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TMPRSS3 is a novel poor prognostic factor for breast 
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Abstract: It has recently been reported that transmembrane protease, serine 3 (TMPRSS3) is overexpressed in can-
cer. However, TMPRSS3 expression and its biological roles in breast cancer (BC) have not been reported. This study 
aims to investigate the TMPRSS3 expression in BC and its relation with the outcome of the BC. This study involves 
a total of 149 BC tissues and adjacent non-cancerous tissues that were diagnosed between 2004 and 2007. Im-
munohistochemistry is used to compare the pattern of TMPRSS3 expression in BC and in adjacent non-cancerous 
tissues. Kaplan-Meier and Cox regression analyses were used to assess the prognostic significance of TMPRSS3 
expression among BC patients. The results are as follow: TMPRSS3 expression is significantly in BC compared to 
adjacent non-cancerous tissues. High TMPRSS3 expression was related to TNM stage, lymph node metastasis, 
and Ki-67 expression. Furthermore, the overall survival (OS) and disease-free survival (DFS) in BC patients with 
high TMPRSS3 expression were lower than those in patients with low TMPRSS3 expression. Based on multivariate 
analysis, lymph node metastasis, TNM stage and TMPRSS3 expression are independent prognostic factors for OS in 
BC, while lymph node metastasis and TMPRSS3 expression are independent prognostic factors for DFS in BC. This 
study proves that TMPRSS3 expression is an independent prognostic factor for BC patients. Bioinformatic analysis 
of potential TMPRSS3 binding proteins revealed that TMPRSS3 could be a key regulator of cancer pathways. This 
study helps us better understand the function of TMPRSS3 in cancer.
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Introduction

Breast cancer is one of the most frequently 
diagnosed cancers and one of the top leading 
causes of cancer related deaths among women. 
It makes up 23% of the total cancer cases and 
14% of the cancer related deaths in developing 
as well as developed countries [1]. Despite the 
improvement of breast cancer prevention, diag-
nosis, and therapy, the prognosis and survival 
for most patients have not dramatically 
changed [2]. To date, prognostic and predictive 
factors, such as stage, grade, estrogen recep-
tor (ER) and progesterone receptor (PR) status, 
and HER2 amplification are considered to guide 
adjuvant systemic therapy in women with early-
stage BC. However, there is still heterogeneity 
in the specific subgroups of breast cancer. In 
these cases, using the expression profile of 
these traditional markers alone, it is impossible 
to successfully categorize all breast cancers 

into specific risk groups. Therefore, it is essen-
tial to consider new prognostic and predictive 
factors in order to optimize treatments among 
BC patients [3].

Type II transmembrane serine protease (TTSP) 
family is a class of membrane-bound proteolyt-
ic enzymes. They are important mediators of 
various biological processes [4], and they are 
related to cancer progression as well [5]. A 
range of proteolytic activities occur in malig-
nant cells with TTSPs, which enable them to 
survive, grow, move, invade, and digest the 
extracellular matrix. TTSPs are therefore seen 
as perfect candidates for tumor markers [6]. 
Enteropeptidase, hepsin, spinesin (TMPRSS5), 
corin, matriptase, matriptase-2, TMPRSS2 and 
TMPRSS4 are all members of this class of 
enzymes [7].

The transmembrane protease, serine 3 (TMP- 
RSS3) gene, was originally cloned and na- 
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Table 1. Clinical characteristics according to TMPRSS3 expression 
in BC

Clinicopathological 
variables

Number of  
patients 

High TMPRSS3 
expression

n=105

Low TMPRSS3 
expression

n=44
P value

Age 
    <50 years 64 46 (43.8%) 18 (40.9%) 0.744
    ≥50 years 85 59 (56.2%) 26 (59.1%)
Menopausal status
    Premenopausal 80 55 (52.4%) 25 (56.8%) 0.620
    Postmenopausal 69 50 (47.6%) 19 (43.2%)
TNM stage
    I-II 108 71 (67.6%) 37 (84.1%) 0.040*
    III-IV 41 34 (32.4%) 7 (15.9%)
ER status
    Negative 83 57 (54.3%) 26 (59.1%) 0.590
    Positive 66 48 (45.7%) 18 (40.9%)
PR status
    Negative 72 50 (47.6%) 22 (50%) 0.791
    Positive 77 55 (52.4%) 22 (50%)
Her-2 status
    Negative 40 25 (23.8%) 15 (34.1%) 0.196
    Positive 109 80 (76.2%) 29 (65.9%)
LN metastasis
    Negative 75 46 (43.8%) 29 (65.9%) 0.014*
    Positive 74 59 (56.2%) 15 (34.1%)
ki-67 status
    Negative 36 31 (29.7%) 23 (53.1%) 0.008**
    Positive 60 74 (70.3%) 21 (46.9%)
*P<0.05, **P<0.01.

med tumor associated differentially-expressed 
gene-12 (TADG-12). It is one of the members of 
the TTSP family. It has been reported that in 
ovarian cancer, TMPRSS3 protease is up-regu-
lated [8]. It was proposed as a target for immu-
notherapeutic vaccination strategies that 
would be used against chemotherapy resistant 
refractory ovarian carcinomas [9].

TMPRSS3 is a pro-metastatic mediator in other 
cancer types such as pancreatic, breast and 
colorectal cancer. TMPRSS3 is highly expressed 
in these cancers [10-12]. It is membrane bound 
with both an NH2-terminal signal-anchor sequ- 
ence and a glycosylated extracellular region in 
addition to the serine protease domain. 
Because its locus is localized to chromosome 
11 at q23.3.(10), TMPRSS3 is over expressed 
in cancer. This could contribute to the process 
of metastasis and tumor invasion. However, the 
pattern of TMPRSS3 expression in human 
breast cancer has not been explored yet.

In this study, we aimed to 
detect the expression levels 
and subcellular localization 
of TMPRSS3 protein by 
immunohistochemistry in a 
random sample of 149 
patients with BC, exploring 
how it affects clinicopatho-
logical features and patient 
survival. Furthermore, we 
aim to determine which in- 
dependent prognostic fac-
tors affect the disease-spe-
cific survival in patients with 
BC.

Materials and methods

Patients and ethics state-
ment

The formalin-fixed, paraffin 
embedded specimens used 
for immunohistochemistry 
were collected from 149 
breast cancer patients fol-
lowing surgical resections 
with no preoperative chemo-
therapy or radiotherapy in 
the First Affiliated Hospital 
of China Medical University 
from 2004 to 2007. Data 
were collected from the pa- 
tients’ operative and patho-
logical reports, and follow-

up data were retrieved from the clinical data-
base. Clinicopathological data and patient 
characteristics were obtained from medical 
archives by retrospective analysis.

The Human Research Ethical Committee of the 
China Medical University Affiliated Stoma- 
tological Hospital had approved the use of 
these tissue samples for the study. All the 
patients included in the study agreed that their 
tumor samples could be used for the purpose 
of investigation during their initial diagnosis. 
Furthermore, written consents showing the 
patients’ willingness to take part in this study 
were obtained from all participants.

Immunohistochemical staining

First, paraffin sections were taken from the 
specimens and cut into 4-μm thick sections. 
They were then added onto poly-lysine coated 
slides and incubated at 65°C overnight. The 
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incubated slides were then deparaffinized in 
xylene and rehydrated with graded alcohol. The 
next step was to retrieve the antigen using 
citrate buffer (pH 6.0) and store the slides in 
Tris buffered saline (TBS). In order to block 
endogenous peroxidase activity, 3% hydrogen 
peroxide was added to the slides. They were 
then incubated overnight at 4°C in monoclonal 
antibody (Novus, Littleton, CO, USA) solution at 
1:200 dilution. Finally, the slides were incubat-
ed with horseradish peroxidase-conjugated 
goat anti-rabbit immunoglobulin, and color was 
developed using the DAB Horseradish Pe- 
roxidase Color Development Kit (Maixin Co., 
Fuzhou, China).

Evaluation of immunostaining

Two independent pathologists separately dealt 
with the evaluation for positive DAB staining of 
all the immunoreactions. Every slide was exam-
ined five times, and 100 cells were observed 
during each examination using a medical micro-

scope at 400 times magnification. There was 
positive immunostaining of the tumor cell mem-
branes. Tissue samples stained for TMPRSS3 
expression were classified into five categories 
and given a score from 0-5 according to the 
percentage of positively stained cells in each 
sample: ‘0’ (0%), ‘1’ (1%-5%), ‘2’ (5%-25%), ‘3’ 
(25%-50%) and ‘4’ (50%-100%). Additionally, 
the staining intensity of tissue samples was 
used to divide them into four categories and 
assign them a score between 0-3: 0: negative, 
1: weak, 2: moderate and 3: strong. Then, the 
sum of the first and second score was used to 
determine TMPRSS3 expression levels: 0-2, 
low expression and 3-7, high expression. In this 
way, breast cancer patients were categorized 
into two groups: TMPRSS3-high and TMPRSS3-
low patients.

Bioinformatics analysis

Potential TMPRSS3 binding proteins were ana-
lyzed using the STRING program.

Figure 1. TMPRSS3 expression by immunohistochemistry in clinical specimens. A. TMPRSS3 staining of breast tis-
sue. B-D. TMPRSS4 staining in different stages of breast cancer tissues.
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Statistical analysis

In this study, all statistical analyses were per-
formed using the SPSS version 16.0 software 
(SPSS, Chicago, IL, USA). The possible connec-
tion between TMPRSS3 expression and clinico-
pathological features of BC patients was exam-
ined using the χ2 test. Ten-year Kaplan-Meier 
survival curves were generated, and the differ-
ences between the curves were estimated 
using the log-rank test. OS curves (overall sur-
vival), defined from breast cancer diagnosis to 
the date of death from any cause, and DFS 
curves (disease-free survival), recorded from 
breast cancer diagnosis to any event related to 
breast cancer, were generated to determine 
the survival differences between the TMPRSS3-
high and TMPRSS3-low patients. Based on the 
results of these two curves, the effects of 
TMPRSS3 expression on patient survival was 
examined using the hazards regression (HR), 
with the calculation of both univariate and mul-
tivariate Cox proportional HR models. Diffe- 
rences were considered statistically significant 
when P values were less than 0.05.

Results

TMPRSS3 expression in breast cancer (BC) 
and non-cancerous tissues 

BC and adjacent non-cancerous tissue sam-
ples were collected from 149 human subjects 
to examine the potential correlation between 
TMPRSS3 and the clinicopathological features 
of BC, which were summarized in Table 1. Using 

an immunohistochemical staining method, 
TMPRSS3 expression levels and subcellular 
localization in BC and adjacent non-cancerous 
tissue were determined. Specific TMPRSS3 
protein staining took place mainly in the mem-
brane of BC cells (Figure 1). TMPRSS3 expres-
sion in BC tissue was found to be increased 
compared to adjacent non-cancerous tissue. 
TMPRSS3 expression occurred at high frequen-
cy (70.5%, 105/149) in BC tissue. It is worth 
mentioning that the expression profiles of the 
estrogen receptor α (ERα), the progesterone 
receptor (PR), antigen Ki-67 and human epider-
mal growth factor receptor-2 (HER2) were also 
determined for BC tissues and included in the 
database.

Correlation between TMPRSS3 expression and 
clinicopathological features of BC patients

The correlation between TMPRSS3 expression 
and clinicopathological parameters of BC was 
studied to further determine how TMPRSS3 is 
involved in the development of BC. Statistical 
analysis (Table 1) illustrated the significant cor-
relation between the level of TMPRSS3 expres-
sion and TNM stage (P = 0.040), lymph node 
metastasis (P = 0.014), and Ki-67 expression 
(P = 0.008), showing that high TMPRSS3 
expression was associated with late clinical 
stage (32.4%), high possibility of lymph node 
metastasis (56.2%), and high Ki-67 expression 
levels (70.3%), whereas low TMPRSS3 expres-
sion group was not. However, no obvious asso-
ciation was observed between TMPRSS3 

Figure 2. Correlation between survival analyses of TMPRSS3 expression in BC with clinicopathological characteris-
tics. A. Overall survival (OS). B. Disease-free survival (DFS).
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Table 2. Univariable and multivariable analysis of BC survival using Cox’s proportional hazards model
Univariable analysis Multivariable analysis

HR 95% CI P HR 95% CI P 
OS
    Age (<50 vs. ≥ 50 years) 0.289 0.049-1.701 0.170
    Menopausal status (pre vs. post) 3.237 0.0558-18.774 0.190
    TNM stage (I, II vs. III, IV) 3.222 0.391-5.817 0.031* 3.946 0.335-5.297 0.044*
    ER status (negative versus positive) 1.886 0.623-5.712 0.261
    PR status (negative versus positive) 0.395 0.134-1.166 0.093
    Her-2 status (negative versus positive) 0.662 0.245-1.785 0.415
    Lymph nodes metastasis (Yes vs. No) 4.963 1.364-18.058 0.015* 4.672 1.542-14.161 0.006**
    Ki-67 status (negative versus positive) 7.725 0.952-62.705 0.039* 6.940 0.910-52.927 0.062
    TMPRSS3 expression (High vs. Low) 10.163 1.221-84.586 0.032* 7.540 1.004-56.597 0.043*
DFS
    Age (<50 vs. ≥ 50 years) 0.164 0.020-1.320 0.089
    Menopausal status (pre vs. post) 3.510 0.466-26.461 0.223
    TNM stage (I, II vs. III, IV) 1.227 0.364-4.138 0.742
    ER status (negative vs. positive) 3.058 0.868-10.779 0.082
    PR status (negative vs. positive) 0.295 0.086-1.009 0.052
    Her-2 status (negative vs. positive) 0.682 0.227-2.049 0.495
    Lymph nodes metastasis (Yes vs. No) 6.150 1.389-27.225 0.017* 7.500 2.146-26.218 0.002**
    Ki-67 status (negative vs. positive) 7.678 0.919-64.165 0.060
    TMPRSS3 expression (High vs. Low) 9.959 0.965-83.138 0.042* 7.370 0.974-55.762 0.049*
OS, overall survival; DFS, disease-free survival; HR, hazard ratio. *P<0.05, **P<0.01.

expression and age, menopausal status, ER, 
PR, Her-2 expression.

Analysis of the correlation between TMPRSS3 
expression and patient survival in BC 

Follow-up data was collected from 149 BC 
patients during a period of time ranging from 
22 to 123 months, with an average of 93.4 
months. TMPRSS3 expression levels and sur-
vival time of BC patients were recorded and 
their correlation was assessed by Kaplan-Meier 
survival analysis. While TMPRSS3 expression 
varied, survival curves stratified. Using log-rank 
tests (Figure 2), we have determined that  
OS and DFS of BC patients with high TMPRSS3 
expression levels were lower than those with 
low TMPRSS3 expression levels (OS, P =  
0.032; DFS, P = 0.042, respectively). Therefore, 
TMPRSS3 could be a significant biomarker for 
the evaluation of BC patient’s prognosis.

The impact of TMPRSS3 expression and clinico-
pathological features on BC patient’s prognosis 
was assessed using Cox proportional hazard 
model univariate and multivariate analyses. In 
Table 2, univariate Cox regression analysis 
demonstrated poor OS and DFS were signifi-

cantly associated with the following elements: 
TNM stage (P = 0.031 for OS), lymph node 
metastasis (P = 0.015 for OS; P = 0.017 for 
DFS), Ki-67 expression (P = 0.039 for OS), as 
well as TMPRSS3 expression (P = 0.032 for OS; 
P = 0.042 for DFS). Similarly, multivariate analy-
ses allowed us to conclude that TNM stage (P = 
0.044 for OS), lymph node metastasis (P = 
0.006 for OS; P = 0.002 for DFS), and TMPRSS3 
expression (P = 0.043 for OS; P = 0.049 for 
DFS) were related to poor OS and DFS.

Bioinformatics analysis results

Figure 3 showed that TMPRSS3 may partici-
pate in several cancer related pathways includ-
ing the UBASH3A, CDH23, MYO15A, and 
GRXCR1 pathways.

Discussion

TTSPs activities on the surface of tumor cells 
can break down the surrounding extracellular 
matrix components, thereby promoting the pro-
cess of metastasis. In this way they contribute 
to tumor growth, invasion and metastasis [13]. 
The human TTSP family consists of 17 mem-
bers. Some of them have significant functions 
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in development [14], and are involved in tumori-
genesis and metastasis [5, 15]. TMPRSS3 is a 
member of the TTSP family and was found to be 
highly expressed in several cancer tissues, 
enhancing cancer cell metastasis and tumor 
invasion [10]. TMPRSS3 expression is signifi-
cantly associated with breast cancer [13].

In this study, TMPRSS3 expression was detect-
ed in BC tissues for the first time using immu-
nohistochemistry. Our results showed that it 
was mainly localized in the membrane of can-
cer cells, and that TMPRSS3 expression was 
significantly correlated with TNM stage, lymph 
node metastasis and Ki-67 expression in BC 
patients. In addition, the results showed that 
the TMPRSS3 expression levels were inversely 
correlated with the OS and DFS of BC patients. 
Therefore, TMPRSS3 was an independent prog-
nostic factor for OS and DFS according to multi-
variate analysis. Finally, the results showed 
that overexpression of TMPRSS3, a contributor 
to BC invasion, metastasis, and cell prolifera-
tion, was a poor prognostic factor for BC 
patients and that suppression of TMPRSS3 
expression would be a potential target for ther-
apeutic intervention in BC. Overall, high 
TMPRSS3 expression levels were significantly 
associated with tumor progression, metasta-
sis, and poor prognosis. Therefore, TMPRSS3 
may be used as a potential biomarker to iden-
tify a subgroup of BC patients with more aggres-
sive tumors. It could also become a prognosis 

EGFR and PDGFRB [16]. UBASH3A is overex-
pressed in TNBC, supporting malignant growth, 
invasion, and metastasis mainly by modulating 
EGFR [17]. Cadherins are calcium dependent 
cell adhesion proteins, which preferentially 
interact with each other in a homophilic man-
ner in connecting cells. Cadherin 23 (CDH23) 
functions in establishing and/or maintaining 
the proper organization of the stereocilia bun-
dle of hair cells in the cochlea and the vestibule 
during late embryonic and early postnatal 
development. According to a recent study, 
CDH23 may play an important role in the early 
stages of metastasis [18]. MYO15A is an actin-
based motor molecule with ATPase activity 
[19]. With a highly divergent tail, it is presumed 
to bind to membranous compartments, allow-
ing it to be moved relative to actin filaments. 
Glutaredoxin, cysteine rich 1 (GRXCR1) con-
tains GRX-like domains that play a part in the 
S-glutathionylation of proteins and are possibly 
involved in actin organization. Taken together 
these studies suggest that TMPRSS3 may play 
the role of a crucial node bridging multiple inva-
sion-promoting pathways and it could be a 
novel gene associated with resistance of trastu-
zumab. This study provides us with a potential 
therapeutic target for TNBC.
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Figure 3. Bioinformatics analysis of TMPRSS3 binding protein.

tool, and serve as a poten-
tial therapeutic target for 
BC patients in the future.

Bioinformatics analysis 
suggests TMPRSS3 could 
interact with UBASH3A 
(ubiquitin associated and 
SH3 domain containing, A), 
CDH23, MYO15A, GRXCR1 
and epidermal growth fac-
tor receptor (EGFR) signal-
ing pathway. Interfering 
with CBL-mediated down-
regulation and degradation 
of receptor-type tyrosine 
kinases, UBASH3A pro-
motes the accumulation of 
activated target receptors, 
such as T-cell receptors, 
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