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Abstract: Acute myeloid leukemia (AML) is a clonal disorder characterized by genetic aberrations in
myeloid primitive cells (blasts) which lead to their defective maturation/function and their prolifera-
tion in the bone marrow (BM) and blood of affected individuals. Current intensive chemotherapy
protocols result in complete remission in 50% to 80% of AML patients depending on their age and
the AML type involved. While alterations in calcium signaling have been extensively studied in
solid tumors, little is known about the role of calcium in most hematologic malignancies, including
AML. Our purpose with this review is to raise awareness about this issue and to present (i) the
role of calcium signaling in AML cell proliferation and differentiation and in the quiescence of
hematopoietic stem cells; (ii) the interplay between mitochondria, metabolism, and oxidative stress;
(iii) the effect of the BM microenvironment on AML cell fate; and finally (iv) the mechanism by which
chemotherapeutic treatments modify calcium homeostasis in AML cells.

Keywords: acute myeloid leukemia; calcium signaling; leukemic stem cells; cell metabolism; mi-
croenvironment; chemotherapies

1. Introduction

Acute myeloid leukemia (AML) is a heterogeneous hematologic malignancy at the
biological, molecular, and clinical levels. AML is characterized by clonal amplification
and the loss of differentiation of myeloid precursors (blasts) in the bone marrow (BM) and
peripheral blood. AML is a pathology of aged adults, with more than 50% of patients
identified at age > 65 years. Despite a tremendous effort to decipher genetic aberrations
such as leukemia-associated chromosomal translocations and inversions, as well as mul-
tiple somatically acquired mutations that affect genes of different functions that improve
prognosis, the AML patient survival rate remains poor and is largely age-dependent [1].
AML originates from BM hematopoietic stem cells (HSCs). Primary commonly acquired
mutations arise in genes involved in the epigenomic process, such as DNMT3A, ASXL1,
TET2, IDH1, and IDH2, and already exist in the founding clone. In contrast, secondary mu-
tations involving NPM1 or signaling molecules (e.g., FLT3, RAS gene family) typically occur
later during leukemogenesis. In addition, AML can be subdivided into distinct classes,
including acute promyelocytic leukemia (APL) and myelodysplastic-syndrome-related
AML, which involve different genetic aberrations (Myc, etc.) [2].

Calcium ions are the main second messengers in cells and are crucial for cell fate
and survival. Intracellular Ca2+ homeostasis relies on the organized activity of various
Ca2+ channels, pumps, and exchangers, which maintain a precise Ca2+ concentration in the
cytoplasm and organelles such as the endoplasmic reticulum (ER), mitochondria, lysosomes,
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and nucleus [3–5]. Transient or sustained activation of this machinery regulates changes
in the duration and levels of intracellular calcium, thereby governing calcium-dependent
physiological processes.

Alterations in calcium signaling and homeostasis affect numerous cellular functions
and are involved in various pathological states, including cancer. Dysregulated calcium
signaling cascades have been shown to result in processes crucial for uncontrolled prolifer-
ation and tumorigenesis. These processes include gene transcription, regulation of the cell
cycle, proliferation, metabolism, apoptosis, autophagy, and cell migration and may affect
the development of resistance to cancer therapies [6].

Alterations in calcium signaling have been extensively studied in solid cancers. There
is much less knowledge of hematologic malignancies such as myeloid leukemia, except for
chronic myeloid leukemia (CML), for which the tyrosine kinase activity of Bcr–Abl seems
to regulate calcium homeostasis [7].

Two recent publications highlight the important role of calcium in the maintenance
of normal stem cells, both active and dormant. Luchsinger et al. show that a low-calcium
medium increases the viability of HSCs in vitro [8]. These have a low cytoplasmic calcium
concentration that is maintained by glycolytic activity. Fukushima et al. developed another
strategy by which a non-phosphorylatable fluorescent marker allows in vivo discrimination
between dormant and active stem cells [9]. It shows the implication of calcium concentra-
tion in dormancy and that marrow reconstitution by HSC is favored by a high concentration
of cytoplasmic calcium. The bone matrix allows the localization of hematopoietic stem cells
in niches that are critical for their regulation [10]. In bone, these niches are mainly located
in vascularized areas and more rarely in trabecular areas. The latter, however, have a
strong potential for self-renewal and reconstruction of hematopoiesis that emphasizes their
importance, especially for the development of leukemic cells [11]. There is a real interest in
studying the precise role of calcium signaling in AML, which remains mostly unclear.

Taking into account the current knowledge of calcium signaling in cancer cells as well
as in normal hematopoiesis, our purpose is to shed light on four peculiar topics: (i) the
quiescence of these hematopoietic stem cells and AML cell proliferation and differentiation;
(ii) the role of mitochondria, metabolism, and oxidative stress; (iii) the effect of the BM
microenvironment on AML cells; and finally (iv) therapeutic approaches.

2. The Role of Calcium Homeostasis in AML Cell Proliferation and Differentiation

The dysregulation of calcium signaling and homeostasis impacts numerous cellular
functions. Several Ca2+-dependent signaling pathways are therefore involved in cancer
initiation and development. The precise control of intracellular calcium concentration
is crucial for the modulation of many signaling pathways and Ca2+-regulated proteins
involved in specific cellular processes, including the regulation of key cellular functions
such as the cell cycle, proliferation, and differentiation.

Our review focuses on the role of Ca2+ channels and downstream intracellular signal-
ing pathways in regulating proliferation and differentiation in acute myeloid cell lines or
primary AML samples. Numerous reviews have presented the remodeling of intracellular
Ca2+ homeostasis in cancer cells from solid tumors but very few in hematologic malig-
nancies and none in acute myeloid leukemia. We here focus on studies that highlight a
functional role for Ca2+ channels and downstream intracellular signaling pathways that
lead to changes in proliferation and differentiation in acute myeloid leukemia. Our review
also focuses on the regulation of quiescence by calcium signaling in normal hematopoietic
stem cells and leukemic stem cells.

2.1. Calcium and Cell Cycle Regulation in AML

Cell division and proliferation are ruled by the cell cycle, which is a four-stage process:
the first gap phase G1; the S phase, in which DNA replication occurs; the second gap phase
G2; and the M phase, or mitosis, in which the DNA and cytoplasmic material are shared
between two new daughter cells. The progression between these different phases is tightly
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regulated, and variations in intracellular Ca2+ [Ca2+]i play a key role throughout the cell
cycle, namely during the early G1 phase and at the G1/S and G2/M transitions.

The initiation of centrosomal duplication at the G1/S phase is also dependent on
Ca2+ and calmodulin (CaM) [12,13]. CaM appears to be mobilized early after mitogenic
stimulation and late in the G1 phase near the G1/S transition [14,15]. In late G1, Ca2+/CaM
is required before the restriction point and pRb phosphorylation [16]. In AML, it has been
shown that Ca2+ and CaM are involved in regulating cell proliferation in HL-60 human
promyelocytic leukemia cells. Indeed, cytosolic calmodulin levels were increased according
to the cell cycle phase and more generally during cell cycle progression. Additionally, it has
been shown that calmodulin antagonists slow cell growth in a concentration-dependent
manner [17], thus underlying the critical role of the Ca2+/CaM pathway in leukemia cells.

CaM kinase II (CaMKII) is necessary for cell cycle progression [18]. Inhibition of CaMK
activity was shown to inhibit cell proliferation and is correlated with growth arrest in AML.
Monaco et al. reported that inhibition of CaMKII activity results in an upregulation of
CaMKIV mRNA and protein expression in leukemia cell lines. Interestingly, AML cells
(primary cells and cell lines) expressing CaMKIV show elevated levels of Cdk inhibitors
p27 (kip1) and p16 (ink4a) and reduced levels of cyclins A, B1, and D1. These findings
indicated potential cross-talk between CaMKII and CaMKIV and suggest that CaMKII
could suppress the expression of CaMKIV to promote leukemia cell proliferation [19].
Nevertheless, another study showed contradictory results regarding the effect of CAMKs
on AML proliferation. It has been shown that the suppression of CaMKs (CAMKIV)
coupled with human leukocyte immunoglobulin-like receptor B2 (LILRB2) signaling is
associated with decreased human acute leukemia proliferation in vitro and in vivo [20].

Calcineurin, a calcium-dependent phosphatase, also plays a crucial role in the transi-
tion through the G1 and S phases and was shown to regulate the expression of cyclins A
and E [21] and the accumulation of cyclin D1 [18]. Calcineurin is also very well known to
activate NFAT and to mobilize MYC [22,23] in regulating cyclins E and E2F, which brings
an additional link between calcium-dependent pathways and proliferation. However, the
role of calcineurin in AML and its precise function in the regulation of cell cycle checkpoints
in these malignant hemopathies are unknown. Nonetheless, one study showed that the
activity of calcineurin was decreased by 85% in the sera of patients diagnosed with AML,
while no significant changes in calmodulin or calcineurin levels were observed [24].

2.2. Calcium Channels and Proliferation in AML

The calcium/calcineurin/NFAT pathway is one of the main mechanisms that can
be activated by calcium influx through membrane calcium channels. The use of calcium
channel inhibitors has strengthened the notion that calcium influx plays a critical role in
cell proliferation. The antiproliferative effects of the inhibition of calcium channels have
been shown in numerous tissues. In AML cells, the transient receptor potential melastatin
2 (TRPM2) ion channel displayed high expression compared to CD34+ healthy precursor
cells, and its suppression inhibited the proliferation of leukemia cells. These findings show
that TRPM2 has an important role in AML proliferation mediated by the regulation of key
transcription factors, such as ATF4 and CREB [25]. It was also shown that the dextroisomer
r-verapamil, which inhibits Cav1.2, an L-type calcium channel, by binding to a specific area
of its α-1 subunit, causes dose-dependent inhibition of leukemic cell proliferation. These
results were observed in blast cells derived from patients with AML [26].

Calcium transport could be achieved by the activation of upstream partners such as
inositol 1,4,5-trisphosphate receptor type 2 (ITPR2), which is located in the endoplasmic
reticulum membrane and regulates the mobilization of intracellular Ca2+ stores through
SERCA pumps and/or exchangers. Thus, ITPR2 plays a pivotal role in intracellular Ca2+

signaling and subsequently in the cell cycle and proliferation. ITPR2 expression is increased
in AML patients with a normal karyotype compared to healthy patients. In a cohort of
157 AML patients, high ITPR2 expression was associated with dramatically shorter overall
survival and event-free survival [27]. Further investigations are needed to determine the
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precise calcium-dependent mechanism underlying the aggressive phenotype of leukemic
cells with high ITPR2 expression in AML.

2.3. Implication of Notch and Ca2+ Signaling in AML Proliferation

It has been recently shown that Notch increases Ca2+ entry by activating calcium-
sensing receptors and inhibiting voltage-gated K+ channels [26] and that it could also
enhance store-operated Ca2+ entry [28]. The new human leukemia cell line TMD7, estab-
lished from blast cells of a patient with de novo acute myeloblastic leukemia, expressed
Notch-1 and Notch-2 mRNA. Exposure to recombinant Delta-1 protein, a Notch ligand,
significantly increased the proliferation of TMD7 cells [29]. It has also been shown that
Notch signaling can maintain the proliferation and survival of the HL60 human promyelo-
cytic leukemia cell line and promotes the phosphorylation of the Rb protein [30]. Other
studies have shown, however, that Notch activation can inhibit AML growth and also
alter AML-initiating cell compartments [31,32]. The nature of the Notch ligands seems
to be crucial in the resulting effect of Notch activation. Indeed, when the ligand used is
Jagged1 instead of Delta1, inhibition of proliferation and survival are observed in AML cells.
Interestingly, opposite effects of the Notch ligands Jagged1 and Delta1 have been reported
on the growth of primary AML cells [33]. While their associated roles in calcium signaling
are still under investigation, it would be interesting to clarify the calcium mobilization
pattern associated with Notch ligands in AML.

2.4. Calcium Involvement in AML Differentiation

Any dysregulation in myeloblast differentiation represents a key cellular and molecu-
lar event that could be studied for a better understanding of AML. Complete remission in
patients with APL has been achieved using targeted therapies such as all-trans retinoic acid
(ATRA) and/or arsenic trioxide [34]. However, the response of non-APL AML patients to
treatment remains poor, indicating the need for a better understanding of the differentiation
processes in this disease.

Myeloid differentiation involves the activation of new signaling pathways and the
acquisition of new effector functions. Cellular calcium homeostasis and calcium-dependent
signaling are intimately involved in these processes. Thus, intracellular calcium transport
may be significantly remodeled during differentiation [34]. Some studies have shown the
link between differentiation and calcium signaling in AML. It has been shown that the
modulation of calcium pump expression, specifically of the sarco-endoplasmic reticulum
calcium ATPase (SERCA) pumps, is an integral component of the differentiation program
of myeloid precursors and indicates that lineage-specific remodeling of the ER occurs
during cell maturation. In addition, it was shown that SERCA isoforms may serve as
useful markers for the study of myeloid differentiation [34]. In vitro studies have shown
the mechanisms implicated in leukemic cell differentiation. The binding of S100A9 to
Toll-like receptor 4 (TLR4), which promotes the activation of p38 mitogen-activated protein
kinase, extracellular signal-regulated kinases 1 and 2, and Jun N-terminal kinase signaling
pathways, could lead to myelomonocytic and monocytic AML cell differentiation [35]. Few
studies have been published regarding the implication of calcium in the induction of AML
cell differentiation through direct or indirect mechanisms. Calcium ionophores can, by
themselves, induce the differentiation of primary human AML cells into dendritic cells [36].
It has also been shown that Ca2+ signaling, through the receptor IP3R1, sensitizes cells to
the effect of retinoic acid. Differentiation induced by retinoic acid was associated with a
significant reduction in c-Myc expression and an increase in membrane tyrosine kinase
activity in AML cell lines [37].

2.5. Calcium and Cell Cycle Regulation in Normal and Cancer Stem Cells (CSCs)

In recent years, research has started to highlight that calcium channels play a key
role in CSC function. Calcium channels are indeed involved in the mechanisms required
for their function, leading to cancer progression and treatment resistance. Cancers are
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most commonly treated with a combination of surgery, chemotherapy, radiotherapy, and
immunotherapy. However, several studies have demonstrated that these treatments fail
to target or actively select a specific subset of resistant cells termed CSCs [38]. CSCs are
characterized by their capacity to remain quiescent and to resist apoptosis, properties gen-
erally associated with treatment resistance and tumor relapse [38]. Therefore, deciphering
the mechanisms underlying the quiescence of cancer cells or CSCs appears to be crucial in
cancer research.

Quiescent cells are found in G0, a resting phase outside of the cell cycle distinct from
the G1 phase observed in cycling cells. Regulation of several key players, including cyclins
and cyclin-dependent kinases (CDKs), CDK inhibitors, and retinoblastoma protein (Rb),
dictate cell fate (G0 entry, cell cycle engagement). Decrease in the expression and activity of
cyclin D–CDK4/6 and cyclin E–CDK2 complexes could induce quiescence [39].

The role of calcium in the regulation of stem cell quiescence is still poorly understood.
It was shown that the NFATc1 isoform can control hair follicle normal stem cell quiescence
by suppressing cyclin-dependent kinase 4 (CDK4) and cell cycle progression [40]. It was
also shown that glioblastoma stem-like cells (GSLCs) can be maintained in a quiescent
state by decreasing the extracellular pH. Interestingly, in this study, the authors observed
that the changes in Ca2+ homeostasis appearing during the switch from proliferation to
quiescence are determined by store-operated channels (SOCs) since the inhibition of SOCs
promotes the quiescence of proliferating GSLCs and induces a dramatic and reversible
change in mitochondrial morphology [41].

Regarding the regulation of quiescent HSCs, an increasing number of studies have
shown a crucial impact of cytoplasmic calcium concentration [42]. There is a remodel-
ing of intracellular Ca2+ homeostasis in HSCs exiting the quiescent state and undergoing
commitment. Therefore, Ca2+ signaling seems to be highly implicated in hematopoiesis.
Nevertheless, studies are currently incomplete and sometimes contradictory. Some stud-
ies have shown that Ca2+ signals oscillate between keeping HSCs in the quiescent state
or activating them when commitment is needed [43]. Toward a differentiation cell fate,
it was shown that Ca2+ signaling could favor nuclear translocation of the commitment
promoter NFAT and degradation of the self-renewal promoter Tet2 [44]. In contrast, an
elegant study has shown that quiescent cells display higher intracellular Ca2+ concentra-
tions and that niche factors favor [Ca2+]c elevation to induce quiescence (possibly via the
calmodulin/CaMKs pathway) [9]. Single-cell RNA-seq analyses showed that the gene
expression profiles of dormant/quiescent and active HSCs were nearly identical, except
for Cdk4/6 activity. Moreover, high-throughput small-molecule screening revealed that
high concentrations of cytoplasmic calcium ([Ca2+]c) were linked to HSC quiescence. These
findings indicate that quiescent and active adult HSCs could be distinguished from one
another according to the regulation of Cdk4/6 and [Ca2+]c [9].

The apparent contradiction of these observations highlights the crucial need to more
precisely decipher the mechanisms underlying the implication of Ca2+ signaling in the
balance between the quiescent and active states of HSCs (Figure 1).

2.6. Leukemic Stem Cells (LSCs), Relapse, and Calcium: A Possible Link?

Relapses in AML are a result of the persistence of chemoresistant leukemic cells, also
termed minimal residual disease (MRD). Several studies have demonstrated subclonal het-
erogeneity and a hierarchy of human leukemia-initiating cells (LICs), including LSCs [45],
and Bachas et al. showed that a minor subpopulation of LICs responsible for relapse was
present at diagnosis in patients [46]. Therefore, a better understanding of the mechanisms
of LSC regulation would help to prevent relapse in AML. As described above, some studies
have shown that Ca2+ signaling is involved in HSCs and in CSC regulation. However,
to our knowledge, no study has described the calcium signaling pathways involved in
LSC/LIC regulation. Interestingly, RNA-seq analysis of AML patient samples revealed that
some NFAT isoforms (NFATc2/3) were overexpressed in AML blasts at relapse compared
to blasts at diagnosis [47]. Although the mechanisms were not described in this study,
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these observations could link calcium-dependent pathways to the properties of leukemic
cells causing relapse in AML. Further investigations are needed to better understand the
calcium-associated mechanisms underlying relapse in AML, particularly those related
to LSCs.
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Figure 1. Schematic diagram illustrating the two proposed models of calcium-dependent mechanisms
controlling the switch between quiescence and cycling state in HSC. In model 1 [42] and model 2 [9],
quiescent hematopoietic stem cells (HSC) display distinct features compared to the cycling/active
HSC. In model 1, intracellular Ca2+ concentration increases during the switch from G0 to G1 state.
Active HSC display active NFAT and TET2 degradation. In model 2, it is proposed that intracellular
Ca2+ concentration decreases during G0 to G1 transition, leading to an increase in CDK4/6 activities,
and that the calmodulin (CaM)/CaM kinase (CaMK) pathway is involved in HSC quiescence.

2.7. Future Directions

In the above sections, we have highlighted several targets/pathways of interest and
hypothetical mechanisms associated with calcium signaling (summarized in Table 1 and in
Figure 1) and related to AML proliferation and differentiation or to CSC/HSC quiescence.
Nevertheless, few studies have investigated the link between calcium signaling and AML
cell differentiation or cell cycle regulation so far, and none were performed on leukemic
stem cells. In addition, some observations are contradictory. This may be explained by
(i) the different origins of the biological material used, i.e., cells lines vs. primary leukemic
cells cultured in different laboratories; (ii) the difficulty in studying rare cells such as HSC or
LSC; and (iii) the high heterogeneity of AML disease. Regarding the last point, and as was
already mentioned, AML is a complex and highly heterogenous hematologic malignancy
which displays a plethora of genetic/epigenetic modifications, possibly impacting calcium
signaling and therefore leukemic cell fate toward differentiation and/or proliferation.
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Interestingly, it was shown in normal myeloid cells that NFAT negatively regulates genes
that dictate entry in the cell cycle, such as Cdk4 and Cdk6. This effect was associated with
the FLT3 ligand-associated signaling and the phospholipase PLCγ1-dependent calcium
influx [48]. This study suggests that NFAT proteins can inhibit proliferative signaling in
myeloid cells and interact with the FLT3 receptor, a protein commonly mutated in AML. It
could therefore be interesting to focus future efforts to study the impact of Ca2+ signaling
on key actors of cell division and proliferation in AML cells, depending on the genetic
background and/or the differentiation stage of the disease.

Table 1. Summary of the main targets/pathways of interest associated with calcium signaling and
related to AML proliferation and differentiation.

Sub-Sections Targets Mechanisms Biological Effect Biological
Sources References

Ca2+ Signaling and
Cell Cycle Regulation

CaM
-Increased cytosolic

CaM
-Transition G1 to S

Increased
proliferation

HL60
promyelocytic
AML cell line

[17]

CaMKII

-Decreased Cdk
inhibitors p27 (kip1)

and p16 (ink4a)
-Increased cyclin A, B1,

D1

-Increased
proliferation
-Cell cycle

progression

AML cell lines [19]

CaMKIV
-Increased p27, p16

-Decreased cyclin A,
B1, D1

-Decreased
proliferation AML cell lines [19]

CaMKIV -Phosphorylation Rb Increased
proliferation Primary AML cells [18]

Calcineurin
-Transition G1 to S

-Cyclin A, D1?
-Cyclin E, E2?

Proliferation?
Decreased

calcineurin activity
(−85%)

Sera from AML
patient [24]

Ca2+ Channels and
Proliferation in AML

TRPM2 ATF4, CREB Increased
proliferation Primary AML cells [25]

Cav.1.2, L-type
calcium channel -Ca2+ entry

Increased
proliferation Primary AML cells [26]

ITPR2 SERCA pumps Cell cycle
progression Primary AML cells [27]

Notch and Ca2+

Signaling in AML
Proliferation

Notch/Delta
ligand

-Calcium sensor
receptor
-SOCE

Increased
proliferation

TMD7 AML cell
line [29]

Notch/Delta1
ligand

-Calcium sensor
receptor
-SOCE

Increased
proliferation

HL60
promyelocytic cell

line
[30]

Notch/Jagged1
ligand

-Calcium sensor
receptor
-SOCE

Decreased
proliferation

Primary AML cells,
AML cell lines [28,33]

Calcium Involvement
in AML

Differentiation
SERCA pumps -Ca2+ Increased

differentiation Primary AML cells [34]

S100A9/TLR4 -p38, ERK1/2, JNK Increased
differentiation Primary AML cells [35]

Ca2+ concentration
Increased

differentiation Primary AML cells [36]

IP3R1 -Decreased c-myc
expression

Increased AML
cells AML cell lines [37]

Compared to normal myeloid cells, contradictory results regarding the role of NFAT
in proliferation have been shown in AML. Indeed, the NFAT isoform c1 was shown to
be frequently overexpressed in AML cells bearing the FLT3 mutation and displaying an
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excessive proliferation [49]. Despite the discordant observations made between normal and
leukemic cells, this study underlines the possible link between calcium signaling and cell
cycle regulation in AML cells with a specific genetic anomaly background. Further studies
are thus still required to better understand the precise role of calcium signaling in AML
proliferation and differentiation.

3. Mitochondria, Calcium, and AML

One hundred years ago, Warburg proposed that cancer may originate from dysregu-
lated metabolism. Mitochondria are essential organelles that facilitate cell metabolism and
energy supply through oxidative phosphorylation (OXPHOS) and acid-driven and/or fatty
acid oxidation (FAO) [50,51]; they are also involved in calcium homeostasis and reactive
oxygen species production, which play a role in apoptosis (cell death).

The citric acid cycle, also known as the TCA cycle or the Krebs cycle, is a metabolic
pathway in all aerobic organisms whose primary function is to oxidize acetyl groups,
notably from degraded carbohydrates, fats, and proteins, to restore energy production. The
process yields one GTP or ATP and several electrons that circulate through the respiratory
chain to allow the formation of additional ATP molecules through OXPHOS. Mitochondrial
Ca2+ uptake engages aerobic metabolism by triggering the activity of three TCA cycle de-
hydrogenases: pyruvate dehydrogenase (PDH) via pyruvate dehydrogenase phosphatase
1 (PDP1) and isocitrate and α-ketoglutarate dehydrogenases (IDH and OGDH, respectively)
(for review see [52]).

3.1. Normal Hematopoiesis

Hematopoiesis takes place in the bone, and HSCs share a specialized microenvi-
ronment called a niche with a variety of other cells, such as osteoblasts, osteoclasts,
macrophages, adipocytes, and perivascular mesenchymal and endothelial cells, to maintain
their pluripotent status. The niche provides hypoxic conditions for the maintenance of
HSC quiescence. Quiescent HSCs display low intracellular Ca2+ levels in both the cytosol
and mitochondria in vivo, which is partly fulfilled via low plasma membrane Ca2+ influx
activity [43]. Low-calcium environments maintain HSCs’ stem cell features in vitro. In turn,
high Ca2+ levels increase mitochondrial OXPHOS and compromise stem cell functions
while promoting the gene expression of a series of differentiation markers [8], indicating
that disturbing mitochondrial Ca2+ signaling may reshape the future of HSCs. Fukushima
et al. developed a strategy to discriminate quiescent (dormant) from active stem cells
using a nonphosphorylatable p27 G0 marker fused to a yellow fluorescent protein, and
this strategy bypassed the ER/mitochondrial pathways. Their data show the implication
of the calcium concentration in dormancy. Reconstitution of the BM by HSCs in vivo is
promoted by a high concentration of cytoplasmic calcium [9], somewhat opposing the
results obtained by Luchsinger et al. in their in vitro model.

Under some conditions, such as interferon treatment or 5-fluorouracil-induced BM
suppression, HSCs exit the quiescent state and actively enter the cell cycle [43,53]. Umemoto
et al. provided evidence that the initiation of cell division starts with increased intracel-
lular Ca2+ levels. The resulting enhancement of mitochondrial membrane potential is
accompanied by increases in mitochondrial Ca2+ levels, mitochondrial superoxide levels,
and intracellular ATP content. Inhibiting the increase in intracellular Ca2+ via treatment
with nifedipine, an antagonist of L-type voltage-gated Ca2+ channels (LTCCs), drastically
affected mitochondrial Ca2+ levels and preserved HSC stem cell features.

One potential mechanism by which mitochondrial Ca2+ controls the HSC cell cycle
and gene expression is epigenetic regulation. Aside from increased ATP synthesis and
ROS production, Ca2+ affects the epigenome by allowing the formation of acetyl-CoA and
α-ketoglutarate (α-KG). While acetyl-CoA is known to be an essential substrate for histone
acetylation, α-KG could also play a role. Lombardi et al. recently provided evidence
that the loss of mitochondrial Ca2+ uptake stimulates myofibroblast differentiation and
fibrosis. They identified that MICU1-mediated MCU triggering elicits a metabolic switch;
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in this process, α-KG regulates the activity of histone demethylases, including histone
lysine demethylases (KDMs) and ten-eleven-translocated (TET) enzymes, and epigenetic
remodeling ultimately regulates cell fate [54].

3.2. LSCs and AML

Acute myeloid leukemia arises either de novo, in which the earliest mutation triggers
the development of the disease, or may expand from other hematological malignancies
following the stepwise increase of chromosomal and/or genetic/epigenetic abnormali-
ties [55–59]. Until now, the mechanisms supporting the regulation and clinical significance
of the Ca2+/mitochondria pathways have remained mostly unidentified in LSCs. LSC
metabolism is distinct from that involved in normal HSCs [60–62]. While HSCs exploit
both OXPHOS and glycolysis, LSCs are defective in glycolysis and mostly rely on amino
acid-driven OXPHOS for their basal energy needs but may also oxidize fatty acids to sustain
OXPHOS [63].

Fatty acid metabolism has gained substantial interest in hematological malignancies,
including AML. LSCs primarily reside in the BM niche in a scarce but adipocyte-rich
environment. Tabe et al. and Maher et al. extensively and carefully describe the “ins and
outs” of FAO involvement in leukemia [64,65]. In mitochondria, metabolized fatty acids
generate NADH and FADH through B-oxidation. These molecules operate as cofactors
in the electron transport chain to produce ATP and acetyl-CoA, the latter of which enters
the TCA cycle. FAO is essential in AML cells with overexpression of very-long-chain
acyl-CoA dehydrogenase (VLCAD) [66] and in AML stem cells that are resistant to the
venetoclax/azacitidine regimen [67]. Genetic reduction and pharmacological inhibition of
VLCAD impaired mitochondrial respiration and the FAO contribution to the TCA cycle,
while pharmacological inhibition of FAO restored sensitivity to venetoclax/azacitidine
AML stem cells.

Several proteins involved in mitochondrial calcium signaling present abnormal ex-
pression at the plasma membrane (PM) of LSCs and AML cells, such as oxysterol-binding
proteins (ORPs), TRPM2, and neurokinin-1 receptor (NK-1R).

ORPs govern phosphatidylinositol-4,5-bisphosphate (PIP2) and cholesterol trafficking
to the PM. Zhong et al. reported that abnormally increased expression of ORP4L is crucial
for leukemia stem cell survival. It allows inositol-1,4,5-trisphosphate (IP3) formation by
removing PIP2 from the plasma membrane and presenting it to phospholipase Cb3 (PLCb3)
for hydrolysis. IP3 generation activates IP3Rs, leading to ER Ca2+ release to enhance
mitochondrial respiration. They described the synthesis of LYZ-81, a molecule that binds
ORP4L competitively with PIP2 and inhibits PIP2 hydrolysis, generating a defective Ca2+

signaling [68]. The TRPM2 ion channel is activated by free intracellular ADP-ribose in
synergy with free intracellular calcium [69].

NK-1R is the high-affinity receptor for substance P (SP). Dysregulation of the SP/NK-
1R complex plays a part in multiple pathologies, including pain, chronic inflammation,
affective and addictive disorders, and cancer [70,71]. Here, Ge et al. demonstrated in vitro
and in vivo the ability of NK-1R antagonists (SR140333 and aprepitant) to induce AML cell
apoptosis through IP3R-mediated calcium ER–mitochondrial efflux. Subsequent VDAC-
elicited calcium overload induces ROS mitochondrial dysfunction, activating a DNA dam-
age program through ATM and CHK2 activation and resulting in apoptosis [72]. Taken
together, these data suggest that blocking Ca2+ signaling at the plasma membrane level
may combat LSCs and AML cells by targeting their mitochondrial bioenergetic processes.

In addition, several components of the calcium signaling family at the plasma mem-
brane have been described in AML. At the level of purinergic P2 receptors, decreased
expression of P2XR3 genes involved in apoptosis mechanisms was observed in EVI-1
AMLs [73]. Conversely, P2X7R upregulates Pbx3, therefore promoting the progression of
MLL-AF9 AML [74].



Cells 2022, 11, 543 10 of 28

3.3. Mitochondrial Calcium and Its Implication in Cancer Mechanisms

Calcium plays a role in many mitochondrial mechanisms in cancer cells. mTORC2–
AKT induces direct phosphorylation of IP3R, which induces an escape from cell death by
stopping the flow of calcium between the ER and the mitochondria. In liver, lung, breast,
and colorectal cancers, GTPase mitofusin-2 (Mfn2) located at the outer membrane of the
mitochondria is able to restore cell death by inhibiting the mTORC2–AKT axis [75]. Other
proteins can modulate the death pathway of cancer cells, such as Bcl-2, which exerts calcium-
dependent oncogenic activity by inhibiting apoptosis stimuli through direct interaction
with IP3R and Bax [76]. During apoptosis, the oncosuppressive protein p53 induces the
release of calcium from the reticulum to the mitochondria by increasing the activity of the
SERCA pump. Likewise, the PML protein can interact with IP3R3 to induce calcium flux
from the ER to the mitochondria, thereby affecting apoptosis and autophagy [6].

As mentioned previously, the IP3R receptor located on the ER promotes mitochondrial
oxidative phosphorylation by allowing the supply of calcium to the mitochondria. Calcium-
dependent apoptosis is predominantly mediated by the IP3R3 variant in mammals. Kuchay
et al. argued that the F-box protein FBXL2 is able to bind to IP3R3 to degrade ubiquitin and
thus reduce mitochondrial calcium influx. Interestingly, a mutation of PTEN (homologous
gene of phosphatase and tensin) is often observed in cancers, in which PTEN is able to
compete with FBXL2 by binding to IP3R3, inhibiting cell death by hindering mitochondrial
calcium overload [77].

Autophagy is also a mechanism used by cancer cells. The increased expression
of VGCC reduces autophagy. Conversely, the decrease in ORAI1 activates autophagy.
Additionally, an increase in cytosolic calcium allows the activation of CAMKII, which in
turn activates autophagy by regulating the AMPK–mTOR axis [78].

3.4. Isocitrate Dehydrogenase in AML

Isocitrate dehydrogenase (IDH) is a crucial cellular enzyme in the TCA cycle. Its
main role is to promote the oxidative decarboxylation of isocitrate into α-ketoglutarate.
Among the five IDHs identified, three were located in the mitochondrial matrix and were
NAD-dependent. The other two are NADP-dependent isocitrate dehydrogenases, one of
which is predominantly cytosolic (IDH1) and the other mitochondrial (IDH2). The two
NADP-dependent isozymes act as homodimers, and NADP and Ca2+ bind in the active
site to generate different structures. Xu et al. revealed a new self-regulatory mechanism of
activity in which NADP is already binding to the open, inactive form, while the competitive
binding of isocitrate and calcium allows conformational changes, resulting in the closed,
active form (Figure 2) [79].
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IDH2 becomes activated by switching its conformation. The substrate binding site is made of binding
sites for NADP+ and isocitrate bound to divalent cations such as Ca2+, Mg2+, and Mn2+. The
oxidative catalysis and decarboxylation of isocitrate induce the production of α-KG and NADPH.
Mutations in the IDH2 active site provide a gain-of-function activity that converts α-KG to the D2HG
oncometabolite (adapted from [79,80]).

Mutations in the IDH1/2 family were reported in metastatic colon cancer in 2006 and then
in primary and secondary gliomas two years later following large-scale sequencing [81–83].
IDH1/2 mutations were later identified in approximately 20% of patients with AML through
whole genome sequencing for IDH1 and by the identification of somatic IDH2 mutations [84–87].
The frequencies of IDH1 and IDH2 mutations are similar in AML patients and are reciprocally
exclusive [88]. The protein structure of mutated IDH1 and IDH2 proteins showed that these
enzymes were not inactive but acquired a new active site and the capacity to convert isocitrate
to 2-hydroxyglutarate (2-HG) [87,89]. 2-HG was later shown to inhibit hypoxia-inducible factor
(HIF1)-α degradation and alter the epigenetic landscape, suggesting that it may function as an
oncometabolite. The precise roles of calcium and NADP in the activity of mutated IDH1/2 in
AML cells are not known. Computational studies using an allosteric inhibitor suggest that it
binds tightly with the divalent calcium cation at the homodimer interface. It then inhibits the
formation of the IDH2/R140Q homodimer to a closed conformation that is required for catalysis,
resulting in a decrease in NADPH binding [90]. Interestingly, ivosidenib and enasidenib, which
are inhibitors of mutated IDH1 and IDH2, respectively, have recently entered phase 1 trial and
displayed promising one-year survival effects [91].

In conclusion, there is a striking difference between HSCs and LSCs regarding mito-
chondrial metabolism, the former relying on both OXPHOS and glycolysis while glycolysis-
defective LSCs exploit amino acids, and to a lesser extent fatty acids, to sustain OXPHOS.
In addition, LSCs present an abnormal expression of plasma membrane and cytoplasmic
proteins that transport calcium to the mitochondria via the endoplasmic reticulum. Finally,
mitochondrial enzymes such as IDH are mutated, perturb the Krebs cycle, and produce
potential oncometabolites. Thus, the precise role of mitochondrial calcium signaling should
deserve closer consideration in order to discover new therapeutic molecules (Figure 3).
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many mitochondrial mechanisms in cancer cells. mTORC2–AKT induces the direct phosphorylation
of IP3R, which induces escape from cell death by stopping the flow of calcium between the ER and
the mitochondria. In liver, lung, breast, and colorectal cancers, Mfn2 is able to restore cell death
by inhibiting the mTORC2–AKT axis [75]. Bcl-2 exerts calcium-dependent oncogenic activity by
inhibiting apoptosis stimuli through direct interaction with IP3R and Bax [76]. During apoptosis, the
oncosuppressive protein p53 induces the release of calcium from the reticulum to the mitochondria
by increasing the activity of the SERCA pump. Likewise, the PML protein can interact with IP3R3
to induce calcium flux from the ER to the mitochondria, thereby affecting apoptosis and autophagy.
PTEN is able to block the proteasomal degradation of IP3R3 induced by FBXL2 (F-box protein) [6,77].
Apoptosis can be induced by extra or intracellular pathways. In the extracellular pathway, an
extracellular ligand induces the formation of cell death complexes that activate the caspase cascade.
In the intrinsic pathway, mitochondrial permeabilization induces the release of cytochrome c, which
allows the formation of the apoptosome and then the activation of caspases [6]. In human leukemia
cells, apoptosis can occur using inhibitors of NK-1R, which induces calcium efflux from the reticulum
to the mitochondria by the IP3R receptor. Because of a lack of space, NK-1R is the only membrane
receptor represented in the figure. Mitochondrial dysfunction is induced by the entry of calcium
into the mitochondria via VDAC. ROS production and cellular damage induction are induced by
the apoptotic axis ATM–CHK2 [72]. Autophagy is also a mechanism adopted by cancer cells; the
increased expression of VGCC reduces autophagy, while a decrease in ORAI1 expression activates
autophagy. Additionally, an increase in cytosolic calcium allows the activation of CAMKII, which in
turn activates autophagy by regulating the AMPK–mTOR axis [78]. In cancer cells, IDH1 is mutated
in the cytoplasm, and IDH2 is mutated in the mitochondria. These enzymes allow the production of
oncometabolite 2-HG from α-KG, which induces a modification of the methylation of histones [92].

4. Calcium, Microenvironment, and AML Cells

HSCs reside in close proximity and interact with various cellular components in the
BM, such as mesenchymal stem cells, endothelial cells, osteoblasts, osteoclasts, macrophages,
and immune cells, including T lymphocytes and natural killers. The term niche is used
when nonhematopoietic cells interact with HSCs to influence their functions such as adhe-
sion, quiescence, differentiation, and proliferation by producing cytokines, chemokines,
and other soluble factors [93].

Cancer cell behavior still represents a wide research field with many unknowns, such
as, for instance, cancer cell dormancy. This is a stage where the tumor microenvironment
sends extrinsic signals to suppress cancer cell growth and proliferation before more favor-
able conditions appear. As conventional therapies target dividing cells, dormant cancer
cells that may disperse early during the disease become resistant and thrive as MRD. These
cancer cells can then awaken from their dormant state to trigger disease relapse, even long
after the treatment ends [46].

AML is characterized by the presence of LSCs, a subpopulation residing in the BM
microenvironment and more specifically within niches, where they interact with other
types of cells to resist chemotherapy and survive as MRD. As LSCs are dependent on their
microenvironments, it is assumed that a better understanding of these microenvironments
and how to target them could help reduce MRD and increase patients’ life expectancy [94].
The role of calcium in CSC signaling is still poorly understood, especially in AML, despite
its long-known roles in numerous signaling pathways and in the interaction between LSCs
and the microenvironment. Here, we describe some of the most important implications of
calcium in terms of interactions between LSCs and their microenvironment.

4.1. Role of the Endosteal Niche

Bone is the major calcium stock in the body and a key regulatory organ for calcium
homeostasis. Bone marrow (BM) consists of a complex hypoxic microenvironment that
includes mainly osteoblasts and osteoclasts. Together, they secrete calcium and synthetize
the bone matrix, thus forming an interface between calcified bone and marrow cells:
the endosteal niche. It has been established that HSCs live in niches within the BM
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microenvironment that control HSC dormancy, self-renewal, and mobilization through the
production of several factors [95,96].

Among those factors, only a few have yet been linked to calcium in the context of AML
cancer cell–microenvironment interaction. CXC chemokine 12 ligand (CXCL12, also known
as stromal cell-derived factor (SDF-1)) is highly expressed in bone by both mesenchymal
stromal cells and osteoblasts. Leukemic stem cells expressing CXC chemokine receptor type
4 (CXCR4) detect chemokine gradients, and, by activating CXCR4, CXCL12 generates an
increase in intracellular calcium ion levels. Consequently, the rise in intracellular calcium
concentration triggers a chemotactic response, facilitating the entrance of LSCs express-
ing CXCR4 into the bone microenvironment and thus the niche [97–99]. The binding of
CXCL12 and CXCR4 activates prosurvival and proliferative signaling pathways, including
the PI3K/Akt and MEK/ERK pathways. In contrast, interesting studies have shown that
CXCR4 inhibition abolishes the interactions with CXCL12, thus inducing prosurvival sig-
naling. CXCR4 inhibition also prevents LSC anchorage to the BM microenvironment and
promotes mobilization of LSCs out of the endosteal niche, thereby rendering them vulnera-
ble to chemotherapy and apoptosis [100–102]. These observations led to clinical studies
such as the one on the drug Plexirafor, a CXCR4 antagonist, combined with chemother-
apy in patients with relapsed or refractory AML [103]. Another feature of the endosteal
niche is that physiological bone remodeling through the release of different molecules is
also responsible for the high extracellular Ca2+ concentration. It can reach 40 mM and
appears to be the major cause of normal HSC localization and adhesion in the endosteal
niche [104,105].

Some studies have shown that extracellular Ca2+ is able to bind to calcium-sensing
receptors (CaRs), G-protein-coupled receptors responsible for the regulation of extracel-
lular calcium homeostasis in HSCs residing in the BM [95]. As LSCs also express CaRs,
they are sensitive to calcemia, which is controlled by calciotropic hormones such as the
parathyroid hormone (PTH) and vitamin D [106]. The binding of extracellular calcium
to LSC CaRs stimulates the secretion of PTH-related peptide (PTHrP) through L-type
voltage-sensitive calcium channel activation and promotes tumor cell proliferation and
survival. CaR deficiency reduces the marrow cellularity and disrupts the localization of
LSCs, demonstrating the role of CaRs and PTH as key regulators of the endosteal niche and
making them potential targets to reduce LSCs [96,107,108]. Although it has been studied in
normal HSCs and CML, for now, we can only assume that this mechanism is common to
all leukemic stem cell types, including the AML stem cells residing in the BM for which
no data currently exist. Moreover, the precise calcium signaling pathway associated with
CaR activation remains elusive, as no calcium channel has explicitly been identified in
this context.

4.2. Modulation by Retinoic Acid (RA)

As mentioned above, osteoblasts and osteoclasts play a major role in calcium concen-
tration and therefore in AML cancer cells. RA, present in the BM stroma, is also involved in
cell growth, proliferation, differentiation, apoptosis, and immune response. RA interacts
with its receptors, retinoic acid receptors (RARs) and retinoic acid X receptors (RXRs).
They regulate target gene expression in multiple cell types, including AML cells, since
RA is abundant in the BM and regulates hematopoietic stem cell renewal [107–109]. It
has been acknowledged that the action of Ca2+/calmodulin-dependent protein kinases
(CaMKs) is generated by the binding of Ca2+ to calmodulin (CaM) and that Ca2+/CaM
levels are controlled by the variation of intracellular Ca2+ concentration. CaMKs regu-
late the development and activity of numerous cell types, e.g., cytokine expression in T
lymphocytes [110,111].

An interesting study showed a direct interaction between CaMKIIγ and RARs medi-
ated through a CaMKII LxxLL signature pattern in myeloid cells. CaMKIIγ binds RAR
target sites within myeloid gene promoters and phosphorylates RAR to inhibit its transcrip-
tional activity, thus regulating myelopoiesis. Inhibition of CaMKII considerably enhances
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the granulocytic differentiation of acute promyelocytic leukemia cells, meaning that RA
prevents LSC differentiation through calcium signaling [112]. Another study proposed that
RA-treated leukemic cells display an increase in the expression of the adhesion molecules
VLA4, LFA1, VCAM-1, and ICAM1, resulting in an important rise in leukemic cell adhesion
to the niche [113]. Similarly, ATRA, a vitamin A derivative, has been shown to have a high
affinity for RAR and to induce cell differentiation by increasing the expression of the Ca2+

signaling pathway effectors PKC, MAPK, and PI3K, which are required for the activation
of transduction pathways leading to cell differentiation [114–117]. Moreover, ATRA also
seems to enhance the production of TGFβ2, which is abundant in the BM and induces cell
dormancy through a p38-dependent signaling pathway leading to the activation of the
dormancy-associated proteins DEC2/Sharp1 and p27kip1 [107,118].

In summary, these studies show that RA and ATRA regulate LSCs in a calcium-
dependent manner, supporting their adhesion to the niche and acquisition of the dormant
state, therefore leading to their increased resistance to the immune system and chemother-
apy. Even though the Ca2+ signaling pathway is still incompletely characterized, these
studies have helped develop new chemotherapeutic treatments currently undergoing phase
III clinical trials using ATRA to target AML cells [119,120].

4.3. The Vascular Niche

Leukemic stem cells interact not only with the endosteal niche but also with the
vascular niche. Indeed, HSC activity seems to be linked to vascular development, and this
niche contains a large amount of soluble factors and cellular elements that may contribute
to leukemia homeostasis [94,121]. Although the vascular niche is being studied in murine
models, there are still many gaps in our knowledge of the human vascular niche. What
has been shown until now is that mesenchymal stem cells (MSCs) are essential for the
well-being of the HSC niche, as they facilitate stem cell engraftment to the vascular niche.
MSCs go to the peripheral blood in higher numbers under hypoxic conditions, suggesting
that several cell types in the BM niche are also sensitive to hypoxia. LSCs, characterized by
a low division rate, come from one of the most hypoxic regions, where they are “hidden”
from immune cells and avoid exposure to chemotherapeutic drugs, therefore increasing
their survival rate [122].

While it has been documented that a hypoxic microenvironment can have prosurvival
effects on AML cells [123,124], studies on the link between hypoxia and calcium remain
scarce. Indeed, hypoxia activates the translation of HIF-1α and 2α through an influx of
extracellular calcium, the stimulation of PKC, and the activation of mTOR. HIF-1α also
directly upregulates the expression of TGFβ1, increasing the expression of CXCR4 on blasts
and allowing them to adhere to the niche. As hypoxia limits the recruitment of immune cells
and allows leukemic cells protection, drugs such as TH-302 have been developed and used
in clinical trials to sensitize formerly resistant leukemic cells to cytarabine, thus inducing
apoptosis. The use of TH-302 also appears to decrease, among other things, the expression
of HIF-1α [125,126]. In addition, some studies have shown that the inhibition of HIF-2α
in primary AML cells seems to inhibit their proliferation [100,124,127,128]. Furthermore,
several interesting studies showed that the endothelium and cells located near endothelial
cells in the vascular niche called CXCL12-abundant reticular cells (CARs) secrete CXCL12,
allowing HSCs, and thus LSCs, to adhere to the vascular niche via the CXCR4 receptor.

The secretion of adhesion factors by a variety of cell types and via different Ca2+-
dependent mechanisms in microenvironment niches shows the interconnection between
those niches and their importance for AML stem cell proliferation and survival. What
remains to be identified are the calcium channels and the associated calcium signaling
pathways involved in all the mechanisms described above (Figure 4) [97,129].
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Figure 4. Mechanisms of adhesion to the niche. The binding of CXCL12 expressed by mesenchymal
stromal cells, CARs, osteoclasts, and osteoblasts to CXCR4 expressed by leukemic stem cells induces
an increase in intracellular calcium ion levels, leading to the entrance of LSCs into the vascular or
endosteal niche, which in turn induces prosurvival and proliferative signaling pathway mobilization.
Bone remodeling is responsible for the high extracellular calcium level, which enables the binding
of calcium to the CaRs expressed by LSCs, thus helping the cells adhere to the niche. RA present in
the BM microenvironment can bind to its RARs expressed on LSCs, inducing the regulation of LSC
growth, proliferation, differentiation, apoptosis, and immune response; however, RAR activity can be
modulated by CaMKII. The hypoxic environment of the BM seems to have proliferation-inducing
and prosurvival effects on AML cells and upregulates CXCR4 expression on blasts, allowing them to
adhere to the niche.

4.4. Immune Escape

Finally, the BM microenvironment also includes immune system cells that are able
to control cancer growth through the secretion of soluble factors (e.g., cytokines) or by
identifying and killing cancer cells through cytotoxic mechanisms. Tumor dormancy and
cancer cell escape from the immune response represent the major causes of relapse in AML,
although the underlying mechanisms are still poorly understood [130].

The binding of the target cell major histocompatibility complex (MHC) or antigen to
the T lymphocyte T cell receptor (TCR) complex induces the release of ER calcium stores.
In turn, ER Ca2+ store depletion leads to the oligomerization of the calcium-sensing stromal
interaction molecule 1 (Stim1) protein. Then, Stim1 oligomers translocate to regions near
the plasma membrane, where they directly bind to calcium-release-activated channels
(CRACs) via their STIM1 Orai-activating region (SOAR) domains. This interaction leads
to the CRACs opening and subsequent capacitative Ca2+ entry, inducing the formation
of the Ca2+/CaM/calcineurin complex. This calcium influx enables the mobilization of
various signaling pathways involving the activation of transcription factors such as NFAT
and AP-1 and leads to T cell activation (proliferation, cytokine secretion) or exhaustion. T
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lymphocyte activation or exhaustion depends on which transcription factors are activated
or paired together. For instance, the Ca2+/CaM/calcineurin complex can dephosphorylate
NFAT, which, within minutes, translocates to the nucleus, where it binds to regulatory
sequences and modulates the expression of several genes, including PD-1 and the cytokine
IFNγ [127,128,131,132]. An interesting study showed that when activated alone or paired
with AP-1, the transcription factor NFAT allows the activation of T lymphocytes. However,
another study showed that when paired with the transcription factors BATF or IRF4, NFAT
leads to an exhausted phenotype, where T lymphocytes lose their ability to fight cancer
cells, synthesize cytokines, and proliferate [133,134].

The mechanisms by which NFAT can lead to either an activated or exhausted pheno-
type in T lymphocytes are still not entirely known. Nonetheless, interesting studies have
helped to establish the link between NFAT and calcium signaling in the expression of PD-1,
a molecule expressed on the T lymphocyte surface, and have shown that NFAT could also
be associated with PD-L1 expression in targeted cancer cells [135,136].

When a link between PD-1 and its ligand PD-L1, expressed by regulatory cells such
as dendritic cells, is established, PD-1/PD-L1 signaling contributes to the modulation of
the effector functions of cytotoxic CD8 T cells. Cancer cells can express regulatory ligands
such as PD-L1, CD80/CD86, or Galectin-9 to provide a negative regulatory signal to T
lymphocytes expressing their respective receptors PD-1, CTLA-4, and TIM-3, resulting in T
cell exhaustion [137–139].

PD-L1 is expressed in approximately 30% to 60% of leukemic blasts, depending on
the patient. An increase in PD-L1 expression in AML patients after MRD has already been
shown; it has also been shown that PD-L1 expression is the reason why LSC can resist CD8
T lymphocyte attack after chemotherapy treatment [137,140]. Other important studies also
linked the induction of PD-L1 expression by the cytokine IFN-γ secreted by T lymphocytes
with AML blast calcium signaling. Indeed, the IFN receptor expressed by tumor cells can
activate the Ca2+/calmodulin/calcineurin pathway through the production of IP3, leading
to the activation of NFAT, which can in turn activate the PD-L1 gene. As a result, AML
cells expressing PD-L1 can inhibit T cells presenting the surface molecule PD-1 and prevent
them from proliferating and secreting cytotoxic cytokines [141,142]. Additionally, calcium
influx activates NFAT, which in turn activates the IFNγ gene promoter, therefore inducing
IFNγ production. CD8 T lymphocytes represent an early source of NFAT-dependent
IFNγ production during the adaptive response [143]. Studies have shown that in AML,
anthracyclines are likely to activate immunogenic cell death (ICD) through cytotoxic T
lymphocytes (CTLs) and the secretion of IFNγ. As said before, this secretion of IFNγ allows
T cell proliferation as well as an increased expression of PD-L1 on AML cells, and for now, a
possible approach to preventing this adaptive resistance and diminishing the risk of relapse
could be to associate immune checkpoint inhibition with chemotherapy [144,145].

Thus, the NFAT/Ca2+/CDK4 pathway and, more generally, calcium signaling have
an impact on the interaction between immune cells and AML cancer cells, especially
through the modulation of PD-1/PD-L1 signaling, consequently regulating cytotoxic ly-
sis and CSC survival (Figure 5) [146,147]. Even though a link between calcium, NFAT,
and AML-cell-related T lymphocyte exhaustion has been discovered, further studies are
required to understand why cancer cells express PD-L1 at different levels and to better
characterize the other T lymphocyte inhibitory pathways mentioned above, such as the
CTLA-4/CD80/CD86 and TIM-3/Galectin-9 pathways, whose actions in antitumor activity
could also be enhanced by finding an upstream target to inhibit [148].

In summary, the BM microenvironment is a regulator of AML cells that influences their
functions and changes the course of the disease. Study of the direct interaction between
the microenvironment and AML cells has provided growing evidence that (i) calcium
signals from the BM microenvironment can release or activate AML cells and (ii) calcium
signals from leukemic cells can remodel existing niches to maintain their proliferation and
resistance. These findings and the enhanced sensitivity to cytotoxic chemotherapy with
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related targeting agents suggest that such signals may represent candidate targets for novel
therapeutic strategies [121,149–152].
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Figure 5. Cancer cell immune escape. The binding of the target cell’s MHC or antigen to the T
lymphocyte TCR complex induces the release of ER calcium stores, leading to Stim1 oligomerization
and allowing calcium entry through plasma membrane CRAC channels. Capacitive Ca2+ entry
induces the formation of the Ca2+–CaM–calcineurin complex, which in turn dephosphorylates the
transcription factor NFAT, which, within minutes, translocates to the nucleus. When activated alone
or with the other transcription factor AP1, NFAT allows T lymphocyte activation, and when paired
with BATF or IRF4, NFAT can induce an exhausted phenotype. When bound to regulatory sequences,
NFAT can modulate PD-1 expression and IFNγ cytokine secretion. When the link between PD-1
expressed by T lymphocytes and its ligand PD-L1 expressed by cancer cells is established, PD-1/PD-
L1 signaling contributes to the modulation of effector functions of cytotoxic CD8 T cells. Cancer cells
can also express other regulatory ligands, such as CD80/CD86 or Galectin-9, to provide a negative
regulatory signal to T lymphocytes expressing their respective receptors CTLA-4 and TIM-3, resulting
in T cell exhaustion. IFNγ secreted by T lymphocytes can bind to its receptor expressed by tumor cells
and can thus activate the Ca2+/CaM/calcineurin pathway through the production of IP3, leading to
the activation of NFAT, which can in turn activate the PD-L1 gene, inducing the inhibition of T cells
presenting the surface molecule PD-1 and therefore preventing them from proliferating and secreting
cytotoxic cytokines. Additionally, calcium influx activates NFAT1, which in turn activates the IFNγ

gene promoter, inducing IFNγ production and thus regulating cytotoxic lysis and CSC survival.

5. Calcium Signaling in AML Treatment: A New Hope?

Despite remarkable research progress, AML remains a hard-to-cure disease. Indeed,
in a recent publication summarizing 13 years of clinical trials, Oliva et al. showed that
AML treatments still result in relapse for a substantial proportion of patients. Specifically,
46.8% of patients treated with induction chemotherapy exhibited relapse, and the rate
decreased to 29.4% when patients were treated by stem cell transplants. While calcium
signaling is a well-known contributor to the hallmarks of cancer [153], few clinical trials
have focused on pertinent calcium targets. Indeed, most studies have described the impact
of drugs already used for other diseases, e.g., VGCC inhibitors for heart-related diseases or
hypertension, on AML outcome. This is perfectly illustrated by Chae et al., who presented a
12-year retrospective study on the effect of calcium channel inhibitors [154], where the only
reported effect is worse overall survival for patients treated with amlodipine or diltiazem
(L-type calcium channel inhibitors). These observations show that dedicated studies are
still required to identify the specific calcium channels and associated signaling pathways
involved in AML prior to the development of any efficient treatment specifically targeting
these pathways.
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5.1. Chemotherapies, Calcium, and Mitochondria

In the last few years, some studies have started providing this initial background by
focusing on the impact of calcium homeostasis on AML progression. Such an example is
provided by Chen et al. [25], who showed that the calcium-permeable TRPM2 channel is
overexpressed in AML patient cells and in AML cell lines compared to normal precursors.
In U937 cells with TRPM2 knockout (KO), they observed a decrease in proliferation associ-
ated with a significant decrease in mitochondrial function, namely a decrease in the oxygen
consumption rates and ATP production and an increase in reactive oxygen species (ROS)
levels. These effects were accompanied by decreases in mitochondrial membrane potential
and mitochondrial calcium uptake, thus indicating a profound modification of calcium
homeostasis depending on the TRPM2 expression level. Interestingly, the authors observed
that TRPM2 KO cells were more sensitive to the chemotherapeutic agent doxorubicin,
which induced a strong increase in ROS production. In this model, this effect of TRPM2
KO was linked to the impairment of autophagy through the modulation of the expression
of CREB and ATF4 transcription factors. Overall, this study shows that TRPM2 could be
an interesting target for AML treatment. However, the main issue is the current absence
of specific inhibitors for TRPM2, although a recent publication proposed the A23 com-
pound as a promising new lead for the development of future clinically relevant TRPM2
inhibitors [155].

Several studies have shown that even without specifically targeting TRPM2, mito-
chondrial activity is altered by potential therapeutic drugs used for the treatment of AML
patients. Such an example was recently provided by Wang et al. [156], who developed a
new drug, AKI604, that specifically inhibits Aurora kinase A (AURKA). Aurora kinases are
known to be overexpressed in several cancers, including AML, where they participate in
mitosis and cytokinesis. Aurora kinase inhibitors were thus developed, and one of them
(AZD1152) was used in clinical studies as a potential treatment for AML patients after it was
shown to decrease AML cell viability and proliferation and to induce apoptosis [157,158].
In their study, Wang et al. showed that AKI604 can revert the effect of signal transducer
and activator of transcription 5 (STAT5) on leukemia cells, namely increased proliferation.
This result is particularly relevant since STAT5 is known to be aberrantly activated in the
blasts of AML patients [159], to lead to decreased sensitivity to tyrosine kinase inhibitors
(TKIs) [160], and to control AURKA expression [161]. AKI604 treatment was associated
with mitochondrial activity impairment, disruption of mitochondrial membrane potential,
and an increase in ROS production. These effects were also associated with an increase in
cytoplasmic calcium concentration ([Ca2+]c), but the study unfortunately did not provide
further clues as to the origin and consequences of this modification of calcium homeostasis.
However, treatment with AKI604 decreased tumor growth in a xenograft model, thus
proving its potential as a therapeutic drug. Another recent study proposed a combination
of three drugs to improve AML patient survival, one of which (pimozide) is known as an
inhibitor of voltage-gated calcium channels. While it was shown that the combination of the
BH3 mimetic ABT-263, mTOR inhibitor AZD 8055, and pimozide was efficient in inducing
cell death in resistant AML cell lines and that this effect involved ROS production and
the disruption of mitochondrial activity, no evidence was provided regarding the precise
impact of calcium homeostasis on this synergistic effect [162].

5.2. Modulation of ER Calcium Stores

As presented in this review, several reports have shown a link between potential
chemotherapeutic drugs and mitochondrial activity. Drugs can, however, target other key
players of the calcium signaling pathway, including inositol 1,4,5 trisphosphate receptors
(IP3Rs), whose activation will result in the release of calcium by the ER, an increase in
[Ca2+]c, and the stimulation of numerous calcium signaling pathways. One of those drugs
is wogonoside, a flavonoid of natural origin, which was shown to have antiproliferative
effects on AML cells via the upregulation of phospholipid scramblase 1 (PLSCR1) [163].
This initial study showed that wogonoside promotes PLSCR1 translocation into the nucleus,
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where it binds the promoter region of IP3R1 and increases its expression. In a subsequent
work, this team tried to better understand the role of calcium homeostasis in the observed
effects of wogonoside. Using primary AML cells, they identified several targets modulated
by wogonoside and related to its effects on cell proliferation and differentiation; specifically,
they found that cyclin-dependent kinase inhibitor 1 (p21Cip1) and 1B (p27Kip1) were
upregulated and c-Myc was downregulated. Moreover, they closely monitored the impact
of wogonoside on the cytosolic calcium concentration and showed that the drug increased
[Ca2+]c over time, reaching a peak at 72 h of treatment. Using 2-APB, a broad-spectrum
calcium channel inhibitor also targeting IP3Rs, in combination with extracellular calcium
removal, they concluded that this increase in [Ca2+]c leading to AML cell differentiation
was mostly due to calcium release from the ER via IP3R1 and not to calcium influx through
the plasma membrane [37]. Interestingly, IP3R2 was also reported by another team to be
overexpressed in cytogenetically normal AML and to represent a predictive biomarker
associated with a worse prognosis and decreased overall survival [27]. These apparently
contradictory observations illustrate the need to further investigate the roles of all IP3R
isoforms in AML and of the associated calcium signaling pathways to better understand
disease progression and the resistance of this cancer to current chemotherapies.

5.3. Chemotherapies Impacting Calcium Influx

Some drugs proposed for the treatment of AML were described as being able to
increase [Ca2+]c via their direct effect on plasma membrane receptors or calcium channels.
Such an example is 4-aminopyridine (4-AP), a commonly used voltage-gated potassium
channel inhibitor. The application of 4-AP to AML cell lines was shown to inhibit these
channels and to induce apoptosis. However, upon further investigation, Wang et al.
demonstrated that the proapoptotic effect of 4-AP was mostly mediated by the activation of
the ATP-gated P2X7 receptor. Indeed, 4-AP application induces calcium entry through this
ionotropic receptor located in the plasma membrane, leading to a [Ca2+]c increase and to the
induction of apoptosis, an effect completely abrogated in AML cells silenced for the P2X7
receptor [164]. A similar work led to the identification of nutraceutical glucopsychosine, a
lipid derived from bovine milk, as a potential antileukemia compound. Glucopsychosine
was shown to selectively induce apoptosis in a caspase-independent manner in AML cells,
but not in normal hematopoietic cells, as a result of calpain activation. Calpain was activated
here by an increase in [Ca2+]c resulting from calcium entry through unidentified plasma
membrane calcium channels [165]. Another study showed that the farnesyltransferase
inhibitor tipifarnib can also induce apoptosis when applied to AML cells by increasing
[Ca2+]c without directly disrupting ER- or mitochondria-associated calcium signaling. This
increase in [Ca2+]c was directly linked to the activation of specific plasma membrane
calcium channels, namely SOCs, which represent the main calcium entry pathway in non-
excitable cells [166]. The pharmacological tools and mRNA screenings used in this study
led the authors to propose Orai3 as the main channel involved in the effects of tipifarnib.
However, a later study proposed Orai2 and Orai1 as the main components of SOC channels
in AML cells, again illustrating the need to better characterize the main calcium entry
pathways in this model [167].

In some instances, calcium modulation can result from the ectopic expression of
proteins in AML. Such an example is the expression of the olfactory receptor OR51B5
in AML cells, resulting in an increase in [Ca2+]c and an inhibition of cell proliferation
potentially involving T-type and L-type calcium channels [168]. If confirmed, these results
could suggest new targets for innovative therapies targeting either this receptor or the
associated signaling pathways.

5.4. Future Directions

One of the main signaling pathways activated by extracellular calcium entry or in-
creased intracellular calcium concentrations is the calmodulin/calcineurin/NFAT pathway
(for review, see [169]). As shown above, many drugs proposed to treat AML patients
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induce major variations in [Ca2+]c, which in turn should dramatically impact the calmod-
ulin/calcineurin/NFAT pathway (Table 2). A recent study by He et al. showed that
chemotherapeutic drugs can also directly impact this signaling pathway. Indeed, lenalido-
mide, a drug used to treat multiple myeloma but with poor reported efficacy in AML,
exhibits increased cytotoxic activity in AML when combined with cyclosporine, a well-
known inhibitor of calcineurin [170]. This result could therefore suggest that a combination
of treatments including modulators of the calmodulin/calcineurin/NFAT pathway could
represent a potential way to improve the efficacy of the chemotherapies currently used to
treat AML patients. While appealing, this hypothesis remains to be confirmed with the
other drugs already known to modulate AML calcium signaling.

Table 2. Summary of the main molecules with chemotherapeutic potential targeting the calcium
signaling pathway in AML.

Molecules Targets Clinical Use Clinical Impact Mechanism Ref

Amlodipine/
Diltiazem

L-type calcium
channels

Yes (heart disease,
hypertension)

Decreased AML
patient survival

L-type calcium channels
inhibitors [154]

A23 TRPM2 channel No -

TRPM2 inhibitor makes
AML cells more sensitive to

chemotherapies in vitro
(increases ROS production)

[25]

AKI604 Aurora kinase A
(AURKA) No -

AURKA inhibitor impairs
mitochondrial activity,

increases ROS production
and cytoplasmic calcium

concentration, and
decreases tumor growth in

xenograft models

[156]

Pimozide Voltage-gated
calcium channels No -

In combination with
ABT-263 and AZD 8055,

pimozide impairs
mitochondrial functions and

induce resistant AML cell
lines apoptosis

[162]

Wogonoside IP3R1 No -

Inhibits proliferation
through PLSCR1 activation,
IP3R1 upregulation, and the

resulting increase in
cytoplasmic calcium

concentration leading to
AML cell differentiation

[37,163]

4-AP Voltage-gated
potassium channel No -

Inhibition of voltage-gated
potassium channels by 4-AP
leads to plasma membrane.

depolarization, calcium
entry into AML cells via
ionotropic P2X7 receptor,

and induction of apoptosis

[164]

Glucopsychosine Unknown No -

Induces apoptosis in AML
cells, but not in normal

hematopoietic cells, via a
calcium entry through

unknown calcium channels

[165]

Tipifarnib Farnesyltransferase No -

Tipifarnib inhibits
farnesyltransferase and
increases intracellular
calcium concentration
through SOC channels

activation, leading to AML
cell apoptosis

[166]

Another possible direction for future research is the use of drugs targeting calcium
channels expressed by both AML and the tumor microenvironment cells. Indeed, as
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presented earlier, cells from the different niches directly modulate AML cells’ fate and can
promote its progression toward more aggressive stages and survival of chemotherapeutic
treatments. In a recently published work, Borella et al. have shown that lercanidipine, a
CaV1.2 calcium channel inhibitor, can decrease both AML cell and mesenchymal stromal
cell proliferation. Interestingly, they also present evidence that the combination of this
dual targeting agent with the chemotherapeutic agent Ara-C significantly decreases tumor
growth in a preclinical model, as well as that this effect is far more robust than when each
molecule is applied separately [171].

Altogether, these studies highlight the critical role of calcium signaling in AML
and the tremendous potential of a better understanding of these pathways when de-
signing the next generation of therapeutic drugs targeting not only AML cells but also
their microenvironment.

Author Contributions: Writing—Original draft preparation, C.L., M.-O.L., T.I., Y.T., and L.L.; Writing—
Review and editing, B.Q. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by Inserm, the CNRS, the Contrat de Plan Etat-Région (CPER)
2015–2020, the Ligue contre le cancer (Septentrion), the Ligue nationale contre le cancer, the Fondation
ARC, and the Institut de Recherche sur le Cancer de Lille (IRCL). C.L. and M.-O.L. are financed by
Lille Hospital and by Hauts de France Region.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Medinger, M.; Passweg, J.R. Acute Myeloid Leukaemia Genomics. Br. J. Haematol. 2017, 179, 530–542. [CrossRef] [PubMed]
2. Pollyea, D.A.; Bixby, D.; Perl, A.; Bhatt, V.R.; Altman, J.K.; Appelbaum, F.R.; de Lima, M.; Fathi, A.T.; Foran, J.M.; Gojo, I.; et al.

NCCN Guidelines Insights: Acute Myeloid Leukemia, Version 2.2021. J. Natl. Compr. Canc. Netw. 2021, 19, 16–27. [CrossRef]
[PubMed]

3. Berridge, M.J.; Bootman, M.D.; Roderick, H.L. Calcium Signalling: Dynamics, Homeostasis and Remodelling. Nat. Rev. Mol. Cell
Biol. 2003, 4, 517–529. [CrossRef]

4. Clapham, D.E. Calcium Signaling. Cell 2007, 131, 1047–1058. [CrossRef] [PubMed]
5. Oliveira, A.G.; Guimarães, E.S.; Andrade, L.M.; Menezes, G.B.; Fatima Leite, M. Decoding Calcium Signaling across the Nucleus.

Physiology 2014, 29, 361–368. [CrossRef] [PubMed]
6. Patergnani, S.; Danese, A.; Bouhamida, E.; Aguiari, G.; Previati, M.; Pinton, P.; Giorgi, C. Various Aspects of Calcium Signaling in

the Regulation of Apoptosis, Autophagy, Cell Proliferation, and Cancer. Int. J. Mol. Sci. 2020, 21, 8323. [CrossRef] [PubMed]
7. Cabanas, H.; Harnois, T.; Magaud, C.; Cousin, L.; Constantin, B.; Bourmeyster, N.; Déliot, N. Deregulation of Calcium Homeostasis

in Bcr-Abl-Dependent Chronic Myeloid Leukemia. Oncotarget 2018, 9, 26309–26327. [CrossRef]
8. Luchsinger, L.L.; Strikoudis, A.; Danzl, N.M.; Bush, E.C.; Finlayson, M.O.; Satwani, P.; Sykes, M.; Yazawa, M.; Snoeck, H.-W.

Harnessing Hematopoietic Stem Cell Low Intracellular Calcium Improves Their Maintenance In Vitro. Cell Stem Cell 2019, 25,
225–240. [CrossRef]

9. Fukushima, T.; Tanaka, Y.; Hamey, F.K.; Chang, C.-H.; Oki, T.; Asada, S.; Hayashi, Y.; Fujino, T.; Yonezawa, T.; Takeda, R.; et al.
Discrimination of Dormant and Active Hematopoietic Stem Cells by G(0) Marker Reveals Dormancy Regulation by Cytoplasmic
Calcium. Cell Rep. 2019, 29, 4144–4158.e7. [CrossRef]

10. Zhao, M.; Li, L. Osteoblast Ablation Burns out Functional Stem Cells. Blood 2015, 125, 2590–2591. [CrossRef]
11. Bowers, M.; Zhang, B.; Ho, Y.; Agarwal, P.; Chen, C.-C.; Bhatia, R. Osteoblast Ablation Reduces Normal Long-Term Hematopoietic

Stem Cell Self-Renewal but Accelerates Leukemia Development. Blood 2015, 125, 2678–2688. [CrossRef] [PubMed]
12. Becchetti, A. Ion Channels and Transporters in Cancer. 1. Ion Channels and Cell Proliferation in Cancer. Am. J. Physiol. Cell

Physiol. 2011, 301, C255–C265. [CrossRef] [PubMed]
13. Déliot, N.; Constantin, B. Plasma Membrane Calcium Channels in Cancer: Alterations and Consequences for Cell Proliferation

and Migration. Biochim. Biophys. Acta 2015, 1848, 2512–2522. [CrossRef] [PubMed]
14. Chafouleas, J.G.; Lagacé, L.; Bolton, W.E.; Boyd, A.E., 3rd; Means, A.R. Changes in Calmodulin and Its MRNA Accompany

Reentry of Quiescent (G0) Cells into the Cell Cycle. Cell 1984, 36, 73–81. [CrossRef]
15. Rasmussen, C.D.; Means, A.R. Calmodulin, Cell Growth and Gene Expression. Trends Neurosci. 1989, 12, 433–438. [CrossRef]
16. Takuwa, N.; Zhou, W.; Kumada, M.; Takuwa, Y. Ca(2+)-Dependent Stimulation of Retinoblastoma Gene Product Phosphorylation

and P34cdc2 Kinase Activation in Serum-Stimulated Human Fibroblasts. J. Biol. Chem. 1993, 268, 138–145. [CrossRef]
17. Yen, A.; Freeman, L.; Powers, V.; Van Sant, R.; Fishbaugh, J. Cell Cycle Dependence of Calmodulin Levels during HL-60

Proliferation and Myeloid Differentiation. No Changes during Pre-Commitment. Exp. Cell Res. 1986, 165, 139–151. [CrossRef]
18. Kahl, C.R.; Means, A.R. Regulation of Cell Cycle Progression by Calcium/Calmodulin-Dependent Pathways. Endocr. Rev. 2003,

24, 719–736. [CrossRef]

http://doi.org/10.1111/bjh.14823
http://www.ncbi.nlm.nih.gov/pubmed/28653397
http://doi.org/10.6004/jnccn.2021.0002
http://www.ncbi.nlm.nih.gov/pubmed/33406488
http://doi.org/10.1038/nrm1155
http://doi.org/10.1016/j.cell.2007.11.028
http://www.ncbi.nlm.nih.gov/pubmed/18083096
http://doi.org/10.1152/physiol.00056.2013
http://www.ncbi.nlm.nih.gov/pubmed/25180265
http://doi.org/10.3390/ijms21218323
http://www.ncbi.nlm.nih.gov/pubmed/33171939
http://doi.org/10.18632/oncotarget.25241
http://doi.org/10.1016/j.stem.2019.05.002
http://doi.org/10.1016/j.celrep.2019.11.061
http://doi.org/10.1182/blood-2015-03-633651
http://doi.org/10.1182/blood-2014-06-582924
http://www.ncbi.nlm.nih.gov/pubmed/25742698
http://doi.org/10.1152/ajpcell.00047.2011
http://www.ncbi.nlm.nih.gov/pubmed/21430288
http://doi.org/10.1016/j.bbamem.2015.06.009
http://www.ncbi.nlm.nih.gov/pubmed/26072287
http://doi.org/10.1016/0092-8674(84)90075-8
http://doi.org/10.1016/0166-2236(89)90092-1
http://doi.org/10.1016/S0021-9258(18)54125-9
http://doi.org/10.1016/0014-4827(86)90539-2
http://doi.org/10.1210/er.2003-0008


Cells 2022, 11, 543 22 of 28

19. Monaco, S.; Rusciano, M.R.; Maione, A.S.; Soprano, M.; Gomathinayagam, R.; Todd, L.R.; Campiglia, P.; Salzano, S.; Pastore, L.;
Leggiero, E.; et al. A Novel Crosstalk between Calcium/Calmodulin Kinases II and IV Regulates Cell Proliferation in Myeloid
Leukemia Cells. Cell Signal. 2015, 27, 204–214. [CrossRef]

20. Kang, X.; Cui, C.; Wang, C.; Wu, G.; Chen, H.; Lu, Z.; Chen, X.; Wang, L.; Huang, J.; Geng, H.; et al. CAMKs Support Development
of Acute Myeloid Leukemia. J. Hematol. Oncol. 2018, 11, 30. [CrossRef]

21. Tomono, M.; Toyoshima, K.; Ito, M.; Amano, H.; Kiss, Z. Inhibitors of Calcineurin Block Expression of Cyclins A and E Induced
by Fibroblast Growth Factor in Swiss 3T3 Fibroblasts. Arch. Biochem. Biophys. 1998, 353, 374–378. [CrossRef] [PubMed]

22. Buchholz, M.; Schatz, A.; Wagner, M.; Michl, P.; Linhart, T.; Adler, G.; Gress, T.M.; Ellenrieder, V. Overexpression of C-Myc in
Pancreatic Cancer Caused by Ectopic Activation of NFATc1 and the Ca2+/Calcineurin Signaling Pathway. EMBO J. 2006, 25,
3714–3724. [CrossRef] [PubMed]

23. Prevarskaya, N.; Skryma, R.; Shuba, Y. Ion Channels and the Hallmarks of Cancer. Trends Mol. Med. 2010, 16, 107–121. [CrossRef]
[PubMed]

24. Padma, S.; Subramanyam, C. Clinical Significance of Serum Calcineurin in Acute Leukemia. Clin. Chim. Acta 2002, 321, 17–21.
[CrossRef]

25. Chen, S.-J.; Bao, L.; Keefer, K.; Shanmughapriya, S.; Chen, L.; Lee, J.; Wang, J.; Zhang, X.-Q.; Hirschler-Laszkiewicz, I.; Merali,
S.; et al. Transient Receptor Potential Ion Channel TRPM2 Promotes AML Proliferation and Survival through Modulation of
Mitochondrial Function, ROS, and Autophagy. Cell Death Dis. 2020, 11, 247. [CrossRef] [PubMed]

26. Song, S.; Babicheva, A.; Zhao, T.; Ayon, R.J.; Rodriguez, M.; Rahimi, S.; Balistrieri, F.; Harrington, A.; Shyy, J.Y.-J.;
Thistlethwaite, P.A.; et al. Notch Enhances Ca(2+) Entry by Activating Calcium-Sensing Receptors and Inhibiting Voltage-Gated
K(+) Channels. Am. J. Physiol. Cell Physiol. 2020, 318, C954–C968. [CrossRef]

27. Shi, J.; Fu, L.; Wang, W. High Expression of Inositol 1,4,5-Trisphosphate Receptor, Type 2 (ITPR2) as a Novel Biomarker for Worse
Prognosis in Cytogenetically Normal Acute Myeloid Leukemia. Oncotarget 2015, 6, 5299–5309. [CrossRef]

28. Yamamura, H.; Yamamura, A.; Ko, E.A.; Pohl, N.M.; Smith, K.A.; Zeifman, A.; Powell, F.L.; Thistlethwaite, P.A.; Yuan, J.X.-J.
Activation of Notch Signaling by Short-Term Treatment with Jagged-1 Enhances Store-Operated Ca(2+) Entry in Human
Pulmonary Arterial Smooth Muscle Cells. Am. J. Physiol. Cell Physiol. 2014, 306, C871–C878. [CrossRef]

29. Tohda, S.; Sakano, S.; Ohsawa, M.; Murakami, N.; Nara, N. A Novel Cell Line Derived from de Novo Acute Myeloblastic
Leukaemia with Trilineage Myelodysplasia Which Proliferates in Response to a Notch Ligand, Delta-1 Protein. Br. J. Haematol.
2002, 117, 373–378. [CrossRef]

30. Li, G.-H.; Fan, Y.-Z.; Liu, X.-W.; Zhang, B.-F.; Yin, D.-D.; He, F.; Huang, S.-Y.; Kang, Z.-J.; Xu, H.; Liu, Q.; et al. Notch Signaling
Maintains Proliferation and Survival of the HL60 Human Promyelocytic Leukemia Cell Line and Promotes the Phosphorylation
of the Rb Protein. Mol. Cell. Biochem. 2010, 340, 7–14. [CrossRef]

31. Kannan, S.; Sutphin, R.M.; Hall, M.G.; Golfman, L.S.; Fang, W.; Nolo, R.M.; Akers, L.J.; Hammitt, R.A.; McMurray, J.S.;
Kornblau, S.M.; et al. Notch Activation Inhibits AML Growth and Survival: A Potential Therapeutic Approach. J. Exp. Med. 2013,
210, 321–337. [CrossRef] [PubMed]

32. Lobry, C.; Ntziachristos, P.; Ndiaye-Lobry, D.; Oh, P.; Cimmino, L.; Zhu, N.; Araldi, E.; Hu, W.; Freund, J.; Abdel-Wahab, O.; et al.
Notch Pathway Activation Targets AML-Initiating Cell Homeostasis and Differentiation. J. Exp. Med. 2013, 210, 301–319.
[CrossRef] [PubMed]

33. Tohda, S.; Kogoshi, H.; Murakami, N.; Sakano, S.; Nara, N. Diverse Effects of the Notch Ligands Jagged1 and Delta1 on the
Growth and Differentiation of Primary Acute Myeloblastic Leukemia Cells. Exp. Hematol. 2005, 33, 558–563. [CrossRef] [PubMed]

34. Launay, S.; Giannì, M.; Kovàcs, T.; Bredoux, R.; Bruel, A.; Gélébart, P.; Zassadowski, F.; Chomienne, C.; Enouf, J.; Papp, B.
Lineage-Specific Modulation of Calcium Pump Expression during Myeloid Differentiation. Blood 1999, 93, 4395–4405. [CrossRef]
[PubMed]

35. Laouedj, M.; Tardif, M.R.; Gil, L.; Raquil, M.-A.; Lachhab, A.; Pelletier, M.; Tessier, P.A.; Barabé, F. S100A9 Induces Differentiation
of Acute Myeloid Leukemia Cells through TLR4. Blood 2017, 129, 1980–1990. [CrossRef]

36. Chapekar, M.S.; Hartman, K.D.; Knode, M.C.; Glazer, R.I. Synergistic Effect of Retinoic Acid and Calcium Ionophore A23187 on
Differentiation, c-Myc Expression, and Membrane Tyrosine Kinase Activity in Human Promyelocytic Leukemia Cell Line HL-60.
Mol. Pharmacol. 1987, 31, 140–145. [PubMed]

37. Li, H.; Xu, J.; Zhou, Y.; Liu, X.; Shen, L.E.; Zhu, Y.U.; Li, Z.; Wang, X.; Guo, Q.; Hui, H. PLSCR1/IP3R1/Ca(2+) Axis Contributes to
Differentiation of Primary AML Cells Induced by Wogonoside. Cell Death Dis. 2017, 8, e2768. [CrossRef]

38. O’Reilly, D.; Buchanan, P. Calcium Channels and Cancer Stem Cells. Cell Calcium 2019, 81, 21–28. [CrossRef]
39. Snoeck, H.-W. Calcium Regulation of Stem Cells. EMBO Rep. 2020, 21, e50028. [CrossRef]
40. Horsley, V.; Aliprantis, A.O.; Polak, L.; Glimcher, L.H.; Fuchs, E. NFATc1 Balances Quiescence and Proliferation of Skin Stem

Cells. Cell 2008, 132. [CrossRef]
41. Aulestia, F.J.; Néant, I.; Dong, J.; Haiech, J.; Kilhoffer, M.-C.; Moreau, M.; Leclerc, C. Quiescence Status of Glioblastoma Stem-like

Cells Involves Remodelling of Ca(2+) Signalling and Mitochondrial Shape. Sci. Rep. 2018, 8, 9731. [CrossRef] [PubMed]
42. Bonora, M.; Kahsay, A.; Pinton, P. Mitochondrial Calcium Homeostasis in Hematopoietic Stem Cell: Molecular Regulation of

Quiescence, Function, and Differentiation. Int. Rev. Cell Mol. Biol. 2021, 362, 111–140. [CrossRef] [PubMed]
43. Umemoto, T.; Hashimoto, M.; Matsumura, T.; Nakamura-Ishizu, A.; Suda, T. Ca(2+)-Mitochondria Axis Drives Cell Division in

Hematopoietic Stem Cells. J. Exp. Med. 2018, 215, 2097–2113. [CrossRef] [PubMed]

http://doi.org/10.1016/j.cellsig.2014.11.007
http://doi.org/10.1186/s13045-018-0574-8
http://doi.org/10.1006/abbi.1998.0667
http://www.ncbi.nlm.nih.gov/pubmed/9606972
http://doi.org/10.1038/sj.emboj.7601246
http://www.ncbi.nlm.nih.gov/pubmed/16874304
http://doi.org/10.1016/j.molmed.2010.01.005
http://www.ncbi.nlm.nih.gov/pubmed/20167536
http://doi.org/10.1016/S0009-8981(02)00094-3
http://doi.org/10.1038/s41419-020-2454-8
http://www.ncbi.nlm.nih.gov/pubmed/32312983
http://doi.org/10.1152/ajpcell.00487.2019
http://doi.org/10.18632/oncotarget.3024
http://doi.org/10.1152/ajpcell.00221.2013
http://doi.org/10.1046/j.1365-2141.2002.03446.x
http://doi.org/10.1007/s11010-010-0394-9
http://doi.org/10.1084/jem.20121527
http://www.ncbi.nlm.nih.gov/pubmed/23359069
http://doi.org/10.1084/jem.20121484
http://www.ncbi.nlm.nih.gov/pubmed/23359070
http://doi.org/10.1016/j.exphem.2005.01.010
http://www.ncbi.nlm.nih.gov/pubmed/15850833
http://doi.org/10.1182/blood.V93.12.4395
http://www.ncbi.nlm.nih.gov/pubmed/10361138
http://doi.org/10.1182/blood-2016-09-738005
http://www.ncbi.nlm.nih.gov/pubmed/3100942
http://doi.org/10.1038/cddis.2017.175
http://doi.org/10.1016/j.ceca.2019.05.006
http://doi.org/10.15252/embr.202050028
http://doi.org/10.1016/j.cell.2007.11.047
http://doi.org/10.1038/s41598-018-28157-8
http://www.ncbi.nlm.nih.gov/pubmed/29950651
http://doi.org/10.1016/bs.ircmb.2021.05.003
http://www.ncbi.nlm.nih.gov/pubmed/34253293
http://doi.org/10.1084/jem.20180421
http://www.ncbi.nlm.nih.gov/pubmed/29946000


Cells 2022, 11, 543 23 of 28

44. Zhang, X.; Su, J.; Jeong, M.; Ko, M.; Huang, Y.; Park, H.J.; Guzman, A.; Lei, Y.; Huang, Y.-H.; Rao, A.; et al. DNMT3A and TET2
Compete and Cooperate to Repress Lineage-Specific Transcription Factors in Hematopoietic Stem Cells. Nat. Genet. 2016, 48,
1014–1023. [CrossRef] [PubMed]

45. Ng, S.W.K.; Mitchell, A.; Kennedy, J.A.; Chen, W.C.; McLeod, J.; Ibrahimova, N.; Arruda, A.; Popescu, A.; Gupta, V.;
Schimmer, A.D.; et al. A 17-Gene Stemness Score for Rapid Determination of Risk in Acute Leukaemia. Nature 2016, 540,
433–437. [CrossRef]

46. Bachas, C.; Schuurhuis, G.J.; Assaraf, Y.G.; Kwidama, Z.J.; Kelder, A.; Wouters, F.; Snel, A.N.; Kaspers, G.J.L.; Cloos, J. The Role
of Minor Subpopulations within the Leukemic Blast Compartment of AML Patients at Initial Diagnosis in the Development of
Relapse. Leukemia 2012, 26, 1313–1320. [CrossRef]

47. Li, S.; Garrett-Bakelman, F.E.; Chung, S.S.; Sanders, M.A.; Hricik, T.; Rapaport, F.; Patel, J.; Dillon, R.; Vijay, P.; Brown, A.L.; et al.
Distinct Evolution and Dynamics of Epigenetic and Genetic Heterogeneity in Acute Myeloid Leukemia. Nat. Med. 2016, 22,
792–799. [CrossRef]

48. Fric, J.; Lim, C.X.; Mertes, A.; Lee, B.T.; Vigano, E.; Chen, J.; Zolezzi, F.; Poidinger, M.; Larbi, A.; Strobl, H.; et al. Calcium and
Calcineurin-Nfat Signaling Regulate Granulocyte-Monocyte Progenitor Cell Cycle Via Flt3-L. Stem Cells 2014. [CrossRef]

49. Metzelder, S.K.; Michel, C.; von Bonin, M.; Rehberger, M.; Hessmann, E.; Inselmann, S.; Solovey, M.; Wang, Y.; Sohlbach, K.;
Brendel, C.; et al. NFATc1 as a Therapeutic Target in FLT3-ITD-Positive AML. Leukemia 2015, 29, 1470–1477. [CrossRef]

50. Farge, T.; Saland, E.; de Toni, F.; Aroua, N.; Hosseini, M.; Perry, R.; Bosc, C.; Sugita, M.; Stuani, L.; Fraisse, M.; et al. Chemotherapy-
Resistant Human Acute Myeloid Leukemia Cells Are Not Enriched for Leukemic Stem Cells but Require Oxidative Metabolism.
Cancer Discov. 2017, 7, 716–735. [CrossRef]

51. Samudio, I.; Harmancey, R.; Fiegl, M.; Kantarjian, H.; Konopleva, M.; Korchin, B.; Kaluarachchi, K.; Bornmann, W.; Duvvuri, S.;
Taegtmeyer, H.; et al. Pharmacologic Inhibition of Fatty Acid Oxidation Sensitizes Human Leukemia Cells to Apoptosis Induction.
J. Clin. Investig. 2010, 120, 142–156. [CrossRef] [PubMed]

52. Gherardi, G.; Monticelli, H.; Rizzuto, R.; Mammucari, C. The Mitochondrial Ca(2+) Uptake and the Fine-Tuning of Aerobic
Metabolism. Front. Physiol. 2020, 11, 554904. [CrossRef] [PubMed]

53. Baldridge, M.T.; King, K.Y.; Boles, N.C.; Weksberg, D.C.; Goodell, M.A. Quiescent Haematopoietic Stem Cells Are Activated by
IFN-Gamma in Response to Chronic Infection. Nature 2010, 465, 793–797. [CrossRef] [PubMed]

54. Lombardi, A.A.; Gibb, A.A.; Arif, E.; Kolmetzky, D.W.; Tomar, D.; Luongo, T.S.; Jadiya, P.; Murray, E.K.; Lorkiewicz, P.K.;
Hajnóczky, G.; et al. Mitochondrial Calcium Exchange Links Metabolism with the Epigenome to Control Cellular Differentiation.
Nat. Commun. 2019, 10, 4509. [CrossRef]

55. Chen, J.; Kao, Y.-R.; Sun, D.; Todorova, T.I.; Reynolds, D.; Narayanagari, S.-R.; Montagna, C.; Will, B.; Verma, A.; Steidl, U.
Myelodysplastic Syndrome Progression to Acute Myeloid Leukemia at the Stem Cell Level. Nat. Med. 2019, 25, 103–110.
[CrossRef]

56. Corces-Zimmerman, M.R.; Hong, W.-J.; Weissman, I.L.; Medeiros, B.C.; Majeti, R. Preleukemic Mutations in Human Acute
Myeloid Leukemia Affect Epigenetic Regulators and Persist in Remission. Proc. Natl. Acad. Sci. USA 2014, 111, 2548–2553.
[CrossRef]

57. Koeffler, H.P.; Leong, G. Preleukemia: One Name, Many Meanings. Leukemia 2017, 31, 534–542. [CrossRef]
58. Saeed, B.R.; Manta, L.; Raffel, S.; Pyl, P.T.; Buss, E.C.; Wang, W.; Eckstein, V.; Jauch, A.; Trumpp, A.; Huber, W.; et al. Analysis of

Nonleukemic Cellular Subcompartments Reconstructs Clonal Evolution of Acute Myeloid Leukemia and Identifies Therapy-
Resistant Preleukemic Clones. Int. J. Cancer 2021, 148, 2825–2838. [CrossRef]

59. Shlush, L.I.; Zandi, S.; Mitchell, A.; Chen, W.C.; Brandwein, J.M.; Gupta, V.; Kennedy, J.A.; Schimmer, A.D.; Schuh, A.C.;
Yee, K.W.; et al. Identification of Pre-Leukaemic Haematopoietic Stem Cells in Acute Leukaemia. Nature 2014, 506, 328–333.
[CrossRef]

60. Bencomo-Alvarez, A.E.; Rubio, A.J.; Gonzalez, M.A.; Eiring, A.M. Energy Metabolism and Drug Response in Myeloid Leukaemic
Stem Cells. Br. J. Haematol. 2019, 186, 524–537. [CrossRef]

61. Gilliland, D.G.; Jordan, C.T.; Felix, C.A. The Molecular Basis of Leukemia. Hematol. Am. Soc. Hematol. Educ. Program. 2004, 80–97.
[CrossRef] [PubMed]

62. Jones, C.L.; Stevens, B.M.; D’Alessandro, A.; Reisz, J.A.; Culp-Hill, R.; Nemkov, T.; Pei, S.; Khan, N.; Adane, B.; Ye, H.; et al.
Inhibition of Amino Acid Metabolism Selectively Targets Human Leukemia Stem Cells. Cancer Cell 2018, 34, 724–740.e4. [CrossRef]
[PubMed]

63. Chapuis, N.; Poulain, L.; Birsen, R.; Tamburini, J.; Bouscary, D. Rationale for Targeting Deregulated Metabolic Pathways as a
Therapeutic Strategy in Acute Myeloid Leukemia. Front. Oncol. 2019, 9, 405. [CrossRef] [PubMed]

64. Maher, M.; Diesch, J.; Casquero, R.; Buschbeck, M. Epigenetic-Transcriptional Regulation of Fatty Acid Metabolism and Its
Alterations in Leukaemia. Front. Genet. 2018, 9, 405. [CrossRef]

65. Tabe, Y.; Konopleva, M.; Andreeff, M. Fatty Acid Metabolism, Bone Marrow Adipocytes, and AML. Front. Oncol. 2020, 10, 155.
[CrossRef]

66. Tcheng, M.; Roma, A.; Ahmed, N.; Smith, R.W.; Jayanth, P.; Minden, M.D.; Schimmer, A.D.; Hess, D.A.; Hope, K.; Rea, K.A.; et al.
Very Long Chain Fatty Acid Metabolism Is Required in Acute Myeloid Leukemia. Blood 2021, 137, 3518–3532. [CrossRef]

http://doi.org/10.1038/ng.3610
http://www.ncbi.nlm.nih.gov/pubmed/27428748
http://doi.org/10.1038/nature20598
http://doi.org/10.1038/leu.2011.383
http://doi.org/10.1038/nm.4125
http://doi.org/10.1002/stem.1813
http://doi.org/10.1038/leu.2015.95
http://doi.org/10.1158/2159-8290.CD-16-0441
http://doi.org/10.1172/JCI38942
http://www.ncbi.nlm.nih.gov/pubmed/20038799
http://doi.org/10.3389/fphys.2020.554904
http://www.ncbi.nlm.nih.gov/pubmed/33117189
http://doi.org/10.1038/nature09135
http://www.ncbi.nlm.nih.gov/pubmed/20535209
http://doi.org/10.1038/s41467-019-12103-x
http://doi.org/10.1038/s41591-018-0267-4
http://doi.org/10.1073/pnas.1324297111
http://doi.org/10.1038/leu.2016.364
http://doi.org/10.1002/ijc.33461
http://doi.org/10.1038/nature13038
http://doi.org/10.1111/bjh.16074
http://doi.org/10.1182/asheducation-2004.1.80
http://www.ncbi.nlm.nih.gov/pubmed/15561678
http://doi.org/10.1016/j.ccell.2018.10.005
http://www.ncbi.nlm.nih.gov/pubmed/30423294
http://doi.org/10.3389/fonc.2019.00405
http://www.ncbi.nlm.nih.gov/pubmed/31192118
http://doi.org/10.3389/fgene.2018.00405
http://doi.org/10.3389/fonc.2020.00155
http://doi.org/10.1182/blood.2020008551


Cells 2022, 11, 543 24 of 28

67. Stevens, B.M.; Jones, C.L.; Pollyea, D.A.; Culp-Hill, R.; D’Alessandro, A.; Winters, A.; Krug, A.; Abbott, D.; Goosman, M.;
Pei, S.; et al. Fatty Acid Metabolism Underlies Venetoclax Resistance in Acute Myeloid Leukemia Stem Cells. Nat. Cancer 2020, 1,
1176–1187. [CrossRef]

68. Zhong, W.; Xu, M.; Li, C.; Zhu, B.; Cao, X.; Li, D.; Chen, H.; Hu, C.; Li, R.; Luo, C.; et al. ORP4L Extracts and Presents PIP(2) from
Plasma Membrane for PLCβ3 Catalysis: Targeting It Eradicates Leukemia Stem Cells. Cell Rep. 2019, 26, 2166–2177. [CrossRef]

69. Csanády, L.; Törocsik, B. Four Ca2+ Ions Activate TRPM2 Channels by Binding in Deep Crevices near the Pore but Intracellularly
of the Gate. J. Gen. Physiol. 2009, 133, 189–203. [CrossRef]

70. Gutierrez, S.; Alvarado-Vázquez, P.A.; Eisenach, J.C.; Romero-Sandoval, E.A.; Boada, M.D. Tachykinins Modulate Nociceptive
Responsiveness and Sensitization: In Vivo Electrical Characterization of Primary Sensory Neurons in Tachykinin Knockout (Tac1
KO) Mice. Mol. Pain 2019, 15, 1744806919845750. [CrossRef]

71. Steinhoff, M.S.; von Mentzer, B.; Geppetti, P.; Pothoulakis, C.; Bunnett, N.W. Tachykinins and Their Receptors: Contributions to
Physiological Control and the Mechanisms of Disease. Physiol. Rev. 2014, 94, 265–301. [CrossRef] [PubMed]

72. Ge, C.; Huang, H.; Huang, F.; Yang, T.; Zhang, T.; Wu, H.; Zhou, H.; Chen, Q.; Shi, Y.; Sun, Y.; et al. Neurokinin-1 Receptor Is an
Effective Target for Treating Leukemia by Inducing Oxidative Stress through Mitochondrial Calcium Overload. Proc. Natl. Acad.
Sci. USA 2019, 116, 19635–19645. [CrossRef] [PubMed]

73. Glass, C.; Wuertzer, C.; Cui, X.; Bi, Y.; Davuluri, R.; Xiao, Y.-Y.; Wilson, M.; Owens, K.; Zhang, Y.; Perkins, A. Global Identification
of EVI1 Target Genes in Acute Myeloid Leukemia. PLoS ONE 2013, 8, e67134. [CrossRef] [PubMed]

74. Feng, W.; Yang, X.; Wang, L.; Wang, R.; Yang, F.; Wang, H.; Liu, X.; Ren, Q.; Zhang, Y.; Zhu, X.; et al. P2X7 Promotes the Progression
of MLL-AF9 Induced Acute Myeloid Leukemia by Upregulation of Pbx3. Haematologica 2021, 106, 1278–1289. [CrossRef]

75. Marchi, S.; Marinello, M.; Bononi, A.; Bonora, M.; Giorgi, C.; Rimessi, A.; Pinton, P. Selective Modulation of Subtype III IP3R by
Akt Regulates ER Ca2+ Release and Apoptosis. Cell Death Dis. 2012, 3, e304. [CrossRef]

76. Barazzuol, L.; Giamogante, F.; Calì, T. Mitochondria Associated Membranes (MAMs): Architecture and Physiopathological Role.
Cell Calcium 2021, 94, 102343. [CrossRef]

77. Kuchay, S.; Giorgi, C.; Simoneschi, D.; Pagan, J.; Missiroli, S.; Saraf, A.; Florens, L.; Washburn, M.P.; Collazo-Lorduy, A.; Castillo-
Martin, M.; et al. PTEN Counteracts FBXL2 to Promote IP3R3- and Ca(2+)-Mediated Apoptosis Limiting Tumour Growth. Nature
2017, 546, 554–558. [CrossRef]

78. Høyer-Hansen, M.; Bastholm, L.; Szyniarowski, P.; Campanella, M.; Szabadkai, G.; Farkas, T.; Bianchi, K.; Fehrenbacher, N.;
Elling, F.; Rizzuto, R.; et al. Control of Macroautophagy by Calcium, Calmodulin-Dependent Kinase Kinase-Beta, and Bcl-2. Mol.
Cell 2007, 25, 193–205. [CrossRef]

79. Xu, X.; Zhao, J.; Xu, Z.; Peng, B.; Huang, Q.; Arnold, E.; Ding, J. Structures of Human Cytosolic NADP-Dependent Isocitrate
Dehydrogenase Reveal a Novel Self-Regulatory Mechanism of Activity. J. Biol. Chem. 2004, 279, 33946–33957. [CrossRef]

80. Waitkus, M.S.; Diplas, B.H.; Yan, H. Isocitrate Dehydrogenase Mutations in Gliomas. Neuro. Oncol. 2016, 18, 16–26. [CrossRef]
81. Sjöblom, T.; Jones, S.; Wood, L.D.; Parsons, D.W.; Lin, J.; Barber, T.D.; Mandelker, D.; Leary, R.J.; Ptak, J.; Silliman, N.; et al. The

Consensus Coding Sequences of Human Breast and Colorectal Cancers. Science 2006, 314, 268–274. [CrossRef] [PubMed]
82. Yan, H.; Parsons, D.W.; Jin, G.; McLendon, R.; Rasheed, B.A.; Yuan, W.; Kos, I.; Batinic-Haberle, I.; Jones, S.; Riggins, G.J.; et al.

IDH1 and IDH2 Mutations in Gliomas. N. Engl. J. Med. 2009, 360, 765–773. [CrossRef] [PubMed]
83. Yen, K.E.; Bittinger, M.A.; Su, S.M.; Fantin, V.R. Cancer-Associated IDH Mutations: Biomarker and Therapeutic Opportunities.

Oncogene 2010, 29, 6409–6417. [CrossRef] [PubMed]
84. Gross, S.; Cairns, R.A.; Minden, M.D.; Driggers, E.M.; Bittinger, M.A.; Jang, H.G.; Sasaki, M.; Jin, S.; Schenkein, D.P.; Su, S.M.; et al.

Cancer-Associated Metabolite 2-Hydroxyglutarate Accumulates in Acute Myelogenous Leukemia with Isocitrate Dehydrogenase
1 and 2 Mutations. J. Exp. Med. 2010, 207, 339–344. [CrossRef]

85. Marcucci, G.; Maharry, K.; Wu, Y.-Z.; Radmacher, M.D.; Mrózek, K.; Margeson, D.; Holland, K.B.; Whitman, S.P.; Becker, H.;
Schwind, S.; et al. IDH1 and IDH2 Gene Mutations Identify Novel Molecular Subsets within de Novo Cytogenetically Normal
Acute Myeloid Leukemia: A Cancer and Leukemia Group B Study. J. Clin. Oncol. 2010, 28, 2348–2355. [CrossRef]

86. Mardis, E.R.; Ding, L.; Dooling, D.J.; Larson, D.E.; McLellan, M.D.; Chen, K.; Koboldt, D.C.; Fulton, R.S.; Delehaunty, K.D.;
McGrath, S.D.; et al. Recurring Mutations Found by Sequencing an Acute Myeloid Leukemia Genome. N. Engl. J. Med. 2009, 361,
1058–1066. [CrossRef]

87. Ward, P.S.; Cross, J.R.; Lu, C.; Weigert, O.; Abel-Wahab, O.; Levine, R.L.; Weinstock, D.M.; Sharp, K.A.; Thompson, C.B.
Identification of Additional IDH Mutations Associated with Oncometabolite R(-)-2-Hydroxyglutarate Production. Oncogene 2012,
31, 2491–2498. [CrossRef]

88. McKenney, A.S.; Levine, R.L. Isocitrate Dehydrogenase Mutations in Leukemia. J. Clin. Investig. 2013, 123, 3672–3677. [CrossRef]
89. Dang, L.; White, D.W.; Gross, S.; Bennett, B.D.; Bittinger, M.A.; Driggers, E.M.; Fantin, V.R.; Jang, H.G.; Jin, S.; Keenan, M.C.; et al.

Cancer-Associated IDH1 Mutations Produce 2-Hydroxyglutarate. Nature 2009, 462, 739–744. [CrossRef]
90. Chen, J.; Yang, J.; Sun, X.; Wang, Z.; Cheng, X.; Lu, W.; Cai, X.; Hu, C.; Shen, X.; Cao, P. Allosteric Inhibitor Remotely Modulates

the Conformation of the Orthestric Pockets in Mutant IDH2/R140Q. Sci. Rep. 2017, 7, 16458. [CrossRef]
91. Stein, E.M.; DiNardo, C.D.; Fathi, A.T.; Mims, A.S.; Pratz, K.W.; Savona, M.R.; Stein, A.S.; Stone, R.M.; Winer, E.S.; Seet, C.S.; et al.

Ivosidenib or Enasidenib Combined with Intensive Chemotherapy in Patients with Newly Diagnosed AML: A Phase 1 Study.
Blood 2021, 137, 1792–1803. [CrossRef] [PubMed]

http://doi.org/10.1038/s43018-020-00126-z
http://doi.org/10.1016/j.celrep.2019.01.082
http://doi.org/10.1085/jgp.200810109
http://doi.org/10.1177/1744806919845750
http://doi.org/10.1152/physrev.00031.2013
http://www.ncbi.nlm.nih.gov/pubmed/24382888
http://doi.org/10.1073/pnas.1908998116
http://www.ncbi.nlm.nih.gov/pubmed/31488714
http://doi.org/10.1371/journal.pone.0067134
http://www.ncbi.nlm.nih.gov/pubmed/23826213
http://doi.org/10.3324/haematol.2019.243360
http://doi.org/10.1038/cddis.2012.45
http://doi.org/10.1016/j.ceca.2020.102343
http://doi.org/10.1038/nature22965
http://doi.org/10.1016/j.molcel.2006.12.009
http://doi.org/10.1074/jbc.M404298200
http://doi.org/10.1093/neuonc/nov136
http://doi.org/10.1126/science.1133427
http://www.ncbi.nlm.nih.gov/pubmed/16959974
http://doi.org/10.1056/NEJMoa0808710
http://www.ncbi.nlm.nih.gov/pubmed/19228619
http://doi.org/10.1038/onc.2010.444
http://www.ncbi.nlm.nih.gov/pubmed/20972461
http://doi.org/10.1084/jem.20092506
http://doi.org/10.1200/JCO.2009.27.3730
http://doi.org/10.1056/NEJMoa0903840
http://doi.org/10.1038/onc.2011.416
http://doi.org/10.1172/JCI67266
http://doi.org/10.1038/nature08617
http://doi.org/10.1038/s41598-017-16427-w
http://doi.org/10.1182/blood.2020007233
http://www.ncbi.nlm.nih.gov/pubmed/33024987


Cells 2022, 11, 543 25 of 28

92. Prensner, J.R.; Chinnaiyan, A.M. Metabolism Unhinged: IDH Mutations in Cancer. Nat. Med. 2011, 17, 291–293. [CrossRef]
[PubMed]

93. Shafat, M.S.; Gnaneswaran, B.; Bowles, K.M.; Rushworth, S.A. The Bone Marrow Microenvironment – Home of the Leukemic
Blasts. Blood Rev. 2017, 31, 277–286. [CrossRef] [PubMed]

94. Reinisch, A.; Chan, S.M.; Thomas, D.; Majeti, R. Biology and Clinical Relevance of Acute Myeloid Leukemia Stem Cells. Semin.
Hematol. 2015, 52, 150–164. [CrossRef]

95. Adams, G.B.; Chabner, K.T.; Alley, I.R.; Olson, D.P.; Szczepiorkowski, Z.M.; Poznansky, M.C.; Kos, C.H.; Pollak, M.R.; Brown,
E.M.; Scadden, D.T. Stem Cell Engraftment at the Endosteal Niche Is Specified by the Calcium-Sensing Receptor. Nature 2006, 439,
599–603. [CrossRef]

96. Mansour, A.; Abou-Ezzi, G.; Sitnicka, E.; Jacobsen, S.E.W.; Wakkach, A.; Blin-Wakkach, C. Osteoclasts Promote the Formation of
Hematopoietic Stem Cell Niches in the Bone Marrow. J. Exp. Med. 2012, 209, 537–549. [CrossRef]

97. Sugiyama, T.; Kohara, H.; Noda, M.; Nagasawa, T. Maintenance of the Hematopoietic Stem Cell Pool by CXCL12-CXCR4
Chemokine Signaling in Bone Marrow Stromal Cell Niches. Immunity 2006, 25, 977–988. [CrossRef]

98. Lévesque, J.-P.; Helwani, F.M.; Winkler, I.G. The Endosteal ‘Osteoblastic’ Niche and Its Role in Hematopoietic Stem Cell Homing
and Mobilization. Leukemia 2010, 24, 1979–1992. [CrossRef]

99. Le, P.M.; Andreeff, M.; Battula, V.L. Osteogenic Niche in the Regulation of Normal Hematopoiesis and Leukemogenesis.
Haematologica 2018, 103, 1945–1955. [CrossRef]

100. Nervi, B.; Ramirez, P.; Rettig, M.P.; Uy, G.L.; Holt, M.S.; Ritchey, J.K.; Prior, J.L.; Piwnica-Worms, D.; Bridger, G.; Ley, T.J.; et al.
Chemosensitization of Acute Myeloid Leukemia (AML) Following Mobilization by the CXCR4 Antagonist AMD3100. Blood 2009,
113, 10. [CrossRef]

101. Spoo, A.C.; Lübbert, M.; Wierda, W.G.; Burger, J.A. CXCR4 Is a Prognostic Marker in Acute Myelogenous Leukemia. Blood 2007,
109, 786–791. [CrossRef] [PubMed]

102. Zeng, Z.; Xi Shi, Y.; Samudio, I.J.; Wang, R.-Y.; Ling, X.; Frolova, O.; Levis, M.; Rubin, J.B.; Negrin, R.R.; Estey, E.H.; et al. Targeting
the Leukemia Microenvironment by CXCR4 Inhibition Overcomes Resistance to Kinase Inhibitors and Chemotherapy in AML.
Blood 2009, 113, 6215–6224. [CrossRef] [PubMed]

103. Uy, G.L.; Rettig, M.P.; Motabi, I.H.; McFarland, K.; Trinkaus, K.M.; Hladnik, L.M.; Kulkarni, S.; Abboud, C.N.; Cashen, A.F.;
Stockerl-Goldstein, K.E.; et al. A Phase 1/2 Study of Chemosensitization with the CXCR4 Antagonist Plerixafor in Relapsed or
Refractory Acute Myeloid Leukemia. Blood 2012, 119, 3917–3924. [CrossRef] [PubMed]

104. Brown, E.M.; MacLeod, R.J. Extracellular Calcium Sensing and Extracellular Calcium Signaling. Physiol. Rev. 2001, 81, 239–297.
[CrossRef] [PubMed]

105. Lam, B.S.; Cunningham, C.; Adams, G.B. Pharmacologic Modulation of the Calcium-Sensing Receptor Enhances Hematopoietic
Stem Cell Lodgment in the Adult Bone Marrow. Blood 2011, 117, 1167–1175. [CrossRef] [PubMed]

106. Brown, E.M. Extracellular Ca2+ Sensing, Regulation of Parathyroid Cell Function, and Role of Ca2+ and Other Ions as Extracellular
(First) Messengers. Physiol. Rev. 1991, 71, 371–411. [CrossRef]

107. Linde, N.; Fluegen, G.; Aguirre-Ghiso, J.A. The Relationship Between Dormant Cancer Cells and Their Microenvironment. Adv.
Cancer Res. 2016, 132, 45–71. [CrossRef]

108. Purton, L.E.; Dworkin, S.; Olsen, G.H.; Walkley, C.R.; Fabb, S.A.; Collins, S.J.; Chambon, P. RARγ Is Critical for Maintaining a
Balance between Hematopoietic Stem Cell Self-Renewal and Differentiation. J. Exp. Med. 2006, 203, 1283–1293. [CrossRef]

109. Ghiaur, G.; Yegnasubramanian, S.; Perkins, B.; Gucwa, J.L.; Gerber, J.M.; Jones, R.J. Regulation of Human Hematopoietic Stem Cell
Self-Renewal by the Microenvironment’s Control of Retinoic Acid Signaling. Proc. Natl. Acad. Sci. USA 2013, 110, 16121–16126.
[CrossRef]

110. Nghiem, P.; Ollick, T.; Gardner, P.; Schulman, H. Interleukin-2 Transcriptional Block by Multifunctional Ca2+/Calmodulin Kinase.
Nature 1994, 371, 347–350. [CrossRef]

111. Anderson, K.A.; Means, A.R. Defective Signaling in a Subpopulation of CD4+ T Cells in the Absence of Ca2+/Calmodulin-
Dependent Protein Kinase IV. Mol. Cell. Biol. 2002, 22, 7. [CrossRef] [PubMed]

112. Si, J.; Mueller, L.; Collins, S.J. CaMKII Regulates Retinoic Acid Receptor Transcriptional Activity and the Differentiation of
Myeloid Leukemia Cells. J. Clin. Investig. 2007, 117, 1412–1421. [CrossRef] [PubMed]

113. Gao, Y.; Camacho, L.H.; Mehta, K. Retinoic Acid-Induced CD38 Antigen Promotes Leukemia Cells Attachment and Interferon-
γ/Interleukin-1β-Dependent Apoptosis of Endothelial Cells: Implications in the Etiology of Retinoic Acid Syndrome. Leuk. Res.
2007, 31, 455–463. [CrossRef] [PubMed]

114. Bertagnolo, V.; Neri, L.M.; Marchisio, M.; Mischiati, C.; Capitani, S. Phosphoinositide 3-Kinase Activity Is Essential for All-Trans-
Retinoic Acid-Induced Granulocytic Differentiation of HL-60 Cells. Cancer Res. 1999, 59, 542–546.

115. Wu, X.; Shao, G.; Chen, S.; Wang, X.; Wang, Z.-Y. Studies on the Relationship between Protein Kinase C and Differentiation of
Human Promyelocytic Leukemia Cells Induced by Retinoic Acid. Leuk. Res. 1989, 13, 869–874. [CrossRef]

116. Yen, A.; Roberson, M.S.; Varvayanis, S.; Lee, A.T. Retinoic Acid Induced Mitogen-Activated Protein (MAP)/Extracellular Signal-
Regulated Kinase (ERK) Kinase-Dependent MAP Kinase Activation Needed to Elicit HL-60 Cell Differentiation and Growth
Arrest. Cancer Res. 1998, 58, 3163–3172.

117. Su, M.; Alonso, S.; Jones, J.W.; Yu, J.; Kane, M.A.; Jones, R.J.; Ghiaur, G. All-Trans Retinoic Acid Activity in Acute Myeloid
Leukemia: Role of Cytochrome P450 Enzyme Expression by the Microenvironment. PLoS ONE 2015, 10, e0127790. [CrossRef]

http://doi.org/10.1038/nm0311-291
http://www.ncbi.nlm.nih.gov/pubmed/21383741
http://doi.org/10.1016/j.blre.2017.03.004
http://www.ncbi.nlm.nih.gov/pubmed/28318761
http://doi.org/10.1053/j.seminhematol.2015.03.008
http://doi.org/10.1038/nature04247
http://doi.org/10.1084/jem.20110994
http://doi.org/10.1016/j.immuni.2006.10.016
http://doi.org/10.1038/leu.2010.214
http://doi.org/10.3324/haematol.2018.197004
http://doi.org/10.1182/blood-2008-06-162123
http://doi.org/10.1182/blood-2006-05-024844
http://www.ncbi.nlm.nih.gov/pubmed/16888090
http://doi.org/10.1182/blood-2008-05-158311
http://www.ncbi.nlm.nih.gov/pubmed/18955566
http://doi.org/10.1182/blood-2011-10-383406
http://www.ncbi.nlm.nih.gov/pubmed/22308295
http://doi.org/10.1152/physrev.2001.81.1.239
http://www.ncbi.nlm.nih.gov/pubmed/11152759
http://doi.org/10.1182/blood-2010-05-286294
http://www.ncbi.nlm.nih.gov/pubmed/21076044
http://doi.org/10.1152/physrev.1991.71.2.371
http://doi.org/10.1016/bs.acr.2016.07.002
http://doi.org/10.1084/jem.20052105
http://doi.org/10.1073/pnas.1305937110
http://doi.org/10.1038/371347a0
http://doi.org/10.1128/MCB.22.1.23-29.2002
http://www.ncbi.nlm.nih.gov/pubmed/11739719
http://doi.org/10.1172/JCI30779
http://www.ncbi.nlm.nih.gov/pubmed/17431504
http://doi.org/10.1016/j.leukres.2006.07.004
http://www.ncbi.nlm.nih.gov/pubmed/16920192
http://doi.org/10.1016/0145-2126(89)90039-8
http://doi.org/10.1371/journal.pone.0127790


Cells 2022, 11, 543 26 of 28

118. Bragado, P.; Estrada, Y.; Parikh, F.; Krause, S.; Capobianco, C.; Farina, H.G.; Schewe, D.M.; Aguirre-Ghiso, J.A. TGF-B2 Dictates
Disseminated Tumour Cell Fate in Target Organs through TGF-β-RIII and P38α/β Signalling. Nat. Cell Biol. 2013, 15, 1351–1361.
[CrossRef]

119. Bruserud, Ø.; Tsykunova, G.; Hernandez-Valladares, M.; Reikvam, H.; Tvedt, T.H.A. Therapeutic Use of Valproic Acid and All-
Trans Retinoic Acid in Acute Myeloid Leukemia—Literature Review and Discussion of Possible Use in Relapse after Allogeneic
Stem Cell Transplantation. Pharmaceuticals 2021, 14, 423. [CrossRef]

120. Kim, Y.; Jeung, H.-K.; Cheong, J.-W.; Song, J.; Bae, S.H.; Lee, J.I.; Min, Y.H. All-Trans Retinoic Acid Synergizes with Enasidenib to
Induce Differentiation of IDH2-Mutant Acute Myeloid Leukemia Cells. Yonsei Med. J. 2020, 61, 762. [CrossRef]

121. Ghiaur, G.; Wroblewski, M.; Loges, S. Acute Myelogenous Leukemia and Its Microenvironment: A Molecular Conversation.
Semin. Hematol. 2015, 52, 200–206. [CrossRef] [PubMed]

122. Ciciarello, M.; Corradi, G.; Loscocco, F.; Visani, G.; Monaco, F.; Cavo, M.; Curti, A.; Isidori, A. The Yin and Yang of the Bone
Marrow Microenvironment: Pros and Cons of Mesenchymal Stromal Cells in Acute Myeloid Leukemia. Front. Oncol. 2019, 9,
1135. [CrossRef] [PubMed]

123. Benito, J.; Ramirez, M.S.; Millward, N.Z.; Velez, J.; Harutyunyan, K.G.; Lu, H.; Shi, Y.-X.; Matre, P.; Jacamo, R.; Ma, H.; et al.
Hypoxia-Activated Prodrug TH-302 Targets Hypoxic Bone Marrow Niches in Preclinical Leukemia Models. Clin. Cancer Res.
2016, 22, 1687–1698. [CrossRef] [PubMed]

124. Van Oosterwijk, J.G.; Buelow, D.R.; Drenberg, C.D.; Vasilyeva, A.; Li, L.; Shi, L.; Wang, Y.-D.; Finkelstein, D.; Shurtleff, S.A.;
Janke, L.J.; et al. Hypoxia-Induced Upregulation of BMX Kinase Mediates Therapeutic Resistance in Acute Myeloid Leukemia. J.
Clin. Investig. 2018, 128, 369–380. [CrossRef]

125. Jensen, P.O.; Mortensen, B.T.; Hodgkiss, R.J.; Iversen, P.O.; Christensen, I.J.; Helledie, N.; Larsen, J.K. Increased Cellular Hypoxia
and Reduced Proliferation of Both Normal and Leukaemic Cells during Progression of Acute Myeloid Leukaemia in Rats. Cell
Prolif. 2000, 33, 381–395. [CrossRef]

126. Portwood, S.; Lal, D.; Hsu, Y.-C.; Vargas, R.; Johnson, M.K.; Wetzler, M.; Hart, C.P.; Wang, E.S. Activity of the Hypoxia-Activated
Prodrug, TH-302, in Preclinical Human Acute Myeloid Leukemia Models. Clin. Cancer Res. 2013, 19, 6506–6519. [CrossRef]

127. Prakriya, M.; Feske, S.; Gwack, Y.; Srikanth, S.; Rao, A.; Hogan, P.G. Orai1 Is an Essential Pore Subunit of the CRAC Channel.
Nature 2006, 443, 230–233. [CrossRef]

128. Yeromin, A.V.; Zhang, S.L.; Jiang, W.; Yu, Y.; Safrina, O.; Cahalan, M.D. Molecular Identification of the CRAC Channel by Altered
Ion Selectivity in a Mutant of Orai. Nature 2006, 443, 226–229. [CrossRef]

129. Sipkins, D.A.; Wei, X.; Wu, J.W.; Runnels, J.M.; Côté, D.; Means, T.K.; Luster, A.D.; Scadden, D.T.; Lin, C.P. In Vivo Imaging of
Specialized Bone Marrow Endothelial Microdomains for Tumour Engraftment. Nature 2005, 435, 969–973. [CrossRef]

130. Eyles, J.; Puaux, A.-L.; Wang, X.; Toh, B.; Prakash, C.; Hong, M.; Tan, T.G.; Zheng, L.; Ong, L.C.; Jin, Y.; et al. Tumor Cells
Disseminate Early, but Immunosurveillance Limits Metastatic Outgrowth, in a Mouse Model of Melanoma. J. Clin. Investig. 2010,
120, 2030–2039. [CrossRef]

131. Feske, S. Calcium Signalling in Lymphocyte Activation and Disease. Nat. Rev. Immunol. 2007, 7, 690–702. [CrossRef] [PubMed]
132. Wolf, I.M.A.; Guse, A.H. Ca2+ Microdomains in T-Lymphocytes. Front. Oncol. 2017, 7, 73. [CrossRef] [PubMed]
133. Man, K.; Gabriel, S.S.; Liao, Y.; Gloury, R.; Preston, S.; Henstridge, D.C.; Pellegrini, M.; Zehn, D.; Berberich-Siebelt, F.;

Febbraio, M.A.; et al. Transcription Factor IRF4 Promotes CD8+ T Cell Exhaustion and Limits the Development of Memory-like T
Cells during Chronic Infection. Immunity 2017, 47, 1129–1141.e5. [CrossRef] [PubMed]

134. Martinez, G.J.; Pereira, R.M.; Äijö, T.; Kim, E.Y.; Marangoni, F.; Pipkin, M.E.; Togher, S.; Heissmeyer, V.; Zhang, Y.C.; Crotty, S.; et al.
The Transcription Factor NFAT Promotes Exhaustion of Activated CD8 + T Cells. Immunity 2015, 42, 265–278. [CrossRef] [PubMed]

135. Oestreich, K.J.; Yoon, H.; Ahmed, R.; Boss, J.M. NFATc1 Regulates PD-1 Expression upon T Cell Activation. J. Immunol. 2008, 181,
4832–4839. [CrossRef]

136. Ritprajak, P.; Azuma, M. Intrinsic and Extrinsic Control of Expression of the Immunoregulatory Molecule PD-L1 in Epithelial
Cells and Squamous Cell Carcinoma. Oral Oncol. 2015, 51, 221–228. [CrossRef]

137. Saudemont, A.; Quesnel, B. In a Model of Tumor Dormancy, Long-Term Persistent Leukemic Cells Have Increased B7-H1 and
B7.1 Expression and Resist CTL-Mediated Lysis. Blood 2004, 104, 2124–2133. [CrossRef]

138. Schneider, H.; Smith, X.; Liu, H.; Bismuth, G.; Rudd, C.E. CTLA-4 Disrupts ZAP70 Microcluster Formation with Reduced T
Cell/APC Dwell Times and Calcium Mobilization. Eur. J. Immunol. 2008, 38, 40–47. [CrossRef]

139. Chen, X.; Cherian, S. Acute Myeloid Leukemia Immunophenotyping by Flow Cytometric Analysis. Clin. Lab. Med. 2017, 37,
753–769. [CrossRef]

140. Wu, Y.; Chen, M.; Wu, P.; Chen, C.; Xu, Z.P.; Gu, W. Increased PD-L1 Expression in Breast and Colon Cancer Stem Cells. Clin. Exp.
Pharmacol. Physiol. 2017, 44, 602–604. [CrossRef]

141. Nair, J.S.; DaFonseca, C.J.; Tjernberg, A.; Sun, W.; Darnell, J.E.; Chait, B.T.; Zhang, J.J. Requirement of Ca2+ and CaMKII for Stat1
Ser-727 Phosphorylation in Response to IFN-. Proc. Natl. Acad. Sci. USA 2002, 99, 5971–5976. [CrossRef] [PubMed]

142. Berthon, C.; Driss, V.; Liu, J.; Kuranda, K.; Leleu, X.; Jouy, N.; Hetuin, D.; Quesnel, B. In Acute Myeloid Leukemia, B7-H1 (PD-L1)
Protection of Blasts from Cytotoxic T Cells Is Induced by TLR Ligands and Interferon-Gamma and Can Be Reversed Using MEK
Inhibitors. Cancer Immunol. Immunother. 2010, 59, 1839–1849. [CrossRef] [PubMed]

http://doi.org/10.1038/ncb2861
http://doi.org/10.3390/ph14050423
http://doi.org/10.3349/ymj.2020.61.9.762
http://doi.org/10.1053/j.seminhematol.2015.03.003
http://www.ncbi.nlm.nih.gov/pubmed/26111467
http://doi.org/10.3389/fonc.2019.01135
http://www.ncbi.nlm.nih.gov/pubmed/31709192
http://doi.org/10.1158/1078-0432.CCR-14-3378
http://www.ncbi.nlm.nih.gov/pubmed/26603259
http://doi.org/10.1172/JCI91893
http://doi.org/10.1046/j.1365-2184.2000.00183.x
http://doi.org/10.1158/1078-0432.CCR-13-0674
http://doi.org/10.1038/nature05122
http://doi.org/10.1038/nature05108
http://doi.org/10.1038/nature03703
http://doi.org/10.1172/JCI42002
http://doi.org/10.1038/nri2152
http://www.ncbi.nlm.nih.gov/pubmed/17703229
http://doi.org/10.3389/fonc.2017.00073
http://www.ncbi.nlm.nih.gov/pubmed/28512623
http://doi.org/10.1016/j.immuni.2017.11.021
http://www.ncbi.nlm.nih.gov/pubmed/29246443
http://doi.org/10.1016/j.immuni.2015.01.006
http://www.ncbi.nlm.nih.gov/pubmed/25680272
http://doi.org/10.4049/jimmunol.181.7.4832
http://doi.org/10.1016/j.oraloncology.2014.11.014
http://doi.org/10.1182/blood-2004-01-0064
http://doi.org/10.1002/eji.200737423
http://doi.org/10.1016/j.cll.2017.07.003
http://doi.org/10.1111/1440-1681.12732
http://doi.org/10.1073/pnas.052159099
http://www.ncbi.nlm.nih.gov/pubmed/11972023
http://doi.org/10.1007/s00262-010-0909-y
http://www.ncbi.nlm.nih.gov/pubmed/20814675


Cells 2022, 11, 543 27 of 28

143. Teixeira, L.K.; Fonseca, B.P.F.; Vieira-de-Abreu, A.; Barboza, B.A.; Robbs, B.K.; Bozza, P.T.; Viola, J.P.B. IFN- Production by CD8+ T
Cells Depends on NFAT1 Transcription Factor and Regulates Th Differentiation. J. Immunol. 2005, 175, 5931–5939. [CrossRef]
[PubMed]

144. Stahl, M.; Goldberg, A.D. Immune Checkpoint Inhibitors in Acute Myeloid Leukemia: Novel Combinations and Therapeutic
Targets. Curr. Oncol. Rep. 2019, 21, 37. [CrossRef]

145. Sehgal, A.; Whiteside, T.L.; Boyiadzis, M. Programmed Death-1 Checkpoint Blockade in Acute Myeloid Leukemia. Expert Opin.
Biol. Ther. 2015, 15, 1191–1203. [CrossRef]

146. Payne, K.K.; Keim, R.C.; Graham, L.; Idowu, M.O.; Wan, W.; Wang, X.-Y.; Toor, A.A.; Bear, H.D.; Manjili, M.H. Tumor-Reactive
Immune Cells Protect against Metastatic Tumor and Induce Immunoediting of Indolent but Not Quiescent Tumor Cells. J. Leukoc.
Biol. 2016, 100, 625–635. [CrossRef]

147. Zhang, L.; Gajewski, T.F.; Kline, J. PD-1/PD-L1 Interactions Inhibit Antitumor Immune Responses in a Murine Acute Myeloid
Leukemia Model. Blood 2009, 114, 1545–1552. [CrossRef]

148. Segovia, M.; Russo, S.; Jeldres, M.; Mahmoud, Y.D.; Perez, V.; Duhalde, M.; Charnet, P.; Rousset, M.; Victoria, S.; Veigas, F.; et al.
Targeting TMEM176B Enhances Antitumor Immunity and Augments the Efficacy of Immune Checkpoint Blockers by Unleashing
Inflammasome Activation. Cancer Cell 2019, 35, 767–781.e6. [CrossRef]

149. Rashidi, A.; Uy, G.L. Targeting the Microenvironment in Acute Myeloid Leukemia. Curr. Hematol. Malig. Rep. 2015, 10, 126–131.
[CrossRef]

150. Behrmann, L.; Wellbrock, J.; Fiedler, W. Acute Myeloid Leukemia and the Bone Marrow Niche—Take a Closer Look. Front. Oncol.
2018, 8, 444. [CrossRef]

151. Karantanou, C.; Godavarthy, P.S.; Krause, D.S. Targeting the Bone Marrow Microenvironment in Acute Leukemia. Leuk. Lymphoma
2018, 59, 2535–2545. [CrossRef] [PubMed]

152. Isidori, A.; Salvestrini, V.; Ciciarello, M.; Loscocco, F.; Visani, G.; Parisi, S.; Lecciso, M.; Ocadlikova, D.; Rossi, L.; Gabucci, E.; et al.
The Role of the Immunosuppressive Microenvironment in Acute Myeloid Leukemia Development and Treatment. Expert Rev.
Hematol. 2014, 7, 807–818. [CrossRef] [PubMed]

153. Hanahan, D.; Weinberg, R.A. Hallmarks of Cancer: The next Generation. Cell 2011, 144, 646–674. [CrossRef] [PubMed]
154. Chae, Y.K.; Dimou, A.; Pierce, S.; Kantarjian, H.; Andreeff, M. The Effect of Calcium Channel Blockers on the Outcome of Acute

Myeloid Leukemia. Leuk. Lymphoma 2014, 55, 2822–2829. [CrossRef] [PubMed]
155. Zhang, H.; Yu, P.; Lin, H.; Jin, Z.; Zhao, S.; Zhang, Y.; Xu, Q.; Jin, H.; Liu, Z.; Yang, W.; et al. The Discovery of Novel ACA

Derivatives as Specific TRPM2 Inhibitors That Reduce Ischemic Injury Both In Vitro and In Vivo. J. Med. Chem. 2021, 64, 3976–3996.
[CrossRef] [PubMed]

156. Wang, J.-X.; Zhang, L.; Huang, Z.-W.; Zhang, X.-N.; Jiang, Y.-Y.; Liu, F.-J.; Long, L.; Xue, M.-J.; Lu, G.; Liu, Q.; et al. Aurora Kinase
Inhibitor Restrains STAT5-Activated Leukemic Cell Proliferation by Inducing Mitochondrial Impairment. J. Cell Physiol. 2020, 235,
8358–8370. [CrossRef] [PubMed]

157. Löwenberg, B.; Muus, P.; Ossenkoppele, G.; Rousselot, P.; Cahn, J.-Y.; Ifrah, N.; Martinelli, G.; Amadori, S.; Berman, E.;
Sonneveld, P.; et al. Phase 1/2 Study to Assess the Safety, Efficacy, and Pharmacokinetics of Barasertib (AZD1152) in Patients
with Advanced Acute Myeloid Leukemia. Blood 2011, 118, 6030–6036. [CrossRef]

158. Yang, J.; Ikezoe, T.; Nishioka, C.; Tasaka, T.; Taniguchi, A.; Kuwayama, Y.; Komatsu, N.; Bandobashi, K.; Togitani, K.;
Koeffler, H.P.; et al. AZD1152, a Novel and Selective Aurora B Kinase Inhibitor, Induces Growth Arrest, Apoptosis, and Sensitiza-
tion for Tubulin Depolymerizing Agent or Topoisomerase II Inhibitor in Human Acute Leukemia Cells in Vitro and in Vivo. Blood
2007, 110, 2034–2040. [CrossRef]

159. Birkenkamp, K.U.; Geugien, M.; Lemmink, H.H.; Kruijer, W.; Vellenga, E. Regulation of Constitutive STAT5 Phosphorylation in
Acute Myeloid Leukemia Blasts. Leukemia 2001, 15, 1923–1931. [CrossRef]

160. Warsch, W.; Kollmann, K.; Eckelhart, E.; Fajmann, S.; Cerny-Reiterer, S.; Hölbl, A.; Gleixner, K.V.; Dworzak, M.; Mayerhofer, M.;
Hoermann, G.; et al. High STAT5 Levels Mediate Imatinib Resistance and Indicate Disease Progression in Chronic Myeloid
Leukemia. Blood 2011, 117, 3409–3420. [CrossRef]

161. Hung, L.-Y.; Tseng, J.T.; Lee, Y.-C.; Xia, W.; Wang, Y.-N.; Wu, M.-L.; Chuang, Y.-H.; Lai, C.-H.; Chang, W.-C. Nuclear Epidermal
Growth Factor Receptor (EGFR) Interacts with Signal Transducer and Activator of Transcription 5 (STAT5) in Activating Aurora-A
Gene Expression. Nucleic Acids Res. 2008, 36, 4337–4351. [CrossRef] [PubMed]

162. Wang, Z.; Mi, T.; Bradley, H.L.; Metts, J.; Sabnis, H.; Zhu, W.; Arbiser, J.; Bunting, K.D. Pimozide and Imipramine Blue
Exploit Mitochondrial Vulnerabilities and Reactive Oxygen Species to Cooperatively Target High Risk Acute Myeloid Leukemia.
Antioxidants 2021, 10, 956. [CrossRef]

163. Chen, Y.; Hui, H.; Yang, H.; Zhao, K.; Qin, Y.; Gu, C.; Wang, X.; Lu, N.; Guo, Q. Wogonoside Induces Cell Cycle Arrest and
Differentiation by Affecting Expression and Subcellular Localization of PLSCR1 in AML Cells. Blood 2013, 121, 3682–3691.
[CrossRef] [PubMed]

164. Wang, W.; Xiao, J.; Adachi, M.; Liu, Z.; Zhou, J. 4-Aminopyridine Induces Apoptosis of Human Acute Myeloid Leukemia Cells
via Increasing [Ca2+]i through P2X7 Receptor Pathway. Cell Physiol. Biochem. 2011, 28, 199–208. [CrossRef] [PubMed]

165. Angka, L.; Lee, E.A.; Rota, S.G.; Hanlon, T.; Sukhai, M.; Minden, M.; McMillan, E.M.; Quadrilatero, J.; Spagnuolo, P.A.
Glucopsychosine Increases Cytosolic Calcium to Induce Calpain-Mediated Apoptosis of Acute Myeloid Leukemia Cells. Cancer
Lett. 2014, 348, 29–37. [CrossRef] [PubMed]

http://doi.org/10.4049/jimmunol.175.9.5931
http://www.ncbi.nlm.nih.gov/pubmed/16237086
http://doi.org/10.1007/s11912-019-0781-7
http://doi.org/10.1517/14712598.2015.1051028
http://doi.org/10.1189/jlb.5A1215-580R
http://doi.org/10.1182/blood-2009-03-206672
http://doi.org/10.1016/j.ccell.2019.04.003
http://doi.org/10.1007/s11899-015-0255-4
http://doi.org/10.3389/fonc.2018.00444
http://doi.org/10.1080/10428194.2018.1434886
http://www.ncbi.nlm.nih.gov/pubmed/29431560
http://doi.org/10.1586/17474086.2014.958464
http://www.ncbi.nlm.nih.gov/pubmed/25227702
http://doi.org/10.1016/j.cell.2011.02.013
http://www.ncbi.nlm.nih.gov/pubmed/21376230
http://doi.org/10.3109/10428194.2014.901513
http://www.ncbi.nlm.nih.gov/pubmed/24628293
http://doi.org/10.1021/acs.jmedchem.0c02129
http://www.ncbi.nlm.nih.gov/pubmed/33784097
http://doi.org/10.1002/jcp.29680
http://www.ncbi.nlm.nih.gov/pubmed/32239704
http://doi.org/10.1182/blood-2011-07-366930
http://doi.org/10.1182/blood-2007-02-073700
http://doi.org/10.1038/sj.leu.2402317
http://doi.org/10.1182/blood-2009-10-248211
http://doi.org/10.1093/nar/gkn417
http://www.ncbi.nlm.nih.gov/pubmed/18586824
http://doi.org/10.3390/antiox10060956
http://doi.org/10.1182/blood-2012-11-466219
http://www.ncbi.nlm.nih.gov/pubmed/23487022
http://doi.org/10.1159/000331731
http://www.ncbi.nlm.nih.gov/pubmed/21865727
http://doi.org/10.1016/j.canlet.2014.03.003
http://www.ncbi.nlm.nih.gov/pubmed/24631520


Cells 2022, 11, 543 28 of 28

166. Yanamandra, N.; Buzzeo, R.W.; Gabriel, M.; Hazlehurst, L.A.; Mari, Y.; Beaupre, D.M.; Cuevas, J. Tipifarnib-Induced Apoptosis
in Acute Myeloid Leukemia and Multiple Myeloma Cells Depends on Ca2+ Influx through Plasma Membrane Ca2+ Channels.
J. Pharm. Exp. Ther. 2011, 337, 636–643. [CrossRef]

167. Diez-Bello, R.; Jardin, I.; Salido, G.M.; Rosado, J.A. Orai1 and Orai2 Mediate Store-Operated Calcium Entry That Regulates HL60
Cell Migration and FAK Phosphorylation. Biochim. Biophys. Acta Mol. Cell Res. 2017, 1864, 1064–1070. [CrossRef]

168. Manteniotis, S.; Wojcik, S.; Göthert, J.R.; Dürig, J.; Dührsen, U.; Gisselmann, G.; Hatt, H. Deorphanization and Characterization
of the Ectopically Expressed Olfactory Receptor OR51B5 in Myelogenous Leukemia Cells. Cell Death Discov. 2016, 2, 16010.
[CrossRef]

169. Yeh, Y.-C.; Parekh, A.B. CRAC Channels and Ca(2+)-Dependent Gene Expression. In Calcium Entry Channels in Non-Excitable Cells;
Kozak, J.A., Putney, J.W.J., Eds.; CRC Press/Taylor & Francis: Boca Raton, FL, USA, 2018; pp. 93–106, ISBN 978-1-315-15259-2.

170. He, X.; Dou, A.; Feng, S.; Roman-Rivera, A.; Hawkins, C.; Lawley, L.; Zhang, J.; Wunderlich, M.; Mizukawa, B.; Halene, S.; et al.
Cyclosporine Enhances the Sensitivity to Lenalidomide in MDS/AML In Vitro. Exp. Hematol. 2020, 86, 21–27.e2. [CrossRef]

171. Borella, G.; Da Ros, A.; Borile, G.; Porcù, E.; Tregnago, C.; Benetton, M.; Marchetti, A.; Bisio, V.; Montini, B.; Michielotto, B.; et al.
Targeting the Plasticity of Mesenchymal Stromal Cells to Reroute the Course of Acute Myeloid Leukemia. Blood 2021, 138, 557–570.
[CrossRef]

http://doi.org/10.1124/jpet.110.172809
http://doi.org/10.1016/j.bbamcr.2016.11.014
http://doi.org/10.1038/cddiscovery.2016.10
http://doi.org/10.1016/j.exphem.2020.05.001
http://doi.org/10.1182/blood.2020009845

	Introduction 
	The Role of Calcium Homeostasis in AML Cell Proliferation and Differentiation 
	Calcium and Cell Cycle Regulation in AML 
	Calcium Channels and Proliferation in AML 
	Implication of Notch and Ca2+ Signaling in AML Proliferation 
	Calcium Involvement in AML Differentiation 
	Calcium and Cell Cycle Regulation in Normal and Cancer Stem Cells (CSCs) 
	Leukemic Stem Cells (LSCs), Relapse, and Calcium: A Possible Link? 
	Future Directions 

	Mitochondria, Calcium, and AML 
	Normal Hematopoiesis 
	LSCs and AML 
	Mitochondrial Calcium and Its Implication in Cancer Mechanisms 
	Isocitrate Dehydrogenase in AML 

	Calcium, Microenvironment, and AML Cells 
	Role of the Endosteal Niche 
	Modulation by Retinoic Acid (RA) 
	The Vascular Niche 
	Immune Escape 

	Calcium Signaling in AML Treatment: A New Hope? 
	Chemotherapies, Calcium, and Mitochondria 
	Modulation of ER Calcium Stores 
	Chemotherapies Impacting Calcium Influx 
	Future Directions 

	References

