
The ceramide moiety of disialoganglioside (GD3) is essential
for GD3 recognition by the sialic acid– binding lectin SIGLEC7
on the cell surface
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To analyze the binding specificity of a sialic acid–recognizing
lectin, sialic acid-binding Ig-like lectin 7 (SIGLEC7), to disialyl
gangliosides (GD3s), here we established GD3-expressing cells
by introducing GD3 synthase (GD3S or ST8SIA1) cDNA into a
colon cancer cell line, DLD-1, that expresses no ligands for the
recombinant protein SIGLEC7-Fc. SIGLEC7-Fc did not recog-
nize newly-expressed GD3 on DLD-1 cells, even though GD3
was highly expressed, as detected by an anti-GD3 antibody.
Because milk-derived GD3 could be recognized by this fusion
protein when incorporated onto the surface of DLD-1 cells, we
compared the ceramides in DLD-1– generated and milk-derived
GD3s to identify the SIGLEC7-specific GD3 structures on the
cell membrane, revealing that SIGLEC7 recognizes only GD3-
containing regular ceramides but not phytoceramides. This was
confirmed by knockdown/knockout of the sphingolipid del-
ta(4)-desaturase/C4-monooxygenase (DES2) gene, involved in
phytoceramide synthesis, disclosing that DES2 inhibition con-
fers SIGLEC7 binding. Furthermore, knocking out fatty acid
2-hydroxylase also resulted in the emergence of SIGLEC7 bind-
ing to the cell surface. To analyze the effects of binding between
SIGLEC7 and various GD3 species on natural killer function, we
investigated cytotoxicity of peripheral blood mononuclear cells
from healthy donors toward GD3S-transfected DLD-1 (DLD-1–
GD3S) cells and DLD-1–GD3S cells with modified ceramides.
We found that cytotoxicity is suppressed in DLD-1–GD3S cells
with dehydroxylated GD3s. These results indicate that the cer-
amide structures in glycosphingolipids affect SIGLEC7 binding
and distribution on the cell surface and influence cell sensitivity
to killing by SIGLEC7-expressing effector cells.

There have been a number of studies on cancer-associated
carbohydrate antigens (1). Some of them are utilized as tumor
markers (2). In addition to roles as tumor markers, the function
of sialic acid– containing glycosphingolipids, gangliosides have
been rigorously analyzed (3). In particular, the roles of disialyl
gangliosides in cancer phenotypes have been reported by us (4,
5) and many other groups (6, 7). Among them, GD32 and GD2
are representative cancer-associated gangliosides, and the
mechanisms for their actions have been reported recently.
Melanoma-associated ganglioside GD3 enhances malignant
properties of melanomas (3) and gliomas (8) by physically
associating with membrane function molecules such as neo-
genin (9) and platelet-derived growth factor receptor � (8),
respectively. These interactions between disialyl ganglio-
sides and membrane molecules are exerted by cis-reaction
on the same membrane.

There are a number of trans-acting ligands for glycosphingo-
lipids, such as bacterial toxins (10) and sialic acid– binding lec-
tins, Siglecs (11). The recognized structures of sialyl compounds
by Siglecs have been available based on the results of binding assay
using a sugar array fixed on plates or membranes (12) (http://
www.functionalglycomics.org).3 From these results, Siglec-7 has
been considered to react mainly with disialyl structures such as
disialyl Lewis a (13), disialyl galactosyl globoside (14), and gangli-
oside GD3 (15), although it seems hard to find common structures
among them.

To analyze binding specificity of Siglec-7 toward disialyl gan-
gliosides, we have established GD3-expressing transfectant
cells by introducing GD3 synthase (GD3S) (ST8SIA1) cDNA
into a colon cancer cell line, DLD-1, that expresses no ligands
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for Siglec-7–Fc. During binding analysis of Siglec-7 with these
transfectant cells, we found that newly expressed GD3 on
DLD-1 cells was not recognized by Siglec-7–Fc, whereas milk-
derived GD3 could be recognized when incorporated onto the
cell surface of DLD-1. Therefore, fine-structure specificity of
GD3 recognized by Siglec-7 on the cell membrane has been
studied. Consequently, involvement of ceramide portions in
the binding of Siglec-7 to GD3 has been elucidated.

Results

A sialic acid–recognizing lectin, Siglec-7, is expressed as an
inhibitory receptor on the cell surface of NK cells and a part of
monocytes (12). To examine reactivity of Siglec-7 to sialylated
glycolipids, we focused on the binding of Siglec-7–Fc to a rep-
resentative disialyl ganglioside (GD3) (15) expressed on the cell
surface. Molecular form and purity of Siglec-7–Fc are shown in
Fig. S1. To facilitate evaluation of binding of Siglec-7 to sialy-
lated sugar chains and purification of secreted proteins, Siglec-
7–Fc was used in this study.

To observe specific interaction of GD3 and Siglec-7 on the
cell surface, we introduced cDNA of GD3S (ST8SIA1) into a
colon cancer cell line, DLD-1, that did not express GD3. It was

also negative for Siglec-7–Fc binding. This condition enabled
us to selectively observe the roles of GD3 as a Siglec-7 ligand.
Established GD3� DLD-1 (DLD-1 GD3S) expressed a high
level of GD3 as detected by flow cytometry (FCM) using anti-
GD3 monoclonal antibody (mAb) R24 (Fig. 1A, left panel).
When reactivity of Siglec-7–Fc with this transfectant cell was
examined, no binding of Siglec-7–Fc could be detected (Fig. 1A,
right panel).

Then, gangliosides were extracted from DLD-1 GD3S cells
and analyzed by HPTLC and subsequent resorcinol spray. As
expected, GD3 bands were detected in the acidic fraction of
extracts from DLD-1 GD3S (Fig. 1B). To analyze reactivity of
Siglec-7 with GD3 from other sources, milk-derived GD3 was
added to the culture medium of DLD-1, leading to incorpora-
tion of exogenous GD3 and re-expression on the cell surface.
Milk-derived GD3 was expressed on DLD-1 as detected by
FCM using mAb R24 (Fig. 1C, left panel). GD2, a derivative of
GD3, was not expressed on DLD-1 as analyzed using anti-GD2
mAb (Fig. 1C, middle panel). Siglec-7–Fc also bound to GD3
on the cell surface of milk GD3-incorporated DLD-1 (Fig.
1C, right panel), indicating that Siglec-7 discriminated some
structural differences in GD3 between those generated in

Figure 1. Differential binding of Siglec-7–Fc to GD3. A, flow cytometry analysis. Green lines indicate expression levels of GD3 on parent DLD-1 and GD3
synthase cDNA-transfected DLD-1 GD3S as analyzed by anti-GD3 mAb (R24). Purple lines indicate Siglec-7–Fc-binding levels. B, acidic glycolipids were isolated
from DLD-1 GD3S using DEAE-Sephadex A-50TM. Resorcinol spray was performed to detect sialic acids on gangliosides. BBG, bovine brain gangliosides as a
control. C, bovine milk-derived GD3 was added to DLD-1 culture medium at 12.5 mM. After 5 h, cells were analyzed with FCM for ganglioside expression
(anti-GD3 and anti-GD2 mAbs) and Siglec-7–Fc binding. D, TLC-immunostaining was performed with mAb R24 or Siglec-7–Fc.
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DLD-1 and those incorporated onto DLD-1 from milk-de-
rived gangliosides.

The thin-layer chromatography (TLC) immunostaining of
these extracts with anti-GD3 mAb or Siglec-7–Fc revealed that
both DLD-1 GD3S-generated GD3 and milk-derived GD3 were
detected by the mAb and also by Siglec-7–Fc as shown in Fig.
1D.

To clarify structural differences in GD3 from DLD-1 GD3S
and milk-derived gangliosides, mass spectrometry (MS) analy-
sis was performed using a triple quadrupole mass spectrometer
with a precursor ion scan with the product ion of sialic acid
([Neu5Ac-H]�, m/z 290). GD3 formed mainly [M � 2H]2� ions
(Fig. S2). As shown in Fig. 2, MS analysis revealed abundant
GD3 d18:1–23:0 (m/z 770) in the milk-derived sample, and
GD3 t18:0 –24:1/d18:1–24:0h (m/z 785) in DLD-1 GD3S-de-
rived samples. Although milk-derived GD3 contained only reg-
ular (d18:1/d16:1) forms of ceramide (Fig. 2A, upper panel),
DLD-1 GD3S-generated GD3 mainly consisted of aberrant
peaks with �8 m/z units or �16 Da (molecular mass) compared
with regular forms of GD3 as major components (Fig. 2A, lower
panel), suggesting the presence of additional hydroxylation in
the ceramide portion.

DES1 enzyme synthesizes ceramide via dihydroceramide in
the de novo synthesis. As main modes for modification of cer-
amide structures with a focus on hydroxylation, C4 hydroxyl-
ation of long-chain bases (LCBs) and C2 hydroxylation of fatty
acids can be raised (Fig. 2B). The former is catalyzed by DES2
enzyme along with saturation of unsaturated bond between C4
and C5, resulting in the formation of phytoceramide. The latter
is catalyzed by fatty acid C2 hydroxylase (FA2H) (Fig. 2B). Rep-
resentative products from these reactions are shown in Fig. 2C.

Here, we performed MS/MS analysis of individual GD3 in
negative and positive ion mode (Fig. 3). Common peaks
between two samples (negative mode m/z 777 and positive
mode m/z 779 in milk versus m/z 777 and 779 in DLD-1 GD3S)
showed identical MS/MS fragmentation. There were no differ-
ences in sugar portions, but definite differences were detected
in ceramides between the most abundant GD3 species of them
(negative ion mode m/z 770 and positive ion mode m/z 772 in
milk versus negative ion mode m/z 785 and positive ion mode
m/z 787 in DLD-1 GD3S) (Fig. 3, A, B, G, and H). In MS/MS
analysis of ceramide, hydroxylated acyl ion (FA C24:0 h, m/z
408 [M � H]�) (left panel) and unsaturated acyl ion (FA C24:1,
m/z 366 [M � H]�) (right panel) were characteristically
detected in GD3 (t18:0 –24:1/d18:1–24:0 h, m/z 785 [M �
2H]2� and m/z 787 [M � 2H]2�) from DLD-1 GD3S, whereas
hydroxylated fragments of LCB were hard to detect because
only the mass of dehydrated ion was generated from phytocer-
amide. However, GD3 should have phytoceramide when calcu-
lated as the fatty acid is C24:1. Consequently, milk-derived GD3
consisted of regular forms of ceramide with saturated FA (Figs.
2A, upper panel, and 3, upper panel), and the majority of DLD-1
GD3S-derived GD3 contained phytoceramide or 2-OH FA
(Figs. 2A, lower panel, and 3, lower panel).

Furthermore, structures of ganglioside GM3 was compared
between bovine milk-derived samples and extracts from three
colon cancer cell lines, DLD-1, Caco-2, and WiDr, as well as
DLD-1 GD3S. All these cell lines expressed GM3 as a major

ganglioside. WiDr expressed high levels of DES2 and FA2H.
Caco-2 also expressed these two genes at high levels as WiDr
cells (Fig. S3). As shown in Fig. 4A, bovine milk GM3 had reg-
ular type LCB and saturated FA, whereas major peaks of DLD-
1– derived GM3 were hydroxylated either in LCB or FA as
shown in GD3. Ganglioside profiles from Caco-2 and WiDr also
showed that major peaks were of hydroxylated LCB and/or FA.
GM3 with regular ceramide form was minor (Fig. 4B). TLC/
resorcinol revealed that GM3 from these colon cancer cell lines
contained multiple components more slowly migrating than
that of bovine brain tissues (Fig. 4C).

Thus, it was suggested that DLD-1 GD3S-generated GD3
mainly contained hydroxylated ceramides (phytoceramide or
2-OH ceramide). In the biosynthetic pathway of ceramide,
dihydroceramide is converted to ceramide by forming unsatu-
rated bonds between C4 and C5 of LCB with sphingolipid
�4-desaturase (DES1). In contrast, DES2 (a family of DES1)
synthesizes phytoceramide by C4 hydroxylation in LCB as
shown in Fig. 2B. Then, we established the DLD-1 GD3S line
with the knockout of the DES2 gene using CRISPR/Cas9 sys-
tem. Genome sequences of the gene in the DLD-1 GD3S with
DES2 KO are shown in Fig. 5A. Deletion in two alleles (deletion
of 52 nucleotides and insertion of a nucleotide and deletion of
31 nucleotides) in the DES2 gene is demonstrated in Fig. 5A, top
panel. Complete knockout of the DES2 gene (and FA2H) was
also confirmed by PCR with confronting two-pair primers sys-
tem (Fig. S5), because current immunoblotting or RT-PCR
seemed not so efficient to demonstrate minimal changes in the
gene products, proteins, and mRNAs. Different migration from
that of the original DLD-1 GD3S line was shown in Fig. 5B. In
MRM analysis, the ratio (%) of GD3 containing hydroxylated
ceramide was largely reduced (Fig. 5C and Fig. S4), whereas
some GD3 species still remain to be more hydroxylated than
the regular form.

In the binding of Siglec-7–Fc, DLD-1 GD3S with DES2 KO
showed definite binding of Siglec-7 (Fig. 5D, upper panel),
whereas GD3 expression levels as detected by anti-GD3 mAb
were persistently positive (Fig. 5D, lower panel).

As enzymes to catalyze hydroxylation of ceramides, FA2H
has been also known. Fatty acids undergoing hydroxylation by
FA2H are transferred to sphingosine by ceramide synthases,
leading to the synthesis of 2-OH ceramide or 2-OH phytocer-
amide. Then, we also established FA2H KO cells using DLD-1
GD3S cells. Deleted genome sequences of the gene are shown in
Fig. 5A. Deletion of one nucleotide and four nucleotides in the
individual alleles was demonstrated. KO of FA2H was also per-
formed in DLD-1 GD3S DES2 KO cells with the CRISPR/Cas9
system as shown in Fig. 5A, bottom panel. DLD-1 GD3S cells
deleted of FA2H also showed positive binding of Siglec-7–Fc
(Fig. 5D, left lower panel). Double KO of two genes (DES2 and
FA2H) in DLD-1 GD3S cells showed further increased binding
of Siglec-7–Fc (Fig. 5, D and E). Mean fluorescence intensities
of Siglec-7–Fc binding as shown in Fig. 5D were presented in
Fig. 5E.

Localization and distribution of GD3 generated in the cells
or incorporated from exogenous gangliosides-containing
medium were compared by immunocytochemistry as shown in
Fig. 6A. In DLD-1 GD3S, GD3 was stained mainly on the cell
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membrane with a relatively diffuse pattern (Fig. 6A, upper
panel). In contrast, milk-derived GD3 incorporated into DLD-1
was also detected mainly on the membrane but with a speckled
pattern (Fig. 6A, lower panel).

To analyze biological effects of binding between Siglec-7 and
various forms of GD3 on NK function, cytotoxic activity of

PBMCs from healthy donors toward DLD-1 GD3S cells and
DLD-1 GD3S cells with KO of DES2 and/or FA2H was mea-
sured. Consequently, significant suppression of cytotoxic activ-
ity was observed in DLD-1 GD3S cells with KO of DES2 and/or
FA2H that were positive for Siglec-7–Fc binding compared
with the original DLD-1 GD3S cells (Fig. 6B).

Figure 2. Structure analysis of bovine milk- and DLD-1 GD3S-derived ganglioside GD3. A, identification of ganglioside GD3 structure by MS. Precursor ion
scan of m/z 290 (the sialic acid– derived product ion in a negative ion mode) shows several molecular species of ganglioside GD3. Upper panel, mass spectrum
of bovine milk– derived GD3. Lower panel, DLD-1 GD3-derived GD3. Carbon numbers of LCB were identified by MS/MS analysis (data not shown). B, long chain
base C4 (red) is hydroxylated by DES2 (phytoceramide). Fatty acid C2 (red) is hydroxylated by FA2H (2-OH ceramide). C, structures of ceramide (regular form),
phytoceramide, and 2-OH ceramide of GD3 are presented.
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Figure 3. MS/MS fragmentation for major components of bovine milk- and DLD-1 GD3S–derived GD3. To clarify differences in their GD3 structures, a major
peak and a common peak were chosen. The m/z 770 and 777 in bovine milk–derived GD3 and m/z 785 and 777 in DLD-1 GD3S–derived GD3 with precursor ion scan
of negative ion mode were analyzed by enhanced product ion scan (MS/MS) of negative and positive ion mode. The left column is negative ion mode for analysis of
glycan and fatty acid. The right column is positive ion mode for analysis of long chain base and fatty acid. As shown in negative ion mode, there was no difference in their
glycan structures (A, C, E, and G). FA C23:0 (m/z 378 and 354) were detected in A and B. FA C24:0 (m/z 392 and 368) was detected in C and D and E and F. FA C24:0 h (m/z
408) was detected in G. FA C24:1 (m/z 366) was detected in G. Therefore, m/z 770 in milk GD3 was identified as GD3 d18:1–23:0 (A and B). m/z 777 in milk GD3 and DLD-1
GD3S were identified as GD3 d18:1–24:0 (C–F). m/z 785 in DLD-1 GD3S was identified as GD3 t18:0–24:1/d18:1–24:0h (G and H).
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From these results, it was demonstrated that chemical struc-
tures of ceramides in glycosphingolipid molecules crucially
affect the binding of Siglec-7 and also sensitivity to the killing by
Siglec-7– expressing effector cells, NK cells.

To further analyze intracellular localization of GD3 in these
DLD-1–transfectant cells, gangliosides were extracted from
raft and nonraft fractions of DLD-1 GD3S cells and those with
DES2-knockdown or those with FA2H-KO cells and served for
TLC immunostaining. As shown in Fig. 7, B and C, DES2
knockdown or FA2H KO resulted in a shift of GD3 to lipid rafts,

whereas DLD-1 GD3S contained GD3 much more in nonraft
fractions. Immunocytostaining of GD3 by anti-GD3 mAb R24
also (Fig. S6) revealed contrasting distribution patterns of GD3
between DLD-1 GD3S and other dehydroxylated sublines, i.e.
DLD-1 GD3S DES2 KO, FA2H KO, and double KO (DKO) cells
as shown in Fig. S6, A and B.

Finally, intracellular localization of GD3 was analyzed using a
super-resolution microscope as shown in Fig. 8. Although
DLD-1 GD3 showed white color indicating co-localization of
GD3 (magenta, Alexa 647) and transferrin receptor (green, Atto

Figure 4. Analysis of bovine milk- and colon cancer cell– derived ganglioside GM3. A, as shown in the case of GD3, monosialyl ganglioside GM3 was
analyzed. Bovine milk GM3 had saturated ceramide moiety and major peaks of DLD-1– derived GM3 were hydroxylated as GD3. B and C, ganglioside profiles of
colon cancer cell lines. Gangliosides were isolated from colon cancer cell lines WiDr and Caco-2 and analyzed by MS (B), and also by TLC-resorcinol with those
of DLD-1 and DLD-1 GD3 S (C). M, bovine brain ganglioside mixture.
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488, a nonraft marker) (Fig. 8, left panel), DLD-1 GD3S DKO
cells showed no white spots at all (Fig. 8, right panel).

All these results indicated the differences in modes of GD3
expression on the cell surface depending on its lipid structures.
Supposed mechanisms for differential binding of Siglec-7 to GD3
with phytoceramide and/or 2C hydroxylated FA–containing cer-
amide are summarized in a schema in Fig. 9.

Discussion

The majority of studies on structures and function of glyco-
sphingolipids has been performed by focusing on the sugar

moiety (16). Glycosphingolipids consist of hydrophilic portions
with carbohydrate chains and hydrophobic lipid portions, cer-
amides. Ceramides can be further divided into fatty acids and
LCBs. One of the most intriguing points of glycosphingolipids
has been polymorphism in the carbohydrate moieties, and sig-
nificance of individual sugar structures has been analyzed in
various biological processes such as development, differentia-
tion, and malignant transformation of cells (16). Modification
of carbohydrates in GD3 by acetylation should also be consid-
ered in the analysis of Siglec-7 binding, because O-acetylation
of sialic acids has been known to largely affect the binding and
their effects (17).

In this study, we have analyzed glycosphingolipid structures
recognized by Siglec-7, because Siglec-7 differentially bound
ganglioside GD3 from distinct derivations expressed on a colon
cancer cell line. In our results, only GD3 with regular form
(C4/C5 double bond LCB and nonhydroxylated FA-contain-
ing) ceramide structures could be recognized by Siglec-7. Con-
sequently, it was demonstrated that Siglec-7 recognized not
only sialyl carbohydrate structures but also ceramide structures
linked to the disialyl sugar structures. Intensity in flow cytom-
etry with mAb R24, bands of GD3 in TLC, and results of immu-
nocytochemistry strongly suggested that there was no obvious
difference in the amount of GD3 on the cell membrane between
endogenously generated GD3 in DLD-1 GD3S and that incor-
porated from milk-derived gangliosides to DLD-1 cells.

Recently, it was shown that the LPS receptor, TLR4-MD2,
recognizes only saturated FA-containing Gb4 as an endoge-
nous ligand (18). There were also reports that differences in the
length of fatty acids in ceramides affect the biological function
of lactosylceramide, i.e. activation of neutrophils (19). How-
ever, implication of lipid portion in the recognition of glycosph-
ingolipids by their ligands has been scarcely reported.

As enzymes that hydroxylate ceramides, DES2 and FA2H,
have been reported and the possibility that unknown hydroxyl-
ation enzymes (2-hydroxylase) also exist have been suggested
(20). As shown in this study, gene knockout of either DES2 or
FA2H resulted in the reduction of hydroxylated GD3 and sub-
sequent emergence of Siglec-7 binding. Simultaneous knock-
out of these genes further increased Siglec-7 binding. Further-
more, it was also suggested that newly dehydroxylated
ceramide-containing GD3 showed reduced sensitivity to the
killing by NK cells in PBMCs via interaction with Siglec-7 and
subsequent inhibitory signaling (Fig. 6B). Thus, it can be con-
cluded that ceramide structures in glycosphingolipids are
involved in not only binding of Siglec-7 but also in the biological
effects triggered by their interactions.

As for C2-hydroxylation of fatty acids, there have been intrigu-
ing reports on various biological effects of 2-hydroxyceramide–
containing glycolipids, e.g. stability of myelination and regulation
of apoptosis (21). Furthermore, FA2H gene expression data

Figure 5. Effects of knockout of DES2 and FA2H on the structure of GD3 and Siglec-7 binding. A, genome sequences of a total of eight clones each after
knockout of DES2 and/or FA2H with CRISPR/Cas9 are shown. Because numbers of deleted bases were not in multiples of three in all clones, these gene products
should lose correct protein forms. B, KO cell-derived ganglioside bands were compared in HPTLC. C, extracted acidic glycolipids from DLD-1 GD3S and
individual KO cells were separated by HILIC–HPLC system and quantified by MRM analysis. The intensities of ions of major components of GD3 (t18:0 –24:1/
d18:1–24:0 h) and corresponding regular forms (d18:1–24:0) were measured and calculated as “hydroxyl” and “nonhydroxyl” (regular) species. D, FCM analysis
by Siglec-7–Fc (upper panel) and anti-GD3 mAb (lower panel). E, summary of FCM analysis. Geometric mean of fluorescence intensity (geoMFI) of Siglec-7-
binding was measured and presented. These analyses were repeated at least three times with similar results.

Figure 6. Localization of GD3 and effects of KO of DES2 and/or FA2H on
the sensitivity to NK cell killing. A, localization of endogenous and milk-
derived GD3. GD3 was stained by mAb R24, and then by an FITC-labeled
secondary antibody after fixation with 4% paraformaldehyde in PBS. Confocal
images were obtained using FluoviewFV10TM (Olympus). B, cytotoxic activity
of human healthy donor-derived PBMCs toward DLD-1 GD3S and various KO
cells was measured by LDH release detection kit. LDH-coupled enzymatic
product (a red formazan product) was determined by absorbance at 490 nm.
The percent cytotoxicity was calculated according to manufacturer’s proto-
col. DAPI, 4,6-diamidino-2-phenylindole.
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revealed that cancers generally express definitely lower levels of
FA2H than corresponding normal tissues, e.g. skin and colon etc.
(GEO entry 79152). Taken together with our results, loss of hy-
droxylation of ceramides in either LCB or FA in cancers may con-
fer the capability to counter-attack toward the NK cells, leading to
escape of cancer cells from immune surveillance system.

A previous study (22) reported that the “intermediate zone,”
i.e. linkage region between the polar part and the hydrophobic
part, was of interest in the physicochemical properties of mem-
branes. It has been long thought that a variation in the number
of hydroxyl groups (1– 4 hydroxylation) of FA and LCB might
be important for the regulation of the potential hydrogen bonds
and largely affect membrane stability and barrier properties.
Actually, knockdown of FA2H leads to enhanced diffusional
mobility of raft-associated lipids in the plasma membrane (23).
However, co-crystallization of the V-set domain of Siglec-7
with a GT1b analog revealed that Siglec-7 undergoes a large
conformational shift upon binding the GT1b analog, leading to
suited binding to glycosphingolipid core region (Glc-Cer) of
b-series gangliosides (24). DES2 and FA2H are highly expressed
in normal colon, whereas the expression levels of them seem to
reduce along with increasing degrees of malignancy of tumors.

Whether recognition of sialyl glycosphingolipids by Siglec-7
takes place at single molecular levels or is based on the assem-
bled glycolipids on the cell surface remains to be investigated.

Furthermore, whether hydroxylation of the ceramide por-
tion affects modes of assembly of glycosphingolipids, particu-
larly on the cell surface, is also an intriguing issue. Our results
obtained in this study by biochemical analyses (Fig. 7) and also
by morphological (imaging) approaches (Fig. S6 and Fig. 8)
strongly suggest substantial basis for the differences in Siglec-7
binding depending on the ceramide structures. The binding of
Siglec-7 might depend on the intracellular localization of GD3
and probably on the molecular clustering. The discrepancy in
the binding of Siglec-7–Fc to GD3 between two situations, i.e.
on the cell surface of DLD-1 GD3S and on TLC plate (Fig. 1, A
and D), might indicate differences in the organization of DLD-1
GD3S-derived GD3 under these two environments.

Experimental procedures

Antibodies and recombinant Siglec-7–Fc

Anti-GD3 mAb R24 (mouse IgG3) was kindly provided by
Dr. L. J. Old at Memorial Sloan-Kettering Cancer Center. Anti-

Figure 7. DES2 knockdown and FA2H knockout resulted in recruitment of GD3 to lipid rafts. A, lipid rafts of DLD-1 GD3S transfected with anti-DES2 siRNA
twice or DLD-1 GD3S FA2HKO were fractionated by sucrose density gradient ultracentrifugation, and TfR (non-raft marker) and Flotillin-1 (raft marker) were
immunoblotted. B, TLC immunostaining with mAb R24 (anti-GD3) for raft-derived (fractions 2– 4) and nonraft-derived (fractions 7–10) gangliosides were
performed after pooling and purification with SepPakC18 and DEAE-Sephadex column. Antibody binding was detected using Konica Immunostain HRP-1000
(Konica Minolta) or ECL-Plus (PerkinElmer Life Sciences). C, intensity of the GD3 bands in the individual lanes were quantified using ImageJ software and were
presented as % ratios of bands between raft and nonraft in the individual cell lines. Similar results were obtained at least twice, and representative results are
shown.
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GD2 mAb 220-51 (mouse IgG1) was previously generated in
our laboratory (4). Anti-mouse IgG conjugated with horserad-
ish peroxidase and anti-mouse IgG conjugated with FITC were
from Amersham Biosciences (Little Chalfont, UK). Anti-hu-
man IgG Fc-specific antibody conjugated with FITC or phyco-
erythrin were from BioLegend (Little Chalfont, UK). Siglec-
7–Fc is a fusion protein created through the joining of the
extracellular domain of Siglec-7 and human IgG1 Fc region. An
expression vector pEE14 –Siglec-7–Fc was kindly provided by

Dr. Crocker at University of Dundee. Siglec-7–Fc protein was
expressed in HEK293T and purified using the protein A-Sep-
haroseTM beads column (GE Healthcare, Little Chalfont, UK).

Cell culture and establishment of ganglioside GD3-expressing
cell lines

A human colon adenocarcinoma cell line DLD-1 was main-
tained in Dulbecco’s modified Eagle’s medium (DMEM)
(NISSUI, Tokyo, Japan) supplemented with 7.5% fetal bovine
serum at 37 °C in a humidified atmosphere containing 5% CO2.
GD3S (ST8SIA1) cDNA-transfectant DLD-1 GD3S clones were
selected in the medium containing 400 �g/ml G418 (Sigma)
and maintained in the same condition. These cells were cul-
tured in the G418-deleted medium for �1 week before being
used for some experiments.

FCM

Cell-surface expression of GD3 was analyzed by FCM,
FACSCaliburTM (BD Biosciences). Cells were detached by tryp-
sin-EDTA/PBS and incubated with a primary antibody for 45
min on ice and then stained with fluorescein-labeled secondary
antibody.

Expression analysis of gangliosides

GD3-expressing DLD-1–transfectant cells were established
by GD3 synthase (ST8SIA1) cDNA transfection into DLD-1.

Figure 8. Distribution patterns of GD3 as analyzed by ELYRA super-resolution microscope. Super-resolution imaging of GD3 on DLD-1 GD3S and the
DES2/FA2H DKO cells was performed. Cells were seeded on glass coverslips (No. 11/2 high-performance, Zeiss) and fixed with 3% PFA � 0.1% glutaraldehyde
PBS. They were reduced with 0.1% NaBH4 and blocked in 2.5% BSA and 5% normal goat serum. Mouse anti-GD3 mAb R24 and rabbit anti-TfR antibody (H-300,
Santa Cruz Biotechnology) were added and incubated for 1 h. Anti-rabbit IgG-ATTO488 (Sigma) and anti-mouse–Alexa 647 (Invitrogen) were added and
incubated for 1 h. Washed samples were post-fixed with 3% PFA � 0.1% glutaraldehyde. They were embedded following TDE protocol (27). SR-SIM imaging
was performed using LSM880-ELYRA PS.1 system (Zeiss). Wide-field images (upper panel) and SR-SIM images (lower panel) of DLD-1 GD3S (left panel) and DLD-1
GD3S DES2/FA2H DKO (right panel) cells are shown. DAPI, 4,6-diamidino-2-phenylindole.

Figure 9. Summary of this study. Hydroxylated ceramide-containing GD3
does not form clusters on the cell surface, leading to nonbinding of Siglec-7,
and confers cells with higher sensitivity to NK cell killing. However, regular
ceramide-containing GD3 forms clusters in lipid/rafts, leading to binding of
Siglec-7, and makes cells less sensitive to NK activity.
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For incorporation of exogenous GD3 in DLD-1, bovine milk-
derived GD3 was added to DLD-1 culture medium. In brief,
DLD-1 (GD3�) was cultured in DMEM containing bovine milk
GD3 (12.5 �M) for 5 h at 37 °C. After 5 h, the cells were analyzed
with FCM to check GD3 expression levels and binding of
Siglec-7–Fc.

Isolation of gangliosides and TLC

To prepare total gangliosides from cultured cells, total lipids
were extracted by chloroform (C)/methanol (M) 2:1 (v/v) over-
night, and at 1:1 (v/v) for 1 h and at 1:2 for 1 h. Resulting extracts
were desalted by Sep-Pak C18TM (Waters) and applied to a
DEAE-Sephadex A-50TM (GE Healthcare, Little Chalfont, UK).
They were separated into neutral fraction (flow-through) and
acidic fraction (elution with C/M, 0.8 M sodium acetate, 30:60:
8). The acidic fractions were analyzed by HPTLC Silica Gel
60TM (Merck Millipore, Darmstadt, Germany) after desalting
and resorcinol spray. TLC immunostaining and mass spec-
trometry (MS) were performed for structural analysis. TLC and
TLC immunostaining were done as reported previously (25).

Isolation of gangliosides from bovine milk

Highly-concentrated ganglioside powder by trypsin digestion of
milk and subsequent gel filtration was used for extraction with
C/M (1:1). The extracts were applied for ion-exchange column
(DEAE-Toyopearl acetate form), and gangliosides were eluted by
0.5 M sodium acetate in MeOH. After desalting and concentration,
samples were applied for silica gel column, and gangliosides were
eluted by C/M (2:8) and concentrated by evaporation. More than
90% was gangliosides in TLC-resorcinol.

MS

TLC-developed samples were analyzed directly using ESI
robotic ion source TriVersa NanoMate LESATM system and
QTRAP 6500TM (ABSciex, MA). Glycolipids extracted from
DLD-1 GD3S were separated on an aluminum sheet-backed
HPTLC Silica Gel 60TM (Merck Millipore, Darmstadt, Ger-
many) using a solvent system as described above. The plate was
stained by primuline solution (0.001% of acetone/water, 80:20),
and the location of GD3 was decided. Then, glycolipids were
blotted onto a polyvinylidene difluoride membrane with TLC
Thermal BlotterTM (ATTO Corp., Tokyo, Japan). GD3 on the
pre-programmed position was automatically extracted by the
robot with a special tip containing 10 �l of extraction solvent
(C/M � 2:1, 5 mM ammonium formate) and then induced into
ion source. The precursor ion scan of 290 m/z ([Neu5Ac-H]�)
in negative ion mode was performed for screening of GD3
molecular species.

For structural analysis, enhanced product ion scan against
m/z was performed by a trap fill time of 1 ms in positive and
negative modes. MRM analysis for quantification of several cer-
amide molecular species of GD3 was performed using
QTRAP6500 system combined with Shimadzu ProminenceTM

HPLC system (Simadzu, Kyoto, Japan). Samples were injected
into the HPLC equipped with a HILIC column (BEH amide,
Waters). LC separation was performed with linear gradient
(0 –5 min, 0% B; 5–30 min, 0 –100% B; equilibration, 10 min, 0%
B) of solvent A (83% acetonitrile and 17% water with 1 mM

ammonium formate) and solvent B (50% acetonitrile and 50%
water with 50 mM ammonium formate) at an estimated flow
rate of 150 �l/min and column temperature was set at 40 °C.
For LESA and MRM analysis, ion spray voltage, declustering
potential, and collision-induced dissociation conditions were
�4500, �120, and �40 V in negative ion mode and 5500, 45,
and 45 V in positive ion mode.

Knockout of DES2 and FA2H with CRISPR/Cas9 system

The pX330 –sgRNA–Cas9 plasmid was kindly provided by
Dr. M. Ikawa at Osaka University. For preparing knockout cells
of DES2 and FA2H genes using the CRISPR/Cas9 system, we
designed sgRNA against individual genes according to previous
reports (26). Their CRISPR/Cas9 target genome sequences are
5�-GCACAACGCGGCCTTCGGCACGG-3� on exon 2 of
human DES2 and 5�-AGCTTCGTGCGGCACCACCC-
GGG-3� on exon 1 of human FA2H. The 5�-NGG-3� is a proto-
spacer adjacent motif sequence. Oligonucleotides for the
knockout system of CRISPR/Cas9 expression vector pX330-
sgRNA are forward primer 5�-caccgcacaacgcggccttcggca-3�
and reverse primer 5�-aaactgccgaaggccgcgttgtgc-3� for pX330-
sgRNA hDES2, and forward primer 5�-caccgagcttcgtgcggcac-
caccc-3� and reverse primer 5�-aaacgggtggtgccgcacgaagctc-3�
for pX330-sgRNA hFA2H.

Synthesized oligonucleotides corresponding to parts of indi-
vidual genes adding a restriction enzyme BbsI sequence were
inserted into pX330-Cas9 plasmid after BbsI treatment. These
vectors were amplified in Stbl3-competent cells (Invitrogen).
For establishment of DES2 and FA2H KO cell lines, these
sgRNAs and Cas9 expression vectors together with blasticidin
S-resistance gene and EGFP expression vector were co-trans-
fected into DLD-1 GD3S cell. Then, these cells underwent
selection in the presence of blasticidin S (at 8 �g/ml) (Funa-
koshi, Tokyo, Japan) and were checked that EGFP is negative,
indicating no stable expression of sgRNA and Cas9. After estab-
lishment of transfectant clones by limiting dilution, genome
sequences of DES2 and FA2H were checked. In brief, their tar-
get genomic DNA was amplified using KOD FXTM (TOYOBO),
and 3�-adenine was added by GoTaq polymeraseTM (Promega,
WI). Then, the products were cloned by TOPO TATM cloning
kit (Invitrogen) and sequenced by BigDyeTM terminator ver-
sion 1.1 cycle sequence kit (Applied Biosystems) using the
M13 forward primers. The BigDye products were applied for
PRISM 3100 Genetic AnalyzerTM (Applied Biosystems).
Their sequences of at least eight clones for each transfectant
were analyzed.

Immunocytostaining of GD3

Cells were plated on a round cover glass in wells of 24-well
plates and incubated overnight in DMEM supplemented with
7.5% fetal calf serum at 37 °C. The next day, after washing three
times with plain DMEM, milk-derived GD3 in plain DMEM
was added (12.5 �M) and incubated for 7 h at 37 °C. Cells were
fixed with paraformaldehyde (4% in PBS) for 10 min at room
temperature and then washed twice with PBS. Nonspecific
binding was blocked with BSA (5% in PBS) for 1 h at room
temperature. Cells were incubated with mAb R24 (1:200) in
PBS containing 2% BSA for 1 h at room temperature. After
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being washed with PBS, cells were incubated with Alexa 568-
conjugated goat anti-mouse-IgG (1:200) (Invitrogen) in PBS
containing 2% BSA for 1 h at room temperature. After washing
twice with PBS, cells were imaged using a confocal microscope
(Fluoview FV10TM, Olympus, Tokyo, Japan).

Cytotoxicity assay with PBMCs

PBMCs were obtained by Ficoll-PaqueTM (GE Healthcare,
Little Chalfont, UK) from healthy donors’ peripheral blood.
The cytotoxicity of NK cells (PBMCs) against Siglec-7–Fc-re-
active or nonreactive DLD-1 GD3S was assessed using CytoTox
96 Nonradioactive Cytotoxicity AssayTM kit (Promega, WI)
according to the manufacturer’s instruction. E/T indicates ratio
of effector (PBMCs) to target (DLD-1 GD3S and knockout
cells). Human cells were used in accordance with the Ethics
Committee of Nagoya University Graduate School of Medicine
following the Declaration of Helsinki principles.

Separation of raft/nonraft fractions

Lipid rafts of DLD-1 GD3S cells and those treated with anti-
DES2 siRNA or DLD-1 GD3S FA2H KO were fractionated by
sucrose density gradient ultracentrifugation, and TfR (nonraft
marker) and flotillin-1 (raft marker) were immunoblotted as
described previously (8).

TLC immunostaining

Gangliosides were collected from raft fractions (fractions
2– 4) and nonraft fractions (fractions 7–10) from ultracentrif-
ugation of Triton X-100 extracts. They were pooled and puri-
fied with SepPak C18 and DEAE-Sephadex column. Ganglio-
sides were separated and heat-blotted as described in “MS”.
Then, the membrane was immunoblotted using anti-GD3 mAb
R24, and antibody binding was detected using Konica Immu-
nostain HRP-1000 (Konica Minolta) or ECL-Plus (PerkinElmer
Life Sciences).

Super-resolution imaging

Cells were seeded on glass coverslips (No. 11/2 high-perfor-
mance, Zeiss) and fixed with 3% PFA � 0.1% glutaraldehyde
PBS for 10 min at room temperature. They were reduced with
0.1% NaBH4 for 7 min and blocked in 2.5% BSA and 5% normal
goat serum. mAb R24 and rabbit anti-TfR antibody (H-300,
Santa Cruz Biotechnology) were added and incubated for 1 h at
room temperature. Anti-rabbit IgG-ATTO488 (Sigma) and
anti-mouse-Alexa 647 (Invitrogen) were added and incubated
for 1 h at room temperature. Washed samples were post-fixed
with 3% PFA � 0.1% glutaraldehyde. They were embedded by
2,2�-thiodirthanol (TDE) protocol (27). Super-resolution struc-
tured illumination microscopy (SR-SIM) imaging was per-
formed with LSM880-ELYRA PS.1 system (Zeiss).

Statistics

One-way analysis of variance was performed to compare
means of the percent cytotoxicity of PBMCs toward Siglec-7–
Fc-nonreactive clone (DLD-1 GD3S) and three Siglec-7–Fc-
reactive clones (FA2H KO, DES2 KO, and DKO) by statistics
software StatPlus:mac LE version 6.1.60 (AnalystSoft, CA).

Student’s t test was performed by Excel 2011 for mac
(Microsoft, WA).
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