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fanconi anemia proteins 
counteract the implementation of 
the oncogene-induced senescence 
program
Anne Helbling-Leclerc1,2,3*, Françoise Dessarps-freichey1,2,3, Caroline evrard1,2,3 & 
filippo Rosselli1,2,3*

Fanconi Anemia (FA), due to the loss-of-function of the proteins that constitute the FANC pathway 
involved in DNA replication and genetic stability maintainance, is a rare genetic disease featuring bone 
marrow failure, developmental abnormalities and cancer predisposition. Similar clinical stigmas have 
also been associated with alterations in the senescence program, which is activated in physiological 
or stress situations, including the unscheduled, chronic, activation of an oncogene (oncogene induced 
senescence, OIS). Here, we wanted to determine the crosstalk, if any, between the FANC pathway 
and the OIS process. OIS was analyzed in two known cellular models, IMR90-hTERT/ER:RASG12V and 
WI38-hTERT/ER:GFP:RAF1, harboring 4-hydroxytamoxifen-inducible oncogenes. We observed that 
oncogene activation induces a transitory increase of both FANCA and FANCD2 as well as FANCD2 
monoubiquitination, readout of FANC pathway activation, followed by their degradation. FANCD2 
depletion, which leads to a pre-senescent phenotype, anticipates OIS progression. Coherently, FANCD2 
overexpression or inhibition of its proteosomal-dependent degradation slightly delays OIS progression. 
The pro-senescence protease cathepsin L, which activation is anticipated during OIS in FANCD2-
depleted cells, also participates to FANCD2 degradation. Our results demonstrate that oncogene 
activation is first associated with FANCD2 induction and activation, which may support initial cell 
proliferation, followed by its degradation/downregulation when OIS proceeds.

Cellular senescence defines a genetically controlled physiological program which activation leads to permanently 
growth-arrested cells that are unable to resume replication1–4. Three types of senescence have been described5,6: 
replicative senescence, originally reported by Hayflick, which is triggered by telomere attrition as a consequence 
of the progressive accumulation of replication cycles7, stress-induced senescence, as in the presence of unre-
pairable DNA damage8, and oncogene-induced senescence (OIS), which is activated in response to the aberrant 
expression of an oncogene9–11. Cellular senescence is not simply a program associated with organism aging or a 
way to limit cell death and tissue disorganization by maintaining living metabolizing cells. Indeed, senescence 
is also a key physiological mechanism involved in embryonic development, where it appears to be regulated by 
the TGFβ-SMAD and the PI3K-FOXO signaling pathways12. Importantly, senescent cells retain some metabolic 
activities, including the capability to secrete pro-inflammatory cytokines and reactive oxygen species (ROS) and 
to maintain recycling networks that provide metabolites and nutrients necessary to sustain themselves3,4.

The senescence program induced in response to the unrestrained activation of an oncogene is considered an 
anticancer barrier that prevents initiated cells from progressing to cancer9–11,13,14. A situation exemplified by the 
human nevi containing melanocytes that, despite the presence in their genome of oncogene activating mutations, 
may remain for decades in a non-proliferating status before their eventual awakening and progression to mela-
noma15. Although it is not clear how an oncogene-induced senescent cell may by-pass the established senescent 
program and re-enter in proliferation, proteins involved in DNA damage response (DDR) appear to have a role in 
both senescent establishment and escaping16–19.
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Figure 1. OIS is associated to a rapid raise in FANCD2 expression and monoubiquitination followed by its 
downregulation. (A,B) Frequency of SAHF-positive cells in IMR90-hTERT/ER:RAS (IMR90*) and WI38-
hTERT/ER:GFP:RAF1 (Wi38*) cells exposed to 4HT (100 nM and 20 nM, respectively) during the indicated 
times to induce and maintain oncogene expression. The morphological changes in nuclear structure are shown 
after DAPI staining. Each point represents the mean +/− SEM of at least 3 independent experiments. *p < 0.05; 
**p < 0.01. (C,D) Cell cycle profile analysis at the indicated time points following oncogene induction in 
IMR90* and WI38* cells. Bars represent the mean +/− SEM of three independent experiments. See Fig. S1A,B 
for FACS analysis. (E) Representative Western blots showing the expression of the senescence-associated 
markers p16, p21, p53 as well as the S-phase specific protein PCNA in IMR90* cells. Actin is used as loading 
control. (F) Quantitative analysis of the p16, p21, p53 and PCNA expression at the indicated times in oncogene-
activated IMR90* cells compared to their level in non-activated cells. Bars represent the mean +/− SEM of at 
least 3 independent experiments. *p < 0.05; **p < 0.01; ***p < 0.005. (G) Western blots from two experiments 
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We recently reported that the FA core complex and its target FANCD2, which loss-of-function is associated 
with the hematopoietic, developmental and cancer predisposition disease Fanconi anemia (FA)20,21, protects met-
astatic melanoma cell lines bearing the BRAFV600E mutation and overexpressing MiTF from entering senescence, 
sustaining melanoma proliferation in vitro and in vivo22. The FANC proteins and their numerous partners inside 
the so-called FANC pathway constitute a major genetic stability maintenance network involved in DNA repair 
and replication rescue20,21,23. Although the analysis of telomere attrition in FA generated conflicting results, the 
Hayflick limit of FA primary fibroblasts in standard laboratory culture conditions is significantly reduced com-
pared to that of WT cells, supporting a role of the FANC pathway in replication- and/or DNA damage-induced 
senescence22,24,25. Moreover, FANC pathway loss-of-function was associated with the induction of several genes/
proteins that negatively control cell cycle progression, including p53, p21 and p16, with the cellular accumulation 
of reactive oxygen species (ROS) and with alterations in both TGFβ-SMAD and PI3K-FOXO pathways22,26–28. All 
the previous features, together with the induction of senescence-associated β-galactosidase activity, the establish-
ment of new histone marks landscape and the accumulation of DAPI-dense senescence associated heterochroma-
tin foci (SAHF) constitute major hallmarks of a senescent phenotype2. Thus, the previous observations support a 
general anti-senescent role of the FANC pathway, and loss of signaling through this pathway likely constitutes a 
major event in the development of the disease. However, little is known about how the FANC pathway regulates 
senescence.

In this study, mainly by using FANCD2 as readout, we wanted shed light on the role, if any, and the behavior 
of the FANC pathway in the context of the OIS program. By analyzing two in vitro models in which OIS could be 
activated in a controlled manner, we present robust evidence that FANCD2 is activated at the beginning of the 
process and successively degradated allowing senescence to progress robustly.

Results
Oncogene-induced senescence is associated to a rapid induction of FANCD2 expression and 
monoubiquitination followed by its downregulation. To determine the involvement of the FA path-
way in the establishment of the OIS program, we used two well-known and widely used cellular systems: the 
IMR90-hTERT fibroblasts bearing an ER:RASG12V 29 and the WI38-hTERT/ER:GFP:RAF130 (noted, respectively, 
IMR90* and WI38* from now onwards and in figures), in which oncogene expression is obtained by 4-hydrox-
ytamoxifen (4HT) exposure. The two systems differ in the rapidity of the accumulation of SAHF positive cells, 
which we used as cellular marker of established senescence following oncogene induction (Fig. 1A,B). Indeed, 
RAS expression in IMR90* cells led to approximately 40% of cells presenting nuclear SAHF one week after 4HT 
exposure, whereas a WI38* cell population expressing RAF1 reached a similar level of senescent cells in around 
72 h. In both models, oncogene activation is followed by a wave of replication within 24 h before undergoing 
growth arrest in both G1 and G2 (Fig. 1C,D and Supplemental Fig. S1A,B), suggesting that oncogene activation 
leads to a “go” signal, which pushes G1-licensed cells to a rapid entry in replication followed by a “stop” signal that 
“freezes” the cells in G1 and G2, impeding proliferation. Accordingly, the intracellular level of several key growth 
arrest mediators, including p53, p16 and p21, increased following oncogene activation whereas that of PCNA, a 
S-phase marker, decreased (Fig. 1E,F, for IMR90*, and Supplemental Fig. S2A,B for WI38*).

Activation of the OIS program was associated with a notable increase in FANCD2 expression, at both 
mRNA and protein level, and monoubiquitination, readout of an activated FANC core complex (Fig. 1G–I for 
IMR90* and Supplemental Fig. S2A,C for WI38*). Accordingly, with its roles in safeguarding S phase progres-
sion, FANCD2 expression and activation appear associated with the wave of S-phase, BrdU-incorporating, cells. 
FANCD2 expression was completely lost five days or 72 h following oncogene activation, respectively, in IMR90* 
and WI38* (Fig. 1G–I for IMR90* and Fig. S2A,C for WI38*), when the cells stop to proliferate. FANCD2 down-
regulation during OIS progression was associated to a decay in its mRNA level (Fig. 1J). Finally, the expression 
of the FA core complex partner FANCA was also rapidly but transitorily increased following oncogene activation 
(Fig. 1K,L).

Altogether, our data demonstrate that OIS induction is associated to FANC pathway activation concomitantly 
to the raise in S-phase, BrdU incorporating cells before the induction of p53, p16 and p21, molecular events likely 
involved in the successive growth arrest in G1 and G2.

FANCD2 participates to cellular homeostasis, counteracting senescence during normal prolif-
eration as well as following oncogene activation. The previous results raise the question of whether 
the behavior of the FANC proteins during OIS progression is an integral part of the senescence program or a 
simply epiphenomenon associated to the replicative activity of the cells. Thus, to understand the role of the FANC 

showing the time course expression and activation of FANCD2 in IMR90* cells with an activated-RASv12 
oncogene. Vinculin is used as loading control. (H) Quantitative analysis of FANCD2 expression at the indicated 
time point in oncogene-activated IMR90* cells. Bars represent the mean +/− SEM of at least 3 independent 
experiments. *p < 0.05; **p < 0.01; ***p < 0.001. (I) Quantitative analysis of FANCD2 activation, i.e., ratio 
L/S, monoubiquitinated/non-monoubiquitinated form of FANCD2, at the indicated time point in oncogene-
activated IMR90* cells. (J) Quantitative analysis of FANCD2 mRNA at the indicated time points in oncogene-
activated IMR90* cells. Bars represent the mean +/− SEM of 4 independent experiments. *p < 0.05. (K) 
Representative Western blots showing the time course expression of FANCA in IMR90* cells with an activated-
RAS oncogene. Control cells transfected with siLacZ were indicated by arrows. Vinculin is used as loading 
control. (L) Quantitative analysis of FANCA expression at the indicated time points in oncogene-activated 
IMR90* cells. Bars represent the mean +/− SEM of at least 3 independent experiments. *p < 0.05; **p < 0.01.
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Figure 2. FANCD2 couteracts OIS. (A) Frequency of SAHF-positive cells in IMR90* or WI38* transfected 
with an untargeted siRNA or with siRNAs (siD2 or siD2 #2) targeting FANCD2. Each point represents an 
independent experiment. Horizontal traits indicated the calculated mean. *p < 0.05. (B) Representative 
Western blots showing the expression of indicated proteins in siRNA-depleted FANCD2 IMR90* or WI38* 
cells. Vinculin and actin are used as loading control. Two different siRNA targeting FANCD2 (siD2 or siD2 
#2) were tested in IMR90*. (C) Cell cycle profiles in IMR90* or WI38* transfected with an untargeted siRNA 
or with siRNA targeting FANCD2. The percentage of cells in each phase was evaluated by FACS analysis. Bars 
represent the mean +/− SEM of 3 independent experiments. *p < 0.05. (D,E) Time-course accumulation of 
SAHF-positive cells in FANCD2-proficient or FANCD2-depleted IMR90* (D) or WI38* (E) cells. Histogram 
represents comparison of SAHF frequency at day 7 obtained in two different FANCD2-depleted IMR90* cells. 
Each point represents the mean +/− SEM of at least 3 independent experiments. *p < 0.05; **p < 0.01. (F,G) 
Representative Western blots showing the time-dependent expression of the indicated proteins in FANCD2-
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pathway in the senescence program, we decided to monitore OIS progression in cells either depleted for FANCD2 
or overexpressing it.

First, we analyzed the consequences of the siRNA-mediated downregulation of FANCD2 on IMR90* and 
WI38* cells looking at the accumulation of SAHF-positive cells, their cell cycle profile, and the expression of 
p53, p21 and p16 in the absence of oncogene activation. FANCD2 depletion is followed by a slight but consistent 
increase in the percentage of cells presenting SAHF and in the levels of p53, p21 and p16 (Fig. 2A,B) whereas the 
frequency of BrdU-incorporating cells slightly diminishes (Fig. 2C). Targeting FANCD2 with a different siRNA 
gave similar results (Fig. 2A,B). Thus, a FANC pathway-deficient cell population at steady state presents all the key 
hallmarks of senescence. This finding supports two, non-mutually exclusive, possibilities: either a physiological 
function of the FANC pathway is to counteract the activation of the senescence program or the increased level of 
DNA damage, known to be associated to FANC pathway loss-of-function, constitutes a pro-senescence signal.

Successively, we analyzed the behavior of FANCD2-depleted IMR90* or WI38* cells following oncogene 
induction. As particularly evident in IMR90* cells, FANCD2 depletion significantly increased the frequency of 
SAHF-positive cells (or anticipated their accumulation) in response to an oncogenic signal without major mod-
ifications in the levels of p53, p21 and p16 (Fig. 2D–G and Supplemental Fig. S2D), suggesting that they reach 
the necessary threshold allowing senescence progression and maintenance independently of the FANC pathway 
activity.

Next, we transfected IMR90* cells with a vector expressing a FLAG-FANCD2 construct, induced RAS expres-
sion 48 h later and followed the behavior of cells. Even if plasmid transfection per se increased the frequency of 
senescent cells, FANCD2 overexpression (Fig. 2H top) was able to slightly reduce the percentage of SAHF-positive 
cells at 7 days post-oncogene expression (Fig. 2I), without major effect on p53 or p21 induction (Fig. 2J). Notably, 
compared to the clear difference observed when the oncogene expression was induced (D0) the level of FANCD2 
4 days (4D) later is similar in both mock-transfected and overexpressing cells (Fig. 2H). The previous observation 
is particularly relevant since it supports that FANCD2 expression is regulated not only at mRNA level (Fig. 1J) but 
also depends on the degradation of the protein and it also fournishes a possible reason for why the ectopic (over)
expression of FANCD2 has a so limited, yet reproducible, effect on SAHF accumulation over the time. Thus, we 
treated RAS-induced cells with the proteosomal inhibitor MG132, which delaying FANCD2 degradation (Fig. 2H 
bottom) also slightly delays OIS progression (Fig. 2I).

Altogether, our data suggest that optimal OIS progression is associated to FANCD2 downregulation.

Higher ROS in FANCD2-deprived cells does not mediate increased SAHF. An increase in intra-
cellular ROS was associated with both OIS and FA pathway deficiency (Fig. 3A). Thus, we sought to determine if 
and how ROS impact on SAHF formation in FANCD2-proficient and deficient cells. In both oncogene-activated 
FANCD2-proficient and -deficient IMR90* cells, exposure to the anti-oxidant agent N-acetyl-cysteine (NAC) 
significantly reduces intracellular ROS levels (Fig. 3B). However, NAC treatment failed to modify the frequency 
of SAHF-presenting cells independently from FANCD2 expression (Fig. 3C).

Thus, even if FANCD2 is undoubtedly involved in the control of the cellular redox state, our data clearly sug-
gest that FANCD2 affect OIS progression independently of its role in the maintenance of the redox homeostasis.

Downstream oncogene activation, the senescence program is regulated by a FANCD2/
Cathepsin L crosstalk. Previous works established that senescence implementation requires the proteo-
lytic degradation of several DNA repair proteins, including the cathepsin L1 (CTSL1)-mediated degradation 
of BRCA1 and RAD51, belonging to the FANC pathway downstream FANCD2, and 53BP131,32, key proteins 
involved in homologous recombination (HR) and non-homologous end-joining (NHEJ).

Oncogene activation in IMR90* or WI38* cells is rapidly followed by a progressive increase in both CTSL1 
pro- and mature forms (Fig. 4A–D). The siRNA-mediated FANCD2 depletion did not modify per se the basal 
CTSL1 expression and activation. Accordingly, the levels of 53BP1 and RAD51 are known to be unmodified in 
FANC-deficient cells33,34. Oncogene activation in FANCD2-depleted cells is clearly associated to an anticipated 
activation of CTSL1, parallel to the accelerated rise in SAHF-positive cells observed following FANCD2 depletion 
(Fig. 4A–D). However, FANCD2 over-expression was unable to modify CTSL1 activation (data not shown). Next, 
we impeded CTSL1 activition by treating cells with its specific inhibitor Z-FF-FMK (noted CTSLi in Fig. 4E–I) 
that hamper the conversion of the CTSL1 pro-form in the mature polypeptide, resulting in the accumulation of 
the first at the expense of the second (Fig. 4E–H). In light of its role in OIS establishment and progression, CTSL1 
inhibition reduced the frequency of SAHF-positive cells in FANCD2-proficient, in FANCD2-deficient and in 
FANCD2-overexpressing cells, stressing the importance of the activated protease in senescence program (Fig. 4I 
and data not shown). Accordingly with a delayed senescence, CTSL1 inhibition was associated with an increased 

proficient or FANCD2-depleted IMR90* (F) or WI38*cells (G) expressing their specific oncogene. See Fig. S2D 
for quantification. Vinculin and actin are used as loading control. (H) Top. Representative Western blots 
showing the time-dependent expression of FANCD2 in pFLAG-FANCD2 transfected IMR90* cells or control 
cells transfected with empty plasmid (pcDNA3.1). Bottom. Untransfected cell treated with the proteasome 
inhibitor MG132 (2 µM, overnight). Vinculin is used as loading control. (I) Frequency of SAHF-positive 
cells after 7 days of oncogene induction in (Left) pFLAG-FANCD2 transfected IMR90* cells or control cells 
transfected with empty plasmid (pcDNA3.1) or (right) cell treated with the proteasome inhibitor MG132 (2 µM, 
overnight before fixation). Data represent the mean +/− SEM of at least 3 independent experiments. *p < 0.05. 
(J) Representative Western blot showing the time-dependent expression of the indicated proteins in pFLAG-
FANCD2-transfected cells or control transfected cells. Actin is used as loading control.
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level of FANCD2 (Fig. 4J), suggesting that the FANCD2-downregulation in oncogene-activated cells is somehow 
dependent on CTSL1 activity.

Thus, whereas FANCD2 behavior, similarly to that of BRCA1, RAD51 and 53BP131,32, could depend on 
CTSL1, which activation is required for the optimal progression of the OIS program, CTSL1 expression/activition 
is FANC-pathway independent.

Discussion
Fanconi anemia patients present bone marrow failure, developmental abnormalities, reproductive and endocrine 
defects and cancer predisposition to both solid tumors and leukemia. Patient’s cells are characterized by sev-
eral cellular phenotypes, including DNA interstrand crosslinking drug sensitivity, chromosome instability, cell 
cycle abnormalities, oxygen sensitivity and excessive pro-inflammatory cytokines production20,21. The proteins 
encoded by the, up until now, 22 identified genes are major components of the FANC pathway, in which the 
canonical function is to cope with replication stress20,21,23. Their deficiency underlies the genetic instability of the 
FA patients, their bone marrow failure and their cancer predisposition. However, emerging evidence indicates 
that certain FANC proteins have alternative functions21,35–38, including control of replisome function24, modu-
lation of TNF-α expression39–41, regulation of the cellular redox equilibrium26,28, telomere maintenance25 and 
involvement in virophagy and mitophagy35.

In this study, we have shown that an unscheduled and constitutive oncogene activation is followed by a rapid 
rise in FANCA and FANCD2 at both RNA and protein levels and by FANCD2 monoubiquitination, readout of 
the pathway activation. However, shortly after the initial increase, FANCD2 expression decreases rapidly as a 
consequence of a reduced transcription and an increased degradation of the protein. Oncogene activation in 
siRNA-mediated FANCD2-depleted cells anticipates OIS progression. Conversely, overexpression of FANCD2 or 
inhibition of its degradation (Figs 2 and 4) delays OIS progression. The previous observations suggest that FANC 
pathway is initially activated to timely respond to a proliferation signal to sustain replication and cell division, 
its known canonical key function. Nevertheless, when the expression of an oncogene (a proliferation signal) is 

Figure 3. Higher ROS in FANCD2-deprived cells does not mediate increased SAHF. (A) Histogram presenting 
the relative intracellular ROS level in FANCD2-proficient and FANCD2-deficient IMR90* cells before 
oncogene activation (left) and 2 or 4 days after oncogene activation in control cells (right). Bars represent the 
mean +/− SEM of 3 independent experiments. *p < 0.05. (B) Histogram presenting the relative intracellular 
ROS level in FANCD2-proficient and FANCD2-deficient IMR90* cells 4 days after oncogene activation in the 
absence or presence of the NAC (2.5 mM). Bars represent the mean +/− SEM of 3 independent experiments. 
*p < 0.05. (C) Histogram presenting the frequency of SAHF-positive cells in FANCD2-proficient and FANCD2-
deficient IMR90* cells 4 days after oncogene activation in the absence or presence of the NAC (2.5 mM). Bars 
represent the mean +/− SEM of 3 independent experiments.
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Figure 4. FANCD2 depletion increased cathepsin L1 expression during OIS, a protease targeting FANCD2 
downstream oncogene induction. (A,B) Representative Western blots showing cathepsin L (CTSL1) behavior 
in IMR90* (A) or WI38* (B) cells depleted or not depleted of FANCD2. The three forms of CTSL1 could be 
observed. ERK1, actin or vinculin were used as loading control. (C,D) Histograms representing the time-
dependent relative levels of total and mature CTSL1 in oncogene-active IMR90* (C) or WI38* (D) cells 
expressing or not expressing FANCD2. Bars indicate the mean +/− SEM of at least 3 independent experiments. 
*p < 0.05; **p < 0.01. (E,F) Representative Western blot analysis of cathepsin L (CTSL1) and FANCD2 in 
IMR90* (E) or WI38* (F) cells depleted or not depleted for FANCD2. Cells were exposed to CTSL1 inhibitor 
(CTSLi, Z-FF-FMK, dose 2.5 µM) during the OIS kinetic. The three forms of CTSL1 could be observed. ERK1, 
actin and vinculin were used as loading controls. (G,H) Analysis of CTSL1 expression and activation (revealed 
by its processing) in IMR90* or WI38* cells depleted or not depleted of FANCD2 in absence or presence of a 
CTSL1 inhibitor. The data were shown as a fold change compared with the value obtained for siLacZ transfected 
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constitutively maintained leading to a prolonged “stressed” replication that with associated DNA damage acti-
vates checkpoints resulting in the progression of the senescence program, which shortens FANC protein expres-
sion at RNA level, as a consequence of growth arrest and at protein level downstream proteasome and CTSL1 
activation. These results validate and extend our previous data obtained on melanoma cells in which FANC path-
way loss-of-function was rapidly followed by the cellular entry into senescence22. While it was demonstrated that 
the FA core complex and FANCD2 are negatively involved in the control of the cellular redox state by their bio-
chemical and functional interactions with redox-controlling enzymes and proteins, our data clearly suggest that 
FANCD2 counteracts SAHF-positive cell accumulation independently of its role in the maintenance of the redox 
homeostasis. Furthermore, we demonstrated that the rapid FANCD2-downregulation in oncogene-activated cells 
is also partially dependent on the protease CTSL1, known to be responsible for the proteolysis of several other 
proteins, including BRCA1 and RAD51, which belong to the FANC pathway, and 53PB1, which unscheduled 
utilization in FANCD2- or BRCA1-deficient cells leads to complex chromosome aberrations, including radial 
figures34. Thus, even if ectopically overexpressed, FANCD2 is actively degradated in oncogene induced cell, sup-
porting the reduced, but still significant, decrease of SAHF frequency observed in pFLAG-FANCD2 transfected 
cells. Notably, as previously reported when BRCA1 is downregulated, we observed an anticipation of the CTSL1 
activation downstream oncogene activation32.

In conclusion, together with published observations, our data lead to propose a simplified model presented 
in Fig. 5. Unscheduled and permanent oncogene activation leads to a burst of cells in S-phase, followed by a per-
manent growth arrest state associated with DDR and CTSL1 activation. The DDR network is constituted by two 
interconnected branches: the checkpoint pathways and the DNA repair pathways, with the first being essential to 
the activation of the second. Indeed, by forcing cells to enter into S and by modifying the replication physiology, 
oncogene expression activates cell cycle checkpoints, including ATM/ATR, p53, p16, p21, CHK1 and CHK2, 
which participate to the growth arrest, and DNA repair pathways, including FANCA, FANCD2, BRCA1 and 
RAD51 which work as partners in the FANC pathway, triyng to eliminate induced genomic stresses to allow cell 
cycle rescue. When the proliferation signal induced by an activated oncogene is not turned off, catabolic pathways 
are activated, as here CTSL1, to stop futile DNA repair activities, to permanently arrest cell proliferation and to 
push cells into senescence. Notably, the FANC pathway, embedded in the DDR network, acts to not only allow 
replication rescue but also to relieve the growth arrest signaling that drives the cells into senescence42.

Despite the premature senescence observed in FANCD2 depleted cells, cancer predisposition is observed in 
FA. This finding could be explained by the “dark-side” of senescence. Indeed, FA cells are genetically unstable, and 
the senescent cells and their SASP (senescent-associated secretary phenotype) can act extrinsically to promote 
neoplastic transformation of premalignant cells43 that escape senescence to become tumoral.

Methods
Cell culture. IMR90-hTERT/ER:RASG12V cells (immortalized human embryonic lung fibroblasts) were 
immortalized by C. Mann (CEA/Saclay, France) by introduction of the hTERT gene into IMR90-ER:RASG12V 
cells provided by N. Masashi29. The cells were grown in DMEM + 15% FBS + 2 mM of L-glutamine + 1 mM of 
pyruvate + 0.1 mM of non-essential amino acids + 100 µg/mL streptomycin + 100 U/mL penicillin (Gibco).

WI38-hTERT/ER:GFP:RAF1 cells (immortalized human embryonic fibroblasts) were elaborated by C. 
Mann29. They were grown in MEM-GlutaMAX + 10% FBS + 2 mM L-glutamine + 1 mM of pyruvate + 100 µg/
mL streptomycin + 100 U/mL penicillin + 0.2% Fungizone (Gibco).

Cells were cultured in a 5% carbon dioxide and 3% oxygen incubator. Induction of a constitutively active form 
of RAS fused to the estrogen-receptor binding domain (ER:RAS) or RAF1 fused to GFP and the estrogen-receptor 
binding domain (ER:GFP:RAF1) was achieved by the addition of 100 nM or 20 nM of 4-hydroxytamoxifen (4HT, 
Sigma-Aldrich) respectively, and the medium was changed every two days.

SAHF detection. Cells grown on glass coverslips previously incubated with poly-L-lysine (Sigma-Aldrich) 
were fixed in 4% paraformaldehyde for 10 min at room temperature prior to permeabilization in 0.1% Triton 
X-100 for 10 min at RT. The slides were mounted in DAKO mounting medium supplemented with DAPI (1.5 µg/
mL, Sigma-Aldrich) and were examined at a magnification of 63X via fluorescence microscopy (AxioImager.Z1, 
Zeiss). The images were captured with an ORCA-ER camera (Hamamatsu). The microscope and camera param-
eters were adjusted for each series of experiments to avoid signal saturation.

Cell cycle analysis. In culture media, 5-bromo-2-deoxyuridine (BrdU, BD Bioscience) was added at a final 
concentration of 10 μM for 10 min at 37°C. After fixation in iced absolute ethanol, pelleted cells were denatured 
in 0.5 mg/mL pepsin + 30 mM of HCl. BrdU was immunodetected with a mouse anti-BrdU antibody at 1/50 
(DAKO, clone Bu20a) and a fluorescein-conjugated donkey anti-mouse antibody at 1/50 (Life Technologies). 
Cells were stained with propidium iodide (PI, 25 μg/mL) containing RNase (50 μg/mL) and were analyzed using 
a FACS (Accuri C6 Flow Cytometer, BD Biosciences).

cells. Bars represent the mean +/− SEM of at least 3 independent experiments. *p < 0.05; **p < 0.01. (I) 
Analysis of SAHF-positive cells in IMR90* or WI38* cells depleted or not depleted of FANCD2 in the absence 
or presence of a CTSL1 inhibitor. The data were shown as a fold change compared with the value obtained for 
siLacZ transfected cells. Bars represent the mean +/− SEM of at least 3 independent experiments. *p < 0.05. (J) 
Quantitative analysis of FANCD2 expression in IMR90* cells in the absence or presence of a CTSL1 inhibitor. 
Bars represent the mean +/− SEM of at least 3 independent experiments.
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Cellular ROS detection. Cells in 6-well dishes were incubated for 30 min at 37°C with 10 μM of 
carboxy-H2DCFDA (Molecular Probe) for IMR90-hTERT/ER:RAS or 5 µM of DHE (Molecular Probe) for 
WI38-hTERT/ER:GFP:RAF1. The cells were washed with PBS, detached using trypsin and analyzed via FACS 
(Accuri C6 Flow Cytometer, BD Biosciences) on the green channel for H2DCFDA probe or the red channel for 
DHE probe.

Molecular markers analyses by western blot. Cells were harvested by trypsin treatment followed by two 
washes in PBS. Whole-cell extracts were prepared by resuspension of cells in lysis buffer (50 mM of Tris-HCl pH 7.5, 
20 mM of NaCl, 1 mM of MgCl2, 0.1% SDS, 0.1% Benzonase (Novagen, Merk), cOmplet EDTA-free Protease Inhibitor 
Cocktail (Roche, Sigma-Aldrich) and anti-phosphatase cocktail (PhosSTO, Roche, Sigma-Aldrich) for 20 min at room 
temperature. Protein concentrations were determined by the Bradford method (Bio-Rad Protein assay). Samples were 
combined with 4X Laemmli buffer containing β-mercaptoethanol and were denatured via boiling. Proteins (30 µg) 
were separated by SDS-PAGE. Proteins were semi-dry transferred to nitrocellulose membranes. Blots were probed 
with the following antibodies: goat anti-actin (1/1000, Santa Cruz Biotechnology), rabbit anti-ERα (1/300, Santa 
Cruz Biotechnology) to detect oncogene induction, mouse anti-FANCD2 (1/200, Santa Cruz Biotechnology), rabbit 
anti-p16 (1/500, Santa Cruz Biotechnology), rabbit anti-p21 (1/500, Cell Signaling Technology), mouse anti-p53 
(1/200, Santa Cruz Biotechnology), mouse anti-PCNA (1/500, Chemicon International), rabbit anti-FANCA (1/500, 
Bethyl Laboratories), mouse anti-vinculine (1/5000, Abcam), rabbit anti-ERK1 (1/500, Cell Signaling Technology) 
and goat anti-CTSL1 (1/1000, RD systems). The proteins were visualized using an enhanced chemiluminescence 
system (Western Bright ECL, Advansta). All Western blot quantifications were performed with the ImageJ software 
using densitometry measures obtained from ImageQuant LAS 4000 (GE Healthcare Life Sciences).

Cell transfection with siRNA or plasmids. Cells were transfected at 30–50% confluence with 20 nM of 
siRNA and INTERFERin (Polyplus-transfection) 2 days before oncogene induction Wi-38-hTERT/ER:GFP:RAF1 
or twice (3 days before oncogene induction and the day of oncogene induction) for IMR90-hTERT/ER:RAS. 
The following sequences were used: siFANCD2#1 (siD2 in Figures) 5′-GGAGAUUGAUGGUCUACUA-3′, 
siFANCD2#2 (siD2 #2 in Figures) 5′-AACAGCCAUGGAUACACUUGATT-3′ and siLacZ as control 
(5′-CGUCGACGGAAUAACUUCGA-3′). The transfection procedure was performed in 6-well plates according 
to the manufacturer’s instructions.

IMR90-hTERT/ER:RAS were transfected with 1 µg of pFLAG-FANCD2, gave by A. Constantinou’s lab 
(Montpellier, France) using 2 µl of TurboFectTM Transfection Reagent (Thermo Fisher Scientific) 2 days before 
oncogene induction. Control cells were transfected with empty plasmid (pcDNA3.1). The transfection procedure 
was performed in Petri dish 60 mm according to the manufacturer’s instructions.

Figure 5. Model presenting the interplay between oncogene activation, FANCD2 and cathepsin expression. 
An unscheduled and permanent oncogene activation leads to a burst of cells in S-phase associated to DNA 
damage and replication stress that activates the DNA damage response. FANCD2, which activation is integrated 
in the DDR network, acts to not only allow DNA repair and replication rescue but also delay the potential 
establishment of a permanent growth arrest signaling network that drives the cells into senescence by opposing 
to CTSL1 activity that, per se, affects, directly or indirectly, FANCD2 expression.
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qRT-PCR. RNA was extracted using the Maxwell® DSC simply RNA cell kit (Promega). Reverse transcription was 
perfomed using a RevertAid Frist Strand cDNA Synthesis Kit (Thermo Fisher Scientific) and qPCR using Maxima 
SYBR Green/ROX qPCR Master Mix (Thermo Fisher Scientific) on an BioRad CFX96TM Real-Time System. FANCD2 
was assessed using cyclofilin B as reporter gene. Primers sequences are: F: 5′-CCATGGTCACAGCACCAATA-3′, 
R: 5′-TCAGCACACTGGCATTTAGC-3′ for FANCD2 and F: 5′-GTGAGCGCTTCCCCGATGAG-3′, R: 
5′-TGCCAAACACCACATGCTT-3′ for cyclofilin B.

Drugs treatment. To determine the role of ROS in different processes, N-acetyl-cystein (NAC) was added in 
the culture media at a final concentration of 2.5 mM in HEPES (17 mM) and NaOH (130 mM) at day 0; the media 
was changed every day and was maintained during OIS kinetics. For some experiments, a cathepsin L inhibitor 
(Z-FF-FMK, Calbiochem) was added at 2.5 µM in the culture media at day 0 and maintained during OIS kinetics. 
Media were changed every two days.

To determine the role of the protesomal degradation of FANCD2, cells were treated with 2 µM of MG132 
(Sigma) overnight.

Statistical analysis. Analyses were performed comparing the means of two groups, with each mean 
obtained from at least three independent experiments. We used a paired t test realized by GraphPad prism 
software.

Received: 26 January 2018; Accepted: 31 October 2019;
Published: xx xx xxxx

References
 1. Campisi, J. Cellular senescence: putting the paradoxes in perspective. Curr Opin Genet Dev 21, 107–112, https://doi.org/10.1016/j.

gde.2010.10.005 (2011).
 2. Campisi, J. A. cellular senescence, and cancer. Annu Rev Physiol 75, 685–705, https://doi.org/10.1146/annurev-physiol-030212-183653 

(2013).
 3. Kuilman, T., Michaloglou, C., Mooi, W. J. & Peeper, D. S. The essence of senescence. Genes Dev 24, 2463–2479, https://doi.

org/10.1101/gad.1971610 (2010).
 4. Rodier, F. & Campisi, J. Four faces of cellular senescence. J Cell Biol 192, 547–556, https://doi.org/10.1083/jcb.201009094 (2011).
 5. Campisi, J. & d’Adda di Fagagna, F. Cellular senescence: when bad things happen to good cells. Nat Rev Mol Cell Biol 8, 729–740, 

https://doi.org/10.1038/nrm2233 (2007).
 6. Collado, M., Blasco, M. A. & Serrano, M. Cellular senescence in cancer and aging. Cell 130, 223–233, https://doi.org/10.1016/j.

cell.2007.07.003 (2007).
 7. Campisi, J. The biology of replicative senescence. Eur J Cancer 33, 703–709, https://doi.org/10.1016/S0959-8049(96)00058-5 (1997).
 8. Chen, Q., Fischer, A., Reagan, J. D., Yan, L. J. & Ames, B. N. Oxidative DNA damage and senescence of human diploid fibroblast cells. 

Proc Natl Acad Sci USA 92, 4337–4341 (1995).
 9. Braig, M. et al. Oncogene-induced senescence as an initial barrier in lymphoma development. Nature 436, 660–665, https://doi.

org/10.1038/nature03841 (2005).
 10. Collado, M. et al. Tumour biology: senescence in premalignant tumours. Nature 436, 642, https://doi.org/10.1038/436642a (2005).
 11. Michaloglou, C. et al. BRAFE600-associated senescence-like cell cycle arrest of human naevi. Nature 436, 720–724, https://doi.

org/10.1038/nature03890 (2005).
 12. Munoz-Espin, D. et al. Programmed cell senescence during mammalian embryonic development. Cell 155, 1104–1118, https://doi.

org/10.1016/j.cell.2013.10.019 (2013).
 13. Childs, B. G., Baker, D. J., Kirkland, J. L., Campisi, J. & van Deursen, J. M. Senescence and apoptosis: dueling or complementary cell 

fates? EMBO Rep 15, 1139–1153, https://doi.org/10.15252/embr.201439245 (2014).
 14. Ruhland, M. K., Coussens, L. M. & Stewart, S. A. Senescence and cancer: An evolving inflammatory paradox. Biochim Biophys Acta 

1865, 14–22, https://doi.org/10.1016/j.bbcan.2015.10.001 (2016).
 15. Gandini, S. et al. Meta-analysis of risk factors for cutaneous melanoma: I. Common and atypical naevi. Eur J Cancer 41, 28–44, 

https://doi.org/10.1016/j.ejca.2004.10.015 (2005).
 16. Bartkova, J. et al. Oncogene-induced senescence is part of the tumorigenesis barrier imposed by DNA damage checkpoints. Nature 

444, 633–637, https://doi.org/10.1038/nature05268 (2006).
 17. Cruickshanks, H. A. et al. Senescent cells harbour features of the cancer epigenome. Nat Cell Biol 15, 1495–1506, https://doi.

org/10.1038/ncb2879 (2013).
 18. Di Micco, R. et al. Oncogene-induced senescence is a DNA damage response triggered by DNA hyper-replication. Nature 444, 

638–642, https://doi.org/10.1038/nature05327 (2006).
 19. Gupta, G. P. et al. The Mre11 complex suppresses oncogene-driven breast tumorigenesis and metastasis. Mol Cell 52, 353–365, 

https://doi.org/10.1016/j.molcel.2013.09.001 (2013).
 20. Bogliolo, M. & Surralles, J. Fanconi anemia: a model disease for studies on human genetics and advanced therapeutics. Curr Opin 

Genet Dev 33, 32–40, https://doi.org/10.1016/j.gde.2015.07.002 (2015).
 21. Cheung, R. S. & Taniguchi, T. Recent insights into the molecular basis of Fanconi anemia: genes, modifiers, and drivers. Int J 

Hematol, https://doi.org/10.1007/s12185-017-2283-4 (2017).
 22. Bourseguin, J. et al. FANCD2 functions as a critical factor downstream of MiTF to maintain the proliferation and survival of 

melanoma cells. Sci Rep 6, 36539, https://doi.org/10.1038/srep36539 (2016).
 23. Gueiderikh, A., Rosselli, F. & Neto, J. B. C. A never-ending story: the steadily growing family of the FA and FA-like genes. Genet Mol 

Biol 40, 398–407, https://doi.org/10.1590/1678-4685-GMB-2016-0213 (2017).
 24. Lossaint, G. et al. FANCD2 binds MCM proteins and controls replisome function upon activation of s phase checkpoint signaling. 

Mol Cell 51, 678–690, https://doi.org/10.1016/j.molcel.2013.07.023 (2013).
 25. Sarkar, J. & Liu, Y. Fanconi anemia proteins in telomere maintenance. DNA Repair (Amst) 43, 107–112, https://doi.org/10.1016/j.

dnarep.2016.02.007 (2016).
 26. Du, W. et al. The FA pathway counteracts oxidative stress through selective protection of antioxidant defense gene promoters. Blood 

119, 4142–4151, https://doi.org/10.1182/blood-2011-09-381970 (2012).
 27. Kumari, U., Ya Jun, W., Huat Bay, B. & Lyakhovich, A. Evidence of mitochondrial dysfunction and impaired ROS detoxifying 

machinery in Fanconi anemia cells. Oncogene 33, 165–172, https://doi.org/10.1038/onc.2012.583 (2014).
 28. Li, J., Du, W., Maynard, S., Andreassen, P. R. & Pang, Q. Oxidative stress-specific interaction between FANCD2 and FOXO3a. Blood 

115, 1545–1548, https://doi.org/10.1182/blood-2009-07-234385 (2010).

https://doi.org/10.1038/s41598-019-53502-w
https://doi.org/10.1016/j.gde.2010.10.005
https://doi.org/10.1016/j.gde.2010.10.005
https://doi.org/10.1146/annurev-physiol-030212-183653
https://doi.org/10.1101/gad.1971610
https://doi.org/10.1101/gad.1971610
https://doi.org/10.1083/jcb.201009094
https://doi.org/10.1038/nrm2233
https://doi.org/10.1016/j.cell.2007.07.003
https://doi.org/10.1016/j.cell.2007.07.003
https://doi.org/10.1016/S0959-8049(96)00058-5
https://doi.org/10.1038/nature03841
https://doi.org/10.1038/nature03841
https://doi.org/10.1038/436642a
https://doi.org/10.1038/nature03890
https://doi.org/10.1038/nature03890
https://doi.org/10.1016/j.cell.2013.10.019
https://doi.org/10.1016/j.cell.2013.10.019
https://doi.org/10.15252/embr.201439245
https://doi.org/10.1016/j.bbcan.2015.10.001
https://doi.org/10.1016/j.ejca.2004.10.015
https://doi.org/10.1038/nature05268
https://doi.org/10.1038/ncb2879
https://doi.org/10.1038/ncb2879
https://doi.org/10.1038/nature05327
https://doi.org/10.1016/j.molcel.2013.09.001
https://doi.org/10.1016/j.gde.2015.07.002
https://doi.org/10.1007/s12185-017-2283-4
https://doi.org/10.1038/srep36539
https://doi.org/10.1590/1678-4685-GMB-2016-0213
https://doi.org/10.1016/j.molcel.2013.07.023
https://doi.org/10.1016/j.dnarep.2016.02.007
https://doi.org/10.1016/j.dnarep.2016.02.007
https://doi.org/10.1182/blood-2011-09-381970
https://doi.org/10.1038/onc.2012.583
https://doi.org/10.1182/blood-2009-07-234385


1 1Scientific RepoRtS |         (2019) 9:17024  | https://doi.org/10.1038/s41598-019-53502-w

www.nature.com/scientificreportswww.nature.com/scientificreports/

 29. Young, A. R. et al. Autophagy mediates the mitotic senescence transition. Genes Dev 23, 798–803, https://doi.org/10.1101/
gad.519709 (2009).

 30. Jeanblanc, M. et al. Parallel pathways in RAF-induced senescence and conditions for its reversion. Oncogene 31, 3072–3085, https://
doi.org/10.1038/onc.2011.481 (2012).

 31. Gonzalez-Suarez, I. et al. A new pathway that regulates 53BP1 stability implicates cathepsin L and vitamin D in DNA repair. EMBO 
J 30, 3383–3396, https://doi.org/10.1038/emboj.2011.225 (2011).

 32. Graziano, S., Johnston, R., Deng, O., Zhang, J. & Gonzalo, S. Vitamin D/vitamin D receptor axis regulates DNA repair during 
oncogene-induced senescence. Oncogene 35, 5362–5376, https://doi.org/10.1038/onc.2016.77 (2016).

 33. Pichierri, P., Averbeck, D. & Rosselli, F. DNA cross-link-dependent RAD50/MRE11/NBS1 subnuclear assembly requires the Fanconi 
anemia C protein. Hum Mol Genet 11, 2531–2546 (2002).

 34. Renaud, E., Barascu, A. & Rosselli, F. Impaired TIP60-mediated H4K16 acetylation accounts for the aberrant chromatin 
accumulation of 53BP1 and RAP80 in Fanconi anemia pathway-deficient cells. Nucleic Acids Res 44, 648–656, https://doi.
org/10.1093/nar/gkv1019 (2016).

 35. Sumpter, R. Jr. & Levine, B. Emerging functions of the Fanconi anemia pathway at a glance. J Cell Sci 130, 2657–2662, https://doi.
org/10.1242/jcs.204909 (2017).

 36. Renaudin, X., Koch Lerner, L., Menck, C. F. & Rosselli, F. The ubiquitin family meets the Fanconi anemia proteins. Mutat Res Rev 
Mutat Res 769, 36–46, https://doi.org/10.1016/j.mrrev.2016.06.004 (2016).

 37. Renaudin, X., Guervilly, J. H., Aoufouchi, S. & Rosselli, F. Proteomic analysis reveals a FANCA-modulated neddylation pathway 
involved in CXCR5 membrane targeting and cell mobility. J Cell Sci 127, 3546–3554, https://doi.org/10.1242/jcs.150706 (2014).

 38. Che, R., Zhang, J., Nepal, M., Han, B. & Fei, P. Multifaceted Fanconi Anemia Signaling. Trends Genet 34, 171–183, https://doi.
org/10.1016/j.tig.2017.11.006 (2018).

 39. Briot, D., Mace-Aime, G., Subra, F. & Rosselli, F. Aberrant activation of stress-response pathways leads to TNF-alpha oversecretion 
in Fanconi anemia. Blood 111, 1913–1923, https://doi.org/10.1182/blood-2007-07-099218 (2008).

 40. Matsushita, N. et al. Direct inhibition of TNF-alpha promoter activity by Fanconi anemia protein FANCD2. PLoS One 6, e23324, 
https://doi.org/10.1371/journal.pone.0023324 (2011).

 41. Rosselli, F., Sanceau, J., Gluckman, E., Wietzerbin, J. & Moustacchi, E. Abnormal lymphokine production: a novel feature of the 
genetic disease Fanconi anemia. II. In vitro and in vivo spontaneous overproduction of tumor necrosis factor alpha. Blood 83, 
1216–1225 (1994).

 42. Guervilly, J. H., Renaud, E., Takata, M. & Rosselli, F. USP1 deubiquitinase maintains phosphorylated CHK1 by limiting its DDB1-
dependent degradation. Hum Mol Genet 20, 2171–2181, https://doi.org/10.1093/hmg/ddr103 (2011).

 43. Baker, D. J., Alimirah, F., van Deursen, J. M., Campisi, J. & Hildesheim, J. Oncogenic senescence: a multi-functional perspective. 
Oncotarget 8, 27661–27672, https://doi.org/10.18632/oncotarget.15742 (2017).

Acknowledgements
This work was supported by a grant from “La Ligue Contre le Cancer” to F.R.

Author contributions
A.H.-L. and F.R. designed research, analyzed data and wrote the paper; A.H.-L., F.D.-F. and C.E. performed 
experiments and analyzed data.

competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-019-53502-w.
Correspondence and requests for materials should be addressed to A.H.-L. or F.R.
Reprints and permissions information is available at www.nature.com/reprints.
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 Cre-
ative 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 per-
mitted 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

https://doi.org/10.1038/s41598-019-53502-w
https://doi.org/10.1101/gad.519709
https://doi.org/10.1101/gad.519709
https://doi.org/10.1038/onc.2011.481
https://doi.org/10.1038/onc.2011.481
https://doi.org/10.1038/emboj.2011.225
https://doi.org/10.1038/onc.2016.77
https://doi.org/10.1093/nar/gkv1019
https://doi.org/10.1093/nar/gkv1019
https://doi.org/10.1242/jcs.204909
https://doi.org/10.1242/jcs.204909
https://doi.org/10.1016/j.mrrev.2016.06.004
https://doi.org/10.1242/jcs.150706
https://doi.org/10.1016/j.tig.2017.11.006
https://doi.org/10.1016/j.tig.2017.11.006
https://doi.org/10.1182/blood-2007-07-099218
https://doi.org/10.1371/journal.pone.0023324
https://doi.org/10.1093/hmg/ddr103
https://doi.org/10.18632/oncotarget.15742
https://doi.org/10.1038/s41598-019-53502-w
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Fanconi anemia proteins counteract the implementation of the oncogene-induced senescence program

	Results

	Oncogene-induced senescence is associated to a rapid induction of FANCD2 expression and monoubiquitination followed by its  ...
	FANCD2 participates to cellular homeostasis, counteracting senescence during normal proliferation as well as following onco ...
	Higher ROS in FANCD2-deprived cells does not mediate increased SAHF. 
	Downstream oncogene activation, the senescence program is regulated by a FANCD2/Cathepsin L crosstalk. 

	Discussion

	Methods

	Cell culture. 
	SAHF detection. 
	Cell cycle analysis. 
	Cellular ROS detection. 
	Molecular markers analyses by western blot. 
	Cell transfection with siRNA or plasmids. 
	qRT-PCR. 
	Drugs treatment. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 OIS is associated to a rapid raise in FANCD2 expression and monoubiquitination followed by its downregulation.
	Figure 2 FANCD2 couteracts OIS.
	Figure 3 Higher ROS in FANCD2-deprived cells does not mediate increased SAHF.
	Figure 4 FANCD2 depletion increased cathepsin L1 expression during OIS, a protease targeting FANCD2 downstream oncogene induction.
	Figure 5 Model presenting the interplay between oncogene activation, FANCD2 and cathepsin expression.




