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Breast cancer stem cells (BCSCs), which are characterized by a
capacity for unlimited self-renewal and for generation of the bulk
cancer cell population, play a critical role in cancer relapse and
metastasis. Hypoxia is a common feature of the cancer microen-
vironment that stimulates the specification and maintenance of
BCSCs. In this study, we found that hypoxia increased expression
of adenosine receptor 2B (A2BR) in human breast cancer cells
through the transcriptional activity of hypoxia-inducible factor 1.
The binding of adenosine to A2BR promoted BCSC enrichment by
activating protein kinase C-δ, which phosphorylated and activated
the transcription factor STAT3, leading to increased expression of
interleukin 6 and NANOG, two key mediators of the BCSC pheno-
type. Genetic or pharmacological inhibition of A2BR expression or
activity decreased hypoxia- or adenosine-induced BCSC enrich-
ment in vitro, and dramatically impaired tumor initiation and lung
metastasis after implantation of MDA-MB-231 human breast can-
cer cells into the mammary fat pad of immunodeficient mice.
These data provide evidence that targeting A2BR might be an
effective strategy to eradicate BCSCs.
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Breast cancer is a major public health problem that affects
women all over the world. According to 2017 data, there

were over 250,000 new breast cancer cases and more than
40,000 breast cancer-related deaths in the United States alone
(1). Breast cancer cells with stem cell-like properties (BCSCs)
are a minority population of tumor cells that (i) give rise to both
daughter BCSCs (self-renewal) and bulk cancer cells (2, 3); (ii)
are resistant to therapy; and (iii) are responsible for initiating
and propagating recurrent and metastatic tumors (4–6).
Hypoxia is a hallmark of cancer that contributes to metastasis,

treatment failure, and patient mortality (7–9). Intratumoral
hypoxia also increases the number of BCSCs (7, 10). The tran-
scriptional response of cancer cells to intratumoral hypoxia is
principally mediated by hypoxia-inducible factors (HIFs), which
are composed of an O2-regulated HIF-α subunit (HIF-1α, HIF-
2α, or HIF-3α) and a constitutively expressed HIF-1β subunit (7,
11, 12). Under hypoxic conditions, extracellular ATP is metab-
olized to ADP and AMP by CD39, and AMP is metabolized to
adenosine by CD73 (13, 14). Adenosine is a ubiquitous nucleo-
side that regulates various physiological functions, with normal
tissue levels of 10–200 nM, which can increase to 10–100 μM
under hypoxic or ischemic conditions (15, 16). In tumors, high
levels of adenosine modulate the functions of both tumor cells
and tumor-infiltrating immune cells to promote cancer pro-
gression (14, 15).
Adenosine elicits biological responses by interacting with its

four cognate transmembrane receptors (A1R, A2AR, A2BR,
and A3R), which belong to the G-protein–coupled receptor su-
perfamily (17). By binding to A1R or A3R, adenosine negatively

regulates adenylyl cyclase, thereby reducing cAMP production
(18), whereas by binding to A2AR or A2BR, adenosine increases
cAMP production, leading to activation of protein kinase A
(PKA) (19, 20) and phospholipase C (PLC) (21). A2BR ex-
pression was induced in a HIF-1α–dependent manner by expo-
sure of cultured mouse intestinal epithelial cells to hypoxia (22).
Hypoxia-induced expression of A2BR leads to increased signal
transduction (23).
Critical roles for A2BR in stimulating tumor progression have

been reported recently. In the Lewis lung carcinoma mouse
model, A2BR activation promoted the expansion of myeloid-
derived suppressor cells, which blocked T cell-mediated antitu-
mor immunity (24). In prostate cancer cell lines, A2BR signaling
increased cell proliferation and tumor growth (25, 26). A2BR
signaling in breast cancer cells promoted filopodia formation,
invasion, and metastasis (27–30). However, whether A2BR sig-
naling affects the stem-like capacity of breast cancer cells is
unknown. In the present work, we demonstrate that A2BR sig-
naling is required for induction of the BCSC phenotype in re-
sponse to hypoxia and delineate the signal transduction pathway
that leads from A2BR to expression of the pluripotency
factor NANOG.

Results
Hypoxia Induces A2BR Expression in Breast Cancer Cells. We pre-
viously found that hypoxia increases the production of adenosine
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due to HIF-dependent activation of CD73 gene expression in
several triple-negative breast cancer (TNBC) cell lines, which
lack expression of the estrogen receptor (ER), progesterone
receptor (PR), and HER2 (31). Based on this finding, we hy-
pothesized that adenosine receptor expression may also be in-
duced by intratumoral hypoxia in human breast cancers. To test
this hypothesis, we first analyzed whether the expression of
mRNAs encoding adenosine receptors is correlated with the
expression of a HIF metagene signature composed of 10 HIF
target-gene mRNAs (ANGPTL4, LDHA, PGK1, CA9, CXCR3,
L1CAM, BNIP3, PLOD1, P4HA1, and P4HA2) in 1,095 human
breast cancer specimens from The Cancer Genome Atlas
(TCGA) database using the Pearson correlation test. Among the
four adenosine receptors, only A2BR mRNA expression was
significantly correlated with expression of the HIF metagene
signature (Fig. 1A). We next analyzed A2BR mRNA expression
in different molecular subtypes of breast cancer (luminal A, lu-
minal B, HER2-enriched, and basal-like), which are based on a

50-mRNA (PAM50) signature (32). Compared with each of the
other molecular subtypes, A2BR mRNA levels were significantly
increased in basal-like breast cancers (Fig. 1B), in which ex-
pression of HIF target genes is also increased relative to the
other subtypes (33).
To investigate whether hypoxia increases A2BR expression in

human breast cancer cells, the TNBC cell lines SUM149 and
SUM159, and the ER+PR+ cell lines MCF-7 and BT474, were
exposed to 1% or 20% O2 for 24 h. Reverse transcription and
quantitative real-time PCR (RT-qPCR) analysis of total RNA
isolated from the cells revealed that exposure to 1% O2 in-
creased A2BR mRNA expression in all four cell lines (Fig. 1C),
whereas mRNA encoding the other three adenosine receptors
showed no consistent increase among the four cell lines (SI
Appendix, Fig. S1). A2BR protein expression was increased in all
four breast cancer cell lines after 48-h exposure to 1% O2 (Fig.
1D). Next, flow cytometry was performed to detect cell surface
expression of A2BR. After exposure to 1% O2 for 48 h, the
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Fig. 1. Hypoxia induces A2BR expression in a HIF-1–dependent manner. (A) The expression level of mRNAs encoding the four adenosine receptors (A1R,
A2AR, A2BR, A3R) in each of 1,095 human breast cancers from TCGA database were compared with a 10-mRNA HIF target-gene signature. For each com-
parison, the Pearson correlation coefficient (R) and statistical significance (P) are shown. (B) The relative log2 expression of A2BR mRNA from 1,095 human
breast cancer specimens that were stratified according to molecular subtype is shown. Statistical analysis was performed by one-way ANOVA. Post hoc testing
demonstrated significantly increased A2BR expression in basal-like tumors compared with each of the other subtypes. (C and D) Four human breast cancer cell
lines were exposed to 20% or 1% O2 for 24 h (C) or 48 h (D), and the expression of A2BR mRNA (C) or protein (D) was analyzed by RT-qPCR (C) and im-
munoblot (D) assays. For each cell line, the expression of A2BR mRNA was quantified relative to 18S rRNA and then normalized to the result obtained from
cells at 20% O2 (mean ± SD; n = 3). *P < 0.05, **P < 0.01 versus 20% O2 (one-way ANOVA). (E) Cells were exposed to 20% or 1% O2 for 48 h, and the
percentage of cells expressing A2BR was determined by flow cytometry (mean ± SD; n = 3). *P < 0.05 versus 20% O2 (one-way ANOVA). (F and G) MCF-
7 subclones, which stably expressed a nontargeting control shRNA (NTC), or shRNA targeting HIF-1α (shHIF-1α) or HIF-2α (shHIF-2α), were exposed to 20% or
1% O2 for 24 h, followed by analysis of A2BR mRNA levels by RT-qPCR (F), or for 48 h, followed by analysis of A2BR+ cells by flow cytometry (G) (mean ± SD;
n = 3). *P < 0.05, **P < 0.01 versus NTC at 20% O2;

#P < 0.05 versus NTC at 1% O2 (two-way ANOVA). (H) A2BR and HIF-1α expression were determined by
immunoblot assay in MCF-7 subclones exposed to 20% or 1% O2 for 48 h. (I) SUM149 cells were exposed to 20% or 1% O2, in the presence of vehicle or
digoxin (100 nM) for 48 h, and the percentage of A2BR+ cells was determined (mean ± SD; n = 3). *P < 0.05 versus vehicle at 20% O2;

#P < 0.05 versus vehicle at
1% O2 (two-way ANOVA). (J) A2BR expression was determined in SUM149 cells exposed to 20% or 1% O2 for 48 h in the presence of vehicle, digoxin (100 nM),
or acriflavine (1 μM). (K) MCF-7 cells were exposed to 20% or 1% O2 for 16 h, and ChIP assays were performed using IgG or antibodies against HIF-1α, HIF-1β,
or HIF-2α. Primers flanking candidate HIF binding sites at −696 bp (Left) and −155 bp (Right) relative to the transcription initiation site were used for qPCR,
and results were normalized to chromatin immunoprecipitated with IgG from cells exposed to 20% O2 (mean ± SD; n = 3). *P < 0.05 vs. 20% O2 (two-way
ANOVA).
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percentage of A2BR+ cells increased twofold in SUM149 and
5.5-fold in MCF-7 cells (Fig. 1E) based on flow cytometry (SI
Appendix, Fig. S2). Taken together, these data indicate that
hypoxia induces increased A2BR mRNA and protein expression
in human breast cancer cell lines.

Hypoxia-Induced A2BR Expression Is HIF-1α Dependent. Next, we
analyzed whether HIF knockdown by stable expression of short
hairpin RNA (shRNA) in MCF-7 cells (34) blocked A2BR in-
duction in response to hypoxia. RT-qPCR (Fig. 1F) and flow
cytometry (Fig. 1G) revealed that HIF-1α knockdown, but not
HIF-2α knockdown, blocked the induction of A2BR mRNA
(Fig. 1F) and cell surface protein (Fig. 1G) expression in cells
exposed to 1% O2. Immunoblot assays revealed hypoxic in-
duction of A2BR and HIF-1α expression in MCF-7 cells that
were stably transduced with lentiviral vector encoding a non-
targeting control (NTC) shRNA, whereas hypoxic induction of
these proteins was abrogated by expression of shRNA targeting
HIF-1α (Fig. 1H).
To complement these RNA interference studies, we took a

pharmacologic approach by treating cells with digoxin or acrifla-
vine, which inhibit HIF-1 activity in hypoxic cells by distinct mo-
lecular mechanisms: Digoxin blocks HIF-1α protein accumulation
(35), whereas acriflavine blocks the dimerization of HIF-1α with
HIF-1β, which subsequently leads to degradation of HIF-1α (36).
Treatment of SUM149 cells with either digoxin or acriflavine
blocked hypoxia-induced A2BR expression as determined by flow
cytometry (Fig. 1I) and immunoblot assays (Fig. 1J).
To determine whether HIF-1 directly binds to the ADORA2B

gene encoding A2BR and activates its transcription in hypoxic
MCF-7 cells, chromatin immunoprecipitation (ChIP) assays were
performed to evaluate candidate HIF-1 binding sites that
matched the consensus sequence 5′-(A/G)CGTG-3′ (37). Chro-
matin fragments containing either of two DNA sequences lo-
cated in the 5′-flanking region of the ADORA2B gene at −696 bp
(Fig. 1K, Left) and −155 bp (Fig. 1K, Right) relative to the
transcription start site were immunoprecipitated with antibody
against either HIF-1α or HIF-1β, but not HIF-2α, in a hypoxia-
inducible manner. Taken together, the data presented in Fig. 1
demonstrate that A2BR expression is induced by exposure of
ER+ and ER− breast cancer cells to hypoxia in a HIF-1α–
dependent manner. The significant correlation between HIF
target gene expression and A2BR mRNA levels in human breast
cancers suggests that HIF-1 also plays a critical role in regulating
ADORA2B gene expression in vivo.

A2BR Mediates BCSC Enrichment. Hypoxia promotes the mainte-
nance and specification of BCSCs and promotes tumor metas-
tasis (7–10). To determine whether A2BR contributes to BCSC
enrichment in response to hypoxia, we cultured SUM149 and
MCF-7 cells on ultra-low attachment plates as mammospheres,
which are enriched for BCSCs (38). A2BR mRNA expression
was increased in mammospheres compared with monolayer
cultures of SUM149 (Fig. 2A, Upper) or MCF-7 cells (Fig. 2A,
Lower). Increased aldehyde dehydrogenase (ALDH) activity is
another feature of BCSCs (39). We stained for ALDH activity
and A2BR expression to determine whether they colocalize to
the same cells. Flow cytometry demonstrated that the percentage
of ALDH+A2BR+ cells was significantly increased by greater
than fourfold after exposure of SUM149 or MCF-7 cells to 1%
O2 for 72 h (Fig. 2B and SI Appendix, Fig. S3).
To define the role of A2BR in hypoxia-induced BCSC en-

richment, we generated A2BR knockdown subclones by stably
transducing SUM149, MCF-7, or MDA-MB-231 cells with len-
tiviral vectors encoding one of five different shRNAs against
A2BR, or a vector expressing NTC shRNA (SI Appendix, Fig.
S4). The number of mammosphere-forming cells (Fig. 2C) was
increased in response to hypoxia in NTC subclones but not in

A2BR-knockdown subclones of SUM149 and MCF-7 cells (Fig.
2D). Consistently, the percentage of ALDH+ cells induced by
hypoxia was significantly decreased by A2BR knockdown in
SUM149, MDA-MB-231, and MCF-7 cells (Fig. 2E and SI Ap-
pendix, Fig. S5).
To further confirm the function of A2BR in BCSC enrich-

ment, MCF-7 cells were treated with an A2BR-specific antago-
nist, alloxazine, or a pan-adenosine receptor antagonist, caffeine,
during exposure to 20% or 1% O2. Compared with vehicle-
treated cells, pharmacological inhibition of adenosine receptors
by alloxazine or caffeine blocked the increase in ALDH+ cells
that was induced by hypoxia (Fig. 2F). Treatment of SUM149,
MCF-7, and MDA-MB-231 cells with adenosine under non-
hypoxic conditions increased the percentage of ALDH+ BCSCs
(Fig. 2G), and this increase was abrogated by A2BR knockdown
in MCF-7 (Fig. 2H) and MDA-MB-231 (Fig. 2I) cells. Taken
together, these data indicate that A2BR expression is required
for hypoxia- or adenosine-induced BCSC enrichment.

A2BR Knockdown Impairs Tumor Formation and Decreases BCSCs in
Vivo. To investigate the effect of A2BR knockdown on the tu-
morigenic capacity of breast cancer cells, which is a measure of
the BCSC population, we injected a limiting number (1 × 103) of
MDA-MB-231 NTC or either of two independent A2BR-
knockdown subclones (sh1 or sh4) cells into the mammary
fat pad (MFP) of female severe combined immunodeficiency
(SCID) mice. Eleven weeks after injection, 100% of the mice
(8 of 8) injected with NTC cells had developed palpable tumors,
whereas only 12.5% (2 of 16) of mice injected with A2BR
knockdown cells developed tumors (Fig. 3A).
As only BCSCs can give rise to a clinically relevant metastasis,

we hypothesized that A2BR knockdown would impair lung me-
tastasis. To test the hypothesis, we injected 2 × 106 MDA-MB-
231 NTC or A2BR-knockdown cells into the MFP of SCID mice.
As shown in Fig. 3B, when large numbers of cells were implan-
ted, primary tumor growth curves were not significantly different
between the NTC and A2BR knockdown subclones. When tu-
mor volume reached 1,200 mm3, tumor and lung tissues were
collected. A2BR-knockdown primary tumors contained signifi-
cantly decreased numbers of BCSCs as determined by mam-
mosphere (Fig. 3C) and ALDH (Fig. 3D) assays. Hematoxylin
and eosin staining of lung sections revealed that knockdown of
A2BR completely blocked lung metastasis (Fig. 3 E and F).
Taken together, the data presented in Fig. 3 indicate that A2BR
is critical for tumor initiation and lung metastasis, both of which
are mediated by BCSCs.

A2BR Mediates BCSC Enrichment Through PKCδ-Dependent STAT3
Activation. A2BR is a G-protein–coupled receptor, stimulation
of which usually leads to cAMP-dependent activation of PKA
(40, 41). To investigate the molecular mechanism through which
A2BR promotes BCSC enrichment, we first treated MCF-7 cells
with the PKA inhibitor H-89, which failed to block adenosine-
induced enrichment of ALDH+ cells (SI Appendix, Fig. S6A). We
next treated cells with either of two general inhibitors of protein
kinase C (PKC), Ro31-8220 and sotrastaurin, which blocked
adenosine-induced ALDH activity in MCF-7 (Fig. 4 A and B)
and MDA-MB-231 (SI Appendix, Fig. S6B) cells.
PKC family members can be divided into Ca2+-dependent and

Ca2+-independent isoforms. Treatment of MCF-7 cells with
Gö6976 to inhibit the catalytic activity of Ca2+-dependent PKC
isoforms (PKCα and PKCβ1) failed to block adenosine-mediated
induction of ALDH+ cells (Fig. 4C). In contrast, treatment with
i-PKCδ, a peptide that selectively blocks the catalytic activity of
the Ca2+-independent isoform PKCδ, completely abrogated
adenosine-induced ALDH activity in MCF-7 (Fig. 4D) and
MDA-MB-231 (SI Appendix, Fig. S6B) cells. Immunoblot assays
revealed that PKCδ was phosphorylated in response to adenosine
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stimulation in NTC but not in A2BR-knockdown (sh1 and sh4)
subclones of MDA-MB-231 (SI Appendix, Fig. S6C). Taken to-
gether, these data suggest that PKCδ kinase activity is required for
adenosine-induced and A2BR-mediated BCSC enrichment.
PKCδ has been reported to increase the phosphorylation of

STAT3 at Ser-727 (S727) and thereby facilitate STAT3 nuclear
translocation (42). Coadministration of a STAT3 inhibitor
(i-STAT3) prevented the adenosine-induced increase in ALDH

expression in MCF-7 (Fig. 4E) and MDA-MB-231 (SI Appendix,
Fig. S6B) cells. RT-qRCR analysis revealed that the expression of
mRNAs encoding NANOG and IL-6, two downstream targets of
STAT3 that are required for the specification and/or maintenance
of BCSCs (7), was increased by adenosine treatment of MCF-7 cells
(Fig. 4F). IL-6 neutralizing antibody (IL-6 NAb) blocked the en-
richment of ALDH+ BCSCs in adenosine-treated MCF-7 (Fig. 4G)
and MDA-MB-231 (SI Appendix, Fig. S6B) cells.
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Next, we treated A2BR-knockdown and NTC subclones of
MCF-7 and MDA-MB-231 with adenosine and performed im-
munoblot assays. Adenosine treatment increased the phos-
phorylation of specific Ser or Tyr residues of PKCδ (S645),
STAT3 (S727 and Y705), and JAK2 (Y1007), and increased IL-
6 and NANOG protein levels, in NTC subclones, and all of
these effects were blocked by A2BR knockdown in MCF-7 (Fig.
4H) or MDA-MB-231 (SI Appendix, Fig. S6C) cells.
To determine the epistatic relationship between PKCδ,

STAT3, and IL-6, we treated MCF-7 cells with i-PKCδ, pan-PKC
inhibitor Ro31-8220, i-STAT3, or IL-6 NAb, and found that
adenosine-induced phosphorylation of STAT3 was blocked by i-
PKCδ (Fig. 4I) or Ro31-8220 (Fig. 4J). In contrast, adenosine-

induced phosphorylation of PKCδ was not blocked by treatment
with i-STAT3 (Fig. 4K) or IL-6 NAb (Fig. 4L). These results
indicate that activation of A2BR leads to increased phosphory-
lation (at S645) and activation of PKCδ, which phosphorylates
STAT3 (at S727), leading to transcriptional activation of the
NANOG and IL6 genes. IL-6, by binding to its cognate receptor,
activates JAK2, a tyrosine kinase that phosphorylates STAT3 (at
Y705), which is required for STAT3 nuclear translocation,
completing a feedforward loop that amplifies A2BR-mediated
signaling (Fig. 4M).
To further investigate whether hypoxia, which induces A2BR

expression, activates the same signaling pathway induced by
adenosine treatment, MCF-7 cells were treated with Ro31-8220,
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i-PKCδ, i-STAT3, or IL-6 NAb for 72 h at 20% or 1% O2. Each
of these inhibitors blocked hypoxia-induced enrichment of
ALDH+ BCSCs (Fig. 5A). We also exposed MCF-7 NTC and
A2BR-knockdown subclones to 20% or 1% O2 for 48 h, and

found that hypoxia increased the phosphorylation of PKCδ,
STAT3, and JAK2, and the expression of IL-6 and NANOG, all
of which were blocked by A2BR knockdown in the sh2 and
sh5 subclones of MCF-7 (Fig. 5B). These results indicate that the
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A2BR–PKCδ–STAT3 signaling pathway (amplified by JAK2–
STAT3–IL-6 signaling) is required for hypoxia-induced BCSC
enrichment.
To investigate whether A2BR activates the PKCδ–

STAT3 pathway in vivo, we performed orthotopic implantation
of MDA-MB-231 NTC or A2BR knockdown cells into the MFP
of female SCID mice and harvested tumors when they reached a
volume of 1,200 mm3. Immunoblot assays revealed that phos-
phorylation of PKCδ (S645), STAT3 (S727 and Y705), and
JAK2 (Y1007), as well as expression of IL-6 and NANOG, were
decreased in A2BR-knockdown tumors compared with NTC
tumors (Fig. 6). These results indicate that the same signaling
pathways that were activated in vitro by exposure of breast
cancer cells to hypoxia or adenosine, were activated in the tumor
microenvironment in vivo.

Discussion
Hypoxia, which is a critical factor for cancer progression (7), has
been reported to increase adenosine production through in-
creased expression of CD39 and CD73 and/or decreased ex-
pression of adenosine kinase (14, 31, 43). In the present study,
we found that hypoxia also increases expression of adenosine
receptor A2BR in human breast cancer cells in a HIF-1α–
dependent manner. A2BR stimulates PKCδ–STAT3 signaling,
which is required for hypoxia-induced BCSC enrichment. Our
findings suggest that therapeutic targeting of A2BR might increase
the probability of eradicating BCSCs in patients with breast cancer.

Recently, A2BR has been associated with cancer progression.
A2BR expression is increased in both colorectal and prostate
cancer cell lines, and A2BR inhibition decreased cancer cell
proliferation (25, 26, 44). In lung cancer cells, A2BR modulates
the epithelial–mesenchymal transition by shifting the balance
between the PKA and ERK pathways (45). In breast cancer cell
lines, activation of A2BR suppresses prenylation of the small
guanosine triphosphatase Rap1B—thereby promoting cell scat-
tering (46)—and stimulates metastasis (27–30). Overexpression
of A2BR in the nontumorigenic NMuMG mouse mammary cell
line enabled tumor formation (47). In the present study, we
demonstrate a role of A2BR in BCSC enrichment. Genetic or
pharmacological inhibition of A2BR expression or activity, re-
spectively, abrogated BCSC enrichment in response to adenosine
or hypoxia, and decreased tumorigenic capacity and lung me-
tastasis in vivo by decreasing the BCSC population. Since BCSCs
are required for breast cancer recurrence and metastasis (6),
which are the major causes of breast cancer-related mortality,
therapeutic targeting of A2BR may increase patient survival.
Adenosine is an extracellular signaling molecule, the concen-

tration of which is markedly increased in many tumors (48).
Upon binding to its cognate receptors, adenosine can activate
several different downstream signaling pathways. The classical
signaling pathway downstream of A2BR, which recruits Gs/Gq
proteins, serves to increase the activity of adenylyl cyclase,
leading to the serial activation of PKA, PLC, and PKC (49, 50).
However, rather than conventional Ca2+-activated PKCs, we
demonstrated that PKCδ, a Ca2+-independent isoform, is in-
volved in the regulation of BCSCs downstream of A2BR by
phosphorylation of STAT3 on Ser-727, which increases its
transcriptional activity. PKCδ inhibitors (such as KAI-9803,
delcasertib, and rottlerin) have already passed phase I clinical
trials for cardiovascular diseases (51, 52). Trials designed to test
whether those drugs are safe and effective in breast cancer pa-
tients should be considered based on the data presented above.
In addition to the PKCδ–STAT3 signaling pathway, A2BR

may regulate the BCSC phenotype through other mechanisms.
In MDA-MB-231 cells, it has been reported that A2BR inhibits
ERK1/2 phosphorylation (28). Loss of ERK1/2 activity may
cause transcriptional activation of NANOG through de-
phosphorylation and nuclear translocation of FOXO3 (53). In
endothelial cells, A2BR signaling stimulates the release of IL-8,
FGF-2, and VEGF-A, each of which may contribute to BCSC
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enrichment (54). Thus, further analysis of signaling pathways
downstream of A2BR is needed to fully understand the role of
A2BR in BCSC enrichment.
Accumulation of extracellular adenosine in the tumor micro-

environment suppresses antitumor immunity mediated by natu-
ral killer cells and CD8+ T cells through A2AR signaling, and
antitumor immunity can be restored by genetic or pharmaco-
logical inhibition of A2AR on immune cells (14, 55, 56). Ex-
tensive preclinical data indicate that A2AR inhibition increases
antitumor immunity mediated by T cells and slows tumor growth
(57–59), which has led to the development of A2AR antagonists
as anticancer therapeutics. Here, we report that genetic or
pharmacological inhibition of A2BR decreased the BCSC pop-
ulation in orthotopic tumors. Thus, targeting both A2AR and
A2BR may further increase tumor control by activation of the
immune system and inhibition of the BCSC phenotype.
Hypoxia plays an important role in tumor progression. We

previously reported that hypoxia increases adenosine production
by breast cancer cells in a HIF-1α–dependent manner (31). The
coexpression of both CD73, which generates adenosine, and
A2BR, which is activated in response to adenosine binding,
constitutes an autocrine signaling pathway leading to STAT3-
dependent expression of NANOG, a pluripotency factor that
specifies the BCSC phenotype. These findings may explain pre-
vious studies reporting that CD73 activity promoted the BCSC
phenotype (60). We previously reported that hypoxia induces
HIF-dependent demethylation of N6-methyladenosine residues
leading to stabilization of NANOG mRNA, thereby stimulating
BCSC accumulation (61, 62). Thus, HIF-1 induces NANOG
expression by both transcriptional and posttranscriptional
mechanisms in hypoxic breast cancer cells. Hypoxia also induces
HIF-dependent expression of CD47, which, as with CD73, plays
dual roles in promoting BCSC and immune evasion phenotypes
(31, 63). Taken together, these studies suggest that therapeutic
targeting of HIF-1 may increase the probability of BCSC eradi-
cation and thereby increase the survival of breast cancer patients.

Materials and Methods
Cell Lines and Tissue Culture.MCF-7 andMDA-MB-231 cells were maintained in
high-glucose (4.5 mg/mL) DMEM. SUM149 and SUM159 cells were maintained
in DMEM/F12 (50:50) medium. All culture media were supplemented with 10%
(vol/vol) FBS and 1% (vol/vol) penicillin–streptomycin. All cells were maintained
at 37 °C in a 5% CO2, 95% air incubator (20% O2). Hypoxic cells were main-
tained at 37 °C in a modular incubator chamber (Billups–Rothenberg) flushed
with a gas mixture containing 1% O2, 5% CO2, and 94% N2. All chemicals are
listed in SI Appendix, Table S1.

Lentivirus Transduction. Lentiviral vectors encoding shRNA targeting HIF-1α or
HIF-2α, as well as the NTC shRNA, were described previously (34, 64). Len-
tiviral vectors encoding shRNA targeting A2BR mRNA were purchased from
Sigma-Aldrich (clone numbers are listed in SI Appendix, Table S2). All lenti-
viral shuttle vectors were transfected into 293T cells for packaging. Viral
supernatant was collected after 48 h and used for transduction of human
breast cancer cell lines as described previously (64). Puromycin (0.5 μg/mL)
was added to the medium of cells transduced with lentivirus for selection of
pools of cells expressing the shRNA.

RT-qPCR. RNAwas extracted using TRIzol (Invitrogen) and cDNA synthesis was
performed according to the manufacturer’s instructions (Applied Bio-
systems). qPCR was performed using SYBR Green qPCR Master Mix (Bio-Rad).
The expression of each target mRNA relative to 18S rRNA was calculated
based on the threshold cycle (Ct) as 2−Δ(ΔCt), where ΔCt = Cttarget − Ct18S and
Δ(ΔCt) = ΔCttreatment − ΔCtcontrol. Nucleotide sequences of primers are shown
in SI Appendix, Table S3.

Immunoblot Assay. Whole-cell lysates were prepared in modified RIPA lysis
buffer (50 mM Tris·HCl, pH 7.5, 1 mM β-mercaptoethanol, 150 mM NaCl,
1 mM Na3VO4, 1 mM NaF, 1 mM EDTA, 0.25% sodium deoxycholate, and 1%
Igepal CA-630). Blots were probed with antibodies against HIF-1α, A2BR, p-
PKCδ(S645), PKCδ, p-STAT3(S727), p-STAT3(Y705), STAT3, IL-6, p-JAK2
(Y1007), JAK2, NANOG, or β-Actin (see SI Appendix, Table S4 for vendors).
HRP-conjugated anti-rabbit and anti-mouse secondary antibodies were
used, and the chemiluminescent signal was detected using ECL Plus
(GE Healthcare).

Flow Cytometry. Cultured cells were trypsinized and incubated with Fc Block
(BD Pharmingen). A2BR+ cells were identified by staining with phycoerythrin-
conjugated anti-A2BR antibody (Novus Biologicals). Samples were analyzed
by flow cytometry (FACSCalibur; BD Biosciences). Unstained control and
single-stained cells were prepared in every experiment for gating. Dead cells
were gated out by side-scatter and forward-scatter analysis.

ALDH Assay. Cultured cells were trypsinized, whereas tumor tissues wereminced,
digested with type 1 collagenase (1 mg/mL; Sigma-Aldrich) at 37 °C for 30 min,
and filtered through a 70-mm cell strainer. A total of 1 × 106 cells was suspended
in buffer containing 1 mM BODIPY-aminoacetaldehyde (STEMCELL Technolo-
gies), incubated at 37 °C for 45 min, and analyzed by flow cytometry. An aliquot
from each sample was treated with 50 mM diethylaminobenzaldehyde, an
ALDH inhibitor, as a negative control for gating.

Mammosphere Assay. Cultured cellswere trypsinized,whereas tumor tissueswere
minced and digestedwith 1mg/mL type 1 collagenase (Sigma-Aldrich) at 37 °C for
30 min to prepare single-cell suspensions, which were seeded in six-well ultra-low
attachment plates (Corning) at a density of 5,000 cells per mL in Complete
MammoCult Medium (STEMCELL Technologies). After 7 d, the cells were pho-
tographed under an Olympus TH4-100 microscope, and the number of mam-
mospheres with a diameter ≥70 μm was counted using ImageJ software (NIH).

ChIP. MCF-7 cells were incubated at 20% or 1% O2 for 16 h, cross-linked in
3.7% formaldehyde for 15 min, quenched in 0.125 M glycine for 5 min, and
lysed with SDS lysis buffer. Chromatin was sheared by sonication, and lysates
were precleared with salmon sperm DNA/protein A agarose slurry (Millipore)
for 1 h and incubated with IgG or antibody against HIF-1α, HIF-1β, or HIF-2α
(SI Appendix, Table S4) in the presence of protein A–agarose beads over-
night. After serial washing of the agarose beads with low-salt, high-salt, and
LiCl buffers, DNA was eluted in 1% SDS with 0.1 M NaHCO3, and cross-links
were reversed by addition of 0.2 M NaCI. DNA was purified by phenol–
chloroform extraction and ethanol precipitation, and analyzed by qPCR (see
SI Appendix, Table S5 for primer sequences).

Mouse Studies. Protocols were approved by the Johns Hopkins University
Animal Care and Use Committee and were in accordance with the NIH Guide
for the Care and Use of Laboratory Animals (65). For the tumor initiation
study, 1 × 103 breast cancer cells were injected into the MFP of 6- to 8-wk-old
female SCID mice in a 1:1 suspension of Matrigel (BD Biosciences) in PBS. For
other experiments, 2 × 106 cells were injected.

Statistical Analysis. Data are expressed as mean ± SD. The Pearson correlation
coefficient (R) was used to compare the expression of mRNA encoding
adenosine receptors with the HIF signature, which was based on mRNA data
from TCGA Breast Invasive Carcinoma dataset of 1,095 patients (66). For the
tumor initiation assay, Fisher’s exact test was performed. For all other assays,
differences between two groups were analyzed by Student’s t test, whereas
differences between multiple groups were analyzed by ANOVA. Values of
P < 0.05 were considered significant for all analyses.
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