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Induction of autophagy and senescence by
knockdown of ROC1 E3 ubiquitin ligase to suppress
the growth of liver cancer cells

D Yang'?, L Li"® H Liu®, L Wu?, Z Luo™?, H Li%, S Zheng?, H Gao', Y Chu'®, Y Sun®, J Liu*'? and L Jia*"*

Regulator of Cullins-1 (ROC1) or RING box protein-1 (RBX1) is an essential RING component of Cullin-RING ligase (CRL). Our
previous studies showed that ROC1 is required for the growth of several cancer cell lines while ROC1 siRNA silencing
inactivates CRL, leading to cell cycle arrest, cell senescence and/or apoptosis. However, it is completely unknown whether ROC1
knockdown triggers autophagic response by inactivating CRL. Moreover, the role of ROC1 in liver cancer remains elusive. In this
study, we reported that ROC1 knockdown significantly inhibited the growth of liver cancer cells by sequentially and
independently inducing autophagy and p21-dependent cell senescence. Mechanism analysis revealed that ROC1 silencing
triggered autophagy by inhibition of mammalian target of rapamycin (nTOR) activity due to accumulation of mTOR-inhibitory
protein Deptor, a substrate of CRL. Consistently, Deptor knockdown significantly blocked autophagy response upon ROC1
silencing. Biologically, autophagy response upon ROC1 silencing was a survival signal, and blockage of autophagy pathway
sensitized cancer cells to apoptosis. Finally, we demonstrated that ROC1 was overexpressed in hepatocellular carcinomas,
which is associated with poor prognosis of liver cancer patients. These findings suggest that ROC1 is an appealing drug target
for liver cancer and provide a proof-of-concept evidence for a novel drug combination of ROC1 inhibitor and an autophagy
inhibitor for effective treatment of liver cancer by enhancing apoptosis.
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The Cullin-RING ligase (CRL) (also known as SKP1-Cullin- The core structure of CRL/SCF is a complex of regulator of

F-box proteins (SCF) E3 ubiquitin ligases as its founding
member) is the largest family of multiunit ubiquitin ligases. CRL/
SCF E3 ligase (CRL/SCF) regulates diverse biological
processes by controlling the degradation of a variety of
substrates, including tumor suppressors, oncoproteins, cell
cycle regulators, transcriptional factors and signal transducers,
whereas its dysfunction leads to carcinogenesis and tumor
progression, suggesting CRL/SCF as a potential anticancer
target.”® Most recently, MLN4924, as a first-in-class inhibitor of
Nedd8-activating enzyme, was discovered via high-throughput
screening. By blocking cullin neddylation, which is required for
CRL/SCF activity, MLN4924 inactivates CRL/SCF, leading to
the accumulation of CRL/SCF substrates and the subsequent
growth suppression of cancer cells.®> Owing to its promising
anticancer efficacy, MLN4924 has been advanced into phase |
trials for several solid tumors and hematological malignancies,
which further highlights the promise of targeting CRL/SCF E3
for drug discovery and cancer treatment.*®

Cullins-1 (ROC1) in which ROC1 interacts with all seven cullin
family members to activate CRL/SCF.® ROC1 is a highly
evolutionarily conserved RING-H2 finger domain-containing
protein that binds to two zinc ions and is required for CRL/SCF
ligase activity.”® On one hand, ROC1 complexes with cullin
and through which the substrate-recruiting proteins to form
functional CRL/SCF E3 ligases, and on the other hand, ROC1
binds to ubiquitin-loaded E2 ubiquitin-conjugating enzyme,
catalyzing the reaction of transferring ubiquitin to specific
substrates for proteasome-targeted degradation.® As an
essential component of CRL/SCF, ROC1 is required for the
development of Caenorhabditis elegans,'® Drosophila'* and
mouse, 2 by preventing the accumulation of growth-suppres-
sive substrates of CRL/SCF, such as p27.12

Recently, we reported that ROC1 is overexpressed in
multiple human tumor tissues whereas ROC1 knockdown
via siRNA silencing suppresses the growth of multiple lines of
cancer cells.’ Mechanistically, ROC1 silencing disassembles
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CRL/SCF complexes and thus inhibits CRL/SCF activity. As
the result, DNA replication licensing proteins CDT1 and ORC1,
two well-known CRL/SCF substrates, accumulate to trigger
DNA damage response, leading to G2-M cell cycle arrest,
senescence and/or apoptosis in cancer cells. A recent study
showed that autophagy could mediate the transition of
oncogene-induced senescence (OIS)."*'® Here, we deter-
mined whether ROC1 knockdown also induces autophagy and
reported that, in liver cancer cells, ROC1 knockdown induces
autophagy in addition to senescence, leading to substantial
growth suppression. We also found that ROC1 is over-
expressed in liver cancer, which is associated with poor
survival of patients. Thus, our study provides the first piece of
appealing evidence supporting the notion that ROC1 is an
attractive target for liver cancer as well as serving as a potential
prognosis marker.

Results

ROC1 silencing suppressed the growth of liver cancer
cells in vitro and in vivo. To address the role of ROC1 in
the growth of liver cancer cells, we knocked down ROC1 in
HepG2 and Huh7 cells using two siRNA oligoes targeting two
well-identified regions of ROC1 sequences (named siROC1
and siROC1-2, respectively, Figures 1a and b; Supplemen-
tary Figure 1). ROC1 knockdown significantly inhibited the
proliferation of HepG2 and Huh7 cells (Figures 1c and d;
Supplementary Figure 1). ROC1 silencing also notably
suppressed clonogenic survival by inhibiting colony formation
in both cell lines (Figures 1e and f). Based on these in vitro
findings, we further hypothesized that the ability of in vivo tumor
formation of siROC1-silenced cells would be significantly
impaired when compared with siControl cells. To address this,
we next evaluated the effect of ROC1 knockdown on
tumorigenesis using LM6'®'” xenograft model of human
hepatocellular carcinomas (HCCs) with rapid growth upon
transplantation into mice. We first confirmed that ROC1
knockdown indeed caused substantial growth suppression of
LM®6 cell in culture (Figure 1g), and then implanted LM6 cells
transfected with control siRNA (siControl) and siROC1 into the
left or right flanks of nude mice, respectively. As shown in
Figure 1h, the tumor growth in the siROC1 group was
significantly inhibited by 70% when compared with that of the
siControl group. Thus, transient knockdown of ROC1 by siRNA
silencing is sufficient to suppress in vivo tumor formation. Taken
together, these findings demonstrated that ROC1 is required for
the growth of liver cancer cells both in vitro and in vivo.

ROC1 silencing induced G2-M cell cycle arrest
and p21-dependent cell senescence. To investigate the

mechanism underlying the growth suppression of liver
cancer cells by ROC1 knockdown, we first determined cell
cycle profile of the ROC1-silenced cells by Pl staining and
FACS analysis. As shown in Figure 2, siROC1 induced the
G2-M arrest, which occurred at 48h post ROC1 silencing,
and reached a peak at 96 h in HepG2 (Figure 2a) and Huh7
(Figure 2b) as well as LM6 cells (data not shown). No
obvious apoptosis occurred, as demonstrated by the lack of
sub-G1 peak. Morphologically, when compared with control
cells, ROC1-silenced cells were much larger in size with
flattened shape, a feature of cell senescence, (Figures 2c
and d, top left panel). To determine whether ROC1 knock-
down indeed induced senescence, we examined the
expression of senescence-associated f-galactosidase (SA-
p-gal), a classic biochemical marker for cellular senescence,
in ROC1-silenced cells by SA-f-gal staining. We found that
about 40% of ROC1-knockdown cells, but <5% of control
cells, were positively stained (Figures 2c and d, bottom left
panel and right bar graph, and Supplementary Figure 2). The
findings indicated that cells arrested at the G2/M upon ROC1
knockdown eventually underwent senescence.

To address how ROC1 knockdown induced senescence in
liver cancer cells, we determined the activation status of the
p16/pRB and p53/p21 axes, two major senescence-triggering
pathways in response to stresses'® and found that ROC1
knockdown consistently induced the accumulation of CRL/
SCF substrate p21, but not p53, pRB and p16, in both HepG2
cells (Figure 2e and Supplementary Figure 2a) and Huh7
cells (Figure 2f and Supplementary Figure 2b), suggesting
a potential involvement of p21 in ROC1 silencing-induced
cellular senescence. We further showed that p21 knockdown
largely abrogated senescence response induced by ROC1
knockdown (Figures 2e and f, right bar graphs). These results
suggested that ROC1 knockdown induced a p21-dependent
cell senescence to suppress the growth of liver cancer cells.

ROC1 silencing induced autophagy as a novel cellular
response in liver cancer cells. Having established that
ROC1 knockdown induced cell senescence in liver cancer
cells, we next investigated whether ROC1 knockdown also
triggers autophagy, as a novel cellular response, to regulate
cell survival upon CRL/SCF inactivation. During autophagy,
microtubule-associated protein light chain 3-1 (LC3-l) is
converted to lipidated LCS3-1l, which is associated with
autophagic vesicles and displays classical punctate distribu-
tion, as classical hallmarks of autophagy.'®?° As shown in
Figure 3, ROC1 silencing induced time-dependent conver-
sion of LC3-l to LC3-Il in both HepG2 and Huh7 cells
(Figure 3a and Supplementary Figure 3) and punctate
distribution of membrane-associated lipidated LCS3Il in

>

Figure 1 The growth-suppressive effect of ROC1 silencing on liver cancer cells in vitro and in vivo. (a and b) ROC1 knockdown via siRNA silencing inhibited the
proliferation of HepG2 (a) and Huh7 (b) cells. The cells were transfected with siControl or SIROC1 for 24—120 h, and subjected to IB analysis of expression of ROC1 (a and b)
with actin as a loading control, quantification relative to actin by densitometric analysis using the Image J software (MD, USA), and cell proliferation assay by cell counting
(c and d, top panels) and CCK8 assay (c and d bottom panels). The results were presented as mean value + S.E. from three independent experiments with each running in
triplicate. (e and f) ROC1 silencing reduced colony formation in HepG2 (e) and Huh7 (f) cells. (g and h) ROC1 knockdown inhibited the growth of LM6 cells in vitro and in vivo.
LM6 cells transfected with siRNAs were subject to IB for ROC1 expression (g, top panel), quantification relative to actin by densitometric analysis using the Image J software,
cell proliferation assay in vitro (g, bottom panel) and xenograft tumor growth in vivo (h). The representative image for xenograft tumor on the nude mouse is shown on (h top
panel) and tumor growth curve was shown in (h bottom panel). (n=10). *P<0.05, **P<0.01 and ***P<0.001
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Figure2 ROCT1 silencing induced G2-M cell cycle arrest and p21-dependent cell senescence. (a and b) ROC1 silencing induced G2-M cell cycle arrest in HepG2 (a) and
Huh7 (b) cells. Cells were transfected with siControl or siROC1 for 48-120 h, and subjected to Pl staining and FACS analysis to determine cell cycle profile. (¢ and d) ROC1
silencing induced cell senescence in HepG2 (c) and Huh7 (d) cells. Cells were transfected with siControl or siROC1 for 120 h and subjected to cellular morphological
observation (top left panels), SA-f-gal staining (bottom left panels) and quantification of positively stained cells (right panels). (e and f) ROC1 silencing-induced cell
senescence is p21-dependent in HepG2 (e) and Huh7 (f) cells. The HepG2 and Huh7 cells transfected with sSiRNAs for 96 h, and were subjected to IB analysis of expression of
proteins indicated (left panels) and senescence analysis with SA-f-gal staining (right panels). The results were presented as mean value * S.E. from three independent

experiments, ***P<0.001

HepG2-EGFP-LC3 (Figure 3b, top left panel) and Huh7-
EGFP-LC3 cells (Figure 3b, top right panel). Specifically,
35-40% of ROC1-silenced cells, but only 5-10% of control
cells, underwent autophagy (Figure 3b, bottom panels).
Consistently, the degradation of p62, another autophagic
marker, was observed in both cell lines upon ROC1 knock-
down (Figure 3a). Furthermore, we performed cell staining
with acridine orange (AO) and FACS analysis to detect acidic
vesicular organelle (AVO) formation as a characteristic of
autophagy, and found significant accumulation of AVO in
the cytoplasm of ROC1-silenced cells, but not of control cells
(Figure 3c), suggesting the induction of autophagy upon
CRL/SCF inactivation. By transmission electron microscopy,
we further observed the obvious double-membrane auto-
phagosome and vacuoles with engulfed bulk cytoplasm and
cytoplasmic organelles in siROC1-silenced cells, but not in
siControl cells, as another golden hallmark of autophagy'®2°
(Figure 3d). Finally, we performed autophagic flux analysis
by treating cells with classical autophagy inhibitor,2%2!
including 3-methyladenine (3-MA), bafilomycin A1 (BafA1)
and Chloroquine (CQ), respectively. As expected, 3-MA
inhibited, but BafA1 and CQ enhanced the accumulation of
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LC3 I, indicating that autophagic flux was intact and
supraphysiological autophagic response was indeed induced
by ROC1 knockdown (Figure 3e). These results convincingly
demonstrated that ROC1 knockdown induces autophagy in
liver cancer cells. Furthermore, we found that ROC1 knock-
down also induced autophagy in Hela cervical cancer cells
and H1299 human lung carcinoma cells (Supplementary
Figure 4), indicating that the effect is not limited to liver
cancer cells, and is likely a general phenomenon.

ROC1 silencing induced the accumulation of mamma-
lian target of rapamycin (MmTOR)-inhibitory protein
Deptor to trigger autophagy response. As ROC1 silen-
cing triggers cellular responses by inactivating CRL/SCF,
leading to the accumulation of CRL/SCF substrates, we next
searched for CRL/SCF substrates whose accumulation may
trigger autophagy. We focused on Deptor, a naturally
occurring inhibitor of mTOR, a well-known negative regulator
of autophagy, as our recent study showed that Deptor is
bona fide SCF E3 ligase substrate.??2* We hypothesized
that by inactivating CRL/SCF to induce Deptor accumulation,
thus inhibiting mTOR activity, ROC1 knockdown could trigger
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Figure 3 ROC1 silencing induced autophagy in liver cancer cells. (a) ROC1 silencing induced obvious conversion of LC3-I to LC3-Il and p62 degradation in HepG2 (left
panel) and Huh? (right panel) cells. Cells transfected with siControl or sSROC1 for 48-120 h were subjected to IB analysis for the expression of LC3 and p62 with actin as a
loading control, and quantification relative to actin by densitometric analysis using the Image J software. (b) ROC1 silencing at 120 h induced punctuative distribution of
membrane-associated lipidated LC3Il in HepG2-EGFP-LC3 (left panels) and Huh7-EGFP-LC3 (right panels) cells, observed with fluorescence microscope. Arrows denoted
punctate vesicle structure indicating autophagy induction. The percentage of cells undergoing autophagy in 10 independent areas was quantified (b, bottom panels). (¢) ROC1
silencing at 120 h induced significant accumulation of AVO in HepG2 (left panel) and Huh7 (right panel) cells, determined by AO staining and FACS analysis. (d) Obvious
double-membraned autophagosome and vacuoles with engulfed bulk cytoplasm and cytoplasmic organelles in siROC1, but not siControl HepG2 cells at 120 h. (e) Autophagic
flux analysis. HepG2 or Huh7 cells, transfected with siControl or SIROC1 for 48 h, were incubated with or without CQ (50 M), BafA1 (50 nM) or 3MA (5 mM) for 6 h. The
treated cells were then subject to IB analysis with actin as a loading control, and quantification relative to actin by densitometric analysis using the Image J software

autophagy. Indeed, we found that, in HepG2 and Huh7 phosphorylated 4EBP1 (p-4EBP1; Figure 4b), which are
cells, the ROC1 knockdown caused Deptor accumulation phosphorylated by mTOR and serve as classical markers for
(Figure 4a) and mTOR inactivation, as demonstrated by the mTOR activation.?? As a positive control, the classical mMTOR
significant decrease in phosphorylated 70S6K (p-70S6K) and inhibitor rapamycin was included and shown to induce a
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Figure 4 The accumulation of mTOR-inhibitory protein Deptor contributed to autophagy response upon ROC1 silencing. (a and b) Cells transfected with siControl or

siROC1 were subjected to IB analysis for expression of indicated proteins over

time. ROC1 silencing induced Deptor accumulation (a) and mTOR inactivation, as

demonstrated by notable reduction of p70S6K and p4EBP1 in HepG2 cells (b). (c—f) Autophagy was rescued by Deptor siRNA silencing. Deptor knockdown largely abrogated
ROCH silencing-induced conversion of LC3-I to LC3-Il in HepG2 (c) and Huh7 (e) cells, and decreased classical punctuative distribution of EGFP-LC3 in HepG2-EGFP-LC3
(d) and Huh7-EGFP-LC3 (f) cells 96 h post transfection. The percentage of GFP-punctuate-positive cells were quantified by counting cells in 10 independent areas. The results
were presented as mean value * S.E. from three independent experiments with each running in triplicate. **P<0.01

significant reduction of p-4EBP1 and p-70S6K and trigger
autophagy in liver cancer cells (data not shown). To
determine whether the accumulation of Deptor upon ROC1
knockdown triggered autophagy directly, we knocked down
Deptor via siRNA silencing and examined its effect on
autophagy response in ROC1-silenced cells. Deptor knock-
down largely abrogated ROC1 silencing-induced autophagy,
as demonstrated by reduced conversion of LC3-1 to LC3-Il in
HepG2 and Huh7 cells (Figures 4c and e) and decreased
classical punctate distribution of EGFP-LC3 in HepG2 and
Huh7 cells expressing EGPP-LC3 (Figures 4d and f). These
findings indicated that Deptor is essential and causally
related to autophagy induced by ROC1 knockdown in liver
cancer cells.

Sequential induction of autophagy and senescence by
ROC1 knockdown. As we found that ROC1 knockdown
induced both senescence and autophagy in liver cancer
cells, we then determined how these cellular responses
occurred temporally. To address this, we measured
punctuative distribution of EGFP-LC3 for autophagy and
performed the SA-f-gal staining for senescence in HepG2-
EGFP-LC3 and Huh7-EGFP-LC3 cells upon ROC1 knock-
down. As shown in Figure 5, autophagy occurred as early as
24 h, continued to increase over time and reached the peak
at 120h post treatment in both HepG2 and Huh7 cells
(Figures 5a and b). In contrast, senescence started to occur
at 72h with continuous increase and reaching the peak at
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120 h (Figures 5¢ and d). These data suggested that ROC1
knockdown caused a sequential induction of autophagy and
senescence, with autophagy dominating at the early stage in
liver cancer cells.

To address the possible relevance of autophagy activation
to the occurrence of cell senescence, we blocked autophagy
pathway by knockdown of autophagy essential genes Beclin
and Atg5 in ROC1-silenced cells, and determined its effect
on senescence induction, reflected by SA-f-gal staining, in
HepG2 and Huh7 cells. As shown in Figures 5e—h, the
blockage of autophagy pathway had no obvious effect on
senescence induction upon ROC1 knockdown in both cell
lines.

Autophagy induced by ROC1 knockdown was a survival
signal and blockage of autophagy pathway promoted
cancer cell death by triggering apoptosis. Next, we
addressed the role of autophagy response induced by
ROC1 knockdown in growth suppression of liver cancer
cells. We blocked autophagy pathway via siRNA silencing of
autophagy essential genes ATG5 or Beclin1 (Figures 6a and
b, left panels), and found that while ROC1 knockdown
consistently suppressed cell growth, knockdown of ATG5 or
Beclin1 alone did not notably affect cell proliferation, as
compared with control cells. However, the simultaneous
knockdown of ROC1 and ATG5 or Beclin1 significantly
enhanced the growth-suppressive effect of siROC1 in both
HepG2 and Huh7 cells (Figures 6a and b, right panels),
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membrane-associated lipidated EGFP-LC3 under fluorescence microscope and senescence analysis (¢ and d) by SA-/3-gal staining at time points indicated. (e-h) Blockage
of autophagy pathway had no obvious effect on senescence induction upon ROC1 knockdown in liver cancer cells. HepG2 (e, g) and Huh7 (f, h) cells were transfected with
siRNAs as indicated and were subjected to IB analysis of expression of proteins indicated and senescence analysis with SA-f3-gal staining 96 h post transfection. A total of 10
independent areas were analyzed to quantify percentage of GFP-punctuate-positive cells (a and b) or SA-f-gal-positively stained cells(c and d, g and h).The results were
presented as mean value + S.E. from three independent experiments with each running in triplicate

suggesting that autophagy response as a survival signal
upon CRL/SCF inactivation. We next determined how
blockage of autophagy pathway enhanced growth-inhibitory
effect of ROC1 silencing. Morphological observation of
treated cells showed that combinational knockdown of

ROC1 with ATG5 or Beclin1 induced more cell death with
shrunk cellular morphology, a feature of cell apoptosis
(Supplementary Figure 5). Apoptosis assay using Pl and
Annexin V-FITC double staining further revealed that
simultaneous knockdown of ROC1/ATG5 or ROC1/Beclini
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Figure 6 Blockage of autophagy pathway enhanced growth-inhibitory effects of sSiROC1 by triggering apoptosis. HepG2 (a, ¢ and e) and Huh7 (b, d and f) cells were
transfected with siRNAs as indicated for cell proliferation assay in 24-120 h (a and b), or for apoptosis assay by either annexin V and Pl double staining (c and d) or by caspase
3 activation assay with the caspGLOW fluorescein active caspase-3 staining kit with FACS analysis (e and f) in 120 h. These data were representative results of at least two

independent experiments with similar trend

indeed rendered ROC1-silenced cells to undergo apoptosis
in both cell lines (Figures 6¢ and d). Moreover, we found that
combinational knockdown of ROC1 with ATG5 or Beclin1
significantly enhanced caspase3 activation when compared
with ROC1 silencing alone (Figures 6e and f), as another
golden maker of apoptosis induction. These data demon-
strated that autophagy upon ROC1 knockdown serves as a
survival signal and blockage of autophagy pathway sensi-
tizes liver cancer cells to apoptosis.

ROC1 overexpression was observed in HCCs and
predicted a poor prognosis in HCC patients. To investi-
gate the clinical significance of ROC1 in liver cancers, we first
determined the expression of ROC1 in HCCs and adjacent
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liver tissues by immunohistochemistry (IHC) staining of
human HCC tissue array containing 151 primary HCC
tissues and their adjacent liver tissues with a well-defined
anti-ROC1 antibody.'®'® As shown in Figure 7a, we found
that ROC1 was overexpressed in the tumor tissues (top
panels) compared with adjacent liver tissues (bottom
panels). Based upon the intensity of staining, we classified
the samples into four groups with increasing staining
intensity from weak (+) to the strongest (+ + + +;
Figures 7b and c). ROC1 expression was weak, falling into
groups 1 and 2, in a majority of adjacent normal tissues
(86%). But it was high, falling into groups 2—4 in a majority of
liver cancer tissues (85%; Figure 7c). We further quantified
the expression level of ROC1 in HCC tissues, as compared
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Figure7 ROC1 was overexpressed in HCCs and negatively correlated with patient survival. (a) IHC staining of human HCC tissue array using ROC1-specific antibody, as
described in Material and Methods. (b and c) Classification of samples according to the intensity of staining of ROC1 expression (n=151; P=0.001). (d) IB analysis to
determine expression of ROC1 in HCCs and adjacent liver tissues. A, adjacent liver tissues; T, HCC tumor tissues. Representative results of 12 out of 24 pair of tissues were
shown. (e) Quantification of ROC1 expression in HCCs and adjacent liver tissues (n=24). (f) Correlation analysis of ROC1 expression status and patient survival (n=75)

with their adjacent liver tissues (a total of 24 paired cancers
versus adjacent samples) by immunoblotting (IB) analysis.
As shown in Figures 7d and e, the level of ROC1 in tumor
tissues was significantly higher than that in the surrounding
adjacent liver tissues from the same patient.

Finally, we analyzed the correlation of ROC1 expression
status (low expression for group 1(+) and 2(+ +) versus
high expression for group 3(+ + +) and 4(+ + + +)) with
clinicopathological features of HCC patients. We found that
the ROC1 expression in the HCC tissues was negatively
correlated with the survival rate of the patients (Figure 7f,
P=0.027). Moreover, ROC1 expression seemed to be
positively correlated with (a) tumor size, as high level of
ROC1 expression was detected in 54 out of 87 tumors (62%)
with size >5cm, but in 28 out of 64 tumors (44%) with size
<5cm (Supplementary Table 1, P=0.032); and (b) to a less

extent, pathological differentiation grade, as high level of
ROC1 expression was detected in 36 out of 56 tumors (64%)
with differentiation grade 3, but in 7 of 20 tumors (35%) with
differentiation grade 1 (Supplementary Table 1, P=0.065).
However, no correlation between ROC1 expression and other
clinical parameters (e.g., age and tumor location) was
observed. Taken together, these findings suggested that
ROCT1 overexpression may be required for liver tumorigenesis
or for the maintenance of its malignant phenotypes.
Thus, ROC1 overexpression has a potential to be developed
as a prognosis biomarker for liver cancer patients.

Discussion

Our recent study revealed that ROC1 is essential for the
growth and survival in a number of human non-hepatic cancer
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cell models, as ROC1 knockdown caused sequential induc-
tion of G2/M arrest, senescence and apoptosis.'®'® Here, we
extended this work to liver cancer cells and found that ROC1
knockdown indeed remarkably suppressed growth and
survival of liver cancer cells with unique mechanisms involving
G2/M arrest, senescence and autophagy, but not apoptosis.
This difference in apoptotic induction in different cancer lines
is most likely attributed to cell line-specific responses, but not
the induction of autophagy, as ROC1 knockdown induced
autophagy in all these cancer lines of hepatic lineage
(Figure 3) and non-hepatic lineage (Supplementary Figure 4
and data not shown). Interestingly, apoptosis only occurs
when autophagy is inhibited in liver cancer cells in response to
ROC1 knockdown (Figure 6).

Cellular senescence is a mechanism to restrain proliferation
of potentially tumorigenic cells, and induction of senescence
in cancer cells has become a promising approach for cancer
therapy.'®2® In this study, we found that cell senescence
induced by ROC1 knockdown contributes to the growth
suppression of liver cancer cells. Consistently, recent studies
from our laboratory and other groups revealed that CRL/SCF
inhibition by MLN4924 also triggered cell senescence as
mechanism of growth suppression,?®2 indicating that induc-
tion of senescence is a general phenomenon of cancer cells in
response to CRL/SCF inactivation. However, unlike senes-
cence induced by ROC1 knockdown in H1299 and U87 cells
in which p21 was not involved,?® we found that ROCH1
knockdown-induced senescence in liver cancer cells is largely
dependent on p21, as (a) p21 is significantly induced in
response to ROC1 knockdown, and (b) simultaneous
knockdown of p21 and ROC1 remarkably abrogated the
senescence. This apparent discrepancy is likely due to cell
line-dependent accumulation of CRL/SCF substrates in
response to ROC1 knockdown. Nevertheless, it is noteworthy
that senescence induced by CRL/SCF inhibitor MLN4924 was
also attributable to p21 accumulation even in H1299 and U87
cells.?®

ROC1 knockdown-induced senescence in liver cancer
cells seemed to occur in a p53-independent manner as
ROCH1 silencing induced senescence in both wild type p53-
expressing HepG2 cells®® and mutant p53-containing Huh7
cells®® (Figure 2). Similarly, we previously reported that, in
other cancer cell lines, senescence induced by CRL/SCF
inactivation via either ROC1 knockdown or MLN4924 treat-
ment was also independent of p53.'%2¢ In addition, our recent
studies using multiple cancer lines indicated that senescence
induced by CRL/SCF inactivation is pRB-independent as
well.'®28 |n this study, we noticed that ROC1 knockdown
reduced, but not increased the level of the tumor suppressor
pRB, which contributes to cell senescence induction in some
circumstances,?® further excluding the involvement of pRB in
ROCH1 silencing-induced senescence in liver cancer cells.

Autophagy is a process of cellular stress response by which
some cytosolic materials are engulfed into autophagosome,
followed by lysosome-mediated degradation. In this study, we
made a novel observation that ROC1 knockdown induces
autophagy in liver cancer cells (Figure 3). In addition to liver
cancer cells, we found that autophagy could also be triggered
by ROC1 knockdown in multiple other cancer cell lines,
including Hela cervical cancer cells and H1299 human lung
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cancer cells (Supplementary Figure 4). Moreover, we found
that CRL/SCF inactivation by MLN4924 triggers autophagy in
a broad spectrum of cancer cells as well.>*®' These findings
indicate that autophagy is a universal cellular response to
CRL/SCF inactivation, induced by either siRNA knockdown of
its essential components (such as ROC1) or small molecule
inhibitors (such as MLN4924).

Several recent studies implied that autophagy may regulate
senescence. Reports from Narita and colleagues'*'® sup-
ported a promoting role of autophagy in OIS in human diploid
fibroblasts. They found that autophagy was activated during
mitotic senescence transition and contributed to the induction
of senescence. Consistently, overexpression of autophagy-
related gene ULK3 induced autophagy and senescence.
Conversely, another report®? showed that autophagy impair-
ment via the depletion of ATG7, ATG12 or lysosomal-
associated membrane protein 2 genes could also induce
premature senescence in human diploid fibroblasts. The
apparent discrepancy arising from these studies suggests
that (a) potential regulation of senescence by autophagy could
be context-dependent with mechanism(s) remaining elusive;
and (b) autophagy response is not required for senescence
induction under some circumstances. In this study, we found
that the blockage of autophagy pathway had no obvious effect
on senescence induction upon ROC1 silencing (Figure 5).
A potential explanation of our results may be that ROC1
knockdown triggered autophagy and senescence indepen-
dently, resulting from accumulation of different sets of CRL/
SCF substrates. Indeed, we showed that accumulation of
Deptor or p21 is causally related to autophagy and senes-
cence, respectively (Figures 2 and 4).

It is well known that mTOR, as an evolutionarily conserved
serine/threonine kinase, integrates signals from growth
factors, nutrients and stresses to regulate cell survival and
autophagy whereas the inhibition of mTOR by genetic
inactivation or small molecule inhibitor triggers au