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Abstract
The bonemarrowmicroenvironment (BMME) regulates hematopoiesis through a complex network of cellular andmolecular compo-
nents. Hematologic malignancies reside within, and extensively interact with, the same BMME. These interactions consequently alter
both malignant and benign hematopoiesis in multiple ways, and can encompass initiation of malignancy, support of malignant pro-
gression, resistance to chemotherapy, and loss of normal hematopoiesis. Herein, we will review supporting studies for interactions of
the BMME with hematologic malignancies and discuss challenges still facing this exciting field of research. © 2021 The Authors. JBMR
Plus published by Wiley Periodicals LLC on behalf of American Society for Bone and Mineral Research.
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Introduction

The bone marrow microenvironment is at the core of
normal blood cell production

The bone marrow microenvironment (BMME) encompasses the
cellular and extracellular components that cooperate to regulate
maintenance of the skeleton and hematopoiesis. Postnatally, all
blood cells arise from multipotent hematopoietic stem cells
(HSCs)(1) with the vast majority of these cells located in the bone
marrow (BM). The HSC “niche” is typically thought of as a site in
the bone where HSCs reside when not circulating, and where
they receive signals from a complex network of cells to remain
quiescent, self-renew, or differentiate into one of multiple hema-
topoietic lineages.(2) Today, we know that several HSC niches
exist in different areas within the BM, including the arteriolar
and sinusoidal niches, which are composed ofmultiple and often
overlapping stromal and hematopoietic cell types. However, dif-
ferent variations of the niches are more specialized in the pro-
duction and maturation of the various types of committed

hematopoietic progenitors, such as common myeloid and com-
mon lymphoid progenitors.

The described cellular and molecular components of the HSC
niche(3) are continuously expanding, and today include both
endosteal and endothelial components such as: mesenchymal stro-
mal cells (MSCs),(4–6) arteriolar(7) and sinusoidal(8,9) endothelial cells
(ECs), osteoblasts (OBs),(10–13) spindle-shaped N-cadherin+CD45�

osteoblastic cells (SNO cells),(12) macrophages,(14) megakaryo-
cytes,(15) T cells,(16) the sympathetic nervous system (SNS) through
β-adrenergic signaling,(17,18) perivascular stromal cells(19) including
LepR+ skeletal stem cells,(20) chemokine (C-X-C motif) ligand
12 (CXCL12)-abundant reticular (CAR) cells,(21) skeletal lineage
cells,(22) Schwann cells,(23) and adipocytes.(24,25) These niche cells
produce numerous regulatory factors that are vital for HSC quies-
cence and regeneration, and control of differentiation, including
various cell-surface proteins, extracellular cytokines, and inflamma-
tory molecules, such as CXCL12,(5,21) angiopoietin-1 (Ang-1),(26)

thrombopoietin (TPO),(27) stem cell factor (SCF),(28) C-C motif che-
mokine ligand 3 (CCL3),(29,30) and angiogenin (ANG),(31) as well as
variable oxygen tension and reactive oxygen species (ROS).(32–34)
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Hematological malignancies have reciprocal interactions
with BM cell signals

The BMME plays a critical role in the development of malignant
hematopoiesis and leukemic progression in various mouse
models. Alterations to normal microenvironment signaling can
initiate hematologic malignancies, in conjunction with leukemic
BM then contributing signals that alter hematopoietic regula-
tion. Interactions with the BMME can also allow leukemic cells
to escape chemotherapy treatment.(35) Therefore, in addition to
classically targeting cell-intrinsic mechanisms through chemo-
therapy, targeting the leukemic cell-extrinsic microenvironment
may be therapeutically beneficial.(36–38) Despite the distinct bio-
logical differences among subtypes of leukemia, they all reside in
the BM and involve BMME alterations and interactions, especially
with cells that compose the HSC niche. For these reasons, inves-
tigation of microenvironmental dysfunction from one type of
leukemia may be broadly applicable across multiple hemato-
logic malignancies. In this review we discuss the BMME as it
applies across various types of leukemias.

Microenvironment Support for the Initiation of
Malignant Hematopoiesis

It has become well-established that a disruption of homeostasis
in the BMME can initiate leukemia in murine models. It was orig-
inally thought that leukemia develops solely from cell-intrinsic
mechanisms, such as somatic mutations, leading to cancer.
Although this is an important mechanism of disease initiation,
the other cellular components of the BMME are also susceptible
to dysfunction caused by aging and chronic inflammation, and
can play an important role in the induction of malignant hemato-
poiesis and leukemias; therefore, a knowledge of HSC-extrinsic
mechanisms may be important for understanding leukemia
pathogenesis. In murine models, several specific genetic alter-
ations to the microenvironment have been shown to lead to
myeloproliferative disease, even when healthy BM HSCs (from
wild-type mice) were transplanted into the diseased
BM. Support for leukemic development from the BMME thus
far has largely been focused on ECs and the osteolineage cells,
including MSCs and OBs. Last, changes that occur in aged BM
contribute to the development of leukemias. Although there
are barriers to studying leukemic development in humans, the
use of mouse models has given insight to the importance of
BM microenvironmental signaling to the development of hema-
tological malignancies (Figure 1).

Aberrant signaling in the BMME can result in
myeloproliferation

Retinoic acid receptors (RARs) are nuclear hormone receptors
implicated in the generation of HSCs and normal hematopoiesis.
The deletion of the retinoic acid receptor-γ (RAR-γ) in mice, using
a homozygous mutant null mouse for the Rarg gene, led to the
development of a myeloproliferative-like syndrome (MPS-
like).(39) When BM from wild-type mice was transplanted into
Rarg�/� mice, the MPS-like phenotype occurred, featuring over-
production of granulocytes and granulocyte/macrophage pro-
genitors in the BM, spleen, and peripheral blood. In contrast,
when Rarg�/� BM was transplanted into wild-type recipients,
hematopoiesis was restored to normal. Therefore, the presence
of signaling from this receptor in the BMME will dictate whether

MPS-like symptoms will form, even when the HSCs are normal
and healthy.

Under stress conditions, cell-cycle proteins such as the retino-
blastoma protein (Rb)-family proteins influence HSCs to leave
quiescence, and cycle for production of the myeloid or lymphoid
lineage cells.(40) When the Rb gene was deleted in the BMME
using an interferon (IFN)-inducible Mx1-Cre+pRbΔ/Δ mouse
model, a myeloproliferative phenotype was observed; this was
accompanied by profound mobilization of HSCs from the
BM.(41) In contrast, deletion of Rb in HSCs alone resulted in only
subtle changes in hematopoiesis.(42) The myeloproliferation
observed inMx1-Cre+pRbΔ/Δmice may be attributed to dysfunc-
tional cellular interactions in the BMME, from altered crosstalk
between the niche cells and Rb-deficient myeloid-derived cells.

Notch signaling is necessary for hematopoiesis and is associ-
ated with β-catenin signaling in BM cells local to the HSC
niche.(11,43,44) When conditional knockout mice were generated
to have inactive Mind bomb-1 (Mib1), a protein involved in the
endocytosis of the Notch ligand, by use of a cyclic
recombinase–locus of x-over (Cre-Lox) system under the control
of the promoters MMTV and Mx1, defective Notch signaling
occurred and resulted in MPS-like disease.(45) Additionally,
MPS-like disease still formed upon transplantation of wild-type
BM into the Mib1-null mice, providing evidence for the contribu-
tion of Notch signaling in the BMME to the disease pathogenesis.
Together, these studies have demonstrated that a single genetic
alteration to BM signaling can provide a cellular environment
with sufficient support to develop myeloproliferative diseases,
without an oncogenic mutation in the HSCs.

Leukemogenesis can arise from alterations to various
BM cells

Mutations in osteoprogenitors alone have led to leukemic condi-
tions in mouse models. The deletion of the ribonuclease III
enzyme Dicer1 from mouse osteoprogenitors, through the use
of Cre recombinase driven by the osterix promoter (Osx-Cre),
led to myelodysplasia (MDS) (reduced blood cell counts with
abnormalities detected in at least one blood cell lineage) and
phenotypes typical of acute myeloid leukemia (AML), such as
the accumulation of immature blood cells.(46) On the other hand,
this was not observed when Dicer1 was deleted from mature
OBs, by using a Cre recombinase driven by the osteocalcin pro-
moter. Moreover, due to the Dicer1 deletion, lower levels of
Shwachman-Bodian Diamond syndrome (SBDS) ribosome matu-
ration factor were expressed in the osteoprogenitors, and when
the Sbds gene was deleted from osteoprogenitors through
Osx-Cre in a subsequent experiment, it again resulted in amyelo-
dysplasia, confirming the role of this signaling pathway in the
disease pathogenesis.

In murine osteoprogenitors and MSCs, a mutation of the gene
Ptpn11, causing activation of the protein tyrosine phosphatase
SHP2, can lead to myeloproliferative neoplasm and subsequent
leukemogenesis, and this effect was not seen if SHP2 was simi-
larly activated in mature osteolineage cells.(47) As a result of this
mutation in the progenitors, high levels of the protein CCL3, also
called macrophage inflammatory protein-1 alpha (MIP-1α), are
secreted to the BMME, altering the HSC niche by recruiting
monocytes and elevating the levels of proinflammatory cyto-
kines in the local microenvironment. Another study confirmed
that this inflammatory signaling pathway is upregulated across
a variety of human pre-leukemic syndromes, and it predicted
leukemic progression and prognosis in MDS.(48) These studies

JBMR Plus (WOA)n 2 of 10 SOTO ET AL.



demonstrate that osteoprogenitors regulate normal hematopoi-
esis and can lead to a neoplastic pre-leukemic disease when
mutated or dysfunctional.

Mature OBs with mutations have been found to be capable of
initiating leukemia. Expression of a constitutively active
β-catenin in mouse OBs resulted in overexpression of the Notch
ligand Jagged1 (JAG1), and subsequent development of AML.(43)

Furthermore, inhibition of the Notch pathway in an AML model
lessened leukemic development. Additionally, the Jag1-Notch
signaling pathway was further confirmed to be upregulated in
the OBs of over one-third of human AML patients. Therefore,
JAG1 is necessary for normal hematopoiesis, dysregulated Notch
signaling in the BMME may contribute to the development of

leukemias, and targeting this signaling pathway presents a ther-
apeutic technique to slow disease progression in humans.

ECs are a major component of all HSC niches, lining the vessel
walls of the arterioles and sinusoids, and participating in the
hematopoietic signaling network. Deletion of the gene for
the receptor subunit glycoprotein 130 (gp130), a component of
the receptors for interleukin 6 (IL-6) family of cytokines, by use
of a Cre/loxP-mediated recombination driven by the Tie2 pro-
moter (Tie2-Cre), resulted in BM dysfunction and myeloprolifera-
tion.(49) These hematopoietic defects were observed when
gp130 remained expressed by other stromal cell types, support-
ing a role unique to ECs in homeostatic blood cell production. To
note, in this model, gp130 was also deleted in the hematopoietic

Fig. 1. Malignant cells interact with the BMME at the HSC niche: HSC niches in the BM are endosteal and perivascular. The bone surface is covered with
osteoblastic lineage cells, including OBs and osteoclasts. Arterioles (cross-sectional view) and sympathetic nerves are the site of the arteriolar niche, spa-
tially located with Nestin-GFPhi MSCs and NG2+ pericytes, which secrete factors for HSC maintenance such as SCF. Closer to the center of the BM are sinu-
soids (cross-sectional view), where a sinusoidal HSC niche is comprised of CAR/LepR+ cells, Nestin-GFP-lo MSCs, perivascular fibroblasts/NG2+ pericytes,
and megakaryocytes. HSCs, LSCs, and progeny extravasate through the sinusoids to circulation for hematopoiesis. HSCs adhere at the niche, and this
maintains quiescent reserve HSCs and provides signals for self-renewal. During malignancy: (i) LSCs can occupy the niche, by adhering to E-selectin on
ECs, where stromal cells and fibroblasts confer signals that contribute to chemotherapy resistance, (ii) ECs, fibroblasts, osteoblast lineage cells, and mega-
karyocytes secrete excess CXCL12 to the BMME, (iii) ECs secrete miR-126, which promotes LSC self-renewal, (iv) leukemia cells secrete exosomes that sup-
press stromal cell function and osteoblast development, (v) loss of sympathetic nerves is linked to loss of support for Nestin+MSCs, (vi) immune cells such
as Tregs and leukemia-supportive macrophages provide immunosuppressive signals, (vii) leukemic blasts accumulate in the BMME around the HSC
niches, where they secrete excess CCL3, TNF, and TPO, (viii) there is an increase in inflammatory signaling, such as IFN-γ and IL-1 and, (ix) CCL3 leads
to the formation of defective osteoblasts. Abbreviations: BM, bonemarrow; BMME, bonemarrowmicroenvironment; CAR/LepR+, CXCL12-abundant retic-
ular cells and leptin receptor+ cells; CCL3, C-C motif chemokine ligand 3; CXCL12, chemokine (C-X-Cmotif) ligand 12; EC, endothelial cell; GFP, green fluo-
rescent protein; HSC, hematopoietic stem cell; IFN-γ, interferon γ; IL-1, interleukin 1; LSC, leukemia stem cell; miR-126, microRNA-126; MSC, mesenchymal
stromal cell; NG2, Neuron-Glial Antigen 2; OB, osteoblast; SCF, stem cell factor; TNF, tumor necrosis factor; TPO, thrombopoietin; Treg, T regulatory cell.
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cells, as they too are targeted by Tie2-Cre; however, when wild-
type BM was transplanted into gp130-deficient BMME the
hematopoietic defects were replicated.(49) This confirmed the
importance of gp130 on BM ECs alone as an HSC-extrinsic
regulator in the BMME that is required for normal hematopoiesis,
and that a myeloproliferative disorder can result from EC
dysfunction or alteration.

Aged BMME as a risk factor for leukemic initiation

Hematological malignancies commonly develop and are diag-
nosed in older individuals.(50–53) This is attributed in part to
aged HSCs, which become genetically and epigenetically
altered due the natural accumulation of spontaneous somatic
mutations over time, leading to the development of clonal
hematopoiesis from mutations that confer a dominant prolif-
erative phenotype.(54) However, the following cell-extrinsic
mechanisms within the aging BMME also contribute to malig-
nancy initiation.

Chronic inflammation increases with age, sometimes referred
to as the phenomenon of “inflammaging”. This results in a
higher percentage of white blood cells present in the BM, secret-
ing a higher concentration of inflammatory cytokines.(55) For
example, extended exposure to high levels of proinflammatory
signaling by ILs, that occurs during “emergency” hematopoiesis,
affects HSC differentiation during chronic inflammation,(56)

although it is still unknown whether this is sensed directly by
the HSCs or conferred through alterations in BMME signaling.

MSCs decrease in number and functionality with aging, as
they become senescent,(57) including a reduced capacity to dif-
ferentiate to osteogenic cells; instead, they produce an above-
normal ratio of adipocytes in the BMME.(58) Increased adipose
tissue and ectopic deposition of lipids can remodel the niche
architecture, and increase inflammation in the BM, thereby
reducing niche function as has been observed by a lessened
capacity for hematopoietic reconstitution.(24,59)

There is a well-described tendency toward the production of
myeloid cells by the aged hematopoietic system, referred to as
“myeloid bias”. Vascular remodeling occurs with aging in the
BM, and this manifests as a decreased number of arterioles with
fewer Nestin+MSCs to support the HSC niche.(60) In addition, the
endosteal arterioles contract while the Notch ligand Jag2
increases at the sinusoids; together, this directs the location of
HSCs towards the sinusoidal niche.(61) The arteriolar niche is pref-
erential to production of lymphoid progenitors from HSCs,(62) so
this loss of arteriolar niche signaling contributes to the shift
toward myelopoiesis displayed in aging. Additionally, signaling
from the inflammatory cytokine “regulated on activation, normal
T cell expressed and secreted” (Rantes) has been found to pro-
mote myeloid bias in aged BM, and when aged HSCs are placed
in a young BMME the overproduction of myeloid cells is
reduced.(63)

Aged macrophages play a role in the bias toward the produc-
tion of megakaryocytes by aged HSCs through increased IL-1β
production in the BM.(64) The skewedmyelopoiesis, and dysfunc-
tion of aged BMmacrophages, also results in the accumulation of
senescent neutrophils in the BM, further driving HSC niche dys-
function in aging.(64) Aged neutrophils that infiltrate the HSC
niche are dysfunctional in their homeostatic role in the clearance
of dying cells in the BM, and this distorts signaling that controls
the circadian-rhythm related egress of hematopoietic progeni-
tors to and from circulation.(65)

Barriers to the study of the BMME

There are inherent difficulties when using murine models for
study of the leukemic initiation and progression in the BMME.
Cell specificity of the Cre strains is one such caveat to be aware
of when designing studies.(66) Of note, it is unclear why hemato-
logic malignancy induced in mouse models by alterations to the
microenvironment has largely been of myeloid rather than lym-
phoid origin. Perhaps myeloid differentiation is more sensitive to
signals from the BMME, and therefore to microenvironmental
dysfunction. It is also possible that this occurs because many of
the deregulated BMME factors have included inflammatory cyto-
kines, which favor myeloid cell expansion.(67) Alternatively, or
additionally, this may be due to the specific inbred strains of
mice used, typically C57BL/6; however, this strain has been more
commonly predisposed to the natural development of lymphoid
malignancies.(68) Ultimately, the rationale behind these predis-
positions has not been elucidated; spontaneous and extrinsically
induced malignancies differ, and further research into the mech-
anisms of extrinsic and intrinsic leukemic initiation is still needed,
as well as confirming these findings on additional strains of mice.

Studying the contribution of the BMME to disease develop-
ment in humans has been hindered for multiple reasons; for
example, the leukemic cells express many of the same markers
that would be used to identify mature blood cells, and perform-
ing BM biopsies removes the cells from the architecture of the
niche and thereby away from the signals that drive dysfunction.
Because of such barriers to studying the role of the BMME
directly in leukemia patients, the majority of the research per-
formed has made use of murine models of disease. Therefore,
confirmation of these findings using human in vitro disease
models, and in human clinical studies, is paramount for transla-
tional applications. Nevertheless, these studies highlight the
importance of the BMME in the regulation of normal hematopoi-
esis, and present an intriguing potential for novel pharmacolog-
ical targets in leukemias.

Leukemic Progression and Chemoresistance

The BMME becomes dramatically altered during leukemia; this
has been demonstrated in multiple murine models of leukemia
and is very well-established in humans in hematological diseases
such asmultiplemyeloma, amalignancy of plasma cells.(69) Many
of these changes, induced by the presence of malignant cells,
overlap with the types of BMME dysfunction that can initiate leu-
kemia; for example, abnormal cytokine signaling, MSC and
osteolineage cell dysfunction, and vascular remodeling occur in
MDS.(70,71) Such alterations support disease progression by pro-
viding a permissive environment for the replication of leukemic
cells, as well as a haven for leukemic stem cells (LSCs) at the
HSC niche during chemotherapy.

LSCs can escape chemotherapy at an HSC niche

Cancer stem cells (CSCs), which can self-renew and initiate a
malignancy, were first discovered in leukemia,(72,73) and the con-
cept is now applied to many solid tumors. LSCs, also called
leukemia-initiating cells (LICs), are the CSCs of leukemia; they
can become quiescent at the HSC niche and escape chemother-
apy, and these cells must be eradicated in order to clear the dis-
ease from being able to reconstitute to relapse.(74) They replicate
to produce more leukemic cells, although differentiation to nor-
mal hematopoietic lineages is blocked, producing an immature
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leukemic blast that may often express many markers of normal
blood cells but does not act functionally as a fully differentiated
hematopoietic cell.

Interaction with the BMME is capable of conferring chemo-
therapy resistance to malignant cells in the BM; leukemic cells
that reside near the endosteum are selectively retained following
treatment with chemotherapeutics.(75) BM stromal cells have
been well-described to confer chemoresistance to AML cells, this
has been primarily reported using in vitro co-cultures.(76–78) In
in vivo models of both acute lymphoblastic leukemia (ALL) and
AML, very late antigen-4 (VLA-4)/vascular cell adhesion protein
1 (VCAM-1) signaling activated nuclear factor κB (NF-κB) in MSCs
and contributed to chemoresistance in LSC populations.79) How-
ever, the precise population of cells and molecular mechanisms
involved in chemoresistance have only recently begun to be
elucidated.

Cancer-associated fibroblasts (CAFs) have been found to sup-
port chemoresistance and, in the solid tumor microenvironment,
they correlate with poor prognosis.(80) This has also been found
to occur in B cell acute lymphoblastic leukemia (B-ALL), where
CAFs are derived from MSCs(81); these CAFs transfer mitochon-
dria to B-ALL cells to rescue them from chemotherapy-induced
ROS stress, and this process is reversible by using microtubule
inhibitors. Furthermore, CAFs have been previously implicated
to be supportive in the pathology of multiple myeloma.(82) The
concept that there are different subsets of fibroblasts, where
some have an immunosuppressive phenotype while others do
not support cancer progression, may be applicable to other cell
types in the microenvironment. This is an expanding area of
research, especially as the use of new methods, such as single-
cell RNA sequencing technology, emerges.

ECs have been shown to maintain chronic myelogenous leu-
kemia (CML)-initiating cells in a more quiescent state in a murine
model, and targeting the adhesionmolecule E-selectin on vascu-
lature may be a novel way to improve disease progression in
myeloid leukemia.(83) Inhibition of E-selectin in combination with
imatinib treatment has been shown to prolong survival of mice
with CML.(84) A similar phenomenon was also observed in AML,
with E-selectin inhibition coupled with chemotherapy, where
leukemic mice doubled their survival time compared to animals
receiving chemotherapy alone.(37) Furthermore, ECs have been
shown to produce large amounts of microRNA-126 (miR-126) in
CML, and targeting of miR-126 enhances the effectiveness of
tyrosine kinase inhibitors, thereby reducing LSC populations in
human CML xenografts.(85) Additionally, the expression of
CXCL12 by ECs has been shown to be important in the mainte-
nance and chemoresistance of T cell acute lymphoblastic leuke-
mia (T-ALL).(86) Thus, EC and MSC interactions with LSC
populations highlight a therapeutic opportunity to improve
response to traditional chemotherapy and reduce the rate of
relapse.

Inflammatory signals promote leukemic progression

In amodel of CML, transgenicmice expressing the BCR/ABL (Phil-
adelphia Chromosome) translocation in hematopoietic stem and
progenitor cells (HSPCs) displayed BMME dysfunction that selec-
tively supports LSCs over normal HSPCs.(87) This altered support
was attributable to the presence of high concentrations of the
inflammatory chemokines CCL3/MIP-1α and CCL4/MIP-1β, as
well as the cytokines IL-1α, IL-1β, and tumor necrosis factor α
(TNF-α), in the BM of leukemic mice.(87) CCL3 was also produced
by a basophil lineage cell and was critical for maintenance of an

LSC population during CML.(88,89) CCL3 has been shown to medi-
ate microenvironmental support for LSCs by causing a severe
osteoblastic defect in a murine model of blast crisis CML (bcCML)
that is suggested to be CCL3 dependent.(29) Furthermore, it also
alters differentiation of MSCs to produce an expanded and func-
tionally deficient OB population during chronic-phase CML.(90)

Loss of osteoblastic cells has previously been shown to result in
accelerated leukemic progression in a CML model, suggesting
that leukemia-induced osteoblastic dysfunction contributes to
microenvironmental support for leukemic cells.(10) Finally, inhibi-
tion of CCL3 signaling in the BMME reduced leukemic burden in
a murine bcCMLmodel, when mice were treated with Maraviroc,
a US Food and Drug Administration (FDA)-approved CCR5 inhib-
itor (a receptor for CCL3), using a BM targeted nanoparticle deliv-
ery system.(91)

LSCs produce TNF-α, and this upregulates the NF-κB pathway
in an autocrine manner, worsening disease progression in AML
and CML.(92,93) Furthermore, leukemic cells can polarize macro-
phages to a leukemia-supportive phenotype through growth
factor independence 1 (Gfi1),(94) a transcription factor necessary
for the regulation of normal hematopoiesis that has been previ-
ously linked to leukemic development.(95,96)

Increased inflammation supports chemoresistance

When crosstalk betweenmacrophages andMSCs is dysregulated
in disease, it can promote retention of LSCs and escape from che-
motherapy.(97) It has been shown that a depletion of macro-
phages mobilizes HSCs,(98) demonstrating their role in
controlling HSC retention. Macrophages secrete inflammatory
prostaglandin E2, signaling to Nestin+ MSCs to secrete CXCL12,
Ang-1, and VCAM-1,(6,14,99) which are HSC/LSC retention factors
and control HSC homing as shown in live tracking studies.(100)

Monocytes expressing alpha-smooth muscle actin (α-SMA+) also
stimulate the same prostaglandin E2 signaling to Nestin+

MSCs.(101) Therefore, increased concentrations of CXCL12 in the
BMmay lessen the normal mobilization of HSCs, as well as leuke-
mic cells, leading to retention in the BM and resistance to
chemotherapy.(97)

Around one-third of CD4+ T cells in the BM are regulatory T
cells (Tregs) (CD4+, CD25+, FOXP3+), as compared to approxi-
mately one-tenth of the cells present in the spleen.(102) Tregs
suppress myeloid differentiation of HSPCs, where they colocalize
in the endosteum, and have been shown to regulate normal B
cell lymphopoiesis.(103) However, the presence of a higher per-
centage of Tregs in the BM can lead to an immune permissive
environment where less immune cells will effectively attack the
leukemic cells,(16) and this may provide some resistance to
immunotherapy.

Microenvironmental Alterations Cause a Loss of
Normal Hematopoiesis

Changes in the BMME occur with the development of hemato-
logical malignancies, leading to HSC niche dysfunction, and,
thereby, result in the loss of normal hematopoiesis. Signals from
leukemic cells lead to BMME remodeling, and the creation of a
self-reinforcing leukemic niche through positive feedback signal-
ing loops. The loss of normal hematopoiesis may eventually
cause pancytopenia, hemorrhage, and infections, leading to
much of the morbidity and symptoms associated with leuke-
mias. Therefore, research of the BMME in hematological
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malignancies is lending to the development of
“nichotherapies”,(104) in concert with chemotherapies, to
improve prognosis by slowing disease progression and retaining
support for normal hematopoiesis.

The endosteal niche is remodeled by malignancy

In an immunocompetent mouse model of AML, OBs were signif-
icantly inhibited by a factor secreted by the leukemic cells, sug-
gested to be the chemokine CCL3, that was also confirmed to
be increased in the BM of primary patient samples of AML.(29)

Additionally, during a murine model of myeloproliferative neo-
plasia, MSCs differentiated into functionally-altered osteoblastic
lineage cells due to signals from leukemic myeloid cells that
include TPO and CCL3, among other local paracrine signals, driv-
ing the expansion of the osteoblastic lineage cells. This creates
an endosteal leukemic niche that supports inflammation and
fibrosis, while losing important hematopoietic signals such as
transforming growth factor β (TGF-β) and other HSC retention
factors,(90) favoring LSCs over normal HSCs. Because the chemo-
kine CCL3 has been demonstrated to be involved in BMmicroen-
vironmental dysfunction in multiple leukemic models and is not
critical for the maintenance of non-leukemic HSCs,(30) it could be
an intriguing therapeutic target.

To date, the nature of the cell types that form the endosteal
niche is not clear. A recent study described that there are at least
five different types of skeletal-derived cell types that line endos-
teal surfaces, four of these co-express CD51+, lack Sca-1 expres-
sion, and can be further subdivided by their expression of
platelet-derived growth factor receptor α (PDGFRα) and
PDGFRβ.(22) These four novel skeletal cell types have been shown
to have distinct functional potential, including support of B lym-
phopoiesis, and some of these cell types express high levels of
HSC regulatory molecules. Multiplex immunofluorescence stud-
ies revealed that the four populations of CD51+ Sca-1� cells
localized to the growth plate and/or trabecular, but not cortical,
endosteal bone surfaces in tibias of mice. Furthermore, mature
cuboidal osteoblasts lined trabecular and cortical bone and were
shown to be CD51�.(22) Hence, there are a hierarchy of cell types
that line the endosteal surface and further studies of their roles in
regulating hematopoiesis, including HSCs, and their responses to
hematopoietic malignancies are warranted.

Leukemic exosomes secreting messenger RNAs (mRNAs) to
the microenvironment in AML remodel the HSC niche.(105) When
mice were preconditioned with leukemic exosomes in the BM,
the disease progressed more rapidly, and osteolineage cells
had blunted development through the induction of Dickkopf
Wnt signaling pathway inhibitor 1 (DKK1) overexpression. Addi-
tionally, factors that support the normal HSC niche, including
CXCL12, were downregulated in stromal cells after exposure to
AML-derived exosomes, suppressing normal hematopoiesis
and promoting a niche that is more permissive to malignant cell
growth.

Intravital microscopy studies using a mouse model of T-ALL
revealed that the leukemic cells destroyed OBs, thereby altering
the endosteal niche.(106) A loss of OBs was also observed in sec-
tions of human T-ALL BM trephine biopsies. Moreover, SNS sig-
naling is disrupted due to development of sympathetic
neuropathy in an mixed lineage leukemia (MLL)/AF9 model of
AML,(107) leading to niche dysfunction by reducing differentia-
tion of Nestin+ MSCs, a key perivascular cell signal for HSC self-
renewal and maintenance. Such SNS signaling is also perturbed
in myeloproliferative neoplasms (MPNs) in humans, and the

ablation of Nestin+ MSCs caused an expansion of myeloprolifer-
ative progenitor populations in a mouse model of MPN.(108)

The endosteal vascular niche is remodeled in a murine model
of AML by leukemia cell-secreted anti-angiogenic and inflamma-
tory cytokines including TNF and CXCL2.(38) Together, these
impair the ability to sustain normal hematopoiesis as the endos-
teal niche loses cells that support normal HSC maintenance, due
to damage to stromal cells, ECs, and OBs. The use of therapeutic
deferoxamine or genetic targeting to protect the endosteal vas-
culature was able to rescue some HSC loss and slow disease pro-
gression, highlighting the importance of endosteal vasculature
to contribute to a normal functioning endosteal HSC niche. Addi-
tionally, leukemic precursor cells caused remodeling of the niche
by CLXL12 reduction, leading to a growth advantage to ALL cells
over normal hematopoietic cells in a human ex vivo co-culture
study.(109) Finally, a common complication after therapies such
as chemotherapy or radiation is the bone loss secondary to
inflammation, altering the production of myeloid lineage
cells.(41,110)

Chronic inflammation contributes aberrant signals

During long-term stress response, caused by a lack of mature
blood cells during leukemia, and/or by the loss of blood cells
after chemotherapy, HSPCs are prompted to increase blood cell
production by responding to incoming inflammatory signals
and cytokines, such as IFNs.(111) This stimulates “emergency”
hematopoiesis, especially for short-lived cells such as granulo-
cytes that cannot undergo clonal expansion.(112) In mouse
models of BMME-induced blood cell malignancies an inflamma-
tory phenotype has also been observed, such as in the RAR-γ and
Rb deficient mice.(39,41) However, chronic signaling for such
hematopoiesis can lead to HSC exhaustion, and/or a loss of the
HSC pool, where HSCs are no longer able to self-renew to pro-
duce the primary differentiated cells that are the progenitors to
the lymphoid and myeloid lineages.(113) Therefore, inflammatory
signals from immune cells may contribute to a loss of hemato-
poiesis when these signals are prolonged in the BMME during
leukemia.

Chronic proinflammatory responses can increase the number
of active HSCs that have decreased functionality.(114) During dis-
ease, antigens on leukemic cells can activate T cells to become
effector T cells (CD8+), and it has been shown that some T cells
may be activated to attack leukemic cells,(115) though this is
dampened in an immune permissive environment when high
levels of Tregs are present during leukemias.(116) Cytotoxic effec-
tor CD8+ T cells (CTLs) also secrete the proinflammatory cytokine
IFN-γ, which can directly and/or indirectly stimulate HSPCs to
proliferate; for example, IFN-γ activates MSCs to secrete IL-6,
which in turn has been shown to induce proliferation of LSCs in
a murine CML model.(117) Immune cells also produce IL-6, such
as T cells and B cells, and IL-6 signaling has been shown to pro-
gress disease in a CML model through a paracrine proinflamma-
tory positive feedback loop.(118)

The inflammatory cytokine IFN-γ is secreted by activated T
cells and macrophages during normal immune response, and it
can also stimulate quiescent HSCs to actively replicate.(119) Fur-
thermore, elevated IFN-γ has negative impacts on the stemness
and engrafting capabilities of HSCs, while increasing prolifera-
tion of HSPCs.(120) The signaling from IFN-γ stimulates the
expression of BST2, an E-selectin ligand, on HSCs, leading them
to move away from the CAR cells that are vital to retain their qui-
escence.(121) Additionally, HSPCs with mutant DNMT3a are
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particularly responsive to IFN-γ signaling, a mechanism that
allows them to drive premalignant clonal hematopoiesis.(122)

Both T cells and B cells also secrete TNF-α, a major proinflamma-
tory cytokine, which, like IFN-γ, has been shown to repress func-
tional hematopoiesis,(123) and these cell types are persistent
during chronic inflammation. Both TNF-α and IFN-γ have been
shown to be elevated in patients with MDS.(124)

The HSC niche microenvironment is affected across
leukemia types

These studies support the concept that the recovery of normal
hematopoiesis from leukemia-induced impairment requires
not only elimination of leukemic cells, but also restoration of
the normal BMME; combination therapies that include target-
ing the microenvironment will add benefit over traditional
chemotherapy to leukemic cells. Additionally, although a
large variety of cell populations are involved in BM dysfunc-
tion during leukemia, there are consistent features that
emerge, namely the involvement of MSCs, osteolineage cells,
and ECs, and inflammatory signaling, suggesting that thera-
peutic targets may exist that would be effective across multi-
ple leukemic subtypes.

Conclusions

The studies reviewed herein, largely performed in mouse
models, reveal that leukemias of both myeloid and lymphoid ori-
gin reside in the BM and interact extensively with the BMME. The
cellular populations and several molecular mechanisms involved
in leukemic progression also often overlap, with mesenchymal
lineage cells and endothelial cells being common targets of
leukemia-derived inflammatory signals (CCL3, TNF, CXCL12)
identified across multiple leukemic subtypes. Therefore, contin-
ued investigation into these possible novel therapeutic targets
that have the potential to affect multiple subtypes of leukemia
is critical.

Hindering these research efforts is the lack of a reliable in vitro
model of the human leukemic BMME, although there are models
that have moved the field closer to being able to mimic the
human leukemic BMME. One such model used subcutaneous
humanized ossicles to engraft human HSPCs and primary AML
samples in mice with a more relevant human BMME.(125) This
model and the development of others will be useful in the valida-
tion of findings generated in mouse models, with a direction to
translational human studies.

To note, BMME-induced hematological malignancies, in
murine research, have resulted primarily in MPS-like disease that
in some cases can progress to fully transformed acute leukemia,
and do not typically result in a de novo AML/ALL. Therefore, we
propose that some hematopoietic malignancies may be able to
be induced extrinsically, and in others, the BMME alterations
are in addition to pathogenesis from cell-intrinsic mechanisms
leading to disease development. Here, the leukemia develops
and then benefits from BMME dysfunction. Regardless, what
has become clear is that virtually every hematopoietic malig-
nancy involves the BMME in some fashion, including: initiation,
progression, resistance to chemotherapy, and suppression of
normal hematopoiesis, making the leukemic BMME a prime tar-
get for future research.
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