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ABSTRACT: Heparan sulfate (HS) is a heterogeneous, cell-
surface polysaccharide critical for transducing signals essential for
mammalian development. Imaging of signaling proteins has
revealed how their localization influences their information
transfer. In contrast, the contribution of the spatial distribution
and nanostructure of information-rich, signaling polysaccharides
like HS is not known. Using expansion microscopy (ExM), we
found striking changes in HS nanostructure occur as human
pluripotent stem (hPS) cells differentiate, and these changes
correlate with growth factor signaling. Our imaging studies show
that undifferentiated hPS cells are densely coated with HS
displayed as hair-like protrusions. This ultrastructure can recruit
fibroblast growth factor for signaling. When the hPS cells
differentiate into the ectoderm lineage, HS is localized into dispersed puncta. This striking change in HS distribution
coincides with a decrease in fibroblast growth factor binding to neural cells. While developmental variations in HS sequence
were thought to be the primary driver of alterations in HS-mediated growth factor signaling, our high-resolution images
indicate a role for the HS nanostructure. Our study highlights the utility of high-resolution glycan imaging using ExM. In the
case of HS, we found that changes in how the polysaccharide is displayed link to profound differences in growth factor
binding.
KEYWORDS: heparan sulfate, expansion microscopy, glycan nanostructure, human pluripotent stem cells, neuronal differentiation

Mammalian cells are covered with a dense layer of
carbohydrates. This glycan coat is critical for
numerous biological processes, including cell−cell

recognition, cancer initiation and progression, and embryonic
development. An integral part of this coat’s ability to mediate
information transfer is the extracellular polysaccharide heparan
sulfate (HS), a ubiquitous and critical component of the
mammalian glycocalyx.1 HS is a highly sulfated, polyanionic
glycosaminoglycan whose sequence can vary. Distinct HS
sequences determine how HS interacts with diverse binding
partners, ranging from growth factors to synaptic proteins.
Although the chemical composition of purified HS sequences
can be used to understand the role of this information-rich
glycan, the molecular diversity of HS in its native environment
is challenging to probe. Thus, approaches for visualizing
endogenous cell-surface complex glycans, such as HS, are
needed, especially to elucidate the interplay between their
distribution and roles in the signal transduction pathways
critical for human development and disease.

Human pluripotent stem (hPS) cells serve as a rich source of
information on the mechanisms that underlie human signaling
because these cells can self-renew or undergo differentiation to
generate specialized cells. Stem cell differentiation is tightly
regulated by cues from growth factors and chemokines in the
extracellular matrix (ECM). HS is present in the ECM and on
the surface of cells, where it interacts with signaling molecules
and facilitates ligand−receptor interactions that govern cell
fate.2,3 Thus, HS is a critical regulator of stem cell
differentiation.
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The HS sulfation pattern is thought to be the primary factor
governing its ability to recruit growth factors and participate in
signaling. The sulfation pattern changes as cells switch from a
proliferative state and undergo lineage differentiation to all
three germ layers.4−8 These changes arise from HS assembly,
which involves an initial biosynthesis of a polymer consisting of
a repeating disaccharide unit consisting of N-acetyl-D-glucos-
amine (GlcNAc) and D-glucuronic acid (GlcA). The resulting
polysaccharide undergoes multiple enzymatic modifications,
including deacetylation, epimerization, and sulfation. Elon-
gated HS chains (40−300 sugar residues, 20−150 nm) can
vary in the number and length of the chains,9 degree and
pattern of sulfation, the extent of uronic acid epimerization,
and sequence identity.10 Several methods have been used to
relate HS sequence to function.

Analytical methods for examining HS composition and its
functional consequences typically require its extraction from
cell culture or tissue samples. Liquid chromatography−tandem
mass spectrometry (LC−MS/MS) is beginning to identify HS
sequences and their associated temporal changes within a
sample.11−15 Additionally, chemoenzymatically synthesized HS
microarrays can reveal insight into how the sulfation pattern
influences protein recognition.16 While changes in sequence
can influence protein binding, we postulated that other factors
might alter HS function. Specifically, a protein’s localization is
critical for its activity; therefore, we sought to examine whether
HS localization might also influence its function. Many general
approaches to characterize HS lose the spatial information
related to various cell types and subcellular locations. Assessing
HS localization in a cellular context would complement these

approaches. Thus, we set out to visualize changes in cell
surface HS as pluripotent stem cells differentiate into distinct
lineages.

High-resolution visualization of endogenous glycans could
guide our understanding of their structures and functions,17−22

yet glycan imaging has been challenging. The visualization of
polysaccharides at the requisite nanometer length scale is
underdeveloped. We reasoned that high-resolution imaging
could unravel the structural and functional features of
polysaccharides like HS. We, therefore, tested the utility of
expansion microscopy (ExM), a powerful imaging method in
which nanoscale features of a cell are resolved by physically
expanding the sample in polyacrylate/acrylamide gel,23−26 for
revealing glycan organization. Although it has been widely
applied to image biomolecules such as proteins and nucleic
acids with nanoscale precision,27 its potential for glycobiology
is largely untapped.

We applied ExM imaging to HS in hPS cells to test whether
changes in this polysaccharide could be detected visually
throughout the lineage progression. We found that nanostruc-
ture of this polysaccharide undergoes striking changes during
differentiation. At the proliferative stage, HS of hPS cells
appears as hair-like extensions from the cell surface. This
extended structure then morphs into discrete puncta during
ectoderm but not mesendoderm differentiation. These lineage-
specific changes in HS ultrastructure correlate with the cells’
ability to bind fibroblast growth factor (FGF). Cells displaying
HS as cell surface protrusions showed increased binding to
FGF. Differentiated neuronal cells have a highly sulfated
variant of HS, but this polysaccharide is distributed within

Figure 1. Workflow of protein-retention expansion microscopy (pro-ExM) adapted for visualizing HS.
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localized puncta on the cell surface. These cells showed
decreased binding to FGF. These findings suggest a role for HS
nanostructure in modulating signaling in the early stages of
human development. Thus, our results highlight how nano-
scale imaging of complex glycans can provide insight into how
they function. We anticipate that ExM-empowered glycan
imaging can identify specific glycan−ligand interactions and
dynamic changes in the cellular glycome in development and
disease.

RESULTS/DISCUSSION
Using conventional microscopy, we visualized HS in human
pluripotent stem (hPS) cells. Undifferentiated hPS cells were
exposed to an anti-HS primary antibody (10E4) that binds N-
sulfo-D-glucosamine. In HS biosynthesis, the deacetylation and
N-sulfation of glucosamine residues is a critical step, and other
modification enzymes act subsequently; thus, 10E4 is a general
tool for visualizing HS. Immunofluorescence microscopy
indicated bright and uniform HS staining on the surface of
the cells at the edges of the colonies. These data suggest that
the cells at the colony center lacked HS. Still, hPS cell colonies
are tightly packed, and we postulated that conventional
microscopy might fail to capture the range of cell surface
markers, including HS. We therefore employed super-
resolution imaging using protein-retention expansion micros-
copy (pro-ExM). We postulated that pro-ExM might provide
insight into HS localization beyond that detectable with
conventional immunocytochemistry.

A pro-ExM protocol was applied to anchor the form-
aldehyde-fixed cells to a swellable polyacrylamide gel to expand
hPS cells24 (Figure 1). Historically, pro-ExM has been used for
protein imaging, and the chemistry used for anchoring
components in the gel is not expected to result in direct gel-
glycan links. Still, HS is appended to proteoglycans, and the
protein core provides a means to preserve spatial information.

The fluorescent 10E4 antibody provided a readout for the
spatial distribution of the polysaccharide chain.24 Using pro-
ExM, we detected a long and elongated hair-like structure
displaying HS on the cell surface (Figure 2A, Video S1). These
data imply that HS is not restricted to the outer cells of the
colony but is present throughout. They also indicate the
limitation of low-resolution conventional microscopy as the
signal due to HS at the center of a tightly packed colony of hPS
cells was not detectable. A pre- and post-expansion nuclear
staining comparison indicated that pro-ExM afforded 4−4.5×
linear expansion. We examined whether hPS cells have
filopodia but found uniform cell membrane morphology,
indicating the long HS extensions observed are previously
undetected protrusions (Figure S1A). We also verified that the
elongated HS structure extends from the base of the actin
cytoskeleton (Figure S1B), but the sites of extension have no
apparent membrane curvature. A recent publication showed
that sterically demanding transmembrane glycoproteins, such
as MUC1, can modulate cancer cell membrane shape by
inducing membrane protrusions.28 In contrast, we detected no
membrane curvature associated with HS localization.

Few approaches allow for the imaging of glycans in their
native environment.29 To evaluate the utility of pro-ExM, we
used 3D-structured illumination microscopy (3D-SIM) to test
whether the HS nanostructure observed using pro-ExM is
consistent with unexpanded images and is not an artifact of
distortion during gel formation. We found a similar pattern of
HS distribution (Figure 2B) throughout the colony. The
spatial distribution and localization of macromolecules under-
lie their roles as signaling factors. Even the most powerful
strategies, such as mass spectrometry imaging, require the
release of the glycan where the saccharide ultrastructure and
localization are not fully preserved. We found that ExM can be
used to pinpoint HS cell surface localization and the detail of
the nanostructure in their native environment of hPS cells.

Figure 2. Expansion microscopy enables antibody-mediated visualization of heparan sulfate on the cell surface. (A) Representative Z-stack
confocal images of heparan sulfate (HS) in pre-expansion and post-expansion of human pluripotent stem (hPS) cells. HS was labeled using
the 10E4 antibody (green), and the nucleus was stained with DAPI (magenta). The scale bar is 30 μm. (B) Structured illumination
microscopy (3D-SIM) images of HS. The scale bar is 5 μm.
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These results highlight the advantages of using ExM to
visualize cell surface features of hPS cell colonies and
underscore that ExM can provide insight into polysaccharides
such as HS.

Changes in HS can coincide with cell lineage.30 HS sulfation
pattern and chain length can vary across cell types,4,10 and we
sought to visualize these changes directly with pro-ExM. We
therefore differentiated hPS cells into multipotent mesen-
doderm cells using a chemically defined protocol.31 The
imaging data indicate that the HS of mesendoderm cells
extends from the cell surface as observed in undifferentiated
cells (Figure 3A). To further compare HS in undifferentiated
hPS and mesendoderm cells, we used LC−MS to analyze
glycosaminoglycans (GAGs) isolated from each cell type.32

The HS mean percentages of the total GAG content in hPS
cells and mesendoderm cells were similar, 74% and 69%,
respectively (Figure 3B). Flow cytometry data collected using
an anti-HS antibody also supported a comparable HS content
between the cell types (Figure 3C). We next assessed the
molecular weights of HS using polyacrylamide gel electro-
phoresis (PAGE) to probe whether HS length changes during
mesendoderm differentiation (Figure 3D). HS from hPS and
mesendoderm cells gave rise to similar band distributions with
average molecular weights of 16.2 and 15.8 kDa, respectively.
These results suggest that no significant changes occur in HS
length and organization during mesendoderm differentiation.

We differentiated hPS cells into neural crest cells,33 which
are ectoderm-derived multipotent migratory cells, to probe HS

changes in the ectoderm. The HS of neural crest cells was
distributed in discrete puncta on the cell surface (Figure 3E),
demonstrating stark differences between hPS cells and the
ectoderm lineage. Because the differentiation yielded a
heterogeneous population (Figure S3), we analyzed the neural
crest cells using 10E4 and flow cytometry. Consistently, we
observed that neural crest cells have lower HS levels than
undifferentiated hPS or mesendoderm cells (Figure 3C). To
ensure these findings were not biased by the HS sequence, we
treated cells with heparinase and then detected with the 3G10
antibody, which recognizes the unsaturated uronic acid
generated after heparinase digestion. Consistent with the
results with the 10E4 antibody, we observed 3G10 antibody
binding to the neural crest cells was decreased relative to hPS
cells (Figure S4A). These data highlight the utility of high-
resolution imaging for capturing the dynamic changes in HS.
The dramatic alterations in morphology and distribution of cell
surface HS upon differentiation to the ectoderm lineage were
accompanied by biochemical changes in growth factor binding
(vide inf ra).

The changes in HS observed as hPS differentiated to neural
crest cells led us to examine the distribution of the glycan in
terminally differentiated hPS-derived neurons. To this end, we
used a dual-SMAD inhibition protocol to convert hPS cells to
spinal motor neurons34,35 (Figure S5A). In this approach, hPS
cells differentiate into neural progenitor (NP) cells by day six
and then into spinal motor neuron (hMN) cells by day 13. The
application of pro-ExM revealed NP and hMN cells had lower

Figure 3. Heparan sulfate content and structure changes in ectodermal cells. (A) Representative confocal Z-stack of pro-ExM image of HS on
the surface of the hPS cell-derived mesendoderm cells. (B) LC−MS-based disaccharide analysis was performed to quantify the HS
percentage of total isolated GAGs in hPS cells (Undiff) and mesendoderm cells (Diff ME) (n = 4, ns = not significant, unpaired t test). (C)
Flow cytometry analysis of surface HS in hPS cells, mesendoderm cells, and neural crest cells using the 10E4 antibody. (D) PAGE analysis of
HS from undifferentiated hPS cells (UD, lanes 6−8) and differentiated mesendoderm cells (ME, lanes 3−5) (n = 3). After the PAGE
analysis, the gels were visualized with 0.5% (w/v) Alcian blue in a 2% (v/v) aqueous acetic acid solution. The average molecular weights
were determined based on heparin oligosaccharides (partially digested) with various degrees of polymerization (dp). (E) Representative
confocal Z-stack pro-ExM image of HS puncta on the surface of hPS cell-derived neural crest cells. (A and E) Scale bar, 30 μm.
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levels of HS than hPS cells (Figure 4A,B). The gradual
decrease (Figure S5C) in cell surface HS during neuronal
differentiation could be readily detected with the anti-HS
antibody (Figure 4C). We observed a diffuse distribution of
HS on NP cells, but HS in hMN cells was localized in discrete
puncta along the neuronal processes (Figure 4A, B). The
punctate HS in hMN cells appeared to be shorter than the HS
in the hPS cells.

Analysis of HS length from different cell types using
biochemical methods like PAGE requires a homogeneous cell
population. Unfortunately, directed differentiation yields
heterogeneous cell cultures (Figure S5B) making quantitative,
comparative analyses of HS challenging. We used HS-specific
antibodies (10E4 and 3G10) to conduct an optical analysis of
HS distribution per chain. We therefore used an indirect
method. Specifically, we employed the 10E4 antibody as a
proxy for total HS and, after the heparinase treatment, the
3G10 antibody as a proxy for HS chain number. Thus, the
ratio of 10E4 antibody to 3G10 antibody staining is an on-cell
estimate of HS chain length.36 Although this measurement of
HS length has the limitation that 10E4 staining depends on the
level of N-sulfation within HS, we reasoned that it would
provide some insight into HS length.

We observed that both the 3G10 and the 10E4 antibody
signals of hMN cells decreased relative those of hPS cells
(Figure 4C and Figure S5D). Moreover, the ratio of 10E4 to
3G10 staining in hMN cells (1.8) was significantly lower than
that of hPS cells (3.09), which suggests that there are fewer HS
chains in hMNs that are possibly shorter than those of hPS
cells (Figure 4D). The ratio of 10E4 to 3G10 staining is also
significantly lower in neural crest cells (2.87) than in hPS cells

(4.05) (Figure S4B). Therefore, we postulate that, as the hPS
cells differentiate toward ectodermal lineage, the HS chain
organization changes from the extended to a punctate structure
irrespective of chain length.

Our data suggest that the physical structure of HS changes
dramatically in ectoderm lineage-specific multipotent neural
crest, neural progenitor cells, or terminally differentiated
neurons. By imaging the nanostructure of the glycan during
differentiation, we uncovered a lineage-specific morphological
change in HS structure. We postulate that these structural
changes contribute to the HS function, including its ability to
engage specific growth factors and facilitate growth factor
signaling.

HS interacts with many growth factors and cytokines at the
cell surface. We hypothesized that the changes in HS
organization during neuronal differentiation would influence
the polysaccharide’s interactions with growth factors. We
probed the binding of FGF2, an HS-interacting growth factor
critical for hPS self-renewal. We compared the cell-surface
binding of recombinant FGF2 to hPS, mesendoderm, and
hMN cells. When hPS cells and mesendoderm cells were
compared, no differences in FGF2 binding were detected,
consistent with the similarity of HS in these different cell types
(Figure 5A). In contrast, hMN cells’ ability to bind FGF2 was
reduced. The propensity of hPS cells to bind FGF2 is
consistent with studies indicating that FGF signaling is needed
to maintain pluripotency.9,37−39 In the early neural progenitor
state, FGF2 promotes the induction of differentiation and
survival. Therefore, enhanced FGF2 signaling at the onset of
neural differentiation is a prerequisite, whereas inhibiting this
signal at subsequent stages promotes the transition into

Figure 4. Imaging heparan sulfate in spinal motor neuron differentiation. (A and B) Representative confocal Z-stack of pro-ExM images of
HS on the surface of PAX6+ NP cells (A) and TUJ1+ hMN cells (B). (C) Flow cytometry of cell surface HS of hPS cells, NP cells, and hMN
cells (n = 4). Mean fluorescence intensity (MFI; arbitrary units) was calculated using the geometric mean and normalized to that of the
undifferentiated hPS cells. (D) hMN cells show a decrease in the ratio of 10E4 antibody to 3G10 antibody binding (n = 4). (A and B) Scale
bars, 30 μm. **p < 0.01, *p < 0.05, unpaired t test in (C and D).
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differentiated neurons.34,40,41 These findings highlight the
complex control of HS−growth factor interactions. In contrast,
FGF signaling is a critical regulator of mesendoderm
differentiation,42 and differentiated mesendoderm and hPS
cells display HS with similar ultrastructure. Both cell types also
bind readily to FGF2.

The correspondence of gene expression data with the
observed signaling differences was not apparent. Specifically,
FGF2 binds to sulfated HS, yet the HS biosynthetic genes that
lead to HS sulfation are upregulated in hMN cells, including
those encoding sulfotransferases (HS6ST1, HS6ST1, HS6ST2,
HS6ST3, NDST1, NDST2, NDST3, NDST4) (Figure 5B). The
upregulation of the expression of these genes would be
predicted to lead to enhanced FGF2 binding. For example, HS
sequences with IdoA2S and GlcNS residues have been
reported to bind FGF2.16,43 Additionally, the 6-O-sulfated
residues of HS bridge FGF2 and FGFR in mouse embryonic
fibroblast models and promote the formation of the ternary
complexes that signal. Similarly, in breast cancer cell-line
models,44 2OST1 gene expression facilitates the acquisition of
cancer stem cell-like properties by activating FGF signaling
pathways.45 Nevertheless, hMN cells show reduced binding to
FGF2.

We postulate that, during ectodermal differentiation, hPS
cells reorganize the cell surface HS structure, so the highly
sulfated regions are less accessible for the FGF2 binding. We
tested this idea further using another ectodermal derivative:
differentiated neural crest cells. These cells exhibited higher

binding of 10E4 antibody relative that of the hMN cells. Still,
both have punctate HS staining and reduced binding to FGF2
(Figure S6A,B). The details of how HS sequence varies
between our different cell types are unknown. Thus, HS
sequence variation may influence the affinity of FGF2 for
binding or the HS nanostructure. Our data provide strong
evidence, however, that the cell surface organization of HS is
critical, as this is the attribute that tracks with FGF2 binding.

The changes in HS nanostructure could modulate the
binding of various growth factors (e.g., FGF, BMP, TGFβ)
during stem cell differentiation. Thus, visualization of HS
interactions can uncover changes in its nanostructure and their
impact on growth factor interactions. We next tested growth
factor binding to the HS chains on the cell surface. ExM
enabled high-resolution imaging revealed FGF2 interacting
with the HS chains protruding from the hPS cells (Figure
5C).These data suggest that the glycans are readily accessible
for growth factor binding. Therefore, ExM for visualizing FGF2
binding on the protruding cell-surface HS chains of
undifferentiated cells may further enable the identification of
specific location of the glycan chains for specific growth factor
binding. Improving the expansion strategy to achieve even
higher resolution would be crucial for such an application.

We applied pro-ExM to isolated tissue to determine whether
the HS morphologies observed in hPS-derived hMN cells are
recapitulated in primary neurons. We imaged brain slices
collected from a transgenic mouse producing yellow
fluorescent protein (YFP) expressed from a Thy1 promoter.

Figure 5. FGF binding to hMN cells and expression of HS modification enzymes. (A) Comparison of the levels of FGF2 bound to HS as hPS
cells differentiate toward the neural lineage (hMN). Flow cytometry analysis of FGF2 binding to undifferentiated hPS, hPS-derived
mesendoderm, and hMN cells using an anti-FGF2 primary antibody and fluorophore-conjugated secondary antibody. Representative
histogram of FGF2 binding assays (N = 3) (B) Quantitative real-time PCR analysis of HS modification enzymes in hPS-derived hMN cells
compared to undifferentiated hPS cells (n = 3, biological replicate). An unpaired t test between hPS and hMN cells was used for data
analysis. An asterisk denotes a statistically significant difference (***p < 0.001, **p < 0.01, **p < 0.05) between hPS and hMN cells. (C)
Representative confocal Z-stack pro-ExM images of FGF2 bound to HS on the surface of undifferentiated hPS cells. DAPI (magenta), HS
(green), FGF2 (red). Scale bar, 10 μm.
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The YFP identifies the excitatory neurons in the cortex.24 We
stained parvalbumin-positive (PV+) interneurons for HS to

assess whether the level of this glycan varies between excitatory
and inhibitory neurons. In an unexpanded brain slice, we

Figure 6. In situ expansion imaging reveals puncta HS in excitatory and inhibitory neurons. (A) Imaging unexpanded brain slice shows HS on
PV+ inhibitory neurons but not in Thy+ cells. (B and C) Pro-ExM reveals HS puncta both on excitatory (Thy+) and inhibitory (PV+)
neurons. (A−C) Scale bar, 30 μm. Images are representative confocal Z-stacks.

Figure 7. Model for changes in cell surface heparan sulfate proteoglycan ultrastructure that influence cell signaling. ExM images of heparan
sulfate (green indicates antibody staining) are overlaid with model of HS-mediated growth factor signaling. In the bottom schematic,
heparan sulfate polysaccharides (green) extend from a heparan sulfate proteoglycan (HSPG) and fibroblast growth factor (FGF, light green
circle) binds simultaneously to the polysaccharide and the FGF receptor (FGFR) to activate signaling (Image created with Biorender.com).
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observed stark differences in HS expression distribution in
Thy1+ and PV+ neurons in the cortex. PV+ neurons have
significant HS coverage around the cell body, while Thy1+

neurons appeared to lack HS (Figure 6A). Still, we posited that
these standard conditions might afford low-resolution images
in which the HS nanostructure would not be apparent. Indeed,
expansion of the brain slices revealed HS puncta in a wide
range of cell types, including Thy1+ and PV+ neurons (Figure
6B,C). Thus, pro-ExM afforded a HS signal that was otherwise
invisible and confirmed that the HS morphology in neuronal
culture resembles that in the mouse cortex.

The morphology shift of HS between pluripotent and neural
cells corresponds to a functional change in growth factor
interactions. A recent study found that ablation of HS in
mouse hippocampal neuron cultures decreases inhibitory
synapse density without affecting excitatory synapse density.46

These findings suggest a significant role for HS in inhibitory
synapse development. Our observation of elevated HS
expression around interneuron soma supports this conclusion.
Our data indicate that further exploration of HS ultrastructure
can shed light on HS roles during mammalian neural
development and address questions such as how HS expression
level is regulated in different cell types and how HS contributes
to synapse plasticity in the brain.

CONCLUSIONS
The lack of methods to visualize the ultrastructure of
polysaccharides has hindered our understanding of their role
in physiological and disease processes. In the case of HS, this
has led to a singular focus on how polysaccharide sequence
influences binding. Here, using super-resolution imaging by
ExM, we found that the glycans’ spatial distribution and
ultrastructure correlates with growth factor recruitment.
Intriguingly, the observation of cell surface protrusions that
can present HS to engage growth factors was unexpected but
highlights another mechanism by which cells can use
glycosaminoglycans to control signaling (Figure 7). Our
findings provide an alternative mechanism by which the cell
surface polysaccharide HS regulates cell fate.

METHODS/EXPERIMENTAL
Cell culture. H9 (WiCell) human pluripotent stem (hPS) cells

were grown with E8 medium (Thermo Fisher Scientific) on tissue
culture plates coated with vitronectin (Thermo Fisher Scientific).
Cells were maintained at 37 °C in a 5% CO2 incubator. Cells were
passaged manually using EDTA (1 mM in PBS, pH 7.4) every 4−5
days, with the addition of 5 μM ROCK inhibitor (Y-27632
dihydrochloride, Tocris) on the first day to prevent the cell death
after dissociation. The cells were routinely tested for mycoplasma
contamination (Lookout Mycoplasma PCR Detection Kit, Sigma-
Aldrich).
Differentiation of hPS Cells into Different Lineage-Specific

Derivatives. The cells were differentiated to mesendoderm using an
established protocol.31 Briefly, the cells were dissociated with EDTA
and plated at a density of 100,000 cells per cm2 on vitronectin-coated
plates with E8 media supplemented with 5 μM ROCK inhibitor (Y-
27632 dihydrochloride, Tocris). The E8 medium was changed every
day for the next 2 days. On day three, the media was changed to
RPMI-1640 medium (Thermo Fisher Scientific) supplemented with 6
μM CHIR-99021 (Tocris). Following a 26 h treatment with the
differentiation media, the cells were collected for analysis.

Neural crest differentiation was achieved using a chemically defined
protocol described previously.33 In brief, hPS cells were dissociated
into single cells using accutase (Thermo Fisher Scientific) and plated
at a density of 10,000 cells per cm2 on vitronectin-coated plates with

E6 medium supplemented with 5 μM ROCK inhibitor. The cells were
grown for 24 h, and then, the medium was changed into the
differentiation medium each of the next 6 days. The differentiation
media was prepared by supplementing DMEM-F12 (Life Technol-
ogies) with 1× N-2 supplement (Gibco), 1.0 μM CHIR99021
(Tocris), 2.0 μM SB431542 (Tocris), 1.0 μM DMH1 (Tocris), and
15 ng/mL BMP4 (Tocris).

Motor neuron differentiation was achieved using a modified 14-day
protocol described previously.35 In brief, hPS cells were dissociated to
single cells using accutase and plated at a density of 50,000 cells per
cm2 on vitronectin-coated culture plates with E8 media supplemented
with 5 μM ROCK inhibitor. As the cells reached >95% confluency,
the medium was changed to d0−d5 differentiation media every day
for the next 5 days. The d0−d5 differentiation medium was prepared
by supplementing the basal medium with 10 μM SB431542 (Tocris),
100 nM dorsomorphin (Tocris), 1 μM retinoic acid (Sigma), and 1
μM smoothened agonist (Tocris). On the day six of differentiation,
the medium was changed to d6−d14 differentiation media every day.
The d6−d14 medium was prepared by supplementing the basal
medium with 5 μM DAPT (Tocris), 4 μM SU-5402 (Tocris), 1 μM
retinoic acid (Sigma), and 1 μM smoothened agonist (Tocris). The
basal medium contained a 1:1 mixture of neurobasal media (Life
Technologies) and DMEM-F12 (Life Technologies) and was
supplemented with 1× B-27 supplement (Gibco), 1× N-2 supplement
(Gibco), and 1× Gibco GlutaMAX (Life Technologies).
Immunofluorescence Staining and Imaging. For immunocy-

tochemistry analysis, cells were stained live or after fixation. The cells
were rinsed with DMEM/F12 or basal media for live staining,
followed by incubation in a blocking buffer (2% BSA in DMEM/F12)
for 30 min on ice. The cells were further exposed to anti-HS 10E4
(US Biological, catalog# H1890) at 1:200 in a blocking buffer for 1 h
at 4 °C. Then, the cells were exposed to the secondary antibody, IgM-
Alexa Fluor 488 (Invitrogen), for 1 h at 4 °C. The stained cells were
rinsed twice with cold buffer and fixed with 4% formaldehyde for 10
min at room temperature.

For the staining of internal markers, the fixed samples were
permeabilized and blocked with PBS containing 0.1% Triton X-100
and 2% bovine serum albumin (BSA). All primary antibodies were
incubated in a blocking buffer overnight at 4 °C or 1 h at room
temperature. The primary antibodies and dilutions used are described
in Table S1. The secondary antibody staining was performed with
Alexa Fluor 488, 594, 647, or Atto 647N conjugated antimouse,
rabbit, chicken, or goat IgG antibodies (Invitrogen) diluted at 1:1000
in the blocking buffer and exposed to cells for 1 h at room
temperature. For the samples for expansion, the secondary antibodies
were used at 1:200 dilution. The cell nuclei were counterstained with
DAPI dilactate (1:10000, Molecular Probes). Images were collected
with a Nikon A1R ultra-fast spectral scanning confocal microscope.
The 3D-SIM super resolution images were collected using an applied
precision DeltaVision-OMX super-resolution microscope. Images
were analyzed using Fiji.
Pro-ExM of Stem Cell Culture. The following steps were

performed as described previously.24−26,47 Immunostained and fixed
culture was incubated in 0.1 mg/mL Acryloyl-X, SE (Thermo Fisher
Scientific) in PBS at 4 °C overnight. The cell culture was then washed
twice with PBS for 15 min. Monomer solution (1× PBS, 2 M NaCl,
8.625% (w/w) sodium acrylate, 2.5% (w/w) acrylamide, 0.15% (w/
w) N,N′-methylenebis(acrylamide)), ammonium persulfate (APS)
(10% w/w in water), and tetramethylethylenediamine (TEMED)
(10% w/w in water) were stored frozen in aliquots. Upon thawing,
monomer solution, water, TEMED solution, and APS solution were
mixed in a ratio of 47:1:1:1 and kept on ice. The solution mixture was
added to the cell culture and covered with a parafilm-wrapped
coverslip. The gelation chamber was then put under nitrogen and
moved to a humidified 37 °C incubator for 1 h.

Gel was further incubated with Proteinase K at 8 units/mL (New
England Biolabs) in digestion buffer (50 mM Tris pH 8.0, 1 mM
EDTA, 0.5% Triton X-100, 1 M NaCl) at room temperature for
overnight. Digested gels were placed in large volumes of deionized
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water to expand. Water was replaced every 30 min until the gel no
longer expanded.
Brain Tissue Preparation. All procedures involving Thy1-YFP-H

transgenic mice (Jackson Laboratory) followed the US National
Institute of Health Guide for the Care and Use of Laboratory Animals
and were approved by the Massachusetts Institute of Technology
Committee on Animal Care. Animals were housed in groups in
standardized cages (temperature, 20−22 °C; humidity 30−70%) with
a 12 h light/12 h dark cycle with unrestricted access to food and
water. Mice 2−4 months old were deeply anesthetized using
isoflurane in room air. Mice were transcardially perfused at room
temperature with ice-cold 10 mL of 4% paraformaldehyde in
phosphate-buffered saline. Fixed brains were sectioned to 50 μm
thick slices with a vibrating microtome (Leica VT1000S) and stored
in PBS at 4 °C.
Immunostaining of Unexpanded Tissue. Fixed brain slices

were incubated in MAXblock Blocking Medium (Active Motif
#15252) at 4 °C for overnight, followed by incubating with primary
antibody (1:200) in MAXbind staining medium (Active Motif
#15253) at 4 °C overnight. The slices were then washed with
MAXwash washing medium (Active Motif #15254) four times for 30
min each at room temperature. The slices were incubated with
secondary antibody (1:200) in MAXbind staining medium, followed
by four washes for 30 min with MAXwash washing buffer at room
temperature.
Anchoring, Gelation, Digestion, and Expansion of Intact

Tissue. The following steps were performed as described
previously.24−26,47 Fixed and immunostained slices were incubated
in 0.1 mg/mL Acryloyl-X, SE in PBS at 4 °C overnight. Monomer
solution (1× PBS, 2 M NaCl, 8.625% (w/w) sodium acrylate, 2.5%
(w/w) acrylamide, 0.15% (w/w) N,N′-methylenebis(acrylamide)),
ammonium persulfate (APS) (10% w/w in water), tetramethylethy-
lenediamine (TEMED) (10% w/w in water), and 4-hydroxy-2,2,6,6-
tetramethylpiperidin-1-oxyl (4-HT-TEMPO) inhibitor (0.5% w/w in
water) were stored frozen in aliquots. Upon thawing, monomer
solution, 4-HT-TEMPO solution, TEMED solution, and APS
solution were mixed in a ratio of 47:1:1:1 and kept on ice. Tissue
slices were incubated in the solution mixture for 30 min on ice and
transferred to a humidified 37 °C incubator under nitrogen for 2 h.

The gel was then incubated with Proteinase K 8 units/mL (New
England Biolabs) in digestion buffer (50 mM Tris pH 8, 1 mM
EDTA, 0.5% Triton X-100, 1 M NaCl) at 37 °C overnight. Digested
gels were placed in large volumes of deionized water to expand. Water
was replaced every 30 min until the gel no longer expanded.
Detection of HS by Flow Cytometry. Undifferentiated hPS cells

and the differentiated cells derived from hPS cells were analyzed by
flow cytometry according to Holley et al.48 with slight modifications.
Briefly, cells were dissociated using warm accutase and resuspended in
cold DMEM/F12 supplemented with 5 μM ROCK inhibitor. Cells
were washed twice with cold PBS followed by incubation with 500 μL
of Ghost Dye Violet 450 cell stain (1:1000, Τοnbo Biosciences) on
ice for 30 min. Cells were then rinsed with cold buffer (PBS, pH 7.4
supplemented with 0.1% BSA). Cells were further incubated with
anti-HS 10E4 at 1:200 dilution for 1 h, at 4 °C and then with the
secondary antibody, IgM-PE (Santa Cruz) (1.5 μL/test), for 1 h, at 4
°C, followed by fixation with 1% formaldehyde in cold PBS. Data
were collected using the Attune NxT Flow Cytometer (Thermo
Fisher Scientific) and analyzed using FlowJo software. The percentage
of positive cells was established by comparing wild-type cells to HS
knockout cells.
Distribution of HS per Chain Detected by Flow Cytometry.

Undifferentiated hPS cells and hPS-derived hMN cells were treated
with a cocktail of heparinase enzymes composed of Bacteroides
heparinase I (New England Biolabs, #P0735), heparinase II (New
England Biolabs, #P0736), and heparinase III (New England Biolabs,
#P0737). Each enzyme was used at 4 unit/mL concentration in the
cocktail. Cells were incubated for 2−2.5 h at the 37 °C in a 5% CO2
incubator. After the heparinases treatment, cells were dissociated
using warm accutase and rinsed with cold PBS followed by incubation
with 500 μL of Ghost Dye Violet 450 cell stain on ice for 30 min.

Cells were then rinsed with cold buffer (PBS, pH 7.4 supplemented
with 0.1% BSA). Cells were further exposed to anti-HS 10E4 at 1:200
or anti-HS 3G10 (Amsbio # 370260-S) for 1 h, at 4 °C. After two
rinses with cold buffer, cells were incubated with IgM-PE (Santa
Cruz) or IgM-Alexa Fluor 488 (Invitrogen) for 1 h, at 4 °C. The
stained cells were rinsed twice with cold buffer and fixed with 1%
formaldehyde in cold PBS. Data were collected using an Attune NxT
flow cytometer and analyzed using FlowJo software. HS knockout hPS
cells were used as a negative control.
FGF2 Cell Surface Binding Detected by Flow Cytometry. H9

hPS cells and differentiated derivatives were dissociated using warm
accutase and rinsed three times with cold buffer (DMEM/F12
containing 1% BSA and 5 μM Y-27632) to remove excess growth
factors from the media. The cells were then incubated with 1 μg/mL
FGF2 (Waisman Biomanufacturing) and Ghost Dye Violet 450 cell
stain (1:1000) in ice for 30 min. Cells were then rinsed with cold
buffer (PBS, pH 7.4 supplemented with 0.1% BSA). Bound FGF2 was
detected by anti-FGF2 (1:100, LifeSpan Biosciences) labeled with a
secondary antibody (mouse IgG2a+b, BD Biosciences). Data were
collected using an Attune NxT flow cytometer (Thermo Fisher
Scientific) and analyzed using FlowJo software.
GAG Preparation and Disaccharide Analysis. Cells were

proteolyzed at 55 °C with 300 μL of 20 mg/mL actinase E for 24 h
and followed by actinase E deactivation at 100 °C for 30 min. The
amount of the above solution containing one million cells was
transferred to a 3 kDa molecular weight cutoff (MWCO) spin tube.
The filter unit was washed three times with 400 μL of distilled water
and then added to 300 μL of digestion buffer (50 mM ammonium
acetate containing 2 mM calcium chloride adjusted to pH 7.0).
Recombinant heparin lyase I, II, and III (pH optima 7.0−7.5) and
recombinant chondroitin lyase ABC (pH optimum 7.4, 10 mU each)
were added to each filter unit containing sample and incubated at 37
°C for 24 h. The enzymatic digestion was terminated by ultrafiltration
through the 3 kDa spin tube. The filtrate was collected, and the filter
unit was washed twice with 200 μL of distilled water. All the filtrates
containing the disaccharide products were combined and dried via
freeze-drying. The dried samples were AMAC-labeled by adding 10
μL of 0.1 M AMAC in DMSO/acetic acid (17/3, V/V), incubating at
rt for 10 min, and, then, added with 10 μL of 1 M aqueous sodium
cyanoborohydride and incubating for 1 h at 45 °C. A mixture
containing all 17 disaccharide standards prepared at 0.5 ng/μL was
similarly AMAC-labeled and used as an external standard for each run.
After the AMAC-labeling reaction, the samples were centrifuged, and
each supernatant was recovered.

LC was performed on an Agilent 1200 LC system at 45 °C using an
Agilent Poroshell 120 ECC18 (2.7 μm, 3.0 mm × 50 mm) column.
Mobile phase A (MPA) was a 50 mM aqueous ammonium acetate
solution, and mobile phase B (MPB) was methanol. The mobile
phase passed through the column at a flow rate of 300 μL/min. The
gradient was 0−10 min, 5−45% B; 10−10.2 min, 45−100% B; 10.2−
14 min, 100% B; 14−22 min, 100−5% B. Injection volume is 5 μL.

A triple quadrupole mass spectrometry system equipped with an
ESI source (Thermo Fisher Scientific) was used as a detector. The
online MS analysis was at the Multiple Reaction Monitoring (MRM)
mode. MS parameters: negative ionization mode with a spray voltage
of 3000 V, a vaporizer temperature of 300 °C, and a capillary
temperature of 270 °C.
Polyacrylamide Gel Electrophoresis (PAGE). The proteolyzed

cell solution containing 10−16 million cells was subjected to
chondroitin lyase ABC digestion. The chondroitin sulfate disacchar-
ides were removed by ultrafiltration through a 3 kDa molecular weight
cutoff (MWCO) spin tube. The filter unit was washed twice with 200
μL of distilled water. The HS GAG that remained in the filter was
collected and lyophilized. The lyophilized samples were then
dissolved in 400 μL of a solution of denaturing buffer (8 M urea
containing 2% wt. CHAPS), bound to Vivapure Q Mini H spin
column, washed twice with 400 μL of denaturing buffer, and washed
three times with 400 μL of 0.2 M sodium chloride solution. The HS
GAG components were then eluted from the spin column with three
400 μL volumes of 16% aqueous sodium chloride solution and
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collected by ultrafiltration through a 3 kDa molecular weight cutoff
spin tube. The filter unit was washed twice with 400 μL of distilled
water to remove salt, and the HS GAG in the filter was collected and
freeze-dried. The lyophilized samples were dissolved in 30 μL of
loading buffer for PAGE. Three microliters of the above solution was
loaded in native PAGE using 0.75 mm × 6.8 cm × 8.6 cm mini gels
cast from 15% resolving gel monomer solution and 5% stacking gel
monomer solution. Heparin partially digested was used as molecular
markers (ladder). The mini gels were subjected to electrophoresis at a
constant 190 V for 30 min and visualized with 0.5% (w/v) Alcian blue
in a 2% (v/v) aqueous acetic acid solution. Molecular weight analysis
was performed with UNSCANIT software (Silk Scientific) using the
logarithmic relationship between the GAG molecular weight and its
migration distance.
RNA Preparation and qRT-PCR. Total RNA was extracted from

undifferentiated hPS and d13 hMN using TRIzol (Life Technologies)
and a direct-zol RNA MiniPrep kit (Zymo Research) per
manufacturer instructions. RNA (1 μg) from each sample was reverse
transcribed to cDNA using an iScript cDNA Synthesis Kit (Bio-Rad).
The qPCR was performed on the CFX Connect (Bio-Rad) using iTaq
Universal SYBR Green Supermix (Bio-Rad) and gene-specific
primers. GAPDH was used as a reference gene for normalization.
The primer sequences used are described in Table S2. The relative
gene expression levels were determined using the δ−δ CT (ddCt)
method, and the error bars were determined from the standard
deviation of at least three biological replicates.
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SI Figure 1-7 
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Legends for SI movie 1 and 2 

 

 
SI Figure 1. Visualization of heparan sulfate on the hPS cell surface. (A) Membrane 
staining to detect any filopodia structures on the hPS cell colony. Scale bar 10 μm. Nuclear 
stain by DAPI (magenta), membrane stain by CellBrite® Fix membrane dyes (cyan). (B) F-
actin filament staining of the hPS cell colonies. HS is extended from the base of the actin 
cytoskeleton. Nucleus (magenta), F-actin (blue), HS (green). Scale bar is 30 μm. 
 
 

 
SI Figure 2. Heparan sulfate staining after heparinase treatment. (A) Visualization of 
heparan sulfate (10E04 antibody) in an hPS cell colony without heparinase treatment. (B) 
Visualization of hPS cell colony after heparinase treatment. Nucleus by DAPI (magenta), 
HS (green) Scale bar is 30 μm. 

 



 3 

 
 

 
SI Figure 4: Heparan sulfate decreases as hPS cells differentiate to neural crest cells. (A) 
Representative histogram of binding of HS-3G10 Ab to the undifferentiated hPS and 
differentiated neural crest cells (n=3) (B) Neural crest cells show a decrease in the ratio of 
10E4 antibody to 3G10 antibody binding (n=3). **p<0.01, *p<0.05, unpaired t-test. 

 

 
SI Figure 3. Flow cytometry gating strategy for neural crest (NC) cells.  
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SI Figure 5. Heparan sulfate decreases as cells differentiate to hMN cells. (A) hMN 
differentiation strategy. (B) Flow cytometry gating strategy for hMN cells. (C) Gradual 
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decrease of cell surface HS during hMN differentiation. (D) Binding of HS-3G10 Ab to the 
undifferentiated hPS and differentiated hMN cells. (C,D) n=3. 
 
 

 

 

 
SI Figure 6. Differential FGF binding to neural crest cells. (A) Differentiated NC cells 
show higher binding of HS-10E04 Ab compared to differentiated hMN. (B) The FGF2 binding 
to differentiated NC cells. n=3. 

 
 

 
SI Figure 7.  Visualization of FGF binding to NC cells. Representative confocal Z-stack 
pro-ExM images of FGF2 bound to HS on the surface of differentiated NC cells. DAPI 
(magenta), HS (green), FGF2 (red), SOX10 (gray).  Scale bar 10 μm. 

 
 
SI Table 1. Primary antibodies  
Antigen Species Source Dilution 
Heparan sulfate Mouse US Biological (H1890) IHH, FC 1:200,  
Anti HS-3G10 Mouse Amsbio (370260) IHH 1:200 
Basic FGF Mouse LifeSpan Biosciences (LS-C114423) FC 1:100 
Parvalbumin Rabbit Abcam (ab11427) IHH 1:200 
Pax6 Sheep R&D system (AF8150) IHH 1:100 
Tuj-1 Rabbit Abcam (ab229590) IHH 1:200 
NCAM Mouse BD Biosciences (561902) FC 1:100 
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EpCAM Mouse BD Biosciences (565398) FC 1:50 
P75 Mouse BD Biosciences (562562) FC 1:100 
HNK-1 Mouse BD Biosciences (347393) FC 1:100 

 
 
SI Table 2. qPCR primer sequences 
Enzyme Gene Symbol Forward Primer (5¢-3¢) Reverse Primer (5¢-3¢) 
N-deacetylase/N-
sulfotransferase 1 

NDST1 GGG CTA CTC AGG 
GAA ATT CTT C 

CCA CCA GAA CTC 
CTT CAC ATA C 

N-deacetylase/N-
sulfotransferase 2 

NDST2 GGT CCT TGT GTT 
TGT GGA GA 

GGT GCC AAC TCA 
GTG CTA TAA 

N-deacetylase/N-
sulfotransferase 3 

NDST3 GGG TCC TAA AGA 
GCT GGA TAA G 

CAG TCG GTC ATT 
CCC ATA GTT 

N-deacetylase/N-
sulfotransferase 4 

NDST4 GCT GCT CTG AGG 
TTC AAT TTC 

CAT CCA GGT ACT 
AGG CAT CTT C 

6-O-sulfotransferase 1 HS6ST1 CTA CTA CAT CAC 
CCT GCT ACG A 

CCC ATC ACA CAT 
ATG CAA CGA 

6-O-sulfotransferase 2 HS6ST2 AGC GTA TTG AGG 
GAC TGA ATT T 

CTG ATG CTC TTT 
CTG CCT CAT A 

6-O-sulfotransferase 3 HS6ST3 CTT GCG GGA GTT 
TAT GGA TTG 

GGT GTT TCT TTC 
ACT CTC GTT C 

 
 
SI Video 1: Heparan sulfate on the surface of undifferentiated hPS cells (post-expansion). 
SI Video 2: Heparan sulfate on the surface of hPS cells-derived motor neurons (post-expansion). 
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