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Abstract

Purpose DNA promoter hypermethylation of tumor suppres-
sor genes is known to occur early in cancer development,
including breast cancer. To improve early breast cancer detec-
tion, we aimed to investigate whether the identification of DNA
promoter hypermethylation might be of added value.

Methods The methylation status of a panel of 19 candidate
genes (AKRIBI, ALX1, ARHGEF7, FZD10, GHSR, GPX7,
GREMI, GSTPI1, HOXDI, KL, LHX2, MAL, MGMT,
NDRG2, RASGRF2, SFRP1, SFRP2, TM6SF 1 and TMEFF?2)
was determined in formalin-fixed paraffin-embedded normal
breast and breast cancer tissue samples using gel-based meth-
ylation-specific PCR (MSP).

Results The promoters of the AKR1BI, ALX1, GHSR, GREM1,
RASGRF?2, SFRP2, TM6SF1 and TMEFF?2 genes were found
to be significantly differentially methylated in normal versus
malignant breast tissues. Based on sensitivity, specificity and
logistic regression analyses the best performing genes for de-
tecting breast cancer were identified. Through multivariate
analyses, we found that AKRIBI and TM6SFI could detect
breast cancer with an area under the curve (AUC) of 0.986 in a
receiver operating characteristic (ROC) assessment.
Conclusions Based on our data, we conclude that AKRIB1
and TM6SF [ may serve as candidate methylation biomarkers
for early breast cancer detection. Further studies are underway
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to evaluate the methylation status of these genes in body
fluids, including nipple aspirates and blood.
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1 Introduction

Worldwide, breast cancer is the most common cancer in wom-
en [1]. Incidence and survival rates differ between countries
with a lifetime risk of 1 in 9 women in The Netherlands. Due to
increasing life expectancy and changes in lifestyle, the breast
cancer burden is rising in developing countries. Survival rates
range from more than 80 % in high developed countries to less
than 40 % in developing areas [1]. Early detection is of essence
to improve breast cancer survival. DNA promoter hypermethy-
lation of tumor suppressor genes occurs early in carcinogenesis
with a high frequency in many cancer types, including breast
cancer [2-5]. Therefore, to improve early breast cancer detec-
tion, the identification of DNA promoter hypermethylation
could be of added value. Previously, we reported that DNA
promoter hypermethylation of 11 genes (i.e., RARB, RASSF1,
TWIST1, CCND2, ESRI, SCGB341, BRCAI, BRCA2,
CDKN24, APC and CDHI) may be involved in the develop-
ment of both sporadic and BRCAI-associated breast cancers
[6]. Since then, genome-wide hypermethylation studies have
revealed several additional methylation biomarkers (listed in
supplementary Table S1). As yet, however, most of these
biomarkers have not been validated in independent breast
cancer cohort studies. In order to increase the sensitivity and
specificity of our previously reported gene panel for the early
detection of breast cancer, we selected 19 additional candidate
genes (Table 1, see Table S1 for extended version) reported to
be hypermethylated in breast cancer, based on genome-wide
methylation screens and/or published literature data. These 19
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candidate genes were specifically chosen on the basis of (i) the
frequency by which they were identified as potential bio-
markers and (ii) their presumed hypermethylation status in
low-grade breast cancers. We performed a validation study
using methylation-specific PCR (MSP) to assess DNA promot-
er hypermethylation of the selected genes in 21 cancerous and
10 normal breast tissue samples. MSP is a sodium bisulfite-
based, qualitative method for DNA promoter methylation
analysis [7]. PCR primers were designed to be complementary
to completely methylated or completely unmethylated target
DNA [8]. The breast cancer samples included in this study
consisted of high and low grade invasive breast cancers, com-
bined with ductal carcinomas in situ (DCIS) samples to repre-
sent different stages of breast cancer progression.

2 Materials and methods
2.1 Patients and tissue samples

Formalin-fixed paraffin-embedded (FFPE) tissue samples
were obtained from the Pathology Department of the Univer-
sity Medical Center Utrecht (UMC Utrecht). Tissue samples
were selected based on their tumor status: 4 from patients
diagnosed with high grade breast cancer, 2 from patients with
intermediate grade breast cancer, 10 from patients with low
grade breast cancer, 5 from patients with DCIS, and 10 normal
breast tissue samples obtained from mammoplasty specimens
as controls. Hematoxylin and eosin (H&E) stained slides were
reviewed by an experienced pathologist (PvD) to confirm the
presence or absence of malignancy. The percentage of carcino-
ma cells, if applicable, was estimated to be at least 50 %. The
clinical characteristics of the study samples are listed in Table 2.
The mean ages of the women in the control group (normal
breast tissue) and the breast cancer group were 33.6 and
55.9 years, respectively. This study was performed in accor-
dance with the institutional ethical guidelines. Anonymous use
of redundant tissue for research purposes is part of the standard
treatment agreement with patients in the UMC Utrecht [9].

2.2 DNA extraction

For the isolation of DNA from the FFPE tissues, one to five
10 um unstained sections were deparaffinized in xylene and
rehydrated through a graded series of alcohol. Relevant tissues
were scraped from the slides and 100 ul lysis buffer (0.5 %
Tween-20, 50 mM Tris pH 8) containing 20—40 g proteinase
K (Sigma, P6556) was added. After incubation at 56 °C
overnight, the reactions were heat inactivated for 10 min at
95 °C and the mixtures were centrifuged at 14,000 rpm for
3 min. The supernatants were transferred to new tubes and the
DNA concentrations, as well as 260/280 absorbance ratios,
were determined using a spectrophotometer (NanoDrop ND-

Table 2 Clinicopathological characteristics of breast cancer and DCIS
tissue samples

High grade Low grade DCIS

BCN=6 BCN=10 N=5
Age (years) Mean 50.8 60.5 54.0
Histological type Ductal 5 7 NA
Ductulolobular 1 1
Lobular 0 1
Other 0 1
ER status + 4 9 NA
- 2 1
PR status + 3 10 NA
- 3 0
HER?2 IHC score 0-1+ 3 9 NA
2+ 0 1
3+ 3 0
Grade 1 0 10
2 2 0 2
3 4 0 2
Mitotic activity index <13 3 10 NA
>13 3 0
Tumor size (cm) Mean 6.0 1.8 NA
Lymph node Yes 5 6 NA
metastases No 0 4
Unknown 1 0

2000, Thermo Scientific). The samples were stored at 4 °C
until further analysis.

2.3 Sodium bisulfite conversion

Sodium bisulfite conversion was performed using the Epitect
bisulfite kit (Qiagen, 59104) according to the manufacturer’s
protocol (Sodium Bisulfite Conversion of Unmethylated Cy-
tosines in Small Amounts of Fragmented DNA; protocol
version 09/2009) with an input of 1.5 pg DNA. Human sperm
DNA was used as a negative control and SssI methylase-
treated MDA-231 gDNA was used as a positive control. In
addition, a non-template control was included in each bisulfite
conversion reaction.

2.4 External multiplex PCR

External PCR was performed with a primer mix to co-amplify
the DNA promoters of the following 19 genes, regardless of
their methylation status: AKRIB1, ALX1, ARHGEF'7, FZDI0,
GHSR, GPX7, GREMI1, GSTPI1, HOXDI, KL, LHX2, MAL,
MGMT, NDRG2, RASGRF2, SFRP1, SFRP2, TM6SFI and
TMEFF2. The respective primer sequences are listed in
Table S2. For each PCR reaction 10 pl Epitect-treated DNA
was added to 15 pl reaction mix consisting of 1x MSP buffer
(67 mM Tris (pH 8.8), 6.7 mM MgCl,, 10 mM (-
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mercaptoethanol, 0.1 % DMSQO), 1.25 mM dNTPs, 2.5 units
of Platinum Taq (Life Technologies, 10966—083) and 2.2 uM
of each of the forward and reverse primers (dissolved in
distilled water containing 50 pg/ml salmon sperm DNA).
The PCR conditions used were: 95 °C for 5 min, followed
by 40 cycles of 95 °C for 30 s, 56 °C for 45 s and 72 °C for
45 s, with a final extension cycle of 72 °C for 7 min. In each
multiplex PCR run no template controls were included. The
PCR products were 5000x diluted in dilution buffer (distilled
water containing 1x MSP buffer and 100 pg/ml salmon sperm
DNA) for further analysis.

2.5 Gene-specific internal PCR

To investigate a specific target gene promoter of interest, a
nested methylation-specific PCR (MSP) was performed for
each candidate gene separately. The respective primer se-
quences are listed in Table S3. In the internal PCR reaction,
4 ul of the 5000x diluted multiplex PCR product was added to
16 pl of reaction mix consisting of 1x MSP buffer, 200 uM
dNTPs, 1.25 units of Platinum Taq (Life Technologies, 10966—
083), 50 pg/ml salmon sperm DNA, and 800 nM of each
primer. The PCR conditions were: 95 °C for 7 min, followed
by 20 to 35 cycles (see Table S3) of 98 °C for 15 s and 65 °C for
1 min. The PCR products (10 pl) were analyzed on 2 % agarose
gels and visualized through UV illumination. The intensity of
the bands was quantified using the ImageQuant software pack-
age (1D analysis; TL Control Centre, Amersham Biosciences,
v2003.02). The methylation percentages were calculated by
dividing the intensity of the methylated band (M) by the sum
of the intensities of the methylated and unmethylated (UM)
bands of each gene, and corrected for the methylation percent-
age in the positive control (if not 100 %). The cumulative
methylation index (CMI) was calculated per sample as the
sum of the methylation percentages of all investigated genes.

2.6 Statistical analyses

The sensitivity, specificity, positive predictive value (PPV)
and negative predictive value (NPV) were calculated based
on the presence or absence of a methylation signal. For this
analysis, high grade, low grade and DCIS samples were taken
as malignant samples. The Pearson Chi-Square test was used
to compare binary values, and the One-Sample Kolmogorov-
Smirnov test was used to determine the distribution of contin-
uous values. An independent sample 7-test was performed if
the distribution was normal, and an independent-Samples
Mann-Whitney U Test if the distribution was not normal.
Two-sided p values < 0.05 were considered to be statistically
significant.

Logistic regression was performed, including age and genes
having a specificity > 50 %, using a backward selection proce-
dure, retaining covariates with p values < 0.10. For the
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independent predictors, a combined receiver operating charac-
teristic (ROC) graph was made and the area under the curve
(AUC) with 95 % confidence interval (CI) was determined. For
all statistical analyses IBM SPSS Statistics version 20 was
used.

3 Results

To determine the DNA promoter methylation status of 19 a
priori selected genes (see materials and methods), a semi-
quantitative methylation-specific PCR (MSP) was carried
out. By doing so, we found that the promoters of the AKRIB1,
ALX1, GHSR, GREM1, RASGRF2, SFRP2, TM6SFI and
TMEFF?2 genes were significantly differentially methylated
between normal and malignant tissues (Table 3), i.e., the
absolute methylation levels of these genes were higher in
breast cancer tissues compared to normal breast tissues. In
case of the GHSR gene, the breast cancer samples were
generally hypomethylated compared to the normal breast
tissues. Figure 1 depicts the methylation signals in the breast
cancer, DCIS and normal breast tissue samples of the TM6SF'1
and GHSR gene promoters.

Table 3 shows the sensitivity, specificity, and positive
and negative predictive values based on methylation being
present or absent (see also supplementary Figure S1). The
AKRIBI, ALX1, GPX7, RASSGRF2, SFRP2, TM6SF1 and
TMEFF2 gene promoter methylation significantly differed
between the normal and breast cancer tissues based on
dichotomized methylation values. Since normal breast
specimens were obtained from breast reduction surgeries
that usually take place at a relatively young age, the women
in the control group were significantly younger (p <0.000)
than those in the breast cancer group. However, using
logistic regression analysis, AKRIB1, TM6SF 1 methylation
signals and age appeared to be significant independent
predictors of breast cancer (AUC 0.986; CI95 0.949—
1.000). By using the cumulative methylation index (CMI)
of AKRIBI and TM6SF 1, the sensitivity of detecting breast
cancer was found to be 76.2 % and its specificity 100 %.
For AKRIBI, methylation was detected in 60 % of the
DCIS samples, 56 % of the low grade and 83 % of the high
grade breast cancer samples. For TM6SF1 these numbers
were 60, 67 and 80 %, respectively.

4 Discussion

Through this study, we aimed to independently validate the
diagnostic value of a panel of 19 candidate genes previously
reported to be differentially methylated in breast cancer. Based
on a semi-quantitative assessment of their methylation levels
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Table 3 Predictive value of promoter hypermethylation of 19 tumor suppressor genes for detecting breast cancer

Gene Mean methylation Mean methylation Methylation Sensitivity Specificity PPV NPV  P-value P-value AUC
% normal samples % BC samples signal DCIS (%) (%) (%) (%) Pearson Logistic (C195)
(number of (number of samples (%) Chi-Square regression®

available samples) available samples)

AKRIBI  0.0(7) 32.8 (20) 60 65 100 100 50 0.003  0.046 0.825
(0.672-0.978)
ALX] 0.0 (7) 225 (21) 80 67 100 100 50 0002 0255 NA
ARHGEF7 0.0 (7) 19.2 (20) 25 25 100 100 32 0.143 NA NA
FZDI0 168 (10) 265 (21) 60 67 30 67 30 0853 NA NA
GHSR 66.7 (10) 43.8 (21) 100 100 0 68 0 NA NA NA
GPX7 0.0 (9) 13.0 (20) 50 35 100 100 41 0042 0255 NA
GREMI 195 (10) 324 (21) 80 91 20 70 50 0416 NA NA
GSTPI 0.0 (10) 45(21) 20 10 100 100 35 0313 NA NA
HOXDI 283 (9) 19.7 (17) 40 29 56 56 29 0443 NA NA
KL 50.5 (7) 89.0 (17) 100 100 13 74100 0111 NA NA
LHX? 745 (10) 70.8 (21) 100 100 0 68 0 NAP NA NA
MAL 0.0 (9) 55(21) 40 29 100 100 38 0073 NA NA
MGMT  11.0 (10) 12.1 21) 40 33 70 70 33 0853 NA NA
NDRG2  0.0(8) 3.4(14) 20 7 100 100 38 0439 NA NA
RASGRF2 7.6 (10) 317 (21) 80 86 50 78 63 0038 NA NA
SFRPI 174 (10) 24.1(19) 80 79 30 68 43 0593 NA NA
SFRP2  19.0 (10) 59.1 (19) 100 100 30 73100 0012 NA NA
TM6SFI 0.0 (10) 227 (21) 60 57 100 100 53 0002 0012 0.786
(0.629-0.943)
TMEFF2 173 (10) 477 (21) 100 95 60 83 86 0001  0.882 NA

# Corrected for age and using dichotomous outcomes

® No p value is available since all outcomes are 1

Fig. 1 Example of breast cancer

a
) i e e e e e e i
LBC), DCIS and normal breast
M u M U M U M u M U M U M U M U M U M

(NL) samples ran on a 2 %

agarose gel for methylation status
GHSR (b). M=methylated signal; u ™ u M U M U M u ™M U M U M u ™M u ™ u
U=unmethylated signal. “Pos”

control, “Neg” to a 100 %
unmethylated control. The “3 %”
refers to a sample with 3 %

E&ﬁ.ﬂh:ﬂ::====

u M U M U M U M U M U M U M u M u M U
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by MSP, we found that AKRIBI, ALXI, GHSR, GREMI,
RASGRF?2, SFRP2, TM6SF1 and TMEFF2 were significantly
differentially methylated between normal and malignant tis-
sues. In a multivariate analysis, including age, we found that a
combination of AKRIBI and TM6SF1 could detect (low
grade, high grade and in situ) breast cancer with an AUC of
0.986 in ROC analysis, despite a lower sensitivity of the
individual genes. Although there was an age difference be-
tween the normal and breast cancer tissue groups, both bio-
markers turned out to act as independent predictors. In addi-
tion, previous studies have shown that age does not necessar-
ily affect methylation status [10]. Interestingly, both AKRIB1
and TM6SF1 were previously found to be hypermethylated in
a genome-wide methylation screen of sera from metastatic
breast cancer patients [11, 12].

The AKRIBI gene encodes a member of the aldo/keto
reductase super family. AKRIBI1 catalyzes the reduction of
certain aldehydes, including the aldehyde form of glucose,
and plays a role in diabetes mellitus by catalyzing the reduc-
tion of glucose to sorbitol [13]. AKRIBI1 has also been
implicated in carcinogenesis by mediating inflammatory sig-
nals induced by growth factors, cytokines, chemokines and
carcinogens. Furthermore, products of lipid-derived alde-
hydes and metabolites produced after reduction by AKR1B1
have been shown to be involved in the activation of transcrip-
tion factors such as NF-«kB and AP-1, which affect inflamma-
tory cytokines. Increased levels of inflammatory cytokines and
growth factors promote cell proliferation, and inhibition of
AKRI1BI has been reported to prevent cancer cell growth, both
in vitro and in vivo [14]. Moreover, AKR1B1 has been reported
to be involved in the development of resistance to various
chemotherapeutics, such as daunorubicin and cisplatin [14].
In endometrial cancers, the expression of AKR1B1 was found
to be reduced compared to adjacent normal tissues [15]. In
another study in which AKRIBI1 expression was assessed
using the Oncomine gene expression database in major human
cancer types, no overall significant differences were found in
ductal and lobular breast cancers compared to normal tissues.
[16] The expression of AKRIBI1 has also been found to be
elevated in cancers of the bladder, brain, cervix, esophagus,
head and neck, kidney, and in leukemias, lymphomas and
melanomas. In prostate cancers AKRIB1 expression was
found to be significantly lower than in normal prostate tissues
[16]. Hypermethylation of AKR1B1 was for the first time found
to occur in breast cancer tissue [11] and, more recently, in sera
from patients with recurrent metastatic breast cancer [12]. The
present study provides an independent validation of these find-
ings in a series of breast cancer samples from the Netherlands.

As yet, the function of TM6SF1 is largely unknown.
Hypermethylation of the TM6SFI gene promoter in both
breast cancer tissues and sera was shown recently [12]. An-
other study showed that single hepatocytes isolated from liver
tissues of hepatitis B virus-related hepatocellular carcinomas

@ Springer

exhibited higher TM6SFI methylation levels than adjacent
and normal hepatocytes and, together with 19 other genes,
TM6SF1 was found to be hypermethylated in cancerous he-
patocytes [17].

In conclusion, we found that AKRIBI, ALXI, GHSR,
GREMI, RASGRF2, SFRP2, TM6SF1 and TMEFF? are sig-
nificantly differentially methylated in normal versus malig-
nant breast tissues, and that these genes, in particular AKR1B1
and TM6SF 1, may serve as candidate methylation biomarkers
in body fluids such as nipple aspirates, ductal lavages or
blood, especially when combined. The next step, which is
currently in progress, will be to evaluate whether the addition
of these genes to our previously described gene methylation
panel [6] will facilitate the (early) detection of breast cancer.
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