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ABSTRACT

14-3-3¢ is overexpressed in hepatocellular carcinoma (HCC) and its expression
significantly associates with a poor prognostic outcome. To uncover how 14-3-3¢
contributes to the tumor progression of HCC, we investigated the potential downstream
targets regulated by 14-3-3e. We found that 14-3-3¢€ increases expression and nuclear
translocation of B-catenin and that 14-3-3¢-induced cell proliferation is attenuated by
B-catenin silencing in HCC cells. Moreover, 14-3-3¢ induces aldo-keto reductase family
1 member B10 (AKR1B10) expression through the activation of B-catenin signaling.
Knockdown of AKR1B10 by siRNAs abolished 14-3-3¢-induced in vitro cell proliferation,
anchorage-independent growth as well as in vivo tumor growth. Furthermore,
AKR1B10 silencing increased retinoic acid (RA) levels in the serum of tumor-bearing
mice and RA treatment attenuated 14-3-3&e-induced HCC cell proliferation. We further
examined 14-3-3€ and AKR1B10 expression and clinicopathological characteristics of
HCC tumors. Although the expression of AKR1B10 was significantly correlated with
14-3-3¢, an increase of AKR1B10 expression in 14-3-3€ positive patients paradoxically
had better overall survival and disease-free survival rates as well as lower metastatic
incidence than those without an AKR1B10 increase. Finally, we found a loss of
AKR1B10 expression in cells exhibiting a high capacity of invasiveness. Silencing
of AKR1B10 resulted in inducing snail and vimentin expression in HCC cells. These
results indicate that AKR1B10 may play a dual role during HCC tumor progression.
Our results also indicate that 14-3-3€ regulates AKR1B10 expression by activating
B-catenin signaling. A combination of 14-3-3€ with AKR1B10 is a potential therapeutic
target and novel prognostic biomarker of HCC.

INTRODUCTION

The 14-3-3 protein family comprises seven isoforms
B, &, v, M, 0, /0, and {) in all mammals and is implicated
in regulating multiple cellular and physiological functions
[1-3]. 14-3-3 proteins are involved in regulating tumor
progression of various malignancies [4-9]. Some 14-3-3

isoforms, including 14-3-3f, 14-3-3¢, 14-3-3y, 14-3-3c
and 14-3-3(, are overexpressed and associated with poor
prognosis and tumor progression in HCC [10-16]. 14-3-3¢
is significantly associated with poor survival rates and a
higher incidence of distant metastasis in hepatocellular
carcinoma (HCC) patients [10]. Elevated expression
of 14-3-3¢ promotes epithelial-mesenchymal transition
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(EMT) and cell migration by reducing E-cadherin levels
and inducing focal adhesion kinase expression in HCC
cells [17, 18]. However, whether 14-3-3¢ is involved in
modulating HCC tumor growth and advancing tumor
progression remains unclear.

Aldo-keto-reductase family 1 member BI10
(AKR1B10, human small intestine aldose reductase
or aldose reductase-like) is a NADPH-dependent
oxidoreductase and is considered a detoxification enzyme
[19, 20]. AKRIBI10 is overexpressed in distinct types
of malignancies, including lung carcinoma, uterine
carcinoma, cholangiocarcinomas as well as breast cancer
[21-24]. The expression of AKR1B10 is increased in liver
cancer [20, 25-30] and associated with chronic hepatitis C
[29]. Silencing of AKR1B10 with siRNA suppresses HCC
tumor growth [30]. Although the expression of AKR1B10
is increased in primary HCC tumors, several studies
indicate that AKR1B10 is paradoxically correlated with the
less aggressive and well-differentiated HCC tumors [23,
31-33]. These results suggest that decreased expression
of AKR1BI10 is associated with the more advanced and
malignant HCC. However, the molecular mechanisms
of AKRIBI10 and its roles in early stage and advanced
HCC have not been well addressed. We discovered that
AKRI1BI10 is regulated by 14-3-3¢/B-catenin signaling
and that AKR1B10 contributes to 14-3-3g-induced HCC
cell proliferation and tumor growth. Interestingly, HCC
patients that are 14-3-3¢ positive and have increased
AKRIB10 expression in primary tumors have better
prognostic outcomes compared to those without any
increase in AKR1B10. Finally, we found that expression
of AKR1B10 was eliminated in highly invasive HCC cells.
Silencing of AKR1B10 induces the expression of snail and
vimentin in HCC cells. This suggests that AKR1B10 may
play a dual role during HCC tumor progression. Therefore,
14-3-3¢ and AKR1B10 are potential prognostic markers
and therapeutic targets of HCC.

RESULTS

14-3-3¢ promotes cell proliferation of HCC via
p-catenin activation

To investigate whether 14-3-3¢ regulates HCC cell
proliferation, Huh-7 and HepG2 cells were transiently
transfected with a 14-3-3g overexpression construct
(flag-tagged), followed by MTT analysis. Transient
overexpression of 14-3-3¢ was confirmed by Western
blotting analysis of flag-Huh-7 and flag-HepG2 (Figure
1A, left panel). 14-3-3¢ induced cell proliferation at 72
hrs was compared to the control vector transfected cells
(Figure 1A, right panel). Since we have already established
stable cells of Huh-7 for 14-3-3e overexpression
(confirmed by Western blotting analysis, Figure 1B, left
panel), we validated the effect on cell proliferation of

14-3-3¢ overexpression and found a similar effect that
14-3-3¢ enhances cell growth in stable cells (Figure
1B, right panel). 14-3-3¢-induced cell proliferation was
further confirmed by the expression of cyclin A, cyclin
D and cyclin E, as analyzed by RT-PCR (Figure 1C, left
panel) and Western blotting analysis (Figure 1C, right
panel). Furthermore, the effect of 14-3-3g-induced cell
proliferation was abrogated by a knockdown experiment
with 14-3-3¢ siRNA (Figure 1D). These results indicate
that increased 14-3-3¢ expression results in enhanced HCC
cell proliferation.

Wnt/B-catenin signaling has been implicated in
promoting tumor progression. We therefore investigated
whether B-catenin is involved in 14-3-3e-induced HCC
cell proliferation. The silencing of B-catenin by siRNA
significantly reduced cell proliferation in both the
control and 14-3-3¢ overexpressed cells (Figure 1E). We
next studied whether 14-3-3¢ alters the expression and
activation of B-catenin. Transient overexpression of 14-3-
3¢ increased PB-catenin expression (Figure 1F). Moreover,
the result from immunofluorescence staining indicated that
14-3-3¢ overexpression reduces E-cadherin expression at
the cell junction, thereby increasing nuclear translocation
of B-catenin (Figure 1G). In addition, we found that 14-3-
3¢ siRNA impairs 14-3-3¢-increased B-catenin expression
(Figure 1H) and consequently reduces the accumulation of
B-catenin in the nuclei by promoting the sequestration of
B-catenin at cell junctions in 14-3-3g-overexpressing cells
(Figure 11). These results indicate that 14-3-3¢ promotes
HCC cell proliferation via B-catenin signaling activation.

AKRI1B10 regulated by 14-3-3¢/p-catenin
signaling

To further investigate how 14-3-3¢/B-catenin
signaling alters HCC cell proliferation, we studied the
gene expression profile via microarray analysis. A total of
724 transcripts were changed by 14-3-3¢ overexpression
and 567 transcripts were regulated by [-catenin
siRNA compared to their controls. There are 36 genes
(Supplementary Tables S3 and S4) that overlap between
these two groups. These genes are potential downstream
targets of 14-3-3¢/B-catenin signaling (Figure 2A). Among
these genes, AKRR1B10 was reported to be overexpressed
in HCC tumors.

We next validated whether AKR1B10 is regulated
by 14-3-3¢/B-catenin signaling. We first confirmed that
14-3-3¢ overexpression increases AKR1B10 expression
in both transient and stable 14-3-3¢ overexpressing cells
(Figure 2B, upper panel: transient transfected cells; lower
panel: stable cells). Knockdown of 14-3-3¢ and B-catenin
by siRNA significantly attenuated 14-3-3g-induced
AKRI1B10 expression (Figure 2C and 2D). The
impairment of AKR1B10 expression by 3-catenin siRNA
was validated by RT-PCR (Figure 2E).
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Figure 1: 14-3-3¢ induces HCC cell proliferation via f-catenin signaling activation. A. 14-3-3¢ was transiently transfected
in Huh-7 and HepG2 cells followed by an MTT assay (right panel). The expression of overexpressed 14-3-3¢ was confirmed by Western
blotting flag analysis (left panel). B. Cell proliferation was determined by an MTT assay in 14-3-3¢ stably overexpressed (14-3-3¢) and
control vector (control) Huh-7 cells (right panel). Expression of overexpressed 14-3-3¢ was confirmed by Western blotting flag analysis
(left panel). C. Cyclin A, cyclin D and cyclin E expressions were determined by RT-PCR (left panel) and Western blotting analysis (right
panel) in control and 14-3-3 stable cells. (D, E) 14-3-3¢ and B-catenin were knocked down by scramble control and siRNAs in control and
14-3-3¢ stable cells for 48 hrs. Cell proliferation was determined by MTT analysis. Overexpressed 14-3-3¢ expressions were determined by
Western blotting flag analysis (left panel). F. Huh-7 cells were transfected with the indicated doses of 14-3-3¢ overexpression vectors for
48 hrs. B-catenin and flag expressions were determined by Western blot analysis. G. E-cadherin and B-catenin expressions and subcellular
localizations were examined by immunofluorescence confocal microscopy in control and 14-3-3¢ stable cells. H. Control and 14-3-3¢
stable cells were transfected with scramble and 14-3-3¢ siRNA. B-catenin expression was determined by Western blot analysis. I. Control
and 14-3-3¢ stable cells were transfected with scramble and 14-3-3¢ siRNA and subcellular localization of B-catenin was examined by
immunofluorescence confocal microscopy. Actin was used as loading control for Western blotting analysis. Scale bars: mean + SD. *, P <
0.05; **, P<0.01.
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Figure 2: AKR1B10 is regulated by the 14-3-3¢/B-catenin axis. A. Gene expression profiles for 14-3-3¢ overexpression (14-3-3¢
stable cells vs. control cells) and B-catenin silencing (B-catenin siRNA vs. scramble in 14-3-3¢ stable cells) were analyzed by microarray
analysis. B. Upper panel: Huh-7 and HepG2 cells were transiently transfected with the indicated doses of 14-3-3¢ overexpression vectors
for 48 hrs. AKR1B10 and flag expressions were determined by Western blot analysis. Lower panel: AKR1B10 expression was determined
by Western blot analysis in control and 14-3-3¢ stable cells. Actin was used as loading control. C-E. Control and 14-3-3¢ stable cells were
transfected with scramble, 14-3-3¢ and [3-catenin siRNAs as indicated. AKR1B10 and B-catenin expressions were determined by Western
blot analysis and RT-PCR analysis. Scale bars: mean + SD. *, P < 0.05; **, P <0.01.

AKRI1B10 involved in 14-3-3¢-induced cell
proliferation and tumor growth

We next studied whether 14-3-3¢-induced AKR1B10
expression is involved in regulating HCC cell proliferation
and tumor growth. Silencing of AKR1B10 was performed
by siRNA transfection. We found that AKR1B10 siRNA
attenuates 14-3-3e-induced HCC cell proliferation
(Figure 3A). To further confirm the role of AKR1B10
in promoting HCC cell proliferation, control and 14-
3-3g overexpressing cells were treated with different
concentrations of AKR1B10 inhibitors, PGA1 [34] and
OA [35]. PGA1 and OA suppressed cell proliferation in a
concentration-dependent manner (Figure 3B). In addition,
the effect of AKR1B10 on promoting HCC cell growth
was determined by an anchorage-independent cell
growth assay. AKR1B10 siRNA significantly suppressed
14-3-3¢-induced HCC cell growth (Figure 3C).

Additionally, an in vivo study was performed to
elucidate the effect of 14-3-3e/AKR1B10 expression
on HCC tumor growth. 14-3-3¢ stable and control cells
were subcutaneously injected into nude mice and tumor
volume was examined every week. The tumor weight
was determined at the end point after sacrificing the
mice at day 35. Overexpression of 14-3-3¢ significantly

promoted tumor growth and increased tumor volume and
weight (Figure 3D). 14-3-3¢ overexpressing cells were
then transfected with AKR1B10 and scramble siRNAs,
and subsequently injected into nude mice. AKR1B10
knockdown significantly suppressed 14-3-3¢-induced HCC
tumor growth, tumor volume and tumor weight (Figure
3E). These results suggest that AKR1B10 is involved in
regulating 14-3-3g-induced HCC cell proliferation and
tumor growth.

AKRI1B10 was reported to function as a crucial
enzyme in regulating vitamin A metabolism [36-38].
AKRIB10 also reduces RA levels and RA has been
implicated in inhibiting cancer cell proliferation
[36-38]. Given these facts, we thus hypothesized
that 14-3-3g-induced AKR1B10 may promote HCC
tumor growth via regulation of RA production. Control
and 14-3-3g overexpressing cells were treated with
different concentrations of RA and cell proliferation was
determined by an MTT assay. Treatment of RA attenuated
14-3-3e-induced cell proliferation (Figure 3F). Moreover,
we determined the RA level in sera of tumor-bearing mice
for control and AKR1B10 siRNA groups mentioned in
Figure 3E. The RA level in sera of mice with injected
AKR1B10 knockdown cells were significantly higher than
in the control group (Figure 3G). These results suggest
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Figure 3: AKR1B10 contributes to 14-3-3¢-induced cell proliferation and tumor growth. A. Control and 14-3-3¢ stable cells
were transfected with scramble and two sequences of AKR1B10 siRNAs. AKR1B10 expression was determined by Western blot analysis
and cell proliferation was determined by an MTT assay. Actin was used as loading control. B. Control and 14-3-3¢ stable cells were treated
with different concentrations of PGA1 and OA as indicated. Cell proliferation was analyzed by an MTT assay. C. Control and 14-3-3¢ stable
cells were transfected with scramble and AKR1B10 siRNAs. The colony formation number was determined by an anchorage-independent
growth assay. D. Representative photographs of tumors developed in nude mice injected with control and 14-3-3¢ stable cells (upper panel)
at Day 35. Tumor growth was examined by calculating the weekly tumor volume (lower panel, left) and tumor weight as determined at day
35 (lower panel, right). N = 6, scale bars: mean = SD. *, P <0.05; **, P <0.01. E. 14-3-3¢ stable cells were transfected with scramble and
AKRI1B10 siRNA for 48 hrs. Nude mice were injected with transfected cells for 5 weeks. Tumor growths were examined by calculating the
weekly tumor volume (lower panel, left) and tumor weight as determined at day 35 (lower panel, right). N = 8, scale bars: mean + SD. *,
P <0.05; **, P<0.01. F. Control and 14-3-3¢ stable cells were treated with different concentrations of RA for 72 hrs. Cell proliferation was
determined by an MTT assay. G. Sera were harvested from scarified mice injected with scramble and AKR1B10 siRNA. The RA level in
sera of mice was measured by a human retinoic acid ELISA kit. Scale bars: mean + SD. *, P <0.05; **, P <0.01.
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Figure 4: Prognostic analysis of 14-3-3¢ and AKR1B10 in HCC tumors. A. Representative expressions of 14-3-3¢ and
AKRIBI10 in primary tissues of HCC were examined by immunohistochemical analysis (upper panel). Significant correlation of 14-3-
3¢ and AKR1B10 expression in primary HCC tumors was analyzed using the Chi-square test (lower panel). B. A Kaplan-Meier analysis
indicates that increased levels of AKR1B10 confer a better overall survival (P = 0.003) and C. disease-free survival (P = 0.029) as well as
D. a lower metastatic risk (P = 0.002) when compared with no increase of AKR1B10 in 14-3-3¢ positive patients.

AKR1B10 may promote HCC tumor growth by reducing
RA production.

14-3-3¢ and AKR1B10 expression correlations
and associations with impacts on HCC prognosis

We have previously shown that 14-3-3¢ is
overexpressed in primary HCC tumors and significantly
associated with an increased risk of extrahepatic metastasis
and reduced overall survival [10]. To evaluate whether
AKRIBI10 is a crucial downstream effector of 14-3-3¢ in
regulating HCC progression, the expressions of AKR1B10
and 14-3-3¢ were analyzed by immunohistochemistry

(IHC) in a retrospective cohort of 109 HCC tissues.
AKRI1B10 expression was tightly correlated with 14-
3-3¢ in HCC tumors, as determined by IHC staining
(Figure 4A). In addition to a positive correlation with
14-3-3¢ (p < 0.001), the expression of AKR1B10 was
compared with other clinicopathological characteristics.
AKRI1B10 expression exhibited an association with free
surgical margins (p = 0.011), early BCLC staging (p =
0.042) and a lack of subsequent extrahepatic metastasis
(p = 0.047) (Table 1). Multi-variate analysis of potential
prognostic factors for overall survival, disease-free
survival and metastasis was accomplished by means of
COX hazard regression (Table 2). AKR1B10 expression
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Table 1: Correlation of AKR1B10 expression with 14-3-3¢ and clinicopathological characteristics
in primary tumors of HCC patients

Parameters Increase of AKR p-value
(Q-score increase > 2)
% (n)
Overall (n=109) 63.3% (69)
Age 0
> 60 years (n = 54) g?géj 82 NS
<60 years (n =55) o
Gender o
Vite 1 2) 26 s
Female (n =27) e
H1it(()’1105y7 Sgrade 42.9% (3)
-~ 66.7% (52) NS
2(n=78) 58.3% (14)
3 (n=24) =70
Types of surgery o
Wedge resection (n = 39) GEZYo ()
_ 60.4% (32) NS
Segmentectomy (7 = 53) 58.8% (10)
Lobectomy (n = 17) e
Surgical m_argln 70.0% (58)
Free (n = 83) 42.3% (1) 0.011%*
Involved (n = 26) =
BCLC staging
Not available (n = 3) 71.4% (40)
Early (stage Al to A4) (n=56) 52.1% (25) 0.042*
Intermediate (stage B) (n = 48) 50.0% (1)
Advanced (stage C) (n = 2)
Tumor Size o
e =34 529% 19 s
<5.0cm (n=75) e
Tumor multlf)hClty 66.7% (56)
Single (n = 84) 52.0% (13) NS
Multiple (1 = 25) e
Capsular formation
Not available (n = 8) 60.3% (35) NS
Yes (n=158) 60.5% (26)
No (n=43)
M1cro-vas_cular thrombi 55.3% (26)
Yes (n =47) 69.4% (43) NS
No (1 = 62) e
Liver cirrhosis
Not available (n = 3) 71.4% (40) 0.063
Yes (n=56) 54.0% (27) '
No (n=50)
Viral Hepatitis
Not available (n = 7) 59.3% (32)
Hepatitis B (n = 54) 53.3% (16) NS
Hepatitis C (n = 30) 80.0% (12)
Both (n=15) 100.0% (3)
None (n = 3)
(Continued)
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Parameters Increase of AKR p-value
(Q-score increase > 2)
% (n)
Alpha-fetoprotein level
Not available (_n =12) 65.7% (23) NS
> 80 ng/ml (n = 35) 59.7% (37)
<80 ng/ml (n = 62) e
Subsequent extrahepatic metastasis
Yes (n=29) 48.3% (14) 0.047*
No (n=280) 68.8% (55)
14-3-3¢ positivity
Yes (n = 66) 77.3% (51) <0.001*
No (n=43) 41.9% (18)

BCLC, Barcelona-Clinic Liver Cancer; NS, not significant; Q-score, Quick-score

‘p <0.05

Table 2: Multi-variate analysis by Cox hazard regression for overall survival, disease-free survival
and metastasis in 14-3-3¢ positive HCC patients

Variable Overall survival Disease-free survival Metastasis

Hazard ratio p-value Hazard ratio p-value Hazard ratio p-value

(95% confidence (95% confidence (95% confidence
interval) interval) interval)
Age 1.532 0.819 0.818
(Z 60 vs. < 60 y/0) (0.729-3.218) peel (0.421-1.592) VBl (0.315-2.123) Lt
Sex 0.509 1.137 1.564
(Female vs. male) (0.198-1.3006) 0.160 (0.555-2.328) 0.726 (0.546-4.479) 0.404
BCLC stage
0.753 0.652 0.402

(Early vs. . 0.453 - 0.279 - 0.068
Tirieitegisiks) (0.359-1.580) (0.301-1.414) (0.151-1.070)
AFP level 1.309 1.141 0.519
(2 80 vs. < 80 ng/ml) (0.589-2.910) 0.509 (0.544-2.393) 0.727 (0.148-1.826) 0.307
Increased AKR1B10 0.376 " 0.646 0.262 "
(Yes vs. No) (0.171-0.827) 0-015 (0.340-1.227) 0.182 (0.097-0.731) 0.011
p<0.05

significantly associated with overall survival (p = 0.015)
and metastasis (p = 0.011) in 14-3-3¢ positive HCC
patients (Table 2).

To further elucidate the clinical impacts of 14-3-
3e/AKR1B10 expressions on the prognosis of HCC, we
examined their expression associations regarding the risk
of metastasis and the survival rate. Although AKR1B10
was positively correlated with 14-3-3¢ expression (p <
0.001), 14-3-3¢ positive HCC patients with increased
AKRI1B10 expression paradoxically had better overall
survival (Figure 4B) and progression-free survival (Figure
4C) rates as well as lower metastatic risks (Figure 4D).
These results suggest a potential dual effect of AKRIB10
in HCC tumor progression.

Potential role of AKR1B10 in EMT of HCC

In this study, we found that AKR1B10 plays an
important role in 14-3-3g-induced cell proliferation and
HCC tumor growth. Increased AKR1B10 expression was
significantly associated with better prognostic outcomes of
HCC, whereas lack of AKR1B10 expression represented
the worst HCC prognostic outcomes. We therefore
postulated that AKR1B10 is involved in regulating EMT
and the consequent distant HCC metastases. To test this
hypothesis, we selected highly invasive HCC cells from
Huh-7 cells using the two-chamber system. These highly
invasive cells were established using multiple selections
and confirmed by an in vitro invasion assay. Expressions
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Figure 5: AKR1B10 is involved in regulating EMT. Vimentin, N-cadherin, E-cadherin and AKR1B10 expressions were determined
by Western blot analysis in Huh-7, Huh-7-Luc, and highly invasive (Huh-7-11, Huh-7-12, Huh-7-I3 and Huh-7-14) cells. Actin was used
as a loading control. B. Control and 14-3-3¢ stable cells were transfected with scramble and two sequences of AKR1B10 siRNAs for 48
hrs. Vimentin, N-cadherin, Zeb-1, snail and E-cadherin expressions were determined by Western blot analysis. Actin was used as a loading
control. C. Huh-7-11 cells were transfected with control and AKR1B10 overexpression vectors for 48 hrs. AKR1B10 expression was
examined by Western blotting analysis and actin was used as a loading control (upper panel). Effect of AKR1B10 overexpression on cell
migration (middle panel) and invasion (lower panel) was determined by Boyden chamber assay. Scale bars: mean + SD. ** P <0.01. D.
An illustrated scheme for potential roles of 14-3-3¢ and AKR1B10 in regulating HCC tumor progression.

of EMT markers, including vimentin, N-cadherin and
E-cadherin, in control cells (parental Huh-7 and luciferase
transfected Huh-7, Huh-7-Luc) and highly invasive
cells (Huh-7-I1, Huh-7-12, Huh-7-13 and Huh-7-14)
were determined by Western blot analysis. The highly
invasive cells significantly expressed higher amounts of
vimentin and N-cadherin, but there was slightly decreased
E-cadherin expression (Figure 5A). Interestingly, a loss
of AKR1B10 expression was observed in these highly
invasive cells, showing a negative correlation with EMT
marker expressions (Figure 5A).

To further investigate whether AKR1B10 modulates
EMT, AKRI1B10 was knocked down by siRNA in
control and 14-3-3¢ overexpressing cells. Knockdown
of AKR1B10 induced vimentin and snail expression but
only slightly reduced N-cadherin and Zeb-1 and increased
E-cadherin (Figure 5B).

We next performed experiments to determine
the effect of AKRIBI10 on cell migration and invasion
via a Boyden chamber assay. Highly invasive (Huh-
7-11) cells were transiently transfected with AKR1B10
overexpression vectors for 48 hrs. The expression of
overexpressed AKRIB10 was confirmed by Western

blotting analysis (Figure 5C, upper panel). AKR1BI10
overexpression suppressed cell migration (Figure 5C,
middle panel) and invasion (Figure 5C, lower panel) of
Huh-7-I1 cells. These results suggest that reductions in
AKRI1B10 expression may enhance EMT and subsequent
metastasis in advanced HCC.

DISCUSSION

B-catenin is a crucial downstream effector of Wnt
signaling [39, 40]. B-catenin stability is regulated by
proteasome degradation, and B-catenin interacts with
cadherin proteins to maintain tight junction cellular
functions [39, 40]. A previous study reported that B-catenin
expression is involved in promoting tumor growth and
associated with poorer survival [41] and the Wnt/B-catenin
pathway is potentially linked to the transforming growth
factor-p (TGF-B) signaling of HCC [42]. Our previous
study indicated that 14-3-3¢ suppresses E-cadherin
expression via the induction of Zeb-1 expression [17]. In
this study, we demonstrated that 14-3-3¢ not only induces
the B-catenin expression level (Figure 1F), but also
promotes nuclear translocation of B-catenin (Figure 1G).
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Another study reported that overexpression of selective
14-3-3c isoforms enhances mouse embryonic stem cell
proliferation by sequestering GSK-3p and stabilizing
B-catenin [43]. It is possible that B-catenin stability and
activity are altered by 14-3-3¢ in HCC due to isoform and
tissue specificity. Thus, our results provide support that
14-3-3¢ promotes HCC tumor progression by modulating
[B-catenin signaling. Moreover, we have shown for the first
time that AKR1B10 is regulated by p-catenin (Figure 2D
and 2E). However, whether the B-catenin/Tcf/Lef complex
directly binds to the AKR1B10 promoter region needs
further investigation.

In addition to AKR1B10, we found that 14-3-3¢
upregulates AKR1C3 expression through B-catenin-
dependent signaling according to the results of the
microarray analysis (Supplementary Table S3). As
AKRIC3 is highly expressed in some human cancers,
including HCC [44], the transcriptional regulation of
certain isoforms of the AKR family may be mediated by
similar mechanisms.

Interleukin 18 (IL-18) is one of the potential
targets upregulated by 14-3-3¢/B-catenin signaling
(Supplementary Table S3). IL-18 in serum has been
reported as a potential prognostic factor of HCC [45] and
it may be the downstream effector of HCC progression
promoted by 14-3-3¢. In addition, vimentin is thought to
contribute to EMT and tumor metastasis. Our previous
study indicated that 14-3-3¢ induces vimentin expression
[17]. We currently found that this expression is abolished
by p-catenin silencing (Supplementary Table S3).
Vimentin is thus another potential downstream factor
regulated by 14-3-3¢/B-catenin signaling.

Upregulation of AKR1B10 results in depletion of
RA [36-38]. RA exhibits profound effects on modulating
cell differentiation, maturation and proliferation [46,
47]. We hypothesized that elevated 14-3-3¢ expression
may reduce RA levels by AKRIBI10 induction. Both
AKRI1B10 inhibitors PGA1 and OA suppressed HCC
cell proliferation (Figure 3B). Interestingly, we found that
PGAL1 induced AKR1B10 expression whereas OA had no
effect on AKR1B10 (Figure Supplementary S1). These
results imply that these inhibitors may not be selective for
inhibitory activity of AKR1B10. We therefore employed
a siRNA silencing approach to validate the effect of
AKRI1B10 on cell proliferation (Figure 3C). We further
found that PGA1 and OA are more effective than RA in
suppressing cell proliferation (Figure 3B vs. 3F). This
suggests that other potential downstream effectors of
AKR1BI10 are possibly involved. Moreover, we found RA
induced AKR1B10 expression in 14-3-3¢ overexpressing
cells (Figure Supplementary S2). Since AKR1B10 may
attenuate RA production, this suggests that there may be
negative feedback machinery between AKR1B10 and RA
in 14-3-3¢ overexpressed HCC cells. Further investigation
is needed to elucidate this complicated association.

We determined the level of RA in the sera of mice
that were injected with 14-3-3¢ overexpressing cells and
compared those levels with the control cells. We found
RA levels in mice with 14-3-3¢ overexpressing cells to
be relatively higher than the control group although
the statistics were not significant. This may due to
insufficient sample numbers (Figure Supplementary S3).
However, silencing of AKR1B10 expression in 14-3-3¢
overexpressing cells resulted in an increase in the levels of
retinoic acid (Figure 3G) in the tumor-bearing mice, which
was significantly correlated with reduction of tumor size
(Figure 3E). These results suggest RA may be involved
in modulating 14-3-3e/AKR1B10-induced HCC tumor
growth.

Moreover, AKR1B10 has been reported to promote
cell survival by regulating lipid synthesis and eliminating
production of carbonyls [48]. Silencing of AKRI1BI0
significantly increased unsaturated carbonyls and induced
cellular lipid peroxides [48]. It is therefore a reasonable
speculation that AKR1B10 contributes to tumor growth by
reducing RA production and regulating lipid metabolism.
Alterations of the lipid synthetic profile may contribute
to the tumor microenvironment, thereby modulating
tumor progression. AKR1B10 is a secreted factor and can
potentially serve as a prognostic serum marker for breast
cancer [24]. Interestingly, 14-3-3 proteins have been found
in cell-secreted exosomes and suggested to contribute to
the tumor associated microenvironment [49, 50]. Thus,
14-3-3¢ may synergize with AKR1B10 to promote tumor
growth, not only by autocrine regulation in cancer cells,
but also in regulating tumor associated stromal cells
in a paracrine manner. Whether the 14-3-3¢/B-catenin/
AKRI1B10 axis is involved in the tumor microenvironment
or in “educating” cancer associated stromal cells by
affecting lipid metabolism needs to be further investigated.

The role of AKR1B10 during HCC tumor prognosis
is paradoxical. AKR1B10 is overexpressed in HCC and the
silencing of AKR1B10 suppresses HCC cell proliferation
[30]. Conversely, the positive expression of AKR1B10
associates with early HCC, suggesting AKRIBI0 is
a potential marker of early HCC [31-33]. Our results
indicate that 14-3-3g-induced AKRIBI0 promotes
HCC cell proliferation and tumor growth. However, we
found that patients with an increase in AKR1B10 have
better clinical outcomes than those without an increase
of AKR1B10 in 14-3-3¢ positive patients (Figure 4B—
4D). Interestingly, although AKR1B10 promotes cell
proliferation, we found that the expression of AKR1B10
was almost undetectable in HCC cells with high invasive
capacity (Figure 5A).

Overexpression of AKRIB10 suppresses cell
migration and invasion of highly invasive cells
(Figure 5C). We further investigated this by examining
the incidence rate of tumor formation of these invasive
cells in vivo in a nude mice model. Although the tumors

www.impactjournals.com/oncotarget

10

Oncotarget



were initiated within two weeks after injection of control
(Figure 3D) or Huh-7-Luc cells (data not show), highly
invasive cells lost the capacity for tumor formation (Figure
Supplementary S4). Moreover, silencing of AKR1B10
significantly induced EMT markers of vimentin and
snail expression but had only a slight effect on Zeb-1,
E-cadherin and N-cadherin (Figure 5B). These results
suggest the regulation of HCC tumor progression by the
14-3-3e/AKR1B10 axis is complicated. AKR1B10 may
synergize with other regulators to play paradoxical roles
in regulating HCC tumor growth, EMT and metastasis.
Moreover, in addition to regulating AKR1B10 expression,
14-3-3¢ increases vimentin expression through activation
of B-catenin (Supplementary Table S3) and suppresses
E-cadherin expression by induction of Zeb-1 [17]. Thus,
AKRI1B10 may synergize with 14-3-3¢ and contribute to
modulation of EMT and subsequent metastasis (Figure
5C). Additionally, our study suggests that 14-3-3¢g-induced
AKR1B10 promotes cancer cell proliferation by reducing
RA production in the early stages of primary HCC
(Figure 5D, upper panel). The machinery of 14-3-3¢/f-
catenin-induced AKR1B10 expression is potentially
eliminated in advanced HCC and negative regulation of
AKRI1B10 by other factors results in enhancing snail/
vimentin expression and consequent EMT as well as
distant metastasis (Figure 5D, lower panel). AKR1B10
can therefore be thought of as playing dual roles during
tumor progression of HCC. Our results regarding the
paradoxical effects of AKRIB10 echo the previously
reported hypothesis that reduced proliferation and
enhanced migration are two sides of the same coin [51].

In this study, we provide evidences that AKR1B10
is upregulated by 14-3-3¢ mediated by a P-catenin-
dependent mechanism. We found that the decrease in RA
production may be involved in AKR1B10-induced HCC
cell proliferation and tumor growth. We also demonstrated
a paradoxical effect of AKR1B10 for regulation of cell
proliferation and EMT. We conclude that the combination
of 14-3-3¢ with AKR1B10 can be potentially used as a
prognostic biomarker and that differentially targeting the
14-3-3¢/AKR1B10 axis is a potential therapeutic strategy
for HCC treatment.

MATERIALS AND METHODS

Chemicals, cell culture and transfection

Prostaglandin A1 (PGA1), oleanolic acid (OA) and
trans-retinoic acid (RA) were purchased from Sigma-
Aldrich Chemical Company (St. Louis, MO, USA).
The Human Retinoic Acid ELISA Kit was from http://
Mybiosource.com (San Diego, CA, USA). Huh-7 and
HepG2 human cells were maintained in DMEM (Gibco,
Gaithersburg, MD, USA) supplemented with 10% fetal
bovine serum (FBS; Hyclone Thermo Fisher Scientific,

Waltham, MA, USA), 100 units/ml penicillin, and 100
units/ml streptomycin, in a humidified incubator with 5%
CO, at 37°C.

The vector construction of the 14-3-3e
overexpression vector, the transient transfection procedure
and the selection of 14-3-3¢ stable cells were all carried
out as previously described [17]. To establish stable cells,
Huh-7 cells were transfected with p3XFlag-CMV (control)
and 14-3-3¢ overexpression (14-3-3¢) plasmids using the
Polyjet™ transfection reagent (SignaGen Laboratories,
USA). The transfected cells were screened with G418
(500 pg/ml) for 4 weeks. Single colonies of stable clones
were selected and maintained in DMEM with 10% FBS
and 200 pg/ml of G418. The established stable cell
lines were confirmed by Western blot analysis using the
flag expression system. For AKR1B10 overexpression,
cDNA of AKR1B10 was amplified and subcloned into
pcDNA3.1. Overexpression of AKR1B10 was performed
according to the procedure described above.

The selection of highly invasive Huh-7 cells and
the invasion assay were performed in a modified Boyden
chamber using a cell culture insert (Becton Dickinson,
Pont-de-Claix, France) coated with 0.1% matrigel
containing 0.1% bovine serum albumin (BSA) in DMEM
medium. Huh-7 cells were incubated in the upper chamber
and cells with invasive capacity were harvested from the
bottom chamber which contained 100 pg/mL fibronectin
(Becton Dickinson), 20 ng/ml epidermal growth factor
(EGF) and 10% BSA. This two-chamber selection was
performed multiple times to establish highly invasive
HCC cells.

Real-time polymerase chain reaction assay

RNA was extracted and prepared using TRIzol
(Invitrogen, Grand Island, NY, USA) and cDNA was
synthesized by the SuperScript III First-Strand Synthesis
Supermix Kit (Invitrogen). RNA expression was quantified
using quantitative real-time PCR (RT-PCR). RT-PCR of
cyclin A, cyclin D, cyclin E and AKR1B10 was performed
using SYBR Green (Kapa Biosystem, Woburn, MA, USA)
with specific oligonucleotide primers (Supplementary
Table S1) and analyzed by an ABI PRISM 7900 system
(Applied Biosystems, Foster City, CA, USA). Gene
expression was normalized using actin as an internal control.

Knockdown studies

Gene silencing was performed by using 14-3-3e,
B-catenin and AKRIB10 siRNAs (Stealth RNAI,
Invitrogen, Carlsbad, CA) and scramble control
(Invitrogen) with reported sequences (Supplementary
Table S2). Transient transfection of siRNA was carried out
using Lipofectamine™ RNAIMAX (Invitrogen) according
to the manufacturer’s guidelines.
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Cell proliferation assay

Cell proliferation was measured by a 3-(4,5-dimethyl
thiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT)
assay, as described previously [12, 17]. Absorbance at 570
nm was measured with a reference wavelength of 690 nm.

Western blot analysis

Cells were lysed in ice-cold RIPA buffer
(Millipore, Temecula, CA, USA) containing cocktail
protease inhibitors (Roche, IN, USA). Cell lysates were
centrifuged at 15,000 rpm for 20 minutes at 4°C, and
protein concentrations were determined. 20 pg of protein
from each sample were run through a gradient SDS-PAGE
gel, followed by immunoblotting onto PVDF membranes.
The membranes were blocked and probed with primary
antibodies of actin (Sigma-Aldrich), AKR1B10 and Zeb-1
(Santa Cruz Biotechnologies, Heidelberg, Germany),
cyclin A, cyclin D, cyclin E, snail and B-catenin (Cell
Signaling Technology, Beverly, MA, USA), E-cadherin
and N-cadherin (BD Biosciences, San Jose, CA) and
vimentin (Millipore). The membranes were immersed
in PBST containing horseradish peroxidase-conjugated
secondary antibodies, and protein levels were determined
by use of enhanced chemiluminescence reagents.

Immunofluorescence confocal microscopy

Immunofluorescence staining was performed
as described in our previous study [12, 17]. Cells were
incubated with the primary antibodies of anti-E-cadherin
(BD Biosciences) and anti-B-catenin (Cell Signaling
Technology) in PBS containing 1% FBS at 4°C overnight.
This was followed by incubation with Alexa Fluor® 488
secondary antibody (Invitrogen) in PBS containing 5%
bovine serum albumin at room temperature for 2 hrs.
Samples were mounted and images were analyzed using
the Leica TCS SP5 Confocal Imaging System (Leica,
Germany).

Microarray analysis

Gene  expression  regulated by  14-3-3¢
overexpression or B-catenin silencing in Huh-7 stable cells
was analyzed by microarray analysis. All RNA samples
were extracted from control/14-3-3¢ overexpressing as
well as scramble/B-catenin siRNA transfected cells using
Qiagen RNeasy Mini Kit (Qiagen, Valencia, CA, USA)
and the microarray analysis was processed according to
the manufacturers’ instructions (Affymetrix Inc., Santa
Clara, CA, USA).

Anchorage-independent growth assay

Anchorage-independent growth was assessed by a
soft agar assay. Briefly, 6 x 10° cells were seeded onto six-
well plates with 1 ml DMEM containing 0.8% low-melting
agarose (Lonza, Rockland, ME) followed by overlaying
with 2 ml DMEM containing 0.8% low-melting agarose.
After 3 weeks, cells were stained with 0.005% crystal
violet in 25% methanol and colony numbers were counted.

Tumor xenograft experiments and determination
of serum RA level

BALB/c nu/nu nude mice (8 weeks old) were
purchased from the National Laboratory Animal
Center, National Science Council and housed in micro-
isolator cages at a specific pathogen-free facility at the
Laboratory Animal Center, National Health Research
Institutes of Taiwan. Control and 14-3-3¢ stable cells
were trypsinized, washed and resuspended in PBS. For
AKR1BI10 silencing experiments, Huh-7 cells with stable
14-3-3¢ overexpression were transfected with scramble
or AKRIBI10 siRNA for 48 hrs before harvesting the
cells. A total of 2 x 10° cells in 0.3 ml PBS w were
injected subcutaneously into the right flank of nude mice.
Tumor volume was determined by sequential caliper
measurements of length (L) and width (W) and calculated
as LW?/2. After five weeks, mice were scarified, tumors
were removed and tumor weight was measured.

For determining serum RA levels, blood from
sacrificed mice was collected by heart puncture. The
serum was separated by centrifuging the blood for 10 min
at 1500 x g and 4°C and storing the serum at — 80°C. The
concentration of RA was measured by a human retinoic
acid ELISA kit (MYBioSource, San Diego, CA, USA).

Clinical specimens

109 primary HCC samples were retrospectively
obtained from patients who had undergone surgery for
tumor resection or biopsy at Taichung Veterans General
Hospital from January 1999 to December 2001. Slides
from paraffin-embedded surgical specimens of primary
tumors with surrounding non-cancerous liver parenchyma
were subjected to immunohistochemical (IHC) staining.
The pathological features, IHC staining results, clinical
parameters, including Barcelona-Clinic liver cancer
(BCLC) staging [52], and disease outcomes, were collected
for analysis. This study was approved by the Institutional
Review Board of Taichung Veterans General Hospital. The
policy that states informed consents are not required for
using these de-linked samples for retrospective analysis
was also approved by the Institutional Review Board.
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Immunohistochemical analysis

For immunohistochemistry analysis, an automatic
immunostaining device and an ultraView detection kit
(Ventana XT Medical System, Tucson, AZ) were used
to detect 14-3-3¢ expressions in paraffin-embedded
tissues by use of a primary antibody against 14-3-3¢
and AKR1B10 (Santa Cruz Biotechnology). A negative
control was prepared by the same staining procedure
without primary antibodies. The intensity of 14-3-3¢ and
AKRI1BI10 protein staining was semiquantitatively scored
by a Quick-score (Q-score) method based on intensity and
heterogeneity [10—-12, 15, 17, 53-55]. Staining intensity
was scored as 0 (negative), 1 (weak), 2 (moderate), or
3 (strong). For heterogeneity, the proportions of tumor
cells positively stained with 14-3-3¢ and AKR1B10 were
scored as 0 (0%); 1 (1-25%); 2 (26-50%); 3 (51-75%)
or 4 (76—-100%). The Q-score of a given tissue sample
was the sum of the intensity and heterogeneity scores
and ranged from 0 to 7. A Q-score (2 of 14-3-3¢ was
defined as positive expression, and a Q-score < 2 was
considered negative expression. An increase of Q-score
(2 for AKR1B10 between cancerous tissues compared
with surrounding normal cells was considered increased
expression, and an increase with Q-score <2 or a decrease
was considered a lack of increased expression. Cases
with < 5% weakly stained specimens were considered as
negative expression.

Migration and invasion assay

Bio-coat cell migration Boyden chamber was
used for cell migration assays and invasion assays (with
0.1% matrigel containing 0.1% bovine serum albumin
(BSA)-DMEM medium in the upper chambers). Cells
were trypsinized, re-suspended and cultured in the upper
chambers for 16 h (3 x 10* for migration and 2 x 10* for
invasion assay). Cells remaining on the upper side were
removed and migrated/invasive cells on the bottom side
were fixed as described previously [12, 17]. Cell migration
and invasion was quantified by counting the total number
of migrated and invasive cells.

Statistical analysis

The Student’s ¢-test was used to analyze differences
between two groups. Kaplan-Meier curves were plotted
and the log rank test was used to analyze time-related
variables of probabilities for metastasis and overall
survival. Cox-proportional hazard regression was used
in multi-variate analysis for the impact of prognostic
factors on overall survival, disease-free survival and
metastasis. P value < 0.05 was considered statistically
significant.

ACKNOWLEDGMENTS AND FUNDING

Wu Y1 carried out her thesis research under the
auspices of the Graduate Program of Biotechnology in
Medicine, National Tsing Hua University and National
Health Research Institutes. We thank the Core Laboratory
of National Health Research Institutes for the helpful
assistance. This work was supported by the National
Health Research Institutes (03A1-CSPP07-014), the
Ministry of Science and Technology (103-2320-B-400-
010, 103-2314-B-002-185-MY2) and the Ministry of
Health and Welfare (103-TD-B-111-04) of Taiwan.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

Author contributions

TAL, YJJ, BSK and JYL designed the study and
interpreted the results; TAL, YJJ, BSK, YJW, YJL, SML
and CCL performed the experiments; TAL, YJJ, BSK, YJW,
JW, SKS and JYL analyzed and discussed the data; TAL,
YJJ, BSK, YJW prepared and JYL wrote the manuscript.

REFERENCES

1. Yang X, Lee WH, Sobott F, Papagrigoriou E,
Robinson CV, Grossmann JG, Sundstrom M, Doyle DA,
Elkins JM. Structural basis for protein-protein interactions
in the 14-3-3 protein family. Proceedings of the National
Academy of Sciences of the United States of America.
2006; 103:17237-17242.

2. Tzivion G, Avruch J. 14-3-3 proteins: active cofactors in
cellular regulation by serine/threonine phosphorylation. The
Journal of biological chemistry. 2002; 277:3061-3064.

3. Morrison DK. The 14-3-3 proteins: integrators of diverse
signaling cues that impact cell fate and cancer development.
Trends in cell biology. 2009; 19:16-23.

4. LiZ,ZhaoJ, DuY, Park HR, Sun SY, Bernal-Mizrachi L,
Aitken A, Khuri FR, Fu H. Down-regulation of 14-3-3zeta
suppresses anchorage-independent growth of lung cancer
cells through anoikis activation. Proceedings of the National
Academy of Sciences of the United States of America.
2008; 105:162—-167.

5. Neal CL, Yao J, Yang W, Zhou X, Nguyen NT, Lu J,
Danes CG, Guo H, Lan KH, Ensor J, Hittelman W,
Hung MC, Yu D. 14-3-3zeta overexpression defines high
risk for breast cancer recurrence and promotes cancer cell
survival. Cancer research. 2009; 69:3425-3432.

6. Qi W, Liu X, Qiao D, Martinez JD. Isoform-specific
expression of 14-3-3 proteins in human lung cancer tissues.

www.impactjournals.com/oncotarget

13

Oncotarget



10.

11.

13.

14.

16.

International journal of cancer Journal international du can-
cer. 2005; 113:359-363.

Liang S, Shen G, Liu Q, Xu Y, Zhou L, Xiao S, Xu Z,
Gong F, You C, Wei Y. Isoform-specific expression and
characterization of 14-3-3 proteins in human glioma tissues
discovered by stable isotope labeling with amino acids in
cell culture-based proteomic analysis. Proteomics Clinical
applications. 2009; 3:743-753.

Yang X, Cao W, Lin H, Zhang W, Lin W, Cao L, Zhen
H, Huo J, Zhang X. Isoform-specific expression of 14-3-3
proteins in human astrocytoma. Journal of the neurological
sciences. 2009; 276:54-59.

Li DQ, Wang L, Fei F, Hou YF, Luo JM, Zeng R, Wu
J, Lu JS, Di GH, Ou ZL, Xia QC, Shen ZZ, Shao ZM.
Identification of breast cancer metastasis-associated proteins
in an isogenic tumor metastasis model using two-dimen-
sional gel electrophoresis and liquid chromatography-ion
trap-mass spectrometry. Proteomics. 2006; 6:3352-3368.

Ko BS, Chang TC, Hsu C, Chen YC, Shen TL, Chen SC,
Wang J, Wu KK, Jan YJ, Liou JY. Overexpression of
14-3-3 epsilon predicts tumour metastasis and poor sur-
vival in hepatocellular carcinoma. Histopathology. 2011;
58:705-711.

Ko BS, Lai IR, Chang TC, Liu TA, Chen SC, Wang J, Jan
YJ, LiouJY. Involvement of 14-3-3gamma overexpression
in extrahepatic metastasis of hepatocellular carcinoma.
Human pathology. 2011; 42:129-135.

Liu TA, Jan YJ, Ko BS, Chen SC, Liang SM, Hung YL,
Hsu C, Shen TL, Lee YM, Chen PF, Wang J, Shyue SK,
Liou JY. Increased expression of 14-3-3beta promotes
tumor progression and predicts extrahepatic metastasis and
worse survival in hepatocellular carcinoma. The American
journal of pathology. 2011; 179:2698-2708.

Choi JE, Hur W, Jung CK, Piao LS, Lyoo K, Hong SW,
Kim SW, Yoon HY, Yoon SK. Silencing of 14-3-3zeta
over-expression in hepatocellular carcinoma inhibits tumor
growth and enhances chemosensitivity to cis-diammined
dichloridoplatium. Cancer letters. 2011; 303:99-107.
Huang XY, Ke AW, Shi GM, Zhang X, Zhang C, Shi YH,
Wang XY, Ding ZB, Xiao YS, Yan J, Qiu SJ, Fan J, Zhou J.
alphaB-crystallin complexes with 14-3-3zeta to induce epi-
thelial-mesenchymal transition and resistance to sorafenib
in hepatocellular carcinoma. Hepatology (Baltimore, Md).
2013; 57:2235-2247.

Liu CC, Jan YJ, Ko BS, Wu YM, Liang SM, Chen SC,
Lee YM, Liu TA, Chang TC, Wang J, Shyue SK, Sung
LY, Liou JY. 14-3-3sigma induces heat shock protein 70
expression in hepatocellular carcinoma. BMC cancer. 2014;
14:425.

Zhang Y, Li Y, Lin C, Ding J, Liao G, Tang B. Aberrant
upregulation of 14-3-3sigma and EZH2 expression serves
as an inferior prognostic biomarker for hepatocellular car-
cinoma. PloS one. 2014; 9:e107251.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Liu TA, Jan YJ, Ko BS, Liang SM, Chen SC, Wang J, Hsu
C, Wu YM, LiouJY. 14-3-3epsilon overexpression contrib-
utes to epithelial-mesenchymal transition of hepatocellular
carcinoma. PloS one. 2013; 8:¢57968.

Ko BS, Jan YJ, Chang TC, Liang SM, Chen SC, Liu TA,
Wu YM, Wang J, Liou JY. Upregulation of focal adhesion
kinase by 14-3-3epsilon via NFkappaB activation in hepato-
cellular carcinoma. Anti-cancer agents in medicinal chemis-
try. 2013; 13:555-562.

Hyndman DJ, Flynn TG. Sequence and expression levels in
human tissues of a new member of the aldo-keto reductase
family. Biochimica et biophysica acta. 1998; 1399:198-202.
Cao D, Fan ST, Chung SS. Identification and character-
ization of a novel human aldose reductase-like gene. The
Journal of biological chemistry. 1998; 273:11429—-11435.

Fukumoto S, Yamauchi N, Moriguchi H, Hippo Y,
Watanabe A, Shibahara J, Taniguchi H, Ishikawa S, Ito H,
Yamamoto S, Iwanari H, Hironaka M, Ishikawa Y, et al.
Overexpression of the aldo-keto reductase family protein
AKR1BI10 is highly correlated with smokers’ non-small
cell lung carcinomas. Clinical cancer research : an official
journal of the American Association for Cancer Research.
2005; 11:1776-1785.

Yoshitake H, Takahashi M, Ishikawa H, Nojima M, Iwanari
H, Watanabe A, Aburatani H, Yoshida K, Ishi K, Takamori
K, Ogawa H, Hamakubo T, Kodama T, et al. Aldo-keto
reductase family 1, member B10 in uterine carcinomas:
a potential risk factor of recurrence after surgical therapy
in cervical cancer. International journal of gynecological
cancer : official journal of the International Gynecological
Cancer Society. 2007; 17:1300-1306.

Heringlake S, Hofdmann M, Fiebeler A, Manns MP,
Schmiegel W, Tannapfel A. Identification and expression
analysis of the aldo-ketoreductasel-B10 gene in primary
malignant liver tumours. Journal of hepatology. 2010;
52:220-227.

Ma J, Luo DX, Huang C, Shen Y, Bu Y, Markwell S,
Gao J, Liu J, Zu X, Cao Z, Gao Z, Lu F, Liao DF, et al.
AKRI1B10 overexpression in breast cancer: association
with tumor size, lymph node metastasis and patient survival
and its potential as a novel serum marker. International
journal of cancer Journal international du cancer. 2012;
131:E862-871.

Scuric Z, Stain SC, Anderson WF, Hwang JJ. New mem-
ber of aldose reductase family proteins overexpressed in
human hepatocellular carcinoma. Hepatology (Baltimore,
Md). 1998; 27:943-950.

Chen XL, Zhou L, Yang J, Shen FK, Zhao SP, Wang YL.
Hepatocellular carcinoma-associated protein markers inves-
tigated by MALDI-TOF, MS. Molecular medicine reports.
2010; 3:589-596.

Jin GZ, Yu WL, Dong H, Zhou WP, Gu YJ, Yu H, Yu H,
Lu XY, Xian ZH, Liu YK, Cong WM, Wu MC. SUOX

WWw

.impactjournals.com/oncotarget

14

Oncotarget



28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

is a promising diagnostic and prognostic biomarker for
hepatocellular carcinoma. Journal of hepatology. 2013;
59:510-517.

Tsuzura H, Genda T, Sato S, Murata A, Kanemitsu Y,
Narita Y, Ishikawa S, Kikuchi T, Mori M, Hirano K, lijima
K, Wada R, Ichida T. Expression of aldo-keto reductase
family 1 member b10 in the early stages of human hepato-
carcinogenesis. International journal of molecular sciences.
2014; 15:6556—6568.

Sato S, Genda T, Hirano K, Tsuzura H, Narita Y, Kanemitsu
Y, Kikuchi T, Iijima K, Wada R, Ichida T. Up-regulated
aldo-keto reductase family 1 member B10 in chronic hepa-
titis C: association with serum alpha-fetoprotein and hepa-
tocellular carcinoma. Liver international : official journal
of the International Association for the Study of the Liver.
2012; 32:1382-1390.

Satow R, Shitashige M, Kanai Y, Takeshita F, Ojima H,
Jigami T, Honda K, Kosuge T, Ochiya T, Hirohashi S,
Yamada T. Combined functional genome survey of thera-
peutic targets for hepatocellular carcinoma. Clinical cancer
research : an official journal of the American Association
for Cancer Research. 2010; 16:2518-2528.

Teramoto R, Minagawa H, Honda M, Miyazaki K, Tabuse
Y, Kamijo K, Ueda T, Kaneko S. Protein expression pro-
file characteristic to hepatocellular carcinoma revealed by
2D-DIGE with supervised learning. Biochimica et bio-
physica acta. 2008; 1784:764—772.

Schmitz KJ, Sotiropoulos GC, Baba HA, Schmid KW,
Muller D, Paul A, Auer T, Gamerith G, Loeffler-Ragg J.
AKRI1B10 expression is associated with less aggressive
hepatocellular carcinoma: a clinicopathological study
of 168 cases. Liver international : official journal of the
International Association for the Study of the Liver. 2011;
31:810-816.

Ha SY, Song DH, Lee JJ, Lee HW, Cho SY, Park CK. High
expression of aldo-keto reductase 1B10 is an independent
predictor of favorable prognosis in patients with hepatocel-
lular carcinoma. Gut and liver. 2014; 8:648-654.

Diez-Dacal B, Gayarre J, Gharbi S, Timms JF, Coderch C,
Gago F, Perez-Sala D. Identification of aldo-keto reductase
AKRI1BI10 as a selective target for modification and inhi-
bition by prostaglandin A(1): implications for antitumoral
activity. Cancer research. 2011; 71:4161-4171.

Takemura M, Endo S, Matsunaga T, Soda M, Zhao HT,
El-Kabbani O, Tajima K, linuma M, Hara A. Selective
inhibition of the tumor marker aldo-keto reductase family
member 1B10 by oleanolic acid. Journal of natural prod-
ucts. 2011; 74:1201-1206.

Penning TM. AKR1B10: a new diagnostic marker of non-
small cell lung carcinoma in smokers. Clinical cancer
research : an official journal of the American Association
for Cancer Research. 2005; 11:1687-1690.

Gallego O, Ruiz FX, Ardevol A, Dominguez M, Alvarez R,
de Lera AR, Rovira C, Farres J, Fita I, Pares X. Structural

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

basis for the high all-trans-retinaldehyde reductase activity
of the tumor marker AKR1B10. Proceedings of the National
Academy of Sciences of the United States of America.
2007; 104:20764-20769.

Crosas B, Hyndman DJ, Gallego O, Martras S, Pares X,
Flynn TG, Farres J. Human aldose reductase and human
small intestine aldose reductase are efficient retinal
reductases: consequences for retinoid metabolism. The
Biochemical journal. 2003; 373:973-979.

Nelson WJ, Nusse R. Convergence of Wnt, beta-catenin,
and cadherin pathways. Science. 2004; 303:1483—1487.

Zeng X, Tamai K, Doble B, Li S, Huang H, Habas R,
Okamura H, Woodgett J, He X. A dual-kinase mechanism
for Wnt co-receptor phosphorylation and activation. Nature.
2005; 438:873-877.

Inagawa S, Itabashi M, Adachi S, Kawamoto T, Hori M,
Shimazaki J, Yoshimi F, Fukao K. Expression and prognos-
tic roles of beta-catenin in hepatocellular carcinoma: cor-
relation with tumor progression and postoperative survival.
Clinical cancer research. 2002; 8:450—456.

Hoshida Y, Nijman SM, Kobayashi M, Chan JA, Brunet JP,
Chiang DY, Villanueva A, Newell P, Tkeda K, Hashimoto
M, Watanabe G, Gabriel S, Friedman SL, Kumada H,
Llovet JM, Golub TR. Integrative transcriptome analysis
reveals common molecular subclasses of human hepatocel-
lular carcinoma. Cancer research. 2009; 69:7385-7392.
Chang TC, Liu CC, Hsing EW, Liang SM, Chi YH, Sung
LY, Lin SP, Shen TL, Ko BS, Yen BL, Yet SF, Wu KK,
Liou JY. 14-3-3sigma regulates beta-catenin-mediated
mouse embryonic stem cell proliferation by sequestering
GSK-3beta. PloS one. 2012; 7:¢40193.

Guise CP, Abbattista MR, Singleton RS, Holford SD,
Connolly J, Dachs GU, Fox SB, Pollock R, Harvey J,
Guilford P, Donate F, Wilson WR, Patterson AV. The bio-
reductive prodrug PR-104A is activated under aerobic con-
ditions by human aldo-keto reductase 1C3. Cancer research.
2010; 70:1573-1584.

Tangkijvanich P, Thong-Ngam D, Mahachai V,
Theamboonlers A, Poovorawan Y. Role of serum interleu-
kin-18 as a prognostic factor in patients with hepatocellular
carcinoma. World journal of gastroenterology : WIG. 2007;
13:4345-4349.

Altucci L, Gronemeyer H. The promise of retinoids to fight
against cancer. Nature reviews Cancer. 2001; 1:181-193.
Hansen LA, Sigman CC, Andreola F, Ross SA, Kelloff GJ,
De Luca LM. Retinoids in chemoprevention and differentia-
tion therapy. Carcinogenesis. 2000; 21:1271-1279.

Wang C, Yan R, Luo D, Watabe K, Liao DF, Cao D. Aldo-
keto reductase family 1 member B10 promotes cell survival
by regulating lipid synthesis and eliminating carbonyls. The
Journal of biological chemistry. 2009; 284:26742-26748.
Thery C, Boussac M, Veron P, Ricciardi-Castagnoli P,
Raposo G, Garin J, Amigorena S. Proteomic analysis of

WWw

.impactjournals.com/oncotarget

15

Oncotarget



50.

51.

52.

53.

dendritic cell-derived exosomes: a secreted subcellular com-
partment distinct from apoptotic vesicles. Journal of immu-
nology (Baltimore, Md : 1950). 2001; 166:7309—7318.
Dovrat S, Caspi M, Zilberberg A, Lahav L, Firsow A, Gur
H, Rosin-Arbesfeld R. 14-3-3 and beta-catenin are secreted
on extracellular vesicles to activate the oncogenic Wnt path-
way. Molecular oncology. 2014; 8:894-911.

Evdokimova V, Tognon C, Ng T, Sorensen PH. Reduced
proliferation and enhanced migration: two sides of the same
coin? Molecular mechanisms of metastatic progression by
YB-1. Cell cycle (Georgetown, Tex). 2009; 8:2901-2906.
Llovet JM, Bru C, Bruix J. Prognosis of hepatocellular car-
cinoma: the BCLC staging classification. Seminars in liver
disease. 1999; 19:329-338.

Barnes DM, Harris WH, Smith P, Millis RR, Rubens
RD. Immunohistochemical determination of oestrogen

54.

55.

receptor: comparison of different methods of assess-
ment of staining and correlation with clinical outcome
of breast cancer patients. British journal of cancer. 1996;
74:1445-1451.

Chang GC, Liu KJ, Hsieh CL, Hu TS, Charoenfuprasert S,
Liu HK, Luh KT, Hsu LH, Wu CW, Ting CC, Chen CY,
Chen KC, Yang TY, et al. Identification of alpha-enolase as
an autoantigen in lung cancer: its overexpression is associ-
ated with clinical outcomes. Clinical cancer research : an
official journal of the American Association for Cancer
Research. 2006; 12:5746-5754.

Jan YJ, Ko BS, Hsu C, Chang TC, Chen SC, Wang J, Liou
JY. Overexpressed focal adhesion kinase predicts a higher
incidence of extrahepatic metastasis and worse survival
in hepatocellular carcinoma. Human pathology. 2009;
40:1384-1390.

www.impactjournals.com/oncotarget

16

Oncotarget



