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Advanced hepatocarcinoma (HCC) is an aggressive malignancy with poor prognosis

and limited treatment options. Alterations of the cyclin D-CDK4/6-Rb pathway occur

frequently in HCC, providing the rationale for its targeting at least in a molecular subset

of HCC. In a panel of HCC cell lines, we investigated whether the CDK4/6 inhibitor

palbociclib might improve the efficacy of regorafenib, a powerful multi-kinase inhibitor

approved as second-line treatment for advanced HCC after sorafenib failure and currently

under clinical investigation as first-line therapy in combination with immunotherapy.

In Rb-proficient cells, the simultaneous drug combination, but not the sequential

schedules, inhibited cell proliferation, either in short or in long-term experiments, and

induced cell death more strongly than individual treatments. Moreover, the combination

significantly reduced spheroid cell growth and inhibited cell migration/invasion. The

superior efficacy of palbociclib plus regorafenib emerged also under hypoxia and was

associated with a significant down-regulation of CDK4/6-Rb-myc andmTORC1/p70S6K

signaling. Moreover, regorafenib suppressed palbociclib-induced expression of cyclin

D1 contributing to the cytotoxic effects of the combination. Besides these inhibitory

effects on cell viability/proliferation, palbociclib and regorafenib reduced glucose uptake,

although this effect was dependent on the cell model and on the oxygen availability

(normoxia or hypoxia). Palbociclib and regorafenib combination impaired glucose uptake

and utilization, down-regulating basal and hypoxia-induced expression of HIF-1α, HIF-

2α, GLUT-1, and MCT4 proteins as well as the activity/expression of glycolytic enzymes

(HK2, PFKP, aldolase A, PKM2). In addition, regorafenib alone reduced mitochondrial

respiration. The combined treatment impaired glucose metabolism and respiration

without enhancing the effects of the single agents. Our findings provide pre-clinical

evidence for the effectiveness of palbociclib and regorafenib combination in HCC

cell models.
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INTRODUCTION

Hepatocellular carcinoma (HCC) is the most common primary
liver malignancy, sixth most common cancer, and third leading
cause of cancer deaths worldwide (1, 2). HCC is a highly
heterogenic disease, typically diagnosed at late stages due to
its prolonged asymptomatic nature. Only a small proportion
of patients, diagnosed with early HCC, may benefit from
potential curative therapies, such as liver transplantation, surgical
resection, or local ablation (3). Therefore, systemic therapy
remains the only available therapeutic option for advanced HCC.
Sorafenib is a multi-kinase inhibitor with anti-proliferative and
anti-angiogenic effects, targeting vascular endothelial growth
factor receptor (VEGFR) 1–2–3, platelet derived growth factor
receptor β (PDGFR-β), fms-like tyrosine kinase 3 (FLT-3), c-KIT,
and RET. Sorafenib has been the only global first-line standard
of care for advanced HCC until the recent Food and Drug
Administration (FDA) first-line approval of the multi-kinase
inhibitor lenvatinib (4). Regorafenib, an analog of sorafenib with
improved target affinity and higher potency, was registered in
2017 as second-line treatment in patients who failed sorafenib
therapy, based on the results from phase 3 RESORCE trial (5).
More recently, other targeted drugs became available as second-
line treatment options, i.e., the tyrosine kinase inhibitors (TKIs)
cabozantinib and ramucirumab (6), and the immune checkpoint
inhibitors nivolumab and pembrolizumab in the US (6–8). The
combined use of atezolizumab, another immune checkpoint
inhibitor (anti-PD-L1), and the anti-VEGF bevacizumab has
been reported to be superior to sorafenib in a multicenter global
phase III clinical trial (IMbrave150, NCT03434379) and FDA is
considering this association as first-line treatment in HCC (9).
Despite the recent advances in HCC therapy, precision medicine
has not yet found clinical application and HCC cases are treated
similarly, since the most common driver gene mutations in this
disease (TERT promoter, CTNNB1, TP53, andARID1mutations)
have not yet been translated into effective therapeutic targets (10).
Therefore, there is an urgent need for the identification of novel
candidate targets for HCC therapy.

Previous studies have suggested that the retinoblastoma
(Rb) pathway may play a role in this regard (11–13). This
pathway controls the G1/S phase cell cycle transition through
a mechanism involving cyclin dependent kinase 4/6 (CDK4/6)-
cyclin D-mediated phosphorylation and inactivation of Rb
protein, with consequent release of the transcription factor E2F.
Besides this canonical function, novel roles have emerged for
CDK4/6, cyclin D as well as E2F in other cellular processes,
such as DNA damage repair, cell death, differentiation and
metabolism, and immune modulation (14). Given the relevance
of the Rb pathway for cancer progression, its pharmacological
inhibition has gain attention as a promising treatment for a wide
variety of cancers (15). Three CDK4/6 inhibitors, palbociclib
(PD-0332991), ribociclib (LEE011) and abemaciclib (LY835219),
are currently approved for patients with estrogen receptor (ER)-
positive, human epidermal growth factor receptor 2 (HER2)-
negative advanced or metastatic breast cancer in combination
with an endocrine therapy (16). Aberrations of the components
of the Rb pathway have been frequently reported in HCC:

CDK4 overexpression was found in 73% of cases (17), RB1 gene
alterations and absence of p-Rb expression were detected in∼4–
20% and 28% of cases, respectively (18, 19), whereas inactivation
of the CDK inhibitor p16INK4a emerged in 22% (18), 64% (19),
or 58% (20) of patients. Based on these data and on the fact
that the expression of a functional Rb protein is considered
as a prerequisite for responsiveness to CDK4/6 inhibitors, at
least a subset of HCC patients may benefit from treatment with
these drugs.

Treatment with palbociclib has been previously proposed
in combination with sorafenib, showing enhanced therapeutic
effects in HCC tumor xenografts (12). Although sorafenib,
and more recently lenvatinib, are the only approved front-line
systemic treatment for HCC, there is an interest in evaluating
the efficacy of regorafenib as first-line. Indeed, multiple lines
of evidence indicate that regorafenib is more potent than
sorafenib and a recent systematic comparison between the two
drugs has shown that regorafenib is more effective in HCC
mouse xenografts, significantly increasing their survival rate
with less severe adverse reactions (21). Importantly, two clinical
trials are ongoing to test the combination of regorafenib with
the immune checkpoint inhibitors pembrolizumab (phase I
study, HCCNCT03347292) (22) or tislelizumab (phase II study,
NCT04183088) as first-line systemic therapy for patients with
advanced HCC.

Based on these considerations, in this study we investigated
whether the combination with palbociclib might represent a
valuable alternative strategy to improve the anti-tumor activity
of regorafenib in a panel of HCC cell lines. We demonstrated
that this combination has superior efficacy compared with
single agent treatments in both 2D and 3D cell systems,
promoting enhanced cytotoxic effects under normoxic and
hypoxic conditions, and impairing cell migration and invasion.

MATERIALS AND METHODS

Cell Culture
Human HCC cell lines (HepG2, HUH7, PLC/PRF-5, HEP3B)
were obtained from the American Type Culture Collection
(ATCC, Manassas, VA); ATCC authenticates the phenotypes
of these cell lines on a regular basis. The cells were cultured
in Dulbecco’s Modified Eagle Medium (DMEM) supplemented
with 2mM glutamine, 10% Fetal Bovine serum (FBS), and
100 U/ml penicillin/100µg/ml streptomycin and incubated at
37◦C in a humidified atmosphere of 5% CO2 in air. Hypoxic
conditions (1% O2) were established by placing the cells in a
tissue culture incubator with controlled O2 levels (Binder GmbH,
Tuttlingen, Germany).

Drug Treatments
Palbociclib (PD-0332991) and regorafenib (BAY73-4506) were
purchased from Selleckchem (Houston, TX), and dissolved in
water and DMSO, respectively. DMSO concentration never
exceeded 0.1% (v/v); equal amounts of the solvent were added to
control cells. Cobalt chloride (CoCl2) was purchased by Sigma-
Aldrich (St. Louis, MO) and dissolved in water.
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Western Blotting
Western blot analysis was performed as previously described
(23). Antibodies against p-RbSer780, Rb, cyclin D1, CDK4
and CDK6, c-Myc, p-AKTSer473, AKT, p-mTORSer2448,
mTOR, p-p70S6KThr389, p70S6K, p-AMPKα1Thr172, p-
ERK1/2Thr202/Tyr204, ERK1/2, p-PKM2Tyr105, PKM2 were
from Cell Signaling Technology, Incorporated (Danvers,
MA); anti-p-CDK6Tyr24 and anti-MCT4 were from Santa
Cruz Biotechnology, Incorporated (Dallas, TX). Antibodies
against CDKN2A/p16INK4a, AMPKα1, GLUT-1 were from
Abcam (Cambridge, UK). Antibodies against HIF-1α and
HIF-2α were from BD Biosciences (Franklin Lakes, NJ) and
Novus Biologicals, LLC (Centennial, CO), respectively. Anti-
β-actin (clone B11V08) was from BioVision (Milpitas, CA).
Horseradish peroxidase-conjugated secondary antibodies and
the chemiluminescence system were from Millipore (Millipore,
MA). Reagents for electrophoresis and blotting analysis were
from BIO-RAD Laboratories (Hercules, CA). For GLUT-1
detection, cells were lysed in GLUT-1 lysis buffer (1 % Triton X-
100, 0.1% SDS, protease inhibitors) for 1 h on ice, and precleared
by centrifugation for 10min at 4◦C. Protein extracts were
denatured in sample buffer for 30min before electrophoresis
(24). The chemiluminescent signal was acquired by C-DiGit
R Blot Scanner and the bands were quantified by Image
StudioTMSoftware, LI-COR Biotechnology (Lincoln, NE).

Analysis of Cell Proliferation and Cell Death
Cell viability/proliferation was evaluated by counting the cells
in a Bürker hemocytometer with trypan blue exclusion method
and by Crystal Violet (CV) staining. Cell death was analyzed
by fluorescence microscopy after staining with Hoechst 33342
and Propidium Iodide (PI), as described elsewhere (25). The
nature of the interaction between palbociclib and regorafenib was
calculated using the Bliss additivism model (25). A theoretical
dose–response curve was calculated for combined inhibition
using the equation Ebliss = EA + EB – EA × EB, where EA
and EB are the percent of inhibition vs. control cells, obtained
by regorafenib (A) and palbociclib (B) alone and Ebliss is the
percent of inhibition that would be expected if the combination
was exactly additive. If the combination effect is higher than the
expected Bliss equation value, the interaction is synergistic, while
if the effect is lower, the interaction is antagonistic.

Quantitative Real-Time PCR
Total RNA was isolated by RNeasy Mini Kit (Qiagen, Venlo,
Netherlands) and the quantitative real-time polymerase chain
reaction (PCR) was performed using the StepOne system
instrument (Applied Biosystems) as previously described (23).
The primers for GLUT-1 (QT00068957), HK2 (QT00013209),
PFKP (QT00007147), and aldolase A (QT00082460) were
purchased from Qiagen. The fold change was calculated by the
11CT method.

Spheroid Generation and Growth
Spheroids from HCC cells were generated using LIPIDURE R©-
COAT PLATE A-U96 (NOF Corporation, Japan) according to
manufacturer’s instruction. Briefly, 3 days after seeding the

spheroids were formed and treated with drugs or vehicle for 4
or 8 days. The effects of the drugs were evaluated in terms of
volume changes using the Nikon Eclipse E400 Microscope with
digital Net camera. The volume of spheroids [D = (Dmax +

Dmin)/2; V = 4/3π (D/2)3] was measured using SpheroidSizer, a
MATLAB-based and open-source software application (26).

Migration and Invasion
The migration and invasion assays were carried out using
Transwell chambers with 6.5-mm diameter polycarbonate filters
(8µm pore size, BD Biosciences, Erembodegem, Belgium),
uncoated or coated with MatrigelTM, and were performed as
previously described (27).

Metabolic Assays
Uptake

Glucose uptake was assessed using the nonmetabolizable analog
Deoxy-D-glucose-2-[1,2-3H(N)] (2DG, PerkinElmer, Waltham,
MA), as described previously (24).

OCR and ECAR Measurements

The oxygen consumption rate (OCR) and extracellular
acidification rate (ECAR) were measured by a Seahorse
Extracellular Flux XFp analyzer (Seahorse Bioscience, North
Billerica, MA, USA) according to themanufacturer’s instructions.

Mitochondrial respiration was analyzed using the Seahorse
XF Cell Mito Stress Test kit. Baseline respiration levels were
measured by subtracting non-mitochondrial respiration (OCR
values obtained after injection of antimycin A/Rotenone) from
initial OCR levels. The OCR drop observed after the injection
of the ATP synthase inhibitor oligomycin reflected the ATP-
linked respiration. The following injection of FCCP collapsed
the mitochondrial membrane potential and brought OCR
to its maximum. Finally, the injection of antimycin A and
Rotenone, inhibitors of complex III and I respectively, blocked
the mitochondrial respiratory chain and strongly inhibited the
respiration. The spare respiratory capacity was calculated as the
difference between the maximal and the basal OCR values and
measured the amount of extra ATP that could be produced by
oxidative phosphorylation (OXPHOS) in the case of a rapid
increase in energy demand or under a metabolic stress condition.

The OCR and ECAR were expressed in pmol/min and
mpH/min, respectively, and normalized to the µg of proteins of
each sample.

Statistical Analysis
Statistical analyses were carried out using Graph- Pad Prism
version 6.0 software (GraphPad Software, San Diego, CA).
Statistical significance of differences among data was estimated
by Student’s t-test or by analysis of variance (ANOVA)
followed by Tukey’s post-test, and p-values are indicated where
appropriate in the figures and in their legends. p < 0.05 were
considered significant.
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RESULTS

A Functional Rb Pathway Is a Predictive
Factor of Response to Palbociclib in HCC
Cell Lines
We evaluated the effects of palbociclib on cell proliferation in a
panel of HCC cell lines. HepG2, HUH7, and PLC/PRF-5 cells
were sensitive to the drug, with IC50 values of 0.1 ± 0.03, 0.1
± 0.05, and 0.3 ± 0.12µM at 6 days, respectively; in contrast,
HEP3B cells showed IC50 values > 3µM, and were therefore
considered resistant. Accordingly, only palbociclib-sensitive cell
models expressed p-Rb and Rb protein (Figure 1A), confirming
previous suggestions that the expression of a functional Rb
protein may serve as a predictive factor of response to CDK4/6
inhibitors (28). CDK4 and CDK6 protein expression levels were
higher in the resistant than in the sensitive cells. In addition,
the sensitive cell models expressed higher levels of cyclin D1
protein as compared with HEP3B cells, but were negative for the
expression of the cell cycle inhibitor p16INK4a, which in contrast
was expressed in the resistant cells (Figure 1A). These results
are in line with previous pre-clinical studies showing that cyclin
D1 expression and the loss of p16INK4a correlate with a superior
efficacy of CDK4/6 inhibitors in breast cancer cells (29–31).
Exposure of sensitive HCC cells to palbociclib decreased CDK6
phosphorylation because of the inhibition of cyclin D1-CDK4/6
complexes (Figure 1B). As a result, Rb was hypo-phosphorylated,
and total Rb protein levels were down-regulated, whereas cyclin
D1 expression increased in all three cell models analyzed (32, 33).

The Simultaneous Combination of
Palbociclib With Regorafenib Inhibits Cell
Proliferation and Induces Cell Death More
Efficaciously Than Sequential Treatments
We sought to investigate whether palbociclib treatment could
improve the efficacy of the multi-kinase inhibitor regorafenib.
Treatment with regorafenib alone inhibited cell proliferation in
a dose-dependent manner in all palbociclib-sensitive cell models,
although it was more effective in HepG2 and HUH7 cells (IC50

values of 1.1 ± 0.08 and 1.6 ± 0.14µM at 3 days, respectively)
than in PLC/PRF-5 cells (IC50 value of 7± 0.92µM), confirming
results from previous studies (34, 35). Given that combinations
of palbociclib with other agents have been proposed in sequential
regimens (23, 25, 36), we investigated the effects of combining
palbociclib with regorafenib on cell proliferation and cell
death comparing a simultaneous treatment with sequential
schedules. In HepG2 cells the simultaneous combination not
only caused a greater inhibition of cell proliferation, but
also promoted a stronger induction of cell death compared
with single agent treatments, as shown in Figures 1C,D. In
contrast, these enhanced effects were lost when the drugs
were combined sequentially (palbociclib treatment followed by
regorafenib or regorafenib followed by palbociclib). The effects
of these different schedules were also assessed in long-term
experiments in HepG2 cells (Figure 1E). Again, the simultaneous
treatment exerted a stronger anti-tumor activity in comparison
with individual treatments, while both the sequential treatments

were even less effective than regorafenib alone. It is worth
noting that palbociclib potentiated also the growth-inhibitory
effects of sorafenib in HepG2 cells (Supplementary Figure 1),
as previously shown in HCC in vivo models (12); however, the
combination with regorafenib demonstrated a superior efficacy,
being regorafenib more effective. Altogether, these results
prompted us to choose the simultaneous combined treatment
with palbociclib and regorafenib for the subsequent experiments.

The Simultaneous Combination of
Palbociclib With Regorafenib Inhibits Cell
Growth of Spheroids and Reduces Cell
Migration and Invasion
We investigated the effect of palbociclib combined with
regorafenib on cell growth of 3D tumor spheroids (Figure 2A).
Both palbociclib and regorafenib were capable of inhibiting
spheroid cell growth and, most importantly, the combined
treatment was even more effective in all three HCC cell models.
In addition, we used HUH7 and PLC/PRF-5 cells to investigate
the effect of the drug combination on migration and invasion
(Figures 2B,C). The single agents reduced the number of
migrating and invading HUH7 cells, whereas in PLC/PRF-5 cells
only regorafenib was effective. However, the drug combination
decreased cell migration and invasion more strongly than single
treatments in both cell models.

The Simultaneous Combination of
Palbociclib With Regorafenib Is More
Effective Than Single Treatments Also
Under Hypoxia
Considering that treatments with anti-angiogenic drugs like
regorafenib may exacerbate the hypoxic conditions of the tumor
microenvironment, we evaluated the effects of palbociclib plus
regorafenib also under hypoxia. As shown in Figures 3A,B, the
drug combination reduced the number of viable cells more
effectively than individual treatments, significantly increasing the
percentage of dead cells, not only under normoxic but also under
hypoxic conditions in HepG2, HUH7, and PLC/PRF-5 cells. It
is worth noting that hypoxia per se reduced cell proliferation,
without affecting cell death, and that the drug inhibitory activity
on cell proliferation was less evident under this condition.

To establish the nature of the interaction between palbociclib
and regorafenib, we tested the efficacy of combining a fixed
dose of palbociclib with increasing concentrations of regorafenib
and demonstrated, using the Bliss experimental model, that
such combination produced additive inhibitory effects on cell
proliferation in all cell lines analyzed under either normoxia or
hypoxia (Figure 3C).

To get insights into the molecular mechanisms underlying
the superior efficacy of palbociclib/regorafenib combination, we
analyzed its effects on the activation/expression of cell cycle
regulatory proteins along with components of the AKT and
MAPK signaling pathways in all three HCC cell models. As
shown in Figure 4, the levels of p-Rb and total Rb protein were
down-regulated by palbociclib treatment and further decreased
after combination with regorafenib under both normoxic and
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FIGURE 1 | Palbociclib alone inhibits the proliferation of Rb-positive HCC cell lines and in simultaneous combination with regorafenib enhances its cytotoxicity. (A)

HCC cells (HepG2, HUH7, PLC/PRF-5, and HEP3B) were analyzed by Western blotting for the basal expression of cell cycle regulatory proteins. (B) PLC/PRF-5,

HUH7, and HepG2 cell were untreated (Control, C) or treated with 1µM palbociclib (P) for 24 h. The cells were lysed and the expression of the indicated proteins was

evaluated by Western blotting. HepG2 cells were treated with 0.1µM P or 1µM regorafenib (R) for 48 h or with different combinations of the two drugs: P for 24 h

followed by R for 24h (P→ R), R for 24 h followed by P for 24 h (R→ P), or a simultaneous combination for 48 h (P+R). The cells were counted using the trypan blue

dye exclusion method (C) and the percentage of cell death was evaluated after Hoechst 33342 and PI staining (D). Data are expressed as percent vs. control or as

percent of dead cells, respectively. ***p < 0.001 vs. C; ###p < 0.001 vs. P; §p < 0.05, §§p < 0.01, §§§p < 0.001 vs. R; ◦p < 0.05, ◦◦◦p < 0.001 vs. P+R. (E) HepG2

cells were treated with the different schedules reported in panels (C,D) for 2 or 4 weeks. The growth medium with drugs was refreshed every 3 days. Cell proliferation

was evaluated by CV assay. Data are expressed as Fold Increase (FI). The FI index was calculated as the ratio between cell proliferation after 2 or 4 weeks and cell

proliferation at T0 (T0 = 24 h after seeding). ###p < 0.001 vs. P; §§§p < 0.001, vs. R; ◦◦◦p < 0.001 vs. P+R. All the data reported are representative of two

independent experiments.

hypoxic conditions. On the other hand, cyclin D1 was up-
regulated by palbociclib, and regorafenib reduced or even
completely inhibited both the basal level and palbociclib-induced
expression of this protein. In addition, the transcription factor c-
myc, whose interplay with E2F is well-recognized (37–39), was
down-regulated by palbociclib and more strongly by regorafenib
alone or in combination. Interestingly, the mammalian target
of rapamycin C1 (mTORC1) signaling was down-regulated by
both drugs and further inhibited by the combined treatment, as
demonstrated by the decreased phosphorylation of the mTORC1
downstream target p70S6K. Of note, hypoxia per se significantly
reduced both c-myc and p-p70S6K levels, thus rendering the drug
effects less appreciable. Palbociclib and regorafenib-mediated-
inhibition of p70S6K phosphorylation was not downstream
of AKT, which canonically modulates the mTORC1/p70S6K
signaling; indeed, both drugs alone or in combination activated
instead of inhibiting AKT. Conversely, the mitogen activated
protein kinase (MAPK) pathway, which can modulate the
mTORC1/p70S6K signaling independently of AKT (40), was
not affected by palbociclib, as indicated by the maintenance

of ERK1/2 phosphorylation, while it was completely inhibited
by regorafenib alone or in combination. Therefore, inhibition
of the MAPK pathway might contribute to p70S6K down-
regulation (41) mediated by regorafenib but not by palbociclib.
Interestingly, both drugs, and even more the combination,
activated AMPK, a master energy sensor that plays a key role in
the adaptive responses to stressful conditions, and that might be
involved in the observed inhibition of the mTORC1 signaling.

Effects of the Simultaneous Combination
of Palbociclib With Regorafenib on Energy
Metabolism
It is now recognized that cell cycle-proteins are involved in
the regulation of cell energy metabolism (42). Therefore, we
investigated whether a contribution to the anti-proliferative
action of palbociclib may also derive from metabolic effects,
an aspect that has not yet been elucidated in HCC models.
Firstly, we analyzed the metabolic status of the HCC cell models,
and determined that PLC/PRF-5 cells were the most glycolytic
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FIGURE 2 | Palbociclib combined with regorafenib inhibits 3D cell growth and reduces cell migration and invasion. (A) The growth of spheroids from HepG2, HUH7,

and PLC/PRF-5 was analyzed after 4 or 8 days of treatment with 0.1µM P for HepG2 and HUH7, 0.5µM P for PLC/PRF-5, and 1, 1.5, or 7µM R for HepG2, HUH7,

and PLC/PRF-5, respectively, as single treatment or in combination. The data are expressed as percent of spheroid growth vs. control. Representative images of

spheroids after 8 days of culture are shown. *p < 0.05, **p < 0.01, ***p < 0.001 vs. C, #p < 0.05, ##p < 0.01, ###p < 0.001 vs. P; §p < 0.05, §§p < 0.01, §§§p <

0.001 vs. R. (B,C) HUH7 and PLC/PRF-5 cells were treated with 1µM P or 1.5µM R for HUH7 and 7µM R for PLC/PRF-5, as single treatment or in combination for

(Continued)
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FIGURE 2 | 18 h. Migrated or invaded cells were then counted. Data are expressed as percent vs. control. Representative fields of migration or invasion are shown

(magnification of 100×). *p < 0.05, **p < 0.01, ***p < 0.001 vs. C, #p < 0.05, ###p < 0.001 vs. P; §p < 0.05, §§p < 0.01 vs. R. Data in panel (A) are mean values

±SD of three independent experiments. Data in panels (B,C) are representative of two independent experiments.

FIGURE 3 | Palbociclib combined with regorafenib inhibits cell proliferation/viability with additive effects and induces cell death under both normoxic and hypoxic

conditions. HepG2, HUH7 were incubated with 0.1µM P, 1 or 1.5µM R, respectively, PLC/PRF-5 with 0.5µM P, 7µM R, alone or in simultaneous combination under

normoxic or hypoxic conditions. After 72 h, the cells were counted using the trypan blue dye exclusion method (A) and the percentage of cell death was evaluated

after Hoechst 33342 and PI staining (B). Data are expressed as percent vs. control cells in normoxia or as percent of dead cells, respectively. *p < 0.05, **p < 0.01,

***p < 0.001 vs. C; ###p < 0.001 vs. P; §p < 0.05, §§p < 0.01, §§§p < 0.001 vs. R. (C) HepG2, HUH7 were treated with 0.1µM P and PLC/PRF-5 with 0.5µM P in

combination with increasing concentrations of R (from 0.05 nM to 10µM) under normoxic or hypoxic conditions. After 72 h, cell proliferation was assessed by CV

assay. The type of interaction (antagonistic, additive, or synergistic) was evaluated through Bliss analysis. Data are expressed as percent inhibition vs. control. Data in

panels (A,B) are representative of two independent experiments. Data in panel (C) are representative of three independent experiments.

and less dependent on mitochondrial respiration (Figure 5A).
Accordingly, these cells showed a higher glucose uptake as
compared with the other cell models (Figure 5B). However,
when the cells were incubated under hypoxic conditions, the less
glycolytic HepG2 cells showed the highest induction of glucose
uptake, indicating a high metabolic plasticity (Figure 5B).
As shown in Figure 5C, palbociclib significantly reduced the
expression of both hypoxia-inducible factor 1 α (HIF-1α) and
GLUT-1 glucose transporter in all three models; GLUT-1 was
also down-regulated at mRNA level, indicating a transcriptional
modulation presumably consequence of HIF-1α inhibition
(Figure 5D). Surprisingly, these effects did not result in the
inhibition of glucose uptake in all HCC cell models (Figure 5E).
Indeed, both HepG2 and HUH7 cells treated with palbociclib
showed a reduced glucose uptake under normoxia, but this effect
was observed under hypoxia only in HUH7 cells. In contrast,
palbociclib treatment did not affect glucose uptake in PLC5/PRF-
5 cells under either normoxia or hypoxia. These results suggest
that glucose uptake may be differently modulated in HCC cells,
possibly involving glucose transporters other than GLUT-1 as

well as HIF-1α-independent mechanisms that are not affected
by palbociclib.

Then, we evaluated whether palbociclib combined with
regorafenib might affect glucose metabolism. Regorafenib also
was effective in reducing the glucose uptake under normoxic
conditions, confirming previous findings (43); however, the
drug combination failed to potentiate the inhibitory effects
of single treatments (Figure 6A). Under hypoxia, the strong
inhibition of glucose uptake observed in HepG2 cells treated
with the combination was mediated only by regorafenib
(Figure 6A). In addition, HIF-1α and GLUT-1 expression
were almost completely inhibited by regorafenib alone and
in combination (Figure 6B). In contrast, in HUH7 cells
palbociclib and not regorafenib was mainly responsible for
the down-regulation of HIF-1α/GLUT-1 expression and
glucose uptake associated with the combined treatment
(Figures 6A,B).

Then, we further investigated the effects of
palbociclib/regorafenib combination on glucose metabolism in
HepG2 cells.
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FIGURE 4 | Effects of palbociclib and regorafenib simultaneous combination on the activation/expression of cell cycle regulatory proteins and intracellular signaling

pathways. HepG2, HUH7, and PLC/PRF-5 cells were treated with 1µM P or 1, 1.5, or 7µM R, respectively, as single treatment or in combination under normoxic and

hypoxic conditions for 24 h. The cells were lysed and the expression of the indicated proteins was evaluated by Western blot analysis. The results are representative of

two independent experiments.

Firstly, we demonstrated that the ECAR, an indicator of
anaerobic glycolysis based on the production of lactic acid,
was decreased by palbociclib and regorafenib treatment under
normoxia, although no further reduction was promoted by
the combination, thus reflecting the effects on glucose uptake
(Figure 7A). In addition, when HepG2 cells were treated with
CoCl2, which mimics exposure to hypoxic conditions, only
regorafenib and the combination significantly reduced the ECAR
(Figure 7B).

Under normoxic conditions, both palbociclib and regorafenib
as well as their combination down-regulated the expression of
hexokinase 2 (HK2), the major HK isoform expressed in HCC
(44), and phosphofructokinase platelet (PFKP), a major isoform
of PFK-1 controlling the first rate-limiting step of glycolysis in
cancer cells (45) (Figure 7C). Under hypoxic conditions, both
genes were significantly down-regulated by regorafenib and no
further decrease was induced by the combination. In contrast, the
expression of aldolase A, which is up-regulated in HCC tissues

and correlates with HCC malignancy (46), was significantly
decreased by the combination in comparison with control or
single agent treatments (Figure 7C). Then, we investigated the
activation/expression of pyruvate kinase M2 (PKM2), which is
predominantly expressed as a dimeric form with low PK activity
in cancer cells (47). As shown in Figure 7D, palbociclib and
regorafenib alone or in combination had no effect on PKM2
protein expression, but decreased its phosphorylation at Tyr105,
presumably favoring the switch from the low active dimer to the
highly active tetrameric form of the enzyme (48).

In addition, the single agents and their combination reduced
the expression of monocarboxylate transporter 4 (MCT4), which
is responsible for the efflux of cytosolic lactate in multiple cancers
including HCC (49). Interestingly, palbociclib and more strongly
regorafenib alone and in combination down-regulated HIF-2α
under hypoxia (Figure 7D), thereby impeding the compensatory
mechanism that increases the expression of this isoform when
HIF-1α is inhibited (50).
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FIGURE 5 | Effects of palbociclib alone on glucose metabolism. (A) HepG2, HUH7, and PLC/PRF-5 cells were analyzed for OCR and ECAR in basal conditions. Data

are expressed as pmol/min/µg protein and mpH/min/µg protein, respectively. (B) HepG2, HUH7, and PLC/PRF-5 cells were exposed to hypoxia for 24 h and then

analyzed for glucose uptake. Data were calculated and expressed as pmol of 2DG/mg protein/5min. **p < 0.01, ***p < 0.001 vs. the corresponding value in

normoxia. (C) HepG2, HUH7, and PLC/PRF-5 cells were treated with 1µM P under normoxic (N) and hypoxic (H) conditions for 24 h. The cells were lysed and the

expression of the indicated proteins was evaluated by Western blot analysis. (D) The cells were treated as in panel (C) and, after cell lysis, GLUT-1 mRNA expression

levels were analyzed by RT-PCR. Results are plotted as 2−11CT ± SD. **p < 0.01, ***p < 0.001 vs. C N; ##p < 0.01, ###p < 0.001 vs. C H. (E) HepG2, HUH7,

and PLC/PRF-5 cells were treated with 1µM P under normoxic and hypoxic conditions for 24 h and then glucose uptake was measured. Data were calculated and

expressed as pmol of 2DG/mg protein/5min. **p < 0.01, ***p < 0.001 vs. C in normoxia; ##p < 0.01 vs. C in Hypoxia. All data are representative of two

independent experiments.

A variety of evidence indicates that regorafenib affects
mitochondrial function by acting as an uncoupler of
OXPHOS, promoting cytochrome c release, and decreasing
the mitochondrial membrane potential (51, 52). Therefore,
we analyzed the impact of palbociclib, regorafenib, and their
combination on mitochondrial function in HepG2 cells by
measuring the OCR in basal conditions and upon exposure to
the mitochondrial stressors oligomycin and FCCP. As shown
in Figure 7E, only regorafenib significantly reduced the basal
and ATP-linked respiration as well as the maximal and spare
respiratory capacities, and the combination did not produce any
further inhibitory effect.

DISCUSSION

In this pre-clinical study, we demonstrate that the simultaneous
combination of the CDK4/6 inhibitor palbociclib with
regorafenib induces enhanced anti-tumor effects in HCC
cell models.

Alterations of cell cycle regulators, such as increased CDK4
expression/activity or p16INK4a inactivation, have been frequently
reported in HCC, providing the rationale to test CDK4/6
inhibitors for HCC treatment (53). A multicenter single arm

phase II trial is ongoing to evaluate the efficacy of palbociclib
as second-line therapy after sorafenib failure (NCT01356628),
supported by pre-clinical data demonstrating palbociclib anti-
tumor activity in HCC cell lines as well as in xenograft models
(12, 54, 55). Here we confirm that palbociclib was effective in
inhibiting cell growth only in Rb-expressing, p16INK4a negative
HCC cells, supporting the role of Rb in predicting the HCC
response to CDK4/6 inhibition. Indeed, despite HCC cells
subjected to acute Rb knockdown were shown to retain short-
term sensitivity to palbociclib, due to compensatory mechanisms
involving the p107 Rb family member (54), Rb loss has proven to
be responsible for the acquisition of palbociclib resistance (12).

In these Rb-proficient HCC cells, palbociclib exerted a
cytostatic effect. In other studies, palbociclib was shown to induce
apoptosis in some cancer cell models (56) and also in HCC cells
independently of Rb expression (55), although this effect might
depend on the high concentrations used. Actually, the potential
of palbociclib to induce cancer cell death in monotherapy is
generally limited (57). However, pre-clinical data on multiple
cancer models indicate that the predominantly reversible
cytostatic responses to palbociclib or other CDK4/6 inhibitors
can be converted into irreversible cell cycle arrest and senescence
or apoptosis through combinations with other targeted drugs
(23, 25, 58, 59) or chemotherapy (60). In HCC mouse models,
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FIGURE 6 | Effects of palbociclib and regorafenib combination on energy metabolism. (A) HepG2 and HUH7 cells were treated with 1µM P or 1 and 1.5µM R,

respectively, alone or in combination, under normoxic and hypoxic conditions for 24 h. Glucose uptake was then measured. Data were calculated and expressed as

pmol of 2DG/mg protein/5min and are mean values ±SD of three independent experiments. *p < 0.05, **p < 0.01, ***p < 0.001 vs. C; ###p < 0.001 vs. P; §§p <

0.01 vs. R. (B) HepG2 and HUH7 cells, treated as in panel (A), were lysed and the expression of the indicated proteins was evaluated by Western blot analysis.

Results are representative of two independent experiments.

palbociclib has been successfully associated with sorafenib,
with enhanced reduction of tumor growth or even tumor
regression (12). Here, we demonstrate that palbociclib treatment
in HCC cells provides superior efficacy when combined with
regorafenib, leading to additive anti-proliferative effects and
enhancing regorafenib-mediated cytotoxicity. In particular, these
results were achieved when the two drugs were simultaneously
combined, either in short- or long-term experiments, while the
sequential schedules (palbociclib before or after regorafenib)
failed to improve the anti-tumor response compared with single
agent treatments. These results may be explained considering
that palbociclib usually induces a reversible cell cycle arrest in
HCC cells and treatment discontinuation may result in tumor
regrowth (12), a relevant aspect that should be taken into account
when planning combined therapies with palbociclib.

The effectiveness of palbociclib plus regorafenib combination
observed in HCC cell models was associated with a significant
down-regulation of CDK4/6-Rb-myc and mTORC1/p70S6K
signaling. It is now recognized the existence of a cross-talk
between the CDK4/6-Rb pathway and the mTOR pathway.
CDK4/6 inhibition has been shown to reduce mTORC1 activity
in some cancer models (61, 62), although in some others
the opposite effect has been described (23, 25, 63), indicating
the existence of cell-type specific regulatory mechanisms. On
the other hand, mTOR inhibitors down-regulate Rb protein,
blocking the G1 to S phase transition of the cell cycle.

This inhibitory effect has been ascribed to the suppression
of p70S6K phosphorylation/activation (40). Besides mTORC1,
another upstream regulator of p70S6K is ERK1/2, which can
directly phosphorylate and activate p70S6K, leading to the
activation of the transcription factor CREB (64). Therefore,
in our experimental system, palbociclib-mediated inhibition
of the CDK4/6-Rb axis together with regorafenib-dependent
suppression of ERK1/2 activity resulted in a stronger down-
regulation of p-p70S6K compared with single agents, and this
may explain the enhanced growth inhibitory effects of the
drug combination. Interestingly, the MEK/ERK cascade has
been demonstrated to control cell motility in HCC cell models,
through a mechanism involving urokinase receptor (uPAR)-
mediated phosphorylation/activation of p70S6K (65). Previous
studies have shown that both regorafenib, in HCC and gastric
cancer (66, 67), as well as palbociclib, in other cancer types (68,
69), can affect cell motility. Here, we demonstrate that palbociclib
and regorafenib combination reduced migration and invasion
more efficaciously than individual treatments, possibly through
inhibition of p70S6K activity.

It is worth noting that a contribution to p70S6K inhibition
might come fromAMPK, which was activated by both palbociclib
and regorafenib, confirming previous observations (51, 55, 70).
The AMPK/mTORC1/p70S6K axis may play a role in the
enhanced cell toxicity promoted by the combined treatment
of palbociclib with regorafenib. Indeed, a variety of studies
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FIGURE 7 | (A) HepG2 cells were treated with 1µM P or 1µM R alone or in combination for 24 h. Then, basal ECAR was measured by seahorse. (B) HepG2 cells

were treated with 1µM P or 1µM R alone or in combination in the presence of 200µM CoCl2 for 24 h. Then, basal ECAR was measured by seahorse. (C) HepG2

cells were treated as in panel (A) under normoxic and hypoxic conditions for 24 h. After cell lysis, HK2, PFKP, and aldolase A mRNA expression levels were analyzed

by RT-PCR. Results are plotted as 2−11CT ± SD. (D) HepG2 cells were treated as in panel (A) under normoxic and hypoxic conditions, were lysed and the expression

of the indicated proteins was evaluated by Western blot analysis. (E) HepG2 cells were treated as in panel (A) and analyzed for the mitochondrial function through the

seahorse mitochondrial stress test. Data are mean values ±SD of two (E) or three (A–C) independent experiments. *p < 0.05, **p < 0.01, ***p < 0.001 vs. C; #p <

0.05, ##p < 0.01, ##p < 0.001 vs. P; §§p < 0.01, §§§p < 0.001 vs. R. Results in panel (D) are representative of three independent experiments.
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demonstrated that activation of AMPK in HCC cells may lead
to apoptotic cell death through different mechanisms, including
the induction of endoplasmic reticulum stress or autophagy
(71). In addition, an AMPK/mTOR-dependent mechanism has
been involved in the induction of apoptosis in leukemia cells
by suppressing c-myc expression (72). Of note, regorafenib
abrogated palbociclib-induced expression of cyclin D1, possibly
through MAPK and p70S6K signaling inhibition (33), and this
might contribute to cell death, as suggested by the previous
observation that silencing cyclin D1 promotes apoptosis in HCC
cells (73).

Mechanistically, activation of AMPK by palbociclib has
been attributed to the inhibition of protein phosphatase 5
(PP5) (55). On the other hand, regorafenib-mediated activation
of AMPK in HCC cells was presumably consequence of the
energy stress caused by the perturbation of mitochondrial
function, as previously demonstrated for sorafenib in
breast cancer cells (24). Indeed, regorafenib treatment
reduced the basal and ATP-linked respiration as well as the
maximal and spare respiratory capacities, in accordance
with previous studies (43, 51). In contrast, palbociclib
was ineffective, and the impairment of mitochondrial
respiration observed upon exposure to palbociclib and
regorafenib combination may be attributed only to the action
of regorafenib.

The mTORC1/p70S6K signaling is a known critical regulator
of energy metabolism (74) and we previously demonstrated that
its inhibition, associated with a persistent activation of AMPK,
hinders glucose utilization in sorafenib-treated breast cancer cells
(24). Also, the CDK4/6-Rb-E2F pathway plays a key role in the
control of both cell cycle progression and energy metabolism,
through multiple mechanisms that include the involvement of
the E2F target c-myc (42). A variety of evidence suggest that
the metabolic outcomes associated with CDK4/6 inhibition are
context specific and CDK4/6 inhibitors may have different and
even opposing effects on energy metabolism in different cancers
or in the same cancer type depending on the conditions (15).

Here, we show that palbociclib and regorafenib alone reduced

or had no effect on glucose uptake depending on the cell line
and on the oxygen availability (normoxia or hypoxia), even

though both down-regulated mTORC1/p70S6K signaling and c-

myc, and attenuated the hypoxia-induced expression of HIF-

1α and GLUT-1 in all cell models. This suggests that other

mechanisms, possibly involving different glucose transporters,

may be activated in some conditions by HCC cells to ensure their
glucose supply.

Palbociclib and regorafenib combination promoted a down-

regulation of glucose uptake in HepG2 and HUH7 cells, although
without potentiating the effects of single agent treatments,

presumably because their inhibitory action converges on the

same regulatory pathways.
Accordingly, the drug combination reduced the expression

of HK2, PFKP, and MCT4 in HepG2 cells, and significantly
decreased the ECAR under both normoxia and hypoxia/CoCl2
treatment, even though no further enhancements were promoted
in comparison with single treatments. The relevance of targeting

these genes finds support in previous studies demonstrating their
key role in HCC tumor growth (44, 75, 76).

Interestingly, the expression of aldolase A was not
affected by palbociclib or regorafenib alone, but was
significantly reduced by their combination. This glycolytic
enzyme belongs to moonlighting enzymes, exerting
functions independent of its catalytic activity, such as
control of cytokinesis and cell motility through interaction
with actin cytoskeleton (77, 78), and transcriptional
regulation of genes engaged in the G1/S cell cycle
transition (79). It is conceivable that inhibition of such
functions may contribute to the anti-tumor efficacy of
palbociclib/regorafenib combination.

PKM2 is another moonlighting glycolytic enzyme that exerts
nuclear-related pro-proliferative functions when maintained in
the less active dimeric form through phosphorylation at Tyr105

(47). Palbociclib and regorafenib combination reduced phospho-
PKM2Tyr105 levels. Although, we did not provide a direct
demonstration for the inhibition of PKM2 nuclear translocation,
this event might play a role in the anti-tumor activity of the drug
combination, as suggested by previous findings showing that
sorafenib-mediated dephosphorylation of PKM2Tyr105 is critical
for the sensitivity to this drug in HCC cells (80).

As a final consideration, the down-regulation of HIF-2α
mediated by regorafenib and palbociclib combination may be
critical for sustaining the inhibition of glucose metabolism
under hypoxia. Indeed, HIF-2α, which preferentially controls
the expression of genes not directly related with glycolysis,
such as VEGF, Oct4, and cyclin D1, can also regulate enzymes
in the glycolytic pathway when HIF-1α is inhibited (50).
Therefore, palbociclib and regorafenib combination, by reducing
both HIF-1α and HIF-2α expression, might counteract the
metabolic adaptation that would favor cell survival under
hypoxic conditions.

CONCLUSIONS

Even though palbociclib and regorafenib do not act in synergism
to target energy metabolism, our study demonstrates that their
combination in HCC cells enhances cell cytotoxicity and inhibits
migration and invasion more efficaciously than individual
treatments, thereby suggesting a potential strategy for improving
the anti-tumor efficacy of regorafenib.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

AUTHOR CONTRIBUTIONS

Conception and design: CF, GD, MB, and PGP. Cell biology
and molecular biology experiments: GD, CF, MB, SLM, and
DC. Statistical analysis: AC. Writing of the manuscript: CF
and GD. Review of the manuscript: MG, RA, and PB. Study

Frontiers in Oncology | www.frontiersin.org 12 September 2020 | Volume 10 | Article 563249

https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles


Digiacomo et al. Palbociclib/Regorafenib Combination in HCC

supervision: PGP and GM. All the authors contributed to revise
the manuscript and approved the final version for publication.

FUNDING

This work was supported by Associazione Noi per Loro onlus
(Parma), Grant New therapeutic strategies for hepatocarcinoma,

Associazione Noi per Loro onlus (Parma), Project Andrea
Spadola fellowship to Graziana Digiacomo.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fonc.
2020.563249/full#supplementary-material

REFERENCES

1. Forner A, Reig M, Bruix J. Hepatocellular carcinoma. Lancet. (2018)

391:1301–14. doi: 10.1016/S0140-6736(18)30010-2

2. Huang F, Wang BR, Wang YG. Role of autophagy in tumorigenesis,

metastasis, targeted therapy and drug resistance of hepatocellular carcinoma.

World J Gastroenterol. (2018) 24:4643–51. doi: 10.3748/wjg.v24.i41.4643

3. Pinter M, Peck-Radosavljevic M. Review article: systemic treatment

of hepatocellular carcinoma. Aliment Pharmacol Ther. (2018) 48:598–

609. doi: 10.1111/apt.14913

4. KudoM, Finn RS, Qin S, HanK-H, Ikeda K, Piscaglia F, et al. Lenvatinib versus

sorafenib in first-line treatment of patients with unresectable hepatocellular

carcinoma: a randomised phase 3 non-inferiority trial. Lancet. (2018)

391:1163–73. doi: 10.1016/S0140-6736(18)30207-1

5. Bruix J, Qin S, Merle P, Granito A, Huang YH, Bodoky G, et al. Regorafenib

for patients with hepatocellular carcinoma who progressed on sorafenib

treatment (RESORCE): a randomised, double-blind, placebo-controlled,

phase 3 trial. Lancet. (2017) 389:56–66. doi: 10.1016/S0140-6736(16)32453-9

6. Doycheva I, Thuluvath PJ. Systemic therapy for advanced hepatocellular

carcinoma: an update of a rapidly evolving field. J Clin Exp Hepatol. (2019)

9:588–96. doi: 10.1016/j.jceh.2019.07.012

7. El-Khoueiry AB, Sangro B, Yau T, Crocenzi TS, Kudo M, Hsu

C, et al. Nivolumab in patients with advanced hepatocellular

carcinoma (CheckMate 040): an open-label, non-comparative,

phase 1/2 dose escalation and expansion trial. Lancet. (2017)

389:2492–502. doi: 10.1016/S0140-6736(17)31046-2

8. Zhu AX, Finn RS, Edeline J, Cattan S, Ogasawara S, Palmer D,

et al. Pembrolizumab in patients with advanced hepatocellular

carcinoma previously treated with sorafenib (KEYNOTE-224): a

non-randomised, open-label phase 2 trial. Lancet Oncol. (2018)

19:940–52. doi: 10.1016/S1470-2045(18)30351-6

9. Finn RS, Qin S, Ikeda M, Galle PR, Ducreux M, Kim TY, et al. Atezolizumab

plus bevacizumab in unresectable hepatocellular carcinoma. N Engl J Med.

(2020) 382:1894–905. doi: 10.1056/NEJMoa1915745

10. Ding XX, Zhu QG, Zhang SM, Guan L, Li T, Zhang L, et al.

Precision medicine for hepatocellular carcinoma: driver mutations and

targeted therapy. Oncotarget. (2017) 8:55715–30. doi: 10.18632/oncotarget.

18382

11. Chaudhary K, Poirion OB, Lu L, Garmire LX. Deep learning-based multi-

omics integration robustly predicts survival in liver cancer. Clin Cancer Res.

(2018) 24:1248–59. doi: 10.1158/1078-0432.CCR-17-0853

12. Bollard J, Miguela V, Ruiz de Galarreta M, Venkatesh A, Bian CB, Roberto

MP, et al. Palbociclib (PD-0332991), a selective CDK4/6 inhibitor, restricts

tumour growth in preclinical models of hepatocellular carcinoma.Gut. (2017)

66:1286–96. doi: 10.1136/gutjnl-2016-312268

13. Reiter FP, Denk G, Ziesch A, Ofner A, Wimmer R, Hohenester S, et al.

Predictors of ribociclib-mediated antitumour effects in native and sorafenib-

resistant human hepatocellular carcinoma cells. Cell Oncol (Dordr). (2019)

42:705–15. doi: 10.1007/s13402-019-00458-8

14. Hydbring P, Malumbres M, Sicinski P. Non-canonical functions of cell cycle

cyclins and cyclin-dependent kinases. Nat Rev Mol Cell Biol. (2016) 17:280–

92. doi: 10.1038/nrm.2016.27

15. Bonelli M, La Monica S, Fumarola C, Alfieri R. Multiple effects of CDK4/6

inhibition in cancer: from cell cycle arrest to immunomodulation. Biochem

Pharmacol. (2019) 170:113676. doi: 10.1016/j.bcp.2019.113676

16. Sobhani N, D’Angelo A, Pittacolo M, Roviello G, Miccoli A, Corona SP, et

al. Updates on the CDK4/6 inhibitory strategy and combinations in breast

cancer. Cells. (2019) 8:321. doi: 10.3390/cells8040321

17. Lu JW, Lin YM, Chang JG, Yeh KT, Chen RM, Tsai JJ, et al.

Clinical implications of deregulated CDK4 and Cyclin D1 expression

in patients with human hepatocellular carcinoma. Med Oncol. (2013)

30:379. doi: 10.1007/s12032-012-0379-5

18. Totoki Y, Tatsuno K, Covington KR, Ueda H, Creighton CJ, Kato M, et al.

Trans-ancestry mutational landscape of hepatocellular carcinoma genomes.

Nat Genet. (2014) 46:1267–73. doi: 10.1038/ng.3126

19. Azechi H, Nishida N, Fukuda Y, Nishimura T, Minata M, Katsuma H,

et al. Disruption of the p16/cyclin D1/retinoblastoma protein pathway in

the majority of human hepatocellular carcinomas. Oncology. (2001) 60:346–

54. doi: 10.1159/000058531

20. Zhou Y, Wang XB, Qiu XP, Shuai Z, Wang C, Zheng F. CDKN2A promoter

methylation and hepatocellular carcinoma risk: A meta-analysis. Clin Res

Hepatol Gastroenterol. (2018) 42:529–41. doi: 10.1016/j.clinre.2017.07.003

21. Liu S, Du Y, Ma H, Liang Q, Zhu X, Tian J. Preclinical comparison

of regorafenib and sorafenib efficacy for hepatocellular carcinoma

using multimodality molecular imaging. Cancer Lett. (2019)

453:74–83. doi: 10.1016/j.canlet.2019.03.037

22. El-Khoueiry AB, Kim RD, Harris WP, Sung MW, Waldschmidt D, Iqbal S,

et al. Phase Ib study of regorafenib (REG) plus pembrolizumab (PEMBRO)

for first-line treatment of advanced hepatocellular carcinoma (HCC). J Clin

Oncol. (2020) 38:564. doi: 10.1200/JCO.2020.38.4_suppl.564

23. Cretella D, Ravelli A, Fumarola C, La Monica S, Digiacomo G, Cavazzoni

A, et al. The anti-tumor efficacy of CDK4/6 inhibition is enhanced by

the combination with PI3K/AKT/mTOR inhibitors through impairment

of glucose metabolism in TNBC cells. J Exp Clin Cancer Res. (2018)

37:72. doi: 10.1186/s13046-018-0741-3

24. Fumarola C, Caffarra C, La Monica S, Galetti M, Alfieri RR, Cavazzoni

A, et al. Effects of sorafenib on energy metabolism in breast cancer cells:

role of AMPK-mTORC1 signaling. Breast Cancer Res Treat. (2013) 141:67–

78. doi: 10.1007/s10549-013-2668-x

25. Bonelli MA, Digiacomo G, Fumarola C, Alfieri R, Quaini F, Falco A, et al.

Combined inhibition of CDK4/6 and PI3K/AKT/mTOR pathways induces

a synergistic anti-tumor effect in malignant pleural mesothelioma cells.

Neoplasia. (2017) 19:637–48. doi: 10.1016/j.neo.2017.05.003

26. Fumarola C, Bozza N, Castelli R, Ferlenghi F, Marseglia G, Lodola A,

et al. Expanding the arsenal of FGFR inhibitors: a novel chloroacetamide

derivative as a new irreversible agent with anti-proliferative activity

against FGFR1-amplified lung cancer cell lines. Front Oncol. (2019)

9:179. doi: 10.3389/fonc.2019.00179

27. La Monica S, Caffarra C, Saccani F, Galvani E, Galetti M, Fumarola C, et al.

Gefitinib inhibits invasive phenotype and epithelial-mesenchymal transition

in drug-resistant NSCLC cells with MET amplification. PLoS One. (2013)

8:e78656. doi: 10.1371/journal.pone.0078656

28. Dean JL, Thangavel C, McClendon AK, Reed CA, Knudsen ES.

Therapeutic CDK4/6 inhibition in breast cancer: key mechanisms of

response and failure. Oncogene. (2010) 29:4018–32. doi: 10.1038/onc.201

0.154

29. Finn RS, Dering J, Conklin D, Kalous O, CohenDJ, Desai AJ, et al. PD 0332991,

a selective cyclin D kinase 4/6 inhibitor, preferentially inhibits proliferation

of luminal estrogen receptor-positive human breast cancer cell lines in vitro.

Breast Cancer Res. (2009) 11:R77. doi: 10.1186/bcr2419

Frontiers in Oncology | www.frontiersin.org 13 September 2020 | Volume 10 | Article 563249

https://www.frontiersin.org/articles/10.3389/fonc.2020.563249/full#supplementary-material
https://doi.org/10.1016/S0140-6736(18)30010-2
https://doi.org/10.3748/wjg.v24.i41.4643
https://doi.org/10.1111/apt.14913
https://doi.org/10.1016/S0140-6736(18)30207-1
https://doi.org/10.1016/S0140-6736(16)32453-9
https://doi.org/10.1016/j.jceh.2019.07.012
https://doi.org/10.1016/S0140-6736(17)31046-2
https://doi.org/10.1016/S1470-2045(18)30351-6
https://doi.org/10.1056/NEJMoa1915745
https://doi.org/10.18632/oncotarget.18382
https://doi.org/10.1158/1078-0432.CCR-17-0853
https://doi.org/10.1136/gutjnl-2016-312268
https://doi.org/10.1007/s13402-019-00458-8
https://doi.org/10.1038/nrm.2016.27
https://doi.org/10.1016/j.bcp.2019.113676
https://doi.org/10.3390/cells8040321
https://doi.org/10.1007/s12032-012-0379-5
https://doi.org/10.1038/ng.3126
https://doi.org/10.1159/000058531
https://doi.org/10.1016/j.clinre.2017.07.003
https://doi.org/10.1016/j.canlet.2019.03.037
https://doi.org/10.1200/JCO.2020.38.4_suppl.564
https://doi.org/10.1186/s13046-018-0741-3
https://doi.org/10.1007/s10549-013-2668-x
https://doi.org/10.1016/j.neo.2017.05.003
https://doi.org/10.3389/fonc.2019.00179
https://doi.org/10.1371/journal.pone.0078656
https://doi.org/10.1038/onc.2010.154
https://doi.org/10.1186/bcr2419
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles


Digiacomo et al. Palbociclib/Regorafenib Combination in HCC

30. Konecny GE, Winterhoff B, Kolarova T, Qi J, Manivong K, Dering

J, et al. Expression of p16 and retinoblastoma determines response to

CDK4/6 inhibition in ovarian cancer. Clin Cancer Res. (2011) 17:1591–

602. doi: 10.1158/1078-0432.CCR-10-2307

31. O’Brien N, Conklin D, Beckmann R, Luo T, Chau K, Thomas J, et al.

Preclinical activity of abemaciclib alone or in combination with antimitotic

and targeted therapies in breast cancer. Mol Cancer Ther. (2018) 17:897–

907. doi: 10.1158/1535-7163.MCT-17-0290

32. Comstock CE, Augello MA, Goodwin JF, de Leeuw R, Schiewer MJ, Ostrander

WF, et al. Targeting cell cycle and hormone receptor pathways in cancer.

Oncogene. (2013) 32:5481–91. doi: 10.1038/onc.2013.83

33. Choi YJ, Anders L. Signaling through cyclin D-dependent kinases. Oncogene.

(2014) 33:1890–903. doi: 10.1038/onc.2013.137

34. Liu L, Cao Y, Chen C, Zhang X, McNabola A, Wilkie D, et al. Sorafenib blocks

the RAF/MEK/ERK pathway, inhibits tumor angiogenesis, and induces tumor

cell apoptosis in hepatocellular carcinoma model PLC/PRF/5. Cancer Res.

(2006) 66:11851–8. doi: 10.1158/0008-5472.CAN-06-1377

35. Carr BI, Cavallini A, Lippolis C, D’Alessandro R, Messa C, Refolo MG,

et al. Fluoro-Sorafenib (Regorafenib) effects on hepatoma cells: growth

inhibition, quiescence, and recovery. J Cell Physiol. (2013) 228:292–

7. doi: 10.1002/jcp.24148

36. Cao J, Zhu Z, Wang H, Nichols TC, Lui GYL, Deng S, et al. Combining

CDK4/6 inhibition with taxanes enhances anti-tumor efficacy by sustained

impairment of pRB-E2F pathways in squamous cell lung cancer. Oncogene.

(2019) 38:4125–41. doi: 10.1038/s41388-019-0708-7

37. Dong P, Maddali MV, Srimani JK, Thelot F, Nevins JR, Mathey-Prevot B, et al.

Division of labour between Myc and G1 cyclins in cell cycle commitment and

pace control. Nat Commun. (2014) 5:4750. doi: 10.1038/ncomms5750

38. Leung JY, Ehmann GL, Giangrande PH, Nevins JR. A role for Myc in

facilitating transcription activation by E2F1. Oncogene. (2008) 27:4172–

9. doi: 10.1038/onc.2008.55

39. Oswald F, Lovec H, Moroy T, Lipp M. E2F-dependent regulation of human

MYC: trans-activation by cyclins D1 and A overrides tumour suppressor

protein functions. Oncogene. (1994) 9:2029–36.

40. Bahrami BF, Ataie-Kachoie P, Pourgholami MH, Morris DL. p70 Ribosomal

protein S6 kinase (Rps6kb1): an update. J Clin Pathol. (2014) 67:1019–

25. doi: 10.1136/jclinpath-2014-202560

41. Leung TH, Yam JW, Chan LK, Ching YP, Ng IO. Deleted

in liver cancer 2 suppresses cell growth via the regulation of

the Raf-1-ERK1/2-p70S6K signalling pathway. Liver Int. (2010)

30:1315–23. doi: 10.1111/j.1478-3231.2010.02307.x

42. Fajas L. Re-thinking cell cycle regulators: the cross-talk with metabolism.

Front Oncol. (2013) 3:4. doi: 10.3389/fonc.2013.00004

43. Mingard C, Paech F, Bouitbir J, Krahenbuhl S. Mechanisms of toxicity

associated with six tyrosine kinase inhibitors in human hepatocyte cell lines. J

Appl Toxicol. (2018) 38:418–31. doi: 10.1002/jat.3551

44. DeWaal D, Nogueira V, Terry AR, Patra KC, Jeon SM, Guzman G,

et al. Hexokinase-2 depletion inhibits glycolysis and induces oxidative

phosphorylation in hepatocellular carcinoma and sensitizes tometformin.Nat

Commun. (2018) 9:446. doi: 10.1038/s41467-018-04182-z

45. Kim NH, Cha YH, Lee J, Lee SH, Yang JH, Yun JS, et al. Snail

reprograms glucose metabolism by repressing phosphofructokinase PFKP

allowing cancer cell survival under metabolic stress. Nat Commun. (2017)

8:14374. doi: 10.1038/ncomms14374

46. Li X, Jiang F, Ge Z, Chen B, Yu J, Xin M, et al. Fructose-bisphosphate

aldolase a regulates hypoxic adaptation in hepatocellular carcinoma

and involved with tumor malignancy. Dig Dis Sci. (2019) 64:3215–

27. doi: 10.1007/s10620-019-05642-2

47. Zahra K, Dey T, Ashish, Mishra SP, Pandey U. Pyruvate kinase M2 and

cancer: the role of PKM2 in promoting tumorigenesis. Front Oncol. (2020)

10:159. doi: 10.3389/fonc.2020.00159

48. Hitosugi T, Kang S, Vander Heiden MG, Chung TW, Elf S, Lythgoe K, et al.

Tyrosine phosphorylation inhibits PKM2 to promote the Warburg effect and

tumor growth. Sci Signal. (2009) 2:ra73. doi: 10.1126/scisignal.2000431

49. Ohno A, Yorita K, Haruyama Y, Kondo K, Kato A, Ohtomo T, et al. Aberrant

expression of monocarboxylate transporter 4 in tumour cells predicts an

unfavourable outcome in patients with hepatocellular carcinoma. Liver Int.

(2014) 34:942–52. Epub 2014/01/18. doi: 10.1111/liv.12466

50. Koh MY, Powis G. Passing the baton: the HIF switch. Trends Biochem Sci.

(2012) 37:364–72. doi: 10.1016/j.tibs.2012.06.004

51. Weng Z, Luo Y, Yang X, Greenhaw JJ, Li H, Xie L, et al. Regorafenib

impairs mitochondrial functions, activates AMP-activated protein kinase,

induces autophagy, and causes rat hepatocyte necrosis. Toxicology. (2015)

327:10–21. doi: 10.1016/j.tox.2014.11.002

52. Zhang J, Salminen A, Yang X, Luo Y, Wu Q, White M, et al. Effects of 31 FDA

approved small-molecule kinase inhibitors on isolated rat liver mitochondria.

Arch Toxicol. (2017) 91:2921–38. doi: 10.1007/s00204-016-1918-1

53. Shen S, Dean DC, Yu Z, Duan Z. Role of cyclin-dependent kinases (CDKs)

in hepatocellular carcinoma: therapeutic potential of targeting the CDK

signaling pathway. Hepatol Res. (2019) 49:1097–108. doi: 10.1111/hepr.13353

54. Rivadeneira DB, Mayhew CN, Thangavel C, Sotillo E, Reed CA, Grana X, et

al. Proliferative suppression by CDK4/6 inhibition: complex function of the

retinoblastoma pathway in liver tissue and hepatoma cells. Gastroenterology.

(2010) 138:1920–30. doi: 10.1053/j.gastro.2010.01.007

55. Hsieh FS, Chen YL, Hung MH, Chu PY, Tsai MH, Chen LJ, et

al. Palbociclib induces activation of AMPK and inhibits hepatocellular

carcinoma in a CDK4/6-independent manner. Mol Oncol. (2017) 11:1035–

49. doi: 10.1002/1878-0261.12072

56. Zhang G, Ma F, Li L, Li J, Li P, Zeng S, et al. Palbociclib triggers

apoptosis in bladder cancer cells by Cdk2-induced Rad9-mediated

reorganization of the Bak.Bcl-xl complex. Biochem Pharmacol. (2019)

163:133–41. doi: 10.1016/j.bcp.2019.02.017

57. Calvisi D, Eferl R. CDK4/6 inhibition and sorafenib: a menage a deux in HCC

therapy? Gut. (2017) 66:1179–80. doi: 10.1136/gutjnl-2016-313547

58. Li J, Xu M, Yang Z, Li A, Dong J. Simultaneous inhibition of MEK and CDK4

leads to potent apoptosis in human melanoma cells. Cancer Invest. (2010)

28:350–6. doi: 10.3109/07357900903286966

59. Franco J, Witkiewicz AK, Knudsen ES. CDK4/6 inhibitors have

potent activity in combination with pathway selective therapeutic

agents in models of pancreatic cancer. Oncotarget. (2014)

5:6512–25. doi: 10.18632/oncotarget.2270

60. Cretella D, Fumarola C, Bonelli M, Alfieri R, La Monica S, Digiacomo

G, et al. Pre-treatment with the CDK4/6 inhibitor palbociclib

improves the efficacy of paclitaxel in TNBC cells. Sci Rep. (2019)

9:13014. doi: 10.1038/s41598-019-49484-4

61. Goel S, Wang Q, Watt AC, Tolaney SM, Dillon DA, Li W, et al. Overcoming

therapeutic resistance in HER2-positive breast cancers with CDK4/6

inhibitors. Cancer Cell. (2016) 29:255–69. doi: 10.1016/j.ccell.2016.02.006

62. Olmez I, Brenneman B, Xiao A, Serbulea V, Benamar M, Zhang Y,

et al. Combined CDK4/6 and mTOR inhibition is synergistic against

glioblastoma via multiple mechanisms. Clin Cancer Res. (2017) 23:6958–

68. doi: 10.1158/1078-0432.CCR-17-0803

63. Franco J, Balaji U, Freinkman E, Witkiewicz AK, Knudsen ES.

Metabolic reprogramming of pancreatic cancer mediated by

CDK4/6 inhibition elicits unique vulnerabilities. Cell Rep. (2016)

14:979–90. doi: 10.1016/j.celrep.2015.12.094

64. Chang F, Steelman LS, Lee JT, Shelton JG, Navolanic PM, Blalock WL, et

al. Signal transduction mediated by the Ras/Raf/MEK/ERK pathway from

cytokine receptors to transcription factors: potential targeting for therapeutic

intervention. Leukemia. (2003) 17:1263–93. doi: 10.1038/sj.leu.2402945

65. Bessard A, Fremin C, Ezan F, Coutant A, Baffet G. MEK/ERK-

dependent uPAR expression is required for motility via phosphorylation

of P70S6K in human hepatocarcinoma cells. J Cell Physiol. (2007)

212:526–36. doi: 10.1002/jcp.21049

66. Lin XL, Xu Q, Tang L, Sun L, Han T, Wang LW, et al. Regorafenib inhibited

gastric cancer cells growth and invasion via CXCR4 activated Wnt pathway.

PLoS One. (2017) 12:e0177335. doi: 10.1371/journal.pone.0177335

67. Hsu FT, Sun CC,Wu CH, Lee YJ, Chiang CH,WangWS. Regorafenib induces

apoptosis and inhibits metastatic potential of human bladder carcinoma cells.

Anticancer Res. (2017) 37:4919–26. doi: 10.21873/anticanres.11901

68. Ouyang Z, Wang S, Zeng M, Li Z, Zhang Q, Wang W, et al.

Therapeutic effect of palbociclib in chondrosarcoma: implication of cyclin-

dependent kinase 4 as a potential target. Cell Commun Signal. (2019)

17:17. doi: 10.1186/s12964-019-0327-5

69. Qin G, Xu F, Qin T, Zheng Q, Shi D, Xia W, et al. Palbociclib

inhibits epithelial-mesenchymal transition and metastasis in breast

Frontiers in Oncology | www.frontiersin.org 14 September 2020 | Volume 10 | Article 563249

https://doi.org/10.1158/1078-0432.CCR-10-2307
https://doi.org/10.1158/1535-7163.MCT-17-0290
https://doi.org/10.1038/onc.2013.83
https://doi.org/10.1038/onc.2013.137
https://doi.org/10.1158/0008-5472.CAN-06-1377
https://doi.org/10.1002/jcp.24148
https://doi.org/10.1038/s41388-019-0708-7
https://doi.org/10.1038/ncomms5750
https://doi.org/10.1038/onc.2008.55
https://doi.org/10.1136/jclinpath-2014-202560
https://doi.org/10.1111/j.1478-3231.2010.02307.x
https://doi.org/10.3389/fonc.2013.00004
https://doi.org/10.1002/jat.3551
https://doi.org/10.1038/s41467-018-04182-z
https://doi.org/10.1038/ncomms14374
https://doi.org/10.1007/s10620-019-05642-2
https://doi.org/10.3389/fonc.2020.00159
https://doi.org/10.1126/scisignal.2000431
https://doi.org/10.1111/liv.12466
https://doi.org/10.1016/j.tibs.2012.06.004
https://doi.org/10.1016/j.tox.2014.11.002
https://doi.org/10.1007/s00204-016-1918-1
https://doi.org/10.1111/hepr.13353
https://doi.org/10.1053/j.gastro.2010.01.007
https://doi.org/10.1002/1878-0261.12072
https://doi.org/10.1016/j.bcp.2019.02.017
https://doi.org/10.1136/gutjnl-2016-313547
https://doi.org/10.3109/07357900903286966
https://doi.org/10.18632/oncotarget.2270
https://doi.org/10.1038/s41598-019-49484-4
https://doi.org/10.1016/j.ccell.2016.02.006
https://doi.org/10.1158/1078-0432.CCR-17-0803
https://doi.org/10.1016/j.celrep.2015.12.094
https://doi.org/10.1038/sj.leu.2402945
https://doi.org/10.1002/jcp.21049
https://doi.org/10.1371/journal.pone.0177335
https://doi.org/10.21873/anticanres.11901
https://doi.org/10.1186/s12964-019-0327-5
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles


Digiacomo et al. Palbociclib/Regorafenib Combination in HCC

cancer via c-Jun/COX-2 signaling pathway. Oncotarget. (2015)

6:41794–808. doi: 10.18632/oncotarget.5993

70. Martinez-Carreres L, Puyal J, Leal-Esteban LC, Orpinell M, Castillo-

Armengol J, Giralt A, et al. CDK4 regulates lysosomal function and mTORC1

activation to promote cancer cell survival. Cancer Res. (2019) 79:5245–

59. doi: 10.1158/0008-5472.CAN-19-0708

71. Jiang X, Tan HY, Teng S, Chan YT, Wang D, Wang N. The role of AMP-

activated protein kinase as a potential target of treatment of hepatocellular

carcinoma. Cancers (Basel). (2019) 11:647. doi: 10.3390/cancers11050647

72. Shin JM, Jeong YJ, Cho HJ, Magae J, Bae YS, Chang YC. Suppression

of c-Myc induces apoptosis via an AMPK/mTOR-dependent pathway

by 4-O-methyl-ascochlorin in leukemia cells. Apoptosis. (2016) 21:657–

68. doi: 10.1007/s10495-016-1228-3

73. Chen J, Li X, Cheng Q, Ning D, Ma J, Zhang ZP, et al. Effects of cyclin D1

gene silencing on cell proliferation, cell cycle, and apoptosis of hepatocellular

carcinoma cells. J Cell Biochem. (2018) 119:2368–80. doi: 10.1002/jcb.26400

74. Ben-Sahra I, Manning BD. mTORC1 signaling and the metabolic

control of cell growth. Curr Opin Cell Biol. (2017) 45:72–

82. doi: 10.1016/j.ceb.2017.02.012

75. Park YY, Kim SB, Han HD, Sohn BH, Kim JH, Liang J, et al. Tat-activating

regulatory DNA-binding protein regulates glycolysis in hepatocellular

carcinoma by regulating the platelet isoform of phosphofructokinase through

microRNA 520. Hepatology. (2013) 58:182–91. doi: 10.1002/hep.26310

76. Zhao Y, Li W, Li M, Hu Y, Zhang H, Song G, et al. Targeted

inhibition of MCT4 disrupts intracellular pH homeostasis and confers

self-regulated apoptosis on hepatocellular carcinoma. Exp Cell Res. (2019)

384:111591. doi: 10.1016/j.yexcr.2019.111591

77. Ritterson Lew C, Tolan DR. Targeting of several glycolytic enzymes

using RNA interference reveals aldolase affects cancer cell proliferation

through a non-glycolytic mechanism. J Biol Chem. (2012) 287:42554–

63. doi: 10.1074/jbc.M112.405969

78. Gizak A, Wisniewski J, Heron P, Mamczur P, Sygusch J, Rakus D. Targeting a

moonlighting function of aldolase induces apoptosis in cancer cells.Cell Death

Dis. (2019) 10:712. doi: 10.1038/s41419-019-1968-4

79. Mamczur P, Gamian A, Kolodziej J, Dziegiel P, Rakus D. Nuclear localization

of aldolase A correlates with cell proliferation. Biochim Biophys Acta. (2013)

1833:2812–22. doi: 10.1016/j.bbamcr.2013.07.013

80. Tai WT, Hung MH, Chu PY, Chen YL, Chen LJ, Tsai MH, et al. SH2 domain-

containing phosphatase 1 regulates pyruvate kinase M2 in hepatocellular

carcinoma. Oncotarget. (2016) 7:22193–205. doi: 10.18632/oncotarget.7923

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Copyright © 2020 Digiacomo, Fumarola, La Monica, Bonelli, Cretella, Alfieri,

Cavazzoni, Galetti, Bertolini, Missale and Petronini. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) and the copyright owner(s) are credited and that the original

publication in this journal is cited, in accordance with accepted academic practice.

No use, distribution or reproduction is permitted which does not comply with these

terms.

Frontiers in Oncology | www.frontiersin.org 15 September 2020 | Volume 10 | Article 563249

https://doi.org/10.18632/oncotarget.5993
https://doi.org/10.1158/0008-5472.CAN-19-0708
https://doi.org/10.3390/cancers11050647
https://doi.org/10.1007/s10495-016-1228-3
https://doi.org/10.1002/jcb.26400
https://doi.org/10.1016/j.ceb.2017.02.012
https://doi.org/10.1002/hep.26310
https://doi.org/10.1016/j.yexcr.2019.111591
https://doi.org/10.1074/jbc.M112.405969
https://doi.org/10.1038/s41419-019-1968-4
https://doi.org/10.1016/j.bbamcr.2013.07.013
https://doi.org/10.18632/oncotarget.7923~
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles

	Simultaneous Combination of the CDK4/6 Inhibitor Palbociclib With Regorafenib Induces Enhanced Anti-tumor Effects in Hepatocarcinoma Cell Lines
	Introduction
	Materials and Methods
	Cell Culture
	Drug Treatments
	Western Blotting
	Analysis of Cell Proliferation and Cell Death
	Quantitative Real-Time PCR
	Spheroid Generation and Growth
	Migration and Invasion
	Metabolic Assays
	Uptake
	OCR and ECAR Measurements

	Statistical Analysis

	Results
	A Functional Rb Pathway Is a Predictive Factor of Response to Palbociclib in HCC Cell Lines
	The Simultaneous Combination of Palbociclib With Regorafenib Inhibits Cell Proliferation and Induces Cell Death More Efficaciously Than Sequential Treatments
	The Simultaneous Combination of Palbociclib With Regorafenib Inhibits Cell Growth of Spheroids and Reduces Cell Migration and Invasion
	The Simultaneous Combination of Palbociclib With Regorafenib Is More Effective Than Single Treatments Also Under Hypoxia
	Effects of the Simultaneous Combination of Palbociclib With Regorafenib on Energy Metabolism

	Discussion
	Conclusions
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References


