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Abstract

Accurate DNA replication during S-phase is fundamental to maintain genome integrity. During
this critical process, replication forks frequently encounter obstacles that impede their progression.
While the regulatory pathways which act in response to exogenous replication stress are beginning
to emerge, the mechanisms by which fork integrity is maintained at naturally occurring
endogenous replication-impeding sequences remains obscure. Notably, little is known about how
cells replicate through special chromosomal regions containing structured non-B DNA, e.g. G4
quartets, known to hamper fork progression or trigger chromosomal rearrangements. Here, we
have investigated the role in this process of the human translesion synthesis (TLS) DNA
polymerases of the Y-family (pol n, pol 1, and pol «), specialized enzymes known to synthesize
DNA through DNA damage. We show that depletion by RNA interference of expression of the
genes for Pol n or Pol k, but not Pol , sensitizes U20S cells treated with the G4-tetraplex
interactive compound telomestatin and triggers double-strand breaks in HeLa cells harbouring
multiple copies of a G-rich sequence from the promoter region of the human c-MYC gene,
chromosomally integrated as a transgene. Moreover, we found that downregulation of Pol k only
raises the level of DSB in HeLa cells containing either one of two breakage hotspot structured
DNA sequences in the chromosome, the major break region (Mbr) of BCL-2 gene and the GA rich
region from the far right-hand end of the genome of the Kaposi Sarcoma associated Herpesvirus.

Correspondence to: jseb@ipbs.fr [tel: 33 5 61 17 59 75; Fax: 33 5 61 17 59 94] or cazaux@ipbs.fr [tel: 33 5 61 17 59 61; Fax: 33 5
61 17 59 94] [both share the leadership of the group Genetic Instability and Cancer - IPBS CNRS UMR 5089, University of Toulouse,
205 Route de Narbonne 31077 Toulouse cedex 4, France].

These authors contributed equally to the paper



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Bétous et al. Page 2
These data suggest that naturally occurring DNA structures are physiological substrates of both

pol n and pol k. We discuss these data in the light of their downregulation in human cancers.
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Introduction

Cell proliferation involves numerous processes that need to be tightly coordinated to ensure
the preservation of genome integrity and to promote faithful genome propagation. Efficient
and accurate DNA replication is critical for such maintenance of genome stability during the
error-free duplication of chromosomes before their segregation. In eukaryotic cells, this
process relies on the well-orchestrated activation of a large number of replication origins and
the duplication of an enormous amount of DNA [1]. This challenging task is made more
difficult by genotoxic insults and endogenous blocks, which impede fork progression and
trigger chromosomal rearrangements [2]. Failure to protect stalled forks or to process the
replication fork appropriately for replication restart results in the accumulation of mutations
and genomic aberrations. Indeed, a variety of human genetic syndromes that lead to cancer
predisposition are caused by mutations in genes that protect the genome integrity during
chromosome replication [3]. While many studies using several model systems have provided
new insights into how DNA replication forks are maintained and restarted when cells are
transiently exposed to genotoxic drugs, much less is known about how cells tolerate fork
pausing in an unchallenged S phase. Some of the endogenous sources of interference with
fork progression are the naturally occurring sequences which have the potential to adopt non
B-DNA conformations. These sequences are very abundant in chromosomal regions that are
prone for gross rearrangement [4] and some have been associated with human diseases, such
several trinucleotide repetitions [5]. Impediment of the replication fork occurs also at
guanine-rich nucleic acids which have the potential to form G-quadruplex (G4) DNA,
stabilized by Hoogsteen hydrogen bonding between guanine residues, which influence gene
expression and genomic stability [6]. The non-B DNA structures are also associated with a
variety of other types of genetic instability in vivo. Genomic regions containing fragile sites
are prone to undergo DNA breaks, chromosomal translocations, deletions and amplifications
[7]. Many leukemias, lymphomas, and sarcomas exhibit specific reciprocal chromosomal
translocations that either result in the activation of proto-oncogenes or generate new
oncogenic fusion genes. The mechanisms of instabilities occurring in these hotspot regions
of the human genome are still poorly understood. Interestingly, many breakage hotspots are
mapped inside or near sequences that have the potential to adopt non-B DNA structures. For
example, segments of the human c-MYC gene capable of adopting non-B structures are
found in the regulatory sequences of the gene [8] and overlap with the major breakage
hotspots found in c-MYC-induced lymphomas or leukemias [9,10] (reviewed in [11]). An H-
DNA structure also occurs at the BCL-2 gene major breakpoint region (Mbr) in follicular
lymphomas [12]. Several of the fragile sites have been shown to be prone for breakage after
partial inhibition of DNA synthesis, as caused by aphidicolin, an inhibitor of replicative
DNA polymerases [13]. To date, the precise mechanisms maintaining genomic stability
during the replication of these hotspot regions of the human genome remain poorly
understood. Evidence suggests that several DNA helicases, such as the RecQ-family
helicases defective in Bloom and Werner syndromes [14,15], and BRIP1 (FANCJ) [16] have
roles in the resolution of aberrant DNA structures, including G quartets. Here, we
investigated if the specialized enzymatic activities of the translesion (TLS) DNA
polymerases could be required when the replication forks are challenged by non-B DNA to
facilitate replication fork reactivation and/or to avoid fork collapses and DSB induction.
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TLS polymerases are specialized enzymes that present a much more open structure of their
catalytic site than error-free replicative DNA polymerases (Pol delta and Pol epsilon) [17],
enabling them to accommodate damaged bases in their active sites. In the translesion
process, TLS polymerases take over from stalled replicative polymerases and allow
synthesis through a variety of DNA lesions [17]. In human cells, many TLS DNA
polymerases belong to the Y-family which includes Pol n, Pol 1 and Pol « proteins, the most
well documented enzymes of this family. Pol n has the unique property of being able to
synthesise past DNA containing UV-generated cyclobutane thymine dimers (CPD) with
similar efficiency to that in undamaged DNA [18] and was described as the deficient protein
in the variant form of Xeroderma Pigmentosum (XPV) cancer-prone syndrome [19]. Pol 1
has very low processivity and is able to insert bases opposite some types of damage, but
unable to extend synthesis further from the inserted base. It has a very high error rate [20]
and its function remains a mystery. Pol « is able to carry out TLS past benzo[a]pyrene-
guanine and other adducts at the N2 position of guanine both in vitro and in vivo [21-23]. In
addition to its role in TLS, Pol x seems to have a role in the repair synthesis step of
Nucleotide Excision Repair (NER) pathway [24].

Here, we present evidence suggesting that both Pol ry and Pol « prevent genomic instability
occurring at natural DNA sequences capable of forming unusual secondary structures in
human cells. We discuss the data in the scope of the frequent downregulation of these two
TLS DNA polymerases in human cancers.

Materials and Methods

Construction of non-B DNA-containing Plasmids

Cell culture

Natural occurring human sequences that are capable of forming non-canonical DNA
structures were amplified by PCR and were cloned into plasmid pUCNIM at the same
location similar as described previously [25]. pULCTtrl has 600 bp control non-B DNA
sequence from the GAPDH gene and is not known to form non-B DNA structures.
pUMycProm has 556 bp of the human c-MYC promoter region, containing at least 3 Z-DNA
forming sequences [26], one H-DNA [27], and one G-DNA forming sequence [28]. pUMBR
has 520 bp from the human BCL-2 gene major break region (MBR) where several H-DNA
forming sequences have been defined [12]. pUGA-rich has a GA rich region (~700 bp), a
breakage hotspot region from the far right-hand end of the KSHV genome and can form an
H-DNA structure.

U20S cells and HeLa cells were grown in DMEM medium (Gibco) complemented with
10% of FBS (Lonza) and 80 units/mL of penicillin, and 80ug/mL of streptomycin (Gibco)
for U20S cells and 500 pg/mL neomycin only for transgenic HelLa cells containing
pUCNIM derivatives that express the neomycin resistant gene.

Construction of transgenic HeLa cell lines harbouring chromosomal non-B DNA forming

sequences

After the initial cloning of the naturally occurring sequences and verification by DNA
sequencing, the plasmids, pULCtrl, pUMycProm, pUMBR, and pUGA-rich were digested
with Bsal, and 5 pg of each linearized plasmid DNA was transfected into HeLa cells using
Nucleofector kit R according to the manufacturer’s recommendations (Amaxa Biosystems,
Cologne, Germany). Stably transfected cells were obtained after selecting in medium
containing 500 pg/ml G418. The self-ligated episomal plasmids are not able to replicate in
HelLa cells and will be loss during cell prelifereation.

Mol Carcinog. Author manuscript; available in PMC 2009 June 16.
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The integration of plasmid fragments containing non-B DNA forming sequences into the
genomic DNA were random and the copy number of the integrated vector was variable
among the different cell lines. To determine the copy number of integration per genome, the
genomic DNA of each transgenic cell line was isolated and subjected to quantitative real-
time PCR, and the amplification of integrated fragments was compared with that from the
GAPDH gene. A standard curve was derived by using serial dilutions made by mixing
transgene-negative human genomic DNA with plasmid DNA at 1:1, 1:3, 1:10, 1:30 and
1:100 ratio, according to the lengths of human genome (3x10%) and plasmid DNA (7x103),
and was used to estimate the absolute copy number of transfected HeLa cells.

Gene silencing in U20S and Hela cells

To stably knock down the expression of POLH, the gene encoding DNA polymerase eta,
POLLI, the gene encoding DNA polymerase iota and BRIP1(BACHL), the gene encoding the
DNA helicase BRIP1 (BACH1/FANCYJ) in U20S cells, we used replicative short hairpin
(shRNA) expressing vectors (pEBVSIRNA) which have been previously shown to impose a
very strong and stable gene silencing in human cells after several months in culture [29].
SiRNA design, pEBVSIRNA vector cloning and establishment of stable knockdown cells
were carried out as previously described [30]. RNAI sequences for Pol n (NM 006502)
extended nucleotides s GTGTTGAAGTGATGGAGAT  in the ORF (shn 1)

and s GCAATGAGGGCCTTGAACA3 in the 3'UTR region (shn2). For Pol 1 (NM 007195),
RNAI sequences stretched nucleotides sCTCAGTCCTTTAGTGAAGAg in the ORF (shil)
and sGAAGTAAATTCTGGCACAAg in the 3'UTR region (shi2). For BACHL (NM
032043), RNAI sequences corresponded to s GGAATTGCTAGATGGGAAAg in the ORF
(shB1) and 5 TGCTTATGTTAAACTCTGTgy in the 3'UTR region (shB2). Long term
expression of ShRNA in human cells was maintained by addition of 200ug/mL of
Hygromycin (Invitrogen). As control, we used the pBD650 plasmid which expresses an
inefficient ShRNA sequence, as previously validated [29].

For transcient gene silencing in HeLa cells, two independent siRNAs were used to silence
the expression of POLK, the gene encoding DNA polymerase kappa

(sikl: sCCAAUAGACAAGCUGUGAUdTdT3 and

sik2: s CCCAGUUAAUCAACCCAAAdTAT3) or POLH

(sinl: sGCAATGAGGGCCTTGAACAg and sin2:5GCAAACTTAGCTCTGGTTAg). For
control, siRNA against luciferase (sCGUACGCGGAAUACUUCGAdTdT3) [31] was used.

Western blotting

Cells were lysed in a buffer containing 50mM Tris pH 7.5, 300mM NacCl, 1% Triton, 5mM
EDTA, 1ImM DTT, supplemented with inhibitors. Cell lysates were cleared by
centrifugation for 10 minutes at 10,000rpm. Cell extracts were boiled in loading buffer
(250mM Tris pH 6.8, 5% SDS, 30% Glycerol, 20% B-Mercaptoethanol, Bromophenol blue).
Proteins were separated on 7% SDS-PAGE gel during 2 hours and electrotransfered
(Biorad) during 2 hours on PVDF membranes (Amersham Biosciences). Pol n was detected
using DNA polymerase n polyclonal antibody ab17725 at 50ug/mL (Abcam). Pol 1
antibodies were a gift from R. Woodgate (NIH). Pol k polyclonal antibody was kindly
provided by T Nohmi, Naoko Niimi, and Petr Gruz (Tokyo). BACH1/BRIP1 polyclonal
antibodies were from Abcam (ab 16608). Actin and Ku70 were detected using monoclonal
antibody C4 at 1:10000 (Chemicon) and monoclonal antibody N3H10 (Interchim) at
1:10000 respectively. All blots were detected by ECL Western Blotting susbtrate (PIERCE).

Colony-Forming Survival Assay after TMS treatment

500 or 1000 U20S cells stably depleted for BRIP1 (BACH1), Pol n, or Pol 1, were seeded in
triplicate 24 hours prior 5uM and 8uM treatment with telomestatin (TMS). Clones were
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counted after Crystal Violet coloration 8 days after treatment. Standard deviations have been
calculated from three independent experiments. For Pol k depletion experiments, 20uM of
SiRNA directed against Pol K were transfected 24 hours before seeding by using
Lipofectamine 2000 protocol.

Cell Preparation and Measurement of y-H2AX by Flow Cytometry

Forty eight hours after transfection with siRNA, cells (1 x 106 cells) were harvested, fixed
in ethanol 70%, washed in PBS before permeabilization for 10 min in PBS SVF 2% Triton
0.1%, centrifuged and resuspended in 100 puL of mouse monoclonal anti-phospho-histone
H2AX antibody (Euromedex/Upstate Biotechnology; clone JBW301; 1:400 dilution).
Samples were incubated for 1 h under constant agitation at room temperature (RT). At the
end of the incubation time, samples were centrifuged, rinsed twice with FACS Buffer (PBS
SVF2% Triton 0,1%) and resuspended in 100 pL of secondary antibody Alexa 488 goat
antimouse 1gG (H + L)F(ab")2 fragment conjugate (Molecular Probes; 1:200 dilution) for 1h
under constant agitation at RT. Samples were washed twice with FACS buffer, resuspended
in PBS containing 250 pug/mL Propidium lodide and 500 ug/mL RNAse-A before an
analysis of 15,000 cells/sample with a FACScan (Becton Dickinson). Analysis of flow
cytometry data were conducted using Cellquest software. Samples were gated on Propidium
lodide for DNA content and time of flight to eliminate debris and cell doublets before the
analysis of yH2AX antibody staining intensity.

Processing of tissue specimen from cancer patients

Tissue specimens from 74 patients who underwent surgery for primary colorectal
adenocarcinoma resection at the Toulouse University Hospital between 1999 and 2002 were
selected. Exclusion criteria were patients treated with adjuvant therapy and with tumour
microsatellite instability (MSI). Before RNA and DNA extraction, a frozen section was cut
and stained with hematoxylin and eosin to evaluate the percentage of neoplastic cells.
Except for 3 patients, malignant cells accounted for at least 50 % of the tumour involvement.
The study was approved by the National Institute of Cancer (INCa) following the
recommendations of the National Agency of Agreement and Evaluation for Health
(ANAES). Tumour samples have been collected in agreement with the 2004 French Bioethic
law.

For RNA extraction, 40 to 80 frozen sections with 5 to 10 um thick from tumoral and
adjacent normal samples were immediately homogenized in the lysis buffer of the RNeasy
extraction kit and total RNA were extracted according to the manufacturer’s instruction
(Qiagen). The quality of total RNA was assessed on the Agilent 2100® bioanalyser using the
RNA NanoLab® chip and RNA 6000 Nano Assay® kit (Agilent Technologies). 1 to 2 pg of
total RNA were reverse transcribed using the High-Capacity cDNA Archive Kit (Applied
Biosystems). cDNA of Pol E and Pol H transcripts have been amplified in triplicate in
tumoral and normal samples using gene expression assays (ABI cat# Hs00197814_m1 and
Hs00173030_m1 respectively), TagMan Universal PCR Master and the 7900HT fast real
time PCR apparatus. Four control cDNA (18S, GAPDH, HPRT, YWHAZ) were
simultaneously amplified (gene expression assays: ABI cat# Hs99999901_s1,
Hs99999905 m1, Hs99999909 m1, Hs00237047_m1). For each pair of samples, the two
most stable control genes were selected by gqBases software (http://medgen.ugent.be/qbase/)
to normalized the expression of pole and polh then ratios T (tumoral)/N(normal) between
normalized values were calculated.

Mol Carcinog. Author manuscript; available in PMC 2009 June 16.
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Results

Generation of the RNA interference-based knockdown cellular models

We succeeded in stably knocking down the expression of POLH, POLI, and
BRIP1(BACH1) genes in U20S cells, by using replicative short hairpin (ShRNA) expressing
vectors (pEBVSIRNA) which exerted a very strong and stable gene silencing after several
months in culture. For POLK silencing, we failed to obtain viable long term depleted
cellular clones and we decided to transiently silence the gene by using siRNA. All these
siRNA/shRNA interference-based knockdown cellular clones presented a strong reduction
of protein levels for Bachl, Pol n, Pol 1, and Pol «, as evidenced by Western blotting (Fig 1).
We checked by real time PCR that depletion for each TLS DNA polymerase was specific
since none of replicative polymerases (pols a, 3, €), the other Y-family polymerases, or other
alternative DNA polymerases (pols B, A, y, and 6) were downregulated at the transcript level
(data not shown).

Pol n and Pol k depletion sensitizes cells to the G-quadruplex ligand TMS

G-quadruplex structures are stabilized in vitro by small molecules called G-quadruplex
ligands (G4 ligands). Although firstly described on G-quadruplex structures formed by
telomeric sequence, G4 ligands are able to stabilize all G-quadruplex independently on
primary DNA sequence capable of forming these secondary structures. Several classes of
small molecules that bind to G-quadruplex DNA have been described. Among them, the
natural compound Telomestatin (TMS) is a G4 ligand with exceptional selectivity [32]. To
investigate a potential role of TLS polymerases in cellular G4 DNA metabolism, we asked if
TLS pol-depleted cells were sensitive to TMS by performing clonogenic colony formation
assays. As an additional reference, we used a set of isogenically cell lines deleted for the
helicase BRIP1(BACH1), which has been shown to play a role in the resolution of alternate
G4 DNA structures that impede DNA replication [33]. All the cell lines were exposed to
5uM and 8 uM of TMS and we determined the colony formation capability for each cell line
(Fig 2). As expected, depletion of BRIP1(BACH1) with two different ShRNAs sensitized
cells to TMS, with only 26% of survival after 8 uM TMS treatment (as compared to 52% in
control cells). We did not observe a significant impact of the Pol 1 depletion on TMS
sensitivity compared to control cells, supporting the notion that Pol 1 is not essential in G4
DNA metabolism. In contrast, we found that TMS inhibited colony formation to a
significantly greater extent among Pol n-depleted and Pol k-depleted cells than among
control cells, suggesting that both TLS DNA polymerases could have an important role in
processing G4 DNA structures.

The depletion of Pol n or Pol k elevates DNA damage associated with non-BDNA formed at
the human ¢c-MYC promotor

We next asked if Pol  and Pol « depletion disrupted the cellular ability to cope with
replication stress associated with the presence of non-B DNA since prolonged stalling of the
replication forks at these alternate structured DNA sequences can lead to fork collapse and
double-strand breaks. To assess the importance of both TLS polymerases in preventing or
reducing the number of double-strand breaks that arise from the presence of non-B DNA, we
established transgenic Hela cells with approximately 8 to 12 copies (determined by
quantitative real-time PCR, data not shown) of chromosomally integrated plasmid
containing G-rich sequences from the human c-MYC promoter region (pUMycProm),
sequences from the human BCL-2 major break region (0 UMBR), GA-rich sequences from
the breakage hotspot region of the KSHV genome (pUGA-rich), or a similar length (600 bp)
of control B-DNA sequence from the human GAPDH gene, respectively (see Supplementary
Fig 1). By using a siRNA technique, we successfully depleted Pol n or Pol x individually in
HeLa cells containing pUMycProm (MYC-DNA) or control plasmid pULCtrl (B-DNA) in
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the genome, as evidenced by immunoblotting of the tranfected HeLa cell lines shown in Fig
3. We then measured by Flow Cytometry (see Materials and Methods and Fig 4A) the
proportion of cells positive for y-H2AX, a well-known marker for double-strand breaks, in
MY C-DNA cells and we compared to the control B-DNA cells. For the B-DNA cells,
depletion of Pol n had no significant effect on y-H2AX positive cell population, while
downregulation of Pol k seemed to slightly increase spontaneous DSB (Fig. 4B). Compared
to B-DNA cells, we found that DSBs were significantly more elevated in MYC-DNA cells
knockeddown for Pol n or Pol k, while control siRNA transfection in these cells had no
effect. The increased number of y-H2AX positive cells in those populations silenced for Pol
n or Pol x compared to that in undepleted cells strongly suggests that the presence of each
polymerase prevents the replicative stress associated with the non-B DNA structure (e.g. G4
DNA, H-DNA or Z-DNA), thereby decreasing the extent of DSBs. These data further
support the conclusion that both polymerases contribute to the metabolism of non-B DNA
forming sequences in human cells and show that these enzymes prevent genomic instability
occurring at these naturally occurring sequences.

Analysis of DSBs in HelLa cells transfected with Mbr-DNA and GA-DNA after depletion for
Pol nor Pol k

We next investigated whether the loss of Pol i) or Pol x contributes to genomic instability
associated with two other naturally occurring DNA sequences capable of forming unusual
secondary structures, and which have been shown to be breakage hotspots. The first one is a
520 bp sequence of the BCL-2 major break region (Mbr) within which several H-DNA
forming sequences have been defined (Supplementary Fig 1). The second one is a 700 bp
GA rich region from the far right-hand end of the KSHV genome (Supplementary Fig 1).
HeLa cells were transfected with plasmids containing these structured regions (see Materials
and Methods) and ultimately depleted for Pol n) or Pol k. The proportion of y-H2AX positive
cells was measured by Flow Cytometry and compared to that observed with control Hela
cells transfected with B-DNA. We found that downregulation of Pol « significantly
enhanced the proportion of cells positive for y-H2AX in Mbr and GA cells (Fig 5), similary
to the results obtained from cells containing the c-MYC sequence. However, in contrast to
what we observed with MYC-DNA, depletion of Pol n had no significant effect on y-H2AX
positive cell population for the cells carrying Mbr or GA structured sequences (Fig. 5).
These data suggest that Pol x and Pol n may play different roles in processing different types
of non-B DNA structures in vivo.

Concomitant down-regulation of Pol n and Pol k in colorectal cancer

Recent studies have emphasized the existence of a relationship between replication stress
and tumor progression [34,35]. Since loss of Pol n or Pol k expression results in increased
DSBs linked to natural structured DNA sequences which interfere with the progression of
the replication fork during S phase, down-regulation of these TLS DNA polymerases could
be an important contributor for endogenous replication stress and genetic instability, as it
occurs in tumours. We previously reported that levels of expression of POL K were
significantly lower in tumors than in adjacent tissues in a human colon cancer cohort
including 74 coupled primary colorectal carcinomas at different stages of development [36].
Using the same cohort, we analyzed here by real-time PCR-based Micro Fluidic Cards the
POL H expression profiles (Fig 6). Unlike Pol E, which encodes the replicative Pol ¢ and
whose expression was not significantly affected, we found that, like POL K, levels of
expression of POL H were strongly affected in tumors than in adjacent tissues (Fig 6). We
next explored if the deregulations of both DNA polymerases gene expression were
concomitant in cancer tissues by performing a non parametric Spearman’s rank-correlation
test to analyze gene/gene correlations in the cohort. The closer to 1 the Spearman coefficient
(rho), the more associated the expression of the two genes would be. Interestingly, we found
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that expression defects of genes encoding POL H and POL K were the most correlated
(Table 1).

Discussion

S phase is a period of great vulnerability for the genome of eukaryotic cells. Many
complicated processes are undertaken during this critical phase of the cell cycle, including
the unwinding together with the duplication of enormously complex DNA molecules.
During this process, replication forks frequently encounter obstacles that impede their
progression. Arrested forks are unstable structures that have to be stabilized and restarted in
order to prevent the formation of double-strand breaks, unscheduled homologous
recombination, or possibly NHEJ, and consequently genomic instability. To this aim, cells
have evolved complex surveillance mechanisms sensing DNA damage and replication stress
[37]. The past decade has seen a dramatic advance in our understanding of how these
regulatory pathways act in response to exogenous replication stress. However, the
mechanisms by which genome stability is conserved at natural replication-impeding
sequences remain obscure. Alternate DNA structures capable of forming unusual secondary
structures in human cells such as G4 structures, H-DNA or Z-DNA have been implicated in
critical biological processes and can interfere with normal cellular DNA transactions such as
the advancement of the replication fork during S phase [11]. Based on the ability of TLS
DNA polymerases to facilitate the progression of the replication fork through external
replicative barriers such bulky adducts [17], we have examined in this study the role of these
specialized enzymes for preventing the replicational stress response associated to these
alternate non-B DNA structures. The results of our investigations suggest that Pol n and Pol
k help prevent genomic instability occurring at such natural DNA sequences.

To probe the functional importance of TLS DNA polymerases in G4 metabolism in vivo, we
examined the effects of TMS, a selective quadruplex binding agent, on cell survival in Pol
n-, Pol x-, and Pol 1-depleted versus control cells. Although TMS was originally identified
as a potent telomerase inhibitor by virtue of its ability to stabilize telomeric quadruplex
DNA and inhibit the polymerase reaction, results from recent studies suggest that TMS exert
cytotoxic effects through its action on nontelomere G4 targets [38—40]. The selectivity of
TMS for the G-quadruplex structure over a single-stranded or duplex DNA structure has
been demonstrated [41]. This compound does not make covalent bonds with DNA and just
inserts in G-quadruplex with stacking effect on the G-quartet sequence. We hypothesized
that cells depleted for TLS DNA polymerases would be hypersensitive to the biological
effects of TMS. Indeed, this turned out to be the case for Pol nj and Pol «, and much less for
Pol 1. TMS was observed to significantly impair cell proliferation and growth in Pol - and
Pol x-depleted cells, suggesting that both TLS DNA polymerases operate in G4 metabolism.
This was further supported by showing increased DSB induction after Pol « or Pol 1
depletion in HeLa cells transfected by G-rich MYC-DNA. Thus, our work provides the first
description of DNA polymerases required specifically for the maintenance of guanine-rich
DNA in vivo. Recent evidence showed a functional cooperation between the WRN helicase,
known to unwind G-quadruplex DNA, and the Y-family TLS DNA polymerases Pols n and
« for lesion bypass [42]. It would be of interest to investigate if such interaction could
facilitate the replication of tetraplex DNA structures.

Interestingly, elevated DNA breakage associated with other alternative DNA structures than
G4, such Mbr-DNA or repetitive GA-DNA, was observed only after Pol x downregulation,
and not Pol n, supporting the idea that Pol « may have a more general role for genomic
maintenance during unperturbed S-phase.
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How could depletion of a TLS DNA polymerase enhance genomic instability at naturally
occurring structured DNA? One possibility would be that downregulation of Pol n or Pol
may affect normal DNA replication per se through alternate structured DNA domains. Non-
B DNA structures such as G4 and H-DNA have been shown to affect the progress of some
DNA polymerases [43,44] and RNA polymerases [45-47]. So it is possible that TLS pol n
or pol « is required for overcoming the structural barrier at a stalled replication fork.
Knocking down the expression of these polymerases might result in a failure to rescue the
stalled replication fork and thus result in DNA breakage. Alternatively, their depletion may
compromise the repair processes of replication-induced DSB at these non-B DNA sites.
Recent evidence has suggested that, outside its role in TLS, Pol n may be required in the
Homologous Recombination Repair pathway (HRR) in chicken DT40 cells during the
generation of antibody diversity of 1g genes [48] and in vitro for the extension of the
invading strand in a D-loop structure [49], facilitating the RAD52-mediated second-end
capture during the repair process [50]. Therefore, we cannot rule out the possible
involvement of Pol 1 in recombinational events associated with G4-induced DSB repair.
Further investigations will be required to understand by which mechanisms Pol n and Pol
could act and eventually cooperate to prevent genomic instability at structured DNA in
absence of external stress. Notably, it would be of interest to look at the posttranslational
processing of the polymerases as well as PCNA in relation to their action at non-canonical
DNA structure encumbrances compared to DNA lesions that interfere with DNA replication.
Whether these TLS polymerases contribute to the normal genome replication is an attractive
possibility that deserves further exploration.

Interestingly, we have uncovered unexpected alterations in the expression pattern of these
two TLS DNA polymerases in a human colorectal cancer collection. Indeed, we have found
that they are down-regulated as compared to the normal adjacent tissues while the
expression of the replicative DNA polymerases & and € was not affected. These data may
help to understand how cancer cells use this altered expression pattern of TLS DNA
polymerases to promote genomic instability in absence of external stress.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Pol DNA polymerase

TLS translesion synthesis
DSB double-strand breaks
NER nucleotide excision repair
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HRR homologous recombination repair
NHEJ non homologous end joining
Mbr major breakpoint region
TMS Telomestatin
G4 DNA Guanine-quadruplex DNA
ShRNA short hairpin RNA
SiRNA small interfering RNA
KSHV Kaposi Sarcoma associated Herpesvirus
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Figure 1. Validation of the RNA interference-based knockdown cellular models (A-C)
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We generated U20S clones expressing shRNA control sequences (shC1 and shC2) and
targeting BACH1 (BRIP1) (shB1 and shB2), POL 1 (shil and shi2) or POL H (shn1 and

shn?2). Extracts from these cells were analyzed by immunoblotting with the indicated

antibodies and Ku70 as a loading control (D) U20S cells were transfected with control
SiRNA (Luciferase) or two independent Pol « SiRNAs (sik1 and six2). The levels of Pol «

was analyzed by Western blotting 48h after transfection and normalized against actin.
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Figure 2. Pol n and Pol x depletion sensitizes cells to TMS
Cell survival after one week treatment with a range of TMS concentrations for U20S cell
lines depleted for BACHL1, Pol n, Pol 1, or Pol k. All data were performed in triplicate and
were taken from the mean survival values obtained from three independent experiments

(error bars = standard deviation).
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Figure 3. Hela cells transfected with B-DNA and non-B DNA used in this study

Whole cell extracts from Hela cells containing c-MYC-DNA transiently transfected with
siRNA against Luciferase (siC), Pol n (sinl and sin2) or Pol « (six1 and six2) were probed
by Western blotting with antibodies against Pol 1, Pol k, or Ku70 (as a loading control).
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Figure 4. Pol H and Pol K gene silencing triggers H2AX phosphorylation in HeLa-MYC cells
HeLa cells containing B-DNA or MYC-DNA were transfected with control sSiRNA
(Luciferase), two independent Pol k siRNAS (six1 and six2) or two independent Pol n
SiRNAs (sinl and sin2). Quantification of y-H2AX-positive cells in the population of each
cell line was performed by Flow Cytometry Analysis as described in Materials and Methods.
An example is given in (A) where a scatter plot is presented with y-H2AX intensity on the y
axis and propidium iodide intensity on the x axis for the control B-DNA cells and the MY C-
DNA cells depleted for Pol k. The cell populations used for the measurement of the y-
H2AX-positive cells were enclosed by rectangles. (B) Quantification of the FACS analysis
were performed as shown in (A) with the cell lines transfected with the indicated SiRNAs.
The error bars indicate standard deviations of three independent experiments
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Figure 5. Depletion of Pol k, but not that of Pol 1, increases H2AX phosphorylation in HeLa-

Mbr and HelLa-GA cells

HeLa cells containing B-DNA, Mbr-DNA or GA-DNA were transfected with control siRNA
(Luciferase), two independent Pol k siRNAs (sik1 and sik2) or two independent Pol 1
siRNAs (sinl and sin2). Quantification of y-H2AX-positive cells was achieved as in Fig 4.
The error bars indicate standard deviations of three independent experiments
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Figure 6. mMRNA expression of Pol 1 in the 74 colorectal-adenocarcinomas

Expressions of Pol n) as well as the replicative DNA polymerase Pol ¢ have been measured
in the matched human tumoral and normal samples. T (tumoral)/N (normal) mRNA
expression ratios between normalized values were calculated. T/N values lower than 1 were
transformed to the inverse value N/T. + and — indicate a higher or lower expression
respectively in the tumour versus adjacent control tissue. Black boxes above the x axis point
out the sample numbers. P-values from bilateral exact binomial test are given uncorrected,
the significance level is evaluated using the Benjamini Krieger Yekutieli 2001 procedure for
and overall FDR of 0.05. All computations were performed using Stata 9.0 SE (Tiermips).
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Downregulation of Pol n and Pol « are significantly correlated in a cohort of colorectal tumours

Table 1

Pol

Pol ¢

Pol &

Poln

0.7145

0.6532

0.4610
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