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Stromal cells expressing hedgehog-interacting protein regulate the
proliferation of myeloid neoplasms
M Kobune, S Iyama, S Kikuchi, H Horiguchi, T Sato, K Murase, Y Kawano, K Takada, K Ono, Y Kamihara, T Hayashi, K Miyanishi, Y Sato,
R Takimoto and J Kato

Aberrant reactivation of hedgehog (Hh) signaling has been described in a wide variety of human cancers including cancer stem
cells. However, involvement of the Hh-signaling system in the bone marrow (BM) microenvironment during the development of
myeloid neoplasms is unknown. In this study, we assessed the expression of Hh-related genes in primary human CD34þ cells,
CD34þ blastic cells and BM stromal cells. Both Indian Hh (Ihh) and its signal transducer, smoothened (SMO), were expressed in
CD34þ acute myeloid leukemia (AML) and myelodysplastic syndrome (MDS)-derived cells. However, Ihh expression was relatively
low in BM stromal cells. Remarkably, expression of the intrinsic Hh-signaling inhibitor, human Hh-interacting protein (HHIP) in
AML/MDS-derived stromal cells was markedly lower than in healthy donor-derived stromal cells. Moreover, HHIP expression levels
in BM stromal cells highly correlated with their supporting activity for SMOþ leukemic cells. Knockdown of HHIP gene in stromal
cells increased their supporting activity although control cells marginally supported SMOþ leukemic cell proliferation. The
demethylating agent, 5-aza-20-deoxycytidine rescued HHIP expression via demethylation of HHIP gene and reduced the leukemic
cell-supporting activity of AML/MDS-derived stromal cells. This indicates that suppression of stromal HHIP could be associated with
the proliferation of AML/MDS cells.
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INTRODUCTION
Recent massive parallel sequencing has enabled the analysis of
whole genomes and transcriptomes from clinical samples derived
from acute myeloid leukemia (AML) and myelodysplastic
syndrome (MDS). Currently it is possible to comprehensively
identify genetic mutations, including single base changes,
deletions, insertions and genomic rearrangements in early events
for AML/MDS development.1 As a hypothetical model, the
molecular pathogenesis of AML requires cooperating mutations
of several genes such as early mutation, class-I and class-II
mutations.1 Early mutations are present in clinically silent pre-
leukemic cells, and involve genes for nucleolar ribonucleoprotein,
nucleophosmin (NPM1) and the RNA splicing machinery.2,3 Class-I
and class-II mutations are mainly present in leukemic cells.1 Class-I
mutations constitutively activate genes in the kinase signaling
pathways, including FLT3, c-KIT, c-FMS and RAS, which enhance the
proliferation of leukemic cells, whereas class-II mutations
inactivate hematopoietic transcription factors such as AML1,
ASXL, TET2 and IDH, which are associated with epigenetic
regulation of gene expression.4 Although combined genetic
abnormalities are likely essential for the development of AML/
MDS, aberrant function and chromosomal abnormality of human
bone marrow (BM) stromal cells could be involved MDS
development and subsequent secondary AML.5 Interestingly,
impaired microRNA biogenesis in human BM stromal cells from
MDS patients, with Dicer1 and Drosha gene and protein
downregulation, correlated with abnormal gene and microRNA
expression.6 Moreover, mice genetically deficient for Dicer1 in BM

stromal cells, developed dysplastic changes in hematopoietic cells,
subsequent genetic mutations and eventually leukemic
transformation.7,8 Based on these findings, the function of BM
stromal cells in AML/MDS has gained increasing attention in
hemato-oncology.
We and others have demonstrated that the hedgehog (Hh)

signaling pathway is important in the regulation of stem/
progenitor cell expansion and lymphocyte differentiation.9–11 In
particular, Indian Hh (Ihh), its receptor patched (Ptc) and a
constitutively active signal transducer, smoothened (SMO), are
expressed in cord blood (CB) CD34þ cells and BM stromal cells.
Furthermore, changes in the cytokine expression profile of human
stromal cells treated with Ihh ligand derived from CD34þ cells
through Hh receptor complex signaling induced the proliferation
of hematopoietic stem/progenitor cells.11

Thus, Hh acts on stromal cells to regulate hematopoietic stem/
progenitor cells. However, conditional SMO overactivation has no
significant effect on self-renewal and function of adult hemato-
poietic stem cells although expansion of Bcr-Abl-positive leukemic
stem cells is dependent on Hh pathway activation in vivo.12–14

Therefore, it is controversial whether Hh signaling is self-limiting in
hematopoietic/leukemic stem cell expansion in BM where there is
continuous Hh stimulation.15,16

Aberrant Hh ligand expression has been described in human
cancers17–19 including leukemia.14,20 We recently demonstrated
that Hh ligand induced proliferation of AML cells in an autocrine
manner.21 Hh-interacting protein (HIP), a membrane-associated or
soluble glycoprotein that binds Hh ligand with an affinity
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comparable to the Ptc receptor, functions as an endogenous Hh
ligand inhibitor.22,23

Importantly, reduced expression of the human HIP (HHIP) gene
was observed in several tumor cells24,25 and may represent a
mechanism for the induction of ectopic Hh signaling. However,
whether aberrant expression of HHIP levels in BM can contribute
to the development of myeloid malignancy is unknown.
Here, we examined the expression of Ihh, SMO and HHIP in

primary CD34þ hematopoietic cells, acute leukemic cells and BM
stromal cells, the major stromal growth factors required for the
expansion of hematopoietic stem/progenitor cells, and the role of
HHIP on stromal function in the regulation and inhibition of
leukemic cell proliferation.

MATERIALS AND METHODS
Reagents and cell lines
Recombinant murine HIP (mHIP) was obtained from R&D Systems
(Minneapolis, MN, USA). 5-Aza-20-deoxycytidine (5-aza-dC) was obtained
from Sigma (St Louis, MO, USA). Total RNA derived from mobilized
peripheral blood (PB), BM or CB CD34þ cells was purchased from AllCells,
LLC (Toronto, Ontario, Canada). Human myeloid leukemic cell lines K562,
HEL and KG-1 were cultured in RPMI1640 containing 10% heat-inactivated
fetal calf serum (Gibco BRL, Rockville, MD, USA), 2mM/L-glutamine, 0.1%
penicillin (100U/ml) and streptomycin (100mg/ml). CD34þ leukemic cell
lines, such as Kasumi-1, Kasumi-3 and TF-1 (American Type Culture
Collection, Manassa, VA, USA), were cultured in RPMI1640 containing 20%
heat-inactivated fetal calf serum, 2mM/L-glutamine, 1mM pyruvate, 0.1%
penicillin (100U/ml) and streptomycin (100mg/ml). For long-term culture
of TF-1, 10U/ml interleukin-3 (IL-3, R&D systems) was added to the
complete medium. In some experiments, HEL, Kasumi-1, Kasumi-3 and TF-1
were cocultured with human stromal cells in StemPro-34 serum-free
medium (Life Technologies, Tokyo, Japan).

Primary human stromal cells, hTERT-stromal cells (HTS) and clones
Human BM was obtained by aspiration from the posterior iliac crest of
healthy adult volunteers (age from 30 to 40), AML and MDS patients after
informed consent. Informed consent from the Sapporo Medical University
institutional review board was provided according to the Declaration of
Helsinki. Human primary stromal cells were prepared as described
previously.26 Only proliferative cells within 10 passages were used in this
study and senescent stromal cells were excluded for analyses. The HTS and
the HTS clones were established by retrovirus-mediated gene transfer of
the human telomerase catalytic subunit (hTERT) gene as described
previously.26,27

Separation of primary CD34þ leukemic cells and CD271þCD45�

mesenchymal stromal cells
Primary CD34þ cells or CD271þCD45� mesenchymal cells were obtained
from patients with AML, MDS or lymphoma (stage I or II) as a control
sample by BM aspiration after obtaining informed consent. Low-density
(o1.077 g/ml) mononuclear cells (MNCs) were separated by Histopaque-
1077 (Sigma-Aldrich, Tokyo, Japan). Purification of CD34þ cells was by
positive selection using MACS Direct CD34 Progenitor Cell Isolation Kit
(Miltenyi Biotech, Bergish-Gladbach, Germany). For purification of CD271þ

CD45� mesenchymal stromal cells, BM MNCs were labeled with
phycoerythrin (PE)-conjugated CD45 antibody and CD45� cells were
separated by negative selection using anti-PE microbeads as previously
described.28 Subsequently, the CD271þ fraction was purified by
CD271 Micro Bead Kit (Miltenyi Biotech, Bergish-Gladbach, Germany)
(allophycocyanin (APC)).

Coculture of CD34þ leukemic cells or primary CB CD34þ cells
with human stromal cells
Two hundred thousand parental populations of primary human stromal
cells, HTS or HTS clones were plated in 25 cm2 plates in long-term culture
medium.26 Forty-eight hours after plating, cells were washed five times
with phosphate-buffered saline (PBS) before addition of leukemic cell lines,
CB CD34þ cells (Takara, Tokyo, Japan) or primary CD34þ leukemic cells.
Twenty thousand primary CD34þ leukemic cells or CB CD34þ cells were
seeded on a monolayer of human stromal cells pre-established in 10ml of

StemPro-34 serum-free medium (Life Technologies), supplemented with
10 ng/ml human stem cell factor (SCF, R&D Systems). The coculture was
maintained by adding the same amount of SCF every week for 4 weeks. At
the end of 4 weeks of coculture, hematopoietic cells that had expanded
above the stromal cells were collected as the cobblestone area formation
underneath the stromal layer was not observed in this culture.26 Adherent
hematopoietic cells on the stromal layer were removed with PBS, and
dissociated hematopoietic cells were mixed with nonadherent hema-
topoietic cells. Stromal layers were treated with two further cycles of
pipetting. To avoid the presence of stromal cells in the resulting cell
suspensions, a 30-min adhesion procedure was performed at 37 1C as
described previously.26,29

Clonogenic assay and replating assay of primary hematopoietic or
leukemic cells
The clonogenic assay of primary hematopoietic cells was performed using
MethoCult GF H4434V (Stem Cell Technologies, Vancouver, British
Columbia, Canada). For the replating assay, 2� 104 CD34þ leukemic cells
per plate were placed into methylcellulose (MethoCult GF H4434V) in the
presence or absence of 100mg/ml mHIP. For serial replating, cells were
harvested from the methylcellulose, and 2� 104 cells per plate were
replated at 7-day intervals.30,31 The total numbers of colony-forming units
in culture (CFU-C) and leukemia colony-forming cells were determined by
microscopy.11

Analysis of Ihh and related gene mRNA expression
For reverse transcription (RT) reactions, total RNA was prepared from cells
using the QIAGEN RNeasy kit (Chatsworth, CA, USA). Total RNA (1mg) was
reverse transcribed by SuperScriptII (Invitrogen, Tokyo, Japan). For low
numbers of separated primary cells, the RT reaction was directly conducted
using TaqMan Gene Expression Cells-to-CT Kit (Applied Biosystems, Tokyo,
Japan). PCR was performed using the Advantage GC 2 Polymerase Mix
(Clontech, Tokyo, Japan) with primers specific for Ihh (50-TGCGG
GCCGGGTCGGGTGGTG-30 and 50-GCCGCCCGTCTTGGCTGC-30), Ptc (50-CT
GTTGGCATAGGAGTGGAGTTCACC-30 and 50-CTGCTGGGCCTCGTAGTGCCG
AAGC-30), SMO (50-CAGAACATCAAGTTCAACAGTTCAGGC-30 and 50-ATA
GGTGAGGACCACAAACCAAACCACACC-30) or human glyceraldehyde
3-phosphate dehydrogenase (GAPDH) (50-ACATCAAGAAGGTGGTGAAGCA
GG-30 and 50-CTCTCCCTCTTGTGCTCTTGCTGG-30) as previously reported.11

PCR amplification was performed with 30 cycles of 94 1C for 15 s, 58 1C for
30 s and 68 1C for 60 s. The PCR products were separated on a 2% agarose
gel. For real-time RT-PCR analyses, Taqman Assays IDs of Ihh, HHIP, GAPDH,
or 18 S (Applied Biosystems, Tokyo, Japan) were Hs00745531_s1,
Hs00368450_m1, Hs9999905_m1 or Hs99999901_s1, respectively. The
other Taqman Assays IDs are shown in supplementary Table 1. Real-time
PCR was performed in triplicate using the Taqman PRISM7700 Sequence
Detection System (PE Applied Biosystems) in a 50-ml reaction volume.
Relative gene expression was calculated as the signal ratio of target gene
(FAM) to GAPDH cDNA.

Phenotypic characterization of human stromal cells
The phenotype of human primary stromal cells, HTS and HTS clones were
determined by analyzing the expression of a-smooth muscle actin (a-SMA)
and ALP (alkaline phosphatase). PE-conjugated CD105 (Ancell, Bayport,
MN, USA) or CD166 (BD Bioscience, Tokyo, Japan), fluorescein isothiocya-
nate (FITC)-conjugated anti-a-SMA (Clone 1A4, Sigma), CD31 (BD
Bioscience), CD14, CD45 (BD Bioscience) monoclonal antibodies (mAb) or
isotype controls (Chemicon, Temecula, CA, USA) were utilized. For flow
cytometric analysis of a-SMA, stromal cells were washed in PBS three times
and fixed with 3.7% (v/v) formaldehyde in PBS at 4 1C for 10min. Cells were
permeabilized with Perm buffer I containing saponin (BD Bioscience) in
PBS at 4 1C for 30min with FITC-conjugate anti-a-SMA and anti CD105-PE
or isotype control (Chemicon). Labeled cells were analyzed by flow
cytometry (FACSCalibur or FACSCanto: Becton Dickinson, Mountain View,
CA, USA) and dead cells were gated out by propidium iodide (PI) staining.

Drug cytotoxic assay
To assess the contribution of Hh signaling on cells, 0–100mg/ml mHIP was
added to each well and incubated for 48 h. The surviving cells were
assessed by Annexin V-FITC Apoptosis Detection Kit (Medical and
Biological Laboratories, Tokyo, Japan) and Premix WST-1 assay Cell
Proliferation Assay System (Takara). The WST-1 assay is based on the
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mitochondrial conversion of WST-1 to yellowish formazan, being indicative
of the number of viable cells.32 The number of viable cells was evaluated
by absorbance at OD450 nm (Abs) using a Model 680 microplate reader
(Bio-Rad Laboratories, Tokyo, Japan).

Determination of cell cycle
Cell cycle analysis was performed by staining with equal volumes of 2mg/ml
RNase A in PBS and 0.6% NP40 containing 0.1mg/ml PI (Calbiochem, La
Jolla, CA, USA) in PBS at 4 1C for 30min. Thereafter, cell cycle distribution
was analyzed by flow cytometry. Doublet particles were gated out by
plotting FL2-W versus FL2-A in a dot plot as previously described.10

Transduction of short hairpin RNA (shRNA) against HHIP in stromal cells
Gene-specific shRNA vector of HuSH29mer shRNA construct against HHIP,
catalog number TR304118 (tube ID, TI316456; TI316446; TI316468) was
purchased from OriGene Inc. (Rockville, MD, USA) and TR20003 was utilized
as a negative control. Retroviral supernatant was produced from phoenix-
AMPHO cells (American Type Culture Collection) after transfection with
purified plasmid DNA (Qiagen, Tokyo, Japan) in Lipofectamine 2000
transfection reagent (Life Technologies).11 The viral supernatants
containing HHIP shRNA, TR20003 (control: shRNA empty pRS vector),
TI316465, TI316466 or TI316468 were used to infect HTS-5, HTS-6, hTERT-
stromal cell clones or primary stromal cells. After gene transduction of
TR20003, TI316465, TI316466 or TI316468, transduced stromal cells (Cont-
HTS-5, TI 65-HTS-5, TI 66-HTS-5 or TI 68-HTS-5; Cont-HTS-6, TI 65-HTS-6, TI
66-HTS-6 or TI 68-HTS-6) were selected with 3 mg/ml puromycin. The levels
of mRNA of HHIP after transduction of shRNA were analyzed by real-time
RT-PCR.

Bisulfite modification and methylation-specific PCR (MSP)
Bisulfite modification of genomic DNA (0.5mg) was performed using
Methylamp Universal Methylated DNA kit according to manufacturer’s
instructions (Epigentek Group Inc., Brooklyn, NY, USA). Bisulphite
modification of genomic DNA and MSP analysis were performed as
described previously,25 using primers corresponding to the HHIP promoter
region sequences. HHIP methylation primer pair (50-AAGATCTTTGAGGACTT
GAGCTTC-30 and 50-CGCAGGCTCCTCTCTCCTCCCCGCTT-30 , product 299
size) and unmethylation primer pair (50-AAGATTTTTGAGGATTTGAGTTTT-30

and 50-CACAAACTCCTCTCTCCTCCCCACTT-30 , product 299 size) were used. PCR
amplification was performed using 30 cycles of 94 1C for 30 s, 58 1C for 30s and
68 1C for 40s for methylated DNA and using 30 cycles of 94 1C for 30s, 53 1C for
30s and 68 1C for 40s for unmethylated DNA.

5-aza-dC treatment of human stromal cells
Human stromal cells were treated with 2 mM of 5-aza-dC (Sigma) on day
� 6 and day � 3 before coculture with hematopoietic cells.33 Stromal cells
were washed with 1� PBS three times, and then used for coculture with
leukemic cells.

Immunoblot analysis
Ten microliter of supernatant or 50 mg of lysate from stromal cells was
subjected to electrophoresis on a 10% SDS-polyacrylamide gel and
transferred to PVDF membranes using semidry transfer apparatus (Bio-
Rad Laboratories). Cell lysate was prepared in a buffer containing 50mM

Tris-HCl (pH 7.4), 0.5% NP40, 150mM NaCl and a protease inhibitor mixture
(Roche Diagnostics, Tokyo, Japan). Anti-HHIP mAb (ab56406: Abcam Inc.,
Tokyo, Japan) and anti-b-actin mAb (Zymed Laboratories Inc, South San
Francisco, CA, USA) were utilized as primary Abs. Proteins were visualized
using the enhanced chemiluminescence method (GE Healthcare Life
Sciences, Tokyo, Japan).

Statistical analysis
Each data set was first evaluated for normality of distribution by the
Komolgorov–Smirnov test to decide whether a non-parametric rank-based
analysis or a parametric analysis should be used. Two groups were
compared by either the Wilcoxon signed-rank test or the Student’s t-test
(two-tailed test). Results are expressed as the mean±s.d.

RESULTS
The expression level of various factors in stromal cells and their
supporting activity of CB clonogenic cells
We first analyzed the mRNA expression of various soluble growth
factors, such as Ihh, SCF, thrombopoietin (TPO), FLT3-ligand (FL),
interleukin-6 (IL-6), angiopoietin-1 (Ang-1), bone morphogenetic
protein 2 (BMP-2), Wnt5A and HHIP in nine stromal clones (HTS-1
to HTS-9 cells) and the number of CFU-C derived from CB CD34þ

cells after coculture with HTS stromal clones.27 However,
expression of the soluble factors by stromal cells did not
correlate with the supporting activity of CB-derived CFU-C
(Figure 1a).27 Unexpectedly, endogenous HHIP expression in BM
stromal cell clones negatively correlated with the number of CB
CFU-C after coculture (Figure 1a). We previously demonstrated
that Ihh and signal transducer SMO were highly expressed in CB
CD34þ cells11 and CD34þ leukemic cell lines.21 Recombinant
mHIP is highly homologs with HHIP and mHIP can inhibit human
Ihh activity.10,22 Addition of recombinant mHIP into the coculture
of CB CD34þ cells and human stromal cells, significantly reduced
the number of clonogenic cells (Figure 1b). Thus, we compared
the expression levels of Ihh and HHIP in hematopoietic cells and
stromal cells to understand the inhibitory mechanism of Hh
signaling in the BM microenvironment. As shown in Figure 1c, Ihh
expression in PB, BM or CB CD34þ cells was markedly higher than
in primary human stromal cells and HTS. In contrast, HHIP
expression in the stromal cell population was dramatically higher
than in PB, BM or CB CD34þ cells (Figure 1d), suggesting that
HHIP expressed by stromal cells inhibited Ihh signaling in
hematopoietic cells when the two cell types were present in the
BM microenvironment.

Expression of Hh-related genes and the effect of recombinant
mHIP on leukemic cells
We investigated whether recombinant mHIP could affect the
proliferation of leukemic cells by examining the expression of Ihh
and SMO in leukemic cell lines. Ihh was detected in all the
leukemic cell lines examined (Figure 2a). However, the receptor
component, SMO, was only detected in four out of six CD34þ

leukemic cell lines or erythroleukemic cell lines (Kasumi-1, Kasumi-3,
TF-1 and HEL). We next investigated the CD34þ fraction of BM cells
derived from AML and MDS patients (Table 1). Ihh and SMO expression
were detected in primary AML cells and MDS cells (Figure 2b). The
significance of Hh signaling in leukemic cells was examined by the
addition of recombinant mHIP to the supernatant of leukemic cell lines
in stroma-free conditions. As a result, the percentage survival of SMOþ

leukemic cells was significantly decreased in a dose-dependant
manner, although the percentage survival of SMO negative leukemic
cells was not affected by mHIP (Figure 2c). Annexin V/PI assay revealed
that mHIP-induced apoptosis in SMOþ leukemic cell lines (Figure 2d).
We further assessed the effect of mHIP on primary leukemic cells. The
replating capacity of CD34þ fraction of leukemic cells derived from
three AML patients (Table 1) was reduced by mHIP treatment and the
effect of mHIP on leukemic colony numbers was pronounced in
second replating (Figure 2e). This suggests that Hh signaling
contributes to the proliferation and self-renewal capacity of leukemic
cells in vitro.

The phenotype and expression of HHIP in stromal cells derived
from AML/MDS
To investigate the HHIP expression in hematological disorders, we
established stromal cells derived from AML or MDS patients. The
stromal cell phenotype was determined by flow cytometric
analysis. All stromal cells expressed the stromal antigen markers
CD105 and CD166 (Figures 3a and b), but did not express CD31,
CD14 or CD45, markers of either endothelial cells (Figure 3b) or
stromal macrophages (Figure 3c). Most AML stromal (AML st) cells
expressed cytoplasmic a-SMA (Figure 3a), a marker of
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myofibroblastic stromal cells although an a-SMA low-expressing
population was also detected in MDS stromal (MDS st)-8 and MDS
st-9 cells. We next examined the expression level of HHIP in
patients BM stromal cells by real-time PCR. Interestingly, both AML
and MDS-derived stromal cells expressed significantly low levels of
HHIP compared with healthy volunteer-derived stromal cells or
HTS as a human stromal cell line (Figure 3d). Recently, it was
demonstrated that primary human BM mesenchymal stromal cells
were highly enriched in the CD271þ /CD45� cell fraction.34

Hence, we separated a primary uncultured stromal cell fraction
using negative selection of CD45-PE and positive selection of
CD271-APC (Figure 3e) when sufficient numbers of BM mono-
nuclear cells were available. The collected cells were directly
transcribed using TaqMan Gene Expression Cells-to-CT Kit. The BM
MNSs from lymphoma patients were used as controls. The level of
stromal HHIP expression in AML/MDS was significantly lower than
in lymphoma patients without BM involvement (Figure 3e).
Collectively, these results strongly indicated that HHIP expression
was reduced in AML/MDS-derived stromal cells in the BM
environment.

Leukemic cell-supporting activity of BM-derived stromal clones
We next elucidated the relationship between expression levels of
stromal HHIP and its leukemic cell-supporting activity. The stromal
HHIP expression in nine HTS clones was analyzed by real-time PCR
(Supplementary Figure 1a). HTS clones, SMOþ leukemic cell lines

Kasumi-1, Kasumi-3, HEL and TF-1, and SMO� leukemic cell lines
KG-1 and K562 were cocultured for 4 weeks in serum-free medium
to exclude any effects of serum-derived factors. The number of
proliferating leukemic cells was assessed. Stromal HHIP expression
negatively correlated with the number of SMOþ leukemic cells
after coculture although no correlation was observed in SMO�

leukemic cell lines, suggesting stromal HHIP is a negative regulator
of SMOþ leukemic cell proliferation (Figure 4a). Further detailed
analysis was undertaken using the HTS-5 cell line, which expressed
the highest level of HHIP and HTS-6, which expressed the lowest
level of HHIP, among nine human stromal clones (Supplementary
Figure 1a). Regarding the phenotype, HTS-5 is composed of
osteoblastic stromal cells and HTS-6 is composed of fibroblastic
stromal cells as previously reported (Supplementary Figure 1b).27

HTS-5 (HHIP-high) did not support proliferation of SMOþ leukemic
cells (Figure 4b). In contrast, HTS-6 (HHIP-low) readily supported
the proliferation of SMOþ leukemic cells (Figure 4b) although
these SMOþ leukemic cells did not proliferate without stromal
cells in serum-free medium (Figure 4b). Regarding SMO�

leukemic cell lines, both K562 and KG-1 readily proliferated on
HTS-5 and HTS-6. We then analyzed the potential mechanism of
leukemic cell-supporting activity of the two different stromal
clones. Annexin V/PI analysis of leukemic and stromal cell
cocultures revealed that HTS-5 cells induced higher apoptosis in
SMOþ leukemic cell lines such as HEL and TF-1 than HTS-6,
although no major differences were observed for Kasumi-1 and
Kasumi-3, suggesting that stromal HHIP correlated with apoptosis
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in some SMOþ leukemic cell lines (Figure 4c). Cell cycle analysis of
cocultured leukemic cells revealed high levels of cell cycle entry in
SMOþ leukemic cells, but not SMO� cells, in coculture with HTS-6
(HHIP-low) that was significantly higher than with HTS-5 (HHIP-
high) (Po0.05), suggesting that HHIP contributed to cell cycle
entry suppression in SMOþ leukemic cells (Figure 4d). We further
evaluated the possibility of whether stromal HHIP affected
differentiation of SMOþ leukemic cells 4 weeks after coculture
with HHIP-high stromal cells (HTS-5) as these SMOþ leukemic cells
were reported to possess differentiation potential.35,36 The
expression of lineage makers was not significantly different after
coculture (Supplementary Figure 2), suggesting stromal HHIP did
not affect differentiation of SMOþ leukemic cell lines. Collectively,
these results suggested that stromal HHIP could suppress the
proliferation of SMOþ leukemic cells.

shRNA-mediated inhibition of the HHIP gene on the leukemic
cell-supporting activity of stromal cells
To confirm that stromal HHIP is critical for the leukemic cell-
supporting activity of BM stromal cells, we analyzed the effect of
shRNA-mediated inhibition of stromal HHIP before coculture. HHIP
shRNA expression vector or control vector (shRNA empty pRS
vector) were transduced into HTS-5 and the following HHIP
shRNA-transfected or control vector-transfected cell lines were
established: TI 65-HTS-5, TI 66-HTS-5, TI 68-HTS-5 and Cont-HTS-5.
Although HHIP expression levels were significantly decreased in all
three HHIP shRNA-transduced stromal cell lines, the strongest
reduction was observed in TI 66-HTS-5 (Figure 5a). Subsequently,
we conducted the coculture experiment in serum-free medium
over 4 weeks using SMOþ leukemic cell lines, Kasumi-1, Kasumi-3,
HEL and TF-1 and evaluated the number of proliferative cells
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Table 1. Karyotype of BM cells and clinical outcome in AML and MDS patients

Case Age Sex WHO/FAB classification Karyotype of neoplasm Karyotype of stromal cells

1 43 M AML (M1) 46, XY 46, XY
2 44 F AML (M2) 46, XX 46, XX
3 77 M AML (M5) 46, XY del (11)(q14q23) 46, XY
4 70 M AML/MLD 46, XY 46, XY
5 79 F AML/MLD 46, XX 46, XX
6 80 M AML (M4) 46, XY 46, XY
7 63 M RAEB-2 45, XY, der (7:22)(p10:q10) 46, XY
8 64 M RAEB-2 50, XY, complex 46, XY
9 76 F RA low 46, XX 46, XX
10 72 F RA int-1 46, XX 46, XX
11 75 F RA int-2 46, XX, del (20)(q11:q13) 46, XX

Abbreviations: AML, acute myeloid leukemia; BM, bone marrow; F, female; FAB, French-American-British; M, male; MDS, myelodysplastic syndrome;
MLD, multilineage dysplasia; RA, refractory anemia; RAEB-2, refractory anemia with excess blast-2; WHO, world health organization. 50, XY, complex: 50, XY, þ Y, der
(1) add (1)(p11) add (1)(q32), del (5)(q15q33), add(6)(p23), � 7, add (7)(p22), þdel (8)(q24), þ 11, þ 13, þ 14, add(16)(q13), � 17, þmar; AML/MLD: AML with MLD.
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above the stromal layer. SMOþ leukemic cells did not proliferate
in serum-free medium without stromal cells present, and only
modestly in the presence of control vector-transfected Cont-HTS-5
cells (Figure 5b). In contrast, SMOþ leukemic cells proliferated
significantly when cocultured with HHIP shRNA-transduced
stromal cells. This indicated that stromal HHIP is an important
suppressor of leukemic cell proliferation and that reduced levels of
HHIP in human stromal cells may allow the uncontrolled
proliferation of SMOþ leukemic cells.

Promoter methylation of HHIP-low expressing stromal cells and
the effect of demethylating regent
In the present study, a reduction in stromal HHIP expression was
associated with the acquisition of leukemic cell-supporting activity
in stromal cells. However, the mechanism of HHIP reduction is not
clear. We investigated the methylation status of the HHIP

promoter region, as a CpG island was previously described in
the HHIP promoter.25 In addition, we investigated the effect of a
demethylating regent, 5-aza-dC, on stromal supporting activity.
For this experiment, HHIP-low HTS-6, a-SMAþ primary AML
stromal cell 1 (AML st-1) and a-SMAþ /ALPþ MDS st-9 were
used (Figure 6a), because these two primary AML/MDS-derived
stromal cells could be readily propagated. First, we assessed the
expression of HHIP mRNA in BM stromal cells by real-time RT-PCR
before or after 5-aza-dC treatment. An increase in HHIP mRNA
expression in all stromal cells was observed following 5-aza-dC
treatment (Figures 6a and i). Methylation of the promoter region
of the HHIP gene in these three stromal cell lines was detected by
the bisulphite modification of genomic DNA and MSP analysis
before 5-aza-dC treatment. HHIP gene expression was restored
following 5-aza-dC treatment (Figures 6a and ii). Methylation
of the HHIP promoter was observed in other HHIP-reduced
stromal cells, including telomerized stromal clones and other
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AML/MDS-derived stromal cells (Supplementary Figure 3). Quanti-
tative analysis of HHIP and major hematopoietic growth factors by
real-time PCR demonstrated no significant changes in expression

levels of SCF, TPO and FL (Figure 6b), consistent with previous
reports showing that promoter methylation of CpG islands were
not observed in mesenchymal stromal cells.37 In addition, the
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expression of other cytokines including IL-6, Angiopoietin-1, Ihh
and Wnt5A were unchanged in stromal cells after 5-aza-dC
treatment (data not shown). These results suggested that the
promoter methylation of HHIP partly contributed to the HHIP
reduction observed in BM stromal cells without a change in the
expression of cytokines involved in stem/progenitor cell support.

Reduction of leukemic cell-supporting activity of primary
leukemia-associated stromal cells after HHIP reactivation
We examined whether leukemic cell-supporting activity could be
reduced by reactivation of HHIP in HHIP-low expressing stromal
cells. HHIP-low-expressing stromal cells, HTS-6, primary AML st-1
and MDS st-9 were used. These stromal cells were treated twice
with 2 mM 5-aza-dC on day � 3 and � 6 before coculture with
leukemic cells. We also conducted shRNA-mediated inhibition of
HHIP mRNA levels in pre-5-aza-dC-treated HTS-6 cells. Real-time
PCR and immunoblot analysis revealed that HHIP expression was
increased in HTS-6 after pretreatment with 5-aza-dC, whereas the
elevation of HHIP mRNA was reduced in HHIP shRNA-transduced
HTS-6 (Figure 7a). Subsequently, we examined the proliferation of

leukemic cells after 4 weeks coculture with 5-aza-dC pretreated
HTS-6 and 5-aza-dC pretreated HHIP shRNA-transduced HTS-6 in
serum-free medium. The growth of SMOþ leukemic cell lines was
significantly reduced when cocultured with 5-aza-dC pretreated
HTS-6, and this effect was negated by HHIP shRNA transfer into
HTS-6 (Figure 7b).
We next examined whether these effects could be observed

using coculture between primary AML/MDS-derived stromal cells
and primary CD34þ leukemic cells. The replating capacity of the
primary CD34þ leukemic cells was significantly reduced following
coculture with 5-aza-dC-pretreated AML st-1 or MDS st-9,
compared with non-treated stromal cells. Remarkably, this
reduction of replating capacity by 5-aza-dC pretreatment was
partially but significantly restored following transduction with an
HHIP shRNA expression vector (Figure 7c). These results indicated
that 5-aza-dC pretreatment restored HHIP expression and
concomitantly reduced leukemic cell-supporting activity in
primary AML/MDS-derived stromal cells. Moreover, this effect
was significantly negated by HHIP shRNA transfer. Thus, HHIP
expression in primary stromal cells could be highly associated with
leukemic cell-supporting activity.
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DISCUSSION
In the present study, we demonstrated that stromal HHIP
expression could suppress leukemic cell proliferation. HHIP
expression in AML/MDS-derived BM stromal cells was significantly
reduced, and these low HHIP-expressing stromal cells readily
supported the proliferation of leukemic cells. Moreover, 5-aza-dC
pretreatment partially restored HHIP expression and leukemic cell
proliferation on coculture was concomitantly reduced, indicating
that aberrant reduction of HHIP expression is associated with the
leukemic cell-supporting activity of BM stromal cells.
It was previously suggested that genetic abnormalities are

necessary for the development of MDS and AML, and genetic
aberrations, such as single base changes, deletions, insertions and
genomic rearrangements, could be detected in early events
during AML/MDS development.38 However, it remains unclear
how genetic aberrations could be induced in BM. Mice with
conditional knockout of Dicer1 or Sbds in BM stromal cells
developed dysplastic changes in hematopoietic cells, subsequent
genetic mutations, and eventually leukemic transformation.7,8 This
suggests that stromal dysfunction may be an early event in the
development of AML/MDS. Consistent with these findings, the
reduction of stromal HHIP expression was observed in AML
samples and MDS samples. Thus, reduction may be an early event
in AML/MDS patients.
The precise molecular mechanism of how stromal HHIP

reduction could contribute to the proliferation of leukemic cells
remains unclear. In this regard, we and others have demonstrated
that Hh ligands, including Ihh and sonic Hh, are highly expressed
in CD34þ stem/progenitor cells.9,11 Moreover, Hh stimulates the
cell cycle of hematopoietic stem/progenitor cells and erythroid
progenitor cells in an autocrine or paracrine manner.21,39–41

However, it is unclear how Hh signaling is self-limiting in BM
microenvironment.15,16 In the present study, we found that HHIP is
highly expressed in primary stromal cells, but not in primary PB,
BM or CB CD34þ hematopoietic cells (Figure 1d), suggesting that
stromal HHIP is part of an inhibitory system of Hh signaling
(Figures 1a and b). Hh signaling has no significant effects on adult
hematopoietic stem cell function in vivo.12,42 Whether the Hh
pathway has an important role in malignant hematopoiesis is
controversial.43 The expansion of Bcr-Abl-positive leukemic stem
cells was dependent on Hh pathway activation13,14 although Hh
signaling is not required for the development of MLL-AF9-
mediated AML.44 Collectively, the high level of stromal HHIP
expression in BM could suppress the proliferation of Hh signaling-
dependent leukemic cells.
Understanding the mechanisms of reduced stromal HHIP in

leukemia is a critical step towards future therapies. In this regard,
we focused on the marked reduction of HHIP expression in several
human stromal cell clones and AML/MDS-associated stromal cells
(Figure 1a, Supplementary Figure 1a and Figure 3c). Analysis of the
methylation status of the HHIP promoter region determined that
the HHIP promoter was methylated in HHIP-low stromal cells
(Figure 6a and Supplementary Figure 3). These results were
consistent with previous reports demonstrating that a 50 CpG
island existed in the HHIP promoter lesion, and that methylation
of the HHIP promoter is detected in some types of tumors.25,45

Although the demethylating agent 5-aza-dC has begun to be used
in the treatment of AML/MDS and genes involved in the
regulation of DNA methylation (DNMT3A, IDH1/IDH2 and TET2)
are found to be mutated in MDS,46 the precise molecular
mechanism how 5-aza-dC mediates its effects is still unclear
especially regarding BM microenvironment.47,48 Hence, we tested
the effects of 5-aza-dC on the leukemic cell-supporting activity of
primary AML/MDS-derived cells. Remarkably, HHIP expression in
stromal cells was restored following 5-aza-dC treatment and their
leukemic cell-supporting activity was concomitantly reduced and
associated with demethylation of the HHIP promoter (Figure 6a
and Figure 7c). Although several transcription factors and

adhesion molecules could be associated with the efficacy of
5-aza-dC in the treatment of AML/MDS,49,50 stromal HHIP may be
an important target for 5-aza-dC. Genome-wide analysis, trans-
criptomes analysis or non coding RNA analysis of AML/MDS-
derived stromal cells are required to fully elucidate the
mechanisms in future studies.
In conclusion, stromal HHIP expression was reduced in AML/

MDS-derived stromal cells. The reduction of stromal HHIP
expression may correlate with the proliferation of leukemic cells.
Thus, aberrant stromal HHIP reduction could contribute to the
progression of AML/MDS.

CONFLICT OF INTEREST
The authors declare no conflict of interest.

ACKNOWLEDGEMENTS
The manuscript has been carefully reviewed by an experienced medical editor in NAI
Inc. This work was supported in part by a grant from the Ministry of Health, Labor and
Welfare of Japan to MK.

AUTHOR CONTRIBUTIONS
MK designed the experiments and performed flow cytometry and drafted paper; SI,
SK, HH, TS performed the experiments, analyzed the data; KM, YK, KT, KO, YK and HT
followed patients and obtain informed consent; KM helped statistic analysis of the
data; YS and RT helped to analyze the data. JK extensively edited the paper.

REFERENCES
1 Deguchi K, Gilliland DG. Cooperativity between mutations in tyrosine kinases and

in hematopoietic transcription factors in AML. Leukemia 2002; 16: 740–744.
2 Yoshida K, Sanada M, Shiraishi Y, Nowak D, Nagata Y, Yamamoto R et al. Frequent

pathway mutations of splicing machinery in myelodysplasia. Nature 2011; 478:
64–69.

3 Papaemmanuil E, Cazzola M, Boultwood J, Malcovati L, Vyas P, Bowen D et al.
Somatic SF3B1 mutation in myelodysplasia with ring sideroblasts. N Engl J Med
2011; 365: 1384–1395.

4 Wang L, Gural A, Sun XJ, Zhao X, Perna F, Huang G et al. The leukemogenicity of
AML1-ETO is dependent on site-specific lysine acetylation. Science 2011; 333:
765–769.

5 Blau O, Baldus CD, Hofmann WK, Thiel G, Nolte F, Burmeister T et al. Mesenchymal
stromal cells of myelodysplastic syndrome and acute myeloid leukemia patients
have distinct genetic abnormalities compared with leukemic blasts. Blood 2011;
118: 5583–5592.

6 Santamaria C, Muntion S, Roson B, Blanco B, Lopez-Villar O, Carrancio S et al.
Impaired expression of DICER, DROSHA, SBDS and some microRNAs in
mesenchymal stromal cells from myelodysplastic syndromes patients. Haemato-
logica 2012; 97: 1218–1224.

7 Raaijmakers MH, Mukherjee S, Guo S, Zhang S, Kobayashi T, Schoonmaker JA et al.
Bone progenitor dysfunction induces myelodysplasia and secondary leukaemia.
Nature 2011; 464: 852–857.

8 Schmidt T, Kharabi Masouleh B, Loges S, Cauwenberghs S, Fraisl P, Maes C et al.
Loss or Inhibition of Stromal-Derived PlGF Prolongs Survival of Mice with Imati-
nib-Resistant Bcr-Abl1(þ ) Leukemia. Cancer Cell 2011; 19: 740–753.

9 Bhardwaj G, Murdoch B, Wu D, Baker DP, Williams KP, Chadwick K et al. Sonic
hedgehog induces the proliferation of primitive human hematopoietic cells via
BMP regulation. Nat Immunol 2001; 2: 172–180.

10 Kobune M, Kato J, Kawano Y, Sasaki K, Uchida H, Takada K et al. Adenoviral vector-
mediated transfer of the Indian hedgehog gene modulates lymphomyelopoiesis
in vivo. Stem Cells 2008; 26: 534–542.

11 Kobune M, Ito Y, Kawano Y, Sasaki K, Uchida H, Nakamura K et al. Indian
hedgehog gene transfer augments hematopoietic support of human stromal cells
including NOD/SCID-beta2m-/- repopulating cells. Blood 2004; 104: 1002–1009.

12 Gao J, Graves S, Koch U, Liu S, Jankovic V, Buonamici S et al. Hedgehog signaling
is dispensable for adult hematopoietic stem cell function. Cell Stem Cell 2009; 4:
548–558.

13 Dierks C, Beigi R, Guo GR, Zirlik K, Stegert MR, Manley P et al. Expansion of Bcr-Abl-
positive leukemic stem cells is dependent on Hedgehog pathway activation.
Cancer Cell 2008; 14: 238–249.

Suppression of stromal HHIP in AML/MDS
M Kobune et al

10

Blood Cancer Journal & 2012 Macmillan Publishers Limited



14 Zhao C, Chen A, Jamieson CH, Fereshteh M, Abrahamsson A, Blum J et al.
Hedgehog signalling is essential for maintenance of cancer stem cells in myeloid
leukaemia. Nature 2009; 458: 776–779.

15 Gal H, Amariglio N, Trakhtenbrot L, Jacob-Hirsh J, Margalit O, Avigdor A et al. Gene
expression profiles of AML derived stem cells; similarity to hematopoietic stem
cells. Leukemia 2006; 20: 2147–2154.

16 Essers MA, Trumpp A. Targeting leukemic stem cells by breaking their dormancy.
Mol Oncol 2010; 4: 443–450.

17 Lee CJ, Dosch J, Simeone DM. Pancreatic cancer stem cells. J Clin Oncol 2008; 26:
2806–2812.

18 Clement V, Sanchez P, de Tribolet N, Radovanovic I, Ruiz i Altaba A. HEDGEHOG-
GLI1 signaling regulates human glioma growth, cancer stem cell self-renewal, and
tumorigenicity. Curr Biol 2007; 17: 165–172.

19 Berman DM, Karhadkar SS, Hallahan AR, Pritchard JI, Eberhart CG, Watkins DN
et al. Medulloblastoma growth inhibition by hedgehog pathway blockade. Science
2002; 297: 1559–1561.

20 Lin TL, Wang QH, Brown P, Peacock C, Merchant AA, Brennan S et al. Self-renewal
of acute lymphocytic leukemia cells is limited by the Hedgehog pathway inhi-
bitors cyclopamine and IPI-926. PLoS One 2010; 5: e15262.

21 Kobune M, Takimoto R, Murase K, Iyama S, Sato T, Kikuchi S et al. Drug resistance
is dramatically restored by hedgehog inhibitors in CD34þ leukemic cells. Cancer
Sci 2009; 100: 948–955.

22 Chuang PT, McMahon AP. Vertebrate Hedgehog signalling modulated by
induction of a Hedgehog-binding protein. Nature 1999; 397: 617–621.

23 Bosanac I, Maun HR, Scales SJ, Wen X, Lingel A, Bazan JF et al. The structure of
SHH in complex with HHIP reveals a recognition role for the Shh pseudo active
site in signaling. Nat Struct Mol Biol 2009; 16: 691–697.

24 Martin ST, Sato N, Dhara S, Chang R, Hustinx SR, Abe T et al. Aberrant methylation
of the Human Hedgehog interacting protein (HHIP) gene in pancreatic neo-
plasms. Cancer Biol Ther 2005; 4: 728–733.

25 Taniguchi H, Yamamoto H, Akutsu N, Nosho K, Adachi Y, Imai K et al. Transcrip-
tional silencing of hedgehog-interacting protein by CpG hypermethylation and
chromatic structure in human gastrointestinal cancer. J Pathol 2007; 213: 131–139.

26 Kawano Y, Kobune M, Yamaguchi M, Nakamura K, Ito Y, Sasaki K et al. Ex vivo
expansion of human umbilical cord hematopoietic progenitor cells using a
coculture system with human telomerase catalytic subunit (hTERT)-transfected
human stromal cells. Blood 2003; 101: 532–540.

27 Kobune M, Kato J, Chiba H, Kawano Y, Tanaka M, Takimoto R et al. Telomerized
human bone marrow-derived cell clones maintain the phenotype of hemato-
poietic-supporting osteoblastic and myofibroblastic stromal cells after long-term
culture. Exp Hematol 2005; 33: 1544–1553.

28 Kobune M, Kawano Y, Takahashi S, Takada K, Murase K, Iyama S et al. Interaction
with human stromal cells enhances CXCR4 expression and engraftment of cord
blood Lin(-)CD34(-) cells. Exp Hematol 2008; 36: 1121–1131.

29 Gan OI, Murdoch B, Larochelle A, Dick JE. Differential maintenance of primitive
human SCID-repopulating cells, clonogenic progenitors, and long-term culture-
initiating cells after incubation on human bone marrow stromal cells. Blood 1997;
90: 641–650.

30 Cammenga J, Niebuhr B, Horn S, Bergholz U, Putz G, Buchholz F et al. RUNX1
DNA-binding mutants, associated with minimally differentiated acute myelo-
genous leukemia, disrupt myeloid differentiation. Cancer Res 2007; 67: 537–545.

31 Roman-Gomez J, Castillejo JA, Jimenez A, Cervantes F, Boque C, Hermosin L et al.
Cadherin-13, a mediator of calcium-dependent cell-cell adhesion, is silenced
by methylation in chronic myeloid leukemia and correlates with pretreatment
risk profile and cytogenetic response to interferon alfa. J Clin Oncol 2003; 21:
1472–1479.

32 Kobune M, Chiba H, Kato J, Kato K, Nakamura K, Kawano Y et al.Wnt3/RhoA/ROCK
signaling pathway is involved in adhesion-mediated drug resistance of multiple
myeloma in an autocrine mechanism. Mol Cancer Ther 2007; 6: 1774–1784.

33 Cameron EE, Bachman KE, Myohanen S, Herman JG, Baylin SB. Synergy of
demethylation and histone deacetylase inhibition in the re-expression of genes
silenced in cancer. Nat Genet 1999; 21: 103–107.

34 Tormin A, Li O, Brune JC, Walsh S, Schutz B, Ehinger M et al. CD146 expression on
primary nonhematopoietic bone marrow stem cells is correlated with in situ
localization. Blood 2011; 117: 5067–5077.

35 Kitamura T, Tange T, Terasawa T, Chiba S, Kuwaki T, Miyagawa K et al.
Establishment and characterization of a unique human cell line that proliferates
dependently on GM-CSF, IL-3, or erythropoietin. J Cell Physiol 1989; 140:
323–334.

36 Asou H, Tashiro S, Hamamoto K, Otsuji A, Kita K, Kamada N. Establishment of a
human acute myeloid leukemia cell line (Kasumi-1) with 8;21 chromosome
translocation. Blood 1991; 77: 2031–2036.

37 Koch CM, Suschek CV, Lin Q, Bork S, Goergens M, Joussen S et al. Specific
age-associated DNA methylation changes in human dermal fibroblasts. PLoS One
2011; 6: e16679.

38 Bergsagel PL, Kuehl WM. Comprehensive Identification of Somatic Mutations in
Chronic Lymphocytic Leukemia. Cancer Cell 2011; 20: 5–7.

39 Dierks C, Grbic J, Zirlik K, Beigi R, Englund NP, Guo GR et al. Essential role of
stromally induced hedgehog signaling in B-cell malignancies. Nat Med 2007; 13:
944–951.

40 Peacock CD, Wang Q, Gesell GS, Corcoran-Schwartz IM, Jones E, Kim J et al.
Hedgehog signaling maintains a tumor stem cell compartment in multiple
myeloma. Proc Natl Acad Sci USA 2007; 104: 4048–4053.

41 Detmer K, Walker AN, Jenkins TM, Steele TA, Dannawi H. Erythroid differentiation
in vitro is blocked by cyclopamine, an inhibitor of hedgehog signaling. Blood Cells
Mol Dis 2000; 26: 360–372.

42 Von Hoff DD, LoRusso PM, Rudin CM, Reddy JC, Yauch RL, Tibes R et al. Inhibition
of the hedgehog pathway in advanced basal-cell carcinoma. N Engl J Med 2009;
361: 1164–1172.

43 Mar BG, Amakye D, Aifantis I, Buonamici S. The controversial role of the Hedgehog
pathway in normal and malignant hematopoiesis. Leukemia 2011; 25: 1665–1673.

44 Hofmann I, Stover EH, Cullen DE, Mao J, Morgan KJ, Lee BH et al. Hedgehog
signaling is dispensable for adult murine hematopoietic stem cell function and
hematopoiesis. Cell Stem Cell 2009; 4: 559–567.

45 Shahi MH, Afzal M, Sinha S, Eberhart CG, Rey JA, Fan X et al. Human hedgehog
interacting protein expression and promoter methylation in medulloblastoma cell
lines and primary tumor samples. J Neurooncol 2011; 103: 287–296.

46 Graubert T, Walter MJ. Genetics of myelodysplastic syndromes: new insights.
Hematology Am Soc Hematol Educ Program 2011; 2011: 543–549.

47 Fabiani E, Leone G, Giachelia M, D’Alo F, Greco M, Criscuolo M et al. Analysis of
genome-wide methylation and gene expression induced by 5-aza-20-deox-
ycytidine identifies BCL2L10 as a frequent methylation target in acute myeloid
leukemia. Leuk Lymphoma 2010; 51: 2275–2284.

48 Mori N, Yoshinaga K, Tomita K, Ohwashi M, Kondoh T, Shimura H et al. Aberrant
methylation of the RIZ1 gene in myelodysplastic syndrome and acute myeloid
leukemia. Leuk Res 2011; 35: 516–521.

49 Deneberg S, Guardiola P, Lennartsson A, Qu Y, Gaidzik V, Blanchet O et al.
Prognostic DNA methylation patterns in cytogenetically normal acute myeloid
leukemia are predefined by stem cell chromatin marks. Blood 2011; 118:
5573–5582.

50 Ward PS, Patel J, Wise DR, Abdel-Wahab O, Bennett BD, Coller HA et al. The
common feature of leukemia-associated IDH1 and IDH2 mutations is a neo-
morphic enzyme activity converting alpha-ketoglutarate to 2-hydroxyglutarate.
Cancer Cell 2010; 17: 225–234.

This work is licensed under the Creative Commons Attribution-
NonCommercial-Share Alike 3.0 Unported License. To view a copy of

this license, visit http://creativecommons.org/licenses/by-nc-sa/3.0/

Supplementary Information accompanies the paper on Blood Cancer Journal website (http://www.nature.com/bcj)

Suppression of stromal HHIP in AML/MDS
M Kobune et al

11

& 2012 Macmillan Publishers Limited Blood Cancer Journal

http://www.nature.com/bcj

	Stromal cells expressing hedgehog-interacting protein regulate the proliferation of myeloid neoplasms
	Introduction
	Materials and methods
	Reagents and cell lines
	Primary human stromal cells, hTERT-stromal cells (HTS) and clones
	Separation of primary CD34+ leukemic cells and CD271+CD45− mesenchymal stromal cells
	Coculture of CD34+ leukemic cells or primary CB CD34+ cells with human stromal cells
	Clonogenic assay and replating assay of primary hematopoietic or leukemic cells
	Analysis of Ihh and related gene mRNA expression
	Phenotypic characterization of human stromal cells
	Drug cytotoxic assay
	Determination of cell cycle
	Transduction of short hairpin RNA (shRNA) against HHIP in stromal cells
	Bisulfite modification and methylation-specific PCR (MSP)
	5-aza-dC treatment of human stromal cells
	Immunoblot analysis
	Statistical analysis

	Results
	The expression level of various factors in stromal cells and their supporting activity of CB clonogenic cells
	Expression of Hh-related genes and the effect of recombinant mHIP on leukemic cells
	The phenotype and expression of HHIP in stromal cells derived from AML/MDS
	Leukemic cell-supporting activity of BM-derived stromal clones
	shRNA-mediated inhibition of the HHIP gene on the leukemic cell-supporting activity of stromal cells
	Promoter methylation of HHIP-low expressing stromal cells and the effect of demethylating regent
	Reduction of leukemic cell-supporting activity of primary leukemia-associated stromal cells after HHIP reactivation

	Discussion
	Acknowledgements
	Note
	References




