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Overexpression of WWP1 promotes tumorigenesis and predicts
unfavorable prognosis in patients with hepatocellular carcinoma
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ABSTRACT

WW domain-containing E3 ubiquitin protein ligase 1 (WWP1) has been speculated
to play important roles in the development of several kinds of cancers. However, the
role of WWP1 in hepatocellular carcinoma(HCC) is not clear. In the present study, we
investigated the expression and prognostic role of WWP1 in primary hepatocellular
carcinoma (HCC) using cell lines and 149 archived HCC samples. Correlation between
the functions of WWP1 in HCC was also explored. We used human HCC cell lines (BEL-
7402, SMMC-7721, Hep-G2, Hep-3B, SK-hepl and Huh7) and a normal hepatocyte
cell line (LO2) along with HCC samples from patients who had undergone resection
for HCC previously at our hospital. A battery of methods (real-time quantitative
polymerase chain reaction; western blotting; immunohistochemical analyses; cell
proliferation and colony formation assays; cell migration and cell invasion assays)
were employed to assess various aspects of WWP1. We found that WWP1 expression
was upregulated aberrantly at mRNA and protein levels in human primary HCC tissues.
Amplified expression of WWP1 was highly correlated with poor outcome. Silencing of
WWP1 expression by siRNA inhibited the proliferation, colony formation, migration
and invasion of HCC cells in vitro, and resulted in significant apoptosis and cycle arrest
in HCC cells. Our findings suggest that WWP1 might have an oncogenic role in human
primary HCC, and that it could be used as a prognostic marker as well as a potential
molecular target for the treatment of HCC.

approximately 350,000 deaths per year [2, 3, 4, 5]. Despite
recent developments in therapeutic strategies including
surgical resection, radiotherapy and chemotherapy, the
prognosis of patients with HCC remains poor due to the
absence of early symptoms and rapid tumor progression

INTRODUCTION

Hepatocellular carcinoma (HCC) constitutes a
major global health problem. It is the dominant form
of primary liver cancer and the third leading cause of

cancer-related deaths worldwide, accounting for over
half a million deaths annually [1]. The incidence of HCC
varies significantly by geographic region: it is prevalent
in Southeast Asia and sub-Saharan Africa where the
hepatitis B virus (HBV) is endemic; and is the second
most common malignancy in China, accounting for

and invasion during the early stages [6, 7, 8]. Tumor
occurrence, development and metastatic potential are
frequently linked to altered profiles in gene expression;
therefore identifying potential biological markers for early
diagnosis and novel therapeutic strategies is central to
improving prognosis in patients with HCC [9].
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WW  domain-containing E3 ubiquitin protein
ligase 1 (WWP1), also known as TGIF-interacting
ubiquitin ligase 1 (TIUL1) [10] or Atropin-1-interacting
protein 5 (AIP5) [11], is a neural precursor cells-expressed
developmentally down-regulated 4-like E3 ubiquitin-
protein ligase (NEDD4) [9]. Ubiquitination proceeds
through a three-step cascade involving three classes
of enzymes [12]: E1 ubiquitin-activating enzyme that
activates ubiquitin via an ATP-dependent reaction; E2
ubiquitin-conjugating enzyme that transfers the activated
ubiquitin moiety from El to an E3 ubiquitin ligase;
and E3 enzymes that physically interact with substrates
and therefore critical determinants in the specificity of
ubiquitination [13]. WWP1 is an intrinsic E3 ubiquitin
ligase contain an N-terminal C2 domain, four tandem
WW domains and a C-terminal HECT (homologous to
the E6-associated protein carboxyl terminus) domain.
The N-terminal C2 domain is responsible for calcium-
dependent phospholipid binding; the four middle WW
domains recognize substrates with proline-rich (PY or
PPXY) motifs; and the C-terminal HECT domain acts as
the catalytic center for ubiquitin transfer [14, 15].

Human WWPI is localized on chromosome 8q21, a
region frequently amplified in many human cancers. The
copy number gain of WWP1 has been reported in 51% of
breast cancer cell lines; 41% of primary breast tumors;
35% of oral cancer samples; 44% of prostate cancer cell
lines and xenografts; and 31% of clinical prostate cancer
samples [9]. It has been implicated in the regulation of
various regulatory and signaling processes involved
in tumor proliferation and apoptosis. These include
proteasome-dependent degradation of specific substrates
and tumor suppressors, such as p5S3 by Mdm?2 and Pirh2
ligases [16, 17, 18]; PTEN by NEDDA4 [18, 19, 20]; and
p73 and p63 by Itch [22, 23, 25]. WWP1 plays regulatory
roles in receptor signaling, notably negative regulation of
transforming growth factor-p (TGF-p) signaling through
interaction with Smad7 leading to the ubiquitylation
and degradation of TGF-B receptor type 1 [25, 26],
degradation of Smad2 via TGF-B-induced factor (TGIF)
[27], regulation of senescence, bone differentiation and
metastasis via ring finger protein 11 (RNF11). More
recently, WWP1 has been shown to promote the activities
of ErbB2 and EGF receptors [28].

Previous investigations have shown that
overexpression of WWP1 could promote cell growth,
whereas depletion of WWP1 suppressed proliferation
and induced apoptosis in breast cancer cells [29, 30],
prostate cancer cells [32] and oral cancer cells [33].
The growth promoting activity of WWP1 has been
demonstrated in MDCK canine kidney epithelial cells
[38], PC-3 prostate cancer cells [32], SC3, CA922,
CAL27, TW206, SAS and OECM-1 oral cancer cell
[33] and HCT116 colon cancer cells [24]. In contrast, a
deficiency of WWP1 in HCT116 cells was sensitized the

cells to chemotherapeutic drugs, such as doxorubicin and
cisplatin [24]. Despite these extensive investigations,
the prognostic significance of WWP1 in human HCC
remains unclear. Therefore, the present study was
conducted to elucidate the molecular mechanisms
underlying expression of WWPI1 and its clinical
significance in human HCC.

RESULTS

Expression of WWP1 in human HCC tissues

Quantitative RT-PCR showed that tissues from
primary human HCC biopsies exhibited significantly
higher expression rates of WWP1 mRNA compared to
adjacent non-tumor tissues (30/42; 70.4%; P = 0.0003;
Figure 1A). In general, higher levels of mRNA lead to
increased expression of its encoded protein. In order to
verify this link in the case of WWPI1 expression, the
HCC tissue samples were subjected to Western blot
analysis. As shown in Figure 1B and 1C, expression
of WWPI protein was significantly elevated in 14/24
(58.3%) specimens of human primary HCC tissue
compared to compared to adjacent non-tumor hepatic
tissues (P = 0.004).

Correlations between expression of WWP1 in
tumor tissues and clinicopathologic features in
patients with HCC

Immunohistochemical analysis confirmed that
WWP1 expression was positive in primary HCC tissue
samples (Figure 2A—-2C) but was negative in adjacent
non-tumor tissues (Figure 2D). Furthermore, expression
of WWPI increased in a stepwise fashion from well-
differentiated to moderately-differentiated to poorly-
differentiated HCC specimens. Kaplan-Meier survival
analyses revealed that patients with high levels of WWP1
expression had significantly poorer overall survival (OS)
and progression free survival (PFS) times than those with
low expression levels (Figure 2E and 2F: P < 0.001).
The correlations between WWP1 expression and various
clinicopathologic parameters are summarized in Tables 1
and 2. Chi-square analysis revealed that the expression of
WWP1 in HCC tissues was highly correlated with tumor
size (P = 0.015), histological grade (P < 0.001), TNM
stage (P <0.001), vascular invasion (P = 0.018) and tumor
capsule (P = 0.026) but not with age, sex, HBV, serum
AFP or liver cirrhosis (Table 1). Univariate Cox regression
analysis showed that WWP1 expression and TNM stage
were significantly associated with OS in patients with
HCC; and multivariate Cox regression analysis indicated
that WWP1 expression was an independent predicator of
OS in HCC (P < 0.001; Table 2).
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Figure 1: Expression of WWP1 mRNA and protein in human primary HCC surgical specimens as evaluated by real-
time quantitative PCR and western blot. A. Relative mRNA expression of WWP1 was higher in 42 HCC tissues than in matched
adjacent non-cancerous tissues (P < 0.01). B. Representative result of expression of WWPI1 protein in eight paired HCC tissues and
matched adjacent non-cancerous tissues (T, HCC tissues; N, matched non-cancerous tissues). C. Relative expression of WWP1 protein was
increased remarkably in 24 HCC tissues than in matched adjacent non-cancerous tissues (P < 0.01).
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Figure 2: Immunohistochemical analyses of WWP1 protein expression in primary hepatocellular carcinoma surgical
specimens and Kaplan—Meier survival analyses of the primary HCC patients (n = 149) with high WWP1 expression
(n = 95) and low WWP1 expression (n = 54) after resection. A. Strong WWP1 staining was observed in poorly differentiated
HCC, scored as WWP1 (+++). B. Intermediate WWP1 staining in moderately differentiated HCC, scored as WWP1 (++). C. Weak WWP1
staining in poorly differentiated HCC, scored as WWP1 (+). D. WWP1-negative staining in normal liver tissue distant from the tumor,
scored as WWP1 (—). E-F. Based on their WWP1 immunostaining scores, HCC patients were divided into low-WWP1 expression (WWP1—
or WWP1+) and high-WWP1 expression (WWP1++ or WWP1+++) groups.Overall survival (E) and Progression- Free-Survival (F) of
patients in the high-WWP1 group was significantly lower than that of patients in the low-WWP1 group (P < 0.001 for the log-rank test).
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Table 1: Correlation between WWP1 expression and clinicopathological variables of 149 patients
with hepatocellular carcinoma

Clinicopathologic variable Number in each group WWP1 expression P
Low High

All cases 149 54 95

Age (years) 0.879
<50 84 30 54
>50 65 24 41

Sex
Male 122 44 78 0.924
Female 27 10 17

Tumor size (cm) 0.015*
<5 66 31 35
>5 83 23 60

Histological grade <0.001*
Well 26 19 7
Moderate 94 28 66
Poor 29 7 22

Liver cirrhosis 0.668
No 25 10 15
Yes 124 44 80

HBV 0.660
Negative 16 5 11
Positive 133 49 84

Serum AFP (ug/L) 0.223
<25 82 42 40
>25 67 41 26

TNM stage <0.001*
I 91 43 48
TI-111 58 11 47

Vascular invasion 0.018*
No 131 52 79
Yes 18 2 16

Tumor capsule 0.026°
No 76 21 55
Yes 73 33 40

AFP, alfa fetoprotein; HBV, hepatitis B virus.
2P <0.05.
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Table 2: Univariate and multivariate analyses of overall survival in hepatocellular carcinoma

Variable Univariate analyses Multivariate analyses
HR 95% CI P HR 95% CI P

WWP1 5.322 3.096-9.149 <0.001° 4.992 2.882-8.647 <0.001*
Age 0.907 0.735-1.120 0.364

Sex 1.019 0.776-1.336 0.894

Tumor size 0.853 0.689-1.056 0.144

Histological grade 0.895 0.437-1.183 0.437

Liver cirrhosis 0.474 0.838-1.463 0.474

HBV 1.082 0.766—-1.528 0.656

Serum AFP 1.070 0.864-1.326 0.534

TNM stage 1.870 1.220-2.865 0.0042 1.845 1.680-2.049 0.045*

HR, hazard ratio; CI, confidence interval; AFP, alfa fetoprotein; TNM, tumor, node, metastasis

*P <0.05.

Correlations between WWP1 expression and
prognosis in patients with primary HCC

To determine the prognostic value of WWPI in
patients who had undergone surgery for primary HCC,
both OS and PFS were evaluated using the Kaplan-Meier
method. The results showed that mean OS and PFS in
patients with low levels of WWP1 expression were 71 and
34 months, respectively, compared to 19 and 7 months in
patients with high levels of WWP1 expression. These
results indicated that patients with elevated levels of
WWPI1 had significantly shorter OS times (P = 0.0005;
Figure 2E) and a greater propensity for disease recurrence
(P = 0.0034; Figure 2F) than those with low levels. By
the time of the final follow-up, a total of 87/149 (58.4%)
patients had died.

These observations were further confirmed by
stratified OS and PFS analyses: OS and PFS in patients
with high expression of WWP1 were found to be
dependent on AFP concentration (Figure 3A and 3B),
TNM stage (Figure 3C-3D and 3G-3H) and tumor size
(Figure 3E and 3F). The threshold levels were set at
AFP < 25 ng/ml, TNM stage: I vs. stage II-1I and tumor
size <3 cm.

Inhibition of WWP1 expression in HCC cell lines

Western blot analysis revealed that WWP1 protein
expression was upregulated in six tested HCC cell lines
(BEL-7402, SMMC-7721, Hep-G2, Hep-3B, SK-hepl
and Huh7) compared to the corresponding level in normal
hepatic cell line LO2. The relative expression levels
were highest in SMMC-7721 and Hep-3B cell lines
(Figure 4A). The effects of knocking down WWP1 on

WWPI protein expression was shown in Figure 4B. This
was demonstrated by employing four WWP1-targeting
siRNAs (siWWP1#1, siWWP1#2, siWWPI#3 and
siWWP1#4). Quantification revealed that siWWP1#2 and
siWWP1#3 were more effective in silencing WWP1 than
siWWP1#1 and siWWP1#4 (Figure 4B).

Knockdown of WWP1 inhibited cell growth in
HCC in vitro

To explore the metabolic actions of WWPI in
HCC cells, a series of experiments were performed after
silencing WWP1 with siRNAs to examine the potential
consequences of loss-of-function in the tumorigenic
phenotypes. Both cell proliferation and colony-forming
assays demonstrated that the growth capacity of HCC cells
was significantly reduced 48 h post-transfection compared
to that in negative control (siNC) cells (Figure 4C—4D and
4E-4F, respectively).

WWP1 silencing suppressed migration and
invasion in HCC cells in vitro

Correlation  analyses had  revealed that
overexpression of WWP1 in HCC tissue specimens was
significantly associated with clinical stage (P < 0.001).
Subsequent analyses to determine the effect on metastasis
in HCC was carried out through migration and Matrigel
invasion assays. Both assays demonstrated that the
migration and the invasive capability of HCC cells
(Hep-3B and SMMC-7721) were significantly reduced
following WWP1 knockdown in vitro (Figure 5). These
results indicated that WWP1 may promote cell invasion
and metastasis in patients with HCC.
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Figure 3: Correlation of WWP1 expression with OS and PFS in HCC subgroups. Analyses of OS and PFS by AFP <25 ng/ml

A, B. TNM stage C, D. and G,H. and Tumor Size <3 cm E, F.

WWP1 depletion suppressed cell cycle
progression in HCC cell lines in vitro

To elucidate the potential mechanisms underlying
the pro-proliferative effect of WWP1 in HCC cells,
flow cytometric analysis of cell cycle distribution was
performed in Hep-3B and SMMC-7721 cell lines following
72 h transfection with siWWP1s. The results revealed that
knockdown of WWPI led to cell cycle arrest at GO/G1
phase and reduced the percentages of cells at S and G2/M
phase in both cell lines compared to the corresponding
percentages in negative (siNC) control cells (Figure 6).

WWP1 depletion induced apoptosis in HCC
cell lines

In order to examine how a deficiency in WWP1
might affect cell growth in HCC cell lines, flow-cytometric
analysis with annexin V-FITC and PI was carried out in
Hep-3B and SMMC-7721cells. The results showed that the
percentages of apoptotic cells in the Hep-3B cells 72 h post-
transfection with siWWP1#2 and siWWP1#3 increased by
9.5% and 10.3%, respectively, compared to those in negative
(siNC) control cells (Figure 7A and 7B). Similar results were
observed in SMMC-7721 cells, with percentage differences
of 12.5% and 14.5%, respectively (Figure 7C and 7D).

DISCUSSION

Ubiquitination is an inducible and reversible
post-translational modification that plays key roles in

many biological processes and physiological responses,
including the regulation of cell cycle progression, DNA
repair, signal transduction, protein stability, receptor
transport, gene transcription and immune response [34].
It also tags proteins for degradation by plasma membrane
proteins or 26S proteasome-mediated degradation,
endocytosis and destruction in the lysosome [34].
Ubiquitination involves the formation of an isopeptide
bond between the C-terminal Gly76 carboxyl group of
ubiquitin and the e-amino group of an internal Lys residue
of a substrate. It is activated by a cascade of reactions
catalyzed by three classes of enzymes: ubiquitin activating
enzyme (E1), ubiquitin conjugating enzymes (E2) and
ubiquitin-protein ligases (E3) [12]. Ubiquitin is first
activated by E1 and ATP to form a high-energy thioester
intermediate with E1; the activated ubiquitin is translated
from E1 to the active site cysteine on one of several E2s;
E2 then transfers the activated ubiquitin to a lysine residue
on a target protein recognized by E3 [13]. E3s play pivotal
roles in the ubiquitination pathway by directly catalyzing
or facilitating the transfer of ubiquitin to their molecular
targets, primarily to the Lys residues but in some cases
to the N terminus [34]. E3s recognize specific substrates
and modify protein substrates by monoubiquitylation or
by sequential attachment of ubiquitin molecules to form
polyubiquitin chains [13].

There are over 500 E3s in mammalian cells. Recent
reports have shown that most single peptide E3s contain
a novel RING finger domain or a HECT domain [15].
Genetic alterations, abnormal expression and dysfunctions
in E3s have been implicated in the pathogeneses of a wide
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Figure 4: Expression of WWP1 protein in human HCC cell lines and the efficiency of WWP1-targeting siRNAs in
Hep-3B and SMMC-7721 cell lines. And growth-promoter role of WWP1 in cell proliferation and colony-formation assays of Hep-3B
and SMMC-7721 cell lines. A. WWP1 protein was upregulated in Huh7, BEL-7402, HepG2, Hep3B, SK-hepl and SMMC-7721 cells
(particularly in Hep-3B and SMMC-7721 cells) compared with the normal liver cell line LO2. B. siWWP12# and siWWP1#3 had the highest
knockdown efficiency of the four tested siRNAs. C, D. Cell-proliferation assay showing the suppressive effect of knocking down WWP1
expression in vitro proliferation of Hep-3B (A) and SMMC-7721 (B) cell lines. Experiments were done in triplicate. E and F. Representative
inhibition of colony formation in a monolayer culture by inhibition of WWP1. Bottom, quantitative analyses of foci numbers are shown as
the mean + standard deviation. Experiments were carried out in triplicate. P-values were calculated using the Student’s ¢-test. **P < 0.01
versus control; ***P < 0.001 versus control.
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selected fields on the right. Data are the mean + SD of three independent experiments. P-values were calculated using the Student’s ¢-test.
A, C. WWP1 knockdown inhibited migration of SMMC-7721 (A) and Hep-3B (C) cells. B, D. WWPI inhibition significantly attenuated
invasion of SMMC-7721 (B) and Hep-3B (D) cells. *P < 0.05 versus siControl; **P < 0.01 versus siControl.

spectrum of human malignancies. WWP1 is a member of
the E3 superfamily and its expression has been linked to
prognosis in a variety human malignancies, suggesting
that WWP1 may play a role as a tumor oncogene: WWP1
was significantly increased in oral cancer tissue specimens
and cell lines [32]; increased levels of WWP1 mRNA
and protein were reported in a subset of breast [30, 31]
and prostate cancers [32]; and similar observation were
made in head and neck squamous cell carcinomas [38].
Consistent with these studies, we found that WWP1
was upregulated in primary HCC tissues at both the
transcriptional and translational levels. Although WWP1
has been shown to be upregulated in many human cancers,
it has also been reported as downregulated in some other

types of tumors [35, 36], suggesting that WWP1 plays
distinct roles in different tumors. Therefore, details
of its molecular mechanisms in cancer cells need to be
elucidated.

Our study has provided the first evidence that
increased expression of WWP1 may be linked to an
unfavorable clinical outcome in patients with HCC.
Our findings showed that WWP1 was abnormally
elevated in primary HCC tissue specimens compared to
normal hepatic tissues, and overexpression of WWPI
was significantly correlated with larger tumors, poorly
differentiated histological grade, advanced TNM stage,
vascular invasion, lower OS and PFS times, and poor
prognosis in a cohort of 149 patients who had undergone
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Figure 7: Effect of WWP1 on apoptosis in HCC cells. Effect of WWP1 down-regulation on apoptosis in Hep-3B A, B. and
SMMC-7721 C, D. cells 72 h after siRNA(s) transfection. Knockdown WWP1 significantly induced apoptosis. **P < 0.01 versus control;

**%P <0.001 versus siControl.

surgery for primary HCC. In addition, Cox regression
analysis indicated that WWP1 was an independent
prognostic marker for OS in patients with HCC.

To further elucidate the role of WWPI1 in the
tumorigenesis of HCC, siRNAs were used to knockdown
expression of WWP1 in two HCC cell lines, Hep-3B and
SMMC-7721 cells. Colony formation and proliferation
assays confirmed that silencing WWP1 inhibited cell
growth; whereas migration and Matrigel invasion assays
showed that it suppressed migration and invasion in vitro,

indicating that WWP1 played a role in tumor metastasis.
Further investigations by flow cytometry suggested
that these effects may result in part to the induction of
cell cycle arrest and apoptosis in HCC cells. A similar
observation was reported by Li Zhang et al. who found
that downregulation of WWP1 induced cell cycle arrest
at GO/G1 phase and apoptosis in human gastric cancer
cell lines [37]. Further support for the association
between WWP1 and cell cycle was provided by Angelo
Peschiaroli et al. who found that upregulation of WWP1
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increased Ap63-dependent transcription, whereas
depletion of WWP1 induced cell cycle arrest in human
primary keratinocytes [38]; Nguyen Huu et a/. found that
expression of WWPI inhibited apoptosis in breast and
prostate cancer cells via the inhibition of TGF-f-mediated
signaling [35]. In addition, several reports have suggested
a potential role for WWP1 in various signaling pathways,
including TGF-p [25, 26], p27Kip1 [39] and EGF [11, 28].

A major cause of poor prognosis in HCC is the
lack of early diagnostic indicators; therefore, identifying
novel and specific prognostic biomarkers for patients with
early stage HCC is crucial [40]. At present, AFP is most
commonly applied serological marker for surveillance,
diagnosis and prediction of outcome in patients with HCC
[41, 42, 43]. However, the diagnostic and prognostic
sensitivity of AFP is poor in the early stages of the disease,
especially when used isolation, and patients with low
levels of AFP are often missed and progress to late stage
HCC before becoming clinically symptomatic [43]. Over
half of the patients (55.0%) in our study cohort exhibited
AFP levels < 25 ng/ml; however, those patients with low
stage HCC (TNM stage I) who also had high levels of
WWP1 expression were found to have shorter survival
times (OS, P <0.001; DFS, P <0.001) and an increased
risk of recurrence. These results highlighted the potential
value of WWP1 as a prognostic indicator in subgroups of
patients with normal or low levels of AFP (< 25 ng/ml) or
other indicators of early-stage HCC.

In summary, this study demonstrated that WWP1
possessed oncogenic properties when overexpressed;
acted as a negative predictor of prognosis in patients with
HCC; and that inhibiting WWP1 could suppress HCC cell
growth, colony formation, migration and invasion, while
inducing cell cycle arrest and apoptosis in HCC cells
in vitro. These findings suggested that WWP1 might serve
as a valuable prognostic biomarker and a novel therapeutic
target in the treatment of patients with HCC.

MATERIALS AND METHODS

Cell lines and culture

HCC cell lines Hep3B (HB-8064), HepG2
(HB-8065) and SK-Hepl (HTB-52) were purchased from
American Type Culture Collection (ATCC; Rockville,
MD, USA); Huh-7 (RCB 1366) was purchased from
the RIKEN cell bank (Ibaraki, Japan); BEL-7402 was
purchased from the Committee of Type Culture Collection
of the Chinese Academy of Sciences (Shanghai, China).
Human liver immortal cell line LO2 was purchased from
Biomics Biotechnologies (Nantong, China). All the cell
lines were cultured in Dulbecco’s modification of Eagle’s
medium (DMEM; Gibco; Grand Island, NY, USA)
supplemented with 10% fetal bovine serum (FBS; Gibco)
and 100 units/ml penicillin plus 100 pg/ml streptomycin.

Cells were cultured at 37°C in a humidified atmosphere
of 5% CO,.

Patients and HCC tissue samples

A total of 149 paraffin-embedded tissue samples
were randomly selected from patients who had undergone
liver resection for HCC at the Sun Yat-sen University
Cancer Center (SYSUCC) between November 2007
and December 2008. None of the patients had received
preoperative treatment. Their median age was 47 years
(range: 15-70 years) and the male:female ratio was
122:27. All diagnoses had been histologically confirmed
independently by at least two experienced pathologists,
primarily by examination of sections following H & E
staining. Follow-up data, including clinical and laboratory
examinations, were obtained for all patients every three
months for the first two years, every six months for the
following two years, and annually for the next five years
or until death, whichever was sooner. International Union
Against Cancer (UICC) TNM classification were used
to verify the clinical stage[44]. Disease-free survival
(DFS) was calculated from the date of surgery to the
date of recurrence, metastasis, death or final follow-up;
progression-free survival (PFS) was calculated from the
date of surgery to progression, relapse, death or final
follow-up. Overall survival (OS) was calculated from the
date of surgery to the date of death or final follow-up.

In addition, 60 fresh tumor and adjacent non-
tumor liver parenchyma were collected from patients
who undergoing surgical resection for HCC at SYSUCC
between 2012 and 2013. Histopathological diagnoses were
confirmed by pathological examinations. Immediately
following collection, the paired specimens were immersed
in RNAlater solution (Ambion; Life Technologies;
Carlsbad, CA, Inc., USA) to prevent RNA degradation,
stored at 4°C overnight to allow RNAlater to fully
penetrate into the tissues and then frozen at —80°C until
required for experimentation.

RNA extraction and real-time quantitative
polymerase chain reaction (RT-qPCR)

Total RNA was extracted from the 60 freshly frozen
paired tissue specimens using Trizol reagent (Invitrogen;
Carlsbad, CA, USA) according to the manufacturer’s
protocol. RNA concentration and purity were determined
by absorbance at 260 nm using a NanoDrop ND-1000
spectrophotometer (NanoDrop Technologies; Houston,
TX, USA). Reverse transcription (RT) was performed
on 2 pg of total RNA/sample using M-MLV reverse
transcriptase (Promega; Madison, WI, USA) according to
the manufacturer’s instructions. Newly synthesized cDNA
was amplified by RT-qPCR to enable the expression levels
of WWPI to be detected. The relative expressions of

www.impactjournals.com/oncotarget

40929

Oncotarget



WWP1 were calculated by normalization against GAPDH.
The primer sequences were as follows: WWP1, forward
5'-GGAGCTATGCAACAGTTTAACCAA-3', reverse
5-AAGTAAACCCTGTCTGTTGAATCCA-3"; GAPDH,
forward 5'-GGAGATTGTTGCCATCAACG-3', reverse
5'-TTGGTGGTGCAGGATGCATT-3'. RT-qPCR was
performed using SYBR Green Master Mix with an ABI
7900HT real-time PCR system (Life Technologies). The
thermal profile consisted of an initial denaturation step at
95°C for 10 min, followed by 40 cycles at 95°C for 30 s,
and a final step at 60°C for 1 min. The melting curve was
determined at 95°C for 15 s, 60°C for 15 s and 72°C for
15 s to confirm the specificities of the resulting products.
The crossing threshold (Ct) value of each sample was
calculated during the exponential amplification phase
using the instrument’s software (SDS v.2.3). Data were
analyzed using the comparative threshold cycle (2-AACT)
method. All experiments were performed in triplicate.

Protein extraction and western blotting

Freshly frozen tissue specimens and cell lines
were suspended in ice-cold RIPA lysis buffer (Beyotime
Technology; Shanghai, China). Samples were centrifuged
at 12,000 g for 30 min at 4°C and the supernatants were
assayed to determine protein concentrations using a
BCA Protein Assay Kit (Bio-Rad; Hercules, CA, USA).
After quantification, 30 pg protein from each sample
was denatured prior to 12% SDS-PAGE electrophoreses
and then transferred to PVDF membranes (Bio-Rad).
Non-specific binding was blocked by incubating the
membranes in 8% nonfat milk for 1 h at room temperature.
The membranes were then incubated overnight at 4°C
with either rabbit anti-WWP1 (1:2000; Proteintech, Cat#
13587—1-AP) or rabbit anti-GAPDH (1:5000; Proteintech,
Cat# 10494—-1-AP) primary antibodies. After washing in
phosphate-buffered saline-Tween (PBST), the membranes
were incubated with Horseradish Peroxidase (HRP)-
conjugated goat anti-rabbit antibody (1:5000; Calbiochem,
Cat# AP307P) at room temperature for 1 h, then washed
against in PBST. The immunoreactive proteins were
visualized using enhanced chemiluminescence (ECL)
detection reagent with an ECL kit (Cell Signaling
Technology, Cat# 7003) and. The optical densities of the
protein bands were measured using Quantity One software
(Bio-Rad).

Immunohistochemistry staining

The 149 paraffin-embedded HCC tissue specimens
were cut into 2 um sections and heated at 60°C for 2 h.
The sections were deparaffinized in Xylene and rehydrated
through descending alcohol concentrations. They were
washed in PBS (pH 7.4) before being processed in
EDTA (1 mM, pH 8.0) in a microwave oven at 100°C
for 15 min to expose antigenic sites, then cooled for 1 h

at room temperature. Endogenous peroxidase activity
was blocked using 0.3% hydrogen peroxide for 15 min
at room temperature. The sections were incubated at
4°C overnight in a humidified chamber with primary
antibody rabbit anti-WWP1 (1:800, Proteintech, Cat#
13587—1-AP). After washing in PBS, they were incubated
with HRP-conjugated secondary antibody using an
Envision Detection Kit, GK500705 (Gene Tech; Shanghai,
China) for 30 min at room temperature. A negative
control was prepared by replacing the primary antibody
with PBS. Finally, the sections were incubated with
3,3'-diaminobenzidine (DAB) and counterstained with
hematoxylin and eosin (H&E) before being examined by
light microscopy.

The resulting slides were independently assessed by
two of the authors and scored according to their staining
intensity and percentage of positive staining as follows:
the intensity of staining was classified as 0 (no staining),
1 (weak staining), 2 (moderate staining) and 3 (strong
staining); the percentage of positive staining was defined
as 0 (0-5%, negative), 1 (5%—25%, sporadic), 2 (25%—
50%, focal), or 3 (> 50%, diffuse). The two values were
multiplied to give final scores between 0 and 6. These
were used to define the expressions of WWP1 as follows:
“= (negative, score 0—1), “+” (weakly positive, score
2-3), “++” (positive, score 4-5), “+++” (strongly positive,
score 6). Samples classed as “—” or “+” were defined as
having low WWP1 expression, while those classed as
“++” and “+++” were defined as having high WWP1
expression.

Transfection and short-interfering RNAs
(siRNA)

Knockdown of WWP1 in the HCC and normal
hepatic cell lines was achieved using two different
types of siRNAs that specifically targeted WWPI
(siWWP1). A negative control siRNA (siNC) was also
prepared. The siRNAs were synthesized by GenePharma
(Shanghai, China). Transfection was carried out with
600 pmol siWWP1 or siNC using Lipofectamine
RNAi MAX reagent (Invitrogen; Carlsbad, CA, USA)
according to the manufacturer’s protocol. Briefly,
2 x 10° cells from Hep-3B and SMM-7721 cell lines
were transfected under serum-free and antibiotic-free
conditions for 8 h. The medium was changed and the
cells were either incubated for 48 h prior to colony
formation and cell proliferation analysis; or for 72 h
prior to cell cycle and apoptosis analyses. The effective
siRNA sequences (sense and antisense) were as follows:
siWWPI1#2, 5-CCUAUUAUGUGGAUCAUAATT-3',

and 5'-UUAUGAUCCACAAUAAUAGGTT-3";
siWWP1#3, 5-GUGGAAGGUUGCAGUUACATT-3',
and  5-UGUAACUGCAACCUUCCACTT-3'" and
siNC, 5'-UUCUCCGAACGUGUCACGUTT-3" and

5'-ACGUGACACGUUCGGAGAATT-3".
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Colony formation assay

Colony formation assays were carried out to assess
the viability of HCC cells following transfection with
siWWP1 or siNC for 48 h. The transfected cells were
plated in 6-well plates at a density of 800 cells/2 ml well
and incubated at 37°C in a humidified atmosphere of 5%
CO, for 14 days. The cells were washed with PBS and
fixed in 75% ethanol at room temperature for 10 min
before being stained with 0.5% crystal violet for a further
10 min. The numbers of stained cells were counted and
those colonies that contained > 50 cells were classed as
clones. Colony-forming efficiency was expressed as a ratio
of the number of colonies formed to the number of cells
seeded.

Cell proliferation assay

Cell proliferation assays were performed to evaluate
the proliferation capabilities of HCC cells following
transfection with siWWP1 or siNC for 48 h. In brief,
the transfected cells were seeded into 96-well plates at a
density of 1 x 10° cells/well and their growth rates were
evaluated using an MTS cell proliferation kit (Promega;
Madison, WI, USA) with methanethiosulfonate (MTS)
reagent, according to the manufacturer’s instructions. Each
assay was performed in triplicate.

Cell cycle analysis by propidium iodide (PI) flow
cytometry

Cell cycle analysis was carried out by flow
cytometry using propidium iodide (PI). In brief, HCC
cells were collected following transfection with siWWP1
or siNC for 72 h. The cells were washed by centrifugation
in ice-cold PBS for 5 min at 125 x g, then fixed in 75%
ethanol at —20°C overnight, then treated with RNase at
37°C for 30 min prior to being stained with PI (Bestbio,
Shanghai, China) for 60 min in the dark at 4°C. Cell
cycle distribution was determined using a flow cytometer
(Beckman Coulter; Fullerton, CA, USA) according to the
manufacturer’s instructions.

Apoptosis assay by annexin V-FITC and PI flow
cytometry

Apoptosis assays were performed by flow cytometry
using annexin V-FITC and PI. In brief, HCC cells were
harvested after being transfected with siWWP1 or siNC
for 72 h. They were washed twice with ice-cold PBS and
then stained with Annexin V-FITC and PI according to
the manufacturer’s instructions. Analysis was performed
a flow cytometer (Beckman Coulter) according to the
manufacturer’s instructions.

Cell migration and invasion assays

Cell migration and invasion assays were carried
out using 24-well transwell chambers with an 8 pm pore
polycarbonate membrane insert (Corning Incorporated,
Corning, NY, USA). For the migration assays, the cells
were seeded into the upper chambers (without Matrigel)
at a density of 1 x 10°; for the invasion assays, the cells
were seeded at a density of 2 x 10° on the top side of
the membrane pre-coated with Matrigel (BD, Franklin
Lakes, NJ, USA). For both assays, 200 uL. RPMI 1640
medium supplemented with 0.5% FBS was added to the
upper chambers and 600 pL 10% FBS-1640 was added
to the lower wells. The assays were carried out for 24 h
(migration) or 48 h (invasion) at 37°C. Cells that migrated
or invaded to the bottom of the upper membrane were
collected mechanically, fixed in 75% ethanol and stained
with 0.05% crystal violet in methanol. Migration or
invasion efficiency was determined by microscopy: ten
fields were randomly selected from three wells (30 fields
in total) for each assay. Each experiment was performed
in triplicate.

Statistical analysis

Statistical analyses were carried out using SPSS
v16.0 statistical software (SPSS, Chicago, IL, USA).
A paired-sample #-test was used to evaluate differences
in WWP1 mRNA or protein expression levels between
the HCC specimens and their matched adjacent non-
tumor tissues. Pearson’s chi-square test (%?) was used to
determine the correlations between WWP1 expression
levels and the clinical characteristics of patients with
HCC. The Kaplan-Meier method and log-rank test
were used to evaluate survival curves for OS, DFS and
PFS. The Cox proportional-hazard analysis was used
for univariate and multivariate analyses to explore the
effect of the clinicopathological variables and WWP1
expression on survival. Only the factors which were
found to have statistically significant associations
with overall survival based on a univariate analysis
would be included in a multivariate Cox proportional
hazards model to adjust for the effects of the covariates.
Furthermore, variables that were highly associated
with others were excluded from the final multivariate
Cox proportional hazards model. A two-tailed unpaired
Student #-test was used to assess differences in cell
proliferation rates, colony formation, cell cycle
distribution, apoptotic frequency and cell migration
and invasion between siWWP1- and siNC-transfected
HCC cells. Statistical differences from at least three
independent experiments were expressed as mean +
standard deviation (SD). A two-sided P-value < 0.05
was considered to be statistically significant.

www.impactjournals.com/oncotarget

40931

Oncotarget



ACKNOWLEDGMENTS AND FUNDING

This work was supported by a grant from

Guangdong Province Science and Technology Plan
Project, People’s Republic of China (2011A030400004;

20

12A030400059) and Guangzhou City Plan Project,

People’s Republic of China (2013J4500005).

CONFLICTS OF INTEREST

The authors have no conflicts of interest to declare.

REFERENCES

11.

12.

Siegel R, Naishadham D, Jemal A. Cancer statistics.
CA Cancer J Clin. 2013; 63:11-30.

Mittal S, El-Serag HB. Epidemiology of hepatocellular
carcinoma: consider the population. J Clin Gastroenterol.
2013; 47:S2-6.

El-Serag HB. Epidemiology of viral hepatitis and hepa-
tocellular carcinoma. Gastroenterology. 2012; 142:1264—
1273. el.

Rapti I, Hadziyannis S. Risk for hepatocellular carcinoma
in the course of chronic hepatitis B virus infection and the
protective effect of therapy with nucleos(t)ide analogues.
World J Hepatol. 2015; 7:1064—1073.

Lozano R, Naghavi M, Foreman K, Lim S, et al. Global
and regional mortality from 235 causes of death for 20 age
groups in 1990 and 2010: a systematic analysis for the
Global Burden of Disease Study 2010. Lancet. 2012;
380:2095-2128.

Cervello M1, McCubrey JA, Cusimano A, Lampiasi N,
Azzolina A, Montalto G. Targeted therapy for hepatocel-
lular carcinoma: novel agents on the horizon. Oncotarget.
2012; 3:236-260.

Maluccio M, Covey A. Recent progress in understanding,
diagnosing, and treating hepatocellular
CA Cancer J Clin. 2012; 62:394-399.

Bruix J, Gores GJ, Mazzaferro V. Hepatocellular carci-
noma: clinical frontiers and perspectives. Gut 2014:gutjnl.
2013; 306627.

A.X. Zhu, D.G. Duda, D.V. Sahani, R.K. Jain. HCC and
angiogenesis: possible targets and future directions. Nat
Rev Clin Oncol. 2011; 292-301.

Wood JD, Yuan J, Margolis RL, Colomer V, Duan K,
Kushi J, Kaminsky Z, Kleiderlein JJ, Sharp AH, Ross CA.
Atrophin-1, the DRPLA gene product, interacts with two

carcinoma.

families of WW domain-containing proteins. Mol Cell
Neurosci. 1998; 149-160.

Chen C, Matesic LE. The Nedd4-like family of E3 ubig-
uitin ligases and cancer. Cancer Metastasis Rev. 2007,
587-604.

A. Hershko, A. Ciechanover. The ubiquitin system. Annu
Rev Biochem. 1998; 67:425-479.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

G. Melino. Discovery of the ubiquitin proteasome system
and its involvement in apoptosis. Cell Death Differ. 2005;
1155-1157.

Mosser EA, Kasanov JD, Forsberg EC, Kay BK,
Bresnick EH, Bresnick EH. Physical and Functional
Interactions between the Transactivation Domain of the
Hematopoietic Transcription Factor NF-E2 and WW
Domains. Biochemistry. 1998; 37:13686—13695.

Joazeiro CA, Bowman ME, Wells NJ, Ferrer JL,
Bowman ME, Hunter T, Noel JP. Conformational flexibility
underlies ubiquitin ligation mediated by the WWP1 HECT
domain E3 ligase. Mol Cell. 2003; 249-259.

Laine A, Ronai Z. Regulation of p53 localization and
transcription by the HECT domain E3 ligase WWPI1.
Oncogene. 2007; 26:1477—-1483.

Momand J, Zambetti GP, Olson DC, George D, Levine AJ.
The mdm-2 oncogene product forms a complex with the
p53 protein and inhibits p53-mediated transactivation. Cell.
1992; 69:1237-1245.

Leng RP, Lin Y, Ma W, Wu H, Lemmers B, Chung S,
Parant JM, Lozano G, Hakem R, Benchimol S. Pirh2, a
p53-induced ubiquitin-protein ligase, promotes p53 degra-
dation. Cell. 2003; 112:779-791.

Trotman LC, Wang X, Alimonti A, Chen Z, Teruya-
Feldstein J, Yang H, et al. Ubiquitination regulates
PTEN nuclear import and tumor suppression. Cell. 2007;
128:141-156.

Wu W, Wang X, Zhang W, Reed W, Samet JM, Whang YE,
et al. Zinc-induced PTEN protein degradation through the
proteasome pathway in human airway epithelial cells. J Biol
Chem. 2003; 278:28258-28263.

Wang X, Trotman LC, Koppie T, Alimonti A, Chen Z,
Gao Z, et al. NEDD4-1 is a proto-oncogenic ubiquitin
ligase for PTEN. Cell. 2007; 128:129-139.

Chaudhary N, Maddika S. WWP2-WWP1 ubiquitin ligase
complex coordinated by PPM1G maintains the balance
between cellular p73 and A Np73 levels. Mol Cell Biol.
2014; 34:3754-3764.

Li Y, Zhou Z, Chen C. WW domain-containing E3 ubig-
uitin protein ligase 1 targets p63 transcription factor for
ubiquitin-mediated proteasomal degradation and regulates
apoptosis. Cell Death Differ. 2008; 1941-1951.

T. Ebisawa, M. Fukuchi, G. Murakami, T. Chiba, K.
Tanaka, T. Imamura, K. Miyazono. Smurfl interacts with
transforming growth factor-f3 type I receptor through Smad7
and induces receptor degradation. J Biol Chem. 2001;
276:12477-12480.

Komuro A, Imamura T, Saitoh M, Yoshida Y, Yamori T,
Miyazono K, Miyazawa K. Negative regulation of trans-
forming growth factor-beta (TGF-beta) signaling by WW
domain-containing protein 1 (WWP1). Oncogene. 2004;
23:6914-6923.

Lior H Katz, Ying Li, Jiun-Sheng Chen, Nina M Mufioz,
Avijit Majumdar, Jian Chen, Lopa Mishra. Targeting

WWw

.impactjournals.com/oncotarget

40932

Oncotarget



27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

TGF-f signaling in cancer. Expert Opin Ther Targets. 2013;
743-760.

Seo SR, Lallemand F, Ferrand N, Pessah M, L’Hoste S,
Camonis J, et al. The novel E3 ubiquitin ligase Tiull asso-
ciates with TGIF to target Smad2 for degradation. EMBO,
J. 2004; 23:3780-3792.

Chen C, Zhou Z, Liu R, Li Y, Azmi PB, Seth AK. The WW
domain containing E3 ubiquitin protein ligase 1 upregu-
lates ErbB2 and EGFR through RING finger protein 11.
Oncogene. 2008; 27:6845—-6855.

LiY, Zhou Z, Alimandi M, Chen C. WW domain contain-
ing E3 ubiquitin protein ligase 1 targets the full-length
ErbB4 for ubiquitin-mediated degradation in breast cancer.
Oncogene. 2009; 28:2948-2958.

Chen C, Zhou Z, Ross J.S, Zhou W, Dong J.T. The ampli-
fied WWPI gene is a potential molecular target in breast
cancer. Int J Cancer. 2007; 121:80-87.

Ge F, Chen W, Qin J, Zhou Z, Liu R, Liu L, Tan J, Zou T,
Li H, Ren G2, Chen C. Ataxin-3 like (ATXN3L), a mem-
ber of the Josephin family of deubiquitinating enzymes,
promotes breast cancer proliferation by deubiquitinating
Kriippel-like factor 5 (KLFS5). Oncotarget. 2015.

Chen C, Sun X, Guo P, Dong X.Y, Sethi P, Zhou W, et al.
Ubiquitin E3 ligase WWP1 as an oncogenic factor in human
prostate cancer. Oncogene. 2007; 26:2386-2394.

Lin JH, Hsieh SC, Chen JN, Tsai MH, Chang CC. WWP1
gene is a potential molecular target of human oral can-
cer. Oral Surg Oral Med Oral Pathol Oral Radiol. 2013;
116:221-231.

Dikic I, Vucic D, Dikic 1. Ubiquitination in disease patho-
genesis and treatment. Nat Med. 2014; 1242—-1253.
Nguyen Huu NS, Ryder WD, Zeps N, Flasza M, Chiu M,
Hanby AM, et al. Tumour-promoting activity of altered
WWP1 expression in breast cancer and its utility as a prog-
nostic indicator. J Pathol. 2008; 216:93-102.

Chung CH, Parker JS, Ely K, Carter J, Yi Y, Murphy BA,
et al. Gene expression profiles identify epithelial-to-
mesenchymal transition and activation of nuclear factor-
kappaB signaling as characteristics of a high-risk head
and neck squamous cell carcinoma. Cancer Res. 2006;
66:8210-8218.

37.

38.

39.

40.

41.

42.

43.

44.

Li Zhang, Zongyin Wu, Zhao Ma, Hongtao Liu,
Yahong Wu, Qinxian Zhang. WWP1 as a potential tumor
oncogene regulates PTEN-Akt signaling pathway in human
gastric carcinoma. Tumor Biol. 2015; 36:787-798.

Peschiaroli A, Scialpi F, Bernassola F, El Sherbini el S,
Melino G. The E3 ubiquitin ligase WWPI1 regulates A
Np63-dependent transcription through Lys63 linkages.
Biochem Biophys Res Commun. 2010; 402:425-430.
Xiaoxiao Cao, Lixiang Xue, Limin Han, Liwei Ma, Tianda
Chen, Tanjun Tong. WW Domain-containing E3 Ubiquitin
Protein Ligase 1 (WWP1) Delays Cellular Senescence
by Promoting p27Kipl Degradation in Human Diploid
Fibroblasts. J Biol Chem. 2011; 286:33447-33456.

Li T, Fan J, Qin LX, Zhou J, Sun HC, Qiu SJ, Ye QH,
Wang L, Tang ZY. Risk factors, prognosis, and manage-
ment of early and late intrahepatic recurrence after resec-
tion of primary clear cell carcinoma of the liver. Ann Surg
Oncol. 2011; 1955-1963.

Peng SY, Chen WJ, Lai PL, Jeng YM, Sheu JC, Hsu HC.
High alpha-fetoprotein level correlates with high stage,
early recurrence and poor prognosis of hepatocellular car-
cinoma: significance of hepatitis virus infection, age, p53
and beta-catenin mutations. Int J Cancer. 2004; 112:44-50.

Trevisani F, D’Intino PE, Morselli-Labate AM, Mazzella G,
Accogli E, Caraceni P, Domenicali M, De Notariis S,
Roda E, Bernardi M. Serum alpha-fetoprotein for diag-
nosis of hepatocellular carcinoma in patients with chronic
liver disease: influence of HBsAg and anti-HCV status.
J Hepatol. 2001; 570-575.

Toyoda H, Kumada T, Tada T, Kanecoka Y, Maeda A,
Kanke F, Satomura S. Clinical utility of highly sensitive
Lens culinaris agglutinin-reactive alpha-fetoprotein in
hepatocellular carcinoma patients with alpha-fetoprotein
<20 ng/mL. Cancer Sci. 2011; 1025-1031.

Huang JY, Zhang K, Chen DQ, Chen J, Feng B, Song H,
Chen Y, Zhu Z, Lu L, De W, Wang R, Chen LB.
MicroRNA-451: epithelial-mesenchymal transition inhibitor
and prognostic biomarker of hepatocelluar carcinoma.
Oncotarget. 2015; 6:18613—-18630.

www.impactjournals.com/oncotarget

40933

Oncotarget



