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The Retinoblastoma (RB) tumor suppressor regulates G1/S transition during cell

cycle progression by modulating the activity of E2F transcription factors. The RB

pathway plays a central role in the suppression of most cancers, and RB mutation

was initially discovered by virtue of its role in tumor initiation. However, as can-

cer genome sequencing has evolved to profile more advanced and treatment-

resistant cancers, it has become increasingly clear that, in the majority of cancers,

somatic RB inactivation occurs during tumor progression. Furthermore, despite

the presence of deregulation of cell cycle control due to an INK4A deletion, addi-

tional CCND amplification and/or other mutations in the RB pathway, mutation

or deletion of the RB gene is often observed during cancer progression. Of note,

RB inactivation during cancer progression not only facilitates G1/S transition but

also enhances some characteristics of malignancy, including altered drug sensitiv-

ity and a return to the undifferentiated state. Recently, we reported that RB inac-

tivation enhances pro-inflammatory signaling through stimulation of the

interleukin-6/STAT3 pathway, which directly promotes various malignant features

of cancer cells. In this review, we highlight the consequences of RB inactivation

during cancer progression, and discuss the biological and pathological signifi-

cance of the interaction between RB and pro-inflammatory signaling.

T he RB tumor suppressor protein forms a transcriptional
repression complex with the E2F family of transcription

factors and various chromatin modifiers, and thereby nega-
tively regulates G1/S transition during the cell cycle through
the suppression of E2F target genes such as CCNA1 and
CCNE1. In response to growth stimuli, the cyclin D–CDK4/6
complex phosphorylates RB, releasing E2F transcription fac-
tors and facilitating the G1/S transition. As almost all human
cancer cells carry aberrations in components of the RB path-
way, including INK4A, CCND, CDK4/6, RB, and E2Fs,
genetic or functional inactivation of the RB pathway seems to
be indispensable for dysregulated proliferation in cancer
cells.(1,2)

Retinoblastoma mutations are found in retinoblastoma,
osteosarcoma, and SCLC at a high frequency, but less fre-
quently in more common types of cancer.(2–4) Mutations in
INK4A are frequently detected in pancreatic cancer and
NSCLC. CCND amplification is often seen in breast cancer
cells.(2–4) Although, in part, this may be related to different
mutational mechanisms in distinct tissue types, these observa-
tions also suggest that the RB pathway is not strictly linear,

and that loss of function due to genetic ablation of the RB
gene and loss of E2F binding activity due to hyperphosphory-
lation of the RB protein are not completely synonymous.
The RB protein shows E2F-independent functions through

binding to other nuclear or extra-nuclear partners. For exam-
ple, RB cooperates with transcription factors such as MYOD
or RUNX2 to regulate cell differentiation in an E2F-indepen-
dent manner.(5) The RB protein suppresses the degradation of
p27 by SKP2 through direct binding to SKP2; this allows RB
to attenuate cell cycle progression in an E2F-independent man-
ner.(6,7) The RB protein is located in the mitochondrial frac-
tion, where it promotes BAX-dependent apoptosis.(8,9)

Hyperphosphorylated RB is not simply inactivated, but rather
contributes to suppression of the mTORC2-AKT pathway,
leading to enhanced sensitivity to chemotherapy.(10) In addition
to genes involved in cell cycle control, the RB–E2F complex
suppresses a number of genes involved in pluripotency, cellu-
lar metabolism, innate immunity, and cytokine signaling
(Fig. 1).(11–15) The RB–E2F complex colocalizes with EZH2 at
intronic and intergenic regions in the genome, and mediates
silencing of repetitive DNA sequences.(16) Conversely, in
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particular contexts, the RB–E2F complex positively regulates
gene transcription by forming a complex with transcriptional
activators.(3) To date, more than 300 proteins have been identi-
fied as possible binding partners of RB. The variability in
these binding partners could explain the multifunctional
aspects of the RB protein.

Stem cell-like features induced by RB inactivation. In the past
decade, it has been proposed that tissue stem/progenitor cells
with multipotency and self-renewing activity could be the cells
of origin for various cancers.(13) To maintain a normal balance
between differentiation and self-renewal in tissue stem cells,
RB family proteins, including p107 and p130, strictly regulate
the G1/S transition. In general, depletion of all RB family pro-
teins in tissue stem/progenitor cells causes defects in differenti-
ation potency and promotes self-renewing activity, leading to
stem cell expansion and tumor initiation.(13) However, post-
mitotic cells, that is, those that have completed terminal differ-
entiation, could also be cells of origin for cancer. Depletion of
RB family proteins in post-mitotic cells induces cell cycle re-
entry and dedifferentiation, and even leads to tumor initiation
in some contexts. For example, MEFs in which all RB family
proteins are inactivated become resistant to G1 arrest, and
acquire cell characteristics similar to those of stem cells, such
as increased sphere-forming activity and expression of pluripo-
tent genes.(17–19) In addition, RB depletion on an ARF null
background induces cell cycle re-entry and dedifferentiation in
post-mitotic muscle cells.(20) Moreover, an RB family triple
KO in post-mitotic horizontal interneurons of the retina
induces metastatic retinoblastoma.(21) As expected from these
findings, RB inactivation contributes to the generation of indu-
cible pluripotent stem cells from human fibroblasts.(22) The
RB–E2F1 complex directly suppresses the expression of
pluripotent factors such as POU5F1 and SOX2 by binding
directly to their regulatory regions with recruiting repressive
chromatin modifiers, which consequently antagonizes inducible
pluripotent stem cell induction.(23) Thus, in addition to deregu-
lation of the cell cycle, RB inactivation in tissue stem/progeni-
tor cells and post-mitotic cells contributes to tumor formation
by promoting self-renewal activity and dedifferentiation.
It should be noted that studies using genetically engineered

mouse models have shown that a single RB gene deletion in

stem/progenitor cells and post-mitotic cells is not sufficient to
initiate tumor formation. One of the underlying mechanisms is
the induction of apoptosis and/or cell cycle arrest through
feedback activation of the p53 pathway, which could be an
E2F-dependent or -independent function. For example, sup-
pression of RB function by an SV40 T antigen mutant (T121)
induces p53-dependent cell death and cell cycle arrest in
human embryonic stem cells, even though RB is strongly
phosphorylated in these cells.(24) Another possible mechanism
is functional compensation by p107 and p130. In Rb heterozy-
gous mice, p130-dependent cellular senescence is induced in C
cells following Rb loss of heterozygosity.(25,26)

Simultaneous mutation in the p53 and RB genes is fre-
quently observed in human cancer cells. A number of studies
using genetically engineered mouse models have reported that
RB inactivation in a p53-null background results in tumors that
are less differentiated compared to a WT p53 back-
ground.(27,28) Rb heterozygous mice develop low-grade thyroid
medullary cancer derived from C cells as a consequence of
biallelic loss of Rb. The p53-null background allowed this C
cell tumor to develop dedifferentiated phenotypes depicted by
lower expression of calcitonin. This was not seen in back-
grounds lacking other p53 pathway genes such as Arf and
Cdkn1a, even though thyroid tumors from all of these mice
showed similar levels of Ki67 positivity.(29) Similarly, RB
depletion in p53 KO MEFs, but not in Arf and Cdkn1a KO
MEFs, induced sphere-forming activity in 3-D culture supple-
mented with limited growth factors, an indicator of stem-like
activity, despite the fact that these cells showed nearly identi-
cal proliferation rates in 2-D culture (Fig. 2).(29) Depletion of
RB in p53 KO MEFs, however, did not induce tumorigenicity
in immunodeficient mice, suggesting that the acquisition of
stem-like activity caused by Rb/p53 double inactivation is
independent of the transformation from normal to cancer cells.
Taken together, these findings show that the genetic interaction
between Rb and p53 is a critical determinant of the undifferen-
tiated state in both normal and tumor cells.
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Fig. 1. Inactivation of RB during cancer progression results in multi-
ple malignant phenotypes.
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Fig. 2. Inactivation of Rb increases the frequency of sphere-forming
activity in p53-null background but not in Arf or Cdkn1a-null back-
grounds.
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Inactivation of RB promotes pro-inflammatory signaling. It is
becoming increasingly clear that in lung, prostate, and breast
cancer the acquisition of therapy resistance associated with
dedifferentiation, transdifferentiation, and hormone-indepen-
dent growth is tightly correlated with aberration of the RB
gene during cancer progression. For example, acquisition of
drug resistance to EGFR-targeted therapy in EGFR mutant
NSCLC is achieved by transdifferentiation to SCLC, which
occurred due to loss of the RB gene.(30) In prostate cancer,
simultaneous inactivation of RB and p53 in luminal-type can-
cer cells leads to increased lineage plasticity and induces the
formation of AR-independent basal-like cells.(31,32) Another
study indicated that E2F1 activation following RB inactivation
directly enhances AR expression, thereby promoting hormone-
independent growth.(33) In breast cancer, RB inactivation
induces epithelial–mesenchymal transition and hormone-inde-
pendent growth in ER-positive luminal-type cancer cells.(34,35)

We have reported that RB inactivation in luminal-type cancer
cells induces stem cell-like features associated with an
enhanced secretion of pro-inflammatory cytokines, including
IL-6, resulting in hormone-independent growth.(36)

Estrogen receptor-negative breast cancers generally carry RB
mutations at a higher frequency, contain a stem cell-like frac-
tion, and show a higher secretion of pro-inflammatory cytokines
compared to other subtypes of breast cancer.(37–39) Previous
studies have shown that pro-inflammatory cytokines, and the
major downstream STAT3 and nuclear factor-jB signaling
pathways in breast cancer, are essential for emergence and
maintenance of the stem cell-like fraction, and for acquisition of
drug resistance. For example, single supplementation of IL-6 or
IL-8 in luminal-type breast cancer cells induces mammosphere-
forming activity, which is often used as a marker activity of
breast cancer stem cells.(40–43) Similarly, another study indicated
that activation of the IL-6/STAT3 pathway in luminal-type
breast cancer cells induces hormone-independent growth.(44)

Activation of the IL-6/STAT3 pathway contributes to the acqui-
sition of drug resistance in various other types of cancer, such
as lung and liver, in addition to breast cancer.(45–47)

It has been proposed that RB directly regulates pro-inflam-
matory signaling. Activation of E2F following RB inactivation
directly induces prostaglandin-endoperoxide synthase 2/COX2
expression in basal-like breast cancer cells.(48) In addition, RB
depletion induces IL-6 secretion in the Cdkn1a-deficient epi-
dermis.(49) Indeed, E2F binding sites have been reported to be
localized in the gene regulatory region of some cytokines and
their receptors, and the RB–E2F complex directly suppresses
cytokine expression, including chemokine (C-X-C motif)
ligand 1 and 2 and IL-8.(50) In contrast, we recently reported
an inverse correlation between RB and IL-6 expression in
breast cancer, as mentioned above,(36) but this is not due to
direct E2F binding to the IL-6 promoter (discussed below).
Based on these findings, it has been assumed that activation

of pro-inflammatory signaling by RB inactivation directly con-
tributes to the promotion of self-renewal and the undifferenti-
ated state. Indeed, we showed that hormone-independent
growth, sphere-forming activity, and tumor initiation activity
induced by RB depletion in MCF-7 cells, a luminal-type breast
cancer cell line, is antagonized by suppression of IL-6 or
STAT3.(36) These results indicate that RB inactivation con-
tributes to the acquisition of these malignant features, not only
through “cell intrinsic mechanisms” such as defects in cell
cycle control, but also through “cell extrinsic mechanisms”
such as hypersecretion of pro-inflammatory cytokines. As the
humanized anti-IL-6 receptor antibody, tocilizumab, shows a

specific therapeutic effect on RB-depleted MCF-7 cells, RB
inactivation-induced IL-6 hypersecretion may be a potential
therapeutic target.

Regulatory feedback mechanisms for fine-tuning intracellular

ROS in RB-inactivated cells. Many groups have reported that RB
and E2Fs control DNA replication and mitosis as well as the
G1/S transition during the cell cycle. Inactivation of RB there-
fore induces genomic instability. For example, RB–E2Fs form
a complex with condensin II, which is essential for normal
chromosome condensation and subsequent DNA replica-
tion.(51,52) Inactivation of RB therefore leads to abnormal chro-
mosome segregation. In addition, excessive expression of
Mad2, a spindle-assembly checkpoint protein, which is directly
induced by E2F, causes chromosome instability.(53) Further-
more, accelerated cell cycle progression by RB inactivation
results in over-consumption of nucleotides, leading to DNA
damage.(54) In fact, according to a comprehensive genomic
analysis of human tumors, genomic instability is thought to be
higher in tumors with mutations in the RB pathway.(51,55)

Inactivation of RB is also known to cause oxidative stress
by increasing ROS production. This could be related to aber-
rant autophagy in RB-inactivated cells,(56) because proper
degradation of mitochondria by autophagy (i.e. mitophagy)
prevents the accumulation of dysfunctional mitochondria, one
of the main sources of intracellular ROS production. In myo-
blast cells, defects in autophagy induced by RB inactivation
lead to an accumulation of dysfunctional mitochondria, which
in turn inhibits the differentiation of myoblasts to myotubes.(57)

In contrast, mitochondrial abnormalities in myoblast cells due
to RB inactivation have been shown to depend on deregulation
of KDM5A, a binding partner of RB.(58) Comprehensive pro-
teomic analysis of RB-inactivated cells identified functional
abnormalities in the mitochondria.(59) In senescent cells, RB
directly promotes mitochondrial oxidative phosphorylation
through activation of metabolic genes.(60) From these findings,
it is assumed that RB-inactivated cells produce high levels of
mitochondrial superoxide due to abnormal electron transfer to
oxygen as a result of mitochondrial dysfunction. Conversely,
enhanced mitochondrial activity also increases ROS production
associated with elevated oxygen consumption. The RB–E2F
complex is known to directly suppress the expression of oxida-
tive metabolism-related enzymes and mitochondrial protein
translation genes.(61,62) Disruption of this complex therefore
seems to provoke oxidative metabolism, such as the tricar-
boxylic acid cycle and FAO. Indeed, we reported that RB
depletion in MCF-7 cells promotes mitochondrial superoxide
production with elevated oxygen consumption and FAO.(36)

Taken together, these results suggest that RB-inactivated can-
cer cells are exposed to more DNA damage and oxidative
stress than RB-intact cancer cells, even though cancer cells in
general already show higher levels of DNA damage and ROS
production compared to normal cells.
Accumulation of DNA damage and oxidative stress induces

apoptosis and cellular senescence, although lower levels of
ROS production act as a growth signal. Thus, RB-inactivated
cancer cells tend to undergo cell death in response to DNA-
damaging agents and excessive ROS production.(35,63) In order
for RB-inactivated cancer cells to display a high proliferation
rate in the presence of high ROS production, activation of
antioxidant pathways seems to be essential to maintain redox
balance in cells at a non-toxic level. A number of reports have
indicated that activation of antioxidative pathways during can-
cer progression contributes to the acquisition of stem-like
activity, including drug resistance and tumor-initiating activity.
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For example, antioxidative pathways are highly activated in
the stem cell-like fraction of cancer cells compared to other
non-tumorigenic fractions, leading to lower levels of ROS and
resistance to various cellular stresses.(64) Moreover, CD44 and
NRF2 directly induce cancer stem-like activity through
activation of antioxidative and detoxification signaling
pathways.(65,66)

Interleukin-6 hypersecretion induced by RB inactivation pro-
vides cells with an antioxidative function that neutralizes mito-
chondrial superoxide (Fig. 3). It has been reported that the
promoter region of the IL-6 gene contains an antioxidant
responsive element, which is a binding sequence for NRF2, a
master regulator of the transcriptional response to oxidative
stress, which itself can upregulate IL-6 secretion.(67,68) We
showed that treatment of RB-depleted MCF-7 cells with a neu-
tralizing antibody to IL-6 induced further mitochondrial super-
oxide production and subsequent cell death.(36) In contrast,
treatment with recombinant IL-6 antagonized mitochondrial
superoxide production, and promoted sphere-forming activity
and hormone-independent growth.(36) These findings suggest

that the induction of stem cell-like activity induced by RB
inactivation as described above depends, at least in part, on
the antioxidative function of IL-6.
Metabolic reprogramming associated with RB inactivation is

thought to promote intracellular antioxidant activity. For exam-
ple, RB-inactivated cells show an increased dependency on glu-
tamine consumption, which is an amino acid essential for
glutathione synthesis, a representative intracellular antioxi-
dant.(69,70) Fatty acid oxidation also provides an antioxidative
metabolic pathway by promoting NADPH production, which is
another intracellular antioxidant.(71) In fact, it has been shown
that FAO is essential for maintaining self-renewal activity in
both hematopoietic stem cells and cancer stem-like cells, and
FAO inhibition results in a profound decrease in NADPH
levels, an accumulation of ROS, and subsequent cell
death.(72,73) Similarly, we reported that RB inactivation in
MCF-7 cells activates FAO, and treatment with an FAO inhibi-
tor increases ROS accumulation.(36) Collectively, IL-6 hyper-
secretion and metabolic reprogramming, including FAO
activation, associated with RB inactivation play key roles in the
regulation of redox balance, which leads to cancer progression.

Transcriptional and post-transcriptional regulation of pro-

inflammatory cytokines by RB. While RB cooperates with
various binding partners to directly regulate the expression of
various targets as mentioned above, the expression of some
pro-inflammatory cytokines, including IL-6, is induced by cel-
lular stresses such as oxidative stress and DNA damage associ-
ated with RB inactivation. We showed that increased
mitochondrial superoxide production due to RB inactivation
promotes IL-6 secretion through activation of the JNK path-
way in MCF-7 cells (Fig. 4).(36) Given that IL-6 possesses an
antioxidative function, hypersecretion of IL-6 induced by RB
inactivation can be considered part of a feedback mechanism
to maintain the intracellular redox balance within a non-toxic
range.
In addition, we have shown that RB regulates the expression

of many genes, including pro-inflammatory cytokines, in a
miRNA-dependent manner. MicroRNAs are non-coding RNAs,
consisting of 20–25 bases, that bind to the 30-untranslated
region of mRNA and regulate gene expression through degra-
dation and/or translational repression of mRNA.(74) From a
comprehensive analysis of miRNA expression, we found that

RB inactivation 

Mitochondrial superoxide 

IL-6/STAT3 
pathway Transcrip�on of ETC

Fig. 3. Regulatory feedback loop between interleukin-6 (IL-6)
secretion and mitochondrial superoxide production for fine-tuning
intracellular reactive oxygen species (ROS) to non-toxic levels in RB-
inactivated cells. Inactivation of RB induces oxidative stress through
enhanced mitochondrial ROS production, leading to hypersecretion of
IL-6. In contrast, IL-6/signal transducer and activator of transcription 3
(STAT3) activation enhances the function of respiratory chain complex
in mitochondria and prevents deregulated ROS production.
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Fig. 4. Schematic presentation of the summary in
this review. Inactivation of RB induces
mitochondrial reactive oxygen species production
and subsequent activation of pro-inflammatory and
the signal transducer and activator of transcription
3 (STAT3) loop in a JNK pathway-dependent
manner. Hypersecretion of interleukin-6 is also
post-transcriptionally promoted by downregulation
of microRNA-140 (mir-140) following RB
inactivation. Hypersecretion of pro-inflammatory
cytokines might contribute to establishment of the
inflammatory tumor microenvironment.
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RB inactivation significantly reduced mir-140 expression in
mouse sarcoma cells and MCF-7 cells.(75) MicroRNA-140 has
been implicated in the suppression of hepatocellular carci-
noma, NSCLC, colon cancer, breast cancer, and ovarian cancer
through inhibition of growth factor signaling.(76–80) Although
the molecular mechanism that underlies the regulation of mir-
140 by RB is still unclear, mir-140 downregulation following
RB inactivation upregulates the expression of multiple pro-
inflammatory cytokines, including IL-6, and other growth and
angiogenic factors that have a mir-140 binding sequence in the
30-untranslated region (Fig. 4).(75)

Conclusion

Inactivation of RB is frequently observed during cancer pro-
gression. Cell cycle deregulation is one of the most important
features associated with RB inactivation, however, RB is a
multifunction protein interacting with wide varieties of binding
partners and has cell cycle-independent functions. Therefore,
RB inactivation during cancer progression induces various
malignant phenotypes, including undifferentiated state, drug
resistance, and cytokine hypersecretion, in addition to cell
cycle deregulation. In this review, we especially focused on
stem-like features induced by RB inactivation associated with
hypersecretion of pro-inflammatory cytokines such as IL-6.
This phenomenon is context-dependent to some extent, and the
molecular mechanisms underlying the control of their expres-
sion and its impact on the tumor microenvironment remains
incompletely characterized. By clarifying these unsolved

questions, we could propose not only novel aspects of RB
function but also a new window for development of targeted
therapy to RB-inactivated cancer cells.
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AR androgen receptor
C cell thyroid calcitonin-producing cell
E2F E2 factor
ER estrogen receptor
FAO fatty acid oxidation
IL interleukin
MEF mouse embryonic fibroblast
miRNA microRNA
NRF2 nuclear factor erythroid-related factor 2
NSCLC non-small-cell lung cancer
RB retinoblastoma
ROS reactive oxygen species
SCLC small-cell lung cancer
SKP2 S-phase kinase-associated protein 2
STAT signal transducer and activator of transcription
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