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Introduction

Acute myeloid leukemias (AML) comprise a group of 
neoplastic diseases derived from the clonal expansion of 
myeloid precursor cells in bone marrow, blood or other 
tissues. Despite the fact that the majority of AML patients 
achieve complete remission (CR) after chemotherapy, only 
~20% of patients achieve a relatively long-term disease-free 
survival. Most patients die of their disease due to either 
refractory (initial resistance to chemotherapy) or relapsed 
AML [1]. The molecular factors that define AML as either a 
chemotherapy-sensitive entity or a chemotherapy-resistant 
relapsed and refractory disease remain unknown. 

Like solid tumors, the development of AML is associ-
ated with various types of genetic alterations. Cytogenetic 
studies have revealed two major classes of karyotypes for 
AML patients, i.e. normal and abnormal karyotypes [2, 3]. 
Patients with abnormal karyotype (~55%) are characterized 
by chromosome changes such as translocations, inversions, 
insertions, deletions, trisomies, and monosomies, whereas 
patients with normal karyotype (~45%) contain point 
mutations and duplications/deletions of certain sequences 
in genes involved in critical cellular functions, such as 
signal transduction, regulation of gene expression tumor 
initiation and progression [2, 3]. However, the molecular 
mechanism(s) responsible for the genetic instability in 
AML are not clear. 

DNA mismatch repair (MMR) plays an important role 
in maintaining genomic stability by correcting biosynthetic 
errors, blocking non-homologous recombination, and medi-
ating DNA damage-induced cell cycle arrest and apoptosis 
[4-7]. It has been well documented that defects in MMR 
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Acute myeloid leukemia (AML) is an aggressive hematological cancer. Despite therapeutic regimens that lead to 
complete remission, the vast majority of patients undergo relapse. The molecular mechanisms underlying AML devel-
opment and relapse remain incompletely defined. To explore whether loss of DNA mismatch repair (MMR) function is 
involved in AML, we screened two key MMR genes, MSH2 and MLH1, for mutations and promoter hypermethylation 
in leukemia specimens from 53 AML patients and blood from 17 non-cancer controls. We show here that whereas no 
amino acid alteration or promoter hypermethylation was detected in all control samples, 18 AML patients exhibited 
either mutations in MMR genes or hypermethylation in the MLH1 promoter. In vitro functional MMR analysis revealed 
that almost all the mutations analyzed resulted in loss of MMR function. MMR defects were significantly more frequent 
in patients with refractory or relapsed AML compared with newly diagnosed patients. These observations suggest for 
the first time that the loss of MMR function is associated with refractory and relapsed AML and may contribute to 
disease pathogenesis. 
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genes, particularly the MSH2 and MLH1 genes, are the 
genetic basis for certain types of hereditary and sporadic 
cancers, including hereditary nonpolyposis colorectal can-
cer (HNPCC) [4, 6, 8]. Commonly, MMR-deficient tumors 
display widespread alterations in simple repetitive DNA se-
quences, a phenomenon also called microsatellite instability 
(MSI) [4, 6, 8]. Tumor cells defective in MMR are highly 
resistant to killing by certain chemotherapeutic drugs [7]. 
Genomic instability in AML has led to a search for MSI in 
AML patients, but the results are quite controversial. While 
several studies have reported MSI in AML [9-13], a study 
of 132 cases failed to confirm the previous observations 
[14]. Although reasons for the discrepancy are unclear, 
the use of different microsatellite markers and different 
stages (i.e., diagnosis and relapse) of the disease may have 
contributed to the differences observed. To our knowledge, 
none of these studies have systematically measured the 
loss of MMR function in AML at its individual treatment 
stages (i.e., diagnosis, persistence/primary refractoriness, 
and relapse). Therefore, it is uncertain whether the genetic 
instability in AML is caused by MMR-deficiency and, if 
so, what role MMR plays in AML pathogenesis. 

Considering that most leukemia cell lines derived from 
relapsed patients are defective in MMR [15] and that 
tumor cells can acquire an MMR-deficient phenotype 
upon exposure to chemotherapeutic drugs [16-18], we 
hypothesize that a small portion of leukemic cells adopt an 

MMR deficient phenotype during chemotherapy, thereby 
leading to drug resistance and leukemia persistence and/or 
relapse. In this paper, we have tested this hypothesis. We 
have analyzed leukemia patients at different stages (diag-
nosis, persistence/primary refractoriness, and relapse) for 
mutations and promoter hypermethylation in the key MMR 
genes, MSH2 and MLH1, and examined mutant proteins 
identified in these patients for MMR activity. Our results 
revealed that MMR deficiency is associated with all stages 
of AML, but the rate of the deficiency is much higher in 
patients with refractory and relapsed AML than in newly di-
agnosed patients, suggesting that the loss of MMR function 
may contribute to the refractory and relapsed disease.

Results

Abnormal PCR-SSCP products in AML patients and control 
individuals 

To determine wherther the loss of MMR function is as-
sociated with the development of AML, individual exons 
of MSH2 (16 exons) and MLH1 (19 exons), as well as their 
exon-intron boundaries and known splice sites of these two 
genes, were PCR-amplified using genomic DNA isolated 
from leukocytes of diagnostic, primary refractory, and 
relapsed AML patients and control individuals with no his-
tory of any malignancies. The resulting PCR products were 
analyzed by single-strand conformation polymorphism 

Control                                                               AML

A                       B                       C                       D

E                       F                        G                      H

C              N1               C               N3                 C             P11               C              P20
G  A T C    G  A  T C    G  A  T  C    G  A T C       G   A  T C    G  A  T C    G  A  T C    G  A  T C

TTG          CTG           ATT           ATC                 GTG         ATG             CTC          TTC
MSH2, no aa Change   MLH1, no aa Change            MSH2, V57M                MLH1, L509F

Figure 1  SSCP and sequence analyses of MSH2 and MLH1. Individual exons of the MSH2 gene and the MLH1 gene were 
amplified by PCR using 50-100 ng of genomic DNA in the presence of dNTPs and [α-32P]-dCTP. PCR products were fraction-
ated in a 0.5× MED gel and were detected by a phosphor imager. Abnormal products were sequenced as described in Materials 
and Methods. (A and B) PCR-SSCP products of exon 11 of MSH2 and exon 19 of MLH1, respectively. (C and D) PCR-SSCP 
products of exon 1 of MSH2 and exon 13 of MLH1, respectively. (E-H) DNA sequencing analyses of the PCR products shown 
in (A-D), respectively. A normal blood sample (C) from a healthy volunteer was used as a positive control in all cases. Arrows 
in SSCP analysis (A-D) point to mutant alleles, and arrows in sequencing analysis show base substitutions. The corresponding 
changes in codon and amino acid (aa) are indicated at the bottom of each sequencing gel. 

C N1 
C N3 C P11 C P20 
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Abstract
Polymorphisms of DNA repair genes RAD51 and XRCC3 increase susceptibility to acute myeloid
leukemia (AML) in adults, an effect enhanced by deletion of the glutathione-S-transferase M1
(GSTM1) gene. In this study, we genotyped 452 children with de novo AML treated on CCG
protocols 2941 and 2961 and compared genotype frequencies with those of normal blood donors,
and analyzed the impact of genotype on outcome of therapy. XRCC3 Thr241Met, RAD51 G135C
and GSTM1 genotypes did not increase susceptibility to AML when assessed singly. In contrast,
when XRCC3 and RAD51 genotypes were examined together a significant increase in
susceptibility to AML was seen in children with variant alleles. Analysis of outcome of therapy
showed that patients heterozygous for the XRCC3 Thr241Met allele had improved post-induction
disease-free survival compared to children homozygous for the major or minor allele, each of
whom had similar outcomes. Improved survival was due to reduced relapse in the heterozygous
children, and this effect was most marked in children randomized to therapy likely to generate
DNA double-strand breaks (etoposide, daunomycin), compared with anti-metabolite (fludarabine,
cytarabine) based therapy. In contrast, RAD51 G135C and the GSTM1 deletion polymorphism did
not influence outcome of AML therapy in our study population.
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Definitions
OS is defined as time from study entry to death from any cause. EFS is defined as time from
study entry to failure at the end of two courses, relapse or death from any cause. DFS is
defined as time from the end of one course of therapy to failure at the end of two courses,
relapse or death from any cause. TRM is defined as the time from study entry to death from
non-progressive disease where failures at the end of two courses, relapses and deaths from
progressive disease were competing events. RFS is defined as the time from the end of one
or two courses of therapy to death from progressive disease, failure at the end of two courses
or relapse where deaths from non-progressive disease were competing events.

Results
Susceptibility to childhood AML

Genotype frequencies for the XRCC3 Thr241Met, RAD51 G135C and GSTM deletion
polymorphisms were examined in controls and patients with de novo AML. Genotype
frequencies were in Hardy-Weinberg equilibrium in both cases and controls and were not
different between cases and controls. ORs did not differ significantly from the reference
wild-type genotype for any of the polymorphisms when examined singly (Table 1). In work
by others in adult AML, a cumulative effect of more than one variant genotype has been
demonstrated, with increased risk of AML in persons with both XRCC3 Thr241Met and
RAD51 G135C variant alleles.18 To determine if a similar effect occurred in our pediatric
AML cases, we examined combinations of XRCC3 Thr241Met and RAD51 G135C
genotypes (Table 2). The data show a doubling in risk of AML in children with a variant
RAD5 G135C genotype if they carry a wild-type XRCC3 Thr241Met genotype. In addition,
risk of AML was significantly increased in children with a variant XRCC3 Thr241Met
genotype if they carried a wild-type RAD51 G135C genotype. GSTM genotype was added
to the model, examining the cumulative effect of one, two and three variants. Susceptibility
to AML was increased in children with two variant alleles (one variant (controls n = 308,
(95% cases n = 189; OR 1.20 (95% CI 0.85-1.69) P = 0.298; two variants (controls n = 174,
cases n = 136) OR 1.53 (95% CI 1.06-2.21), P = 0.024). The OR changed very little with
inclusion of three variant genotypes (OR 1.58; 95% CI 0.78-3.20; P = 0.2); however, it
should be noted that the number of children with variant alleles of each of XRCC3, RAD51
and GSTM was small (controls n = 21, cases n = 17).

XRCC3 Thr241Met genotype and outcome
Genotype frequencies for the XRCC3 Thr241Met polymorphism were compared with
known AML prognostic factors and no association was found with WBC count at
presentation, FAB type or cytogenetic abnormality (Table 3). However, black children were
more likely to have the XRCC3 C241T homozygous genotypes (CC or TT) than white
children (74 vs 49%, P = 0.01).

We observed a trend toward improved 5-year OS among the patients heterozygous for the
XRCC3 Thr241Met polymorphism (CT genotype; n = 190) compared to the CC (n = 168)
and TT (n = 55) genotypes (53 ± 8 vs 47 ± 7%; P = 0.08). There was no significant
difference in outcome between the homozygous wild type (CC) and homozygous variant
(TT) genotypes; hence, these patients are described as a single group for the remainder of
this analysis. EFS was improved in children with the heterozygote CT genotype compared to
the homozygous CC and TT genotypes (43 ± 8 vs 34 ± 7%; P = 0.08). To further analyze the
reason for the observed differences we analyzed induction outcomes and found no
differences in induction success rates according to XRCC3 genotype (Table 4). In contrast,
when post-induction events were analyzed, we observed a significant difference in 5-year
DFS from end of two courses with superior survival in heterozygotes (56 ± 9% for CT vs 44
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(40 ± 44 vs 41 ± 13 vs 38 ± 5%; P = 0.64). TRM from study entry was also similar among
the three groups (20 ± 36 vs 17 ± 9 vs 16 ± 4%; P = 0.99).

GSTM1 genotype and outcome
OS did not differ significantly in children with no copy of GSTM1 (GSTM1 null) and those
with at least one copy (GSTM1 positive) (51 ± 7 vs 49 ± 7%; P = 0.96). Similar results were
observed for EFS (39 ± 7 vs 38 ± 7%; P = 0.90), TRM from study entry (16 ± 5 vs 17 ± 5%;
P = 0.62) and RFS from the end of one course (61 ± 8 vs 58 ± 8%; P = 0.49) between the
two groups.

Discussion
In this study, we have analyzed the frequency of polymorphisms in DNA repair genes
previously linked to susceptibility to AML in adults to address the effects of these variants
on susceptibility to childhood AML.18 In addition, we investigated the influence of these
polymorphisms on the outcome of therapy for childhood AML, which has not previously
been studied. Our data show similar genotype frequencies in control and patient populations
for the RAD51 G135C, XRCC3 Thr241Met and GSTM1 polymorphisms, suggesting that
these variants, when assessed singly, do not play a role in the etiology of childhood AML.
Though the control population was dissimilar with respect to age, genotype frequencies were
in Hardy-Weinberg equilibrium and corresponded with previously reported genotype
frequencies for each of these polymorphisms, suggesting that these subsets are truly
representative. These data contrast with our previous observation of increased risk of AML
in children with GSTM1 deletion, demonstrating the importance of replicating positive
findings in genetic association studies in independent datasets for confirmation.41 It should
be noted that our patient population included only de novo childhood AML, not therapy-
related AML.

A similar study in adults by Seedhouse et al.18 showed that the presence of the variant
genotype for both RAD51 and XRCC3 significantly increased the risk of developing both de
novo and therapy-related AML (OR 3.77 and 8.11, respectively). These authors also showed
that with the addition of the GSTM1 deletion polymorphism, the risk of developing AML
was notably increased (OR 15.26). Our study showed a doubling of risk of AML in children
with a RAD 51 G135C variant allele and a wild-type XRCC3 Thre241Met genotype. In
addition risk of AML was significantly increased in children with at least one variant
XRCC3 Thr241Met allele. In contrast, risk was not significantly elevated in children with
variant alleles at both wild-type XRCC3 Thre241Met and RAD51 G135C. Addition of
GSTM1 genotype to the model did not further increase risk of AML. These data indicate the
importance of examining multiple genes in the same pathway to identify the role of
genotype. Our study is in agreement with the findings of Seedhouse et al. to the extent that
we demonstrated interaction between genotypes at different loci. Our study differs, however,
in that the largest effect was seen in children with a variant allele at one locus and a wild-
type allele at the second locus. These findings may be a consequence of biological
differences in the etiology of childhood AML, compared with adult AML. The difference in
the spectrum of cytogenetic abnormalities seen in childhood AML compared with adult
AML supports the hypothesis that the biological mechanisms resulting in childhood AML
may be somewhat distinct from those causing AML in adults.42 It is also possible that these
are chance observations and replication in an independent pediatric AML dataset will be
important to determine the reliability of this finding.

In addition to studying the influence of variant genotypes involved in homologous
recombination on susceptibility to AML, we examined the effect of genotype on the
outcome of therapy, as one of the cytotoxic effects of AML chemotherapy is the generation
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CASE REPORT

Seckel Syndrome with Spontaneous
Chromosomal Instability

Abstract: Seckel syndrome is an autosomal recessive disorder characterized by prenatal and postnatal growth
retardation, bird-headed face and mild mental retardation. It is a disorder involving the DNA damage-response
genes. Failure in the DNA damage response and repair process can cause chromosomal instability. In addition,
it is possible that there are several loci responsible for this syndrome, and variety in the molecular pathogenesis
is the cause of phenotypic heterogeneity. Three different loci have been reported thus far. The effect of the
locus with mutation on phenotype may be used in the subgrouping of Seckel syndrome. We report a case with
Seckel syndrome having spontaneous chromosomal instability. The patient had no hematologic or malignant
disease although there was a severe chromosomal instability. To date, spontaneous chromosomal instability
has been reported in two cases with Seckel syndrome.

Key Words: Seckel syndrome, chromosomal instability, chromosomal breakage syndrome

Spontan Chromosomal ‹nstabilitesi Olan Bir Seckel Sendromu

Özet: Seckel sendromu nabir bir otozomal resesif bozukluktur. Bu hastalarda prenatal ve postnatal büyüme
gerili¤i, kufl kafas› yüzü, mental retardasyon ve iskelet sistemi bozukluklar› görülür. Bu vaka takdiminde
spontan kromozomal instabilitesi olan bir Seckel sendromu hastas›n› rapor ettik. Hastada ileri derecede
chromosomal instabilite olmas›na ra¤men hematolojik ve malignite aç›s›ndan herhangi bir bulguya
rastlan›lmad›. Spontan kromozomal instabilite iki Seckel sendromu vakas›nda rapor edilmifltir.
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Introduction

Seckel syndrome (MIM 210600) is a rare autosomal recessive disorder associated
with short stature, prenatal and postnatal growth retardation, characteristic facial
features (bird-headed face including prominent beaked nose, micrognathia and
malformed ears), mental deficiency, microcephaly, and skeletal defects (1).
Hematological abnormalities, including pancytopenia, myelodysplasia and acute
myelogenous leukemia, have been reported in some patients with Seckel syndrome (2). 

Because of the phenotypic heterogeneity, the diagnosis is difficult. In fact, a majority
of the reported cases are suspected as not being real Seckel syndrome (3). Some
diseases such as Nijmegen breakage syndrome, osteodysplastic primordial dwarfisms
(types I, II and III) and Dubowitz syndrome can mimic Seckel syndrome.

Although Seckel syndrome is a chromosomal breakage syndrome, chromosomal
breakage is generally shown by mitomycin-C (MMC) induction. Spontaneous
chromosome breakage is very rare. Only two cases with pancytopenia have been
reported to date (4,5).

Here, the case of a four-year-old female patient with Seckel syndrome involving
spontaneous chromosomal breakage is reported.

Case Report

A four-year-old female patient was referred because of severe growth retardation
and microcephaly. She was born to a consanguineous marriage (second-degree cousins)
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Seckel syndrome (MIM 210600) is a rare autosomal recessive disorder associated
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Hematological abnormalities, including pancytopenia, myelodysplasia and acute
myelogenous leukemia, have been reported in some patients with Seckel syndrome (2). 

Because of the phenotypic heterogeneity, the diagnosis is difficult. In fact, a majority
of the reported cases are suspected as not being real Seckel syndrome (3). Some
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(types I, II and III) and Dubowitz syndrome can mimic Seckel syndrome.
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breakage is generally shown by mitomycin-C (MMC) induction. Spontaneous
chromosome breakage is very rare. Only two cases with pancytopenia have been
reported to date (4,5).

Here, the case of a four-year-old female patient with Seckel syndrome involving
spontaneous chromosomal breakage is reported.
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New clinical findings have been added to Seckel
syndrome since it was first reported by Seckel (1,9,10).
Butler et al. (5) (1987) proposed a subgroup for Seckel
syndrome. They took hematological and chromosomal
abnormalities into consideration, which was supported by
some authors in the following years (11). Syrrou et al.
(12) (1995) reported three cases with Seckel syndrome
having chromosomal instability, one of whom developed
hematological disorder. Chanan-Khan et al. (2) (2003)
reported a case having hematological disorder without
chromosomal instability, but the hematological disorder
was not persistent. Neither hematological disorder nor
malignancy was detected in our patient despite severe
spontaneous chromosomal instability. Thus, it was
concluded that chromosomal instability may not always
be accompanied by a hematological disorder, and
chromosomal instability can not be related to
hematological pathologies. In light of this, it can be said
that chromosomal and hematological abnormalities may
not be reliable for subgrouping.

Bobabilla-Morales et al. (11) (2003) proposed taking
chromosome aberrations, in particular, into account for
subgrouping. However, chromosomal aberrations have
usually been shown as chromosome breaks by MMC
induction, and they have not been related to phenotype
(5). Although chromosomal rearrangements may badly
affect patient prognosis, it has not been observed in
patients with Seckel syndrome until now. In our patient,
even though chromosomal instability had persisted for
one year, prognosis of the patient was better than
expected. On the contrary, Woods et al. (4) (1995)
reported a case with spontaneous chromosomal
instability, and the patient died at the age of 16 months
probably because of pancytopenia.

Seckel syndrome is a disorder involving the DNA
damage-response genes. Failure in the DNA damage
response and repair process can cause chromosomal

instability. In addition, it is possible that there are several
loci responsible for this syndrome and variety in the
molecular pathogenesis is the cause of phenotypic
heterogeneity (1). So far, three different loci have been
reported: Goodship et al. (7) (2001) assigned the first
locus (SCKL1) to chromosome 3q22.1-q24; Borglum et
al. (13) (2001) assigned the second locus (SCKL2) to
chromosome 18p11.31-q11.2, and Kilinc et al. (14)
(2003) assigned the third locus (SCKL3) to chromosome
14q23. The effect of the locus with mutation on
phenotype may be used in the subgrouping of Seckel
syndrome. For proper subgrouping, the relationship
between the defective locus and findings of the patient
should be determined (15). The wide range of phenotypic
features decreases the importance of phenotype for
subgrouping; therefore, more effective criteria are
necessary. When data of molecular analysis are increased
and the relationship between molecular pathology and
phenotype is demonstrated, the locus heterogeneity may
be used in subgrouping. However, the use of this
relationship will undoubtedly not be easy because the
number of the genes responsible for the mechanism of
DNA repair is high, and these genes play a role in Seckel
syndrome.

At present, while there are problems in the
differential diagnosis of Seckel syndrome and the number
of patients is insufficient, undertaking subgrouping may
not be approved, and this type of subgrouping may not
be useful in estimating the prognosis of the patient.

To our knowledge, two cases with spontaneous
chromosomal breakage have been reported until now,
and these patients had pancytopenia (4,5). In contrast, no
hematological pathology was detected in our patient.
However, it is vital that the patients with Seckel
syndrome be followed throughout their life considering
the possibility of hematological and malignant diseases.

80

TATAR, A et al. Seckel Syndrome Turk J Med Sci

References

1. Faivre L, Merrer ML, Lyonnet S, Plauchu H, Dagoneau N, Campos-
Xavier AB et al. Clinical and genetic heterogeneity of Seckel
syndrome. Am J Med Genet 2002; 112: 379-83.

2. Chanan-Khan A, Holkova B, Perle MA, Reich E, Wu CD, Inghirami
G et al. T-cell clonality and myelodysplasia without chromosomal
fragility in a patient with features of Seckel syndrome.
Haematologica 2003; 88: ECR14.

3. Shanske A, Caride DG, Menasse-Palmer L, Bogdanow A, Marion
RV. Central nervous system anomalies in Seckel syndrome: report
of a new family and review of the literature. Am J Med Genet
1997; 70: 155-8.

4. Woods CG, Leversha M, Rogers JG. Severe intrauterine growth
retardation with increased mitomycin C sensitivity: a further
chromosome breakage syndrome. J Med Genet 1995; 32: 301-
5.

userr
Highlight

userr
Highlight



NEOPLASIA

Polymorphisms in DNA repair genes and therapeutic outcomes of AML patients
from SWOG clinical trials
Nataliya Kuptsova,1 Kenneth J. Kopecky,2 John Godwin,3 Jeanne Anderson,4 Ashraful Hoque,5 Cheryl L. Willman,6

Marilyn L. Slovak,7 and Christine B. Ambrosone1

1Department of Cancer Prevention and Control, Roswell Park Cancer Institute, Buffalo, NY; 2Southwest Oncology Group Statistical Center, Fred Hutchinson
Cancer Research Center, Seattle, WA; 3Southern Illinois University School of Medicine, Springfield, IL; 4Katmai Oncology Group, Anchorage, AK;
5University of Texas M. D. Anderson Cancer Center, Houston, TX; 6University of New Mexico, Albuquerque, NM; 7Department of Cytogenetics,
City of Hope National Medical Center, Duarte, CA

Repair of damage to DNA resulting from
chemotherapy may influence drug toxicity
and survival in response to treatment. We
evaluated the role of polymorphisms in DNA
repair genes APE1, XRCC1, ERCC1, XPD,
and XRCC3 in predicting therapeutic out-
comes of older adults with acute myeloid
leukemia (AML) from 2 Southwest Oncology
Group (SWOG) clinical trials. All patients
received standard chemotherapy induction
regimens. Using logistic and proportional
hazards regression models, relationships
between genotypes, haplotypes, and toxici-

ties, response to induction therapy, and
overall survival were evaluated. Patients with
XPD Gln751C/Asp312G (‘D’) haplotype were
more likely to have complete response
(OR � 3.06; 95% CI, 1.44-6.70) and less likely
to have resistant disease (OR � 0.32; 95%CI,
0.14-0.72) than patients with other haplo-
types. ERCC1 polymorphisms were signifi-
cantly associated with lung (P � .037) and
metabolic (P � .041) toxicities, and patients
with the XRCC3 241Met variant had reduced
risk of liver toxicity (OR � 0.32; 95%CI, 0.11-
0.95). Significant associations with other

toxicities were also found for variant XPD
genotypes/haplotypes. These data from
clinical trials of older patients treated for
AML indicate that variants in DNA repair
pathways may have an impact on both out-
comes of patients and toxicities associated
with treatments. With validation of results in
larger samples, these findings could lead to
optimizing individual chemotherapy op-
tions. (Blood. 2007;109:3936-3944)

© 2007 by The American Society of Hematology

Introduction

Acute myeloid leukemia (AML) is not the most common cancer in
the United States or worldwide, but survival rates are poor and not
improving. Among adults with AML, less than 20% of patients are
living 5 years after the initial diagnosis. Despite recent scientific
advances in understanding the molecular biology of AML and
mechanisms of multidrug resistance (MDR), the targets for new
successful therapeutic interventions are still waiting to be discov-
ered. The identification of individuals who would not benefit from
aggressive chemotherapy regimens and, thus, could be spared
the risk of treatment-related mortality, requires more knowledge
from pharmacogenetic studies. The latter strategy is especially
important for elderly patients, who comprise the major age
category for AML and whose capability to endure intensive
treatment is often limited.

It has been previously noted that older patients with AML often
have more cytogenetic abnormalities than younger patients and
display MDR phenotype.1 MDR phenomenon is usually respon-
sible for cancer recurrence and treatment failures. However,
evidence also suggests that increased activity of DNA repair
mechanisms may contribute to worse clinical response, through
repair of damage resulting from therapeutic agents, leading to a
failure of the elimination of malignant clones.2-5

Chemotherapeutic drugs including topoisomerase I and II
inhibitors, alkylating agents, and antimetabolites are capable of

inducing DNA strand breaks.6-10 Variabilities in DNA repair rates
and genotoxic damage, measured by single-strand breaks and
chromosomal aberrations, have been shown to be associated with
DNA repair polymorphisms,11 particularly for XRCC1 Arg399Gln
and XPD, exon 23. Higher sensitivity to ionizing radiation and
prolonged cell-cycle delays were also associated with APE1
148Glu and XRCC1 399Gln genotypic variants.12 Functional DNA
repair capacity was previously reported to be significantly deficient
in XRCC1 399Gln, XRCC3 241Met and XPD 312Asn, 751Gln
variant allele carriers13,14; however, the ability to repair DNA
damage was also modified by environmental exposures. One of the
plausible mechanisms of action of cytosine arabinoside and
anthracyclines, primary drugs used in standard treatment regimens
for AML, is induction of single- and double-strand breaks (DSBs)
and other DNA lesions. Thus, inherited variability in certain DNA
repair pathways may modify the effects of cancer treatment with
those agents.

Damage caused to DNA by various agents must be repaired to
maintain genomic stability of a cell. Studies have noted associa-
tions between risk of de novo AML and DNA repair gene
polymorphisms.15,16 Increased risk of therapy-related AML was
also linked to several gene polymorphisms in base excision repair
(BER; XRCC1 Arg399Gln), nucleotide excision repair (NER; XPD
Lys751Gln), and DSB repair (RAD51 G135C and XRCC3
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Thr241Met) pathways,15,17,18 and may be linked to secondary AML
etiology through failure to recognize or excise accumulated DNA
lesions. Although several published reports now exist on associa-
tions between polymorphisms in DNA repair genes and cancer
risk,19-22 fewer studies have been conducted to evaluate relation-
ships between DNA repair gene polymorphisms and response to
treatment. Studies of lung cancer23-27 and colorectal carcinoma28-30

noted significant differences in overall survival by polymorphisms
in DNA repair enzymes, with an indication that poorer survival was
linked to increased DNA repair. In a recent study of AML, poorer
prognosis was associated with a polymorphism in XPD, which
participates in the NER pathway.18 Despite the fact that numerous
associations have been found between toxicity profiles of patients
and polymorphisms in drug-metabolizing enzymes,31-33 few data
are available on the impact of DNA repair gene polymorphisms on
treatment-related toxicity.34-36

To evaluate the role of variants in DNA repair genes in
predicting therapeutic outcomes, we assessed potential associations
between complete remission (CR), resistant disease (RD), overall
survival (OS) rates, and toxicity profiles and polymorphisms in
BER (APE1 (Asp148Glu), XRCC1 (Arg399Gln)), DSB repair
(XRCC3 (Thr241Met)), and NER (ERCC1 (IVS5 � 34C � A),
XPD/ERCC2 (Lys751Gln and Asp312Asn)) pathways among 200
patients who were enrolled in Southwest Oncology Group (SWOG)
clinical trials for treatment of AML.

Patients, materials, and methods

Patients

These analyses included adult patients with previously untreated AML who
entered either of 2 SWOG phase 3 randomized trials during November
1991 through December 1998.37,38 Patients were accrued from 66 participat-
ing centers treating cancer patients. For both trials, eligible patients had
established diagnoses of de novo or secondary AML excluding M3-FAB
variant and blast crisis of chronic myeloid leukemia (CML), were at least 56
years old, and met minimum liver, kidney, and cardiac function criteria.
Patients on SWOG-9031 received remission induction chemotherapy with
daunorubicin (45mg/m2/d for 3 days) and standard-dose cytosine arabino-
side (200mg/m2/d for 7 days) with or without recombinant human
granulocyte colony-stimulating factor (rhG-CSF). Patients on SWOG-9333
received induction either with the same ARA-C/DNR induction regimen
(AD), or with mitoxantrone and etoposide (ME), with addition of granulo-
cyte-macrophage CSF (GM-CSF) on remission achievement only. Since the
ME arm had somewhat poorer treatment outcomes,37 only SWOG-9333
patients in the AD arm were included in the present study. All AD patients
who met the eligibility criteria of their respective trials and had sufficient
volumes of cryopreserved marrow or blood cells in the SWOG Myeloid
Repository were included in this study.

Patients provided samples for research after informed consent was
given, in accordance with the Declaration of Helsinki. The parent trials
were approved by the institutional review boards and included permission
for samples to be used for future analyses. This study was deemed exempt
by the Roswell Park Cancer Institute Institutional Review Board because
we received only anonymous samples for genotyping. All genotyping was
performed at BioServe Biotechnologies (Laurel, MD) and all statistical
analyses were performed by SWOG statisticians. No part of this study was
ever open at Roswell Park Cancer Institute; results were provided to us by
the SWOG statistician.

Genotyping

DNA was extracted from bone marrow samples and genotyped for SNPs in
APE1 (rs3136820), XRCC1 (rs25487), ERCC1 (rs3212961), XPD/ERCC2
(rs13181 and rs1799793), and XRCC3 (rs861539), using matrix-assisted

laser desorption/ionization time of flight mass spectrometry (MALDI-TOF-
MS). Duplicate aliquots for approximately 10% of the samples were
randomly distributed throughout the plates for quality control purposes.
Controls for genotype and 2 ‘no template’ controls were also included on
each plate. All genotyping results were reviewed manually for quality
control. Five polymorphisms, excluding the one in ERCC1, were nonsyn-
onymous, resulting in amino acid changes. The ERCC1 SNP occurs in the
intronic part of the gene.

Statistical analysis

Data regarding patient and disease characteristics, treatment outcomes, and
toxicities were collected and subjected to quality review according to
standard practices of SWOG. Data analysis was performed using SAS 8.0
software (SAS Institute, Cary, NC). �2 tests and Fisher exact test were used
to evaluate associations between genotypes and haplotypes and categorical
variables (sex, race, de novo versus secondary AML onset, and FAB class).
Associations of genotypes and haplotypes with continuous variables such
as age, white blood cell (WBC) count, and bone marrow and peripheral
blast percentages were analyzed using ANOVA and Kruskal-Wallis tests. �2

test statistics with 1 degree of freedom were used to test for deviation from
Hardy-Weinberg equilibrium (HWE) in each polymorphism. Estimation
haplotype (EH) genetic linkage utility program was used to evaluate
possible linkage disequilibrium (LD) for the SNPs located in close
proximity to each other. Associations between genotypes and haplotypes
and therapeutic outcomes were analyzed using logistic regression models
for CR and RD following induction chemotherapy, and using proportional
hazards regression models for OS. Multivariate regression models were
used to investigate differences between genotypes and haplotypes after
adjusting for the effects of other prognostic factors (age, cytogenetic risk
group, AML onset, and peripheral blast percentage). For analysis of
toxicities, the following categories were created by combining specific
toxicities defined by the SWOG toxicity criteria for SWOG-903139 and the
Common Toxicity Criteria (CTC) version 2.0 (National Cancer Institute
[NCI, Bethesda, MD) for SWOG-9333: lung, liver, metabolic, gastrointesti-
nal (GI), and genitourinary (GU). Because a patient may have had multiple
occurrences of a given toxicity, each patient’s maximum grade for each
specific toxicity category was used for analysis. For each gene and each
organ group, polychotomous logistic regression analyses were run to test
whether the distributions of highest toxicity grade varied among genotypes
(each of these analyses excluded patients with toxicities of only unknown
grade). These analyses treat each patient’s maximum grade of a given type
of toxicity as an ordinal response variable. The estimated odds ratio (OR)
represents the odds, relative to the referent genotype, of having toxicity
above any given grade, averaged over all grades. For example, OR � 2
implies that the genotype of interest confers twice the risk of toxicity above
any particular grade, compared to the referent genotype.

Results

A total of 372 patients were registered on SWOG-9031 (n � 211)
or the AD arm of SWOG-9333 (n � 161), and 201 of these
(SWOG-9031: 89; SWOG-933: 112) met the criteria for inclusion
in this analysis, although one SWOG-9031 patient was not
analyzed. As shown in Table 1, the patient population was almost
equally distributed by sex and the majority (87%) were white. The
median age was 68 years, reflecting the lower age limit of 56 for
study eligibility. Forty-three (23%) of the 200 patients had AML
that was secondary to prior myelodysplastic syndrome (MDS) or
leukemogenic exposure. Overall patient genotype and haplotype
distributions, as well as by de novo versus therapy-related AML,
are displayed in Table 2. Genotypes for XRCC1, XRCC3, ERCC1,
and XPD were in HWE. However, distribution of APE1 genotypes
departed from HWE (P � .012), with smaller numbers of heterozy-
gotes and slight excess in both homozygote variants. This disequi-
librium could be explained by the larger number of missing values
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at least one ERCC1 variant A allele had more than a halving of risk,
compared to those with CC genotypes (OR � 0.39; 95% CI,
0.19-0.82; P � .041). There was also a borderline decrease in risk
of lung toxicity for those with AA genotype (OR � 0.16; 95% CI,
0.02-1.02; P � .037), although there was no reduction in risk for
heterozygotes. Borderline reduction in risk of lung toxicity was
noted for XPD Lys751Gln heterozygotes (OR � 0.54; 95% CI,
0.28-1.02). XPD Asp312Asn polymorphism was associated with
reduced GU toxicity for patients with variant AA genotype
(OR � 0.27; 95% CI, 0.09-0.81) and reduced GI toxicity for
heterozygotes (OR � 0.54; 95% CI, 0.51-0.95). Analyses of toxici-
ties by haplotypes were limited to those with combined haplotype
categories because several of the individual haplotypes had too few
patients for analysis. Patients with at least one D haplotype, as
compared to all other haplotypes, had a 2-fold increase in risk of
liver toxicity (OR � 2.00; 95% CI, 1.08-3.82). Individuals with
DC haplotype had a decreased risk of GI toxicity.

Discussion

In this study, we sought to determine if SNPs in DNA repair
pathways have an impact on therapeutic outcomes of patients with
AML. Only XPD Lys751Gln and Asp312Asn polymorphisms were
associated with major treatment outcomes: CR to induction chemo-
therapy, RD, or OS. In particular, there was reduced risk of resistant
disease for patients with variant XPD Lys751GLn genotypes, XPD
Asp312Asn heterozygotes, and patients possessing XPD Gln751C/
Asp312G (‘D’) haplotypes. The latter haplotype was also associ-
ated with better CR to treatment. Significantly decreased OS was
noted for XPD 312Asn variant genotype carriers and Gln751C/
Asn312A (‘B’) haplotype. We also noted associations between
several genotypes, as well as XPD haplotypes, and toxicities
experienced.

The SNPs under investigation in this study involve several
DNA repair pathways, including BER, DSB, and NER pathways.
Since this study was initiated several years ago, the field of
genomics has rapidly advanced, and there are accumulating data
regarding numerous SNPs and haplotype blocks in most genes,
including those under study. However, at the time this study was

begun and genes and polymorphisms were selected, we selected
SNPs based on those that were known in the literature and focused
on genes most likely to play a role in treatment response. The
earlier published reports on significance of BER, NER, and
homologous recombination repair (HRR) DNA repair pathways in
leukemogenesis, as well as significance of XRCC1 Arg399Gln,
APE1 Asp148Glu, XRCC3 Thr241Met, and XPD Lys751Gln and
Asp312Asn SNPs in modifying DNA repair functional capacity
and carcinogenesis, influenced the selection of these particular
SNPs for this study. ERCC1 was selected because of its role in
NER mechanism of DNA repair.

To the best of our knowledge, except for the XPD Lys751Gln
polymorphism, this is the first report on relationships between
selected gene candidates in DNA repair pathways and therapeutic
outcomes of patients with AML, although the genes evaluated in
this analysis have been studied in relation to other cancer out-
comes. Several studies previously reported associations between
ERCC1 codon 8092 and ERCC1 codon 118 variant genotypes and
poorer survival outcomes in cancer patients diagnosed with non–
small-cell lung cancer23,25,26 and colorectal cancer.28,29 Data from
Stoehlmacher et al41 indicated that patients with colorectal cancer
carrying at least one Gln mutant allele of XRCC1 Arg399Gln SNP
were at a 5.2-fold (95% CI, 1.21-22.07) increased risk to develop
resistance to the 5-fluorouracil/oxaliplatin chemotherapy. Yoon et
al42 recently reported that XRCC1 polymorphisms and haplotypes
were significant predictors of progression-free survival in patients
with lung cancer. In contrast, Berwick et al43 noted no associations
between SNPs in XRCC1-Arg399Gln, XRCC3-Thr241Met, and
XPD-Lys751Gln and survival outcomes in 120 patients with soft
tissue sarcoma. In a study of 320 pediatric patients with acute
lymphoblastic leukemia, Krajinovic et al44 reported no significant
associations between polymorphic APE1 148Glu and XRCC1
194Trp variants and event-free survival. There have been recent
studies of XPD, involved in NER, and survival of patients with
AML.18 In a study of 341 elderly patients with AML conducted by
researchers in the United Kingdom, modestly increased HRs of
1.30 and 1.18 were found for disease-free and overall survival,
respectively, by XPD variant genotypes. However, in a study of
pediatric AML conducted by the Children’s Oncology Group
(COG),45 survival and treatment-related mortality were not associ-
ated with XPD codon 751 genotypes.

Table 4. Analyses of treatment outcomes by XPD haplotypes

XPD Haplotype Total no.

CR RD OS

No. OR CI No. OR CI No. of deaths HR CI

AA* 72 25 1.00 NA 34 1.00 NA 67 1.00 NA

AC 11 3 0.75 0.10-4.85 3 1.20 0.19-6.94 10 1.80 0.78-4.19

BB 13 5 0.48 0.04-3.88 3 0.62 0.06-4.60 12 2.82 1.02-7.76

BC 6 1 0.35 0.02-2.79 3 1.14 0.17-7.84 6 2.09 0.88-4.97

DA 22 16 4.06 1.05-18.6 5 0.34 0.06-1.46 20 0.94 0.50-1.76

DB 13 6 3.94 0.82-22.7 3 0.12 0.01-0.87 12 0.73 0.35-1.55

DC 54 25 2.17 0.89-5.42 13 0.36 0.14-0.92 50 0.96 0.63-1.46

AA* 72 25 1.00 NA 34 1.00 NA 67 1.00 NA

DA 22 16 4.07 1.06-18.5 5 0.35 0.06-1.47 20 0.92 0.49-1.71

DC 54 25 2.16 0.89-5.37 13 0.38 0.14-0.92 50 0.96 0.63-1.47

Other 43 15 1.12 0.39-3.16 12 0.58 0.20-1.62 40 1.32 0.82-2.14

AA/AC/BB/BC* 102 34 1.00 NA 43 1.00 NA 95 1.00 NA

DA/DB/DC 89 47 3.06 1.44-6.70 21 0.32 0.14-0.72 82 0.80 0.57-1.14

Estimates of ORs and HRs are adjusted for the following covariates: age (continuous), AML onset (de novo versus secondary), cytogenetic group (favorable, intermediate,
unfavorable, unknown), peripheral blast percentage (continuous, unknown for 7 patients who are excluded from multivariate analyses).

NA indicates not applicable.
*Referent haplotype or haplotype category.
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CLINICAL TRIALS AND OBSERVATIONS

XPD Lys751Gln polymorphism in the etiology and outcome of childhood acute
myeloid leukemia: a Children’s Oncology Group report
Parinda A. Mehta, Todd A. Alonzo, Robert B. Gerbing, James S. Elliott, Tiffany A. Wilke, Rebekah J. Kennedy, Julie A. Ross,
John P. Perentesis, Beverly J. Lange, and Stella M. Davies

Genetic polymorphisms result in interin-
dividual variation in DNA repair capacity
and may, in part, account for susceptibil-
ity of a cell to genotoxic agents and to
malignancy. Polymorphisms in XPD, a
member of the nucleotide excision re-
pair pathway, have been associated
with development of treatment-related
acute myeloid leukemia (AML) and with
poor outcome of AML in elderly patients.
We hypothesized that XPD Lys751Gln
polymorphism may play a role in causa-

tion of AML in children and, as shown in
adults, may affect the outcome of child-
hood AML therapy. Genotyping of 456
children treated for de novo AML was
performed at XPD exon 23. Genotype
frequencies in patients were compared
with healthy control subject frequencies,
and patient outcomes were analyzed ac-
cording to genotype. Gene frequencies in
AML patients and healthy controls were
similar. There were no significant differ-
ences in overall survival (P � .82), event-

free survival (P � .78), treatment-related
mortality (P � .43), or relapse rate (RR)
(P � .92) between patients with XPD751AA
versus 751AC versus 751CC genotypes,
in contrast to reports in adult AML. These
data, representing the only data in pediat-
ric AML, suggest that XPD genotype does
not affect the etiology or outcome of
childhood AML. (Blood. 2006;107:39-45)

© 2006 by The American Society of Hematology

Introduction

DNA is continuously damaged by endogenous and exogenous
mutagens. Repair of DNA damage is a complex process carried out
by an array of DNA repair pathways, including nucleotide excision
and base excision repair pathways. The nucleotide excision repair
(NER) pathway eliminates the widest variety of damage to the
human genome, including UV-induced photoproducts, bulky mono-
adducts, cross-links, and oxidative damage.1

Hereditary genetic defects in DNA repair lead to increased risk
of cancer. Individuals with xeroderma pigmentosum (XP), a rare
autosomal recessive disease resulting from a defect in NER of
UV-damaged DNA, have a 1000-fold increased risk of skin
cancer.2 Cell-fusion analyses have identified 7 genetic complemen-
tation groups (XPA to XPG) that encode for proteins participating in
different steps of the NER pathway.3,4 Xeroderma pigmentosum
complementation group D (XPD) is a major participant in NER
pathway and is also involved in transcription initiation, control of
cell cycle, and apoptosis.5

XPD functions as an evolutionarily conserved ATP-dependent
helicase within the multisubunit transcription repair factor complex,
TFIIH.6-8 TFIIH has 2 distinct roles, first in basal transcription carried
out by RNA polymerase II and second in NER of DNA damage. It
appears that XPD protein needs to be present to maintain the stability of
the TFIIH complex. XPD possesses both single-strand DNA-dependent
ATPase and 5�-3� DNAhelicase activities and is thought to participate in

DNA unwinding during NER and transcription.9,10 Mutations in the
XPD gene can completely prevent DNA opening and dual incision,
steps that lead to the repair of DNA adducts.11

Genetic polymorphisms result in interindividual variation in
DNA repair capacity and may, in part, account for differences in
susceptibility of a cell to genotoxic agents and to malignancy.12,13

Several single nucleotide polymorphisms, including an adenine (A)
to cytosine (C) (A3 C) transition, which leads to Lys751Gln in
exon 23 of the XPD gene, have been shown to be associated with
elevated frequency of chromosomal aberrations and a variety of
environmentally induced cancers in adults.14-17 There is also
evidence that dysregulation of DNA repair proteins and NER
pathways may be involved in pathogenesis and prognosis of some
myeloid leukemia.

Recent data from elderly acute myeloid leukemia (AML)
patients treated on MRC11 trial showed reduced event-free sur-
vival (EFS) and overall survival (OS) along with increased risk of
developing treatment-related leukemia in XPD751 glutamine ho-
mozygotes (CC), suggesting that the glutamine variant confers
greater protection against chemotherapy-induced leukemic blast-
cell death, leading to earlier disease relapse and ultimately shorter
overall survival.18 In this study we show that, in contrast to the
adult data, XPD751 does not influence outcome of therapy in
children with AML.

From the Division of Hematology/Oncology, Department of Pediatrics,
University of Cincinnati College of Medicine, and Cincinnati Children’s Hospital
Medical Center, Cincinnati, OH; the University of Southern California Keck
School of Medicine; the Children’s Oncology Group, Arcadia, CA; the
Department of Pediatrics, University of Minnesota Cancer Center; and the
Department of Pediatrics, The Children’s Hospital of Philadelphia, PA.

Submitted June 9, 2005; accepted August 4, 2005. Prepublished online as
Blood First Edition Paper, September 8, 2005; DOI 10.1182/blood-2005-06-
2305.

A complete list of the institutions participating in the Children’s Oncology Group
appears in the Appendix.

Reprints: Parinda A. Mehta, MLC 7015, Cincinnati Children’s Hospital
and Medical Center, 3333 Burnet Ave, Cincinnati, OH 45229;
e-mail: Parinda.Mehta@cchmc.org.

The publication costs of this article were defrayed in part by page charge
payment. Therefore, and solely to indicate this fact, this article is hereby
marked ‘‘advertisement’’ in accordance with 18 U.S.C. section 1734.

© 2006 by The American Society of Hematology

39BLOOD, 1 JANUARY 2006 � VOLUME 107, NUMBER 1

 For personal use only. by guest on March 12, 2014. bloodjournal.hematologylibrary.orgFrom 

Administrator
Typewriter
Blood, 2006;107:39-45

Administrator
Rectangle

http://bloodjournal.hematologylibrary.org/
http://bloodjournal.hematologylibrary.org/
http://bloodjournal.hematologylibrary.org/subscriptions/ToS.dtl
http://bloodjournal.hematologylibrary.org/subscriptions/ToS.dtl


genotypes (P � .78). Multivariate analyses that adjusted for study
assignment, age, gender, race, and WBC count also suggested XPD
genotypes did not have different OS or EFS.

There was no difference in TRM from study entry between
different genotypes (18% 	 6% in AA vs 16% 	 5% in AC vs
12% 	 8% in CC patients at 5 years; P � .43) (Figure 3). RRs
from the end of one course of therapy for patients in remission were
also similar: 40% 	 8% in XPD751AA versus 42% 	 8% in
751AC versus 39% 	 14% in 751CC patients at 5 years (P � .92)
(Figure 4). Thus, XPD genotype was not significantly associated
with either resistant disease or treatment-related toxicity.

Discussion

Pharmacogenetic polymorphism and variations in response to
damage induced by chemotherapy are being intensively investi-
gated as causes of differential susceptibility to leukemogenesis and
differential response to therapy.26-28 When investigating the clinical
consequences of human polymorphism, it is important to target
polymorphisms that likely change protein function and occur at
significant frequencies in the population. Spitz et al29 studied the
functional consequences of the XPD Lys751Gln polymorphism
among lung cancer patients and healthy controls. They reported
that the variant Gln751Gln genotype was consistently associated
with the suboptimal DNA repair capacity (DRC). This was
determined by assessing the ability of host cells to remove DNA
adducts induced by benzo(a)pyrene, a major constituent of tobacco
smoke. This association was statistically significant among the lung
cancer cases but not among the healthy controls, indicating a role
for XPD in tobacco-related cancers. These data are controversial,
however, and others such as Duell et al and Moeller et al reported
no significant relationship between XPD Lys751Gln polymorphism
and DNA repair proficiency.30,31 These conflicting results have led
to suggestions that functionality of the codon 751 polymorphism

may be exposure—and pathway—specific, affecting both DNA
repair and cell death.32 Consistent with a role for XPD in cell death,
P53-mediated apoptosis is attenuated in XPD mutated fibro-
blasts.33,34 Furthermore, P53 interacts directly with the carboxy
terminus of XPD, which includes the polymorphic codon 751
residue.32

A previous report of adult subjects showed that XPD751
genotype influenced susceptibility to therapy-related leukemia, but
not de novo AML.18 In agreement with this, in this pediatric study
we found no influence of XPD751 genotype on susceptibility to de
novo AML in children. It should be noted that the present pediatric
study focused on de novo and not therapy-related AML.

There is evidence that DNA repair (NER) protects against
mutagenicity and toxicity by removing deleterious DNA lesions
from the genome, including those induced by chemotherapy.35-38

Because increased DNA repair plays an important role in resistance
to platinum-based compounds, Park et al evaluated the effect of
XPD Lys751Gln polymorphism on outcome of 73 patients treated
with 5-fluorouracil (5-FU)/oxaloplatin for metastatic colorectal
cancer. Their results showed a significant association between
response to 5-FU/oxaloplatin and the XPD Lys751Gln polymor-
phism. Patients with Lys/Lys genotype had the longest median
survival, and those with Gln/Gln genotype were 6 to 12 times more
likely to have progressive disease.39

Allan et al evaluated the association of XPD Lys751Gln
polymorphism with outcome following chemotherapy for AML in
341 elderly patients (� 60 years of age) entered into the United
Kingdom Medical Research Council (MRC) AML 11 trial.18 In this
study XPD751 glutamine homozygotes had significantly inferior
DFS at 1 year compared with patients with other genotypes. The
authors postulated 2 general mechanisms by which the XPD codon
751 variant may modulate myeloid-cell death in response to
chemotherapy: either via a direct role for XPD in signaling cell
death or indirectly via XPD repair of protoxic DNA lesions.

In contrast to the findings of Allan et al,18 our study did not
demonstrate any differences in outcome of AML therapy in
children with different XPD751 genotypes. It is possible that
children with AML differ from adults in terms of the biology of
their disease, for example, studies show that older adults have
increased frequency of adverse cytogenetic features compared to
children.40,41 Also, over time adult patients have more opportunity
to accumulate additional genetic insults (secondary hits), with
perhaps increased susceptibility to develop cancers that are more
resistant to therapy. Outcomes for treatment of adult AML are
commonly inferior to those reported in pediatric series.42-45 Also,
association studies involving genetic polymorphisms need to be
interpreted cautiously in the context of differences in study or
population variables. For example, compared to children, older

Figure 2. EFS from study entry: XPD 751AA versus AC versus CC genotypes.

Figure 3. TRM from study entry: XPD 751AA versus AC versus CC genotypes.

Figure 4. RR from end of one course: XPD 751AA versus AC versus CC
genotypes.
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Polymorphisms of RAD51(G135C) and XRCC3(C241T) genes and correlations thereof with 
prognosis and clinical outcomes of acute myeloid leukemia  .   

Liu, Liang; Yang, Lin; Zhang, Yue; et al.

Chinese Medical Journal - Volume: 88   Issue: 6   Pages: 378-82   Published: 2008-Feb-5 

ABSTRACT

Objective

To investigate the impacts of RAD51G(135C) and XRCC3(C241T) genotypes on the response, adverse 
effects, and prognosis of acute myelocytic leukemia (AML).

Methods

RAD51(G135C), XRCC3(C241T), GSTT1, and GSTM1 genotypes were analyzed in 372 patients with 
AML, 226 males and 146 females, by PCR-RFLP or PCR. The Complete remission (CR) rate, adverse 
effects,  overall  survival (OS),  and relapse-free survival (RFS) were compared among the groups with 
different genotypes.

Results

1. During the induction chemotherapy, XRCC3(C241T) polymorphic allele was significantly associated 
with the shorter survival of the AML patients with t (15; 17)/PML-RARalpha (OR = 8.750, P = 0.046). 
Among the non-M3 patients, the complete remission (CR) rate of those with double RAD51(G135C) and 
GSTT1  wild  genotypes  was  71.6%,  significantly  higher  than  that  of  those  not  with  double 
RAD51(G135C) and GSTT1 wild genotypes (54.4%, P = 0.028). 

2. The OS of the non-M3 AML patients with double RAD51(G135C) and GSTT1 wild genotypes was 
(39.1 +/- 7.1) months, significantly longer than those with double variant types [(22.4 +/- 3.2) months, P = 
0.042]. The relapse-free survival (RFS) of the M4EO and M2 patients with double XRCC3(C241T) and 
GSTT1 wild type genotype were 48.3 months and 56.5 months, both significantly longer than those of the 
patients with double variant genotypes (28.8 months and 10.0 months respectively, both P < 0.05). The OS 
of the M2 patients with triple RAD51(G135C), GSTT1, and GSTM1 variant genotypes was (22.4 +/- 3.2) 
months, significantly shorter than those with triple RAD51(G135C), GSTT1, and GSTM1 wild genotypes 
[(39.1 +/- 7.1) months, P = 0.042]. The RFS of the M2 patients with triple RAD51(G135C), GSTT1, and 
GSTM1 variant  genotypes was 10.0 months,  significantly shorter  than that  of  the patients with triple 
RAD51(G135C), GSTT1, and GSTM1 wild genotypes (64.2 months, P = 0.015). 

3.  The  risk  levels  of  neutropenia,  nausea  and  vomiting,  and  alopecia  of  the  patients  with  variant 
XRCC3(C241T) genotype were all significantly higher than those of the wild type genotype (all P < 0.05). 
The risk of  hematuria of  the  patients with variant  genotype was significantly higher  than that  of  the 
patients with wild genotype (P = 0.017).
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Conclusions

The polymorphisms of XRCC3(C241T) and RAD51(G135C) genes are significantly related to response to 
therapy, adverse effects, and prognosis of AML. Detection of the XRCC3(C241T) and RAD51(G135C) 
genotypes may be useful in selecting individual chemotherapy regimens for patients with AML.
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Polymorphisms of LIG4 and XRCC4 Involved
in the NHEJ Pathway Interact to Modify Risk
of Glioma

Yanhong Liu,1 Keke Zhou,2 Haishi Zhang,2 Yin Yao Shugart,3,4 Lina Chen,3 Zhonghui Xu,1 Yu Zhong,1

Hongliang Liu,1 Li Jin,1 Qingyi Wei,5 Fengping Huang,2 Daru Lu,1� and Liangfu Zhou2�

1State Key Laboratory of Genetic Engineering, School of Life Sciences, Fudan University, Shanghai, China; 2Neurosurgery Department of
Huashan Hospital, Fudan University, Shanghai, China; 3Department of Social Medicine, University of Bristol, Bristol, United Kingdom;
4Department of Epidemiology, Johns Hopkins University, Baltimore, Maryland; 5Department of Epidemiology, M.D. Anderson Cancer Center,
University of Texas, Houston, Texas

Communicated by Michael Dean

Although the role of environmental risk factors in the etiology of gliomas remains to be elucidated,
accumulative epidemiological evidence suggests that genetic factors, such as variants in genes involved in DNA
repair, may also play an important role. LIG4 and XRCC4 are known to form a complex and are functionally
linked in the repair of double-stranded DNA breaks. To determine whether LIG4 and XRCC4 polymorphisms
are associated with susceptibility to glioma and whether there are interactions between LIG4 and XRCC4, we
conducted a case–control study of 771 glioma patients and 752 cancer-free controls, assessed the associations
between glioma risk and 20 tagging SNPs, and evaluated their potential gene–gene interactions using the
multifactor dimensionality reduction (MDR), interaction dendrogram, and entropy analysis. In the single-locus
analysis, only one variant, the LIG4 SNP2 rs3093739:T4C (P-permutation 5 0.009) was significantly
associated with risk of developing glioma. Haplotype analysis revealed an association of glioma risk with genetic
variants in LIG4 block 1 (global P 5 0.011), and XRCC4 blocks 2 and 4 (both global Po0.0001). Moreover,
the MDR analysis suggested a significant three-locus interaction model involving LIG4 SNP4 rs1805388:C4T,
XRCC4 SNP12 rs7734849:A4T, and SNP15 rs1056503:G4T. Further dendrogram and graph analysis
indicated a more-than-additive effect among these three loci. These results suggested that these variants may
contribute to glioma susceptibility. Hum Mutat 29(3), 381–389, 2008. rr 2007 Wiley-Liss, Inc.

KEY WORDS: tagging SNP; brain tumor; nonhomologous end-joining repair; haplotype; gene–gene interaction

INTRODUCTION

Glioma is a central nervous system (CNS) neoplasm derived
from glial cells that surround and support neurons [Kleihues and
Cavenee, 2000], and it is one of the most common brain tumors
worldwide, accounting for the majority (�78%) of primary
malignant brain tumors [Parkin et al., 2002]. Although there
have been significant advances in the treatment of other types of
cancers, only modest progress has been made in brain tumor
treatment to date. Although exposure to ionizing radiation (IR) is
believed to be associated with risk of glioma [Little et al., 1998;
Bondy et al., 2001; Neglia et al., 2006], the role of environmental
factors in the etiology of gliomas remains to be elucidated.
Accumulative epidemiological evidence suggests that genetic
factors, such as variants in genes involved in DNA repair, may
also play an important role in the etiology of glioma [Chen et al.,
2000b; Inoue et al., 2003; Wang et al., 2004; Parhar et al., 2005;
Yang et al., 2005; Rao, 2007; Bohr et al., 2007].

IR induces various types of DNA damage, particularly double-
strand breaks (DSBs) that are the major threats to the genomic
integrity of cells, because DSBs may lead to either chromosomal
aberrations or rearrangement events that may further lead to
altered apoptosis [Khanna and Jackson, 2001]. Consequently,

efficient mechanisms have evolved to repair such DNA damage.
In eukaryotes, there are two major pathways for DSB repair:
homologous recombination (HR) and nonhomologous end-joining
(NHEJ), which differ in their requirement for a homologous
template DNA and in the fidelity of DSB repair. Although HR is a
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controls, respectively), which is compatible with a previous report
in Taiwanese (MAF 5 0.133) [Fu et al., 2003].

Although a number of studies have investigated the association
between cancer risk and the polymorphisms of LIG4, little is
known about XRCC4 in terms of the potential impact of its
genetic variation on repair capability and consequent risk of
carcinogenesis. Two SNPs of XRCC4, one splicing-site polymorph-
ism (SNP14 rs1805377:A4G) and one intronic polymorphism
(SNP1 rs2075685:G4T), have been studied, and the results are
conflicting [Fu et al., 2003; Garcia-Closas et al., 2006; Allen-Brady
et al., 2006]. We found no evidence of an association of these two
XRCC4 variants with risk of glioma.

The failure to replicate the published results of some single-
locus analyses might be the inclusion of different diseases and
ethnic groups or geographical areas. Another explanation for the
lack of consistency in published association studies on complex
diseases is the complex underlying genetic architecture, in which
locus–locus and gene–gene interactions are the expected phenom-
enon rather than the exception [Moore and Williams, 2002].
Thus, genetic association studies that ignore epistasis or
gene–gene interactions are likely to reveal only a partial
component of the genetic etiology. It is conceivable that genetic
factors for glioma may also be multifactorial. Therefore, testing for
joint effect is necessary in the search for glioma susceptibility
factors. However, such complex multifactor interactions are often
difficult to detect and characterize by using traditional parametric
statistical methods, such as logistic regression analysis, because of
the insufficient power and sparseness of the data in a high order of
dimensions. To address this problem, we adopted a multistrategy
for the detection, characterization, and interpretation of gene–
gene interactions between LIG4 and XRCC4.

MDR is a nonparametric and model-free approach to detect and
characterize nonlinear interactions among discrete genetic and
environmental attributes [Ritchie et al., 2001]. With MDR,

multilocus genotypes are pooled into high-risk and low-risk
groups, effectively reducing the dimensionality of the genotype
predictors (i.e., attributes) from N dimensions to one dimension.
Although MDR is a promising new approach for overcoming some
of the limitations of logistic regression and has been successfully
applied in a variety of common human diseases [Ritchie et al.,
2001; Moore and Williams, 2002; Cho et al., 2004; Tsai et al.,
2004; Ma et al., 2005], the MDR method is not the panacea for
dealing with multifactorial, dimensional data. Perhaps the greatest
challenge is the interpretation of epistasis models. Therefore, we
have further explored interaction graphics and interaction
dendrograms analysis for the statistical interpretation of epistasis
effects. As the results showed, the three-locus model (i.e., LIG4
SNP4 and XRCC4 SNP12 and SNP15) in LIG4 and XRCC4
genes, which are known to form a dimeric complex, is the best
model for the prediction of the risk of glioma. It should be noted
that, although the three SNPs were not associated with glioma in
the single-locus analyses, they might act in concert to modulate
the risk of glioma.

The most significant finding in this study was the allelic and
haplotypic association of XRCC4 SNP7 rs13161662:A4G
(located in block 2) with glioma risk. In the single-locus
association analysis, XRCC4 SNP7 exhibited a statistically
significant main effect (P 5 0.004). Also, haplotype analysis
revealed that XRCC4 block 2 was strongly associated with glioma
risk (global Po0.0001). Consistent with allelic association results,
MDR further confirmed the main effect of XRCC4 SNP7. It was
the strongest one-locus model for predicting glioma risk in the
MDR interaction model. Further interaction entropy analysis
showed that XRCC4 SNP7 had a main effect that was
independent of the other SNPs. Thus, this significant association
appeared to be consistent across all analyses, which strongly
suggests that XRCC4 SNP7 or a genetic variant in LD with it, is
involved in the etiology of glioma.

FIGURE 2. TheMDRmodels, interaction dendrogram, and interaction graph for gene^gene interactions on glioma risk. A: Summary
of theMDR interactionmodels.B: Interactiondendrogram.Thecolor indicates the strengthof thedependence, green isweak, and red
is strong.The hierarchical cluster analysis placedLIG4 SNP4, XRCC4 SNP12 and SNP15 on the same branch butXRCC4 SNP4 and
SNP5 onanother branch;XRCC4 SNP7was located at a di¡erent remotebranch.C:OrangeCanvas Interactionentropy graph. Each
SNP is shown in a box with the percent of entropy below the label (main e¡ect).Two-way interactions between SNPs are depicted as
an arrow accompanied by a percent of entropy explained by that interaction (interaction e¡ect). In the interaction graph, the most
important attribute, XRCC4 SNP7 polymorphism, aloneeliminates 0.34% ofclass entropy andhas the largest univariatee¡ect.Only
small percentages of the entropy in the case^control status explained by LIG4 SNP4 (0.08%), XRCC4 SNP12 (0.06%), or XRCC4
SNP15 (0.02%), when considered independently, but a large percentage of entropy was explained by their pairwise interactions
(0.13%,8.73%, and 0.34%, respectively), indicating a synergistic interaction.
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Perhaps the most striking finding was the association between
XRCC4 block 4 and glioma risk. In the haplotype analysis, XRCC4
block 4 was associated with glioma risk (global Po0.0001), and
two risk haplotypes, 4-B and 4-C, and a highly protective
haplotype 4-D were found to be associated with 10-fold reduction
in the effect on glioma risk. More interestingly, haplotype block 4
did not contain any SNPs that were associated with glioma risk in
the single-locus analysis. Subsequent gene–gene interaction
analysis helped explain this paradigm. The best interaction model
revealed that XRCC4 SNP12 and SNP15 (both located in
block 4) interact with LIG4 SNP4, which was more evident in the
interaction entropy analysis. Only small percentages of the entropy
were removed by LIG4 SNP4, XRCC4 SNP12 or SNP15 when
considered independently (consistent with the single-locus
analysis results), but a large percentage of the entropy was
explained by the pairwise interactions between these three loci,
indicating a synergistic interaction. Taken together, these con-
sistent and robust results provided evidence of epistasis or
gene–gene interaction, suggesting that the effect of one gene
may be too weak to be detected, particularly when the effect of
another functionally-linked gene was not accounted for.

A strength of this study was the relatively large sample size (771
glioma patients and 752 control subjects) among glioma associa-
tion studies published to date. Several studies have investigated
putative associations between various SNPs and glioma [Chen
et al., 2000b; Inoue et al., 2003; Wang et al., 2004; Parhar et al.,
2005; Yang et al., 2005], but the number of glioma patients in
these studies has rarely exceeded 500.

Despite the strengths and biologic plausibility of the associations
observed in our study, there are limitations inherent in most
retrospective association studies, including our current study. First,
our results may overestimate the true size of effect or identify
spurious associations due to possible population stratification. In
this study, the frequency of glioblastomas (38.26%) is substantially
lower than those in most reports from the west (about 50%),
which may have led to selection bias. However, this bias is unlikely
to be of significance in this report, because our frequency of
glioblastomas was similar to a Hong Kong study (33%), suggesting
that the racial factors may be affecting the incidence and relative
frequency of glioblastoma [Tham and Saw, 1989]. Moreover, the
observed allelic frequencies of the genotyped SNPs showed
consistent results with the International HapMap Project data
and NCBI dbSNP database. The study population was of
homogenous ethnic background: Han Chinese in east China;
given the relatively high response rates in both cases and controls
(85.7% vs. 79.2%), we believe that, bias due to selection, if any,
should not be substantial.

Second, because of the relatively low number of subjects
exposed to possible IR in the study population, we were not able to
evaluate the gene–environment interactions underlying risk of
glioma, though exposure to IR is a well-established risk factor for
glioma. Generally speaking, epidemiologic studies of occupational
exposure to IR face a number of obstacles with respect to
assessment of the dose–response relationship in the low-dose
region [Boice et al., 2000]. Some believe that epidemiologic
studies of low-dose IR are not feasible, because precise estimation
of what appear to be small risk require ‘‘impracticably’’ large
samples. Given these uncertainties, no single population can
securely provide enough information to distinguish the absence of
effects from the small effects at low doses.

Finally, because the SNPs examined in this study were chosen to
maximize SNP tagging for genetic variation rather than for
functionality of a gene, the observed associations between glioma

risk and tSNPs should be interpreted in the context of the
presence of LD with untyped SNPs that are possibly functional.
Further studies are required to identify potential causal variants by
more detailed genetic mapping, including sequencing and func-
tional characterization of variants. Meanwhile, because this study
is in a Chinese population, the finding merits further investigation
in larger and/or other ethnic groups.

In summary, our study demonstrated that some representative
tSNPs of LIG4 and XRCC4 may modulate the risk of glioma. In
particular, our results support the notion that some association or
genetic effect that may not be detectable in a single-locus analysis
can be unraveled when locus–locus and gene–gene interactions
are considered. Therefore, our findings highlight the importance of
taking into account such interactions in the etiology of glioma.
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Abstract

Background: In this work, we have conducted a case-control study in order to assess the effect of tobacco and three
genetic polymorphisms in XPC, ERCC2 and ERCC5 genes (rs2228001, rs13181 and rs17655) in bladder cancer
development in Tunisia. We have also tried to evaluate whether these variants affect the bladder tumor stage and grade.

Methods: The patients group was constituted of 193 newly diagnosed cases of bladder tumors. The controls
group was constituted of non-related healthy subjects. The rs2228001, rs13181 and rs17655 polymorphisms were
genotyped using a polymerase chain reaction-restriction fragment length polymorphism technique.

Results: Our data have reported that non smoker and light smoker patients (1-19PY) are protected against bladder
cancer development. Moreover, light smokers have less risk for developing advanced tumors stage. When we
investigated the effect of genetic polymorphisms in bladder cancer development we have found that ERCC2 and
ERCC5 variants were not implicated in the bladder cancer occurrence. However, the mutated homozygous
genotype for XPC gene was associated with 2.09-fold increased risk of developing bladder cancer compared to the
control carrying the wild genotype (p = 0.03, OR = 2.09, CI 95% 1.09-3.99). Finally, we have found that the XPC,
ERCC2 and ERCC5 variants don’t affect the tumors stage and grade.

Conclusion: These results suggest that the mutated homozygous genotype for XPC gene was associated with
increased risk of developing bladder. However we have found no association between rs2228001, rs13181 and
rs17655 polymorphisms and tumors stage and grade.

Background
Bladder cancer incidence and mortality rates vary about
10-fold worldwide [1,2]. The highest rates are found in
North America and Western Europe, and are lower in
Eastern Europe and several parts of Asia [1]. Bladder
cancer is a smoking-related cancer [3]. Urothelial cell
carcinomas (UCC) represent more than 90% of bladder
tumors and are classified into superficial (pTa and pT1)
and muscle invasive (≥ pT2) stages. The majority of
superficial tumors recur but progression to muscle inva-
sion is relatively infrequent. Only high-grade superficial
tumors (pTa GIII and pT1 GIII) progress to invasive dis-
ease and represent a high-risk for death from disease [4].

Cigarette smoking is the predominant risk factor for
bladder cancer and is estimated to be responsible for 50%
of the cases in men, and 30% of the cases in women [3].
Cigarette smoke is a rich source of reactive oxygen spe-
cies that can induce a variety of DNA damage. The
body’s two primary defence mechanisms against muta-
genic exposure are DNA damage repair systems and
metabolic enzyme checkpoints [5]. Using these two
mechanisms facilitates cellular responses to DNA damage
from endogenous and exogenous mutagenic exposures to
maintain genomic integrity [5,6]. There are four major
DNA repair pathways in human cells: mismatch repair
(MMR), nucleotide-excision repair (NER), base-excision
repair (BER), and double-strand break (DSB) repair [6].
The damage caused by cigarette smoke is mainly removed
by the nucleotide- excision repair pathway, and to a lesser
extent, the base-excision repair pathway [7]. The NER

* Correspondence: slah_mekni@yahoo.fr
3Laboratory of Molecular and Cellular Haematology, Pasteur Institute of
Tunis, University of Tunis El Manar, Tunis, Tunisia
Full list of author information is available at the end of the article

Rouissi et al. BMC Cancer 2011, 11:101
http://www.biomedcentral.com/1471-2407/11/101

© 2011 Rouissi et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commons
Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in
any medium, provided the original work is properly cited.

userr
Textbox
3. Rouissi2011 & Thoms2007 (condensed)

Administrator
Rectangle

mailto:slah_mekni@yahoo.fr
http://creativecommons.org/licenses/by/2.0
mailto:slah_mekni@yahoo.fr
http://creativecommons.org/licenses/by/2.0


pathway mainly removes bulky DNA adducts typically
generated from exposure to polycyclic aromatic hydrocar-
bons present in tobacco smoke. The BER pathway is
responsible for removal of oxidized DNA bases that may
arise endogenously or from exogenous agents [8].
The NER pathway has been reported to be the most

significant modulator of bladder cancer risk and impli-
cated many enzymes such as Xeroderma pigmentosum
type C, D and G (XPC, ERCC2 and ERCC5). The XPC
enzyme is an important DNA damage recognition pro-
tein that binds to damaged DNA at a very early stage
during DNA repair [9]. The ERCC5 (xeroderma pigmen-
tosum type G) protein is essential for the two incision
steps in nucleotide-excision repair [10]. The ERCC2
(xeroderma pigmentosum type D) protein takes part in
the nucleotide excision repair pathway, which recognizes
and repairs a wide range of structurally unrelated lesions
such as bulky adducts and thymidine dimers. This pro-
tein works as an ATP-dependent (5’—>3’) helicase joined
to the basal TFIIH complex to separate double helix [11].
Many polymorphisms were detected in XPC, ERCC2 and

ERCC5 genes and alter the ability of the encoded enzymes
to repair the DNA damage. These variants may increase
susceptibility to bladder cancer through complex gene-
gene and gene-smoking interactions [12]. Among variants
which were studied in association with bladder cancer we
note Lys939Gln genotype (A > C; rs2228001) in XPC gene,
Lys751Gln (rs13181) in ERCC2 gene and Asp1104His (G >
C; rs17655) in ERCC5 gene. Recently; many reported case-
control studies have analyzed the association between risk
factors (tobacco and NER genes polymorphisms) and blad-
der cancer development. However these studies have
reported conflicting results [12-17]. To the best of our
knowledge, no study has been done in Tunisia on the asso-
ciation among these 3 polymorphisms and the risk of blad-
der cancer. We hypothesized that these 3 polymorphisms
in three genes might contribute to the etiology of Bladder
cancer. To test this hypothesis, we genotyped Lys939Gln
genotype (A > C; rs2228001), ERCC2 Lys751Gln (rs13181)
and ERCC5 Asp1104His (G > C; rs17655) polymorphisms
in our ongoing hospital-based case-control study of Blad-
der cancer in a population from Tunisia. We have also try
to evaluate whether these studied single nucleotide poly-
morphisms (SNP) affect tumors phenotypes by investigat-
ing associations between the SNP and tumors stage and
grade.

Methods
Subjects
This study was approved by a local ethical committee.
After giving informed consent, the demographic details
were obtained by interviewing each subject and periph-
eral blood samples were collected from all subjects into
tubes with EDTA at pH 8. A total of 193 patients with

urothelial cell carcinoma of bladder cancer and 193 con-
trol subjects were included in the present study. The
controls were recruited daily from patients newly diag-
nosed and treated at the same urology department for
benign diseases, mainly prostatic hyperplasia, cystitis
and urolithiasis. Patients with cancer, or liver or renal
diseases, were excluded. This control group was consti-
tuted of non-related subjects who were matched to the
case group for sex proportion, geographic origin, and
age range. Patients were recruited from the Department
of Urology at the Charles Nicole Hospital in Tunisia. All
were from the North of Tunisia, 91.2% of them were
men, and the mean age at diagnosis was 65.23 ±11.3
years. These patients were classified according to their
tobacco status. The smoker category included current
smokers who smoked daily. Non consumers of tobacco
were defined as persons who had never smoked or had
consumed less than 20 packs of cigarettes or 360 g of
tobacco in their lifetime or less than one cigarette per
day. The intensity of tobacco use (PY) was defined as
the amount of tobacco consumed during the life of
patients (1 PY = 7300 cigarettes smoked during 1 year).
It was found that 79.79% (154/193) of patients were cur-
rent smokers, and 20.21% were non-tobacco consumers.
The clinical characteristics, including tumor stage and
grade, were obtained from the urologist of our depart-
ment. Tumors were staged according to the criteria of
the tumor-node-metastasis classification (TNM) and the
WHO-International Society of Urological Pathology as
follows: 13 carcinoma in Situ (CIS), 34 pTa GI, 12 pTa
GII, 3 pTa GIII, 53 pT1 GII, 34 pT1 GIII and 44 inva-
sive tumors (≥ pT2).

DNA preparation and genotyping
Genomic DNA was extracted from leukocytes using a
phenol-chloroform procedure [18]. The quality of geno-
mic DNA was controlled by electrophoresis on a 1%
agarose gel stained with ethidium bromide. The XPC,
ERCC2 and ERCC5 polymorphisms were detected with
polymerase chain reaction-restriction fragment length
polymorphism-based approaches (PCR-RFLP), as
described previously [19]. The studied polymorphisms
and details of RFLPs are shown in Table 1.

Statistical analysis
Departures from Hardy-Weinberg equilibrium were
tested using the software package Arlequin ver 3.01 [20].
We have used Epi info 6.0 software to calculate the odds
ratios (OR) value with 95% confidence intervals (CI). We
have also used the logistic regression test of SPSS 16.0
software to investigate the impact of smoking and poly-
morphisms in repair genes on the development and pro-
gression of bladder cancer. The logistic regression is a
mathematical modelling approach that is used to describe
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Abstract: Genomic instability is the driving force behind cancer

development. Human syndromes with DNA repair deficiencies

comprise unique opportunities to study the clinical consequences

of faulty genome maintenance leading to premature aging and

premature cancer development. These syndromes include

chromosomal breakage syndromes with defects in DNA damage

signal transduction and double-strand break repair, mismatch

repair defective syndromes as well as nucleotide excision repair

defective syndromes. The same genes that are severely affected in

these model diseases may harbour more subtle variations in the

‘healthy’ normal population leading to genomic instability, cancer

development, and accelerated aging at later stages of life. Thus,

studying those syndromes and the molecular mechanisms behind

can significantly contribute to our understanding of (skin)

cancerogenesis as well as to the development of novel

individualized preventive and therapeutic anticancer strategies.

The establishment of centers of excellence for studying rare

genetic model diseases may be helpful in this direction.

Key words: double-strand break repair – genetic recombination –

genetic skin diseases – mismatch repair – nucleotide excision

repair
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Introduction

The events of spontaneous mutation development are

much too rare to account for the cancer risk in humans

(1). Usually, multiple different gene mutations are neces-

sary to allow for the malignant transformation of a cell. A

cellular ‘mutator phenotype’ because of faulty genome

maintenance and repair systems may be required for

tumorigenesis. The genome of human cells as well as cells

from many other procaryotes and eucaryotes contain

mechanisms to protect themselves from endogenous or

exogenous substances that damage cellular DNA (2). The

DNA repair enzymes constantly scan the global genome to

detect and remove DNA damage and damage to single

nucleotides. To date, more than 130 DNA repair enzymes

have been identified that secure genomic integrity (3).

Direct reversion of the DNA damage, double-strand break

(DSB) DNA repair via homologous or non-homologous

recombination as well as the excision of the DNA damage

account for the most relevant DNA repair mechanisms

(4,5).

If, despite these repair mechanisms, the DNA damage

persists, cells can make use of the special DNA polymerases

that are able to bypass specific types of DNA damage

(translesion synthesis) (2,3,6). One of the best studied

polymerases is the 1999 identified polymerase eta that can

bypass cyclobutane pyrimidine dimers (7–10). The conse-

quences of a functional loss of polymerase eta are demon-

strated by xeroderma pigmentosum variant (XPV) patients

(MIM: 278750). These patients have a normal nucleotide

excision repair (NER) capacity but accumulate DNA pho-

toproduct-induced DNA mutations because of the alternat-

ive use of more error-prone polymerases. The loss of

polymerase eta function in XPV patients leads to the same

clinical XP symptoms found in other XP patients belonging

to the complementation groups A to G who accumulate

DNA mutations because of defects in NER of UV-induced

DNA photoproducts (11,12).

Classical human models to support the hypothesis of

multistep carcinogenesis, requiring a cellular mutator phe-

notype, are congenital genetic diseases with increased

genomic instability which are characterized by enhanced

tumor formation already in the youth (13). These syn-

dromes include chromosomal breakage syndromes, mis-

match repair (MMR) defective syndromes as well as NER

defective syndromes. It is notable that the same genes that

are involved in the development of these model diseases

may also lead to genetic instability in normal individuals,

for example, via polymorphic variants or acquired somatic

mutations. This may ultimately affect cancer-proneness in

‘healthy’ individuals. Thus, the DNA repair genes may be

viewed as tumor-suppressor genes. Clearly, the DNA repair

systems that will be discussed below are not sharply demar-

cated against one another, but overlap and interact with
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several mechanisms, similar to nuclear DNA repair, exist.

Base excision repair (BER) of oxidative DNA damage is the

best characterized mechanism in mitochondria (121,122),

but also MMR activities have been demonstrated in puri-

fied human mitochondria (123) as well as repair of DNA

DSBs (121). Interestingly, there is no efficient repair of

UV-induced CPDs in mtDNA (124) and NER has so far

not been detected (121). However, Stevnsner et al. (125)

found a reduced repair capacity of 8oxoG in mitochondrial

extracts of CSB-deficient cells. The CSB protein is a com-

ponent of NER. Trifunovic et al. (126) investigated homo-

zygous knock in mice expressing a proof reading deficient

polymerase c which is involved in all the repair processes of

mitochondria. Clinically, these mutant mice exhibit an

aging phenotype characterized by progeroid symptoms, like

weight loss, kyphosis, osteoporosis, alopecia and s.c. fat

reduction.

DNA repair gene variants and cancer susceptibil-
ity/individualized cancer prevention
The knowledge gained by studying NER defective syndromes

can be transferred to the normal population. Subtle modula-

tions of DNA repair, for example via polymorphisms, may

result in increased cancer susceptibility in normals. For

example, a reduced NER capacity has been found in patients

with lung cancer, head-and-neck squamous cell cancer, and

patients with basal cell carcinomas using host cell reactiva-

tion (127–129). Wei et al. (130) recently demonstrated that

reduced DNA repair capacity is an independent risk factor

for the development of cutaneous melanoma in the general

population. We found that a functional relevant XPC poly-

morphism was associated with a 2-fold increased melanoma

risk in the normal population (131). Normal fibroblasts

harbouring this XPC polymorphism roughly showed a 50%

reduction in their NER capability (132). Other studies iden-

tified a 10% reduction of DNA repair capacities in patients

with basal cell carcinoma (133), a 25% reduction in patients

with lung cancer (134), and a 30% reduction in patients with

head and neck squamous cell cancer (127) compared with

healthy controls. This reduction in DNA damage repair func-

tion may explain the association of these polymorphisms

with the development of different cancers. In the future,

genetic profiles of cancer risks will have to be constructed to

develop risk models incorporating the combinations of

many polymorphisms in many repair genes at once. Such a

profile can serve as a molecular marker for an individual

cancer risk assessment in addition to the relatively unspecific

phenotypic risk markers used in the clinic nowadays (135).

DNA repair gene variants and efficacy of cancer
treatments/individualized cancer therapy
In addition to serving as markers for cancer predisposition,

DNA repair genes may also have great implications in the

therapeutic outcome of certain cancer treatments. Several

different mechanisms of chemoresistance have been des-

cribed, such as alterations in drug transport, an increase in

drug detoxification, an induction of cellular protective

agents, or an increased DNA repair of drug induced DNA

damage (136). For example, cisplatin sensitivity has been

linked to defective NER, with altered levels of XPA protein

in testicular germ cell tumors (137) and of XPG protein in

the mouse leukaemia line L1220 (138). Cisplatin resistant

cells exhibit enhanced NER. Recently it was shown that a

novel alkylating anticancer agent, ectainascidin 743 (Et743),

subverts normal NER by generating lethal DNA breaks dur-

ing transcription coupled NER (139). NER-defective XP

cells were resistant to this chemotherapeutic agent. It was

found that cisplatin resistant ovarian carcinoma cells with

increased NER were sensitive to killing by Et743. The

authors suggested that the evaluation of the Et743 treat-

ment for cisplatin-resistant tumors and monitoring XP and

other NER factors in tumor samples might help guide the

choice of chemotherapeutic agents (139). However, the

assessment of different melanoma cell lines resistant to

cisplatin, fotemustine, vindesine, or etoposide revealed no

altered NER of UV-induced DNA photoproducts (14). This

is in accordance with recent literature in pharmacogenetics,

which suggests that genetic polymorphisms in genes

involved in drug metabolism, drug targets and DNA repair

may contribute significantly to the variability of individual

drug response (140,141).

New therapeutic strategies/DNA repair creams
Finally, new therapeutic approaches may be developed. In

the last few years a delivery system has been studied that

utilizes the packaging of repair enzymes into liposomes that

can be applied to the skin as a hydrogel lotion on a regular

basis. This technique could deliver any repair enzyme at a

defined concentration and frequency to epidermal skin

cells, which offers a new dimension in topical dermato-

therapy (142). In the first prospective pilot study, the effic-

acy of a T4 endonuclease liposomal therapy was investigated

in 30 XP patients. A 68% and 30% reduction in the devel-

opment of actinic keratoses and basal cell cancers, respect-

ively, was demonstrated in XP patients who applied the

repair cream. The authors conclude that improved DNA

repair inhibits tumor promotion as well as tumor progres-

sion (143). Currently, this treatment is investigated for its

efficacy in skin cancer prevention in renal transplant

patients. Stege et al. (144) investigated the efficacy of a sec-

ond liposomal encapsulated repair enzyme, photolyase. The

enzyme specifically binds to cyclobutane-pyrimidine

dimers. If the enzyme is photoreactivated with visible light

(300–800 nm), it can separate the dimer into the original

monomers (direct reversion). Nineteen healthy volunteers

were treated with a photolyase containing liposomal lotion.

Thoms et al.
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Abstract
Common polymorphisms in DNA repair genes may alter
protein function and an individual’s capacity to repair
damaged DNA; deficits in repair capacity may lead to
genetic instability and carcinogenesis. To establish our
overall understanding of possible in vivo relationships
between DNA repair polymorphisms and the development
of cancer, we performed a literature review of
epidemiological studies that assessed associations between
such polymorphisms and risk of cancer. Thirty studies of
polymorphisms in OGG1, XRCC1, ERCC1, XPC, XPD,
XPF, BRCA2, and XRCC3 were identified in the April 30,
2002 MEDLINE database (National Center for
Biotechnology Information. PubMed Database: http://
www.ncbi.nlm.nih.gov/entrez). These studies focused on
adult glioma, bladder cancer, breast cancer, esophageal
cancer, lung cancer, prostate cancer, skin cancer
(melanoma and nonmelanoma), squamous cell carcinoma
of the head and neck, and stomach cancer. We found that
a small proportion of the published studies were large
and population-based. Nonetheless, published data were
consistent with associations between: (a) the OGG1 S326C
variant and increased risk of various types of cancer; (b)
the XRCC1 R194W variant and reduced risk of various
types of cancer; and (c) the BRCA2 N372H variant and
increased risk of breast cancer. Suggestive results were
seen for polymorphisms in other genes; however, small
sample sizes may have contributed to false-positive or
false-negative findings. We conclude that large, well-
designed studies of common polymorphisms in DNA
repair genes are needed. Such studies may benefit from
analysis of multiple genes or polymorphisms and from
the consideration of relevant exposures that may
influence the likelihood of cancer in the presence of
reduced DNA repair capacity.

Introduction
DNA in most cells is regularly damaged by endogenous and
exogenous mutagens. Unrepaired damage can result in apop-

tosis or may lead to unregulated cell growth and cancer. If DNA
damage is recognized by cell machinery, several responses may
occur to prevent replication in the presence of genetic errors. At
the cellular level, checkpoints can be activated to arrest the cell
cycle, transcription can be up-regulated to compensate for the
damage, or the cell can apoptose (1). Alternatively, the damage
can be repaired at the DNA level enabling the cell to replicate
as planned. Complex pathways involving numerous molecules
have evolved to perform such repair. Because of the importance
of maintaining genomic integrity in the general and specialized
functions of cells as well as in the prevention of carcinogenesis,
genes coding for DNA repair molecules have been proposed as
candidate cancer-susceptibility genes (2–4).

At least four pathways of DNA repair operate on specific
types of damaged DNA, and each pathway involves numerous
molecules (illustrated in Fig. 1). BER3 operates on small lesions
such as oxidized or reduced bases, fragmented or nonbulky
adducts, or those produced by methylating agents. The single
damaged base is removed by base-specific DNA glycosylases;
e.g., the oxidized base 8-oxoguanine is excised by 8-oxogua-
nine DNA glycosylase. The abasic site is then restored by
endonuclease action, removal of the sugar residue, DNA syn-
thesis using the other strand as a template, and ligation (Ref. 5;
Fig. 1). Molecules involved with the restoration phase of BER
include apurinic/apyrimidinic endonuclease (APEX or APE),
polynucleotide kinase, DNA polymerase-�, and XRCC1. Ad-
ditional information on BER can be found in Lu et al. (6).

The NER pathway (Fig. 1) repairs bulky lesions such as
pyrimidine dimers, other photo-products, larger chemical ad-
ducts, and cross-links (5). The NER pathway involves at least
four steps: (a) damage recognition by a complex of bound
proteins including XPC; (b) unwinding of the DNA by the
TFIIH complex that includes XPD; (c) removal of the damaged
single-stranded fragment (usually about 27–30 bp) by mole-
cules including an ERCC1 and XPF complex; and (d) synthesis
by DNA polymerases (Ref. 7; Fig. 1). For more details on the
NER pathway of DNA repair, see a review by Friedberg (7).

Double-strand breaks can be produced by replication er-
rors and by exogenous agents such as ionizing radiation; repair
of double-strand breaks is intrinsically more difficult than other
types of DNA damage because no undamaged template is
available (8). At least two pathways of double-strand-break
repair exist. In the homologous recombination pathway, DNA
ends are resected, the newly exposed 3� single-stranded tails
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L751Q and poorer response to platinum-based treatment (87,
88). Because cancer-treatment regimens are often based on the
induction of DNA damage, polymorphisms in repair pathways
may be important for treatment response, toxicity, and survival.

In summary, 30 studies of DNA repair polymorphisms and
risk of adult glioma, bladder cancer, breast cancer, esophageal
cancer, lung cancer, prostate cancer, SCCHN, skin cancer (mel-
anoma and nonmelanoma), and stomach cancer were reviewed
here. This review, which is limited by the bias against publi-
cation of null findings (89), highlights the complexities inherent
in epidemiological research and, particularly, in molecular ep-
idemiological research. Only a small proportion of studies
reviewed here were large and population based. Despite these
challenges, there is evidence that some polymorphisms in DNA
repair genes play a role in carcinogenesis, notably OGG1
S326C, XRCC1 R194W, and BRCA2 N372H. Additional epi-
demiological analyses of these and other DNA repair-polymor-
phisms will provide essential information about the in vivo
relationships between the DNA-repair mechanisms and carci-
nogenesis and can complement in vitro analysis. Large, well-
designed epidemiological studies are needed to help further
illuminate the complex landscape of DNA repair and cancer
risk.
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Background: Polymorphisms in genes involved in detoxification and DNA-repair pathways may modify the

individual’s risk for genomic damage, and, as a consequence, the risk of developing malignant diseases.

Patients and methods: We performed a case-control study including 160 cases of acute myeloid leukaemia (AML)

and 162 matched controls to test the impact of six genomic polymorphisms on the risk to develop AML and/or

therapy-related AML.

Results: We found a significantly higher prevalence of the polymorphic variants RAD51-G135C and CYP3A4-A-290G

genes in AML cases, when compared with controls (P = 0.02 and P = 0.04), increasing the risk of AML 2.1-folds

(95% CI: 1.1–4.0) and 3.2-fold (95% CI: 1.1–11.5), respectively. Carriers of both the RAD51-G135C and CYP3A4-A-

290G variants were at highest AML risk (P = 0.003; OR:13,6; 95% CI: 2.0–585.5), suggesting a synergistic effect

between these polymorphisms.

Conclusions: These results suggest that polymorphic variants in DNA-repair and detoxification enzymes may

co-operate in modulating the individual’s risk of AML.

Key words: acute myeloid leukaemia, detoxification, DNA-repair, polymorphisms

introduction

Acute myeloid leukaemia (AML) is a clonal disorder
characterized by the acquisition of somatic mutations in
haematopoietic progenitors leading to disruption of
differentiation. Exposition to DNA damaging agents may play an
important role in the pathogenesis of AML, as 10–20% of AML
are therapy-related (t-AML), developing in patients who
received chemo- and/or radiotherapy for a primary malignancy.

Detoxification and DNA repair enzymes protect DNA from
damage, due to both endogenous and exogenous sources.
When detoxification or repair are ineffective, the DNA
damage can cause chromosomal instability leading to severe
failure of cell functions, and either apoptosis or oncogenesis.
Genetic differences defined by polymorphisms altering the
enzymatic activities in detoxification and DNA repair pathways
are prime candidates for studies to explain variation in
individual susceptibility to develop AML.

Phase I detoxification enzymes catalyse the transformation
of xenobiotics to reactive intermediates, which are then
eliminated through phase II enzymes. Human cytochrome

P450 (CYP) enzymes play a key role as phase I enzymes in
the metabolism of drugs and environmental chemicals, and
are important for carcinogenesis and cancer treatment. Several
CYP enzymes metabolically activate procarcinogens to
genotoxic intermediates. CYP3A is the most abundant
component of the CYP system in the human liver. The
A(-290)G polymorphism in the 5’ promoter region of CYP3A4,
also designated as CYP3A4-V or CYP3A4*1B was shown to
be under-represented in therapy-related AML [1, 2].

Glutathione S-transferases (GST) are the most important
family of phase II enzymes. They inactivate several carcinogens,
therapeutic drugs, environmental toxins and products of
oxidative stress. We have previously shown that GSTT1
and M1 deletions may influence AML risk and modify
patients’ prognosis [3, 4], and now focused on GSTA1 and
GSTP1 polymorphisms. The GSTA1-C-69T polymorphism
in the 5’-UTR region, named allele *B, has been associated
with a significantly lower enzyme expression [5]. The GSTP1
Ile/Val variant at position 105 reduces enzymatic activity for
several electrophilic substrates [6, 7], and was shown to be
associated to increased risk of therapy-related AML [8].

Another detoxification enzyme, with a role in the
inactivation of free radicals due to hydroquinone, a product
of benzene metabolism, is the NADPH-quinone
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oxidoreductase 1 (NQO1). This gene exhibits a polymorphism,
the NQO1-Pro187Ser allele, which leads to protein instability
and loss of function, with increase of oxidative stress damages.
This enzymatic variant has been associated with acute
leukaemia, t-AML/MDS and clonal haematopoiesis following
chemotherapy [9–12].

When undetoxified, carcinogens induce the formation of
DNA adducts, but genomic integrity may still be restored
through DNA repair. Homologus recombination (HR) and
non-homologus end-joining (NHEJ) are the two major repair
pathways for DNA double-strand breaks (DBS), the most
severe lesions in the genome. In particular, homologous
recombination (HR) is active during the S-phase of the
cell cycle, particularly in rapidly growing cells, such as
haematopoietic cells [13].

The RAD51 gene plays a crucial role in homologous
recombination and in maintaining the genetic stability of
the cell. The RAD51-G-135C polymorphism at position -135
in the 5’ UTR region is associated to RAD51 protein
over-expression and to increased DNA repair [14–16]. In
HR, RAD51 interacts with and is stabilized by XRCC3,
during strand invasion and cross-strand resolution. The
RAD51-G-135C variant and the XRCC3-Thr241Met
polymorphism at codon 241 have been associated to the
development of t-AML [17].

The aim of our study was to assess the role of polymorphisms
of six genes, involved in xenobiotic detoxification and DNA
DSB repair, as genetic risk factors for AML, and in particular,
we were interested whether combinations of polymorphic
variants between the different pathways could interact, further
increasing the AML risk.

materials and methods

study population and DNA preparation
Bone marrow or blood samples were obtained from 160 AML patients

(130 de novo and 30 therapy-related), diagnosed according to WHO

classification [18] (Table 1). Control peripheral blood samples were

obtained from 162 Caucasians, with a negative history for previous

malignancies, and matched for sex and age (79 females, 81 males,

median age 59, range 19–87 years). Informed consent was obtained

according to Institutional guidelines.

Mononuclear cells (MNCs) were separated using Ficoll gradient

centrifugation. DNA was extracted using DNAzol (Gibco BRL,

Eggenstein, Germany), following the manufacturer’s instructions.

genotyping by PCR-RFLP
The polymorphisms RAD51-G-135C, XRCC3-Thr241Met, NQO1-

Pro187Ser, GSTA1-C-69T and GSTP1-Ile105Val were detected using

PCR-RFLP techniques as described [5, 9, 17, 19]. Primer sequences,

annealing temperatures and restriction enzymes are shown in Table 2.

PCR products were generated using 100 ng of genomic DNA, 0.5 lM

of each primer (Table 2) and the HotMasterMix (Eppendorf, Hamburg,

Germany). All amplifications were carried out in a T3 Thermocycler

(Biometra GmbH, Goettingen, Germany) and PCR products were

visualized on ethidium bromide-stained 3% agarose gels.

genotyping by mismatch PCR-RFLP
We established a mismatch PCR-RFLP technique to detect the CYP3A4-A-

290G polymorphic variant. The forward primer contains a mismatch,

which in the presence of the A to G polymorphism introduces a restriction

site (5’ CCGG 3’) recognized by the Msp1 restriction enzyme (New England

Biolabs Inc., Ipswich, MA). Digestion of the PCR product with 10 U of

Msp1 restriction enzyme in a final volume of 20 ll results either in

retention of the 165-base pair (bp) product or complete digestion to 142-bp

and 23-bp fragments corresponding to individuals homozygous for the A

(wild-type) or G (variant) alleles respectively. The presence of both the 165

and 142 bp fragments corresponded to heterozygous individuals. The

polymorphism was detected on a 3% NuSieve 3:1 gel (Cambrex srl, Italy).

The specificity of this technique was confirmed by sequencing 10 ‘wild-type’

and 10 ‘variant’ samples (data not shown).

statistical analysis
Hardy–Weinberg equilibrium was calculated for each enzyme using the

Pearson v2 test. Differences in genotypes distribution between AML

(de novo and/or therapy-related) cases and control subjects were evaluated

using v2 test (Yates corrected). Odds ratios (OR) with 95% confidence

intervals (CI) were also calculated for the genotypes. When expected cell

values were less than 5, the Fisher exact test and the exact limits for

confidence intervals were preferred. The combined analysis of

polymorphisms and stratifications for sex, age and cytogenetics were

performed by logistic regression using the Stata 6.0 software

(Stata Corp., College Station, TX).

results

genotype frequencies

We examined the frequencies of six polymorphisms in
160 AML cases and 162 control subjects, matched for age and

Table 1. Patients’ characteristics

Variable Number %

Age (Median 63 years,

range 16–90)

<60 years 68 42.5

>61 years 92 57.5

Gender Female 79 49.4

Male 81 50.6

AML subtypes (WHO

classification, 2001)

t(15;17) 21 13.1

t(8;21) 4 2.5

Inv 16 2 1.2

With multilineage dysplasia 30 18.7

Therapy-related 30 18.7

Minimally differentiated 7 4.4

Without maturation 15 9.4

With maturation 16 10.0

Myelomonocytic 18 11.2

Monoblastic/monocytic 8 5.0

Erythroid 4 2.5

Megakaryblastic/byphenotypic 2 1.2

Unclassifiable 3 1.9

Karyotype (n =113) Normal 49 43.4

Complex (‡ 3 abnormalities) 17 15.0

Simple translocation 31 27.4

Other 16 14.1

t-AML following

(n = 30)

Radiotherapy 9 30.0

Chemotherapy 16 53.3

Radio-chemotherapy 5 16.7

original article Annals of Oncology
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sex. The genotype distributions and the adjusted ORs are
shown in Table 3. Genotype distributions were in Hardy–
Weinberg equilibrium, with the exception of XRCC3, whose
distribution in controls slightly deviated from expected
(P = 0.02).

When looking at phase I detoxification enzyme
polymorphisms, a higher prevalence of the variant G allele at
CYP3A4-290 was found in cases, when compared with controls
(9.5% vs 3.1%, P = 0.037). This translated into a 3.21-fold
risk for AML in carriers of CYP3A4-A-290G. On the other
hand, the frequency of the homozygous variant phase II
GSTA1*B genotype was significantly lower in AML patients,
than in controls (5.7 vs 17.7%, P = 0.003, Table 3), reducing
the AML risk. No differences between patients and controls
were found when looking at NQO1-Pro187Ser and
GSTP1-Val105Ile polymorphisms.

When analysing polymorphisms in DNA repair enzymes,
we found that carriers of the variant C allele at position -135
in the RAD51 gene were more frequent among AML patients
in comparison to the control group (21.9 vs 11.8%, P = 0.024).
This translated in to a 2.09 fold increase in the AML risk
for carriers of RAD51-G-135C allele. The XRCC3 Met allele
increased the AML risk only when enzymatic activity was
absent due to homozygous mutated genotype, when compared
with heterozygous and wild-type genotypes (24.4% in AML
cases versus 12.4% in the controls, P = 0.009, OR 2.27, 95%
CI 1.21–4.29).

We did not find significant differences in polymorphism
frequencies between de novo versus therapy-related AML
and between different cytogenetic risk groups (data not
shown). The NQO1-Pro187Ser homozygous variant was over-
represented in t-AML, when compared with AML de novo
(10.34 vs 3.94%), as previously reported [12, 20], although
this difference did not reach statistical significance (P = 0.161).

interaction between detoxification and DNA
repair polymorphisms

Since major genetic instability may result from combined minor
defects, we performed a logistic regression analysis to test

whether combinations of different polymorphisms may
modulate the AML risk. Subjects with at least one variant allele in
both RAD51 and CYP3A4 genes had a significantly increased
AML risk (P = 0.003, OR 13.96, 95% CI 1.95–585.84) (Table 4).

Other two-way combinations of polymorphisms did not
show any further impact on AML risk (data not shown).
As most of the polymorphisms tested have been previously
described as risk factors for AML/t-AML, we assumed a high
probability of association and, therefore, adjusted the P-value
for multiple testing to 0.01.

discussion

We studied the effects of DNA repair and detoxification
enzyme polymorphisms on AML and t-AML risk. We found
an increased frequency of the RAD51 -135C allele in AML,
and particularly in de novo AML, when compared with
controls, but not between t-AML and controls (data not
shown). Over-expression of RAD51 has been reported in
immortalized cell lines and primary tumours, and may lead to
altered recombination and disrupted stoichiometry of repair
complexes, contributing to chromosomal rearrangements [16].
Previous reports found increased frequency of the RAD51 -
135C allele in t-AML patients compared with controls [17],
suggesting an effect of RAD51 over-expression during
leukemogenesis induced by chemo/radiotherapy. Our negative
result in the t-AML subgroup may be due to the small number
of t-AML cases. Thus, increased homologous recombination
activity may protect the damaged cell from apoptosis, but if
carried out erroneously may allow survival of damaged cells
and increase the risk of malignant transformation.

RAD51 interacts with several other proteins, including
XRCC3, whose polymorphisms have been associated to
altered DNA double-strand break-induced HR [21]. Cell
lines defective in the XRCC3 gene had a 25-fold decrease in
homology-directed repair of DNA DSB and high frequencies
of spontaneous chromosomal aberrations [22, 23]. The C-to-T
substitution at position 18067 of XRCC3, resulting in a
Thr-to-Met amino acid substitution at codon 241 was
identified by Shen et al. [25], and this polymorphic variant has

Table 2. Primer sequences, annealing temperatures and restriction enzymes used in studied polymorphisms

Gene Primer sequences Annealing

temperature

Restriction

enzyme

Reference

CYP3A4-A-290G Fwd: GGA CAG CCA TAG AGA CAA GGG CC 62�C Msp 1 AF181105*

Rew: TCA CTG ACC TCC TTT GAG TTC ATA

NQO1 Pro187Ser Fwd: AGT GGC ATT CTG CAT TTC TGT G 62�C Hinf1 13

Rew: CAT CAC TTG GGC AAG TCC ATC

GSTP1 Ile105Val Fwd: ACC CCA GGG CTC TAT GGC AA 61�C Bsm A1 26

Rew: TGA GGG CAC AAG AAG CCC CT

GSTA1-C-69T Fwd: TGT TGA TTG TTT GCC TGA AAT T 59�C Ear1 7

Rew: GTT AAA CGC TGT CAC CCG TCC T

RAD51-G-135C Fwd: TGG GAA CTG CAA CTC ATC TGG 62�C MvaI 22

Rew: GCG CTC CTC TCT CCA GCA G

XRCC3 Thr241Met Fwd: GGT CGA GTG ACA GTC CAA AC TGG 62�C NlaIII 22

Rew: CCT CCG GCT CCT GCG GGT AG

*Gene accession number.
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In vitro studies have shown that among human GSTs, GSTA1
has the highest catalytic activity for glutathione conjugation
and the GSTA1*B allele, leads to reduced levels of GSTA1
enzyme [5, 29].

We were then interested on interactions between DNA
repair and detoxification polymorphisms in determining the
AML and/or t-AML risk. Seedhouse et al. showed that the
RAD51-G-135C variant, associated with the GSTM1 null
genotype and XRCC3-241Met allele, increases the risk of AML
15-fold [17]. We found a significantly increased AML risk
associated to the combination of at least one variant allele
of RAD51 and CYP3A4 genes. This is, to our knowledge, the
first report on the role of combined phase I and DNA repair
polymorphisms on AML risk. This association was independent
of the effects of single polymorphisms. We hypothesize that
intermediate species, due to modified CYP3A4 metabolism,
may induce increased DNA toxicity, and when the DNA
damage is defectively repaired by polymorphic RAD51, this
will increase the individual’s risk to develop AML.

Other DNA repair pathways, which have been associated to
AML risk, and are therefore prime candidates for studies on the
association to detoxification polymorphisms, are nucleotide
and base excision repair (NER and BER) [30, 31]. Among these,
of interest are polymorphisms of XRCC1 (X-ray repair
cross-complementing group 1), important for BER, and of
Xeroderma pigmentosum genes (XPD, XPF, XPG), which
encode DNA helicases necessary for the DNA unwinding
during NER.

In conclusion, polymorphic variants of enzymes involved in
xenobiotic detoxification and DNA repair via HR may
synergistically increase individual susceptibly to AML.
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RAD51-

G135C

CYP3A4-

A290G

Control AML OR

(95% CI)

P

WT WT 136 120 1.0 (Ref) –

WT V 4 3 0.85 (0.12–5.14)** 1.000*

V WT 18 22 1.39 (0.68–2.85) 0.432

V V 1 12 13.60 (1.95–585.54)** 0.003

‘Wild Type (WT)’ includes the homozygous genotype for the most

common and frequent genotypes. ‘Variant (V)’ genotype includes all

heterozygous and variant homozygous genotypes. OR, odds ratio;

P, P-value; CI, confidence interval; Ref, used as reference group.

*Fisher exact (two-tailed).

**Exact Confidence Limits.

Significant data are shown in bold.
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ABSTRACT. Several studies have reported that the genes involved in
DNA repair and in the maintenance of genome integrity play a crucial
role in protecting against mutations that lead to cancer. Epidemiologic
evidence has shown that the inheritance of genetic variants at one or
more loci results in a reduced DNA repair capacity and in an increased
risk of cancer. Polymorphisms have been identified in several DNA re-
pair genes, such as XRCC1, XPD, XRCC3, and RAD51, but the influ-
ence of specific genetic variants on repair phenotype and cancer risk
has not yet been clarified. This was a case-control study design with
three case groups: 53 women with breast cancer and family history; 33
women with sporadic breast cancer; 175 women with no breast cancer
but with family history. The control group included 120 women with no
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CLINICAL OBSERVATIONS, INTERVENTIONS, AND THERAPEUTIC TRIALS

Genetic variation in XPD predicts treatment outcome and risk of acute myeloid
leukemia following chemotherapy
James M. Allan, Alexandra G. Smith, Keith Wheatley, Robert K. Hills, Lois B. Travis, Deirdre A. Hill, David M. Swirsky,
Gareth J. Morgan, and Christopher P. Wild

The xeroderma pigmentosum group D
(XPD) gene encodes a DNA helicase that
functions in nucleotide excision repair of
chemotherapy-induced DNA damage, the
efficiency of which is predicted to be
affected by a lysine to glutamine variant
at codon 751. We hypothesized that this
constitutive genetic variant may modify
clinical response to chemotherapy, and
we have examined its association with
outcome following chemotherapy for
acute myeloid leukemia (AML) in 341 el-
derly patients entered into the United

Kingdom Medical Research Council AML
11 trial, and with the risk of developing
chemotherapy-related AML. Among sub-
jects treated for AML, disease-free sur-
vival at one year was 44% for lysine
homozygotes, compared with 36% for het-
erozygotes and 16% for glutamine ho-
mozygotes (hazard ratio [HR], 1.30; 95%
confidence interval [CI], 1.01-1.70;
P � .04). Similarly, overall survival at one
year was 38% for lysine homozygotes,
35% for heterozygotes, and 23% for glu-
tamine homozygotes (HR, 1.18; 95% CI,

0.99-1.41; P � .07). Furthermore, homozy-
gosity for the XPD codon 751 glutamine
variant was associated with a signifi-
cantly increased risk of developing AML
after chemotherapy (odds ratio, 2.22 for
Gln/Gln vs Lys/Lys; 95% CI, 1.04-4.74).
These data suggest that the XPD codon
751 glutamine variant protects against
myeloid cell death after chemotherapy.
(Blood. 2004;104:3872-3877)

© 2004 by The American Society of Hematology

Introduction

The affect of somatic alterations in genes such as RAS, FLT3, and
P53 on the prognosis of acute myeloid leukemia (AML) has been
well documented.1-4 In contrast, relatively little is known about
how constitutive genetic variation may influence the response of
either leukemic or normal myeloid cells to chemotherapy. Recent
efforts have identified polymorphisms in chemotherapy-metaboliz-
ing genes, including the glutathione S-transferase genes, which
modulate AML prognosis after chemotherapy and also the etiology
of chemotherapy-related AML.5,6 Genetic variation in other path-
ways that mediate cellular response to chemotherapy, such as DNA
repair, may also modulate prognosis and etiology of AML after
chemotherapy.

Nucleotide excision DNA repair (NER) protects against mutage-
nicity and toxicity by removing deleterious DNA lesions from the
genome, including those induced by nitrogen mustards and several
other classes of chemotherapy.7-10 The chemotherapeutic nitrogen
mustards, including melphalan and cyclophosphamide, are not only
used in the treatment of AML,11,12 but are also suspected myeloid
leukemogens.13 As such, constitutive variation in NER activity is
predicted to affect how leukemic and normal myeloid cells respond
to mustard-based therapies.

The xeroderma pigmentosum group B (XPB) and group D
(XPD) genes encode DNA helicases that mediate DNA unwinding

required for initiation of both NER and basal transcription.14 Such
is the complexity of their roles in cellular function that rare
constitutive mutations in XPB and XPD can give rise to 3 distinct
human disorders: xeroderma pigmentosum, Cockayne syndrome,
and trichothiodystrophy,14-15 all of which are characterized by
deficiencies in NER and/or transcription.14,16 There is evidence to
suggest that DNA helicases and NER may be involved in the
pathogenesis and prognosis of some myeloid leukemias. First, XPB
is bound and modified by P210 BCR-ABL,17 the oncoprotein
responsible for pathogenesis of Philadelphia chromosome–positive
myeloid leukemias, suggesting that deregulated DNA helicase
activity may contribute to the genetic instability observed during
blast crisis of chronic myeloid leukemia and in Philadelphia
chromosome–positive AML.18,19 Second, expression of P210 BCR-
ABL in human myeloid cells and primary human bone marrow
up-regulates NER activity and renders cells highly resistant to the
killing effects of genotoxins,20 suggesting a plausible mechanism
for the antiapoptotic phenotype that is characteristic of Philadel-
phia chromosome–positive myeloid leukemia.21,22

Common polymorphisms in NER components, including the
DNA helicases, may give rise to subtle alterations in the DNA
repair proficiency of otherwise healthy individuals. Of particular
interest is the XPD lysine to glutamine variant at codon 751, which
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The complete remission rate of all cases was 55%. There was no
significant difference in complete remission rates between individu-
als homozygous for the glutamine-encoding allele (45%), lysine
homozygotes (56%), and heterozygotes (58%) (test for trend,
P � .8; Table 3). There were 152 (45%) patients who failed to
achieve complete remission (Table 3), with 83 of these due to
resistant disease and 69 due to induction death. XPD genotype was
not significantly associated with either resistant disease (test for
trend, P � .8) or induction death (test for trend, P � 1.0; Table 3).

Disease-free survival and overall survival of all patients at one
year was 37% and 35%, respectively (Table 3). The XPD codon
751 variant was associated with both disease-free survival and
overall survival. Specifically, disease-free survival at one year for
lysine homozygotes, heterozygotes, and glutamine homozygotes
was 44%, 36%, and 16%, respectively (adjusted hazard ratio [HR],
1.30; 95% confidence interval [CI], 1.01-1.70; test for trend,
P � .04) (Table 3; Figure 1). Consistent with this, overall survival
at one year for lysine homozygotes, heterozygotes, and glutamine
homozygotes was 38%, 35%, and 23%, respectively (adjusted HR,
1.19; 95% CI, 0.99-1.41; P � .07) (Table 3; Figure 1).

These data suggest a role for the XPD codon 751 polymorphism
in modulating clinical outcome after chemotherapy for AML, and
specifically that the glutamine variant confers greater protection
against chemotherapy-induced leukemic blast cell death relative to
the lysine variant, giving rise to earlier disease relapse and
ultimately to shorter overall survival.

XPD polymorphism and risk of AML

Given that the codon 751 polymorphism may modulate myeloid
leukemic blast cell death after chemotherapy, we next wished to
address association of this variant with risk of developing myeloid
leukemia, particularly t-AML arising after chemotherapy. In order
to do this, we determined the codon 751 polymorphism status of
420 cases of de novo AML, 91 cases of t-AML, and 729 noncancer
controls. XPD codon 751 polymorphism was not significantly
associated with risk of de novo AML (Table 4). However, it is
possible that cell death does not significantly contribute to determin-
ing de novo AML risk, or that NER is not involved in repairing
DNA damage induced by endogenous or environmental leukemo-
gens. In order to further examine these 2 possibilities, we deter-
mined the XPD codon 751 genotype distribution in a case series of
51 individuals who developed t-AML as a consequence of chemo-
therapy for a prior condition. The majority of these cases had prior
exposure to alkylating agents, including melphalan, chlorambucil,
mitomycin C, and cisplatin derivatives,5 many of which are human
leukemogens13 and all of which induce DNA damage that is
repaired by NER.7-10 Furthermore, therapeutic doses of many of

these chemotherapy agents cause acute and severe bone marrow
toxicity.37 Thus, the ability to appropriately engage apoptosis after
chemotherapy, eliminating mutated myeloid precursor cells, is
likely to play a critical role in protecting against the development of
t-AML. Consistent with a role for the XPD glutamine variant in
protecting against chemotherapy-induced myeloid cell death, and
potentiating the survival of mutated clones, individuals homozy-
gous for the glutamine-encoding allele were significantly overrep-
resented in t-AML cases after chemotherapy, compared with
controls (odds ratio [OR], 2.22 [Gln/Gln vs Lys/Lys]; 95% CI,
1.04-4.74; Table 4).

We also determined the XPD codon 751 genotype distribution
in a series of 40 t-AML cases whose disease developed subsequent
to radiotherapy only. The toxicity and mutagenicity of radiotherapy
is mediated predominantly via the direct induction of DNA single-
and double-strand breaks, which are not substrates for NER.
Consistent with this repair specificity, the XPD genotype distribu-
tion between the postradiotherapy t-AML case series and controls
was not significantly different (Table 4).

Discussion

We have shown that the XPD codon 751 polymorphism is an indepen-
dent prognostic marker for disease-free survival and overall survival in
elderly AML patients treated with chemotherapy, and specifically that
the glutamine variant was associated with a poorer prognosis relative to
the lysine variant. It is likely, therefore, that at least one chemotherapy
agent used in the United Kingdom Medical Research Council AML 11
trial induces DNA damage that is repaired by NER. Recognition and
repair of DNA damage induced by other nitrogen mustards7,10 suggest
that NER may also repair cyclophosphamide-induced DNA damage. If
this is the case, the use of cyclophosphamide as consolidation therapy in
the AML 11 trial, but not as induction therapy, may explain why the
XPD codon 751 variant was not associated with remission,
resistant disease, or induction death (Table 3). Further work to
identify those chemotherapy agents that interact with NER may

Figure 1. XPD codon 751 polymorphism status and outcome after chemo-
therapy for AML. (A) Overall survival (n � 341). (B) Disease-free survival (n � 189).

Table 3. XPD codon 751 polymorphism status and clinical outcome
after chemotherapy of 341 patients enrolled in the United Kingdom
Medical Research Council AML 11

XPD
codon

751

All
cases,

no.

Complete
remission,

no. (%)

Resistant
disease,
no. (%)

Induction
death,
no. (%)

Disease-free
survival at
12 mo, %

Overall
survival

at 12
mo, %

All patients 341 189 (55) 83 (24) 69 (20) 37 35

Lys/Lys 134 75 (56) 29 (22) 30 (22) 44 38

Lys/Gln 163 94 (58) 42 (26) 27 (17) 36 35

Gln/Gln 44 20 (45) 12 (27) 12 (27) 16 23

P NA .8 .8 1.0 .04* .07*

All P values are for trend; NA indicates not applicable.
*Adjusted for cytogenetic status, age, performance status, and white blood cell

count.
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Abstract Many studies have examined the association

between the APE1 T1349G (Asp148Glu) gene polymor-

phisms and lung cancer risk in various populations, but their

results have been inconsistent. To assess this relationship

more precisely, a meta-analysis was performed. The PubMed,

Embase, Web of Science, and CNKI database was searched

for case–control studies published up to June 2010. Data were

extracted and pooled odds ratios (OR) with 95% confidence

intervals (CI) were calculated. Ultimately, ten studies, com-

prising 2,696 lung cancer cases and 3,948 controls were

included. Overall, for the G allele carriers (TG ? GG) versus

homozygote TT, the pooled OR was 1.037 (95%

CI = 0.928–1.159 P = 0.001 for heterogeneity), for GG

versus TT the pooled OR was 0.997 (95% CI = 0.861–1.154

P = 0.005 for heterogeneity). In the stratified analysis by

ethnicity, significantly risks were not found among Asians or

Caucasians. However, in the subgroup analyses by smoking

status, significantly risks were found among smokers not in

non-smokers. This meta-analysis suggested that the APE1

T1349G (Asp148Glu) polymorphism was not associated with

lung cancer risk among Asians or Caucasians. But, the APE1

G allele was an increased risk factor for developing lung

cancer among smokers.

Keywords APE1 � Polymorphism � Lung cancer �
Susceptibility � Meta-analysis

Introduction

Lung cancer remains the most lethal cancer worldwide,

despite improvements in diagnostic and therapeutic tech-

niques [1]. Its incidence has not peaked in many parts of

world, particularly in China, which has become a major

public health challenge all the world [2]. The mechanism

of lung carcinogenesis is not understood. Although smok-

ing status is the single most important factor that causes

lung cancer, host factors including genetic polymorphism,

had garnered interest with regard to the study of the

tumorigenesis of lung cancer [3]. Otherwise, accumulating

studies have suggested that lung cancers occurring in never

smokers have different molecular profiles. In this way, host

genetic susceptibility is a very important factor in the

development of lung cancer, contributing to the variation in

individual cancer risk.

DNA repair gene system plays a crucial role in pro-

tecting against gene mutation caused by tobacco smoke.

Recent studies have revealed that single nucleotide poly-

morphisms (SNPs) in DNA repair genes may be the

underlying molecular mechanism of the individual varia-

tion of DNA repair capacity [4, 5]. The human apurinic/

apyrimidinic endonuclease (APE) APE1 (also known as

APE, APEX and Ref-1) is an important enzyme in the base
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Discussion

The APE1 T1349G (Asp148Glu) polymorphism is the only

known common non-synonymous APE1 coding region

variant. Functional studies on this polymorphism have

shown that the G allele may have altered endonuclease and

DNA-binding activity and reduced ability to communicate

with other BER proteins [24]. Lo and colleagues have

examined APE1 (Asn148Glu) polymorphism in China for

its relationship with lung cancer risk in case–control study

and draw a conclusion that it was significantly associated

with developing of lung cancer [16]. However, Deng et al.

case–control study [14] showed the conflicting results, they

observed that APE1 (Asn148Glu) polymorphism might

play a protective role in lung cancer development in

smokers but not in non-smokers. This study performed a

meta-analysis to explore the association between the APE1

Asn148Glu gene polymorphisms and lung cancer risk.

Our results indicated that APE1 Asn148Glu gene

polymorphism was not significantly associated with the

susceptibility to lung cancer among Asians or Caucasians.

But, it was associated with a significantly increased risk of

lung cancer among smokers.

In the subgroup analysis by smoking status, the

increased risks in APE1 G allele carriers and homozygote

G were found among smokers but not non-smokers, sug-

gesting that there could be an interaction between cigarette

smoking and APE1 G allele. Only small number of studies

examined the association between the XPD gene poly-

morphism and lung cancer risk in smokers or nonsmokers;

moreover, the P value of Q test for heterogeneity test was

significant. Considering the limited studies and P value of

Q test for heterogeneity test included in this meta-analysis,

our results should be interpreted with caution.

Population stratification is a troubling issue and can lead

to spurious evidence on the association between markers

and a disease, implicating the disparate effects of envi-

ronment and ethnic differences on genetic background

[25]. In this meta-analysis, ethnicity stratification of dif-

ferences between Asians and Caucasians was not found.

Our results were inconsistent with the previous meta-

analysis [26] showed that the APE1 T1349G polymor-

phism was a low penetrance risk factor for cancer

development. That meta-analysis showed that the variant

genotypes were associated with a moderately increased risk

of all cancer types. The risk remained for studies of colo-

rectal cancer, European populations and population-based

studies with the stratified analyses. Since then, several

additional studies with large cohort populations had been

reported. Furthermore, the previous studies lacked proper

controls for the potential confounding effect of smoking,

the main risk determinant for lung cancer. Simple differ-

ences in cohort populations and study design may also

contribute to the disparate findings.

Meta-analysis has been recognized as an effective

method to solve a wide variety of clinical questions by

summarizing and reviewing the previously published

quantitative research. By using meta-analysis, a multitude

of genetic polymorphisms have been associated with spe-

cific disease states. TGFBR-1 [27], COX-2 [28], TNF-308

[29], ERCC2/XPD [30], CYP2E1 [31] polymorphism had

been proved associated with cancer risk by means of meta-

analysis. Some limitations of this meta-analysis should be

acknowledged. First, heterogeneity can interfere with the

interpretation of the results of a meta-analysis. Although

we minimized this likelihood by performing a careful

search of published studies, using explicit criteria for a

study’s inclusion and performing strict data extraction and

analysis, significant interstudy heterogeneity nevertheless

existed in nearly every comparison. The presence of het-

erogeneity can result from differences in the selection of

controls, age distribution, and prevalence of lifestyle

Fig. 3 Begg’s funnel plot of APE1 T1349G (Asp148Glu) polymor-

phism and lung cancer risk for the (TG ? GG) versus TT

Fig. 4 Begg’s funnel plot of APE1 T1349G (Asp148Glu) polymor-

phism and lung cancer risk for the GG versus TT
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Introduction 
 
Numerous studies have shown that anti-
neoplastic drug effects are subject to significant 
inter-individual variability. Based on an abun-
dance of accumulated literature from twin stud-
ies, pre-clinical experimental data, clinical trials, 
biomarker-driven and epidemiologic studies, it 
is widely accepted that this variability is largely 
due to inherited genetic variation [1-3]. The aim 
of pharmacogenetics/genomics is to identify 
genetic predictors of treatment outcomes that 
would allow individualization of therapy for   

cancer patients.  
 
Identification of pharmacogenomic determi-
nants is especially needed for cancers with poor 
treatment outcomes. Acute myeloid leukemia 
(AML) in adult populations is associated with 
poor (approximately 20%) overall five-year  rela-
tive survival (OS) rates. Despite continuing ef-
forts to stratify AML patients according to prog-
nostic host and tumor characteristics, including 
crucial cytogenetic and molecular markers, and 
despite new pharmaceutical agents, outcome 
remains suboptimal [4]. Overall prognosis for 

Int J Mol Epidemiol Genet 2010;1(4):278-294 
www.ijmeg.org /IJMEG1005001 
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XPD DNA nucleotide excision repair gene polymorphisms 
associated with DNA repair deficiency predict better treat-
ment outcomes in secondary acute myeloid leukemia  
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Abstract: Pharmacogenetic studies in DNA repair pathway have consistently demonstrated correlations between the 
XRCC1 Arg399Gln, XPD Lys751Gln and XPD Asp312Gln genotypes, previously associated with suboptimal DNA re-
pair, and differential cancer treatment outcomes.  We evaluated these polymorphisms and XPD haplotypes in adult 
de novo (n=214) and secondary (n=79) acute myeloid leukemia (AML) patients treated with cytarabine and anthracy-
cline chemotherapy. Genotyping was performed by MALDI-TOF mass spectrometry. Logistic and proportional hazards 
regression models were used to evaluate relationships. Differential responses were observed in secondary, but not 
de novo, AML. Among secondary AML patients, the odds of achieving complete remission (CR) were higher for the 
XPD 312Asn/Asn (OR= 11.23; 95% CI, 2.23-56.63) and XPD 751Gln/Gln (OR= 7.07; 95% CI, 1.42-35.18) genotypes. 
The XPD diplotypes were coded as the combination of two of the following haplotypes: haplotype A=(Lys)751A/(Asp)
312G; B=(Gln)751C/(Asn)312A; C=(Lys)751A/(Asn)312A; and D=(Gln)751C/(Asp)312G. The BB diplotype was asso-
ciated with CR attainment [OR=18.31; 95% CI: 2.08-283.57] and longer survival [HR=0.31; 95% CI: 0.14-0.73] com-
pared to the referent AA diplotype. The XPD 751 CC, 312GA, 312AA genotypes and the XPD DC diplotype were also 
associated with longer overall survival (OS).Thus, XPD codon 312 and 751 variant genotypes and haplotypes contain-
ing at least one variant allele may predict better treatment responses. If validated, these findings could support 
stratification of chemotherapy in secondary AML. 
 
Keywords: Acute Myeloid Leukemia (AML), secondary AML, pharmacogenetics/pharmacogenomics, DNA repair gene 
polymorphisms  
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OS and XRCC1 and XPD genotypes. Significantly 
increased odds of CR were associated with one 
or both variant XPD751 genotypes (OR 2.05; 
95% CI, 1.20-3.52 for AC+CC). Patients with 
sAML and any of the variant genotypes had 
highly significant greater odds of achieving CR 
(OR=8.42 [2.08-34.01] for AC+CC). Similar 
trends were observed for the XPD312 geno-
types: in the overall AML RPCI cohort the odds 
of achieving CR in homozygous variant AA geno-
type carriers were 4 times higher than in those 
with the common GG genotype (OR 4.34, [1.80-
10.48], and within the sAML subgroup, odds 
were 11-fold higher (OR 11.23, 95% CI, 2.23-
56.63). Variant XPD312 (GA, AA, GA+AA) and 
XPD751 (CC, AA+CC) genotypes predicted sig-
nificantly lower hazards of death among pa-
tients with sAML, with OR 0.39 [0.20-0.79] and 
OR 0.46 [0.23-0.88] for the XPD312 Asn/Asn 
(or AA) genotype and XPD751 Gln/Gln (or CC) 
genotypes, respectively. In the sAML subgroup 
there were inverse associations between risk of 
RD and the AC XPD751 gene polymorphism 
(OR=0.28 [95% CI, 0.08-0.88]), but no other 
significant associations with RD were seen 
(data not shown).  
 
Associations between CR, RD, OS and XPD hap-
lotypes are presented in Table 3. Because of 
the limited number of CRs in each of the seven 
ungrouped XPD diplotypes (and CC and DD were 
excluded due to their small numbers), these 
analyses were not stratified by AML onset.  The 
AA diplotype (with all common genotype alleles 
for both XPD polymorphisms) was used as the 
referent category. The BB diplotype (containing 
all variant alleles of both XPD genotypes) was 
the best predictor of CR achievement (OR=4.53, 
95% CI, 1.60-12.87). When a joint analysis was 
performed grouping haplotypes by number of 
variant alleles, no clear effect was observed. 
However, the DC diplotype with two variant al-
leles was associated with a 2-fold increase in 
CR odds (OR=2.00, 95% CI 1.04-3.83), and pa-
tients with the BB diplotype (with four variant 
alleles) had the highest CR odds, as mentioned 
above. Signficantly higher CR odds were not 
observed in patients with the DA diplotype and/
or the D haplotype-containing diplotype group 
(DA, DB, DC, DD), and XPD haplotypes were not 
associated with RD.  
 
Table 4 presents results for XPD diplotype 
groups, stratified by AML onset. In these analy-
ses, the DC and BB diplotypes emerged as pre-
dictors of better CR and OS: The AA group 

served as the referent and consisted of all com-
mon XPD alleles. As mentioned above, there 
was a 4.56-fold increase in odds of CR in the BB 
group, likely associated with deficient DNA re-
pair. The associations were not significant in de 
novo AML, but among sAML patients an 18.31-
fold higher CR rate [OR=18.31, 95% CI, 2.08-
283.57] was observed in the BB group; due to 
small numbers (7 patients with CR in BB diplo-
type category) the exact conditional probabilities 
were calculated in the logistic regression model 
for these estimates. Overall Survival in the BB 
group was also longer among sAML patients 
only [HR=0.31, 95% CI, 0.14-0.73]. Compared 
to the AA diplotype, a significantly higher CR 
rate was also observed in the DC//CC/DD 
group, but results were only significant in sAML 
(OR=6.35, 95% CI, 1.14-47.16). Since there 
were only one patient with CC diplotype (who 
had de novo AML and achieved CR) and three 
patients with DD diplotype (two with sAML who 
failed to achieve CR and one with de novo onset 
who achieved CR), the DC diplotype most likely 
contributes to these findings. OS in the DC/CC/
DD group was also longer among sAML patients 
only [HR=0.44, 95% CI, 0.23-0.87]. No evident 
associations were noted for RD (results not 
shown).  
 
Tables 5 and 6 present polytomous regression 
results of toxicity categories in relation to 
XRCC1 and XPD genotypes/haplotypes. Analy-
ses of toxicities by haplotypes were limited to 
combined haplotype categories due to small 
numbers. As shown in Table 5, the homozygote 
variant XPD genotypes C751C and A312A were 
both associated with significantly reduced risks 
of nausea/vomiting [OR=0.47 (.23-0.94) and 
OR=38 (0.17-0.81), respectively]. The BB diplo-
type was associated with a three-fold reduction 
in risk of nausea/vomiting (OR 0.31; 95% CI, 
0.11-0.79), and  the heterozygote XPD geno-
types A751C and G312A were both associated 
with increased risk of infectious complications 
[OR=1.71 (1.05-2.78) and OR=1.68 (1.03-
2.76), respectively]. The DC diplotype group was 
also associated with increased risk of infectious 
complications (OR=1.77, 95%CI: 1.02-3.11). 
The XRCC1 variant genotypes were associated 
with metabolic and pulmonary toxicities (Table 
6). 
 
Discussion 
 
In this study, we evaluated the role of XPD and 
XRCC1 gene polymorphic variation in response 
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to induction chemotherapy, toxicities and sur-
vival in a population of 293 predominantly Cau-
casian adult patients treated for AML. We found 
that the strongest predictors of CR were Asn/
Asn codon 312 XPD genotypes and BB diplotype 
(751Gln/312Asn-751Gln/312Asn). 
 
Variant DNA sequence in ERCC2/XPD gene 
codons 312 and 751 is associated with im-
paired DNA repair activity 29-31. In accordance, 
Morvan et al.32 showed that ERCC2 expression 
in the NCI-60 tumor cell line panel was associ-
ated with reduced DNA NER activity, and en-
hanced drug cytotoxicity. If variant alleles of 
NER-related polymorphisms are associated with 
less proficient DNA repair activity, they may lead 
to decreased repair of DNA damage in malig-
nant cells, facilitating their apoptosis. Hence, 
less resistance to chemotherapy and better 
odds of achieving CR can be anticipated, as well 
as longer survival of patients. Furthermore, 
compromised repair activity may lead to accu-
mulation of more DNA damage, leading to more 
profound treatment-related toxicities in normal 
tissues, and may predispose towards secondary 
cancers.  
 
Our findings at least partially confirm the above 
hypothesis. First, we observed significantly 
higher CR rates after induction chemotherapy 
for AML in association with variant codon 312 
and codon 751 XPD gene polymorphisms, as 
well as diplotypes containing variant alleles (BB, 
DC). Highly significant increased CR odds were 
observed among sAML patients with variant 
allele genotypes/haplotypes in the two studied 
XPD polymorphisms. In particular, in the BB dip-
lotype group, patients had 18.31 times higher 
chance of achieving CR (95% CI, 2.0-283.57) 
compared to the AA diplotype category. In re-
gard to OS, lower hazards of dying were associ-
ated with variant XPD genotypes or XPD haplo-
type group, containing variant alleles, in the 
sAML subgroup.  
 
The reasons for the association of variant XPD 
genotypes and haplotypes and better treatment 
outcomes in sAML, but not de novo AML, are 
not fully understood. These results could reflect 
germ-line XPD alleles that predispose toward 
development of MDS or t-AML by compromised 
DNA repair activity and resultant accumulation 
of mutations. The same alleles may then predict 
better reponse to chemotherapy by virtue of 
less proficient repair of cytotoxic damage. It is 

unclear whether the association described is 
direct or indirect.  In a direct association, the 
SNPs studied here would directly govern the 
responses to agents in the AML cells. In a direct 
association, the SNPs should play a similar role 
in de novo and secondary AML cells, but this 
was not the case, suggesting that other modifier 
elements likley had an impact.  Zijno et al. [33] 
demonstrated that healthy volunteers with XPD 
751 Gln/Gln genotype had  a 4.55-fold higher 
rate of sister chromatid exhanges per cell than 
individuals with Lys/Lys genotype. In addition, 
Allan et al. [18], had previously reported that 
the Gln/Gln genotype XPD751 polymorphism 
was associated with a 2.22-fold increased risk 
of t-AML development among patients treated 
with chemotherapy only [18]. In that study, how-
ever, Lys/Lys de novo patients had a better sur-
vival, which we cannot confirm. In another UK 
study by Seedhouse et al. [14], sAML was not 
associated with XPD genotypes, but carrying at 
least one variant XRCC1 399Gln allele pre-
dicted a lower risk of t-AML. Investigators from 
the Children’s Oncology Group, however, did not 
observe any associations of XPD with outcome 
in children with AML [34]. In our previous analy-
sis of the same XRCC1 and XPD genotypes in 
relation to clinical outcomes of a smaller-sized 
AML patient population from SWOG clinical tri-
als (n=200), we did not observe significant as-
sociations with XPD variant genotypes. How-
ever, the ‘D’ (751Gln/312Asp) haplotype was 
associated with 4-fold higher odds of CR. In that 
study, we analysed patients with de novo and 
secondary AML together and did not stratify 
analyses by AML onset. Similarly to those obser-
vations, in the present study we did not observe 
any significant associations between XRCC1 
genotypes and any treatment outcome [20], but 
we were unable to replicate the previous results 
with respect to significantly higher CR rates for 
the DA diplotype and D-haplotype overall.  
 
Our findings suggest that in AML, variation in 
the XPD gene may be associated with subopti-
mal DNA repair activity and may thus predis-
pose to sAML development. However at the 
same time, suboptimal DNA repair capacity may 
contribute to better sensitivity to chemotherapy 
and better treatment outcomes in AML. Since 
the multiplicative interaction between AML on-
set and genotypes/haplotypes was not ob-
served and the numbers for the sAML analysis 
were limited, leading to wide confidence inter-
vals, it cannot be clearly concluded from our 
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Abstract Ku70 plays an important role in the DSBR (DNA

double-strand breaks repair) and maintenance of genomic

integrity. Genetic variations within human Ku70 have been

demonstrated to be associated with increased risk of several

types of cancers. In this hospital-based case–control study, we

aimed to investigate whether a single nucleotide polymor-

phism (SNP) in the promoter region (rs2267437) of Ku70

gene is associated with susceptibility to breast cancer in

Chinese Han population. A total of 293 patients with breast

cancer and 301 age-matched healthy controls were enrolled in

this study. The Ku70 -1310C/G polymorphism was deter-

mined by polymerase chain reaction-restriction fragment

length polymorphism (PCR–RFLP) analysis. A significant

difference in genotype distribution and allele frequency was

observed between patients and controls. The CG or GG car-

ries were at higher risk of breast cancer compared with the CC

homozygotes (OR = 1.43, 95% CI = 1.02–2.00, P = 0.038

and OR = 3.53, 95% CI = 1.60–7.80, P = 0.002, respec-

tively). Further stratification analysis revealed that G allele

was associated with an increased risk of breast cancer among

premenopausal women (OR = 1.68, 95% CI = 1.21–2.33,

P = 0.002), but not in postmenopausal women (OR = 1.33,

5% CI = 0.85–2.10, P = 0.216). Our study suggests that the

Ku70 -1310C/G promoter polymorphism may be a suscep-

tibility factor for breast cancer in Chinese Han population.

Keywords Genetic polymorphism � Ku70 �
Breast cancer � Genomic instability

Introduction

Breast cancer is the most common cancer among women

worldwide, and more than 1,000,000 new cases are diag-

nosed every year [1]. In China, the incidence of breast

cancer has been significantly increasing both in urban and

rural areas in the past three decades [2–4]. There are

approximately 400,000 women with breast cancer in

China, with approximately 168,000 new cases of breast

cancer reported in China each year. The peak age group for

the cancer is 45–50 for Chinese women, five to 10 years

younger than Western counterparts. Although the

researchers have reached a consensus that breast cancer

develops as the result of multiple environmental and

hereditary risk factors, the exact molecular mechanisms of

breast cancer are still under intensive investigation [5, 6].

Genomic instability is a hallmark of carcinogenesis in

human solid tumors, including sporadic and familial breast

cancer [7–9], which promotes a wide range of mutations,

including chromosome deletions, gene amplifications,

translocations and polyploidy. During multistage carcino-

genesis, the presence of genomic instability in cells is

considered to have a key role in the generation of genetic

and phenotypic heterogeneity [10]. Genetic variations in

DNA repair genes have been reported to be associated with

breast cancer risk and prognosis [11–14]. Up to now, two

major familial breast cancer susceptibility genes involved
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COMMENTARY

DNA repair genes, electromagnetic fields and susceptibility to acute
leukemia?

MANISH SHARMA & OLATOYOSI M. ODENIKE
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Leukemias account for approximately one-third of all

childhood malignancies, and genetic mutations,

including chromosomal aberrations frequently char-

acterise these disorders [1]. Although a minority of

acute leukemias are associated with inherited, pre-

disposing genetic syndromes, in the majority of cases,

the mutations that occur are acquired and restricted

to the leukemic clone. Relatively little is known about

the specific factors that predispose to leukemogen-

esis. Identification of risk factors, particularly those

that are potentially modifiable, could provide an

effective strategy for disease prevention. Environ-

mental factors, in some cases dating as far back as

conception [2], have been implicated in leukemogen-

esis and there is a long list of chemical, physical and

biologic agents that continue to be the targets of

investigation in this regard.

Exposure to endogenous and exogenous carcino-

genic and genotoxic compounds causes DNA

damage, and the DNA repair machinery is critical

in protecting against the mutagenic effects of such

damage. Polymorphisms in DNA repair genes,

including those involved in base excision repair

(BER), nucleotide excision repair, mismatch repair

and double strand break repair have been implicated

in tumorigenesis. The X-ray repair cross-comple-

menting Group 1 (XRCC1) is a crucial enzyme in the

BER pathway, and has been the subject of much

study. Disruption of XRCC1 in mice is embryoni-

cally lethal. Polymorphisms in XRCC1 at codons

184, 280 and 399 are conserved across species, and

in Chinese hamster ovary cell lines, mutations at

these positions impair DNA repair capacity [3].

In this issue, You Yang et al. [4] report the results

of a case-only study examining the interactions

between six single nucleotide polymorphisms

(SNPs) in DNA repair genes including hMLH1,

APEX1, MGMT, XRCC1 and XPD, and low-

frequency electromagnetic field (EMF) in ethnic

Han Chinese children with acute leukemias. They

identified 123 cases over a 15-month period at an

academic children’s hospital in Shanghai, China.

The median age was 5.0 years, and the majority of

participants had acute lymphoblastic leukemia

(ALL). They interviewed the mothers of these

children, then travelled to the homes of 66 of the

123 participants to measure the distance between the

electronic transformers and the homes, as well as to

record the actual values of the magnetic field

intensities. They found an interaction between the

presence of the XRCC1 Ex9þ16A allele and electric

transformers within 100 m (COR¼ 4.31, 1.54–

12.08) and within 50 m (COR¼ 4.39, 1.42–13.54)

of the homes. Mean magnetic field intensities were

0.14 mT and 0.18 mT in the two groups, respectively.

The possible link between exposure to non-

ionizing radiation arising from EMFs and malig-

nancy is a subject of much controversy. Conclusions

have been difficult to establish because most of the

studies have been small and disparate, often with

conflicting results. A pooled analysis by Ahlbom

et al. [5] however, found a 2-fold increase in relative

risk for exposures �0.4 mT versus 50.1 mT. A recent

large case–control study of children with cancer

reported an association between childhood leukemia

and proximity to power lines [6]. Residential

exposure to EMFs in childhood has been associated

with a threefold increase in risk for developing a

lymphoproliferative or myeloproliferative disease

in adulthood. Two large reviews attempting to
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Small Molecule Inhibitors of DNA Repair Nuclease Activities of
APE1

David M. Wilson III1,* and Anton Simeonov2
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Abstract
APE1 is a multifunctional protein that possesses several nuclease activities, including the ability to
incise at apurinic/apyrimidinic (AP) sites in DNA or RNA, to excise 3’-blocking termini from DNA
ends, and to cleave at certain oxidized base lesions in DNA. Pre-clinical and clinical data indicate a
role for APE1 in the pathogenesis of cancer and in resistance to DNA-interactive drugs, particularly
monofunctional alkylators and antimetabolites. In an effort to improve the efficacy of therapeutic
compounds, such as temozolomide, groups have begun to develop high-throughput screening assays
and to indentify small molecule inhibitors against APE1 repair nuclease activities. It is envisioned
that such inhibitors will be used in combinatorial treatment paradigms to enhance the efficacy of
DNA-interactive drugs that introduce relevant cytotoxic DNA lesions. In this review, we summarize
the current state of the efforts to design potent and selective inhibitors against APE1 AP site incision
activity.

Keywords
APE1/APEX1/REF-1; abasic endonuclease; DNA damage; base excision DNA repair; inhibitor;
cancer treatment

Introduction
It was not until after the elucidation of the DNA structure by Watson and Crick that the scientific
community began to fully recognize the vulnerability of genetic material to spontaneous
decomposition or reactions with exogenous or endogenous physical and chemical agents [1].
This realization prompted interest in the prospect that organisms had evolved corrective
systems to preserve genome integrity to avert deleterious outcomes such as mutagenesis and
cell death. The first evidence for the existence of “DNA repair” was described by Kelner [2]
and Dulbecco [3], who discovered independently, although not deliberately, that the variability
in survival of cells following ultraviolet irradiation was due to differences in exposure to visible
light after treatment. It was later uncovered that there exists a light-dependent photoreactivation
process (catalyzed by the enzyme photolyase) that removes cytotoxic photodamage (i.e.
cyclobutane pyrimidine dimers) produced within the genome [4].

As the DNA repair field began to emerge, it was soon recognized that the most common forms
of DNA damage are likely those that arise as spontaneous hydrolytic products due to the
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light after treatment. It was later uncovered that there exists a light-dependent photoreactivation
process (catalyzed by the enzyme photolyase) that removes cytotoxic photodamage (i.e.
cyclobutane pyrimidine dimers) produced within the genome [4].

As the DNA repair field began to emerge, it was soon recognized that the most common forms
of DNA damage are likely those that arise as spontaneous hydrolytic products due to the
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DNA Repair Pathways in Clinical Practice: Lessons From
Pediatric Cancer Susceptibility Syndromes
Richard D. Kennedy and Alan D. D’Andrea

A B S T R A C T

Human cancers exhibit genomic instability and an increased mutation rate due to underlying defects in DNA
repair. Cancer cells are often defective in one of six major DNA repair pathways, namely: mismatch repair, base
excision repair, nucleotide excision repair, homologous recombination, nonhomologous endjoining and
translesion synthesis. The specific DNA repair pathway affected is predictive of the kinds of mutations, the
tumor drug sensitivity, and the treatment outcome. The study of rare inherited DNA repair disorders, such as
Fanconi anemia, has yielded new insights to drug sensitivity and treatment of sporadic cancers, such as
breast or ovarian epithelial tumors, in the general population. The Fanconi anemia pathway is an example
of how DNA repair pathways can be deregulated in cancer cells and how biomarkers of the integrity of
these pathways could be useful as a guide to cancer management and may be used in the development
of novel therapeutic agents.

J Clin Oncol 24:3799-3808. © 2006 by American Society of Clinical Oncology

INTRODUCTION

Genomic Instability in Human Cancer

Cancer cells have several phenotypic features
that distinguish them from healthy cells. They often
have heightened proliferative rates, decreased apo-
ptosis, and an intrinsic ability to invade basement
membranes and to metastasize.1 Cancer cells also
exhibit genomic instability,2 and this feature allows
them to break and reform chromosomes, generate
new oncogene fusions, inactivate tumor suppressor
genes, amplify drug resistance genes, and conse-
quently become more malignant and drug resistant
over time. In short, genomic instability is a critical
feature that enables tumor progression. In order to
achieve a state of genomic instability, a cancer cell
must tolerate DNA damage. This can be achieved
through the loss of DNA damage signaling and
check pointing pathways, such as those regulated by
p53, retinoblastoma proteins, as well as ataxia telan-
giectasia mutated and ataxia telangiectasia and
Rad3-related (ATR) kinases.3,4 Alternatively, as will
be discussed in this article, cancer cells may knock
out one of six major DNA repair pathways namely:
base excision repair (BER), nucleotide excision re-
pair (NER), mismatch repair (MMR), homologous
recombination (HR), nonhomologous endjoining
(NHEJ), and translesion DNA synthesis (TLS; Table
1). As will be discussed, current evidence suggests
that the Fanconi anemia pathway functions to coor-
dinate the major pathways following a specific form
of DNA damage.

Disruption of DNA repair allows an increased
rate of chromosome breakage and mutagenesis, but

it comes at a cost to the cancer cell that exhibits an
increased sensitivity to DNA damage. This damage
may result from endogenous replication errors, sus-
tained due to the tumors high proliferation rate, or
from exogenous genotoxic stress. A defective DNA
repair pathway can account for the increased sensi-
tivity of tumors to therapeutic ionizing radiation
and chemotherapy observed in the oncology clinic.

There is also considerable redundancy in the
function of the DNA repair pathways. When one
pathway is disrupted another pathway can partially
compensate, especially if the second pathway is up-
regulated. For instance, a cell that is deficient in HR
repair may depend more on the error-prone repair
NHEJ pathway for the repair of double-strand
breaks (DSBs). Also, thymine dimers that are gener-
ated by UV light exposure can be repaired by NER
repair or bypassed and effectively ignored by TLS
polymerases. In some cases, the absence of one DNA
repair pathway results in a hyperdependence on one
or more other DNA repair pathways.48,49

Some of the DNA repair pathways are not con-
stitutively activated, but instead are regulated. First,
some pathways are activated in response to DNA
damage at discrete times in the cell cycle. For in-
stance, HR repair and TLS repair are active during
the S phase of the cell cycle. Second, the DNA repair
pathways are differentially active in various tissues
and cell types. For example, HR and TLS are more
active in rapidly growing cells, such as hematopoi-
etic cells, while NHEJ is more active in postreplica-
tive cells. Accordingly, absence of a particular DNA
repair pathway may be particularly disruptive to the
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or alternatively it may have a role independent of DNA repair such
as apoptotic signaling.

NER. NER acts on a variety of helix-distorting DNA lesions,
caused mostly by exogenous sources that interfere with normal base
pairing. A major function of NER appears to be the removal of dam-
age, for example pyrimidine dimers that are induced by UV. This
pathway may also be particularly important in conferring resistance to
adduct forming chemotherapeutic agents such as platinum-based
chemotherapy. Members of the NER pathway include the XPA, XPB,
XPC, XPD, XPE, XPF, and XPG proteins. As for the other DNA repair
pathways, these proteins cooperate to recognize and excise the dam-
aged nucleotides, and resynthesize and ligate the damaged DNA
strand.5 Eukaryotic NER includes two major branches, transcription-
coupled repair and global genome repair.54,55 Global genome re-
pair is a slow random process of inspecting the entire genome for
damage, while transcription-coupled repair is highly specific and
efficient and repairs DNA damage that blocks the progression of
RNA polymerase II.

HR Repair. DNA DSBs can be caused by many different envi-
ronmental factors, including reactive oxygen species, ionizing
radiation and certain antineoplastic drugs, such as bleomycin,
anthracyclines, and topoisomerase inhibitors. Alternatively, DSBs can
result from endogenous factors, especially during normal S phase
progression.56 Failure to repair DSBs can lead to a number of conse-
quences, including mutations, gross chromosomal rearrangements,
and other aberrations, and eventually cell death. HR is a process by
which DSBs are repaired through the alignment of homologous se-
quences of DNA and occurs primarily during the late S to M phase of
the cell cycle. Initially the RAD50, MRE11, and NBS1 complex, which
possesses a 3�–5� exonuclease activity, exposes the 3� ends on either
side of the DSB, a process that may also require BRCA1.57 The 3�
advancing strand from the damaged chromosome then invades the
complementary sequence of the homologous chromosome. The
breast cancer susceptibility protein, BRCA2, and the single strand
DNA binding protein, RAD51, are required for this process.58,59 The
3� end of this strand is then extended by a DNA polymerase that reads
off of the complementary sequence. After replication has extended
past the region of the DSB, the 3� end of the advancing strand returns
to the original chromosome and replication continues.5,56

NHEJ. NHEJ is another major pathway used to repair DSBs.
Similar to HR, this pathway is important in the response to agents that
result in DSBs, such as ionizing radiation, bleomycin, topoisomerase
poisons, and anthracyclines. The DNA-dependent protein kinase
consists of the catalytic subunit and the regulatory subunit (the Ku70/
Ku80 heterodimer). The DNA protein kinase catalytic subunit sub-
unit is a serine/threonine kinase that belongs to the phosphatidyl
inositol-3 kinase family. The Ku80/Ku70 heterodimer (Ku) exhibits
sequence-independent affinity for double-stranded termini and on
binding to DNA ends recruits and activates the DNA protein kinase
catalytic subunit catalytic subunit. Additional proteins are required
for the completion of NHEJ, including the artemis protein and DNA
ligase IV.60,61 Importantly, NHEJ is an error-prone repair pathway.
Since the process does not use a complementary template, the fusion
of the blunt-ended DNA duplexes may result in deletion or insertion
of base pairs.

TLS. The process of TLS is another mechanism for dealing with
thymine dimers and bases with bulky chemical adducts.62 At a DNA
replication fork, DNA adducts may cause a replicative polymerase,
such as DNA polymerase delta, to stall. Cells have therefore developed

sophisticated mechanisms for switching off the replicative polymerase
and switching on alternative polymerases (ie, a polymerase such as pol
�, that will replicate past certain DNA lesions with high fidelity).
Interestingly, human cells have at least ten DNA polymerases, al-
though the situations and mechanisms of their deployment are largely
unknown.63 Cancer cells may have a heightened dependence on one of
the error-prone TLS polymerases, such as polymerases � or kappa,
accounting for high rates of mutagenesis.6,64

Inherited Chromosome Instability Syndromes

Rare pediatric chromosome instability disorders, such as
Fanconi anemia and Xeroderma pigmentosum, provide important
insights into the function of DNA repair pathways and their role in
cancers in the general population. Children born with a defective
DNA repair pathway generally have congenital abnormalities, cellular
hypersensitivity to DNA damaging agents, genomic instability, and an
increased risk of specific cancers. Although these syndromes are rare,
the DNA repair pathways disrupted by germline mutations in these
individuals are often the same pathways disrupted by somatic muta-
tion or epigenetic inactivation in cancers from the general population.
For these sporadic cancers, a knowledge of which DNA repair mech-
anism is disrupted provides important clues to the behavior of the
cancer and may help predict the specific drug sensitivity spectrum.

At least five of the major DNA repair pathways have correspond-
ing inherited human diseases (Table 1). Coordination of NER,
HR, and TLS repair is thought to be defective in Fanconi anemia
cells.65 NER repair is defective in Xeroderma pigmentosum cells
and Cockayne syndrome cells.20 MMR is defective in children with
Turcot’s syndrome and in tumor cells derived from adult patients with
hereditary nonpolyposis colorectal cancer.66 TLS repair is defective in
patients with the Xeroderma pigmentosum variant disease.67 Most of
these pediatric diseases exhibit autosomal recessive inheritance, such
as Xeroderma pigmentosum, Fanconi anemia, and Cockayne syn-
drome.20,68 Turcot’s syndrome has been reported to exhibit autoso-
mal dominant or autosomal recessive inheritance depending on the
particular mutation affecting MMR.66,69 Inherited mutations in BER
genes have not been observed, suggesting that this pathway is essential
for human development, however, a polymorphisms of the DNA
glycosylase OGG1 and adenosine diphosphate ribosyl transferase have
been reported to predispose to lung cancer,7,8 possibly through a
requirement for BER in repairing smoking related DNA damage.

The systematic study of these rare diseases has led to a better
understanding of the genes and proteins involved in the major DNA
repair pathways; how an inherited (or germline) defect in a DNA
repair pathway can lead to genomic instability, cancer progression,
and drug hypersensitivity and; how an acquired (or somatic) defect in
a DNA repair pathway can influence tumor progression and drug
sensitivity of tumors in the general population. Although the specific
detail of these individual inherited diseases is beyond the scope of this
review, an example of how a study of these rare diseases can lead to
general insights to tumor biology can be appreciated from recent
insights into the Fanconi anemia pathway.

SPECIFIC EXAMPLE: FANCONI ANEMIA

Fanconi anemia is an autosomal recessive or X-linked recessive
cancer susceptibility syndrome characterized by multiple congen-
ital abnormalities, progressive bone marrow failure, and cellular
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hypersensitivity to DNA crosslinking agents, such as cisplatin and
mitomycin C (MMC). Fanconi anemia patients are prone to de-
veloping acute myeloid leukemia (AML) as well as squamous cell
carcinomas of the head and neck or gynecologic system.70

The study of Fanconi anemia cells has led to the elucidation of
a repair pathway for interstrand DNA crosslinks. Clinically, this
pathway is particularly important as many DNA crosslinking
agents, such as cisplatin, cyclophosphamide, MMC, or melphalan,
are used for cancer treatment. The Fanconi anemia defect results
from biallelic mutation of any one of twelve known Fanconi ane-
mia genes (A, B, C, D1, D2, E, F, G, I, J, L, M). The proteins encoded
by these Fanconi anemia genes cooperate in a common DNA repair
pathway, referred to as the Fanconi anemia /BRCA pathway (Fig
1). In this pathway, eight of the Fanconi anemia proteins (A, B, C, E, F,
G, L, M) are subunits of a nuclear E3 ubiquitin ligase (complex 1),
required for the monoubiquitination of the downstream D2 protein
on lysine 561, which is a critical step for the function of the Fanconi
anemia pathway.65 The FANCL subunit is the putative catalytic E3
ligase subunit of the complex.71 Monoubiquitinated FANCD2 inter-
acts with FANCD1/BRCA2 and other DNA repair proteins to form
complex 2.72 The recently cloned FANCJ protein is a helicase that may
work in concert with monoubiquitinated FANCD2 and BRCA2 or
may function independently of the Fanconi anemia pathway.73-76

Recent research has suggested that the Fanconi anemia pathway
may have a specific role in coordinating at least three DNA repair
pathways following DNA crosslinking damage. Consequently, disrup-
tion of any of the Fanconi anemia proteins leads to MMC hypersen-
sitivity and chromosome instability.65,77

The Fanconi Anemia Pathway in Malignancy

Loss of genomic stability through defects in the Fanconi anemia
pathway predisposes individuals to cancer.65 In the case of Fanconi
anemia individuals who have a germline disruption of Fanconi ane-
mia pathway function, cancer development can occur early in life and
primarily affects hematopoietic cells. For individuals who acquire a

disruption of the Fanconi anemia pathway, say through epigenetic
silencing of a Fanconi anemia gene, the tumors occur later in life and
mainly affect epithelial cells.

Cancer in Fanconi Anemia Patients

Approximately one third of patients homozygous for a Fanconi
anemia gene mutation will develop a hematologic or solid tumors by
the age of 40 years.78 The most common hematologic maliganancy is
AML, often associated with monosomy 7 and duplication of 1q.79

Solid tumors include squamous cancer of the head and neck and
gynecological system, skin cancers, esophageal cancers, liver tumors,
and renal tumors.78,80 Interestingly, Fanconi anemia patients with a
homozygous mutation in FANCD1/BRCA2 have a different cancer
spectrum with medulloblastoma being the predominant malignan-
cy.81,82 This may be because BRCA2 has other functions in HR outside
the Fanconi anemia pathway. Fanconi anemia patients have a systemic
DNA repair defect that results in a low tolerance for DNA damaging
chemotherapeutic agents. Accordingly chemotherapeutic regimens
are often modified, given at low dosage, or are avoided in favor of
surgical approaches.83

Cancer Risk in Heterozygous Carriers of Fanconi

Anemia Gene Mutation

A strong association exists between heterozygous mutation of
Fanconi anemia genes and susceptibility to breast or ovarian cancer.
Carriers of mutations in BRCA1 or BRCA2/FANCD1 have an 82%
lifetime risk of breast cancer and a 54% and 23% risk of ovarian cancer
respectively.23 In addition to breast and ovarian cancer, heterozygosity
for a mutation in BRCA2/FANCD1 predisposes to pancreatic cancer.
In one study, 19% of families with a history of hereditary pancreatic
cancer had either a frameshift mutation or an unclassified variant of
BRCA2/FANCD1.41 Other cancers that have been reported to be asso-
ciated with heterozygous mutation of BRCA2/FANCD1 include pros-
tate cancer, gastric cancer, and melanoma.24

Fig 1. The Fanconi anemia DNA repair path-
way. After DNA damage, ataxia telangiectasia
and Rad3-related kinase activates complex 1.
Complex 1 functions as an E3 ubiquitin ligase
and monoubiquitinates FANCD2. Monoubiq-
uitinated FANCD2 forms DNA damage induc-
ible foci with other DNA repair proteins. After
DNA repair, FANCD2 is deubiquitinated by
USP1 and the DNA replication fork proceeds.
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Abstract

Apurinic/apyrimidinic endonuclease 1 (APE1) is an
essential enzyme in the base excision repair pathway,
which is the primary mechanism for the repair of DNA
damage caused by oxidation and alkylation. We
hypothesized that polymorphisms of APE1 are associ-
ated with risk for lung cancer. In the hospital-based
matched case-control study, a total of 730 lung cancer
cases and 730 cancer-free controls were genotyped
for four APE1 haplotype-tagging polymorphisms (that
is, -656T>G, 400A>G, 630T>C, and 1350T>G). Among
them, the single-nucleotide polymorphism -656T>G
located in the promoter region of APE1 was signifi-
cantly associated with risk for lung cancer. We found
that, compared with -656 TT homozygotes, the variant
genotypes were associated with a significantly de-
creased risk [adjusted odds ratio, 0.51; 95% confidence

interval (95% CI), 0.33-0.79 for -656 TG; adjusted odds
ratio, 0.43; 95% CI, 0.25-0.76 for -656 GG, respectively].
Furthermore, we found a statistically significant re-
duced risk of -656T>G variants among heavy smokers
(adjusted odds ratio, 0.52; 95% CI, 0.30-0.93 for -656 TG;
adjusted odds ratio, 0.27; 95% CI, 0.13-0.57 for -656 GG,
respectively), with a significant gene-smoking interac-
tion (P = 0.013). A similar gene-smoking interaction in
the context of APE1 haplotypes was also observed. The
in vitro promoter assay revealed that the -656 G allele
had a significantly higher transcriptional activity than
that of the -656 T allele. Together, our results suggest
that polymorphisms of the APE1 gene possibly interact
with smoking and may contribute to the development
of lung cancer. (Cancer Epidemiol Biomarkers Prev
2009;18(1):223–9)

Introduction

Lung cancer is the leading cause of cancer-related
mortality worldwide and in Taiwan (1) and is thus a
major public health problem. Cigarette smoke contains
many carcinogens and reactive oxygen species that can
induce various types of DNA damage (2). Although
cigarette smoking is a major risk factor in the develop-
ment of lung cancer, only 10% to 15% of all smokers
develop lung cancer, suggesting that variation in
individual susceptibility to tumorigenesis of lung cancer
(3-5). Susceptibility differences may be inherited in genes
encoding for the metabolism of carcinogens or DNA
repair molecules, which are essential in protecting the
genomic integrity of the cells (6-8).

One of the DNA repair pathways is the DNA base
excision repair pathway, which repairs the DNA damage

caused by oxidation and alkylation and thus protects
cells against the toxic effects of endogenous and
exogenous agents (9, 10). Specifically, the damaged bases
of purine and pyrimidine are recognized and excised by
specific DNA glycosylases, leaving abasic sites. Apur-
inic/apyrimidinic endonuclease (APE) then incise the
DNA 5¶ to the abasic sites; further repair proceeds to
short-patch (when the gap is only one nucleotide) or
long-patch (when the gap is two or more nucleotides)
subpathways of base excision repair (11). The major
human APE, APE1 (also known as APE, APEX, HAP1,
and REF-1), plays a central role in the base excision
repair pathway. As a member of APE, it initiates repair of
apurinic/apyrimidinic sites in DNA produced either
spontaneously hydrolyzing the 5¶-phosphodiester bone
of the apurinic/apyrimidinic site or after enzymatic
removal of damaged bases. The repair activity of APE1
serves to protect the cell from the apurinic/apyrimidinic
sites that can accumulate in DNA via endogenous and
exogenous sources. In addition to APE activity, it can
also act as a 3¶-phosphodiesterase, initiating repair of
DNA strands breaks with 3¶-blocking damage, which are
produced either directly by reactive oxygen species or
indirectly through the enzymatic removal of damaged
bases (12, 13). As importantly, APE1 also functions as a
reduction-oxidation activators of several transcription

Cancer Epidemiol Biomarkers Prev 2009;18(1). January 2009
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Abstract

Apurinic/apyrimidinic endonuclease 1 (APE1) is an
essential enzyme in the base excision repair pathway,
which is the primary mechanism for the repair of DNA
damage caused by oxidation and alkylation. We
hypothesized that polymorphisms of APE1 are associ-
ated with risk for lung cancer. In the hospital-based
matched case-control study, a total of 730 lung cancer
cases and 730 cancer-free controls were genotyped
for four APE1 haplotype-tagging polymorphisms (that
is, -656T>G, 400A>G, 630T>C, and 1350T>G). Among
them, the single-nucleotide polymorphism -656T>G
located in the promoter region of APE1 was signifi-
cantly associated with risk for lung cancer. We found
that, compared with -656 TT homozygotes, the variant
genotypes were associated with a significantly de-
creased risk [adjusted odds ratio, 0.51; 95% confidence

interval (95% CI), 0.33-0.79 for -656 TG; adjusted odds
ratio, 0.43; 95% CI, 0.25-0.76 for -656 GG, respectively].
Furthermore, we found a statistically significant re-
duced risk of -656T>G variants among heavy smokers
(adjusted odds ratio, 0.52; 95% CI, 0.30-0.93 for -656 TG;
adjusted odds ratio, 0.27; 95% CI, 0.13-0.57 for -656 GG,
respectively), with a significant gene-smoking interac-
tion (P = 0.013). A similar gene-smoking interaction in
the context of APE1 haplotypes was also observed. The
in vitro promoter assay revealed that the -656 G allele
had a significantly higher transcriptional activity than
that of the -656 T allele. Together, our results suggest
that polymorphisms of the APE1 gene possibly interact
with smoking and may contribute to the development
of lung cancer. (Cancer Epidemiol Biomarkers Prev
2009;18(1):223–9)

Introduction

Lung cancer is the leading cause of cancer-related
mortality worldwide and in Taiwan (1) and is thus a
major public health problem. Cigarette smoke contains
many carcinogens and reactive oxygen species that can
induce various types of DNA damage (2). Although
cigarette smoking is a major risk factor in the develop-
ment of lung cancer, only 10% to 15% of all smokers
develop lung cancer, suggesting that variation in
individual susceptibility to tumorigenesis of lung cancer
(3-5). Susceptibility differences may be inherited in genes
encoding for the metabolism of carcinogens or DNA
repair molecules, which are essential in protecting the
genomic integrity of the cells (6-8).

One of the DNA repair pathways is the DNA base
excision repair pathway, which repairs the DNA damage

caused by oxidation and alkylation and thus protects
cells against the toxic effects of endogenous and
exogenous agents (9, 10). Specifically, the damaged bases
of purine and pyrimidine are recognized and excised by
specific DNA glycosylases, leaving abasic sites. Apur-
inic/apyrimidinic endonuclease (APE) then incise the
DNA 5¶ to the abasic sites; further repair proceeds to
short-patch (when the gap is only one nucleotide) or
long-patch (when the gap is two or more nucleotides)
subpathways of base excision repair (11). The major
human APE, APE1 (also known as APE, APEX, HAP1,
and REF-1), plays a central role in the base excision
repair pathway. As a member of APE, it initiates repair of
apurinic/apyrimidinic sites in DNA produced either
spontaneously hydrolyzing the 5¶-phosphodiester bone
of the apurinic/apyrimidinic site or after enzymatic
removal of damaged bases. The repair activity of APE1
serves to protect the cell from the apurinic/apyrimidinic
sites that can accumulate in DNA via endogenous and
exogenous sources. In addition to APE activity, it can
also act as a 3¶-phosphodiesterase, initiating repair of
DNA strands breaks with 3¶-blocking damage, which are
produced either directly by reactive oxygen species or
indirectly through the enzymatic removal of damaged
bases (12, 13). As importantly, APE1 also functions as a
reduction-oxidation activators of several transcription
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Abstract

Apurinic/apyrimidinic endonuclease 1 (APE1) is an
essential enzyme in the base excision repair pathway,
which is the primary mechanism for the repair of DNA
damage caused by oxidation and alkylation. We
hypothesized that polymorphisms of APE1 are associ-
ated with risk for lung cancer. In the hospital-based
matched case-control study, a total of 730 lung cancer
cases and 730 cancer-free controls were genotyped
for four APE1 haplotype-tagging polymorphisms (that
is, -656T>G, 400A>G, 630T>C, and 1350T>G). Among
them, the single-nucleotide polymorphism -656T>G
located in the promoter region of APE1 was signifi-
cantly associated with risk for lung cancer. We found
that, compared with -656 TT homozygotes, the variant
genotypes were associated with a significantly de-
creased risk [adjusted odds ratio, 0.51; 95% confidence

interval (95% CI), 0.33-0.79 for -656 TG; adjusted odds
ratio, 0.43; 95% CI, 0.25-0.76 for -656 GG, respectively].
Furthermore, we found a statistically significant re-
duced risk of -656T>G variants among heavy smokers
(adjusted odds ratio, 0.52; 95% CI, 0.30-0.93 for -656 TG;
adjusted odds ratio, 0.27; 95% CI, 0.13-0.57 for -656 GG,
respectively), with a significant gene-smoking interac-
tion (P = 0.013). A similar gene-smoking interaction in
the context of APE1 haplotypes was also observed. The
in vitro promoter assay revealed that the -656 G allele
had a significantly higher transcriptional activity than
that of the -656 T allele. Together, our results suggest
that polymorphisms of the APE1 gene possibly interact
with smoking and may contribute to the development
of lung cancer. (Cancer Epidemiol Biomarkers Prev
2009;18(1):223–9)

Introduction

Lung cancer is the leading cause of cancer-related
mortality worldwide and in Taiwan (1) and is thus a
major public health problem. Cigarette smoke contains
many carcinogens and reactive oxygen species that can
induce various types of DNA damage (2). Although
cigarette smoking is a major risk factor in the develop-
ment of lung cancer, only 10% to 15% of all smokers
develop lung cancer, suggesting that variation in
individual susceptibility to tumorigenesis of lung cancer
(3-5). Susceptibility differences may be inherited in genes
encoding for the metabolism of carcinogens or DNA
repair molecules, which are essential in protecting the
genomic integrity of the cells (6-8).

One of the DNA repair pathways is the DNA base
excision repair pathway, which repairs the DNA damage

caused by oxidation and alkylation and thus protects
cells against the toxic effects of endogenous and
exogenous agents (9, 10). Specifically, the damaged bases
of purine and pyrimidine are recognized and excised by
specific DNA glycosylases, leaving abasic sites. Apur-
inic/apyrimidinic endonuclease (APE) then incise the
DNA 5¶ to the abasic sites; further repair proceeds to
short-patch (when the gap is only one nucleotide) or
long-patch (when the gap is two or more nucleotides)
subpathways of base excision repair (11). The major
human APE, APE1 (also known as APE, APEX, HAP1,
and REF-1), plays a central role in the base excision
repair pathway. As a member of APE, it initiates repair of
apurinic/apyrimidinic sites in DNA produced either
spontaneously hydrolyzing the 5¶-phosphodiester bone
of the apurinic/apyrimidinic site or after enzymatic
removal of damaged bases. The repair activity of APE1
serves to protect the cell from the apurinic/apyrimidinic
sites that can accumulate in DNA via endogenous and
exogenous sources. In addition to APE activity, it can
also act as a 3¶-phosphodiesterase, initiating repair of
DNA strands breaks with 3¶-blocking damage, which are
produced either directly by reactive oxygen species or
indirectly through the enzymatic removal of damaged
bases (12, 13). As importantly, APE1 also functions as a
reduction-oxidation activators of several transcription
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apurinic/apyrimidinic sites arise per day in mammalian
cell grown under normal physiologic conditions (22). In
this study, we found that the -656T>G variant in the
APE1 promoter was associated with a significantly
decreased risk for lung cancer (Table 2). We subsequently
showed that the -656T>G polymorphism was associated
with altered promoter activity in vitro (Fig. 1). Further-
more, APE1 variant genotypes or haplotypes were
significantly associated with the risk for lung cancer for
the heavy smokers, but not for the light or never
smokers, which reflects a gene-environment interaction
(Tables 3-5). This study is an important addition to
previously published work investigating polymorphisms
in the genes involved in the base excision repair pathway
(7, 8, 23) and provides a new base excision repair marker
for detecting genetic susceptibility to lung cancer.

In the current study, the APE1 promoter polymor-
phism was first evaluated for its role in risk for lung
cancer, and we provided evidence from both genotypic
and phenotypic approaches. Firstly, carriers with -656 G
alleles in the APE1 gene were at a decreased risk for lung
cancer compared with individuals having -656 T alleles
(Table 2). Second, the in vitro promoter assay revealed
that the -656 G allele had a significantly higher
transcriptional activity than that of the -656 T allele
(Fig. 1). The -656 G allele with a higher APE1 promoter
activity was associated with a significantly decreased risk

for lung cancer, suggesting that the "higher production"
genotype for APE1 may offer protection against the
development of lung cancer. This is biologically plausible
because APE1 plays an important role in the base
excision repair pathway, which is a protective mecha-
nism against the largest number of cytotoxic and
mutagenic base lesions and has been associated with
risk for human cancers (23). More extensive studies on
APE1 may provide additional insight into the function-
ality of the -656T>G single-nucleotide polymorphism.

The APE1 promoter polymorphism and their haplo-
types interacted with cigarette smoking were also
evaluated. We found that APE1 promoter variant
genotypes or haplotypes were significantly associated
with a decreased risk for lung cancer among heavy
smokers (Tables 3-5), suggesting that the APE1 promoter
polymorphism or haplotype in core base excision repair
reaction had a great effect on the risk of heavy smokers
only, not of light or never smokers. It is possible the
variant protein is associated with increased repair
activity and that this increase is influenced by gene-
environment interaction. One example in support of such
a model is that the XRCC1 Arg194Trp was associated
with a decreased risk for lung cancer among heavy
smokers (24, 25); it has been shown that individuals with
wild-type XRCC1 Arg194Trp (Arg/Arg) exhibited more
chromosomal breaks per cell in mutagen sensitivity assay

Table 4. Distribution of APE1 haplotypes between lung cancer cases and controls and association with risk for
lung cancer stratified by smoking habit

Haplotypes* Never smokers Light smokers
c

Heavy smokers
c

Controls,
n (%)

Cases, n (%) OR (95% CI)
b

Controls,
n (%)

Cases,
n (%)

OR (95% CI)
b

Controls,
n (%)

Cases,
n (%)

OR (95% CI)
b

TATT 345 (37.33) 365 (39.54) 1.00 (reference) 116 (40.97) 60 (41.85) 1.00 (reference) 70 (34.93) 163 (44.97) 1.00 (reference)
GATT 187 (20.26) 171 (18.46) 0.86 (0.67-1.12) 33 (11.66) 21 (14.49) 1.23 (0.66-2.31) 51 (25.51) 54 (14.81) 0.45 (0.28-0.73)
GATG 128 (13.85) 126 (13.65) 0.93 (0.70-1.24) 58 (20.62) 21 (14.38) 0.70 (0.39-1.26) 32 (15.85) 44 (12.18) 0.59 (0.35-1.04)
TATG 145 (15.64) 145 (15.66) 0.95 (0.72-1.24) 31 (10.97) 22 (15.46) 1.37 (0.73-2.57) 21 (10.71) 62 (17.11) 1.27 (0.72-2.24)
GACG 61 (6.62) 66 (7.17) 1.02 (0.71-1.49) 25 (8.97) 13 (8.74) 1.01 (0.48-2.11) 14 (7.00) 24 (6.67) 0.74 (0.36-1.51)
TGTG 17 (1.86) 24 (2.61) 1.33 (0.71-2.53) 3 (1.17) 3 (1.84) 1.93 (0.38-9.87) 9 (4.43) 9 (2.35) 0.68 (0.14-1.13)
Global
test

P5df = 0.765 P5df = 0.486 P5df = 0.003

Abbreviations: OR, odds ratio; 5df, 5 degree of freedom.
*Composed of four polymorphic sites: -656T>G, 400A>G, 630T>C, and 1350T>G polymorphisms. Haplotypes that had a frequency of <2% were excluded
from analysis.
cLight and heavy were defined according to the median pack-year value of cumulative cigarette dose among the control population (light, pack-years V
27.80; heavy, pack-years > 27.80).
bCrude odds ratio was calculated by using the most common haplotype as the reference.

Table 5. Association between combined diplotypes of APE1 and risk for lung cancer stratified by smoking habit

Haplotype pairs* Never smokers Light smokers
c

Heavy smokers
c

Controls,
n (%)

Cases,
n (%)

aOR (95% CI)
b

Controls,
n (%)

Cases,
n (%)

aOR (95% CI)
b

Controls,
n (%)

Cases,
n (%)

aOR (95% CI)
b

Othersx/othersx 186 (40.23) 181 (39.16) 1.00 (reference) 50 (35.51) 30 (41.38) 1.00 (reference) 30 (29.03) 82 (45.19) 1.00 (reference)
Othersx/G(NNN) 200 (43.33) 211 (45.70) 1.05 (0.77-1.44) 65 (46.37) 30 (41.38) 0.79 (0.39-1.58) 47 (49.46) 75 (41.40) 0.44 (0.25-0.78)
G(NNN)/G(NNN) 76 (16.44) 70 (15.14) 1.01 (0.66-1.54) 26 (18.12) 12 (17.24) 0.80 (0.32-2.0) 23 (21.51) 24 (13.41) 0.28 (0.13-0.57)
Trend test P = 0.900 P = 0.551 P < 0.001

Abbreviation: aOR, adjusted odds ratio.
*Composed of four polymorphic sites: -656T>G, 400A>G, 630T>C, and 1350T>G polymorphisms.
cLight and heavy were defined according to the median pack-year value of cumulative cigarette dose among the control population (light, pack-years V
27.80; heavy, pack-years > 27.80).
bData were adjusted for age and gender.
x Other than G(NNN) combination.
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Mutations in Pericentrin cause Seckel syndrome with defective
ATR-dependent DNA damage signalling
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Abstract
Expansion of the brain is one of the defining characteristics of modern humans. Seckel syndrome
(MIM210600), a disorder of markedly reduced brain and body size1,2, is associated with defective
ATR-dependant DNA damage signalling3. Previously, only a single hypomorphic mutation of
ATR has been identified in this genetically heterogeneous condition4. We now report that
mutations in pericentrin (PCNT) also cause Seckel syndrome, resulting in its loss from the
centrosome, where it has key functions anchoring both structural and regulatory proteins5,6.
Furthermore, we find that PCNT-Seckel patient cells have defects in ATR-dependent checkpoint
signalling, providing the first evidence linking a structural centrosomal protein with DNA damage
signalling. These findings also suggest that other known microcephaly genes implicated in either
DNA repair responses7 or centrosomal function8,9, may act in common developmental pathways
determining human brain and body size.

Seckel syndrome is an autosomal recessive disorder of intra-uterine growth retardation,
severe proportionate short stature and marked microcephaly1,2. The ataxia-telancgiectasia
and Rad3-related (ATR) gene is mutated in Seckel syndrome (ATR-Seckel)4, and encodes a
phosphotidylinositol-3-kinase-like kinase which has distinct, but overlapping functions with
ATM, in co-ordinating the response to DNA damage10. ATR is activated by single stranded
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Perspective

Human DNA Repair Systems: An Overview

Zhe Yu,* Jian Chen, Barry N. Ford, Moyra E. Brackley, and
Barry W. Glickman

Centre for Environmental Health and the Department of Biology,
University of Victoria, Victoria, BC, Canada

DNA repair systems act to maintain genome integ-
rity in the face of replication errors, environmental
insults, and the cumulative effects of age. More
than 70 human genes directly involved in the five
major pathways of DNA repair have been de-
scribed, including chromosomal location and
cDNA sequence. However, a great deal of infor-
mation as to the precise functions of these genes
and their role in human health is still lacking.

Hence, we summarize what is known about these
genes and their contra part in bacterial, yeast, and
rodent systems and discuss their involvement in
human disease. While some associations are al-
ready well understood, it is clear that additional
diseases will be found which are linked to DNA
repair defects or deficiencies. Environ. Mol. Muta-
gen. 33:3–20, 1999 © 1999 Wiley-Liss, Inc.

Key words: DNA repair; molecular epidemiology; human disease; mutation; cancer

INTRODUCTION

DNA repair can be defined in a general sense as a range
of cellular responses associated with restoration of the ge-
netic instructions as provided by the normal primary DNA
sequence. In the literature of mutagenesis, this definition is
frequently relaxed so that additional cellular responses to
DNA damage are included. For example, DNA damage may
simply be tolerated, or abnormal base sequence generated
for the sake of cell survival. While a complete understand-
ing of DNA repair (or misrepair) is still lacking, almost
three decades of studies of prokaryotes yield considerable
insight into DNA repair systems. Additional information
has also come from studies of yeast. Numerous human DNA
repair genes showing homology with DNA repair genes of
bacteria or yeast have been identified, sequenced, and their
protein products characterized [Roldan-Arjona et al., 1997].

An alternative route of discovery of human DNA repair
genes has been through searching for the causative defects
in human disease. The first human repair deficiency disease
identified wasxeroderma pigmentosum(XP) [Jung and
Bantle, 1971; Stich, 1975], a hereditary deficiency in any of
several nucleotide excision repair genes. Other human dis-
orders related to defective DNA repair or defective cellular
responses to DNA damage includetrichothiodystrophy[Re-
bora and Crovato, 1987],Cockayne syndrome, Fanconi’s
anemia[Poon et al., 1975],ataxia telangiectasia[Vincent et
al., 1975], Bloom’s syndrome[Inoue et al., 1977], and
hereditary nonpolypopsis colorectal cancer(HNPCC)
[Fishel et al., 1993; Bronner et al., 1994]. Clinical disease

arising from defects in DNA repair is complex and often
severe. Interpreting the relationship between DNA repair
and disease has been facilitated by cell lines and animal
models carrying mutations or knock-outs of these repair
genes, resulting in chromosomal mapping, cloning, and
sequencing of DNA repair genes, as well as biochemical
studies of specific pathways and responses.

We elected to divide DNA repair into five systems,
mainly on the basis of substrate or mechanism. These cat-
egories are not exclusive; there may be functional overlap
between repair systems. We describe each system, its con-
nection to known disease, and identify some questions for
further study. We also propose some approaches for future
investigation, including the emergent field of molecular
epidemiology.

DIRECT REPAIR

The simplest response to DNA damage is to remove or
reverse the lesion in a single-step reaction, restoring the
local sequence to its original state (Table I). In bacteria and
yeast, for example, several photolyases can directly reverse
DNA damage resulting from UV or cisplatin treatment
[Sancar, 1996], in a light-dependent reaction. It is not sur-

*Correspondence to: Zhe Yu, Centre for Environmental Health and the
Department of Biology, University of Victoria, P.O. Box 3020 STN CSC,
Victoria, BC, V8W 3N5, Canada. E-mail: zheyu@uvic.ca
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netic instructions as provided by the normal primary DNA
sequence. In the literature of mutagenesis, this definition is
frequently relaxed so that additional cellular responses to
DNA damage are included. For example, DNA damage may
simply be tolerated, or abnormal base sequence generated
for the sake of cell survival. While a complete understand-
ing of DNA repair (or misrepair) is still lacking, almost
three decades of studies of prokaryotes yield considerable
insight into DNA repair systems. Additional information
has also come from studies of yeast. Numerous human DNA
repair genes showing homology with DNA repair genes of
bacteria or yeast have been identified, sequenced, and their
protein products characterized [Roldan-Arjona et al., 1997].

An alternative route of discovery of human DNA repair
genes has been through searching for the causative defects
in human disease. The first human repair deficiency disease
identified wasxeroderma pigmentosum(XP) [Jung and
Bantle, 1971; Stich, 1975], a hereditary deficiency in any of
several nucleotide excision repair genes. Other human dis-
orders related to defective DNA repair or defective cellular
responses to DNA damage includetrichothiodystrophy[Re-
bora and Crovato, 1987],Cockayne syndrome, Fanconi’s
anemia[Poon et al., 1975],ataxia telangiectasia[Vincent et
al., 1975], Bloom’s syndrome[Inoue et al., 1977], and
hereditary nonpolypopsis colorectal cancer(HNPCC)
[Fishel et al., 1993; Bronner et al., 1994]. Clinical disease

arising from defects in DNA repair is complex and often
severe. Interpreting the relationship between DNA repair
and disease has been facilitated by cell lines and animal
models carrying mutations or knock-outs of these repair
genes, resulting in chromosomal mapping, cloning, and
sequencing of DNA repair genes, as well as biochemical
studies of specific pathways and responses.

We elected to divide DNA repair into five systems,
mainly on the basis of substrate or mechanism. These cat-
egories are not exclusive; there may be functional overlap
between repair systems. We describe each system, its con-
nection to known disease, and identify some questions for
further study. We also propose some approaches for future
investigation, including the emergent field of molecular
epidemiology.

DIRECT REPAIR

The simplest response to DNA damage is to remove or
reverse the lesion in a single-step reaction, restoring the
local sequence to its original state (Table I). In bacteria and
yeast, for example, several photolyases can directly reverse
DNA damage resulting from UV or cisplatin treatment
[Sancar, 1996], in a light-dependent reaction. It is not sur-
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prising that human homologs of, e.g., theE. coli (6-4)
photolyase have been found [van der Spek et al., 1996;
Todo et al., 1997], since photolyases probably appeared
even before eukaryotes in evolutionary history. Neverthe-
less, the expression of this enzyme in all human tissues [van
der Spek et al., 1996; Todo et al., 1997] is paradoxical,
because visible light is not available in most tissues. Pho-
tolyase has been shown to bind to cisplatin-damaged DNA
[Fox et al., 1994]. In addition, it was recently demonstrated
that photolyase activity may be induced by oxidative stress
[Mitani and Shima, 1995]. In Saccharomyces, mutation of
photolyase is associated with resistance to MNNG, 4NQO,
and cis-diamminechloroplatinum [Fox et al., 1994]. Perhaps
the binding of photolyase with chemical or UV-damaged
DNA [Sibghat-Ullah and Sancar, 1990] serves as a regula-
tory signal for other repair pathways [Ozer et al., 1995] or
some yet unidentified source for energy exists.

A second direct repair enzyme in human is O6-methyl-
guanine DNA methyltransferase (MGMT). MGMT is im-
portant in the repair of alkylation damage. The alkyl group
from the lesion is transferred to a cysteine residue in the
active site of MGMT [Hazra et al., 1997], in an irreversible
reaction which is not strictly catalytic. In addition to O6-
methylguanine, MGMT repairs larger alkylation lesions,
including O6-ethylguanine, O6-butylguanine, and O4-meth-
ylthymine, but with lower efficiency [Sancar, 1995].

The inactivated alkyl-MGMT is degraded via the ubiq-
uitin proteolytic pathway [Srivenugopal et al., 1996]. This
process is ATP-dependent, but enormously energy-consum-
ing (in addition to the cost of producing the 22kDa protein)
given that the payoff is the removal of a single alkyl group.
While human cells do have other, less costly, repair systems
to deal with alkylation damage, these are slow relative to
direct repair. The implication is that alkylation damage such
as O6-methylguanine may have immediate consequences

for the cell and must be rapidly removed even at substantial
energy expenditure.

It is worth noting that even though 20% of human tumor
cell lines have reduced MGMT activity and enhanced sen-
sitivity to alkylating agents such as MNNG (Mer– pheno-
type) [Sancar, 1995], there are few direct data suggesting
that mutations in themgmtgene contribute to cancer. There
is one report of a highmgmtmutation frequency (7/40) and
gene deletions (2/30) in tumor samples from esophageal
cancer patients [Wang et al., 1997].

Mutations in themgmt sequence are not consistently
observed in cells that lack MGMT activity [Mitra and
Kaina, 1993]. Low MGMT activity in the absence of a
detectable gene defect suggests the potential importance of
epigenetic regulation of DNA repair genes. Methylation of
cytosines in discrete regions of the CpG island in themgmt
promoter has been shown to reducemgmtexpression [Patel
et al., 1997; Qian and Brent, 1997; Watts et al., 1997].
Methylation of distant sites upstream and downstream may
also contribute to control of the gene by creating condensed
chromatin structure [Pieper et al., 1996] inaccessible to
transcriptional activation functions. Hypomethylation of se-
quence downstream of the gene has also been observed to
be associated with the Mer– phenotype [Harris et al.,
1996b]. There is also evidence suggesting that MEBP
(MGMT enhancer binding protein) can bind to an enhancer
region of themgmt, causing upregulation ofmgmtexpres-
sion. In some Mer– cells, MEBP is restricted in cytoplasm
and cannot function in the nucleus [Chen et al., 1997].
MEBP is most likely a novel transcription factor, but little
is known about this protein.

MGMT activity is related to tumor induction and drug
resistance. Reduced MGMT activity has been suggested as
a predisposing factor for brain tumors, where alkylation-
related mutagenesis may provide the driving force [Silber et

TABLE I. Direct Repair Enzymes

Human enzyme
Size & gene

location
E. coli

homolog
S. cere.
homolog

Rodent
homolog Function

Associated
disease Reference

(6-4) photolyase 66kDa
12q23–12q24.1

(6-4)
photolyase

(6-4)
photolyase

(6-4)
photolyase

Not clear [1]

MGMT (O6-
methylguaine
DNA methyl
transferase)

22kDa
10q24.33–qter

MGMT MGMT MGMT Transfers the methyl group
from O6-methylG of
DNA to its own cysteine
residue

Cancers:
brain,
esophageal

[2]

MEBP (MGMT
enhancer binding
protein)

45kDa Binds to the 59bp
enhancer region of
MGMT and regulates
the expression of
MGMT

[3]

[1] Sibghat-Ullah and Sancar, 1990; Fox et al., 1994; Mitani and Shima, 1995; Ozer et al., 1995; Sancar, 1996; van der Spek et al., 1996; Todo et al.,
1997.
[2] Mitra and Kaina, 1993; Ozer et al., 1995; Sancar, 1995; Becker et al., 1996; Grombacher et al., 1996; Harris et al., 1996a; Pieper et al., 1996; Silber
et al., 1996; Srivenugopal et al., 1996; Tsuzuki et al., 1996; Becker et al., 1997; Fukuchi et al., 1997; Hazra et al., 1997; Nagane et al., 1997; Patel et
al., 1997; Qian and Brent, 1997; Sakumi et al., 1997; Wang et al., 1997; Watts et al., 1997; Kawate et al., 1998a.
[3] Chen et al., 1997.
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prising that human homologs of, e.g., theE. coli (6-4)
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because visible light is not available in most tissues. Pho-
tolyase has been shown to bind to cisplatin-damaged DNA
[Fox et al., 1994]. In addition, it was recently demonstrated
that photolyase activity may be induced by oxidative stress
[Mitani and Shima, 1995]. In Saccharomyces, mutation of
photolyase is associated with resistance to MNNG, 4NQO,
and cis-diamminechloroplatinum [Fox et al., 1994]. Perhaps
the binding of photolyase with chemical or UV-damaged
DNA [Sibghat-Ullah and Sancar, 1990] serves as a regula-
tory signal for other repair pathways [Ozer et al., 1995] or
some yet unidentified source for energy exists.

A second direct repair enzyme in human is O6-methyl-
guanine DNA methyltransferase (MGMT). MGMT is im-
portant in the repair of alkylation damage. The alkyl group
from the lesion is transferred to a cysteine residue in the
active site of MGMT [Hazra et al., 1997], in an irreversible
reaction which is not strictly catalytic. In addition to O6-
methylguanine, MGMT repairs larger alkylation lesions,
including O6-ethylguanine, O6-butylguanine, and O4-meth-
ylthymine, but with lower efficiency [Sancar, 1995].

The inactivated alkyl-MGMT is degraded via the ubiq-
uitin proteolytic pathway [Srivenugopal et al., 1996]. This
process is ATP-dependent, but enormously energy-consum-
ing (in addition to the cost of producing the 22kDa protein)
given that the payoff is the removal of a single alkyl group.
While human cells do have other, less costly, repair systems
to deal with alkylation damage, these are slow relative to
direct repair. The implication is that alkylation damage such
as O6-methylguanine may have immediate consequences

for the cell and must be rapidly removed even at substantial
energy expenditure.

It is worth noting that even though 20% of human tumor
cell lines have reduced MGMT activity and enhanced sen-
sitivity to alkylating agents such as MNNG (Mer– pheno-
type) [Sancar, 1995], there are few direct data suggesting
that mutations in themgmtgene contribute to cancer. There
is one report of a highmgmtmutation frequency (7/40) and
gene deletions (2/30) in tumor samples from esophageal
cancer patients [Wang et al., 1997].

Mutations in themgmt sequence are not consistently
observed in cells that lack MGMT activity [Mitra and
Kaina, 1993]. Low MGMT activity in the absence of a
detectable gene defect suggests the potential importance of
epigenetic regulation of DNA repair genes. Methylation of
cytosines in discrete regions of the CpG island in themgmt
promoter has been shown to reducemgmtexpression [Patel
et al., 1997; Qian and Brent, 1997; Watts et al., 1997].
Methylation of distant sites upstream and downstream may
also contribute to control of the gene by creating condensed
chromatin structure [Pieper et al., 1996] inaccessible to
transcriptional activation functions. Hypomethylation of se-
quence downstream of the gene has also been observed to
be associated with the Mer– phenotype [Harris et al.,
1996b]. There is also evidence suggesting that MEBP
(MGMT enhancer binding protein) can bind to an enhancer
region of themgmt, causing upregulation ofmgmtexpres-
sion. In some Mer– cells, MEBP is restricted in cytoplasm
and cannot function in the nucleus [Chen et al., 1997].
MEBP is most likely a novel transcription factor, but little
is known about this protein.

MGMT activity is related to tumor induction and drug
resistance. Reduced MGMT activity has been suggested as
a predisposing factor for brain tumors, where alkylation-
related mutagenesis may provide the driving force [Silber et
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[1] Sibghat-Ullah and Sancar, 1990; Fox et al., 1994; Mitani and Shima, 1995; Ozer et al., 1995; Sancar, 1996; van der Spek et al., 1996; Todo et al.,
1997.
[2] Mitra and Kaina, 1993; Ozer et al., 1995; Sancar, 1995; Becker et al., 1996; Grombacher et al., 1996; Harris et al., 1996a; Pieper et al., 1996; Silber
et al., 1996; Srivenugopal et al., 1996; Tsuzuki et al., 1996; Becker et al., 1997; Fukuchi et al., 1997; Hazra et al., 1997; Nagane et al., 1997; Patel et
al., 1997; Qian and Brent, 1997; Sakumi et al., 1997; Wang et al., 1997; Watts et al., 1997; Kawate et al., 1998a.
[3] Chen et al., 1997.
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exploiting complete knockouts of these latter genes are
unlikely to be viable, but tissue-specific knockouts using
recombinase systems [Gu et al., 1994; Agah et al., 1997],
are likely to be informative.

NUCLEOTIDE EXCISION REPAIR (NER)

Nucleotide excision repair repairs bulky DNA adducts
such as acetylaminofluorene-guanine, cisplatin-guanine,
psoralen-thymine adducts, thymine dimers, and 6-4 photo-
products. NER has been extensively studied in bacteria and
yeast systems and in human XP syndrome cells. Human
NER system has considerable complexity. For example, the
major enzyme, excinuclease, is a complex of at least 16
polypeptides (Table III) [Sancar, 1995 and 1996]. NER can
be described as having four stages: damage recognition/pre-
incision, incision, gap-filling, and ligation.

The damage recognition factor is thought to be a complex
of replication protein A (RPA) and XPA [He et al., 1995; Li
et al., 1995; Matsuda et al., 1995] based on its affinity to
damaged DNA. The XPA-RPA complex with its multiple
interactions with transcription factor IIH (TFIIH/XPB/
ERCC3) [Park et al., 1995], XPF-ERCC1 [Li et al., 1994;
Park and Sancar, 1994], and XPG [He et al., 1995] might
constitute the nucleation component for the remaining sub-
units of the excinuclease.

The excision process is carried out by single-strand inci-
sions flanking the lesion. These are accomplished in an
ATP-dependent manner by the excinuclease complex,
which cuts at the 5th phosphodiester bond 3’ and the 24th

phosphodiester bond 5’ to the lesion [Mayne and Lehmann,
1982; Huang et al., 1992]. The exact incision sites may vary
with type of lesion and sequence context [Huang and San-
car, 1994; Mu et al., 1994]. This is probably due to differ-
ences in three-dimensional structure of DNA distorted by
different bulky damage. Since this 16-subunit excinuclease
complex is conformationally fixed [Li et al., 1994; Park and
Sancar, 1994; He et al., 1995; Park et al., 1995], with the
XPA-RPA subunit binding to the damage, the incision sites
have to be spatially close to the active nicking domain of the
enzyme complex.

XPG is the 3’ nuclease of human excinuclease
[O’Donovan et al., 1994]. Detailed studies have revealed
XPG to have three types of nuclease activities: single-
strand-specific endonuclease [Habraken et al., 1994;
O’Donovan et al., 1994], 5’ to 3’ exonuclease [Habraken et
al., 1994], and flap endonuclease (FEN) activity
[O’Donovan et al., 1994]. FEN cleaves a DNA flap with a
5’-single stranded-end at the single-strand to double-strand
DNA junction. FEN activity is stimulated by RPA [Sancar,
1996]. XPF-ERCC1 complex makes the 5’ incision. XPF-
ERCC1 is also likely involved in recombinational repair, as
evidenced by the unusual sensitivity of XPF mutants to
crosslinking agents such as mitomycin [Hoy et al., 1985].

The gap generated by incision/excision is filled by DNA

synthesis from the exposed 3’OH, carried out by poly-
merasesd ande [Pan et al., 1995], DNA ligase, and acces-
sory factors. Proliferating cell nuclear antigen (PCNA)
functions as a processivity factor for DNA polymerased
ande and is required for NER [Pan et al., 1995].

The least understood proteins of NER are XPC and XPE.
XPC protein binds DNA with high affinity, but without any
obvious specificity [Sancar, 1996]. XPC null mutants carry
out normal strand-specific repair of transcribed genes, but
are defective in overall repair [Venema et al., 1990; van
Hoffen et al., 1995]. This may be because stalling at a lesion
of the elongation complex obviates the need for XPC [San-
car, 1996]. The excision of nontranscribed sequences, how-
ever, does occur without XPC when naked DNA is provided
as the substrate. Although human excinuclease activity can
be reconstituted in vitro in the absence of XPC, both the
excised oligomer and the damaged strand in the preincision
complex are extensively degraded [Mu et al., 1996]. This
observation suggested that XPC may bind to the damaged
strand in the preincision complex and help target the nucle-
ase subunits of the excinuclease to the proper site while
protecting the rest of the DNA in the preincision complex
from attacks by the two nuclease subunits, XPG and XPF-
ERCC1.

XPE protein is not required for excision, although it may
have a stimulatory effect [Mu et al., 1995]. Recently, XPE
has been identified as a “hit and run” activator of another
UV-damaged DNA binding protein (DDB), p125 [Hwang et
al., 1998].

The relationship of NER to human disease manifests as
cancer susceptibility in XP patients. In contrast, Cockayne’s
syndrome (CS) and trichothiodystrophy (TTD) are disorders
with defective NER, but show no evidence for increased
risk of cancers. XP cancer risk correlates with a mammalian
SOS-like response called enhanced reactivation (ER) of
viruses. The radiation-induced activation of the ornithine
decarboxylase (ODC) gene, a putative proto-oncogene, is
required for this response [Terleth et al., 1997]. A lack of
ODC induction and ER is associated with the absence of
cancer susceptibility in TTD patients and some XP patients.
However, repair deficiency does not always explain the lack
of ODC induction and ER [Terleth et al., 1997]. NER
enzymes are multifunctional and involved in other cellular
processes, such as cell cycle regulation [Hwang et al.,
1996]. Gene defects of these enzymes may promote cancers
in many pathways such as cell cycle regulation failure in
addition to NER deficiency.

MISMATCH REPAIR MMR)

Mismatched basepairs arise through processes including
misincorporations during DNA replication, formation of
heteroduplexes, and secondary structure such as imperfect
palindromes [Bishop et al., 1985]. Mismatches can also be
the result of deamination of 5-methylcytosine to uracil
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which escapes detection and removal by uracil N-glycosy-
lase, resulting in a G:T mismatch. Neither direct repair nor
excision repair deals with mispaired bases. These processes
have no mechanism to distinguish between the correct pa-
rental strand and the strand containing the misinformation.
Mismatch repair (MMR) is a mechanism for resolving such
situations. The essential strategy of MMR is similar to that
of excision repair, in that a patch of nucleotides is removed
from one strand, followed by repair synthesis and ligation.
Two types of mismatch repair, long-patch and short-patch,
have been demonstrated in human cells. Long-patch repair
has large excision tracts but little or no sequence specificity.
Short-patch repair is specific for a defined sequence context
and results in the excision of just one or a few nucleotides.

In human cells, six genes, hMSH2, hMSH3, hMSH6,
hMLH1, hPMS1, and hPMS2, have been characterized as
homologs of theE. coli and yeast long-patch MMR genes
(Table IV). HMSH2, hMSH3, hMSH6, and Pep-3/Duc-1
are human homologs ofE. coli MutS. In the presence of
ATP, these enzymes can bind to DNA heteroduplex and
initiate long-patch MMR. G:T mismatches are detected by
hMSH6 (also called G/T mismatch binding protein), which
forms a heterodimer with hMSH2 before binding [Palombo
et al., 1995; Gradia et al., 1997]. Human MutL homologs,
such as hMLH1, hPMS1, and hPMS2, also play important
roles in MMR, presumably in the same way as MutL does
in E. coli. However, there is little direct evidence indicating
how they work in human cells.

Long-patch MMR removes a patch of one of the DNA
strands from an incision on the to-be-removed strand to
90 ; 170 nucleotides beyond the mismatch [Fang and
Modrich, 1993]. However, human MutH homologs have not
been found. It remains to be determined which protein
makes the incision and which removes the long patch con-
taining the mismatched base (bases) after activation by
human MutS and MutL homologs. If the human long-patch
MMR system has a similar mechanism to that ofE. coli, a
DNA helicase must also be involved both to separate the
DNA double-strand and to protect the remaining single-
strand gap from being attacked by other enzymes. Repair
DNA synthesis is carried out by DNA polymerasea/d
[Holmes et al., 1990].

In short-patch repair, three human enzymes have been
found possessing nicking activities specific for mismatch-
containing DNA. They are T/G-specific [Wiebauer and Jir-
icny, 1989], A/G-specific, and all-type mismatch nicking
enzymes, respectively [Yeh et al., 1991] (Table IV). The
mode of action of these enzymes differs. The all-type nick-
ing enzyme cuts only the first phosphodiester bond 5’ to the
mismatch, while A/G-specific enzyme cuts both 5’ and 3’ to
the mismatched A but not the G. In the case of the T/G-
specific enzyme, the thymine is removed by G/T-specific
thymine DNA glycosylase (TDG) [Neddermann et al.,
1996] generating an AP site opposite the G [Wiebauer and
Jiricny, 1990]. The downstream processes are similar to

base excision repair, while the single nucleotide gap is
likely filled by Pol ß.

Interestingly, in either an A/G mismatch or a T/G mis-
match, it is usually the guanine that remains untouched by
mismatch-specific glycosylases [Wiebauer and Jiricny,
1990; Yeh et al., 1991]. DNA polymerase has the tendency
to mistakenly introduce A, hence creating a mismatched A
[Kuchta et al., 1988; Eger and Benkovic, 1992] and deami-
nation of 5-methylcytosine is frequent, leading to
C3U3T/G mismatch [Shen et al., 1994]. Thus the gua-
nine residue frequently encodes the correct information, and
glycosylase functions seem to have evolved in concert with
intrinsic cellular mistakes in DNA synthesis and repair.

Defects in hMLH1, hMSH2, hMSH6, hPMS1, and
hPMS2 are associated with hereditary nonpolyposis colo-
rectal cancer (HNPCC). Human cell lines deficient in either
hMLH1 or hMSH2 are also defective in the transcription
coupled repair (TCR) of UV-induced DNA damage, but
only the hMSH2 deficiency, not hMLH1, results in reduced
TCR of oxidative damage, including thymine glycols
[Leadon and Avrutskaya, 1997]. hMSH3 has not been re-
ported to be associated with HNPCC.

Mutations in one mismatch gene can enhance the fre-
quency of other mismatch repair gene mutations, such as of
hMSH3, resulting in severe microsatellite instability
[Akiyama et al., 1997b]. Human thymine DNA glycosylase
(TDG) maps at chromosome 12q22-q24.1, a region of fre-
quent loss of heterozygosity in gastric cancer [Schmutte et
al., 1997]. However, no mutations have been identified in
the coding regions of TDG in gastric cancer samples. The
Werner syndrome (WS) gene is also apparently involved in
MMR in a cell or tissue-specific manner, as mismatch repair
is defective in fibroblastoid, but not lymphoblastoid cell
lines from WS patients [Bennett et al., 1997]. The Werner
syndrome gene may be a tissue-specific regulator of mis-
match repair. This interesting observation also suggests that
experimental models of human DNA MMR systems must
be interpreted with full consideration of the differences in
tissue specificity of DNA repair. Interestingly, since it is
apparent that most DNA repair systems are regulated to
some extent, tissue specificity may be a broader concern
than has been previously suggested. Such specificities may
also lie at the heart of the question of the tumor site-
specificity of already known repair deficiencies, such as
HNPCC.

DOUBLE-STRAND BREAK REPAIR

Double-strand breaks (DSB) in DNA arise under physi-
ological conditions, including somatic recombination or the
overlapping of extensive excision repair tracts [Lieber,
1991]. They are also produced directly by ionizing radiation
and oxidative insults [Dizdaroglu, 1992; Demple and Har-
rison, 1994]. Unresolved DSBs block replication and tran-
scription of involved sequences. Further, exposed ends of
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which escapes detection and removal by uracil N-glycosy-
lase, resulting in a G:T mismatch. Neither direct repair nor
excision repair deals with mispaired bases. These processes
have no mechanism to distinguish between the correct pa-
rental strand and the strand containing the misinformation.
Mismatch repair (MMR) is a mechanism for resolving such
situations. The essential strategy of MMR is similar to that
of excision repair, in that a patch of nucleotides is removed
from one strand, followed by repair synthesis and ligation.
Two types of mismatch repair, long-patch and short-patch,
have been demonstrated in human cells. Long-patch repair
has large excision tracts but little or no sequence specificity.
Short-patch repair is specific for a defined sequence context
and results in the excision of just one or a few nucleotides.

In human cells, six genes, hMSH2, hMSH3, hMSH6,
hMLH1, hPMS1, and hPMS2, have been characterized as
homologs of theE. coli and yeast long-patch MMR genes
(Table IV). HMSH2, hMSH3, hMSH6, and Pep-3/Duc-1
are human homologs ofE. coli MutS. In the presence of
ATP, these enzymes can bind to DNA heteroduplex and
initiate long-patch MMR. G:T mismatches are detected by
hMSH6 (also called G/T mismatch binding protein), which
forms a heterodimer with hMSH2 before binding [Palombo
et al., 1995; Gradia et al., 1997]. Human MutL homologs,
such as hMLH1, hPMS1, and hPMS2, also play important
roles in MMR, presumably in the same way as MutL does
in E. coli. However, there is little direct evidence indicating
how they work in human cells.

Long-patch MMR removes a patch of one of the DNA
strands from an incision on the to-be-removed strand to
90 ; 170 nucleotides beyond the mismatch [Fang and
Modrich, 1993]. However, human MutH homologs have not
been found. It remains to be determined which protein
makes the incision and which removes the long patch con-
taining the mismatched base (bases) after activation by
human MutS and MutL homologs. If the human long-patch
MMR system has a similar mechanism to that ofE. coli, a
DNA helicase must also be involved both to separate the
DNA double-strand and to protect the remaining single-
strand gap from being attacked by other enzymes. Repair
DNA synthesis is carried out by DNA polymerasea/d
[Holmes et al., 1990].

In short-patch repair, three human enzymes have been
found possessing nicking activities specific for mismatch-
containing DNA. They are T/G-specific [Wiebauer and Jir-
icny, 1989], A/G-specific, and all-type mismatch nicking
enzymes, respectively [Yeh et al., 1991] (Table IV). The
mode of action of these enzymes differs. The all-type nick-
ing enzyme cuts only the first phosphodiester bond 5’ to the
mismatch, while A/G-specific enzyme cuts both 5’ and 3’ to
the mismatched A but not the G. In the case of the T/G-
specific enzyme, the thymine is removed by G/T-specific
thymine DNA glycosylase (TDG) [Neddermann et al.,
1996] generating an AP site opposite the G [Wiebauer and
Jiricny, 1990]. The downstream processes are similar to

base excision repair, while the single nucleotide gap is
likely filled by Pol ß.

Interestingly, in either an A/G mismatch or a T/G mis-
match, it is usually the guanine that remains untouched by
mismatch-specific glycosylases [Wiebauer and Jiricny,
1990; Yeh et al., 1991]. DNA polymerase has the tendency
to mistakenly introduce A, hence creating a mismatched A
[Kuchta et al., 1988; Eger and Benkovic, 1992] and deami-
nation of 5-methylcytosine is frequent, leading to
C3U3T/G mismatch [Shen et al., 1994]. Thus the gua-
nine residue frequently encodes the correct information, and
glycosylase functions seem to have evolved in concert with
intrinsic cellular mistakes in DNA synthesis and repair.

Defects in hMLH1, hMSH2, hMSH6, hPMS1, and
hPMS2 are associated with hereditary nonpolyposis colo-
rectal cancer (HNPCC). Human cell lines deficient in either
hMLH1 or hMSH2 are also defective in the transcription
coupled repair (TCR) of UV-induced DNA damage, but
only the hMSH2 deficiency, not hMLH1, results in reduced
TCR of oxidative damage, including thymine glycols
[Leadon and Avrutskaya, 1997]. hMSH3 has not been re-
ported to be associated with HNPCC.

Mutations in one mismatch gene can enhance the fre-
quency of other mismatch repair gene mutations, such as of
hMSH3, resulting in severe microsatellite instability
[Akiyama et al., 1997b]. Human thymine DNA glycosylase
(TDG) maps at chromosome 12q22-q24.1, a region of fre-
quent loss of heterozygosity in gastric cancer [Schmutte et
al., 1997]. However, no mutations have been identified in
the coding regions of TDG in gastric cancer samples. The
Werner syndrome (WS) gene is also apparently involved in
MMR in a cell or tissue-specific manner, as mismatch repair
is defective in fibroblastoid, but not lymphoblastoid cell
lines from WS patients [Bennett et al., 1997]. The Werner
syndrome gene may be a tissue-specific regulator of mis-
match repair. This interesting observation also suggests that
experimental models of human DNA MMR systems must
be interpreted with full consideration of the differences in
tissue specificity of DNA repair. Interestingly, since it is
apparent that most DNA repair systems are regulated to
some extent, tissue specificity may be a broader concern
than has been previously suggested. Such specificities may
also lie at the heart of the question of the tumor site-
specificity of already known repair deficiencies, such as
HNPCC.

DOUBLE-STRAND BREAK REPAIR

Double-strand breaks (DSB) in DNA arise under physi-
ological conditions, including somatic recombination or the
overlapping of extensive excision repair tracts [Lieber,
1991]. They are also produced directly by ionizing radiation
and oxidative insults [Dizdaroglu, 1992; Demple and Har-
rison, 1994]. Unresolved DSBs block replication and tran-
scription of involved sequences. Further, exposed ends of
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such fragments are prone to nuclease attack with subsequent
destruction [Rufer and Morgan, 1992]. Thus, efficient repair
of DSBs is necessary for local and overall genomic integrity
and for maintenance of gene expression.

Although work with radiation-sensitive cell lines sug-
gests that mammalian cells primarily rejoin DSBs by non-
homologous mechanisms, allelic recombinational repair is
also found in mammalian cells increased at least two orders
of magnitude by the induction of chromosomal DSB

[Moynahan and Jasin, 1997]. One of the possible conse-
quences of this is loss of heterozygosity (LOH).

Homologous DSB repair involves physical interactions of
RAD51, RAD52, and RPA [Park et al., 1996; Shen et al.,
1996] (Table V). RAD51 protein catalyzes homologous
recombination through its homologous pairing and strand-
exchange activities. RAD52 may modulate these activities
through its RAD51-interacting region (amino acids 291–
330). The ability of RAD52 to induce homologous recom-

TABLE IV. Mismatch Repair Enzymes

Human enzyme
Size & gene

location
E. coli

homolog
S. cere.
homolog

Rodent
homolog Function

Associated
disease Reference

hPMS1 2q31–33 Mut-L
HexB (S.
pneumoniae)

PMS1 Binds to MutS-heteroduplex
complexes

HNPCC,
glioma

[1]

hPMS2 110kDa
7p22

Mut-L
HexB (S.
pneumoniae)

PMS1 Forms heterodimer with hMLH1.
Binds to MutS-heteroduplex
complexes

HNPCC,
glioma

[2]

hMLH1 80kDa
3p22–23

Mut-L
HexB (S.
pneumoniae)

MLH1 Forms heterodimer with hPMS2.
Binds to MutS-heteroduplex
complexes

HNPCC,
glioma

[3]

hMSH2 100kDa
2pter–2qter

Mut-S
HexA (S.
pneumoniae)

MSH2 Interact with either hMSH3 or
hMSH6. Recognition of a
mismatch ATPase

HNPCC,
glioma

[4]

hMSH3 5q11–q13 Mut-S
HexA (S.
pneumoniae)

Recognition of a mismatch ATPase. [5]

hMSH6/GTBP (G/T
mismatch binding
protein)

160kDa
2p16

Mut-S
HexA (S.
pneumoniae)

Gtmbp Binds to G/T mismatch. Forms a
heterodimer with hMSH2

HNPCC,
glioma

[6]

Duc-1 123kDa Mut-S
HexA (S.
pneumoniae)

MSH3 Rep-3 Recognition of a mismatch
ATPase

[7]

T/G-mismatch
specific thymine
DNA glycosylase

55kDa
12q22–q24.1

Removes thymine base in a T/G
mismatch

Gastric
cancer

[8]

A/G-mismatch
specific nicking
enzyme

Simultaneously makes incisions at
the first phosphodiester bond
both 59 and 39 to the mismatched
adenine

[9]

All-type mismatch
nicking enzyme

Nicks the first phosphodiester bond
59 to any of the eight base
mismatches

[10]

DNA polymerasea Subunit A:
165kDa

Xp21.3–22.1
Subunit B:

70kDa

DNA
polymerase
I

DNA
polymerase
a

Repair synthesis [11]

DNA polymerased See Table III

[1] Yanagisawa et al., 1998.
[2] Li and Modrich, 1995; Fink et al., 1997.
[3] Bronner et al., 1994; Li and Modrich, 1995; Fink et al., 1997.
[4] Jiricny, 1994; Palombo et al., 1995; Acharya et al., 1996; Gradia et al., 1997; Leadon and Avrutskaya, 1997.
[5] Acharya et al., 1996; Akiyama et al., 1997.
[6] Palombo et al., 1995; Acharya et al., 1996; Akiyama et al., 1997; Gradia et al., 1997.
[7] Liu et al., 1994.
[8] Wiebauer and Jiricny, 1989, 1990; Neddermann and Jiricny, 1993; Neddermann et al., 1996; Sard et al., 1997; Schmutte et al., 1997.
[9] Yeh et al., 1991.
[10] Yeh et al., 1991.
[11] Wang et al., 1985; Wong et al., 1988; Holmes et al., 1990; Hsi et al., 1990; Collins et al., 1993.
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bination requires its binding to the p34 subunit of RPA. This
RPA binding domain is at amino acids 221–280. Recall that
RPA is also involved in NER—this may provide a linkage
between these two repair systems.

Nonhomologous end-joining pathway of DSB repair be-
gins with binding of the free ends by DNA-dependent
protein kinase (DNA-PK) [Price et al., 1997] (Table V).
DNA-PK is also involved in the regulation of transcription,
in apoptosis, and in viral infection of human cells [Lees-
Miller, 1996]. The catalytic subunit (p350) is actually
XRCC7 (X-ray cross complementing group 7) [Smider and
Chu, 1997]. DNA-end-binding protein Ku serves as the
regulatory subunit of DNA-PK [Smider and Chu, 1997;
Yaneva et al., 1997], enhancing repair accuracy, possibly by
protecting free ends from nucleolytic attack [Boulton and
Jackson, 1996]. Ku recruits DNA-PK p350 to DNA double-
strand breaks. Ku consists of two subunits, p86 (XRCC5)
and p70 (XRCC6). Ku is also involved in telomeric main-
tenance [Boulton and Jackson, 1996]. Upon binding to
DNA, DNA-PK is activated for its phosphorylation activity.
XRCC4 is an effective nuclear substrate of DNA-PK [Crit-
chlow et al., 1997]. Since XRCC4 is also tightly associated
with DNA ligase IV [Critchlow et al., 1997], it is a possible

bridge between the DSB recognition by DNA-PK and the
end-joining by DNA ligase IV.

Recent work suggests an association of XRCC4 and
DNA ligase IV via the unique C-terminus (BRCT motifs) of
ligase IV and their potential role in mammalian DNA dou-
ble-strand break repair [Critchlow et al., 1997a]. Mamma-
lian cells deficient in XRCC4 are impaired in DNA DSB
repair and are consequently hypersensitive to ionizing radi-
ation [Critchlow et al., 1997].

Naturally occurring SCID (severe combined immunode-
ficiency) mice provide an excellent study model for DSB
repair genes. Genomic clones that contain the human
DNA-PK gene complement the murine SCID defect [Pol-
toratsky et al., 1995]. AT cell lines are also deficient in DSB
repair which may be why they are sensitive to ionizing
radiation. Data has shown that hRad51 in cells from AT
patients is markedly increased after ionizing radiation [Bar-
low et al., 1997]. The exact function of ATM gene product
remains to be elucidated.

CELL CYCLE REGULATION AND DNA REPAIR

Cell cycle regulation (Table VI) is closely coupled
with DNA damage responses. Cells containing damaged

TABLE V. Double-Strand Break Repair Enzymes

Human enzyme
Size & gene

location
E. coli

homolog
S. cere.
homolog

Rodent
homolog Function

Associated
disease Reference

XRCC4 5q15–q21 XRCC4 Binds to the C-terminus of ligase IV. Involved in
DBS rejoing and V(D)J recombination

[1]

DNA-PK catalyzing
subunit (XRCC7)

350kDa XRCC7 Binds to linear DNA double-strand with the
presence of Ku70/86. Participates in end-
joining DSB repair and V(D)J recombination

[2]

DNA-PK regulatory
subunit (Ku86/
XRCC5)

86kDa
2q34–36

YKu XRCC5 DNA-end-binding proteins. Mediates
nonhomologous DNA end-joining
Also involved in telomeric maintenance

[3]

DNA-PK regulatory
subunit (Ku70/
XRCC6)

70kDa XRCC6

DNA ligase IV 96kDa
13q33–34

DNL4 Associates with XRCC4 [4]

HRAD51B 14q23–q24.2 RecA (S.
pneu.)

RAD51 Recombinational repair and/or meiotic
recombination. Physical interactions among
RAD51, RAD52 and RPA are required for
homologous recombination

[5]

HRAD52 12p12.2–p13 [6]
RPA See Table III [7]
ATM 350kDa

11q22–23
Atm Nuclear phosphoprotein. Function not clear.

Repairs DSB’s caused by ionizing radiation
and regulates apoptosis

atexia
telangiectasia

[8]

[1] Critchlow et al., 1997.
[2] Poltoratsky et al., 1995; Lees-Miller, 1996; Price et al., 1997; Smider and Chu, 1997.
[3] Hafezparast et al., 1993; Boulton and Jackson, 1996; Critchlow et al., 1997; Smider and Chu, 1997; Yaneva et al., 1997.
[4] Critchlow et al., 1997; Wilson et al., 1997.
[5] Shen et al., 1995, 1996; Park et al., 1996; Albala et al., 1997.
[6] Park et al., 1996; Shen et al., 1996.
[7] Park et al., 1996; Shen et al., 1996.
[8] Barlow et al., 1997; Gately et al., 1998.
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such testing until clinical screening would normally be instituted, since, until
this time, clinical management would not be affected (Hyer and Fell, 2001).

The effectiveness of intervention strategies, such as the administration of non-
steroidal anti-inflammatory drugs (e.g. COX-2 inhibitors, Steinbach et al., 2000)
or of adding non-absorbable starch to the diet, which may lead to adenoma regres-
sion, are being evaluated (Mathers et al., 2003), but are not sufficient to obviate
the need for colectomy in affected individuals once polyps have developed.

Fanconi anaemia

Fanconi anaemia (FA) is an autosomal recessive chromosomal instability disorder
which is characterised by congenital abnormalities, defective haemopoiesis and a
high risk of developing AML and certain solid tumours. The birth incidence of FA
is around 3 per million. Affected individuals can have mild growth retardation (63
per cent) and median height of FA individuals lies around the 5th centile. Other
clinical features include areas of skin hyper- and hypo-pigmentation (64 per cent),
skeletal defects (75 per cent) including radial limb defects (absent thumb with or
without radial aplasia), abnormalities of ribs and hips and scoliosis, and cardiac (13
per cent) and renal (34 per cent) malformations. Other associated anomalies include
micropthalmia (38 per cent) and developmental delay (16 per cent). The pheno-
typic abnormalities are variable and there is marked variability between affected
individuals in the same sibship. Importantly, up to one-third of FA cases do not have
any obvious congenital abnormalities, and are only diagnosed when another sibling
is affected or when they develop a haematological problem. However most FA cases
do have some subtle clinical features, such as dermatological manifestations.

The pancytopenia usually develops between the ages of 5 and 9 years (median
age 7 years), and symptoms due to this develop progressively. The cumulative inci-
dence of any haematological abnormality in FA is up to 90 per cent and the cumu-
lative incidence of leukaemia is around 10 per cent by age of 25 years. The crude
risks (irrespective of age) for MDS are around 5 per cent and for leukaemia is 5–10
per cent (Alter et al., 2003). FA patients that survive into early adulthood, are
around 50 times more likely to develop solid tumours compared to the general
population and in one study 29 per cent developed a solid tumour by the age of 48
years (Rosenberg et al., 2003). In particular, there is a high risk of hepatic tumours
(which may be related to androgen use) but also squamous cell carcinomas of the
oesophagus, oropharynx and vulva (Alter, 2003, Rosenberg et al., 2003).

The hallmark feature of FA cells is chromosomal hypersensitivity to DNA
cross-linking agents such as mitomycin C (MMC) or diepoxybutane (DEB) and
the resulting increase in chromosome breakage provides the basis for a diagnos-
tic test (Auerbach, 1993). The characteristic chromosomal findings are excess
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SHORT COMMUNICATION

OGG1 is a novel prognostic indicator in acute myeloid leukaemia

K Liddiard, R Hills, AK Burnett, RL Darley and A Tonks

Department of Haematology, School of Medicine, Cardiff University, Cardiff, UK

OGG1 (8-oxoguanine DNA glycosylase) constitutes a key
component of the DNA base excision repair pathway,
catalysing the removal of 8-oxoguanine nucleotides from
DNA, thereby suppressing mutagenesis and cell death. We
found that OGG1 expression was significantly down-
regulated by the RUNX1-ETO fusion protein product of
the t(8;21) chromosome translocation in normal haema-
topoietic progenitor cells and in patients with acute
myeloid leukaemia (AML). Further examination of
OGG1 expression in 174 AML trial patients using
Affymetrix microarrays showed that the prevalence rate
of OGG1 expression was 33% and correlated strongly
with adverse cytogenetics. OGG1-expressing patients had
a worse relapse-free survival and overall survival and an
increased risk of relapse at 5-years of follow-up. There
remained a trend towards increased relapse rate among
OGG1-expressing patients, even after adjusting for other
known risk factors in comprehensive stratified analyses.
We also determined a trend for OGG1 expression to have
a more adverse impact on disease outcome in the context
of the FLT3-ITD mutation. This study highlights OGG1
as a valuable prognostic marker that could be used to
sub-stratify AML patients to predict those likely to fail
conventional chemotherapies but those likely to benefit
from novel therapeutic approaches that modulate DNA
repair activity.
Oncogene (2010) 29, 2005–2012; doi:10.1038/onc.2009.462;
published online 21 December 2009

Keywords: OGG1; acute myeloid leukaemia; prognosis;
DNA repair

Expression of the DNA repair gene, OGG1,
is downregulated by RUNX1-ETO in normal
haematopoietic progenitor cells and AML patients

One of the most common molecular abnormalities
(B12% frequency) in acute myeloid leukaemia (AML)
is the t(8;21)(q22;q22) translocation (Peterson and
Zhang, 2004) that produces the RUNX1-ETO (also
known as AML1-ETO or RUNX1-RUNX1T1) fusion
protein (Miyoshi et al., 1991; Erickson et al., 1992). This

translocation disrupts wild-type RUNX1 transcription
factor signalling with significant impact on myeloid
differentiation and function (Yergeau et al., 1997;
Kitabayashi et al., 1998). RUNX1 signalling is also
perturbed by the related AML chromosomal aberration,
inv(16)(p13q22), which fuses the RUNX protein-bind-
ing partner, core binding factor (CBF)b, with myosin-11
(Liu et al., 1993). De novo diagnosed CBF leukaemias
(t(8;21) and inv(16)) are generally associated with good
patient prognosis in terms of complete remission (CR),
relapse risk (R) and overall survival (OS) compared with
other subtypes (Keating et al., 1988; Grimwade et al.,
1998). Hence, although CBF fusion proteins are leukaemo-
genic, they are not linked to aggressive cellular transforma-
tion and patients remain responsive to therapy.

To identify genes dysregulated by the RUNX1-ETO
fusion protein that could contribute to the characteristic
t(8;21) FAB-M2 AML disease pathology (Oshimura
et al., 1982), we previously carried out Affymetrix
microarray gene expression profiling using transgenic
haematopoietic progenitor cells overexpressing
RUNX1-ETO as a single molecular abnormality (Tonks
et al., 2007). Importantly, we found expression of the
DNA repair enzyme, OGG1 (8-oxoguanine glycosylase),
to be significantly downregulated in RUNX1-ETO-
overexpressing progenitor cells (twofold downregulated;
Po0.05). OGG1 is a critical component of the base
excision repair pathway required for the removal of
oxidized guanine nucleotides (8-oxoguanine) from both
nuclear and mitochondrial DNA exposed to reactive
oxygen species (ROS) (Van Der Kemp et al., 1996;
Nishioka et al., 1999). Indeed, OGG1 expression and
activity have previously been found to be increased in
response to increased ROS levels (Ishchenko et al., 2003)
and oxidative DNA damage (Jankowska et al., 2008).
The excision of 8-oxoguanine residues by OGG1
protects against aberrant adenine–cytosine and gua-
nine–thymine conversions (Sunaga et al., 2001) that can
lead to heritable mutagenesis, particularly in non-
proliferative cells in which lesions accumulate without
dilution by cell division (Klungland et al., 1999). OGG1
expression therefore preserves genomic integrity, and
Ogg1-deficient mice experience enhanced incidences of
mutations and tumours (Klungland et al., 1999; Osterod
et al., 2001; de Souza-Pinto et al., 2001). Furthermore,
in humans, a polymorphic variant (S326C) with reduced
repair activity has been associated with increased risk of
several cancers (Weiss et al., 2005).

To validate the downregulation of OGG1 expression
by RUNX1-ETO, we performed quantitative reverse
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found that OGG1 expression was significantly down-
regulated by the RUNX1-ETO fusion protein product of
the t(8;21) chromosome translocation in normal haema-
topoietic progenitor cells and in patients with acute
myeloid leukaemia (AML). Further examination of
OGG1 expression in 174 AML trial patients using
Affymetrix microarrays showed that the prevalence rate
of OGG1 expression was 33% and correlated strongly
with adverse cytogenetics. OGG1-expressing patients had
a worse relapse-free survival and overall survival and an
increased risk of relapse at 5-years of follow-up. There
remained a trend towards increased relapse rate among
OGG1-expressing patients, even after adjusting for other
known risk factors in comprehensive stratified analyses.
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a more adverse impact on disease outcome in the context
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One of the most common molecular abnormalities
(B12% frequency) in acute myeloid leukaemia (AML)
is the t(8;21)(q22;q22) translocation (Peterson and
Zhang, 2004) that produces the RUNX1-ETO (also
known as AML1-ETO or RUNX1-RUNX1T1) fusion
protein (Miyoshi et al., 1991; Erickson et al., 1992). This

translocation disrupts wild-type RUNX1 transcription
factor signalling with significant impact on myeloid
differentiation and function (Yergeau et al., 1997;
Kitabayashi et al., 1998). RUNX1 signalling is also
perturbed by the related AML chromosomal aberration,
inv(16)(p13q22), which fuses the RUNX protein-bind-
ing partner, core binding factor (CBF)b, with myosin-11
(Liu et al., 1993). De novo diagnosed CBF leukaemias
(t(8;21) and inv(16)) are generally associated with good
patient prognosis in terms of complete remission (CR),
relapse risk (R) and overall survival (OS) compared with
other subtypes (Keating et al., 1988; Grimwade et al.,
1998). Hence, although CBF fusion proteins are leukaemo-
genic, they are not linked to aggressive cellular transforma-
tion and patients remain responsive to therapy.

To identify genes dysregulated by the RUNX1-ETO
fusion protein that could contribute to the characteristic
t(8;21) FAB-M2 AML disease pathology (Oshimura
et al., 1982), we previously carried out Affymetrix
microarray gene expression profiling using transgenic
haematopoietic progenitor cells overexpressing
RUNX1-ETO as a single molecular abnormality (Tonks
et al., 2007). Importantly, we found expression of the
DNA repair enzyme, OGG1 (8-oxoguanine glycosylase),
to be significantly downregulated in RUNX1-ETO-
overexpressing progenitor cells (twofold downregulated;
Po0.05). OGG1 is a critical component of the base
excision repair pathway required for the removal of
oxidized guanine nucleotides (8-oxoguanine) from both
nuclear and mitochondrial DNA exposed to reactive
oxygen species (ROS) (Van Der Kemp et al., 1996;
Nishioka et al., 1999). Indeed, OGG1 expression and
activity have previously been found to be increased in
response to increased ROS levels (Ishchenko et al., 2003)
and oxidative DNA damage (Jankowska et al., 2008).
The excision of 8-oxoguanine residues by OGG1
protects against aberrant adenine–cytosine and gua-
nine–thymine conversions (Sunaga et al., 2001) that can
lead to heritable mutagenesis, particularly in non-
proliferative cells in which lesions accumulate without
dilution by cell division (Klungland et al., 1999). OGG1
expression therefore preserves genomic integrity, and
Ogg1-deficient mice experience enhanced incidences of
mutations and tumours (Klungland et al., 1999; Osterod
et al., 2001; de Souza-Pinto et al., 2001). Furthermore,
in humans, a polymorphic variant (S326C) with reduced
repair activity has been associated with increased risk of
several cancers (Weiss et al., 2005).
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Abstract. Ataxia telangiectasia (AT) is a rare neurodegenerative,
autosomal recessive disorder characterized by chromosome
instability, radiosensitivity, immunodeficiency and a
predisposition for cancer. Epidemiological studies have shown
that AT heterozygotes have a predisposition for cancer,
especially for breast cancer in women. The disease is caused
by mutations in the ATM gene, leading to total loss of the
ATM protein, which normally recognizes DNA damage,
activates the DNA repair machinery and the cell cycle check
points in order to minimize the risk of genetic damage. This
review summarizes the clinical features of AT and the natural
history of the disease and puts recent molecular advances into
the context of the cellular and clinical phenotype. 

Ataxia telangiectasia (AT) is a rare neurodegenerative
disorder characterized by extreme sensitivity to radiation and
predisposition to cancer (1). Affected children are normal at
birth, but by the age of 2 to 3 lose muscle coordination and
by the age of 10 are usually confined to a wheelchair (2).
Telangiectasia, that is chronic dilation of capillaries leading
to the development of dark red blotches on the skin or the
eyes, appears after the onset of ataxia. Eye movements are
jerky and oculomotor apraxia is common. In addition,
patients display cerebral degeneration, sterility and immune
system defects. The immunodeficiency phenotype in AT is
variable and usually manifests as decreased or absent IgA,
IgE and IgG2 (1, 3). 

In young children, the neurological symptoms are often
incomplete and the diagnosis of AT is usually possible by
the age of 10, when magnetic resonance imaging (MRI)
shows significant thinning of the molecular layer of the
cerebellum and cerebellar atrophy (4). Although
substantial advances have been made in the clinical
diagnosis of this disease, treatment for the progressive
neurodegeneration is lacking and only symptomatic
therapy of secondary symptoms is offered to the patients.
The cause of death is often pneumonia, or chronic lung
disease resulting from immunodeficiency, or from defects
in chewing and swallowing due to the progressive
neurological impairment (2, 4, 5).

AT is transmitted as an autosomal recessive disorder,
has an incidence of about 1 in 40,000-100,000 births and
seems to have an ethnic component (6-8). The carrier
frequency is estimated to be approximately 1%. It is
important to distinguish AT from other autosomal
recessive cerebellar ataxias, such as Friedreich ataxia,
oculomotor apraxias 1 and 2, Aicardi syndrome and
Nijmegen breakage syndrome (6). 

Laboratory Investigation of AT Patients

Elevated levels of serum ·-fetoprotein (AFP) are detected
in more than 95% of AT patients. This finding is used for
the diagnosis of AT and in order to distinguish it from AT
variants (2). It is not clear why AFP remains high in AT
patients, since there is no obvious liver damage and it is
thought that it may be due to abnormal regulation of RNA
transcription in the absence of ATM protein (ATM) (5).
Cytogenetic investigation reveals chromosome instability,
accelerated telomere shortening, radiosensitivity and
sensitivity to other DNA damaging agents. In addition,
chromosome analysis of peripheral blood lymphocyte
cultures reveals an increased incidence of translocations
involving mainly the loci of immunoglobulin and T-cell
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receptor genes on chromosomes 7 and 14. These
translocations can be detected in 10% of circulating T-cells
in AT patients during their lifetime (5).

Molecular Basis of AT 

The gene responsible for AT, ATM, is localized on
chromosome 11q23 and was cloned in 1995 (9). Molecular
analysis has indicated that the disease is due to mutations
in the gene, which spans more than 150 kb, is composed of
66 exons (62 coding) and encodes a 350 kDa protein kinase.
ATM protein is fairly large, almost exclusively nuclear, and
is expressed in most of the tissues (10, 11). Over 400 distinct
AT mutations have been described and most of the patients
are compound heterozygotes inheriting distinct AT
mutations from each parent (12). About 85% are null
mutations, resulting in premature protein truncation,
causing complete inactivation of the gene and absence of a
protein product. Less that 15% are missense mutations or
short in-frame deletions or insertions (5, 13-16). Mutations
are reported in every part of the gene with no hot spots (3). 

ATM protein contains a phosphatidyl-inositol 3-kinase
like enzyme that is involved in cell cycle control, mitotic
recombination, telomere length monitoring and DNA
damage response (17). A rapid increase in kinase activity
occurs after exposure to ionizing radiation or in the
presence of double-stranded breaks (18). The phenotypic
manifestation of AT is due to the broad range of substrates
for the ATM kinase, involving DNA repair, apoptosis,
various checkpoints in the cell cycle, gene regulation,
translation, initiation and telomere maintenance (6, 19). 

ATM and p53 are two proteins that are believed to play a
major role in maintaining the integrity of the genome. They
both cooperate in enforcing G1 and G2 checkpoint control
and ATM-dependent phosphorylation is directly responsible
for p53 activation (1, 11, 20). Alterations in these proteins
may contribute to an increased incidence of genomic
changes, such as deletions, translocations and amplifications,
which are common during oncogenesis. Initial evidence came
from reports of AT patients who had fatal reactions to
radiation therapy. In addition, cell lines derived from AT
patients exhibit defects in several ionizing radiation-induced
cell cycle checkpoints, the most critical of which is arrest in
the G2 phase (18). 

The primary function of ATM, therefore, is to respond to
DNA damage, in particular to double strand breaks (14, 21)
(Figure 1). A crucial survival function when double- strand
breaks occur is the inhibition of the cell cycle through the
activation of cell cycle checkpoints (15). 

Checkpoints occur to introduce a pause in proliferation,
in order to address cellular stress. For this reason, it is
believed that proteins that influence checkpoints are
required to prevent cancer, and factors involved in DNA

damage response are often linked to the activation of
checkpoints. Since many ATM substrates are key effectors
of the cell cycle, cells derived from AT individuals have
defective cell cycle checkpoints after DNA damage due to
defective phosphorylation of ATM substrates (11).

ATM and Telomere Length Maintenance

Telomeres, found at the ends of eukaryotic chromosomes,
prevent their erosion, facilitate the recruitment of telomere-
binding factors and stop the activation of the DNA damage
response pathways. In humans, progressive telomere
shortening causes impaired proliferation and premature
senescence of cells. During senescence, ATM goes to
shortened telomeres and prevents cell cycle reentry (22).
Since the development of lymphocytes goes through periods
of rapid proliferation, telomere erosion and cell cycle
dysfunction may generate the immunodeficiency noted in
AT patients. In humans, ATM deficiency results in
accelerated telomere loss and T lymphocytes derived from
AT patients exhibit frequent telomeric fusions (23).
Although the telomere erosion observed in AT patients is
thought to underlie their accelerated aging, there is no
evidence of a correlation between telomeric fusions and risk
for leukemia or lymphoma (23). 

ATM and Cancer

Since cancer is linked to genomic instability, individuals
who suffer from syndromes characterized by defects in
DNA damage responses are usually cancer prone (Figure
1). Approximately one third of AT patients develop cancer,
mainly leukemias and lymphomas which develop in
childhood and are a common cause of death (6, 11, 27). Of
these cases, 40% are non-Hodgkin's lymphomas, 25%
leukemias and 10% Hodgkin lymphomas. Most leukemias
and lymphomas are of T-cell origin (10). Solid tumors in
AT patients are usually adenocarcinoma of the stomach,
dysgerminoma, gonadoblastoma and medulloblastoma (24).
The range and frequency of tumors are thought to be due
to genome instability arising from defective recognition and
repair of double strand DNA breaks, as well as defective
cell cycle check points. Typical cytogenetic changes seen in
tumors from AT individuals often involve rearrangements
at the T-cell receptor loci (1). In lymphoid malignancies,
missense mutations of the AT gene, rather than truncating
mutations are usually identified (24).

Epidemiological studies have consistently shown that
female relatives of AT patients, carriers of the mutation,
have an increased risk for developing neoplasia, particularly
breast cancer, suggesting a dominant expression of the
defective gene, even though the disease is an autosomal
recessive disorder. Combined analysis of the available data
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AT Related Disorders

As well as for AT, defective DNA damage responses underlie
the molecular basis of other neurodegenerative syndromes
that are closely related to AT. Molecular cloning has now
allowed for the distinction between AT and other autosomal
recessive cerebellar ataxias such as Friedreich ataxias 1and 2,
Aicardi syndrome, AT-like disorder (ATLD) and Nijmegen
breakage syndrome (NBS). It is now clear that patients with
AT variant syndromes have mutations in genes other than AT
(1). Mutations in the MRE11 gene, for example, lead to the
development of ATLD, a less severe form of AT (29, 30), and
in NBS1 gene to Nijmegen syndrome, phenotypically similar
to AT but with distinct neurological defects (30). It is
believed that all AT-related conditions are characterized by
extreme radiosensitivity and must be caused by deficiencies
at common genetic pathways like AT (7).

Conclusion

Genetic instability and abnormalities of the nervous, immune
and reproductive systems are among the complex clinical
features of AT. In addition, patients display a predisposition
to lymphoid malignancies and extreme radiosensitivity. The
cause for radiosensitivity remains controversial and is
generally attributed to checkpoint defects, abnormal
apoptosis and DNA repair abnormalities. ATM protein is
believed to have a role in controlling recombination repair
but the underlying defect is unclear. Although AT is a rare
neurodegenerative disease, understanding its biology will
lead to a greater understanding of the fundamental
processes that are involved in cancer and neurodegeneration.
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Polymorphisms of XRCC4 are involved in reduced
colorectal cancer risk in Chinese schizophrenia
patients
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Abstract

Background: Genetic factors related to the regulation of apoptosis in schizophrenia patients may be involved in a
reduced vulnerability to cancer. XRCC4 is one of the potential candidate genes associated with schizophrenia
which might induce colorectal cancer resistance.

Methods: To examine the genetic association between colorectal cancer and schizophrenia, we analyzed five SNPs
(rs6452526, rs2662238, rs963248, rs35268, rs2386275) covering ~205.7 kb in the region of XRCC4.

Results: We observed that two of the five genetic polymorphisms showed statistically significant differences
between 312 colorectal cancer subjects without schizophrenia and 270 schizophrenia subjects (rs6452536, p =
0.004, OR 0.61, 95% CI 0.44-0.86; rs35268, p = 0.028, OR 1.54, 95% CI 1.05-2.26). Moreover, the haplotype which
combined all five markers was the most significant, giving a global p = 0.0005.

Conclusions: Our data firstly indicate that XRCC4 may be a potential protective gene towards schizophrenia,
conferring reduced susceptibility to colorectal cancer in the Han Chinese population.

Background
The correlation between schizophrenia and cancer has
been investigated for over a century, but the research on
this epidemiological puzzle has produced contradictory
findings [1,2]. According to recent studies, reduced risk
and incidence for cancer were found to be associated
with schizophrenia [3-5]. The explanations proposed for
this finding have included genetic factors, neuroleptic
medication, and environmental aspects [5-7]. The
genetic basis of this lower risk has been ascribed to spe-
cific protective mechanism against cancer found in schi-
zophrenia patients [7]. But until now p53 is the only
gene to have been reported as being involved in this

protective mechanism [8]. Recently, Park et al. [8] made
a genetic association analysis of SNPs in the p53 gene
between 104 lung cancer patients and 179 schizophrenia
patients, and the results indicated that the p53 poly-
morphisms might be a genetic marker for lower sus-
ceptibility to lung cancer in schizophrenia patients.
The X-ray repair complementing defective repair in

Chinese hamster cells 4 (XRCC4) gene is located on
chromosome 5q14.2, which showed loss of heterozygosity
(LOH) in sporadic colorectal cancer (Ratio 37.7%), and
high ratio LOH indicates the presence of tumor suppres-
sor locus. Moreover, in this region nearby allelic losses
for tumor suppressor genes have been suggested as being
associated with colorectal tumorigenesis [9]. The protein
encoded by XRCC4 consists of 336 amino acid residues
distributed among 8 exons, and has a long helical stem
domain responsible for multimerization and interaction
with DNA ligase IV [10]. By forming a complex with
DNA ligase IV and DNA-dependent protein kinase,
XRCC4 functions in the repair of DNA double-strand
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breaks (DSBs) by non-homologous end joining (NHEJ)
and the completion of V(D)J recombination events [11].
The NHEJ pathway is required not only for normal

development but also for suppression of tumors. Since it is
one of the ubiquitous NHEJ components [12], XRCC4
might be considered as a potential tumor suppressor gene
in several types of carcinoma. Disruption of XRCC4 in
mouse embryonic cells leads to chromosomal instability,
radiation hypersensitivity, and severely impaired V(D)J
recombination [13]. In addition, Yan et al. have suggested
that XRCC4 and, by extension, the NHEJ pathway is cru-
cial for suppressing genomic instability in neuronal cells of
mice [14]. Recently, Bau et al. have reported significant
association of SNPs in the XRCC4 gene with colorectal
cancer, indicating that the genetic polymorphisms of
XRCC4 might be involved in colorectal carcinogenesis
[15]. On the basis of the above evidence and the findings
of Sugai et al., we deduced that XRCC4 might be involved
in the development of colorectal carcinoma. Moreover,
data from recent reports have revealed schizophrenia sus-
ceptibility loci on chromosome 5q14 [16,17], which is
in the vicinity of the XRCC4 gene. In mice, XRCC4-
deficiency leads to massive neuronal apoptosis [12].
We therefore concluded that variants within the

XRCC4 gene might confer genetically reduced suscept-
ibility to colorectal cancer among patients with schizo-
phrenia. To examine this assumption, we investigated
five genetic polymorphisms (rs6452526, rs2662238,
rs963248, rs35268 and rs2386275) between Chinese col-
orectal cancer subjects without schizophrenia and schi-
zophrenia subjects, a genetic association strategy similar
to that used by Park et al. [8].

Methods
Subjects
A total of 312 sporadic colorectal cancer patients (178
male and 134 female, age 61.23 ± 14.03 years) and 270

schizophrenia patients (191 male and 79 female, age
57.25 ± 11.55 years) were recruited for this study. All
the CRC patients underwent curative resection between
1999 and 2007 at the surgical department of the Shang-
hai First People’s Hospital or the Shanxi People’s Hospi-
tal, China. The cancerous tissue and adjacent normal
control tissue (>10 cm) were immediately frozen in
liquid nitrogen. The pathologic tumor staging was per-
formed according to Duke’s criteria. The DSM-III-R was
used as the diagnostic criterion for schizophrenia
patients, all of whom were from Shanghai and were Han
Chinese in origin. Two independent psychiatrists made
a final diagnosis on the basis of interview data and hos-
pital case notes. All subjects gave informed consent for
the genetic analysis, which was reviewed and approved
by the ethics committee of the Human Genetics Center
in Shanghai. DNA was extracted using standard meth-
ods with phenol/chloroform purification.

Genotyping
We genotyped five genetic polymorphisms, namely
rs963248, which had been reported by Hayden et al. [11],
and four other SNPs (rs6452526, rs2662238, rs35268 and
rs2386275) from the HapMap project database http://
www.hapmap.org and dbSNP http://www.ncbi.nlm.nih.
gov/SNP/ to cover a ~205.7 kb region of XRCC4. All five
markers are intronic SNPs (Figure 1). We genotyped
these SNPs by the TaqMan® assay method using the ABI
7900 DNA detection system (Applied Biosystems, Foster
City, California). All probes and primers were designed
by the Assay-on-Design service of Applied Biosystems.
The standard PCR was performed using the Taqman®
Universal PCR Master Mix (Applied Biosystems) reagent.

Statistical analysis
We analyzed Hardy-Weinberg equilibrium, allelic and gen-
otypic distributions on http://202.120.31.137/myanalysis.

Figure 1 The five SNPs selected among the genomic region of XRCC4.
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Since haplotypes constructed from closely located
markers will typically increase the statistical power for
association with the disease, we performed haplotype
analysis in SNPs with strong linkage disequilibrium (D’
> 0.7). Our results indicated that one two-SNP-based
haplotype and one five-SNP-based haplotype showed
significant global frequency difference between the CRC
and schizophrenia groups (Table 4). The most signifi-
cant window spanned all five SNPs giving a global
p = 0.0005 (p = 0.0141, after the FDR correction). In
addition, we observed that the most significant haplotype
C-G-A-T-G (rs6452526-rs2662238-rs963248-rs35268-
rs2386275, OR 2.07, 95% CI 1.32-3.24, p = 0.001,
p = 0.025, after the FDR correction) was twice as com-
mon in the CRC group (15.2%) as in the schizophrenia
group (8.2%), suggesting that C-G-A-T-G is a risk haplo-
type for CRC. In addition, we have compared the
frequencies of C-G-A-T-G haplotype between CRC
patients and normal controls, but the individual P value
showed there was no difference.
Park et al. using genetic association analysis, showed

that p53, as a protective gene, induced a lower incidence
of lung cancer among Korean patients with schizophrenia
[8]. Using a similar research strategy, we found that poly-
morphisms of XRCC4 may confer genetically reduced
susceptibility to CRC among Chinese schizophrenia
patients. Compared to the study of Park et al. our sample
was twice as large and involved better age-matched sub-
jects, thus decreasing the possibility of false-positive
results [24]. However, the genetic contribution to this
reduced risk for CRC among schizophrenia subjects is
likely to involve a series of susceptibility loci, each influ-
encing but not determining overall risk. In addition, our
sample size is relatively small, thus additional replication
studies using more SNPs in large non-Asian samples are
needed. Genetic, environmental, and pharmacological
influences are all thought to be contributing factors,
which poses a major challenge for solving this epidemio-
logical puzzle [5-7].

Conclusions
In summary, our results provide a first indication that
XRCC4 might be a potential protective gene with respect
to schizophrenia, conferring decreased susceptibility to
colorectal cancer in the Han Chinese population. Genetic
studies to date have focused on subjects of Asian ethni-
city, and further research needs to be undertaken in
other ethnic groups. Replicating studies with more mar-
kers and with larger samples will be necessary to clarify
the correlation between schizophrenia and cancer.

Acknowledgements
We appreciate the contribution of the members participating in this study,
as well as the psychiatrists who helped us with diagnosis. This work was

supported by the 863 Program (2009AA022701, 2006AA02A407), the
S973 Program (2010CB529600, 2007CB914703, and 2007CB947300), the
National Key Project for Investigational New Drug 2008ZX09312-003,
the Shanghai Municipal Commission of Science and Technology
Program 09DJ1400601, the National Nature Science Foundation of
China 30700457, and the Shanghai Leading Academic Discipline Project
(B205).

Author details
1Bio-X Center, Key Laboratory for the Genetics of Developmental and
Neuropsychiatric Disorders (Ministry of Education), Shanghai Jiao Tong
University, 1954 Huashan Road, Shanghai 200030, China. 2Institutes of
Biomedical Sciences Fudan University, 138 Yixueyuan Road, Shanghai
200032, China. 3Institute for Nutritional Sciences, Shanghai Institutes of
Biological Sciences, Chinese Academy of Sciences, 320 Yueyang Road,
Shanghai 200031, China. 4Shanghai Institute of Mental Health, 600 South
Wan Ping Road, Shanghai 200030, China. 5Department of General Surgery,
The Affiliated Shanghai First People’s Hospital of Shanghai Jiao Tong
University, 100 Hai Ning Road, Shanghai 200080, China. 6Shanxi Cancer
Hospital, 3 Zhi Gong Xin Street, Taiyuan 320013, China.

Authors’ contributions
Author Yang Wang designed the study, managed the literature searches,
and wrote the first draft of the manuscript. Authors Zhihai Peng, Lin He and
Guang He undertook the statistical analysis. Authors Lei Wang, Peng Chen,
Ti Wang, Tao Li, Jue Ji, Fengping Yang, Guoyin Feng and Xingwang Li
performed genotyping and collected the data. Authors Baocheng Liu,
Qingzhu Zhao, Quan Wang, Jinfen Wang, Yanzeng Xiao and Yifeng Xu
conducted the clinical studies and literature search. All authors contributed
to and have approved the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 27 May 2010 Accepted: 4 October 2010
Published: 4 October 2010

References
1. Dalton SO, Mellemkjaer L, Thomassen L, Mortensen PB, Johansen C: Risk for

cancer in a cohort of patients hospitalized for schizophrenia in
Denmark, 1969-1993. Schizophr Res 2005, 75:315-324.

2. Grinshpoon A, Barchana M, Ponizovsky A, Lipshitz I, Nahon D, Tal O,
Weizman A, Levav I: Cancer in schizophrenia: is the risk higher or lower?
Schizophr Res 2005, 73:333-341.

3. Oksbjerg Dalton S, Munk Laursen T, Mellemkjaer L, Johansen C,
Mortensen PB: Schizophrenia and the risk for breast cancer. Schizophr Res
2003, 62:89-92.

4. Barak Y, Achiron A, Mandel M, Mirecki I, Aizenberg D: Reduced cancer
incidence among patients with schizophrenia. Cancer 2005,
104:2817-2821.

5. Cohen M, Dembling B, Schorling J: The association between
schizophrenia and cancer: a population-based mortality study. Schizophr
Res 2002, 57:139-146.

6. Mortensen PB: The occurrence of cancer in first admitted schizophrenic
patients. Schizophr Res 1994, 12:185-194.

7. Catts VS, Catts SV: Apoptosis and schizophrenia: is the tumour suppressor
gene, p53, a candidate susceptibility gene? Schizophr Res 2000,
41:405-415.

8. Park JK, Lee HJ, Kim JW, Park YH, Lee SS, Chang HI, Song JY, Yoon DJ,
Bahn GH, Shin YH, et al: Differences in p53 gene polymorphisms
between Korean schizophrenia and lung cancer patients. Schizophr Res
2004, 67:71-74.

9. Sugai T, Habano W, Nakamura S, Sato H, Uesugi N, Orii S, Itoh C, Katoh R:
Allelic losses of 17p, 5q, and 18q loci in diploid and aneuploid
populations of multiploid colorectal carcinomas. Hum Pathol 2000,
31:925-930.

10. Junop MS, Modesti M, Guarne A, Ghirlando R, Gellert M, Yang W: Crystal
structure of the Xrcc4 DNA repair protein and implications for end
joining. EMBO J 2000, 19:5962-5970.

11. Hayden PJ, Tewari P, Morris DW, Staines A, Crowley D, Nieters A, Becker N,
de Sanjose S, Foretova L, Maynadie M, et al: Variation in DNA repair genes

Wang et al. BMC Cancer 2010, 10:523
http://www.biomedcentral.com/1471-2407/10/523

Page 5 of 6

userr
Highlight

userr
Highlight

userr
Textbox
XRCC3, XRCC4, XRCC5 and susceptibility to myeloma. Hum Mol Genet2007, 16:3117-3127

Administrator
Callout
this text is copied from next page

http://www.ncbi.nlm.nih.gov/pubmed/15885523?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15885523?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15885523?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15653279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12765748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16288491?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16288491?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12223244?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12223244?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7914430?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7914430?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10728718?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10728718?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14741326?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14741326?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10987252?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10987252?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11080143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11080143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11080143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17901044?dopt=Abstract


A novel variable number of tandem repeats (VNTR) polymorphism containing Sp1 binding 
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Abstract  
 

X-ray repair cross-complementing 5 (XRCC5) is a gene involved in repair of DNA double-

strand breaks. Abnormal expression of the XRCC5 protein is associated with genomic instability 

and an increased incidence of cancers. In our study, a polymorphism with a variable number of 

tandem repeats (21-bp repeat elements at position -201 to -160 relative to the initiation of 

transcription) in the promoter of XRCC5 was identified. As determined with gel-shift and super-

shift assays, the binding affinity of the transcription factor Sp1 to the allele with two 21-bp 

repeats was greater than that for the allele with one 21-bp repeat. As established with a reporter 

assay, plasmids containing zero or one repeat element had higher transcriptional activities than 

plasmids containing two repeat elements. Furthermore, fewer tandem repeats in the promoter of 

XRCC5 was associated with enhanced levels of the XRCC5 protein in bladder cancer patients. 

Although, in a case-control study, the different genotypes were not associated with the risk of 

bladder cancer, individuals not carrying the two tandem repeats allele had an increased risk of 

bladder cancer compared with those carrying the allele with two repeats. These results indicated 

that, at least in a population in southeastern China, this polymorphism in the promoter of XRCC5 

could regulate the expression of XRCC5 and thereby contribute to susceptibility to bladder 

cancer. (C) 2007 Elsevier B.V. All rights reserved. 
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Genetic variants of the XRCC7 gene involved in DNA repair and
risk of human bladder cancer
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Objective: To investigate the association between the polymorphisms of the KU70 and X-ray repair cross complementing group 7 (XRCC7)
genes and the risk of bladder cancer.
Methods: This hospital-based case-control study included 213 patients with newly diagnosed bladder transitional cell carcinoma and 235
cancer-free controls frequency-matched by age and sex. Two polymorphisms, KU70 and XRCC7, using a method involving polymerase chain
reaction-restriction fragment length polymorphism were genotyped.
Results: The risk of bladder cancer decreased in a dose–response manner as the number of XRCC76721G alleles increased (adjusted odds
ratio [OR] = 0.70, 95% confident interval [CI] = 0.47–1.03 for 6721GT and OR = 0.31, 95% CI = 0.10–0.99 for 6721GG; Ptrend = 0.013). However,
when we used 6721 (GT + GG) as the reference, we found a statistically significant increased risk of bladder cancer associated with the 6721TT
genotype (OR = 1.53, 95% CI = 1.04–2.25). In the stratification analysis, this increased risk was more pronounced among subgroups of patients
aged >65 years (OR = 2.27; 95% CI = 1.25–4.10) and ever smokers (OR = 2.06, 95% CI = 1.15–3.68). Furthermore, we observed a 3.24-fold
increased risk (95% CI = 1.35–7.78) for smokers aged >65 years carrying 6721TT genotype compared with those carrying the 6721 (GG + GT)
genotype. However, the KU70 -61C > G polymorphism was not associated with a significantly increased risk of bladder cancer.
Conclusions: The XRCC7 but not the KU70 polymorphism appears to be involved in the etiology of human bladder cancer. Larger studies with
more detailed data on environmental exposure are needed to verify these initial findings.

Key words: bladder cancer, genetic variant, KU70, molecular epidemiology, XRCC7.

Introduction

Bladder cancer is the most common urinary tumor worldwide. There
were 340 000 newly diagnosed cases and 130 000 related deaths in 2000,
and the majority (70%) of cases occurred in men.1 In China, bladder
cancer is the tenth most frequently diagnosed cancer, accounting for
17 365 deaths in 2005, and the mortality has steadily increased between
1991 and 2005.2 Epidemiological studies have shown that many different
environmental and/or occupational factors, such as chemical carcino-
gens, including polycyclic aromatic hydrocarbons, aromatic amines and
N-nitroso compounds, some anticancer drugs, and reactive oxygen
species (ROS), are responsible for the development of bladder cancer.3–6

Although many people are exposed to these risk factors, only a fraction
of exposed individuals develop bladder cancer, suggesting an individual
susceptibility to exposure-related carcinogenesis.

Studies have revealed that ROS can induce DNA base damage, DNA
single-strand breaks (SSBs), and double-strand breaks (DSBs).7 The
DSBs may lead to genome instability, which in turn may enhance the
development of cancer.8 There are two DSB repair pathways in mam-
malian cells: the homologous recombination (HR) repair and non-
homologous end-joining (NHEJ).8 The NHEJ is responsible for
repairing most DSBs.9 A key component of the NHEJ apparatus is
DNA-dependent protein kinase (DNA-PK), which is composed of KU,
a heterodimeric DNA-binding component (KU70/KU80) and a large
(approximately 465-kDa) catalytic subunit of DNA-PK (DNA-PKcs).10

The human KU70 gene (GenBank accession no: NM_006904), also
known as XRCC6/G22P1, is mapped to chromosome 22q1311 and

encodes the KU70 protein, which forms a heterodimer complex with
KU80. KU70, however, may perform functions independent of KU80.12

Ku70-knockout mice have small populations of mature T-lymphocytes,
a significant incidence of thymic lymphomas, and an increased rate of
fibroblast transformation, but the Ku80-knockout mice do not. The
underlying mechanisms for this difference remain unknown.13KU70
can translocate to the nucleus without forming a heterodimer complex
with KU80 following its own nuclear location signal.14,15 The defects in
KU70 may induce not only deficiencies in DSB repair but also growth
retardation, hypersensitivity to ionizing radiation, and severe combina-
tion immune deficiency due to severely impaired variable division
joining (V[D]J) recombination.16,17

The human XRCC7 gene (GenBank accession no: NM_001469),
also known as PRKDC/HYRC/HYRC1, is located on chromosome 8q11
and encodes DNA-PKcs, which is recruited to the site of DSBs by the
KU70/KU80 heterodimer to form an active DNA-PK complex.18 Each
KU and DNA-PKcs can bind to one end of DNA independently, and
KU can improve the affinity of DNA-PKcs for DNA ends by 100-fold.19

Murine mutants defective in the XRCC7 gene have non-detectable
DNA-PK activity and share similar phenotypes to those of KU70
deficiency, except for growth retardation.20

Genetic variants of KU70 -61C > G (rs2267437) and
XRCC76721G > T (rs7003908) are located in the promoter region of
the KU70 gene and the intron 8 of the XRCC7 gene, respectively.
Although the functional relevance of these two polymorphisms is
unknown, bioinformatics analysis (http://www.gene-regulation.com/
pub/programs/alibaba2/index.html) suggests that DNA sequence con-
taining KU70–61G has more recognition elements (i.e. Sp1 and
AP-2alpha) than the DNA sequence containing KU70 -61C (i.e. Sp1),
implying that this polymorphism has the potential to alter KU70 tran-
scription. Furthermore, in the reported gene assay, we have determined
that the polymorphism of KU70 -61C > G affects KU70 promoter
activity (Wang S, 2007, unpublished data). The XRCC76721G > T
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Introduction

Bladder cancer is the most common urinary tumor worldwide. There
were 340 000 newly diagnosed cases and 130 000 related deaths in 2000,
and the majority (70%) of cases occurred in men.1 In China, bladder
cancer is the tenth most frequently diagnosed cancer, accounting for
17 365 deaths in 2005, and the mortality has steadily increased between
1991 and 2005.2 Epidemiological studies have shown that many different
environmental and/or occupational factors, such as chemical carcino-
gens, including polycyclic aromatic hydrocarbons, aromatic amines and
N-nitroso compounds, some anticancer drugs, and reactive oxygen
species (ROS), are responsible for the development of bladder cancer.3–6

Although many people are exposed to these risk factors, only a fraction
of exposed individuals develop bladder cancer, suggesting an individual
susceptibility to exposure-related carcinogenesis.

Studies have revealed that ROS can induce DNA base damage, DNA
single-strand breaks (SSBs), and double-strand breaks (DSBs).7 The
DSBs may lead to genome instability, which in turn may enhance the
development of cancer.8 There are two DSB repair pathways in mam-
malian cells: the homologous recombination (HR) repair and non-
homologous end-joining (NHEJ).8 The NHEJ is responsible for
repairing most DSBs.9 A key component of the NHEJ apparatus is
DNA-dependent protein kinase (DNA-PK), which is composed of KU,
a heterodimeric DNA-binding component (KU70/KU80) and a large
(approximately 465-kDa) catalytic subunit of DNA-PK (DNA-PKcs).10

The human KU70 gene (GenBank accession no: NM_006904), also
known as XRCC6/G22P1, is mapped to chromosome 22q1311 and

encodes the KU70 protein, which forms a heterodimer complex with
KU80. KU70, however, may perform functions independent of KU80.12

Ku70-knockout mice have small populations of mature T-lymphocytes,
a significant incidence of thymic lymphomas, and an increased rate of
fibroblast transformation, but the Ku80-knockout mice do not. The
underlying mechanisms for this difference remain unknown.13KU70
can translocate to the nucleus without forming a heterodimer complex
with KU80 following its own nuclear location signal.14,15 The defects in
KU70 may induce not only deficiencies in DSB repair but also growth
retardation, hypersensitivity to ionizing radiation, and severe combina-
tion immune deficiency due to severely impaired variable division
joining (V[D]J) recombination.16,17

The human XRCC7 gene (GenBank accession no: NM_001469),
also known as PRKDC/HYRC/HYRC1, is located on chromosome 8q11
and encodes DNA-PKcs, which is recruited to the site of DSBs by the
KU70/KU80 heterodimer to form an active DNA-PK complex.18 Each
KU and DNA-PKcs can bind to one end of DNA independently, and
KU can improve the affinity of DNA-PKcs for DNA ends by 100-fold.19

Murine mutants defective in the XRCC7 gene have non-detectable
DNA-PK activity and share similar phenotypes to those of KU70
deficiency, except for growth retardation.20

Genetic variants of KU70 -61C > G (rs2267437) and
XRCC76721G > T (rs7003908) are located in the promoter region of
the KU70 gene and the intron 8 of the XRCC7 gene, respectively.
Although the functional relevance of these two polymorphisms is
unknown, bioinformatics analysis (http://www.gene-regulation.com/
pub/programs/alibaba2/index.html) suggests that DNA sequence con-
taining KU70–61G has more recognition elements (i.e. Sp1 and
AP-2alpha) than the DNA sequence containing KU70 -61C (i.e. Sp1),
implying that this polymorphism has the potential to alter KU70 tran-
scription. Furthermore, in the reported gene assay, we have determined
that the polymorphism of KU70 -61C > G affects KU70 promoter
activity (Wang S, 2007, unpublished data). The XRCC76721G > T
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lymphomas.27 XRCC7 encodes DNA-PKcs, which also may have a
caretaker role in colon carcinogenesis.28 Therefore, the variants of the
KU70 and XRCC7 genes, if functional, could be expected to have an
effect on DSB repair, and thus, on carcinogenesis.

The KU70 polymorphism is associated with risk of breast cancer,21

and the XRCC7 polymorphism is associated with risk of glioma.22 Our
data support the notion that the XRCC76721G > T polymorphism,
which is located in intron 8 of the XRCC7 gene and may regulate
splicing and cause mRNA instability,18 is implicated in cancer risk.

In this study, we also observed a significantly increased risk of
bladder cancer among older smokers, suggesting that a gene–
environment interaction may be involved in the development of bladder
cancer. Compounds in smoke, such as 2-naphthylamine and
4-aminobiphenyl, can cause genotoxic events in the urothelium.29–33 In
addition, the chemicals in cigarette smoke can result in carcinogenic
events in bladder epithelium. Tobacco smoking enhances cellular pro-
liferation and may have a synergistic effect on bladder carcinogen-
esis.31,34 In addition, older individuals may be exposed to more risk
factors (e.g. tobacco smoking, clinical drugs, or occupational chemical
carcinogens).4,35,36 These data may explain the possible role of the

XRCC7 polymorphism in tobacco-induced bladder cancer. However,
this finding may be by chance, owing to the small number of observa-
tions in the stratification analysis.

Compared with published data, our results showed that the frequen-
cies of the genotype distributions of the XRCC76721G > T vary with
ethnicity. For example, the frequencies of the GG, GT, and TT geno-
types of the XRCC76721G > T polymorphism among our 235 southern
Han Chinese control subjects were 6.0%, 43.8%, and 50.2%, compared
with 16.4%, 44.7%, and 38.9%, respectively, of 342 Caucasians in the
study by Wang et al.22 For the KU70 -61C > G polymorphism, the
frequencies of the CC, CG, and GG genotypes (63.4%, 31.5%, and
5.1%, respectively) among our controls were similar to the published
data by Fu et al. (68.9%, 27.9%, and 3.2%, respectively),21 suggesting
that there was no variation in residential regions (i.e. South China and
Taiwan regions). However, these findings require further investigation.

There are several limitations in our study. First, selection bias may
exist in a hospital-based case-control study. Second , because there
were genetic variants that were not assayed in this study, this hypothesis
needs to be verified in larger studies with data from dense gene maps
such as the HapMap database.37 Third , it is difficult to compare our

Table 3 The stratification analysis of association between the XRCC7 polymorphism and risk of the bladder cancer

Variables n (cases/controls) Percentage (cases/controls) P† Adjusted OR (95% CI)‡

GT + GG TT GT + GG TT

Age (years)

�65 110/122 43.6/46.7 56.4/53.3 0.637 1.00 1.13 (0.67–1.91)

>65 103/113 35.0/53.1 65.0/46.9 0.007 1.00 2.27 (1.25–4.10)

Sex

Male 176/179 40.9/51.4 59.1/48.6 0.048 1.00 1.50 (0.98–2.31)

Female 37/56 32.4/44.6 67.6/55.4 0.239 1.00 1.63 (0.67–3.98)

Smoking status

Never 99/153 40.4/46.4 59.6/53.6 0.349 1.00 1.22 (0.72–2.06)

Ever 114/82 38.6/56.1 61.4/43.9 0.015 1.00 2.06 (1.15–3.68)

Drinking status

Never 105/151 42.9/50.3 57.1/49.7 0.239 1.00 1.36 (0.82–2.27)

Ever 108/84 36.1/48.8 63.9/51.2 0.077 1.00 1.71 (0.95–3.10)

†Two-sided c2 test for genotype distributions between the cases and controls. ‡ORs were adjusted for age, sex, smoking status, and alcohol use in a logistic

regression model. CI, confidence interval; OR, odds ratio.

Table 4 The bladder cancer risk by age, smoking status and the XRCC7 polymorphism

Variables n (cases/controls) Percentage (cases/controls) P† Adjusted OR (95% CI)‡

GT + GG TT GT + GG TT

Age and smoking status§ 213/235 39.4/49.8 60.6/50.2 0.028 1.00 1.53 (1.04–2.25)

0 58/76 46.6/44.7 53.4/55.3 0.848 1.00 0.94 (0.47–1.86)

1 52/46 40.4/50.0 59.6/50.0 0.358 1.00 1.46 (0.65–3.27)

2 41/77 31.7/48.0 68.3/52.0 0.071 1.00 2.14 (0.94–4.86)

3 62/36 37.1/63.9 62.9/36.1 0.009 1.00 3.24 (1.35–7.78)

†Two-sided c2 test for genotype distributions between the cases and controls. ‡ORs were adjusted for age, sex, smoking status and alcohol use in a logistic

regression model. §Subjects were divided into four groups: 0, non-smoker aged less than 65 years; 1, non-smoker aged over 65 years; 2, smoker aged less

than 65 years; 3, smoker aged over 65 years. CI, confidence interval; OR, odds ratio.
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results with genotyping data from other studies because few studies of
the KU70 and XRCC7 polymorphisms have been published.

In conclusion, the XRCC7 (but not the KU70) polymorphism had
an effect on the risk of bladder cancer; the risk was more pronounced
among older smokers. However, because the number of observations
in the subgroup analyses was limited , the findings could be due to
chance. Larger studies involving more detailed data on environmental
exposure and inclusion of more single nucleotide polymorphisms in
one gene or genes in the same biological pathway are needed to
verify these findings.
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Abstract
 Objective:To investigate the association between the X-ray repair cross complementing(XRCC) group 5, XRCC6 and XRCC7
polymorphisms and risk of acute myeloid leukemia(AML). Methods:This hospital-based case-control study included 120 AML patients
and 210 cancer-free controls in a Chinese population. Three polymorphisms of XRCC5, XRCC6 and XRCC7 were genotyped using the
polymerase chain reaction(PCR) or polymerase chain reaction-restriction fragment length polymorphism(PCR-RFLP) method. Results:
We found that there was a significant decrease in risk of AML associated with the XRCC6 -61 CG/GG genotype(adjusted odd ratio
(OR) = 0.55; 95% confident interval(CI) = 0.34-0.89) compared with the -61CC genotype. For the novel tandem repeat polymorphism
(VNTR) in the XRCC5 promoter, we found when the XRCC5 six genotypes were dichotomized(i.e., 2R/2R, 2R/1R versus 2R/0R, 1R/1R,
1R/0R and 0R/0R), the latter group was associated with increased risk of AML(adjusted OR = 1.67; 95% CI = 1.00~2.79) compared to 2R/
2R+2R/1R genotype. However, the XRCC7 6721G>T polymorphism had no effect on risk of AML. Conclusion:The XRCC6 -61C >
G and XRCC5 2R/1R/0R polymorphisms, but not XRCC7 6721G > T polymorphism, could play an important role in the development of
AML. Larger scale studies with more detailed data on environment exposure are needed to verify these findings.
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INTRODUCTION
 Acute myeloid leukemia(AML) is the most common
acute leukemia(AL) in adults, with a median incidence
of 2.4 cases per 100,000 inhabitants in the western world[1].
In China, AML accounts for approximately 25% of all
leukemias in adults, and is the most frequent form of
AL. Epidemiologic and genotypic data showed that

AML cells possess more than one recurring mutation,
either as point mutations, gene rearrangements and/or
chromosomal translocations[2]. Epidemiological studies
have shown that many different environmental and
occupational factors, such as exogenous agents, ioniz-
ing radiation(IR) and topoisomerase inhibitors, and
some endogenous agents encompassing anticancer drugs
and reactive oxygen species(ROS), are responsible for
the development of AML[3-7]. Although many people
are exposed to these dangerous factors, only a fraction
of exposed individuals develop AML, suggesting an
individual susceptibility to exposure -rela ted
carcinogenesis.
 Each individual’s genetic material contains a unique
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single nucleotide polymorphism(SNP) pattern on the
human genome map that is made up of many different
genetic variants. Although, most SNP do not produce a
disease per se, SNP serve as biological markers for
genetic determinants to identify a disease, as they are
usually located near a gene found to be associated with
diseases. SNP may be associated with the development
of a disease and therefore, used to search for and isolate
the disease-causing gene[8].
 DNA damage, induced by ROS and chemo-or radio-
therapeutic agents, generally includes base modifications,
single and double-strand DNA breaks(SSB and DSBS),
and DNA strands crosslink in the cell [9,10], and the DNA
damage may lead to genome instability, which in turn
may promote the development of cancer. Some evidence
indicates that the incidence of leukemia in mouse and
man is associated with exposure to chemo-or radio-
therapeutic agents, which cause DSBS

[11]. There are two
DSBS repair pathways in mammalian cells: the homolo-
gous recombination(HR) and non-homologous end-
joining(NHEJ)[12]. The latter plays a predominant role
in repairing DSBS in mammals[13]. A key component of
the NHEJ apparatus is the DNA-dependent Protein
Kinase(DNA-PK), which consists of a heterodimeric
DNA targeting subunit(i.e., KU70/KU80, encoded by
XRCC6/ XRCC5 genes) and a catalytic subunit DNA-
PKcs(encoded by XRCC7 gene)[14].
 There are dozens of genetic variants of the XRCC5,
XRCC6 and XRCC7 that have been identified.
However, to date, there are limited variants that have
been determined. Fu et al.[15] reported XRCC6 -61C>
G，but not XRCC6 43009G>T or XRCC6 46922A>G
polymorphisms, in the promoter region was associated
with an increased risk of breast cancer. In contrast, we
found previously that the XRCC7 but not the XRCC6 -
61C>G appears to be involved in the etiology of
human bladder cancer[16]. Two SNPs of XRCC5, 69506
G>A(rs3835) and 69632 G>A(rs3834), which are
located in the intron of XRCC5,  are not associated
with breast cancer[15]. Recently, we identified a novel
variable number of tandem polymorphisms located in
the promoter region of XRCC5(at -201~-159 nucle-
otide sites for the initiation of transcription)[17]. This
polymorphism contains three different alleles, which
are two 21 nucleotides repeats(2R), one 21 nucleotides
repeat (1R), and zero repeat unit(0R). We also found
that this tandem repeat polymorphism was associated
with bladder cancer and could affect XRCC5 promoter
activity and protein expression[18]. Genetic variants of
the XRCC7 6721G>T locating in the intron 8 might
regulate splicing and cause mRNA instability[19], and
were also shown to elevate risk of glioma and renal cell
carcinoma[20,21]. Some researchers reported that XRCC6

-61C>G and XRCC7 6721G>T polymorphisms are
associated with an increased risk of cancers, including
breast cancer and glioma[15,20]. To the best of our
knowledge, there is no report on the relationship
between XRCC5, XRCC6 and XRCC7 polymorphisms
and risk of AML. As we all know, XRCC5, XRCC6
and XRCC7 play an important role in the NHEJ pathway,
so we hypothesized that the polymorphisms of the
XRCC5, XRCC6 and XRCC7 contribute to the etiol-
ogy of AML. The aim of the present study is to inves-
tigate the associations between the XRCC5, XRCC6 and
XRCC7 polymorphisms and the development of AML
in a Chinese population.
MATERIALS AND METHODS
Study participants
 Study participants included 120 patients who were
newly diagnosed with AML and 210 cancer-free
controls from a Southern Chinese population, who were
Han nationals. The subjects were recruited from the
First and the Second Affiliated Hospitals of Nanjing
Medical University, Jiangsu Province Hospital of
Traditional Chinese Medicine and Suzhou City Hospital,
respectively, from 2003 to 2007. All cases had
cytogenetically, immunologically and marrow cyto-
morphologically confirmed AML and were without
history of other cancers. All cases were recruited
immediately after being diagnosed. The controls were
randomly selected from a database used for recording
regular physical examinations of cancer-free indivi-
duals living in the same residential areas, who were
genetically unrelated and frequency-matched to the cases
by age and gender. All cases and controls agreed to
participate in the present study. After the study subjects
provided written informed consent to participate in this
study, and an interview was scheduled and conducted
by trained interviewers using a structured questionnaire,
which elicited information on demographic features and
risk factors, such as age, gender. At the end of the
interview, all subjects donated a single 5 ml peripheral
blood sample that was stored and frozen at -70℃ within
6 h. The institutional review board of Nanjing Medical
University approved the research protocol.
Genotyping
 Genomic DNA was extracted from leukocyte pellets
by Proteinase K digestion, followed by phenol-chloro-
form extraction and ethanol precipitation. The XRCC5
2R/1R/0R polymorphism was identified by polymerase
chain reaction(PCR) and the XRCC6 -61C>G and
XRCC7 6721G>T polymorphisms were identified
using the polymerase chain reaction-restriction frag-
ment length polymorphism(PCR-RFLP) methods. The
following primers were used to amplify the target

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Underline

userr
Highlight

userr
Highlight



 94 G.Wang et al. / Journal of Nanjing Medical University, 2009, 23(2): 93-99

single nucleotide polymorphism(SNP) pattern on the
human genome map that is made up of many different
genetic variants. Although, most SNP do not produce a
disease per se, SNP serve as biological markers for
genetic determinants to identify a disease, as they are
usually located near a gene found to be associated with
diseases. SNP may be associated with the development
of a disease and therefore, used to search for and isolate
the disease-causing gene[8].
 DNA damage, induced by ROS and chemo-or radio-
therapeutic agents, generally includes base modifications,
single and double-strand DNA breaks(SSB and DSBS),
and DNA strands crosslink in the cell [9,10], and the DNA
damage may lead to genome instability, which in turn
may promote the development of cancer. Some evidence
indicates that the incidence of leukemia in mouse and
man is associated with exposure to chemo-or radio-
therapeutic agents, which cause DSBS

[11]. There are two
DSBS repair pathways in mammalian cells: the homolo-
gous recombination(HR) and non-homologous end-
joining(NHEJ)[12]. The latter plays a predominant role
in repairing DSBS in mammals[13]. A key component of
the NHEJ apparatus is the DNA-dependent Protein
Kinase(DNA-PK), which consists of a heterodimeric
DNA targeting subunit(i.e., KU70/KU80, encoded by
XRCC6/ XRCC5 genes) and a catalytic subunit DNA-
PKcs(encoded by XRCC7 gene)[14].
 There are dozens of genetic variants of the XRCC5,
XRCC6 and XRCC7 that have been identified.
However, to date, there are limited variants that have
been determined. Fu et al.[15] reported XRCC6 -61C>
G，but not XRCC6 43009G>T or XRCC6 46922A>G
polymorphisms, in the promoter region was associated
with an increased risk of breast cancer. In contrast, we
found previously that the XRCC7 but not the XRCC6 -
61C>G appears to be involved in the etiology of
human bladder cancer[16]. Two SNPs of XRCC5, 69506
G>A(rs3835) and 69632 G>A(rs3834), which are
located in the intron of XRCC5,  are not associated
with breast cancer[15]. Recently, we identified a novel
variable number of tandem polymorphisms located in
the promoter region of XRCC5(at -201~-159 nucle-
otide sites for the initiation of transcription)[17]. This
polymorphism contains three different alleles, which
are two 21 nucleotides repeats(2R), one 21 nucleotides
repeat (1R), and zero repeat unit(0R). We also found
that this tandem repeat polymorphism was associated
with bladder cancer and could affect XRCC5 promoter
activity and protein expression[18]. Genetic variants of
the XRCC7 6721G>T locating in the intron 8 might
regulate splicing and cause mRNA instability[19], and
were also shown to elevate risk of glioma and renal cell
carcinoma[20,21]. Some researchers reported that XRCC6

-61C>G and XRCC7 6721G>T polymorphisms are
associated with an increased risk of cancers, including
breast cancer and glioma[15,20]. To the best of our
knowledge, there is no report on the relationship
between XRCC5, XRCC6 and XRCC7 polymorphisms
and risk of AML. As we all know, XRCC5, XRCC6
and XRCC7 play an important role in the NHEJ pathway,
so we hypothesized that the polymorphisms of the
XRCC5, XRCC6 and XRCC7 contribute to the etiol-
ogy of AML. The aim of the present study is to inves-
tigate the associations between the XRCC5, XRCC6 and
XRCC7 polymorphisms and the development of AML
in a Chinese population.
MATERIALS AND METHODS
Study participants
 Study participants included 120 patients who were
newly diagnosed with AML and 210 cancer-free
controls from a Southern Chinese population, who were
Han nationals. The subjects were recruited from the
First and the Second Affiliated Hospitals of Nanjing
Medical University, Jiangsu Province Hospital of
Traditional Chinese Medicine and Suzhou City Hospital,
respectively, from 2003 to 2007. All cases had
cytogenetically, immunologically and marrow cyto-
morphologically confirmed AML and were without
history of other cancers. All cases were recruited
immediately after being diagnosed. The controls were
randomly selected from a database used for recording
regular physical examinations of cancer-free indivi-
duals living in the same residential areas, who were
genetically unrelated and frequency-matched to the cases
by age and gender. All cases and controls agreed to
participate in the present study. After the study subjects
provided written informed consent to participate in this
study, and an interview was scheduled and conducted
by trained interviewers using a structured questionnaire,
which elicited information on demographic features and
risk factors, such as age, gender. At the end of the
interview, all subjects donated a single 5 ml peripheral
blood sample that was stored and frozen at -70℃ within
6 h. The institutional review board of Nanjing Medical
University approved the research protocol.
Genotyping
 Genomic DNA was extracted from leukocyte pellets
by Proteinase K digestion, followed by phenol-chloro-
form extraction and ethanol precipitation. The XRCC5
2R/1R/0R polymorphism was identified by polymerase
chain reaction(PCR) and the XRCC6 -61C>G and
XRCC7 6721G>T polymorphisms were identified
using the polymerase chain reaction-restriction frag-
ment length polymorphism(PCR-RFLP) methods. The
following primers were used to amplify the target
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fragments containing the polymorphisms to be studied:
5′-AGGCGGCTCAAACACCACAC-3′(forward) and
5′-CAAGCGGCAGATAGCGGAAAG-3′(reverse) to
amplify the target fragment of XRCC5 gene. The
annealing temperature was 62℃. The fragment size was
266 bp, 245 bp or 224 bp, which were 2R allele, 1R
allele or 0R allele,respectively;5′-TCTCCAC-
TCGGCTT-TTCTTCCA-3′(forward) and 5′-TCT-
CCCTCCGC-TTCGCACTC-3′(reverse) for the
XRCC6 -61C>G polymorphism and 5′-CGGCT-
GCCAACGTTC-TTTCC-3′(forward) and 5′-TGCC-
CTTAGTGGTT-CCCTGG-3′(reverse) for the XRCC7
6721 G > T polymorphism. The annealing temperature
was 63℃ for the XRCC6-61C>G polymorphism and
61℃ for the XRCC7 6721 G > T polymorphism. The
fragment size was 320 bp for the XRCC6 -61C>G
polymorphism and 368 bp for the XRCC7 6721 G>T
polymorphism. The BanⅠ and PvuⅡ restriction
enzymes(New England Biolabs, Beverly, MA) were
used to distinguish the XRCC6 -61C>G and XRCC7
6721 G>T, respectively, which resulted in fragments
of 182, 80, and 58 bp in the presence of the XRCC6 -
61G allele, 262 and 58 bp in the presence of the XRCC6
-61C allele, 368 bp in the XRCC7 6721 G allele and
274 and 94 bp in the presence of the XRCC7 6721 T
allele[20]. The polymorphism analysis was performed by
two individuals independently in a blind fashion. More
than 30% of the samples were chosen randomly
selected for repeated assays, and the results were 100%
consistent.
Statistical analysis
 Theχ2 test was used to evaluate differences in the
frequency distributions of selected demographic
variables and the frequencies of allele and genotype of
the XRCC5, XRCC6 and XRCC7 polymorphisms
between cases and controls. Both the univariate and
multivariate logistic regression analysis were used to
obtain the adjusted odds ratios(ORs) and 95% confi-
dence intervals (CIs). The multivariate analysis was
performed with adjustment for age and gender. Theχ2

test of statistical significance was conducted using the
SAS software (version 9.1.3; SAS Institute Inc., Cary,
NC). The criterion for significance was set at P＜0.05
in two-sided tests.
RESULTS
Characteristics of the study subjects
 The frequency distributions of selected characteris-
tics between the cases and controls are shown in Table 1.
The mean age was 43.9 years for the cases(±20.8 years)
and 43.7 years for controls(± 20.2 years), and the
difference was not statistically significant(P = 0.15).
Similarly, the distribution of gender was not signifi-

cantly different(P = 0.57), suggesting that age and
gender were equally matched between two populations.
Genotype distributions and association
between XRCC5, XRCC6 and XRCC7 poly-
morphisms and risk of AML
 Table 2 shows the genotype and allele frequencies of
the XRCC5, XRCC6 and XRCC7 polymorphisms among
cases and controls and the associations with AML
development. For the XRCC7 6721G>T polymorphism,
the frequencies of the TT, TG, and GG genotypes were
59.2%, 35.8%, and 5.0%, respectively, among AML
cases, and 54.3%, 39.5%, and 6.2%, respectively, among
controls. However, the difference was not statistically
significant(P=0.68). For the XRCC6 61C > G
polymorphism, the frequencies of the CC, CG, and GG
genotypes were 69.2%, 29.2%, and 1.6%, respectively,
among AML cases, and 55.2%, 41.0%, and 3.8%,
respectively, among controls. Similarly, the frequen-
cies of 2R/2R, 2R/1R, 2R/0R, 1R/1R, 1R/0R and 0R/
0R genotypes of the XRCC5 were 10.0%, 14.2%, 27.5%,
0.8%, 32.5% and 15.0%, respectively, among AML
cases and 13.3%, 20.5%, 27.1%, 4.3%, 16.7% and 18.1%,
respectively, among controls. These differences were
statistically significant(P = 0.04 for XRCC6 -61C > G
and P = 0.01 for XRCC5 2R/1R/0R). As shown in Table 2,
the genotypes of 2R/2R, 2R/1R were more common
(13.3%, 20.5%) and that of 2R/0R was less common
(27.1%) among the controls than among the cases
(10.0%, 14.2%, and 27.5% respectively). When these
six genotypes were dichotomized into two groups(i.e.,
2R/2R, 2R/1R vs. 2R/0R, 1R/1R, 1R/0R and 0R/0R),
their distributions differed significantly between the
cases and controls(P = 0.05). The genotype frequencies
of these three polymorphisms among the controls were
all in agreement with the Hardy-Weinberg equilibrium.
 As shown in Table 2, logistic regression analysis
revealed that compared with the XRCC6 -61CC wild-
type homozygote, subjects carrying the -61CG heterozy-
gote had a significant 43% decreased risk of AML
(adjusted OR=0.57; 95% CI=0.35~0.92) and those
carrying-61CG/GG variant genotypes had 45% decrease
in risk of AML(adjusted OR=0.55; 95% CI=0.34~0.89).

Table 1 Frequency distributions of selected variables
in the AML cases

Cases(n=120)        Controls(n=210)
  n             %              n              %Variables                                                                            Pa

Age(years)
≤ 45
＞ 45

Gender
  Male
  Female

5 4
6 6

5 9
6 1

4 4
5 5

4 9
5 1

112
9 8

110
100

53.3
46.7

52.4
47.6

0.15

0.57

 aTwo-sided χ2 test
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For the XRCC5 2R/1R/0R polymorphism, we found
that XRRC5 1R/0R genotype was associated with a
2.60-fold increase in risk of AML(95% CI=1.42~5.92)
compared with the 2R/2R genotype. When compared
with the combined genotypes(2R/2R+2R/1R), the(2R/

0R+1R/1R+1R/0R+0R/0R) genotypes had a 1.67-fold
elevated risk with AML(95% CI=1.00~2.79). In this
study, we found that XRCC7 6721G >T polymorphism
was not associated with the risk of AML(Table 2).

Table 2 Genotype and allele frequencies of XRCC5, XRCC6 and XRCC7 polymorphisms among AML cases and
associations with odds of AML

XRCC7 6721G > T
TT
TG
GG
TG+GG
XRCC6 -61C > G
CC
CG
GG
CG+GG
XRCC5 2R/1R/0R
2R/2R
2R/1R
2R/0R
1R/1R
1R/0R
0R/0R
Dichotomized groups
2R/2R, 2R/1R
2R/0R, 1R/1R,
1R/0R, 0R/0R

114
8 3
1 3
9 6

116
8 6

8
9 4

2 8
4 3
5 7

9
3 5
3 8

7 1
139

54.3
39.5

6.2
45.7

55.2
4 1

3.8
44.8

13.3
20.5
27.1

4.3
16.7
18.1

33.8
66.2

7 1
4 3

6
4 9

8 3
3 5

2
132

1 2
1 7
3 3

1
3 9
1 8

2 9
9 1

59.2
35.8

5
40.8

69.2
29.2

1.6
30.8

1 0
14.2
27.5

0.8
32.5

1 5

24.2
75.8

0.68

0.04

0.01

0.05

1.00(reference)
0.81(0.50~1.30)
0.73(0.26~2.01)
0.80(0.50~1.26)

1.00 (reference)
0.57 (0.35~0.92)
0.36 (0.07~1.74)
0.55 (0.34~0.89)

1.00 (reference)
0.91 (0.38~2.20)
1.42 (0.63~3.19)
0.25 (0.03~2.17)
2.60 (1.42~5.92)
1.16 (0.48~2.82)

1.00 (reference)
1.67 (1.00~2.79)

Controls(N =210)a                     AML(N =120)
N                     %                     N                     %Genotypes                                                                                                                              P b             Adjusted OR(95% CI)c

 The observed genotype frequency among the control subjects was in agreement with the Hardy-Weinberg equilibrium(p2+2pq+q2=1)
(χ2=0.17, P =0.68 for XRCC7 6721G>T, and 2.71,0.10, for XRCC6-61C>G,χ2=1.55, P =0.21 for XRCC5 2R>1R,χ2=0.55, P =0.46 for
XRCC5 2R>0R). bTwo-sidedχ2 test for either genotype distribution; cObtained from logistic regression models with adjustment for age, gender.

Association and stratification analyses
between genotypes of the XRCC5, XRCC6 and
XRCC7 polymorphisms and risk of AML
 The association between the XRCC5 2R/1R/0R,
XRCC6 -61C>G and XRCC7 6721G>T variant geno-
types and risk of AML was further examined by strati-
fying potential confounding variables, such as age and
gender. As shown in Table 3 and Table 4, males and
aged≤ 45 years subjects carrying the XRCC6 -61
(CG+GG) genotypes were associated with 51%
(adjusted OR=0.49; 95% CI=0.25~0.98), 54% (adjusted
OR=0.46; 95% CI=0.23~0.93), respectively, decrease
in risk of AML. However, corresponding females and
aged >45 years subjects were not associated with risk
of AML. In the case of XRCC5(2R/0R+1R/1R+1R/
0R+0R/0R) genotypes, we observed highly significant
risks among males(adjusted OR=2.17; 95% CI=1.06~
4.43) and aged >45 years subjects (adjusted OR=3.31;
95% CI=1.59~6.88), whereas they were not statistically
significant among females and aged≤ 45 years
individuals. However, there were no significant asso-
ciations between the XRCC7 6721G>T polymorphism

and AML risk stratified by age and gender.
DISCUSSION
 In our study, three polymorphisms, XRCC5 2R/1R/
0R, XRCC6 -61C>G and XRCC7 6721G>T were
selected to investigate the associations between the
polymorphisms and risk of AML in a hospital-based
case-control study in a southern Chinese population.
We found a significant association with the polymor-
phisms of XRCC5 2R/1R/0R, XRCC6 -61C>G and the
risk of AML. However, there was no evidence for an
association between the XRCC7 6721G>T variants and
AML. To the best of our knowledge, this is the first
report that the XRCC5 2R/1R/0R, XRCC6 -61C>G and
XRCC7 6721G>T polymorphisms are associated with
the risk of AML.
 Given the critical roles of the NHEJ pathway in DNA
repair[22-24], it is biologically plausible that the XRCC5,
XRCC6 and XRCC7 variants may modulate the risk of
cancer, including leukemia. It has been shown that
increased NHEJ activity is due to the presence of
XRCC5 and XRCC6 protein, which result in genomic
instability in myeloid leukemia cells[25-26].
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For the XRCC5 2R/1R/0R polymorphism, we found
that XRRC5 1R/0R genotype was associated with a
2.60-fold increase in risk of AML(95% CI=1.42~5.92)
compared with the 2R/2R genotype. When compared
with the combined genotypes(2R/2R+2R/1R), the(2R/

0R+1R/1R+1R/0R+0R/0R) genotypes had a 1.67-fold
elevated risk with AML(95% CI=1.00~2.79). In this
study, we found that XRCC7 6721G >T polymorphism
was not associated with the risk of AML(Table 2).

Table 2 Genotype and allele frequencies of XRCC5, XRCC6 and XRCC7 polymorphisms among AML cases and
associations with odds of AML

XRCC7 6721G > T
TT
TG
GG
TG+GG
XRCC6 -61C > G
CC
CG
GG
CG+GG
XRCC5 2R/1R/0R
2R/2R
2R/1R
2R/0R
1R/1R
1R/0R
0R/0R
Dichotomized groups
2R/2R, 2R/1R
2R/0R, 1R/1R,
1R/0R, 0R/0R

114
8 3
1 3
9 6

116
8 6

8
9 4

2 8
4 3
5 7

9
3 5
3 8

7 1
139

54.3
39.5

6.2
45.7

55.2
4 1

3.8
44.8

13.3
20.5
27.1

4.3
16.7
18.1

33.8
66.2

7 1
4 3

6
4 9

8 3
3 5

2
132

1 2
1 7
3 3

1
3 9
1 8

2 9
9 1

59.2
35.8

5
40.8

69.2
29.2

1.6
30.8

1 0
14.2
27.5

0.8
32.5

1 5

24.2
75.8

0.68

0.04

0.01

0.05

1.00(reference)
0.81(0.50~1.30)
0.73(0.26~2.01)
0.80(0.50~1.26)

1.00 (reference)
0.57 (0.35~0.92)
0.36 (0.07~1.74)
0.55 (0.34~0.89)

1.00 (reference)
0.91 (0.38~2.20)
1.42 (0.63~3.19)
0.25 (0.03~2.17)
2.60 (1.42~5.92)
1.16 (0.48~2.82)

1.00 (reference)
1.67 (1.00~2.79)

Controls(N =210)a                     AML(N =120)
N                     %                     N                     %Genotypes                                                                                                                              P b             Adjusted OR(95% CI)c

 The observed genotype frequency among the control subjects was in agreement with the Hardy-Weinberg equilibrium(p2+2pq+q2=1)
(χ2=0.17, P =0.68 for XRCC7 6721G>T, and 2.71,0.10, for XRCC6-61C>G,χ2=1.55, P =0.21 for XRCC5 2R>1R,χ2=0.55, P =0.46 for
XRCC5 2R>0R). bTwo-sidedχ2 test for either genotype distribution; cObtained from logistic regression models with adjustment for age, gender.

Association and stratification analyses
between genotypes of the XRCC5, XRCC6 and
XRCC7 polymorphisms and risk of AML
 The association between the XRCC5 2R/1R/0R,
XRCC6 -61C>G and XRCC7 6721G>T variant geno-
types and risk of AML was further examined by strati-
fying potential confounding variables, such as age and
gender. As shown in Table 3 and Table 4, males and
aged≤ 45 years subjects carrying the XRCC6 -61
(CG+GG) genotypes were associated with 51%
(adjusted OR=0.49; 95% CI=0.25~0.98), 54% (adjusted
OR=0.46; 95% CI=0.23~0.93), respectively, decrease
in risk of AML. However, corresponding females and
aged >45 years subjects were not associated with risk
of AML. In the case of XRCC5(2R/0R+1R/1R+1R/
0R+0R/0R) genotypes, we observed highly significant
risks among males(adjusted OR=2.17; 95% CI=1.06~
4.43) and aged >45 years subjects (adjusted OR=3.31;
95% CI=1.59~6.88), whereas they were not statistically
significant among females and aged≤ 45 years
individuals. However, there were no significant asso-
ciations between the XRCC7 6721G>T polymorphism

and AML risk stratified by age and gender.
DISCUSSION
 In our study, three polymorphisms, XRCC5 2R/1R/
0R, XRCC6 -61C>G and XRCC7 6721G>T were
selected to investigate the associations between the
polymorphisms and risk of AML in a hospital-based
case-control study in a southern Chinese population.
We found a significant association with the polymor-
phisms of XRCC5 2R/1R/0R, XRCC6 -61C>G and the
risk of AML. However, there was no evidence for an
association between the XRCC7 6721G>T variants and
AML. To the best of our knowledge, this is the first
report that the XRCC5 2R/1R/0R, XRCC6 -61C>G and
XRCC7 6721G>T polymorphisms are associated with
the risk of AML.
 Given the critical roles of the NHEJ pathway in DNA
repair[22-24], it is biologically plausible that the XRCC5,
XRCC6 and XRCC7 variants may modulate the risk of
cancer, including leukemia. It has been shown that
increased NHEJ activity is due to the presence of
XRCC5 and XRCC6 protein, which result in genomic
instability in myeloid leukemia cells[25-26].
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 There are several reports that support our finding.
For example, Ku is best known for its crucial role in
DNA repair, especially in NHEJ. NHEJ is a homology-
independent mechanism that rejoins broken ends
irrespective of sequence, and this may result in genomic
disorders[22]. XRCC6 was elevated in bladder tumor
tissues and neck cancer cell line[27]; and Holgersson et al.[28]

reported increased expression of XRCC5 and XRCC7
protein in high-grade lymphoma patients. XRCC5 and
XRCC6 may function as a caretaker gene for the
development of T-cell lymphomas[29]. XRCC7 encodes
DNA-PKcs, which also may have a caretaker role in
colon carcinogenesis[30]. Therefore, the polymorphisms
of the XRCC5, XRCC6, XRCC7, if functional, could
be expected to have an effect on DSB repair, and thus,
on carcinogenesis.
 We previously reported that fewer repeats(1R/1R,1R/
0R) of XRCC5 in the promoter region enhance the
transcriptional activity and were associated with
increased risk of bladder cancer, and this finding was
supported by other research studies in gastric cancer[31],
esophageal cancer[24], colorectal cancer[32], and head and
neck cancer[23]. This over-activity of XRCC5 leads to
excess DNA repair, which can increase the resistance
of cells to genotoxic agents and interfere with normal

apoptosis, and thus increase the likelihood for the
development of neoplasia. In the present study, we
observed that XRCC5 2R/1R/0R polymorphism had a
1.67-fold increased risk of AML, which was consistent
with our previous findings in bladder cancer[18].
 The associations between XRCC6-61C>G and
XRCC7 6721G>T polymorphisms and susceptibility to
cancer have been extensively studied in some cancers.
However, the results are conflicting. For example,
XRCC6 -61C>G and XRCC7 6721G>T were associ-
ated with an increased risk of breast cancer[15], and
glioma[20], respectively, while recent studies reported
that there were no significant associations between the
XRCC7 6721G>T polymorphism and risk of renal cell
carcinoma and differentiated thyroid cancer[21-33]. Our
findings further support that the polymorphisms of the
XRCC6 -61C>G (not XRCC7 6721G>T polymorphism)
may contribute to genetic susceptibility to AML. Com-
pared with the published data, our findings indicate that
the genotype distributions of XRCC7 6721G>T poly-
morphisms vary with ethnicity. In the present study,
the MAF of 6721G allele was 0.29(data not shown),
which is consistent with the report by Hiroshi et al.[21]

among Japanese, but differs from American Caucasians
(0.39)[20]. However, the frequency of the XRCC6 -61

Table 3 Distribution of XRCC5, XRCC6 and XRCC7 polymorphisms in AML cases and controls stratified for gender
Male

 Cases      Controls
(n=59)     (n=110)

Female
 Cases     Controls
(n=61)    (n=100)

Adjusted OR
(95% CI)b

XRCC7 6721G > T
TT

TG+GG
XRCC6 -61C>G

CC
CG+GG

XRCC5 2R/1R/0R
2R/2R, 2R/1R
2R/0R, 1R/1R
1R/0R, 0R/0R

3 4
2 5

4 1
1 8

1 6
4 3

5 7
5 3

6 0
5 0

4 5
6 5

0.42

0.04

0.03

1.00(reference)
0.77(0.40~1.46)

1.00(reference)
0.49(0.25~0.98)

1.00(reference)
2.17(1.06~4.43)

3 7
2 4

4 2
1 9

1 3
4 8

5 7
4 3

5 6
4 4

2 6
7 4

0.66

0.10

0.50

1.00(reference)
0.86(0.45~1.66)

1.00(reference)
0.57(0.29~1.12)

1.00(reference)
1.30(0.61~2.77)

P aAdjusted OR
(95% CI)bGenotypes P a

aTwo-sided χ2 test for the genotypes distribution between the cases and controls; bObtained from a logistic regression model with adjustment for age

Table 4 Distribution of XRCC5, XRCC6 and XRCC7 polymorphisms in AML cases and controls stratified for age
Age(≤ 45 years)

 Cases      Controls
(n=54)    (n=112)

Age(＞ 45 years)
 Cases     Controls
(n=66)     (n=98)

OR(95% CI)b

XRCC7 6721G > T
TT

TG+GG
XRCC6 -61C > G

CC
CG+GG

XRCC5 2R/1R/0R
2R/2R, 2R/1R
2R/0R, 1R/1R
1R/0R, 0R/0R

3 2
2 2

3 8
1 6

1 5
3 9

6 6
4 6

6 1
5 1

2 7
8 5

0.84

0.03

0.54

1.00(reference)
1.07(0.55~2.10)

1.00(reference)
0.46(0.23~0.93)

1.00(reference)
0.79(0.38~1.67)

3 9
2 7

4 5
2 1

1 4
5 2

4 8
5 0

5 5
4 3

4 4
5 4

0.22

0.10

0.001

1.00(reference)
0.67(0.36~1.26)

1.00(reference)
0.57(0.29~1.11)

1.00(reference)
3.31(1.59~6.88)

P aOR(95% CI)bGenotypes P a

aTwo-sided χ2 test for the genotypes distribution between the cases and controls; bObtained from a logistic regression model with adjustment for gender.
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G allele was 0.24(data not shown) in this study, which
is similar to a study of Taiwanese[16]. However, these
findings require further investigation because of the small
number of cases.
 It is well known that XRCC5 ,XRCC6 and XRCC7
play critical roles in the same causal pathway involved
in DNA double-strand breaks(DSBs) repair. Liu et al.[34]

showed that the interaction of SNPs of XRCC5, XRCC6,
XRCC7 is the best model for predicting risk of glioma,
and the association between glioma and three genes was
stronger for gene-gene interactions than for a single
gene. In our study, we found the combined genotypes
of these three genes were associated with a significantly
increased risk of AML(data not shown), suggesting that
these three polymorphisms may contribute a joint
effect to the etiology of AML
 In this study, subgroups of male and aged > 45 years
subjects with regard to XRCC5 polymorphism appeared
to have higher risk of AML. However, the protective
effect of XRCC6 on risk of AML was more pronounced
among the aged≤45 years and male individuals. This
finding may reflect a high level of genetic susceptibility,
possibly owing to various DNA repair capability in these
groups[35]. Similar results have been found by Lin et al.[36]

showing that ALL was associated with age and gender
in polymorphisms of ERCC1 However, this finding may
be by chance, owing to the small number of observa-
tions in the stratification analysis. Also, in the present
study we did not make the classification of the AML
because of limitary information, and it may be a
potential confounder in the evaluation of polymorphism
attributed to the development of AML.
 In conclusion, the study suggests that functional
XRCC6 -61C>G and XRCC5 2R/1R/0R polymorphisms
could play an important role in the development of AML.
However, the XRCC7 6721G>T polymorphism had no
main effect on risk of AML. Larger scale studies,
including more detailed environmental exposure status
and more detailed patient clinical information, are
needed to verify these findings.
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Abstract

Genetic variations in the XPD gene may increase
cancer susceptibility by affecting the capacity for DNA
repair. Several studies have investigated this possibil-
ity; however, the conclusions remain controversial.
Therefore, we did a systematic review and executed
a meta-analysis to explore the association. From 56
studies, a total of 61 comparisons included 25,932 cases
and 27,733 controls concerning the Lys751Gln polymor-
phism; 35 comparisons included 16,781 cases and
18,879 controls in the case of Asp312Asn were reviewed.
In this analysis, small associations of the XPD
Lys751Gln polymorphism with cancer risk for esopha-
geal cancer [for Lys/Gln versus Lys/Lys: odds ratio (OR),
1.34; 95% confidence interval (95% CI), 1.10-1.64; for
Gln/Gln versus Lys/Lys: OR, 1.61; 95% CI, 1.16-2.25]

and acute lymphoblastic leukemia (for Gln/Gln versus
Lys/Lys: OR, 1.83; 95% CI, 1.21-2.75) are revealed.
Overall, individuals with the Gln/Gln genotype have
a small cancer risk compared with Lys/Lys genotype
for the reviewed cancer in total (OR, 1.10; 95% CI,
1.03-1.16). Subtle but significant cancer risk was
observed for the XPD Asp312Asn polymorphism in
bladder cancer (for Asp/Asn versus Asp/Asp: OR, 1.24;
95% CI, 1.06-1.46). No significant associations were
found for other cancers separately and all the reviewed
cancer in total assessed for the Asp312Asn polymor-
phism. Our study suggests that XPD is a candidate
gene for cancer susceptibility regardless of environ-
mental factors. (Cancer Epidemiol Biomarkers Prev
2008;17(3):507–17)

Introduction

Many environmental factors, such as radiation, diet,
smoking, and endogenous or exogenous estrogens, are
associated with DNA damage. Unrepaired or misre-
paired DNA results in gene mutations, chromosomal
alterations, and genomic instability. Several studies have
suggested that genes involved in DNA repair system
play a crucial role in protecting against mutations.
Patients with certain cancers have reduced DNA repair
proficiencies (1). Similarly, the enzymes of the nucleotide
excision repair (NER) pathway have been implicated in
cancer (2).

The excision repair cross-complementing group 2 (ERCC2)
gene (formerly named XPD) maps to chromosome
19q13.3 and is composed of 23 exons (3). Its protein is
761 amino acids in length. The DNA repair process and
gene transcription are coupled via activity of the TFIIH
complex, a multiprotein complex with functions includ-
ing transcription, NER, transcription-coupled repair,
apoptosis, and cell cycle regulation. The XPD protein is
involved in transcription-coupled NER and is an integral

member of the basal transcription factor BTF2/TFIIH
complex. The XPD gene product has an ATP-dependent
DNA helicase activity and belongs to the RAD3/
XPD subfamily of helicases (4). Mutations in the XPD
gene can result in three different disorders: xeroderma
pigmentosum, trichothiodystrophy, and Cockayne syn-
drome (5).

The XPD gene is abundant with polymorphisms (6).
The single nucleotide polymorphisms (SNP) in XPD in
the HapMap and dbSNP database are adequate (7, 8).
However, in coding regions, most exhibit a low
frequency of heterozygosity. Only four SNPs [rs13181
(9), rs1799793 (9), rs238406 (10), and rs1052555 (11)] that
have been subjects of association studies have compara-
bly high heterozygosity frequencies. Two SNPs (rs238406
and rs1052555) have not been well studied and are
not matured enough to execute a meta-analysis (10, 11).
The other two SNPs, which were considered as ‘‘tagging
SNP,’’ have been mostly described to date are ERC-
C2_18880_A>C (rs13181) and ERCC2_6540_G>A
(rs1799793; ref. 12). rs13181 is predicted to result in a
lysine-to-glutamine transition at position 751. rs1799793
would confer an aspartic acid-to-asparagine change
at position 312. They are in strong linkage disequilibria
with each other (13). These polymorphisms may affect
different protein interactions, diminish the activity of
TFIIH complexes, and alter the genetic susceptibility for
cancer.

Recently, several studies investigated the role of these
two polymorphisms on the risk of various cancers
including breast, bladder, lung, prostate, head and neck,
basal cell carcinoma, and melanoma. However, the
results of these studies remain controversial. It is possible

Cancer Epidemiol Biomarkers Prev 2008;17(3). March 2008

Received 8/27/07; revised 12/18/07; accepted 1/7/08.

Grant support: National Natural Science Foundation of China grant 30671801 and
Harbin Foundation grant 2005AFLXJ017 for the returnees with overseas education
background.

The costs of publication of this article were defrayed in part by the payment of page
charges. This article must therefore be hereby marked advertisement in accordance
with 18 U.S.C. Section 1734 solely to indicate this fact.

Requests for reprints: Ya-shuang Zhao, Department of Epidemiology,
Public Health College, Harbin Medical University, Harbin, Heilongjiang Province,
People’s Republic of China. Phone: 86-451-87502823; Fax: 86-451-87502885.
E-mail: zhao_yashuang@263.net

Copyright D 2008 American Association for Cancer Research.

doi:10.1158/1055-9965.EPI-07-2507

507

Research. 
on March 13, 2014. © 2008 American Association for Cancercebp.aacrjournals.org Downloaded from 

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

userr
Highlight

Administrator
Typewriter
(Cancer Epidemiol Biomarkers Prev, 2008;17(3):507–17)

Administrator
Rectangle

http://cebp.aacrjournals.org/
http://cebp.aacrjournals.org/


DNA Repair Gene XPD Polymorphisms and Cancer Risk:
A Meta-analysis Based on 56 Case-Control Studies
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Abstract

Genetic variations in the XPD gene may increase
cancer susceptibility by affecting the capacity for DNA
repair. Several studies have investigated this possibil-
ity; however, the conclusions remain controversial.
Therefore, we did a systematic review and executed
a meta-analysis to explore the association. From 56
studies, a total of 61 comparisons included 25,932 cases
and 27,733 controls concerning the Lys751Gln polymor-
phism; 35 comparisons included 16,781 cases and
18,879 controls in the case of Asp312Asn were reviewed.
In this analysis, small associations of the XPD
Lys751Gln polymorphism with cancer risk for esopha-
geal cancer [for Lys/Gln versus Lys/Lys: odds ratio (OR),
1.34; 95% confidence interval (95% CI), 1.10-1.64; for
Gln/Gln versus Lys/Lys: OR, 1.61; 95% CI, 1.16-2.25]

and acute lymphoblastic leukemia (for Gln/Gln versus
Lys/Lys: OR, 1.83; 95% CI, 1.21-2.75) are revealed.
Overall, individuals with the Gln/Gln genotype have
a small cancer risk compared with Lys/Lys genotype
for the reviewed cancer in total (OR, 1.10; 95% CI,
1.03-1.16). Subtle but significant cancer risk was
observed for the XPD Asp312Asn polymorphism in
bladder cancer (for Asp/Asn versus Asp/Asp: OR, 1.24;
95% CI, 1.06-1.46). No significant associations were
found for other cancers separately and all the reviewed
cancer in total assessed for the Asp312Asn polymor-
phism. Our study suggests that XPD is a candidate
gene for cancer susceptibility regardless of environ-
mental factors. (Cancer Epidemiol Biomarkers Prev
2008;17(3):507–17)

Introduction

Many environmental factors, such as radiation, diet,
smoking, and endogenous or exogenous estrogens, are
associated with DNA damage. Unrepaired or misre-
paired DNA results in gene mutations, chromosomal
alterations, and genomic instability. Several studies have
suggested that genes involved in DNA repair system
play a crucial role in protecting against mutations.
Patients with certain cancers have reduced DNA repair
proficiencies (1). Similarly, the enzymes of the nucleotide
excision repair (NER) pathway have been implicated in
cancer (2).

The excision repair cross-complementing group 2 (ERCC2)
gene (formerly named XPD) maps to chromosome
19q13.3 and is composed of 23 exons (3). Its protein is
761 amino acids in length. The DNA repair process and
gene transcription are coupled via activity of the TFIIH
complex, a multiprotein complex with functions includ-
ing transcription, NER, transcription-coupled repair,
apoptosis, and cell cycle regulation. The XPD protein is
involved in transcription-coupled NER and is an integral

member of the basal transcription factor BTF2/TFIIH
complex. The XPD gene product has an ATP-dependent
DNA helicase activity and belongs to the RAD3/
XPD subfamily of helicases (4). Mutations in the XPD
gene can result in three different disorders: xeroderma
pigmentosum, trichothiodystrophy, and Cockayne syn-
drome (5).

The XPD gene is abundant with polymorphisms (6).
The single nucleotide polymorphisms (SNP) in XPD in
the HapMap and dbSNP database are adequate (7, 8).
However, in coding regions, most exhibit a low
frequency of heterozygosity. Only four SNPs [rs13181
(9), rs1799793 (9), rs238406 (10), and rs1052555 (11)] that
have been subjects of association studies have compara-
bly high heterozygosity frequencies. Two SNPs (rs238406
and rs1052555) have not been well studied and are
not matured enough to execute a meta-analysis (10, 11).
The other two SNPs, which were considered as ‘‘tagging
SNP,’’ have been mostly described to date are ERC-
C2_18880_A>C (rs13181) and ERCC2_6540_G>A
(rs1799793; ref. 12). rs13181 is predicted to result in a
lysine-to-glutamine transition at position 751. rs1799793
would confer an aspartic acid-to-asparagine change
at position 312. They are in strong linkage disequilibria
with each other (13). These polymorphisms may affect
different protein interactions, diminish the activity of
TFIIH complexes, and alter the genetic susceptibility for
cancer.

Recently, several studies investigated the role of these
two polymorphisms on the risk of various cancers
including breast, bladder, lung, prostate, head and neck,
basal cell carcinoma, and melanoma. However, the
results of these studies remain controversial. It is possible
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Genetic analysis identifies putative tumor suppressor sites at 2q35–q36.1

and 2q36.3–q37.1 involved in cervical cancer progression

Gopeshwar Narayan1,2, Hugo Arias Pulido1,3, Sanjay Koul1,2, Xin-Yan Lu4, Charles P Harris4,
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1Department of Pathology, College of Physicians & Surgeons of Columbia University, New York, USA; 2Institute for Cancer
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6Deutsches Krebsforschungszentrum, Angewandte Tumorvirologie Im Neuenheimer Feld 242, Heidelberg, Germany; 7Department of
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We performed comparative genomic hybridization (CGH)
and high-resolution deletion mapping of the long arm of
chromosome 2 (2q) in invasive cervical carcinoma (CC).
The CGH analyses on 52 CCs identified genetic losses at
2q33–q36, gain of 3q26–q29, and frequent chromosomal
amplifications. Characterization of 2q deletions by loss of
heterozygosity (LOH) in 60 primary tumors identified two
sites of minimal deleted regions at 2q35–q36.1 and
2q36.3–q37.1. To delineate the stage at which these
genetic alterations occur in CC progression, we analysed
33 cervical intraepithelial neoplasia (CIN) for LOH. We
found that 89% of high-grade (CINII and CINIII) and
40% of low-grade (CINI) CINs exhibited LOH at 2q. To
identify the target tumor suppressor gene (TSG), we
performed an extensive genetic and epigenetic analyses of
a number of candidate genes mapped to the deleted
regions. We did not find inactivating mutations in
CASP10, BARD1, XRCC5, or PPP1R7 genes mapped
to the deleted regions. However, we did find evidence of
downregulated gene expression in CFLAR, CASP10 and
PPP1R7 in CC cell lines. We also found reactivated gene
expression in CC cell lines in vitro after exposure to
demethylating and histone deacetylase (HDAC) inhibiting
agents. Thus, these data identify frequent chromosomal
amplifications in CC, and sites of TSGs at 2q35–q36.1
and 2q36.3–q37.1 that are critical in CC development.
Oncogene (2003) 22, 3489–3499. doi:10.1038/sj.onc.1206432

Keywords: cervical carcinoma; chromosome 2; CGH;
gene amplification; LOH; cervical intraepithelial neo-
plasia

Introduction

Cervical carcinoma (CC) is the second most common
malignancy among women in both incidence and
mortality (NIH Consensus Statement, 1996). Although
much is known about the etiology and treatment of CC,
the role of genetic alterations in the multistep pathway
of cervical tumorigenesis is largely unknown. Conver-
ging points of evidence implicate infection by high-risk
human papilloma virus (HPV) types as a critical
etiologic factor (Kubbutat and Vousden, 1996). Epide-
miological and experimental data, however, show that
only a small fraction of HPV-infected cervical intrae-
pithelial neoplastic (CIN) lesions progress to invasive
CC (Murthy et al., 1990; Ostor, 1993; zur Hausen and
Rosl, 1994). These findings, therefore, suggest that other
somatic genetic mutations play a major role in the
initiation and progression of CC. Delineation of these
genetic changes is critical in understanding the mole-
cular basis of CC.

The development of CC is preceded by distinct
morphological changes from normal epithelium to
carcinoma through low-grade and high-grade squamous
intraepithelial lesions (SILs), which represent mild to
severe dysplasias. The genetic basis of this progression is
poorly understood. Molecular studies on early and
invasive CC has identified several structural and
functional alterations in oncogenes and candidate tumor
suppressor gene (TSG) sites (Lazo, 1999). Despite this
molecular characterization of cervical precancerous and
cancerous lesions, no critical genes or chromosomal
regions that play role in the development of CC have
been identified so far. Studies on comparative genomic
hybridization (CGH) have identified chromosomal
changes involving loss of 2q, 3p, 4p, 4q, 5q, 6q, 11q,
13q, and 18q regions and gain of 1q, 3q, 5p, and 8q
regions at various stages of CC (Heselmeyer et al., 1996,
1997; Dellas et al., 1999; Kirchhoff et al., 1999; Hidalgo
et al., 2000; Umayahara et al., 2002). Although a limited
number of CGH studies (Heselmeyer et al., 1997;
Hidalgo et al., 2000) and low-resolution loss of
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amplifications are characteristic genetic changes in
invasive CC.

High-resolution deletion mapping in invasive CC identifies
two minimal deleted regions of LOH at 2q35–q36.1 and
2q36.3–q37.1

To further characterize the 2q losses identified by CGH
analysis, we evaluated LOH in 60 primary CCs, using 31
STRP markers mapped to this chromosomal arm
(Figure 2). A total of 41 of these tumors were also
studied by CGH. We found LOH of at least one marker
in 37 (61.7%) of the tumors. Two of these tumors
showed LOH at all the informative markers, while the
remaining 35 tumors exhibited partial deletions on 2q.
The patterns of LOH from the 33 tumors with partial
losses identified two common sites of minimal deletions
at the 2q36.3–q37.1 and 2q35–q36.1 regions (Figure 2).

The 2q36.3–q37.1 minimal deletion derived from 32
tumors span six markers (D2S1392, D2S427, D2S2176,
D2S206, D2S331, and D2S2348). The deletion bound-
aries were identified based on the patterns of LOH in at
least five tumors (T-29, T-869, T-939, T-968, and T-
1068) (Figure 2). The 2q35–q36.1minimal deletion
spans five STRP loci (D2S163, D2S120, D2S377,
D2S339, and D2S126) and was identified based on the
patterns of LOH in 26 tumors. The 2q35–q36.1 deletion
boundaries were identified from the pattern of LOH in
at least six tumors (T-93, T-63, T-98, T-58, T-70, T-28,
and T-21) (Figure 2). A total of 21 tumors commonly
exhibited LOH at both sites of minimal deletions,
whereas nine tumors had deletions only at 2q36.3–
q37.1 and three had deletions only at the 2q35–q36.1
region (Figure 2). The 2q36.3–q37.1 deletion spans a
10.6-cM distance between 242.4 and 253 cM on the
genetic map, and the 2q35–q36.1minimal deletion maps
to a 6.8-cM distance between 223.2 to 230 cM on the
genetic map. Thus, our deletion analysis identified two
distinct but closely mapped sites of common regions of
deletions on 2q in CC.

2q deletions occur in cervical precancerous lesions

To evaluate whether the 2q genetic losses occur early in
the progression of CC, we studied LOH in 33 cervical
intraepithelial neoplasia (CIN) specimens (28 high-grade
and five low-grade lesions) using six STRP markers
mapped to 2q23–2q37.2 regions. In total, 25 of 28
(89.3%) high-grade CINs exhibited LOH in at least one
informative locus. Of the five low-grade CINs, two
(40%) had LOH (Figure 3). Consistent with the
localization of common deleted regions to the distal 2q
in invasive CC, the CINs also had a higher incidence of
LOH with the markers D2S1392, D2S2176, and
D2S2348 mapped to 2q36.3–q37.1 regions compared
to the proximal marker D2S321, which maps to the 2q23
region and the distal marker D2S338 that maps to
2q37.2 (Figure 3). The finding of 2q deletions in both
low-grade and high-grade CINs suggests that these
genetic alterations occur at very early stages in the
development of CC.

Analysis of candidate genes at the 2q deleted regions

Lack of inactivating mutations in PPP1R7, BARD1,
XRCC5, and CASP10 genes Despite the well-defined
morphologic changes at various stages in the develop-
ment, the genetic alterations associated with the initia-
tion and progression of CC are unclear. To find
inactivated genes at the 2q36.3–q37.1 and 2q35–q36.1
minimal deleted regions, we identified genes with
potential tumor suppressor function mapped to these
regions by searching the human genome resources at the
NCBI web site (http://www.ncbi.nlm.nih.gov/genome/
guide/human/). We identified three candidate genes for
tumor suppressor function, NCL, NEDD5 and
PPP1R7, in the vicinity of the 2q36.3–q37.1 deletion.
The PPP1R7 gene encodes a protein phosphatase 1,
regulatory subunit 7 that is required for the completion
of mitosis in Saccharomyces pombe (Renouf et al., 1995).
The NEDD5 gene plays an essential role in cytokinesis
(Kinoshita et al., 1997). The NCL, nucleolin, gene is a
major nucleolar protein in growing eucaryotic cells; it
induces chromatin decondensation by binding to histone
H1. Although NCL is upregulated in proliferating cells,
its multiple roles in the cell cycle implicate this gene in
the regulation of cell growth (Srivastava and Pollard,
1999). We analysed the PPP1R7 gene for mutations in
30 primary tumors with a 2q36–q37 region of LOH and
did not find any inactivating genetic alterations.

The vicinity of 2q35–q36.1 deleted region contains
five potential TSGs. These are BARD1, XRCC5,
CFLAR, CASP10, and CASP8. The BARD1 gene,
which encodes brca1-associated ring domain protein, is
implicated in brca1-mediated tumor suppression, cell
growth regulation, and the cellular response to DNA
damage in vitro (Wu et al., 1996). The BARD1 gene has
earlier been shown to exhibit infrequent mutations in
sporadic and hereditary breast, ovarian, and endome-
terial tumors (Thai et al., 1998). In view of the high
frequency of 2q35–q36.1 deletions in cervical precancer-
ous and cancerous lesions, and the chromosomal
localization of the BARD1 gene at this region, we
analysed 73 DNA samples from invasive CC for
mutations. We found a very high frequency of
conformational variations in CC. Follow-up studies on
DNA from the corresponding blood specimens, together
with sequencing analysis confirmed these changes as
polymorphic variants (Table 1). We found 12 different
single-nucleotide alterations in the BARD1 gene. All of
these were within the coding region except two that were
in the 50 noncoding sequence (Table 1). One of these two
was a splice donor variant of exon 3. In addition, we
found a two base pair AT deletion in intron 2. Both
these changes were also found in the corresponding
normal DNA. Thus, our extensive mutation analysis
excluded BARD1 as the target of mutational inactiva-
tion at 2q35–q36.1 deletions in CC.

The XRCC5 gene mapped to 2q35 encodes the 80-
kDa subunit of the Ku autoantigen. The Ku80 is
essential for maintaining genomic integrity through its
ability to bind DNA double-strand breaks and to
facilitate repair by the nonhomologous end-joining
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Briefly, tumor DNA was modified by sodium bisulphite
treatment. We used placental DNA treated in vitro with SssI
methyltransferase (New England Biolabs, Beverly, MA, USA)
and normal lymphocyte DNA treated similarly to tumor
DNAs as positive controls for methylated and unmethylated
templates, respectively. PCR products were run on 2% agarose
gels and viewed after ethidium bromide staining. PCR
products generated from bisulfite-converted tumor DNA were
sequenced to identify partially methylated residues.
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a b s t r a c t

Objective: Polymorphisms in DNA repair genes may be associated with altered DNA repair capacity,
thereby influencing an individual’s susceptibility to smoking-related cancers such as bladder cancer.
Therefore, we sought to examine the correlation between single nucleotide polymorphisms in DNA repair
genes and bladder cancer.
Methodology: We undertook a case-control study of 212 urothelial bladder cancer (UBC) cases and 250
controls to investigate the association between OGG1 (C1245G rs1052133), XRCC3 (C18067T, rs861539)
and XRCC7 (G6721T, rs7003908) polymorphisms and bladder cancer susceptibility by PCR–RFLP and the
ARMS method. We also investigated gene-environment interactions.
Results: The OGG1 GG genotype was associated with an elevated risk of urothelial bladder cancer (UBC)
(OR, 2.10; p, 0.028). XRCC7 + 6721 GG was also associated with increased susceptibility to UBC (OR, 4.45;
p, 0.001). In a recessive model, the OGG1 GG genotype showed an increased risk of TaG2,3 + T1G1–3 tumors.
Additionally, the OGG1 GG genotype in non-smokers represented a 2.46-fold greater risk (OR, 2.46; p,
0.035) in bladder cancer patients. Subsequent analysis demonstrated more pronounced association of
XRCC7 with smokers (OR, 4.39; p, 0.001). XRCC7 also showed increased association with TaG2,3 + T1G1–3

tumors and muscle invasive tumors (OR, 3.16; p, 0.001 and OR, 4.24; p, 0.001, respectively). Multiple Cox
regression analysis in non-muscle invasive bladder tumor (NMIBT) patients demonstrated an association
of the OGG1 GG polymorphism with a high risk of recurrence in patients on cystoscopic surveillance (HR,
4.04; p, 0.013). Subsequently, shorter recurrence-free survival (log rank p, 0.024; CC/GG, 42/24) was
observed.
Conclusion: Our data suggest association of a variant (GG) genotype of OGG1 with increased UBC suscep-
tibility and a high risk of tumor recurrence in NMIBT patients on cystoscopic surveillance. XRCC7 G allele
carriers (TG + GG) are also at an elevated risk for susceptibility to UBC as evidenced by a high odds ratio
throughout the analysis.

© 2009 Elsevier B.V. All rights reserved.

1. Introduction

Mutations in DNA repair genes are increasingly being studied
for an increased cancer risk because of their critical role in main-
taining genome integrity. Deficiencies in the DNA repair system are
likely to cause chromosomal aberrations which in turn lead to cell
malfunctioning, cell death and tumorigenesis [1]. Indeed, several
studies have demonstrated that polymorphisms in genes responsi-
ble for maintaining genomic integrity are modifiers of disease risk
[2,3]. Therefore, single nucleotide polymorphisms (SNPs) of genes

Abbreviations: OGG1, 8-oxoguanine glycosylase 1; XRCC3, X-ray repair cross
complementing group 3; XRCC7, X-ray repair cross complementing group 7; BCG,
Bacillus Calmette Guerin; UBC, Urothelial bladder Cancer.

∗ Corresponding author. Tel.: +91 522 2668004 8x2116; fax: +91 522 2668 017.
E-mail addresses: ramamittal@yahoo.com, rmittal@sgpgi.ac.in (R.D. Mittal).

involved in DNA repair are good candidates for low penetrance
bladder cancer susceptibility alleles.

Urothelial bladder cancer (UBC) is one of the most common
cancers worldwide, with the highest incidence in industrial-
ized countries. The lowest median bladder cancer incidence rate
for males was in Asia (5.9) and the highest in Europe (23.9)
[4]. Recent epidemiological studies in different populations have
shown inconsistent associations between the mentioned poly-
morphisms and an increased risk for bladder cancer. Exposure
to tobacco smoke, a major cause of UBC, stimulates the gen-
eration of reactive oxygen species (ROS) which cause oxidative
damage. Among many types of oxidative DNA damage, 8-hydroxy-
2-deoxyguanine (8-OHdG) caused by tobacco smoke is highly
mutagenic and mispairs with adenine, ultimately causing G:C to T:A
transversions [5]. The human 8-oxoguanine glycosylase 1 (OGG1)
enzyme encoded by the OGG1 gene (located on chromosome 3p25-
26) directly removes 8-OHdG from DNA as a part of the base
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Table 6
Association of OGG1, XRCC3 and XRCC7 genotypes on the outcome of BCG immunotherapy.

Genotype No recurrence n (%) Recurrence n (%) p value HR, (95%CI)

OGG1
No BCG

CC 20 (52.6) 13 (46.4) Reference –
CG 15 (39.4) 8 (28.5) 0.83 0.89 (0.30–2.60)
GG 3 (8.0) 7 (25.1) 0.013 4.04 (1.33–12.1)
CC + CG/GG 35 (92) 21 (74.9) 0.395 1.71 (0.49–5.89)

BCG
CC 19 (44.3) 18 (50.0) Reference –
CG 21 (48.8) 14 (38.8) 0.68 0.86 (0.42–1.76)
GG 3 (6.9) 4 (11.2) 0.32 1.76 (0.56–5.45)
CC+CG/GG 40 (93.1) 32 (88.8) 0.280 1.78 (0.62–5.14)

XRCC3
No BCG

CC 21 (55.2) 11 (39.3) Reference –
CT 16 (42.1) 15 (53.6) 0.124 2.07 (0.81–5.21)
TT 1 (2.7) 2 (7.1) 0.145 3.69 (0.63–15.6)
CC + CT/TT 37 (97.3) 26 (92.9) 0.494 1.66 (0.38–7.23)

BCG
CC 29 (67.6) 26 (72.2) Reference –
CT 11 (25.5) 10 (27.8) 0.852 1.07 (0.49–2.32)
TT 3 (6.9) 0 (0.0) 0.984 NC
CC + CT/TT 40 (93.1) 36(100) 0.984 NC

XRCC7
No BCG

TT 6 (15.8) 9 (32.1) Reference –
TG 19 (50.0) 7 (25.0) 0.292 0.58 (0.21–1.59)
GG 13 (34.2) 12 (42.9) 0.563 0.76 (0.31–1.89)
TT + TG/GG 25 (65.8) 16(57.1) 0.950 1.02 (0.48–2.18)

BCG
TT 6 (14.0) 8 (22.2) Reference –
TG 21 (48.8) 12 (33.3) 0.004 0.25 (0.09–0.65)
GG 16 (37.2) 16 (44.5) 0.084 0.44 (0.17–1.11)
TT + TG/GG 27 (62.8) 20 (55.5) 0.739 1.11(0.57–2.16)

HR, age, gender and smoking adjusted hazards ratio; CI, confidence interval.

reported that 326Ser(C)-containing OGG1 has a 7-fold higher 8-
oxoguanine repair activity than 326Cys(G)-containing OGG1 [6].
This was further augmented by Yamane et al., whose results indi-
cated that OGG1-Cys326 has a lower ability to prevent mutagenesis
by 8OHG in vivo in human cells than OGG1-Ser326 [21]. Previously,
the association of the OGG1 GG genotype with increased risk of
bladder cancer [22], lung cancer [23] and hepatocellular carcinoma
[24] has been reported. Hence, our results (OR, 2.10; p, 0.028) sup-
port the results of these recent association studies that indicate
that OGG1-Cys326 is a risk allele for several types of human can-
cers. In TaG2–3,T1G1–3 stage/grade tumors, an increased risk was
observed with the OGG1 GG genotype (OR, 2.46; p, 0.027). Though
the occurrence of the G allele was higher in cases, no risk was found
in smokers. However, among non-smokers, the patients were at a
higher risk compared to controls (OR, 2.46; p, 0.035).

The XRCC3 variant, T241M, has been reported to be associated
with an increased risk of some cancers [25]. However, a recent
experimental study did not show a functional difference between
the 241 variant and the common genotype of XRCC3 in homolo-
gous recombination repair of DNA in XRCC3-deficient irs1SF cells
(or in sensitivity to the interstrand cross-linking agent mitomycin
C) [26]. In our study, no significant association was observed with
the susceptibility to UBC and smoking status in XRCC3. The XRCC3
homozygous variant TT genotype demonstrated an increased risk
with low risk tumors (TaG1) which was not statistically signifi-
cant. Polymorphisms of this gene may result in reduced DNA repair
capacity, but direct functional evidence is lacking, and epidemio-
logical research results are presently inconclusive [27].

DSBs may result in genetic instability and ultimately may
enhance the rate of cancer development. The XRCC7 gene is
involved in the NHEJ pathway, which is responsible for repairing

most DSBs [28]. The expression of XRCC7 is elevated in bladder
tumor tissue and head and neck cancer cell lines [29,30]. There-
fore, the variants of the XRCC7 gene product, if functional, could
be expected to have an effect on DSB repair, and thus, on carcino-
genesis. In the present study, the XRCC7 6721 GG genotype was
associated with an increased UBC risk which was more pronounced
in smokers. However, the role of the XRCC7 G6721T polymor-
phism in cancers is not yet very well elucidated. No association
of XRCC7 +6721 polymorphisms was reported with increased risks
of prostate cancer or renal cell carcinoma [31,32]. Conversely, it
was associated with an increased risk of glioma [11]. Wang et al.
also reported association of the XRCC7 6721 TT genotype with an
increased risk for UBC [17], but this is contradictory to our findings.

Ethnic variations may account for this discrepancy as the
allele frequencies of the XRCC7 G6721T polymorphism have been
reported to vary dramatically among different ethnic groups. For
example, GG, GT and TT genotype frequencies were 21.6%, 46.4%
and 32.0%, respectively in our North Indian study population, com-
pared to 6.0%, 43.8%, and 50.2%, respectively, in the Han Chinese
population of a previous study [17]. The genotype frequency dis-
tribution in our population, however, is compatible with that of
Caucasians which is 16.4%, 44.7% and 38.9% [33]. These observa-
tions suggest that ethnic variations may modify the susceptibility
risk of a population.

The GG genotype was also observed to be associated with an
increased risk in TaG2,3 + T1G1–3 and T2+ muscle invasive tumors.
A significantly increased risk was observed for G allele carriers (GG)
when smokers were stratified into former and current groups. It is
known that compounds in smoke, such as 2-naphthylamine and
4-aminobiphenyl, can cause genotoxic events in the urothelium
[34]. In addition, the chemicals in cigarette smoke can result in
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carcinogenic events in the bladder epithelium. Tobacco smoking
enhances cellular proliferation and may have a synergistic effect on
bladder carcinogenesis. These data may explain the possible role of
the XRCC7 polymorphism in tobacco-induced bladder cancer [34].
Together, all of these observations suggest that the G allele is a sig-
nificant risk factor. In support of the functional significance of the
XRCC7 G6721T polymorphism, XRCC7 is thought to regulate splic-
ing and may cause mRNA instability [28]. Another possibility is its
linkage association with another functional genetic polymorphism.
However, these hypotheses remain to be investigated.

To estimate the risk on UBC, combined analyses of all three
gene polymorphisms were performed. Significant results were
seen in cases where the variant G allele of XRCC7 was present in
the analysis. The combinations of OGG1/XRCC7 and XRCC3/XRCC7
demonstrated increased risks of UBC in comparison to individuals
carrying wild type alleles of both genes. This observation suggests
that the association of the XRCC7 polymorphism may significantly
enhance the risk observed with the OGG1 and XRCC3 polymor-
phisms.

Earlier reports have suggested the OGG1 gene polymorphism
as an important determinant in the risk of recurrence in blad-
der cancer [35]. The data of our study provide evidence for the
association of OGG1 polymorphisms and the risk of recurrence
in NMIBT patients in the North Indian population. The OGG1
Ser326Cys variant GG genotype was associated with an increased
risk of recurrence (HR = 4.04, p = 0.013) as compared to the wild
type genotype (CC) in NMIBT patients receiving no BCG treatment.
The Kaplan–Meier curve further demonstrates the potential asso-
ciation of the GG genotype with reduced recurrence-free survival
with a median of 24 months (p = 0.024). This suggests that the GG
genotype is associated with sub-optimal DNA repair capacity and
poor clinical outcome in NMIBT patients. In XRCC7, the TG genotype
showed reduced risk of recurrence among BCG therapy-receiving
patients.

To the best of our knowledge, this is the first molecular epi-
demiologic study to investigate the association between genetic
polymorphisms in the OGG1, XRCC3 and XRCC7 DNA repair genes
and the risk of bladder cancer recurrence from North India. In the
future, more comprehensive genotyping and haplotyping are war-
ranted for using genomic polymorphisms as clinically applicable
predictive markers. Functional studies are also required to evaluate
genotype and phenotype correlation in context to recurrence-free
survival.
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INTRODUCTION
DNA repair pathways are responsible for maintaining the 
integrity of  the genome in face of  environmental insults 
and general DNA replication errors, playing a role in pro-
tecting it against mutations that lead to cancer[1]. So, poly-
morphisms of  DNA repair enzymes, which may alter the 
function or effi ciency of  the DNA repair, may contribute 
to an increased risk of  environmental carcinogenesis[2]. 
These low-penetrance susceptibility genes have common 
variants and interact with environmental factors, contrib-
uting as a major factor to the populational incidence of  
cancer[3]. Several polymorphisms in genes that participate 
in different DNA repair pathways, such as XPD, XPF, 
ERCC1, XRCC1, XRCC3[4], hOGG1[5], XPA, XPB[6] and  
XPC[7], have been  identifi ed and related to cancer suscep-
tibility.
    The XRCC1 gene is responsible for a scaffolding pro-
tein that directly associates with other proteins such as 
DNA polymerase β, PARP (ADP-ribose polymerase) 
and DNA ligase III in a complex, to facilitate the proc-
esses of  base excision repair (BER) or single-strand break 
repair[8]. The BER pathway repairs DNA damage caused 
by a variety of  endogenous and exogenous factors, includ-
ing oxidation, alkylating agents and ionizing radiation[1,9]. 
The XRCC1 protein can bind directly to both gapped and 
nicked DNA, as well as to gapped DNA associated with DNA 
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Abstract
AIM: To evaluate the association between poly-
morphisms XRCC1 Arg194Trp and Arg399Gln and XRCC3 
Thr241Met and the risk for chronic gastritis and gastric 
cancer, in a Southeastern Brazilian population.

METHODS: Genotyping by PCR-RFLP was carried out on 
202 patients with chronic gastritis (CG) and 160 patients 
with gastric cancer (GC), matched to 202 (C1) and 150 
(C2) controls, respectively. 

RESULTS: No differences were observed among the 
studied groups with regard to the genotype distribution 
of XRCC1 codons 194 and 399 and of XRCC3 codon 
241. However, the combined analyses of the three 
variant alleles (194Trp, 399Gln and 241Met) showed 
an increased risk for chronic gastritis when compared 
to the GC group. Moreover, an interaction between the 
polymorphic alleles and demographic and environmental 
factors was observed in the CG and GC groups. XRCC1 
194Trp was associated with smoking in the CG group, 
while the variant alleles XRCC1 399Gln and XRCC3 
241Met were related with gender, smoking, drinking and 
H pylori infection in the CG and GC groups. 

CONCLUSION: Our results showed no evidence of 
a rela-tionship between the polymorphisms XRCC1 
Arg194Trp and Arg399Gln and XRCC3 Thr241Met and the 
risk of chronic gastritis and gastric cancer in the Brazilian 

Polymorphisms of DNA repair genes XRCC1 and XRCC3 , interaction 
with environmental exposure and risk of chronic gastritis and gastric 
cancer
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population, but the combined effect of these variants 
may interact to increase the risk for chronic gastritis, 
considered a premalignant lesion. Our data also indicate 
a gene-environment interaction in the susceptibility to 
chronic gastritis and gastric cancer.
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polymerase β, suggesting that this protein might be inde-
pendently involved in DNA damage recognition[10]. Two 
polymorphisms, more often found in XRCC1’ conserved 
sites, lead to a C→T substitution at codon 194 in exon 6 
and to a G→A substitution at codon 399 in exon 10 of  the 
gene, leading to the amino acid alterations arginine (Arg) 
to tryptophan (Trp) and arginine (Arg) to glutamine (Gln), 
respectively. These changes in conserved protein sites may 
alter the BER capacity, increasing the chances of  DNA 
damage[4].

The Arg399Gln variant is more frequent and has been 
associated mainly with head and neck[11], colorectal[12], 
gastric[13], esophageal[14,15], breast[16] and lung[17,18] cancers. 
The Arg194Trp polymorphism has been related to color-
ectal[12], gastric[13], head and neck[19] and skin[20] cancers.

Protein XRCC3 functions in the DNA double-strand 
break (DSB) and cross-link repair[21] and interacts and 
stabilizes Rad51[22], one of  the key components of  the 
homologous repair (HR) pathway. The HR pathway uses 
a second intact copy of  a homologous chromosome as 
a template to copy the information lost at the DSB site, 
resulting in a high-fi delity process and preventing chromosomal 
aberrations[9]. The main polymorphism in this gene involves 
the change of  threonine (Thr) to methionine (Met) at co-
don 241 in exon 7[4]. Little is known about the functional 
consequences of  this variation, although some studies 
observed a positive relation between the Thr241Met poly-
morphism and an increased risk for skin[23], bladder[24], 
breast[25] and lung[26] cancers.

So far, the investigations about interactions between 
XRCC1 and XRCC3 polymorphisms and environmental 
carcinogenesis have produced scarce and conflicting 
results[27,28,29,30], showing the functional complexity of  
these variants, that can include their interaction with en-
vironmental factors, thus modulating the susceptibility to 
cancer. Regarding gastric cancer, only a few studies were 
conducted to investigate its association with XRCC1 and 
XRCC3 variants[13, 27,29,31].

In Brazil, gastric cancer is still one of  the most fre-
quent types of  cancer. The estimate for 2005 points to the 
fourth place in incidence and mortality, with about 23 000 
new cases and 12 000 deaths[32]. However, multiple factors 
are thought to play a role in gastric carcinogenesis, including 
diet[33], lifestyle[34], pathological changes in the stomach such 
as chronic gastritis[35], and genetic alterations[36,37], besides 
the infection by Helicobacter pylori, the fi rst bacterium to be 
termed as a defi nitive cause of  cancer[38]. 

Thus, we conducted a study to evaluate the association 
between the polymorphisms XRCC1 Arg194Trp and Arg-
399Gln and XRCC3 Thr241Met and the risk of  chronic 
gastritis and gastric cancer in a Brazilian population, as 
well as the interaction between these polymorphisms and 
environmental factors involved in gastric carcinogenesis.

MATERIALS AND METHODS
Subjects 
This was a case-control study on chronic gastritis and 
gastric cancer. The case groups comprised 202 patients 

with a histopathologically confi rmed diagnosis of  chronic 
gastritis (100 men and 102 women), with a mean age 
of  52 years (range 19-86 years), and 160 patients with 
a histopathologically confirmed diagnosis of  gastric 
adenocarcinoma (118 men and 42 women), with a mean 
age of  61 years (range 28-93 years). All subjects were 
recruited from the Hospital de Base in São José do Rio 
Preto, SP, and from the Pio XII Foundation in Barretos, 
SP, Brazil. Gastric adenocarcinomas were classified as 
diffuse or intestinal types, according to the classifi cation 
proposed by Lauren[39], and the chronic gastritis cases 
according to the Sidney System[40]. H pylori infection was 
histologically established by the Giemsa staining technique. 
Two cancer-free control groups with no previous history 
of  gastric disease were matched to the case groups with 
respect to age, gender and ethnicity. The control group 
for chronic gastritis (C1) was composed of  202 healthy 
individuals (100 men and 102 women) with a mean age 
of  51 years (range 20-85 years), and the control group for 
gastric cancer (C2) consisted of  150 healthy volunteers 
(108 men and 42 women) with a mean age of  59 years 
(range 22-93 years). Epidemiological data on the study 
population were collected using a standard interviewer-
administered questionnaire, with questions about current 
and past occupation, smoking habits, alcohol intake and 
family history of  cancer. This work was approved by 
the National Research Ethics Committee and written 
informed consent was obtained from all individuals. 

DNA extraction and genotype analyses
About 5 mL of  whole blood were collected from all study 
participants in sterile EDTA-coated vacutainers. The 
samples were assigned a unique identifi er code. DNA was 
extracted according to Abdel-Rahman et al.[41] and stored 
at -20 ºC until used for genotyping.

Genotypic analyses of the XRCC1 gene were carried out 
by multiplex PCR-RFLP, using primers for codons 399 (F 5’
-TTGTGCTTTCTCTGTGTCCA-3’ and R 5’-TCCTCCAGCC
TTTTCTGATA-3’) and 194 (F 5’-GCCCCGTCCCAGGTA-3’ 
and R 5’-AGCCCCAAGACCCTTTCACT-3’), which 
generate a fragment of  615 and 491 bp, respectively, 
as previously described[12] with modifications. Briefly, 
PCR was performed in 25 μL reaction buffer containing 
12.5 pmol each primer, 0.2 mmol/L of  dNTPs, 3 mmol/
L of  MgCl2, about 100 ng DNA and 1 U of  Taq DNA 
polymerase. The PCR products were digested overnight 
with 10 U of  MspI at 37 ºC. The wild-type Arg allele for 
codon 194 is identifi ed by the presence of  a 293 bp band, 
and the mutant Trp allele by the presence of  a 313 bp 
band (indicative of  the absence of  the MspI cutting site). 
For codon 399, the presence of  two bands of  375 and 
240 bp, respectively, identifies the wild-type Arg allele, 
while the uncut 615 bp band identifies the mutant Gln 
allele (indicative of  the absence of  the MspI cutting site). 
A 178 bp band, resulting from an additional invariant 
MspI cutting site in the 491 bp amplified fragment, is 
always present and serves as an internal control for 
complete enzyme digestion.

Polymorphism of  the XRCC3 gene was det e r -
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in H pylori-negative gastric cancer patients, as compared 
to chronic gastritis patients. However, these data must 
have been influenced by the great number of  H pylori-
negative individuals, as compared to the H. pylori-positive 
individuals found in the gastric cancer group, probably due 
to an underestimate of  the histological diagnosis in these 
patients.

In smokers, the presence of  XRCC1 194Trp was more 
frequent in chronic gastritis cases, while polymorphisms 
XRCC1 399Gln and XRCC3 241Met were more frequent 
in both the chronic gastritis and the gastric cancer groups, 
compared with healthy controls. Whether the mechanisms 
of  tobacco carcinogens act in human gastric cancer is 
currently uncertain. The main carcinogens contained 
in tobacco smoke include polyaromatic hydrocarbons 
(PAH), N-nitrosamines and aromatic amines. Cigarette 
smoking increases the number of  single-strand breaks 
and DNA adducts, which, if  left unrepaired, can lead to 
gene mutation[51]. These DNA damages can be repaired 
by BER, in which the XRCC1 protein has an important 
role. Functional studies of  XRCC1 variants observed a 
significantly elevated level of  sister chromatid exchange 
(SCE) in peripheral blood lymphocytes after in vitro 
exposure to the tobacco-specifi c NNK in carriers of  the 
399Gln allele, but the same was not observed for the 
194Trp polymorphism[52]. Duell et al.[53] reported higher 
frequencies of  SCE for current smokers with the 399Gln 
polymorphism than for smokers with the Arg/Arg 
genotype. 

Protein XRCC3 participates in the DSB repair by the 
homologous repair pathway and the 241Met variant may 
lead to biological implications for the enzyme’s function 
and/or the interaction with other proteins involved in 
DNA damage repair. Matullo et al.[54] associated the 241Met 
polymorphism with 32P-DNA adduct levels, indicating a 
possible role of  the XRCC3 gene in the repair of  bulky 
DNA adducts. Thus, variations in DNA repair capacity 
caused by polymorphisms of  DNA repair genes may 
modulate the genotoxic effect of  tobacco smoking.

Excessive alcohol consumption can also lead to 
DNA damage through the production of  free radical 
intermediates, such as reactive oxygen species, which are 
produced during the ethanol metabolism[55]. The frequency 
of  DNA single-strand breaks also increases with chronic 
exposure to alcohol[56]. We observed an association with 
alcohol consumption in the patients with chronic gastritis 
and gastric cancer, and found an increased risk for these 
diseases when polymorphisms XRCC1 399Gln and 
XRCC3 241Met were present. 

In conclusion, in the Brazilian population studied, 
we did not find evidence of  a relationship between the 
polymorphisms XRCC1 Arg194Trp and Arg399Gln and 
XRCC3 Thr241Met and the development of  chronic 
gastritis and gastric cancer. However, intra- and inter-
gene interactions may contribute to the development of  
chronic gastritis, a precursor lesion of  stomach cancer. 
We also verifi ed a gene-environment interaction between 
the XRCC1 and XRCC3 polymorphisms, mainly with the 
habits of  smoking and drinking, in the chronic gastritis 

and gastric cancer patients. Our study is an important 
addition to the small number of  previously published 
reports on DNA repair gene variants in gastric cancer 
and shows the need for further studies in different 
populations, to elucidate the role of  these polymorphisms 
in carcinogenesis.
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