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KEY PO INT S

l Macrophages whose
differentiation is
skewed by VDR
signaling are the key
drivers for
myofibroblasts in vivo.

l Macrophages andVDR
can be therapeutic
targets in JAK2V617F-
driven myelofibrosis.

Myelofibrosis in myeloproliferative neoplasms (MPNs) with mutations such as JAK2V617F
is an unfavorable sign for uncontrollable disease progression in the clinic and is complicated
with osteosclerosis whose pathogenesis is largely unknown. Because several studies have
revealed that macrophages are an indispensable supporter for bone-forming osteoblasts,
we speculated that macrophages might play a significant role in the proliferation of
collagen-producing myofibroblasts in marrow fibrotic tissues. Here, we show that myelo-
fibrosis critically depends on macrophages whose differentiation is skewed by vitamin D
receptor (VDR) signaling. In our novel myelofibrosis model established by transplantation
of VDR1/1 hematopoietic stem/progenitor cells into VDR2/2 mice, donor-derived F4/801

macrophages proliferated together with recipient-derived a-smooth muscle actin–positive
myofibroblasts, both of which comprised fibrotic tissues with an indistinguishable spindle-
shaped morphology. Interfering VDR signals, such as low vitamin D diet and VDR deficiency

in donor cells as well as macrophage depletion prevented myelofibrosis in this model. These interventions also ame-
liorated myelofibrosis in JAK2V617F-driven murine MPNs likely in a transforming growth factor-b1– or megakaryocyte-
independent manner. These results suggest that VDR andmacrophages may be novel therapeutic targets forMPNswith
myelofibrosis. (Blood. 2019;133(15):1619-1629)

Introduction
Philadelphia chromosome–negative myeloproliferative neoplasms
(MPNs) include polycythemia vera (PV), essential thrombocythemia
(ET), and primary myelofibrosis (PMF). Nearly all patients with PV
and more than half of patients with ET and PMF carry a somatic
mutation of JAK2 V617F in hematopoietic cells.1,2 A common
feature of MPNs is an initial hypercellular phase and, at later phase,
fibrotic change in the bone marrow (BM), which is a predictive sign
for the subsequent progression to massive splenomegaly and in-
creased incidence of leukemic transformation.3 JAK inhibitors
can reduce the size of an enlarged spleen but are not effective at
reversing myelofibrosis and preventing leukemic transformation.4,5

This indicates the presence of unknown pathways that drive
myelofibrosis in MPN patients other than constitutive JAK-
STAT activation.

Myelofibrosis is characterized by the occupation of marrow
space with spindle-shaped a-smooth muscle actin–positive
(a-SMA1) stromal cells, so-called myofibroblasts, together with
the accumulation of collagen fibers that can appear with silver

staining.3 Recent studies have revealed that fibrosis-causing
myofibroblasts were derived from their certain mesenchymal
stromal precursors (Gli11 and leptin receptor–positive [LepR1])
and a major driver for this proliferation/differentiation process is
shown to be certain factors produced mainly by megakaryocytes
such as transforming growth factor-b1 (TGF-b1) and platelet-
derived growth factor (PDGF).6-8

A unique feature of myelofibrosis in MPNs is being a frequent
companion of osteosclerosis,3 a thickening and irregularity of
trabecular bone, whose pathogenesis is largely unknown. At the
advanced stage of myelofibrosis, marrow space is replaced by
the collagen tissues and trabecular bones, which suggests that
myofibroblasts display an osteoblast-like function and myelofi-
brosis can be considered as a marrow ossification.

It has been shown that marrow macrophages are strong sup-
porters for mesenchymal lineage cells.9-11 In particular, bone-
associated OsteoMacs play important roles for the survival and
activity of osteoblasts through at least, in part, the production of
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supportive factors such as oncostatin M and tumor necrosis
factor-a.10-14 Depletion of macrophages including OsteoMacs
results in subsequent disappearance of osteoblasts.11,12 Based
on the critical function of macrophages for osteolineage-committed
mesenchymal cells, we speculated that macrophages might play
a significant role in the proliferation of collagen-producing myofi-
broblasts in the marrow fibrotic tissues.

Here, we show that myelofibrosis critically depends on macro-
phages whose differentiation is skewed by vitamin D receptor
(VDR) signaling using myelofibrosis models of our original and
JAK2V617F-driven MPNs.

Materials and methods
Mice and human BM biopsy samples
Mice were under the husbandry care of the Institute for Ex-
perimental Animals, Graduate School of Medicine, Kobe Uni-
versity. VDR2/2 mice generated by gene targeting15 were
backcrossed for .9 generations into a C57BL/6 background.
Weanling mice (2-3 weeks old) were fed a high calcium diet to
correct the major phenotype of VDR2/2 mice: rickets type II
represented by growth retardation and hypocalcemia16 (the
composition of normal, high calcium [rescue diet for VDR2/2

mice], and low vitamin D [high calcium] diet is shown in sup-
plemental Table 1 [available on the Blood Web site]). C57BL/6-
CD45.1 congenic mice and macrophage Fas-induced apoptosis
(MaFIA) transgenic (Tg) mice17 were purchased from The Jackson
Laboratory (Bar Harbor, ME). CAG-enhanced green fluorescent
protein (EGFP) Tg mice were purchased from Japan SLC (Hama-
matsu, Japan) and wild-type (WT) C57BL/6 mice were purchased
from CLEA Japan (Chiba, Japan). JAK2V617F Tg mice were
generated as described previously18 and backcrossed for.12
generations into a C57BL/6 background. Animals were
maintained under specific pathogen-free conditions and on
12-hour light/12-hour darkness cycle and used for experiments
at 6 to 8 weeks of age unless otherwise indicated. For the
transplant recipients of JAK2V617F Tg or MaFIA/JAK2V617F
double Tg donors, male C57BL/6 WT mice from CLEA Japan
were used. Otherwise, both female and male mice were used in
these studies. All animal studies were approved by the Animal
Care and Use Committee of Kobe University.

BM biopsy samples of human MPN patients with or without
severe myelofibrosis, which were collected for the purpose
of diagnosis, were used for immunohistochemistry with written
informed consent or opt-out approach under institutional review
board approval at Kobe University (approval number 1455). Age,
sex, and diagnosis were as follows: UPN1, 75 years old, female,
PV; UPN2, 73 years old, male, PMF; UPN3, 72 years old, male,
ET; UPN4, 75 years old, female, ET; UPN5, 54 years old, female,
myelodysplastic syndrome/MPN; UPN6, 59 years old, male,
myelodysplastic syndrome/MPN; UPN7, 63 years old, female, PV
(under treatment with hydroxyurea); and UPN8, 78 years old,
male, ET.

BM transplantation
Chimeric mice were generated by tail-vein injection of 2 3 106

CD45.1-WT donor BM nucleated cells (BMNCs) into lethally
irradiated (14 Gy, 2 split doses with 3-hour interval) VDR1/1 or
VDR2/2mice grown on a high calcium diet, amongwhich VDR2/2

recipients were referred to as the basic model of myelofibrosis.
Blood was collected monthly to assess the blood cell counts and
reconstitution by donor cells was confirmed by the CD45.1/
CD45.2 chimerism of peripheral blood leukocytes. We also
tested 2 3 106 BMNCs from VDR2/2 mice (grown on a high
calcium diet) and 13 105 CD451lineage2c-kit1 cells sorted from
WT CAG-EGFP Tg mice (grown on a normal diet) as donor cells.
VDR1/1 and VDR2/2 recipients were fed a high calcium diet even
after transplantation.

BMNCs (5 3 106 cells) from VDR1/1, VDR1/1/JAK2V617F Tg
(VDR1/1

JAK), or VDR2/2/JAK2V617F Tg (VDR2/2
JAK) mice (grown

on a high calcium diet) were transplanted into WT (CD45.2)
recipients (grown on a normal diet). Recipients were fed a normal
diet also after transplantation. Blood was collected monthly to
assess the blood cell counts, and organs such as BM and spleen
were harvested 3 months after transplantation.

In vivo depletion of macrophages
CD45.1 BMNCs (1 3 107 cells) were transplanted into lethally
irradiated (11 Gy [14 Gy was too harsh for the basic model mice
with subsequent clodronate treatment], 2 split doses) VDR2/2

recipient mice. Clodronate liposomes or vehicle (control lip-
osomes) (clodronateliposome.org, Haarlem, The Netherlands) were
injected intraperitoneally on posttransplantation day 3 (200 mL), day
5 (100 mL), and day 7 (100 mL) followed by 100 mL every 4 days up
to 1 month when recipient femurs were harvested.

Lyophilized AP20187 (Apexbio, Houston, TX) was dissolved in
dimethyl sulfoxide (Sigma-Aldrich, St. Louis, MO) at a concen-
tration of 74 mg/mL and stored at 220°C before use. This stock
solution was diluted with 10% PEG-400 and 1.7% Tween-20 in
water just before intraperitoneal injection. BMNCs (13 107 cells)
from MaFIA/JAK2V617F double Tg mice were injected into WT
(CD45.2) recipients. Five weeks after transplantation, recipient
mice were divided into 2 groups and the treatments of AP20187
or vehicle were started. Four sets of experiments were per-
formed with different injection protocols because we noticed
that some of these chimeric mice harboring MaFIA/JAK2V617F
Tg BM lost their activity by the original administration schedule
of AP20187 (10 mg/kg for 5 consecutive days followed by
1 mg/kg every 3 days).17 The actual doses in these experiments
were as follows: first experiment, 10 mg/kg for 5 consecutive
days followed by 1mg/kg every 3.7 days on average (cumulative
dose 1.14 mg); second experiment, 3 doses of 10 mg/kg every
2 days followed by 1 mg/kg every 5.6 days (cumulative dose
0.76 mg); third experiment, single dose of 10 mg/kg followed
by 1 mg/kg every 4.0 days (cumulative dose 0.46 mg); and fourth
experiment, single dose of 10 mg/kg followed by 1 mg/kg every
4.3 days (cumulative dose 0.43 mg). Three months after trans-
plantation, blood, femur, and spleen were harvested. Similar
results were obtained from all 4 experiments and pooled data
are shown.

Statistical analysis
All data were pooled from at least 3 independent experiments.
Immunohistochemistry and immunofluorescence staining were
shown as representative data of 3 independent experiments that
showed similar trends. All sample numbers (n) represent bi-
ological replicates. All center values shown in graphs refer to the
mean. All values were reported as the mean plus or minus standard
error of the mean (SEM). Statistical analysis was conducted using
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Kaplan-Meier analysis, the 2-tailed unpaired Student t test, the
1-way analysis of variance (ANOVA) test with Tukey post hoc
procedure, and the Pearson correlation coefficient. No samples or
animals were excluded from analysis, and sample size estimates
were not used. Animals were randomly assigned to groups. Studies
were not conducted blind with the exception of all histological
analyses. Statistical significance was assessed with Prism (GraphPad
Software, San Diego, CA) and defined as P , .05.

Complete methods for other procedures (cell lines, colony-forming
unit in culture [CFU-C] assay, homing and engraftment, flow
cytometry and cell sorting, micro–computed tomography [CT],
tissue preparation and assessment of fibrosis, immunohistochem-
istry and immunofluorescence staining, assessment of macro-
phage and megakaryocyte numbers, bone histomorphometry,
RNA extraction and quantitative real-time reverse transcription–
polymerase chain reaction, and quantification of 1,25(OH)2D3 and
intact parathyroid hormone [PTH]) are provided in supplemental
Methods.

Results
Myelofibrosis develops in VDR2/2 mice by
transplantation of normal BM
During our study of impaired hematopoietic stem/progenitor
cell (HSC/HPC) mobilization from the BM to circulation in VDR2/2

mice,16 we found that BM of VDR2/2mice fed with a high calcium
diet showed a significant increase of osteoblasts with no ap-
parent hematopoietic alteration (supplemental Figures 1A-B,
2A-B, and 3A-B) and noticed that chimeric mice generated by
transplantation of WT BM cells into lethally irradiated VDR2/2

recipients (referred to as the basic model) showed lower re-
covery of platelet and white blood cell (WBC) counts compared
with WT recipients, and died in 4 months (Figure 1A). Two
months after transplantation in the femurs of the basic model,
normal hematopoietic appearance was observed in the di-
aphysis. However, the BM cavity was occupied by monotonous
spindle-shaped cells with a prominent increase of trabecular
bones in the metaphysis (hematoxylin-eosin [H&E] staining in
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Figure 1. Severemyelofibrosis and osteosclerosis develop in VDR2/2mice transplantedwith VDR1/1BM (basic model). (A) Survival and blood analyses (donor chimerism,
WBC count, hemoglobin [Hb], and platelet count) in VDR1/1 and VDR2/2 recipientmice transplantedwith VDR1/1 BM. (B-D) Femur sections of VDR1/1 and VDR2/2 recipientmice
transplanted with VDR1/1 BM (2 months after transplantation): (B) H&E staining, (C) micro-CT, and (D) silver staining. Scale bars, 500mm (black) and 50 mm (white). Representative
pictures or combined data of at least 3 independent experiments are shown. Data are represented as mean plus or minus SEM. **P , .01, ***P , .001 (Kaplan-Meier analysis
and Student t test).
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Figure 1B and CT in Figure 1C). Myelofibrosis was further
confirmed by silver staining in VDR2/2 recipient mice (Figure 1D).
Osteoclast number as assessed by tartrate-resistant acid phos-
phatase staining was not decreased in the fibrotic area (data not
shown). Megakaryocytes were not found in the fibrotic area and
they were not increased in the hematopoietic area of diaphysis
(data not shown). TGF-b in the blood was undetectable by
enzyme-linked immunosorbent assay (data not shown). Although
hematopoietic recovery seemed unaltered according to the
appearance of diaphysis marrow cavity at 2 months after trans-
plantation, a mild reduction of marrow cellularity and a drastic
decline of hematopoietic progenitors (as assessed by CFU-Cs)
in the BM were observed (supplemental Figure 4A). Because
myelofibrosis in the metaphysis in the basic model was already
observed at 1 month after transplantation (supplemental
Figure 4B), and these chimeric mice died gradually in 4 months
possibly due to insufficient hematopoiesis (Figure 1A), we
speculated that this might be due to the loss of HSCs in asso-
ciation with myelofibrosis in the early phase after transplantation.
The homing efficiency of HPCs (CFU-Cs and cell line FDCP mix)
and HSCs (repopulating units assessed by serial transplantation)

into the BM within a few hours after IV transplantation was normal
(supplemental Figure 4C); however, HSC activities (repopulating
units) were markedly reduced at 21 days after transplantation
(supplemental Figure 4D). In other words,myelofibrosis in this basic
model was associated with the loss of HSCs.

The blood level of PTH, as well as the active form of vitamin D
[1,25(OH)2D3], is extremely high in VDR2/2 recipients15 (sup-
plemental Table 2), and it is well known that secondary hyper-
parathyroidism is associated with marrow fibrosis in humans.19

However, it was not the case in ourmodel because chimeric mice
generated by transplantation of VDR2/2 BM cells into VDR2/2

recipients survived normally (Figure 2A) and showed no mye-
lofibrosis/osteosclerosis (Figure 2B) with normal blood cell
counts (Figure 2C), suggesting that myelofibrosis in the basic
model was critically associated with VDR signaling in hemato-
poietic cells. In addition to femoral marrow, similar fibrosis was
also observed in the trabecular BM of the spine (supplemental
Figure 5) and ribs (data not shown). All of these areas represent
specific sites for immature hematopoietic cells to locate and initiate
hematopoietic repopulation after transplantation.20 Collectively, our
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Figure 2. Myelofibrosis and osteosclerosis do not
develop in VDR2/2 mice transplanted with VDR2/2

BM. (A-C) Survival (A), H&E staining of femur sections
(4 months after transplantation) (B), and blood cell counts
(C) in VDR1/1 and VDR2/2 recipient mice transplanted with
VDR2/2 BM. Scale bars, 500 mm (black) and 100 mm
(white). Representative pictures or combined data of
at least 3 independent experiments are shown. Data
are represented as mean plus or minus SEM. *P , .05
(Kaplan-Meier analysis and Student t test).
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data suggest that transplanted VDR1/1 HSCs achieved trabecular
BM in the mouse with high 1,25(OH)2D3 level and vanished after
triggering the development of myelofibrosis/osteosclerosis.

Fibrotic tissues were composed of donor-derived
macrophages and recipient-derivedmyofibroblasts
To confirm that this fibrotic tissue formation in VDR2/2 recipients
transplanted with WT BM cells was initiated by donor hema-
topoietic cells, we transplanted CD451lineage2c-kit1 HSCs/
HPCs sorted fromWTCAG-EGFP Tgmice into lethally irradiated
VDR2/2 mice. We found that in this setting, VDR2/2 recipients
also developed myelofibrosis with osteosclerosis in the tra-
becular area of the femurs (Figure 3A). Thus, VDR1/1 immature
hematopoietic cells are sufficient to initiate this phenomenon in
a high 1,25(OH)2D3 microenvironment. In the metaphysis, mo-
notonous spindle-shaped cells proliferated and many of these
cells were GFP1 (Figure 3B). However, careful assessment revealed
that these cells were composed of 2 distinct populations, F4/801

macrophages and osterix1 mesenchymal cells with a strong ex-
pression of a-SMA, a marker for myofibroblasts (Figure 3C;
supplemental Figure 6). These 2 populations were clearly dis-
tinguished by GFP or osterix expression. Macrophages were
derived from donor cells (hematopoietic lineage, GFP1 in cy-
toplasm) and myofibroblasts were derived from VDR2/2 host
cells (red in nuclei [osterix1] and GFP2; Figure 3D). We also
evaluated VDR messenger RNA (mRNA) expression in sorted
immature hematopoietic cells by quantitative real-time reverse
transcription–polymerase chain reaction and found that VDR
mRNA in the lineage2c-kit1 immature fraction was selectively
high compared with lineage-positive committed cells (Figure 3E).
This suggested that, among hematopoietic cells, HSCs/HPCs
might be selectively responsive to the high level of vitamin D. In
line with this, 10 nM (4166 pg/mL) 1,25(OH)2D3, which is ap-
proximately equivalent to the level observed in the blood of the
basic model (supplemental Table 2), was enough to skew the dif-
ferentiation of the progenitor cell line HL-60 toward macrophage
lineage in vitro (supplemental Figure 7A-B). To specify the major
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Figure 3. Marrow fibrotic tissue is composed of 2 distinct populations with identical morphology. (A-B) Femur sections of VDR1/1 and VDR2/2 recipient mice transplanted
with VDR1/1GFP1CD451lineage2c-kit1 BM cells (2 months after transplantation): (A) H&E and silver staining and (B) GFP fluorescence. Scale bars, 500 mm (black) and 50 mm
(white). (C-D) Immunohistochemical staining of F4/80, osterix, and a-SMA (C) andGFP expression and immunofluorescence staining of osterix (D) inmarrow fibrotic tissue of VDR2/2

recipient. Scale bars, 20 mm (black) and 20 mm (white). (E) VDR mRNA expression in lineage-positive (Lin1), Lin2c-kit1Sca12, and Lin2c-kit1Sca11 fractions from VDR1/1 BM (n5 3).
Representative pictures or combined data of at least 3 independent experiments are shown. Data are represented as mean plus or minus SEM. **P , .01, ***P , .001 (ANOVA).
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producers of collagen fibers, we assessed the expression of a col-
lagen-specific molecular chaperone HSP47. HSP47 was positive
in GFP2 spindle-shaped cells (presumably myofibroblats) and
bone surface–lining osteoblasts in the fibrotic tissue (supplemen-
tal Figure 8A-B). To test the possibility that these populations
may contribute to MPNs, we also assessed immunohistochem-
ical staining for macrophages and osteolineage cells in the BMof
JAK2V617F Tg mice18 and the BM biopsy samples of MPN
patients with severe fibrosis. The BM fibrotic tissue of JAK2V617F
Tg mice was composed of CD1691 macrophages and osterix1

stromal cells (supplemental Figure 9). HSP47 was highly expressed
in the osteoblasts lining the surface of the bone tissue as well as in
the spindle-shaped cells in the fibrotic marrow area (supplemental
Figure 9). As shown in supplemental Figure 10, human marrow

fibrotic tissues also comprised both CD1631 macrophages and
runx21 stromal cells that were positive for a-SMA.

VDR and macrophages are therapeutic targets for
myelofibrosis in the basic model
Because macrophages were derived from VDR1/1 BM cells and
myofibroblasts were deficient in VDR in this basic model, we hy-
pothesized that macrophages whose differentiation was skewed by
VDR signaling promotedmyelofibrosis. To test this idea, we fed the
basic model mice with a low vitamin D diet. Strikingly, a low vita-
minDdiet prevented the increase of 1,25(OH)2D3plasma levels and
myelofibrosis/osteosclerosis (Figure 4A; supplemental Table 2). In
addition, no reduction of immature hematopoietic cells in the BM
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Figure 4. Low vitamin D diet prevents myelofibrosis and osteosclerosis in the basic model. (A) H&E and silver staining in femur sections of VDR1/1 and VDR2/2 recipient
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Combined data of at least 3 independent experiments are shown. Data are represented as mean plus or minus SEM. *P , .05, **P , .01 (Kaplan-Meier analysis and Student t test).
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and mature hematopoietic cells in the peripheral blood was ob-
served in the basic model (Figure 4B; supplemental Figure 11A-B).
Because some VDR2/2 recipient mice showed diarrhea and sig-
nificant mortality (Figure 4B), the intestine of VDR2/2 mice might
have low tolerance to a low vitamin D diet.

We next depleted macrophages by injection of clodronate li-
posome (supplemental Figure 12A-B). This treatment did not re-
duce the number of megakaryocytes (supplemental Figure 12C-D).
Although osteosclerosis was not effectively rescued by this
method, probably due to the effect as a bisphosphonate,
myelofibrosis was clearly prevented (Figure 5A-B). Thus, VDR
signaling in immature hematopoietic cells and subsequent
differentiation/proliferation of macrophages are required for
the progression of myelofibrosis (Figure 5C).

VDR and macrophages are therapeutic targets for
JAK2V617F-driven myelofibrosis
Next, we tried to test the hypothesis that macrophages and
VDR signaling could also play significant roles in myelofibrosis

in a mouse model of JAK2V617F-driven MPNs. We bred
JAK2V617F Tg mice with a low vitamin D diet after weaning.
These mice did not show diarrhea or significant mortality.
Although no improvement of blood cell counts was observed
(Figure 6A), the BM of 5-month-old JAK2V617F Tg mice
showed a significant reduction in myelofibrosis when fed with
a low vitamin D diet, which led to a low plasma 1,25(OH)2D3

level (Figure 6B-D). More variation was observed in the
degree of osteosclerosis, but overall it was not significant
(Figure 6D).

Next, to further assess the contribution of VDR signaling in MPN
hematopoietic cells to myelofibrosis, we generated VDR1/1 and
VDR2/2 mice that harbored the JAK2V617F mutation (VDRJAK)
by crossing both strains. Transplantation of VDR1/1

JAK BM into
lethally irradiated WT mice resulted in high WBC and platelet
counts and a low hemoglobin level together with massive
splenomegaly in 3 months, all of which were characteristic
features of the late phase of MPN patients (Figure 7A; sup-
plemental Figure 13A). These mice did not show diarrhea or
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significant mortality. In mice transplanted with VDR2/2
JAK BM,

alterations in blood cell counts showed a milder trend and
the spleen size was significantly smaller compared with that of
VDR1/1

JAK BM-transplanted mice (Figure 7A; supplemental
Figure 13A). Plasma 1,25(OH)2D3 levels were not significantly
changed (supplemental Figure 13B). Silver staining of marrow
3 months after transplantation revealed severe myelofibrosis in
VDR1/1

JAK BM-transplanted WT mice, whereas myelofibrosis was
reduced and sometimes absent in VDR2/2

JAK BM-transplanted WT
mice (Figure 7B-C; supplemental Figure 13C). As a significant
contribution of TGF-b1 in myelofibrosis has been reported,21,22 we
assessed TGF-b1 mRNA expression in the whole-bone tissue in-
cluding BM. The averages were comparable between the 2
groups despite milder fibrosis in VDR2/2

JAK BM-transplanted
mice (Figure 7D). However, careful evaluation revealed
a strong positive correlation between the severity of mye-
lofibrosis and TGF-b1 mRNA level only in the absence of
VDR (Figure 7D). These results suggest that, in addition to our
basic model, VDR signaling in hematopoietic cells significantly
contributes to JAK2V617F-driven myelofibrosis in a TGF-
b1–independent manner.

Fibrotic marrow of VDR1/1
JAK BM-transplanted mice contained

both CD681 monocytes/macrophages and runx21 osteolineage
cells (supplemental Figure 13D) and the numbers ofmacrophages

and megakaryocytes in the marrow were comparable between
VDR1/1

JAK and VDR2/2
JAK BM-transplanted mice (supplemental

Figure 14A-B). To assess the role ofmacrophages in JAK2V617F-
driven myelofibrosis, we used the MaFIA Tg mouse model,
in which the CSF1 receptor promoter directs the expression
of a ligand (AP20187)-inducible Fas-based suicide receptor in
the mononuclear phagocyte lineage cells including OsteoMac,
the bone-associated marrow macrophages.12,17 We generated
JAK2V617F and MaFIA double Tg mice by crossing both strains
and transplanted the BM into lethally irradiated WT mice. De-
pletion of macrophages by serial injection of AP20187 in chi-
meric mice that harbored JAK2V617F BM almost completely
abrogated the development of myelofibrosis (Figure 7E-F;
supplemental Figures 15 and 16A-B) with no reduction in
BM megakaryocytes (Figure 7G; supplemental Figure 16C),
blood cell counts, and spleen size (supplemental Figure 17).
Collectively, macrophages whose differentiation is possibly
skewed by VDR signaling largely regulate myelofibrosis in-
duced by JAK2V617F mutation.

Discussion
Several models have been reported to explain the mechanism of
myelofibrosis development. Based on the analyses of the effect
of constitutive JAK-STAT activation in vivo, megakaryocyte-derived
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factors such as TGF-b1, PDGF, and CXCL4 are identified as
essential stimulators for certain mesenchymal cells such as
Gli11 and Lepr1 stromal cells to developmyelofibrosis.6,8,21,22 In
contrast, some reports have proposed that the key driver of
myelofibrosis may be the myeloid lineage that harbors onco-
genic mutations. Schepers et al reported that, using a mouse
model of chronic myelogenous leukemia, chronic myeloge-
nous leukemia myeloid cells stimulate multipotent stromal cells

to overproduce functionally altered osteolineage cells, which
leads to marrow fibrosis.23 Verstovsek et al showed the direct
role of human neoplastic monocyte-derived fibrocytes in a
xenograft model of PMF.24 Although mechanisms to achieve
myelofibrosis vary depending on the models, our current study
introduced macrophages as a novel important cell population
to support the proliferation and activation of myofibroblasts
in vivo.
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The consensus for the definition of myofibroblasts would be
(1) spindle-shaped morphology, (2) mesenchymal lineage
(a-SMA1) cells, and (3) the production of collagen fibers.
Osterix1ALCAM2Sca-12 preosteoblasts may fulfill these con-
ditions. Because these cells are increased in the BM of VDR2/2

mice (supplemental Figure 3), the VDR2/2 microenvironment
may have a potential for the hyperproliferation of myofibro-
blasts. However, according to our data that the transplantation
of VDR2/2 BM into VDR2/2 recipients did not induce the pro-
liferation of myofibroblasts (Figure 2), macrophages derived
fromVDR1/1HSCs/HPCs are still indispensable for the formation
of myelofibrosis in our basic model. It is not clear how macro-
phages drive the proliferation and activation of myofibroblasts.
In addition to the supportive signals from macrophages
to osteolineage cells through oncostatin M and tumor necrosis
factor-a,13,14 it has also been reported that interleukin-1, which is
produced by activated macrophages, enhances the response of
osteolineage cells to PDGF,25 whereas TGF-b has been shown to
induce the upregulation of macrophage colony-stimulating factor
in osteolineage cells.26 Together with the pathological findings in
fibrotic tissues of mice (Figure 3C-D) and humans (supplemental
Figure 10), there may be a reciprocal amplification between macro-
phages and myofibroblasts through a complex relay of these
growth factors. It is also possible that megakaryocytes contribute
to this network by producing TGF-b and PDGF in MPNs.

Our basic model of myelofibrosis demonstrated that HSCs/HPCs
with high-level expression of VDR mRNA differentiated in vivo
into F4/801 macrophages and HSCs/HPCs were lost from the
BM with no extramedullary hematopoiesis. We have previously
reported that 1,25(OH)2D3 induces the differentiation of he-
matopoietic progenitors toward macrophages in vitro.27 Based
on our current study, this lineage skew of immature hemato-
poietic cells enforced by VDR signaling is likely a trigger for the
activation of myofibroblasts as osteolineage cells and sub-
sequent myelofibrosis/osteosclerosis. It was not clear whether
this theory was applicable to human MPNs because the serum
vitamin D level was reported to be not high in MPN patients.28

However, interruption of VDR signaling and macrophage de-
pletion were clearly effective in preventing myelofibrosis of the
JAK2V617F-driven MPNmodel. It is also possible that 1,25(OH)2D3

acts directly on differentiated macrophages because this axis
has been shown to be important in some autoimmune dis-
eases.29 Because macrophages express the enzyme responsible
for the final hydroxylation step of 25-hydroxyvitamin D, the
1-a-hydroxylase30 and 1,25(OH)2D3 level in the blood was not
drastically high in JAK2V617F Tg mice; macrophages could be
a local producer of 1,25(OH)2D3 in fibrotic tissues in MPNs.

Megakaryocytes are not present in the fibrotic area in our basic
model of myelofibrosis (supplemental Figure 12C-D), which
suggests that they are not critical supporters for myofibroblasts
depending on the model. In our study with a JAK2V617F-driven
MPN model, a strong positive correlation between TGF-b1
mRNA expression and the severity of myelofibrosis appeared
only in the absence of VDR in hematopoietic cells. Furthermore,
the effect of macrophage ablation on the prevention of mye-
lofibrosis was drastic despite no reduction of megakaryocytes.
These indicate that, as a driver of myofibroblasts, macrophages
are at least as important as megakaryocytes. It is also possible
that the cross talk between megakaryocytes and macrophages
might be important for myelofibrosis formation. Because VDR

expression in megakaryocytes has been reported,31 vitamin D
produced by macrophages may modulate megakaryocyte
function in MPNs (a proposal in supplemental Figure 18).

We have shown in this study that myelofibrosis is a consequence
of progressive deviation of interorgan communication between
hematopoietic and skeletal systems. In the clinic, the development
of efficient VDR antagonists and/or antimacrophage therapies may
bepromising strategies to controlMPNpatients withmyelofibrosis.

Acknowledgments
The authors thank Paul S. Frenette (Albert Einstein College of Medicine,
New York) for the useful comments on the manuscript.

This work was supported by PRESTO, the Japan Science and Technology
Agency (#JPMJPR12M7 [Y. Katayama]), a CREST grant from AMED
(#JP18gm0910012h2 [Y. Katayama]), and the Grants-in-Aid for Scien-
tific Research from the Japan Society for the Promotion of Science
(#15H04856, #18H02837 [Y. Katayama]) and for Scientific Research on
Innovative Areas from the Ministry of Education, Culture, Sports, Science
and Technology in Japan (#25118715 [Y. Katayama]). This work was
also supported by the Daiichi Sankyo Foundation of Life Science, the
Itochube Foundation, Novartis Pharma research grants, the Astellas
Foundation for Research on Metabolic Disorders, and the SENSHIN
Medical Research Foundation (Y. Katayama).

Authorship
Contribution: K.W. performed all experiments and wrote the manuscript;
K.M., Y. Kawano, H.K., T.S., S.I., A.S., N.A., and M.S. helped with animal
maintenance, tissue sample preparation, and capturing the images; S.K., K.
Shide, K. Shimoda, andT.M. supervised the studies for VDR2/2and JAK2V617F
Tgmice; andY.Katayamasupervisedall experiments andwrote themanuscript.

Conflict-of-interest disclosure: The authors declare no competing fi-
nancial interests.

The current affiliation for K.M. is Hematology & Oncology Division, Penn
State College of Medicine, Hershey, PA.

The current affiliation for Y. Kawano and H.K. is Endocrine/Metabolism
Division, Wilmot Cancer Institute, University of Rochester Medical
Center, Rochester, NY.

The current affiliation for N.A. is Department of Hematology and On-
cology, OkayamaUniversity Hospital, Shikata-cho, Kita-ku,Okayama, Japan.

The current affiliation for M.S. is Oral Biochemistry and Molecular Biology,
Graduate School ofDentalMedicine,HokkaidoUniversity, Sapporo, Japan.

ORCID profile: K. Shide, 0000-0002-0046-3254.

Correspondence: Yoshio Katayama, Hematology, Department of Med-
icine, Kobe University Graduate School of Medicine, 7-5-1 Kusunoki-cho,
Chuo-ku, Kobe 650-0017, Japan; e-mail: katayama@med.kobe-u.ac.jp.

Footnotes
Submitted 22 September 2018; accepted 27 January 2019. Prepublished
online as Blood First Edition paper, 4 February 2019; DOI 10.1182/
blood-2018-09-876615.

The online version of this article contains a data supplement.

There is a Blood Commentary on this article in this issue.

The publication costs of this article were defrayed in part by page charge
payment. Therefore, and solely to indicate this fact, this article is hereby
marked “advertisement” in accordance with 18 USC section 1734.

1628 blood® 11 APRIL 2019 | VOLUME 133, NUMBER 15 WAKAHASHI et al

For personal use only.on April 16, 2019. by guest  www.bloodjournal.orgFrom 

http://orcid.org/0000-0002-0046-3254
mailto:katayama@med.kobe-u.ac.jp
https://doi.org/10.1182/blood-2018-09-876615
https://doi.org/10.1182/blood-2018-09-876615
http://www.bloodjournal.org/content/133/15/1613
http://www.bloodjournal.org/
http://www.bloodjournal.org/site/subscriptions/ToS.xhtml


REFERENCES
1. Klampfl T, Gisslinger H, Harutyunyan AS, et al.

Somatic mutations of calreticulin in myelo-
proliferative neoplasms. N Engl J Med. 2013;
369(25):2379-2390.

2. Nangalia J, Massie CE, Baxter EJ, et al.
Somatic CALR mutations in myeloproliferative
neoplasms with nonmutated JAK2. N Engl
J Med. 2013;369(25):2391-2405.

3. Tefferi A. Myelofibrosis with myeloid meta-
plasia. N Engl J Med. 2000;342(17):
1255-1265.

4. Harrison C, Kiladjian JJ, Al-Ali HK, et al. JAK
inhibition with ruxolitinib versus best available
therapy for myelofibrosis. N Engl J Med.
2012;366(9):787-798.

5. Passamonti F, Maffioli M. The role of JAK2
inhibitors in MPNs 7 years after approval.
Blood. 2018;131(22):2426-2435.

6. DeckerM,Martinez-Morentin L,WangG, et al.
Leptin-receptor-expressing bone marrow
stromal cells are myofibroblasts in primary
myelofibrosis. Nat Cell Biol. 2017;19(6):
677-688.

7. Kramann R, Schneider RK. The identification of
fibrosis-driving myofibroblast precursors
reveals new therapeutic avenues in myelofi-
brosis. Blood. 2018;131(19):2111-2119.

8. Schneider RK, Mullally A, Dugourd A, et al.
Gli1(1) mesenchymal stromal cells are a key
driver of bone marrow fibrosis and an im-
portant cellular therapeutic target. Cell Stem
Cell. 2017;20(6):785-800.e788.

9. Chow A, Lucas D, Hidalgo A, et al. Bone
marrow CD1691 macrophages promote the
retention of hematopoietic stem and pro-
genitor cells in the mesenchymal stem cell
niche. J Exp Med. 2011;208(2):261-271.

10. Christopher MJ, Rao M, Liu F, Woloszynek JR,
Link DC. Expression of the G-CSF receptor in
monocytic cells is sufficient to mediate he-
matopoietic progenitor mobilization by
G-CSF in mice. J Exp Med. 2011;208(2):
251-260.

11. Winkler IG, Sims NA, Pettit AR, et al. Bone
marrowmacrophages maintain hematopoietic
stem cell (HSC) niches and their depletion

mobilizes HSCs. Blood. 2010;116(23):
4815-4828.

12. Chang MK, Raggatt LJ, Alexander KA, et al.
Osteal tissue macrophages are intercalated
throughout human and mouse bone lining
tissues and regulate osteoblast function
in vitro and in vivo. J Immunol. 2008;181(2):
1232-1244.

13. Guihard P, Danger Y, Brounais B, et al.
Induction of osteogenesis in mesenchymal
stem cells by activated monocytes/
macrophages depends on oncostatin M
signaling. Stem Cells. 2012;30(4):762-772.

14. Sinder BP, Pettit AR, McCauley LK.
Macrophages: their emerging roles in bone.
J Bone Miner Res. 2015;30(12):2140-2149.

15. Yoshizawa T, Handa Y, Uematsu Y, et al. Mice
lacking the vitamin D receptor exhibit im-
paired bone formation, uterine hypoplasia
and growth retardation after weaning. Nat
Genet. 1997;16(4):391-396.

16. Kawamori Y, Katayama Y, Asada N, et al. Role
for vitamin D receptor in the neuronal con-
trol of the hematopoietic stem cell niche.
Blood. 2010;116(25):5528-5535.

17. Burnett SH, Beus BJ, Avdiushko R, Qualls J,
Kaplan AM, Cohen DA. Development of
peritoneal adhesions in macrophage de-
pleted mice. J Surg Res. 2006;131(2):296-301.

18. Shide K, Shimoda HK, Kumano T, et al.
Development of ET, primary myelofibrosis
and PV in mice expressing JAK2 V617F.
Leukemia. 2008;22(1):87-95.

19. Rao DS, Shih MS, Mohini R. Effect of serum
parathyroid hormone and bone marrow fi-
brosis on the response to erythropoietin in
uremia. N Engl J Med. 1993;328(3):171-175.

20. Yoshimoto M, Shinohara T, Heike T, Shiota M,
Kanatsu-Shinohara M, Nakahata T. Direct vi-
sualization of transplanted hematopoietic cell
reconstitution in intact mouse organs indi-
cates the presence of a niche. Exp Hematol.
2003;31(8):733-740.

21. Chagraoui H, Komura E, Tulliez M, Giraudier
S, Vainchenker W,Wendling F. Prominent role
of TGF-beta 1 in thrombopoietin-induced
myelofibrosis in mice. Blood. 2002;100(10):
3495-3503.

22. Wen QJ, Yang Q, Goldenson B, et al.
Targeting megakaryocytic-induced fibrosis in
myeloproliferative neoplasms by AURKA in-
hibition. Nat Med. 2015;21(12):1473-1480.

23. Schepers K, Pietras EM, Reynaud D, et al.
Myeloproliferative neoplasia remodels the
endosteal bone marrow niche into a self-
reinforcing leukemic niche. Cell Stem Cell.
2013;13(3):285-299.

24. Verstovsek S, Manshouri T, Pilling D, et al.
Role of neoplastic monocyte-derived
fibrocytes in primary myelofibrosis.
J Exp Med. 2016;213(9):1723-1740.

25. Tsukamoto T, Matsui T, Nakata H, et al.
Interleukin-1 enhances the response of
osteoblasts to platelet-derived growth factor
through the alpha receptor-specific up-
regulation. J Biol Chem. 1991;266(16):
10143-10147.

26. Takaishi T, Matsui T, Tsukamoto T, et al.
TGF-beta-induced macrophage colony-
stimulating factor gene expression in various
mesenchymal cell lines. Am J Physiol.
1994;267(1 Pt 1):C25-C31.

27. Matsui T, Nakao Y, Kobayashi N, et al.
Phenotypic differentiation-linked growth in-
hibition in human leukemia cells by active
vitamin D3 analogues. Int J Cancer. 1984;
33(2):193-202.

28. Pardanani A, Drake MT, Finke C, et al.
Vitamin D insufficiency in myeloproliferative
neoplasms and myelodysplastic syndromes:
clinical correlates and prognostic studies. Am
J Hematol. 2011;86(12):1013-1016.

29. Adorini L, Penna G. Control of autoimmune
diseases by the vitamin D endocrine system.
Nat Clin Pract Rheumatol. 2008;4(8):404-412.

30. Overbergh L, Decallonne B, Valckx D, et al.
Identification and immune regulation of
25-hydroxyvitamin D-1-alpha-hydroxylase in
murine macrophages. Clin Exp Immunol.
2000;120(1):139-146.

31. Silvagno F, De Vivo E, Attanasio A, Gallo V,
Mazzucco G, Pescarmona G. Mitochondrial
localization of vitamin D receptor in human
platelets and differentiated megakaryocytes.
PLoS One. 2010;5(1):e8670.

VDR MEDIATES MACROPHAGE-DEPENDENT MYELOFIBROSIS blood® 11 APRIL 2019 | VOLUME 133, NUMBER 15 1629

For personal use only.on April 16, 2019. by guest  www.bloodjournal.orgFrom 

http://www.bloodjournal.org/
http://www.bloodjournal.org/site/subscriptions/ToS.xhtml


online February 4, 2019
 originally publisheddoi:10.1182/blood-2018-09-876615

2019 133: 1619-1629
 
 

Toshimitsu Matsui and Yoshio Katayama
Ishii, Akiko Sada, Noboru Asada, Mari Sato, Shigeaki Kato, Kotaro Shide, Kazuya Shimoda, 
Kanako Wakahashi, Kentaro Minagawa, Yuko Kawano, Hiroki Kawano, Tomohide Suzuki, Shinichi
 
initiates myelofibrosis and subsequent osteosclerosis

mediated skewed differentiation of macrophages−Vitamin D receptor
 

http://www.bloodjournal.org/content/133/15/1619.full.html
Updated information and services can be found at:

 (538 articles)Plenary Papers    
 (687 articles)Phagocytes, Granulocytes, and Myelopoiesis    

 (1941 articles)Myeloid Neoplasia    
Articles on similar topics can be found in the following Blood collections

http://www.bloodjournal.org/site/misc/rights.xhtml#repub_requests
Information about reproducing this article in parts or in its entirety may be found online at:

http://www.bloodjournal.org/site/misc/rights.xhtml#reprints
Information about ordering reprints may be found online at:

http://www.bloodjournal.org/site/subscriptions/index.xhtml
Information about subscriptions and ASH membership may be found online at:

  
Copyright 2011 by The American Society of Hematology; all rights reserved.
of Hematology, 2021 L St, NW, Suite 900, Washington DC 20036.
Blood (print ISSN 0006-4971, online ISSN 1528-0020), is published weekly by the American Society

For personal use only.on April 16, 2019. by guest  www.bloodjournal.orgFrom 

http://www.bloodjournal.org/content/133/15/1619.full.html
http://www.bloodjournal.org/cgi/collection/myeloid_neoplasia
http://www.bloodjournal.org/cgi/collection/granulocytes_phagocytes_myelopoiesis
http://www.bloodjournal.org/cgi/collection/plenary_papers
http://www.bloodjournal.org/site/misc/rights.xhtml#repub_requests
http://www.bloodjournal.org/site/misc/rights.xhtml#reprints
http://www.bloodjournal.org/site/subscriptions/index.xhtml
http://www.bloodjournal.org/site/subscriptions/ToS.xhtml
http://www.bloodjournal.org/site/subscriptions/ToS.xhtml
http://www.bloodjournal.org/
http://www.bloodjournal.org/site/subscriptions/ToS.xhtml

