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Expression of N-Acetylgalactosaminyltransferase-6 Is Related to
Expression of Cell Adhesion Molecules in Endometrial Cancer
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Abstract. Background: The aberrant glycosylation of mucin
type O-glycans is thought to be associated with functional
alteration of cancer cells, including adhesive properties, as
well as their potential for invasion and metastasis. Positive
expression of N-acetylgalactosaminyltransferase-6 (GalNAc-
T6) may also be a marker for aberrant O-glycans in
carcinogenesis. We previously reported that over-expression
of GalNAc-T6 had a strong association with endometrial cell
invasion ability in vitro. Materials and Methods: This study
investigated the relationship between GalNAc-T6 expression
and cell adhesion molecules in 218 endometrial carcinomas
by immunohistochemistry. Results: Expression of GalNAc-T6
was found to be significantly related to expression of E-
cadherin. Positive expression of GalNAc-T6 was significantly
associated with better histological grade and good clinical
prognosis of patients, but positive E-cadherin and f3-catenin
expression were not significantly associated with improved
overall survival. Conclusion: GalNAc-T6 might be related to
cell—cell adhesion in the early phase of cancer invasion in
endometrial carcinoma.

Endometrioid endometrial carcinoma is the most common
gynecological carcinoma in developed countries including
Japan (1, 2). Recent studies have documented that cell
invasion during tumor progression may be critically
dependent on the process of epithelial-mesenchymal
transition (EMT) (3-7). Disassembly of cell—cell junctions
together with down-regulation of epithelial protein E-
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cadherin is an important hallmark of EMT. Decreased E-
cadherin expression in endometrial carcinoma has been
shown to be associated with poor differentiation and deep
myometrial invasion (8). B-Catenin expression associated
with loss of E-cadherin expression was found to be involved
in the acquisition of aggressive biological behavior (9). The
change of expression of cell adhesion molecules plays an
important role in the progression of endometrial cancer.

It is well known that malignant transformation and cancer
progression are related to alteration in cell-surface
carbohydrate antigens, as well as aberrant glycosylation (10-
12). N-Acetylgalactosaminyltransferases-6 (GalNAc-T6) is
thought to be a marker for aberrant glycosylation (13).
Aberrant expression of GalNAc-T6 has been reported to
have a prognostic role in several different kinds of cancer
(14-18). There are reports that change in GalNAc-T6
expression causes morphological change accompanied by the
cadherin switch (19) and EMT (4-6). However the molecular
mechanism explaining the relationship between GalNAc-T6
status and local invasion or metastasis in endometrial
carcinoma remains to be elucidated.

In the present study, we investigated the expression of
GalNAc-T6 in endometrioid endometrial carcinoma and
expression of E-cadherin.

Materials and Methods

Patients and tumor samples. Two hundred and eighteen patients
with endometrioid endometrial carcinoma were treated at the
University of Occupational and Environmental Health Hospital in
Kitakyushu, Japan, between 1990 and 2009. All patients with
available follow-up data comprised the cohort of this retrospective
study. The patients received standard treatment for endometrial
carcinoma with hysterectomy and bilateral salpingo-oophorectomy,
pelvic lymph node dissection, para aortic lymph node dissection or
biopsy; subsequent chemotherapy was decided according to surgical
stage and classification of risk factors. Paclitaxel-based
chemotherapy consisted of paclitaxel (180 mg/m?) and carboplatin
(area under the curve=5) on day 1 with a 3-week interval without
drug administration in 3-6 courses. The grade of tumors was
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determined according to the International Federation of Gynecology
and Obstetrics (FIGO) classification of endometrial cancer (20). The
study was established based on the agreement of the Review Board
of the Hospital on Ethical Issues (H27071).

Preparation of antibodies against GalNAc-T6. Polyclonal antibody
to GalNAc-T6 was raised by multiple immunizations of New
Zealand White rabbits with synthetic peptides (Figure 1). The
synthetic peptide sequence of the C-terminal of GalNAc-T6 was
GFYT-PAELKPFWERPPQDP. The specificity of antibody was
confirmed by western blotting and immunohistochemistry with
peptide competition as described previously (6).

Immunohistochemistry. Histological sections 4 uM-thick were cut from
formalin-fixed, paraffin-embedded tissues for immunohistochemistry.
The samples were deparaffinized in xylene, then rehydrated through
graded ethanol, and washed in phosphate-buffered saline (PBS).
Antigen retrieval proceeded at 121°C for 3 min with 0.01 M citrate
buffer (pH=6.0). Endogenous peroxidises were quenched by Peroxidase
Blocking Regent (Dako, Kyoto, Japan) for 5 min, then sections were
washed in PBS for 3 minutes. The sections were then incubated with
polyclonal antibody to GalNAc-T6 (1:1,600) for 1 hour at room
temperature, mouse monoclonal antibody to E-cadherin (diluted 1:350;
CST signaling, Tokyo, Japan) at 4°C overnight, and mouse monoclonal
antibody to [-catenin (diluted 1:800; BD Bioscience, San Jose, CA,
USA) at room temperature for 25 min. Antibody biding was visualized
using the Envision+ Dual link system (DAKO, Kyoto, Japan). Finally
slides were counterstained with hematoxylin and mounted. Samples of
well-differentiated tubular pancreatic adenocarcinoma were used as
positive controls for GalNAc-T6 (15). The negative controls were
stained after omitting the experimental step of incubation with primary
antibody. Immunostained slides were analyzed independently by two
authors without knowing patient outcomes. Cytoplasmic GalNAc-T6
expression and apical membranous E-cadherin and f-catenin
expressions were graded into four categories. A score was obtained for
the area showing the strongest staining intensity, ranging from 0 to 3
in which 0 was no staining and 3 was defined as strong staining. In
order to analyze the significance of expression patterns, staining score
was combined into negative (score O and 1) and positive (score 2 and
3) groups (Figure 2).

Statistical analysis. Statistical analysis was carried out using SPSS
version 18.0 (SPSS Inc, Chicago, IL, USA). Mann—Whitney U-test
(Pearson 2) was used to assess the relationship between
clinicopathological variables and expression of the three antigens.
Kaplan—-Meier method with log-rank test, and Cox proportional
hazards models were used to evaluate the prognostic role of protein
expression. A value of p<0.05 was considered to be statistically
significant.

Results

Clinicopathological characteristics. The study included 152
patients with stage I disease (69.8%), 12 with stage II (5§.5%),
50 with stage III (22.9%), and four with stage IV disease
(1.8%). The grade of the tumors was determined according to
the FIGO classification of endometrial cancer (20): 127
patients had grade 1 tumor (58.3%), 63 grade 2 (28.9%), and
28 grade 3 (12.8%). One hundred and sixty patients were
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Table 1. Expression of N-acetylgalactosaminyltransferase-6 (GalNAc-
T6) in relation to expression of cell adhesion molecules. The expression
of GalNAc-T6 was found to be significantly correlated with the
expression of E-cadherin in endometrial carcinomas.

Expression GalNAc-T6 expression, n p-Value*
Positive Negative
n=152 n=66
E-Cadherin
Negative 83 46 0.038*
Positive 69 20
B-Catenin
Negative 75 39 0.186
Positive 77 27
*Mann—Whitney U-test.
Table II. Clinicopathological variables and N-acetylgalacto-

saminyltransferase-6 (GalNAc-T6) expression. The expression of
GalNAc-T6 was only statistically associated with histological grade.

Variable GalNAc-T6 p-Value*
Positive, n Negative, n
n=152 n=66

FIGO stage
Early (I, II) 117 47 0.366
Advanced (111, 1V) 35 19

Grade
1 and 2 139 50 0.002*
3 13 16

Myometrial invasion
<172 109 51 0.394
>1/2 43 15

Vascular invasion
Negative 102 40 0.356
Positive 50 26

Pelvic LN metastasis
Negative 143 58 0.118
Positive 9 8

Cervical invasion
Negative 135 59 0.901
Positive 17 7

Ovarian metastasis
Negative 145 59 0.098
Positive 7 7

LN: Lymph node; <1/2:Tumor invasion limited to the inner half of the
myometrium, FIGO stage 1A. *Mann—Whitney U-test.

diagnosed with tumor invasion limited to the inner half of the
myometrium (73.4%). Vascular invasion was detected in 76
patients (34.9%) but cervical involvement, ovarian and
adnexa metastasis, pelvic lymph node metastasis were found
in small number of patients, rating 11.0% (24 cases), 6.4%
(14 cases) and 7.8% (17 cases) respectively (6).
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Figure 1. The specificity of a polyclonal antibody against N-acetylgalactosaminyltransferase-6 (GalNAc-T6) was tested by immunohistochemistry.
A: Positive staining of intestine on incubation with a polyclonal antibody against GalNAc-T6. B: After incubation of this antibody with excess
synthesized peptides of GalNAc-T6, positive immunostaining was almost abolished. Original magnification, x400.

Immunohistochemical staining. One hundred and fifty-two
cases (69.7%) had positive cytoplasmic staining for GalNAc-
T6 and 66 (30.3%) patients had negative staining. Eighty-
nine patients (40.8%) had positive membranous staining for
E-cadherin, while 104 patients (47.7%) had positive
membranous staining for -cadherin. The expression of
GalNAc-T6 was found to be significantly positively
correlated with the expression of E-cadherin (p=0.038)
(Table I).

The expression of GalNAc-T6 was statistical associated
with histological grade of the tumor (p=0.002) but not with
the other features such as myometrial invasion (p=0.394),
vascular invasion (p=0.356), and pelvic lymph nodes
metastasis (p=0.118) (Table II). On the other hand, E-
cadherin expression was significantly positively correlated
with myometrial invasion (p=0.049) (Table III). B-Catenin
expression was also significantly positively correlated with
myometrial invasion (p=0.004) and vascular invasion
(p=0.041) (Table IV).

Prognostic significance. Univariate survival analysis showed
that patients with well-differentiated tumors, superficial
myometrial invasion, non-vascular invasion, non-lymph node

metastasis, non-cervical invasion, non-ovarian metastasis,
and positive GalNAc-T6 expression had better overall
survival (p<0.05). Positive E-cadherin and [-catenin
expression were not significantly related to improved overall
survival. Overall survival rate after 10 years appeared to be
significantly higher in the group of patients exhibiting
positive GalNAc-T6 staining (94.9% compared with 77.8%;
p=0.003). The multivariate analysis using the Cox
proportional hazards model showed GalNAc-T6 expression
to be an independent prognostic factor among the studied
variables (p=0.013) (Table V).

Discussion

To our knowledge, this is the first reported study to evaluate
the correlation between immunohistochemical expression of
GalNAc-T6, cell adhesion markers and clinical data for
endometrial carcinoma. We previously reported that
overexpression of GalNAc-T6 in patients with endometrial
carcinoma was associated with lower invasion ability (6). In
this study, we identified that expression of GalNAc-T6 is
related to expression of E-cadherin and better histological
grade of tumors.
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Figure 2. Images showing representative immunohistochemical
expression of N-acetylgalactosaminyltransferase-6 (a), E-cadherin (b)
and f-catenin (c).

Cell adhesion factors are important in the structure and
differentiation of cancer cells (21). E-Cadherin interacts with
[-catenin and forms the cell adhesion complex linked to the
cytoskeleton structure. Normal epithelial tissues show high
expression of E-cadherin, but epithelial tumor cells often lose
or reduce their E-cadherin expression (19). This phenomenon
is purportedly related to tissue disorder and cellular
dedifferentiation (19-22). On the other hand, increased
production of cell adhesion complex including E-cadherin
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and P-catenin resulted in reduction of the invasiveness of
pancreas and mammary cancer cells (22, 23). In this study,
positive staining for GaINAc-T6 was significantly associated
with better histological grade of tumors and positive staining
for E-cadherin. Therefore, overexpression of GalNAc-T6 in
patients with endometrial carcinoma might be related to
characteristics of differentiation.

Positive staining for GalNAc-T6 appears to be an
independent factor predicting better overall survival of patients
with endometrial carcinoma (p=0.003). However, a univariate
survival analysis showed that the survival rate of patients with
E-cadherin-positive and B-catenin-positive endometrial cancer
was not significantly better than that of those with negative
staining. Recently published reports indicated that knockdown
of GalNAc-T6 led to EMT-like morphological changes of
cancer cells, accompanied by the decrease of expression of cell
adhesion molecules (19, 24, 25). There is the possibility that
abnormal GalNAc-T6 expression is involved in the cadherin
switch in endometrial cancer.

In conclusion, our findings showed that the expression of
GalNAc-T6 in endometrial carcinoma is significantly related
to E-cadherin expression, and is an independent prognostic
indicator of better overall survival. Our study was limited to
immunohistochemical analysis, therefore we cannot rule-out
the possibility that there is another mechanism by which
GalNAc-T6 promotes endometrial carcinoma development
and metastasis. More research is needed to support the
hypothesis that GaINAc-T6 expression is related to cell—cell
adhesion in the early phase of invasion in endometrial
carcinoma.
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Table IV. Clinicopathological variables and [-catenin expression. The
expression of [-catenin was statistically significantly related to

invasion. myometrial and vascular invasion.
Variable E-Cadherin p-Value* Variable B-Catenin p-Value*
Positive, n Negative, n Positive, n Negative, n
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FIGO stage FIGO stage
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Advanced (111, IV) 20 34 Advanced (III, IV) 32 22
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Ovarian metastasis Ovarian metastasis
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myometrium, FIGO stage 1A. *Mann—-Whitney U-test.

LN: Lymph node; <1/2:Tumor invasion limited to the inner half of the
myometrium, FIGO stage 1A. *Mann—Whitney U-test.
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