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In-depth understanding of the cell-surface dependent pro-
cesses leading to virus binding and infection of host cells,
including the identification of new receptors mediating the
initial steps, is of central importance for the development of
new anti-viral therapies. One still poorly understood but
highly contagious virus is the human norovirus, which causes
acute gastroenteritis.[1] It is a single-stranded non-enveloped
RNA virus belonging to the Caliciviridae family and during
recent years, new strains, particularly of the genotype GII.4,
have emerged causing worldwide epidemics.[2] However,
detailed knowledge on 1) the target cell, 2) the mechanism
of viral entry, and 3) the receptor(s) for cellular uptake are
still lacking.

Because there is presently no simple cell-culture model
available for propagating human norovirus, experimental
studies aimed at resolving (1) to (3) are heavily dependent on
in vitro production of virus-like particles (VLPs),[3] which, for
the norovirus, form spontaneously when the major capsid

protein (VP1) is recombinantly expressed.[2] Such VLPs show
a symmetric icosahedral shell assembled from 180 copies of
the VP1 protein,[4] with a morphology, antigenicity, and
binding characteristics that reflect those of native viruses.[5]

VLP binding studies have revealed that most human noro-
viruses recognize, in a strain-specific manner, ABO, Lewis
(FUT3), and secretor (FUT2) gene-dependent histo-blood
group antigens (HBGAs),[1,6] on glycoproteins and glyco-
sphingolipids.[6c,7] VLPs also bind in a fucose-dependent
manner to epithelial cells of duodenal tissue sections and
saliva from secretors but not from non-secretors.[8]

This study was motivated by the fact that histopatholog-
ical biopsies point to the upper small intestine as the likely
target organ for this virus.[9] Besides type 1 chain fucolipids,
epithelial cells of the human small intestine contain large
amounts of monoglycosylceramides (mainly b-galactosyl-
ceramide, (GalCer)).[10] Moreover, although not previously
explored in the context of norovirus infection, GalCer and
other short-chain glycosphingolipids (GSLs) have been
identified as facilitators of other viral infections, such as
HIV.[11] To explore if GalCer could potentially be a receptor
for norovirus infection, thus acting alone or in combination
with other HBGAs on glycolipids that have been identified to
interact specifically with different norovirus strains,[6c,7] this
work is focused on characterizing norovirus VLP binding to
GalCer.

GSLs are usually found together with cholesterol and
sphingomyelin in phase-separated domains.[12] In addition to
the verified role of GSL domains in a variety of cellular
processes,[12b, 13] there is also increasing evidence that such
domains can be sites for pathogen attack.[14] Of particular
relevance to this work, GalCer is believed to cluster into
microdomains, as it has been isolated in the form of
detergent-resistant membranes.[15] Phase separation of
GalCer is further supported by a variety of studies on
model supported lipid bilayers (SLBs).[16] Herein, we report
the recognition of GalCer by norovirus VLPs, with particular
focus on the dependence of this interaction on GSL pre-
sentation and packing, including domain formation.

Protein–carbohydrate interactions between the VLPs
from norovirus and GalCer were identified using the chro-
matogram binding assay (CBA), a well-established method
for probing binding of proteins to GSLs.[17] As shown in
Figure 1, VLPs bound to reference H type 1 GSLs, typically
present in the small intestine of an OLe(a-b-) secretor but not
of an OLe(a+b-) non-secretor, a phenotype known to be
genetically resistant to infection by most GII.4 norovirus
strains.[18] Interestingly, VLPs also bound to monoglycosyl-
ceramides, a mixture of GlcCer and GalCer, of small- and
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large-intestinal samples of both secretors and non-secretors,
as well as to purified galactosylceramides of human meco-
nium. The two bands of galactosylceramides are related to
heterogeneity of the ceramides with both dihydroxylated
sphingosine (d18:1) and trihydroxylated phytosphingosine
(t18:0) present together with a span of hydroxylated (hC16:0–
hC24:0) fatty acids.[19] In control experiments, the VLPs
bound equally well to monospecies (greater than 95%)
galactosylceramides with d18:1–16:0 or d18:1–24:1 ceram-
ides. VLP binding to GalCer was not previously reported,
whereas binding to HBGAs was in agreement with previous
studies on GSLs[6c,7, 9] and on neoglycoproteins.[20]

While the CBA offers the possibility to screen, in a stand-
ardized manner, for interactions between the GSLs and the
virus particles, the ligand presentation on a TLC plate is likely
to differ significantly from the one in a natural lipid
membrane. Because of the positive interaction between the
norovirus VLPs and GalCer, we extended the investigation to
include VLP binding to GalCer mixed with 1-palmitoyl-2-
oleoyl-sn-glycero-3-phosphocholine (POPC) lipids in planar
SLBs. Such model cell membranes make it possible to present
the ligand to the virus particle in a more native-like environ-
ment while preserving relevant characteristics such as mem-
brane fluidity, ligand mobility, and the ability of GSLs to
organize into microdomains.[21]

SLBs containing native GalCer were produced by surface-
induced fusion of lipid vesicles on SiO2 substrates at 37 8C,
that is, above the phase-transition temperature of GalCer.
SLBs containing 10% (w/w) GalCer were characterized by
atomic force microscopy (AFM), which permits high-reso-
lution imaging of individual GalCer-rich domains at different
temperatures, down to a few hundred nanometers. At 37 8C,
the SLBs were mostly homogeneous and defect-free; the
domain surface coverage being less than 0.4% (Figure 2a).
Cooling across the miscibility gap leads to phase separation
and at 22 8C, approximately 7% of the surface was covered

with micrometer-sized domains (average area: 21 mm2; Fig-
ure 2b). As shown in Figure 2c, these domains could be
clearly visualized as topographically higher fractal structures
(height: approximately 1.5 nm), in good agreement with other
studies.[16, 22]

A quartz crystal microbalance with dissipation monitoring
(QCM-D)[23] was used to investigate the influence of micro-
domains on norovirus binding to GalCer. This in situ tech-
nique is based on an oscillating piezoelectric quartz crystal
resonator. A negative change in resonance frequency (Df) is,
to a good approximation, proportional to the bound mass,
including the water molecules hydrodynamically coupled to
the film. Additionally, the damping of the crystal (recorded
simultaneously as a change in the energy dissipation (DD))
provides information on the viscoelastic and structural
properties of the film: the softer the film, the higher the DD
values. The formation of the bilayer at 37 8C was verified
in situ (Figure 3, time< 0): the initial vesicle adsorption
resulted in a decrease in Df and an increase in DD. When

a critical vesicle surface coverage was reached, this was
followed by a spontaneous increase and decrease in Df and
DD respectively, which is characteristic for vesicle rupture
and fusion into a more rigid (DD = 0) planar bilayer.[24] After

Figure 1. Thin-layer chromatogram binding assay showing binding of
Dijon GII.4 VLPs to GSLs. a) Chemical staining with a predominance
of GSL with 1 and 5 sugar residues (indicated at the left). b) VLPs
binding to specific GSLs. The GSL samples were total non-acid GSLs
from human small-intestinal epithelial cells from a blood group
OLe(a+b-)non-secretor (FUT2�/�; lane 1), an OLe(a-b-)secretor
(FUT2 + /� ; lane 2), pure GalCer (lane 3, upper bands), blood group
H type 1 chain pentaglycosylceramide (lane 3, lower band), blood
group Lea pentaglycosylceramide (lane 4), and total non-acid GSLs
from human large-intestine epithelial cells of an OLe(a-b+)secretor
(lane 5) and from a mucosa scraping of an ABLe(a+b-)non-secretor
(lane 6). c) Binding of Dijon VLPs to GalCer (lane 1) and H type 1
chain GSL (lane 2) on a separate TLC chromatogram.

Figure 2. AFM images of POPC bilayers containing 10 % GalCer. a) At
37 8C, the bilayer is homogeneous with few domains (less than 0.4%);
b) at 22 8C, the average domain surface coverage is 7%. c) Magnifica-
tion of a fractal GalCer domain with corresponding height profile
(white line in the image).

Figure 3. QCM-D study of norovirus binding to a bilayer containing
10% GalCer. a) Frequency shifts Df and b) energy dissipation DD
versus time t after addition of VLPs for unlabeled GalCer at 37 8C
(black) and 22 8C (red), and for GalCer-Atto647N at 22 8C (blue).
Bilayer formation (t<0) was followed by injection of the VLPs at t = 0
(Df and DD were set to zero for t = 0). Inserts: binding to a bilayer
containing 5% non-clustering H type 1 at 37 8C (light green) and at
22 8C (dark green). Blue arrows= rinsing steps.
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completion of this process, the value of Df was�24.3� 0.5 Hz
and DD was 0.04� 0.1 � 10�6 indicating that a high-quality
bilayer with a low number of defects was formed.[24b] VLP
binding was monitored at 22 8C after inducing domain growth
by heating the chamber to 50 8C (one hour) and cooling it
down to 22 8C, in analogy to the AFM experiments. The
binding reaction (started at t = 0 in Figure 3) could be
followed by a decrease in Df and an increase in DD. It
reached saturation within 15 minutes and stabilized to a Df
value of �8.7 Hz and DD at 0.85 � 10�6. To block potential
defects in the bilayer, the sensor was incubated in bovine
serum albumin (BSA) prior to addition of the VLPs.

The VLP binding was GSL-specific as confirmed by
control experiments performed with pure POPC bilayers
(�Df< 0.7 Hz; data not shown). Furthermore, the results
were confirmed with GalCer isolated from other sources and
having monospecies ceramides as well as with bilayers
containing different amounts of GalCer (see Supporting
Information).

To investigate the influence of GSL clustering on VLP
binding, experiments were also performed under experimen-
tal conditions where GalCer is in the fluid phase. At 37 8C,
binding was reduced by one order of magnitude to values of
Df =�1.2 Hz and DD = 0.09 � 10�6, that is, close to the
detection limit of the instrument, in agreement with the
small (less than 0.4%) domain fraction observed at 37 8C.
Control experiments further confirm that the temperature
does not negatively affect the activity of the VLPs (insert:
Figure 3; see also Ref. [25] and Supporting Information,
Figure S1). We further tested VLP binding to a bilayer
containing 10% GalCer labeled with the dye Atto647N by
acyl-chain replacement. At room temperature, GalCer-
Atto647N did not form domains in SLBs (see Supporting
Information) and no binding of VLP was observed (Figure 3).
This may be due to two reasons: GalCer-Atto647N does not
by itself promote strong VLP binding when in the liquid
phase, or it does not have the right conformation in the SLB
owing to the introduction of the label (similar to GM1, in the
context of cholera toxin[26]). Under the same experimental
conditions, VLP binding to a bilayer containing 5 % H type 1,
which is known not to form a gel-phase at room temperature
(see Ref. [25]) remained in the linear regime until rinsing at
t = 15 minutes, and saturation was not reached (Figure 3a
insert).[6c] In contrast, VLP binding to GalCer bilayers was
saturated within ten minutes, suggesting that all accessible
GalCer ligands become engaged in VLP binding. Because the
total amount of GSL was larger for GalCer than H type 1, this
indicates that only a fraction of the GalCer ligands is exposed
in a way that favors VLP binding. Moreover, DD versus Df
plots further indicate that the VLPs might locally reach
a maximal coverage, as expected for cases when the VLPs are
binding to well-defined areas on the bilayer. This is further
discussed in the Supporting Information. Taken together, the
QCM-D results suggest that the VLPs preferentially bind to
GalCer in domains while, under these conditions, binding to
H type 1 seems less dependent on the presence of preformed
domains.

To gain further insight into domain recognition by the
norovirus VLPs, we complemented our results with fluores-

cence microscopy experiments using bilayers further doped
with 1% (w/w) 2-[12-(7-nitrobenz-2-oxa-1,3-diazol-4-yl)-
amino]dodecanoyl-1-hexadecanoyl-sn-glycero-3-phospho-
choline (NBD-PC). The fluorescent lipids were shown to
predominantly partition into the gel-phase (Figure 4). At

10% GalCer, the domains were too small to be resolved with
optical microscopy. When the amount of GalCer was
increased to 20% or 35%, domains were easily visualized
by fluorescence microscopy as bright fractal features (Fig-
ure 4b), while at temperatures above 37 8C, the bilayers were
mostly homogeneous, in agreement with the AFM measure-
ments (see Supporting Information for fluorescence micros-
copy images). Fluorescence recovery after photobleaching
(FRAP) experiments confirm that the lipids in the domains
are immobile (as expected for a gel-phase) while lipids around
the domains are highly mobile (see Supporting Information).
In all cases, the presence of GalCer leads to a reduced lipid
diffusivity and increased immobile fraction (see Supporting
Information). This is attributed to the presence of gel-phase
domains which 1) act as diffusion obstacles to NBD-PC in the
fluidic phase and 2) trap fluorescent lipids in the gel-phase
(Figure 4).

VLP binding was tested using bilayers containing 35%
(w/w) or 20 % GalCer and 1 % (w/w) NBD-PC. Such SLBs
were then incubated with VLPs, and the site of binding was
visualized by addition of rhodamine-labeled phospholipid
vesicles containing H type 1 used as labels for the unstained
VLPs (red in Figure 4). These vesicles are specific to
norovirus VLPs, as shown previously,[27] and were confirmed
by control experiments performed in the absence of VLPs
(data not shown).

Figure 4. Fluorescence micrographs of NBD-containing (lex = 460 nm/
lem = 534 nm) GalCer domains (green/left) after addition of VLPs and
rhodamine-labeled (lex = 560 nm/lem = 580 nm) H type 1 vesicles (red/
right) a) for 20% GalCer and b) for 35 % GalCer bilayers. Scale
bar = 50 mm.
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Strikingly, for the 35% GalCer bilayers, the VLPs
recognized predominantly the edges and not the center of
the GalCer domains. Some binding within the liquid phase
was also observed and tentatively attributed to small GalCer
clusters (Figure 4b). This observation illustrates the need for
an optimal degree of ligand spacing and presumably also lipid
mobility to promote sufficiently strong multivalent attach-
ment of the VLPs to GalCer bilayers. Ligand clustering may
in fact favor the formation of multivalent interactions, but
a too dense arrangement of the ligands can also lead to
weakened binding owing to steric effects, as previously
reported for cholera toxin binding to GM1.[28] For 20%
GalCer domains, however, there was no correlation in binding
between the VLPs and the edges of larger gel-phase domains
(Figure 4a). Rather, optimal GalCer presentation appears, in
this case, to be associated with the presence of smaller
(optically unresolved) features within the liquid phase. Even
though these results may appear contradictory, they most
likely illustrate an often ignored but crucial aspect of
recognition events controlled by lipid bilayers. Multivalent
interactions have delicate requirements with respect to how
the ligands are presented. Subtle differences in GSL packing
disorder, density, orientation, and spacing,[29] which typically
result from the formation of different lipid phases in bilayers
are therefore likely to play a crucial role in determining the
fate of the interaction and, in the case of virus binding, also
infection.

Hence, while domain formation does not appear to be
a requirement in the case of VLP binding to H type 1,[25] we
herein demonstrate that it is crucial for binding to GalCer. At
35% GalCer, conditions for strong VLP binding appears at
the rim of the domains, while at 20% GalCer, binding occurs
on domain features too small to be optically resolved. We
concluded this using a combination of thin layer chromatog-
raphy and in situ investigations on model membranes, which
together provide unique opportunities to study GSL–patho-
gen interactions and allow us to consider essential parameters
such as membrane organization, ligand presentation, and
multivalency. These results could stimulate further research
towards the identification of the physico-chemical properties
of the membrane, which lead to the interesting contrasts
reported herein. Especially, we believe that stimulated
emission depletion microscopy[30] will make it possible to
further correlate lipid diffusion on the nanoscale with VLP
binding.

The domain-dependent binding of norovirus GII.4 VLPs
to GalCer, also sheds light on a potential new player in the
norovirus infection process. We have earlier established that
secretor (FUT2) gene-dependent glycosphingolipids bind
norovirus, in excellent correlation to challenge and outbreak
studies, showing the genetic linkage to disease resistance/
susceptibility to most, but not all, of the human norovirus
strains.[9] GalCer is not only one of the major GSLs in human
intestinal epithelial cells together with type 1 chain fucosy-
lated GSL.[10a, 19b,31] It is also a co-receptor in HIV infection,[11a]

where it has been proven responsible for transcytosis through
intestinal epithelial cells.[32] The observation that VLPs bind
to both GSL types with different characteristics is thus of
considerable interest when studying norovirus infection.

When comparing GalCer to the other GSLs previously
identified to bind to norovirus, it is worth noting that the
carbohydrate head group of GalCer is shorter (it has only
a single sugar unit) and therefore provides a possibility for
intimate contact between the membrane and the virus capsid.
Such GSLs with shorter headgroups may more often serve as
receptors, owing to the close proximity with the bilayer
membrane, facilitating internalization.[11a] The roles played by
different GSLs may be altered owing to the local plasma
membrane organization in different cell types and possibly at
different stages of infection, from adhesion to egress. It is
worth stressing, however, that the complexity of a real cell
membrane and the possibility of non-equilibrium states
induced by sophisticated cellular processes imply that model
membranes may not permit a precise prediction of the cell
membrane structures in vivo. However, as exemplified by the
GalCer domains observed in our work, such studies set a basis
for the physical origin of lipid domains and increase our
understanding of their possible role in virus–host membrane
interactions.

Experimental Section
For the CBA,[10a,17a, 31] pure GSLs or GSL mixtures were applied to
aluminum backed silica gel HPTLC plates developed in chloroform/
methanol/water (60:35:8 by volume). After drying, plates were cut
into sections, which were either stained chemically by anisaldehyde/
sulfuric acid/acetic acid (1:2:97 by volume) or plasticized with
poly(isobutyl methacrylate). The VLPs were added after blocking
with BSA and detected after incubation with antiserum against
norovirus and a secondary alkaline phosphatase-conjugated antibody.

The phospholipid vesicles for SLB formation were prepared by
lipid-film hydration and extrusion through 30 nm polycarbonate
membranes at 70 8C (22 8C if no GalCer was included). For
fluorescence microscopy and AFM, the bilayers were formed on
a clean glass substrate at 37 8C followed by extensive rinsing. AFM
images were obtained in intermittent-contact mode in a temperature-
stabilized liquid chamber. VLP binding was monitored in situ by
QCM-D after formation of the bilayers on a SiO2 coated sensor and
blocking with BSA. Fluorescence images were acquired at 60 �
magnification on an inverted fluorescence microscope equipped with
a FITC and a TRITC filter cube. The vesicles used for VLP
visualization were prepared as described above and contained 5%
H type 1, as well as 1% 1,2-dihexadecanoyl-sn-glycero-3-phospha-
tidylethanolamine (rhodamine-DHPE).

Received: July 26, 2012
Published online: October 25, 2012

.Keywords: galactosylceramide · glycolipids · noroviruses ·
supported lipid bilayer · viruses

[1] M. M. Patel, A. J. Hall, J. Vinje, U. D. Parashara, J. Clin. Virol.
2009, 44, 1 – 8.

[2] E. F. Donaldson, L. C. Lindesmith, A. D. Lobue, R. S. Baric,
Nat. Rev. Microbiol. 2010, 8, 231 – 241.

[3] a) F. X. Heinz, S. L. Allison, Curr. Opin. Microbiol. 2001, 4, 450 –
455; b) J. Schalich, S. L. Allison, K. Stiasny, C. W. Mandl, C.
Kunz, F. X. Heinz, J. Virol. 1996, 70, 4549 – 4557; c) S. E.
Crawford, M. Labbe, J. Cohen, M. H. Burroughs, Y. J. Zhou,
M. K. Estes, J. Virol. 1994, 68, 5945 – 5952; d) L. W. McGinnes,
H. Pantua, J. P. Laliberte, K. A. Gravel, S. Jain, T. G. Morrison, J.

Angewandte
Chemie

12023Angew. Chem. Int. Ed. 2012, 51, 12020 –12024 � 2012 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim www.angewandte.org

http://dx.doi.org/10.1016/j.jcv.2008.10.009
http://dx.doi.org/10.1016/j.jcv.2008.10.009
http://dx.doi.org/10.1038/nrmicro2296
http://dx.doi.org/10.1016/S1369-5274(00)00234-4
http://dx.doi.org/10.1016/S1369-5274(00)00234-4
http://dx.doi.org/10.1128/JVI.01931-09
http://www.angewandte.org


Virol. 2010, 84, 4513 – 4523; e) R. Noad, P. Roy, Trends Micro-
biol. 2003, 11, 438 – 444.

[4] B. V. Prasad, M. E. Hardy, T. Dokland, J. Bella, M. G. Ross-
mann, M. K. Estes, Science 1999, 286, 287 – 290.

[5] a) X. Jiang, M. Wang, D. Y. Graham, M. K. Estes, J. Virol. 1992,
66, 6527 – 6532; b) K. Y. Green, J. F. Lew, X. Jiang, A. Z.
Kapikian, M. K. Estes, J. Clin. Microbiol. 1993, 31, 2185 – 2191.

[6] a) S. Taube, J. W. Perry, K. Yetming, S. P. Patel, H. Auble, L. M.
Shu, H. F. Nawar, C. H. Lee, T. D. Connell, J. A. Shayman, C. E.
Wobus, J. Virol. 2009, 83, 4092 – 4101; b) M. Tan, X. Jiang, Trends
Microbiol. 2005, 13, 285 – 293; c) G. E. Rydell, A. B. Dahlin, F.
Hook, G. Larson, Glycobiology 2009, 19, 1176 – 1184.

[7] J. Nilsson, G. E. Rydell, J. Le Pendu, G. Larson, Glycoconjugate
J. 2009, 26, 1171 – 1180.

[8] J. Le Pendu, S. Marionneau, N. Ruvoen, B. Le Moullac-Vaidye,
M. Clement, A. Cailleau-Thomas, G. Ruiz-Palacois, P. W.
Huang, X. Jiang, Gastroenterology 2002, 122, 1967 – 1977.

[9] G. E. Rydell, E. Kindberg, G. Larson, L. Svensson, Rev. Med.
Virol. 2011, 21, 370 – 382.

[10] a) S. Bjork, M. E. Breimer, G. C. Hansson, K. A. Karlsson, H.
Leffler, J. Biol. Chem. 1987, 262, 6758 – 6765; b) K. Simons, G.
Vanmeer, Biochemistry 1988, 27, 6197 – 6202.

[11] a) C. A. Lingwood, D. R. Branch, Discov. Med. 2011, 11, 303;
b) J. C. Conboy, K. D. McReynolds, J. Gervay-Hague, S. S.
Saavedra, Angew. Chem. 2000, 112, 3004 – 3006; Angew. Chem.
Int. Ed. 2000, 39, 2882 – 2884; c) J. C. Conboy, K. D. McRey-
nolds, J. Gervay-Hague, S. S. Saavedra, J. Am. Chem. Soc. 2002,
124, 968 – 977.

[12] a) S. Taube, M. X. Jiang, C. E. Wobus, Viruses-Basel 2010, 2,
1011 – 1049; b) L. J. Pike, Biochem. J. 2004, 378, 281 – 292.

[13] K. Simons, E. Ikonen, Nature 1997, 387, 569 – 572.
[14] a) K. Hanada, Jpn. J. Infect. Dis. 2005, 58, 131 – 148; b) N. S.

Radin, Microbes Infect. 2006, 8, 938 – 945.
[15] T. E. Thompson, T. W. Tillack, Annu. Rev. Biophys. Bioeng.

1985, 14, 361 – 386.
[16] a) A. W. Szmodis, C. D. Blanchette, A. A. Levchenko, A.

Navrotsky, M. L. Longo, C. A. Orme, A. N. Parikh, Soft Matter
2008, 4, 1161 – 1164; b) C. D. Blanchette, W. C. Lin, T. V. Ratto,
M. L. Longo, Biophys. J. 2006, 90, 4466 – 4478; c) W. C. Lin, C. D.
Blanchette, M. L. Longo, Biophys. J. 2007, 92, 2831 – 2841.

[17] a) K. A. Karlsson, N. Stromberg, Methods Enzymol. 1987, 138,
220 – 232; b) G. C. Hansson, K. A. Karlsson, G. Larson, N.

Stromberg, J. Thurin, C. Orvell, E. Norrby, FEBS Lett. 1984, 170,
15 – 18.

[18] J. Le Pendu, N. Ruvoen-Clouet, E. Kindberg, L. Svensson,
Semin. Immunol. 2006, 18, 375 – 386.

[19] a) K. A. Karlsson, G. Larson, J. Biol. Chem. 1981, 256, 3512 –
3524; b) M. E. Breimer, G. C. Hansson, K. A. Karlsson, G.
Larson, H. Leffler, Glycobiology DOI: 10.1093/glycob/cws115.

[20] G. E. Rydell, J. Nilsson, J. Rodriguez-Diaz, N. Ruvoen-Clouet,
L. Svensson, J. Le Pendu, G. Larson, Glycobiology 2009, 19,
309 – 320.

[21] a) M. Tanaka, E. Sackmann, Nature 2005, 437, 656 – 663; b) S.
Hakomori, Proc. Natl. Acad. Sci. USA 2002, 99, 225 – 232;
c) A. R. Todeschini, S. I. Hakomori, Biochim. Biophys. Acta
Gen. Subj. 2008, 1780, 421 – 433.

[22] C. D. Blanchette, C. A. Orme, T. V. Ratto, M. L. Longo,
Langmuir 2008, 24, 1219 – 1224.

[23] a) A. Janshoff, H. J. Galla, C. Steinem, Angew. Chem. 2000, 112,
4164 – 4195; Angew. Chem. Int. Ed. 2000, 39, 4004 – 4032; b) M.
Rodahl, B. Kasemo, Rev. Sci. Instrum. 1996, 67, 3238 – 3241.

[24] a) E. Reimhult, C. Larsson, B. Kasemo, F. Hook, Anal. Chem.
2004, 76, 7211 – 7220; b) N. J. Cho, C. W. Frank, B. Kasemo, F.
Hook, Nat. Protoc. 2010, 5, 1096 – 1106.

[25] M. Bally, K. Dimitrievski, G. Larson, V. P. Zhdanov, F. Hook,
Phys. Biol. 2012, 9, 026011.

[26] E. Sezgin, I. Levental, M. Grzybek, G. Schwarzmann, V. Mueller,
A. Honigmann, V. N. Belov, C. Eggeling, U. Coskun, K. Simons,
P. Schwille, Biochim. Biophys. Acta Biomembr. 2012, 1818,
1777 – 1784.

[27] M. Bally, A. Gunnarsson, L. Svensson, G. Larson, V. P. Zhdanov,
F. Hook, Phys. Rev. Lett. 2011, 107, 188103-1 – 188103-5.

[28] P. S. Cremer, J. J. Shi, T. L. Yang, S. Kataoka, Y. J. Zhang, A. J.
Diaz, J. Am. Chem. Soc. 2007, 129, 5954 – 5961.

[29] O. G. Mouritsen, K. Jorgensen, Pharm. Res. 1998, 15, 1507 –
1519.

[30] C. Eggeling, C. Ringemann, R. Medda, G. Schwarzmann, K.
Sandhoff, S. Polyakova, V. N. Belov, B. Hein, C. von Midden-
dorff, A. Schonle, S. W. Hell, Nature 2009, 457, 1159 – 1162.

[31] J. Holgersson, P. A. Jovall, M. E. Breimer, J. Biochem. 1991, 110,
120 – 131.

[32] M. Bomsel, Nat. Med. 1997, 3, 42 – 47.

.Angewandte
Communications

12024 www.angewandte.org � 2012 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim Angew. Chem. Int. Ed. 2012, 51, 12020 –12024

http://dx.doi.org/10.1128/JVI.01931-09
http://dx.doi.org/10.1016/S0966-842X(03)00208-7
http://dx.doi.org/10.1016/S0966-842X(03)00208-7
http://dx.doi.org/10.1126/science.286.5438.287
http://dx.doi.org/10.1128/JVI.02245-08
http://dx.doi.org/10.1016/j.tim.2005.04.004
http://dx.doi.org/10.1016/j.tim.2005.04.004
http://dx.doi.org/10.1093/glycob/cwp103
http://dx.doi.org/10.1007/s10719-009-9237-x
http://dx.doi.org/10.1007/s10719-009-9237-x
http://dx.doi.org/10.1002/rmv.704
http://dx.doi.org/10.1002/rmv.704
http://dx.doi.org/10.1021/bi00417a001
http://dx.doi.org/10.1002/1521-3757(20000818)112:16%3C3004::AID-ANGE3004%3E3.0.CO;2-P
http://dx.doi.org/10.1021/ja011225s
http://dx.doi.org/10.1021/ja011225s
http://dx.doi.org/10.3390/v2041011
http://dx.doi.org/10.3390/v2041011
http://dx.doi.org/10.1042/BJ20031672
http://dx.doi.org/10.1038/42408
http://dx.doi.org/10.1016/j.micinf.2005.09.005
http://dx.doi.org/10.1039/b801390j
http://dx.doi.org/10.1039/b801390j
http://dx.doi.org/10.1529/biophysj.105.072744
http://dx.doi.org/10.1529/biophysj.106.095422
http://dx.doi.org/10.1016/0076-6879(87)38019-X
http://dx.doi.org/10.1016/0076-6879(87)38019-X
http://dx.doi.org/10.1016/0014-5793(84)81359-9
http://dx.doi.org/10.1016/0014-5793(84)81359-9
http://dx.doi.org/10.1016/j.smim.2006.07.009
http://dx.doi.org/10.1038/nature04164
http://dx.doi.org/10.1073/pnas.012540899
http://dx.doi.org/10.1021/la702364g
http://dx.doi.org/10.1002/1521-3757(20001117)112:22%3C4164::AID-ANGE4164%3E3.0.CO;2-T
http://dx.doi.org/10.1002/1521-3757(20001117)112:22%3C4164::AID-ANGE4164%3E3.0.CO;2-T
http://dx.doi.org/10.1063/1.1147494
http://dx.doi.org/10.1021/ac0492970
http://dx.doi.org/10.1021/ac0492970
http://dx.doi.org/10.1038/nprot.2010.65
http://dx.doi.org/10.1088/1478-3975/9/2/026011
http://dx.doi.org/10.1016/j.bbamem.2012.03.007
http://dx.doi.org/10.1016/j.bbamem.2012.03.007
http://dx.doi.org/10.1023/A:1011986613392
http://dx.doi.org/10.1023/A:1011986613392
http://dx.doi.org/10.1038/nature07596
http://www.angewandte.org

