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Fig. 4. (A) Macroscopic appear-
ance of peritoneal metastases on
day 28 after intraperitoneal injection
of 10° HCC cells (Upper, unsorted
HuH7 cells; Lower, Gdeg"€"ROS™"
HuH7 cells). The capacity of
Gdeg"®"ROS™Y HCC cells to estab-
lish peritoneal metastases was
assessed by (B) counting the num-
ber of nodules, and (C) evaluating
tumor weight in the mesentery and
peritoneal walls compared to the
unsorted celis. Four mice were used
in each group. Each value repre-
sents the mean = 95% Cl.

n = 4; Fig. 4B) and number (average number of dis-
semination nodules: Gdeg"s"ROS"™ HCC cells versus
unsorted HCC cells, difference = 2.00, 95% CI =
—1.28 to 5.28, P = 0.1857, n = 4; Fig. 4C) of the
Gdeg"8"ROS™ HCC cells group were higher than
those in the unsorted group. Immunofluorescent analy-
sis revealed that murine macrophages had infiltrated
around the Gdeg™®" HCC cells located at the meta-
static tumor margins, indicative of the ability of these
cells to recruit macrophages iz vivo (Fig. 5).

Clinical Implication of the Gene Signature
Up-Regulated in HCC CSCs. The clinical implication
of the HCC CSC gene signature was retrospectively
assessed using liver tissues from patients who received
curative resection of HCC. CSC-gene signatures were
generated as 43 probe sets using the gene expression

profiles up-regulated in Gdeg""ROS®" HCC cells
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(Supporting Table 4) and revealed a significant correla-
tion between the noncancerous liver gene expressions
and the CSC-gene signatures (2 = 0.004 and FDR =
0.005; Fig. 6A). CSC-gene signatures were then eval-
uated with regard to patient outcomes. Patients were
divided into three subtypes; high, moderate, and low
expression groups, on the basis of expression profiles
of the 43 CSC-related probe sets (Fig. 6B). These
three groups showed significant differences in recur-
rence-free survival rates (P = 0.002 by log-rank test;
Fig. 6C). High expression was significantly associated
with diminished liver function (low albumin and high
bilirubin) and tumor number (Supporting Fig. 5).
Expression of CSC markers (CD133, EpCAM, CD44,
and CD90)>® and biliary/progenitor cell markers (cy-
tokeratin 7 and cytokeratin 19)*® was also up-regulated
in the high expression group (Supporting Fig. 6).

ZsGreen F4/80 merged

Fig. 5. Immunofluorescence of metastatic tumor sections labeled with antimouse F4/80 (bars, 1,000 um (white) and 100 um (yellow)); mu-

tine macrophages infiltrated around the Gdeg™®"

HuH7 cells located at the margins of the metastatic tumors.
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Fig. 6. (A) GSEA evaluation of the adjacent nontumor tissues; a positive correlation was observed between the gene set of Gdeg"&"ROS™"
HCC gene signature and noncancerous liver gene expression (P < 0.004; FDR = 0.005; NES = 1.58). (B) Patients were divided into three sub-
types based on the expression profiles of 43 up-regulated probe sets of Gdeg“'ghROS"’W HCC. (C) A significant correlation was observed between
the Gdeg"é"ROS"™" HCC gene signature and the recurrence-free survival rates of the patients after curative resection of HCC (P = 0.002).

Recently, leukemia CSC-specific gene signatures were
revealed as highly independent predictors of patient
survival.* This gene signature analysis demonstrates
the clinical significance of identifying CSC populations
in HCC wusing the stem-cell monitoring system
described here. :

Discussion

The monitoring system of stemness proposed here
visualized two stem cell features, low proteasome activ-

ity and low ROS levels, in human HCC. Monitoring
HCC proteasome activity revealed that human HCC
cells contain a small population of cells that undergo
asymmetric division, exhibiting the multipotency and
self-renewal of CSCs (Fig. 1B).?° Next, we showed
that CoCl,, an agent mimicking the activation of
HIE** increased the proportion of Gdeg™®" HCC
cells, indicative of low proteasome activity, while echi-
nomycin, a molecule that inhibits HIF-1 DNA bind-
ing activity, blocked this effect (Fig. 1C). Recently,

echinomycin was also reported to eradicate serially
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transplantable human AML in xenogeneic models by
preferential elimination of CSCs.?* Similar to CoCl,
treatment, hypoxic conditions also increased the pro-
portion of Gdeghigh HCC cells (Fig. 1D), consistent
with a previous report indicating that hypoxia serves as
a stimulus to reprogram cells towards normal stem
cells®® and CSCs.* Additionally, HCC cells had an
ROS concentration lower than that of unsorted HCC
cells, includin% a subpopulation of Gdeg"®" HCC cells
(GdeghighROS "), in agreement with a previous report
showing that normal stem cells and CSCs contain a
lower concentration of ROS than their more mature
progeny.’* Importantly, xenotransplantation —experi-
ments revealed that cells with increased tumorigenicity
were significantly concentrated in the subpopulation of
Gdeg"s"ROS"Y HCC cells.

An HCC stem cell-specific signature (Supporting
Table 4) was identified by genome-wide expression
analysis, and GSEA based on the Reactome data
base®” showed that our HCC stem cell system signifi-
cantly correlated with the chemokine network (Fig.
3A,B; Supporting Table 3). Inflammatory mediators
and cells are indispensable components of tumor-host
interactions,”® and studies have shown that cancer cell-
secreted factors generate an inflammatory niche hospi-
table for progression and metastasis of cancer.’"?
More recent studies have shown that glioma-initiating
cells produced inflammatory mediators such as chemo-
kines that induce tumor-associated macrophages to
organize the glioma-initiating cells niche.”> Macro-
phages are an important component of the tumor-host
interaction that controls the survival, migration, and
growth of metastatic cells.>* Our data showed that
Gdeg"8"ROS"Y HCC cells induced macrophage che-
motaxis more effectively than their counterparts (Fig.
3E). Furthermore, these cells had a higher capacity for
dissemination in an 7z vive peritoneal metastasis model
(Fig. 4B,C). We also found macrophage infiltration
around the CSCs located at the margin of the dissemi-
nation tumor (Fig. 5), indicative of the ability of
HCC CSCs to recruit macrophages in vivo.

Recent studies on murine breast CSCs have revealed
that the tumor-host interaction plays a critical role in
metastatic colonization of cancer cells.?® It is notewor-
thy that the tumor-host interaction mediated by HCC
CSCs is potentially associated with metastatic initia-
tion in our study. The host gene expression signature
of the noncancerous microenvironment is closely asso-
ciated with prediction of HCC recurrence®® and lung
adenocarcinoma.’” As a result, the gene expression sig-
nature of our HCC stem cells (Supporting Table 4)

significantly correlates with the disease-free survival
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rate after radical surgery and early recurrence (Fig.
6A). These findings strongly suggest that our HCC
stem cell monitoring system is useful in predicting
clinical prognosis, and the validity of this system was
further confirmed (Fig. 6C).

Our HCC CSCs system, which monitors two stem
cell features, is a promising tool to extract and identify
CSCs in live bodies and histological specimens. This
system demonstrated the presence of a small cell popu-
lation with an increased capacity to generate dissemi-
nation 7z vive. Clinically, the gene signature specifically
expressed in our HCC stem cells significantly corre-
lated with HCC recurrence after radical resection.
Taken together, these findings suggest that this stem
cell monitoring system could illuminate the in wvivo
significance of CSC-host interactions and microenvir-
onments and improve therapeutic approaches for me-
tastasis and recurrence of aggressive cancers.
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Abstract ; ,

" MicroRNAs (m;RNAs) are key ‘post- transcnpt:onal regulators ‘of ‘gene expressuon and- commonly dereguiated
carcinogenesis. To explore functionally crucial tumor-suppressive (TS)-miRNAs in hepatocellular carcinoma (HCC), w
performed integrative function- and expression-based screenings of TS-miRNAs in six HCC cell lines. The screenmgs :
identified seven miRNAs, which showed growth~suppre55|ve activities through the overexpression of each miRNA and were
endogenously downregulated in HCC cell lines. Further expression analyses using a large-panel of HCC cell'lines and primary
tumors demonstrated four miRNAs, miR-101; -195, =378 and -497, as candidate TS-miRNAs frequently-silenced in HCCs.
Among them, two clustered. miRNAs miR-195 and- miR-497 showed significant growth-suppressive activity.with induction of
G1 arrest. Comprehensive exploration of their targets using Argonute2-immunoprecipitation-deep-sequencing (Ago2-IP-
seq) and genome-wide expression profiling after their overexpression followed: by pathway analysis, revealed a significant -
enrichment of cell cycle regulators. Among the candidates, we successfully identified CCNE1, CDC25A, CCND3, CDK4, and
BTRC s direct targets for miR-497 and miR-195. Moreover, target genes frequently upregulated in HCCin a tumor-specific
manner, such as CDK6, CCNET, CDC25A and CDK4, showed an inverse correlation in the expression of miR-195 and miR-497,
and their targets. These results suggest the molecular pathway regulatmg cell cycle progression to be mtegrally altered by
downregulatlon of mle795 and miR- 497 express:on, !eadmg to the aberrant cell _proliferation in hepatocarcmogenesss
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Introduction against individual oncoproteins still faces major obstacles, mainly
due to the emergence of escape mechanisms, drug resistance and
basically tumor-individuality arising from “off-label patients”

termed by Torti and Trusolino [7]. Recently, an increasing
number of reports have described a new class of small regulatory
cancer, hepatocarcinogenesis is a DNA disease due to the RNA molecules termed microRNAs (miRNAs) implicated in
accumulation of altered genes that control the cell cycle and cell hepatocarcinogenesis, and seems to open the possibility of raising
proliferation, and a large number of genetic and epigenetic  pey therapeutics mimicking endogenous miRNA machineries [8].
alterations accumulate during this process. Since master regulators miRNAs are endogenous small non-coding RNAs which act as
of the cell cycle are also indispensable for normal cells, current negative regulators for mRNA expression via sequence-comple-
anti-cancer therapeutic strategies have shifted to the search for one mentary targeting of the 3’ untranslated region (3'UTR) to repress
single dominant oncogene or addictive molecule that only tumors translation or mediate mRNA degradation [9]. Due to their
rely on, and proposed as a concept for oncogene addiction [3-6]. abundance and divergence of targeting specificity, it is believed
However, successful translation of the oncogene addiction model that one single miRNA can interact with multiple mRNA targets
into the rational and effective design of targeted therapeutics [10] to achieve regulatory control over virtually every biological

HCC, the most common primary liver cancer, is an extremely
lethal disease, which causes about 700,000 deaths worldwide
annually [1]. As proposed by Vogelstein and Kinzler [2] in overall

PLOS ONE | www.plosone.org 1 March 2013 | Volume 8 | Issue 3 | e60155
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process [11]. Although hundreds of miRINAs are known to have
deregulated expression in cancer with accumulating evidence
demonstrating that miRINAs have oncogenic or tumor-suppressive
(TS) functions [12], molecular pathway underlying these miRINAs
are poorly understood. Therefore, identifying the cluster of target
genes for a cancer-related miRNA is essential to provide them as
a promising therapeutic agent.

In the study presented here, we first explored the promising TS~
miRNAs for HCC by screenings based on their expression status
and growth-suppressive activity in HCC cells. We also tested an
integrative approach to identify a set of target genes for these TS-
miRNAs that explain the whole picture of their function in HCCs.

Results

A combination of function- and Expression-based
Screenings Identified Putative TS-miRNAs in HCC Cells

To identify TS-miRNAs, we first performed an integrative
approach using function- and expression-based screenings in six
HCC cell lines (Hep G2, Hep 3B, HLE, Huh7, JHH-4, and sK-
Hep-1). We focused on miRNAs, which showed remarkable
inhibition of cell proliferation @ vitro together with significant
downregulation in HCC cell lines compared with normal liver
tissues (Fig. 1A), as candidate TS-miRNAs for HCC.

In the function-based screening in six HCG cell lines using
a synthetic miRNA mimic library containing 470 pre-miRNAs,
113 miRNAs demonstrated remarkable inhibitory effects on cell
growth in more than 3 of 6 cell lines (relative growth ratio <0.8
compared with control non-specific miRNA; Fig. 1B, and Dataset
S1).

In the expression-based screening in the same six cell lines and
normal liver tissues (C20, C40) using a miRNA microarray
containing 866 human miRNAs, 265 miRNAs were able to be
quantified at least in one cell line. Among them, 194, 194, 77, 190,
199, and 168 miRNAs were downregulated (>2-fold decrease) in
the Hep G2, Hep 3B, HLE, Huh7, JHH-4, and sK-Hep-1 cell
lines, respectively, compared with G20 and C40, and 45 miRNAs
were commonly downregulated in all these six cell lines (>2-fold
decrease; Fig. 1C, and Dataset S2).

By combining results of the two screenings, we identified seven
miRNAs, v.e. mR-101, -126, -15a, -192, -195, -5378 and -497, as
candidate TS-miRNAs for HCC (Fig. 1A and 1D). Among them,
miR-101 and miR-195 had already been reported as possible TS-
miRNAs for HCC [13,14], suggesting that the approach employed
in this study could successfully identify TS-miRNAs in HCG cells.

miR-195 and miR-497 Emerged as Possible TS-miRNAs

In order to narrow down those seven candidates by {requency of
their downregulation in HCC cells, we next performed expression
analyses in a panel of 19 HCC cell lines (Fig. S1A) and a panel of
paired tumorous and non-tumorous tissues from 18 primary HCC
cases (Fig. S1B). miR-15a was excluded due to a low frequency of
downregulation in a panel of HCC cell lines (42.1%) and primary
cases (16.7%, Fig. 1D). miR-126 and miR-192 were also excluded
due to a low frequency of tumor-specific down-regulation in
a panel of primary HCC cases (27.8% and 44.4%, respectively;
Fig. 1D). Finally, four miRNAs, nR-101, miR-195, miR-378, and
miR-497, were selected as the most promising candidates for TS-
miRNA for HCC showing frequent (>50%) tumor-specific
downregulation both in HCC cell lines and primary HCC cases
(Fig. 1D). Among them, miR-10]/ was excluded from further
analysis because of its well-known function as a TS-miRNA in
HCC [13]. Notably, miR-578 had been reported as an oncomiR in

various types of cancers [15,16], while showing TS function in our
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screening performed in HCC. In addition, miR-378 was also
reported to be downregulated during liver regeneration after
partial hepatectomy in mice with a delay in cell cycle progression
involving the G1 to S phase transition [17], suggesting miR-378 to
have cell growth suppressive activity in liver and supporting our
findings in HCCs. These inconsistent findings indicate that miR-
378 may have multiple functions in a tissue- or lineage-specific
manmer. Since we focused on miRNAs showing direct inhibition of
HCC cell growth in this screening, we excluded miR-378 from
further analysis. Among the 4 candidates, miR-497 and nuR-195
belong to the same miRINA family and are also located very close
together: pre-miR-195 is 209 bp downstream from the 3’ end of
pre-miR-497 at 17pl13.1, and is frequently deleted in human
cancers [18,19]. We focused on these two miRNAs for further
analysis, because (a) reported evidence and evolutional conserva-
tion suggest that the clustered miRNAs may have related
physiological and pathophysiological functions including carcino-
genesis [20-22], and (b) miR-497 is poorly characterized in human
cancer, especially in HCC, indeed, few target molecules for those
two miRINAs are known, although several reports have suggested
miR-195 to be a possible TS-miRNA for various human cancers
including HCC [14,23-25].

Mechanisms Underlying Deregulation of miR-195 and
miR-497 Expression in HCC

Computational analysis using a data sct of miRINA expression
profiles in 89 primary HCV-related HCCs obtained from the
database of the Broad Institute (GSE20596) revealed a significantly
positive correlation between expression levels of mature forms of
miR-195 and miR-497 (Fig. S2A, left pancl). In addition, the
expression status of miR-195 and miR-497 seemed to be correlated
regardless of their viral infection status not only in tumor samples
but also in non-tumorous liver tissues, when we recalculated the
data used in Fig. S1B (Fig. S2A right panel), although the number
of samples are too small for statistical analysis. These results
suggesting those miRNAs to be transcribed concomitantly as
a single primary transcript and expressed as a cluster not only in
HCCs but also in non-tumorous liver tissues. Indeed, this
hypothesis is supported by the existence of the transcript
NR_038310.1, mir-497-195 cluster host gene (non-protein coding)
MIR497HG), and non-coding RNA in the NCBI reference
sequence (http://www.nchbi.nlm.nih.gov/nuccore/
NR_038310?report = GenBank).

We first examined copy-number aberrations around miR-195
and miR-497 in 18 HCC cell lines by q-gPCR, and found that only
3 of them (HLE, JHH-6, PLC/PRF/5) have a copy number loss at
this locus in spite of frequent downregulation of those miRNAs in
a number of HCC cell lines (Fig. S2B). Since the biogenesis of
miRNAs has been reported to be altered in cancer cells [26], we
tried to test the possibility that the down-regulation of those
miRNAs were caused by abnormal miRNA biogenesis. Since
downregulation of miR-195 and miR-497 was also observed in
pri-miRNA level, those miRNAs secem to be downregulated at
a transcriptional level rather than a post-transcriptional level (Fig.
S2C). To assess other factors contributing to the downregulation of
miR-195 and miR-497, we next searched for a regulatory element
for the putative polycistronic primary transcript, pri-mR-497-195.
The putative transcriptional start site (T'SS) was detected 1.6 kb
upstream of pre-miR-497 by SwitchGear Genomics Transcription
Start Sites (CHR17_MO0118_R1) and ENCODE Transcription
Factor ChIP-seq (TAF1) binding site (UCSC Genome Bioinfo-
matics, Feb. 2009 [GRCh37/hgl9] assembly; http://genome.
ucsc.edu/cgi-bin/hgGateway) (Fig. S3A). Promoter activities
around the TSS were confirmed in three HCC cell lines, Hep
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Figure 1. An integrative approach to the identification of TS-miRNAs using function- and expression-based screening in HCC cell
lines. A, Strategy for the identification of TS- miRNAs by function- and expression-based screening in 6 HCC cell lines. B, Results of function-based
screening in 6 HCC cell lines. The numbers of viable cells 4-5 days after transfection with 5 nM of 470 dsRNAs mimicking mature miRNAs loaded on
Pre-miR™ miRNA Precursor Library-Human V3 (Ambion) or control non-specific dsRNA were evaluated by the WST-8 assay in duplicate. Relative
in vitro cell growth ratios in these cell lines were calculated by normalization of each result to the cell numbers in control cells transfected with non-
specific miRNA (see Dataset S1). The lower solid arrow indicates the 470 miRNAs examined. Closed arrows in each graph indicate candidate miRNAs
with marked growth inhibitory effects (growth ratio <0.8) compared with the control counterpart in our function-based screening. The arrowhead
indicates the results for seven candidate miRNAs conclusively selected in the function- and expression-based screening (see Fig. 1D). €, Summary of
expression profiles of 45 candidate miRNAs, expression levels of which were downregulated (>2-fold) in all 6 cell lines as compared with those of two
normal liver tissues (C20 and C40, see Dataset S2). Stars indicate the results of the same seven candidate miRNAs as in Fig. 1B. D, Seven candidates for
tumor-suppressive miRNAs involved in HCC pathogenesis identified through function- and expression-based screening approach. MiRNAs frequently
downregulated (>50%) in tumors compared with their paired non-tumorous liver tissues in clinical HCC cases are in bold face (%). Expression level of
mature form for each miRNA was evaluated inTagMan® MicroRNA Assays (Applied Biosystems) as described in Materials and Methods (°).
doi:10.1371/journal.pone.0060155.g001

G2, sK-Hep-1 and HuH-6, regardless of the expression status of
miR-195 and miR-497 (Fig. S3B). Although Suzuki et al. [27]
reported that miR-497 and miR-195 are possibly regulated by non-
CpG island methylation in colorectal cancer based on data from
a genome-wide combined analysis of mRNA expression, chroma-
tin signature, and DNA methylation, only minimal restoration was
observed in the expression of those miRNAs after treatment with
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5-aza-dCyd in HCC cell lines (Fig. S3C) and almost no difference
in DNA methylation pattern around the TSS of pri-miR-497-195
was observed among HCC lines regardless of their expression
status (Fig. S3D). Moreover, the inhibition of the class I and II
histone deacetylase (HDACQ) families with Tricostatin A (T'SA) did
not induce restoration of miR-195 nor miR-497 in most of cell lines,
suggesting that these HDACs do not strongly contribute to- the
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decreased expression of those miRINAs in HCC cells (Fig. S3C). In
addition, ChIP analyses around TSS for H3K4me3 and
H3K27me3, which are histone modification patterns activating
and inactivating gene expression, revealed that the promoter
region of pri-miR-497-195 showed no significant repressive pattern

in the H3K27me3 modification, but a clear inactive pattern in the -

H3K4me3 modification in non-expressing HCC cells compared
with miR-195-expressing HuH-6 cells (Fig. S3E). Taken together,
frequent downregulation of miR-497 and miR-195 expression
occurred not mainly by genomic loss, DNA hypermethylation or
altered miRNA biogenesis, but at least partly through repressive
histone modifications in the HCC cell lines examined, although
HDAC inhibitor had litdle or no effect on the expression and the
epigenetic factors contributing to the downregulation remain to be
clarified.

Restoration of miR-195 or miR-497 Suppresses Cell
Proliferation and Cell Cycle Progression in vitro

Growth suppressive activities of double stranded RNAs
(dsRNAs) mimicking miR-195 and mR-497 in HCC cell lines
(Fig. 1B and Dataset S1) were validated by transfection of synthetic
dsRNAs mimicking miR-195 and miR-497 and control non-specific
miRNA purchased from a different company (Fig. 2A), excluding
the off~target cffects of synthetic dsRNAs. A similar growth
suppression pattern for miR-195 and miR-497 was observed in 3 of
6 cell lines (Hep 3B, Hep G2 and JHH-4) by ectopic over-
expression of those miRINAs, whereas comparatively weak growth
suppression was observed after restoration of miR-497 compared
with miR-195 in the remaining 3 cell lines (HLE, Huh7 and sK-
Hep-1).

We next determined modes of action on the cell cycle by
FACS analysis in several HCC cell lines (Fig. 2B). The
accumulation in G0/G1 phase was significant in all cell lines
transfected with miR-195, while the effect was slightly weak in
HLE and sK-Hep-1 cells transfected with miR-497 compared
with miR-195. These findings were consistent with results of the
cell growth assays m vitro (Fig. 2A). Although a small increase in
cells in the sub-G1 fraction was observed in Hep 3B, no
remarkable change in the number of cells was observed 48
hours after transfection (Fig. 2A), indicating G1 arrest to be
predominant for the cell growth-suppressive effect of miR-195
and miR-497 in HCC cells. Taken together, miR-195 and miR-
497 are likely to inhibit cell growth mainly by suppressing cell
cycle progression, especially in the G1 to S phase.

Identification of the Most Significant Biological Activities
Regulated by miR-195/miR-497 using GO in silico

For exploration of signaling pathways downstream of miR-195
and mR-497, we performed a genome-wide mRNA expression
analysis of Hep G2 and sK-Hep-1 cells 48 hours after transfection
with miR-195, miR-497, or control dsRNA. Among significantly
altered GO terms (correlated p-value<<0.05) in biological processes
and functions selected from genes showing 2-fold changes between
miR-195 or miR-497 transfectants and their counterparts with
a false discovery value (q) <0.001 (Table S1-1 to S1-4), GO terms
involved in the cell cycle most frequently appeared in all
conditions. This result is consistent with the inhibitory effect of
miR-195 and miR-497 on cell cycle (Fig. 2B), suggesting molecules
contributing to cell cycle regulation to be major targets for miR-

195 and miR-497.
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Identification of Possible miR-195 and/or miR-497 Targets
by Ago2-IP-deep Sequencing, Expression Analyses, and
Bioinformatics Analyses

To determine direct targets for muR-195 and/or miR-497
responsible for hepatocaricinogenesis, we performed RNA coim-
munoprecipitation with anti-Ago2 antibody (Ago2-IP) for trapping
overexpressed miRNA incorporated into the RNA-induced
silencing complex (RISC) together with their target mRNAs in
Hep G2 cells transfected with miR-195 or miR-497. Profiling of
miRNAs obtained from the Ago2-IP fraction by miRNA
microarray analysis showed a significantly increased rate of each
transfected miRNA compared with most other endogenous
miRNAs in Hep G2 cells (Fig. S4), indicating transfected miRNAs
to be incorporated successfully and specifically into RISC.
However, miRNAs other than miR-195 or -497 also showed
increased rates, suggesting that mRNAs trapped by RISC include
targets for non-specific miRNAs as false-positives. In this
condition, we performed RNA sequencing using Ago2-IP RNAs
(Ago2-TP-seq) along with total RNAs (mRNA-seq) from the same
samples in miR-195-, miR-497-, or non-transfected Hep G2 cells,
and calculated the abundance of each mRNA in the Ago2 binding
fractions compared with total RNA fractions (Ago2-IP-seq/
mRNA-seq of each RPKM value) in each sample (abundant-
Ago? fraction). Finally, we obtained the fold enrichment score by
calculating the ratio of abundant-Ago?2 fractions between miR-195-
or miR-497-transfected samples and non-transfected samples.

In GSEA, genes selected as top 10% candidates by Ago2-IP in
miR-195 transfected cells were significantly enriched in genes
downregulated by miR-195 transfection, whereas those in miR-497-
transfected cells were not significant (#<<0.001 and =0.0709607,
FDR<0.001 and=0.041126948, and normalized enrichment
score =-1.7712895 and 1.1393404 for miR-195 and muR-497,
respectively; Fig. S4B). Through excluding genes without a target
sequence of miR-195 and miR-497 in their 3"UTR, enrichment
scores in GSEA were dramatically improved (p<<0.001 and
<0.001, FDR<0.001 and <0.001, and normalized enrichment
score =-2.5568738 and -1.7213858 for miR-195 and miR-497,
respectively; I'ig. S4C).

Since the total numbers of true targets for mR-195 and miR-497
in Hep G2 cells are unclear, genes enriched in Ago2IP-deep
sequencing with the target sequence were cut off by the most
efficient rates with maximum enrichment scores in GSEA. The
highest enrichment scores were detected when genes were cut off
by top 8% (577 genes) or 36% (2,010 genes) for candidates of miR-
195 or miR-497 targets, respectively (»<<0.001 and <0.001,
FDR<0.001 and <0.001, and normalized enrichment score = -
2.5925288 and -1.9934999 for miR-195 and miR-497, respectively;
Fig. 3A and Fig. S4D). The top 20 candidate targets enriched in
the Ago2-IP fraction of miR-195 or miR-497 combined with target
predictions are listed in Table S2.

In order to narrow down promising targets of miR-195 and miR-
497, we focused on 190 of 577 and 290 of 2,010 genes remarkably
downregulated (>2-fold change) by miR-195 and miR-497 trans-
fection in Hep G2 cells (Fig. 3B), respectively, and carried out
a pathway analysis. All of those genes were mapped to genetic
networks describing functional relationships among gene products
based on known interactions as defined by the IPA tool. Consistent
with our findings showing that miR-195 and miR-497 induced G1
arrest in HCC cells, the IPA tool identified the canonical pathway
“Cell Cycle: G1/S Checkpoint Regulation” as a significantly
enriched pathway for possible target genes (p<<0.001 and
p=0.00287, respectively; Fig. 3C). Therefore, we focused on
candidate genes involved in this pathway, such as BTRC, CCNDS3,
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Figure 2. Growth suppressive effects of miR-7195 and miR-497 on HCC cell lines lacking their expression. A, Growth curves of HCC cell
lines after tansfection of 5nM of miCENTURY OX miNatural (Cosmo Bio) mimicking miR-195 (black triangle) or miR-497 (black circle), or control Luc,
(white circle) assessed by WST-8 assay. Points, the mean of triplicate determinations in these experiments; bars, SD; Asterisks (¥), P<<0.05 versus Luc
transfected cells in a statistical analysis with the Mann-Whitney U test. B, Results for the population in each phase of the cell cycle assessed by FACS
(left) and phase-contrast micrographs (right) using HCC cell lines 72 hours after transfection of miCENTURY OX miNatural mimicking miR-195

(middle) or miR-497 (lowen, or control Luc (upper.
doi:10.1371/journal.pone.0060155.g002

CCNEIL, CDC254, CDE4 and CDKG as a target for miR-195 and
miR-497, as functionally important direct targets in Hep G2 cells.

Validation of Possible Direct-targets for miR-195/miR-497
Contributing to Deregulation of Cell Cycle in HCC Cells

Since several cell cycle regulators, such as CCNDI, CDK6 and
E2F3, have been reported as direct targets of miR-195 in HCC
[14], we included them as positive controls in our experiments to
validate predicted targets. We first assessed the protein expression
of predicted targets 48 hours after transfection with dsRNA
mimicking miR-195 or miR-497 into Hep G2 and sK-Hep-1 cells
(Fig. 3D). A reduction in CDKG6 and E2F3 proteins was observed
on transfection of each of those miRNAs in both cell lines, whereas
no reduction in the CCND1 protein level was observed in Hep G2
cells. Protein levels of CCNEIL, BTRC, CDC25A, CCND3 and
CDK4 were reduced in both miR-195 and miR-497 transfectants
compared with their control counterparts. To determine whether
miR-195 and/or miR-497 directly inhibit the expression of those
targets, we performed 3"UTR reporter assays using reporter
constructs for each target mRINA containing putative binding sites
for these miRNAs (Fig. 3E). Significant reductions in luciferase
activity were observed in cells cotransfected with each reporter
construct for all § genes in miR-195 or miR-497 translectants
compared with mock transfectants (Fig. 3E). Taken together,
CCNEL, CDC254, CCND3, CDEK4 and BTRC seem to be novel
direct targets in addition to three known targets for miR-195 and
miR-497 in HCC cells (Fig. 4A).

Significance of Identified miR-195 and miR-497 Target
Genes in HCCs

We confirm the effect of novel target genes on cell growth by
knocking down gene expression using specific small interfering
RNAs (siRNA). The knock down efliciency of each gene was
determined by Western blotting (Fig. S5). Decreased cell growth
with G1 arrest was observed by downregulation of CCNEI,
CDC25A, CCND3, CDK4 or BTRC in Hep G2 cells (Fig. 4B),
suggesting these genes to be functional targets (Fig. 4A). To assess
the consequence of miR-7195/miR-497 and their target genes in
HCC cases, we first analyzed the expression of those 8 targets
genes in paired primary tissues of HCC used in Fig. 1D by qRT-
PCR (Fig. 4B). Among them, only CCNE1, CDC25A and CDK4
showed >2-fold up regulation in over 50% of cases in tumorous
compared with non-tumorous tissues. In addition, we also
analyzed the correlation between each target gene and miR-195
or miR-497 expression using the data set of miRNA expression
profiles in 89 primary HCV-related HCCs obtained from the
database of the Broad Institute (GSE20596). Surprisingly, only the
top-ranked 4 genes, CDK6, CCNEIL,” CDC25A and CDK4,
frequently overexpressed in HCCs showed a slight significant
inverse correlation with miR-195 and miR-497 expression (p<0.05,
correlation coeflicient =-0.257, -0.359, -0.315, and -0.355 for miR-
195 and -0.309, -0.299, -0.245, and -0.292 for miR-497,
respectively; Table S3). In conclusion, CCNEI, CDC25A, and
CDK4 together with CDKS6 seem to be the most important factors
among 8 target genes because of their frequent tumor-specific up-
regulation in HCC together with significant inverse correlation

PLOS ONE | www.plosone.org

with miR-195 and miR-497 expression in primary HCCs relevant
to cell cycle progression regulated by miR-195 and miR-497 in
HCCs.

Discussion

In this study, we used an integrative approach to explore TS-
miRNAs contributing to hepatocarcinogenesis by combining
function- and expression-based screenings in a genome-wide
manner using HCC cell lines, followed by a expression analysis in
panels of cell lines and clinical specimens of HCC. Among
potentially promising TS-miRINA candidates, we focused on miR-
195 and miR-497 clustered at 17p13.1. Experimental as well as i
stlico analyses revealed that those miRNAs induced G1 arrest in
HCC cells through inhibition of multiple cell cycle regulators as
direct targets. We also tested a method for comprehensive
identification of miRNA targets by coimmunoprecipitation of
mRNAs with miRNA-programmed Ago2-IP-seq, and identified
a set of cell cycle regulators including novel targets for miR-497
and miR-195. '

Since miR-195 and mR-497 are clustered together and their
targets largely overlap, these miRNAs seem to be simultaneously
transcribed and jointly correlated to the same oncogenic pathways,
such as cell cycle regulation in HCC, very efficiently. AMiR-195 and
miR-497 are members of the miR-15/107 group with the seed
sequence AGCAGC, which is important determinant of target
recognition [28]. Among members of the miR-15/107 group,
Calin et al. [29] first made the connection between miR-15a-16
cluster located at 13q14, a region deleted in more than half of B
cell chronic lymphocytic leukemias (B-CLL) and several solid
tumors, and found that both genes are deleted or downregulated
in the majority of CLL. In our screenings using HCC cell lines,
miR-15a showed TS activity m 4 of 6 cell lines together with
significant downregulation in all six cell lines, meeting the
requirement for Ist candidate (Fig. 1A), while miR-76 showed
infrequent T'S activity and downregulation in HCC cell lines. In
addition, miR-15a was excluded due to its infrequent tumor-
specific downregulation. Among members of the miR-15/107
group, therefore, miR-195 and miR-497 contribute to the
pathogenesis of HCC possibly though a tumor-specific dysregula-
tion of expression caused by a tumor-specific histone modification
pattern and/or unknown regulatory mechanisms as described in
the Supplementary data (Fig. S2-S3).

Our integrated approach for the identification of miR-195 and
miR-497 targets using Ago2-IP-seq combined with expression
analysis revealed that their targets were significantly enriched in
cell cycle regulators consistent with their strong activity on cell
growth suppression after miR-195 or miR-497 overexpression in
HCC cell lines. As explained by the concept that the effects of
a single miRINA on a specific phenotype in cancer cells are not
caused by its strong effect on single target genes but reflect the
enrichment of its effects on the large number of target genes
involved in a specific signaling pathway [30,31], only a weak
correlation was observed between the expression of each target
gene and that of miR-195 or miR-497 in the dataset analysis of
HCC cases. However, miR-195 and miR-497, can coordinately
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Figure 3. Exploration of possible direct miR-795 and miR-497 targets by Ago2-IP experiment. A, GSEA profiles of the Running Enrichment
Score (ES) of genes enriched in the top 8% and 36% of candidates as target genes for miR-195 (upper) and miR-497 (lower) by Ago2-IP experiments
along the rank of transcripts differentially expressed after transfection with miR-195 (feft) or miR-497 (righi) versus Luc. B, Outline for selecting final
candidates as direct targets of miR-195 (upper) and miR-497 (lower) determined by a combination of Ago2-IP candidates and repressed genes by
miR-195 or miR-497 (>2-fold decrease) in gene expression array experiments. C, Significantly enriched IPA canonical pathways for candidate direct
target genes of miR-195 and miR-497. Numbers(®), ratio(®) and genes () of candidate direct targets among all genes involved in the canonical
pathway. D, Representative results of Western blotting of known targets, CDK6, CCND1, and E2F3, as positive controls and predicted targets, CDK4,
CCNET, CCND3, CDC25A, and BTRC, for miR-195 and miR-497, 48 hours after transfection with miCENTURY OX miNatural mimicking miR-195, miR-497,
or control Luc. E, 3"UTR reporter assays of a miR-195- and miR-497-nonexpressing cell line, Hep G2, 48 hours after cotransfection with pMIR-REPORT
luciferase vectors containing 3'-UTR target sites (upper) of CDK6, CCND1, E2F3, CDK4, CCNE1, CCND3, CDC25A, or BTRC, miCENTURY OX miNatural
mimicking miR-195, miR-497, or negative control, and pRL-hTK internal control vector (lower). Horizontal open bar, gray boxes, and black bars with
arrowheads in upper panel indicate 3'-UTR, possible target sites, and regions examined in the 3'UTR reporter assay, respectively, for each gene.

doi:10.1371/journal.pone.0060155.9003

regulate many aberant components involved in the pathway of cell
cycle regulation through their multi-gene-targeting capability.

Meanwhile, among the target genes for miR-195 and miR-497
identified in the present study, top four target genes, CCNEI,
CDC254, CDK4 and CDKG, frequently upregulated in a tumor-
specific manner only showed slight inverse correlation with these
miRNAs in HCC tumors. These results show the novel possibility
for miRNAs that, these miRNAs could preferentially target genes
aberrantly expressed in HCCs when restored.

Most cancer cells show excessive proliferation with promoted
expression of cell cycle regulators. Since master regulators of the
cell cycle are also indispensable for normal cells, current ant-
cancer therapeutic strategies have shifted to the search for single
dominant oncogenes or addictive molecules showing oncogene
addiction [3]. However, several issues, such as the emergence of
escape mechanisms, drug resistance and tumor-individuality
arising among patients without optimal ways for personalized
cancer therapy, remain to be solved for successful translation of
this oncogene addiction model into the effective targeted therapies.
Therefore, miR-195 and miR-497, may be useful for selective
therapeutics, because the introduction of those miRNAs, which
are essential and expressed in normal cells at basal levels, may
selectively modulate aberrant tumor cell growth without gain of
resistance by targeting a set of genes contributing to cell cycle
progression which is commonly appeared to be enhanced in
tumors. A better understanding on the functions of miRNAs in
HCC would undoubtedly open new avenues for research in tumor
biology.

Materials and Methods

Cell Lines and Primary Tumor Samples

A total of 19 HCC cell lines were maintained in appropriate
media as described elsewhere [32]. To examine the restoration of
mRINA expression in genes of interest, the cell lines were cultured
with or without 5 uM 5-aza-2'-deoxycytidine (5-aza-dCyd) for 5
days and/or 300 nM of TSA for the last 24 hours.

A total of 18 frozen primary tumor samples and corresponding
non-tumorous tissue samples were obtained from HCC patients,
and two frozen normal liver tissues samples (C20, C40) were
obtained from patients with hepatectomy due to metastatic liver
tumor treated at Tokyo Medical and Dental University with
written consent from each patient and approval by the local ethics
committees of Medical Research Institute and Faculty of
Medicine, TMDU. The TNM classification of the Union for
International CGancer Control (UICC) was used.

Function-based miRNA Screening

HCC cells were seeded in 24-well plates a day before
transfection. Each synthetic miRNA (5 nM) in Pre-miR*™
miRNA Precursor Library-Human V3 (Ambion, Austin, TX) or
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the control non-specific miRNA (Ambion) was transfected into
cells using Lipofectamine ™ RNAIMAX (Invitrogen, Carlshad,
CA) according to the manufacturer’s instructions. The numbers of
viable cells were assessed 4 or 5 days after transfection by the
colorimetric water-soluble tetrazolium salt (WST) assay. Results
were normalized to the number of cells transfected with non-
specific miRNA. Each assay was performed in duplicate.

Microarray Analyses

Extracted total RNA was subjected to analysis using G4471A
15K Human miRNA Microarrays Ver. 8 and G4112F 44K
Whole Human Genome Microarray for miRNA and mRNA
expression, respectively, with standard image acquisition accord-
ing to the manufacturer’s instructions (Agilent Technologies, Santa
Clara, CA). Raw microarray data were normalized and analyzed
using GeneSpring GX software version 11.5.1 (Agilent Technol-
ogies). All samples were analyzed twice.

Quantitative Reverse Transcription-PCR (qRT-PCR)

Real-time qRT-PCR was performed using an ABI Prism 7500
Fast Real-time PCR System (Applied Biosystems, Foster City,
CA), KAPA PROBE FAST Universal 2 xqPCR master mix (Kapa
Biosystems, Woburn, MA), TaqMan® Reverse Transcription Kit
(Applied Biosystems), and TaqMan® MicroRNA Assays (Applied
Biosystems) according to the manufacturer’s instructions [33]. All
reactions were run in duplicate.

Transfection with Synthetic miRNAs or siRNAs and
Proliferation Assay

Each of miCENTURY OX miNatural mimicking mR-1935,
miR-497, or ‘“microRNA control, Luciferase (GL3)” (5 nM;
COSMO BIO, Tokyo, Japan) was efficiently transfected into cells
as described elsewhere [33]. Each of gene-specific siRNA
(Hs_CCNE1_0049, Hs_CDC25A_7714, Hs_CCND3_0184,
Hs_CDK4_2490, and Hs_BTRC_9438; 10 nM; Sigma, St Louis,
MO) or negative control siRNA (Mission_Negative control SIC-
001, Sigma) was also efficiently transfected into cells. The numbers
of viable cells 24-96 hours after transfection were assessed by
WST assay. The cell cycle was evaluated 48 hours after
transfection by fluorescence-activated cell sorting (FAGS) as
described [33].

Ago2-IP and RNA Deep Sequencing

Ago2-IP was performed using 1x107 cells 24 hours after
transfection of mICENTURY OX miNatural mimicking miR-
195 or miR-497, or non-transfected cells, using Ago2 antibody and
a microRNA Isolation Kit, human Ago2 (Wako Pure Chemical,
Osaka, Japan) according to the manufacturer’s instructions.
Samples for RNA-sequencing were prepared using 10 ng of
Ago2-IP RNA and 3 pg of total RNA with a TrueSeq mRNA
Sample Preparation Kit (illumina, San Diego, CA) with or without
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Figure 4. Significance of identified miR-795 and miR-497 targets in HCCs. A, Schema of miR-195 and miR-497 target genes regulating
promotion of G1 to S in the cell cycle. B, Results of the knock down of each miR-795 and miR-497 target gene by siRNAs. Mean of relative growth ratio
of Hep G2 72 hours after transfection of 10 nM of each siRNA (siNC, siBTRC, siCDK4, siCCND3, siCCNE1 or siCDC25A) and non-treated Hep G2 (Non
treatment) were assessed by WST-8 assay in a triplicate manner (uppen. The population in each phase of the cell cycle assessed by FACS were
assessed by FACS 48 hours after siRNA transfection (fowes in a duplicate manner. Bars, SD. Asterisks (¥), P<0.05 versus siNC transfected cells in
a statistical analysis with the Mann-Whitney U test. C, Expression status of each target gene in primary HCC tumors (closed boxes) and paired non-
tumorous liver tissues (open boxes) as compared with normal liver tissue (C20), which were used in experiments shown in Fig 1D. Asterisk (*),
frequencies of primary HCC cases, in which a remarkable up-regulation of possible miR-7195 and/or miR-497-target mRNAs was observed in tumor
tissues compared with paired non-tumorous liver tissues (>2-fold expression). NA, not available due to lack of available cDNAs for qRT-PCR analyses

in the LC96 sample.
doi:10.1371/journal.pone.0060155.g004

poly-A selection. Each of the libraries were analyzed by Genome
Analyzer IIx (illumina) according to the manufacturer’s instruc-
tions. The 36-base single-read sequences were mapped to human
genomic sequences (hgl9) using the sequence alignment program
ELANDv2. For the expression analysis, sequence reads were
converted to RPKM (Reads Per Kilobase per Million mapped
reads) values by using CASAVA 1.7 software (illumina).

miRNA Target Predictions

Predicted targets of miR-195 and miR-497 and their sites were
analyzed by searching for a possible targeting sequence (5'-
ACGACGA-3") in the 3'UTR of mRNA using the Ensembl
Genome Browser (http://asia.ensembl.org/Homo_sapiens/) and
Ensembl Perl API as well as by searching databases, such as
MicroCosm Targets Version 5 (http://www.ebiac.uk/enright-
srv/microcosm/htdocs/targets/v5/), microRNA.org  (http://
www.microrna.org/), and TargetScan (http://www.targetscan.
org/).

Bioinformatics Analysis for Identification of miRNA
Targets

Cut-off values of Ago2-IP-seq were calculated for genes with
miRNA target predictions using Gene Set Enrichment Analysis
(GSEA; www.broad.mit.edu/gsea). Candidate target genes were
selected as an intersect of Ago2-IP-seq final candidates and
downregulated genes by miRNA transfection, followed by
pathway analyses using Ingenuity Pathway Analysis (IPA; In-
genuity Systems, Inc., Redwood City, CA). Detailed information
for each analysis is provided in Methods S1.

Western Blotting and 3'UTR Reporter Assay

Western blotting and 3'UTR reporter assays were performed as
described elsewhere [33]. In the 3'UTR reporter assay, “micro-
RNA control, Non-target RNA” (COSMO BIO) was used as
a negative control. PCR primers designed to amplify regions of
interests, and antibodies used for Western blotting are provided in
Table S4 and Methods S1.

Data Deposition

The microarray and sequencing data from this publication have
been submitted to the GEO database (http://www.ncbi.nlm.nih.
gov/geo/) and assigned the identifier “GSE41081”.

Supporting Information

Figure S1 Expression levels of seven candidate miRNAs in
HCC cell lines (A) and in primary HCC tumors (closed boxes, B)
and paired non-tumorous liver tissues (open boxes, B) as compared
with normal liver tissue (C20). Asterisks (¥), frequencies of HCC
cell lines in which a remarkable downregulation of the expression
of candidate miRNAs was observed as compared with G20 (<0.5-
fold expression). Numbers under the boxes in the right panel
indicate the fold increase of the expression in tumors (T) compared
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with paired non-tumorous liver tissue (N). Double asterisks (*¥),
frequencies of primary HCC cases in which a remarkable down-
regulation of candidate miRINA expression in tumors was observed
compared with paired non-tumorous liver tissue (<0.5-fold
expression).

(PDF)

Figure S2 Analysis of expression and genomic aberrations of
miR-497 and miR-195. A, Scatter plot showing miR-195 (x-axis)
and miR-497 (y-axis) expression status in the HCV-related HCC
dataset (tumor only, left) obtained from the database of Broad
institute (GSE20596, http://www.broadinstitute.org/) and in our
dataset used in Fig. SIB (tumors and non-tumorous tissues are
filled and open plots, respectively; #ight). Pearson’s product
moment correlation coeflicient (R) was used to assess this
relationship. B, Genomic copy-number status around muR-195
and miR-497 genes determined by q-gPCR. The copy-number of
COL7AI at 3p21.3]1 was used for normalization, and all results
were shown as copy-number ratios relative to those of CONT1.
CONT1-6 (DNA samples from normal lymphoblastoid cells) and
C20 (DNA sample from normal liver) were used as normal
controls. We used the data on genomic copy-numbers in regions
around miR-195, miR-497 and COL741 in some HCC cell lines
(HLE, HuH-6, Huh7, PLC/PRFI/5) determined by single
nucleotide polymorphism (SNP) arrays available online in SNP
Array Based LOH and Copy Number Analysis of the Sanger
Center Genome Project  (http://www.sanger.ac.uk/genetics/
CGP/) to confirm our results. *LOH was detected at miR-195
and miR-497 loci, **copy number changes were observed neither
at miR-195 and miR-497 nor COL7A1 loci, **L.OH was observed
both at miR-195 and miR-497 and COL7AI alleles in the Sanger
Center Genome Project, which was consistent with our result. G,
Expression levels of pri-miRNA-195 and pri-miRNA-497 in HCC
cell lines as compared with normal liver tissue (G20).

(PDF)

Figure 83 Assessment of possible mechanisms causing down-
regulation of miR-195 and miR-497 in HCC cell lines. A,
Schematic map of miR-497-195 loci at 17p13.1 (black thick bar).
White arrows indicate positions of pre-miR-497 and pre-miR-195
coding region. SwitchGear Genomics Transcription Start Sites
(CHR17_MO0118_R1) was marked at +1 (thin arrow). Hatched bar
indicates the site of an ENCODE Transcription Factor ChIP-seq
(TAF1) binding site. The regions used for promoter assay, bisulfite
sequencing and ChIP-PCR are indicated white or dotted boxes,
closed arrows, and gray bars, respectively. Dotted boxes indicated
regions showing promoter activity in the promoter assay. B,
Promoter assay of regions around the predicted pri-miR-497-195
transcription start site. pGL3 basic empty vectors (mock) or
constructs containing sequences of F1-4 (see Fig. S3A) were
transfected into HCC cell lines without expression of miR-497 and
miR-195 (Hep G2 and sK-Hep-1, Zef¥) or with expression of miR-
195 (HuH-6, #ight). The Luciferase activity of each construct
relative to the values of pGL3-basic empty vector is shown with the
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mean * SD (bars) in triplicate experiments. G, Effect of treatment
with 5-aza-2'-deoxycytidine (5-aza-dCyd) (5 pmol/L) for 5 days
and/or trichostatin A (TSA) (300 nmol/L) for the last 24 hours on
expression levels of miR-195 (left) and miR-497 (right) in HCC
cell lines determined by qRT-PCR. Results are shown with means
* SDs (bars) relative to the values for no treatment in duplicate
experiments for each cell line. D, Representative results of
bisulfite-sequencing in regions 1-5 upstream of miR-497 and
miR-195 in miR-497/195-expressing normal liver (C20, ++), miR-
195-expressing HCC cell line (+), and non-expressing HCGC cell
lines (—). Each circle indicates the position of the CpG site in the
region. Methylated- and unmethylated-CpG sites are shown as
closed and open circles, respectively. E, Representative results of
ChIP assays showing H3K27me3 status (upper) and H3K4me3
status(lower) indicating inactive and active transcription status,
respectively, within regions R1 and R2 (see Iig. S3A) in non-
expressing cells(—) and muR-195-expressing cell (+). Results are
shown with means * SDs (bars) relative to the values for ChIP
with anti-H3 antibody in duplicate experiments for each cell line.
(PDF)

Figure 84 Validation and determination of the cut-off value for
Ago2-IP experiments. A, Scatter plot of the miRNA expression
profile in the Ago2-IP fraction for miR-195 (left, y-axis) and miR-
497 (right, y-axis) overexpression compared with non-transfected
(NT, x-axis) samples determined by miRNA expression array.
Closed and open blocks indicate expression of miR-195 and miR-
497, respectively. B, GSEA profile of the Running Enrichment
Score (ES) of genes shown in the top 10% of fold enrichment
scores in Ago2-IP experiments for miR-195 (left) or miR-497
(right) along the rank of transcripts differentially expressed in miR-
195- (left) or miR-497- (right) overexpression compared with
control counterparts. G, Results of the same analysis as in Figure
S3B using different gene sets, which were further selected by the
presence of miR-195 or miR-497 predicted target sites (Zeft, miR-
195; wight, miR-497). D, Normalized enrichment score calculated
by GSEA for all cut-off rates (%). Dotted lines indicate the cut off
rates, which show maximum negative enrichment scores (8 and
36% for miR-195 and miR-497 experiments, respectively).

(PDF)

Figure S5 Representative results of Western blotting of CDK4,
CCNE1, GCND3, CDC25A, and BTRC 48 hours after trans-
fection with cach specific siRNA or negative control (siNC).

References

1. Jemal A, Bray I, Center MM, Ferlay J, Ward L, et al. (2011) Global cancer
statistics. CA Cancer J Clin 61: 69-90.

2. Vogelstein B, Kinzler KW (2004) Cancer genes and the pathways they control.
Nat Med 10: 789-799.

3. Weinstein IB (2002) Cancer. Addiction to oncogenes—-the Achilles heal of cancer.
Science 297: 63-64.

4. Kamb A (2003) Consequences of nonadaptive alterations in cancer. Mol Biol

Cell 14: 2201-2205.

Sharma SV, Settleman J (2007) Oncogene addiction: setting the stage for

molecularly targeted cancer therapy. Genes Dev 21: 32143231,

6. Kaelin WG, Jr. (2005) The concept of synthetic lethality in the context of

anticancer therapy. Nat Rev Cancer 5: 689-698.

Torti D, Trusolino L (2011) Oncogene addiction as a foundational rationale for

targeted anti-cancer therapy: promises and perils. EMBO Mol Med 3: 623-636.

8. Torioc MV, Croce CM (2012) MicroRNA dysregulation in cancer: diagnostics,
monitoring and therapeutics. A comprehensive review, EMBO Mol Med 4:
143-159.

9. Huntzinger E, Izaurralde E (2011) Gene silencing by microRNAs: contributions

of translational repression and mRNA decay. Nat Rev Genet 12: 99-110.

Bartel DP (2009) MicroRNAs: target recognition and regulatory functions. Ceell

136: 215-233.

11. Kloosterman WP, Plasterk RH (2006) The diverse functions of microRNAs in
animal development and disease. Dev Cell 11: 441-450.

(&3]

~

PLOS ONE | www.plosone.org

Tumor-Suppressive miR-497-195 Cluster in HCC

(PDF)
Table 81 Primers for 3'UTR reporter assay.
(Z1P)

Table §2 GO analysis of genes, whose expression levels were
changed (>2-fold change) by miR-195 or miR-497 overexpression
compared to control Luc-overexpression in Hep G2 (S2-1 or 5§2-2)
or sK-Hep-1 (52-3 or S2-4) cells 48 hours after transfection.
(PDF)

Table 83 Top 20 genes ranked by the fold enrichment score in
Ago2-IP-seq with miRNA target predictions.
(PDF)

Table $4 Significance of identified candidate targets for miR-7195
and nmuR-497 through Ago2-IP-seq, expression array experiments,
and statistical analyses.

(PDF)

Table S5 Primer sets for g- gPCR, promoter assay, bisulfite
sequencing, and ChIP-PCR.
(PDI)

Methods S1
(DOQG)

Dataset 81 List of candidates for growth-suppressive miRNAs
determined by function-based screening.

(XLSX)

Dataset $2 List of downregulated miRNAs in 6 HCC cell lines
compared with C20 and C40 determined by miRNA expression
array.

(XLSX)

Acknowledgments

We thank Dr. Issei Imoto for supervising this study, Dr. Seiya Imoto for
valuable advise in using statistical methods, and also thank Ayako
Takahashi and Rumi Mori for technical assistance.

Author Contributions

Conceived and designed the experiments: MFF KK JI. Performed the
experiments: MI KT. Analyzed the data: MF KT TS AN SM.
Contributed reagents/materials/analysis tools: SA ST. Wrote the paper:
MF KK JL

. DiLeva G, Croce CM (2010) Roles of small RNAs in tumor formation. Trends
Mol Med 16: 257-267.

. Su H, Yang JR, Xu T, Huang J, Xu L, et al. (2009) MicroRNA-101, down-
regulated in hepatocellular carcinoma, promotes apoptosis and suppresses
tumorigenicity. Cancer Res 69: 1135-1142.

. XuT, Zhu Y, Xiong Y, Ge YY, Yun JP, et al. (2009) MicroRINA-195 suppresses
tumorigenicity and regulates G1/S transition of human hepatocellular
carcinoma cells. Hepatology 50: 113-121.

. Jiang J, Lee EJ, Gusev Y, Schmittgen TD (2005) Real-time expression profiling
of microRNA precursors in human cancer cell lines. Nucleic Acids Res 33:
5394--5403.

. Lee DY, Deng Z, Wang CH, Yang BB (2007) MicroRNA-378 promotes cell
survival, tumor growth, and angiogenesis by targeting Sulu and Fus-1
expression. Proc Natl Acad Sci U S A 104: 20350-20355.

. Song G, Sharma AD, Roll GR, Ng R, Lee AY, et al. (2010) MicroRNAs control
hepatocyte proliferation during liver regeneration. Hepatology 51: 1735-1743.

. Flavin R], Smyth PC, Laios A, O*Toole SA, Barrett C, et al. (2009) Potentially
important microRNA cluster on chromosome 17p13.1 in primary peritoneal
carcinoma. Mod Pathol 22: 197-205.

. LiD, Zhao Y, Liu G, Chen X, Qi Y, et al. (2011) Analysis of MiR-195 and MiR-

497 expression, regulation and role in breast cancer. Clin Cancer Res 17: 1722—

1730.

Korpal M, Lee ES, Hu G, Kang Y (2008) The miR-200 family inhibits

epithelial-mesenchymal transition and cancer cell migration by direct targeting

20.

March 2013 | Volume 8 | Issue 3 | e60155

— 330 —



21.

22,

23.

24.

26.

of E-cadherin transcriptional repressors ZEB1 and ZEB2. J Biol Chem 283:
14910~14914.

Kim YK, Yu J, Han TS, Park SY, Namkoong B, et al. (2009) Functional links
between clustered microRNAs: suppression of cell-cycle inhibitors by microRNA
clusters in gastric cancer. Nucleic Acids Res 37: 1672-1681.

Zhang X, Wang X, Zhu H, Zhu C, Wang Y, et al. (2010) Synergistic effects of
the GATA-4-mediated miR-144/451 cluster in protection against simulated
ischemia/reperfusion-induced cardiomyocyte death. J Mol Cell Cardiol 49:
841-850.

Guo J, Miao Y, Xiao B, Huan R, Jiang Z, et al. (2009) Differential expression of
microRMNA species in human gastric cancer versus non-tumorous tissues.
J Gastroenterol Hepatol 24: 652-657.

Ichimi T, Enckida H, Okuno Y, Kunimoto R, Chiyomaru T, et al. (2009)
Identification of novel microRNA targets based on microRNA signatures in
bladder eancer. Int J Cancer 125: 345-352.

. Soon PS, Tacon L], Gill A, Bambach CP, Sywak MS, et al. (2009) miR-195

and miR-483-5p Identfied as Predictors of Poor Prognosis in Adrenocortical
Cancer. Clin Cancer Res 15: 7684-7692.

Suzuki HI, Yamagata K, Sugimoto K, Iwamoto T, Kato S, et al. (2009)
Modulation of microRNA processing by p53. Nature 460: 529-533.

PLOS ONE | www.plosone.org

12

27.

28.

29.

30.

31

32,

— 331 —

Tumor-Suppressive miR-497-195 Cluster in HCC

Suzuki H, Takatsuka S, Akashi H, Yamamoto E, Nojima M, et al. (2011)
Genome-wide profiling of chromatin signatures reveals epigenetic regulation of
MicroRNA genes in colorectal cancer. Cancer Res 71: 5646-5658.

Finnerty JR, Wang WX, Hebert SS, Wilfred BR, Mao G, et al. (2010) The miR-
15/107 group of microRNA genes: evolutionary hiology, cellular functions, and
roles in human diseases. J Mol Biol 402: 491-509.

Calin GA, Dumitru CD, Shimizu M, Bichi R, Zupo S, et al. (2002) Frequent
deletions and down-regulation of micro- RNA genes miR15 and miR16 at
13q14 in chronic lymphocytic leukemia. Proc Natl Acad Sci U § A 99: 15524~
15529.

Bueno M]J, Malumbres M (2011) MicroRNAs and the cell cycle. Biochim
Biophys Acta 1812: 592-601.

Mongroo PS, Rustgi AK (2010) The role of the miR-200 family in epithelial-
mesenchymal transition. Cancer Biol Ther 10: 219-222.

Matsumura S, Imoto I, Kozaki KI, Matsui T, Muramatsu T, et al. (2012)
Integrative Array-Based Approach Identifies MZB1 as a Frequently Methylated
Putative Tumor Suppressor in Hepatocellular Carcinoma. Clin Cancer Res 18:
3541-3551.

. Furuta M, Kozaki KI, Tanaka S, Arii S, Imoto I, et al. (2010) miR-124 and

miR-203 are epigenetically silenced tumor-suppressive microRNAs in hepato-
cellular carcinoma. Carcinogenesis 31: 766-776.

March 2013 | Volume 8 | Issue 3 | e60155



J Gastroenterol
DOI 10.1007/s00535-013-0899-6

Alcohol consumption and recurrence of non-B or non-C
hepatocellular carcinoma after hepatectomy: a propensity

score analysis

Atsushi Kudo - Shinji Tanaka - Daisuke Ban -
Satoshi Matsumura - Takumi Irie - Takanori Ochiai -
Noriaki Nakamura - Shigeki Arii - Minoru Tanabe

Received: 29 May 2013/ Accepted: 4 October 2013
© Springer Japan 2013

Abstract

Background The aim of this study was to identify factors
related to the recurrence of non-B or non-C (NBNC)
hepatocellular carcinoma (HCC).

Study design Between April 2000 and March 2012, out of
621 consecutive HCC patients at our institution, 543 who
underwent initial hepatectomy and had no extrahepatic
metastases were enrolled in the study. Multivariate analysis
were performed to identify risk factors for poor disease-
free survival (DFS).

Results  The 5-year DFS rate of NBNC (34 %) was better
than that of hepatitis virus B (30 %, P = 0.011) and hep-
atitis virus C (21 %, P < 0.0001), significantly. Multivar-
iate analysis revealed NBNC [hazard ratio (HR), 0.5; 95 %
CI, 0.4-0.8; P < 0.0001)] to be an independent factor for
DFS rate. We constructed a propensity score matching
model with the 543 patients, and the 5-year DFS rates with
and without severe alcohol liver disease (ALD) were 31.6
and 47.5 %, respectively (P = 0.013). In the 163 NBNC
patients, severe ALD, mild ALD, and no ALD were seen in
35, 56, and 72 patients, respectively. Multivariate analysis
revealed a vascular invasion into the hepatic vein (HR, 3.3;
95 % CI, 1.7-6.3; P < 0.0001) and severe ALD (HR, 2.0;
95 % CI, 1.1-3.6; P = 0.020) to be independent risk fac-
tors for poor DFS. By propensity score matching between
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mild and severe ALD, the 5-year DFS rates with severe and
mild ALD were 26 and 50 %, respectively (P = 0.035).
Conclusions The prognoses of NBNC patients were bet-
ter than those of patients with viral infections. Among the
NBNC patients, preoperative excessive alcohol intake
decreased DES rate of HCC occurrence after surgery.

Keywords Hepatitis B virus - Hepatitis C virus -
Non-B non-C - Hepatocellular carcinoma -
Recurrence - Hepatectomy

Abbreviations
AFP Alpha-fetoprotein

DCP Des-gamma-carboxy prothrombin
DFS Disease-free survival

HBV Hepatitis B virus

HCC Hepatocellular carcinoma

HCV Hepatitis C virus

NBNC Non-B non-C

HR Hazard ratio

oS Overall survival

Introduction

Primary liver cancer involving hepatocellular carcinoma
(HCC) is the fifth most common and fatal cancer world-
wide. HCC has been the most rapidly increasing cancer-
related cause of death in developed countries including
Japan, Australia, Canada, the United States, and throughout
Europe over the last two decades. The number of non-B
non-C (NBNC) HCC patients has increased rapidly [1].
Chronic viral hepatitis and liver cirrhosis following
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hepatitis B virus (HBV) and hepatitis C virus (HCV)
infection are responsible for most HCCs. The oncogenic
mechanism and clinicopathological characteristics of
HCCs critically depend on the type of hepatitis virus
involved [2, 3]. Patients with HBV-related HCCs may have
a better liver function reserve than those with HCV-related
tumors. The etiology is unclear in the other 15-50 % of
new HCC cases. In Japan, 10 % of patients diagnosed with
HCC have NBNC HCC.

Most patients with NBNC HCC have alcoholic liver
disease or nonalcoholic fatty liver disease (NAFLD)
including nonalcoholic steatohepatitis (NASH). Recent
studies have indicated that both NASH and excessive
alcohol intake increase the risk of developing HCC [4].
The prevalence of NAFLD and NASH is reported to be 20
%and 1 %, respectively, among adults in Japan [5, 6], and
longitudinal outcome studies have reported that the prev-
alence of HCC in patients with NAFLD and NASH is
0-0.5 and 0-2.8 %, respectively, over a period of up to
19.5 years [7-10]. In Europe, alcohol-induced cirrhosis
accounts for one-third to one-half of all HCC cases [11—
13]. HCC is found in 10.1 % of patients with cirrhosis
caused by alcohol alone, and its prevalence is almost
identical to that of HCV infection [14]. The risk of
developing HCC increases when daily alcohol consump-
tion exceeds 80 g/day, whereas the adjusted odds ratio is
not increased significantly for patients who consume
alcohol at less than 80 g/day [15]. However, some reports
indicate that patients with NBNC HCC present with more
advanced tumors with poor differentiation, invasion, and
vascular involvement and a higher incidence of intrahe-
patic metastases than patients with HCCs associated only
with viral infection [16-18].

In this study, we aimed to elucidate the clinicopatho-
logical features of patients with NBNC HCC who had
undergone hepatectomy, and the factors, including preop-
erative alcoholism, that are associated with recurrence. For
a fair comparison, key factors that were responsible for
DFS were adjusted for by using propensity score-matched
analysis. Moreover, we examined whether alcoholism
promotes the recurrence of HCC after hepatectomy and
whether preoperative alcohol consumption is the best pre-
dictor of DFS in patients with NBNC HCC.

Patients and methods

Between April 2000 and March 2012, a total of 621
patients received initial treatment for HCC at the Depart-
ment of Hepatobiliary Pancreatic Surgery, Tokyo Medical
and Dental University. Of these patients, 545 patients
underwent initial hepatectomy for HCC and were not found
to have extrahepatic metastases. The 543 patients,

@ Springer

excluding two (one with autoimmune hepatitis and one
with primary biliary cirrhosis), were enrolled in the unad-
justed study. The baseline characteristics of the patients are
shown in Table 1 (The data of four HBV + HCV patients
are not shown). We classified NBNC patients into severe
ALD group (alcohol consumption > 80 g/day), no ALD
(alcohol consumption < 20 g/day), and mild ALD group
(20 g/day < alcohol consumption < 80 g/day). Alcoholic
history was available in 463 patients. Occult HBV infection
is defined by the absence of serologically detectable HBs
antigen despite the presence of HBc antibody in serum
[19, 20].

The decision to perform hepatic resection with ana-
tomical resection is generally determined by the Child-
Pugh A/B score and the indocyanine green retention rate at
15 min (ICG-R15) according to the Makuuchi criteria.
Non-anatomic resection includes partial resection. In the
anatomic resections performed in our study, the liver was
divided along the demarcation line after occlusion of the
portal vein and hepatic artery. When necessary, the main
feeding artery was identified by intravenous injection of
sonazoid [21]. We divided the liver parenchyma using an
ultrasonic dissector and other energy devices. Prior to
resection, all tumors were examined by intraoperative
ultrasonography and preoperative computed tomography
(CT). Intraoperative ultrasonography with contrast
enhancement was used, if necessary [22]. The size of the
tumors and length of the surgical margin were measured
before fixation of the specimens. The extent of macrovas-
cular invasion was determined using preoperative CT, as
microvascular invasion could not be determined before
hepatectomy. Microvascular invasion was evaluated on the
basis of histological findings if macrovascular invasion was
not noted. Background liver cirrhosis and surgical margins
were assessed by microscopic examination of the speci-
mens. After discharge, all the patients were examined for
recurrence by ultrasonography every 3 months and by
dynamic CT every 6 months. The median follow-up period
after surgery was 2.9 years (range 0-11.2 years). DFS was
defined as the interval between the operation and the date
on which recurrence was diagnosed or the end of the
observation period if no recurrence was noted. The general
rules for the clinical and pathological study of primary liver
cancer by liver cancer study group of Japan (5th edition,
revised version) simply classify the liver histology into
normal liver, chronic hepatitis, and liver cirrhosis. The rule
describes the classification of the hepatic fibrosis in detail,
as follows: no fibrosis (f0), increased fibrosis of portal area
(f1), bridging fibrosis (f2), bridging fibrosis with distorted
hepatic lobules (f3), and liver cirrhosis (f4). The patients’
medical records were reviewed systematically for relevant
clinical data (gender, age, viral infection, alcohol use, and
liver function), tumor factors (primary tumor size and
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Table 1 Baseline characteristics of patients with non-B non-C hepatocellular carcinoma

HBV (N = 96) HCV (N = 275) NBNC (N = 168) P
Age (years) 593 4+ 114 684 £ 7.6 68.5 £ 11.2 <0.0001*
Gender
Male 74 (17 %) 200 (73 %) 141 (84 %) 0.025*
Alcoholism (4) 21 (25 %) 66 (26 %) 100 (60 %) <0.0001*
Severe ALD (+) 9 (12 %) 18 (8 %) 35 (24 %) <0.0001*
Liver function
ICG-RI15 (%) 151 £ 11.7 193+ 114 152 £9.5 <0.0001*
AST (IU/L) 48.7 4= 45.8 60.3 £ 41.7 42.6 £27.0 <0.0001*
Platelet (10%/mL) 16.2 4 8.1 1354+ 6.7 19.5 4+ 11.0 <0.0001*
Prothrombin time (%) 84.5 + 18.2 859 4+ 153 86.1 & 16.6 0.853
Albumin (g/dL) 40£05 38 +£0.6 4.0+ 04 <0.0001*
Total bilirubin (mg/dL) 1.0 = 1.0 08404 0905 0.443
Child Pugh score 49+ 1.6 52413 48 £ 1.7 0.092
Tumor factors
Tumor size (cm) 54-+44 40+25 5.8 £4.1 <0.0001*
Tumor number 1.5+ 1.1 1.6 £ 1.0 15412 0.98
Alpha-fetoprotein (ng/mL) 12854 £ 66264 3497 4 27261 2477 4 14500 0.179
DCP (AU/L) 6267 + 31637 3351 4 17435 11644 + 44165 0.101
Anatomic resection (+) 68 (71 %) 162 (59 %) 123 (73 %) 0.017*
Pathological findings
Micro-vascular invasion
vp (+) 49 (51 %) 101 (37 %) 69 (41 %) 0.102
vy (+) 12 (13 %) 33 (12 %) 22 (15 %) 0.829
b (+) 56 %) 13 (5 %) 15 (9 %) 0.188
Chronic hepatitis (+) 35 (36 %) 112 (41 %) 65 (40 %) 0.793
Liver cirrhosis (+) 50 (52 %) 153 (56 %) 55 (34 %) <0.0001*
Surgical margin (+) 19 (20 %) 53 (19 %) 23 (14 %) 0.270

Values are shown as the mean 4= SD

ALD alcoholic disease, DCP des-gamma-carboxy prothrombin, HBV hepatitis B virus, HCV hepatitis C virus, NBNC non-HBV non-HCV

* P < 0.05 considered statistically significant

tumor markers), operative procedure, and pathological
findings. We determined alcoholism as some mental and/or
physical status related to alcohol dependence [23]. Follow-
up data were updated yearly or at shorter intervals, and the
last follow-up examination was performed in March 2012.

Statistical analysis were performed using SPSS version
21.0 (IBM Inc., Chicago, IL, USA), unless otherwise sta-
ted. Analysis of variance and the 7° test were used for
continuous and categorical data, respectively. The odds
ratio for recurrence for each factor was examined by uni-
variate analysis using the Cox proportional hazards model.
Variables found to be statistically significant on this basis
were entered into multivariate analysis. DFS was analyzed
using the Kaplan-Meier method and the log-rank test. A
P value of <0.05 was considered statistically significant; all
tests were two-sided.

Because hepatectomy was not performed on the basis of
random assignment in the present study, confounding

factors could hamper the observations obtained from
unadjusted factors. To reduce the potential bias, a pro-
pensity score [24] was calculated to assess the conditional
probability of treatment according to the individual’s
covariates and to balance treatment choice-related vari-
ables such that the analysis simulated random assignment
[25].

The propensity score was estimated using a logistic
regression model in which outcome was the binary vari-
able, severe ALD group versus mild ALD group (0, mild
ALD groups; 1, severe ALD group), and the explanatory
variables were the independent factors obtained from the
multivariate analysis for DFS, such as pathological chronic
hepatitis, preoperative serum albumin level, and tumor
vascular invasion into the hepatic vein in the analysis of 91
NBNC patients. The propensity score was estimated
between the categorizing of severe ALD group versus no-
severe ALD group (0, no-severe ALD groups; 1, severe
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ALD group) in the analysis of 543 patients. Without
replacement, one-to-one pair matching by estimated pro-
pensity score generated 15 matched pairs of mild versus
severe ALLD (Table 4) and 55 matched pairs of patients
with and without severe ALD (Supplementary Table 2).
All matching processes were performed by the aforemen-
tioned SPSS version 21.0. The degree of covariate imbal-
ance in the unmatched and matched samples was measured
using the standardized (mean and proportion) difference
proposed by Austin et al [26]. It has been suggested that a
standardized difference of greater than 20 % represents
meaningful imbalance in a given variable between treat-
ment groups [27].

Results

The baseline characteristics of the patients are summarized
in Table . Liver function of the NBNC patients was, on
average, better than that of HCV-infected patients, as
judged by the ICG-R1S5, aspartate aminotransferase level,
platelet count, and albumin level (P < 0.0001); while the
prothrombin time, total bilirubin level, and Child-Pugh
scores were comparable. Liver cirrhosis was significantly
less frequent in NBNC patients (34 %) than in HCV-
(56 %) and HBV- (52 %) infected patients (P < 0.0001).
The mean tumor size was larger in the NBNC patients than
in the HCV-infected patients, whereas the other indices of
tumor malignancy, such as microvascular invasion, serum
alpha-fetoprotein (AFP) level, and des-gamma-carboxy
prothrombin (DCP) level, did not vary significantly.
Alcoholism and severe ALD were more evident in NBNC
patients than in the other two groups (P < 0.0001). The
groups did not differ significantly with respect to the
pathological surgical margin, although it was noteworthy
that non-anatomic resection was frequently selected for
HCV-infected patients. As shown in Fig. 1, the DFS rate of
NBNC patients was longer than that of HBV and HCV
patients. The 5-year DFS rates were 30, 21, and 34 % in the
HBV, HCV, and NBNC groups, respectively. The NBNC
patients experienced recurrence less frequently than did
patients infected with HBV (P = 0.011) and HCV
(P < 0.0001; Fig. 1). We excluded the cases of autoim-
mune hepatitis and primary biliary cirrhosis from NBNC
group.

In univariate analysis of 543 patients, NBNC was an
important determinant for good prognosis (HR, 0.6; 95 %
CI, 0.4-0.8, P <0.0001), as shown in Supplemental
Table 1. The other determinants were liver functional
reserve factors (ICG-R15, serum AST, prothrombin time,
and serum albumin), tumor factors (size, number, serum
tumor marker, vascular invasion), noncancerous liver
histology (chronic liver hepatitis and liver cirrhosis), and
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Fig. 1 Disease-free survival of patients with non-B non-C (NBNC)
hepatocellular carcinoma. Open squares, triangles, and circles denote
the disease-free survival (DFS) of patients with HBV, HCV, and
NBNC, respectively. The DFS of the non-B non-C (NBNC) group
was better than that of the HBV group (P = 0.011) and HCV group
(P < 0.0001)

surgical factors (anatomic resection, surgical margin).
Multivariate analysis revealed that NBNC (HR, 0.5; 95 %
CIL, 04-0.8, P <0.0001), ICG-R15, serum AST, tumor
number, vascular invasion, anatomic resection and path-
ological chronic hepatitis. Taking into account factors
related to prognosis, we compared the DFS rate of
patients in the presence and absence of the severe ALD,
adjusting for the risk factors using propensity score
matching. The area under the ROC curves (C value) was
0.892 &£ 0.016 SE for predicting severe ALD considering
alcoholism. As shown in Supplemental Table 2, all fac-
tors related to recurrence were adjusted significantly
considering the propensity score constructed with the
aforementioned factors. There was no significant differ-
ence between the two groups with respect to propensity
score after the adjustment (P = 1.000), though there was
a significant difference before the propensity adjusting
(P < 0.0001). Younger age, male gender, alcoholism, and
higher albumin level observed in the severe ALD group
before the matching were completely adjusted after the
matching. The DFS rates with and without the severe
ALD groups were compared (Supplemental Fig. 1). The
1-, 3-, and 5-year DFS rates were 70, 32, and 32 % in the
severe ALD group and 76, 68, and 48 % in the no-severe
ALD group, respectively. There was a remarkable dif-
ference between the two groups with respect to DFS rates
(log-rank; P = 0.013). These results suggest that severe
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ALD also increases the risk of HCC recurrence amongst
all patients with NBNC HCC.

These findings led us to determine which factor decides
the DFS rate of NBNC patients. A total of 35 out of 168
NBNC patients were classified as having severe ALD
(Table 2). The alcoholic history was available in 163
NBNC patients. Of these 168 patients, 17 patients tested
positive for serum HBc antibody (+). Severe ALD was
associated with being male (P = 0.005), alcoholism
(P < 0.0001), small tumor size (P = 0.040) and liver cir-
rhosis (f4) (P = 0.011). There was no difference in all
fibrosis grades except for liver cirrhosis grade (f4) among
the three groups. As shown, there was no difference in
fibrosis grade (f0—3) among the three groups. There was no

significant difference among the groups with respect to any
of the other factors. The mean follow-up period after sur-
gery was 2.7 years. As shown in Fig. 2, the 5-year DFS
rates were 25.2 and 51.2 % in the severe and mild ALD,
respectively (P = 0.013). However, the result may be
biased by additional determinants of DFS, for example,
liver cirrhosis. Liver cirrhosis (f4) was the most evident in
the severe ALD group among the three groups, though the
liver function was not different and tumor size was the
largest in the no-ALD group.

Table 3 summarizes the results of univariate analysis of
DFS in 163 NBNC patients (excluding five patients whose
alcohol histories were not available), which show that a
decreased serum albumin level (P = 0.033), tumor number

Table 2 Background
characteristics of 168 NBNC

Non-B non-C hepatocellular carcinoma

patients with alcohol Severe ALD Mild ALD No ALD P
consumption (n = 35) (n = 56) (n="172)
Mean + SD Mean &+ SD Mean + SD
Age (years) 65.3 + 8.6 69.2 £ 9.7 694 4+ 13.2 0.166
Gender
Male 33/94 % 5191 % 53/74 % 0.005*
AST (IU/L) 45.8 + 32.0 40.6 + 269 42.8 + 24.5 0.677
Platelet (104/pL) 174 £ 75 19.1 £ 9.6 20.7 £ 13.0 0.337
Alcoholism (+) 28/90 % 42/75 % 5/7 % <0.0001*
HBc antibody (+) 2/6 % 2/4 % 13/22 % 0.017%*
Liver function
ICG-R15 (%) 14.7 £ 8.3 159+ 95 15.1 £ 10.3 0.810
Prothrombin time (%) 87.6 = 12.5 84.7 + 20.3 86.1 = 154 0.919
Albumin (g/dL) 42 4+ 0.3 4.0£04 4.0 £ 0.5 0.107
Total bilirubin (mg/dL) 09 £ 04 0.9 + 0.6 0.9 £+£0.5 0.767
Child-Pugh score 44 4+ 1.8 48 + 1.6 50+ 1.6 0.175
Tumor factors
Tumor size (cm) 49 + 3.1 52 + 3.8 6.7 4.5 0.040%*
Number 1.5 +£07 1.6 £ 1.7 1.4 £ 1.0 0.611
Alpha-fetoprotein (ng/ 2357 + 8358 435 £+ 1758 3923 + 21024 0.420
mL)
DCP (AU/L) 2970 + 8721 8142 + 34595 14434 + 44929 0.296
Anatomic resection (+) 27177 % 35/63 % 58/81 % 0.062
Pathological findings
Surgical margin (+) 3/9 % 9/16 % 11/15 % 0.394
No fibrosis (f0) (++) 5/14 % 19/35 % 23/33 % 0.128
Portal fibrosis (f1) (+) 7120 % 59 % 10/14 % 0.354
Values are shown as the Bridging fibrosis (f2) (+) 1/3 % 8/15 % 12/17 % 0.110
mean = SD. The alcohol Distorted Iobules (f3) (+) 3/9 % 417 % 7/10 % 0.867
g‘asg‘e’;ytswas not available in five 5 0 ihosis (#4) (4)  19/54 % 18/33 % 17/25 % 0.011%
b biliary invasion, DCP des- Chronic hepatitis (+) 11/31 % 19/35 % 34/49 % 0.133
gamma-carboxy prothrombin, Micro-vascular invasion
pv portal venous invasion, vp (+) 11/31 % 23/41 % 34/47 % 0.297
vv hepatic venous invasion W (4) 3/9 % 7114 % 12/19 % 0.410
* P < 0.05 considered “b () 5/14 % 417 % 6/8 % 0.489
significant
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