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Embryonic stem (ES) cell self-renewal and pluripotency are
maintained by several signaling cascades and by expression of
intrinsic factors, such as Oct3/4 and Nanog. The signaling cas-
cades are activated by extrinsic factors, such as leukemia inhib-
itory factor, bone morphogenic protein, and Wnt. However, the
mechanism that regulates extrinsic signaling in ES cells is
unknown. Heparan sulfate (HS) chains are ubiquitously present
as the cell surface proteoglycans and are known to play crucial
roles in regulating several signaling pathways. Here we investi-
gated whether HS chains on ES cells are involved in regulating
signaling pathways that are important for the maintenance of ES
cells, RNA interference-mediated knockdown of HS chain elon-
gation inhibited mouse ES cell self-renewal and induced spon-
taneous differentiation of the cells into extraembryonic
endoderm. Furthermore, autocrine/paracrine Wnt/B-catenin
signaling through HS chains was found to be required for the
regulation of Nanog expression. We propose that HS chains are
important for the extrinsic signaling required for mouse ES cell
self-renewal and pluripotency.

Embryonic stem (ES)? cells from the inner cell mass of pre-
implantation mouse embryos can be used to establish pluripo-
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tent cell lines (1, 2). ES cells retain the ability to differentiate
into the representative cell types of all three germ layers of the
developing mouse embryo. Human ES cell lines have been
derived (3), and the pluripotency of these cells is a feature pro-
viding considerable potential for exploitation in the develop-
ment of cell replacement therapies to treat human disease.
However, the molecular mechanisms that control pluripotency
and differentiation of ES cells are largely unknown. It will be
essential to gain a better understanding of these mechanisms to
exploit the potential of ES cells for therapeutic purposes.

A number of studies have investigated the factors controlling
pluripotency of mouse ES (mES) cells (4). Self-renewal of mES cells
is sustained by signals mediated by the cytokine, leukemia inhibi-
tory factor (LIF) (5, 6). LIF signals through the heteromeric recep-
tor gp130 and the low affinity LIF receptor to induce activation of
STAT3 (7-10). However, exposure of cells to serum is also
required for LIF-mediated maintenance of self-renewal (11).

Treatment of mES cells with the bone morphogenic proteins
(BMPs) BMP2 and BMP4 or with growth differentiation factor
6 can substitute for serum. The ability of BMP/growth differ-
entiation factor 6 to promote self-renewal requires co-stimula-
tion with LIF (11). BMP induces the expression of inhibitor of
differentiation (/d) genes through activation of Smad signaling,
and the /d gene products suppress expression of genes involved
in the induction of neural differentiation (11). Thus, BMP sup-
presses neural differentiation and, in combination with LIF, is
sufficient to sustain self-renewal of mES cells without the need
for feeder cells or serum factors.

Wnt signaling was shown to play a role in the regulation of
self-renewal of both mouse and human ES cells independently

oxine; CS, chondroitin sulfate; BSA, bovine serum albumin; HPLC, high per-
formance liquid chromatography; AP, alkaline phosphatase; Tcf, T-cell-
specific factor; SPR, surface plasmon resonance; vWF, von Willebrand
factor; RNAi, RNA interference; PI3K, phosphoinositide 3-kinase; ERK, extra-
cellular signal-regulated kinase; FBS, fetal bovine serum; FACS, fluores-
cence-activated cell sorter; IL, interleukin; RT, reverse transcription; EGFP,
enhanced green fluorescent protein; ERK, extracellular signal-regulated
kinase.
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of LIF/STATS3 signaling (12). Wnt proteins play roles in the
regulation of gene expression, cell proliferation, and ditferenti-
ation and in the maintenance of cell polarity (13). The binding
of Wnt protein to its cognate receptor, Frizzled, results in the
inhibition of glycogen synthase kinase-3. This in turn leads to
the stabilization and nuclear accumulation of 8-catenin and to
changes in gene transcription. Signaling by this canonical Wnt
pathway has been suggested to result in downstream activation
of expression of the homeoprotein Nanog, a transcription fac-
tor that is essential for maintenance of the inner cell mass and of
ES cell pluripotency (14, 15). The activation of Nanog sustains
ES cell self-renewal without the use of feeder cells or treatment
with LIF (12).

Heparan sulfate (HS) proteoglycans are ubiquitously present
in the extracellular matrix and on the cell surface. The HS
polysaccharide chains of the proteoglycans are covalently
attached to several core proteins (16). HS chains are synthe-
sized in the Golgi apparatus by several enzymes, including
members of the EXT protein family. The chains consist of
repeating disaccharide units of p-glucuronic acid-N-acetyl-p-
glucosamine that are modified differentially by epimerization
and sulfation (16). A large number of physiologically important
molecules can bind to specific sulfated regions of HS chains
(17). Genetic studies have shown that HS chains regulate bio-
logical functions by interacting with various extracellular sig-
naling molecules, such as members of the fibroblast growth
factor (FGF) family, Wnt/Wingless (Wg), Hedgehog (Hh), and
BMP (18). In Drosophila, for example, analyses of mutations of
the EXT tamily genes tout-velu (ttv), sister of ttv (sotv), and
brother of ttv (botv) have indicated that HS chains are required
for signaling and distribution of Hh, Wg, and Decapentaplegic
(the functional ortholog of mammalian BMP2 and BMP4) dur-
ing embryogenesis and wing development (19-22). In mam-
mals, the importance of HS chains in development has been
demonstrated by analyses of mutations of enzymes required for
HS chain modification, and FGF and Indian hedgehog signaling
through HS chains has been suggested to be required during
development (18, 23-26). Thus, there is evidence that HS
chains have essential functions in development, however, it is
not yet clear what role HS chains play in the regulation of early
embryogenesis and in ES cells.

Our current understanding suggests that HS chains may con-
tribute to the maintenance of ES cell self-renewal by regulating
the activities of several signaling pathways, such as LIF/STAT3,
BMP/Smad, and Wnt/B-catenin. In the present study, we
investigated the contribution of HS chains to the regulation of
ES cell self-renewal and pluripotency. We used small interfer-
ing RNA (siRNA) to knockdown EXT1, which is required for
HS chain elongation. Transfected mES cells grew more slowly
than untreated control cells and differentiated into extraem-

" bryonic endoderm even in the presence of LIF and serum. This

is the first demonstration of the importance of HS chains for the
maintenance of self-renewal and pluripotency of mES cells.

EXPERIMENTAL PROCEDURES
Cell Culture and Transfection—R1 (27) and E14TG2a (28)

mES cell lines were maintained on mouse embryonic fibro-
blasts (MEFs) inactivated with 10 pg/ml mitomycin C (Sigma)
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in ES medium (Dulbecco’s modified Eagle’s medium supple-
mented with 15% FBS {Hyclone}, 1% penicillin/streptomycin
{Invitrogen}, 0.1 mm mercaptoethanol {Invitrogen}, and 0.1 mm
nonessential amino acids {Invitrogen}) with 1000 units/ml LIF
(Chemicon). We generated siRNA expression plasmids target-
ing EX1'1 and EGFP as negative control by inserting of the cor-
responding double strand DNAs into the BamHI-HindIll site of
pSilencer 3.1-H1 (Ambion). The sequences used for RNAi were
designed as described previously (29): EGFP, 5'-GATCCCGC-
CACAACGTCTATATCATGGGGAAAATCCATGATATA-
GACGTTGTGGCTTTTTTGGAAA-3'; EXT1-1,5-GATCC-
CGTCCTACCGCAGTATTCATCTGCTTCCTGTCACAG-
ATGAATACTGCGGTAGGACTTTTTTGGA-3"; EX1I-2,
5 -GATCCCGGTCTATTCATCAGGATAAAAGCTTCCT-
GTCACTTTTATCCTGATGAATAGACCTTTTTTA-3'".For
transient knockdown of EXT1 mRNA by RNAI, siRNA expres-
sion plasmids for EXT1 were transfected into mES cells as fol-
lows. Prior to transfection, the mES cells were harvested,
replated at 1 X 10° cells on gelatin-coated feeder-free 60 mm
tissue culture dishes (Iwaki) in ES medium with LIF, and incu-
bated for 16 h. On day 1, the cells were transfected with an
siRNA expression plasmid (2 pg per culture dish) using Lipo-
fectamine 2000 (Invitrogen). On day 2, the cells were harvested
and replated at 3 X 10° cells on gelatin-coated feeder-free 60
mm tissue culture dishes in ES medium with LIF and 2 pg/ml
puromycin (Sigma). In general, puromycin selection of trans-
fected cells was carried out for 24 h. On day 3 (2 days after
transfection), the cells were harvested and analyzed as
described below.

For differentiation into embryoid bodies (EBs), the cells were
transferred on day 3 to low-cell-binding 60 mm dishes (Nunc)
and cultured in ES medium without LIF. The numbers of small
noncystic EBs and large EBs filled with cystic cavity were
counted by microscopic examination. EBs were fixed overnight
in 4% paraformaldehyde at 4°C, dehydrated, embedded in par-
affin and sectioned at 10 pm. Sections were stained with hema-
toxylin and eosin (Merck).

For morphological observation and real time PCR analysis of
differentiation markers, the cells were replated on day 2 and
incubated with puromycin for 3 days.

For exogenous activation of Wnt/B-catenin signaling, the
cells were treated with 2 uM 6-bromoindirubin-3’-oxine (BIO;
R&D Systems), a specific pharmacological inhibitor of glycogen
synthase kinase-3 or 1-methyl-6-bromoindirubin-3'-oxine
(MeBIO; R & D Systems), an inactive analog of BIO during
transfection and culture.

FACS Analysis—Two days after transfection, mES cells were
harvested and the cell suspension was incubated with mouse
IgM negative isotype control (Chemicon), anti-HS antibody
10E4 (Seikagaku Corp.) or anti-chondroitin sulfate (CS) anti-
body 2H6 (Seikagaku Corp.) diluted in FACS buffer (0.5%
bovine serum albumin (BSA) and 0.1% sodium azide in PBS).
After washing, the cell suspension was incubated with fluores-
cein isothiocyanate-conjugated secondary antibody (Sigma)
diluted in FACS butffer. Cell sorting and analysis were per-
formed using a FACSAria Cell Sorter (BD Biosciences).
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High Performance Liquid Chromatography (HPLC) Analysis
of Unsaturated Disaccharides—Two days after transfection,
mES cells were harvested and fluorometric post-column HPLC
analysis of unsaturated disaccharides from HS chains was per-
formed as reported previously (30).

Molecular Size Analysis of HS Chains—One day after trans-
fection, mES cells were harvested, replated at 1.5 X 10° cells per
well in 6-well 0.2% gelatin-coated plates and incubated in sul-
fate-free ES medium with LIF, puromycin and 100 uCi/ml
Na,**SO, (ARC). After labeling for 24 h, the cells were washed
twice with PBS and then treated with 1 mg/ml trypsin (WAKO)
for 10 min at 37 °C. The trypsin was neutralized with 2 mg/ml
trypsininhibitor (Roche Applied Science). After centrifugation,
the supernatants were treated with 0.5 M NaOH at 4 °C over-
night and neutralized with 1 M acetic acid. The labeled galac-
tosaminoglycans were eliminated by chondroitinase ABC
(Seikagaku Corp.) digestion, desalted in a PD-10 column (GE
Healthcare) and resistant HS chains were isolated by anion
exchange chromatography on HiTrap DEAE FF (GE Health-
care) using sodium phosphate buffer (pH 6.0) containing 1.0 m
NaCl as the eluent. The sizes of the purified HS chains were
analyzed by gel chromatography on a Sephacryl $-300 column
(GE Healthcare) (1 X 44 cm) and eluted with 50 mm Tris-HC],
pH 7.4, containing 0.2 M NaCl. Fractions (1 ml/fraction) were
collected and analyzed for radioactivity using a scintillation
counter. The purity of the labeled HS was determined by sen-
sitivity to enzyme digestion with 5 milliunits of heparitinase I
and II (Seikagaku Corp.) and heparinase (Seikagaku Corp.).
Estimations of molecular mass values were derived from frac-
tionation of several Dextran molecular size markers (Sigma) by
gel chromatography and staining with orsinol solution.

Proliferation Assay—Two days after transfection, mES cells
were harvested and replated in triplicate at 0.8 X 10% cells per
well in 96-well 0.2% gelatin-coated plates-in ES medium with
LIF. Cell counting kit-8 (Dojindo) was added after 0 h, 24 h or
48 h and incubated further for 2 h. The soluble formazan prod-
uct was measured at 450 nm.

Self-renewal Assay—Two days after transfection, mES cells
were harvested and replated at 1 X 10* cells per gelatin coated
60 mm tissue culture dish in ES medium with LIE. For detection
of undifferentiated cells, cells were fixed and stained with
5-bromo-4-chloro-3-indolyl phosphate-nitro blue tetrazolium
(Nacalai Tesque) 5 days after replating. Alkaline phosphatase
(AP) positive colonies were counted by microscopic examina-
tion. Colonies of tightly packed and flattened AP-positive cells
were counted as undifferentiated, and colonies of mixtures of
unstained and stained cells and entirely unstained cells with
flattened irregular morphology were considered differentiated.

Immunoblotting—Two days after transfection, the culture
solution for the mES cells was replaced with serum-free ES
medium without LIF for 4 h and the cells were stimulated for 20
min with one of the following: 15% FBS, 1000 units/ml LIF, 10
ng/ml BMP4 (R&D Systemns), 40 ng/ml basic FGF (Upstate Bio-
technology) or 15% FBS plus 1000 units/ml LIF. For depletion
of HS chains, mES cells were incubated with 5 milliunits of
heparitinase I and II and heparinase for 2 h before extrinsic
stimulation. Cells were lysed with lysis buffer (50 mm Tris-HCI,
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pH 7.4, 150 mm NaCl, 1% Triton X-100, 1 mm Na,VO,, 10 mm
NaF, protease inhibitors).

To isolate nuclear extracts, cells were first suspended in 100
ulofbuffer (10 mm Hepes, pH 7.4, 2 mm MgCl,,1 mm EDTA, 10
mu KCl, 1 mum dithiothreitol, protease inhibitors). After incu-
bation for 15 min on ice, 12.5 ul of 5% Nonidet P-40 was added,
the suspension was vortexed for 10 s, and incubated for a fur-
ther 5 min on ice. The suspension was centrifuged at 13,000
rpm for 30 s. The supernatant was removed and the pellets,
comprising the nuclear extracts, were washed with PBS and
lysed with lysis buffer (25 mm Hepes, pH 7.4, 500 mm NaCl, 1
mym dithiothreitol, 10% glycerol, 0.2% Nonidet P-40, 5 mm
MgCl,). The purity of the cell fractionation (cytosol and
nucleus) was confirmed in Western blot analysis using an anti-
Yes monoclonal antibody (BD Biosciences) and an anti-Lamin
B, antibody (Zymed Laboratories Inc.); these antibodies are
specific for the cytosol and nucleus, respectively. Only low lev-
els of cross-contamination were observed (<19%).

Ten micrograms of cell lysates or nuclear extracts were sep-
arated by 10% SDS-PAGE and transferred onto polyvinylidene
difluoride membranes (Millipore). After blocking, the mem-
branes were incubated with antibodies to STAT3 (BD Bio-
sciences), phosphorylated STAT3 (Tyr-705 BD Biosciences),
ERK-1/2 (Cell Signaling Technology), phosphorylated ERK-1/2
(Thr-183 and Thr-185; Sigma), Akt (BD Biosciences), phospho-
rylated Akt (Ser-472 and Ser-473; BD Biosciences), phospho-
rylated Smad1 (Ser-463 and Ser-465; Cell Signaling Technol-
ogy), Yes (Santa Cruz Biotechnology), phosphorylated Src
family (Tyr-416; Cell Signaling Technology), B-actin (Sigma),
B-catenin (Cell Signaling Technology), phosphorylated B-cate-
nin (Ser-33/37/Thr41; Cell Signaling Technology), Lamin B,,
Oct3/4 (Santa Cruz Biotechnology), or Nanog (ReproCELL).
The membranes were then incubated with the appropriate per-
oxidase-conjugated secondary antibody (Cell Signaling Tech-
nology). After washing, the membranes were developed with
ECL Plus reagents (GE Healthcare). For detection of phospho-
rylated Yes, cells were lysed with lysis buffer (30 mm Tris-HCl,
pH 7.4, 150 mm NaCl, 1% Triton X-100, 0.5% sodium deoxy-
cholate, 0.1% SDS, 10 mm EDTA, 1 mm NayVO,, 10 mm Nak,
protease inhibitors) and immunoprecipitated with 1 ug of anti-
Yes monoclonal antibody and protein G Magnetic Beads (New
England Biolabs); this approach was adopted as this is the only
commercially available anti-phosphorylated Src family anti-
body that cross-reacts with phosphorylated Yes.

Luciferase Reporter Assay and Immunostaining— Transacti-
vation of B-catenin on T-cell-specific factor (Tcf) was deter-
mined with a luciferase reporter assay. siRNA expression plas-
mid (2 pg) was cotransfected with reporter plasmid such as,
TOPFLASH (2 pg, containing three Tcf binding sites, Upstate
Biotechnology) or FOPFLASH (2 pg, containing inactive Tcf
binding sites, Upstate Biotechnology) and pCH110 (0.2 ug,
containing B-galactosidase, GE Healthcare) as control of trans-
fection etficiency using Lipofectamine 2000 as described above.
Cell lysates were prepared 3 days after transfection and lucifer-
ase activity was measured with Dual-Light® System (Applied
Biosystems). Luminescence was measured with a Lumat
LB9501 luminometer (Berthold). Luciferase activity was nor-
malized for transfection efficiency by B-galactosidase activity.
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Relative luciferase activity is defined as the ratio of luciferase
activity of TOPFLASH to that of FOPFLASH.

For immunostaining of B-catenin, mES cells were fixed with
4% paraformaldehyde and permeabilized with 0.1% saponin 3
days after transfection. After washing and subsequent blocking,
cells were stained with an anti-B3-catenin antibody. After wash-
ing, cells were stained with fluorescein isothiocyanate-conju-
gated secondary antibody (Chemicon) and counterstained with
propidium iodide (BD Biosciences). Immunofluorescence
images were taken using an LSM5Pascal confocal laser scan-
ning microscope (Carl Zeiss) with X40/1.3 objectives at room
temperature.

1251 | abeled Wnt3a Binding Assay—Two micrograms of
recombinant mouse Wnt3a (R&D Systems) were iodinated
with 100 uCi of 1?®I-sodium (ARC) using iodogen-precoated
reaction tubes (Pierce) according to manufacturer’s instruc-
tions. Radiolabeled Wnt3a was separated from unincorporated
125]_sodium on a PD-10 column. The specific activity of the
radiolabeled Wnt3a was 1.85 X 10* cpm/ng protein. For the
binding assay, mES cells were harvested 2 days after transfec-
tion and replated in triplicate at 5 X 10° cells per well in 24-well
0.2% gelatin-coated plates. The cells were allowed to attach for
3 h and then washed three times with ice-cold binding buffer
(serum-free ES medium containing 1 mg/ml BSA and 0.1%
sodium azide). After incubating with 80 ng/ml **I-labeled
Wnt3a either alone or in the presence of 100 pug/ml heparin
(Sigma) in binding buffer for 3 h at 4 °C, the cells were gently
washed three times with ice-cold binding buffer and lysed with
0.2 N NaOH. The amount of radiolabeling in each extract was
counted with a gamma counter (Aloka).

Surface Plasmon Resonance (SPR) Analysis—Heparin
(Nacalai Tesque) was dialyzed against distilled water using an
MWCO03500 membrane (SpectroPore) and lyophilized. Then
the heparin was conjugated with a monovalent linker molecule
to prepare the ligand conjugate for the immobilization of hep-
arin on the gold-coated chip as previously described (31). The
surface of the gold-coated chip (SUDx-Biotec) was oxidatively
washed with UV ozone cleaner (Structure Probe Inc.) for 20
min. The chips were then immersed in 1 pm of the ligand-
conjugate in 50% (v/v) methanol solution overnight at room
temperature with gentle agitation to prepare Sugar Chips with
immobilized heparin. The Sugar Chips were washed sequen-
tially with water, PBS containing 0.05% Tween 20 and water,
and dried at room temperature.

The Sugar Chip with immobilized heparin was set on a prism
with refraction oil (np, = 1.518, Cargill Laboratories Inc.) in an
SPR apparatus (SPR670M, Moritex). The SPR measurements
were performed at room temperature in accordance with the
manufacturer’s instructions and using Tris-buffered saline (20
mum Tris-HCI, 150 mm NaCl, pH 7.4) containing 0.05% Tween
20 and 0.1% BSA as the running buffer at a flow rate of 15
pl/min. The kinetic binding parameters were calculated using
the software of the manufacturer. We performed binding of
BSA or von Willebrand factor (vWF) A1 to heparin, as negative
and positive controls, respectively (supplemental data 1)
(apparent association and dissociation rate constants k, (M ™"
s™Yand k, (s71) of vWF A1, 351 X 103, 4.38 X 107>, respec-

A Y
.S B VD]
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tively; apparent equilibrium constant K, (nm) for binding of
vWF Al to heparin, 1248.1).

RT-PCR and Real Time PCR—Total RNA was isolated from
mES cells by TRIzol Reagent (Invitrogen) and subsequently
reverse transcribed using an oligo-dT primer (Invitrogen) and a
Superscriptll first strand synthesis kit (Invitrogen). Primer sets
for PCR amplification are listed in supplemental data 2. All
cDNAs were amplified in quantitative ranges, which were con-
firmed by examining various cycles for the samples giving max-
imum levels of signals in each primer sets. Primers sets and
probes for real time PCR are listed in supplemental data 3. Real
time PCR was performed using an ABI PRISM® 7700 sequence
detection system (Applied Biosystems). The relative amounts
of each mRNA were normalized by B-actin mRNA in the same
cDNA.

RESULTS

HS Chains Are Reduced by Knockdown of EXT1 mRNA—He-
reditary multiple exostosis is an autosomal dominant disorder
characterized by the development of benign cartilage-capped
tumors at the juxta-epiphyseal regions of long bones (32). It is
associated with mutation of either EXT1 or EXT2, which
encode glycosyltransferases possessing both p-glucuronic acid
and GlcNAc-transferase activities that are necessary for HS
chain elongation (33, 34). In the Golgi apparatus, EXT1 and
EXT2 form a hetero-oligomeric complex that exhibits higher
glycosyltransferase activity than either enzyme alone (35, 36).
To examine the effect of reduced HS chain levels in ES cells, we
knocked down expression of EXT1 mRNA using RNAi. We
designed two constructs expressing different siRNAs targeting
EXT1 (EXT1-1 and EXT1-2), as described previously (29), and
siRNAs targeting EGFP as a negative control. We represent
mES cells transfected with EGFP siRNA expression plasmids as
“control cells” throughout this paper. Real time PCR analysis
performed 2 days after transfection of the cells with EXT1
siRNA expression plasmids showed that the level of EXTI
mRNA was reduced to about 20% that of control cells. In
contrast, the expression of other nontargeted genes was
unaffected by this treatment in the two mES lines tested (R1
and E14TG2a) (Fig. 14). The knockdown effect on EX1'1 was
maintained for at least 3 days following puromycin selection.
We used E14TG2a to confirm the same knockdown effect on
mES cells using one siRNA expression plasmid (EXT1-1)
throughout all experiments.

Two days after transfection, we performed FACS analysis
using an anti-HS antibody to determine whether HS chain
expression was reduced by knockdown of EX1'1T mRNA. As
shown in Fig. 1B, HS chains were abundant in mES cells,
whereas CS chains were not. We observed a significant reduc-
tion in HS chain expression on the cell surface of cells trans-
fected with an EXT1 siRNA expression plasmid compared with
control cells (Fig. 18). The knockdown effect was higher using
EXTI1-1 siRNA compared with EXT1-2 siRNA. Reduction of
HS chain expression was accompanied by a subtle increase in
CS chain synthesis that correlated with the level of reduction of
HS chains. Such an increase in CS chain expression was previ-
ously observed in EXT1-deficient ES cells derived from EXTI
knock-out mice (25). The reduction of HS chain expression in
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FIGURE 1. EXT1 siRNA induces efficient knockdown of EXT7 mRNA and reduction of HS chains in mES cells. A, real time PCR analysis of cells 2 days after
transfection. The results are shown as the proportion (%) of expression of each glycosyltransferase mRNA relative to that observed in control cells: GIcAT,
glucuronosyltransferase; ChGn, chondroitin 81,4-N-acetylgalactosaminyltransferase; Lfringe, lunatic fringe. The values shown are the means = S.D. of three
independent experiments. We used two constructs expressing different siRNAs targeting EXTT (EXT1-1 and EXT1-2). B, FACS analysis of cells 2 days after
transfection using an anti-HS antibody or anti-CS antibody (black and blue lines represent IgM isotype control of control and EXT 1-deficient cells, respectively).
Three independent experiments were performed and representative resuits are shown. C, molecular size analysis of HS chains from mES cell surface by gel
chromatography on a Sephacryl 5-300 column. The open squares and closed squares indicate the elution profiles of HS chains from control and £XT7-deficient
cells, respectively. Arrows indicate the elution positions of dextran molecular mass standards.

EX1'1-deficient cells was also confirmed by HPLC analysis of
unsaturated disaccharides from HS chains (data not shown).
We also examined the molecular sizes of HS chains derived
from EXT1I-deficient cell surface by gel chromatography. As is
shown in Fig. 1C, the lengths of HS chains in EXTI-deficient
cells (~35kDa) appeared to be reduced compared with control
cells (50-150 kDa).

HS Chains Are Important for Self-renewal and Proliferation
of mES Cells—W e performed colony assays on £EX1'I-deficient
cells to determine whether the resulting reduction in HS chain
expression affected the frequency with which the cells remain
in an undifferentiated state. The number of colonies derived
from EXT1-deficient cells that remained in an undifferentiated
state fell to about 50% that of control cells, even in the presence
of LIF and serum (Fig. 24). We next examined proliferation of
transfected mES cells. As shown in Fig. 2B, the rate of prolifer-
ation of EXT1-deficient cells decreased significantly compared
with control cells. These results suggest that the reduction in
HS chain expression inhibited the capacity for both self-re-
newal and proliferation of mES cells, presumably because of
reduced levels of HS chain-dependent signaling.

The Reduction of HS Chain Expression Increases Spontaneous
Differentiation of mES Cells into Extraembryonic Endoderm—We
compared the morphologies of control and EXI'I-deficient
cells. Four days after transfection in the presence of LIF, control
cells appeared to be undifferentiated cells with modest packed
morphology in which the cells preferentially adhered to one

3598 JOURNAL OF BIOLOGICAL CHEMISTRY

another, but differentiated cells with a flattened morphology
also existed at low levels because of the feeder-free culture con-
ditions (Fig. 34). In contrast, almost all of the EXT 1-deficient
cells exhibited a flattened, differentiated morphology that, in
some cells, was reminiscent of the stellate morphology of the
parietal endoderm (37) (Fig. 34). Furthermore, expression of
Oct3/4 and Nanog, which are markers of the unditferentiated
state, was significantly decreased in EXT1-deficient cells com-
pared with control cells (Fig. 3B), indicating that spontaneous
differentiation of EX1'I-deficient cells occurred more fre-
quently than of control cells. Upon withdrawal of LIF, control
cells exhibited a variety of flattened and differentiated mor-
phologies (data not shown), suggesting that pluripotency had
been maintained. However, most of the EXTI-deficient cells
exhibited a parietal endoderm-like morphology (data not
shown), as was the case in the presence of LIF.

To further characterize the transfected mES cells, we evalu-
ated expression of several germ layer markers by real time PCR
analysis of cells 4 days after transfection (Fig. 3, B—D). In the
presence of LIF, we detected higher expression in EXT1-defi-
cient cells of markers of the extraembryonic endoderm lineage
(primitive endoderm, Gata4 and Gata6; parietal endoderm,
Dab2 and LamininB1; and visceral endoderm, Bmp2 and [hh)
than control cells (Fig. 3C), whereas other lineage markers
(such as the trophoblast marker, Cdx2; the primitive ectoderm
marker, Fgf-5; the neuroectoderm marker, Is/1; and the meso-
derm marker, Brachyury) were weakly expressed (Fig. 3D).
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FIGURE 2. EXT1-deficient cells show decreased potential for self-renewal
and proliferation. A, self-renewal assay. The ratio of AP-positive colonies is
shown after normalization against control cells (value = 1). Approximately
70% of the colonies derived from the control cells remained in an undifferenti-
ated state in.feeder-free culture. The values shown are the means *+ S.D. from
three independent experiments, and significant values are indicated; *, p < 0.01,
in comparison with control. 8, proliferation assay. The values shown are the
means * S.D. from three independent experiments.

These results reflect the morphologies of EX1'I-deficient cells
as shown in Fig. 34. Following withdrawal of LIF, EXT1-defi-
cient cells underwent further differentiation. We observed only
induction of extraembryonic endoderm lineage markers in
these cultures compared with control cells (Fig. 3, C and D).
Upon induction of differentiation of control cells, various
markers of differentiation, including Cdx2, Fgf-5, and
Brachyury, and extraembryonic endoderm lineage markers
exhibited a further increase in expression associated with a
decrease of expression of Oct3/4 and Nanog, indicating that
pluripotency had been maintained. Our analyses indicate that
HS chains are important for the maintenance of the undiffer-
entiated state and of pluripotency of mES cells and that signal-
ing pathways mediated by HS chains may be involved in signal-
ing pathways that control the differentiation of mES cells into
the extraembryonic endoderm lineage.

We next examined the formation of EBs in suspension cul-
ture in control and EXTI-deficient cells. EB formation occurs
during the in vitro differentiation of ES cells into the three germ
layers, mesoderm, ectoderm, and endoderm. This differentia-
tion process resembles the formation of the developing concep-
tus at the egg-cylinder stage. As shown in Fig. 3, £ and F, almost
all control cells formed large fluid-filled cystic EBs 6 days after
EB formation, in which ditferentiation into the three germ lay-
ers had begun to proceed. In contrast, 53.02 *+ 5.83% of EXT1-
deficient cells formed noncystic and significantly small EBs.
This suggests that the reduction in HS chain expression inhib-
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ited differentiation of EXTI-deficient cells into the three germ
layers, supporting the results that differentiation of EXTI-defi-
cient cells into nonextraembryonic endoderm lineage was
inhibited in normal culture (Fig. 3, D and £). Similar results
were obtained in cells transfected with the second siRNA
expression plasmid targeting EXTI (EXTI-2) and also in a sec-
ond mES cell line (E14TG2a; data not shown).

The Reduction of HS Chains Down-regulates Specific
Signaling—Several signaling molecules have been shown to be
important for the maintenance of mES cell self-renewal, for
example, LIF/STAT3, BMP/Smad, Wnt/B-catenin, phosphoi-
nositide 3-kinase (PI3K)/Akt, and members of the Src family
(7-12, 38, 39). Therefore, we performed Western blot analysis
of cell lysates prepared 2 days after transfection of control and
EXTI-deficient cells to determine whether the activity of sig-
naling molecules was affected by the reduction of HS chain
expression. We observed a similar increase in the level of phos-
phorylation of Akt and Smad1 in control and EX1'I-deficient
cells following exposure to 15% FBS (supplemental data 4), sug-
gesting that the serum-responsive signaling by PI3K and Smad
was not affected by the reduced expression of HS chains. More-
over, we found that treatment of control or EXT1-deficient cells
with LIF or BMP4 gave rise to similar increases in the phospho-
rylation of STAT3 and Smadl, respectively (Fig. 4, A and B).
Heparitinase treatment was performed to examine the effect of
HS chain depletion on BMP/Smad and LIF/STATS3 signaling.
This treatment led to a reduction in BMP/Smad signaling but
not of LIF/STATS3 signaling (Fig. 4, C and D), demonstrating
that HS chains contribute to BMP signaling but not LIF signal-
ing in mES cells. The level of phosphorylation of ERK in
response to basic FGF treatment was reduced in EXT1-defi-
cient cells compared with the level observed in control cells,
suggesting that FGF signaling was reduced in £X1'I-deficient
cells (Fig. 4B) and more reduction was detected after hepariti-
nase treatment (Fig. 4, C and D). Phosphorylation of the Src
family member, cYes, which has been implicated in the main-
tenance of self-renewal of ES cells (38), was activated to a sim-
ilar extent in both control and EXTI-deficient cells following
treatment with LIF and FBS (Fig. 4, A and B). We observed
comparable results in similar studies with E14TG2a cells (data
not shown).

HS Chains Regulate Autocrine/Paracrine Wnt/B-Catenin
Signaling in mES Cells—In the absence of feeder cells, we
observed a significantly higher level of phosphorylation of
B-catenin in EXT1-deficient cells than control cells (Fig. 54).
This suggests that there was a decrease in autocrine/paracrine
Wnt/B-catenin signaling in EX1I-deficient cells. Next, we
examined Wnt/B-catenin signaling using a luciferase reporter
system. We found a significant decrease in luciferase activity in
EXT1-deficient cells compared with control cells under feeder-
free culture conditions (Fig. 58). This is consistent with a
reduction in autocrine/paracrine Wnt/B-catenin signaling in
EXI'1-deficient cells. We subsequently examined the nuclear
localization of B-catenin, an indicator of activation of the
canonical Wnt pathway. Accumulation of B-catenin was signif-
icantly decreased in the nuclei of EXT1-deficient cells com-
pared with control cells (supplemental data 5). We carried outa
Western blot analysis and confirmed that nuclear accumula-
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tion of B-catenin was reduced in EXTI-deficient cells com-
pared with control cells (Fig. 5C). Thus, activation of Wnt/B-
catenin signaling appeared to be reduced in EXT1-deficient
cells. Similar results were observed in analogous studies using
E14TG2a cells (data not shown).

RT-PCR analysis showed that both R1 and E14TG2a cell
lines expressed several Wats, as did MEFs. Wnt2, Wnt4, and
WhntSa were expressed in all cells, but Wnut3a, Wnt7a, and
Wnt10b were expressed only in the mES cells (Fig. 50). We
examined the effect of reduction of HS chains on the ability of
Wnt3a to bind to the mES cell surface. EX1'I-deficient cells
exhibited asignificantly lower specific ***I-Wnt3a binding than
contro! cells (Fig. 5E), indicating that HS chains contribute to
the binding of Wnt3a to the mES cell surface. Furthermore, SPR
analysis (supplemental data 6) confirmed binding of Wnt3a to
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heparin, the structural analogue of HS chains, indicating that
Wnt3a does indeed bind to HS chains on mES cells (apparent
association and dissociation rate constants k, (M~ s™1) and k,,
(s71), 2.22 X 10% 5.77 X 1073, respectively, apparent equilib-
rium constant K, (nm) for binding of Wnt3a to heparin, 26.0).
These results demonstrate that HS chains regulate autocrine/
paracrine Wnt/B-catenin signaling in mES cells.

HS Chain Regulation of Wnt/B-Catenin Signaling Contrib-
utes to Self-renewal of mES Cells—To determine whether the
regulation of Wnt/B-catenin signaling by HS chains is neces-
sary for the self-renewal and pluripotency of mES cells, we
examined the effect of exogenous activation of Wnt/B-catenin
signaling in EXT1-deficient cells using BIO, a specific pharma-
cological inhibitor of glycogen synthase kinase-3. The level of
luciferase activity of Wnt/B-catenin signaling in BIO-treated
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FIGURE 4. Specific signalingis decreased in EXT1-deficient cells. A, Western blot analysis of mES cells stimulated with each extrinsic factor. Two independent
experiments were performed, and representative results are shown. B, quantification of Western blots shown in A.The histograms show mean densitometric
readings = S.D. of the phosphorylated protein/loading controls. Values were obtained from duplicate measurements of two independent experiments and
significant values are indicated; *, p < 0.01, in comparison with stimulated control. ¢, Western blot analysis of mES cells stimulated with each extrinsic factor
after treatment with or without heparitinase. Two independent experiments were performed, and representative results are shown. D, quantification of
Western blots shown in C. The histograms show mean densitometric readings =+ S.D. of the phosphoprotein/loading controls. Values were obtained from
duplicate measurements of two independent experiments, and significant values are indicated; *, p < 0.01, in comparison with heparitinase untreated and

extrinsically stimulated samples.

cells was 2—3-fold higher than in cells treated with MeBIO, an
inactive analogue of BIO (data not shown). Two days after
transfection, the level of Nanog mRNA was significantly up-
regulated in BIO-treated cells (Fig. 64), indicating that Nanog
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expression is regulated by Wnt/B-catenin signaling. The levels
of Nanog and Oct3/4 mRNAs in MeBIO-treated EXTI-defi-
cient cells were 30-50% of those in MeBIO-treated control
cells (Fig. 6A4). Untreated cells showed similar results (data not
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Nearly all of the colonies derived
from culture of EXT I-deficient cells
in the presence of BIO exhibited a
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FIGURE 5. Wnt/B-catenin signaling is decreased in EXT 1-deficient cells. A, Western blot analysis of mES cells
after LIF and serum starvation for 4 h at 2 days after transfection. Representative immunoblots are shown. The
histograms show mean densitometric readings + S.D. of the phospho-B-catenin/total B-catenin after normal-
ization against control cells (value = 1). Values were obtained from duplicate measurements of two independ-
ent experiments, and significant values are indicated; * p < 0.01, in comparison with control. 8, luciferase
reporter assay. Relative luciferase activities (TOPFLASH/FOPFLASH) are shown as means * S.D. from three
independent experiments, and significant values are indicated; *, p < 0.01; **, p < 0.05, in comparison with
control. C, Western blot analysis of mES cells at 3 days after transfection. Representative immunoblots are shown.
The histograms show mean densitometric readings + SD. of the -catenin/lamin B, after normalization against
control cells (value = 1). Values were obtained from duplicate measurements of two independent experiments and
significant values are indicated; *, p < 0.01, in comparison with control. D, RT-PCR analysis of the expression of
several Wnts in mES cells and MEFs. GAPDH, glyceraldehyde-3-phosphate dehydrogenase. E, binding assay of '3
labeled Wnt3a. The value of specific '2*I-Wnt3a binding (total counts/min bound minus counts/min bound in the
presence of 100 ug/ml free heparin)is the mean = SD. of threeindependent experiments, and significant values are

indicated; ¥, p < 0.01, in comparison with control.

shown). This suggests that decreased signaling in EXT1-defi-
cient cells affects the expression of Nanog and Oct3/4. BIO
treatment rescued the level of Nanog mRNA in EX1'I-deficient
cells, but not of Oct3/4 (Fig. 6A). The signaling pathways that
regulate Oct3/4 expression are therefore dependent upon HS
chain expression but not upon Wnt. Furthermore, the expres-
sion patterns of Nanog and Oct3/4 proteins were correlated
with mRNA levels (Fig. 68). Recently, it has been demonstrated
that the orphan nuclear receptor LRH-1 is required for main-
tenance of Oct3/4 expression in mES cells (40). The level of
LRH-1 mRNA in EX1'I-deficient cells treated with MeBIO was
also reduced to 30 -50% that in control cells (Fig. 64), similarly
to Oct3/4 expression, but was unaffected by BIO treatment (Fig.
6A). This suggests that the reduction in Oc£3/4 expression in
EXT1-deficient cells is mediated by LRH-1. Overall, our analy-
ses demonstrate that Wnt/B-catenin signaling through HS
chains regulates Nanog expression but not that of Oct3/4 in
mES cells.

Next, we examined the ability of BIO to rescue self-renewal
in EXTI-deficient cells. The number of AP-positive colonies
derived from EXTI-deficient cells treated with MeBIO was sig-
nificantly reduced compared with that of control cells (Fig. 6C).
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demonstrate that HS chain-de-
pendent signaling by autocrine/
paracrine Wnt/f3-catenin is re-
quired for the maintenance of
self-renewal but not for the prolifer-
ation of mES cells. '
Whnt/B-Catenin Signaling Regu-
lated by HS Chains Is Important for
Pluripotency of mES Cells—Our
next step was to examine the effect
of BIO on EXT1-deficient cell pluri-
potency in the absence of LIF, in
which ES cells spontaneously differ-
entiated into several linéages (Fig. 3, B—D). The expression of
differentiation markers was analyzed 4 days after transfection
using real time PCR analysis (Fig. 6, D-F). The expression of
various differentiation markers was examined in EX1'I-defi-
cient cells treated with either BIO or MeBIO. BIO induced
expression of the markers, including Cdx2, Fgf-S, and
Brachyury; expression of the differentiation markers was at a
low level in the MeBIO-treated cells. In the latter treatment
group, only markers of the extraembryonic endoderm lineage
(Gata6, LamininBI1, and BMP2) were detected at appreciable
levels (similar to those described in Fig. 3, C and D). Therefore,
BIO rescued the defective pluripotency of EXT1-deficient cells.
Nanog-deficient mES cells spontaneously differentiate into
the extraembryonic endoderm lineage, implicating Nanog in
the control of mES cell pluripotency (14, 15). Nanog and Oct3/4
expression was reduced in EXTI-deficient cells treated with
MeBIO, whereas treatment with BIO rescued the level of Nanog
expression although only to the same level as in MeBIO-treated
control cells (Fig. 6D). Thus Wnt/B-catenin signaling sustains
Nanog expression. In control cells, BIO treatment resulted in
reduced expression of various differentiation markers associ-
ated with maintenance of Narnog and Oct3/4 expression com-
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FIGURE 6. Activation of Wnt/B-catenin signaling by treatment with BIO rescues self-renewal and pluripotency of EXT1-deficient cells. A, real time PCR
analysis of mES cells 2 days after transfection. The value shown is the mean * S.D. of three independent experiments (white bar, MeBIO-treated; black bar,

BIO-treated). B, Western blot analysis of mES cells at 2 days after transfection. Representative immunoblots are shown. The histograms show mean densito-
metric readings * S.D.of the protein/B-actin. Values were obtained from duplicate measurements oftwo independent experiments (white bar, MeBIO-treated;
black bar, BIO-treated). C, self-renewal assay. Upper panels, photographs of representative colonies. The total number of colonies is indicated at the bottom of

each image. To the right of each photograph isa high magnification image. Scale bars, 200 . The ratio of AP-positive colonies is shown in lower panels after
normalization against MeBIO-treated control cells (value = 1). The value shown is the mean x S.D. of three independent experiments. Significant values are
indicated; *, p < 0.01; **, p < 0.03, in comparison with control. D-F, real time PCR analysis of several germ layer markers at 4 days after transfection in the
absence of LIF. The results are shown after normalization against MeBIO-treated contro! cells {value = 1). The values shown are the means = S.D. of two

independent experiments.

pared with MeBIO treatment. This indicates that BIO inhibited
differentiation of control cells. In turn, maintenance of Narnog
expression by autocrine/paracrine Wnt/B-catenin signaling
through HS chains is important for the maintenance of pluri-
potency of mES cells.

DISCUSSION

In this study, we have demonstrated that EXT1-deficient
mES cells, which express greatly reduced levels of HS chains,

FEBRUARY 8, 2008+VOLUME 283-NUMBER 6 ¥ S5

proliferate slowly and differentiate spontaneously into the
extraembryonic endoderm lineage. Signaling by Wnt and
FGF, but not BMP and LIF, was disrupted in EXTI-deficient

cells. Furthermore, we demonstrated that autocrine/para-’

crine Wnt/B-catenin signaling through HS chains was nec-
essary for maintenance of Nanog expression, self-renewal,
and pluripotency in mES cells even in the presence of LIF/
STAT3 and BMP/Smad signaling. Our results indicate that
HS chains are important regulators of the extrinsic signaling
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pathways contributing to self-renewal and pluripotency of
mES cells.

We designed constructs expressing two different siRNAs tar-
geting EXT1. Knockdown of EXTI in response to EXTI-1
siRNA was maintained at ~20% of the level observed in control
cells for at least 3 days following selection, even in the absence
of puromycin. However, when EXTI-2 siRNA was used, the
level of EXTI mRNA recovered to 50-60% of that of control
cells 3 days after selection (data not shown). As a result, the
effects of EXT1 knockdown were somewhat weaker in cells
transfected with the EXT1-2 plasmid (Figs. 2-5), reflecting a
response that correlated with EXT1 mRNA levels. These obser-
vations strongly support the conclusion that our results reflect
the function of HS chains.

In this study, we used a transient knockdown system and
found that the efficiency of knockdown decreased daily follow-
ing the ending of selection. We therefore used puromycin to
select for efficient knockdown in cells throughout the experi-
ments described in Fig. 3 and Fig. 6, D—F. However, in the self-
renewal and proliferation assays (Fig. 2 and Fig. 6C), the cells
had to be replated at low densities, which rendered them sus-
ceptible to puromycin-induced cell death. Thus, puromycin
could not be used after replating. These different conditions
underlie the apparent experimental disparities such as that
between Fig. 24, in which unditferentiated colonies derived
from EXT1-deficient cells were present at half of the level of
control cells, and Fig. 34, in which almost all EXTI-deficient
cells differentiated.

Several signaling molecules, such as LIF/STAT3, BMP/
Smad, Wnt/B-catenin, PI3K/Akt, and Src family members, are
required for self-renewal of mES cells (7-12, 38, 39). Until now,
it has been believed that extrinsic stimulation by both LIF and
serum, including BMP, was sufficient to maintain mES cell self-
renewal (4). However, in this study, we showed that self-re-
newal of mES cells was significantly decreased in response to
the reduction in HS chain expression, even when LIF- and
serum-mediated signaling were not reduced (Fig. 2 and Fig.
4). As shown in Fig. 5, several Wnts were expressed in mES
cells, indicating that autocrine/paracrine Wnts function in
mES cells. Indeed, autocrine/paracrine Wnt/g-catenin sig-
naling was actually observed in cells cultured under feeder-
free conditions. Furthermore, we showed that Wnt3a binds
to the mES cell surface mediated by HS chains, and we dem-
onstrated that autocrine/paracrine Wnt/B-catenin signaling
through HS chains is important for maintenance of self-re-
newal of mES cells (Fig. 5 and Fig. 6). Thus, we propose that
maintenance of mES cell self-renewal requires not only LIF
plus serum factors but also autocrine/paracrine Wnts.

Reduction of HS chain expression also led to decreased sig-
naling by FGF (Fig. 4). It has been demonstrated that HS chains
regulate mouse fibroblast cell proliferation through FGF signal-
ing (41). FGF has been also reported to maintain self-renewal of
human ES cells (42), although this effect has yet to be observed
in mES cells. We speculate that FGF signaling through HS
chains may contribute to the maintenance of self-renewal and
proliferation of mES cells, if FGF is present in serum or the
conditioned medium. This idea is supported by the fact that HS
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chains have been shown to play crucial roles in FGF signaling
during development (18).

We did not observe a reduction in BMP/Smad signaling in
response to reduced short HS chains in mES cells (Fig. 4B),
although previous reports have indicated that HS chains con-
tribute to signaling by BMP in Drosophila and Xenopus (18, 43).
The specific decrease in signaling by Wnt and FGF, but not by
BMP, mediated by short HS chains in EXTI-deficient cells may
be because of the effects of reduced HS chain length on the
ability to accumulate sufficient ligands for their cognate recep-
tors. This is supported by the result that HS chain depletion by
heparitinase treatment led to not only further reduction in FGF
signaling but also a reduction in BMP/Smad signaling (Fig. 4, C
and D). ]

IL-6 is a heparin/HS-binding cytokine, and HS chains may
regulate paracrine IL-6 signaling (44). Although LIF is an 1L-6
family member and might also bind to HS chains, we demon-
strated that HS chains are not required for LIF/STAT3 signal-
ing. Neither reduction of HS chains (Fig. 4, A and B) nor HS
chain depletion by heparitinase treatment (Fig. 4, C and D) had
an effect on LIF/STAT3 signaling. Taken together, HS chains
contribute to the regulation of several signaling pathways medi-
ated by Wnt, BMP, and FGF but not LIF in mES cells (Fig. 7).

As shown in Fig. 6C, the total numbers of colonies scarcely
differed between BIO-treated cells and MeBIO-treated cells,
and we observed no effect of BIO on mES cell proliferation
(data not shown), indicating that BIO treatment had no effect
on cell proliferation. As shown in Fig. 2B, HS chains contribute
to mES cell proliferation. Thus, we suggest that HS chain-me-
diated signaling pathways that are not influenced by Wnt/g-
catenin control mES cell proliferation.

Nanog expression was increased in response to BIO treat-
ment in both control and EXT1-deficient cells (Fig. 64). How-
ever, the difference in the extent of increase in the expression of
Nanog mRNA following BIO treatment of control and EXTI-
deficient cells (Fig. 64) indicates that other signaling pathways
contribute to the control of its expression through HS chains.
Recently, it has been demonstrated that Nanog transcription is
regulated by an interaction between Oct3/4 and Sox2 or a novel
pluripotential cell-specific Sox element-binding protein (45,
46). As such, the difference in the extent of the increase in the
expression of Nanog mRNA following BI1O treatment of control
and EXT1-deficient cells may be due to a possible reduction in
Oct3/4 and Sox2 or pluripotential cell-specific Sox element-
binding protein mediated by unknown signaling through HS
chains.

Expression of Oct3/4 and LRH-1 mRNA was decreased in
EXTI-deficient cells treated with MeBIO (Fig. 6A4), and their
expression was not affected by BIO treatment in either con-
trol or EXT1-deficient cells (Fig. 64). Thus regulation of
Oct3/4 and LRH-1 expression does not require Wnt/fB-cate-
nin signaling through HS chains. LRH-1 has been shown to
regulate the expression of Oct3/4 by binding to its proximal
enhancer and promoter (40). LRH-1 has also been shown to
play an important role in the regulation of cell proliferation
(47). The signaling pathways controlling the expression of
LRH-1 remain to be determined. The decrease in Oct3/4
expression observed in EXTI-deficient cells may be depend-
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Non-neural
lineage

Primitive
endoderm

Trophectoderm

Neural lineage

PO : HS chains Vﬂ : HS proteoglycan
' % : Signaling mediated : Signaling not
by HS chains mediated by HS chains

FIGURE 7. HS chains regulate signaling by extrinsic factors required for
the maintenance of self-renewal and pluripotency of mES cells. HS chains
contribute to the regulation of several signaling pathways mediated by
extrinsic factors, such as BMP, Wnt, FGF, and unknown factors, but not to LIF
and unknown serum factors in mES cells. We demonstrated that autocrine/
paracrine Wnt/S-catenin signaling mediated by HS chains regulates Nanog
expression and sustains self-renewal by suppression of primitive endodermal
differentiation. BMP/Smad signaling is regulated by HS chains (Fig. 4, Cand D)
and blocks neural differentiation by induction of Id (11). FGF signaling is also
regulated by HS chains (Fig. 4), but the signaling pathway required for main-
tenance of self-renewal is unknownin mES cells. From the observations made
in this study, we suggest that HS chain-dependent signaling by unknown
factors regulates mES cell proliferation and Oct3/4 expression. LIF/STAT3 sig-
naling is not regulated by HS chains (Fig. 4) and blocks non-neuronal differ-
entiation by induction of Myc (51).* BMP/Smad signaling is not decreased by
short HS chains (~35 kDa) but is decreased by depletion of HS chains.

ent upon the decrease in LRH-1 expression because of
reduced signaling in these unidentified pathways in an HS
chain-dependent manner. Although the signaling pathways
activated downstream of HS chain expression remain to be
determined, those required for LRH-1 expression might reg-
ulate the proliferation of mES cells.

In conclusion, we have demonstrated the importance of
HS chains for the regulation of self-renewal and pluripo-
tency of mES cells. These results suggest that it is possible to
modify self-renewal and differentiation of ES cells by the use
of RNAi targeted to genes encoding enzymes required for HS
chain synthesis. Signaling by Wnt, FGF, and Notch have
been shown to be involved in the regulation of self-renewal
of hematopoietic and neural stem cells (48-50). However,
the contribution of glycochains to such signaling in these
cells has not yet been determined. Modulation of the glyco-
sylation pathways in stem cells will provide the opportunity
to engineer stem cells to follow specific differentiation pro-
grams that may be of use for the development of cell replace-
ment therapies.
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Sugar Chips immobilized with synthetic sulfated disaccharides
of heparin/heparan sulfate partial structure™
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Abstract—Carbohydrate chip technology has a great potential for the high-throughput evaluation of carbohydrate-protein interac-
tions: Herein, we report syntheses of novel sulfated oligosaccharides possessing heparin and heparan sulfate partial disaccharide
structures, their immobilization on gold-coated chips to prepare array-type Sugar Chips, and evaluation of binding potencies of pro-
teins by surface plasmon resonance (SPR) imaging technology. Sulfated oligosaccharides were efficiently synthesized from glucosa-
mine and uronic acid moieties. Synthesized sulfated oligosaccharides were then easily immobilized on gold-coated chips using
previously reported methods. The effectiveness of this analytical method was confirmed in binding experiments between the chips
and heparin binding proteins, fibronectin and recombinant human von Willebrand factor Al domain (th-vWf-A1), where specific
partial structures of heparin or heparan sulfate responsible for binding were identified.

© 2008 Published by Elsevier Ltd.

Carbohydrate chips and related array technologies'
have attracted a great deal of attention as a powérful
tool for glycomics. Like DNA* and protein chips,’ they
can rapidly and simply evaluate carbohydrate-protein
interactions in parallel, with a minimum amount of
sample. Our ongoing research involves this functional
analysis of sulfated polysaccharides such as heparin
(HP) and heparan sulfate (HS).>*> HP and HS are
highly sulfated polysaccharides and belong to the gly-
cosaminoglycan (GAG) superfamily. They are among
the most complex of carbohydrates, and play a signif-
icant role in biological processes through their binding
interactions with numerous proteins,® such as growth
factors, cytokines, viral proteins, and coagulation fac-
tors, among others. HP/HS have a basic structure com-
posed of a repeating « or B(l,4)-linked disaccharide

Keywords: Sugar; Carbohydrate; Chip; Heparin; Heparan sulfate;

Carbohydrate-protein interaction; Surface plasmon resonance; SPR;

SPR-imaging.

* Syntheses of sulfated oligosaccharide of heparin and heparan sulfate
partial structures and their application to Sugar Chips are described.

*Corresponding author. Tel/fax: +81 99 285 8369;e-mail:
ysuda@eng.kagoshima-u.ac.jp

0960-894X/$ - see front matter © 2008 Published by Elsevier Ltd.
doi:10.1016/j.bmcl.2008.01.069

moiety which is derived from uronic acid (either glucu-
ronic acid or iduronic acid) and N-acetyl-glucosamine
residues. In general, HP/HS chains are very heteroge-
neous and contain innumerable substitution patterns
due in part to some randomness in the multiple enzy-
matic modifications in their biosynthesis. This hetero-
geneity makes it difficult to elucidate the structure-
function relationships of HP/HS at the molecular level.
Therefore, structurally defined HP/HS sequences are
necessary for the precise elucidation of the mode of
HP/HS actions on their target molecules. So far, many
synthetic efforts have been dedicated to the synthesis of
HP/HS fragments 3>-9.7:8

Previously, we have reported that a specific disaccharide
unit in HP, O0-(2-deoxy-2-sulfamido-6-0-sulfo-a-n-
glucopyranosyl)-(1-4)-2-O-sulfo-a-L-idopyranosyluronic
acid (abbreviated as GIcNS6S-IdoA2S), is a key unit
for binding to human platelets’ and von Willebrand
factor (vWi),!° and that the clustering of these disac-
charides significantly enhanced the interaction.'’2 To
systematically investigate heparin’s binding properties,
we have developed a method*® for the immobilization
the sulfated oligosaccharide onto a gold-coated chip,

Please cite this article in press as: Wakao, M. et al., Bivorg. Med. Chem. Lett. (2008), doi:lO.lOl6/j.bmcl.5008.01.069
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and have devised an analytical system using surface systems can be applied to the investigation of the bind-
plasmon resonance (SPR) technology, which permits ing interactions of a variety of structurally defined
their real-time study without further labeling. These oligosaccharides.

215
S—S8

MeO

HP/HS patrtial structure

1, GIcNS6S-1doA2S: R'=S0;, R%=80;, R’*=S0;, X=H, Y=CO,
2. GICNS-1doA2S: R'=SO5, R%=H, R*=S0y, X=H, Y=CO,

3. GIENS6S-GlcA: R'=80;", R?=S0,, R®=H, X=CO,, Y=H

4, GIcNS-GIcA: R'=80y", R2=H, R%=H, X=CO;, Y=H

Figure 1. Sulfated disaccharide partial structures of heparin/heparan sulfate.
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Scheme 1. Synthesis of ligand conjugate 2 containing GIcNS-IdoA2S. Reagents: (2) TBDMSC, imidazole, MS4AP in CH,Cl, 45%; (b) | M NaOH,
MeOH/THF (1:1), 70%; (c) SO;Pyr in Pyr; (d) HFPyr in Pyr; () 10% Pd-C, H; (1 kg/cm?) in THF/MeOH (2:1); (f) SO3Pyr in H,0; (g) 10% Pd-C,
H, (7 kg/em?) in HyO/AcOH (5:1), 29% (5 steps); (h) NaBH;CN in DMAc/H,0/AcOH (1:1:0.1), 82%.
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To better understand the HP/HS disaccharide structures
involved in specific protein interactions, we designed three
kinds of sulfated trisaccharide ligand conjugates 2-4 con-
taining the disaccharide units as shown in Figure I;
GIcNS-IdoA2S (2): O-(2-deoxy-2-sulfamido-a-p-gluco-
pyranosyl)-(1-4)-2-O-sulfo-a-L-idopyranosyluronic acid,
GIcNS6S-GlcA (3): 0-(2-deoxy-2-sulfamido-6-O-sulfo-
a-D-glucopyranosyl)-(1-4)-a-p-glucopyranosyluronic
acid, GIcNS-GIcA (4): 0-(2-deoxy-2-sulfamido-a-p-glu-
copyranosyl)-(1-4)-a-p-glucopranosyluronic acid. The
disaccharide units contained in ligand conjugates 1-4 of
Figure 1 are frequently found in HP/HS disaccharide unit.

For efficient synthesis, four monomeric building blocks
were prepared. 2-Azido glucose derivative 5, idose deriv-
ative 6, and 4,6-benzylidene glucose derivative 17 were
used for glucosamine, iduronic acid, and glucuronic acid

0 _0Bn 0.0Bn
Ph OBz OCCCI:) + — - Fh OH

moieties, respectively. Selective sulfation onto glucosa-
mine and iduronic acid or glucuronic acid moieties can
be carried out by an appropriate functionalization.
The 6-OH glucose derivative 7 was used as the reducing
end for the conjugation to linker molecule 16 after
deprotection on the glucose, which works not only as
a reducing end donor for reductive amination but also
as the hydrophilic moiety in the molecule to minimize
any non-specific hydrophobic interactions between the
linker and target proteins or cells.

The synthesis of ligand conjugate 2 containing GIcNS-
IdoA2S unit was carried out as shown in Scheme 1. Tri-
saccharide 8, which was prepared according to the meth-
od reported previously,'? was selectively protected by ¢-
butyldimethylsilyl (TBDMS) group. The methyl ester of
trisaccharide 9 was hydrolyzed and the remaining 2/-hy-

0. 0Bn
BnO

Bn

Oéc
8n N, ocecl,
co Me COMe
v 0 0Bn MeO T s NH Oéc 2 o, 0Bn
3
2. OBn _—
BnO MeO .
Bn N;,
CO. Na CO Na
Og ) o, OBn OSO«Na 2
OBn OH
MeO o BnO MeO
Ny NHSO,Na
i
OH COzNa O
o) o) o
OH OH OH OH
MeO o) HO
NHSO,Na OH OH
24
Q!
HN NJ\/\/\(H 0SO;Na CONa o o
16 " §—8§ (¢ 0 OH
23 OH OH OH N N
! MeO o HO s—s$
NHSO,Na OH OH
23 :
HN NJK/M OH CONa ¢ o
16 " S—s o) o OH
24 OH OH OH N N
k MeO o HO $—S
NHSO;Na OH OH
4

Scheme 2. Synthesis of ligand conjugates 3 and 4 containing GIcNS6S-GicA and GIcNS-GIcA, respectively. Reagents and conditions: (a) BF;OEt,,
MS4AP in CH,Cly, =20 °C; (b) 0.1 M NaOMe, 90% (2 steps); (¢) NaH, BnBr in DMF, 0 °C — 1t, 88%; (d)16% TFA, 8% MeOH in CH,Cl,,
0°C — rt, 93%; (¢) TEMPO, KBr, NaClO in CH,Cl,; TMSCHN,, 83% (2 steps); (f) TBDMSOTY, MS4AP in toluene, —20 °C, 84%; (g) S M NaOH
in MeOH/THF (1:1), 89%; (h) SO3Pyr in Pyr; 10% Pd-C, H, (1 kg/em?) in THF/H,O (2:1); SO;Pyr in H,0 (pH = 9.5); 10% Pd-C, H, (7 kg/em?) in
H,0/AcOH (5:1), 28% (4 steps); (i) 10% Pd-C, H, (1 kg/umz) in THF/H,0 (2:1); SO4Pyr in MeOH/H,0 (3:2); 10% Pd-C, H, (7 kg/em?) in H,O/
MeOH/AcOH (5:5:2), 39% (3 steps); (j) NaBH3CN in DMAc/HO/AcOH (1:1:0.1), 62%; (k) NaBH3CN in DMAc¢/H,0/AcOH (1:1:0.1), 50%.
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droxy group was sulfated using sulfur trioxide-pyridine
complex at room temperature. After removing the
TBDMS group with HFpyridine complex, the azido
group was reduced using a catalytic amount of Pd-C un-
der hydrogen atmosphere and the resulting amino group
was N-sulfated. All benzyl protecting groups were
removed by hydrogenolysis using catalytic Pd-C to give
the desired trisaccharide 15. Finally, the reductive ami-
nation of trisaccharide 15 with linker compound 16
was performed using NaBH;CN to afford the desired li-
gand conjugate 2 in good yield. Compound 2 was puri-
fied by gel-filtration chromatography with Sephadex G-
25 fine and confirmed by 'H NMR and ESI-TOF/MS
analyses.!?

The syntheses of ligand conjugates 3 and 4 were carried
out in the same fashion as the syntheses of 1 and 2
(Scheme 2). Glycosylation of 6-OH glucose 7 and imi-
date 17 with trimethylsilyl trifluoromethanesulfonate
(TMSOTY) as a promoter and treatment of the resultant
with NaOMe gave disaccharide 18 in a good yield. The

a
125 nM
1 2 3 4 Gle
b
] 0.98nM
1.95nM
B 3910M
5 B 7.81nM
c B 156nM
g) B 31.30M
o 625aM
o W B 1250M
%)

1 2 3 4 Glc

Figure 2. Binding study with fibronectin. (a) SPR difference imaging
on the chip immobilized with compounds 1, 2, 3, 4, and Gloa(1-6)Gle-
mono (Glc). Measurements were carried out with analyte in the range
between 0.98 and 125nM. (b) Bar graph profiles of different
concentrations of protein. The error bars represent +/— SEM.

resulting hydroxy groups of 18 were then protected with
a benzyl group. After removal of the benzylidene group,
the primary 6’-OH group was selectively oxidized to car-
boxylic acid using 2,2,6,6-tetramethyl-1-piperidinyloxy
(TEMPO).'* The resulting carboxyl group was esterified
with (trimethylsilyl)diazomethane to afford the disac-
charide 20. The 2-azido imidate § was condensed with
disaccharide 20 using TBDMSOTf at —20°C to give
selectively an a-linked trisaccharide 21.""!> Hydrolysis
of the acetyl group and methyl ester was then carried
out using aqueous NaOH to give the common interme-
diate 22 for trisaccharides 23 and 24. The sulfated trisac-
charide 23 was obtained by O-sulfation of the 6"-
hydoxyl group and reduction and N-sulfation of 2'-azi-
do group was followed by hydrogenolysis. Conversely,
the sulfated trisaccharide 24 was prepared by the same
method as the synthesis of trisaccharide 23, omitting
the O-sulfation. The ligand-conjugates 3'° and 4'7 were
synthesized in satisfactory yields as similar to the de-
scribed procedure for compound 2.

Binding interactions were investigated by use of the SPR
imaging sensor.!® When fibronectin was tested (Fig. 2),
specific binding interactions were clearly observed with
compounds 1 (GlcNS6S-1doA2S, Kp = 5.5nM) and 3
(GIcNS6S-GlcA, Kp = 6.5nM), but not with com-
pounds 2 (GIcNS-IdoA2S, Kp=30nM) and 4
(GIcNS-GleA, Kp = 33 nM). These results indicate that
the N-sulfation and 6-O-sulfation of glucosamine in HP/
HS are important for fibronectin binding, while 2-O-sul-
fation of iduronic acid is less important. Recently,

ey
s [N
oo N
.. I
1 2 3 4 Gle
b
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0.45uM
T | 0.90 1M
[y @ 1.80 M
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w
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Figure 3. Binding study with rh-vWf-Al. (a) SPR difference imaging
on the chip immobilized with compounds 1, 2, 3, 4, and Glca(1-6)Gle-
mono (Glc). Measurements were carried out with analyte in the range
between 0.23 and 1.80 uM. (b) Bar graph profiles of different
concentrations. The error bars represent +/— SEM.
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Couchman and coworkers showed that N -sulfation of
glucosamine was essential for fibronectin binding and
2-O-sulfation of iduonic acid or 6-O-sulfation of gluco-
samine has marginal effects.!® Additionally, N-sulfation
and 6- O-sulfation of glucosamine were important for fo-
cal adhesion formation through syndecan-4, heparan
sulfate proteoglycan. Our results are in agreement with
those data.

In contrast, when recombinant human vWf Al do-
main (th-vWf-A1)?*® was injected over the chips, a dif-
ferent pattern of oligosaccharide binding preference
was noted (Fig. 3). A strong interaction was observed
with compounds 1 (GIcNS6S-IdoA2S, Kp=1.0 pM)
and 2 (GIcNS-IdoA2S, Kp = 0.9 uM). Weaker interac-
tion was seen with compound 3 (GIcNS6S-GlcA,
Kp = 1.4 pM), while distinctly low binding was ob-
served with compound 4 (GlcNS-GIcA, Kp = 4.3 pM).
Although the GIcNS6S-IdoA2S (1) disaccharide struc-
ture was considered a key binding domain of vWf,!°
the exact disaccharide structure responsible for vWf
binding is still unclear. We found previously that clus-
tered compounds containing three units of GlcNS6S-
IdoA2S'? possessed higher competitive binding activity
compared to compounds containing less than two
units of GIcNS6S-IdoA2S (unpublished data). To-
gether with those data, the current results indicate
that the tri-sulfated disaccharide binds vWf best, that
loss of either the 6-sulfate of GIcN or the 2-sulfate of
Ido reduces vWf binding significantly, and that the
N-sulfate of GIcN alone is not sufficient for binding
vW{.

In conclusion, we have designed new, precisely sulfated
oligosaccharides of HP/HS partial structures. These oli-
gosaccharides were efficiently synthesized using appro-
priate monosaccharide intermediates. Their application
in an array type Sugar Chip, using SPR imaging analysis
has been shown to be an efficient and specific technology
to elucidate the interactions between a protein and mul-
tiple sulfated disaccharides, on a real time scale. These
techniques can be used for high-throughput screening
of protein samples, as well as for solving the struc-
ture—function relations of an individual protein—glycos-
aminoglycan interaction at the molecular and nano-
scale.
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To obtain lectins without tedious purification steps, we developed a convenient
method for a one-step purification of lectins using sugar-immobilized gold nano-
particles (SGNPs). Proteins in crude extracts from plant materials were precipitated
with 60% ammonium sulphate, and the precipitate was re-dissolved in a small volume
of phosphate buffer. The resultant solution was then mixed with appropriate SGNPs
under an optimized condition. After incubating overnight at 4°C, lectins in the
mixture formed aggregate with SGNPs, which was visually detected and easily
sedimented by centrifugation. The aggregate was dissolved by adding inhibitory
sugars, which were identical to the non-reducing sugar moieties on the SGNPs.
According to SDS-PAGE and MS of thus obtained proteins, it was found that SGNPs
isolated lectins with a high purity. For example, a protein isolated from banana
using Glca-GNP (¢-glucose-immobilized gold nano-particle) was identified as banana
lectin by trypsin-digested peptide-MS finger printing method.

Key words: gold nano particle, lectin, peptide MS fingerprinting, purification, sugar
chain.

Abbreviations: CHCA, a-cyano-4-hydroxycinnamic acid; Gleo-GNP, alpha-glucose-immobilized gold
nano-particle; GlcNAca-GNP, alpha-N-acetyl-glucosamine-immobilized gold nano-particle; Mana-GNP,
alpha-mannose-immobilized gold nano-particle; SA, 3,5-dimethyl-4-hydroxycinnamic acid; SGNPs,
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sugar-immobilized gold nano-particles.

Lectins are carbohydrate-binding proteins, which can
specifically recognize sugar structures (1). Their physio-
logical functions have been argued for a long time, and
were recently determined for several lectins. Selectins
mediate the adhesion of leucocytes and the endothelial
cells of blood vessels. Some plant lectins serve as defence
factors against phytopathogenic fungi, insect and ani-
mals by interacting with their glycans (2—4). According to
these examples, lectin—glycan interactions are recognized
as important in biological processes in both plant and
animal bodies. To understand the functions of lectins at
the molecular level in detail, purification and subsequent
characterization are the most crucial.

To purify lectins from crude extract, several chroma-
tography techniques, such as affinity chromatography,
ion-exchange chromatography and gel permeation chro-
matography, are generally used. However, such chroma-
tographic purification needs lengthy and tedious steps,
preventing the studies of lectins especially in case of
small amount of target lectins in the starting materials.
To overcome this problem, a simple and effective method
is desired. Use of gold nano-particles having glycans is
one of the most promising for the purpose.
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Gold nano-particles having glycans were rapidly
developed in this decade, and utilized to analyse lectins,
to estimate their affinity strength or to visualize them
with electron microscopy (5-7). Recently, we established
an efficient technique for the immobilization of glycans
on gold nano-particles (8, 9). The produced gold nano-
particles, designated sugar-immobilized gold nano-
particles (SGNPs), were homogeneous in size and
amount of glycans. Importantly, they are easily sedi-
mented by forming aggregate with lectins, suggesting
that they are promising for capturing lectins. In this
study, we established an effective method for purifica-
tion of lectins using the SGNPs. As a result, a lectin
with high purity was successfully obtained from plant
extract.

MATERIALS AND METHODS

Materials—All reagents were used without further
purification. Banana was obtained from a grocery store
and stored at —20°C until use. Sugars were purchased as
follows: maltose, cellobiose and lactose were obtained
from Nacalai tesque (Kyoto, Japan); GalNAcB1-3Gal and
@1-2 mannobiose from Dextra Lab. (Reading, UK),
melibiose from TCI (Tokyo, Japan). GlcNAcol-6Glc,
GleNAcB1-6Gle, GalNAcal-6Gle, Fucol-6Gle, Fucpl-6Gle
were generous gifts from Dr Wakao (Kagoshima
University).
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