
FEBS Letters 585 (2011) 2698–2702

brought to you by COREView metadata, citation and similar papers at core.ac.uk

provided by Elsevier - Publisher Connector 
journal homepage: www.FEBSLetters .org
Investigating the mechanism of the assembly of FGF1-binding heparan
sulfate motifs

Thao Kim Nu Nguyen a, Karthik Raman a, Vy My Tran a, Balagurunathan Kuberan a,b,c,⇑
a Department of Bioengineering, University of Utah, Salt Lake City, UT 84112, USA
b Department of Medicinal Chemistry, University of Utah, Salt Lake City, UT 84112, USA
c Interdepartmental Program in Neuroscience, University of Utah, Salt Lake City, UT 84112, USA
a r t i c l e i n f o

Article history:
Received 17 June 2011
Revised 19 July 2011
Accepted 20 July 2011
Available online 26 July 2011

Edited by Wilhelm Just

Keywords:
Heparan sulfate
FGF
GAGOSOMES
Biosynthesis
Sulfotransferase
Enzymatic modification
Proteoglycan
Signaling
0014-5793/$36.00 � 2011 Federation of European Bio
doi:10.1016/j.febslet.2011.07.024

⇑ Corresponding author at: University of Utah, 30 S 2
Salt Lake City, UT 84112, USA. Fax: +1 801 585 9119.

E-mail address: KUBY@pharm.utah.edu (B. Kubera
a b s t r a c t

Heparan sulfate (HS) chains play crucial biological roles by binding to various signaling molecules
including fibroblast growth factors (FGFs). Distinct sulfation patterns of HS chains are required
for their binding to FGFs/FGF receptors (FGFRs). These sulfation patterns are putatively regulated
by biosynthetic enzyme complexes, called GAGOSOMES, in the Golgi. While the structural require-
ments of HS–FGF interactions have been described previously, it is still unclear how the FGF-binding
motif is assembled in vivo. In this study, we generated HS structures using biosynthetic enzymes in a
sequential or concurrent manner to elucidate the potential mechanism by which the FGF1-binding
HS motif is assembled. Our results indicate that the HS chains form ternary complexes with FGF1/
FGFR when enzymes carry out modifications in a specific manner.
� 2011 Federation of European Biochemical Societies. Published by Elsevier B.V. All rights reserved.
1. Introduction

Heparan sulfate (HS) is a linear, sulfated polysaccharide that
consists of repeating units of glucosamine (GlcN) and glucuronic
acid (GlcA) or iduronic acid (IdoA). As the nascent HS undergoes
elongation, a series of modifications occurs on the backbone.
N-acetyl glucosamine (GlcNAc) residues are N-deacetylated and
N-sulfated by N-deacetylase-N-sulfotransferase (NDST), whereas
GlcA residues are epimerized to IdoA by C5-epimerase. Addition-
ally, a variety of O-sulfotransferases (OST) can add sulfate groups
to the C6 (6-OST) and C3 (3-OST) carbons of GlcN residues and
the C2 carbon (2-OST) of IdoA residues. It is also possible for
2-OST to add sulfate groups, albeit less preferentially, to the C2
carbon of GlcA residues [1]. To further augment this structural
diversity, HS has a domain-like architecture composed of highly
sulfated domains (NS domains), non-sulfated domains (NA
domains), and partially sulfated domains (NA/NS domains). This
immense structural complexity is believed to regulate the interac-
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tions of HS with several protein targets including growth factors
and cytokines [2].

One of the most commonly studied HS–protein interactions is
that of HS and FGF. The FGF family plays a major role in several
fundamental biological processes including cell proliferation, cell
differentiation and cell migration [3,4]. Twenty two different FGFs
and four FGFR genes have been discovered in humans [4]. FGF1
(acidic FGF) and FGF2 (basic FGF) were the first FGFs isolated
[5,6]. FGF1 is able to bind to all FGFRs while FGF2 can only bind
to FGFR1b, 1c, 2c, 3c and 4 [7]. HS potentiates FGF signaling by
acting as a co-receptor and facilitates the formation of biologically
relevant HS/FGF/FGFR ternary complexes. It facilitates the dimer-
ization of FGFRs and thereby regulates downstream signaling
pathways [8–10].

There have been many studies that have investigated the struc-
tural requirements of HS–FGF interactions. It has been shown that
the minimal HS sequence that can bind to FGF2 requires 2-O-sul-
fated IdoA and N-sulfated GlcN residues [11–13]. Highly sulfated
non-reducing end HS oligosaccharides were also found to bind
FGF-2 with a high affinity [14]. Similarly, short, highly sulfated,
HS chains isolated from porcine liver and intestine could induce
FGF-2 mediated signaling efficiently [15]. However, while the
structure of the FGF binding motif has been discovered previously,
lsevier B.V. All rights reserved.
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it is still unclear how such specific binding motifs arise within the
intact HS chain. One proposed model points to the existence of
GAGOSOMES – macromolecular enzyme complexes that reside
within the Golgi where HS biosynthetic enzymes act on nascent
HS chains to generate growth factor binding motifs [16,17]. How-
ever, it is unclear as to how these enzymes modify a growing HS
chain. Do all the enzymes in a GAGOSOME act concurrently or
sequentially on a growing HS chain to generate biologically active
structures?

In this study, we aim to elucidate the natural action of HS
biosynthetic enzymes by utilizing HS/FGF/FGFR interactions as
a tool. To do this, we prepared N-sulfated, epimerized and
2-O-sulfated HS structures by conducting enzymatic modifica-
tions concurrently or sequentially. The resulting HS structures
were examined in a gel mobility shift assay to determine their
ability to form ternary complexes with FGF1 and FGFR1 or
FGFR2. The results of this study outline a snapshot of the series
Scheme 1. Concurrent and sequential action of HS bios
of biosynthetic events that may take place in GAGOSOMES to
generate diverse HS structures.

2. Materials and methods

2.1. Materials

Recombinant HS biosynthetic enzymes, NDST-2, C5-epimerase
and 2-OST, were expressed using a baculovirus system and purified
as previously described [18]. Heparitinase I, II, and III were cloned
and expressed as previously described. Completely desulfated,
N-sulfated heparin 6 (CDSNS) was prepared as previously
described [19]. The heparosan polysaccharide 1 was prepared from
Escherichia coli K5 strain as reported previously [20]. The DEAE-
sepharose gel was purchased from Amersham Biosciences. The
SAX column (250 � 4.6 mm, 5 lm particle size) was purchased
from Phenomenex Inc. [35S]Na2SO4 and Ultima-FloAP were
ynthetic enzymes NDST, C5-epimerase and 2-OST.
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purchased from Perkin Elmer Life and Analytical Sciences.
[35S]PAPS was prepared as reported earlier [21]. [32S]PAPS was pur-
chased from Sigma–Aldrich. HS disaccharide standards were pur-
chased from Iduron and Sigma–Aldrich. Human FGF1, FGFR1a
(IIIc) and FGFR2a (IIIc) were purchased from R&D Systems. All
other reagents and solvents were obtained from Sigma–Aldrich.

2.2. Preparation of N-sulfated, epimerized and 2-O-sulfated HS
polysaccharides

All reactions were performed in a buffer consisting of 25 mM
MES (pH 7.0), 0.02% Triton X-100, 2.5 mM MgCl2, 2.5 mM MnCl2,
1.25 mM CaCl2 and 0.75 mg/ml BSA [22]. In the concurrent reac-
tion, 20 lg of heparosan 1 was incubated with 10 ll each of
NDST-2, C5-epi and 2-OST (�20 lg/ml), and with 5 ll of
[35S]PAPS(1 � 107CPM)/100 lg of [32S]PAPS in a 200 ll reaction.
The reaction was incubated for 24 h at 37 �C. The reaction was ter-
minated by heating for 2 min at 96 �C. The samples were diluted
with one volume of 0.016% Triton X-100 and loaded onto a mini
DEAE-sepharose column (0.3 ml) that had been pre-equilibrated
with 2 ml of wash buffer (20 mM NaOAc, 0.1 M NaCl and 0.01% Tri-
ton X-100, pH 6.0). After washing with 9 ml of wash buffer, the
bound polysaccharide was eluted with 1.8 ml of elution buffer
(20 mM NaOAc, 1 M NaCl, pH 6.0). The eluate was then desalted
and concentrated to 100 ll final volume. In the sequential reaction,
20 lg of heparosan 1 was first incubated with NDST-2 and
[32S]PAPS. The sample was purified, desalted, concentrated and
used as the substrate for the next reaction with C5-epimerase.
Finally, the resulting product was 2-O-sulfated by 2-OST in the
presence of [35S]PAPS/[32S]PAPS. CDSNS polysaccharide 6 was
2-O-sulfated by 2-OST in the presence of [35S]PAPS or [32S]PAPS
and the resulting product 7 was used as a control in the gel mobil-
ity shift assay.

2.3. Disaccharide analysis of the polysaccharides

Radioactive samples were digested with heparitinase I, II, and III
overnight at 37 �C and analyzed using strong anion-exchange
(SAX)-HPLC coupled with an in-line radiometry/UV detector. The
disaccharides were eluted with a linear gradient of 0–800 mM NaCl
(pH 3.5) for 35 min and 2 M NaCl (pH 3.5) for 10 min. HS disaccha-
ride standards were co-injected and detected at 232 nm.
Non-radioactive samples were analyzed using liquid chromatogra-
phy–mass spectrometry (LC–MS). Disaccharides were separated on
a C18 column (0.3 � 250 mm, Vydac, USA) using a gradient from
0% to 100% of acetonitrile at a flow rate of 5 ll/min over 70 min.
Scheme 2. Enzymatic 2-O-sulfation o
5 mM dibutylamine was used as an ion-pairing agent. Capillary
HPLC coupled to an electrospray ionization time-of-flight MS (Bru-
ker Daltonics, USA) was used in the negative ion mode at the fol-
lowing conditions: cone gas 50 l/h, nozzle temperature 130 �C,
drying gas (N2) flow 450 l/h, spray tip potential 2.3 kV, and nozzle
potential 35 V.

2.4. Gel mobility shift assay

Enzymatically modified polysaccharide (1 lg), FGF (250 ng),
and FGFR (500 ng) were mixed in 20 ll of binding buffer
(137 mM NaCl, 2.7 mM KCl, 4.3 mM Na2HPO4, 10mMMgCl2,
1.4 mMKH2PO4 and 12% glycerol) and incubated at 23 �C for
30 min to facilitate complex formation [22]. The entire mixture
was loaded onto a native 4.5% polyacrylamide gel (20 � 25 cm).
The gel was subjected to electrophoresis at 100 V for 6 h at 4 �C.
The gel was then dried, exposed to a phosphor screen overnight
and imaged by a Typhoon PhosphorImager system.

3. Results

The primary objective of the current study is to elucidate how
the FGF binding motif is generated in the Golgi. In order to deter-
mine whether the different modifications present in the FGF bind-
ing motif are created by enzymatic modifications that may occur
sequentially or concurrently, three different polysaccharides prod-
ucts were prepared in a sequential or concurrent approach as out-
lined in the Schemes 1 and 2 using biosynthetic enzymes:

(1) Polysaccharide 2: Heparosan 1 was treated with NDST-2, C5-
Epimerase and 2-OST all together.

(2) Polysaccharide 5: Heparosan 1 was first treated with NDST-
2, then C5-epimerase and followed finally by 2-OST.

(3) Polysaccharide 7: Completely desulfated, N-sulfated
(CDSNS) heparin 6 was treated with 2-OST in the presence
of [35S]PAPS to produce the polysaccharide 7 for use in the
control experiment.

Polysaccharides 2, 5 and 7 were characterized by SAX-HPLC
(Fig. 1) by comparing their disaccharide compositions with the
aid of co-injected disaccharide standards. While polysaccharide 2
had two radiolabeled disaccharides, DUA-GlcNS and DUA2S-
GlcNS, polysaccharide 5 had only one radiolabeled DUA2S-GlcNS
disaccharide because it was N-sulfated using non-radioactive
[32S]PAPS. Similarly, polysaccharide 7 only contained the radioac-
tive DUA2S-GlcNS disaccharide.
f CDSNS-heparin polysaccharide.



Fig. 1. Disaccharide analysis of concurrently modified polysaccharide 2, sequen-
tially modified polysaccharide 5 and positive control polysaccharide 7. The
disaccharide peaks were determined with the aid of co-injected disaccharide
standards. (1) DUA-GlcNS, (2) DUA2S-GlcNS.

Fig. 3. Gel mobility shift assay to test the formation of the HS/FGF/FGFR ternary
complex. Polysaccharide 2, 5 and 7 were used in combinations with FGF1 (F1) and
FGFR1 (R1) or FGF1 and FGFR2 (R2). A shift in the mobility of radio-labeled
polysaccharides indicates ternary complex formation. Only polysaccharides 5 and 7
could form the ternary complex with FGF1/FGFR1 and FGF1/FGFR2.
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Sequential and concurrent modifications were carried out in the
presence of [32S]PAPS so that we could utilize LC-MS analysis to
estimate the non-sulfated disaccharide content (Fig. 2). MS data
suggested that the amount of DUA2S-GlcNS disaccharide was sig-
nificantly higher in both the sequentially modified polysaccharide
5 and the positive control polysaccharide 7 in comparison to the
concurrently modified polysaccharide 2.

Once the polysaccharides were characterized, they were tested
in a gel mobility shift assay to determine whether they could form
the ternary complex with FGF1 and FGFR1 or FGFR2 (Fig. 3). A shift
in the mobility of the radiolabeled-polysaccharide indicates the
Fig. 2. MS spectra of disaccharides from concurrently modified polysaccharide 2,
sequentially modified polysaccharide 5 and positive control polysaccharide 7. The
following disaccharides were detected: DUA-GlcNAc (m/z 378.1), DUA-GlcNS (m/z
416.0) and DUA2S-GlcNS (m/z 496.0).
formation of the ternary complex. Based on the data shown in
Fig. 3, only polysaccharides 5 and 7 could form the ternary com-
plex significantly with FGF1/FGFR1 and FGF1/FGFR2.

4. Discussion

The FGF family members play a major role in various biological
processes including organogenesis, wound healing, and nervous
system development and function [4]. Disrupted FGF signaling is
also present in a variety of human pathologies including Crouzon’s
syndrome, Pfeiffer’s syndrome, and Apert’s syndrome [3]. It is well
known that heparan sulfate acts as a co-receptor for FGF/FGFR
mediated cell signaling [8–10]. Various studies have reported that
both specific sulfation patterns and the extent of sulfation of HS are
key parameters that determine the formation of the HS/FGF/FGFR
ternary complex [11–13,15]. However, it is still unclear how the
FGF binding motif on HS is assembled in the Golgi. Therefore, this
work aims to elucidate whether the FGF binding motif is assem-
bled by enzyme actions that occur sequentially or concurrently.

In this investigation, three different enzymatically synthesized
polysaccharides were utilized for binding studies with FGF1 and
FGFRs. The obtained data confirmed that NDST-2, C5-epimerase
and 2-OST can act on heparosan concurrently. When acting con-
currently, these enzymes did not generate a significant amount
of the disulfated DUA2S-GlcNS disaccharide. However, when the
enzymes were added sequentially, this disaccharide was abundant
in the modified product.

After the structural characterization of the synthesized prod-
ucts, a gel mobility shift assay was performed with FGF1 and
FGFR1 or FGFR2 to determine which polysaccharides could form
the ternary complex. Surprisingly, only polysaccharides 5 and 7
could form the ternary complex with FGF1/FGFR1 and FGF1/FGFR2.
While it is possible that polysaccharide 2 may form a few weak
complexes that are intangible in this gel mobility shift assay, it is
evident that polysaccharide 5 has significantly higher binding
affinity compared to polysaccharide 2 resulting in tangible com-
plexes under the electrophoretic conditions. Differential binding
ability of these polysaccharides with FGF/FGFR may perhaps be



Fig. 4. Plausible schematic model of the assembly of FGF/FGFR binding HS motifs.
HS chains can form ternary complexes with FGF and FGFR only when they are
modified by HS biosynthetic enzymes in a sequential manner.
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quantitatively deduced through sophisticated biophysical methods
such as surface plasmon resonance. Interestingly, an earlier study
has shown that more potent ATIII-binding HS anticoagulant struc-
ture is generated when HS biosynthetic enzymes act concurrently
[18]. The current study points to a fundamental difference in the
sulfation patterns produced by HS biosynthetic enzymes when
they act sequentially or concurrently on the polysaccharide back-
bone. Natural heparan sulfate has a domain-like organization
whereby some segments of the chain are highly sulfated (NS
domains), some segments have little to no sulfation (NA domains),
and some segments are partially sulfated (NA/NS domains). By
sequentially modifying heparosan, it is likely that the resulting
polysaccharides 5 and 7 have an extended sulfation pattern that
mimics natural HS whereas polysaccharide 2 has a more random
sulfation pattern that is not present in the natural FGF1-binding
HS domain. Furthermore, polysaccharide 2 was found to migrate
slower than polysaccharide 5 during gel electrophoresis, indicating
that the overall sulfation density of the polysaccharide 2 is much
less than that of the polysaccharides 5 and 7.

Based on the results from this study, we can predict that the
production of the FGF1/FGFR binding motif proceeds in a sequen-
tial manner in the Golgi. As the nascent HS chain passes through
GAGOSOMES, it is modified in a specific order by HS biosynthetic
enzymes (Fig. 4). However, the factors that modulate this orderly
action remain unknown. A number of factors can affect the order
of modification including: the specific location of these enzymes,
the limited concentration of PAPS or the effect of sulfation patterns
on the enzymatic action of other sulfotransferases. Future studies
will further probe the biosynthesis of the FGF/FGFR binding motif
in HS by using fluorescence assisted colocalization experiments
to track nascent HS chains as they are modified by GAGOSOMES.

Acknowledgements

This work was supported by the National Institutes of Health
grants (GM075168 and NS057144) and American Heart Associa-
tion National Scientist development award (0830360N) to B.K. In
addition, T.N. acknowledges funding support from the Vietnam
Education Foundation.

References

[1] Esko, J.D. and Lindahl, U. (2001) Molecular diversity of heparan sulfate. J. Clin.
Invest. 108, 169–173.

[2] Raman, K. and Kuberan, B. (2010) Chemical tumor biology of heparan
proteoglycans. Curr. Chem. Biol. 4, 20–31.

[3] Beenken, A. and Mohammadi, M. (2009) The FGF family: biology,
pathophysiology and therapy. Nat. Rev. Drug. Discov. 8, 235–253.

[4] Itoh, N. (2007) The Fgf families in humans, mice, and zebrafish: their
evolutional processes and roles in development, metabolism, and disease.
Biol. Pharm. Bull. 30, 1819–1825.

[5] Klagsbrun, M. and Baird, A. (1991) A dual receptor system is required for basic
fibroblast growth factor activity. Cell 67, 229–231.

[6] Burgess, W.H. and Maciag, T. (1989) The heparin-binding (fibroblast) growth
factor family of proteins. Annu. Rev. Biochem. 58, 575–606.

[7] Coutts, J.C. and Gallagher, J.T. (1995) Receptors for fibroblast growth factors.
Immunol. Cell Biol. 73, 584–589.

[8] Allen, B.L. and Rapraeger, A.C. (2003) Spatial and temporal expression of
heparan sulfate in mouse development regulates FGF and FGF receptor
assembly. J. Cell Biol. 163, 637–648.

[9] Gallagher, J.T. (2001) Heparan sulfate: growth control with a restricted
sequence menu. J. Clin. Invest. 108, 357–361.

[10] Mohammadi, M., Olsen, S.K. and Ibrahimi, O.A. (2005) Structural basis for
fibroblast growth factor receptor activation. Cytokine Growth Factor Rev. 16,
107–137.

[11] Maccarana, M., Casu, B. and Lindahl, U. (1993) Minimal sequence in heparin/
heparan sulfate required for binding of basic fibroblast growth factor. J. Biol.
Chem. 268, 23898–23905.

[12] Guimond, S., Maccarana, M., Olwin, B.B., Lindahl, U. and Rapraeger, A.C. (1993)
Activating and inhibitory heparin sequences for FGF-2 (basic FGF). Distinct
requirements for FGF-1, FGF-2, and FGF-4. J. Biol. Chem. 268, 2390614.

[13] Turnbull, J.E., Fernig, D.G., Ke, Y., Wilkinson, M.C. and Gallagher, J.T. (1992)
Identification of the basic fibroblast growth factor binding sequence in
fibroblast heparan sulfate. J. Biol. Chem. 267, 10337–10341.

[14] Naimy, H., Buczek-Thomas, J.A., Nugent, M.A., Leymarie, N. and Zaia, J. (2011)
Highly sulfated nonreducing end-derived heparan sulfate domains bind
fibroblast growth factor-2 with high affinity and are enriched in biologically
active fractions. J. Biol. Chem. 286, 19311–19319.

[15] Jastrebova, N., Vanwildemeersch, M., Lindahl, U. and Spillmann, D. (2010)
Heparan sulfate domain organization and sulfation modulate FGF-induced cell
signaling. J. Biol. Chem. 285, 26842–26851.

[16] Carlsson, P., Presto, J., Spillmann, D., Lindahl, U. and Kjellen, L. (2008) Heparin/
heparan sulfate biosynthesis: processive formation of N-sulfated domains. J.
Biol. Chem. 283, 20008–20014.

[17] Victor, X.V., Nguyen, T.K., Ethirajan, M., Tran, V.M., Nguyen, K.V. and Kuberan,
B. (2009) Investigating the elusive mechanism of glycosaminoglycan
biosynthesis. J. Biol. Chem. 284, 25842–25853.

[18] Kuberan, B., Lech, M.Z., Beeler, D.L., Wu, Z.L. and Rosenberg, R.D. (2003)
Enzymatic synthesis of antithrombin III-binding heparan sulfate
pentasaccharide. Nat. Biotechnol. 21, 1343–1346.

[19] Yates, E.A., Santini, F., Guerrini, M., Naggi, A., Torri, G. and Casu, B. (1996) 1H
and 13C NMR spectral assignments of the major sequences of twelve
systematically modified heparin derivatives. Carbohydr. Res. 294, 15–27.

[20] Nguyen, T.K., Tran, V.M., Victor, X.V., Skalicky, J.J. and Kuberan, B. (2010)
Characterization of uniformly and atom-specifically (13)C-labeled heparin and
heparan sulfate polysaccharide precursors using (13)C NMR spectroscopy and
ESI mass spectrometry. Carbohydr. Res. 345, 2228–2232.

[21] Lansdon, E.B., Fisher, A.J. and Segel, I.H. (2004) Human 30-phosphoadenosine
50-phosphosulfate synthetase (isoform 1, brain): kinetic properties of the
adenosine triphosphate sulfurylase and adenosine 50-phosphosulfate kinase
domains. Biochemistry 43, 4356–4365.

[22] Wu, Z.L., Zhang, L., Yabe, T., Kuberan, B., Beeler, D.L., Love, A. and Rosenberg,
R.D. (2003) The involvement of heparan sulfate (HS) in FGF1/HS/FGFR1
signaling complex. J. Biol. Chem. 278, 17121–17129.


	Investigating the mechanism of the assembly of FGF1-binding heparan  sulfate motifs
	1 Introduction
	2 Materials and methods
	2.1 Materials
	2.2 Preparation of N-sulfated, epimerized and 2-O-sulfated HS polysaccharides
	2.3 Disaccharide analysis of the polysaccharides
	2.4 Gel mobility shift assay

	3 Results
	4 Discussion
	Acknowledgements
	References


