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High levels of RAD51 perturb DNA replication
elongation and cause unscheduled origin firing
due to impaired CHK1 activation
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In response to replication stress ATR signaling through CHK1 controls the intra-S checkpoint and is required for the
maintenance of genomic integrity. Homologous recombination (HR) comprises a series of interrelated pathways that
function in the repair of DNA double strand breaks and interstrand crosslinks. In addition, HR, with its key player RAD51,
provides critical support for the recovery of stalled forks during replication. High levels of RAD51 are regularly found in
various cancers, yet little is known about the effect of the increased RAD51 expression on intra-S checkpoint signaling.
Here, we describe a role for RAD51 in driving genomic instability caused by impaired replication and intra-S mediated
CHK1 signaling by studying an inducible RAD51 overexpression model as well as 10 breast cancer cell lines. We
demonstrate that an excess of RAD51 decreases I-Sce-I mediated HR despite formation of more RAD51 foci. Cells with
high RAD51 levels display reduced elongation rates and excessive dormant origin firing during undisturbed growth and
after damage, likely caused by impaired CHK1 activation. In consequence, the inability of cells with a surplus of RAD51
to properly repair complex DNA damage and to resolve replication stress leads to higher genomic instability and thus

drives tumorigenesis.

Introduction

One of the major cellular processes to prevent genomic instabil-
ity is the repair of DNA double strand breaks (DSBs) mediated by
non-homologous end joining (NHE]) or homologous recombina-
tion (HR). HR is preferentially active during S and G2 phase and
there is increasing evidence that HR is primarily responsible for
the repair of DSBs during DNA replication to restart stalled and
recover broken replication forks.'” Because cells are most vulnera-
ble to genomic instability during replication and segregation of
chromosomes at mitosis,” RAD51 as the key player in HR has a
fundamental role in controlling genomic stability.”® The potential
sources of spontaneous genomic instability during S phase are dis-
continuities at the replication fork, caused primarily by stalling of
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replication forks, which is provoked for instance by nucleotide
depletion, base damage, single strand breaks or cross links. In this
regard HR is one of several interrelated pathways that function in
the repair of “one-sided” DSBs and interstrand crosslinks (ICLs).”
The diverse functions of HR and its regulation are reflected in the
need for complex protein networks. A core of HR protein compris-
ing RPA, RAD51, RAD52, RAD54, RAD51B, C, D, XRCC2
and XRCC3 perform their function together with additional fac-
tors, such as proteins like BRCA1, BRCA2, TP53 and the Fanconi
anemia proteins A-P. If inactivated by mutation, all of them pro-
mote a genomic instable phenotype reflected by an increase of
spontaneous DNA damage and resulting in a higher susceptibility
to cancers. Although the regulation of HR is not completely under-
stood, a precisely adjusted amount of RADS51 seems to be
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necessary for cellular maintenance. This can be concluded from (i)
the lethality when RADS5I is knocked out,®” (ii) the alteration of
radiosensitivity by a lowered or higher expression,'”'" and (iii) the
elevated expression regularly observed in human tumor cell lines
derived from several origins.'> Supporting the idea that a well-bal-
anced HR is necessary to avoid genomic instability, we and others
could show a negative effect of RADS51 overexpression on progno-
sis for tumor patients after combined radio/chemotherapy, as well
as after surgery alone.'>"” This clearly demonstrates that prognosis
is not determined by increased repair capacity of the irradiation-
induced DNA damage after RAD51 overexpression. In line with
this, overexpression of RAD51 does not necessarily improve repair
capacity in cellular HR models. All scenarios affecting HR were
observed, such as a reduction, no change or an increase in HR
events in cells with RAD51 overexpression.'®° Similarly, a reduc-
tion in HR was also observable in cells with BRCA2 overexpres-
sion.”! However, overexpression of RADS51 restores HR function,
if repair proteins like BRCA1, BRCA2 or FANCD?2 involved in
HR are lost,”**° with the consequence that genomic stability could
also be restored to some extent.>*>*"%°

In response to stalled replication forks or replication stress
ATR signaling through CHKI is the major pathway and the key
regulator of the intra-S checkpoint.’’?> CHKI-mediated DNA
damage response is required for the maintenance of genomic
integrity and it is generally agreed that, upon replication stress,
long stretches of single-stranded DNA (ssDNA) arise, which are
quickly covered by replication protein A (RPA). RPA-coated
ssDNA then recruits the ATR-ATR-interacting protein (ATRIP)
complex followed by TopBP1 and the 9—1-1 complex, thus acti-
vating the ATR signaling pathway and its downstream phosphor-
ylation targets including CHK1 kinase.>**® ATR-mediated
CHKI1 phosphorylation at Ser317 and Ser345 stimulates CHK1
kinase and releases it from chromatin to facilitate the intra-S

. 38
checkpoint response.””?

One major function of the intra-S
phase checkpoint is the regulation of DNA replication initiation.
As a consequence of CHKI activation, neighboring, dormant
origins of replication are activated. At the same time, distant ori-
gins are restricted from ﬁring.39 In this way, the cell prioritizes
on completion of DNA replication that has already been started.
Even in the absence of DNA damage, ATR and CHKI regulate
replication timing and normal S-phase progression, as ATR or
Chkl inhibition, down-regulation as well as inactivation of the
CHEKI gene all cause a slow-down of fork progression and
extensive origin ﬁring.3’40‘42

CHKI1 is also important for the activation of HR, as the phos-
phorylation of RAD51 or BRCA2 by CHKI plays a critical role
in the recruitment of RADS51 to sites of DNA damage.*®** Con-
versely, we have recently been able to show that haploinsuffi-
ciency in the PALB2 gene, another RAD51 DNA loading factor
is sufficient to diminish the ATR/CHKI response,” resulting in
pronounced replication defects such as increased origin firing.
Thus, HR and intra-S checkpoint are apparently tightly
intertwined.

Therefore, we hypothesized that an oversupply of RAD51
should not only affect HR repair in general, but also influence
DNA replication and the activation of the ATR-CHKI1 signaling
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pathway. To further elucidate the consequences of high RAD51
expression, we examined HR, DNA replication, intra-S check-
point and CHKI kinase activation in an isogenic cellular system
with high RAD51 expression as well as in 10 breast cancer cell
lines with RAD51 expression ranging from low to high. Here we
report that an excess of RAD51 decreases [-Sce-I mediated HR,
perturbs DNA replication, and incompletely activates intra-S-
phase checkpoint signaling. In consequence, cells display exces-
sive dormant origin firing as well as reduced recruitment of other
repair factors, resulting in genomic instability. Our data thus sug-
gest that only an optimized RAD51 activity allows efficient acti-
vation of ATR-CHKI1 intra-S checkpoint signaling in response
to replication stress.

Results

High levels of RAD51 increases genomic instability

We and others have shown that high level expression of
RAD51 is an independent negative prognostic marker for cancer
patients, which is not attributable to a resistance to tumor ther-
apy.13 . Despite its role in maintaining genomic integrity, it has
been proposed that an aberrant increase in RAD51 expression
found in tumor cells contributes to genomic instability.”>*> The
same appears to be true for the downregulation of RADS1,%04
and we therefore hypothesized that only a balanced RAD51 dose
ensures error-free HR. To determine the consequences of high
RAD51 levels on genomic stability, HR, DNA replication, the
intra-S-phase signal cascade and cellular resistance were analyzed
in a model system with inducible RAD51 expression and in 10
breast cancer cell lines.

An isogenetic U20S cell model with ponasterone-inducible
RAD51 expression shows a normal level of RAD51 under non-
induced conditions and after induction by Pon A an approxi-
mately 3-fold ectopic RAD51 expression (Fig. 1A). This is com-
parable to breast cancer cell lines with high RAD51 expression
(Fig. 1B), without any further increase seen at higher concentra-
tions of Pon A (Fig. S1A). The observed higher expression of
RAD51 does not only result in an up-regulation of total RAD51
but also in an increase of RAD51 in the nuclear as well as the
chromatin-bound fraction (Fig. S1A). Also ATR expression and
CHKI seem to be affected in the inducible system, showing a
slight increase in ATR and a slight decrease in CHK1 in cells
with high RAD51 levels (Fig. S1C, D).

The breast cancer cell lines showed a broad variation in the
expression of RADS51 ranging from low (<35% expression com-
pared to the highest expressing cell line MDA-468) and normal
(40-50%) to high (>60%) (Fig. 1B). Mutations in BRCA1 or
BRCA2 seem not to be responsible for the variation in the
expression pattern in the 10 breast cancer cell lines as these do
not harbor any common BRCAI or BRCA2 mutations
(Table S1). Expression of other relevant HR-related proteins,
such as BRCA2, FANCD?2 and CHK1 also varied, but according
to their own pattern. Only ATR seemed to be more highly
expressed in cell lines with moderate or high RADS51 expression

(Fig. S1E).
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Figure 1. High levels of RAD51 increase genomic instability. Protein expression patterns in (A) U20S cells transfected with a hormone-inducible RAD51
expression vector and (B) breast cancer cell lines. Induction of high RAD51 in U20S cells was performed by addition of 1 .M Pon A for 24 h. (top) Protein
was assessed by RAD51 immunoblotting with B-actin as loading control. (bottom) Quantification of RAD51 expression relative to levels of B-actin. Mean
values of at least 3 independent protein extracts are shown. (C) RAD51 foci (left) and yH2AX-foci (right) in untreated U20S cells with RAD51 overexpres-
sion. Exponentially growing cells were fixed 24 h after induction of RAD51 overexpression, immuno-stained for RAD51 or yH2AX, counterstained with
DAPI and foci formation was quantified. Columns depict the mean number of RAD51 foci per cell and bars represent the standard error of the mean of
at least 3 experiments. Statistical analysis was performed using Student's t-test. (D) Chromatid-type (left) and chromosome-type (right) aberrations in
untreated U20S cells with RAD51 overexpression. Representative examples for both types of chromosome aberrations are shown in the middle. Expo-
nentially growing cells 24 h after induction of RAD51 overexpression were treated with 0.2 M colcemid for 4 h and collected at metaphase. Giemsa
stained chromatid-type or chromosome-type aberrations were scored and expressed as G2- or G1-aberrations per cell. Columns depict data of at least 3
experiments and statistical analysis was performed using Student's t-test.

Functionality of RAD51 was tested by immunofluorescence
microscopic detection of RADS51 foci. USO2 cells with high
RAD51 clearly exhibited RADS1 foci (Fig. 1C left) indicating
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functional filament formation on ssDNA in the untreated situa-
tion. This went along with an increase of spontaneous double-
strand breaks (DSB), supported by a 2-fold increase in RAD51
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foci per cell (p =0.0001) and a 6 fold higher number of YH2AX
foci per cell (P < 0.0001; Fig. 1C right). This view was further
strengthened by analysis of U20S cells with high levels of
RAD51 in metaphase, where a 6-fold increase in the number
chromatid-type aberrations (p = 0.02) (Fig. 1D left) was
observed. In contrast, there was no increase in the number of
chromosome-type aberrations (Fig. 1D right). Both observations
indicate that high RAD51 levels caused increased genomic insta-
bility during replication or at later time points in the cell cycle
but not in early S or G1 phase.

High levels of RAD51 reduces HR capacity and sensitizes
cancer cells to MMC

To test functionality of the RAD51 protein, HR was quanti-
fied using a GFP reporter assay’” where a DSB, introduced by
the I-Scel endonuclease and repaired via HR, leads to GFP-posi-
tive cells. In representative flow cytometry profiles, HR repair

events represented a population shown in green, distinguishable
from all other repair events shown in red (Fig. 2A).

A 4-fold and a 3-fold decrease in the HR frequency after stable
integration as well as transient transfection of the GFP-reporter
was observed in U208 cells with high RAD51 expression com-
pared to normal expression, with 0.23 £ 0.04 and 0.32 & 0.007
compared to 1.00 £ 0.075 and 1.00 &+ 0.09 (p = 0.0057;
P < 0.001), respectively (Fig. 2B left and right). In breast cancer
cell lines with low as well as high RAD51 expression, a reduction
in the HR frequency was observed compared to cells with inter-
mediate RAD51 expression (p = 0.02; p = 0.029) (Fig. 2C).
For cell lines with intermediate and high RAD51 expression a
clear correlation of HR frequency and RADS51 expression was
observed (r* = 0.65; p = 0.03) (Fig. 2D). This reduction in HR
in cells with high RAD51 expression was not influenced by dif-
ferences in cell cycle distribution between the cell lines
(Fig. S2A) and strongly suggests that an excess of RADS51
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Figure 2. High levels of RAD51 decrease HR-frequency and sensitize cells to MMC. (A) Representative examples for |-Scel-induced recombination fre-
quencies in U20S cells. Cells were transfected with the I-Sce-l linearized pGC substrate (bottom) and monitored as the number of GFP positive cells
by FACS analysis. Transfection without linearized plasmids served as control (top). (B) Relative HR-frequency in U20S cells with normal and high
RAD51 expression after stable (left) or transient (right) transfection of the GFP-reporter. For both experiments a high level of RAD51 was induced for
24 h before transfection and HR-frequencies were calculated 24 h later. Columns depict the percentage of recombination events and bars represent
the standard deviation of at least 3 experiments. Statistical analyses were performed using Student’s t-test. (C) Relative HR-frequency in breast cancer
cell lines with low, normal and high RAD51 expression. Cells were transiently transfected and HR-frequencies were calculated 24 h after transfection.
Symbols depict the percentage of recombination events and bars represent the standard deviation of at least 3 experiments. Statistical analyses were
performed using Student’s t-test. (D) Influence of RAD51 protein expression in different breast cancer cell lines on HR frequency. Data were taken
from Figures 1B and 2C and fitted by linear regression analysis. (E) Cellular sensitivity to MMC in U20S and (F) breast cancer cell lines. Exponentially
growing cells were treated with increasing doses up to 60 nM MMC for 24h (U20S) or with 1.5 M (breast cancer cell lines) for 1 h and cellular sensi-
tivity was monitored by colony formation. Data of at least 3 independent experiments were fitted by linear regression analysis (A) or statistical analysis
was performed using Student’s t-test (B).
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increases genomic instability by suppression of HR. Based on this
observation we defined the 4 cell lines with an intermediate
RADS51 expression as the cell lines with normal RADS51
expression.

The consequences of loss of RAD51 on HR frequency are
extensively described in the literature.'! Therefore we focused
further experiments on long-term effects of high RAD51 expres-
sion upon genotoxic stress. Cell survival was examined following
exposure to MMC. U20S cells induced to over-express RAD51
showed a higher sensitivity to MMC, accompanied by an increase
of cells in the G2 phase relative to non-induced cells with normal
RADS1 expression (Fig. 2E; Fig. S2B). Breast cancer cell lines
with differences in RAD51 expression behaved similarly, showing
the same trend in sensitization in cells with high compared to
normal RADS51 expression, with an up to 2-fold increase in cellu-
lar sensitivity (p = 0.045; Fig. 2F and r* = 0.48; p = 0.08;
Fig. S2C).

At replication forks ICL repair takes place by overlapping
functions of the HR and the FA pathway.”’ To exclude that the
dramatic increase in sensitivity against MMC in cells with high
RAD51 expression could be due to a failure in the activation of
the FA pathway, FANCD2 monoubiquitination as a marker for
the activated FA pathway was measured and expressed as L/S
ratio (activated/non-activated) of FANCD2.>? Cells with high
RAD51 expression were able to activate FANCD2, but to a
much lower extent compared to cells with normal RADS51
expression. This was apparent in the inducible U20S model
(Fig. $2D) and the breast cancer cell line panel (Fig. 2E). On
average, MMC treatment increased activation of FANCD?2 about
15-fold in U20S cells with normal RAD51 expression, but only
less than 2-fold in U20S cells with high RAD51 expression,
respectively. This reduced activation of FANCD?2 was, however,
not observable for breast cancer cell lines with high RADS51
expression. Thus, the increased ICL sensitivity of cells with high
levels of RAD51 could not fully be attributed to impaired FA
pathway signaling at replication forks.

Perturbance of DNA replication in cells with high
levels of RADS1

RAD51 has been reported to participate in the reactivation of
stalled replication forks.>**% Therefore, the DNA fiber assay
was used to explore the effect of high RAD51 levels on replica-
tion processes. The labeling protocol and representative examples
of replication tracts are shown in Fig. 3A, B). The mean replica-
tion fork speed in U20S cells with normal RADS51 expression
was 0.82 £ 0.01 kb/min (Fig. 3C). After induction of high
RAD51 expression by addition of 1 uM Pon A, replication tracts
were substantially shortened to  0.69 £ 0.01 kb/min
(P < 0.0001; Fig. 3C). In addition, 11 independent U20S cell
clones that varied in RADS1 levels upon induction of ectopic
RAD5]1 expression ranging from normal to high (Fig. 3E, upper
chart) were analyzed. Replication fork speed declined with
increasing level of RAD51 with an r* = 0.78 for regression analy-
sis of tract length against logarithm of RAD51 expression (p =
0.003), indicating that already a small excess in RAD51 expres-
sion perturbs normal replication. This observation is also
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supported by the analysis of fork symmetry (Fig. 3B, white
arrows), showing a decrease of I[dU/CIdU ratio from 1.0 to 0.88
(Fig. S2F), indicative of a statistically significant increase of
asymmetric replication tracts in cells with high RAD51 expres-
sion compared to controls (p = 0.02; Fig. 3D).

To exclude the possibility that tract length shortening resulted
from degradation of the newly synthesized strand at stalled repli-
cation forks that has been observed for other HR-mutants,*
DNA fiber analysis was utilized to monitor replication perturba-
tion by marking newly synthesized DNA strands just before and
after replication stress provoked by the exposure to HU (Fig.
$2G). The mean replication fork speed seemed to be maintained
in the presence of HU at high levels of RAD51, showing only a
small, comparable shortening of tract length for both RAD51
expression levels. Thus, high levels of RAD51 perturbed progres-
sion of normal DNA replication but did not interfere with the
protection of newly synthesized DNA strands at stalled replica-
tion forks.

Replication fork speed often correlates inversely with origin
firing.”*’ “* This was also observable for cells with high RAD51
expression, showing nearly a doubling in the frequency of 1%
pulse origins, (17% = 1.7 compared to 9% = 1.7 in U20S cells
with normal RADS51 expression, p = 0.0123; Fig. 3G). Also, the
mean inter-origin distance is significantly reduced in U208 cells
with high levels of RAD51, showing 33 kb =+ 5.3, compared to
62 kb £ 7.3 in cells with normal RADS51 expression (p =
0.0048; Fig. 3H).

Taken together, fiber analysis, in particular the reduced repli-
cation fork speed rates together with the strong increase in origin
usage, indicates that an increase in RADS51 levels aggravates spon-
taneous fork stalling and leads to an increased use of dormant
origins.

Activation of CHK1 is diminished in cells with high RAD51
and results in reduced fork speed and increased origin firing
after DNA damage

We next tested whether changes in intra-S-phase signaling
were responsible for the genomic instability, perturbance of
DNA replication and higher sensitivity to MMC observed in cells
with high RAD51 levels. To this end, we monitored CHK1
expression and activation as well as the impact of various types of
DNA damage on the regulation of DNA replication. A small
change in CHK1 protein expression was visible in cells with high
compared to normal RAD51 expression (Figs. 1B and 4A, B and
Fig. S1E). After challenge of non-induced U20S cell with 1.5
uM MMC, phosphorylation of CHKI on Ser345 (pCHKI)
increased steadily for 24 h (Fig. 4A, left). In response to
200 wM hydrogen peroxide, a rapid but transient CHK1 phos-
phorylation reached its maximum already 15 min after treatment
(Fig. 4A, right). In contrast, U20S cells induced to express high
RAD51 levels showed only an attenuated phosphorylation of
CHKI, corresponding to half of the phosphorylation of non-
induced U20S cells at the same time points (Fig. 4A). Also
breast cancer cell lines with high RAD51 expression showed a
trend to become less phosphorylated at CHK1Ser345 as well as
at the autophosporylation site CHK1S8296 (right) after MMC
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Figure 3. Perturbance of DNA replication processes in U20S cells with high levels of RAD51. (A) Schematic of single DNA fiber analysis. Red tracts CldU;
green tracts IdU. (B) Examples of various types of tracts like symmetric and asymmetric replication tracts in cells with normal (top) or high (bottom)
RAD51 expression. (C) Replication fork speed in untreated U20S cells with normal and high RAD51 expression. Cells were sequentially pulse-labeled
with CldU followed by IdU and replication fork speed (kb/min) was detected by immunofluorescence with specific antibodies. Statistical analysis was per-
formed using Student’s t-test. (D) Percentage of asymmetrical replication tracts in cells with normal and high RAD51 expression. IdU/CldU length ratios
from at least 1,400 replication tracts of at least 3 independent experiments were calculated by dividing IdU/CIdU tracts and statistical analysis was per-
formed using Student'’s t-test (right). (E) Influence of RAD51 protein expression in different U20S strains on replication fork speed. Induction of high
RAD51 expression was performed by addition of 1 wM Pon A for 24 hrs. After removal RAD51 expression was assessed over 120 days post Pon A treat-
ment by Western analysis in total cell lysates from exponentially growing cells; -actin was used as a loading control (top). Lane 11 represents RAD51
expression 24 hrs after induction. In parallel, replication fork speed was detected by immunofluorescence with specific antibodies at the same time
points and plotted against relative RAD51 expression.. Data were fitted by linear regression analysis. (F) Examples and (G) relative frequency of 1st pulse
origin firing in untreated U20S cells with normal and high RAD51 expression. Cells were sequentially pulse-labeled with CldU followed by IdU, origins
detected by immunofluorescence with specific antibodies and the percentage of 1st origins relative to all replication structures was calculated. Statistical
analysis of at least 3 different experiments was performed using Student’s t-test. (H) Quantification of ori-to-ori distances in U20S cells with normal and
high RAD51 expression. Length between adjacent origins was measured and expressed as ori-to-ori distances in kb. Data were collected from 3 different
experiments and statistical analysis was performed using Student’s t-test.

treatment (p = 0.27; p = 0.06 Fig. 4B left and right), which was
nevertheless not statistically significant. Because phosphorylation
of CHKI showed these remarkable differences it was of interest
to test whether these could be manifested in the regulation of
DNA replication after different types of DNA damage. Exponen-
tially growing U20S cells were sequentially pulse-labeled with
CldU and IdU and DNA damaging agents were added during
the second labeling period. Cells were treated with MMS to
induce base damage, a low concentration of hydrogen peroxide
to induce mainly single strand breaks, MMC to induce inter-
strand cross-links, a high concentration of hydrogen peroxide to
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induce DSBs and topotecan to induce one-ended DSBs at repli-
cation forks (Fig. 4C). Data shown were normalized to untreated
controls. All treatments led to a reduction of the replication fork
speed in cells with normal RADS51 expression. The smallest effect
was observed after MMC treatment (0.93 £ 0.02 kb/min), the
strongest after agents inducing DSBs (0.55 £ 0.02 kb/min and
0.54 £ 0.01 for one- and 2-ended DSBs, respectively), base dam-
age and SSB being in between (0.78 %= 0.01 kb/min after MMS
and 0.77 £ 0.01 kb/min after low hydrogen peroxide). Remark-
ably, cells with high RAD51 expression responded much more
sensitively, with a significantly stronger reduction in replication
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Figure 4. Activation of CHK1 is diminished in cells with high levels of RAD51, resulting in reduced fork speed and increased dormant origin activation
after DNA damage. (A) Activation of CHK1 after DNA damage. Exponentially growing U20S cells with normal or high RAD51 expression were exposed to
1.5 wM MMC or 200 M hydrogen peroxide for 1 h, total protein was extracted at the indicated time points, CHK1 and pCHK1 (Ser345) proteins were
visualized by immunoblotting. pCHK1 was densitometrically quantified relative to levels of total CHK1 protein and B-actin served as a loading control.
(B) Activation of CHK1 after DNA damage in breast cancer cell lines. Exponentially growing cells were exposed to 1.5 wuM MMC for 1 h, total protein was
extracted at time points indicated, CHK1 and pCHK1 (Ser345) (left) or pCHK1 (S296) (right) proteins were detected by immunoblotting. pCHK1 was quan-
tified relative to levels of total CHK1 protein signals and B-actin served as a loading control. Statistical analysis of at least 3 different protein extracts was
performed using Student’s t-test. (C) Effect of DNA damage on replication fork speed, (D) 2nd pulse origin firing (left) and 2nd pulse origin firing adjacent
to stalled replication forks (right). Cells were sequentially pulse-labeled, DNA damage was induced during the IdU label and fiber structures were
detected by immunoflourescence. Damage was induced by treatment with 500 uM MMS, 50 M or 200 wM hydrogen peroxide, 1.5 oM MMC or 1T pM
topotecan. Replication fork speed was expressed as kb/min and origin firing was calculated relative to all replication structures analyzed. Error bars repre-

sent the standard error of the mean (SEM), *** corresponds to P < 0.001.

fork speed after all damages induced (0.69 £ 0.11 kb/min
(P < 0.0001) after MMS, 0.66 £+ 0.01 kb/min (P < 0.0001)
after low hydrogen peroxide, 0.66 £ 0.13 kb/min (P < 0.0001)
after MMC, 0.48 = 0.08 kb/min ( < 0.0001) after high hydro-
gen peroxide and 0.44 % 0.08 kb/min (P < 0.0001) after topote-
can) This clearly showed that cells with high RAD51 expression
stalled or slowed down DNA replication more severely upon
DNA damage.

Besides the inhibition of elongation, the CHKI-mediated
DNA replication checkpoint is also able to inhibit distant repli-
cation factory activation.”” Therefore, we analyzed origin firing
during the later IdU pulse, termed 2nd pulse origins, i.e. after
DNA damage treatment (Fig. 4D). After treatment, U20S cells
with normal RADS51 expression showed only little change in
origin firing after base damage and SSB induction (1.01 % 0.06
and 1.04 £ 0.05, respectively). As expected a strong reduction
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in origin firing was observed after MMC and the treatments
causing DSBs (0.8 & 0.05, 0.89 4 0.02 and 0.83 4 0.03 for
MMC, high hydrogen peroxide and topotecan, respectively),
reflecting the proper CHK1-mediated intra-S-phase DNA dam-
age response signaling. In contrast, the U20S cells with high
RAD51 expression failed to decrease origin firing after all treat-
ments (1.7 £ 0.08 after MMS, 2.7 & 0.2 after low hydrogen
peroxide, 2.01 £ 0.01 after MMC, 1.95 £ 0.2 after high
hydrogen peroxide and 1.96 % 0.06 after topotecan, (Fig. 4D,
left), supporting the hypothesis that an excess of RAD51 inter-
feres with intra-S checkpoint signaling and thus prevents cells
from blocking origin activation after damage induction. The
fact that 2nd pulse origin firing is increased rather than dimin-
ished, suggests that high levels of RADS5I cause an extensive
activation of dormant origins triggered by excessive replication
fork stalling or the inability to reactivate stalled forks after
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DNA damage. Analysis of 2nd pulse origins in the vicinity of
stalled replication forks supported this hypothesis, showing a
strong increase after treatment with MMC and low hydrogen
peroxide in U20S cells with high RAD51 expression and, as
expected, no effect in U20S cells with moderate RAD51
expression (Fig. 4D, right).

Inhibition of CHK1 does not alter cellular sensitivity in cells
with high RADS51 levels

To directly test the hypothesis, that the failure to properly
activate CHK, followed by an altered DNA damage response, is
responsible for the higher cellular sensitivity in cells with high
RAD51 expression, cellular sensitivity was investigated in the
presence of the CHK1 inhibitor UCN-OI1. As expected, UCN-
O1 treatment sensitized U20S cells with normal RAD51 expres-
sion in the presence of hydrogen peroxide whereas it did not alter
the already high sensitivity of cells with high RAD51 expression
(Fig. 5A, left). This observation is also visible in breast cancer
cell lines, showing an increase in sensitivity after UCN-OT1 treat-
ment in cells with normal RAD51 expression and no further sen-
sitization in cells with high RADS51 in the presence of CHkl
inhibition (Fig. 5A, right) strongly supporting the idea, that an
excess of RADS51 impairs the intra-S-phase DNA damage
response mediated by CHKI.

Lower number of RPA foci in cells with high levels
of RAD51

RADS51 and RPA compete and collaborate at replication
forks>® and RPA is required for the recruitment of ATR and the

ATR-mediated CHKI1 activation at sites of DNA damage.34
Hence, RPA foci formation was monitored after treatment with
hydrogen peroxide (Fig. 6A, left) or MMC (Fig. 6A, right) in
U20S cells with normal and high levels of RAD51. A 4-6 -fold
decrease in the formation of RPA foci was observed after treat-
ment with hydrogen peroxide or MMC in U20S cells with high
RAD51 expression compared to normal expression, with only
10.4 £ 1.13 and 4.69 =+ 2.53 RPA foci per cell after 2 hand 6 h
compared to 40.9 & 6.1 and 33.38 & 3.37 after hydrogen perox-
ide and 11.63 £ 0.7 and 5.39 £ 0.65 after 2 h and 6 h com-
pared to 62.0 £ 7.3 and 5.89 &+ 1.47 (P < 0.001; 2 < 0.001,
respectively).

Discussion

In this study, we demonstrate that an excess of RAD51 has a
role in driving genomic instability caused by impaired replication
and intra-S-phase CHKI1-mediated signaling. We show for a
panel of breast cancer cell lines that an excess of RAD51 decreases
[-Sce-I mediated HR, reduces elongation rates and generates
excessive firing of dormant origins, caused by a failure to properly
activate CHK1.

Surprisingly, a high level of RADS51 expression results in a sig-
nificantly lower frequency of I-Sce-I induced HR events com-
pared to cells with low RAD51 expression (Fig. 2A-D). This is
in line with some previous studies,'®'” whereas others found no
changezo or even an increase in HR'®'? after RAD51 overexpres-
sion. Suppression of HR events was also observed after overex-

pression of other HR proteins such as
BRCA2.*' Therefore it that

seems

Breast cancer cell lines

increasing the level of factors involved in

e st

HR is not entirely sufficient to increase
repair capacity of the whole HR machin-
ery. It is more likely that constituents of
this multi-protein complex have to be in
a delicate equilibrium to maintain the
balance between HR, DNA repair and
replication. In this equilibrium RAD51
plays the most important role, as it is
ultimately delivered to the DNA by the
HR machinery and catalyzes the critical
step during HR, the strand pairing and
exchange. This explains why HR in
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Figure 5. Inhibition of CHK1 does not alter cellular sensitivity in cells with high RAD51 levels. (A) Sen-
sitivity to hydrogen peroxide in U20S cells with high RAD51 levels. Exponential growing cells were
treated for 1 h with increasing hydrogen peroxide concentrations in the presence or absence of a2 h
pre-incubation with 100 nM UCN-O1 24 h after induction of high RAD51 expression and sensitivity
was analyzed using the colony formation assay. Mean + SEM of 3 independent experiments is shown.
(B) Sensitivity to hydrogen peroxide after inhibition of CHK1 in breast cancer cell lines. Exponential
growing cells were treated with 50 wM hydrogen peroxide in the presence or absence of a 2 h pre-
incubation with100 nM UCN-O1 and sensitivity was monitored by colony formation. Mean + SEM of
at least 3 independent experiments is shown and statistical analysis was performed using Student's t-

RAD54.%* Notably, the initial step of
HR, the binding to single stranded
DNA and formation of a nucleofilament
appear not to be compromised by high
RAD51 expression, as RAD51 foci were
readily formed (Fig. 1C). This might
also explain why the initial step of HR,
the binding to single stranded DNA to
form a nucleofilament

was not

www.tandfonline.com

Cell Cycle

3197



Stalled

replication fork bsa

Stalled
replication fork

DSB

normal RAD51

Th b

RAobRADE RAD
RADS RADS? gapsy

= ]

Excessive RADS51 loading

WT/+++RAD51 WT/+++RAD51
UZOS Normal RAD51 ~ High RAD51 UZOS

101 2h after H,0, 6h after H,0, oh - 101 2h after MMC 6h after MMC
= 804 H,Oz = 80 p<0.001
o p<0.001 8] T
2 604 Gh E_ €0
S p<0.001 ]
g 40 I ’§ 40
o I 2h g
¢ — & p=0.001

204 20

6h | |
o] 0 T T
normal high normal high normal high normal high
Stalled
B replication fork be8
5SB * DNA damage
Recruitment of FANC and HR
— ) ) = repair proteins — Maintenance
e Checkpoint activation of genomic stability

— SSB * DNA damage
N — -
] X =
\ R ——— )
RA0SRADS, raet > Less Recruitment of Increased genomic instability
OR ' HR and FANC proteins = perturbance of replication processes

ATR, CHK1

higher number of spontaneous DSBs
reduced HR capacity

‘Lesser Checkpoint activation
AR CHES reduced intra-s-phase signaling

Figure 6. Lower number of RPA foci in cells with high levels of RAD51. Model of increased genomic instability driven by high levels of RAD51. (A) RPA foci
formation after treatment with hydrogen peroxide (left) or MMC (right) in U20S cells with high RAD51 levels. Exponential growing cells were treated for
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t-test. (B) Model. A replication fork can stall for various reasons, including one-ended and 2- ended DSBs, resulting in single stranded DNA stretches,
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tantly, in the presence of an oversupply of RAD51 protein, RAD51 may be recruited prematurely. Therefore, the S-phase checkpoint signal cascade is dis-
turbed; stalled forks are not reactivated appropriately, resulting in excessive dormant origin loading followed by higher genomic instability.

prevented by high RAD51 expression, visible by proper RAD51
foci formation.'* Thus, initiation is not inhibited by the sur-
plus of RADS5I, but rather the later steps are compromised,
leading to the observed reduction of I-Sce-I induced HR. This
view is supported by the observation that human RAD54 pro-
motes the dissociation of RAD51 from dsDNA and that trans-
locase depletion leads to the accumulation of RADS51 on
chromosomes, forming complexes that are not associated with
markers of DNA damage.’® The most prominent phenotype
driven by high RADS51 expression is increased genomic insta-
bility'®'®>” that we also detected as an increase of chromatid-
type aberrations occurring in DNA, which has already been
replicated (Fig. 1D). It is accompanied by elevated spontane-
ous gamma-H2AX foci'>1857 (Fig. 1C, right). Thus, our
observations suggest that cells with high RAD51 expression
are defective in the repair of replication-associated DNA dam-
age. This notion gets strong support from the DNA fiber anal-
ysis. Not only did cells with increased RAD51 levels suffer
from reduced elongation rates, they also displayed increased
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spontaneous initiation (Fig. 3). The elevated fork asymmetry
and the reduced ori-to-ori distances strongly suggest that
these cells experience more frequent or extended fork arrest
leading to an increase in dormant origin firing. This view is
further strengthened by the large number of origins fired after
various DNA damages (Fig. 4). In fact, after MMC and low
hydrogen peroxide, dormant origin firing became directly vis-
ible as 2nd pulse origins in the immediate vicinity of a Ist
pulse tract that likely represented fork stalling immediately
after addition of MMC (Fig. 4). Proper DNA duplication is
highly dependent on intact HR and any disturbances in this
pathway give rise to genomic instability."”®>* BRCA2,
XRCC2 and RADS51 overexpressing cells have been previ-
ously found to exhibit reduced replication fork progression,*’
and increased origin firing has been observed in breast cancer
patients with reduced expression of PALB2.*> Nevertheless,
in all these cases forks remain stable, whereas cells deficient
in FANCD2 and BRCA2 experience degradation of nascent
DNA at the fork.**?’
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At physiological levels, RAD51 is loaded onto ssDNA at
stalled replication forks in order to protect nascent DNA from
degradation and to promote fork reassembly.>*2%3%¢! We sug-
gest that at supraphysiological levels of RAD51 there is an exces-
sive loading of this protein at stalled or disrupted forks (Fig. 6B).
This probably prevents reactivation of the stalled forks, so that
the cell has to resort to dormant origin firing. On the other hand,
the premature replacement of RPA (Fig. 6A) by RAD51 on
ssDNA at stalled forks is also expected to interfere with replica-
tion checkpoint signaling mediated by ATR that is dependent on
RPA.*® This scenario is consistent with the observed reduction of
CHKI activation (Fig. 4). CHKI represents the major effector
kinase activated by ATR. Its substrates include p53 and DNA
repair proteins such as BRCA2 and FANCE*%2%3 which pro-
mote fork stability by controlling replication initiation and elon-
gation.64’65 Furthermore, recruitment of RADS5I to sites of
replication-dependent DNA damage has been reported to require
phosphorylation of RAD51 and BRCA2 by CHK1°*%® and loss
of CHKI1 function impedes the FA-mediated DNA damage
1'esponse.65 In particular, ATR/CHKI1-mediated phosphoryla-
tion of FANCI and FANCD?2 is essential for efficient monoubi-
quitination of these proteins. It is probably due to this negative
feedback loop that we did not observe increased FANCD2
monoubiquitination in MMC-treated cells (Fig. S2B, C) despite
strongly increased fork stalling (data not shown). Therefore it
seems likely that the observed endogenous reduction in CHK1
activation is responsible for the sensitization to MMC (Fig. 2D,
E)® and cisplatin® in cells with high RAD51 expression.

Based on our model (Fig. 6B), the consequence of high
RAD51 levels during DNA replication is excessive dormant ori-
gin firing that would lead to DSBs at disrupted forks and/or
accumulation of un-replicated DNA at the end of S phase. This
is consistent with the elevated genomic instability observed in
cells and cancers with high RAD51 expression. At the same time,
it explains why BCR/AbI expressing cells with high RAD51 are
sensitive to MMC, but acquire resistance after simultaneous over-
expression of BLM,®” as BLM is important for the resolution of
late replication intermediates.®®

In summary, our results indicate that genomic instability in
cells with increased RAD51 levels and the bad prognosis in can-
cers with high RAD51 may not be due to a defect in HR per se,
but rather owing to the interference with DNA replication, espe-
cially the reactivation of stalled or disrupted forks and the under-
lying checkpoint signaling.

Materials and Methods

Cell lines, chemicals and drugs

Experiments were carried out with the cell lines U20S stably
transfected of an ecdysone-inducible expression system (Invitro-
gen) carrying RADS51 cloned into vector pIND and vector
pVgRXR.®’ Cells were grown in DMEM with 10% fetal calf
serum (FCS, Sigma-Aldrich) supplemented with neomycin and
zeocin to maintain transfection and experiments were carried out

24 h after addition of 1 WM Pon A.
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The breast cancer cell lines BT-20, HS-578T, GI-101, MCF-
7, MDA-MB-231, MDA-MB-468 and SKBR-3 were cultivated
in DMEM and BT-474, BT-549 and T-47D in RPMI media
supplemented with 10% FCS, 2 mM glutamine, 100 U/mL
penicillin und 100 pg/mL streptomycin at 37°C at 10 % CO,
or 5% CO, respectively.

Homologous targeting assay

HR frequency was measured by stable or transient transfection
of I-Sce-I linearized form of the pGC plasmid.’® Briefly, 1 g of
[-Sce-I linearized plasmid was transfected into cells using
FuGENE (Roche) in a 1:3 pg/pl ratio according to the man-
ufacturer’s instruction. After 24 h cells were harvested and the
fraction GFP positive cells, representing cells, that have successful
repaired by HR, was determined by flow cytometry.

Western blot and immune staining

Total Protein was extracted from exponentially growing cells
and 40 pg/ml were resolved by SDS-PAGE using a 4-15% gra-
dient gel (Bio-Rad Laboratories). Fractionated protein was pre-
pared with the Subcellular protein fractionation kit for cultured
cells (Thermo Fisher Scientific) according to manufactures
instructions. After transfer to a Nitrocellulose membrane (Licor)
or PVDF (Chemiluminescence), proteins were detected by Anti-
ATR [2B5] (1:1.000, abcam), BRCA2 [2A9] (10 pg/ml, Smith,
Grosse and Pospiech, to be published elsewhere), FANCD2
[FI17] (1:2.000, Santa Cruz), ant-CHKI1 [2G1D5] (Cell Sig-
naling, 1:750), anti-CHKI1-pSer345 [133D3] (Cell Signaling,
1:750) RAD51 [14B4] (1:2.000, GeneTex) or anti-B-actin [AC-
15] (Sigma, 1:20.000) and IRDYE 680 conjugated anti-mouse
IgG (Licor, 1:7.500 or 15.000) or IRDYE 800 conjugated anti-
rabbit IgG (Licor 1:7.500 or 15.000) or for chemiluminescence
detection ECL™ Anti-mouse IgG (1:2000, GE Healthcare)
and ECL™ Anti-rabbit IgG (1:2000, GE Healthcare) were
used.

For immunofluorescence staining, cells were seeded on culture
slides and incubated with 1 pM Pon A, or mock-treated. Cells
were fixed with 2% formaldehyde in PBS for 15 min, permeabi-
lized on ice for 5 min using 0.2% Triton X-100 in PBS and
blocked with 0.15% (w/v) glycine and 3% (w/v) BSA in PBS
overnight at 4°C followed by 30 min at 37°C. Foci were detected
using anti-RAD51 (1:2.000), or Anti-phospho-histone H2A.X
[JBW301] (Millipore, 1:100) followed by Fluoresceinisothiocya-
nate-linked anti-rabbit IgG (Amersham) or Alexa Fluor 594 goat
anti-mouse IgG (invitrogen) and mounted by using mounting
medium with 4,6-diamidino-2-phenlyindole (Vector Laborato-
ries). Fluorescence images were captured using a Zeiss Axioplan
2 epifluorescence microscope equipped with a charge-coupled
device camera and Optimas software. For quantitative analysis,
foci were counted by fluorescence microscopy using a 1,000-fold
magnification. 100 cells per dose per slide and experiment were
evaluated blindly.

DNA fiber assay

Exponentially growing cells were pulse-labeled with 25 pM
CldU (Sigma) and 250 pM IdU (Sigma) for the times specified.
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Where indicated, the cells were exposed to methyL-methanesulfo-
nate (MMS), hydrogen peroxide, mitomycin C (MMC), topote-
can or hydroxyurea. Labeled cells were harvested and Fiber
spreads were prepared from 0.5 x 10° cells/ml. Slides were incu-
bated in 2.5 M HCI for 90 min and then washed several times
in PBS, followed by incubation in blocking buffer (2% BSA in
PBS with 0.1% Tween) for 1 h. Acid-treated fiber spreads were
stained with monoclonal rat anti-BrdU (Oxford Biotechnologies,
1:1000) antibody to detect CldU, followed by monoclonal
mouse anti-BrdU (Becton Dickinson, 1:15000) to detect IdU.
Secondary antibodies were goat anti-rat AlexaFluor555 and goat
anti-mouse AlexaFluor488 (both Invitrogen, 1:500). Primary
antibodies were diluted in blocking buffer, incubated for 1 h
with rat anti-BrdU antibody and over-night with mouse anti-
BrdU antibody followed by extensive washes in PBS. Secondary
antibodies were applied for 1.5 h, and slides were mounted in
Immuno-Fluor mounting medium (MP Biomedicals). Fiber
tracts were examined using fluorescence microscopy as described
above. Pictures were taken from randomly selected fields with
untangled fibers and analyzed using the Image] software pack-
age.”® For structure analyses, the frequencies of the different clas-
ses of fiber tracks were classified; red-green (ongoing replication
tracts), red (stalled forks/termination), green-red-red-green (1st
order origin) and green (2nd order origin). For fork speed analy-
ses, replication fork speeds of CldU and IdU were measured and
micrometer values were converted into kilobases. A conversion
factor for the length of a labeled track of 1 wm = 2.59 kb was
used.* A minimum of 100 individual fibers was analyzed for
each experiment and the means of at least 3 independent experi-
ments are presented.

Metaphase spread analysis

For metaphase spreads exponential growing cells were treated
with colcemid (0.02 pg/ml) overnight, incubated with
0.0075 M KCI, fixed with methanol/acetic acid (3:1), dropped
onto microscope slides, stained with 5% giemsa and mounted
with entellan before imaging with a Zeiss Axioplan 2 microscope.
100 metaphases per experiment were counted.
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