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Human bone marrow VCAM-1+ macrophages provide a niche  
for reactive and neoplastic erythropoiesis
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ABSTRACT   Resident bone marrow macrophages provide a microenvironment for 
erythropoiesis, forming erythroblastic islands (EBIs) via adhesion molecules. In this study, 
we examined vascular cell adhesion molecule-1 (VCAM-1) expression in human bone 
marrow specimens using immunohistochemistry. VCAM-1 was strongly expressed in CD169+ 
macrophages in EBIs and weakly in sinusoidal vascular endothelial cells. In reactive 
erythropoiesis, including hemolytic and megaloblastic anemia, the extended cytoplasm of 
VCAM-1+ CD169+ macrophages circumscribed the erythroid cells. The strong affinity between 
VCAM-1+ macrophages and erythroid cells was also observed in polycythemia vera (PV), 
essential thrombocythemia (ET), and chronic myelogenous leukemia (CML). VCAM-1 density 
was significantly higher in PV than in ET and CML (p < 0.001), and correlated with blood 
erythrocyte count in all three neoplasms (p < 0.001). In ET, the VCAM-1 density was higher in 
cases with the JAK2 mutation than with the CALR mutation. In myelodysplastic syndrome with 
erythroid predominance but unclear EBI formation, punctate VCAM-1+ cytoplasmic processes 
of macrophages were seen between erythroblasts, similar to those seen between granulocytic 
precursors in CML, suggesting incomplete contact of VCAM-1+ macrophages with dysplastic 
erythroid cells. These results suggest that VCAM-1+ macrophages create a niche for reactive 
and neoplastic erythropoiesis and may be a therapeutic target in PV.
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〈Regular Article〉

INTRODUCTION
   Bone marrow stroma comprises a variety of 

cell types, including adipocytes, fibroblastic 

reticular cells, endothelial cells, and resident 

macrophages１－４）. These stromal cells provide a 

microenvironment suitable for hematopoiesis by 

secreting various cytokines and by attaching to 

hematopoietic cells via adhesion molecules５－９）. The 
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resident macrophages are located in erythropoietic 

foci, forming erythroblastic islands (EBIs) in 

which erythroblasts are physically close to each 

other but separated by the cytoplasm of the central 

macrophage. Several studies have suggested 

that signals from adhesive interactions with the 

macrophage are important in EBI formation and 

may contribute to the survival and proliferation of 

the erythroid precursors10－14）.

   Vascular cell adhesion molecule-1 (VCAM-1) is a 

transmembrane molecule that mediates the adhesion 

of immune cells to activated endothelial cells and 

macrophages through very late activation antigen 4 
(VLA-4, or α4/β1 integrin) and the integrins α4/
β7, α9/β1, and αD/β2. VLA4 is a ligand of 

VCAM-1 and fibronectin, and it has been shown 

that erythroblasts express it at a high level８）. The 

importance of VLA4/VCAM-1 interactions has been 

demonstrated in the proliferation and survival of 

erythroid progenitors on mouse fetal spleen stromal 

cells10）. In mice, the central macrophage in an EBI 

expresses not only the macrophage pan-marker 

CD16315） and CD169 (known as sialoadhesin or 

Siglec-1)16，17）, but also VCAM-1５，14）. Following 

the  adminis t ra t ion of  granulocyte  colony-

stimulating factor (G-CSF), CD169+ VCAM-1+ 

macrophages were observed to decrease in number 

in bone marrow but not in the spleen; the splenic 

macrophages were able to sustain extramedullary 

erythropoiesis in vivo18，19）.
   Mice treated by injection with l iposome-

encapsulated dichloromethylene diphosphonate 

(Cl2MDP) provide a model for studying the role of 

macrophages and erythropoiesis. The abrogation of 

macrophages by these injections has been shown 

to result in the suppression of mouse splenic 

erythropoiesis stimulated by phlebotomy20）, and 

bone marrow erythropoiesis21）. Other studies 

involving injections with liposome-encapsulated 

Cl2MDP have revealed the supporting activity of 

CD169+ VCAM-1+ stromal macrophages not only 

for reactive erythropoiesis in phenylhydrazine-

treated mice, but also for neoplastic erythropoiesis 

in a JAK2V617F-driven mouse model22，23）. 

   Much less is known about the morphology, 

phenotypes, and distribution of bone marrow 

stromal macrophages and their association with 

hematopoietic cells, clinicopathological parameters, 

and gene mutation status in human hematologic 

diseases. This may be due to the difficulty of 

analyzing EBIs in vitro while retaining their three-

dimensional complex structure. Results so far 

indicate that VCAM-1 is expressed by stromal 

and endothelial cells and plays an important role 

in the adhesion of VLA4+ hematopoietic stem 

cells (HSCs) to sinusoidal endothelial cells during 

their homing into the bone marrow and in the 

mobilization of HSCs５，14，18）. As yet, there has been 

no report evaluating the expression of VCAM-1 by 

bone marrow macrophages in human hematologic 

diseases.

   The aim of this study was to investigate the 

expression of VCAM-1 in human bone marrow 

samples and its association with erythropoiesis 

in myeloproliferative neoplasms. To archive 

this, we first verified the expression of VCAM-1 
in erythropoiesis-associated macrophages by 

immunostaining formalin-fixed paraffin-embedded 

sections of spleen from mice treated by phlebotomy 

and injections of liposomes-encapsulated Cl2MDP. 

Using the same anti-VCAM-1 antibody, we then 

immunostained human bone marrow biopsy samples 

with reactive and neoplastic erythropoiesis, focusing 

on the expression pattern and density of VCAM-

1 in the erythropoiesis-associated macrophages in 

myeloproliferative neoplasms and myelodysplastic 

syndrome.

MATERIALS AND METHODS
Primary antibodies
   The following commercially available antibodies 

were used: the anti-VCAM1 rabbit monoclonal 
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antibody (mAb) (EPR5047, Abcam, Cambridge, 

UK; 1:100 dilution), which also reacts with mouse, 

rat, and human antigens; the anti-CD163 mouse 

mAb (10D6, Leica Biosystems, Newcastle, UK; 

1:200 dilution); the anti-CD169 rabbit mAb (SP213, 
Spring Bioscience, Pleasanton, CA, USA; 1:50 
dilution); the anti-CD146 rabbit mAb (EPR3208, 
Abcam; 1:200 dilution); the anti-CD34 mouse mAb 

(QBend10, Dako, Tokyo, Japan; 1:200 dilution); the 

anti-TP53 mouse mAb (DO7, Dako; 1:50 dilution); 

the rabbit anti-integrin α4 polyclonal antibody 

(MSD, Darmstadt, Germany; 1:500 dilution); the 

rabbit anti-myeloperoxidase polyclonal antibody 

(Dako; 1:500 dilution); the anti-CD71 mouse mAb 

(H68.4, Santa Cruz Biotechnologies, Santa Cruz, 

CA, USA; 1:100 dilution); the anti-CD42b mouse 

mAb (MM2/174, Serotec, Kidlington, UK; 1:200 
dilution); and EB-1 mAb (rat anti-mouse erythrocyte 

band 3 protein mAb), which was produced in our 

laboratory as described previously24）.

Treatment of mice
   Briefly, eight-week-old BALB/c mice weighing 20
－24 g (SLC, Hamamatsu, Japan) were injected i.v. 

with 0.4 ml of phosphate-buffered saline liposome 

suspension or Cl2MDP－liposome suspension20）. 

The mice in the phlebotomy group were bled 

into heparinized capillary tubes from the retro-

orbital sinus (0.5ml) 30 min prior to injection. The 

animals were sacrificed at various times after the 

treatment. The spleens were excised and fixed with 

20% buffered formalin, dehydrated in alcohol, and 

embedded in paraffin. All procedures in this study 

were approved by the Kawasaki Medical School 

Institutional Review Board (number 95-060).

Immunohistochemistry of mouse spleen
   Sections of formalin-fixed paraffin embedded 

tissues 3 μm thick sections were stained with 

the DISCOVERY XT system (Ventana Medical 

Systems, Tucson, AZ, USA) using VCAM-

1 antibodies. For the identification of erythroid 

cells with EB-1 mAb, immunohistochemistry was 

performed with Histofine® Simple Stain Mouse 

MAX-PO (Nichirei Biosciences Inc., Tokyo, Japan).

Human bone marrow samples
   The design of the experiments using human 

bone marrow samples was approved by the Ethics 

Review Board of Kawasaki Medical School and 

Hospital (assigned numbers 1915-1 and 2664). Case 

materials were obtained from Kawasaki Medical 

School Hospital (Kurashiki, Japan). 

   Paraffin-embedded bone marrow samples were 

obtained from a total of 138 patients: 90 biopsy 

cases, and 48 aspirate clot cases. The patients had 

the following diagnoses: hemolytic anemia (n = 10); 
megaloblastic anemia (n = 6); pure red cell aplasia 

(n = 3); myelodysplastic syndrome (MDS; 10 in 

total, 1 MDS-RAEB2, and 9 RDS-RCMD) and 

acute myeloid leukemia (AML; 8 in total, 7 acute 

erythroid leukemia and 1 AML with multilineage 

dysplasia-related changes), of which erythroid 

precursors comprised ≥50% of the bone marrow 

nucleated cells and exhibited impaired formation 

of EBIs, chronic myelogenous leukemia (CML; n 

= 22); polycythemia vera (PV; n = 20); essential 

thrombocythemia (ET; n = 26),　post-polycythemic 

myelofibrosis (n = 5), post-ET myelofibrosis (n = 

3), primary myelofibrosis with overt fibrotic stage 

(n = 4); and, as a control, malignant lymphoma with 

normal hemoglobin values of peripheral blood and 

no bone marrow involvement (n = 21).
   Bone marrow diagnoses  were  confi rmed 

using smears of peripheral blood cell count 

(leukocyte count, erythrocyte count, platelet count, 

hemoglobin value, and hematocrit value), smears 

of peripheral blood and bone marrow, histology, 

immunohistochemistry, flow cytometric analysis, 

chromosome analysis, and gene mutation status 

according to the current World Health Organization 

classification25）. Information on JAK2 and CALR 
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mutation status was extracted from the chart.

Immunohistochemistry of the bone marrow samples
   The bone marrow biopsy tissues were fixed in 

10% buffered formalin overnight or in Bouin’s 

solution for 2 h. Formalin-fixed biopsy tissues were 

decalcified by citrate-buffered formic acid and 

embedded in paraffin. Bouin-fixed biopsy tissues 

were embedded in paraffin without decalcification. 

The bone marrow aspirate clot sections were fixed 

10% buffered formalin overnight or in Bouin’s  

solution for 2 h and then embedded in paraffin. 

The paraffin-embedded sections were cut into 3-
μm thick sections and deparaffinized; the sections 

were then incubated in antigen retrieval CC1 
solution for 60 min at 98℃ and were stained 

using DISCOVERY XT (Ventana) with antibodies 

against CD163 for macrophages, CD169 for 

resident macrophages, CD146 for adventitial 

reticular cells26）, CD34 for endothelial cells and 

HSCs, myeloperoxidase for granulocytes, CD42b 

for megakaryocytes, integrin α4 and CD71 for 

erythroblasts, TP53, and VCAM-1.

Double immunohistochemistry
   Double labeling was performed to determine 

which cell types expressed VCAM-1. Tissue 

sections were stained for CD163, CD169, CD71, 
CD34,  and CD146, and the signals detected 

using diaminobenzidine hydrochloride solution 

and TrueBlueTM Peroxidase Substrate (KPL, 

Gaithersburg, MD, USA).

Image analysis
   A computer-assisted image analysis system 

was used to quantify VCAM-1 density in the 

bone marrow specimens27）. Briefly, bone marrow 

biopsies and aspirate clots were examined by light 

microscopy following immunostaining VCAM-1. 
Four non-overlapping fields per specimen were 

evaluated at a magnification of ×400 using a fully 

automated image analysis system (BZ-X Viewer 

and BZ-X Analyzer; Keyence, Osaka, Japan). The 

VCAM-1 density was expressed as the stained area 

with VCAM-1 as a proportion of hematopoietic 

area (defined as the bone marrow area excluding 

fat). This allowed us to compare the density 

of macrophages regardless of the difference in 

cellularity.

Statistical analysis
   The Mann－Whitney U test  was used for 

comparisons of VCAM-1 density between two 

groups, and the Kruskal－Wallis test was used for 

comparisons among three groups. Correlations 

between VCAM-1 density and peripheral blood 

count were evaluated using Spearman’s rank 

correlation coefficients. P values <0.05 were 

considered significant. The statistical analyses were 

performed using EZR (easy R), available on the 

website of Jichi University (http://www.jichi.ac.jp/

saitama-sct/SaitamaHP.files/ststmed.html)28）, and 

StatMate (StatMate Discovery Software, version 

5.01, ATMS, Tokyo, Japan). 

RESULTS
Immunohistochemical distribution of VCAM-1 in 
the spleens of mice treated with phlebotomy and 
injections of liposome-encapsulated Cl2MDP
   First, we immunostained formalin-fixed paraffin 

embedded sections of mice treated by phlebotomy 

and injections of Cl2MDP encapsulated in 

liposomes using the same anti-VCAM-1 antibody 

as used for the immunostaining of the human bone 

marrow specimens. The kinetics of erythropoiesis 

of splenic red pulp in these mice has been described 

previously19－21）.  In the normal control mice, 

VCAM-1 was expressed in cells that extended 

fine cytoplasmic processes into hematopoietic foci 

and sinus endothelial cells in the red pulp, and 

follicular dendritic cells in the white pulp (Fig. 1a). 

In the spleen of the phlebotomized mouse, large 
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erythropoietic foci formed and each erythroblast 

was individually circumscribed by the dendritic 

cytoplasm of macrophage that were strongly 

positive for VCAM-1 (Fig. 1b). Erythropoietic foci 

were identified using EB-1 monoclonal antibody 

immunostaining. At four days after phlebotomy and 

the injections of liposome-encapsulated Cl2MDP, 

VCAM-1+ macrophages were not seen in the 

splenic red pulp of mice, although VCAM-1 was 

still expressed on reticular and sinus endothelial 

cells in the red pulp. In this point, no erythropoietic 

foci were observed (Fig. 1c). The macrophages had 

almost recovered to their normal level by 10 days 

after treatment and strong VCAM-1 expression on 

the macrophages with cytoplasmic extension was 

observed in the erythropoietic foci (Fig. 1d). These 

findings indicate that VCAM-1+ cells are stromal 

macrophages that are closely associated with 

erythroid precursors. 

Immunohistochemistry of normal human bone 
marrow specimens
   CD163+ macrophages were uniformly distributed 

throughout the hematopoietic cords, frequently 

in association with immature hematopoietic cells 

and megakaryocytes. CD169 was distributed on 

Fig. 1  Immunohistochemical expression of VCAM-1 in mouse spleens. (a) Spleen from a non-treated control mouse. VCAM-1+ 
fine cytoplasmic processes could be identified on macrophages and sinus endothelial cells in the red pulp, and follicular dendritic 
cells in the white pulp. Linear positive staining for VCAM-1 could also be seen under the capsule (C, capsule; W, white pulp; 
R, red pulp). (b) Mouse spleen, one day after phlebotomy and an injection of liposome-encapsulated Cl2MDP. The individual 
erythroblasts were circumscribed by the dendritic cytoplasm of the VCAM-1+ macrophages. (c) Mouse spleen, four days after 
phlebotomy and the injection of liposome-encapsulated Cl2MDP. VCAM-1 expression was limited only sinus endothelial and 
reticular cells. (d) Mouse spleen, 10 days after phlebotomy and the injection of liposome-encapsulated Cl2MDP. VCAM-1 was 
re-expressed in the macrophage associated with erythroblasts.
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macrophages closely associated with erythroid 

cells (Fig. 2a), which expressed CD71 (Fig. 2b) 

and integrin α4. VCAM-1 was strongly expressed 

on the CD169+ cells with dendritic cytoplasmic 

processes, which circumscribed erythroid cells 

(Fig. 2c). VCAM-1 was also faintly expressed on 

CD34+ sinusoidal endothelial cells (Fig. 2d), but not 

on CD146+ adventitial reticular cells. Cytoplasmic 

processes of VCAM-1+ macrophages were partly 

in contact with CD34+ blastic cells, in mainly near 

sinusoid (Fig. 2d).

Reactive erythroid hyperplasia 
   In the specimens from patients with reactive 

erythroid hyperplasia, including hemolytic anemia 

and megaloblastic anemia, the VCAM-1+CD169+ 

macrophages increased in density, extending their 

cytoplasmic processes between erythroid cells 

(Fig. 3a). The VCAM-1 density in the reactive 

erythropoiesis specimens was significantly higher 

than for the control cases (p < 0.001; Fig. 3b). No 

EBIs were observed in pure red cell aplasia, and 

VCAM-1 expression was punctuate between the 

granulocytes (not shown). 

Myelodysplastic syndrome and acute myeloid 
leukemia with ≥ 50% erythroid precursors of 
nucleated cells
   Specimens from 10 patients with MDS, seven 

with acute erythroid leukemia, and one with AML 

Fig. 2  Immunostaining of the human bone marrow control biopsy specimens. (a) CD169 was expressed in the cytoplasmic 
processes of resident macrophages. (b) CD169+ dendritic extensions of the macrophage (brown) appeared to delicately envelope 
CD71+ erythroid cells (blue). (c) The VCAM-1+ cells (brown) were positive for CD169 (blue). (d) The arrowheads indicates the 
sinusoidal endothelial cells that co-expressed VCAM-1 (brown) and CD34 (blue). The black arrows indicate CD34+ blastic cells.
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with multilineage dysplasia-related changes, 

with erythroid precursors comprising ≥50% 

of bone marrow nucleated cells, were stained 

for VCAM-1 and CD169. Erythroid cells were 

markedly increased in these specimens, showing 

clear megaloblastoid changes, a marked increase 

in the number of micromegakaryocytes, and a high 

degree of anemia. Punctate cytoplasmic staining 

of VCAM-1 was observed between dysplastic 

erythroblasts. Double immunostaining for CD71 
and VCAM-1 revealed that this VCAM-1 staining 

pattern represented the impaired formation of 

EBIs (Fig. 3c). CD169 immunostaining showed 

almost same pattern. The VCAM-1 density in these 

MDS cases was significantly higher than for the 

control cases (p < 0.001, Fig. 3b). However, there 

was no differences in VCAM-1 density between 

the reactive erythropoiesis and MDS cases (p = 

0.252, Fig. 3b). In 15 cases, more than 20% of the 

hematopoietic cells were TP53+, indicating the 

TP53 mutation29－33）, but there were no significant 

differences in expression intensity or density of 

Fig. 3  (a) Double immunostaining of VCAM-1 and CD71 in the bone marrow of a patient with reactive erythroid hyperplasia 
(hemolytic anemia). The VCAM-1+ macrophages (brown) were closely associated with CD71+ erythroblasts (blue) and formed 
large erythroblastic islands. (b) Comparison of VCAM-1 expression density in the bone marrow specimens from the control 
samples (n = 21), patients with reactive erythroid hyperplasia (n = 16, 10 with hemolytic anemia and 6 with megaloblastic 
anemia) and patients with myelodysplastic syndrome/acute myeloid leukemia with multilineage dysplasia-related changes (n = 18, 
10 with myelodysplastic syndrome and 8 with acute myeloid leukemia). The reactive erythroid hyperplasia and myelodysplastic 
syndrome/acute myeloid leukemia samples showed significantly higher VCAM-1 densities than the control samples (*p < 
0.001, Mann－Whitney U test). (c) Double immunostaining of VCAM-1 (brown) and CD71 (blue) in the bone marrow of a 
patient with myelodysplastic syndrome, in which erythroid precursors comprised ≥50% of the bone marrow nucleated cells with 
overexpression of TP53. This revealed the impaired formation of erythroblastic islands and punctate cytoplasmic staining of 
VCAM-1 between the erythroblasts.
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VCAM-1 between these cases and those with less 

than 20% of TP53+ hematopoietic cells. Taken 

together, the findings showed that VCAM-1+ 

macrophages increased in number in MDS but the 

cytoplasmic processes of VCAM-1+ macrophages 

did not circumscribe the dysplastic erythroid 

cells. As a result, tight EBIs were not observed. 

The comparative schema of the immunostaining 

for VCAM-1  staining in cases with reactive 

erythropoiesis or MDS are shown in Fig. 4.

Polycythemia vera
   Bone  mar row samples  f rom 20  pa t i en t s 

with PV were examined. All the cases had the 

JAK2V617F mutation and morphologically showed 

panmyelosis25）. VCAM-1 was strongly expressed 

on macrophages with dendritic cytoplasm closely 

associated with hematopoietic cells, particularly 

erythroblasts (Fig. 5a). The macrophage surrounded 

the entire circumference of erythroblasts, as 

with reactive erythropoiesis, and tight EBIs were 

observed (Fig. 5b). CD169 immunostaining showed 

same staining pattern as VCAM-1 immunostaining.

Essential thrombocythemia
   An examination of the 26  specimens from 

patients with ET showed VCAM-1 was mainly 

expressed on the macrophages in EBIs (Fig. 5c). 

In addition, VCAM-1 expression was observed 

around megakaryocytes (not shown). Image analysis 

revealed significantly greater VCAM-1 expression 

in ET with the JAK2 mutation than in ET with the 

CALR mutation (p = 0.188; Fig. 6a). However, no 

significant correlations were found between the 

Fig. 4  Schema of erythroblastic islands of reactive erythroid hyperplasia and myelodysplastic syndrome with erythroid 
predominance with the overexpression of TP53.

+
+

Reactive erythropoiesis Myelodysplastic syndrome
(with impaired erythroblastic island formation)
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VCAM-1 expression level and leukocyte count, 

platelet count, or erythrocyte count.

Chronic myelogenous leukemia
   All 22  cases of CML showed granulocytic 

hyperplasia. The dendritic immunostaining of 

Fig. 5  Immunostaining of VCAM-1 (a) and double immunostaining of VCAM-1 (brown) and CD71 (blue) (b-e) in bone marrow 
specimens from the patients with myeloproliferative neoplasms. (a,b) In polycythemia vera, the VCAM-1+ macrophages were 
closely associated with CD71+ erythroblasts and formed erythroblastic islands. (c) In essential thrombocythemia, VCAM-1+ 
macrophages were also closely associated with CD71+ erythroblasts and formed erythroblastic islands (JAK2-positive case). (d) 
In chronic myelogenous leukemia (CML), the erythroblastic islands were smaller and less fewer in number. (e) In a CML patient, 
VCAM-1 (brown) was expressed on fine cytoplasmic extensions of macrophages at sites other than erythroblastic islands.
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VCAM-1 was mainly observed on macrophages 

in EBIs (Fig. 5d); a punctate staining pattern was 

seen sparsely around granulocytic cells. Double 

immunostaining of VCAM-1 and CD163 or CD169 
confirmed that the cells with the punctate expression 

of VCAM-1 around granulocytes were macrophages 

and not reticular cells (Fig. 5e).

Comparison of the myeloproliferative neoplasms
   Next, we compared VCAM-1 density between 

the PV, ET, and CML specimens. Image analysis 

revealed that VCAM-1 density was significantly 

higher for PV than for ET and CML (chi-squared 

= 35.2, df = 2, p < 0.001, Fig. 6b). A significant 

correlation was observed between VCAM-1 density 

and peripheral blood erythrocyte count (correlation 

coefficient = 0.554, p < 0.001, Fig. 6c), but not 

between VCAM-1 density and the leukocyte or 

platelet count. 

Myelofibrosis
   In specimens from the five cases of post-

polycythemic myelofibrosis, CD163+ macrophages 

exhibited spindle morphology in fibrotic areas, as 

previously observed using immunohistochemistry 

with the anti-CD68 mAb (PG-M1) (Fig. 7a)27）. 

Fig. 6  (a) The VCAM-1 expression density in the bone marrow biopsy specimens of essential thrombocythemia (ET) patients 
with the JAK2 mutation (n = 9) was significantly higher than that for patients with the CALR mutation (n = 9) (*p < 0.05, Mann
－Whitney U test). (b) The VCAM-1 expression density in the bone marrow biopsy specimens of patients with polycythemia vera 
(PV; n = 20) was higher than that for patients with ET (n = 26) or chronic myelogenous leukemia (CML; n = 22) (**chi-squared 
= 35.2, df = 2, p < 0.001, Kruskal－Wallis test). (c) The VCAM-1 expression density in the bone marrow specimens of patients 
with myeloproliferative disorders (PV, ET, and CML) correlated significantly with the erythrocyte count (correlation coefficient = 
0.554, p < 0.001, Spearman’s correlation test).
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Fig. 7  Immunostaining of the bone marrow of patients with post-polycythemia vera myelofibrosis. (a) CD163+ macrophages 
elongated cytoplasmic processes along the array of collagen fibers (b,c). The CD169+ (b) and VCAM-1+ (c) cells showed a similar 
staining pattern.

CD169+ macrophages were reduced in number and 

were often associated with residual erythropoietic 

foci (Fig. 7b), but the macrophages exhibited 

spindle morphology in fibrotic areas, as seen 

with the CD163 immunostaining. VCAM-1 was 

also expressed on the spindle cells, not only on 

macrophages and endothelial cells, but also on 

fibroblastic stromal cells (Fig. 7c). The same 

tendency was seen in specimens from three cases 

of post-ET myelofibrosis and four cases of primary 

myelofibrosis.

DISCUSSION
   The result of this study clearly showed, using 

the same antibody for VCAM-1 as used in the 

immunohistochemical study of the mice injected 

with liposome-encapsulated Cl2MDP, that the 

main human bone marrow VCAM-1+ cells are a 

subpopulation of CD163+ macrophages and that they 

express CD169. We also confirmed the association 

between VCAM-1+ macrophages and erythroblasts 

in reactive erythropoiesis induced by phlebotomy 

in mice, and hemolytic and megaloblastic anemia 

in humans. In addition, image analysis confirmed 

an increase in VCAM-1  density in reactive 

erythropoiesis in human bone marrow.

   So-called tumor-associated macrophages have 

been shown to form a tumor microenvironment 

and affect tumor progression and metastasis34，35）; 

however, there have been few studies of bone 

marrow macrophages in hematopoietic neoplasms. 

We found that VCAM-1+ macrophages tended 

a b

c
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to be more closely associated not only with 

reactive erythropoiesis but also with neoplastic 

erythropoiesis, than with granulopoiesis. The 

macrophages were mainly associated with erythroid 

cells, with their cytoplasmic circumscribing each 

erythroid cells. VCAM-1 density was higher in 

specimens from cases of PV than from cases of 

ET and CML. Furthermore, VCAM-1 expression 

density showed a strong correlation with peripheral 

blood cell count in PV, ET, and CML. These 

observations suggest that the erythropoiesis in 

PV remained under the control of VCAM-1+ 

macrophages. 

   The following can be inferred about the role 

of macrophages in PV from previous studies of 

mice. First, VCAM-1+ macrophages could help 

the proliferation of erythroblasts, and/or inhibit 

their apoptosis. Second, VCAM-1+ macrophages 

efficiently perform phagocytosis of the pyrenocytes 

(nuclei surrounded by plasma membranes) excluded 

from erythroblasts36）. One possible mechanism 

underlying the significant increase in VCAM-1+ 

macrophages in erythropoietin-dependent reactive 

erythropoiesis and JAK2-mutated PV and ET is that 

JAK2/STAT5 signaling was activated simultaneously 

in both erythroblasts and macrophages. The 

regulatory mechanism for VCAM-1 expression 

in the macrophages that provide a niche for 

erythropoiesis warrants investigation. 

   A comparison of the cases with JAK2  and 

CALR mutations in ET showed a significantly 

higher density of VCAM-1+ macrophages in those 

with the JAK2. VCAM-1+CD169+ macrophages 

were associated not only with erythropoietin-

dependent reactive erythropoiesis, but also with 

neoplastic erythropoiesis caused by the mutation, 

suggesting that the kinetics of the VCAM-1+CD169+ 

macrophage subpopulation was regulated by some 

unknown factor involved in both reactive and 

neoplastic erythropoiesis.

   A recent study suggested that the loss of bone 

marrow VCAM-1 expression in myelofibrosis 

caused a bone marrow homing defect of CD34+ 

HSCs, although the cell type that expressed VCAM-1 
was unclear37）. In the present immunohistochemical 

study of myelofibrosis, VCAM-1+ macrophages 

changed to a spindle morphology aligning to 

fiber’s arrangement, regardless of whether the 

myelofibrosis was post-PV, post-ET, or primary. 

This morphological change may be associated with 

insufficient functioning of the macrophages and 

could result in peripheral erythroblastosis, probably 

through the loss of the tight adhesive interaction 

between macrophages and erythroblasts. 

   It has previously been shown that the number 

of CD68+ bone marrow macrophages increased in 

MDS33，38，39）. This increase may contribute to the 

elimination of apoptotic cells. In the present study, 

VCAM-1+ macrophages were present in MDS 

with a dysplastic erythroid predominance, but each 

dysplastic erythroid cell was not well enveloped 

by the cytoplasm of the VCAM-1+ macrophages. 

Another recent study reported that the impaired 

formation of EBIs of dysplastic erythroblasts have 

reduced expression of α4 integrin on dysplastic 

erythroblasts40）. As a result, there may be no tight 

EBI formation, as is shown schematically in Fig. 4. 
It has also been shown that impaired formation of 

EBIs is associated with erythroid feature and poor 

prognosis in a significant proportion of patients 

with myelodysplastic syndromes41）. Insufficient 

envelopment of erythroblasts by VCAM-1+ 

macrophages may not only lead to a decrease in 

anti-apoptotic signaling by adhesion molecules, 

including VLA4/VCAM-1, but may also facilitate 

erythroblast－erythroblast interaction and induce 

apoptosis by Fas－Fas ligand signaling, because 

high expression of Fas and Fas ligands was observed 

in MDS42，43）.

   In summary, the present results showed that 

CD169+VCAM-1+ macrophages were closely 

associated with reactive and neoplastic erythropoiesis 
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in human diseases. The macrophages may promote 

late erythroid maturation, particularly in PV, which 

is characterized by extremely high erythrocytosis 

and is associated with the constitutively active 

JAK2V617F mutation. Thus, modulation of the 

macrophages by targeting VCAM-1 may be a new 

strategy to treat PV.

ACKNOWLEDGEMENTS
   This study was supported by Project Research 

Grants from Kawasaki Medical School. We thank 

Ms. Yumi Gouda and Nahoko Fujiwara for help with 

the immunohistochemistry-related procedures. 

DISCLOSURE STATEMENT
   The authors declare no financial or commercial 

conflict of interest.

REFERENCES
１）Croker PR, Gordon S. Isolation and characterization of 

resident stromal macrophages and hematopoietic cell 

clusters from mouse bone marrow. J Exp Med 162: 993-
1014, 1985

２）Bernard J. The erythroblastic island: past and future. 

Blood Cells 17: 5-10, 1991
３）Sadahira Y, Mori M. Role of the macrophage in 

erythropoiesis. Pathol Int 49: 841-848, 1999
４）Davies LC, Jenkins SJ, Allen JE, Taylor PR. Tissue-

resident macrophages. Nat Immunol 14: 986-995, 2013 
５）Simmons PJ, Massinovsky B, Longenecker BM, 

Berenson R, Torok-Storb B, Gallatin WM. Vascular cell 

adhesion molecule-1 expressed by bone marrow stromal 

cells mediates the binding of hematopoietic progenitor 

cells. Blood 80: 388-395, 1992
６）Hanspal M, Hanspal JS. The association of erythroblasts 

with macrophages promotes erythroid proliferation and 

maturation: a 30-kD heparin-binding protein is involved 

in this contact. Blood 84: 3494-3504, 1994
７）Hanspal M, Smockova Y, Uong Q. Molecular identification 

and functional characterization of a novel protein that 

mediates the attachment of erythroblasts to macrophages. 

Blood 92: 2940-2950, 1998
８）Arroyo AG, Yang JT, Rayburn H, Hynes RO. Alpha 

4 integrins regulate the proliferation/differentiation 

balance of multilineage hematopoietic progenitors in 

vivo. Immunity 11: 555-566, 1999
９）Lee G, Spring FA, Parsons SF, Mankelow TJ, Peters 

LL, Koury MJ, Mohandas N, Anstee DJ, Chasis JA. 

Novel secreted isoform of adhesion molecule ICAM-

4: potential regulator of membrane-associated ICAM-4 
interactions. Blood 101: 1790-1797, 2003

10）Yanai N, Sekine C, Yagita H, Obinata M. Roles for 

integrin very late activation antigen-4 in stroma-

dependent erythropoiesis. Blood 83: 2844-2850, 1994
11）Papayannopoulou T, Craddock C, Nakamoto B, Priestley 

GV, Wolf NS. The VLA4/VCAM-1 adhesion pathway 

defines contrasting mechanisms of lodgement of 

transplanted murine hemopoietic progenitors between 

bone marrow and spleen. Proc Natl Acad Sci USA 92: 
9647-9651, 1995

12）Manwani D, Bieker JJ. The erythroblastic island. Curr 

Top Dev Biol 82: 23-53, 2008
13）Chasis JA, Mohandas N. Erythroblastic islands: niches 

for erythropoiesis. Blood 112: 470-478, 2008
14）Sadahira Y,Yoshino T, Monobe Y. Very late activation 

antigen 4-vascular cell adhesion molecule 1 interaction 

is involeved in the formation of erythroblastic islands. J 

Exp Med 181: 411-415, 1995
15）Law SK, Micklem KJ, Shaw JM, Zhang XP, Dong Y, 

Willis AC, Mason DY. A new macrophage differentiation 

antigen which is a member of the scavenger receptor 

superfamily. Eur J Immunol. 23: 2320-2325, 1993
16）Croker PR, Gordon S. Mouse macrophage hemagglutinin 

(sheep erythrocyte receptor) with specificity for sialylated 

glycoconjugates characterized by a monoclonal antibody. 

J Exp Med 169: 1333-1346, 1989
17）Croker PR, Paulson JC, Varki A. Siglecs and their roles 

in the immune system. Nat Rev Immunol 7: 255-266, 
2007

18）Lévesque JP, Takamatsu Y, Nilsson SK, Haylock DN, 

Simmons PJ. Vascular cell adhesion molecule-1 (CD106) 
is cleaved by neutrophil proteases in the bone marrow 

following hematopoietic progenitor cell mobilization by 

granulocyte colony-stimulating factor. Blood 98: 1289-
1297, 2001

19）Jacobsen RN, Forristal CE, Raggatt LJ, Nowlan B, 

Barbier V, Kaur S, van Rooijen N, Winkler IG, Pettit 

AR, Lévesque JP. Mobilization with granulocyte colony-

stimulating factor blocks medullar erythropoiesis by 

depleting F4/80(+)VCAM1(+)CD169(+)ER-HR3(+)



92 Kawasaki Medical Journal

Ly6G(+) erythroid island macrophages in the mouse. 

Exp Hematol 42: 547-561, 2014
20）Sadahira Y, Yasuda T, Yoshino T, Manabe T, Takeishi 

T, Kobayashi T, Ebe Y, Naito M. Impaired splenic 

erythropoiesis in phlebotomized mice injected with 

CL2MDP-liposome: an experimental model for studying 

the role of stromal macrophages in erythropoiesis.  

Leukoc Biol 68: 464-470, 2000
21）Giuliani AL, Wiener E, Lee MJ, Brown IN, Berti G, 

Wickramasinghe SN. Changes in murine bone marrow 

macrophages and erythroid burst-forming cells following 

the intravenous injection of liposome-encapsulated 

dichloromethylene diphosphonate (Cl2MDP). Eur J 

Haematol 66: 221-229, 2001
22）Chow A, Huggins M, Ahmed J, et al. CD169+ macrophages 

provide a ni che promoti ng erythropoiesi s under 

homeostasis and stress. Nat Med 19: 429-436, 2013
23）Ramos P, Casu C, Gardenghi S, et al. Macrophages 

support pathological erythropoiesis in polycythemia vera 

and β-thalassemia. Nat Med 19: 437-445, 2013
24）Sadahira Y, Hirao Y, Uehira K, Kimoto T. Immunoelectron 

microscopic detection of band 3 protein during erythroid 

cell differentiation by a monoclonal antibody. Cell Struct 

Funct 16: 141-147, 1991
25）Swerdlow SH, Campo E, Harris NL, Jaffe ES, Pileri SA, 

Stein H, Thiele J, Vardiman JW: WHO classification 

of tumours of haematopoietic and lymphoid tissues 4th 

edition . Geneva, Switzerland, WHO press, 2008
26）Tormin A, Li O, Brune JC, Walsh S, Schütz B, Ehinger 

M, Ditzel N, Kassem M, Scheding S. CD146 expression 

on primary nonhematopoietic bone marrow stem cells 

is correlated with in situ localization. Blood 117: 5067-
5077, 2011

27）S a d a h i r a  Y,  Wa d a  H ,  M a n a b e  T,  Ya w a t a  Y. 

Immunohistochemical assessment of human bone 

marrow macrophages in hematologic disorders. Pathol 

Int 49: 626-632, 1999
28）Kanda Y. Investigation of the freely available easy-to-

use software ‘EZR’ for medical statistics. Bone marrow 

transplant 48: 452-458, 2013
29）Kitagawa M, Yoshida S, Kuwata T, Tanizawa T, Kamiyama 

R. p53 expression in myeloid cells of myelodysplastic 

syndromes. Association with evolution of overt leukemia. 

Am J Pathol 145: 338-344, 1994
30）Saft L, Karimi M, Ghaderi M, et al. p53 protein 

expression independently predicts outcome in patients 

with lower-risk myelodysplastic syndromes with del(5q). 

Haematologica 99: 1041-1049, 2014
31）Jädersten M, Saft L, Smith A, et al. TP53 mutations in 

low-risk myelodysplastic syndromes with del(5q) predict 

disease progression. J clin oncol 29: 1971-1979, 2011
32）Müller-Thomas C, Rudelius M, Rondak IC, et al. 

Response to azacitidine is independent of p53 expression 

in higher-risk myelodysplastic syndromes and secondary 

acute myeloid leukemia. Haematologica 99: e179-e181, 
2014

33）Fernandez-Pol S, Ma L, Ohgami RS, Arber DA. 

Immunohistochemistry for p53 is useful tool to identify 

cases of acute myeloid leukemia with myelodysplasia-

related changes that are TP53 mutated, have complex 

karyotype, and have poor prognosis. Mod Pathol 30: 
382-392, 2017

34）Pollard JW. Trophic macrophages in development and 

disease. Nat Rev Immunol 9: 259-270, 2009
35）Takeya M, Komohara Y. Role of tumor-associated 

macrophages in human malignancies: friend or foe? 

Pathol Int 66: 491-505, 2016
36）Toda S, Segawa K, Nagata S. MerTK-mediated 

engulfment of pyrenocytes by central macrophages in 

erythroblastic islands. Blood 123: 3963-3971, 2014
37）Hart C, Klatt S, Barop J, Müller G, Schelker R, Holler E, 

Huber E, Herr W, Grassinger J. Splenic pooling and loss 

of VCAM-1 causes an engraftment defect in patients 

with myelofibrosis after allogeneic hematopoietic stem 

cell transplantation. Haematologica 101: 1407-1416, 
2016

38）Thiele J, Romatowski C, Wagner S, Dienemann D, 

Stein H, Fischer R, Falini B. Macrophages (phagocytic-

histiocytic reticular cells) in reactive-inflammatory 

lesions of the bone marrow and in myelodysplastic 

syndromes (MDS). An immunohistochemical and 

morphometric study by use of a new monoclonal 

antibody (PG-M1). Pathol Res Pract 188: 995-1001, 
1992

39）Kitagawa M, Kamiyama R, Kasuga T. Increase in 

number of bone marrow macrophages in patients with 

myelodysplastic syndromes. Eur J Haematol 51: 56-58, 
1993

40）Delforge M, Raets V, Van Duppen V, Vandenberghe P, 

Boogaerts M. CD34+ marrow progenitors from MDS 

patients with high levels of intramedullary apotosis have 

reduced expression of alpha 4 beta 1 and alpha 5 beta 1 



93Fujiwara H, et al. : Human bone marrow VCAM-1+ macrophages in erythropoiesis

integrins. Leukemia 19: 57-63, 2005
41）Buesche G, Teoman H, Giagounidis A, Göhring 

G, Schlegelberger B, Ganser A, Aul C, Kreipe HH. 

Impaired formation of erythroblastic islands is associated 

with erythroid failure and poor prognosis in a significant 

proportion of patients with myelodysplastic syndromes. 

Haematologica 101: e177-e181, 2016
42）Kitagawa M, Yamaguchi S, Takahashi M, Tanizawa 

T, Hirokawa K, Kamiyama R. Localization of Fas 

and Fas ligand in bone marrow cells demonstrating 

myelodysplasia. Leukemia 12: 486-492, 1998
43）De Maria R, Testa U, Luchetti L, Zeuner A, Stassi G, 

Pelosi E, Riccioni R, Felli N, Samoggia P, Peschle C. 

Apoptotic role of Fas/Fas ligand system in the regulation 

of erythropoiesis. Blood 93: 796-803, 1999




