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Abstract: Epithelial-mesenchymal transition (EMT) is considered to have pivotal roles in the invasive and metastatic 
of Adenoid cystic carcinoma (AdCC) which is marked by local infiltration and distant metastasis. Notch signaling 
abnormity has been implicated as important molecular events in recent next generation sequencing studies of 
AdCC, but the detail is still unclear. This study was designed to investigate the expression of Notch signaling pathway 
and its relation with EMT program in AdCC. We constructed custom-made Tissue microarray (TMA) to evaluate the 
immunoreactivity of Notch signaling and EMT program and found that Notch signaling increase consecutively from 
NSG, PMA to AdCC, suggesting Notch signaling pathway may be associated with human AdCC progression. Then, we 
carried out Pearson correlation analysis and showed a close correlation of Notch signaling and EMT progression. 
When blocking Notch signaling pathway with γ-secretase inhibitor DAPT, EMT progression was decreased and migra-
tion and invasion ability were declined. Collectively, these findings suggest the vital roles of Notch signaling pathway 
in AdCC progression through their relationship with EMT progress. Targeting Notch signaling may provide further 
understanding of the mechanism of invasion and metastasis of AdCC as well as potential clinical therapeutics.
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Introduction 

Adenoid cystic carcinoma (AdCC) is a relatively 
rare and morphologically diverse malignant 
tumor that arises from the secretory epithelial 
cells of major and minor salivary glands and 
accounts for approximately 10% of all salivary 
neoplasms [1]. Typically, Adenoid cystic carci-
noma has been characterized by a protracted 
clinical course yet insidious invasion into adja-
cent tissue and hematogenous spread to dis-
tant organs [2]. However, up to now, the precise 
mechanisms underlying the invasion and me- 
tastasis are yet not clearly elucidated. Better 
understanding of the biological factor regulat-
ing AdCC invasion and metastasis may result in 
more effective treatment options and more 
accurate prognostic consultation in AdCC. 

Among the multiple molecular mechanisms 
that are dysregulated in Adenoid cystic carci-
noma, accumulating evidence shows the impor-

tance of the Notch signaling pathway. Notch 
signaling defines an evolutionary conservative 
pathway, which plays a fundamental role in the 
implementation of differentiation, proliferation, 
and apoptosis programs [3]. Many reports have 
suggested the implication of aberrant Notch 
signaling pathway in the tumor progression, in- 
cluding colon cancer, T-cell leukemia and head 
and neck cancer [4-7]. As regards for AdCC, 
whole-genome sequence analysis indicates a 
13% NOTCH1 gene mutations, and exon se- 
quencing in a series of 24 ACC samples also 
identifies this finding [7, 8]. These alterations 
indicate the possible therapeutic implications, 
but further characterization for the expression 
pattern and levels of Notch1 in AdCC remain 
unknown, and the exact mechanism remains to 
be further explored.

Recent evidences have demonstrated that 
Epithelial-mesenchymal transition (EMT) has a 
crucial role in the invasion and metastasis of 
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AdCC. EMT process depicts a set of rapid 
changes in the cellular phenotype in which epi-
thelial cells experience a molecular switch from 
a polarized, epithelial phenotype to a highly 
motile, non-polarized mesenchymal phenotype, 
providing tumor cells with the ability to escape 
from the primary tumor, to migrate to distant 
regions, and to invade tissues [9, 10]. Tran- 
sforming growth factor-beta 1 (TGF-β1) and 
Slug are two representative molecules involved 
in EMT regulation progress [11, 12]. Multiple 
studies have shown that TGF-β1 enhances the 
metastatic and invasive properties of various 
cancer types, suggesting that it induces epithe-
lial-mesenchymal transition in cancer cells [13, 
14]. We also have previously reported that 
Slug-mediated EMT-like transformation plays 
an important role in the process of metastasis 
and apoptosis of adenoid cystic carcinoma in 
vitro study [15]. However, the relation of Notch 
signaling with EMT is unclear and the specific 
mechanism is to be determined. 

Based on the above considerations, in this 
study, we investigated the expression pattern 
and levels of Notch signaling using customer-
made tissue microarray (TMA), also EMT pro-
gram related proteins were assessed using 
TMA serial sections. Besides, correlation analy-
sis and hierarchical cluster were used to evalu-
ate the relation of Notch signaling and EMT pro-
gram. Furthermore, we used γ-secretase inhi- 
bitor DAPT to block the Notch signaling, and 
found reduced EMT progression as expected. 
These data implicate the important roles of 
Notch signaling in AdCC progression through 
their combination with TGF-β1 and Slug-
mediated EMT progress and potential thera-
peutic target.

Materials and methods

Ethics statement and patients’ specimens

This study was performed with the approval of 
the Medical Ethics Committee of Hospital of 
Stomatology, Wuhan University (PI: Zhi-Jun 
Sun), and written medical informed consent 
was acquired from each patient before surgery. 
All the patients’ specimens were diagnosed by 
two expert pathologists and came from the 
Department of Oral and Maxillofacial Surgery, 
School and Hospital of Stomatology, Wuhan 
University, which included 72 AdCC specimens, 
12 pleomorphic adenoma samples and 25 nor-
mal salivary gland specimens. AdCC histologi-

cal subtype was ranked according to the World 
Health Organization’s classification of salivary 
gland tumor [16].

Tissue microarray construction

High-density tissue microarrays (TMAs) were 
constructed from the paraffin-embedded histo-
pathological blocks in collaboration with the 
Shanghai Biochip Company, Ltd, Shanghai, 
China, as described previously [17]. To put it 
simply, Hematoxylin and eosin stained slides of 
the specimen blocks were firstly reviewed, then 
areas representative of the characteristic histo-
logical patterns in each case were selected for 
inclusion in the tissue microarrays, 1.5 mm 
diameter cores were punched for construction 
of tissue microarrays. Serial 3-μm sections 
from the TMAs were cut and prepared for sub-
sequent immunohistochemical analysis.

Immunohistochemical staining and digital 
evaluation

Immunohistochemistry for tissue microarray 
was carried out as previously described [18]. 
Briefly, microarray sections were firstly deparaf-
finized and hydrated, then antigen retrieval was 
performed at pH 6.0 citrate buffer solutions. 
After cooling down to room temperature, sec-
tions were incubated with 3% hydrogen perox-
ide to quench endogenous peroxidase activity. 
The sections were incubated at 4°C overnight 
with respective primary antibodies and then 
washed with phosphate buffered saline (PBS), 
after that the sections were incubated with bio-
tin-labeled secondary antibody for 30 minutes 
and then streptavidin peroxidase for 30 min-
utes. Finally, sections were adequately rinsed 
with 1X PBS, 3, 3-diaminobenzidine (DAB) de] 
velopment and Hematoxylin counterstaining, 
routine rehydration and mounting slides. For 
digital evaluation, tissue microarray sections 
were scanned and digitized with Aperio Scan] 
Scope Slide Scanner (Vista, CA, USA) system, 
and histoscores was quantified using Aperio 
ImageScope (version12.0) and calculated using 
the formula previously described [19].

Hierarchical clustering and data visualization

Firstly, histoscores the sections were converted 
to scaled values centered on zero, then the 
Pearson’s correlation coefficient was carried 
out with Cluster 3.0 with average linkage to 
achieve the hierarchical analysis [20], and the 
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results were visualized using the Java TreeView 
1.1.6 version [21]. 

Cell lines, antibodies and reagent

Human salivary adenoid carcinoma cell lines 
SACC-83 (low metastasis and invasion rate) 
and SACC-LM (high metastasis and invasion 
rate) were gifted from School and Hospital of 
Stomatology, Peking University and implement-
ed in this study. The following antibodies were 
used in this study: NICD (Notch intracellular 
domain, NICD), active isotype of Notch1), HES1, 
Slug (dilution 1:400, 1:200, 1:400 and 1:200 
respectively) from Cell Signaling Technology, 
Inc., (Danvers, MA, USA), monoclonal rabbit 
anti-human TGF-β1 (1:200) from Epitomics, Inc.
(Burlingame, CA, USA), polyclonal rabbit anti-
human E-cadherin (1:200) from Proteintech 
Group, Inc. (Campbell, Chicago, USA). γ-se- 
cretase DAPT was purchased from Selleck 
Chemicals, (Houston, TX, USA), and prepared in 
dimethyl sulfoxide (DMSO) as 20 mM stock 
solution stored at -20°C and used at a final con-
centration of 10 μM. 

Quantitative real-time RT-PCR

Quantitative Real-Time RT-PCR was performed 
to evaluate the expression of Notch signaling 
and EMT-related genes in AdCC cell lines. In 
brief, total cell RNA was extracted with Trizol 
(Takara, Kyoto, Japan) and treated with RNase-
free DNase I (Takara) to avoid genomic DNA 
contamination, RNA aliquots (1 μg) was rever- 
sed to cDNA (20 μl) using PrimeScriptTM RT Kit 
(Takara). Then, PCR amplification of the 2 μl 
cDNA template was carried out using SYBR® 

Protein Extraction Reagent (Pierce, Rockford, 
IL), and concentrations were detected by BCA 
assay kit (Pierce). Subsequently, 30 μg proteins 
from each sample were separated by 10% SDS-
polyacrylamine gel and transferred electropho-
retically to polyvinylidene difluoride (PVDF) me- 
mbranes (Millipore, Bedford, MA). Membranes 
were blocked with 5% bovine serum albumin 
(BSA) in TBS containing 0.1% tween 20 (TBST) 
at room temperature for 60 minutes, then incu-
bated overnight with primary antibody respec-
tively at dilutions recommended by the manu-
factures. After fully incubation, bolts were 
detected by horseradish peroxidase–conjugat-
ed anti-mouse or anti-rabbit secondary anti-
body, and visualized with the SuperSignal West 
Femto maximum sensitivity substrate (Thermo 
Scientific, Rockford, IL, USA) on X-ray film. The 
images on X-ray films were then converted to 
electronic format using digital Scanner System 
(CanoScan LiDE110) and the density was cal-
culated with ImageJ software packages.

Immunofluorescence analysis

SACC-83 or SACC-LM cells were seeded onto 
coverslips at a density of 105/mL and cultured 
in a 6-well plate for 24 hours with the indicated 
treatment. After treatment, cells were washed 
twice in PBS and fixed in 4% paraformaldehyde 
for 30 minutes. Then cells were permeabilized 
in 0.2% Triton X-100 in PBS for 15 minutes, and 
blocked by non-immune goat serum for 60 min-
utes at room temperature. Then cells were 
incubated at 4°C overnight respectively, with 
primary antibody at dilutions recommended by 
the manufactures, after the PBS washout, 
PerCP-Cy5.5-conjugated secondary antibody 
(1:200. Jackson ImmunoResearch, USA) was 

Table 1. Primers used real-time RT-PCR
Gene Primers Size (bp)
TGFβ1 F TTAACATCTCCAACCCAGCG 121

R TCCTGTCTTTATGGTGAAGCC
SLUG F CAAGGACACATTAGAACTCACAC 199

R CTACACAGCAGCCAGATTCC
E-cadherin F ATCTGTTGCAGAAGGCGCTCTT 100

R TGTAGGCGATGGCAGCATTGT
NOTCH1 CGGGTCCACCAGTTTGAATG 76

GTTGTATTGGTTCGGCACCAT
HES1 F GGACAAACCAAAGACGGCCTCTGAGCACAG 141

R TGCCGGGAGCTATCTTTCTTAAGTGCATCC
GAPDH F AGCCTCAAGATCATCAGCAATGCC 105

R TGTGGTCATGAGTCCTTCCACGAT

Premix EX TaqTMIIqPCR mix (Ta- 
kara) on ABI7500 Real-Time PCR 
system (Applied Biosystems). GA- 
PDH or 18sRNA was used as an 
internal control, and reactions we- 
re run in triplicate, and the results 
were averaged. Table 1 showed 
the primer sequences used in this 
study. The relative expression level 
of the genes was calculated using 
the ΔΔCt method.

Western blotting analysis

Total proteins were isolated from 
cultured SACC-83 or SACC-LM 
cells using M-PER Mammalian 
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used for detection and DAPI for nucleus coun-
terstaining. Then the coverlips were mounted 
on microscope slides with antifade mounting 

media (Molecular Probes, Carlsbad, CA, USA) 
and photographed with a fluorescence micro-
scope (Leica).

Figure 1. Notch was increased in AdCC and may be associated with human AdCC progression: A. Representative 
immunohistochemical staining of NICD and HES1 in human AdCC tissue (right panel) compared with normal salivary 
gland (NSG, left panel), pleomorphic adenoma (PMA, middle panel) (Scale bars = 100 μm); B and C. Quantitative 
assess of Histoscores of NICD and HES1 expression in NSG, PMA and AdCC, NICD and HES1 levels in AdCC was 
higher when compared with NSG an PMA (***P < 0.001; One-way ANOVA); D. Comparison between different pathol-
ogy types of NICD and HES1, expression of NICD or HES1 was statistically different between cribriform, tubular and 
solid type of human AdCC (**P < 0.01; ***P < 0.001, One-way ANOVA with GraphPad Prism5.0); E. Quantitative of 
HES1 expression indifferent pathology types of AdCC, increase expression of HES1 were observed from cribriform 
to tubular or solid types (*P < 0.05; ***P < 0.001, One-way ANOVA with GraphPad Prism5.0).
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Wound healing assay

SACC-83 or SACC-LM cells were seeded in 
6-well plates (Corning Life Sciences, USA) at 

1.0 × 105 cells/well. When cells reached 80% 
confluence, the center of each well was 
scratched with a sterile pipette tip to generate 
a constant gap, and then the cells were contin-

Figure 2. EMT program plays an important role in the AdCC development: A. Representative immunohistochemical 
staining of Slug, TGF-β1, and E-cadherin in human AdCC tissue (right panel) compared with normal salivary gland 
(NSG, left panel), pleomorphic adenoma (PMA, middle panel) (Scale bars = 100 μm); B. Quantification of Slug and 
TGF-β1 expression in NSG, PMA and AdCC, TGF-β1 and Slug were significantly higher when compared with NSG and 
PMA, while E-cadherin decreased in AdCC when compared with NSG and PMA (***P < 0.001; One-way ANOVA with 
post-Dunett analysis was used by GraphPad Prism5.0); C. Comparison between different pathology types of Slug 
and TGF-β1, expression of Slug and TGF-β1 were statistically higher from cribriform to tubular and solid patterns (*P 
< 0.05; ***P < 0.001, One-way ANOVA with GraphPad Prism5.0).
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ued incubated with medium containing no FBS 
to 18 hours. After fixation cells were photo-
graphed under phase microscopy and counted 
as previously described [22].

Transwell invasion assays

In vitro invasion assay was performed using 
Costar Transwell inserts (#3422, pore size, 8 
μm) (Corning, Albany, NY) as described previ-
ously [22]. SACC-83 or SACC-LM cells were 
seeded into the upper chamber coated with 
Matrigel (BD Biosciences) at a density of 104/
well in 100 ul serum-free medium, while 10% 
FBS medium was added to the bottom cham-
ber to stimulate invasion. After incubation for 
24 h at 37°C, the cells in the upper chamber 
were carefully removed with cotton swab and 
the cells that had invaded through Matrigel 
were stained with Hematoxylin, and then photo-
graphed and quantified. Each assay was con-
ducted in triplicate.

Statistical analysis

Statistical data analysis was performed with 
GraphPad Prism 5.01 (GraphPad Software, 
Inc., La Jolla, CA) statistical packages. The 
Mann–Whitney U test and student t test was 
used to evaluate differences in the RT-PCR, 
Western blotting ad immunofluorescence anal-
ysis. The One-way ANOVA followed by the post-
Turkey or Bonferroni multiple comparison tests 
was used to analyze the differences in immuno-
hisostaining. Two-tailed Pearson correlation 
was used for correlated expression of these 
markers after confirmation of the sample with a 
Gaussian distribution. P < 0.05 was considered 
statistically significant.

Results

Notch signaling is up-regulated in the AdCC 
and may be involved in tumor progression

To assess the association of Notch signaling 
pathway with AdCC progression, we construct-
ed tissue microarray including human AdCC (n 
= 72), NSG (n = 25) and PMA (n = 12) and incu-
bated the slices with antibodies against NICD 
(Notch intracellular domain, NICD) and HES1. 
We observed that NICD expression was almost 
negative in the normal salivary gland, while 
increased in PMA and was highest in AdCC. As 
an effective intracellular component, NICD was 

mainly found located in the nucleus and cyto-
plasm at the glandular structure of neoplasm 
tissues (Figure 1A, top panel). We then exam-
ined HES1 levels and found fairly weak expres-
sion in normal and PMA tissues, whereas AdCC 
showed strong protein expression in the nucle-
us (Figure 1A, bottom panel). To more precisely 
and clearly present the differences, we quanti-
fied the expression using Aperio ImageScope 
v12.0 software packages. The results showed 
that NICD increased consecutively from NSG to 
PMA and AdCC with statistical significance (p < 
0.05 and p < 0.001, respectively) (Figure 1B). 
Meanwhile, HES1 expression was found signifi-
cant between AdCC and NSG or PMA tissue (p < 
0.05) (Figure 1C). To further investigate the 
possible correspondence between Notch sig-
naling and the AdCC progression, we compared 
the NICD expression in different AdCC sub-
types. We showed that NICD increased in a 
solid pattern than tubular pattern (Figure 1D), 
similar results were observed in HES1 expres-
sion (Figure 1E). These results suggested 
Notch signaling increase gradually from the 
cribriform to solid subtypes of AdCC. These 
results suggest Notch signaling is up-regulated 
in the AdCC and may be involved in tumor 
progression. 

EMT program plays an important role in the 
AdCC development

Epithelial-mesenchymal transition has been 
proposed to contribute to the invasion and 
metastasis of AdCC, and we used immunohis-
tochemistry to detect the expression the EMT 
epithelial marker E-cadherin and EMT inducer 
TGF-β1 and important transcriptional factor 
Slug. In our study, EMT transcriptional factor 
Slug was found enhanced in AdCC when com-
pared with NSG or PMA (Figure 2A, top panel). 
Our results also showed that TGF-β1 was slight-
ly elevated in PMA compared with NSG, while 
obviously increased in AdCC (Figure 2A, middle 
panel). Meanwhile, we observed the decrease 
of epithelial marker E-cadherin in AdCC com-
pared with NSG or PMA (Figure 2A, bottom 
panel), indicating the involvement of the EMT 
process in AdCC development. When we 
focused on the Slug expression of different 
pathological subtypes, we found the Slug levels 
were increased from cribriform to NSG and 
PMA (Figure 2C, left). Then we examined the 
expression of TGF-β1 and observed that TGF-
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β1 were increased in solid subtype of AdCC 
compared with tubular and cribriform patterns 
(Figure 2C, middle), meanwhile E-cadherin was 
decreased from cribriform to tubular and cribri-
form subtypes (Figure 2C, right). These facts 
reflected the gradual loss of epithelial charac-
teristics, but an increase of mesenchymal traits 
from cribriform to solid subtypes of AdCC. 
Together, these data indicate that the EMT pro-
gram plays an important role in the AdCC 
development.

Notch signaling pathway correlates with EMT 
program

To determine the correlation of Notch signaling 
and EMT programs, we carried out correlation 

analysis and hierarchical clustering. The Spe- 
arman rank correlation coefficient was em- 
ployed to evaluate the relationship between 
Notch signaling and the EMT program, whereas 
linear regression analysis for their tendency 
detection. We found that NICD was statistically 
associated with TGF-β1 (P < 0.01, R = 0.789), 
Slug (P < 0.01, R = 0.799), and E-cadherin (P < 
0.01, R = -0.828), meanwhile linear regression 
indicated the positive trendline between NICD 
with Slug and E-cadherin (Figure 3A). Besides, 
the downstream target of Notch signaling HES1 
was observed correlated with TGF-β1 (P < 0.01, 
R = 0.856), Slug (P < 0.01, R = 827) and 
E-cadherin (P < 0.01, R = -0.884), also HES1 
was found increased in proportion to TGF-β1 
while opposite to E-cadherin (Figure 3B). To fur-

Figure 3. Notch signaling pathway correlate with EMT program: A. The expression of NICD had significant correla-
tions with TGF-β1 (P < 0.01, R = 0.789), Slug (P < 0.01, R = 0.799), and E-cadherin (P < 0.01, R = -0.828) by using 
the Pearson correlation coefficient test in human tissue microarray; B. The expression of HES1 was closely corre-
lated with TGF-β1 (P < 0.01, R = 0.856), Slug (P < 0.01, R = 827) and E-cadherin (P < 0.01, R = -0.884) in tissue ar-
ray; C. Hierarchical Clustering of Notch1, NICD, HES1 with TGF-β1, Slug and E-cadherin in human tissue microarray. 
Histoscores based on quantification using Aperio quantification software and statistics with Graph Pad Prism5.0 
Mean ± SEM; 2-tailed Pearson correlation statistics.
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Figure 4. Inhibition of Notch signaling with γ-secretase DAPT decrease epithelial-mesenchymal transitions: A and 
B. Real-time quantitative PCR shows DAPT inhibition decrease Notch signaling and EMT related proteins in SACC-
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ther probe the interaction between Notch sig-
naling and EMT related proteins, we exerted 
hierarchical cluster analysis. The results sh- 
owed close similarity and intimacy between 
NICD with slug, TGF-β1 with E-cadherin, also we 
found Notch signaling may confer to EMT pro-
gram through in combination with TGF-β1 
(Figure 3C). Together, these results show the 
correlation of Notch signaling and the EMT pro-
gram, and Notch signaling may contribute to 
the invasion and metastasis of AdCC in com-
pany with EMT program.

Inhibition of Notch signaling with γ-secretase 
DAPT decrease EMT progression

To further confirm their relation of Notch signal-
ing and EMT progression, we employed γ-se- 
cretase DAPT to block the Notch signaling and 
detect the change of the EMT program in vitro 
study. SACC-83 which represent a lower inva-
sion and metastasis trend and SACC-LM that 
show higher invasion and metastasis ability cell 
lines were employed in our study [23]. We first 
assessed the mRNA level using real-time 
RT-PCR and found a clear decrease in the 
Notch signaling pathway with DAPT inhibition, 
meanwhile EMT transcriptional factor Slug and 
inducer TGF-β1 were reduced and E-cadherin 
was elevated both in SACC-83 and SACC-LM 
(Figure 4A, 4B; Supplementary Figure 1). We 
then examined the protein change with Western 
blotting. In accordance with the mRNA, TGF-β1, 
slug and mesenchymal markers N-cadherin, 
Vimentin were decreased while epithelial mark-
ers E-cadherin and Claudin1 were increased in 
SACC-83 and SACC-LM cell lines (Figure 4C, 
4D; Supplementary Figure 1). Furthermore, we 
detect the in situ expression of the cell lines 
with immunofluorescence. Similar results were 
observed in SACC-83 and SACC-LM cell lines 
that TGF-β1, slug and N-cadherin were 
decreased while E-cadherin increased after 
DAPT blockage (Figure 4E, 4F). These findings 
suggest Notch signaling may involve in EMT 
progression to promote invasion and metasta-
sis of AdCC and targeting Notch signaling mig- 
ht be an effective potential therapeutic stra- 
tegy.

Notch signaling inhibition with DAPT decrease 
AdCC migration and invasion

Our previous study proved that EMT promote 
the migration potential of AdCC [15], to deter-
mine whether Notch blockade decrease the 
malignancy of AdCC, wound healing and Boyden 
chamber invasion assay were carried out to 
detect the migration and invasion potential. As 
showed in Figure 5A and 5B, DAPT inhibition 
dramatically decreased the migration behavior 
and the cell number of migration was clearly 
different between control and DAPT treatment 
group (p < 0.001) (Figure 5C, 5D). We then 
examined the invasion ability change after 
DAPT inhibition with the Boyden chamber 
assay. The results showed DAPT treatment 
notably decreased the invasion cells compared 
with the control group in SACC-LM, similar 
results were observed in SACC-83 with a differ-
ent degree (Figure 5E, 5F). These data clearly 
indicate Notch promote EMT-induced migration 
and invasion and may be a novel therapeutic 
target.

Discussion

Accumulating evidence has suggested that 
EMT plays an important roles in the invasion 
and metastasis of carcinoma development 
[11]. Bedsides, Notch signaling have been 
implicated as important molecular events in 
recent next generation sequencing studies of 
AdCC, but the specific mechanism is still 
unclear and their relation with EMT remained to 
study. Thus, we are wondering whether Notch 
signaling and EMT are hidden behind the inva-
sion and metastasis of AdCC. In this study, we 
utilized custom-made tissue microarray to eval-
uate the expression of Notch signaling I AdCC 
and γ-secretase inhibitor DAPT to investigate 
the role of Notching signaling and EMT, we 
found Notch signaling promote invasion and 
metastasis of AdCC conspired with the EMT 
program. Thus, targeting Notch signaling may 
provide novel insights into the mechanism of 
invasion and metastasis of AdCC as well as 
possible therapeutic interventions.

83 and SACC-LM cell lines; C and D. Western blotting shows DAPT decrease epithelial-mesenchymal transitions 
manifesting with decreased regulation factor TGF-β1, slug and mesenchymal markers Vimentin, N-cadherin, also 
increased epithelial markers E-cadherin and claudin1; E and F. Representative immunofluorescence shows after 
DAPT treatment, TGF-β1, slug and mesenchymal marker N-cadherin was decreased while epithelial marker E-cad-
herin increase, bar = 50 μm.
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Figure 5. Notch signaling inhibition decrease AdCC cell lines migration and invasion. A and B. Scratch assay shows 
treatment with DAPT 10 mmol/L 24 hours significantly decrease the mobility of SACC-83 and SACC-LM cell line; 
C and D. quantification of cell numbers with ImageJ “cell counter” module indicate the statistical significance of 
the difference (Mean ± SD; ***P < 0.001, student t-test with GraphPad Prism5.0); E. Transwell assay shows the 
migration ability of sac-83 and SACC-LM were impaired when treated with DAPT compared with control group; F. 
Quantification of cell numbers with ImageJ “cell counter” module (Mean ± SD; ***P < 0.001, student t-test with 
GraphPad Prism5.0).
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Notch signaling has emerged as a potent regu-
latory mechanism for the regulation of EMT pro-
gression. In lung cancer, Notch1 was found 
increased in chemotherapy resistant patients 
and inhibition of Notch1 can reverse the EMT 
phenotype thereby potentially increasing drug 
sensitivity of lung cancer cells [23]. Meanwhile, 
over-expression of NICD in immortalized endo-
thelial cells induces EMT accompanied by 
oncogenic transformation, with corresponding indu- 
ction of snail and repression of VE-cadherin 
expression [24]. Also, the next generation se- 
quencing (NGS) reveals that about 13% NOT- 
CH1 gene mutations and exon sequencing in a 
series of 24 ACC samples get similar conclu-
sions [7, 8]. Our results showed that NICD and 
its target gene HES1 were increased from NSG 
to PMA and AdCC. Bell et al [25] also observed 
elevated expression levels of Notch signaling 
proteins in AdCC tissue relative to normal sali-
vary gland tissues. These data show Notch sig-
naling is associated with human AdCC progres-
sion while the mechanism is still not clear.

The EMT program is initiated by signaling path-
ways that respond to extracellular cues, among 
which transforming growth factor-β family sig-
naling (especially TGF-β1) has a predominant 
role that mediates the EMT process. In breast 
cancer, dysregulated TGF-β1 was observed to 
up-regulate long noncoding RNAs (lncRNA) to 
promote metastasis and associated with poor 
prognosis [26]. For hepatocellular carcinoma, 
TGF-β1 combined with CXCR4 promotes EMT 
and contributes to tumor progression and dis-
semination [27]. In this study, we showed 
increased levels of TGF-β1 from NSG to PMA 
and AdCC, while significance between AdCC 
and NSG was observed. Slug, one of the three 
vertebrate SNAIL proteins, activates the EMT 
program by binding to E-box DNA sequences 
through their carboxy-terminal zinc-finger do- 
mains. We showed in the study that Slug 
expression levels in AdCC are remarkably high-
er than NSG or PMA, which is similar to other 
reports in the bladder, pancreatic and esopha-
geal cancer [28-30]. TGF-β1 induces EMT by 
acting at the transcriptional, translational and 
post-translational levels. Through Smad signal-
ing to activate transcription factors and in- 
crease their activity, also TGF-β1-Slug pathway 
induces PI3K-AKT-mTORC1 to up-regulate mes-
enchymal components and restrain cell junc-
tions and cytoskeleton stability [31]. To verify 
the relation of TGF-β1 and Slug, Pearson corre-

lation analysis was conducted, and we found 
TGF-β1 was related to Slug while negatively cor-
related with E-cadherin as expected. Besides 
the increase of EMT inductor TGF-β1 and tran-
scription factor Slug, loss of E-cadherin has 
been considered a hallmark of the EMT pro-
gram. The tissue microarray results indicated a 
decrease of E-cadherin in AdCC compared with 
NSG or PMA. Thus, these results validate that 
TGF-β1/Slug induced EMT and program plays 
an important role in the AdCC development, 
although further studies are needed to eluci-
date the exact mechanism.

To investigate the specific mechanism of Notch 
signaling in AdCC and their relation with EMT, 
we used γ-secretase inhibitor DAPT to block the 
Notch signaling pathway. We showed in this 
work that inhibition of Notch could notably 
decrease the TGF-β1, Slug and E-cadherin in 
the process of EMT, both in mRNA and protein 
levels through real-time RT-PCR and Western 
blotting. This is consistent with the discovery 
that inhibition of the Jagged/Notch signaling 
pathway decreased EMT in human retinal pig-
ment epithelium cells and thus prevent prolif-
erative diabetic retinopathy [32]. Besides, 
cooperation between different regulation or 
transcription factors is an important hallmark 
of EMT induction. Despite the multiple extracel-
lular signal and molecules, TGF-β1 has been 
considered as an integrator by using Slug 
(SNAIL family) as its downstream master effec-
tors. It was reported that targeting TGF-β and 
Wnt7b signaling in pancreatic ductal adenocar-
cinoma may disrupt epithelial-to-mesenchymal 
transition and attenuated tumor growth and 
invasion [33]. We showed in our study that 
Notch blockade could simultaneously decrease 
TGF-β1 and Slug, which indicated the possible 
mechanism for Notch signaling. Furthermore, 
DAPT inhibition could dramatically decrease 
the migration and invasion ability induced by 
EMT program. Together, these functional cross-
talks indicate Notch signaling may induce EMT 
program to promote invasion and metastasis of 
AdCC and targeting Notch signaling an effective 
therapeutic choice.

In conclusion, this study has confirmed the 
important roles of Notch signaling is up-regulat-
ed in the AdCC and may be involved in tumor 
progression. Our work has also revealed that 
Notch signaling promotes invasion and metas-
tasis of AdCC conspired with EMT program and 
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blockade of Notch signaling. Thus, targeting 
Notch signaling may provide new insights into 
the mechanism of invasion and metastasis of 
AdCC as well as possible therapeutic inter- 
ventions.
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Supplementary Figure 1. Inhibition of Notch signaling with γ-secretase DAPT decrease epithelial-mesenchymal 
transitions. A and B. Quantification of western blotting results withImage J gel analysis, SACC-83 untreatedgroup 
was used as control; C and D. Quantification of immunofluorescence with NIH ImageJ 1.46r (Mean ± SD; *P < 0.05; 
**P < 0.01; ***P < 0.001, One-way ANOVA with GraphPad Prism5.0).
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Supplementary Figure 2. DAPT treatment inhibits the Notch signaling pathway. A. Immunofluroscence shows treat-
ment with DAPT 10 mmol/L 24 hours decrease the expression of Cleaved-Notch, and HES1 in SACC-83 and SACC-
LM cell lines; B. Quantification of immunofluorescence for SACC-83 andSACC-LM with ImageJ, IOD for mean inte-
grated optical density and calculated with total optical density divided by the area.


