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Polymorphisms of HER2 Ile655Val and cyclin D1 (CCND1) G870A are
not associated with breast cancer risk but polymorphic allele of HER2 is

associated with nodal metastases
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The HER2 codon Ile655Val and Cyclin D1 (CCND1) G870A polymorphisms were analyzed in a hospital-based Malaysian
population using PCR-RFLP method. Peripheral blood samples were collected from 230 breast cancer patients, and 200
normal and healthy women who had no history of breast disease or breast cancer. We evaluated the association between
HER2 or CCND1 polymorphisms and breast cancer risk, and clinico-pathological parameters in the population. The genotype
and allele frequencies of HER2 (P=0.163 vs P=0.0622) and CCND1 (P=0.377 vs P=0.284) polymorphisms were not
significantly different between the breast cancer cases and normal subjects, respectively. Women who were Ile/Val heterozygotes
(OR=1.48; 95% CI, 0.91-2.43), Val/Val homozygotes (OR=1.93; 95% CI, 0.51-7.77) and carriers of Val allele genotype
(OR=1.53; 95% CI, 0.95-2.45) were not significantly associated with increased breast cancer risk. Similarly, women who
were homozygous (OR=1.34; 95% CI, 0.77-2.34) or heterozygous (OR=0.98; 95% CI, 0.60-1.60) for A allele, or carriers of
A allele genotype (OR=1.10; 95% ClI, 0.70-1.73) were not associated with breast cancer risk. Analysis on clinico-pathological
parameters showed that Val allele genotype was significantly correlated with nodal metastases but A allele genotype was not
associated with any of the variables. Our findings suggest that the polymorphic alleles of HER2 and CCND1 may not play
an important role as genetic markers for breast cancer risk, but presence of Val allele may be useful for tumor prognosis.

Keywords: HER2, Cyclin D1, genetic polymorphism, breast cancer.

The human HER2 proto-oncogene was mapped to chro-
mosome 17g21.1 and encodes a 185 kDa cell surface
glycoprotein with tyrosine kinase activity [1]. The transmem-
brane protein is highly homologous to other members of the
type I tyrosine kinase receptor family [2]. HER2 is the pre-
ferred partner for heterodimerization for other members of
the receptor family. Binding of ligand to the receptor leads to
activation of tyrosine kinase which subsequently activates
downstream signaling events regulating many cellular func-
tions, such as cell proliferation and differentiation [3,4].

Amplification of the HER2 gene and overexpression of
the gene product have been implicated in the pathogenesis of
human breast cancer and the clinical significance of the re-
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ceptor has been extensively studied in breast carcinogenesis.
HER?2 gene amplification and/or overexpression was detected
between 20-30% of human breast carcinomas [5]. Clinical
studies have shown that HER2 gene alteration was associated
with reduced response to chemotherapy and hormonal therapy,
and shorter overall survival [6]. It has been well documented
that HER2 abnormalities were strongly associated with poor
prognosis and aggressive behaviour in breast carcinomas [5].
An earlier study have demonstrated that the substitution of
valine amino acid to glutamine at codon 664 of transmem-
brane region of the rat neu gene leads to constitutive neu
dimerization and increases its enzymatic activity [2,7]. The
single nucleotide polymorphism (SNP) in the human HER2
was identified in the transmembrane coding region of the gene
at codon 655, encoding either isoleucine (ATC) or valine
(GTC) [8]. A recent study reported that the presence of Val
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allele may enhance dimerization of HER2, resulting in in-
creased autophosphorylation, tyrosine kinase activation and
subsequently leading to cell transformation [9]. Xie et al. [10]
was the first to report that the Val allele was significantly as-
sociated with an increased risk of breast cancer development,
particularly among younger women. Subsequent studies have
shown that this association is controversial with some studies
showed presence of association between Val allele and breast
cancer risk [10-12] whereas others demonstrated no associa-
tion in breast cancer development [13-16]. The functional
importance of Val allele in breast carcinogenesis has not been
fully understood.

Cyclin D1 (CCND1), a member of the D-type cyclin pro-
teins, is involved in the regulation of cell cycle progression
from Gl into the S phase. Elevated levels of cyclin D1 dis-
rupt normal cell cycle function, and may promote development
of cancer [17]. Increased expression of CCND1 has been as-
sociated with increased cell proliferation and may lead to
premature entrance into S phase of the cell cycle.
Overexpression and/or amplification of cyclin D1 has been
detected in different cancers, particularly in breast cancer [17].
Cyclin D1 is amplified and/or overexpressed in approximately
20 to 50% of breast carcinomas. Increased expression of
CCNDI1 has been associated with good prognostic factors such
as estrogen receptor positivity and well differentiated tumors,
whereas amplification of the gene has been correlated with
poor prognostic factors and early recurrence [18-22]. The
common site for CCND1 polymorphism has been found at
nucleotide 870 in codon 242 located in the conserved splice
donor region of the exon 4 of the gene [23]. The A/G substi-
tution has been shown to be associated with splicing of
CCNDI mRNA but does not alter the amino acid. The poly-
morphism was shown to produce 2 types of transcripts [23].
The transcript-a from the CCND1 G allele is produced by
normal splicing of the exon 5. The alternate transcript, tran-
script-b, arising from the CCNDI1 A allele does not splice at
the exon 4-intron 4 boundary and has a longer half-life. Sev-
eral studies have reported association between the CCNDI1
G870A polymorphisms and an increased risk in different types
of cancer such as colorectal cancer [24-26], squamous cell
carcinoma (SCC) of the esophagus [27], lung cancer [28],
SCC of the head and neck [29], bladder cancer [30] and cer-
vical cancer [31]. However, some investigators found no
association with increased risk in colorectal carcinoma, SCC
of the esophagus, gastric cancer and breast carcinomas [32-
36].

Female breast cancer is the most common cancer among
women in Malaysia. The data from the National Cancer
Registry of Malaysia 2003 indicated that the life time risk
of developing breast cancer for a woman in Malaysia is 1
in 20 [37]. It was accounted for 31.0% of newly diagnosed
female breast cancer in Malaysian women. Breast cancer
is a disease of multifactorial background and the influence
of some factors such as genetic and environmental factors
may differ according to geographic localization. To the best

of our knowledge, association of HER2 Ile655Val and
CCND1 G870A polymorphisms with breast cancer risk
have not been studied in Malaysian population. In the
present study, we determined the genotype and allele fre-
quencies of HER2 and CCND1 polymorphisms in breast
cancer cases and normal controls, and evaluated the asso-
ciation between these polymorphisms and breast cancer risk
in a hospital-based Malaysian population, and also with
established clinico-pathological parameters such as ER sta-
tus, nodal status and histological grading. The patients were
stratified by age at diagnosis to determine any association
between the polymorphisms and breast cancer risk among
women younger or older than 50 years old.

Materials and Methods

Patients and tissues. The study population consists of 230
women who were confirmed as having breast cancer, and 200
women who were healthy and had no history of breast dis-
ease or a family history of breast cancer as normal controls.
The present study was approved by the Medical Ethics Com-
mittee of University Malaya Medical Centre, University of
Malaya, Malaysia. Written informed consent was obtained
from these patients before proceeding further for collection
of peripheral blood. Histopathological evaluation of the tis-
sues confirmed that 230 patients had invasive ductal
carcinoma. The relevant clinico-pathological information was
obtained from the pathology report of each patient which has
been reported previously [38]. In Malaysia, the age pattern in
2003 showed that the age specific incidence rate peaks in the
50-59 years age group [37]. The patients were divided ac-
cording to the age at diagnosis: age < 50 years and age = 50
years. A total of 104 patients and 96 normal controls were
less than 50 years old, and 126 patients and 104 normal con-
trols were 50 years and above. The mean ages of breast cancer
patients and normal controls were 52.04 and 50.30 years, re-
spectively.

Genotyping at codon 655 of HER2 and nucleotide 870 of
Cyclin DI genes. Genomic DNA was isolated from the pe-
ripheral blood samples according to the method provided by
the manufacturer with some modification using PUREGENE
Genomic DNA Purification kit (Gentra, USA) as described
previously [38].

The polymorphisms at codon 655 of HER?2 and nucleotide
870 of CCND1 genes were analyzed using polymerase chain
reaction-restriction fragment length polymorphism (PCR-
RFLP) method as described by Xie et al. [10] and McKay et
al. [36], respectively. The primer sequences used to amplify
the polymorphic sites of HER2 (148 bp) and CCND1 (167
bp) genes were as follows: HER2fwd: 5'-AGA GCG CCA
GCC CTC TGA CGT CCA T-3"; HER2rev: 5-TCC GTT TCC
TGC AGC AGT CTC CGC A-3’; CCND1fwd:. 5°-GTG AAG
TTC ATT TCC AAT CCG C -3’; CCND1rev: 5°-GGG ACA
TCA CCC TCA CTT AC-3’ The primer sequences for HER2
and CCND1 have been published previously [10,36].
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Figure 1. PCR-RFLP analysis at codon 655 of HER2 gene was performed
on DNA extracted from peripheral blood samples of breast cancer patients,
and normal healthy controls. Each lane shows the presence or absence of
nondigested 148 bp fragments and/or digested 116 bp fragments. The 32
bp fragment is not clearly visualized. Lane 1: 50 bp DNA ladder molecular
weight marker. Lane 2: negative control of deionized water. Lanes 3,4,5:
homozygous for Ile allele; Lane 6,7: homozygous for Val allele; Lane 8,9,10
heterozygous for Ile and Val alleles.

Each PCR amplification was performed in a 50 pul reaction
mixture containing 100 ng genomic DNA, 1X PCR buffer [50
mM KCI, 10 mM Tris-HCI (pH 8.3), 1.5 mM MgCl,], 250 uM
each of dGTP, dCTP, dTTP and dATP, 0.2 uM of each primers
and 2.5 U of Ampli7aqg DNA polymerase (Fermentas,
Lithuania). The samples were amplified in a thermalcycler
(Eppendorf, Hamburg, Germany). The cycling parameters for
HER?2 was 94°C for 4 min. followed by 35 cycles of 94°C for 30
sec., 60°C for 30 sec., 72°C for 30 sec. and final cycle of 72°C
for 7 min, and CCND1 was 94°C for 4 min. followed by 35
cycles of 94°C for 1 min., 56 °C for 1 min., 72°C for 1 min, and
final cycle of 72 °C for 7 min. In each PCR run, DNA was
substituted with sterile deionized water as a negative control.
The 7 ul amplified HER2 and CCND1 PCR products were di-
gested with BsmA I (New England BioLabs, Beverly, MA, USA)
at 55°C for 3 hrs and ScrF1 (New England BioLabs, Beverly,
MA, USA) at 37°C for 3 hrs, respectively. The 116 bp and 32
bp fragments indicates presence of G (GTC) for the Val allele
and 148 bp fragment in the presence of A (ATC) for the Ile
allele at codon 655 of the HER2 gene. The 167 bp amplicons
were not digested if A allele is present, but cleaved into 145 bp
and 22 bp fragments when G allele is present at nucleotide 8§70
of the CCND1 gene.

Immunohistochemistry. The immunohistochemistry of estro-
gen receptor was performed using the DAKO EnVision™ System
(Dako, Denmark) according to the manufacturer’s guidelines.
The immunostaining method has been described previously [38].

Figure 2. PCR-RFLP analysis at nucleotide 870 of CCND1 gene was
performed on DNA extracted from peripheral blood samples of breast
cancer patients, and normal healthy controls. Each lane shows the
presence or absence of nondigested 167 bp fragments and/or digested
145 bp fragments. The 22 bp fragment is not clearly visualized. Lane 1:
50 bp DNA ladder molecular weight marker. Lane 2: negative control
of deionized water. Lanes 3,4,5: homozygous for A allele; Lanes 6,7:
homozygous for G allele. Lane 8,9,10: heterozygous for G and A alleles.

Statistical analysis

Analysis of data was performed using Epi Info (version
6.0, Atlanta, USA). The odds ratio (OR) and its 95% confi-
dence interval (CI) was used to determine the correlation
between the genotypes or alleles of HER2 Ile655Val and
CCND1 G870A polymorphisms and breast cancer risk. The
association between the genotypes of the genes and breast
cancer risk among women younger than 50 years, and 50 years
and older were also analyzed. The significance of association
between the observed and expected number of the genotypes
for a population in the Hardy-Weinberg equilibrium was ana-
lyzed using the chi-square test. The test was also used to
demonstrate the significant difference of genotype and allele
frequencies between the breast cancer cases and normal con-
trols, and also association between the genotype frequencies
and clinico-pathological parameters. We used the Yates cor-
rected chi-square test to calculate the P values. The 0.05 (5%)
level of significance was used throughout the statistical test.

Results

The restriction analysis at HER2 Ile655Val and CCND1
G870A polymorphisms were shown in Figure 1 and 2, re-
spectively. The genotype and allele frequencies of HER2 and
CCNDI1 polymorphisms in the breast cancer cases and nor-
mal controls in a hospital-based Malaysian population were
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Table 1. Distribution of HER2 alleles and genotype frequencies in breast cancer cases and the control group.

Cases No. (%) Controls No. (%) OR (95%CI) x> P*-value
HER2 Genotype (n=230) (n=200)
Ile/Ile 165 (71.7) 159 (79.5)* 1.00 (reference) P=0.163*
Ile/Val 57 (24.8) 37 (18.5) 1.48 (0.91-2.43) P=0.123
Val/Val 8 (3.5) 4(2.0) 1.93 (0.51-7.77) P=0.437
Val Carrier (Ile/Val + Val/Val) 65 (28.3) 41 (20.5) 1.53 (0.95-2.45) P=0.0801
Age at Diagnosis
< 50 years (n=104) (n=96)
Tle/Tle 75 (72.1) 77 (80.2) 1.00 (reference)
Val carrier 29 (27.9) 19 (19.8) 1.57 (0.77-3.20) P=0.241
2> 50 years (n=126) (n=104)
Ile/lle 90 (71.4) 82 (78.8) 1.00 (reference)
Val carrier 36 (28.6) 22 (21.2) 1.49 (0.78-2.87) P=0.255
HER2 Alleles No. of alleles (n=460) No. of alleles (n=400)
Ile 387 (84.1) 355 (88.8) 1.00 (reference)
Val 73 (15.9) 45 (11.2) 1.49 (0.98-2.26) P=0.0622
Note: “*” represents chi-square analysis between breast cancer cases and normal controls for HER2 genotypes
¥ represents significance at P<0.05
Table 2. Distribution of CCND1 alleles and genotype frequencies in breast cancer cases and the control group.

Cases No. (%) Controls No. (%) OR (95%CI) x> P#-value
CCND1 Genotype (n=230) (n=200)
GG 58 (25.2) 54 (27.0) 1.00 (reference) P=0.377*
GA 103 (44.8) 98 (49.0) 0.98 (0.60-1.60) P=0.979
AA 69 (30.0) 48 (24.0) 1.34 (0.77-2.34) P=0.336
A carrier (GA+AA) 172 (74.8) 146 (73.0) 1.10 (0.70-1.73) P=0.757
Age at Diagnosis
< 50 years (n=104) (n=96)
GG 28 (26.9) 26 (27.1) 1.00 (reference)
A carrier 76 (73.1) 70 (72.9) 1.01 (0.52-1.97) P=0.893
2> 50 years (n=126) (n=104)
GG 30 (23.8) 28 (26.9) 1.00 (reference)
A carrier 96 (76.2) 76 (73.1) 1.18 (0.62-2.23) P=0.697
CCND1 Alleles No. of alleles (n=460) No. of alleles (n=400)
G 219 (47.6) 206 (51.5) 1.00 (reference)
A 241 (52.4) 194 (48.5) 1.17 (0.89-1.54) P=0.284

Note: “*’ represents chi-square analysis between breast cancer cases and normal controls for CCND1 genotypes

“*¥* represents significance at P<0.05

shown in Table I and Table II, respectively. The genotype fre-
quencies of HER2 was conformed to the Hardy-Weinberg
equilibrium in both the cases (P=0.849) and controls
(P=0.675). The distribution of CCND1 genotypes was also
consistent with Hardy-Weinberg equilibrium in cases
(P=0.533) and controls (P=0.969).

The genotype frequencies of HER2 polymorphism were
not significantly different between the breast cancer cases and

normal subjects (P=0.163). Although the distribution of HER2
genotypes lack statistical significance, the frequencies of Ile/
Val (24.8%), Val/Val (3.5%) and Val allele genotype (Ile/Val
+ Val/Val) (28.3%) in breast cancer cases were elevated com-
pared to the frequencies of Ile/Val (18.5%), Val/Val (2.0%)
and Val allele genotype (Ile/Val+Val/Val) (20.5%) observed
in normal individuals. Our data showed that women who were
homozygous (OR=1.93; 95% ClI, 0.51-7.77) or heterozygous
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Table 3. Association between genotype frequencies of the HER2 Ile655Val polymorphism and clinico-pathological parameters of the breast cancer

patients.

Clinico-pathological parameters Total no. of cases Tle/Tle Genotype (%)  Val allele genotype (Ile/Val+Val/Val) (%) x2
(n=230) (n=165) (n=65) P*-value

Estrogen Receptor (ER) Status

ER+ 116 90 (54.5) 26 (40.0)

ER- 105 70 (42.4) 35 (53.8) P=0.0964

N/A* 9 5@.1) 4(6.2)

Lymph Node (N) Status

N+ 96 61 (37.0) 35 (53.8)

N- 124 98 (59.4) 26 (40.0) P=0.0167

N/A* 10 6 (3.6) 4(6.2)

Histological Grade

Grade 1 26 17 (10.3) 9 (13.8)

Grade 11 91 68 (41.2) 23 (35.4) P=0.641

Grade III 70 51 (30.9) 19 (29.2)

N/A* 43 29 (17.6) 14 (21.6)

Note: N/A: not available
“+’ represents values that are not included in the chi-square analysis.
“** represents significance at P<0.05

(OR=1.48;95% (I, 0.91-2.43) for Val allele or carriers of Val
allele genotype (OR=1.53; 95% CI, 0.95-2.45) were not sig-
nificantly associated with breast cancer risk. The distribution
of Ile and Val allele frequencies were not significantly differ-
ent between breast cancer patients and the normal individuals
(P=0.0622). The data showed that the individuals who were
carriers of Val allele (OR=1.49; 95% CI, 0.98-2.26) were not
associated with an increased risk of breast cancer. In the age
stratified analysis, we observed no significant correlation be-
tween Val allele genotype and breast cancer risk among women
younger than 50 years (OR=1.57; 95% CI, 0.77-3.20) or 50
years and older (OR=1.49; 95% CI, 0.78-2.87) at diagnosis.

The distribution of CCND1 genotypes between the cancer
cases and normal individuals showed lack of statistical sig-
nificance (P=0.377). We noted that the frequencies of AA
(30%) and A allele genotype (GA+AA) (74.8%) were higher
in breast cancer cases compared to the frequencies of AA
(24.0%) and A allele genotype (73.0%) seen in normal indi-
viduals. However, GA genotype is increased in normal women
(49.0%) as compared to the cancer cases (44.8%). Individu-
als with the homozygous AA (OR=1.34; 95% CI, 0.77-2.34)
and heterozygous GA (OR=0.98; 95% CI, 0.60-1.60) geno-
types were not significantly associated with breast cancer risk.
Similarly, women who were carriers of A allele genotype
(GA+AA) (OR=1.10; 95% (T, 0.70-1.73) also showed no sig-
nificant risk of developing breast cancer. Analysis on allele
distribution showed that the frequency of allele A and G was
not significantly different between the cancer cases and the
controls (P=0.284). Individuals who were carriers of A allele
(OR=1.17; 95% CI, 0.89-1.54) were not associated with an
increased risk of breast cancer. Age stratification analysis
showed that women carrying G allele genotype who were less

than 50 years old (OR=1.01; 95% CI, 0.52-1.97) or 50 years
old and above (OR=1.18; 95% CI, 0.62-2.23) were not sig-
nificantly associated with increased risk of breast cancer.

Table IIT and IV summarize the relationship between the
HER?2 Ile655Val or CCND1 G870A genotypes and clinico-
pathological parameters such as ER status, lymph node
involvement and histological grade. Patients who were carri-
ers of Val allele genotype showed significant association with
lymph node metastases than those with Ile/Ile genotype
(P=0.0167). We noted that the frequencies of the Val allele
genotype were higher in the lymph node positive (53.8%)
than in the lymph node negative (40.0%) patients whereas
Ile/Tle genotype was represented more frequently in node nega-
tive (59.4%) compared with node positive (37.0%) patients.
Significant difference was not observed in patients with ER
status (P=0.0964) and histological grade (P=0.641). With re-
gard to CCND1 A allele genotype, no significant relationship
was seen with ER status (P=0.258), nodal status (P=0.158)
and tumor grade (P=0.510).

Discussion

Our findings demonstrated that the genotype and allele fre-
quencies of HER2 Ile655Val polymorphism among the breast
cancer cases were not significantly different from the normal
subject groups. However, we found that the frequencies of
Ile/Val and Val/Val were higher in breast cancers (24.8% vs
3.5%) than in the controls (18.5% vs 2.0%), respectively. Simi-
larly, there was higher representation of the Val allele (15.9%)
among the cases compared with the normal individuals
(11.2%). In the present study we also found that individuals
who were heterozygous for Val allele or carriers of Val allele
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Table 4. Association between genotype frequencies of the CCND1 G870A polymorphism and clinico-pathological parameters of the breast cancer

patients.

Clinico-pathological parameters Total no. of cases GG Genotype (%) A allele genotype (GA+AA) (%) x
(n=230) (n=58) (n=172) P*-value

Estrogen Receptor (ER) Status

ER+ 116 33 (56.9) 83 (48.3)

ER- 105 22 (38.0) 83 (48.3) P=0.258

N/A* 9 3(5.1) 6 (34)

Lymph Node (N) Status

N+ 96 29 (50.0) 67 (40.0)

N- 124 26 (44.8) 98 (57.0) P=0.158

N/A* 10 3(52) 7 (3.0)

Histological Grade

Grade 1 26 8 (13.8) 18 (10.5)

Grade 11 91 23 (39.7) 68 (39.5) P=0.510

Grade III 70 14 (24.1) 56 (32.5)

N/A* 43 13 (22.4) 30 (17.5)

Note: N/A: not available
“’ represents values that are not included in the chi-square analysis.
¥ represents significance at P<0.05

genotype were not significantly associated with increased risk
of breast cancer. Individuals who were Val/Val homozygotes
also showed no association with breast cancer risk. Xie and
colleagues [10] were the first to report that women homozy-
gous for the Val/Val genotype were at increased risk of breast
cancer in Shanghai-Chinese population but no association was
noted in women heterozygous for Val allele. The authors also
found that women who were less than 45 years old with Val/
Val genotype were at higher risk of developing breast cancer
compared with women older than 45 years. Montgomery and
coauthors [39] showed increased risk among Australian
women less than 40 years old. Rutter and coinvestigators [40]
noted an increased risk of breast cancer for Val allele carriers
at younger age in Ashkenazim population, particularly among
women with a family history of breast cancer. In contrast, Pinto
and colleagues [12] reported an association between increased
risk of breast cancer and Val allele genotype among Portu-
guese women who were older than 46 years old. Wang-Gohrke
and Chang-Claude [14] demonstrated that Val/Val and Ile/
Val genotypes were not linked to breast cancer risk among
German Caucasians. However, when the data were stratified
the authors noted that the Val allele genotype increased the
risk of breast cancer in women with a first—degree family his-
tory of breast cancer. In a Hawaii and Los Angeles Multiethnic
Cohort study, McKean-Cowdin et al. [11] showed that women
with Val allele genotype were associated with increased risk
of localized breast cancer but not with regional or metastatic
disease. In arecent study, Zubor and colleagues [41] noted
that women who were Val/Val homozygotes were associated
with breast cancer risk in Slovakian populations. However,
others studies showed no significant association between
HER2 polymorphism and breast cancer risk in several popu-

lations such as Japanese [13], Turkish [42], Iranian [43], Ko-
rean [44], New York-Latinas [45], New York-Caucasian [45],
Northern Greek [46], British [47], North Carolina African-
American and North Carolina Caucasian [15]. The data from
some of the published studies were not comparable because
some of the studies have examined Ile/Val genotypes sepa-
rately from the Val/Val genotype whereas some authors have
combined both the genotypes, which may alter the signifi-
cance of association with breast cancer risk.

Using a computational exploration, Fleishman et al. [9]
reported that the transmembrane region of HER2 homodimer
can exists in two stable conformations either as an active or
inactive form. The authors found that substitution of Val for
Ile in this position of the transmembrane region will destabi-
lize the formation of active HER2 dimers. This results in
reduced receptor activation and tyrosine kinase activity, even
during overexpression of HER2 receptor. However, presence
of the Val allele was associated with the formation of active
dimers of the transmembrane domain which result in increased
autophosphorylation, tyrosine kinase activation and cell trans-
formation. Based on computational analysis, presence of Val
allele in the transmembrane region of HER2 gene indicates
that the gene could be a strong candidate for breast cancer
susceptibility. However, the data from the present study do
not support the association between Val allele and breast can-
cer risk. These findings indicate that HER2 polymorphism at
codon 655 may not play an important role in breast cancer
susceptibility in Malaysian population.

In the present study, we found that genotype and allele fre-
quencies of the CCND1 G870A polymorphism were not
significantly different between breast cancer cases and nor-
mal subjects. Although the genotype and allele distribution
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were not statistically significant, the AA genotype and allele
A were more frequent in cancer cases (30% vs 52.4%) than
in controls (24% vs 48.5%), respectively. Some studies have
reported lower frequency of AA genotype in breast cancer
cases [34,35,48] while others have noted higher frequency of
AA genotype in cancer cases [49,50] as compared to the con-
trols. The frequencies of AA genotype in cancer cases as
reported by Kripp et al. [35] (27.8%), Frosti et al. [48] (21.5%)
and Grieu et al. [34] (21%) were lower, but the frequencies
demonstrated by Shu et al. [49] (31.5%) and Ceschi et al. [50]
(40.4%) were higher compared to the frequency found in the
present study (30%). However, when GG homozygote was
used as the reference, we noted that individuals who were AA
homozygote, GA heterozygote or carriers of A allele geno-
type were not associated with breast cancer risk. Similarly
other investigators were not able to demonstrate any link be-
tween the polymorphic CCND1 locus and breast cancer risk
in other populations including the Australians [34], Austrians
[35], Finnish [48] and Singapore Chinese [50]. Among the
Shanghai-Chinese population, Shu et al. [49] demonstrated
that individuals who were homozygous for A allele and carri-
ers of A allele genotype were not associated with breast cancer
risk, but weak association was seen in those who are GA car-
riers. Our data suggests individuals who are carrying allele
A may not be susceptible to breast cancer in Malaysian popu-
lation.

In contrast to breast cancer, several studies have linked
CCNDI1 A allele to increased susceptibility to a variety of
cancers including squamous cell carcinoma (SCC) of the
head and neck [29,51], non-small cell lung cancer [23,28],
hepatocellular carcinoma [52], endometrial carcinoma [53],
prostate cancer [54], colorectal carcinoma [24,25,55,56],
esophageal and gastric cardiac carcinoma [27], SCC of the
upper aerodigestive system [57] and urinary bladder carci-
noma [30]. On the other hand, discordant results were seen
between CCND1 polymorphism and the risk of developing
SCC of the uterine cervix [58], SCC of the esophagus [33],
oral cancer [59], gastric cancer [32] and colorectal carci-
noma [36]. In some studies CCND1 polymorphism has also
been associated to prognosis in pituitary adenomas [60],
ovarian carcinomas [61], non-small cell lung carcinomas [23]
and SCC of the head and neck [62]. Bettichar et al. [23]
reported that individuals with AA genotype produce altered
transcript, the transcript-b, that may have longer half-life.
Therefore, cells with damaged DNA carrying allele A may
bypass the G1/S phase checkpoint easily compared with in-
dividuals not carrying the polymorphism. Sawa et al. [63]
demonstrated that high levels of normal transcript, transcript-
a, inhibit entry into and completion of S phase. The authors
also reported that patients with GG genotype had longer
disease-free survival than patients with the polymorphism.
These observations suggest that the expression level of
CCND1 polymorphism transcript may influence the biologi-
cal behaviour of cells, thus alters the risk of developing
different types of cancers.

Stratification based on age at diagnosis revealed no evi-
dence of association between carriers of Val allele genotype
or A allele genotype and breast cancer risk among women
younger than 50 or 50 years and older. Other studies did not
reveal any correlation between Val allele genotype [16,43,44]
or A allele genotype [34,35] and patients’ age. However, Shu
and coinvestigators [49] noted that CCND1 polymorphism
was weakly associated with breast cancer risk in younger
women. Although the age specific incidence rate is the high-
est in the 50-59 age group, no statistical association was
observed between Val allele or A allele and risk of breast can-
cer among women younger or older than 50 years at diagnosis
suggesting that breast cancer risk by these alleles is unrelated
to patients’ age. A clinico-pathological analysis showed that
Val allele genotype was associated with lymph node metastases
but not with estrogen receptor status and histological grade.
Furthermore, we also noted that Ile/Ile genotype was found
more frequent in node negative compared with node positive
patients. It has been suggested that Val allele might enhance
but Ile allele might reduce tyrosine kinase activity [9].
Benlimame et al. [64] reported that increased activity of ty-
rosine kinase is essential to induce invasion and metastases.
This probably explains the positive correlation between Val
allele and nodal metastases noted in the present study. Based
on our observation Val allele might have an important role
for tumor metastatic capacity. Kamali-Sarvestani er al. [43]
found that Val allele was not associated with steroid status
but no analysis was performed on nodal status and tumor
grade. To the best of our knowledge majority of the studies
did not compare association between HER2 polymorphism
and nodal status [11-16,39-42, 44-47]. Significant correlation
was not observed between the clinico-pathological parameters
and A allele genotype in breast cancer patients. Similar find-
ings were also reported by other investigators where the
authors found no link with overall survival, tumor size, histo-
logical grade, lymph node involvement and estrogen receptor
status [34,35]. It has been well documented that tumors lack-
ing of estrogen receptors, demonstrate nodal metastases and
poorly differentiated were associated with poor prognosis and
worse clinical outcome. In the present study, an association
with nodal metastases suggests that Val allele may have the
potential to be an indicator for poor prognosis but A allele
may not be a useful marker for tumor prognosis.

The conflicting reports between the studies could be due
to factors such as selection bias, sample size, heterogenous
ethnic background, and genetic factors within the ethnic
groups that predispose them to breast cancer. In addition, small
number of individuals with Val/Val or AA genotype can de-
crease statistical power to determine the association between
the polymorphisms and cancer risk. In conclusion, our data
shows that HER2 Ile655Val and CCND1 G870A gene poly-
morphisms may not be potential markers for breast cancer
risk but Val allele of HER2 gene may have the potential to be
a genetic marker for tumor prognosis at least in a hospital-
based Malaysian population.



94

R. NAIDU, C. H. YIP, N. A. TAIB

This study was conducted in Faculty of Medicine, University of
Malaya and financially supported by a PPF grant (FP030/2004B)
from University of Malaya.

References

(1]

(2]

(3]

(4]

(3]

(6]

(7]

(8]

(9]

[10]

[11]

[12]

[13]

[14]

[15]

[16]

AKIYAMA T, SUDO C, OGAWARA H et al. The product
of the human HER?2 gene: a 185-kilodalton glycoprotein with
tyrosine kinase activity. Science 1986; 232: 1644—-1646
BARGMANN CI, HUNG MC, WEINBERG RA The neu
oncogene encodes an epidermal growth factor receptor-relat-
ed protein. Nature 1986; 319: 226-230

HELDIN CH Dimerization of cell surface receptors in signal
transduction. Cell 1995; 80: 213-223

DOUGALL WC, QIAN X, PETERSON NC et al. The neu-
oncogene: signal transduction pathways, transformation
mechanisms and evolving therapies. Oncogene 1994; 9: 2109—
2123

ROSS JS, FLETCHER JA, LINETTE GP et al. The HER2/
neu gene and protein in breast cancer 2003: biomarker and
target of therapy. Oncologist 2003; 8: 307-325

PAIK S, BRYANT J, TAN-CHIU E et al. HER2 and choice
of adjuvant chemotherapy for breast cancer. National Surgi-
cal Adjuvant Breast and Bowel Project Protocol B-15. J Natl
Cancer Inst 2000; 92: 1991-1998

STERN DF, KAMPS MP, CAO H Oncogene activation of
p185neu stimulates tyrosine phosphorylation in vivo. Mol Cell
Biol 1988; 8: 3969-3973

PAPEWALIS J, NIKITIN A, RAJEWSKY MF G to
A polymorphism at amino acid codon 655 of the human erbB-
2/HER2 gene. Nucleic Acids Res 1991; 19: 5452
FLEISHMAN SJ, SCHLESSINGER J, BEN-TAL N A pu-
tative molecular-activation switch in the transmembrane
domain of erbB2. Proc Natl Acad Sci USA 2002; 99: 15937—
15940

XIE D, SHU XO, DENG Z et al. Population-based, case—
control study of HER2 genetic polymorphism and breast
cancer risk. J Natl Cancer Inst 2000; 92: 412-417
MCKEAN-COWDIN R, KOLONEL LN, PRESS MF et al.
Germ-line HER-2 variant and breast cancer risk by stage of
disease. Cancer Res 2001; 61: 8393-8394

PINTO D, VASCONCELOS A, COSTA S et al. HER2 poly-
morphism and breast cancer risk in Portugal. Eur J Cancer
Prev 2004; 13: 177-181

HISHIDA A, HAMAJIMA N, IWATA H et al. Re: Popula-
tion-based, case—control study of HER2 genetic
polymorphism and breast cancer risk [letter]. J Natl Cancer
Inst 2002; 94: 1807-1808

WANG-GOHRKE S, CHANG-CLAUDE J Re: Population-
based, case—control study of HER2 genetic polymorphism
and breast cancer risk [letter]. J Natl Cancer Inst 2001; 93:
1657-1659

MILLIKAN R, EATON A, WORLEY K et al. HER2 codon
655 polymorphism and risk of breast cancer in African Amer-
icans and whites. Breast Cancer Res Treat 2003; 79: 355-364
BENUSIGLIO PR, LESUEUR F, LUCCARINI C et al. Com-
mon ERBB2 polymorphisms and risk of breast cancer in

[17]
[18]

[19]

(20]

(21]

(22]

(23]

[24]

[25]

[26]

[27]

(28]

[29]

(30]

(31]

(32]

(33]

a white British population: a case—control study. Breast Can-
cer Res 2005; 7: R204-R209

SHERR CJ Cancer cell cycles. Science 1996; 274: 1672-1677
GILLET C, FANTI V, SMITH R et al. Amplification and
overexpression of cyclin D1 in breast cancer detected by
immunohistochemical staining. Cancer Res 1994; 54: 1812—
1817.

BARNES DM, GILLET C Cyclin D1 in breast cancer. Breast
Cancer Res Treat 1998; 52: 1-15

BIECHE I, OLIVI M, NOGUES C et al. Prognostic value of
cyclin D1 gene status in sporadic breast tumors, as determined
by real-time quantitative PCR assays. Br J Cancer 2002; 86:
580-586

TERRY MB, GAMMON MD, SCHOENBERG JB et al. Oral
contraceptive use and cyclin D1 overexpression in breast can-
cer among young women. Cancer Epidemiol Biomarkers Prev
2002; 11: 1100-1103

NAIDU R, WAHAB NA, YADAV MM et al. Expression
and amplification of cyclin D1 in primary breast carcinomas:
relationship with histopathological types and clinico-patho-
logical parameters. Oncol Rep 2002; 9: 409-416
BETTICHER DC, THATCHER N, ALTERMATT HIJ et al.
Alternate splicing produces a novel cyclin D1 transcript. On-
cogene 1995; 11: 1005-1011

KONG S, AMOS CI, LUTHRA R et al. Effects of cyclin D1
polymorphism on age of onset of hereditary nonpolyposis
colorectal cancer. Cancer Res 2000; 60: 249-252

KONG S, WEI Q, AMOS CI et al. Cyclin D1 polymorphism
and increased risk of colorectal cancer at young age. J Natl
Cancer Inst 2001; 93: 1106-1108

BALA S, PELTOMAKI P Cyclin D1 as a genetic modifier
in hereditary nonpolyposis colorectal cancer. Cancer Res
20005 61: 6042-6045.

ZHANG J, LI Y, WANG R et al. Association of cyclin D1
(G870A) polymorphism with susceptibility to esophageal and
gastric cardiac carcinoma in a northern Chinese population.
Int J Cancer 2003; 105: 281-284

QIULING S, YUXIN Z, SUHUA Z et al. Cyclin D1 poly-
morphism and susceptibility to lung cancer in a Chinese
population. Carcinogenesis 2003; 24: 1499-1503

ZHENG Y, SHEN H, STURGIS EM et al. Cyclin D1 poly-
morphism and risk for squamous cell carcinoma of the head
and neck: a case-control study. Carcinogenesis 2001; 22:
1195-1199

WANG L, HABUCHI T, TAKAHASHI T et al. Cyclin D1
polymorphism is associated with an increased risk of urinary
bladder cancer. Carcinogenesis 2002; 23: 257-264
CATARINO R, MATOS A, PINTO D et al. Increased risk of
cervical cancer associated with cyclin D1 gene A870G poly-
morphism. Cancer Genet Cytogenet 2005; 160: 49-54
SONG JH, KIM CJ, CHO YG et al. Association of cyclin D1
G870A polymorphism with susceptibility to gastric cancers
in Korean male patients. Neoplasma 2007; 54: 235-239
YU C, LU W, TAN W et al. Lack of association between
CCND1 G870A polymorphism and risk of esophageal squa-
mous cell carcinoma. Cancer Epidemiol Biomarkers Prev
2003; 12: 176



HER2 AND CYCLIN D1 POLYMORPHISMS IN BREAST CANCER

95

[34]

[35]

(36]

[37]

(38]

(39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

[47]

(48]

[49]

[50]

GRIEU F, MALANEY S, WARD R et al. Lack of association
between CCND1 G870A polymorphism and the risk of breast
and colorectal cancers. Anticancer Res 2003; 23: 4257-4259
KRIPPL P, LANGSENLEHNER U, RENNER W et al. The
870G>A polymorphism of the cyclin D1 gene is not associ-
ated with breast cancer. Breast Cancer Res Treat 2003; 82:
165-168

MCKAY JA, DOUGLAS JJ, ROSS VG et al. Cyclin D1 pro-
tein expression and gene polymorphism in colorectal cancer.
Int J Cancer 2000; 88: 77-81

LIM GC, HALIMAH Y Second Report of the National Can-
cer Registry. Cancer Incidence in Malaysia 2003. National
Cancer Registry. Kuala Lumpur 2004

NAIDU R, HAR YC, TAIB NA P27 V109G Polymorphism
is associated with lymph node metastases but not with in-
creased risk of breast cancer. J Exp Clin Cancer Res 2007,
26: 133-140

MONTGOMERY KG, GERTIG DM, BAXTER SW et al.
The HER2 1655V polymorphism and risk of breast cancer in
women < age 40 years. Cancer Epidemiol Biomarkers Prev
2003; 12: 1109-1111

RUTTER JL, CHATTERJEE N, WACHOLDER S et al. The
HER?2 1655V polymorphism and breast cancer risk in Ash-
kenazim. Epidemiology 2003; 14: 694-700

ZUBOR P, VOJVODOVA A, DANKO J et al. HER-2
[Ile655Val] polymorphism in association with breast cancer
risk: a population-based case-control study in Slovakia. Neo-
plasma 2006; 53: 49-55

AKISIK E, DALAY N Estrogen receptor codon 594 and
HER?2 codon 655 polymorphisms and breast cancer risk. Exp
Mol Pathol 2004; 76: 260-263

KAMALI-SARVESTANI E, TALEI AR, MERAT A Ile to
Val polymorphism at codon 655 of HER2 gene and breast
cancer risk in Iranian women. Cancer Lett 2004; 215: 83-87
AN HJ, KIM NK, OH D et al. HER2V655 genotype and
breast cancer progression in Korean women. Pathol Int 2005;
55: 48-52

KESHAVA C, MCCANLIES EC, KESHAVA N et al. Distri-
bution of HER2 (V655) genotypes in breast cancer cases and
controls in the United States. Cancer Lett 2001; 173: 37-41
KALEMI TG, LAMBROPOULOS AF, GUEORGUIEV M et
al. The association of p53 mutations and p53 codon 72, HER2
codon 655 and MTHFR C677T polymorphisms with breast
cancer in Northern Greece. Cancer Lett 2005; 222: 57-65
BAXTER SW, CAMPBELL IG Re: Population-based, case—
control study of HER2 genetic polymorphism and breast
cancer risk [letter]. J Natl Cancer Inst 2001; 93: 557-559
FORSTI A, ANGELINI S, FESTA F et al. Single nucleotide
polymorphisms in breast cancer. Oncol Rep 2004; 11: 917-922
SHU XO, MOORE DB, CAI Q et al. Association of cyclin
D1 genotype with breast cancer risk and survival. Cancer
Epidemiol Biomarkers Prev 2005; 14: 91-97

CESCHI M, SUN CL, VAN DEN BERG D et al. The effect
of cyclin D1 (CCND1) G870A-polymorphism on breast can-

[51]

[52]

[53]

[54]

[55]

[56]

[57]

(58]

[59]

[60]

[61]

[62]

[63]

[64]

cer risk is modified by oxidative stress among Chinese wom-
en in Singapore. Carcinogenesis 2005; 26: 1457-1464
HOLLEY SL, MATTHIAS C, JAHNKE V et al. Associa-
tion of cyclin D1 polymorphism with increased susceptibility
to oral squamous cell carcinoma. Oral Oncol 2005; 41: 156—
160

ZHANG YJ, CHEN SY, CHEN ClI et al. Polymorphisms in
cyclin D1 gene and hepatocellular carcinoma. Mol Carcinog
2002; 3: 125-129

KANG S, KIM JW, PARK NH Cyclin D1 polymorphism
and the risk of endometrial cancer. Gynecol Oncol 2005; 97:
431-435

WANG L, HABUCHI T, MITSUMORI K, LI Z et al. In-
creased risk of prostate cancer associated with AA genotype
of cyclin D1 gene A870G polymorphism. Int J Cancer 2003;
103: 116-120

LE MARCHAND L, SEIFRIED A, LUM-JONES A et al.
Association of the cyclin D1 A870G polymorphism with ad-
vanced colorectal cancer. JAMA 2003; 290: 2843-2848
JIANG J, WANG J, SUZUKI S et al. Elevated risk of col-
orectal cancer associated AA genotype of the cyclin D1
A870G polymorphism in an Indian population. J Cancer Res
Clin Oncol 2006; 132: 193-199

NISHIMOTO IN, PINHEIRO NA, ROGATTO SR et al.
Cyclin D1 gene polymorphism as a risk factor for squamous
cell carcinoma of the upper aerodigestive system in non-al-
coholics. Oral Oncol 2004; 40: 604-610

JEON YT, KIM JW, SONG JH et al. Cyclin D1 G870A poly-
morphism and squamous cell carcinoma of the uterine cervix
in Korean women. Cancer Lett 2005; 223: 259-263
SATHYAN KM, NALINAKUMARI KR, ABRAHAM T et
al. Influence of single nucleotide polymorphisms in H-Ras
and cyclin D1 genes on oral cancer susceptibility.
Oral Oncol 2006; 42: 607-613

SIMPSON DJ, FRYER AA, GROSSMAN AB et al. Cyclin
D1 (CCND1) genotype is associated with tumour grade in
sporadic pituitary adenomas. Carcinogenesis 2001; 22: 1801—
1807

DHAR KK, BRANIGAN K, HOWELLS RE et al. Prognos-
tic significance of cyclin D1 gene (CCND1) polymorphism
in epithelial ovarian cancer. Int J Gynecol Cancer 1999; 9:
342-347

MATTHIAS C, BRANIGAN K, JAHNKE V et al. Polymor-
phism within the cyclin D1 gene is associated with prognosis
in patients with squamous cell carcinoma of the head and
neck. Clin Cancer Res 1998; 4: 2411-2418. Erratum in: Clin
Cancer Res 1999; 5: 222

SAWA H, OHSHIMA TA, UKITA H et al. Alternatively
spliced forms of cyclin D1 modulate entry into the cell cycle
in an inverse manner. Oncogene 1998; 16: 1701-1712
BENLIMAME N, HE Q, JIE S et al. FAK signaling is crit-
ical for ErbB-2/ErbB-3 receptor cooperation for oncogenic
transformation and invasion. J Cell Bio 2005; 171: 505-
516




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002000d>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002000d>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /GRE <>
    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e000d>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /CZE <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




