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Abstract

Complex tumour ecosystem comprising tumour cells and its associated tumour microenvir-
onment (TME) constantly influence the tumoural behaviour and ultimately impact therapy
failure, disease progression, recurrence and poor overall survival of patients. Crosstalk between
tumour cells and TME amplifies the complexity by creating metabolic changes such as hyp-
oxic environment and nutrient fluctuations. These changes in TME initiate stem cell-like pro-
grammes in cancer cells, contribute to tumoural heterogeneity and increase tumour
robustness. Recent studies demonstrate the multifaceted role of autophagy in promoting fibro-
blast production, stemness, cancer cell survival during longer periods of dormancy, eventual
growth of metastatic disease and disease resistance. Recent ongoing studies examine autop-
hagy/mitophagy as a powerful survival strategy in response to environmental stress including
nutrient deprivation, hypoxia and environmental stress in TME. It prevents irreversible sen-
escence, promotes dormant stem-like state, induces epithelial–mesenchymal transition and
increases migratory and invasive potential of tumour cells. The present review discusses vari-
ous theories and mechanisms behind the autophagy-dependent induction of cancer stem cell
(CSC) phenotype. Given the role of autophagic functions in CSC aggressiveness and thera-
peutic resistance, various mechanisms and studies based on suppressing cellular plasticity
by blocking autophagy as a powerful therapeutic strategy to kill tumour cells are discussed.

Introduction

Despite treatment advancements, cancer continues to be a leading cause of high mortality rates
of the patients who are diagnosed with advanced tumours. Surgical removal of tumours is the
preferred choice of treatment, nevertheless it often fosters aggressive tumour relapse in case of
metastatic tumours. Chemo- and/or radiotherapies impose multiple side effects and offer only
transient eradication of tumours. Tumour recurrence and drug resistance are explored as the
main reasons of therapy failure. They make the conventional therapies not only ineffective in
targeting advanced tumours but also promote tumour regrowth. Recent studies examine the
intratumoural heterogeneity being majorly responsible for therapy failure, disease progression,
recurrence and poor overall survival of patients (Ref. 1).

Two models of tumourigenesis stochastic model and hierarchy model help us to under-
stand the concept of tumour progression and tumour heterogeneity. According to stochastic
model, every cell within a tumour has an equal potential to be of cell-of-origin and facilitates
tumour initiation and progression. Unique driver mutations result in the formation of genet-
ically distinct subclones through branching evolution, thereby contribute to functional hetero-
geneity and impact the cancer hallmarks differently (Ref. 2). Besides genetic factors, there are
strong emerging evidences regarding the contributory role of non-genetic determinants on
tumoural heterogeneity (Fig. 1). These are largely related to developmental pathways and epi-
genetic modifications (DNA methylation, chromatin openness, histone modification,
microRNA (miR), and other non-coding RNA) (Refs 3, 4).

According to hierarchy model, tumour progression occurs when long-lived adult stem cells
generate cellular progeny throughout their life and produce multiple specialized, short-lived
cells that can perform tissue-specific functions (Fig. 1). They escape regulation and give rise
to stem cell-like counterpart called cancer stem cells (CSCs). This side population of cells,
also called CSCs, constitutes less than 1% of cellular population. These cells predominantly
reside within hypoxic, low pH and less nutrient niches. CSCs are known for self-renewal prop-
erty, multipotency, potential to grow as spheres under serum deprivation and high aldehyde
dehydrogenase (ALDH) activity, evasion of cell killing in part because of their quiescent
state, increased expression of drug transporters and other resistance genes and intense
tumourigenic potential (Refs 5, 6). CSCs derive energy from metabolic pathways for maintain-
ing self-renewal, differentiation and tumourigenic potential (Ref. 7). CSCs maintain homoeo-
stasis by relying predominantly on glycolysis (Ref. 8). However, few studies observe that many
CSCs are more inclined towards oxidative phosphorylation (OXPHOS) than glycolysis for
energy requirements. Higher oxidative potential and adenosine triphosphate (ATP) levels
are observed with glioblastoma stem cells (GSCs) compared with differentiated glioma cells
(Ref. 9). Similarly, breast CSCs exhibit reduced lactate production and increased ATP levels
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(Ref. 10). Tumour microenvironment (TME) thus provides a
favourable metabolic environment to support the growth of CSCs.

Complex tumour ecosystem which comprises tumour cells and
its associated TME constantly influences the tumoural behaviour
and ultimately impacts the therapy failure (Ref. 11). TME consists
of infiltrating endothelial, haematopoietic and perivascular cells or
their progenitors, cancer-associated fibroblasts (CAFs), immune
cells, extracellular matrix (ECM) components and stroma contain-
ing networks of cytokines and growth factors (Ref. 12) (Fig. 2).
Crosstalk between tumour cells and TME amplifies the complexity
by creating metabolic changes such as a hypoxic environment and
nutrient fluctuations. These changes not only contribute to
tumoural heterogeneity and increase the tumour robustness but
also make the tumour cells resistant to drug responses (Refs 4,
5). Recent studies demonstrate the role of TME to initiate stem cell-
like programmes in cancer cells. Depending upon the genotype and
interaction with microenvironmental signals, transit-amplifying/
progenitor cells undergo dedifferentiation and enter back into
CSC pool and regain long-term tumour repopulation capacity.
Tumour heterogeneity, relapse of therapy-resistant disease and
metastatic dissemination in many different human cancers are
attributed to the properties of CSCs (Ref. 13). Enriching our cur-
rent understanding about the mechanisms responsible for cancer
stemness and related progression of disease relapse crisis is the
need of an hour for overcoming the therapy resistance.

Recent studies have examined the multifaceted role of autop-
hagy in cancer cell survival during longer periods of dormancy
and the eventual growth of metastatic disease (Ref. 14).
Autophagy plays a central role in TME where it is induced in
CAFs by their association with tumour cells, supplies recycled
metabolites and promotes fibroblast production. Further, over
the past few years, autophagy is shown to promote stemness,
CD44 expression, targeted degradation of key transcription fac-
tors, such as p53 and forkhead boxO3A (FOXO3A), induces
pluripotency, dormancy and drug resistance (Refs 15, 16, 17,
18). Elevated expression of autophagic markers such as ATG5
and Beclin1, an indicator of increased autophagic flux is
observed in CSCs. Application of autophagic inhibitors signifi-
cantly result in a decrease in autophagic flux and corresponding
reduction in the number of CSCs (Ref. 19). Another study
describes the detrimental effects of impaired mitophagy on the
survival of CSCs (Ref. 20). These observations suggest the
important role of autophagy in regulating the multifarious func-
tions of CSCs. This review provides a recent update on how the
TME promotes autophagy which further contributes to
increased cancer stemness, dormancy and drug resistance. The
present review further provides an insight into its clinical rele-
vance with an aim to explore the possible therapeutic benefits
including complete eradication of residual tumour cells and pre-
vention of tumour relapse.

Figure 1. Models of tumourigenesis: (a) stochastic model – unique driver mutations produce tumour cells. Every tumour cell with an equal ability to act as
cell-of-origin contributes to the genetically different subclone and thus brings about tumoural heterogeneity. (b) Hierarchy model – oncogenic hit turns normal
adult stem cells and normal progenitor cells into cancer stem cells (CSCs) and cancer progenitor cells respectively. A small population of stem cells called
CSCs contribute to aggressive tumour growth. Epithelial–mesenchymal plasticity aggravates tumour growth.
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Cancer stem cells

Tumours are composed of hierarchy of cell types where tumour-
initiating cells (TICs) or CSCs are highly tumourigenic and are
the source of tumour initiation and heterogeneity. They give
rise to intermediate progenitors and terminally differentiated pro-
geny. CSCs were first demonstrated in 1997 in acute myeloid leu-
kaemia (AML) patients by transplantation of AML-initiating cell
population into severe combined immune-deficient (SCID) mice
as subset of cells. Leukaemia-initiating cells were enriched on the
basis of expression of cell surface markers (CD34+/CD38−). These
cells harbour the potential of self-renewal, propagation and differ-
entiation (Ref. 21). Few of the characteristic features of CSCs are
increased expressions of cluster of differentiation 44 (CD44+),
CD133+, ATP-binding cassette (ABC) transporters, epithelial
cell adhesion molecule and aldehyde dehydrogenase 1 (ALDH1).
Since then, their existence has been shown in many cancers includ-
ing breast, prostate, lung, brain, haematopoietic, head and neck,
colon, skin and pancreatic cancers as well as in sarcomas.
Notably, as few as 100 CSCs are identified in non-obese diabetic/
SCID mice (Ref. 22). Transcriptional signatures and heteroge-
neously expressed cell surface markers specific to CSCs not only
allow the accurate flow cytometric sorting of marker-positive and
-negative subsets in a tumour population but also correlate with
their aggressive behaviour and are highly predicative of overall
patient survival (Table 1) (Refs 23, 24, 25, 26, 27, 28, 29, 30, 31,
32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48,
49, 50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 63).

One of the theories regarding the origin of CSCs believes that
normal stem cells/progenitor cells give rise to CSCs when encoun-
ter a specific genetic mutation or altered environment. The other
theory believes that genetic or heterotypic alterations in somatic
cells turn them into cancer cells with stem-like characteristics.
Differences in the driver mutations and cell-of-origin create diver-
sity in the CSC model in different cancer types and influence can-
cer properties (Ref. 64). A study on ependymomas explains the

impact of different mutations on differences in gene expression
and prognosis (Ref. 65). Changes in mutation spectrum with
age in human leukaemias influence the frequency and phenotype
of leukaemia-initiating cells (Ref. 66). Phenotypically diverse TICs
are identified in solid tumours also. Breast cancer-initiating cells
with surface markers CD44+CD24−/low does not universally dis-
tinguish tumourigenic and non-tumourigenic breast cancer cells
(Ref. 22). Tumourigenic cells with different surface marker phe-
notypes because of difference in transforming mutations are
examined in mouse models of lung cancer (Ref. 67).

Among the genomic alterations, epithelial–mesenchymal tran-
sition (EMT) induction, an epigenetic process is currently being
explored as the mechanism of CSC generation. It places epithelial
cells into quasi-mesenchymal states and allows the cancer cells to
gain stem-like characteristics. EMT induction in immortalized
human mammary epithelial cells is shown to increase their ability
to form mammospheres (Ref. 68). Process of EMT is orchestrated
by EMT-activating transcription factors including zinc-finger
E-box-binding homoeobox (ZEB1), Smad (ZEB2), Snail1
(Snail), Snail2 (Slug) and Snail3 (Smuc), Twist1 and Twist2 and
E12/E47 and Tbx3. Altered activities of Wnt, transforming
growth factor-β (TGF-β), hedgehog, Notch, phosphatidylinositol
3 kinase/protein kinase B/mammalian target of rapamycin
(PI3K/Akt/mTOR), signal transducer and activation of transcrip-
tion 3 (STAT3) and nuclear factor-kappa B signalling pathways
induce EMT. Activation of intracellular signalling pathways and
the transcription factors including octamer-binding transcription
factor 4 (OCT4), Sry-related HMG box 2 (SOX2), Kruppel-like
factor 4 (KLF4), NANOG and cellular-myelocytomatosis
(c-MYC) regulate the cancer stemness and promote tumourigeni-
city and cell survival in response to cancer treatments (Ref. 69).

There are studies which suggest that cells which acquire stem-
ness character during EMT induction are lost in the course of
complete EMT. However, cells maintain stem-like phenotype dur-
ing partial EMT and exhibit plasticity. Spectra of E/M states were
examined in xenografts obtained from breast, lung, oesophagus

Figure 2. TME – a complex extracellular hypoxic environment comprises infiltrating endothelial, haematopoietic and perivascular cells, immune cells (TAM, TAN,
lymphocytes and dendritic cells), CAFs, cytokines, growth factors and ECM components. This complex regulatory network supports tumour growth, angiogenesis,
EMT and ECM remodelling. CAFs, cancer-associated fibroblasts; ECM, extracellular matrix; EMT, epithelial–mesenchymal transition; TAM, tumour-associated macro-
phages; TAN, tumour associated neutrophil; TME, tumour microenvironment.
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small cell carcinoma patients (Ref. 70). Subset of cancer cells with
partial E/M or hybrid E/M phenotype co-express E-cadherin and
vimentin and are observed to exhibit stem-like characteristics,
higher tumourigenic potential and worse prognosis in skin squa-
mous cell carcinoma, mammary tumours and triple negative
breast cancer (Refs 69, 70, 71).

Studies establish that EMT programmes regulate a dynamic
switch between CSC state (dedifferentiated/retrodifferentiated
(dormant)) and non-CSC state (differentiated or proliferated).
This reversible transition between CSC and non-CSC states iden-
tified as CSC plasticity is associated with worst disease-free sur-
vival and short overall survival of breast cancer patients
(Ref. 72). Non-CSC state is characterized with fast cycling and
drug susceptible phenotype whereas CSC state is identified with
slow-cycling/dormant and drug refractory phenotype. Cycling
CSCs possess epithelial phenotype, have replicative potential,
express cytokine receptors and produce cytokines. On the other
hand, non-cycling CSCs possess mesenchymal phenotype and
have invasive/metastatic potential (Refs 58, 73). Reversible
transition of phenotype could possibly result in drug-proactive
behavioural changes in tumour cells and augment chemotherapy.

Role of TME in promoting cancer stemness

Expansion of neoplastic cells comprising CSCs within TME cre-
ates tumour niche. CSCs constantly interact with the compo-
nents of TME (CAFs, tumour vasculature, immune cells, other
differentiated cells and extracellular cues) to remodel TME and
maintain niche. Growth factors, cytokines and small RNAs in
the local tissue environment are important for cell nutrition, sig-
nalling transduction, intercellular communication and cell fate

and regulate CSC self-renewal, differentiation, tumourigenesis
and metastasis. Stresses in TME-like hypoxia and TGF-β pro-
mote EMT, upregulate cell surface markers, increased self-
renewal gene expression programmes and tumour-propagating
properties (Ref. 74).

Mesenchymal stromal cells (MSCs) present in the TME of
solid tumour mass are also known as CAFs. Tissue remodelling
through ECM deposition, expression of matrix-associated pro-
teolytic enzymes and dysregulated angiogenesis potentially
increase the number of MSCs (Ref. 75). These cells secrete
growth factors that bind to the surface of tumour cells and
pro-angiogenic factors (vascular endothelial growth factor
(VEGF) and platelet-derived growth factor) and promote
tumour niche neovascularization and tumour growth. MSCs
are involved in immunosuppressive functions. Higher expression
of CD73 on the surface of MSCs favours the hydrolysis of adeno-
sine monophosphate (AMP). Increased amounts of adenosine in
the TME activate the immunosuppressive A2A adenosine recep-
tor on CD8+ anti-tumour T cells and natural killer (NK) cells
and dampen the immune response (Ref. 76). MSCs are also
known to facilitate EMT by secreting chemokines and TGF-β.
TGF-β is shown to control the self-renewal and differentiation
properties of glioma-initiating cells derived from glioblastoma
multiforme patients (Ref. 77). Recent studies examine the recip-
rocal crosstalk between CSCs and CAFs in the TME. Secretion of
cytokines and growth factors (chemotactic factor-like C–C motif
ligand 2 (CCL2), hepatocyte growth factor) induces various
stemness regulators (such as Wnt and NOTCH), reprogrammes
normal fibroblasts into CAFs and thus contributes to cancer
stemness (Ref. 78). Medulloblastomas either arise from the acti-
vation of the sonic hedgehog pathway in granule neuron

Table 1. Tumourigenic properties of cancer stem cell markers in various cancer types

Tumour type Marker Tumourigenic functions References

Colorectal, bladder, breast, liver, glioblastoma,
pancreatic, head and neck, lung

CD44+ Cell survival, proliferation, cytoskeletal
changes, cellular motility, EMT regulation

23, 24, 25, 26, 27, 28, 29,
30, 31, 32, 33, 34

Lung, liver, pancreatic CD24+ Proliferation, adhesion and metastasis 28, 35, 36

Liver, pancreatic, colorectal, glioblastoma, head
and neck, prostate and lung

CD133+ Self-renewal, tumourigenicity, therapeutic
resistance, invasiveness

23, 24, 28, 29, 33, 34, 35,
36, 37, 38

Pancreatic, colorectal, liver, prostate EpCAM Self-renewal, invasiveness, tumourigenicity,
therapeutic resistance

23, 28, 29, 33, 34, 39

Liver, pancreatic, lung, colorectal ATP-binding cassette
transporters

Therapeutic resistance by efflux of therapeutic
agents

23, 29, 38, 40

Liver, breast, colorectal, bladder, cervical, head
and neck, lung, prostate, leukaemia

ALDH1 Drug metabolism leading to therapeutic
resistance, tumourigenicity

23, 25, 27, 28, 31, 33, 36,
41, 42

Liver, prostate, lung, head and neck Bcl2 Invasion, metastasis 43, 44

Glioblastoma, liver, prostate Vimentin Mesenchymal-marker, invasion 29, 31, 45, 46, 47

Liver, colorectal, cervical NANOG Tumourigenesis 32, 36, 43, 48, 49

Glioblastoma, bladder, pancreatic HIF1-α/HIF2-α Cell metabolism, therapeutic resistance 37, 45, 46, 48, 49

Liver, breast, pancreatic, colorectal, bladder,
cervical, prostate, head and neck, lung,
leukaemia

Snail EMT 51

Breast, cervical, colorectal Oct4 Tumourigenesis, therapeutic resistance 23, 32, 36, 48, 52

Breast, leukaemia, pancreatic, prostate, bladder NF-κB Cancer initiation, metastasis, therapeutic
resistance

53, 54, 55, 56, 57

Triple negative breast cancer, lung, ovarian,
gastric, colorectal, oesophageal

CXCR2 Proliferation, metastasis, therapeutic
resistance

58, 59, 60

Liver, meningioma, gastric CD13+ Angiogenesis, invasion, metastasis 61, 62, 63

ALDH1, aldehyde dehydrogenase 1; Bcl2, B-cell lymphoma 2; CD13, cluster of differentiation 13; CD24, cluster of differentiation 24; CD44, cluster of differentiation 44; CD133, cluster of
differentiation 133; CXCR2, C–X–C motif chemokine receptor 2; EpCAM, epithelial cell adhesion molecule; EMT, epithelial–mesenchymal transition; HIF1-α/HIF2-α, hypoxia inducible factor 1
subunit α/hypoxia inducible factor 2 subunit α; NF-κB, nuclear factor-kappa B; Oct4, octamer-binding transcription factor 4.
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precursors of the cerebellum or from activation of the Wnt path-
way in the dorsal brainstem progenitors (Refs 79, 80). Other
than medulloblastoma, many cancers such as lymphoma, leu-
kaemia, breast, gastric and colorectal cancer are studied for the
role of mutations in the mediators of the Wnt pathway in the
maintenance of CSC phenotype (Ref. 81). Hedgehog signalling
is examined to play an important role in maintaining CSC
phenotype in various cancer types including basal cell carcin-
oma, multiple myeloma, chronic myeloid leukaemia (CML),
glioblastoma and colon cancer (Ref. 82). Role of NOTCH signal-
ling in the regulation of tumour-initiating cells is demonstrated
in cancers including leukaemia, glioblastoma, breast, colon, pan-
creas and lung (Ref. 83).

Release of angiogenic factors and their binding to the surface
of endothelial cells (ECs) of nearby blood vessels in the prevailing
acidic and hypoxic conditions in tumour niche initiates tumour
angiogenesis. Further cytokines, growth factors, ECM proteins
and ECM remodelling enzymes regulate the vascular ECs and
promote the growth of abnormal tumour vasculature. Abnormal
vasculature includes excessive branching, abnormal bulges, dis-
continuous EC lining and defective basement membrane
(Ref. 84). Reciprocal interaction of CSCs with perivascular niche
including ECs and ECM components is well documented. ECs
promote the proliferation and self-renewal potential of CSCs via
activation of signalling pathways including sonic hedgehog,
NOTCH, nitric oxide, Jagged-1 and VEGF, neuropilin 1 and the
secretion of pro-angiogenic factors (Refs 85, 86, 87, 88, 89, 90).
On the other hand, CSCs stimulate endogenous ECs and drive
tumour vascularization in many solid tumours including colorec-
tal cancer, breast cancer, glioma and melanoma (Ref. 90).

Infiltration of immune cells in the TME of solid tumours is
reported to have tumourigenic effects. Among the tumour infil-
trating immune cells, tumour-associated macrophages (TAMs)
form a dominant population whereas T-cells constitute a lower
fraction in many tumour types. TAMs derived from circulating
monocytes are recruited and reprogrammed in TME in response
to chemokines, pro-inflammatory signals and damage-associated
molecule patterns (DAMPs) with high mobility group box 1
(HMGB1) (Refs 91, 92). Binding of DAMPs to their specific
pattern-recognition receptors on macrophages such as Toll-like
receptor 4 (TLR4) with M1 phenotype triggers pro-inflammatory
signals and anti-tumourigenic response. Nevertheless, upon
arrival in TME, monocytes differentiate, polarized to an alterna-
tively activated state and gain M2 phenotype. Such TAMs secrete
chemokines and ligands, promote EMT and maintain cell stem-
ness in many cancer types (Ref. 90).

Niche within the TME is critical for the maintenance of prin-
cipal properties of CSCs, preserving their phenotype, providing
protection from immunosurveillance and facilitating their meta-
static potential. Recent studies examine the central role of autop-
hagy in the niche of TME where CSCs reside. Autophagy is
examined as an evolutionary conserved adaptive catabolic process
which supports the viability of cells under environmental stress
stimuli and maintains energy homoeostasis. CSCs are reported
to be in autophagic state where autophagy helps them to survive
during metastatic spreading. Given the multifaceted role of autop-
hagy in cancer and its functional link with cancer stemness, it
may be important to examine the functional role of autophagy
in CSCs, maintenance of tumour cell dormancy and the mechan-
isms of cancer drug resistance.

Autophagy and maintenance of cancer stemness

Cells adapt autophagy as a powerful survival strategy in response
to environmental stress including nutrient deprivation, hypoxia

and environmental stress. Autophagy is a highly conserved cata-
bolic process and it takes place in all eukaryotic cells. It is the pro-
cess of lysosomal degradation wherein damaged, cytoplasmic
proteins and organelles are eaten up by double-membrane autop-
hagic vesicles known as autophagosomes (Ref. 93). Fusion of an
autophagosome with a lysosome results in the formation of an
autolysosomes. Acidic environment is maintained because of
the presence of hydrolytic enzymes in autolysosomes which
degrade the internalized cell additives (Ref. 94) (Fig. 3).
Selective degradation of mitochondria, ribosomes and pathogens
via autophagic process is also termed mitophagy, ribophagy and
xenophagy respectively.

Three subtypes of autophagy in mammals have been identi-
fied: macroautophagy, microautophagy and chaperone-mediated
autophagy (CMA). Macroautophagy is the principal autophagic
pathway wherein the cell develops a double-membrane structure
termed phagophore, which later develops into an autophagosome.
Subsequently, cytoplasmic additives are engulfed into autophago-
somes and brought to the lysosomes for binding and degradation.
Microautophagy is characterized by the autonomous modification
of the membrane shape of lysosome through invagination to trap
cytoplasmic content directly. Number of suggested functions of
microautophagy includes the maintenance of organellar size
and composition of biological membrane. It regulates the com-
position of lysosomal/vacuolar membrane by allowing the incorp-
oration of degraded lipids into vesicles. It allows the delivery of
glycogen into lysosomes, maintains membrane proteins turnover
and allows the cells to survive under nitrogen-restricted condi-
tions. Microautophagy initiates with the membrane invagination
and formation of autophagic tubes mediated by Atg7-dependent
ubiquitin-like conjugation or via vacuolar transporter chaperone
molecular complex. Lipid-enriched autophagic tubes/membranes
promote vesicle formation and this is followed by vesicle enlarge-
ment mediated by binding enzymes in unclosed vesicles. Vesicles
freely lying in the lumen undergo degradation by the activity of
hydrolases and the nutrients are then released (Ref. 95).

Selective elimination of mitochondria by the process of mito-
phagy is primarily known in yeast and is induced by atg32. Toxic
by-products such as reactive oxygen species (ROS) during meta-
bolic processes are generated by mitochondria and result in cyto-
toxicity, eventual release of cytochrome c, activation of caspases
and apoptosis. Thus, mitophagy is an important autophagic pro-
cess to maintain the number and quality of mitochondria even in
nutrient-rich conditions (Ref. 96).

CMA is different from other types of autophagy. It allows the
selective removal of damaged/altered proteins under prolonged
starvation or oxidative stress conditions. It does not involve pha-
gophore formation and the target proteins directly cross the lyso-
somal membrane to enter its lumen. CMA selectively beholds and
degrades substrate proteins containing the unique KFERQ penta-
peptide sequence. Heat shock protein of 70 kDa (cytosolic chap-
erone protein) catches, forms the complex with the KFERQ
motif present in the target protein and supplies it to the cytoplas-
mic tail of the lysosomal-associated membrane protein type 2A
(LAMP2A) (Refs 97, 98). Upon formation of translocation com-
plex via LAMP2A multimerization, the substrate protein gets
translocated to the lysosomal matrix and crosses the membrane
mediated by luminal chaperones and undergoes complete degrad-
ation (Ref. 99).

Transcriptionally upregulated autophagy-related genes (ATG)
promote autophagosome formation in three major steps of
macroautophagy. These steps include (i) serine kinase activity of
pre-initiation complex; (ii) lipid kinase activity of initiation com-
plex and (iii) ligase activity of ATG5/ATG12/ATG16 complex that
helps in pulling of processed LC3/ATG8 to nascent phagophores
for its conjugation to phosphatidylethanolamine (PE) (Ref. 100).
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Autophagy initiation is mediated by four signal-sensing
kinases: mammalian target of rapamycin complex 1/2
(mTORC1/2), Unc-51-like autophagy-activating kinase 1/2
(ULK1/2), AMP-activated protein kinase (AMPK) and protein
kinase B (AKT or PKB) (Ref. 101). Upstream signalling pathways
that regulate the autophagic process are explained in Figure 4.
Pre-initiation complex is composed of ATG13, FIP200
(FAK-family interacting protein 200 kDa), ATG101 and the
ULK1/ULK2 serine/threonine kinases. It is commonly considered
as initiator of autophagic cascade and is negatively regulated by
mTOR. The mTORC1 suppresses autophagy by phosphorylating
both ULK1 and ULK2 during sufficient availability of amino acids
and growth factors (Ref. 102). The pre-initiation complex is posi-
tively regulated by AMPK, an important protein kinase that
detects low energy levels and activates autophagy. AMPK sup-
presses mTOR activity by direct phosphorylation of the raptor
protein or indirect phosphorylation of the tuberous sclerosis com-
plex 2 (TSC2) protein. AMPK can also directly activate autophagy
by ULK1 phosphorylation (Ref. 103). AKT can suppress autop-
hagy by activating its downstream target, mTORC1, during
growth factor-rich condition and can stimulate autophagy by dir-
ect phosphorylation of PI3K complex proteins (Ref. 76). During
nutrient-rich conditions, mTORC1 is shown to suppress autop-
hagy by disrupting AMPK–ULK1 interaction via the phosphoryl-
ation of ULK1 (on Ser637 and Ser757) and ATG13 (Ser258).
However, during nutrient-poor conditions, mTORC1 is inacti-
vated, dephosphorylates ULK1 and separates it from mTORC1
complex. Released ULK1 is then activated by Thr180 autopho-
sphorylation and subsequently phosphorylates other members
of the ULK1 complex (Atg13, FIP200 and Atg101) (Ref. 104).
Rheb (Ras homologue enriched in brain), a guanosine triphos-
phate (GTP)-binding protein, activates mTORC1 in a
GTP-bound state. TSC1 and TSC2 interact with Rheb to inhibit
its activation, causing its transition to an inactive guanosine

diphosphate (GDP)-bound state. Inhibition of TSC1/2 is regu-
lated by the PI3K/Akt or the Ras/Raf/ERK pathways in the pres-
ence of growth factors. High amino acid levels can also activate
mTORC1 directly (Ref. 105). In the presence of excess amino
acids, it is directed to the lysosome by the Ragulator–Rag com-
plex. The Ragulator–Rag complex which resides on lysosome
membrane works with the lysosome-linked Rheb and regulates
autophagy activation (Ref. 102).

Phosphorylation of Beclin1/ATG6 by ULK1/ATG1 or ULK2
activates the lipid kinase activity of VPS34 (a class III PI3K).
VPS34 (vacuolar sorting protein-34) is a catalytic component of
the initiation complex (composed of ATG14L, VPS15 and other
regulatory factors, in addition to Beclin1). This results in increased
production of phosphatidylinositol-3-phosphate (PIP3) from PIP2.
Formation of PIP3 recruits ATG5–ATG12/ATG16L-containing con-
jugation complex to the growing phagophore. This conjugation
complex transfers processed LC3-II from ATG3 to PE and allows
its integration into the lipid membranes of the growing phagophores
(Refs 106, 107). Processed LC3 selects and interacts with cargo dir-
ectly or indirectly via cargo-adaptor molecules containing specific
motifs called LC3-interacting region motifs. One such multifunc-
tional cargo protein is identified as sequestosome 1 (SQSTM1),
also known as ubiquitin-binding protein p62, which selectively
binds and delivers the ubiquitinated target contents to autophago-
somes. Bcl-2, anti-apoptotic protein binds to N-terminal Bcl-2 hom-
ology 3 domain of Beclin1 to inhibit autophagy (Ref. 108).
Autophagosome maturation and fusion with lysosomes is followed
by degradation of autophagosomal cargo under acidic conditions.
Finally, cargo constituents (nucleotides, fatty acids and amino
acids) are recycled to the cytosol and are made available for various
biosynthetic processes to support cell growth (Refs 106, 109).

Recent studies decipher the controversial functions of autop-
hagy in tumourigenesis. In the early stages of carcinogenesis,
autophagy can reduce the emergence of the mutagenic factors

Figure 3. Process of macroautophagy.
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and inhibit cancer development, whereas in the middle and late
stages of carcinogenesis, autophagy can resist the stress conditions
and inhibit apoptosis to maintain the survival of cancer cells. The
paradoxical function of autophagy as inducer of oncogenesis and
suppressor of tumourigenesis is not only influenced by stage of
cancer but also on environmental conditions such as state of
immune system, nutrient availability, pathogenic conditions and
microenvironmental stress. Basal autophagy and proper function-
ing of its proteins is required in tumour repression preliminary by
preventing excessive ROS production which originates in
damaged mitochondria (Ref. 110). Studies suggest that during
later stages of tumour development, increased autophagy
degrades the defective proteins and organelles, helps the tumour
to overcome extreme stressful conditions such as hypoxia and
nutrient deprivation, supports high metabolic demand and main-
tain viability of cancer cells (Refs 111, 112). Although the
mechanisms underlying the pro-survival effects of tumour in
later stages are largely unknown, nevertheless there are number
of ongoing studies which examine the importance of autophagy
in the maintenance of stemness in both normal tissue stem cells
and CSCs. It is hypothesized that stress conditions in TME con-
vert EMT tumour cells into autophagic non-cycling CSCs whereas
release of paracrine factors in TME niche converts EMT tumour
cells into cycling CSCs (featuring low autophagy) (Refs 113, 114).
Subsequent section discusses the influence of TME on promoting
autophagy and inducing stemness-like properties and metastatic
potential of tumour cells.

TME, autophagy and cancer stemness

Autophagy exhibits a significant degree of context dependency in
cancer. It is influenced by not only the type/stage of cancer but

also the local stressful microenvironment/systemic extracellular
milieu of the tumour. It contributes to every stage of CSC physi-
ology including generation, differentiation, plasticity, mainten-
ance of stemness, breach of immune surveillance, invasion and
metastasis (Fig. 5). Recent studies examine the important role
of autophagy in the biology of variety of CSCs including breast,
pancreatic, liver, ovarian, osteosarcoma and glioblastoma
(Refs 115, 116, 117, 118, 119). Prolonged exposure to hypoxia
and stressful microenvironment induces autophagy in multiple
human AML cell lines and primary blasts. However, autophagy
inhibition in the late stage overcomes the survival and chemore-
sistance of leukaemias stem cells (Ref. 120). Reprogramming of
somatic cells to pluripotent stem cells with pluripotency factor
SOX2, repressed mTOR expression and increased autophagy is
a complex process. Maintenance of haematopoietic stem cells
(HSCs) through a FOXO3A-induced autophagy survival pro-
gramme and the importance of autophagy in the survival of mes-
enchymal stem cells and human embryonic stem cells have
recently been reported (Refs 16, 121, 122). Similar to tissue
stem cells, many ongoing studies strongly support the dependency
of CSCs on autophagy. Higher levels of ATG4, ATG5 and Beclin1
are observed and silencing of ATG4B and ATG7 affects cell sur-
vival in CML. FIP200 depletion results in reduced phosphoryl-
ation of epidermal growth factor receptor (EGFR), decreased
STAT3 activation and consequently impairs the tumourigenic
potential of ALDH+ breast CSCs (Ref. 123). The most common
CSC marker, CD133 is reported to be associated with an increased
autophagic activity of CSCs (Ref. 124). CD133+ pancreatic cancer
cells under intermittent hypoxia conditions display stem-like
properties, increased autophagic flux (high Beclin1 and LC3-II),
expressions of hypoxia inducible factor-1α (HIF-1α),
E-cadherin, N-cadherin and vimentin and high metastatic

Figure 4. Major upstream signalling pathways that regulate autophagy – nutrient stress conditions activate AMPK or p53 signalling via TSC1/2 and inhibit mTORC1
activation. PDK1, AkT and MAPK/ERK1/2 are the upstream regulators of mTORC1 which inhibit autophagy. mTORC1 inhibition leads to an enhanced activity of the
ULK1 complex and hence kinase activity of PI3K-III, which brings about autophagosome formation and hence activates autophagy. The elongation and maturation
of autophagosome is facilitated by two ubiquitin-like conjugation systems – ATG8 and ATG12 which involve multiple autophagy proteins. AMPK, AMP-activated
protein kinase; ATG8, autophagy-related gene 8; ATG12, autophagy-related gene 12; ERK1/2, extracellular signal regulated kinases 1/2; MAPK, mitogen-activated
protein kinases; mTORC1, mTOR complex 1; PDK1, phosphoinositide-dependent kinase-1; TSC1/2, tuberous sclerosis complex 1/2; ULK1, uncoordinated-51-like
protein kinase.
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potential (Ref. 125). An increase in autophagic flux and Beclin1
expression is noted in the ALDH+ CSCs derived from mammo-
spheres compared with bulk tumour population. Characteristic
properties of CD44+CD24−/low breast CSCs depend on autopha-
gic flux. These properties include mammosphere formation, sur-
vival, invasive potential and stem-like properties. Mesenchymal
phenotype of these CSCs is induced and characterized by
TGF-β, vimentin expression, low CD24 and high CD44
(Ref. 15). TGF-β induces the non-cycling subpopulation of
CSCs, invasion potential and increased protection against
anti-cancer drugs in squamous cell carcinoma. Autophagy inhib-
ition results in decreased TFGβ2 and TGFβ3 expression and
defective Smad signalling and affects the CD29hiCD61+ pheno-
type of breast CSCs (Ref. 126). Elevated levels of autophagy and
lysosomal genes and ATG4A in the mammospheres are associated
with an increase in CSC number and in vivo tumourigenicity.
Stemness promoting the Janus Kinase-signal transducer and acti-
vator of transcription (JAK–STAT) signalling pathway (STAT3
phosphorylation/activation) has been identified as a molecular
readout of autophagy dependency in triple-negative breast cancer
(Ref. 127). Another study examines the role of platelet-derived
growth factor receptor (PDGFR) signalling in inducing the stem-
ness, invasion and metastasis. PDGFRα inhibition is shown to
reduce invasion and metastasis but not tumour growth. PDGFR
is also reported to promote hypoxia-induced autophagy in
non-CSCs by prolonging the half-life of HIF-1α (Refs 128, 129,
130). The siRNA-mediated silencing of beclin1 is significantly
shown to inhibit the activation of rapamycin-induced autophagy
and attenuate the invasive property of colon cancer cells
(Ref. 131). Study by Qureshi-Baig et al. identifies the increased
self-renewal capacity of CSCs or TICs derived from the patients
diagnosed with colorectal cancer. Study further determines the
involvement of phosphorylation of ezrin (EZR) at Thr567 residue
and protein kinase Cα (PRKCA/PKCα) as a potential kinase in
hypoxia-induced autophagy-mediated self-renewal of CSCs

(Ref. 132). Another recent study examines the higher expression
of LAMP2A, a critical receptor for chaperone-mediated autop-
hagy substrate proteins at the lysosomal membrane, in patient-
derived GSCs. Its higher levels correlate with advanced glioma
grade and poor overall survival and its depletion diminishes
GSC-mediated tumourigenic activities (Ref. 133).

Autophagy promotes EMT and cancer stemness

There are number of experimental studies on humans which
explain the role of positive crosstalk between EMT and increased
autophagic flux in conferring metastatic phenotype and poor dis-
ease outcome. Study by Jinushi et al. reports the effect of
autophagy-mediated regulation of TGF-β on EMT induction in
myeloid cells which increases the invasive and metastatic potential
of tumour cells (Ref. 134). Further, this study reports the effect of
myeloid-derived autophagy on the accumulation of M2 macro-
phages in tumour tissues in a colony stimulating factor-1 and
TGF-β-dependent manner and impaired antitumour immune
responses (Ref. 134). Another study by Luo et al. describes the
role of TME in promoting autophagy which further contributes
to induce EMT, produce ROS and increase the migratory and
invasive potential of A549 lung adenocarcinoma cells (Ref. 135).
Epithelial–mesenchymal transitioned renal carcinoma cells with
CSC phenotypes exhibit resistance to chemotherapies upon
autophagy activation by suppressing mTOR inhibition
(Ref. 125). siRNA against ATG3 or ATG7 or inhibition of autop-
hagy by chloroquine (CQ) results in repression of EMT in hepa-
tocellular carcinoma (HCC). Starvation-induced autophagy is
shown to increase invasion and metastasis via TGF-β/SMAD3
signalling in HCC (Ref. 136). ATG12 downregulation and CQ
treatment is studied to increase the expression of epithelial marker
CD24, decrease mesenchymal cell marker vimentin and impair
the migratory and invasive potential of breast CSCs (Ref. 137).
Expression of two autophagy regulators, damage-regulated

Figure 5. TME supports tumour development at primary and distant sites – cancer stemness, extracellular matrix remodelling, hypoxia, escape of immunosurveil-
lance, angiogenesis and autophagy in the TME contribute to the formation of epithelial–mesenchymal transitioned cells and promote tumour development and its
spread at distant sites.
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autophagy modulator 1 (DRAM1) and SQSTM1 in glioblastoma
CSCs correlate with the increased levels of mesenchymal factors
and migratory and invasive behaviour (Ref. 138).

Mitophagy promotes cancer stemness

Despite the presence of functional mitochondria, cancer cells
rely on aerobic glycolysis, a phenomenon called ‘Warburg effect’
rather than OXPHOS for energy requirement (Ref. 139).
However, surrounding TME such as the hypoxic niche of solid
tumours or regions with adequate levels of oxygen dictates
CSCs to adapt unique metabolic programme. Study by Vlashi
and Pajonk reports the dependence of glioma CSCs mainly on
OXPHOS for energy supply, whereas other studies emphasize
on the dependence of glioma CSCs on glycolytic intermediates
for energy supply (Ref. 140). These neuronal stem cells exhibit
more fragmented mitochondria and downregulation of
mitochondrial respiratory activity (Ref. 141). Later studies on
glioblastoma, pancreatic ductal adenocarcinoma, lung cancer
side population cells, breast cancer, AML and CML suggest
that CSCs rely more on OXPHOS for energy production
(Refs 142, 143). Studies now report that selective degradation
of damaged or superfluous mitochondria by mitophagy is highly
implicated in stem cell self-renewal. It maintains HSCs in a
glycolytic state, limits oxidative metabolism, makes cells less
efficient in generating ATP than OXPHOS and thus contributes
to the slow cycling, self-renewing phenotypic state of stem cells
(Refs 144, 145). Studies report that the enhanced mitochondrial
metabolism and suppressed mitophagy induces differentiation
and loss of stemness (Refs 146, 147, 148). Oesophageal squa-
mous cell carcinoma cells undergoing EMT exhibit increased
mitophagy. Nevertheless, inhibiting the Parkin-dependent
mitophagy causes loss of stem cell marker, CD44 and results
in cell death (Ref. 15). Reduced mitochondrial mass and elimin-
ation of mitochondrial p53 are reported to be required for the
maintenance of hepatic CSCs (Ref. 149). It is further examined
that reduced mitophagy allows nuclear mobilization of
phosphatase and tensin homologue deleted induced kinase 1
phosphorylated p53, where it antagonizes OCT4 and SOX2
induction of NANOG, the critical transcription factors of stem-
ness (Ref. 149). HIF-1α is shown to transcriptionally upregulate
the mitophagy receptors including BNIP3 (Bcl2 interacting pro-
tein 3), BNIP3L/NIX or FUNDC1 (Bcl2 interacting protein
3-like). These receptors interact with LC3 through their LIR
motif, reduce mitochondrial mass, avoid activation of apoptosis
and promote mitophagy and cancer stemness (Refs 150, 151,
152). Study by Yan et al. observes therapeutic resistance against
doxorubicin exhibited by CD133+/CD44+ CSCs derived from
HCT8 human colorectal cancer cells because of excessive rate
of BNIP3L-mediated mitophagy flux (Ref. 153).

Autophagy evades immune surveillance and promotes
stemness

Studies over the past few years suggest the active participation of
autophagy in the inhibition of tumour immune surveillance and
allow the survival of disseminated tumour cells (DTCs) in differ-
ent cancer types (Ref. 154). Inhibition of autophagy through
silencing of Beclin1 is examined to restore the cytotoxic
T-lymphocyte (CTL)-mediated lysis of MCF7 breast cancer cells
(Ref. 154). Impaired CTL lysis in melanoma cells is attributed
to autophagy via degradation of connexin 43 (Ref. 155).
Reduced surface expression of major histocompatibility
complex-I in pancreatic cancer cells is associated with active
autophagy (Ref. 156). Another study reports the impact of autop-
hagy inhibition in the destruction of renal cell carcinoma by NK

cells (Ref. 157). Interleukin (IL)-6 secretion is important for CSC
maintenance and it induces CD44+/CD24 low phenotype in
breast cancer cell lines and tumour (Refs 50, 51). Autophagy
inhibition reduces IL-6 secretion via the STAT3/JAK2 pathway.
Nevertheless, IL-6/STAT3/JAK2 signal transduction is important
for the conversion of non-CSCs into CSCs (Refs 50, 51).
Pro-autophagic protein AMBRA1 controls stemness and regula-
tory T-cell differentiation and homoeostasis upstream of the
FOXO3/FOXP3 axis (Ref. 158).

Autophagy promotes tumour dormancy and metastasis

DTCs remain dormant for a longer period of time until they seed
and develop new metastatic sites. DTCs are reported to be in
autophagic state where autophagy promotes their survival during
dormancy. Autophagy allows DTCs to switch from dormant state
to growth state (Ref. 159). Its inhibition depletes the dormant cells
but leaves the population of proliferating tumour cells intact
(Ref. 159). Effect of down expressed aplasia Ras homologue mem-
ber I (ARHI) tumour suppressor on dormancy and reduced
autophagy in ovarian tumours is observed. Further observations
on re-expression of ARHI in ARHI-deficient SKOv3 ovarian can-
cer cells induced autophagy and blocked tumour growth conclude
autophagy-dependent enforced expression of ARHI in dormant
cells. Autophagy inhibition may cause elimination of DTCs and
avert metastasis (Ref. 160).

DTCs in the bone marrow of breast cancer patients express
CSC markers and sustain autophagy-dependent survival. These
features of dormant tumour cells greatly resemble to quiescent
and motile CSCs (Refs 160, 161). Dormant tumour cells of
mouse model of pancreatic ductal adenocarcinoma survive
K-Ras inactivation, promote tumour re-growth, display increase
in autophagy and exhibit CSCs features including high CD44
expression, potential to form tumour spheroids and increased
tumour initiation properties in vivo (Ref. 162).

Autophagy supplies key metabolites, turns over key transcrip-
tion factors, ensures reversible quiescent state and prevents irre-
versible senescence and thus promotes dormant stem-like state.
Activation of liver kinase B1–AMP-activated protein kinase
(LKB1–AMPK) signalling via a p27Kip1-dependent growth arrest
in G1 of the cell cycle; activation of the AMPK-induced pre-
initiation complex and AMPK-dependent ULK1 phosphorylation
promote autophagy and maintain the cells in quiescent and viable
states (Refs 163, 164). Loss of p27Kip1 resulting in rapid apoptotic
cell death under metabolic stress and LKB1–AMPK signalling is
examined as a mechanism of autophagy induction, growth arrest
and cell survival (Ref. 163). Given the role of CSCs in metastasis,
therapy resistance and disease recurrence, mechanisms/strategies
leading to autophagy inhibition and suppression of dormant/
stemness phenotype of tumour cells may offer better treatment
options to combat metastasis.

Blocking autophagy and cancer stemness: therapeutic
prospects

High tumourigenic potential of CSCs poses a huge challenge
in the development of targeted cancer therapies. The presence
of subpopulation of CSCs results in the continual evolution of
tumour cells. Advancements in single-cell technologies lead to
the discovery of increasing number of biomarkers specific to
CSCs and important biochemical pathways. Nevertheless,
existing targeted therapies are not sufficient for complete
eradication of tumours because of their high regeneration
potential. Autophagy is studied as one of the key pathways
that supports the maintenance of subpopulations of CSCs by
increasing the availability of recycled nutrients. Recent
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ongoing studies characterize autophagic functions in CSC
aggressiveness and therapeutic resistance. Number of theories
and mechanisms behind the therapeutic induction of auto-
phagy are explained.

Mechanisms of therapeutic resistance

Conventional or non-conventional treatments targeting PI3K,
AKT or mTOR activity result in autophagy derepression
(Ref. 165). This derepression/activation could be regulated by
both mTOR complexes (mTORC1 and mTORC2). The study
further demonstrates that blocking autophagy and the use of
inhibitors of PI3K/AKT/mTOR signalling axis promote cell
death in early or late stages (Ref. 165). Another study explains
DNA damage-induced p53-mediated induction of autophagy
regulators such as DNA DRAM1 following the treatment with
conventional genotoxic agents, such as radiation or cisplatin
(Ref. 166). Mitochondrial damage because of increased produc-
tion of ROS and an endoplasmic reticulum stress response
because of protein aggregation following cancer therapy result
in autophagy induction and higher levels of ATG5, LC3 and
other autophagic genes (Refs 12, 167, 168). Another study by
Ojha et al. describes the significance of JAK-mediated autophagy
in preserving the stemness in cisplatin-resistant bladder cancer
cells (Ref. 169). Another study reports selective increase in autop-
hagic flux in drug-resistant bladder cancer cells. Its pharmaco-
logical or siRNA-mediated inhibition specifically potentiates
the chemotherapeutic effects of gemcitabine, mitomycin and
cisplatin-resistant bladder CSCs (Ref. 170). Autophagy sup-
presses apoptosis and contributes to chemotherapy, radiotherapy
and immune resistance in CSCs. Inhibition of lysosome-
mediated autophagy increases the sensitivity of nasopharyngeal
carcinoma stem cells to radiation therapy (Ref. 171). ATG5 acti-
vation in the absence of glutamine prevents radiation-induced
damage. Prostate CSCs with high glutamine are shown to possess
radioresistant properties (Ref. 172). Specific mechanisms of drug
chemoresistance in CSCs upon activation of autophagy are not
yet fully explored. Nevertheless, studies report the impact of
blocked autophagy in reduced chemoresistance via GRP78/
β-linked protein/ABCG2 axis in breast CSCs. The
SOX2-β-catenin/Beclin1/autophagy signalling axis, GSK-3β/
Wnt/β-catenin-linked protein signalling and PIK3C3/VPS34
activation are shown to promote chemoresistance in colorectal
CSCs. mTOR inhibition promotes apoptosis in glioma stem
cells and HCC whereas BRCA1 regulates apoptosis, cell cycle
progression and autophagy thereby affect drug sensitivity in
ovarian CSCs (Ref. 173). Evasion of immune surveillance by
CSCs supports their survival. Control of miR-155 and activation
of TRAIL and autophagy inhibition support increased CD4 can-
cer infiltrating lymphocyte expression. Autophagy-mediated deg-
radation of MHC-I promotes immune escape in pancreatic
cancer cells. Stimulation of the NANOG–LC3B–EGFR axis pro-
motes autophagy and immune resistance. Another study exam-
ines the effect of interaction of ATG7 and IL-6 receptors with
the macrophages (TAM) on androgen deprivation therapy resist-
ance in prostate CSCs (Ref. 173).

Recent studies establish the relationship among the increase in
autophagy and cancer stemness in response to cancer therapies.
Reducing the plasticity of CSCs rather than hitting them directly
by blocking autophagy could be the powerful therapeutic strategy
to kill tumour cells (Ref. 174). Besides, metabolic symbiosis is
shown to exist among CSCs, non-CSCs and CAFs residing in
TME. It is hypothesized that targeting non-CSCs and CAFs
with autophagic inhibitors may result in reduced availability
of nutrients to CSCs and thus negatively impacts the survival
of CSCs.

Autophagy inhibition in cancer treatment

Autophagy inhibition is shown to reduce clonogenic survival of
breast, lung and cervical cancer cell lines following irradiation
treatment (Ref. 174). Higher mammalian sterile 20-like kinase 4
(MST4) activity induced phosphorylation and ATG4B protease
activation is examined to be associated with increased autophagic
flux in human GSCs. This results in increased self-renewal prop-
erties, sphere formation and increased in vivo tumourigenesis. CQ
blocks autophagy by getting trapped in the lysosome, promoting
alkalinization of the lysosomes and inhibiting lysosomal acid pro-
tease activity. Blocking autophagy with CQ and reducing ATG4B
activity promote the therapeutic effects of radiation in a glioblast-
oma (GBM) transplant model (Ref. 175). Inhibition of autophagy
with CQ results in accumulation of higher levels of FoxO3a in
tumour cells and increased expression of pro-apoptotic target
gene Puma. This promotes the synergistic killing of tumour
cells with genotoxic agents, including doxorubicin and etoposide,
in combination with CQ (Ref. 176). Combination of 5-fluoroura-
cil, CQ and Notch inhibitor reduces cell viability and enhances
therapeutic sensitivity of gastric CSCs (Ref. 177). Knockdown of
ATG7 is shown to potentiate the inhibitory effect of salinomycin
on survival of glioma and AML CSCs (Ref. 178). Study
by Qureshi-Baig et al. determines the hypoxia–autophagy–
PKC–EZR signalling axis as a novel regulatory mechanism in
reducing the colorectal CSCs. Genetic targeting of autophagy or
pharmacological inhibition of PRKC/PKC and EZR results in a
decreased tumour-initiating potential of TICs and CRC progres-
sion (Ref. 132). An autophagy inhibitor, Autophinib acts by inhi-
biting lipid kinase VPS34, is examined as a potential agent in
A549 human lung CSCs. Remarkable downexpression of core
stem cell factors, Sox2 and Oct4 on Autophinib-treated A549 can-
cer cells correlates with pronounced induction of apoptosis and
inability to form spheroids (Ref. 179). Owing to a strong link
between autophagy signalling and cellular plasticity, studies are
focusing on therapeutic interventions by blocking autophagy in
CSCs expressing increased mesenchymal markers. Autophagy
inhibition by downregulation of ATG12 and CQ treatment is
examined to increase the expression of CD24 (epithelial marker)
and decrease vimentin (mesenchymal cell marker), impaired
migratory and invasion potential of breast CSCs (Ref. 15).

Translational implications

Number of ongoing clinical trials examines the positive outcome
of disease therapy by manipulating autophagy in complementa-
tion with conventional therapeutic agents and it represents the
promising target for counteracting CSCs aggressiveness.
Nevertheless, CSC heterogeneity, tumour and patient specificity
further complicate the choice of novel drug combinations in
order to completely eradicate the CSC population or inhibit
their proliferation. Nowadays, more potent inhibitors of autop-
hagy other than CQ are being explored to develop combination
of different therapies. These include E64d (an inhibitor of cathe-
psins B, H, and L, D and E) or pepstatin A and concanamycin A
(a selective inhibitor of V-ATPase that prevents lysosome and
endosome acidification) (Ref. 180). As these are the lysosome
inhibitors and hence, cannot affect the autophagosome formation
and cargo sequestration. Thus, the biggest drawback with these
inhibitors is that they cannot reduce the rate of mitochondrial
sequestration by autophagosomes, thereby preserve the CSC
effects that rely on mitophagy and limit the therapeutic efficacy
of combinational drugs on tumour cell killing. Thus, the drugs
that can inhibit the initial phases of autophagy such as VPS34
or ULK1 inhibitors could provide better results. The most studied
cancer types in FDA-approved CQ trials include brain, breast,
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lung and gastrointestinal tract. Blocking autophagy within the
tumour is shown to have a moderate effect on tumour progres-
sion. Nevertheless, autophagy inhibition via oral administration
of CQ results in more substantial reduction in tumour growth
and invasion (Ref. 181). Phase I/II demonstrates migration of
immune cells (macrophages) into the ducts and significant reduc-
tion in tumour in ductal carcinoma in situ (DCIS). Studies on
phase II randomized controlled trials speculate that CQ supple-
mentation in a combination therapy with antineoplastic agents
is more beneficial in reducing proliferation in breast cancer treat-
ment (Ref. 182). Autophagy modulation with safe and tolerable
high-dose hydroxychloroquine and dose-intense temozolomide
is associated with a reduced tumour growth in the treatment of
patients with advanced solid tumours and melanoma (Ref. 183).
Recently multiple studies on clinical trials demonstrate the syner-
gistic effect of autophagy inhibitors in reducing proliferation and
antineoplastic agents/chemotherapeutic/immunotherapies agents
in creating a cytotoxic environment to disrupt the cancer hom-
oeostasis (Ref. 184). Table 2 summarizes various clinical trials
investigating autophagy inhibitor drugs in combination with che-
motherapies, radiotherapies and/or immunotherapies in various
cancer types (Refs 185, 186, 187, 188, 189, 190, 191, 192, 193,
194, 195).

Further investigations on tumour type, stage and grade-specific
quantification of autophagic flux in patients’ samples and their
dependency on CSCs survival would help in predicting the state
of autophagic activation. This would systematically guide to
explore and develop the effective novel inhibitors for autophagy-
targeting therapies. As the autophagy inhibitor drugs (mono/
combinational therapies) utilized in clinical setting are recently
being tested in cancer treatment and therefore, their potential
long-term side effects are not fully evaluated. Although autophagy
inhibition acts as tumour suppressor in malignant therapeutics

but it might be protective in other diseases such as cardiomyop-
athy, liver diseases, autoimmune disorders and neurodegenerative
diseases. Besides this most of the trials do not indicate the side
effects if any. Hence exploring the multiple novel drug combina-
tions with minimal side effects if any in clinical setting is deemed
necessary.

Funding statement

This work was supported by Indian Council of Medical Research
(ICMR), Govt. of India (grant no. 5/3/8/24/2020-ITR).

Competing interests. None.

References

1. Hanahan D and Weinberg RA (2011) Hallmarks of cancer: the next
generation. Cell 144, 646–674.

2. Burrell RA et al. (2013) The causes and consequences of genetic hetero-
geneity in cancer evolution. Nature 501, 338–345.

3. Dick JE (2008) Stem cell concepts renew cancer research. Blood 112,
4793–4807.

4. Meacham CE and Morrison SJ (2013) Tumour heterogeneity and cancer
cell plasticity. Nature 501, 328–337.

5. Kreso A and Dick JE (2014) Evolution of the cancer stem cell model.
Cell Stem Cell 14, 275–291.

6. Garg M (2018) Epithelial plasticity and metastatic Cascade. Expert
Opinion on Therapeutic Targets 22, 5–7.

7. Menendez JA (2015) Metabolic control of cancer cell stemness: lessons
from iPS cells. Cell Cycle (Georgetown, Tex) 14, 3801–3811.

8. Yang J, Zhou R and Ma Z (2019) Autophagy and energy metabolism.
Advances in Experimental Medicine and Biology 1206, 329–357.

9. Vlashi E et al. (2011) Metabolic state of glioma stem cells and nontu-
morigenic cells. Proceedings of the National Academy of Sciences of the
United States of America 108, 16062–7.

Table 2. Clinical trials investigating the drugs inhibiting autophagy in combination with chemo/radiation/immunotherapies in various cancer types

Intervention Cancer type Phase Adverse effects References

CQ + TMZ + RT Brain I (13 patients) Irreversible blurred vision, nausea, electrocardiogram
QT-corrected interval prolonged

185

CQ + bortezomib +
cyclophosphamide

Multiple myeloma II (11 patients) Fatigue, constipation, myalgia, nausea, cough, neuropathy,
diarrhoea, dyspnoea, congestion, anorexia,
thrombocytopenia, neutropenia

186

CQ + radiation Non-small cell
lung cancer

II (73 patients) None 187

CQ + TMZ + RT Glioblastoma II (30 patients) None 187

CQ + taxane Breast II (38 patients) Adverse effects reported in patients with grade ⩾ 3 188

CQ + carmustine Glioblastoma III (18 patients) None 189

HCQ + VOR Colorectal cancer I (19 patients) Gastrointestinal disturbances, fatigue 190

HCQ + VOR Refractory
multiple myeloma

I (25 patients) Cytopenia, gastrointestinal toxicity 191

HCQ + TMZ Melanoma I (40 patients) Diarrhoea, anorexia, constipation, fatigue, nausea 183

HCQ + gemcitabine Pancreatic I/II (20 patients) Lymphopenia, elevated alanine aminotransferase 192

HCQ + carmustine + RT + CQ Glioma II (30 patients) None 187

HCQ + paclitaxel +
carboplatin + bevacizumab

Non-small cell
lung cancer

II (40 patients) None 193

HCQ + gemcitabine +
Nab-paclitaxel

Pancreatic cancer II (34 patients) None 194

HCQ + everolimus Renal cell
carcinoma

II (33 patients) None 195

HCQ + everolimus Breast II (60 patients) None 187

CQ, chloroquine; HCQ, hydroxychloroquine; RT, radiation therapy; TMZ, temozolomide; VOR, vorinostat.

Expert Reviews in Molecular Medicine 11

https://doi.org/10.1017/erm.2024.23 Published online by Cambridge University Press

https://doi.org/10.1017/erm.2024.23


10. Vlashi E et al. (2014) Metabolic differences in breast cancer stem cells
and differentiated progeny. Breast Cancer Research and Treatment 146,
525–534.

11. Hanahan D and Coussens LM (2012) Accessories to the crime: func-
tions of cells recruited to the tumor microenvironment. Cancer Cell 21,
309–322.

12. Siddhartha R and Garg M (2023) Interplay between extracellular matrix
remodeling and angiogenesis in tumor ecosystem. Molecular Cancer
Therapeutics 22, 291–305.

13. Batlle E and Clevers H (2017) Cancer stem cells revisited. Nature
Medicine 23, 1124–1134.

14. Amaravadi R, Kimmelman AC and White E (2016) Recent insights into
the function of autophagy in cancer. Genes and Development 30,
1913–1930.

15. Cufi S et al. (2011) Autophagy positively regulates the CD44(+)
CD24(−/low) breast cancer stem-like phenotype. Cell Cycle 10,
3871–3885.

16. Warr MR et al. (2013) FOXO3A directs a protective autophagy program
in haematopoietic stem cells. Nature 494, 323–327.

17. Garcia-Prat L et al. (2016) Autophagy maintains stemness by preventing
senescence. Nature 529, 37–42.

18. Sharif T et al. (2017) Autophagic homeostasis is required for the pluri-
potency of cancer stem cells. Autophagy 13, 264–284.

19. Liu D et al. (2023) Exosomal microRNA-4535 of melanoma stem cells
promotes metastasis by inhibiting autophagy pathway. Stem Cell
Reviews and Reports 19, 155–169.

20. Liu D et al. (2021) The mitochondrial fission factor FIS1 promotes stem-
ness of human lung cancer stem cells via mitophagy. FEBS Open Bio 11,
1997–2007.

21. Bonnet D and Dick JE (1997) Human acute myeloid leukemia is orga-
nized as a hierarchy that originates from a primitive hematopoietic cell.
Nature Medicine 3, 730–737.

22. Al-Hajj M et al. (2003) Prospective identification of tumorigenic breast
cancer cells. Proceedings of the National Academy of Sciences of the
United States of America 100, 3983–3988.

23. Makena MR et al. (2020) Cancer stem cells: road to therapeutic resist-
ance and strategies to overcome resistance. Biochimica et Biophysica
Acta: Molecular Basis of Disease 1866, 165339.

24. Ahmed M et al. (2017) Concise review: emerging drugs targeting epithe-
lial cancer stem-like cells. Stem Cells (Dayton, Ohio) 35, 839–850.

25. Crabtree JS and Miele L (2018) Breast cancer stem cells. Biomedicines 6,
77.

26. KimWT and Ryu CJ (2017) Cancer stem cell surface markers on normal
stem cells. BMB Reports 50, 285–298.

27. Li X et al. (2018) Diallyl trisulfide inhibits breast cancer stem cells via
suppression of Wnt/β-catenin pathway. Journal of Cellular Biochemistry
119, 4134–4141.

28. Xiao Y et al. (2017) The recent advances on liver cancer stem cells: bio-
markers, separation, and therapy. Analytical Cellular Pathology 2017,
5108653.

29. Jayachandran A, Dhungel B and Steel JC (2016) Epithelial-to-
mesenchymal plasticity of cancer stem cells: therapeutic targets in hepa-
tocellular carcinoma. Journal of Hematology and Oncology 9, 74.

30. Barnes JM et al. (2018) A tension-mediated glycocalyx-integrin feedback
loop promotes mesenchymal-like glioblastoma. Nature Cell Biology 20,
1203–1214.

31. Yadav S et al. (2019) SMC1A is associated with radioresistance in pros-
tate cancer and acts by regulating epithelial–mesenchymal transition and
cancer stem-like properties. Molecular Carcinogenesis 58, 113–125.

32. Chopra S et al. (2019) Cancer stem cells, CD44, and outcomes following
chemoradiation in locally advanced cervical cancer: results from a pro-
spective study. International Journal of Radiation Oncology, Biology,
Physics 103, 161–168.

33. Sun JH et al. (2016) Liver cancer stem cell markers: progression and
therapeutic implications. World Journal of Gastroenterology 22,
3547–3557.

34. Pandit H et al. (2018) Enrichment of cancer stem cells via β-catenin
contributing to the tumorigenesis of hepatocellular carcinoma. BMC
Cancer 18, 783.

35. Xiang X et al. (2018) Tex10 is upregulated and promotes cancer stem
cell properties and chemoresistance in hepatocellular carcinoma. Cell
Cycle 17, 1310–1318.

36. Wang W et al. (2017) MiR-23b controls ALDH1A1 expression in cer-
vical cancer stem cells. BMC Cancer 17, 292.

37. Safari M and Khoshnevisan A (2015) Cancer stem cells and chemoresis-
tance in glioblastoma multiform: a review article. Journal of Stem Cells
10, 271–285.

38. Ni J et al. (2018) Epithelial cell adhesion molecule (EpCAM) is involved
in prostate cancer chemotherapy/radiotherapy response in vivo. BMC
Cancer 18, 1092.

39. Zhu F et al. (2017) SOX2 is a marker for stem-like tumor cells in bladder
cancer. Stem Cell Reports 9, 429–437.

40. Lyn-Cook BD, Word B and Hammons G (2017) Abstract B19: the role
of ABCB1 genotypes and targeting cancer stem cells in pancreatic cancer:
effects of metformin and dietary agents. Cancer Research 77, B19–B19.

41. Mery B et al. (2016) Targeting head and neck tumoral stem cells: from
biological aspects to therapeutic perspectives.World Journal of Stem Cells
8, 13–21.

42. Bleker de Oliveira M et al. (2016) Multiple myeloma cancer stem cells:
immunophenotypic and functional characterization, gene expression
profiling and therapeutic targets. Blood 28, 4434–4434.

43. Mao J et al. (2018) Combined treatment with sorafenib and silibinin syn-
ergistically targets both HCC cells and cancer stem cells by enhanced
inhibition of the phosphorylation of STAT3/ERK/AKT. European
Journal of Pharmacology 832, 39–49.

44. Arechaga-Ocampo E et al. (2017) Tumor suppressor miR-29c regulates
radioresistance in lung cancer cells. Tumour Biology: the Journal of the
International Society for Oncodevelopmental Biology and Medicine 39,
1010428317695010.

45. Iwadate Y (2018) Plasticity in glioma stem cell phenotype and its thera-
peutic implication. Neurologia Medico-Chirurgica 58, 61–70.

46. Yeo CD et al. (2017) The role of hypoxia on the acquisition of epithe-
lial–mesenchymal transition and cancer stemness: a possible link to epi-
genetic regulation. Korean Journal of Internal Medicine 32, 589–599.

47. Lin JC et al. (2018) The STAT3/slug axis enhances radiation-induced
tumor invasion and cancer stem like properties in radioresistant glio-
blastoma. Cancers 10, 512.

48. Zhou X et al. (2017) MicroRNA-145 inhibits tumorigenesis and invasion
of cervical cancer stem cells. International Journal of Oncology 50,
853–862.

49. Tamura S et al. (2018) E-cadherin regulates proliferation of colorectal
cancer stem cells through NANOG. Oncology Reports 40, 693–703.

50. Koukourakis MI et al. (2016) Hypoxia-inducible proteins HIF1alpha
and lactate dehydrogenase LDH5, key markers of anaerobic
metabolism, relate with stem cell markers and poor post-radiotherapy
outcome in bladder cancer. International Journal of Radiation Biology
92, 353–363.

51. Dongre A and Weinberg RA (2019) New insights into the mechanisms
of epithelial–mesenchymal transition and implications for cancer. Nature
Reviews Molecular Cell Biology 20, 69–84.

52. Meng L et al. (2018) OCT4B regulates p53 and p16 pathway genes to
prevent apoptosis of breast cancer cells. Oncology Letters 16, 522–528.

53. Menaa C and Li JJ (2013) The role of radiotherapy-resistant stem cells in
breast cancer recurrence. Breast Cancer Management 2, 89–92.

54. Dhillon N et al. (2008) Phase II trial of curcumin in patients with
advanced pancreatic cancer. Clinical Cancer Research 14, 4491–4499.

55. Zhu Y et al. (2018) S100a4 suppresses cancer stem cell proliferation via
interaction with the IKK/NF-kappaB signaling pathway. BMC Cancer 18,
763.

56. Labsch S et al. (2014) Sulforaphane and TRAIL induce a synergistic
elimination of advanced prostate cancer stem-like cells. International
Journal of Oncology 44, 1470–1480.

57. Carra G et al. (2019) Strategies for targeting chronic myeloid leukaemia
stem cells. Blood and Lymphatic Cancer: Targets and Therapy 9, 45–52.

58. Wang Y (2018) CXCR2 is a novel cancer stem-like cell marker for triple-
negative breast cancer. OncoTargets and Therapy 11, 5559–5567.

59. Cheng Y et al. (2021) Targeting CXCR2 inhibits the progression of lung
cancer and promotes therapeutic effect of cisplatin.Molecular Cancer 20, 62.

60. Korbecki J et al. (2022) CXCR2 receptor: regulation of expression, signal
transduction, and involvement in cancer. International Journal of
Molecular Sciences 23, 2168.

61. Lim SM, Mohamad Hanif EA and Chin SF (2021) Is targeting autop-
hagy mechanism in cancer a good approach? The possible double-edge
sword effect. Cell and Bioscience 11, 56.

12 Niharika and Minal Garg

https://doi.org/10.1017/erm.2024.23 Published online by Cambridge University Press

https://doi.org/10.1017/erm.2024.23


62. Marletta S et al. (2022) CD13 is a useful tool in the differential diagnosis
of meningiomas with potential biological and prognostic implications.
Virchows Archiv: An International Journal of Pathology 480, 1223–1230.

63. Moore BD et al. (2015) Identification of alanyl aminopeptidase (CD13)
as a surface marker for isolation of mature gastric zymogenic chief cells.
American Journal of Physiology. Gastrointestinal and Liver Physiology
309, G955–G964.

64. Magee JA, Piskounova E and Morrison SJ (2012) Cancer stem cells:
impact, heterogeneity, and uncertainty. Cancer Cell 21, 283–296.

65. Johnson RA et al. (2010) Cross-species genomics matches driver mutations
and cell compartments to model ependymoma. Nature 466, 632–636.

66. Levi BP and Morrison SJ (2009) Stem cells use distinct self-renewal pro-
grams at different ages. Cold Spring Harbor Symposia on Quantitative
Biology 73, 539–553.

67. Curtis SJ et al. (2010) Primary tumor genotype is an important deter-
minant in identification of lung cancer propagating cells. Cell Stem Cell
7, 127–133.

68. Mani SA et al. (2008) The epithelial mesenchymal transition generates
cells with properties of stem cells. Cell 133, 704–715.

69. Garg M (2022) Emerging roles of epithelial–mesenchymal plasticity in
invasion-metastasis cascade and therapy resistance. Cancer and
Metastasis Reviews 41, 131–145.

70. Pastushenko I et al. (2018) Identification of the tumour transition states
occurring during EMT. Nature 556, 463–468.

71. Kröger C et al. (2019) Acquisition of a hybrid E/M state is essential for
tumorigenicity of basal breast cancer cells. Proceedings of the National
Academy of Sciences of the United States of America 116, 7353–7362.

72. Bierie B et al. (2017) Integrin-β4 identifies cancer stem cell-enriched
populations of partially mesenchymal carcinoma cells. Proceedings of
the National Academy of Sciences of the United States of America 114,
E2337–E2346.

73. Garg M (2020) Epithelial plasticity, autophagy and metastasis: potential
modifiers of the crosstalk to overcome therapeutic resistance. Stem Cell
Reviews and Reports 16, 503–510.

74. Chaffer CL et al. (2011) Normal and neoplastic nonstem cells can spon-
taneously convert to a stem-like state. Proceedings of the National
Academy of Sciences of the United States of America 108, 7950–7955.

75. Poggi A et al. (2018) How to hit mesenchymal stromal cells and make
the tumor microenvironment immunostimulant rather than immuno-
suppressive. Frontiers in Immunology 9, 262.

76. Allard D et al. (2016) CD73-adenosine: a next-generation target in
immuno-oncology. Immunotherapy 8, 145–163.

77. Matsui WH (2016) Cancer stem cell signaling pathways. Medicine
(Baltimore) 95, S8–S19.

78. Prager BC et al. (2019) Cancer stem cells: the architects of the tumor
ecosystem. Cell Stem Cell 24, 41–53.

79. Schuller U et al. (2008) Acquisition of granule neuron precursor identity
is a critical determinant of progenitor cell competence to form
Shh-induced medulloblastoma. Cancer Cell 14, 123–134.

80. Yang ZJ et al. (2008)Medulloblastoma can be initiated by deletion of Patched
in lineage restricted progenitors or stem cells. Cancer Cell 14, 135–145.

81. Polakis P (2012) Wnt signaling in cancer. Cold Spring Harbor
Perspectives in Biology 4, a0008052.

82. Merchant AA and Matsui W (2010) Targeting hedgehog – a cancer stem
cell pathway. Clinical Cancer Research 16, 3130–3140.

83. Ranganathan P, Weaver KL and Capobianco AJ (2011) Notch signal-
ling in solid tumours: a little bit of everything but not all the time.
Nature Reviews Cancer 11, 338–351.

84. De Palma M, Biziato D and Petrova TV (2017) Microenvironmental
regulation of tumour angiogenesis. Nature Reviews Cancer 17, 457–474.

85. Varnat F et al. (2009) Human colon cancer epithelial cells harbour active
HEDGEHOG-GLI signalling that is essential for tumour growth, recur-
rence, metastasis and stem cell survival and expansion. EMBO
Molecular Medicine 1, 338–351.

86. Charles N et al. (2010) Perivascular nitric oxide activates notch signaling
and promotes stem-like character in PDGF-induced glioma cells. Cell
Stem Cell 6, 141–152.

87. Beck B et al. (2011) A vascular niche and a VEGF-Nrp1 loop regulate
the initiation and stemness of skin tumours. Nature 478, 399–403.

88. Zhu TS et al. (2011) Endothelial cells create a stem cell niche in glio-
blastoma by providing NOTCH ligands that nurture self-renewal of can-
cer stem-like cells. Cancer Research 71, 6061–6072.

89. Lu J et al. (2013) Endothelial cells promote the colorectal cancer stem
cell phenotype through a soluble form of jagged-1. Cancer Cell 23,
171–185.

90. Huang T et al. (2020) Stem cell programs in cancer initiation, progres-
sion, and therapy resistance. Theranostics 10, 8721–8743.

91. Qian BZ and Pollard JW (2010) Macrophage diversity enhances tumor
progression and metastasis. Cell 141, 39–51.

92. Lahmar Q et al. (2016) Tissue-resident versus monocyte-derived macro-
phages in the tumor microenvironment. Biochimica et Biophysica Acta
1865, 23–34.

93. Mizumura K et al. (2016) Autophagy: friend or foe in lung disease?
Annals of the American Thoracic Society 13, S40–S47.

94. Jang YC et al. (2018) Association of exercise-induced autophagy upregu-
lation and apoptosis suppression with neuroprotection against pharma-
cologically induced Parkinson’s disease. Journal of Exercise Nutrition
and Biochemistry 22, 1–8.

95. Li WW, Li J and Bao JK (2012) Microautophagy: lesser-known self-
eating. Cellular and Molecular Life Sciences 69, 1125–1136.

96. Ding WX and Yin XM (2012) Mitophagy: mechanisms,
pathophysiological roles, and analysis. Journal of Biological Chemistry
393, 547–564.

97. Mukherjee A et al. (2016) Selective endosomal microautophagy is
starvation-inducible in Drosophila. Autophagy 12, 1984–1999.

98. Marinković M et al. (2018) Autophagy modulation in cancer: current
knowledge on action and therapy. Oxidative Medicine and Cellular
Longevity 2018, 8023821.

99. Bandyopadhyay U et al. (2008) The chaperone mediated autophagy
receptor organizes in dynamic protein complexes at the lysosomal mem-
brane. Journal of Molecular Cell Biology 28, 5747–5763.

100. Oczypok EA, Oury TD and Chu CT (2013) It’s a cell-eat-cell world:
autophagy and phagocytosis. The American Journal of Pathology 182,
612–622.

101. Hill C et al. (2019) Autophagy inhibition-mediated epithelial–mesench-
ymal transition augments local myofibroblast differentiation in pulmon-
ary fibrosis. Cell Death and Disease 10, 591.

102. Singh R, Letai A and Sarosiek K (2019) Regulation of apoptosis in
health and disease: the balancing act of BCL-2 family proteins. Nature
Reviews Molecular Cell Biology 20, 175–193.

103. Sui X et al. (2013) Autophagy and chemotherapy resistance: a promising
therapeutic target for cancer treatment. Cell Death and Disease 4, e838.

104. Dossou AS and Basu A (2019) The emerging roles of mTORC1 in
macromanaging autophagy. Cancers 11, 1422.

105. Efeyan A, Zoncu R and Sabatini DM (2012) Amino acids and
mTORC1: from lysosomes to disease. Trends in Molecular Medicine
18, 524–533.

106. Mizushima N and Komatsu M (2011) Autophagy: renovation of cells
and tissues. Cell 147, 728–741.

107. Carlsson SR and Simonsen A (2015) Membrane dynamics in autopha-
gosome biogenesis. Journal of Cell Science 128, 193–205.

108. Pattingre S et al. (2005) Bcl-2 antiapoptotic proteins inhibit Beclin
1-dependent autophagy. Cell 122, 927–939.

109. Kroemer G, Marino G and Levine B (2010) Autophagy and the inte-
grated stress response. Molecular Cell 40, 280–293.

110. Poillet-Perez L et al. (2015) Interplay between ROS and autophagy in
cancer cells, from tumor initiation to cancer therapy. Redox Biology 4,
184–192.

111. Degenhardt K et al. (2006) Autophagy promotes tumor cell survival and
restricts necrosis, inflammation, and tumorigenesis. Cancer Cell 10,
51–64.

112. Rabinowitz JD and White E (2010) Autophagy and metabolism. Science
(New York, N.Y.) 330, 1344–1348.

113. Gupta PB et al. (2011) Stochastic state transitions give rise to phenotypic
equilibrium in populations of cancer cells. Cell 146, 633–644.

114. Marcucci F, Ghezzi P and Rumio C (2017) The role of autophagy in the
cross-talk between epithelial–mesenchymal transitioned tumor cells and
cancer stem-like cells. Molecular Cancer 16, 1–8.

115. Gong C et al. (2013) Beclin 1 and autophagy are required for the tumori-
genicity of breast cancer stem-like/progenitor cells. Oncogene 32,
2261–2272.

116. Jiao SY et al. (2013) Autophagy contributes to the survival of CD133+
liver cancer stem cells in the hypoxic and nutrient-deprived tumor
microenvironment. Cancer Letters 339, 70–81.

Expert Reviews in Molecular Medicine 13

https://doi.org/10.1017/erm.2024.23 Published online by Cambridge University Press

https://doi.org/10.1017/erm.2024.23


117. Zhang D et al. (2016) Defective autophagy leads to the suppression of
stem-like features of CD271+ osteosarcoma cells. Journal of Biomedical
Science 23, 1–12.

118. Peng Q et al. (2017) Autophagy maintains the stemness of ovarian can-
cer stem cells by FOXA2. Journal of Experimental & Clinical Cancer
Research 36, 1–12.

119. Buccarelli M et al. (2018) Inhibition of autophagy increases susceptibil-
ity of glioblastoma stem cells to temozolomide by igniting ferroptosis.
Cell Death and Disease 9, 841.

120. Evangelisti C et al. (2015) Autophagy in acute leukemias: a double edged
sword with important therapeutic implications. Biochimica et Biophysica
Acta-Molecular Cell Research 1853, 14–26.

121. Tra T et al. (2011) Autophagy in human embryonic stem cells. PLoS
ONE 6, e27485.

122. Oliver L et al. (2012) Basal autophagy decreased during the differenti-
ation of human adult mesenchymal stem cells. Stem Cells and
Development 21, 2779–2788.

123. Nazio F et al. (2019) Autophagy and cancer stem cells: molecular
mechanisms and therapeutic applications. Cell Death & Differentiation
26, 690–702.

124. Chen H et al. (2013) CD133/prominin-1-mediated autophagy and glu-
cose uptake beneficial for hepatoma cell survival. PLoS ONE 8, e56878.

125. Zhu H et al. (2014) Upregulation of autophagy by hypoxia-inducible
factor-1α promotes EMT and metastatic ability of CD133+ pancreatic
cancer stem-like cells during intermittent hypoxia. Oncology Reports
32, 935–942.

126. Yeo SK et al. (2016) Autophagy differentially regulates distinct breast
cancer stem-like cells in murine models via EGFR/Stat3 and Tgfβ/
Smad signaling. Cancer Research 76, 3397–3410.

127. Maycotte P et al. (2014) STAT3-mediated autophagy dependence iden-
tifies subtypes of breast cancer where autophagy inhibition can be effica-
cious. Cancer Research 74, 2579–2590.

128. Wilkinson S et al. (2009) Hypoxia-selective macroautophagy and cell
survival signaled by autocrine PDGFR activity. Genes and Development
23, 1283–1288.

129. Tam WL et al. (2013) Protein kinase C α is a central signaling node and
therapeutic target for breast cancer stem cells. Cancer Cell 24, 347–364.

130. da Silva-Diz et al. (2016) Cancer stem-like cells act via distinct signaling
pathways in promoting late stages of malignant progression. Cancer
Research 76, 1245–1259.

131. Shen H et al. (2018) Knockdown of Beclin-1 impairs epithelial–me-
senchymal transition of colon cancer cells. Journal of Cellular
Biochemistry 119, 7022–7031.

132. Qureshi-Baig K et al. (2020) Hypoxia-induced autophagy drives colorec-
tal cancer initiation and progression by activating the PRKC/PKC–EZR
(ezrin) pathway. Autophagy 16, 1436–1452.

133. Auzmendi-Iriarte J et al. (2022) Chaperone-mediated autophagy con-
trols proteomic and transcriptomic pathways to maintain glioma stem
cell activity. Cancer Research 82, 1283–1297.

134. Jinushi M et al. (2017) Autophagy-dependent regulation of tumor
metastasis by myeloid cells. PLoS ONE 12, e0179357.

135. Luo D et al. (2018) Mesenchymal stem cells promote cell invasion and
migration and autophagy-induced epithelial–mesenchymal transition in
A549 lung adenocarcinoma cells. Cell Biochemistry and Function 36,
88–94.

136. Li J et al. (2013) Autophagy promotes hepatocellular carcinoma cell
invasion through activation of epithelial–mesenchymal transition.
Carcinogenesis 34, 1343–1351.

137. Cufí S et al. (2011) Autophagy positively regulates the CD44+CD24
−/low breast cancer stem-like phenotype. Cell Cycle 10, 3871–3885.

138. Galavotti S et al. (2013) The autophagy-associated factors DRAM1 and
p62 regulate cell migration and invasion in glioblastoma stem cells.
Oncogene 32, 699–712.

139. Pacini N and Borziani F (2014) Cancer stem cell theory and the
Warburg effect, two sides of the same coin? International Journal of
Molecular Sciences 15, 8893–8930.

140. Vlashi E and Pajonk F (2015) The metabolic state of cancer stem cells –
a valid target for cancer therapy? Free Radical Biology and Medicine 79,
264–268.

141. Zhou K et al. (2018) VDAC2 interacts with PFKP to regulate glucose
metabolism and phenotypic reprogramming of glioma stem cells. Cell
Death and Disease 9, 988.

142. Peiris-Pagès M et al. (2016) Cancer stem cell metabolism. Breast Cancer
Research 18, 1–10.

143. Peixoto J and Lima J (2018) Metabolic traits of cancer stem cells. Disease
Model & Mechanisms 11, dmm033464.

144. Ito K and Suda T (2014) Metabolic requirements for the maintenance of
self-renewing stem cells. Nature Reviews Molecular Cell Biology 15,
243–256.

145. Vannini N et al. (2016) Specification of haematopoietic stem cell fate
via modulation of mitochondrial activity. Nature Communications 7,
13125.

146. Folmes CD et al. (2011) Somatic oxidative bioenergetics transitions into
pluripotency-dependent glycolysis to facilitate nuclear reprogramming.
Cell Metabolism 14, 264–271.

147. Xu X et al. (2013) Mitochondrial regulation in pluripotent stem cells.
Cell Metabolism 18, 325–332.

148. Gu W et al. (2016) Glycolytic metabolism plays a functional role in
regulating human pluripotent stem cell state. Cell Stem Cell 19, 476–490.

149. Liu K et al. (2017) Mitophagy controls the activities of tumor suppressor
p53 to regulate hepatic cancer stem cells. Molecular Cell 68, 281–292.

150. Sowter HM et al. (2001) HIF-1-dependent regulation of hypoxic induc-
tion of the cell death factors BNIP3 and NIX in human tumors. Cancer
Research 61, 6669–6673.

151. Hamacher-Brady A and Brady NR (2016) Mitophagy programs:
mechanisms and physiological implications of mitochondrial targeting
by autophagy. Cellular and Molecular Life Sciences 73, 775–795.

152. Springer MZ and Macleod KF (2016) In brief: mitophagy: mechanisms
and role in human disease. Journal of Pathology 240, 253–255.

153. Yan C et al. (2017) Doxorubicin-induced mitophagy contributes to drug
resistance in cancer stem cells from HCT8 human colorectal cancer cells.
Cancer Letters 388, 34–42.

154. Akalay I et al. (2013) Epithelial-to-mesenchymal transition and autop-
hagy induction in breast carcinoma promote escape from T-cell-
mediated lysis. Cancer Research 73, 2418–2427.

155. Tittarelli A et al. (2015) The selective degradation of synaptic connexin
43 protein by hypoxia-induced autophagy impairs natural killer cell-
mediated tumor cell killing. Journal of Biological Chemistry 290,
23670–23679.

156. Yamamoto K et al. (2020) Autophagy promotes immune evasion of
pancreatic cancer by degrading MHC-I. Nature 581, 100–105.

157. Messai Y et al. (2014) ITPR1 protects renal cancer cells against natural
killer cells by inducing autophagy. Cancer Research 74, 6820–6832.

158. Becher J et al. (2018) AMBRA1 controls regulatory T-cell differentiation
and homeostasis upstream of the FOXO3–FOXP3 axis. Developmental
Cell 47, 592–607.

159. Vera-Ramirez L et al. (2018) Autophagy promotes the survival of dor-
mant breast cancer cells and metastatic tumour recurrence. Nature
Communications 9, 1944.

160. Lu Z et al. (2008) The tumor suppressor gene ARHI regulates autophagy
and tumor dormancy in human ovarian cells. Journal of Clinical
Investigation 118, 3917–3929.

161. Sosa MS, Bragado P and Aguirre-Ghiso JA (2014) Mechanisms of dis-
seminated cancer cell dormancy: an awakening field. Nature Reviews
Cancer 14, 611–622.

162. Viale A et al. (2014) Oncogene ablation-resistant pancreatic cancer cells
depend on mitochondrial function. Nature 514, 628–632.

163. Liang J et al. (2007) The energy sensing LKB1–AMPK pathway regulates
p27kip1 phosphorylation mediating the decision to enter autophagy or
apoptosis. Nature Cell Biology 9, 218–224.

164. Egan DF (2011) Phosphorylation of ULK1 (hATG1) by AMP-activated
protein kinase connects energy sensing to mitophagy. Science
(New York, N.Y.) 331, 456–461.

165. Amaravadi RK et al. (2011). Principles and current strategies for target-
ing autophagy for cancer treatment. Clinical Cancer Research 17,
654–666.

166. Crighton D et al. (2006) DRAM, a p53-induced modulator of autop-
hagy, is critical for apoptosis. Cell 126, 121–134.

167. Ranganathan AC et al. (2006) Functional coupling of p38-induced
up-regulation of BiP and activation of RNA-dependent protein kinase-
like endoplasmic reticulum kinase to drug resistance of dormant carcin-
oma cells. Cancer Research 66, 1702–1711.

168. Rouschop KM et al. (2010) The unfolded protein response protects
human tumor cells during hypoxia through regulation of the autophagy

14 Niharika and Minal Garg

https://doi.org/10.1017/erm.2024.23 Published online by Cambridge University Press

https://doi.org/10.1017/erm.2024.23


genes MAP1LC3B and ATG5. Journal of Clinical Investigation 120,
127–141.

169. Ojha R, Singh SK and Bhattacharyya S (2016) JAK-mediated autophagy
regulates stemness and cell survival in cisplatin resistant bladder cancer
cells. Biochimica et Biophysica Acta 1860, 2484–2497.

170. Ojha R et al. (2014) Autophagy inhibition suppresses the tumorigenic
potential of cancer stem cell enriched side population in bladder cancer.
Biochimica et Biophysica Acta 1842, 2073–2086.

171. Ke Y et al. (2020) Radiosensitization of clioquinol combined with zinc
in the nasopharyngeal cancer stem-like cells by inhibiting autophagy
in vitro and in vivo. International Journal of Biological Sciences 16,
777–789.

172. Mukha A, Kahya U and Dubrovska A (2021) Targeting glutamine
metabolism and autophagy: the combination for prostate cancer radio-
sensitization. Autophagy 17, 3879–3881.

173. Li D et al. (2023) Crosstalk between autophagy and CSCs: molecular
mechanisms and translational implications. Cell Death and Disease
14, 409.

174. Apel A et al. (2008) Blocked autophagy sensitizes resistant carcinoma
cells to radiation therapy. Cancer Research 68, 1485–1494.

175. Huang T et al. (2017) MST4 phosphorylation of ATG4B regulates autop-
hagic activity, tumorigenicity, and radioresistance in glioblastoma.
Cancer Cell 32, 840–855.

176. Fitzwalter BE et al. (2018) Autophagy inhibition mediates apoptosis
sensitization in cancer therapy by relieving FOXO3a turnover.
Developmental Cell 44, 555–565.

177. Li LQ et al. (2018) Autophagy regulates chemoresistance of gastric can-
cer stem cells via the Notch signaling pathway. European Review for
Medical and Pharmacological Sciences 22, 3402–3407.

178. Yue W et al. (2013) Inhibition of the autophagic flux by salinomycin in
breast cancer stem-like/progenitor cells interferes with their maintenance.
Autophagy 9, 714–729.

179. Aleksandrova KV and Suvorova II (2023) Evaluation of the effectiveness
of various autophagy inhibitors in A549 cancer stem cells. Acta Naturae
15, 19–25.

180. Yang Y et al. (2013) Application and interpretation of current autophagy
inhibitors and activators. Acta Pharmacologica Sinica 34, 625–635.

181. Katheder NS et al. (2017) Microenvironmental autophagy promotes
tumour growth. Nature 541, 417–420.

182. Arnaout A et al. (2019) A randomized, double-blind, window of oppor-
tunity trial evaluating the effects of chloroquine in breast cancer patients.
Breast Cancer Research and Treatment 178, 327–335.

183. Rangwala R et al. (2014) Phase I trial of hydroxychloroquine with
dose-intense temozolomide in patients with advanced solid tumors and
melanoma. Autophagy 10, 1369–1379.

184. Mohsen S et al. (2022) Autophagy agents in clinical trials for cancer
therapy: a brief review. Current Oncology 29, 1695–1708.

185. Compter I et al. (2019) CHLOROBRAIN phase IB trial: the addition
of chloroquine, an autophagy inhibitor, to concurrent radiation and temo-
zolomide for newly diagnosed glioblastoma. Annals of Oncology 30, v154.

186. Montanari F et al. (2014) A phase II trial of chloroquine in combination
with bortezomib and cyclophosphamide in patients with relapsed and
refractory multiple myeloma. Blood 124, 5775.

187. Xu R et al. (2018) The clinical value of using chloroquine or hydroxy-
chloroquine as autophagy inhibitors in the treatment of cancers: a sys-
tematic review and meta-analysis. Medicine 97, e12912.

188. Anand K et al. (2021) A phase II study of the efficacy and safety of
chloroquine in combination with taxanes in the treatment of patients
with advanced or metastatic anthracycline-refractory breast cancer.
Clinical Breast Cancer 21, 199–204.

189. Briceño E, Reyes S and Sotelo J (2003) Therapy of glioblastoma multi-
forme improved by the antimutagenic chloroquine. Neurosurgical Focus
14, 1–6.

190. Patel S (2016) Vorinostat and hydroxychloroquine improve immunity
and inhibit autophagy in metastatic colorectal cancer. Oncotarget 7,
59087–59097.

191. Vogl DT et al. (2014) Combined autophagy and proteasome inhibition: a
phase 1 trial of hydroxychloroquine and bortezomib in patients with
relapsed/refractory myeloma. Autophagy 10, 1380–1390.

192. Wolpin BM et al. (2014) Phase II and pharmacodynamic study of autop-
hagy inhibition using hydroxychloroquine in patients with metastatic
pancreatic adenocarcinoma. The Oncologist 19, 637–638.

193. Malhotra J et al. (2019) Phase ib/II study of hydroxychloroquine in com-
bination with chemotherapy in patients with metastatic non-small cell lung
cancer (NSCLC). Cancer Treatment and Research Communications 21,
100158.

194. Zeh HJ et al. (2020) A randomized phase II preoperative study of autop-
hagy inhibition with high-dose hydroxychloroquine and gemcitabine/
nab-paclitaxel in pancreatic cancer patients. Clinical Cancer Research
26, 3126–3134.

195. Haas NB et al. (2019) Autophagy inhibition to augment mTOR inhib-
ition: a phase I/II trial of everolimus and hydroxychloroquine in patients
with previously treated renal cell carcinoma. Clinical Cancer Research 25,
2080–2087.

Expert Reviews in Molecular Medicine 15

https://doi.org/10.1017/erm.2024.23 Published online by Cambridge University Press

https://doi.org/10.1017/erm.2024.23

	Understanding the autophagic functions in cancer stem cell maintenance and therapy resistance
	Introduction
	Cancer stem cells
	Role of TME in promoting cancer stemness

	Autophagy and maintenance of cancer stemness
	TME, autophagy and cancer stemness
	Autophagy promotes EMT and cancer stemness
	Mitophagy promotes cancer stemness
	Autophagy evades immune surveillance and promotes stemness
	Autophagy promotes tumour dormancy and metastasis

	Blocking autophagy and cancer stemness: therapeutic prospects
	Mechanisms of therapeutic resistance
	Autophagy inhibition in cancer treatment
	Translational implications

	Funding statement
	References


