
haematologica | 2014; 99(7)

ARTICLES

1149

Hematopoiesis

Introduction

Hematopoiesis is a tightly regulated multi-stage process,
predominantly occurring in fetal liver before birth and in the
bone marrow (BM) postnatally.1 All hematopoietic cells are
derived from a small population of hematopoietic stem cells.
The differentiation and self-renewal properties of these stem
cells are governed by signals derived from cellular and acel-
lular components that constitute the complex BM microen-
vironment, comprising osteoblasts, osteoclasts, adipocytes,
endothelial cells, stromal cells, extracellular matrix (ECM)
and factors secreted by many cell types.2,3 Additionally, fac-
tors involved in bone formation have also been shown to
play an important role in hematopoiesis.4 Several cellular
components, cytokines and growth factors have been identi-
fied as being involved in B-cell development in the mouse.
Adherent BM stromal cells were shown to be indispensable
for continuous culture of B cells, suggesting the necessity of
secreted factors to support B-cell development.5 The genera-
tion of pre-pro-B cells from multipotent hematopoietic pro-
genitors has been shown to require CXC chemokine ligand
12 (CXCL12)-abundant reticular (CAR) cells, while inter-
leukin-7 (IL-7) secreted by BM stromal cells is absolutely
essential for the proliferation and differentiation of pro-B
cells in the adult mouse.6-8 These BM stromal cells form spe-
cific cellular niches for early B-cell development.9-11

Connective tissue growth factor (CTGF), also known as
CCN2, belongs to the CCN family of proteins and is a cys-
teine-rich secreted protein composed of four modules: an
insulin-like growth factor-binding domain, a von Willebrand
factor type C domain, a thrombospondin type I domain, and
a C-terminal cystine knot domain.12 CTGF is associated with
a broad spectrum of cellular functions, including cell adhe-
sion, proliferation, migration, differentiation, survival, colla-
gen deposition, and synthesis of ECM.12,13 CTGF is highly
expressed in bone cartilage during development and healing
and is indispensible for bone formation.14,15 The significance
of CTGF in skeletogenesis, chondrogenesis and angiogenesis
was demonstrated in Ctgf-/- mice, which exhibit defects in
chondrocyte proliferation, ECM composition within the
hypertrophic zone, and growth plate angiogenesis, as well as
impaired endochondral ossification, distorted cartilages and
disorganized hypertrophic zones of long bones.16,17 In addi-
tion, CTGF regulates cellular components in the BM microen-
vironment. For example, CTGF is secreted by osteoblastic
cells, which are known to play a critical role in hematopoietic
stem cell niches, and in vitro studies using recombinant CTGF
suggested that CTGF enhances proliferation and differentia-
tion of these cells.14,15,18-20

Apart from its physiological roles, CTGF has been implicat-
ed in fibrosis and cancer. High expression of CTGF has been
consistently identified in several cohorts of patients with
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Hematopoiesis occurs in a complex bone marrow microenvironment in which bone marrow stromal cells provide
critical support to the process through direct cell contact and indirectly through the secretion of cytokines and
growth factors. We report that connective tissue growth factor (Ctgf, also known as Ccn2) is highly expressed in
murine bone marrow stromal cells. In contrast, connective tissue growth factor is barely detectable in unfraction-
ated adult bone marrow cells. While connective tissue growth factor has been implicated in hematopoietic malig-
nancies, and is known to play critical roles in skeletogenesis and regulation of bone marrow stromal cells, its role
in hematopoiesis has not been described. Here we demonstrate that the absence of connective tissue growth factor
in mice results in impaired hematopoiesis. Using a chimeric fetal liver transplantation model, we show that
absence of connective tissue growth factor has an impact on B-cell development, in particular from pro-B to more
mature stages, which is linked to a requirement for connective tissue growth factor in bone marrow stromal cells.
Using in vitro culture systems, we demonstrate that connective tissue growth factor potentiates B-cell proliferation
and promotes pro-B to pre-B differentiation in the presence of interleukin-7. This study provides a better under-
standing of the functions of connective tissue growth factor within the bone marrow, showing the dual regulatory
role of the growth factor in skeletogenesis and in stage-specific B lymphopoiesis.
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acute lymphoblastic leukemia (ALL).21-25 Specifically, high
CTGF expression is exclusive to B-lineage ALL and is
secreted by pre-B ALL cells, but is not found in T-cell
ALL.21 Moreover, high levels of CTGF expression in ALL
are linked to poor outcome in patients22,24 and a recent
study suggested that CTGF promotes leukemia cell
engraftment and growth in the BM.26 To date, at least 21
different types of cancer have been associated with either
low or high CTGF expression, and linked to distinct clini-
cal outcomes.27
Since CTGF has been documented to play an important

role in the BM microenvironment, we investigated
whether this growth factor is involved in hematopoiesis.
Our data show for the first time that absence of Ctgf
impairs hematopoiesis and that Ctgf is expressed in BM
stromal cells to support normal B lymphopoiesis. 

Methods

Additional details on the design and methods of this study are
provided in the Online Supplementary Methods.

Mice
Ctgf+/- mice were generated on a 129SvJxBalb/cJ background.16

For this study, mice were backcrossed onto the C57BL/6J (CD45.2)
strain for at least nine generations. Newborn Ctgf-/-mice were col-
lected soon after birth and were used in phenotypic analysis and
transplantation experiments. Seven- to 12-week old C57BL/6J
mice and B6.SJL-Ptprca Pep3b/BoyJ (C57BL/6J-CD45.1) mice were
purchased from the Animal Research Centre, Perth. Animals were
housed under pathogen-free conditions and all studies were
approved by the Animal Ethics Committee, Telethon Kids
Institute, Perth.  

Flow cytometry and cell sorting 
All flow cytometry and cell sorting (FACS) studies were per-

formed on single-cell suspensions and cells were stained using
standard protocols. The flow cytometry details are provided in the
Online Supplementary Methods. All antibodies were purchased from
BD Bioscience unless otherwise described and the details are pre-
sented in Online Supplementary Table S1. Flow cytometry was per-
formed on a BD LSRII (BD Bioscience) and FACS on a FACSAria
(BD Bioscience). Data were analyzed with FlowJo software
(TreeStar).  

Fetal liver transplantation 
For fetal liver transplantation, 2x106 neonatal liver or 1x106 E13.5

fetal liver cells were transplanted into the recipients by tail vein
injection. For hematopoietic stem cell transplantation, liver cells
were extracted from E13.5 fetal livers and 1x104 linnegc-kit+Sca-1+

(LSK) cells were sorted by FACS. For competitive transplantation,
5000 CD45.2 Ctgf-/- or wild-type (WT) LSK cells were transplanted
together with 5000 competitor LSK cells (CD45.1+) into the recip-
ients. Analysis of hematopoiesis was performed 16 weeks after
transplantation and data were derived from gated CD45.2+ recon-
stituted donor cells.

Quantitative reverse transcription polymerase chain
reaction expression analysis
Total RNA was extracted from adult and neonatal BM and puri-

fied cell preparations using the RNeasy Micro Kit with RNase-free
DNase I (Qiagen). cDNA was synthesized using Omniscript RT
kit (Qiagen) with anchored oligo-dT primer (Life Technologies).
Taqman Gene Expression Assays for mouse Ctgf

(Mm01192933_g1) and mouse eukaryotic translation elongation
factor 1 alpha 1 (Eef1a1) (Mm01973893_g1) were performed on an
Applied Biosystem Prism 7000 sequence Detection System using
Taqman Universal PCR Master Mix (Life Technologies). Results
were obtained with the relative standard curve method and Ctgf
mRNA levels in each sample were normalized to the levels of
Eef1a1.

B-cell proliferation assay
B-cell proliferation was measured by [3H]thymidine incorpora-

tion. B220+ BM cells, pro-B (B220+CD43+IgMneg), pre-B
(B220+CD43negIgMneg) and IgM+ B (B220+CD43negIgM+) cells from
adult C57BL/6J mice were isolated by FACS with a purity >95%.
Cells were cultured in 96-well plates, at a density of 1.5x105/well
for B220+ cells or 5x104/well for pro-B, pre-B, or IgM+ B cells, with
indicated concentrations of recombinant human CTGF28 and
recombinant mouse interleukin-7 (IL-7) for 72 h; 0.5 μCi/well of
[3H]thymidine (PerkinElmer) was added to the cultures for the
last 24 h. Cells were harvested and [3H]thymidine incorporation
was measured in a MicroBeta® TriLux Microplate Scintillation
and Luminescence Counter (PerkinElmer). Results are presented
as fold-change normalized to the reading from cells cultured in
medium. 

Statistical analysis
Data were analyzed using a two-tailed unpaired Student t-test.

The results are presented as means ± standard error of mean
(SEM). A P value <0.05 is considered statistically significant.

Results

Absence of Ctgf impairs hematopoiesis 
in newborn mice

Previous studies in Ctgf-/- mice on a 129Sv/J x Balb/cJ back-
ground demonstrated that CTGF played a role in skeletal
development.16 After backcrossing this strain onto
C57BL/6J, we confirmed a critical role for CTGF in skeletal
development: the mice exhibited multiple skeletal defects,
including disorganized and enlarged hypertrophic zones in
femora (Figure 1A,B), and Ctgf-/- but not Ctgf+/- mice died
perinatally, as previously published.16 Despite the profound
defects in bone and ECM content in the BM of Ctgf-/- mice,
it was not known whether these mice have normal
hematopoiesis. To address this, we enumerated three
major types of hematopoietic cells: B cells (B220+), T cells
(CD3+), and myeloid cells (Gr-1+CD11b+) in BM, spleen,
and liver of newborn Ctgf-/-, Ctgf+/- and C57/BL/6J WT
mice. Flow cytometric analysis revealed significantly
lower proportions of B cells in BM (Figure 1C) and spleen
(Figure 1D) from Ctgf-/- mice compared to those from
Ctgf+/- or WT mice. In the liver (Figure 1E), Ctgf-/- mice
showed significantly increased proportions of B cells and
decreased myeloid cells compared to Ctgf+/- and WT mice.
These data suggest that newborn Ctgf-/- mice have altered
hematopoiesis. While the findings from newborn BM and
spleen compared to liver are seemingly paradoxical, they
are likely attributable to context-dependent actions that
have been noted for CTGF and other CCN proteins.29

Absence of Ctgf in fetal or neonatal liver cells impairs
their hematopoietic potential after transplantation into
wild-type recipient mice  
To gain insight into the role of CTGF in hematopoiesis,
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we used a chimeric mouse model to compare the
hematopoietic potential of Ctgf-/- and WT liver cells.
Neonatal or E13.5 fetal liver cells (the stage when
hematopoietic stem cells are highly enriched30) from Ctgf-/-
or WT donors (CD45.2) were transplanted into lethally
irradiated WT recipients (CD45.1). Sixteen weeks after
transplantation, we examined BM and spleen cells. We
observed the same reconstitution potential in neonatal
and fetal liver cells. Results in Figure 2 and Online
Supplementary Figure S1 are from fetal liver transplants.
Analysis of the hematopoietic stem and progenitor cell

compartment of the recipients transplanted with Ctgf-/- or
WT cells (Online Supplementary Figure S1A-C) demonstrat-
ed no significant differences in either cell numbers or fre-
quencies (Online Supplementary Figure S1D). Compared to
WT cells, the absence of Ctgf did not affect the capacity to
regenerate total cell numbers in BM and spleen in the
transplant recipients (Online Supplementary Figure S1E). Of
note, recipients transplanted with Ctgf-/- cells had signifi-
cantly lower numbers and frequencies of B cells in both
BM and spleen compared to mice transplanted with WT
cells (Figure 2A). Additionally, it was observed that the
myeloid population in the BM of recipients transplanted
with Ctgf-/- cells was more abundant (Figure 2A). 
Further analysis of the B-cell subpopulation was con-

ducted using previously described gating strategies31
(Figure 2B). While the proportions of pre-B, immature B
and mature B cells were unchanged within the
B220+CD43neg fraction (Figure 2B), we found a significantly
lower proportion of B220+CD43neg cells in the BM and
spleen, leading to lower total numbers and frequencies of

pre-B, immature B, and mature B cells in BM as well as
B220+CD43+ and B220+CD43negIgMneg populations in the
spleen of recipients transplanted with Ctgf-/- compared to
WT cells (Figure 2B,C). In contrast, the absence of Ctgf did
not affect the B220+CD43+ population, which is likely to
be pro-B cells, although plasmacytoid dendritic cells can-
not be definitively excluded. 
We then sought to test whether B-cell function was

altered in the absence of Ctgf. B220+ spleen cells were iso-
lated from recipients of Ctgf-/- or WT cells 16 weeks after
transplantation and stimulated with 20 μg/mL of
lipopolysaccharide for 48 h. The repopulated Ctgf-/- B cells
appeared to have normal responses following activation
with lipopolysaccharide and showed no difference in
CD80+ up-regulation (Online Supplementary Figure S1F).
Taken together, these data suggest that Ctgf is required in
cells from fetal or neonatal liver to maintain normal B lym-
phopoiesis upon transplantation into WT recipient mice.

Absence of Ctgf in hematopoietic stem cells does not
affect development of blood cell lineages  
We next investigated whether Ctgf has a cell

autonomous effect in hematopoietic stem cells. We isolat-
ed hematopoietic stem cell-enriched linnegSca-1+c-kit+ (LSK)
cells from E13.5 fetal livers of Ctgf-/-, WT, and C57BL/6J-
CD45.1 (competitor) mice and performed both non-com-
petitive and competitive transplantation experiments
using the chimeric model as above. No significant differ-
ences were found between the recipients of Ctgf-/- and WT
hematopoietic stem cells in non-competitive transplants
(Online Supplementary Figure S2A-D), suggesting that Ctgf

CTGF expressed in BMSC promotes B lymphopoiesis 
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Figure 1. Newborn Ctgf-/-

mice exhibit skeletal
defects and impaired
hematopoiesis. (A)
Representative photomi-
crographs depicting
alizarin red staining of
skeletal structure in Ctgf-/-

and WT C57BL/6J new-
born mice. Bars, 5 mm.
(B) Representative pho-
tomicrographs showing
hematoxylin and eosin
staining of upper femora
from Ctgf-/- and WT new-
born mice. Bars, 500 μm.
(C-E) Data shown are from
individual newborn mice
( WT, Ctgf+/-, Ctgf-/-),
as % B cells (B220+), % T
cells (CD3+), and %
myeloid cells (CD11b+Gr-
1+) of total cells from (C)
BM, (D) spleen, and (E)
liver. Data were collected
from four independent
experiments with at least
one neonate per group.
Error bars represent SEM,
*P<0.05; **P<0.01.
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has minimal cell autonomous effects in hematopoietic
stem cells. For competitive transplants, equal numbers of
donor cells (Ctgf-/- or WT) and competitor cells were trans-
planted into the recipients and we did not observe any
competitive disadvantage of Ctgf-/- hematopoietic stem
cells in hematopoietic reconstitution compared to WT
hematopoietic stem cells (Online Supplementary Figure
S2E,F). Collectively, these findings demonstrate that the
absence of Ctgf in hematopoietic stem cells does not affect
hematopoiesis or stem cell properties.

Abundant Ctgf expression in bone marrow stromal 
cells from adult and newborn mice  
Because these in vivo data suggest that the Ctgf-depen-

dent effect on hematopoiesis is not cell autonomous in
hematopoietic stem cells, we examined the expression of
Ctgf in the BM compartment using quantitative reverse
transcriptase polymerase chain reaction analysis. Adult
BM cells and fragments of tibiae and femora were treated
with collagenase,32 followed by FACS. In unfractionated
adult BM cells, Ctgf was barely detectable (Figure 3A).
Consistent with this, we did not detect any Ctgf expres-
sion in pro-B (B220+CD43+), pre-B (B220+CD43negIgMneg), or
IgM+ (B220+CD43negIgM+) B cells isolated from adult BM
(data not shown). Remarkably, in the purified
CD45negTer119negCD11bneg population, Ctgf expression was
readily detectable (Figure 3A), indicating that BM stromal
cells endogenously express Ctgf. To further investigate this
observation, we isolated subpopulations from neonatal
femora and tibiae, chosen over adult cells to provide
increased yields of cells, including mesenchymal stem

cells, CAR cells, endothelial cells and vascular cell adhe-
sion molecule (VCAM)-1+ reticular cells (Online
Supplementary Figure S3A).9,32-34 Ctgf expression was readily
detected in each of these purified populations, with CAR
cells showing the highest expression (Figure 3B). Thus,
bone stromal cells are responsible for the bulk of Ctgf
expression within the bone or BM. As assessed by quanti-
tative reverse transcriptase polymerase chain reaction
analysis, adult BM stromal cells and all subpopulations of
neonatal BM stromal cells expressed IL-7 mRNA (Online
Supplementary Figure S3B). 
Given the high expression of Ctgf in BM stromal cells

and because CTGF plays a significant role in skeletogene-
sis, we wondered whether the absence of Ctgf would
affect the composition of BM stromal cells. We, therefore,
isolated BM stromal cells from WT, Ctgf+/- and Ctgf-/- new-
born mice. We found that the absence of Ctgf did not
affect the cell numbers (data not shown) or the proportions
of mesenchymal stem cells, CAR cells, endothelial cells, or
VCAM-1+ reticular cells in neonatal femora and tibiae
(Online Supplementary Figure S3C). Together, our results
demonstrate that BM stromal cells are the major source of
Ctgf in both adult and neonatal BM and that Ctgf is barely
detectable in hematopoietic cells.  

Connective tissue growth factor potentiates B-cell 
proliferation in the presence of interleukin-7  
To understand how CTGF regulates B lymphopoiesis,

we first investigated whether CTGF has an impact on B-
cell proliferation. IL-7 plays an essential role in B-cell pro-
liferation and differentiation, and is commonly used to
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Figure 2. Absence of Ctgf affects hematopoiesis.
1x106 total E13.5 fetal liver cells from WT (■) or
Ctgf-/- (□) mice were transplanted into lethally irradi-
ated WT recipient mice (n≥6 mice per group). (A)
Total cell numbers and frequencies in BM and
spleen of B cells, T cells, and myeloid cells. (B) Flow
cytometric profiles of B lineages in the BM of WT
and Ctgf-/- mice: pre-B (B220+CD43negIgMneg), imma-
ture B (B220loCD43negIgM+), and mature B
(B220hiCD43negIgM+). (C) Total number and frequen-
cy of B220+CD43+ (pro-B), pre-B, immature B, and
mature B cells in BM as well as B220+CD43+,
B220+CD43negIgMneg, and IgM+ B (B220+CD43negIgM+)
populations in spleen. *P<0.05; **P<0.01;
***P<0.001.
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examine B lineage cells in vitro.35 We cultured B cells (B220+)
with recombinant mouse IL-7 and/or recombinant human
CTGF for 72 h and determined proliferation by [3H]thymi-
dine incorporation for 24 h prior to harvesting. We con-
firmed that IL-7 enhances B-cell proliferation approxi-
mately 5-fold, and concentrations of more than 1 ng/mL
did not increase the level of proliferation (Figure 4A). In
contrast, CTGF added to cultures alone showed negligible
induction of B-cell proliferation (Figure 4A). IL-7 and
CTGF together generated a proliferative response record-
ed to be: (i) higher than additive and (ii) dependent on the
CTGF dose (Figure 4A). To determine which B-cell sub-
populations were responsive, BM cells were separated
into pro-B (B220+CD43+IgMneg), pre-B (B220+CD43negIgMneg)
and surface IgM (sIgM)+ B (B220+CD43negIgM+) cells and
cultured with CTGF and IL-7. In the presence of both IL-7
and CTGF, the highest proliferation index was evident in
pro-B cells, followed by pre-B cells, with a 3-fold increase
compared to that caused by IL-7 alone (Figure 4B). It is
noteworthy that CTGF induced a mild but significant
increase in pro-B cell proliferation (Figure 4B). As expect-
ed, since sIgM+ B cells do not express IL-7 receptor (IL-7R)
and are generally not responsive to IL-7,36 we did not see
any proliferative response in sIgM+ B cells in the presence
of IL-7 and/or CTGF (Figure 4B). These data suggest that
CTGF potentiates B-lymphoid proliferation only in the
presence of IL-7. 

Connective tissue growth factor promotes pro-B to 
pre-B differentiation in the presence of interleukin-7 
We next examined whether CTGF affects B-cell matura-

tion in the presence of IL-7. Enriched pro-B cells
(B220+CD43+IgMneg) from adult mouse BM were cultured
with CTGF and IL-7 for 48 h in stromal-free conditions.37
Compared to pro-B cells cultured in IL-7, those cultured
with CTGF alone or in combination with IL-7 maintained
a higher proportion of B220hiCD43+ cells (Figure 4C, com-
pare gates B). This population is likely to be pro-B cells but
plasmacytoid dendritic cells cannot be definitively exclud-
ed. Importantly, we found that most of the pro-B cells
(Figure 4C, total in gates B+D) differentiated into
B220hiCD43neg cells (Figure 4C, gate A) when cultured with
CTGF and IL-7, indicating that in the presence of IL-7,
CTGF drives pro-B-cell differentiation (Figure 4D). In

order to gain more insight into the impact of CTGF on B-
cell differentiation, we also examined sIgM expression in
B220hiCD43neg and B220loCD43neg fractions after culture.
The combination of CTGF and IL-7 resulted in reduced
sIgM-expressing cells in both B220hiCD43neg and
B220loCD43neg fractions compared to those cultured with
IL-7 or CTGF alone (Figure 4E and Online Supplementary
Figure S4). Taken together, we conclude that CTGF in the
presence of IL-7 promotes B-cell differentiation from pro-
B to pre-B, but not further to sIgM+ B cells.

Connective tissue growth factor did not enhance
the phosphorylation of STAT5 in B cells
Lastly, we investigated whether CTGF in the presence

of IL-7 can potentiate IL-7R/STAT5 signaling. We incubat-
ed adult mouse BM cells for 30 min with IL-7 and/or
CTGF, and used flow cytometry to measure the level of
phosphorylated STAT5 (pSTAT5) on B220+, pro-B
(B220+CD43+) and pre-B (B220loCD43neg) populations. We
found that CTGF did not enhance the proportion of
pSTAT5-positive B cells (Online Supplementary Figure S5).
Although CTGF regulation of B-cell development relied
on the presence of IL-7, our results suggest that CTGF acts
on an independent mechanism, other than via phosphory-
lating STAT5 in the IL-7R signaling pathway.

Discussion

The BM is the primary site of hematopoiesis after birth,
providing a complex environment in which bone cells,
blood cells and immune cells are in close proximity. The
concept of a ‘stem cell niche’ was first proposed by
Schofield38 and extensive studies have since defined its cel-
lular and acellular components.2,3 Bone cells, ECM, sulfate
proteoglycans and stromal cell types coordinate skeletoge-
nesis and the same components play roles in hematopoi-
etic stem cell niches.39 One of the best-characterized
examples is the bone-forming osteoblastic cell and its
secreted factors, which closely regulate the properties and
numbers of hematopoietic stem cells.19,20 In this study, we
examined an ECM-associated protein, CTGF, which binds
strongly to heparin and has a critical role in
skeletogenesis.16,40 Adding to the findings that CTGF is

CTGF expressed in BMSC promotes B lymphopoiesis 
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Figure 3. Ctgf is highly expressed in bone
marrow stromal cells. Ctgf expression
levels, normalized to the expression of
Eef1a1, was determined by quantitative
reverse transcriptase polymerase chain
reaction (qRT-PCR) in (A) adult and (B)
neonatal BM cells from femora and tibi-
ae. Data were collected from two inde-
pendent experiments and qRT-PCR was
performed in duplicate. (A)
Unfractionated BM cells and sorted
CD45negTer119negCD11bneg cells from
adult mice. (B) Ctgf expression of BM
stromal cells  from newborn mice.
Hematopoietic cells
(CD45+Ter119+CD11b+) were first
removed. Mesenchymal stem cells
(MSC) (Sca-1+PDGFRα+), CAR cells (Sca-
1negPDGFRb+), endothelial cells (Sca-
1+CD31+), and VCAM-1+ reticular cells.
Error bars represent SEM *P<0.05;
**P<0.0001.
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Figure 4. CTGF regulates B-cell proliferation and differentiation in the presence of IL-7. (A) B220+ cells were isolated via cell sorting from BM
cells and cultured in the presence of recombinant human (rh) CTGF, recombinant mouse (rm) IL-7, or both. Proliferation at 72 h was measured
by [3H]-thymidine incorporation for 24 h. Data were derived from two independent experiments performed in triplicate. (B) Pro-B
(B220+CD43+IgMneg), pre-B (B220+CD43negIgMneg) and IgM+ B (B220+CD43negIgM+) cells were isolated by cell sorting and stimulated as indicated.
Data were derived from three independent experiments performed in duplicate. (C-E) Pro-B cells (B220+CD43+IgMneg) were isolated by cell sort-
ing and incubated with rhCTGF, rmIL-7, or both. B-cell maturation was measured 48 h after culture. Data were derived from two independent
experiments in performed duplicate. (C) Flow cytometric analysis of subpopulations of B cells. (D) Percentage of B220+CD43+ (gates B+D) and
B220hiCD43neg (gate A) populations. (E) Percentage of IgM+ populations in B220hiCD43neg (gate A) and B220loCD43neg (gate C) cells. Error bars
represent SEM *P<0.05; **P<0.01; ***P<0.001; ****P<0.0001.

A B

C

D

E

IL-7 CTGF IL-7 + CTGF

rhCTGF (ng/mL) - - - - 250 250 500 500 rhCTGF (500 ng/mL) - - + + - - + + - - + +

rmIL-7 (ng/mL) - 1 5 10 - 1 - 1 rmIL-7 (1 ng/mL) - + - + - + - + - + - +

Pro-B Pre-B IgM+

CD43

B2
20

Fo
ld
 c
ha
ng
e

Fo
ld
 c
ha
ng
e

20

15

10

5

0

20

15

10

5

0

40

30

20

10

0

50

40

30

20

10

0

100

80

60

40

20

0%
 o
f I
gM

+
po
pu
la
tio
n 
in

B2
20

hi
CD

43
ne
g

(G
at
e 
A)
 c
el
ls

%
 o
f I
gM

+
po
pu
la
tio
n 
in

B2
20

lo
CD

43
ne
g

(G
at
e 
C)
 c
el
ls

%
 o
f B
22
0h

i C
D4
3n

eg

ce
lls
 (G

at
e 
A)

%
 o
f B
22
0+
CD

43
+

ce
lls
 (G

at
e 
B 
+ 
D)

rhCTGF (500 ng/mL) - + +

rmIL-7 (1 ng/mL) + - +

rhCTGF (500 ng/mL) - + +

rmIL-7 (1 ng/mL) + - +

rhCTGF (500 ng/mL) - + +

rmIL-7 (1 ng/mL) + - +

rhCTGF (500 ng/mL) - + +

rmIL-7 (1 ng/mL) + - +

80

60

40

20

0



associated with B-lineage ALL21-26, our studies demonstrate
that CTGF exerts a regulatory role on B lymphopoiesis. 
The absence of Ctgf caused altered hematopoiesis with

significantly lower numbers of B cells in BM and spleen
detectable in newborn Ctgf-/- mice and chimeric mice
transplanted with unfractionated Ctgf-/- liver cells. Pre-B
and later differentiation stages were most affected, while
pro-B populations remained unchanged and overall B-cell
function was not impaired as measured by B-cell activa-
tion upon stimulation with lipopolysaccharide. However,
transplantation studies with fractionated hematopoietic
stem cells allowed us to conclude that the absence of Ctgf
in hematopoietic stem cells does not intrinsically affect
hematopoiesis or stem cell repopulation capacity. 
Since Ctgf is not required by hematopoietic stem cells for

normal hematopoiesis, we focused on the source of Ctgf in
the BM. Ctgfwas not detectable in B cells or unfractionated
adult BM cells, where the majority of cells are hematopoi-
etic. However, we showed that Ctgf is highly expressed in
BM stromal cells from adult and newborn mice, a finding
supported by three recently published studies examining
mouse and human BM stromal cells as well as human mes-
enchymal stem cells.26,41,42 Fractionation of BM stromal cells
further indicated a broad distribution of Ctgf in the BM
microenvironment, with CAR cells displaying the highest
level of expression. BM stromal cells play a vital role in
microenvironmental niches and, reticular cells form stage-
specific cellular niches for early B-cell development.9-11
These findings are consistent with our hematopoietic stem
cell chimeric mouse studies and suggest that Ctgf-depen-
dent effects on hematopoiesis are non-cell autonomous.
Given that CTGF is indispensible in skeletogenesis, we

examined the BM stromal cell composition of newborn
mice and found that Ctgf did not alter the proportions of
stromal cells compared to WT. These findings further
demonstrate a direct role for Ctgf in B lymphopoiesis, as
reduced numbers of B cells in Ctgf-/- mice cannot be attrib-
uted to a change in the overall stromal cell compartment. 
While IL-7, secreted by BM stromal cells, is essential for

B-cell development in the adult mouse,6,7 a number of other
co-factors secreted by BM stromal cells can also regulate B-
cell development.43,44 Here, we examined the role of CTGF
in B-cell proliferation and differentiation in the presence and
absence of IL-7. CTGF alone induced a proliferative
response selectively in pro-B cells, supporting the role of
CTGF as a stromal cell co-factor, as early B-cell develop-
ment is stromal cell-dependent.31 Additionally, CTGF signif-
icantly potentiated IL-7-induced proliferation in both pro-B
and pre-B subpopulations, with marked increases in the
pro-B cell fraction. CTGF alone increased B220 expression
and together with IL-7 induced B-cell differentiation from
pro-B to pre-B, resulting in the accumulation of a
B220hiCD43neg population. This is consistent with our trans-

plantation studies, in which Ctgf-/- chimeras had reduced
pre-B cells and suggests that CTGF plays an important role
in both pro-B cell proliferation and their differentiation to
pre-B cells. However, in the presence of IL-7, CTGF reduced
sIgM expression of B220loCD43neg and B220hiCD43neg popu-
lations, highlighting the need to fully elucidate the role of
IL-7 and CTGF in late B-cell maturation.45,46
Components of the ECM play a role in B lymphopoiesis,

and glycosaminoglycans, including heparan sulfate and
heparin, are found in abundance in ECM.39 Both CTGF and
IL-7 can bind heparin. Heparin can act as a carrier for IL-7 in
the BM ECM,47 and in an earlier study it was found that IL-
7-dependent B lymphopoiesis was mediated by cell surface-
associated heparan sulfate in B cells and stromal cells.48 It is
conceivable that CTGF can act via this mechanism
although the interaction remains to be further investigated.
We explored the possibility that CTGF regulates B cells

via IL-7R/STAT5 since STAT5 signaling is induced by IL-7
and is critical in B-cell development.49 The IL-7Rα subunit
is expressed in B cells from common lymphoid progeni-
tors to pre-B cells and downregulated in sIgM+ B cells.36
Our results indicate that CTGF did not enhance STAT5
phosphorylation beyond the level achieved by IL-7 alone.
This suggests that CTGF may act via an independent
mechanism and highlights the complex nature of interac-
tions between the two factors in the BM environment. 
In conclusion, the present studies establish a novel role

for CTGF in B lymphopoiesis, promoting IL-7-induced
proliferation and differentiation from pro-B to pre-B cells.
Both factors are expressed in BM stromal cells and CTGF
is likely a co-factor that acts together with IL-7 to support
B-cell development. Our findings provide a better under-
standing of the functions of CTGF within the BM, show-
ing the dual regulatory role in skeletogenesis and in stage-
specific B lymphopoiesis. In depth studies are necessary to
elucidate the exact mechanisms, and the relationship
between CTGF and leukemogenesis warrants further
investigation.

Acknowledgments
We thank Michelle Tourigny for assistance with the flow

cytometry facility, Telethon Kids Institute. This work was sup-
ported by the Children’s Leukaemia and Cancer Research
Foundation, Perth, Australia. WSA is supported by a Research
Fellowship and Program Grant (1016647) from the National
Health and Medical Research Council (NHMRC) of Australia,
Victorian State Government Operational Infrastructure Support
and Australian Government NHMRC IRIIS.

Authorship and Disclosures
Information on authorship, contributions, and financial & other

disclosures was provided by the authors and is available with the
online version of this article at www.haematologica.org.

CTGF expressed in BMSC promotes B lymphopoiesis 

haematologica | 2014; 99(7) 1155

References

1. Orkin SH, Zon LI. Hematopoiesis: an evolv-
ing paradigm for stem cell biology. Cell.
2008;132(4):631-44.

2. Wang LD, Wagers AJ. Dynamic niches in the
origination and differentiation of
haematopoietic stem cells. Nat Rev Mol Cell
Biol. 2011;12(10):643-55.

3. Wilson A, Trumpp A. Bone-marrow

haematopoietic-stem-cell niches. Nat Rev
Immunol. 2006;6(2):93-106.

4. Taichman RS. Blood and bone: two tissues
whose fates are intertwined to create the
hematopoietic stem-cell niche. Blood.
2005;105(7):2631-9.

5. Whitlock CA, Witte ON. Long-term culture
of B lymphocytes and their precursors from
murine bone marrow. Proc Natl Acad Sci
USA. 1982;79(11):3608-12.

6. von Freeden-Jeffry U, Vieira P, Lucian LA,

McNeil T, Burdach SE, Murray R.
Lymphopenia in interleukin (IL)-7 gene-delet-
ed mice identifies IL-7 as a nonredundant
cytokine. J Exp Med. 1995;181(4): 1519-26.

7. Namen AE, Lupton S, Hjerrild K, Wignall J,
Mochizuki DY, Schmierer A, et al.
Stimulation of B-cell progenitors by cloned
murine interleukin-7. Nature. 1988;333
(6173):571-3.

8. Egawa T, Kawabata K, Kawamoto H,
Amada K, Okamoto R, Fujii N, et al. The ear-



liest stages of B cell development require a
chemokine stromal cell-derived factor/pre-B
cell growth-stimulating factor. Immunity.
2001;15(2):323-34.

9. Tokoyoda K, Egawa T, Sugiyama T, Choi B-
I, Nagasawa T. Cellular niches controlling B
lymphocyte behavior within bone marrow
during development. Immunity. 2004;20(6):
707-18.

10. Greenbaum A, Hsu YM, Day RB,
Schuettpelz LG, Christopher MJ, Borgerding
JN, et al. CXCL12 in early mesenchymal
progenitors is required for haematopoietic
stem-cell maintenance. Nature. 2013;495
(7440):227-30.

11. Ding L, Morrison SJ. Haematopoietic stem
cells and early lymphoid progenitors occupy
distinct bone marrow niches. Nature.
2013;495(7440):231-5.

12. Moussad E, Brigstock DR. Connective tissue
growth factor: what's in a name? Mol Genet
Metab. 2000;71(1-2):276-92.

13. de Winter P, Leoni P, Abraham D.
Connective tissue growth factor: structure-
function relationships of a mosaic, multi-
functional protein. Growth Factors. 2008;
26(2):80-91.

14. Nishida T, Nakanishi T, Asano M, Shimo T,
Takigawa M. Effects of CTGF/Hcs24, a
hypertrophic chondrocyte-specific gene
product, on the proliferation and differentia-
tion of osteoblastic cells in vitro. J Cell
Physiol. 2000;184(2):197-206.

15. Safadi FF, Xu J, Smock SL, Kanaan RA,
Selimf AH, Odgren PR, et al. Expression of
connective tissue growth factor in bone: its
role in osteoblast proliferation and differen-
tiation in vitro and bone formation in vivo. J
Cell Physiol. 2003;196(1):51-62.

16. Ivkovic S, Yoon BS, Popoff SN, Safadi FF,
Libuda DE, Stephenson RC, et al.
Connective tissue growth factor coordinates
chondrogenesis and angiogenesis during
skeletal development. Development. 2003;
130(12):2779-91.

17. Hall-Glenn F, De Young RA, Huang BL, van
Handel B, Hofmann JJ, Chen TT, et al.
CCN2/connective tissue growth factor is
essential for pericyte adhesion and endothe-
lial basement membrane formation during
angiogenesis. PLoS One. 2012;7(2): e30562.

18. Parisi MS, Gazzerro E, Rydziel S, Canalis E.
Expression and regulation of CCN genes in
murine osteoblasts. Bone. 2006;38(5):671-7.

19. Calvi LM, Adams GB, Weibrecht KW,
Weber JM, Olson DP, Knight MC, et al.
Osteoblastic cells regulate the haematopoi-
etic stem cell niche. Nature. 2003;425
(6960):841-6.

20. Zhang JW, Niu C, Ye L, Huang HY, He X,
Tong WG, et al. Identification of the
haematopoietic stem cell niche and control
of the niche size. Nature. 2003;425(6960):
836-41.

21. Boag JM, Beesley AH, Firth MJ, Freitas JR,
Ford J, Brigstock DR, et al. High expression
of connective tissue growth factor in pre-B
acute lymphoblastic leukaemia. Br J
Haematol. 2007;138(6):740-8.

22. Sala-Torra O, Gundacker HM, Stirewalt DL,
Ladne PA, Pogosova-Agadjanyan EL, Slovak

ML, et al. Connective tissue growth factor
(CTGF) expression and outcome in adult
patients with acute lymphoblastic leukemia.
Blood. 2007;109(7):3080-3.

23. Vorwerk P, Wex H, Hohmann B, Oh Y,
Rosenfeld RG, Mittler U. CTGF (IGFBP-rP2)
is specifically expressed in malignant lym-
phoblasts of patients with acute lym-
phoblastic leukaemia (ALL). Br J Cancer.
2000;83(6):756-60.

24. Kang H, Chen IM, Wilson CS, Bedrick EJ,
Harvey RC, Atlas SR, et al. Gene expression
classifiers for relapse-free survival and mini-
mal residual disease improve risk classifica-
tion and outcome prediction in pediatric B-
precursor acute lymphoblastic leukemia.
Blood. 2010;115(7):1394-405.

25. Ross ME, Zhou XD, Song GC, Shurtleff SA,
Girtman K, Williams WK, et al.
Classification of pediatric acute lymphoblas-
tic leukemia by gene expression profiling.
Blood. 2003;102(8):2951-9.

26. Battula VL, Chen Y, Cabreira Mda G, Ruvolo
V, Wang Z, Ma W, et al. Connective tissue
growth factor regulates adipocyte differenti-
ation of mesenchymal stromal cells and
facilitates leukemia bone marrow engraft-
ment. Blood. 2013;122(3):357-66.

27. Chu CY, Chang CC, Prakash E, Kuo ML.
Connective tissue growth factor (CTGF) and
cancer progression. J Biomed Sci. 2008;15
(6):675-85.

28. Ball DK, Moussad EE, Rageh MA, Kemper
SA, Brigstock DR. Establishment of a recom-
binant expression system for connective tis-
sue growth factor (CTGF) that models
CTGF processing in utero. Reproduction.
2003;125(2):271-84.

29. Chen CC, Lau LF. Functions and mecha-
nisms of action of CCN matricellular pro-
teins. Int J Biochem Cell Biol. 2009;41(4):
771-83.

30. Morrison SJ, Hemmati HD, Wandycz AM,
Weissman IL. The purification and charac-
terization of fetal liver hematopoietic stem-
cells. Proc Natl Acad Sci USA. 1995;92(22):
10302-6.

31. Hardy RR, Carmack CE, Shinton SA, Kemp
JD, Hayakawa K. Resolution and characteri-
zation of pro-B and pre-pro-B cell stages in
normal mouse bone marrow. J Exp Med.
1991;173(5):1213-25.

32. Morikawa S, Mabuchi Y, Kubota Y, Nagai Y,
Niibe K, Hiratsu E, et al. Prospective identifi-
cation, isolation, and systemic transplanta-
tion of multipotent mesenchymal stem cells
in murine bone marrow. J Exp Med.
2009;206(11):2483-96.

33. Miyake K, Medina K, Ishihara K, Kimoto M,
Auerbach R, Kincade PW. A VCAM-like
adhesion molecule on murine bone marrow
stromal cells mediates binding of lympho-
cyte precursors in culture. J Cell Biol.
1991;114(3):557-65.

34. Jacobsen K, Kravitz J, Kincade PW, Osmond
DG. Adhesion receptors on bone marrow
stromal cells: in vivo expression of vascular
cell adhesion molecule-1 by reticular cells
and sinusoidal endothelium in normal and
gamma-irradiated mice. Blood. 1996;87(1):
73-82.

35. Corfe SA, Paige CJ. The many roles of IL-7
in B cell development; mediator of survival,
proliferation and differentiation. Semin
Immunol. 2012;24(3):198-208.

36. Sudo T, Nishikawa S, Ohno N, Akiyama N,
Tamakoshi M, Yoshida H. Expression and
function of the interleukin 7 receptor in
murine lymphocytes. Proc Natl Acad Sci
USA. 1993;90(19):9125-9.

37. Kouro T, Yokota T, Welner R, Kincade PW. In
vitro differentiation and measurement of B
cell progenitor activity in culture. Curr Protoc
Immunol. 2005;Chapter 22:Unit 22F 2.

38. Schofield R. The relationship between the
spleen colony-forming cell and the
haemopoietic stem cell. Blood Cells. 1978;
4(1-2):7-25.

39. Rodgers KD, San Antonio JD, Jacenko O.
Heparan sulfate proteoglycans: a GAGgle of
skeletal-hematopoietic regulators. Dev Dyn.
2008;237(10):2622-42.

40. Brigstock DR, Steffen CL, Kim GY, Vegunta
RK, Diehl JR, Harding PA. Purification and
characterization of novel heparin-binding
growth factors in uterine secretory fluids.
Identification as heparin-regulated Mr
10,000 forms of connective tissue growth
factor. J Biol Chem. 1997;272(32):20275-82.

41. Ding L, Saunders TL, Enikolopov G,
Morrison SJ. Endothelial and perivascular
cells maintain haematopoietic stem cells.
Nature. 2012;481(7382):457-62.

42. Ren J, Jin P, Sabatino M, Balakumaran A,
Feng J, Kuznetsov SA, et al. Global transcrip-
tome analysis of human bone marrow stro-
mal cells (BMSC) reveals proliferative,
mobile and interactive cells that produce
abundant extracellular matrix proteins,
some of which may affect BMSC potency.
Cytotherapy. 2011;13(6):661-74.

43. Hunte BE, Hudak S, Campbell D, Xu Y,
Rennick D. flk2/flt3 ligand is a potent cofac-
tor for the growth of primitive B cell progen-
itors. J Immunol. 1995;156(2):489-96.

44. Gibson LF, Piktel D, Landreth KS. Insulin-
like growth factor-1 potentiates expansion
of interleukin-7-dependent pro-B cells.
Blood. 1993;82(10):3005-11.

45. Rolink A, Kudo A, Karasuyama H, Kikuchi
Y, Melchers F. Long-term proliferating early
pre B cell lines and clones with the potential
to develop to surface Ig-positive, mitogen
reactive B cells in vitro and in vivo. EMBO J.
1991;10(2):327-36.

46. Milne CD, Fleming HE, Paige CJ. IL-7 does
not prevent pro-B/pre-B cell maturation to
the immature/sIgM(+) stage. Eur J Immunol.
2004;34(10):2647-55.

47. Clarke D, Katoh O, Gibbs RV, Griffiths SD,
Gordon MY. Interaction of interleukin 7 (IL-
7) with glycosaminoglycans and its biologi-
cal relevance. Cytokine. 1995;7(4):325-30.

48. Borghesi LA, Yamashita Y, Kincade PW.
Heparan sulfate proteoglycans mediate
interleukin-7-dependent B lymphopoiesis.
Blood. 1999;93(1):140-8.

49. Yao Z, Cui Y, Watford WT, Bream JH,
Yamaoka K, Hissong BD, et al. Stat5a/b are
essential for normal lymphoid development
and differentiation. Proc Natl Acad Sci USA.
2006;103(4):1000-5.

L.C. Cheung et al.

1156 haematologica | 2014; 99(7)


