chomchan P, Saetrom P,
Sherman MA, Collingwood MA, Behlke MA, Rossi JJ.
A role for the Dicer helicase domain in the processing of
thermodynamically unstable hairpin RNAs. Nucleic Acids
Res. 2008; 36:6511–22. https://doi.org/10.1093/nar/gkn687.
[PubMed]

33. Chen X, Li WF, Wu X, Zhang HC, Chen L, Zhang PY,
Liu LY, Ma D, Chen T, Zhou L, Xu Y, Zhou MT, Tang
KF. Dicer regulates non-homologous end joining and is
associated with chemosensitivity in colon cancer patients.
Carcinogenesis. 2017; 38:873–82. https://doi.org/10.1093/
carcin/bgx059. [PubMed]
34. Chitale S, Richly H. DICER and ZRF1 contribute to
chromatin decondensation during nucleotide excision
repair. Nucleic Acids Res. 2017; 45:5901–12. https://doi.
org/10.1093/nar/gkx261. [PubMed]
35. Chitale S, Richly H. Shaping chromatin with DICER.
Oncotarget. 2017; 8:39937–38. https://doi.org/10.18632/
oncotarget.17773. [PubMed]
36. Chitale S, Richly H. DICER- and MMSET-catalyzed
H4K20me2 recruits the nucleotide excision repair factor
XPA to DNA damage sites. J Cell Biol. 2018; 217:527–40.
https://doi.org/10.1083/jcb.201704028. [PubMed]

47. Fragkos M, Jurvansuu J, Beard P. H2AX is required for
cell cycle arrest via the p53/p21 pathway. Mol Cell Biol.
2009; 29:2828–40. https://doi.org/10.1128/MCB.01830-08.
[PubMed]

37. Doyle M, Badertscher L, Jaskiewicz L, Güttinger S, Jurado
S, Hugenschmidt T, Kutay U, Filipowicz W. The doublestranded RNA binding domain of human Dicer functions
as a nuclear localization signal. RNA. 2013; 19:1238–52.
https://doi.org/10.1261/rna.039255.113. [PubMed]

48. Ciccia A, Elledge SJ. The DNA damage response: making
it safe to play with knives. Mol Cell. 2010; 40:179–204.
https://doi.org/10.1016/j.molcel.2010.09.019. [PubMed]
49. Lossaint G, Larroque M, Ribeyre C, Bec N, Larroque C,
Décaillet C, Gari K, Constantinou A. FANCD2 binds MCM
proteins and controls replisome function upon activation of
s phase checkpoint signaling. Mol Cell. 2013; 51:678–90.
https://doi.org/10.1016/j.molcel.2013.07.023. [PubMed]

38. Burger K, Gullerova M. Nuclear re-localization of Dicer
in primary mouse embryonic fibroblast nuclei following
DNA damage. PLoS Genet. 2018; 14:e1007151. https://doi.
org/10.1371/journal.pgen.1007151. [PubMed]

50. Howlett NG, Taniguchi T, Durkin SG, D’Andrea AD,
Glover TW. The Fanconi anemia pathway is required for
the DNA replication stress response and for the regulation
of common fragile site stability. Hum Mol Genet. 2005;
14:693–701. https://doi.org/10.1093/hmg/ddi065. [PubMed]

39. Burger K, Schlackow M, Potts M, Hester S, Mohammed
S, Gullerova M. Nuclear phosphorylated Dicer processes
double-stranded RNA in response to DNA damage. J
Cell Biol. 2017; 216:2373–89. https://doi.org/10.1083/
jcb.201612131. [PubMed]

51. Madireddy A, Kosiyatrakul ST, Boisvert RA, HerreraMoyano E, García-Rubio ML, Gerhardt J, Vuono EA, Owen
N, Yan Z, Olson S, Aguilera A, Howlett NG, Schildkraut
CL. FANCD2 Facilitates Replication through Common
Fragile Sites. Mol Cell. 2016; 64:388–404. https://doi.
org/10.1016/j.molcel.2016.09.017. [PubMed]

40. Castel SE, Ren J, Bhattacharjee S, Chang AY, Sánchez M,
Valbuena A, Antequera F, Martienssen RA. Dicer promotes
transcription termination at sites of replication stress to
maintain genome stability. Cell. 2014; 159:572–83. https://
doi.org/10.1016/j.cell.2014.09.031. [PubMed]
www.oncotarget.com

4421

Oncotarget

52. Naim V, Rosselli F. The FANC pathway and mitosis: a
replication legacy. Cell Cycle. 2009; 8:2907–11. https://doi.
org/10.4161/cc.8.18.9538. [PubMed]
53. Garcia-Higuera I, Taniguchi T, Ganesan S, Meyn MS,
Timmers C, Hejna J, Grompe M, D’Andrea AD. Interaction
of the Fanconi anemia proteins and BRCA1 in a common
pathway. Mol Cell. 2001; 7:249–62. https://doi.org/10.1016/
S1097-2765(01)00173-3. [PubMed]
54. Kim JE, McAvoy SA, Smith DI, Chen J. Human TopBP1
ensures genome integrity during normal S phase. Mol
Cell Biol. 2005; 25:10907–15. https://doi.org/10.1128/
MCB.25.24.10907-10915.2005. [PubMed]
55. Feijoo C, Hall-Jackson C, Wu R, Jenkins D, Leitch J, Gilbert
DM, Smythe C. Activation of mammalian Chk1 during
DNA replication arrest: a role for Chk1 in the intra-S phase
checkpoint monitoring replication origin firing. J Cell Biol.
2001; 154:913–23. https://doi.org/10.1083/jcb.200104099.
[PubMed]
56. Kumagai A, Guo Z, Emami KH, Wang SX, Dunphy WG.
The Xenopus Chk1 protein kinase mediates a caffeinesensitive pathway of checkpoint control in cell-free extracts.
J Cell Biol. 1998; 142:1559–69. https://doi.org/10.1083/
jcb.142.6.1559. [PubMed]
57. Liu S, Shiotani B, Lahiri M, Maréchal A, Tse A, Leung CC,
Glover JN, Yang XH, Zou L. ATR autophosphorylation as a
molecular switch for checkpoint activation. Mol Cell. 2011;
43:192–202. https://doi.org/10.1016/j.molcel.2011.06.019.
[PubMed]
58. Fragkos M, Naim V. Rescue from replication stress during
mitosis. Cell Cycle. 2017; 16:613–33. https://doi.org/10.10
80/15384101.2017.1288322. [PubMed]
59. Dai Y, Grant S. Targeting Chk1 in the replicative stress
response. Cell Cycle. 2010; 9:1025–30. https://doi.
org/10.4161/cc.9.6.11155. [PubMed]
60. Fernandez-Capetillo O, Nussenzweig A. Naked replication
forks break apRPArt. Cell. 2013; 155:979–80. https://doi.
org/10.1016/j.cell.2013.10.049. [PubMed]
61. Zachos G, Rainey MD, Gillespie DA. Chk1-dependent
SM checkpoint delay in vertebrate cells is linked to
maintenance of viable replication structures. Mol Cell Biol.
2005; 25:563–74. https://doi.org/10.1128/MCB.25.2.563574.2005. [PubMed]
62. Zeman MK, Cimprich KA. Causes and consequences of
replication stress. Nat Cell Biol. 2014; 16:2–9. https://doi.
org/10.1038/ncb2897. [PubMed]
63. Burger K, Gullerova M. Swiss army knives: non-canonical
functions of nuclear Drosha and Dicer. Nat Rev Mol Cell
Biol. 2015; 16:417–30. https://doi.org/10.1038/nrm3994.
[PubMed]
64. Johanson TM, Lew AM, Chong MM. MicroRNAindependent roles of the RNase III enzymes Drosha and
Dicer. Open Biol. 2013; 3:130144. https://doi.org/10.1098/
rsob.130144. [PubMed]
65. Kim JM, Parmar K, Huang M, Weinstock DM, Ruit CA,
Kutok JL, D’Andrea AD. Inactivation of murine Usp1
www.oncotarget.com

results in genomic instability and a Fanconi anemia
phenotype. Dev Cell. 2009; 16:314–20. https://doi.
org/10.1016/j.devcel.2009.01.001. [PubMed]
66. Shigechi T, Tomida J, Sato K, Kobayashi M, Eykelenboom
JK, Pessina F, Zhang Y, Uchida E, Ishiai M, Lowndes NF,
Yamamoto K, Kurumizaka H, Maehara Y, Takata M. ATRATRIP kinase complex triggers activation of the Fanconi
anemia DNA repair pathway. Cancer Res. 2012; 72:1149–56.
https://doi.org/10.1158/0008-5472.CAN-11-2904. [PubMed]
67. Dimitrova DS, Gilbert DM. Temporally coordinated
assembly and disassembly of replication factories in the
absence of DNA synthesis. Nat Cell Biol. 2000; 2:686–94.
https://doi.org/10.1038/35036309. [PubMed]
68. Santocanale C, Sharma K, Diffley JF. Activation of dormant
origins of DNA replication in budding yeast. Genes Dev.
1999; 13:2360–64. https://doi.org/10.1101/gad.13.18.2360.
[PubMed]
69. Toledo L, Neelsen KJ, Lukas J. Replication catastrophe: when
a checkpoint fails because of exhaustion. Mol Cell. 2017;
66:735–49. https://doi.org/10.1016/j.molcel.2017.05.001.
[PubMed]
70. Swahari V, Nakamura A, Deshmukh M. The paradox of
dicer in cancer. Mol Cell Oncol. 2016; 3:e1155006. https://
doi.org/10.1080/23723556.2016.1155006. [PubMed]
71. Tuduri S, Crabbe L, Tourrière H, Coquelle A, Pasero P.
Does interference between replication and transcription
contribute to genomic instability in cancer cells? Cell Cycle.
2010; 9:1886–92. https://doi.org/10.4161/cc.9.10.11539.
[PubMed]
72. Pothof J, Verkaik NS, van IJcken W, Wiemer EA, Ta VT,
van der Horst GT, Jaspers NG, van Gent DC, Hoeijmakers
JH, Persengiev SP. MicroRNA-mediated gene silencing
modulates the UV-induced DNA-damage response.
EMBO J. 2009; 28:2090–99. https://doi.org/10.1038/
emboj.2009.156. [PubMed]
73. Shechter D, Ying CY, Gautier J. DNA unwinding is an Mcm
complex-dependent and ATP hydrolysis-dependent process.
J Biol Chem. 2004; 279:45586–93. https://doi.org/10.1074/
jbc.M407772200. [PubMed]
74. García-Rubio ML, Pérez-Calero C, Barroso SI, Tumini E,
Herrera-Moyano E, Rosado IV, Aguilera A. The Fanconi
Anemia Pathway Protects Genome Integrity from R-loops.
PLoS Genet. 2015; 11:e1005674. https://doi.org/10.1371/
journal.pgen.1005674. [PubMed]
75. Okamoto Y, Abe M, Itaya A, Tomida J, Ishiai M, TakaoriKondo A, Taoka M, Isobe T, Takata M. FANCD2 protects
genome stability by recruiting RNA processing enzymes
to resolve R-loops during mild replication stress. FEBS
J. 2019; 286:139–50. https://doi.org/10.1111/febs.14700.
[PubMed]
76. Schwab RA, Nieminuszczy J, Shah F, Langton J, Lopez
Martinez D, Liang CC, Cohn MA, Gibbons RJ, Deans AJ,
Niedzwiedz W. The Fanconi Anemia Pathway Maintains
Genome Stability by Coordinating Replication and
4422

Oncotarget

Transcription. Mol Cell. 2015; 60:351–61. https://doi.
org/10.1016/j.molcel.2015.09.012. [PubMed]

Enrichment of non-synchronized cells in the G1, S and G2
phases of the cell cycle for the study of apoptosis. Biochem
Pharmacol. 2006; 72:1396–404. https://doi.org/10.1016/j.
bcp.2006.04.014. [PubMed]
79. Pedersen RT, Kruse T, Nilsson J, Oestergaard VH, Lisby M.
TopBP1 is required at mitosis to reduce transmission of DNA
damage to G1 daughter cells. J Cell Biol. 2015; 210:565–82.
https://doi.org/10.1083/jcb.201502107. [PubMed]

77. Tuduri S, Crabbé L, Conti C, Tourrière H, Holtgreve-Grez
H, Jauch A, Pantesco V, De Vos J, Thomas A, Theillet C,
Pommier Y, Tazi J, Coquelle A, Pasero P. Topoisomerase I
suppresses genomic instability by preventing interference
between replication and transcription. Nat Cell Biol. 2009;
11:1315–24. https://doi.org/10.1038/ncb1984. [PubMed]
78. Coquelle A, Mouhamad S, Pequignot MO, Braun T,
Carvalho G, Vivet S, Métivier D, Castedo M, Kroemer G.

www.oncotarget.com

4423

Oncotarget

