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Comparative immunohistochemical characteristics
of benign and malignant major salivary gland tumors:
A retrospective study

Saba Kiremitci®, Serpil Dizbay Sak

Department of Pathology, Ankara University Medical School, Ankara, Turkey

ABSTRACT

Objectives: This study aims to characterize the cellular components of major salivary gland tumors and to identify the differentiating
markers between tumor subtypes.

Patients and Methods: Between January 2006 and December 2010, a total of 83 patients (42 males, 41 females; mean age
50.2+15.8 years; range, 21 to 82 years) with major salivary gland tumors (n=12 mucoepidermoid carcinomas, n=8 adenoid cystic
carcinomas, n=3 acinic cell carcinomas, n=4 salivary duct carcinomas, n=2 myoepitheliomas, n=5 basal cell adenomas, n=31
pleomorphic adenomas, and n=18 Warthin tumors) with myoepithelial and epithelial immunohistochemical markers (smooth muscle
actin [SMA], calponin, S100, CD10, GFAP, p63, GCDFP15, GLUT1, 34BE12, CK14, CK19, CD117, and galectin-3) were evaluated using
tissue microarray method.

Results: The GFAP, S100, CK14, p63, and CK5/6 expressions were significantly lower in the malignant tumors (p<0.05), whereas the
expression of neither SMA, nor calponin was significantly different between benign and malignant tumors. The CK19 expression was
significantly higher in malignant tumors (p=0.004). Diffuse CD117 expression favored an adenoid cystic carcinoma; GFAP expression
favored a pleomorphic adenoma; 34BE12, p63, and CK5/6 expression favored a mucoepidermoid carcinoma; and GCDFP15 favored
a salivary duct carcinoma and acinic cell carcinoma.

Conclusion: Our study results showed that distinct tumor types exhibited different preferences for various markers. We, therefore,
suggest that immunohistochemical characteristics of myoepithelial cells, rather than the quantity per se, show a significant difference
between malignant and benign salivary gland tumors and CK19 expression may indicate the malignant nature of a salivary gland
tumor in difficult-to-diagnose tumors.
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Salivary gland tumors reveal a broad remain as a challenging tumor group, both for

morphological spectrum, and myoepithelial (ME)
cells are regarded as one of the main components
of these tumors.! Myoepithelial cells contribute
in different ways to tumor development, giving
rise to a diversity of histological patterns. Despite
several developments, salivary gland tumors

pathologists and clinicians. Neoplasms of the
major salivary glands, according to the World
Health Organization (WHO) classification of
Head and Neck Tumors!M are comprised of
11 benign and 22 malignant tumors. Accurate
classification of these tumors is important for both
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prognostic and therapeutic approach. However,
due to the striking range of morphological
diversity among different tumor types and,
occasionally, within an individual tumor mass,
salivary gland tumors represent a considerable
diagnostic challenge. Although histopathological
examination is the gold standard for diagnosis,
immunohistochemistry may be useful in the
diagnosis according to the cell differentiation, in
terms of ME and luminal cell participation.!

Histologically, a salivary gland comprises
ducto-acinar units consisting of four cell types:
ductal, acinar, myoepithelial, and basal cells. In
complex tissue organization of the salivary gland,
ductal and acinar cells are located at the luminal
side of the duct and are called luminal cells.
The ME cells and basal cells lie down between
the basement membrane and the luminal cells
and are called abluminal cells. The ME cells are
considered to have the structural features of
both epithelial and smooth muscle cells. These
cells contain pinocytic vesicles, microfilaments,
and dense bodies resembling smooth muscle
cells, which contribute to their main function as
the contractile cells.” Several studies have also
attributed remarkable functions to these cells,
related to the tumor behavior, tumor suppression,
and invasion suppression.*! Determination of
ME cells in salivary gland tumors is important for
both understanding of the tumor development
and diagnostic purposes. In the differential
diagnosis of salivary gland tumors, various
immunohistochemical (IHC) markers including
a wide spectrum of epithelial and ME indicators
such as 5100, smooth muscle actin (SMA), CD10,
calponin, p63, caldesmon, GFAP, CK14, CK19,
CK5/6, GCDFP15 GLUT1, and 34BE12 have
been used. Among these markers, SMA and
calponin seem to be the most reliable indicators
of ME origin.®® The ME cells exhibit variable
histological appearances in tumor development
such as epithelioid, spindle, plasmacytoid,
and clear-cell morphologies. This modified
phenotype of ME cells is thought to be related
with the changing IHC profile of the cells.”®!
Hence, the identification of ME cells in salivary
gland tumors becomes a more complex issue,
and an ongoing debate still exists regarding to
the role of ME cells in different salivary gland
tumors.
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In the present study, we aimed to characterize
the cellular components of major salivary gland
tumors by IHC indicators of epithelial and ME
origin and to identify the differentiating markers
between tumor types.

PATIENTS AND METHODS

Between January 2006 and December 2010,
a total of 83 patients (42 males, 41 females;
mean age 50.2115.8 years; range, 21 to 82 years)
with major salivary gland tumors (pleomorphic
adenomas [PAs] n=31, Warthin tumors [WTs]
n=18, mucoepidermoid carcinomas [MECs]
n=12, adenoid cystic carcinomas [AdCCs] n=8§,
basal cell adenomas [BCAs] n=5, salivary duct
carcinomas [SDCs] n=4, acinic cell carcinomas
[ACCs] n=3, and myoepitheliomas [MyoEs]
n=2) with myoepithelial and epithelial
immunohistochemical markers (SMA, calponin,
S100, CD10, GFAP, p63, GCDFP15, GLUTI,
34BE12, CK14, CK19, CD117, and galectin-3)
were evaluated using tissue microarray (TMA)
method. Tumor samples were obtained from
the archive of Ankara University, Faculty of
Medicine, Department of Pathology. Medical data
of the patients were retrospectively analyzed.
The cases were deemed as anonymous by the
Institutional Review Board. A written informed
consent was obtained from each patient. The
study protocol was approved by the Ankara
University Medical School Ethics Committee.
The study was conducted in accordance with the
principles of the Declaration of Helsinki.

Immunohistochemistry

Tissue microarray technique involving a
(semi-automatic) tissue-arraying instrument, was
used for the IHC analysis. Two tissue cylinders
representing different areas of each tumor
were selected and punched out by a biopsy
apparatus with a diameter of 2 mm from the
donor paraffin-blocks and were mounted into the
recipient TMA paraffin-blocks. Four-micrometer
sections in thickness, mounted on to positively
charged slides were incubated with the IHC
indicators of epithelial and ME origin (SMA,
calponin, 5100, CD10, GFAP, p63, GCDFP15,
GLUT1, 34BE12, CK14, CK19, CD117, galectin-3)
in an automatic immunostainer (BenchMark
XT Staining Module, Ventana Medical Systems
Inc., AZ, USA) using streptavidin-biotin complex
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immunodetection system. Data for primary
antibodies are shown in Table 1. For all markers,
cytoplasmic and/or membranous staining was
considered specific staining, except for nuclear
staining of p63 and galectin-3. Staining was
scored semi-quantitatively on a scale of 0 to 3
in each tumor core, and when the score was =2
at least in any of the two cores of each case, the
case was considered positive. For each case, a
final staining score was obtained by the average
of scores of the two cores.

Statistical analysis

Statistical analysis was performed using the
Statistical Package for the Social Sciences (SPSS)
version 11.5 software (SPSS Inc., Chicago, IL,
USA). Descriptive data were expressed in mean
+ standard deviation (SD), median (min-max)
values, or number and frequency. Staining scores
of the IHC markers in different tumor types were
compared using the Kruskal Wallis and post-hoc
analysis. To compare the significance of the IHC
markers between benign and malignant tumors,
the Mann-Whitney U test was used. A p value of
<0.05 was considered statistically significant.

RESULTS

Of all tumors, 75 were located in the
parotid gland and eight were located in the

submandibular gland. In the present study, each
tumor demonstrated epithelial and ME marker
expressions in varying degrees. Positivity rates
and staining scores of the IHC markers for each
tumor type are shown in Table 2.

In MECs; 34BE12 (100%), CK19 (100%), CK5/6
(100%), and p63 (90.9%) were the markers which
were diffusely positive. In MECs, 34BE12 and
CK19 were expressed in mucous, intermediate,
and squamous cells, whereas p63 and CK5/6
were expressed in squamous cells and basal
cells of the cystic component (Figure la-f). The
GLUT1 (41.7%) and galectin-3 (41.7%) expressions
were high in some of the tumors, particularly
in squamous cells and intermediate/mucinous
cells, respectively (Figure 1g-h). The CD10 (25%),
CD117 (9.1%), and GCDFP15 (8.3%) expressions
showed a focal distribution. The S100 (16.6%)
was unexpectedly positive in two cases in a
diffuse manner (Figure 1i; inlet). The SMA,
GFAP, and calponin were completely negative.

Acinic cell carcinomas showed only GCDFP15
(66.7%) and CK19 (66.7%) positivity in acinar
tumor cells (Figure 2). Other markers were
consistently negative.

Adenoid cystic carcinomas revealed diffuse
CK19 (100%) and CK14 (100%) positivity. In

Table 1. Antibody panel and methodology of immunohistochemistry

Primary antibody Clone Dilution Source
Smooth muscle actin 1A4 1:500 Dako
Calponin CALP 1:500 Cell Marque
5100 4C49 1:200 Cell Marque
GFAP GA-5 1:150 Neomarkers
CD10 56C6 1:60 Neomarkers
p63 BC4A4 1:200 Biocare
GCDFP15 23A3 1:50 Cell Marque
GLUT1 polyclonal 1:200 Dako
34BE12 34BE12 1:200 Cell Marque
CK14 LL002 1:200 Neomarkers
CK19 A53/A426 1:500 Neomarkers
CD117 polyclonal 1:400 Neomarkers
Galectin3 9C4 1:40 Neomarkers

GFAP: Glial fibrillary acidic protein; GCDFP15: Gross cystic disease fluid protein 15; GLUT 1: Anti-glucose

transporter 1; CK; Cytokeratin.
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addition, CD117 (75%), SMA (83.3%), calponin
(62.5%), p63 (62.5%), CK5/6 (75%), 34BE12 (87.5%),
and galectin-3 (62.5%) were also expressed in
nearly diffuse manner; except for few cases
showing focal staining (Figure 3a-j). The GLUT1
(37.5%) and S100 (37.5%) were significantly
positive in few cases (Figure 3k, 1). The CDI10,
GFAP, and GCDFP15 were negative in AdCCs.

InSDCs, invasive component was consistently
positive for CK19 (100%). The 34BE12 (75%) and
GCDFP15 (50%) were also positive in most
of the cases (Figure 4). The SMA, calponin,
p63, CK5/6, and CK14 were only expressed in
ME cells of in situ component. Galectin-3 was
positive only in one case (25%) (Figure 4f).

Pleomorphic adenomas expressed most of the
markers with varying degrees, in which S100
(93.5%) was the most common marker in all cell
types of epithelial, ME, and stellate appearance
(Figure 5). Secondly, tumors expressed 34pE12
(80%), CK5/6 (71%), and CK14 (71%) in both
epithelial and ME cells in nearly diffuse manner.
The p63 (83.3%) was diffusely expressed in ME
cells and in epithelial cells with squamous
differentiation. In most of the cases, GFAP
(84.6%) and calponin (51.9%) were expressed in
ME and stromal cells. Galectin-3 was positive
(62.1%) with ductal predominance. In a small
proportion of PAs, CK19 (48.4%) and GCDFP15
(38.7%) were expressed in ductal cells, and
SMA (12.9%) in ME cells in focal distribution.
The CD117 (22.6%) and CD10 (36.7%) were also
focally positive.

Basal cell adenomas were diffusely positive
for CK14 (100%), CK19 (100%), 34BE12 (100%), p63
(100%), and galectin-3 (100%) (Figure 6a-1). The
CK5/6 expression was also diffuse, but only in
60% of the cases. The SMA (80%) and calponin
(80%) were stained in most of the cases with a
peripheral-basaloid cell accentuation. The S100
(20%), GLUT1 (20%), and CD117 (20%) were
focally expressed. The GCDFP15 GFAP, and
CD10 were consistently negative.

In addition, MyoEs were diffusely positive
for S100 (Figure 6j-1). One of them was positive
for GFAP and galectin-3, and the other case was
positive for CD10. Other markers were negative
in MyoEs.

Open Access
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Figure 1. The tissue section of a mucoepidermoid carcinoma
represents the basic histologic pattern composed of
squamous cells, mucinous cells and intermediate
cells (a) H-E x50, (b) H-E x400, respectively. MECs
revealed diffuse 34SE12 (c) CK19 (d) p63 (e) and
CK5/6 (f) positivity, with squamous and basal cell
predominance for p63 and CK5/6 (x400, for all).
Specific staining patterns of membranous GLUT1 (g)
and nuclear galectin-3 (h) were seen in nearly half
of the cases with more than focal distribution. Two
cases of MEC demonstrating characteristic histologic
pattern of three cell types revealed diffuse S100
positivity strictly different from other MECs which
were completely negative, (i) inlet-S100; x200.

MEC: Mucoepidermoid carcinomas.

Figure 2. The tissue section of an acinic cell carcinoma showing
sheets of serous acinar like cells with vacuolated
abundant cytoplasm (a) H-E x50, (b) H-E x400,
respectively. ACCs were diffusely positive for CK19,
(c) X400 and GCDFP15 (d) x400).

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

In WT, CK19 (100%), CK5/6 (100%), p63
(100%), CK14 (83.3%), and 34BE12 (100%) were
diffusely expressed with ME predominance.
Epithelial cells were also stained with CK19
diffusely and with CK14 and 34BE12 focally.
Besides, galectin-3 (94.4%) was expressed in
only epithelial cells.

Medium staining scores (SS) of benign and
malignant tumor types were compared using
the Mann-Whitney U test. Among the markers,
GFAP (p=0.001), S100 (p=0.001), CK14 (p=0.016),
p63 (p=0.008), CK5/6 (p=0.001), and galectin-3
(p=0.001) expressions were significantly higher
in benign tumors, compared to malignant
tumors, whereas CK19 was the only marker
expressed in higher rates in malignant tumors
[2.65+0.59, 3 (1 to 3)] compared to benign tumors
[1.80+1.20, 2 (0 to 3)] (p=0.004). Staining scores
for SMA (p=0.156) and calponin (p=0.056) were

Figure 3. The tissue cylinder of an adenoid cystic carcinoma
composed of small cells with dark nuclei and scant
cytoplasm in tubular pattern with gland like spaces
filled with excess basement membrane (a) H-E x50,
(b) H-E x400, respectively. AdCCs revealed diffuse
CK19 (c), CK14 (d), CD117 (e), SMA (f), Calponin
(g), p63 (h), CK5/6 (i) and 34BE12 (j) (x400 for all).
GLUT1 (k) and 5100 (1) positivity was more than
focal in a few cases (x400).

SMA: Smooth muscle actin.
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Figure 4. The tissue section of a salivary duct carcinoma composed of squamous cells with

eosinophilic cytoplasm, prominent nucleoli and vesicular nuclei in fibrous and hyalinized
stroma (a) H-E x50, (b) H-E %400, respectively. Invasive component of SDCs were
diffusely positive with 343E12, (c) CK19 and (d) GCDFP15 (3) (x400, for all). Only one
case demonstrated galectin-3 positivity in a diffuse manner while the other 3 cases were

completely negative (e) H-E x400, (f) inlet, x400).

not significantly different between malignant
and benign tumor types.

The IHC markers showing differential
expression between tumor types were as follows
(Table 3):

1.

In differentiation of PA from MEC: GFAP
(p=0.001), calponin (p=0.001) and SMA
(p=0.001) positivity favored PA.

In differentiation of PA from ACC: p63
(p=0.005), galectin-3 (p=0.004) and 34BE12
(p=0.013) positivity favored PA.

In differentiation of PA from AdCC: GFAP
(p=0.001), CD10 (p=0.015), GCDEFP15
(p=0.005) positivity, and diffuse
expression of S100 (p=0.001) favored
PA, whereas diffuse expression of CK14
(p=0.014), CD117 (p=0.002), and CK19
(p=0.001) favored AdCC.

In differentiation of PA from SDC: Higher
expression of CK19 favored SDC. On
the other hand, CD10 (p=0.001), S100
(p=0.001), CK14 (p=0.001), SMA (p=0.001),
calponin (p=0.001), p63 (p=0.001), CK5/6
(p=0.001), and CD117 (p=0.001) positivity
favored PA.

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

In differentiation of PA from BCA: GFAP
(p=0.001) and CD10 (p=0.001) positivity,
and diffuse expression of CK19 (p=0.001)
favored PA.

In differentiation of MEC from ACC: GLUT1
(p=0.032), p63 (p=0.004), CK5/6 (p=0.04), and
348E12 (p=0.001) positivity favored MEC.

In differentiation of MEC from SDC: CD10
(p=0.001), CK14 (p=0.045), p63 (p=0.002),
and CK5/6 (p=0.001) positivity favored
MEC.

Half of the SDCs and most of the ACCs
were diffusely positive with GCDFP15,
while MECs showed only focal GCDFP15
expression. However, this marker was
not significant in differentiating these
tumor groups according to the post-hoc
test (p=0.075, p=0.112, respectively).

In differentiation of AdCC from ACC:
CD117 positivity favored AdCC (p=0.001),
whereas GCDFP15 positivity favored
ACC (p=0.010).

In differentiation of AdCC from BCA:
Diffuse expression of CK5/6 (p=0.038)
and galectin-3 (p=0.030) favored BCA.

Open Access
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myoepithelial component dispersed within a condroid
matrix (a) H-E x50, (b) H-E x400, respectively.
5100 expression was diffuse in all components (c).
Epithelial and ME cells were positive for 34Bel2 (d),
CK5/6 (e) and CK14 (f). P63 positivity was limited
in ME and squamous cells (g). ME cells and stromal
cells stained with GFAP (h) and Calponin (i) in most
of the cases. Galectin-3 was positive with ductal
predominance (j). CK19 expression was consistently
low in PAs and limited to ductal component in
focal distribution (k). GCDFP15 (1), SMA (m),
CD117 (n) and CD10 (o) expressions were focal and
observed only in a few cases.

ME: Myoepithelial; PA: Pleomorphic adenomas; SMA: Smooth
muscle actin.

4. In differentiation of BCA from MyoE:
SMA (p=0.001), calponin (p=0.001),
p63 (p=0.001), CK5/6 (p=0.004), 34BE12
(p=0.001), CK14 (p=0.001), and CK19
(p=0.001) positivity favored BCA, whereas
GFAP (p=0.005) and S100 (p=0.001)
positivity favored MyoE.

DISCUSSION

Cytokeratins are expressed in the epithelium
in a tissue specific manner, which is attributed

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

basaloid cells and peripheral palisading (a) H-E x50,
(b) H-E %400, respectively. CK14 (c), CK19 (d),
34BE12 (e), p63 (f) and CK5/6 (g) were diffusely
positive throughout the tumor cells. SMA (h) and
Calponin (i) expression were mostly significant in
peripheral basaloid cells (IHC; x400 for all). The
tissue cylinder of a myoepithelioma composed of clear
myoepithelial cells (j) x50, (k) x400, respectively).
5100 expression was diffuse in MyoE cases (1) x400).
SMA: Smooth muscle actin; MyoE: Myoepitheliomas.

to their biological functions.'” The CK19, the
smallest member of the cytokeratin family,
is normally expressed mainly in the simple
epithelia and in salivary glands and luminal
cells are more intense for CK19. On the contrary,
CK14 and CK5/6 are expressed mainly in the
stratified epithelia and show intense staining
for the abluminal cells with ME morphology.!'*!
Cytokeratin expression levels may be altered
during tumorigenesis, and the possible role of
higher CK19 expression in tumor diagnosis and
tumor behavior has been stressed in different
studies in distinct tumors such as thyroid
carcinomas® and hepatocellular carcinomas.”*!
Although it is still a controversial topic, most
of these studies present high CK19 expression
as a poor prognostic indicator in terms of local
aggressiveness, increased rate of recurrence, and
higher metastatic potential. However, there are
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Table 3. Differential expressions of immunohistochemical markers between distinct tumor subtypes

PA ACC

SDC AdCC

GFAP (+), 0.001 GLUT1 (+), 0.032
Calponin (+), 0.001 P63 (+), 0.004
SMA (- vs focal), 0.001 CK5/6 (+), 0.040

34BE12 (+), 0.001

MEC

P63 (+), 0.005
ACC Galectin3 (+), 0.004 X
34BE12 (+), 0.013

GFAP (+), 0.001
CD10 (+), 0.015
GCDFP15 (- vs focal), 0.005
5100 (focal vs T), 0.001
CK14 (T vs 1), 0.044
CD117 (T vs 1), 0.002
CK19 (T vs focal), 0.001

AdCC CD117 (+), 0.001

CK19 (T vs focal), 0.001
CD10 (+), 0.001
S100 (+), 0.001
CK14 (+), 0.001
SDC SMA (- vs focal), 0.001
Calponin (+), 0.001
P63 (+), 0.001
CK5/6 (+), 0.001
CD117 (- vs focal), 0.013

of IHC markers

GFAP (+), 0.001
BCA CDI10 (+), 0.001

CK19 (T vs focal), 0.001 of IHC markers

GCDFP15 (+), 0.010

No differential expression

No differential expression

CDI10 (focal vs -), 0.001 CK14 (focal vs T), 0.003
CK14 (+), 0.045 SMA(+), 0.001
P63 (+), 0.002 CD117 (+), 0.001
CK5/6 (+), 0.001

No differential expression CD117 (+), 0.001

of IHC markers GCDFP15 (+), 0.010
GCDFP15 (+), 0.004 X
X GCDFP15 (+), 0.004

CK5/6 (T vs 1), 0.038
Galectin3 (T vs 1), 0.030

No differential expression
of IHC markers

PA: Pleomorphic adenomas; ACC: Acinic cell carcinomas; SDC: Salivary duct carcinomas; AdCC: Adenoid cystic carcinomas; MEC: Mucoepidermoid

carcinomas; BCA: Basal cell adenomas.

some contradictory reports, particularly on breast
cancer, associating loss of CK19 with unfavorable
prognostic factors.?*?l Among malignantsalivary
gland tumors in the literature, diffuse CK19
expression in mammary analogue secretary
carcinomas and in malignant component of
carcinoma ex PA have been reported.?>*! In
addition, variable expression of CK19 has been
reported in cribriform adenocarcinoma and
polymorphous low-grade adenocarcinoma of
salivary glands.?In this study, we observed CK19
expression in both benign and malignant salivary
gland tumors. However, CK19 expression levels
were significantly higher in malignant tumors
(p=0.004). Thus, high CK19 expression may
suggest the malignant nature of a salivary gland
tumor, in consistent with the previous reports
on other organ tumors. According to our results,
we may suggest that, with the exception of basal
cell adenoma, diffuse expression of CK19 in a

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

salivary gland tumor, should alert the pathologist
for a more careful examination of the tumor for
malignancy. This feature may be particularly
useful for differentiating pleomorphic adenoma
from adenoid cystic carcinoma.

In early studies regarding ME cells in salivary
gland morphogenesis, 5100 protein was the most
popular marker.**'However, in following studies,
the authors suggested S100 as a transient marker,
rather than a consistent marker of differentiated
ME cells of mammary and other glands.l%?!
Also, one study™! attributed S100 expression in
salivary gland to the unmyelinated thin nerve
fibers and argued on the misinterpretation of
nerve fibers as ME cells. In that period, the
attention concentrated on sensitive myogenous
differentiation markers, such as alpha SMA
which indicate the distinct alpha isoform of
smooth muscle actin protein present in ME
cells of breast and salivary gland, and calponin

Open Access
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which is specific for the smooth muscle.?%?!
In addition, p63 protein, a member of the p53
family of transcription factors, was used as a
marker for both ME and basal cells in salivary
glands.”! However, recently p63 expression has
been predominantly reported in stem cells of
the epithelium in salivary gland.! The GFAP is
another marker which was investigated as a ME
marker, and GFAP positivity was most reliably
related to certain type myoepithelial tumors,
such as soft tissue MyoEs with cartilaginous
differentiation.® In general, GFAP failed to be a
reliable indicator of ME cells in glandular organs,
such as salivary gland and breast.”! Among ME
markers, SMA and calponin are considered to
be the most reliable and determinative ones.®
In our study, SMA and calponin expression did
not differ significantly between benign and
malignant tumor types (p>0.05). On the other
hand, S100, CK14, p63, CK5/6, and GFAP
expressions were significantly lower in malignant
tumors (p<0.05). With these findings, it may be
speculated that the quantities of ME cells in
benign and malignant salivary gland tumors are
not very different; however, immunophenotypic
and possibly biological characteristics of ME cells
differ between malignant and benign salivary
gland tumors. In addition to contractile function,
ME cells also have a tumor suppressor effect in
association with matrix synthesis and proteinase
inhibition.®! Breast carcinoma cell lines with ME
participation demonstrate less invasive behavior,
compared to the carcinoma cell lines without
ME cell participation,¥ suggesting an increased
invasiveness and metastatic capacity due to the
loss of myoepithelial phenotype. In recent studies,
biological behavior of distinct tumors has been
also related with the evidence of epithelial cells
shifting to a mesenchymal phenotype which is
referred to epithelial-mesenchymal transition
(EMT).® Epithelial mesenchymal transition
defines a series of changes in cellular phenotype,
in which epithelial markers (cytokeratins) are
downregulated and the mesenchymal markers
(vimentin, SMA) are upregulated, leading to an
increased migratory behavior.'>?2%4 Loss of CK14
was interpreted as an indicator of myoepithelial-
mesenchymal transition in canine mammary
tumors.™ Among salivary gland tumors,
EMT-like transformation was described in AdCC,
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and it was related with the metastatic capacity of
the tumor.® In this study, lower expression of
CK5/6 and CK14 in the malignant tumor type
may be consistent with EMT, showing the loss
of (myo)epithelial phenotype of these cells in
malignant tumors.

The morphological diversity among salivary
gland tumor subtypes, and morphological
heterogeneity within an individual tumor may
be diagnostically challenging. Pleomorphic
adenomas, the most common tumor of salivary
glands, are biphasic benign tumors composed of
both epithelial and mesenchymal elements. Due
to the diverse appearance of epithelial and stromal
components, distinguishing this tumor from other
benign and malignant salivary gland tumors
may be problematic, particularly when chondro-
myxoid stroma is inconspicuous. Squamous/
mucinous metaplasia, and predominant tubular,
cribriform structures may be suspicious of MEC
and AdCC, respectively. In our study, distinct
markers proved to be useful in differentiating PA
from MEC, AdCC, ACC, SDC, and BCA. In the
present study, GFAP expression was limited to
PA and MyoE, and appeared as a differentiating
marker of PA from MEC, AdCC, and BCA.
The role of GFAP in the differential diagnosis
was attributed to its excellent ability to show
potential myxochondromatous differentiation in
a previous study.’™ All BCAs (n=5) in this study
were negative for GFAP and also for CD10 and
this finding may be useful in differentiating
PAs from BCAs. The SMA and calponin are
consistently negative in malignant salivary
gland tumors, except for diffuse positivity of
both in AdCCs, and are often focal positive in
PAs. Thus, SMA and calponin positivity, either
diffuse or focal; favors PA rather than MEC, SDC
and ACC in the differential diagnosis. However,
in the presence of diffuse expression of these two
markers, AACC should be also considered in the
differential diagnosis.

Our study results revealed CD117 positivity in
the majority of AdCCs (75%) with generally diffuse
distribution and in a minority of PAs (22.6%)
with focal distribution. The CD117 positivity in
AdCC is a common finding in previous studies
with variable positivity rates from 53 to 83%.53¢-%!
Some recent studies reported variable expression
of CD117 in Pas, in which up to 76.5% of tumors
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showed staining, expression being diffuse in most
of the tumors.®#! In our study, the positivity was
focal and limited to the duct-like structures in
PAs, and diffuse CD117 positivity was significant
in differentiating AdCCs from PAs. We observed
S100 positivity in the majority of PAs (93.5%), in
some AdCCs (37.5%) and in a minority of MECs
(16.6%), usually in a diffuse manner. In this context,
although the statistical analysis showed that 5100
positivity was significant for differentiation of
PA from MEC (p=0.001) and AdCC (p=0.001), it
cannot be considered as a reliable marker, due to
same expression pattern in MEC and AdCC, albeit
in a small percentage of cases.

Mucoepidermoid carcinomas and ACCs
are two tumors which may create diagnostic
confusion due to overlapping morphologic
features, including cystic changes and mucinous
secretions. The p63 staining was previously
investigated in certain studies and MECs were
reported as p63 positive, whereas ACCs were
p63 negative with minor exceptions.P0424l In
accordance with the previous reports, in this
study, all ACCs were p63 negative and 10 of 12
MECs (90.9%) were diffusely positive. Similarly,
34BE12 and CK5/6 expressions also differed
between these two tumors: all ACCs were
negative, and all MECs were diffusely positive
with both markers. It is noteworthy to state that,
po63, CK5/6 and 34pE12 staining in MECs is related
to squamous, rather than ME differentiation.
Furthermore, GLUT1 positivity significantly
favored MEC (p=0.032). In the light of these
findings, we may suggest a differentiating IHC
panel consisting of p63, 34BE12, CK5/6, and
GLUT1 for the differential diagnosis between
these two entities. Acinic cell carcinomas were
positive with only CK19 and GCDFP15. As
diffuse CK19 positivity was a common finding
among the malignant salivary gland tumors in
our study, CK19 does not seem to have a role
in differential diagnosis within the malignant
group. However, GCDFP15 positivity seems to
be promising, since it was diffusely positive
in most of the ACCs and SDCs, in contrast to
AdCCs which were completely negative. Our
findings are consistent with a previous report
which investigated the differential diagnosis of
SDC from other salivary gland carcinomas and
associated GCDFP15 positivity with SDC.1!
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Galectin-3, a member of B-galactoside
binding lectins family, is suggested as an
indicator of malignancy, cancer aggressiveness
and metastasis in certain tumors including
AdCC of the salivary gland.[***l In our study,
both benign and malignant tumors were
galectin-3-positive in varying degrees. Among
the malignant tumors, MECs (41.7%) and AdCCs
(62.5%) were significantly galectin-3-positive,
while most of the SDCs (75%) were negative. In
the benign group, 100% of BCAs and 62.1% of
PAs were galectin-3-positive. Our findings did
not support a correlation between galectin-3
and malignancy.

In conclusion, expression of myoepithelial
markers is a common finding in salivary gland
tumors. However, distinct tumor types may
show different preferences with regard to
various myoepithelial and other markers, which
may be exploited in the differential diagnosis of
these tumors. In this study, SMA and calponin
expression did not differ significantly between
benign and malignant tumor groups, while S100,
CK14, p63, CK5/6, and GFAP expressions were
significantly lower in malignant tumors. It may
be suggested that, IHC characteristics of ME
cells, rather than the quantity per se, shows
significant difference between malignant and
benign tumors. According to the results of this
study, diffuse CD117 expression favors AdCC,
GFAP expression favors PA; 34BE12, p63, and
CK5/6 expression favors MEC, while GCDFP15
favors SDC and ACC. In addition, diffuse
expression of CK19 may suggest the malignant
nature of a salivary gland tumor in cases with
diagnostic difficulties.

Declaration of conflicting interests

The authors declared no conflicts of interest with
respect to the authorship and/or publication of this article.

Funding

The authors received no financial support for the
research and/or authorship of this article.

REFERENCES

1. El-Naggar AK, Chan JKC, GrandisJR, Takata T, Slootweg
PJ. World Health Organization Classification of Head
and Neck Tumours. 4th ed.Lyon: IARC Press; 2017.

2. Sternlicht MD, Barsky SH. The myoepithelial defense:
a host defense against cancer. Med Hypotheses
1997:48:37-46.

Open Access



Comparative immunohistochemical characteristics of benign and malignant major salivary gland tumors 19

10.

11.

12.

13.

14.

15.

16.

Sternlicht MD, Safarians S, Rivera SP, Barsky SH.
Characterizations of the extracellular matrix and
proteinase inhibitor content of human myoepithelial
tumors. Lab Invest 1996;74:781-96.

Jones JL, Shaw JA, Pringle JH, Walker RA. Primary
breast myoepithelial cells exert an invasion-suppressor
effect on breast cancer cells via paracrine down-
regulation of MMP expression in fibroblasts and
tumour cells. ] Pathol 2003;201:562-72.

Prasad AR, Savera AT, Gown AM, Zarbo R]. The
myoepithelial immunophenotype in 135 benign
and malignant salivary gland tumors other than
pleomorphic adenoma. Arch Pathol Lab Med
1999;123:801-6.

Tanez RF, Buim ME, Coutinho-Camillo CM, Schultz
R, Soares FA, Lourengo SV. Human salivary gland
morphogenesis: myoepithelial cell maturation assessed
by immunohistochemical markers. Histopathology
2010;57:410-7.

Furuse C, Sousa SO, Nunes FD, Magalhdes MH,
Aradjo VC. Myoepithelial cell markers in salivary
gland neoplasms. Int J Surg Pathol 2005;13:57-65.

de Aratjo VC, Altemani A, Furuse C, Martins MT,
de Aratjo NS. Immunoprofile of reactive salivary
myoepithelial cells in intraductal areas of carcinoma
ex-pleomorphic adenoma. Oral Oncol 2006;42:1011-6.
Kononen ], Bubendorf L, Kallioniemi A, Barlund
M, Schraml P, Leighton S, et al. Tissue microarrays
for high-throughput molecular profiling of tumor
specimens. Nat Med 1998;4:844-7.

Moll R, Franke WW, Schiller DL, Geiger B, Krepler
R. The catalog of human cytokeratins: patterns of
expression in normal epithelia, tumors and cultured
cells. Cell 1982;31:11-24.

Reis-Filho JS, Simpson PT, Martins A, Preto A, Gértner
F, Schmitt FC. Distribution of p63, cytokeratins 5/6
and cytokeratin 14 in 51 normal and 400 neoplastic
human tissue samples using TARP-4 multi-tumor
tissue microarray. Virchows Arch 2003;443:122-32.
Ogawa Y, Toyosawa S, Ishida T, Jjuhin N. Keratin
14 immunoreactive cells in pleomorphic adenomas
and adenoid cystic carcinomas of salivary glands.
Virchows Arch 2000;437:58-68.

Iwafuchi H, Mori N, Takahashi T, Yatabe Y.Phenotypic
composition of salivary gland tumors: an application
of principal [corrected] component analysis to tissue
microarray data. Mod Pathol 2004;17:803-10.

Nagao T, Sato E, Inoue R, Oshiro H, H Takahashi
R, Nagai T, et alImmunohistochemical analysis
of salivary gland tumors: application for surgical
pathology practice. Acta Histochem Cytochem
2012;45:269-82.

Beha G, Sarli G, Brunetti B, Sassi F, Ferrara D,
Benazzi C. Morphology of the myoepithelial cell:
immunohistochemical characterization from resting to
motile phase. Scientific World Journal 2012;2012:252034.
IsicDencic T, Cvejic D, Paunovic I, Tatic S, Havelka
M, Savin S. Cytokeratinl9 expression discriminates
papillary thyroid carcinoma from other thyroid
lesions and predicts its aggressive behavior. Med
Oncol 2013;30:362.

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Uenishi T, Kubo S, Yamamoto T, Shuto T, Ogawa
M, Tanaka H, et al. Cytokeratin 19 expression in
hepatocellular carcinoma predicts early postoperative
recurrence. Cancer Sci 2003;94:851-7.

Ding 5], Li Y, Tan YX, Jiang MR, Tian B, Liu YK, et
al. From proteomic analysis to clinical significance:
overexpression of cytokeratin 19 correlates with
hepatocellular carcinoma metastasis. Mol Cell
Proteomics 2004;3:73-81.

Kim H, Choi GH, Na DC, Ahn EY, Kim GI, Lee JE, et al.
Human hepatocellular carcinomas with “Stemness”-
related marker expression: keratin 19 expression and a
poor prognosis. Hepatology 2011;54:1707-17.
Willipinski-Stapelfeldt B, Riethdorf S, Assmann V,
Woelfle U, Rau T, Sauter G, et al. Changes in cytoskeletal
protein composition indicative of an epithelial-
mesenchymal transition in human micrometastatic
and primary breast carcinoma cells. Clin Cancer Res
2005;11:8006-14.

Fujisue M, Nishimura R, Okumura Y, Tashima R,
Nishiyama Y, Osako T, et al. Clinical Significance
of CK19 Negative Breast Cancer. Cancers (Basel)
2012;5:1-11.

Urano M, Nagao T, Miyabe S, Ishibashi K, Higuchi
K, Kuroda M. Characterization of mammary
analogue secretory carcinoma of the salivary gland:
discrimination from its mimics by the presence of
the ETV6-NTRKS3 translocation and novel surrogate
markers. Hum Pathol 2015;46:94-103.

Hwang MJ, Wu PR, Chen CM, Chen CY, Chen CJ. A
rare malignancy of the parotid gland in a 13-year-old
Taiwanese boy: case report of a mammary analogue
secretory carcinoma of the salivary gland with
molecular study. Med MolMorphol 2014;47:57-61.
Daltoe FP, Grando LJ, Meurer MI, Rivero ER, Modolo
F. A rare case of mucoepidermoid carcinoma ex
pleomorphic adenoma arising in minor salivary gland:
histopathological and immunohistochemical analysis.
J Contemp Dent Pract 2015;16:603-6.

Hara K, Ito M, Takeuchi J, lijima S, Endo T, Hidaka
H. Distribution of S-100b protein in normal salivary
glands and salivary gland tumors. Virchows Arch A
Pathol Anat Histopathol 1983;401:237-49.

Jolicoeur F, Gaboury LA, Oligny LL. Basal cells of
second trimester fetal breasts: immunohistochemical
study of myoepithelial precursors. Pediatr Dev Pathol
2003;6:398-413.

Dardick I, Stratis M, Parks WR, DeNardi FG,
Kahn HJ. S-100 protein antibodies do not label
normal salivary gland myoepithelium. Histogenetic
implications for salivary gland tumors. Am J Pathol
1991;138:619-28.

Gugliotta P, Sapino A, Macri L, Skalli O, Gabbiani G,
Bussolati G. Specific demonstration of myoepithelial
cells by anti-alpha smooth muscle actin antibody.
J Histochem Cytochem 1988;36:659-63.

Carmichael JD, Winder SJ, Walsh MP, Kargacin GJ.
Calponin and smooth muscle regulation. Can J Physiol
Pharmacol 1994;72:1415-9.

Bilal H, Handra-Luca A, Bertrand JC, Fouret PJ. P63 is
expressed in basal and myoepithelial cells of human

Open Access



20

31

32.

33.

34.

35.

36.

37.

38.

39.

normal and tumor salivary gland tissues. ] Histochem
Cytochem 2003;51:133-9.

Santos GC, Carvalho KC, Falzoni R, Simoes AC, Rocha
RM, Lopes A, et al. Glial fibrillary acidic protein in
tumor types with cartilaginous differentiation. Mod
Pathol 2009;22:1321-7.

Thiery JF, Acloque H, Huang RY, Nieto MA. Epithelial-
mesenchymal transitions in development and disease.
Cell 2009;139:871-90.

Kalluri R, Weinberg RA. The basics of epithelial-
mesenchymal transition. ] Clin Invest 2009;119:1420-8.
Jia J, Zhang W, Liu JY, Chen G, Liu H, Zhong HY,
et al. Epithelial mesenchymal transition is required
for acquisition of anoikis resistance and metastatic
potential in adenoid cystic carcinoma. PLoS One
2012;7:e51549.

Nishimura T, Furukawa M, Kawahara E, Miwa A.
Differential diagnosis of pleomorphic adenoma
by immunohistochemical means. ] Laryngol Otol
1991;105:1057-60.

Epivatianos A, Poulopoulos A, Dimitrakopoulos I,
Andreadis D, Nomikos A, Vlahou S, et al. Application
of alpha-smooth muscle actin and c-kit in the
differential diagnosis of adenoid cystic carcinoma
from polymorphous low-grade adenocarcinoma. Oral
Oncol 2007;43:67-76.

Holst VA, Marshall CE, Moskaluk CA, Frierson HF
Jr. KIT protein expression and analysis of c-kit gene
mutation in adenoid cystic carcinoma. Mod Pathol
1999;12:956-60.

Mino M, Pilch BZ, Faquin WC. Expression of KIT
(CD117) in neoplasms of the head and neck: an
ancillary marker for adenoid cystic carcinoma.
Mod Pathol 2003;16:1224-31.

Andreadis D, Epivatianos A, Poulopoulos A, Nomikos
A, Papazoglou G, Antoniades D, et al. Detection of

©2019 Behbut Cevangir Otorhinolaryngology-Head and Neck Surgery Society. All rights reserved.

40.

41.

42.

43.

44.

45.

46.

47.

Tr-ENT

C-KIT (CD117) molecule in benign and malignant
salivary gland tumours. Oral Oncol 2006;42:57-65.
Salehinejad J, Mohtasham N, Bagherpour A,
Abbaszadeh-Bidokhty H, Ghazi A. Evaluation
of c-kit protein (CD117) expression in common
salivary gland neoplasms. ] Oral Maxillofac Pathol
2014;18:177-82.

Chandan VS, Wilbur D, Faquin WC, Khurana KK.
Is c-kit (CD117) immunolocalization in cell block
preparations useful in the differentiation of adenoid
cystic carcinoma from pleomorphic adenoma? Cancer
2004;102:207-9.

Sams RN, Gnepp DR. P63 expression can be used in
differential diagnosis of salivary gland acinic cell
and mucoepidermoid carcinomas. Head Neck Pathol
2013;7:64-8.

Weiler C, Reu S, Zengel P, Kirchner T, Thrler S. Obligate
basal cell component in salivary oncocytoma facilitates
distinction from acinic cell carcinoma. Pathol Res
Pract 2009;205:838-42.

Kawahara A, Harada H, Akiba J, Kage M. Salivary
duct carcinoma cytologically diagnosed distinctly
from salivary gland carcinomas with squamous
differentiation. Diagn Cytopathol 2008;36:485-93.
Teymoortash A, Pientka A, Schrader C, Tiemann M,
Werner JA. Expression of galectin-3 in adenoid cystic
carcinoma of the head and neck and its relationship
with distant metastasis. ] Cancer Res Clin Oncol
2006;132:51-6.

Ferrazzo KL, Alves SM ]Jr, Santos E, Martins MT,
de Sousa SM. Galectin-3 immunoprofile in adenoid
cystic carcinoma and polymorphous low-grade
adenocarcinoma of salivary glands. Oral Oncol
2007;43:580-5.

Takenaka Y, Fukumori T, Raz A. Galectin-3 and
metastasis. Glycocon; J. 2002;19:543-9.

Open Access



