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FIG. 3. Effects of exogenous GDla addition on MMP-9 expression. FBJ-M3 (A} and FBJ-LL (B) cells were incubated with 50 or 100 1M GDla in the absence
of serum for 6 hr and mRNA expression of MMP-9 and MMP-2 was determined. FBI-M5 (C) and FBJ-1L1. (D) celis were incubated with 30 uM GDIla ia the
absence of serum for 3, 12, or 24 hr and mRNA expression of MMPs was detcrmined. FBJ-M5 cells were cultured with or without 50 1M GDla in the ubsence of
serum for 3, 6. and 12 hr and aliquots were assayed for MMP-9 activity by gelatin zymography (E). Resulis for densitometric analysis of MMP-9 are shown in the
tight-hand pancl. Two scparate detcrminations were made and standard devigtion is given. On the lzft-hand side of Figures 2A to 2D, representative PCR results
are shown,
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FIG. 4. Increase in MMP-9 expression afier GDla suppression by D-PDMP treatment or SiRNA targeting St3gal2 FBI-MS5 cells were cultured with 12.5 uM
D-PDMP in complete mediam for 6 days and RNA was extracted for analysis of MMPs (A). FBJ-S| transfected with siRNA targeting St3gal2 or siRNA having
the scrambled sequence and monoclonal cell lines showing suppressed expression of St3gal2 were screened by G418, One monoclonal line (S2F33) and control
cells {Se, scrambled sequence) were cultured and glycosphingolipids were analyzed by HPTLC (B). MMPs mRNA expression was assayed (C) and MMP activity
by zymography (D). SiRNA targeting S13gal2 transfected cells showed high level of B-actin so that another housckecping gene, ribosomal protein L13 (RPL), was
used as u control in C. In A, C, and D, the left-hand pancts show results of RT-PCR or gelatin-zymography and the right-hand pancls 1epresemt the densitomeltric

analysis.

the levels of all cellular glycosphingolipids. The 12.5 uM D-
PDMP treatment did not affect cell viability but suppressed
cell proliferation to approximately 60% of controls. Figure 4A
shows MMP-9 mRNA of cells treated with D-PDMP for 6 days
to be twice that of the control, though there was no change
in MMP-2 expression. Lipid fractions of cells treated with D-
PDMP contained less than 20% GD 1a compared with the control
as indicated by HPTLC (Figure 4B).

As an altecmative specific approach, FBJ-S1 cclls werc
ransfected with siRNA targeting St3gal2 (sialylransferase
responsible for GDla synthesis, SAT-1V, Siat5). Transicnily
wransfected FBJ-SI cells, at 3 days transfection, showed
suppressed expression of St3gal2 mRNA (75% of the scrambled
sequence control) and MMP-9 expression 1.5 times that of

the scrambled sequence contro! (data not shown) and the
monoclonal S2F33, obwined by screening transtected cells with
G413, expressed MMP-9 by 2.5 times as much (Figure 4C).
Figure 4D shows S2F33 cells to produce MMP-9 activity twice
that of the control, according to gelatin-zymography. All these
findings clearly indicate MMP-9 but not MMP-2 expression to
be regulated by GDla.

DISCUSSION

MMP-9 is known to coniribute to the malignant behavior of
tumor cells through muitiple mechanisms of action [6-8). The
invasion assay urilizing Matrigel-coated membranes is routinely
used as a means of assessing cell invasiveness, which correlates
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with metastatic potential | 17-19]. Inhibitors and the anti-MMP-
9 antibody in this study were found 1o reduce the number of cells
invading the membrane. MMP-9 may thus be considered to be
a significant factor involved in FBJ cell mietastasis. MMP-9 also
was found in this study to be negatively regulated by ganglioside
GDla.

Researchers reported in 1996 that in 6 of 8 human glioma
cell lines, gangliosides including GDla upregulate MMP-9
secretion, while in two lines, downregulation was noted [20].
Whether gangliosides are involved in the regulation of MMP-9
transcription remains unknown. Expression of the GD3 synthase
gene in vascular smooth muscle cells resulted in inhibition of
TNF-alpha-induced MMP-9 cxpression, according to zymog-
raphy and immunoblotting [21]). However, whether MMP-9
transcription is affected by introduction of GD3 synthase gene
into the muscle cells has yet to be established. Through use of
endogenous GM3 expression in keratinocytes, the expression
of GM3 has been shown to modulate mRNA expression and
enzyme activation of MMP-9 [22]. Neither GM3 overexpression
nor ganglioside depletion had any effect on the expression or
activity of MMP-9 under conditions of serum, epidermal growth
factor, or fibroneclin starvation.

Recently, GM1 has been suggested o modulate MMP-9
localization in lipid rafts [23]. Expression levels of GMl
were markedly decreased in the'high metastatic lines, whereas
MMP-9 levels were significantly increased compared with the
control cell line, implying that the increased metastatic activities
in the highly metastatic lines depend primarily on the increased
secretion and activity of MMP-9 [23]. However, the regulation
of MMP-9 expression by GM1 has yet 1o be clarified.

MM P-9 gene expression is clearly shown in this study 1o be
regulated by GDlza. Three decades ago MMP-9 expression was
noted to be high in FBJ-LL cells but low in FBJ-S1 cells [1].
FBJ-LL cells devoid of GDla synthesize much more MMP-9
than FBJ-S1 cells rich in GDia. In the transfectant FBJ-5-30
cell produced from a FBJ-LL cell by transfecting GM2/GD2
synthase cDNA, resulting in the same GDla level as in FBJ-ST
cells, MMP-9 expression was noted to be suppressed. MMP-9
mRNA expression was seen to parallel MMP-9 activity by
gelatin zymography. Exogenous addition of GDla to FBJ-LL
or FBJ-M5 cells caused suppression of MMP-9 mRNA and
activity. With depletion of GDla trom FBJ-5-30 cells treated
with D-PDMP or siRNA targeting St3gal2, MMP-9 mRNA
and its activity weie noted to increase. MMP-9 of FBJ cells
is thus clearly shown to be under the control of GDla, and the
ganglioside GD la regulation of MMP-9 expression is reported
in the present paper for the first time.

Zymography of MMP-9 of FBJ-M3 cells preincubated with
GD1a indicated a greater decrease in activity than expected
from mRNA suppression. Incubation of conditioned medium
containing MMP-9 with GDla caused MMP-9 activity to de-
crease. Examination confirmed that MMP-9 activity is actually
suppressed and/or MMP-9 protein undergoes degradation by
GD1a. GD1a was found to have no effect on MMP-9 uctivity and

Western blots indicated GD1a did not diminish MMP-9 during
electrophoresis under reducing conditions. GD1a appeared to
mediate the binding of a portion of MMP-9 with certain
molecules, with consequently greater molecular mass on the
gel, and cause a decrease in the activity of MMP-9 at the site
where it would normally appear. Caution should be used in
doing gelatin-zymography since molecules other than GDla
may similarly work, causing decrease in MMP-9 activity in
zymography. This matter has been reported elsewhere [14].

The exogenous addition of GD1a to FBJ-MS5 or FBJ-LL cells
suppressed MMP-9 mRNA (Figure 3), while MMP-2 mRNA
was not affected by GDla addition. Whether the effects of
cxogenous GDla on MMP-9 expression were exerted by GD la
binding to the putative receptor on the plasma membrane [15]
and/or after incorporation to the plasma membrane remains to be
elucidated. However, the latter could be the case, since MMP-9
in GDla-rich cells such as FBJ-S1 and -LA5-30 cells was low
in the expression compared with GDla-less FBJ-M5 and -LL
cells.

Whether suppresion of MMP-9 by GDla is specific to this
particular ganglioside has yet to be addressed, as a relutionship
between GMI expression and MMP-9 suppression has been
suggested [23]. Moreover, whether GD1a per se is the actual
regulatory molecule remains to be determined. The functional
glycosphingolipid may possibly be situated downstream from
GD la, either as a product with much greater or less carbohydrate
content or which perhaps undergoes O-acylation or another
derivitization. However, GDla could be the actual regulatory
maolecule responsible as there is a precedent in other systems.

Gangliosides may bind to and regulate the epidermal
growth factor receptor {24}, neurite growth factor receptor Trk
[25], and calmodulin [26]. Gangliosides bind to and regulate
calmodulin-dependent enzymes [26, 27]. In interactions with
phosphodiesterase, gangliosides at low concentration activate
calmoduliin-dependent enzymes by binding to molecules at
the calmodulin-binding site, and at higher concentrations, they
inhibit enzymes by binding to calmodulin-like sites [28). GT1b
has been shown to have greater affinity toward calmodulin-
binding sites of phosphodiesterase, followed by GDla, GDIb,
and GMla. Thus, GDla may reasonably be considered a
candidate should GDla bind to molecules involved in signal
transduction in FBJ cclls. Clarificaiion of the mechanism by
which GDla regulates caveolin-1, Sumi, and MMP-9 gene
expiession is curiently in progress.
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Selective Precipitation of Salts on the Surface of a Gel State Phosphatidylcholine Membrane
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We identified precipitates of salts on phospholipid bilayers
in solution with an atomic force microscope and X-ray fluores-
cence analyzer. The precipitates on the surface of a dipalmitoyl
phosphatidylcholine membrane in a gel state were found in Tris-
buffered saline and grew with time. The salts precipitated were
considered to be NaCl in buffer.

In physiological conditions, plasma membranes of animal
cells are exposed to various ions. The interactions of phospholi-
pid bilayers with monovalent and divalent ions have been inves-
tigated using ZHNMR spectroscopy,' and the dependency of
electrostatic potential on the variety of ion was evaluated accord-
ing to the Gouy—Chapman theory of a diffuse double layer.? Re-
cently, the interaction of sodium chloride (NaCl) with a 1-palmi-
toyl-2-oleoyl phosphatidylcholine (POPC) and dipalmitoyl
phosphatidylcholine (DPPC) bilayer was investigated by using
molecular dynamic simulations, and it was revealed that NaCl
in solution altered the conformation of phosphatidylcholine head
groups and slightly changed the ordering of hydrocarbon tails.>*
However, the influence of the state of the phosphatidylcholine
membrane on the binding of NaCl has not been investigated.

In the present study, we employed an atomic force micro-
scope (AFM) and an X-ray fluorescence analyzer to observe
the precipitation of salt on phospholipid bilayers in solution.
The procedures for the preparation of lipid bilayer on mica were

1st Layer

2nd Layer POPC

,LW/ -coated Mica

POPC-coated Mica

Figure 1. The procedures for the preparation of lipid bilayer
on mica.

shown in Figure 1. An air-water interface lipid monolayer of
POPC was prepared on a Langmuir-Blodgett trough (FSD-
220, USI System Co., Ltd., Japan) at 25 °C with a subphase of
Milli-Q water. The POPC monolayer was transferred to freshly
cleaved mica by horizontal deposition at a surface pressure
of 35mN-m~! and dried overnight in a desiccator. A second
lipid monolayer of either DPPC or POPC was transferred to
the POPC-coated mica by horizontal deposition at a surface
pressure of 30mN-m~!. AFM measurements of the lipid bilayers
cumulated on mica were carried out on a SPA-300 (Seiko
Instruments Inc., Japan) in Milli-Q water or buffers at 25°C.
A 200-um-long soft cantilever (SN-AF01, Olympus Optical
Co., Ltd.) with integrated pyramidal silicon nitride tips having
a spring constant of 0.02N-m~! was used for all measurements.
A typical scan rate was 1 Hz.

A

EE ]
[1] [nm] 50 1] [nm] 5.0

Figure 2. AFM images of the surface of the DPPC membrane
in (A) water and (B-D) TBS. Incubation with the TBS lasted
(B) 5 min, (C) 10 min, and (D) 20 min. Cross sections are shown
at the bottom of each AFM image. Squares in (B) and (C) mean
identical areas with (B).

Copyright © 2007 The Chemical Society of Japan
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A typical AFM image of the DPPC membrane was shown in
Figure 2A. Domains 1.0 nm in height (8) from the lower region
(@) were observed. This result suggested that two-phase state
having different heights coexisted. The domain 8 and region o
were considered to correspond to DPPC in a gel state and
liquid-crystal state, respectively. Brewster angle microscopy
showed that at 25°C, DPPC separated into the two domains,
a gel state and a liquid-crystal state.’ The present AFM results
were well consistent with the literature.

Then, the water phase covering the lipid membrane was
replaced with Tris-buffered saline (TBS; 50mM Tris-HCI,
150 mM NaCl, pH 7.5) in the AFM apparatus. After 5min, a
new domain ¥ having a height of 8-10nm was observed by
AFM (Figure 2B, bright dots). The occupied areas of domain

y were 1.6, 6.2, and 14.9% at 5, 10, and 20 min, respectively.

Though the area of y increased depending on the incubation
time, the height showed no increase (Figures 2B, 2C, and 2D).
Since domain y was not observed in Tris-HCI buffer (50 mM
Tris-HCI, pH 7.5), the precipitates were considered to be NaCl.
Interestingly, domain y was detected only on domain S corre-
sponding to DPPC in a gel state (Figures 2B, 2C, and 2D).
The precipitates disappeared on washing with Milli-Q water
(data not shown). On DPPC membranes incubated with Tris-
HCl buffer containing other salt such as KCl and MgCl,, the pre-
cipitation was not observed (data not shown).

The atomic species of the precipitates observed on the mem-
brane were identified by energy dispersive X-ray fluorescence
(EDXRF) analysis. The lipid membranes cumulated on mica
were incubated with TBS, then the solution was removed, and
measurements were carried out at 25 °C with an X-ray analytical
microscope (XGT-2700, Horiba, Ltd.). It was difficult to detect
the spectrum from sodium because the energy of the spectrum
is as low as the detection limit of the instrument. Existence
of chlorine was estimated from Ko and KB peaks in EDXRF
spectrum at an operating voltage of 15kV with a standard less
quantification procedure.® The EDXRF of each sample was
done with a 30-s counting time. When the DPPC membrane
was exposed to TBS for a couple of seconds, the chlorine peaks
of Ko and KB from chlorine were slightly detected (intensity of
chlorine, 0.35 £ 0.31cps:mA~!, Table 1). After 45 min, these
peaks were clearly detected (2.07 & 0.36 cps-mA~—!). When the
DPPC membrane was exposed to Milli-Q water, chlorine was
not detected. Increasing of the intensity of chlorine depending
on the incubation time was observed. The existence of chlorine
strongly supported that the precipitates on the DPPC monolayer
corresponded to NaCl.

The formation of precipitates of NaCl only on solid DPPC
may relate to the ordering of electric dipoles of zwitterionic
phosphatidylcholine (PC). A molecular dynamics simulation
has shown that Na* jons were closer to phosphate groups
and Cl~ has some coordination with nitrogen in choline.* The
interactions of Na* and Cl~ with PC would be due to the
crystallization of NaCl on PC membrane.

To examine the influence of the kind of ion and pH of
the buffer on the precipitation of salt, AFM measurements were
performed using a phosphate-buffered saline (PBS). The precip-
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Table 1. Intensities of chlorine on DPPC membrane surface by
X-ray fluorescence analyses

Intensity of Chlorine

Condition /cps-mA-!
Milli-Q 0.05 £ 0.07

PBS (few seconds) 0.35+0.31
PBS (45 min) 2.07+0.36

itation of NaCl on DPPC was observed in PBS at pH 7.2, but
not at pH 5.7 (data not shown). A quaternary amino group is
fully positive at any reasonable pH value, and an ionizable
phosphate group has an intrinsic pK of =1.5.7 Although phos-
phatidylcholine is in a zwitterionic state at both pH 7.2 and
5.7, the protonation of the phosphate groups increases at pH 5.7.

Next, POPC or mixed DPPC/cholesterol (60:40 by mol.)
membranes were employed to examine the influence of
membrane fluidity on the precipitation of salts. For the POPC
membrane in a liquid-crystalline state, no precipitation was
observed with the AFM, and X-ray fluorescence analysis showed
no signal from chlorine (data not shown). Furthermore, for the
DPPC/cholesterol (60:40) membrane, precipitation was not
observed. Using differential scanning calorimetry, it has been
found that cholesterol decreases the crystallinity of phospholi-
pids in a gel state.® These results suggested that the ordered
electric dipoles of the PC head group induced the precipitation
of salts on DPPC membrane.

In conclusion, we observed the selective precipitation of
salts on a gel state DPPC membrane. AFM observations of lipid
membranes in solution brought the unexpected precipitation of
salts on the surface of the DPPC membrane. The precipitated
salts were considered to be NaCl from the composition of
the buffer and results of X-ray fluorescence analysis. Further
investigation will improve understanding of the interaction of
inorganic ions with biomembranes and the preparation of
organic—inorganic hybrid materials.
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Abstract—The ganglioside GM1-binding peptide, p3, with a sequence of VWRLLAPPFSNRLLP, displayed a clear structural alter-
ation depending on the presence or absence of GM1 micelles. The three-dimensional structures of the p3 peptide in the free and
GM1 bound states were analyzed using two-dimensional NMR spectroscopic experiments with distance-restrained simulated
annealing calculations. The NMR experiments for the p3 peptide alone indicated that the peptide has two conformers derived from
the exchange of cis and trans forms at Pro’—Pro®. Further study with theoretical modeling revealed that the p3 peptide has a curb
conformation without regular secondary structure. On the other hand, the NMR studies for the p3 peptide with the GM1 micelles
elucidated a trans conformer and gave a structure stabilized by hydrophobic interactions of p- and helical turns. Based on these
structural investigations, tryptophan, a core residue of the hydrophobic cluster, might be an essential residue for the recognition
of the GM1 saccharides. The dynamic transition of the p3 peptide may play an important role in the function of GM1 as a multiple

receptor as in the traditional pathway of the infection by cholera toxin.

© 2007 Elsevier Ltd. All rights reserved.
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1. Introduction

With the recent success of the human genome analysis,
in the life-science research field it is natural to become
focused not only on protein structure but also on pro-
tein structure-function relationships. Nuclear magnetic
resonance spectroscopy is a powerful tool for the study
of molecular structures and allows for the analysis of the
solution phase structure once the target compound has
been dissolved in a suitable deuterated solvent. Unfortu-
nately, the usual target proteins are often too big to
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study by NMR, which is best for the analysis of proteins
smaller than 15kDa and a maximum of 30kDa.'
Although the Kay? and Wiithrich® groups have reported
NMR studies for larger proteins, 723 residues and
900 kDa, respectively, neither was a complete determi-
nation. To overcome this problem, designing partially
mimetic proteins or the use of part of the protein as
the NMR research target has been widely explored,
but in many cases the original function is lost due to
changes in overall conformation or entropy penalties.
Based on these difficulties, we planned an ‘opposite’
approach to study protein function, which focuses on
‘functional small-module peptides’. We can then study
conformational or dynamics details by NMR more eas-
ily because the molecular size is small enough for NMR
spectroscopy. After elucidation of the binding details, a
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search for identical or similar linear or three-dimen-
sional structures in the Protein Data Bank is carried
out. The hit protein will have the same or similar func-
tion as the original peptide. Even if we cannot find any
similar proteins in the Protein Data Bank, we can design
efficiently, based on this knowledge, functional proteins,
or so called ‘artificial enzymes’.

Gangliosides are neuraminic acid-bearing glyco-
sphingolipids found in eukaryotic cells and are the
major sialylated glycoconjugates in the brain.* Through
their carbohydrate moieties, they are receptors for viral
and bacterial toxins, contribute to cellcell and cell-
matrix interactions and regulate cell growth.>™ There-
fore, it is expected that the elucidation of the mechanism
and inhibition of ganglioside-toxin interactions will
potentially prevent various diseases.

In a previous study,’ we presented three types of
novel peptides that bind to the pentasaccharide portion
of GM1 (B-b-Galp-(1—3)-B-p-GalpNAc-(1—4)(o-D-
NeupAc-(2—3))-p-p-Galp-(1—4)-pB-p-Glep-(1—1")-Cer),
which were identified with the improved phage display
technique. One, called ‘p3’, strongly binds to GM1 sac-
charides with a 1.2 uM dissociation constant by QCM
(quartz crystal microbalance).'® This is the first reported
artificial peptide with no homology to any native pro-
teins and peptides with the ability to recognize GM1.
The p3 peptide is expected to be an efficient substance
for the development of GM1-binding inhibitors as well
as an optimal model for clarifying ganglioside—peptide
interactions. In this study, using p3, which has the pri-
mary sequence VWRLLAPPFSNRLLP, we studied
the interaction of the peptide with GM1 oligosaccharide
using NMR methods and computational methods.

2. Results
2.1. NMR analysis of the p3 peptide

Well-resolved spectra of p3 were obtained for both con-
ditions (with or without ganglioside GM1) as described
in Section 4 and the observed cross-peaks were assigned
completely according to the sequence specific assign-
ment of Wiithrich."! The identification of spin systems
of the amino acids was based on scalar coupling patterns
observed in TOCSY experiments, and complemented
with ROESY and NOESY measurements. The sequen-
tial connectivities were identified by the assignments of
distance information, ROEs or NOEs, which are
“H(i)-NH(i + 1) (dun), PH@)-NH@+1) (dpn), and
NH()-NH(i + 1) (dnn). A summary of the sequential
assignments is shown in Figure 1.

In the case of the spectra with p3 alone, it was found
that each residue showed two kinds of scalar coupling
networks in the TOCSY spectra at the beginning of
spectral analyses (Fig. 2). One had strong intensity and
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Figure 1. Summary of ROE or NOE connectivities of p3 in the
presence and absence of GM1 oligosaccharide. The sequential ROEs
and NOEs, dun(i,i+ 1), dpn(i,i+1) and dnn(i,i+ 1), and the
medium-range NOEs, dun(i,i +2) and dyn(i,i + 3), are represented
by bars and classified into strong, medium, weak, and very weak
intensities according to the height of the bars. Black bars indicate the
ROE connectivities of the peptide in the free state, and white bars
represent complex states with GM1 micelles.
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Figure 2. NH-aliphatic region of TOCSY spectrum of the free state of
p3. Two different spin systems were detected for each residue. The
assignments of Arg’, Phe9, Ser"’, and Asn'! are labeled in this figure.
This TOCSY spectrum was recorded with 80 ms of the spin-lock time.

the other was weak, which suggested slow conforma-
tional exchange of the protein that occurred in aqueous
solution. ROE analyses successfully revealed the details
of the coupling networks observed in the TOCSY spec-
tra. In the one with weak intensity, the Pro’—Pro® pep-
tide bond was determined to have cis conformation
because the detection of ROE d., was of stronger inten-
sity than that of ds. Another network with strong inten-
sity had a trans conformation in this site. In this solution
sample, 114 ROEs for the trans conformer were gath-
ered as distance information for structural calcula-
tion although sufficient inter-residual ROEs were not
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observed for the cis peptide. In this study, we defined a
trans peptide as a major component of the p3 peptide.
As the most impressive information reflecting the struc-
ture of this peptide, two long-range ROE between
Trp’¢H3 and Leu'BHs, and between Trp’eH3
and Leu'*yH were observed, which suggested that the
N- and the C-terminal of the peptide were in close prox-
imity. Whereas the ROEs between hydrophobic side
chains (i to i+ 1, i to i+ 2 relations) were observed,
other characteristic ROEs for secondary and tertiary
structure were not observed. Unfortunately only poor
NOESY spectra were obtained, because wr. (1.: molec-
ular correlation time) of the peptide might become zero
depending on the intensity of NOE. Thus, ROESY
experiments were used to obtain the proton—proton dis-
tance information.

To reveal the structure of this GM1-binding peptide,
NMR experiments were carried out with the p3-GM1
complex (p3 peptide 3 mM with GM1 0.3 mM). Because
the primary critical micellar concentration of GM1 is
3.32 uM,'> GM 1 under these conditions would form a mi-
celle. The fact that the p3 was found by the QCM method
to a GM1 monolayer indicated that the peptide surely
interacts with a pentasaccharide region of GM1.'® Thus,
forming a micelle of GM1 was not an improper condition.
Moreover, it could be an advantage to avoid nonspecific
binding with the ceramide portion of the molecule.

In TOCSY spectra, three kinds of scalar coupling net-
works were observed, which were derived from the
GM1-binding state and the free state of trans and cis
conformers. The NOESY experiments gave sufficient
signals derived from the complex, though the signals
of the free state of p3 were found only with very weak
intensity such as NOESY spectra. A total of 146 NOEs
could be assigned from complex state NOESY spectra
for constraints of structure calculation. As one of the
characteristic NOEs, six sequential NOEs between back-
bone amides, Trpz—Arg3, Leu*-Leu’, Ser'°-Asn!!,
Asn''-Arg'?, Arg>-Leu", and Leu-Leu', were
found, whereas no NH-NH NOEs were observed in
the spectra of p3 alone (Fig. 3). A total of 28 and 12
new sequential and medium-range NOEs, respectively,
were also discovered suggesting that the peptide forms
a stable conformation. Furthermore, NOEs derived
from the aromatic ring of Trp? including long-range
interactions, were newly identified (Fig. 4), indicating
restriction of Trp® mobility in the presence of GMI.

For the samples of p3 alone and the p3-GM1 complex,
the *June were determined by high-resolution DQF-
COSY spectra to estimate the restraint of dihedral angle
¢. In the free state, 3 Jine OF Arg3 was more than 8.0 Hz
(dihedral angle ¢ is approximately —120°), and Leu’ and
Leu'® were less than 6.0 Hz (dihedral angle ¢ is approx-
imately —60°). On the other hand, *Juna of Trp?, Leu’,
A1a6, and Phe’ were greater than 8.0 Hz, and Arg3,
Asn'! and Leu'? were less than 6.0 Hz. These results indi-
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Figure 3. NH-NH region of ROESY and NOESY spectra of p3 in the
presence (a) and absence (b) of GM1 oligosaccharide. Sequential
NOE:s between backbone amides were detected in the complex state
with p3 (a), although corresponding ROEs could not be observed in
the case of p3 alone (b). Four of six NOEs are shown in (a) with
assignment labels. These ROESY and NOESY spectra were performed
with 250 ms of mixing time.

cate that the conformation of the peptide was changed by
the addition of GML. In particular, Arg®, Leu® and Ala®
represented a drastically changed dihedral angle ¢, and
the C-terminal region including Asn!' and Arg'? was
predicted by constructing a helical conformation by the
combination of dihedral angles and NH-NH NOEs.

2.2. Structure determination by NMR

We carried out the structural calculations with the pro-
gram cNs 1.1 to determine the three-dimensional
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Figure 4. Aromatic-aliphatic regions of ROESY spectra of the p3
alone and NOESY spectra of the p3 with GM1 oligosaccharide. The
stripped spectra of the region of aromatic protons are shown to
investigate the increment of NOEs led by the addition of GM1. On the
top of each strip, the name of the observed aromatic proton and
characters B and F in the figure indicate the bound and the free states
of p3, respectively.

solution structure of the p3 GM1-binding peptide, in the
presence and absence of the GM1 micelle. Calculations
were carried out using the 114 and 146 intramolecular
ROEs and NOEs as distance constraints in the absence
or presence of GMI1, respectively. The 114 distance re-
straints included 66 intraresidue (|i — j| = 0), 29 sequen-
tial (i —j|=1), 17 medium (2 < |i —j| £ 4), and two
long-range (|i — j| = 5) ROEs, and the 146 distance con-
straints included 57 intraresidue (|i — j| = 0), 57 sequen-
tial (i —jl=1), 27 medium (2<|i—j| <4), and five
long-range (|i —j| = 5) NOEs. In the first step, the
structure calculations were performed without the re-
straints of dihedral angles, but with only the distance
constraints estimated from NOE intensities. Restraints
with large violations were removed or modified in this
step. In the next step, a total of three and seven dihedral
angle ¢ restraints were added for calculation of the p3
peptide alone and the p3—-GMI1 complex cases, respec-
tively. In the final step, to locate each dihedral angle ¢
on the allowed position in the Ramachandran plot,
highly loose constraints —100 + 80° were applied.
Finally, a family of 25 accepted three-dimensional
structures were selected with the lowest potential ener-
gies that contained no experimental violations greater
than 1.0 A and 1° in the distance and torsion angle re-
straints, respectively. In the Ramachandran plots shown
in Figure 5, 99.7% and 99.3% for the p3 peptide alone
and the p3-GM| complex, respectively, of the backbone
dihedral angles of the 25 converged structures fell within
the allowed regions. A summary of the energetic statis-
tics for the GM1-binding peptide is shown in Table 1.
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Figure 5. Ramachandran plot of the obtained 30 structures of
p3. All residues except for prolines are located on the allowed
region, suggesting that p3 has a general structure without irregular
conformation.

Table 1. Structural statistics for p3 in the presence or absence of GM1
micelles

Absence of Presence of
GM1 GM1
Average potential energies (kecal mol™)*
Etoral 281+1.71 32.29+2.88
Evonds 0.46 +0.07 1.04 +£0.18
Eangle 1495+ 0.23 18.66 + 1.36
Eimg 0.32+0.09 1.14 4+ 0.23
Evpw’ 516 +1.17 9.78 + 1.40
Enor’ 1.92 +0.53 1.90 + 0.94
Eodit® 0.009+0001  0.11 +0.05
RMSD from idealized geometry
Bonds (A} 0.0013 + 0.0001 0.0020 + 0.0002
Angles (°) 0.4461 + 0.0035 0.4981 + 0.0180
Impropers (°) 0.1182 +£0.0015 0.2250 + 0.0022
Pairwise RMSD of 25 structures from Val' to Lew'* (4)
Backbone atoms (N, Ca, C') 1.31 +£0.36 0.37+0.11
All heavy atoms 2.52 +0.67 1.14 £ 0.21

1*and

All energies and RMSD values were calculated using the cNs 1.

moLmoL”' programs, respectively.

* Empr, Evbw, Enor, and Eqp are the energy of improper torsion
angles, the van der Waals repulsion energy, the square-well NOE
potential energy and the dihedral potential energy, respectively.

°The force constants for the calculations of Evpw, Enog, and Ecin
were 4.0 kcalmol ™' A™*, 50 kcalmol "' A™" and 200 kcal mol ~'

rad 7, respectively.

Figure 6 shows the structures of p3 in the presence
and absence of GMI oligosaccharide. For the p3 with-
out GM1, the pairwise RMSD values for the 25 low-
est-energy structures were found to be 1.31 £ 0.36 A
for backbone atoms and 2.52+0.67 A for all heavy
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a GM1 bound state
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Figure 6. Three-dimensional structures of p3. Twenty five structures are superimposed to the backbone atoms from Val' to Leu'®. The structures of
p3 in the presence and absence of GM1 micelles are displayed in the left and right columns, respectively. (a) and (b) represent structures of the
backbone atoms and all heavy atoms including side chains, respectively. Blue and orange lines indicate the backbone and side chains, respectively. (c)
is the lowest-energy models of 25 structures. This figure was generated by moLMoL " software.

atoms when the structures were fit in the region of Val'-
Leu'®. From the NMR data, p3 without GM1 formed a
curb at the middle and had variable conformation with-
out regular secondary structure. This peptide, however,
had the specific conformations in local areas, for exam-
ple, Val'-Ala® and Pro’-Arg", with 0.46 +0.15 and
0.58 £ 0.18 A of the RMSD value of backbone atoms,
respectively. Hydrophobic interactions stabilized the
conformations of both regions. The region from Val'
to Ala® had a hydrophobic surface constructed to the
side chains of Trpz, Leu*, and Leu’ and the region from
Pro’ to Arg'? formed a rigid turn with the hydrophobic
contacts of proline rings and the aromatic ring of Phe’.

On the other hand, the greatly converged structure of
the peptide in the presence of GMI micelle was deter-
mined to have RMSD values of 0.37+0.11 and
1.14 £ 0.21 A for the backbone atoms and all heavy

atoms, respectively. The fluctuation of the peptide was
reduced significantly compared to the peptide alone.
The 25 lowest-energy structures in the region of Val'-
Leu'* are superimposed in Figure 6. The molecule main-
tained the bent structure with the rigid turn made by the
Pro’-Pro® portion. The most noteworthy feature of this
structure is the hydrophobic cluster, including Trp?,
Leu*, Leu’, Leu'?, and Leu'®. The residues forming a
hydrophobic surface, Trp’, Leu*, and Leu’ in the case
of the structure absent from GM1, are toward the inside
of the peptide, and the aromatic ring of Trp® is sur-
rounded by the N- and C-terminal leucines. Moreover,
two stable turns were found in the regions of Trp*-
Leu® and Ser'® Arg'?. The former was identified as a
B-turn using the standard criterion with the distance
between “C(i) and “C(i+ 3) as less than 7A."* The
average distance between *C atoms of Trp and Leu’
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was 5.35 A. This turn had a nearly type I B-turn confor-
mation from the viewpoint of the dihedral angles of
constructing residues. However, no NMR information
about the hydrogen bonding was obtained, and further-
more it was clarified that there was no intra-turn hydro-
gen bond in the calculated structures. This turn was
therefore defined as a Pgy-type turn,'* that is, a type-
IV B-turn (miscellaneous type) according to the classical
nomenclature. The second turn was a helical turn like
the conformation of the 3¢ helix. The C-terminal region
of p3 showed a highly disordered structure absent from
GM1, therefore this region might play an important role
in binding to GM1 saccharides.

2.3. Molecular dynamics study for the p3

Molecular dynamics (MD) simulations were also carried
out. Two major structures were obtained with the MD
calculations within 40 ns at 325K, preceded by the
MD to generate the starting geometries at high temper-
ature. These were in good agreement with the fluctuat-
ing conformations obtained by NMR experiments.
One of these had a curb form at the middle of p°,
Pro’-Phe’, and there were no characteristic hydrogen
bonds in half of the N-terminus, which meant that the
peptide did not have a specific secondary structure
(Fig. 7). Although the RMSD between the structures
from the NMR study and the MD simulation was large
(4.67 A), both structures had the same topology. This
suggested that the MD simulations were able to support

Figure 7. Superimposed structure of p3 from MD simulations (green)
and from NMR data without GM1. Both have the same topologies
including (i) curb structure at the middle and (ii) no secondary
structure although MD simulation showed ‘helix-like’ predicted
structure at the C-terminal area. Side chains of key residues that bind
GM1, Pro’—Phe’ and Trp?, are also shown.

Figure 8. Superimposed structure of p3 from MD simulations (green)
and from NMR data with GM1. Although the MD calculations were
performed without any ligand, the structure from MD was similar to
the structure from NMR with GM1. Side chains of key residues that
bind GM1, Pro’—Phe’ and Trpz, are also shown.

the NMR experiments. Figure 8 shows the other struc-
ture obtained by MD with the bound p3 NMR back-
bone structure. Although we have not considered the
existence of GM1 during these simulations, we found
that the RMSD for the backbone structure of 3.56 A
was smaller than the case in Figure 8.

3. Discussion

In summary, the structure of the p3 peptide was stabi-
lized completely in the presence of the GM1 oligosac-
charide, which existed in the micelle form. In the
bound form, the peptide is stabilized by forming stable
B- and helical turns, whereas the Pro’-Pro® region
contributing to the bend in the peptide structure was
preserved.”'® Therefore, it can be suggested that the
N- and the C-terminal regions underwent drastic
conformational change upon the binding of the GM1
pentasaccharide (Fig. 6). Unfortunately, no characteristic
intermolecular NOEs that could suggest a specific bind-
ing site were observed in this study because GMI
formed micelles in aqueous solution and thus gave sig-
nificant line-broadening in the NMR spectra.

Previous studies on lectins proposed that the modular
structure of the aromatic ring of tryptophan on the B-
turn, known as the carbohydrate-binding module
(CBM), plays a key role in the hydrophobic interaction
with the nonpolar face of monosaccharide rings.'” '
Based on the structural analyses of p3, Trp® of the
bound state was also included in the B-turn and con-
structed a hydrophobic core. We, therefore, propose
that Trp® would be an essential residue for binding to
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GM 1 pentasaccharide. Moreover, for the representative
example of the recognition of NeuAc, arginine binds to
the carboxyl group of NeuAc through the electrostatic
interaction in the coat protein of murine polyoma
virus.”® This GM1-binding peptide had two arginines,
Arg® and Arg'? located on the B-turn and the helical
turn, respectively. From the viewpoint of the solution
structure of the bound state, the side chain of Arglz'
was exposed to solvent with more disordered direction
than that of Arg3, which would suggest that Arg3 is
strongly involved in the recognition of NeuAc in GM1.

Although Honda et al. reported the conformation of a
10 amino acid residual peptide,”’ it is difficult, in gen-
eral, for a small peptide to form a steady conformation
and create a stable binding site for oligosaccharides in
aqueous solution. Thus our results indicate that the
structure of ligand peptide was controlled by the carbo-
hydrate platform. Whereas it is frequently reported that
gangliosides on the cell surface behave as receptors to
various ligands, we believe that the regulation of the
protein and peptide structure is also one of the most
essential functions of carbohydrates. As another inter-
esting study on ganglioside-peptide interaction, it has
also been reported that enkephalins, endogenous neuro-
transmitters consisting of five amino acids have altered
folding in the bound state with GM1 micelle.”” This
study indicated that enkephalins had an induced rigid
turn structure by interaction with the GM1 micelle,
which was very similar with the structure in bicelles.”
Moreover, the nonapeptide bradykinin, a neuropeptide
with an antiphlogistic effect, was also recently confirmed
to undergo conformational change on binding to GM1
micelles.” These drastic transitions of the structure of
ligand peptide on GMI surface are likely to play an
important role in the ignition of sequential events like
the traditional pathway of cholera toxin infection.

4. Experimental
4.1. General

Unless otherwise stated, all commercially available sol-
vents and reagents were used without further purifica-
tion. Fmoc amino acid derivatives and resin were
purchased from NOVA Biochem Co. Ltd. Automatic
peptide synthesis was performed with Advanced Chem
Tech MODEL Apex396 peptide synthesizer. HPLC
was performed on a Hitachi HPLC system equipped
with an L-7150 intelligent pump, an L-7420 UV detector
and reversed-phase Cl18 column, Inertsil® ODS-3
(20 x 250 mm) at a flow rate of 5.0 mL min~"'. The elu-
ate was monitored by UV absorption at 220 nm. MAL-
DI-TOF MS analyses were performed with the Bruker
REFLEXIII mass spectrometry with 2,5-dihydroxy-
benzoic acid (DHB).

4.2. Preparation of samples

GM1 was purchased from Wako Pure Chemical Indus-
tries, Ltd. (Osaka, Japan) and was used without further
purification.

The p3 peptide, VWRLLAPPFSNRLLP,”'? was syn-
thesized on Fmoc-Pro-OH preloaded 2-chlorotrityl
chloride resin (0.66 mmol/g) using an automatic peptide
synthesizer (a common solid-phase peptide synthetic
method with Fmoc strategy) in four batches on
0.02 mmol scale each (four portions of 30 mg of pre-
loaded resin each). Fmoc amino acid derivatives,
Fmoc-Pro-OH, Fmoc-Leu-OH, Fmoc-Arg(Pbf)-OH,
Fmoc-Asn(Trt)-OH, Fmoc-Ser(tBu)-OH, Fmoc-Phe-
OH, Fmoc-Ala-OH, Fmoc-Trp(Boc)-OH and Fmoc-
Val-OH, were employed. A cycle of automated peptide
synthesizer for a 0.02 mmol scale was defined as follows.
The resin was treated with 1.5 mL of 20% (v/v) piperi-
dine in DMF and the mixture was stirred for S min at
ambient temperature. After filtration, the same process
was performed but stirred for 15 min. Then, the resin
was washed with NMP (N-methylpyrrolidine, 1.5 mL)
and DMF (1.5 mL). To a mixture of a solution of Fmoc
amino acid (4 equiv) and HOBt (N-hydroxybenzotriaz-
ole, 3.5equiv) in NMP (600 pL) and a solution of
HBTU (2-(1H-benzotriazole-1-yl)-1,1,3,3-tetramethyl-
uronium hexafluorophosphate, 4 equiv) and DIEA
(diisopropylethylamine, 6 equiv) in DMF (600 pL) was
added the resin, and the reaction mixture was stirred
for 40 min at ambient temperature. This coupling pro-
cess was performed twice. After washing the resin with
NMP (1.5 mL) and DMF (1.5 mL), nonreactive amino
groups were acetyl-capped with 1.5 mL of a mixed solu-
tion of Ac,O (4.75% as v/v) and HOBt (13 mM) in
NMP. After completing the peptide synthesis process,
the resin was washed with NMP (1.5 mL) and CH,ClL,
(1.5mL), and dried in vacuo. The protected peptide
on the resin was treated with 10 mL of a mixed solution
of TFA/H,O/ethanedithiol/triisopropylsilane (94.5/2.5/
2.5/1.0 (v/v/v/v)) for 3h at ambient temperature fol-
lowed by washing with TFA (2 mL) to remove the pep-
tide from resin and for deprotection of protecting
groups such as -fBu, -Trt, -Pbf, and -Boc. The combined
solvent was dried with blowing N; gas and precipitated
from cold dry tert-butylmethyl ether. The obtained
white solid was purified by HPLC [eluate: solvent A
(0.1% TFA in H,0) and solvent B (0.1% TFA in aceto-
nitrile), gradient; increase from 2% to 60% of B over
60 min]. The fractions containing the desired peptide
were collected and lyophilized. The p3 peptide was ob-
tained as a white powder (72 mg, 50% overall yield).
Typical NMR data are shown in the figures. Amino acid
analysis (theoretical ratio): Asp (Asn) 1.0 (1), Ser 0.8 (1),
Ala 1.0 (1), Val 0.9 (1), Leu 4.0 (4), Phe 1.0 (1), Trp 0.9
(1), Arg 2.1 (2); MALDI-TOF-MS caled for [M+H]"
1779.043, found [M+H]" 1779.827.
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4.3. NMR measurements

Sample solutions for NMR measurements were pre-
pared by dissolving p3 in a mixed solvent of 10%
D,0, 90% H,O or 99.9% D0, and the sample pH
was adjusted to 4.1. All NMR spectra were measured
on a Bruker Avance 600 spectrometer equipped with a
cryoprobe system operating at 600.13 MHz for the
proton frequency. The sample was not spun and the
spectra were recorded at a temperature of 300 K. Data
acquisition was performed with XwiNNMR 3.1 (Bruker)
software operating on a Silicon Graphics O2+ work-
station. The water signal was suppressed by low-power
irradiation during the relaxation delay time and
WATERGATE method with 3-9-19 pulse sequence
with x, y, z-triple gradient.>>?® One-dimensional 'H
NMR experiments were performed with a spectral width
of 6009.615 Hz, 32K data Points and 8 scans. Two-
dimensional DQF-COSY,” TOCSY,”*? ROESY,*
and NOESY"?! measurements were recorded in a phase
sensitive mode. The TOCSY transfer was achieved with
the MLEV-17 pulse sequence with spin-locking times of
60, 80, and 100 ms. ROESY and NOESY spectra were
recorded with mixing times of 150 and 250 ms, respec-
tively. Except for DQF-COSY determination of the
3 Jtno, all two-dimensional measurements were recorded
with 2048 X 512 frequency data points and zero-filled to
yield 2048 x 2048 data matrices. High-resolution DQF-
COSY experiments were measured with 4096 X 512
points and zero-filled to a 8192 x 8192 matrix with a
0.73 Hz point resolution. The number of scans for all
spectra was 8. The time domain data in both dimensions
were multiplied by a sine bell window function with 90°
phase shift prior to Fourier transformation. All NMR
spectra were processed by software NMrpIPE,>” and the
signals were assigned with the xeasy>* program on a Sil-
icon Graphics O2 workstation.

4.4. Structure modeling based on NMR data

Three-dimensional structures of p3 were calculated with
cNs 1.1** program on a Linux workstation. A total of
114 and 146 distance restraints for p3 and the complex
of the p3 and GM1 samples, respectively, were used to
calculate the family of structures. Moreover, 12 dihedral
angle ¢ restraints were used for both sample calcula-
tions. Distance restraints for calculations were estimated
from the cross-peak intensities in ROESY or NOESY
spectra with a mixing time of 150 ms; the estimated
restraints were then classified as strong, medium, weak,
and very weak, and assigned upper limits of 2.7, 3.5, 5.0,
and 6.0 A, respectively. Pseudo-atom corrections were
used for unresolved NOE cross-peaks, methyl protons
as well as nonstereospecifically assigned methylene and
aromatic protons. In addition, 0.5 A was added to the
upper limit of the distance constraints of only the in-

volved methyl protons according to the report by Clore
et al.”® The restraints of the dihedral angle ¢ were based
on *Juna coupling constants measured in high-resolu-
tion DQF-COSY. For checking of the restraints viola-
tion, the PROCHEK-NMR 3.5.4°® program was used on a
Linux workstation, and superimposition of the obtained
structures, calculation of RMSD values, and general
analyses of GM1-binding peptide were performed with
moLMoL>’ software.

4.5. Ab initio computational structural analysis with
molecular dynamics simulation

A molecular dynamics simulation was performed with
the AMBER software package version 8.0, using the
third-generation point-charge all-atom force field for
proteins, also known as ff03.”® The solvents were implic-
itly represented by a generalized Born solvent model™
with no cutoff. p3 was constructed with an extended fea-
ture using syBYL Version 6.9 (Tripos Association, St.
Louis, MO).

To generate a variety of conformations of p3 as a start-
ing geometry, 500 steps of a molecular dynamics calcula-
tion at 900 K with 2 fs time steps were performed. For all
structures, the temperature was gradually lowered until
the RMS of the Cartesian elements of the gradient was
<0.4 kcal/mol A. Six groups of conformations were ob-
tained and applied in additional MD calculations. Using
each conformer as the starting structures, the 40 ns MD
with Berendsen’s algorithm®® was carried out. The tem-
perature and the pressures were kept at 325K and
1 atm, respectively. In this simulation, the integration
time step was 2.0 fs, and sHAKE*' was applied to con-
strain all bonds connecting hydrogen atoms. The trajec-
tories were saved every 5.0ps. A total of 48,000
snapshots were sampled and two major conformers were
obtained by a cluster analysis,*> which are shown in Fig-
ures 7and 8. AMBER 8.0 and PROCHECK were used to ana-
lyze the trajectories, and simulations were performed on
HP GS1280, Sun Fire 12K, IBM p690, and a Linux clus-
ter with 12 Pentium IV (2 GHz) CPUs.
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We developed pDNA/chitosan complexes coated with
sugar-modified PEG-A/Cs, which are poly(ethylene glycol)
derivatives with a side chain of carboxylic acid and sugar. The
cationic pDNA/chitosan complexes were coated with anionic
sugar-modified PEG-Cs, and anionic ternary complexes were
formed. Coating the pDNA/chitosan complexes with maltose-
or lactose-modified PEG-A/C (Mal-PEG-A/C or Lac-PEG-
A/C, respectively) greatly promoted their stability in water
and transfection efficiency in vitro.

A number of cationic polymers have been developed to
deliver exogenous genes into cells. Chitosan is a naturally occur-
ring polysaccharide showing low cytotoxicity, biocompatibility,
and biodegradability,! and is often employed as a gene carrier.
Sato et al. reported that DNA /chitosan complexes were uptaken
into tumor cells, but not into blood monocytes.? Plasmid DNA
(pDNA)/chitosan also showed high-level transfection efficiency
both in vitro® and in vivo.* However, the stability of pDNA/
chitosan complexes in water was low by self-aggregation and
BSA-induced aggregation. To improve the stability and cell-
specificity of the pPDNA complexes, lactose- and mannose-modi-
fied chitosans have been developed as gene carriers.’

Poly(ethylene glycol), PEG, has been widely employed
for drug delivery systems to prevent non-specific interaction
with serum protein and cells. Conjugation of PEG to pDNA/
polyethyleneimine (PEI) complexes resulted in a prolonged cir-
culation time after intravenous injection.5 The conjugation of
PEG to pDNA/chitosan complexes increased the stability in
water.” However, such a conjugation of PEG to the pDNA/
chitosan complexes did not enhance their transfection efficiency.

In this study, we employed PEG derivatives with carboxylic
acid and sugar moieties (sugar-PEG-A/Cs) as side chains to
coat DNA/chitosan complexes. Anionic sugar—-PEG-A/Cs form
ternary complexes electrostatically with cationic pDNA/chito-
san complexes (Figure 1). Sugar-PEG-A/Cs have been em-
ployed to coat pDNA /PEI complexes and enhance transfection
efficiency.® However, it has been reported that PEI induced
strong cytotoxicity.” The toxicity of a pDNA/PEI complex
was about seven times higher than that of a pDNA/chitosan
complex.!® Therefore, in this study, we prepared pDNA/chito-
san/sugar-PEG-A/C ternary complexes and evaluated their
transfection efficiency in vitro.

Chitosan was obtained from Yaizu Suisankagaku Industry
(Shizuoka, Japan). The average molecular weight was 40000,
and the degree of deacetylation was 85%. PEG-A/C and sug-
ar-PEG-A/Cs were synthesized according to a previous paper.?
The substitution degrees of maltose and lactose were 2.9 and 4.4
per molecule, respectively (Figure 1). The molecular weight
of Mal-PEG-A/C was 9770, and that of Lac-PEG-A/C was
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Figure 1. (A) A scheme for the formation of pDNA /chitosan/
sugar-PEG-A/C ternary complexes. (B) Structure of sugar—
PEG-A/Cs.

10300. A pDNA /chitosan complex was prepared according to
the method previously reported.?* The P/N ratio, which is the
ratio of phosphate anion (P) of pDNA to the amino group (N)
of chitosan, was 1/5. Ternary complexes were prepared by
mixing preformed pDNA/chitosan complexes with aqueous
solutions of PEG-A/C or sugar-PEG-A/Cs at appropriate P/
N/C (C is carboxyl group of PEG-A/C) ratios for 15min. In
this study, pGL3-Luc (Promega) encoding the luciferase gene
was employed as pDNA.

AFM observation with SPM-300 (Seiko Instruments
Inc., Japan) indicated that the pDNA/chitosan complexes
(P/N > 3) showed spherical structures of 200 nm in diameter.
The morphology and size of the pDNA/chitosan/PEG-A/C
complex at P/N/C = 1/5/20 were similar to the pDNA/
chitosan complex. The particle size of the pDNA/chitosan/
sugar-PEG-A/C complex was about 500nm at N/P/C =
1/5/10 and 1/5/20. There was no obvious morphological
difference between the pDNA/chitosan/Mal-PEG-A/C and
pDNA /chitosan/Lac-PEG-A/C complexes.

The zeta potential was determined at various P/N/C ratios
of the ternary complexes with a ZeeCom (Microtec Co., Ltd.,
Japan) at 25°C (Figure 2). The zeta potential of the pDNA/
chitosan complex at P/N = 1/5 was +49mV, and was decreas-
ed by coating it with sugar-PEG-A/Cs. The zeta potentials of
the pDNA /chitosan/sugar-PEG-A/C complexes were negative
atP/N/C = 1/5/10 and 1/5/20. Therefore, it is considered that
the surface of the cationic pDNA /chitosan complex was coated
with anionic Mal-PEG-A/C and Lac-PEG-A/C.

Copyright © 2008 The Chemical Society of Japan
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Zeta Potential (mV)
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Figure 2. Zeta potentials of pPDNA /chitosan/PEG-A/C (closed
triangle), pDNA /chitosan/Mal-PEG-A/C (open square), and
pDNA /chitosan/Lac-PEG-A/C (closed circle) complexes in
20 mM HEPES buffer. [pDNA] = 1.5ug/mL.

The resistance of ternary complexes to degradation by
DNasel was investigated by agarose gel electrophoresis. The
naked pDNA was completely digested by DNasel (0.1U)
50 mM Tris-HCI buffer containing 10mM MgCl, and 100 mM
NaCl at 37 °C for 30 min. On the other hand, the pDNA /chitosan
and pDNA/chitosan/sugar-PEG-A/C complexes showed
markedly improved resistance against DNasel.

Luciferase activities of pDNA/chitosan/PEG-A/C com-
plexes were investigated for B16 mouse melanoma cells. The
transfection efficiency of the pDNA /chitosan/PEG-A/C com-
plex at P/N/C = 1/5/2.5 decreased to one tenth that of the
pDNA/chitosan complex. The transfection efficiencies of the
ternary complexes were recovered by increasing the amount of
" PEG-A/C, and that of the complex of P/N/C = 1/5/40 was
almost comparable with that of the pDNA /chitosan complex.

Next, the transfection efficiencies of the pDNA /chitosan/
sugar-PEG-A/C complexes were investigated for B16 cells
(Figure 3). The transfection efficiencies of pDNA /chitosan/

PIN/C Ratio
1:5:0

1:5:2.5

1:5:5

1:5:10

1:5:20

1:5:40

o

0 2 4
X 10° Relative Luciferase Activity

Figure 3. Transfection efficiencies of pDNA/chitosan/Lac—
PEG-A/C (black bar) and pDNA/chitosan/Mal-PEG-A/C
(cross-hatched bar) complexes at different P/N/C ratios. The
luciferase activity of naked pDNA was normalized to 100.
The luciferase activity of B16 cells transfected with 2.5pg of
pDNA per 2 x 10° cells represents the mean values of three
experiments. The transfection time was 4h, and post-transfec-
tion time was 20h. * P < 0.1, * P < 0.05, ** P < 0.01.
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Lac-PEG-A/C and pDNA/chitosan/Mal-PEG-A/C complexes
at P/N/C = 1/5/20 were 5.5- and 20-fold higher, respectively,
than that of the pDNA/chitosan complex. The increased trans-
fection efficiencies of the pDNA/chitosan/sugar-PEG-A/C
complexes were also observed for human hepatoma HepG2
cells.

Since both the pDNA /chitosan/Lac-PEG-A/C and pDNA/
chitosan/Mal-PEG-A/C complexes showed enhanced transfec-
tion efficiencies compared with pDNA/chitosan complexes, it
was considered that physicochemical stability contributed to
their high transfection efficiency. Thus, the interactions of the
DNA complexes with anionic serum albumin and glycosamino-
glycan (chondroitin sulfate) were investigated. The turbidity (at
350nm) of the pDNA/chitosan complex markedly increased
depending on the concentration of BSA (0.1-1 mg/mL), where-
as those of the pDNA/chitosan/Mal-PEG-A/C complexes
were significantly suppressed. Furthermore, the release of pPDNA
from the pDNA /chitosan and pDNA/chitosan/Mal-PEG-A/C
complexes in the presence of 2% chondroitin sulfate was inves-
tigated by agarose gel electrophoresis. Though pDNA was
released from the pDNA/chitosan complex, no release was
observed from the pDNA /chitosan/Mal-PEG-A/C complex.
These results suggested that the stability of the pPDNA /chitosan
complex against polyanions was improved by coating its surface
with sugar-PEG-A/Cs. Improvement of the physicochemical
stability of chitosan-containing gene carriers would be prefera-
ble for in vivo administration.

This work was partly supported by the Special Coordination
of Funds for Promoting Science and Technology from the
Ministry of Education, Culture, Sports, Science and Technology,
Japan (T. S.).
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Abstract—Syntheses of oligosaccharides expressed on cells are indispensable for the improvement of the functional analyses of the
oligosaccharides and their applications. We are developing saccharide primers for synthesizing oligosaccharides using living cells. In
this study, dodecyl 2-acetamido-2-deoxy-p-D-glucopyranoside (GlcNAc-C12) and dodecyl B-p-galactopyranosyl-(1-—4)-2-acet-
amido-2-deoxy-p-D-glucopyranoside (LacNAc-C12) were examined for their abilities to prime the syntheses of neolacto-series
oligosaccharides in HL60 cells. When GlcNAc-C12 was incubated with HL60 cells in serum-free medium for 2 days, 14 kinds of
glycosylated products were collected from the culture medium. They were separated by high-performance liquid chromatography.
The sequences of the products were determined to be neolacto-series oligosaccharides including Lewis¥, sialyl Lewis™, polylactos-
amine, and sialylpolylactosamine by mass spectrometry. GlcNAc-C12 was also glycosylated by B16 cells and gave sialyllactosamine.

Furthermore, LacNAc-C12 gave similar glycosylated products to GIcNAc-C12.

© 2008 Elsevier Ltd. All rights reserved.

Keywords: Saccharide primer; N-Acetylglucosamine; N-Acetyllactosamine; Oligosaccharide; Glycosylation; Animal cells

1. Introduction

The importance of technology to synthesize oligosaccha-
rides expressed on mammalian cells has been indicated
by the elucidation of their roles in cell function. We have
been developing saccharide primer methods to synthe-
size oligosaccharides using the glycan biosynthesis
system in cells. A saccharide primer is a glycolipid ana-
logue to be glycosylated by cells in culture. Yamagata
and co-workers have developed amphiphilic glycolipid
analogues such as alkyllactosides.'” Dodecyl B-lactoside
(Lac-C12) as a saccharide primer was incorporated into
B16 melanoma cells and was glycosylated by glycosyl-
transferase. The glycosylated product was secreted from

* Corresponding author. Tel.: +81 45 566 1771; fax: +81 45 566
1447; e-mail: sato@bio.keio.ac.ip

0008-6215/3 - see front matter © 2008 Elsevier Ltd. All rights reserved.
doi:10.1016/j.carres.2008.01.022

the cells. Structural analyses indicated that the product
was sialyllactose, which is the carbohydrate portion of
GM3 normally expressed on the surface of mouse B16
melanoma cells.

Other primers as substrates for glycosyltransferase in
cells have been described in several reports. B-pD-Xyl-
osides have been developed as an initiator of glycos-
aminoglycan biosynthesis.>* Acetylated Xylp1-6Gal-O-
2-naphthol and acetylated Galpl-4GIcNAcB-O-naph-
thalenemethanol (NM) were investigated as inhibitors
of the glycosyltransferase in cells.’ Furthermore, acetyl-
ated GalB1-4GIcNAcB-NM and acetylated GlcNAcB1-
3Galp-NM inhibited the biosynthesis of endogenous
sialyl Lewis®, and they were also glycosylated in human
promyelocytic leukemia HL60 cells.®

The glycosylation of the saccharide primers was sugge-
sted to be dependent on the cell lines, because different
types of cells have different intrinsic glycan biosynthesis
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systems. Therefore, a saccharide library could be synthe-
sized by combining various saccharide primers and cells.
HL60 cells are known to express ganglioside GM3 and
neolacto-series oligosaccharides. When Lac-C12 was
incubated with HL60 cells, only the sialylated product
(sialyllactose) was obtained, but not neolacto-series
oligosaccharides. Therefore, in the present study, we
synthesized dodecyl 2-acetamido-2-deoxy-B-p-gluco-
pyranoside (GIcNAc-C12) and dodecyl B-p-galacto-
pyranosyl-(1 »4)-2-acetamido-2-deoxy-B-p-glucopyrano-
side (LacNAc-C12) as saccharide primers (Fig. 1), and
the glycosylation reactions of those primers by HL 60
cells and B16 cells were examined.

2. Results
2.1. Glycosylation of GlcNAc-C12 by HL60 cells

HL60 cells were employed to examine the usefulness
of GIcNAc-C12 as saccharide primer for the synthesis
of neolacto-series oligosaccharides. After incubation of
50 pM of GIcNAc-C12 with HL60 cells, glycosylated
products and unreacted primers were collected from
the culture medium and cell fraction using a Sep-Pak
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Figure 1. Saccharide primers, GIcNAc-C12 (A) and LacNAc-C12 (B),
employed in this study.
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C;s column. The glycosylated products adsorbed to
the column were eluted using mixed solvents of metha-
nol and water. The glycosylated products were largely
detected from the culture medium. The acidic and
neutral products were eluted with 3:7 MeOH-H,O0,
and 1:9 MeOH-H,0, respectively. As shown in Figure
2A, HPTLC (high-performance thin-layer chromato-
graphy) indicated that the fractions eluted with 3:7
MeOH-H,O contained four neutral products (N1-
N4), and the fractions eluted with 1:9 MeOH-H:O con-
tained six acidic products (A1-A6). Next, the neutral
and acidic products were separated by high-performance
liquid chromatography (HPLC). The four neutral prod-
ucts were separated using 70:28:2 CHCl;-MeOH-H,0
as shown in Figure 2B. N1, N2, N3, and N4 were de-
tected in fraction numbers 7-9, 11-12, 35-40, and 70-
80, respectively. The four acidic products (A1-A4) were
separated using 70:28:2 CHCl;-MeOH-H,0 as shown
in Figure 2C. Al, A2, A3, and A4 were detected in frac-
tion numbers 17-19, 20-23, 26-28, and 45-50, respec-
tively. Two acidic products (A5-A6) were separated
using 60:35:5 CHCl;-MeOH-H,0 as shown in Figure
2D. A4 and A5 were detected in fraction numbers 10
and 11-13, respectively.

2.2. Analyses of the chemical structures of products by
mass spectrometry

Analyses of the structures of products separated by
HPLC were carried out by MALDI-TOFMS (matrix-
assisted laser desorption and ionization time-of-flight
mass spectrometry). The observed masses and the de-
duced sequences of the glycosylated products are shown
in Table 1. The mobility of N1 on HPTLC was same as
that of synthetic Galpl1-4GlcNAc-C12 (LacNAc-Cl12),
and the non-reducing hexose of N1 was cleaved by
jack bean B-galactosidase (data not shown). Further-
more, the positive MALDI-PSD (post-source decay)
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Figure 2. HPTLC of the products collected using a Sep-Pak Cs column (A), and purified by HPLC (B, C, and D) for the glycosylation of GlcNAc-

C12 by HL60 cells.
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Table 1. Deduced sequences and mass observed by MALDI-TOF-MS for the glycosylated products from GlcNAc-C12

Product Sequence Observed mass
N1 GalB1-4GIcNAc-C12 574.1 [M+NaJ"
N2 GalB1-4(Fucal-3)-GlcNAc-C12 720.1 [M+NaJ*
N3 GalB1-4GIcNAcB1-3Galpl-4GIcNAc-C12 939.1 [M+Na]"
N4 GalB1-4GIcNAcB1-3Galpl-4(Fucal-3)GlcNAc-Cl12 1085.3 [M+Na]"
Al NeuNAco2-3GalB1-4GIcNAc-C12 841.4 [M—H]”
A2 NeuNAco2-6Galpl-4GIcNAc-C12 841.4 [M—HJ”
A3 NeuNAc(GalB1-4GlcNAc),-C12 1230.1 [M-H]"
A4 Fucose+A3 1376.3 [M—H]”
AS NeuNAc~(GalB1-4GlcNA¢)5-Cl2 1595.9 M—H]"
A6 Fucose+AS 1742.0 M-H]"

spectrum (Table 2) revealed a peak at m/z 305.32 corre-
sponding to %?A, fragment (+Na®, intramolecular
cleavage of GIcNAc). The results of MALDI-PSD
agreed with the values in the literature.” Thus, N1 was
determined to be GalBl-4GlcNAc-C12. N2 was pre-
dicted to be H antigen (Fuc-Gal-GlcNAc-C12) or
Lewis™ (Gal-(Fuc)-GlcNAc-C12) from the peak of m/z
720.1 ((M+NaJ") of the MALDI-TOF-MS spectrum
(Table 1). The MALDI-PSD spectrum of N2 (Table 2)
revealed peaks at m/z 558.4 corresponding to Yip
(Fuc-GIcNAc-C12+Na*) and m/z 305.4 corresponding
to the Y,o/*?A, fragment (+Na*'). The observed frag-
ment ions of N2 were similar to the MALDI-PSD spec-
trum of Lewis® reported in the literature.” Therefore,
N2 was determined to be Lewis™. N3 was predicted to
be Gal-GlcNAc-Gal-GlcNAc-C12 from the peak of m/z
939.1 ([M+Na]") of the MALDI-TOF-MS spectrum
(Table 1). The MALDI-PSD spectrum of N3 (Table 2)
revealed peaks at m/z 670.5 corresponding to 027, frag-
ment (+Na™) and m/z 305.3 corresponding to *?A, frag-

ment (+Na*), suggesting the existence of two pB-(1-4)
lactosamine units. N4 was predicted to be fucosylated
N3 from the peak of m/z 1085.3 ((M+Na]") of the
MALDI-TOF-MS spectrum (Table 1). The MALDI-
PSD spectrum of N4 (Table 2) revealed a peak at m/z
558.6 corresponding to Yp (Fuc-GlcNAc-Cl2+Na+),
and fragmentation ions were similar to those of N3,
suggesting that N4 is Galfl-4GIlcNAcB1-3Galpl-
4(Fucal-3)GIcNAc-C12. HL60 cells express FUT4,
which transfers fucose to lactosamine.® Furthermore, it
has been reported that FUT4 preferentially transfers
fucose to inner GIcNAc residues.” The structure of N5
agreed with that of the endogenous glycan reported in
the literature.®’

Though the mobilities of Al and A2 on HPTLC
were different, the MALDI-TOF-MS spectra of them
revealed the same mass of 841.4 ((M—H]"), corres-
ponding to NeuNAc-Gal-GlcNAc-C12 (sLacNAc-Cl12,
Table 1). Since Al and A2 are considered to have differ-
ent linkages of N-acetylneuraminic acid to galactose, the

Table 2. Fragment ions observed by MALDI-PSD spectrum for the glycosylated products from GlcNAc-C12

Product Fragments

N1 226.4 ([Y1/B2+NaJ"), 305.3 ([**A;+Nal"), 388.4 ([Bo+Na]"), 412.4 ([Y:1+Na]"),
N2 2263 ([Y1o/Y 1/B2+Na]"), 305.4 ([Y1o/*?A2+Na]"), 370.5 ((Z1/B2+Na]"), 388.3 ([Y1o/B2+Na]"), 412.4 ([Y1o/Y 15+ Na]"),
534.4 ((B+NaJ"), 556.4 ([Z+Na]"), 558.4 ([Y15+Na]*), 574.6 ([Y 14+Na]")
N3 2263 ([Ya/Bo+NaJ", [Bo/Y1+Na]"), 305.3 ([*?A,+Na]"), 388.2 ([By+Na]' or [Ba/Y2+NaJ'), 406.4 ([C2+NaJ"), 412.5 ([Y +Na]"),
550.3 ([Bs+Na]'), 574.5 ([Y2+Na]"), 670.5 ("?A4+Na]"), 753.7 (Bs+Na]"), 777.9 ([Y5+Na]")
N4 226.4 ([Y3/By+Nal', [Y 1o/Ba/Y 15+ Na]h), 305.3 ([>?A,+Na]*), 388.5 ([(B2+Na]* or [Y1o/B4/Y2+Na]"), 406.5 ((C+Na]"),
412.7 ([Y1o/Y 1g+Nal"), 550.6 ((Bs+Na]"), 558.7 ([Y 15+ Na]"), 574.9 ([Y 1o/Y2+Na]"), 670.4 ([Y1o/*°A4+Na]"),
720.6 ([Y2+Na]*), 778.0 ([Y1o/Ys+NaJ"), 901.9 ([Ys+Nal"), 940.0 ([Y14+Na]")

A3 388.3 ([Y4/Bs+Na]', [Yo/Bs+Na]"), 406.5 ([Y4/C5+Na]"), 412.4 ([Y+Nal"), 476.3 ([B2+Na]"), 550.5 ([Y4/Bs+Na]"),
574.6 ([Y+NaJ"), 634.9 ((*?As+Na+K—H]J"), 679.6 ([Bs+Nal"), 753.8 ([Bs/Ys+Na]"), 777.7 ([Y>+Na]"), 939.8 ([Y4+Na]")
A4 336.4 ([Bi+2Na—HJ"), 388.4 ([Y4/Bs+Na]" or [Y1/Y2/Bs+Na]'), 406.5 ([Y4/C3+NaJ"), 412.3 ([Y1o/Y15+Na]"), 476.5 ([B2+Na]"),

550.6 ([Y4/Ba+NaJ), 558.9 ([Y15+Na]h), 574.6 ([Y1/Y2+Nal"), 634.9 ([>*A3+Na+K-HJ"), 679.6 ((Bs+NaJ"), 720.9 ([Y2+Na]"),
777.8 ([Y1o/Y 5+ NaJ"), 841.3 ((Ba+Na]"), 923.9 ([Y3+Na]"), 939.6 ([Y1o/Ya+Na]"), 1085.4 ([Y4+Na]"), 1230.8 (Y1)

A5 388.1 ([Ye/Bs+Na]", [Bs/Y4+Na]' or [B+/Y+Na]"), 406.2 ([Y&/Cs+Na]* or [Cs/Y4+Nalh), 550.3 (B&/Y4+Na]h),
574.6 ([Y2+Na]"), 591.2 ([Ys/Bs+Na]" or [B+/Y++Na]"), 596.7 (>?As+Na]"), 634.9 ((**As+Na+K-HJ"), 670.2 ([Ye/**As+Na]",
[Y4/*?A7+Na]"), 679.5 ((Bs+Na]"), 753.6 ([Y&/Bs+Na]" or [B#/Y4+Na]"), 777.6 ([Y3+Na]"), 916.8 ([Y++H]"), 939.5 ([Y4+Na]"),
999.8 ([**As+NaJ"), 1045.1 ((Bs+Nal"), 1142.7 ([Ys+NaT"), 1305.0 ([Ys+Na]")

A6 388.6 ([Y&/Bs+NaJ', [Bs/Ya+Na]' or [Y 1o/B+/Yo+NaT"), 406.8 ([Y&/C5+Na]", [Cs/Y4+Na]"), 550.5 ([Bo/Y4+NaJ"),
574.9 ([Y1o/Y2+Na]"), 591.3 ([Ys/Bs+Na]* or [Y1o/B+#/Y3+Na]"), 596.2 (*?As+Na]h), 634.4 ((**As+Na+K+H]),
720.2 ([Y2+NaJ"), 753.8 ([Y 1o/ Y&/**As+Na]" or [Y1o/Yo/*2A7+Na]"), 777.6 ([Y1/Y3+Na]"), 899.9 ([Y4/Br+Na]h),
9169 ([Y1o/Y4+H]"), 923.9 ([Y3+Na]"), 939.8 ([Y1o/Y5+Na]"), 1000.0 ([Y1o/**As+Na]"), 1045.5 ([Bs+Na]"),

1085.7 ([Y4+Na]"), 1288.8 ([Y s+Na]"), 1304.5 ([Y1o/Ys+Na]"), 1451.0 ([Ys+NaTh), 1472.6 ((Y&+2Na—HJ"), 1596.1 ([Y1,+Na]")



