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Abstract Monosialosyl gangliosides and sulfoglycolipids
in the gill of pacific salmon, Oncorhynchus keta, have been
prepared by solvent extraction and DEAE-Sephadex col-
umn chromatography. Acidic glycolipid bands (M1-M13)
detected by thin layer chromatography were separated by
Iatrobeads column chromatography and 13 components
were characterized by TLC, compositional analysis, meth-
ylation analysis, chemical and enzymatic degradation,
liquid secondary ion mass spectrometry and 'H nuclear
magnetic resonance spectroscopy. In addition to the acidic
glycolipids with known structures (SM4s, SM3, GM3,
LM1, GM1b and V3aFuc,IV?pGalNAc-GM1a), two frac-
tions (M11 and M13) of unknown monosialosyl ganglio-
sides with TLC mobility slower than GM1a were isolated
and characterized as having the following structure with a
hybrid of isoglobo- and neolacto-series.

NeuAca2 — 3Galf3 — 4GleNAcf — 3Galx — 3Galf3 — 4Glcf3 — Cer
3

Fucaxl

Analysis of fatty acid indicated predominance of C24:1
fatty acid in the upper band (M11) and shorter chain

The nomenclature system for lipids follows the recommendation of
the Nomenclature Committee, International Union of the Pure and
Applied Chemistry [1].
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saturated fatty acids in the lower band (M13). The tissue
concentrations of M11 and M13 were 1.15 and 0.96 pumol/kg
wet weight, respectively.
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Abbreviations

GalNAc N-acetylgalactosamine
GIcNAc N-acetylglucosamine
Hex hexose

HexNAc N-acetylhexosamine
NeuAc N-acetylneuraminic acid

Cer ceramide

LacCer Galp1-4Glcp1-1Cer

Gg;Cer GalNAcp1-4Galp1-4Glcp 1-1Cer

Gg,Cer, Galp1-3GalNAcp 1-4Galp 1-4Glc 1-1Cer
asialo GM1

SM4s GalCer I-sulfate

SM3 LacCer II’-sulfate

GM3 I NeuAc-LacCer

GMla I xNeuAc-Gg*Cer

GM1b IV aNeuAc-Gg*Cer

LM1 IV3axNeuAc-nLc

di18:1 4-sphingenine

d18:0 4-sphinganine

t18:0 4-hydroxysphinganine

TLC thin layer chromatography

HPTLC high performance TLC

HPLC high performance liquid chromatography

TEAB triethanolamine carbonate

GLC gas—liquid chromatography

GC-MS gas chromatography-mass spectrometry
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LSIMS liquid secondary ion mass spectroscopy
NMR nuclear magnetic resonance

COSY chemical shift correlated spectroscopy
Me,SO dimethyl sulfoxide

BSTFA bis-(trimethylsilyl)trifluoroacetamide
T™MS tetramethylsilane

Introduction

Glycolipids serve for various functions of cell membranes
[2, 3]. Glycolipids in actively transporting organs such as
the kidney of mammals [4, 5] have been studied in detail.
The roles of glycolipids in transport function of kidney were
investigated using some renal cell lines [6—10]. However,
there have been only a few works on the glycolipids of the
major osmoregulatory organs of aqueous vertebrates except
for the report that the metabolism of sulfatide in the gill of
eel was activated when eels were transferred to sea water
from fresh water [11]. A unique ganglioside, fucosyl-
GalNAc-GMla, was characterized from the kidney of the
salmon [12]. Recently we reported the related disialosyl
gangliosides containing 4-O-acetyl-N-acetylneuraminic acid
from salmon kidney [13]. The glycosphingolipids of teleost
gill have not been studied to date, although the glyco-
sphingolipids of the teleost have been reported from the
brain [14], milt [15], liver [16, 17] and roe [18, 19]. The
teleost gill consists of branched or feathery tissue richly
supplied with blood vessels, and the structure of the gill
surface is well developed as a respiratory organ for facil-
itating the exchange of oxygen and carbon dioxide. Another
significant function of the gill is the osmoregulation which
maintains the constant level in body-ions under the various
osmotic conditions. Because a salmon is able to adapt to both
sea water and fresh water, the cell surface of the salmon gill
is considered to be a unique membrane structure containing
special components. Glycosphingolipids as amphiphiles are
the candidates for supporting elements of the ion-barrier
function of the gill cell surface. For this purpose we
investigated the profile of acidic glycosphingolipids in the
gill of Pacific salmon, Oncorhynchus keta. In the present
paper a unique ganglioside with a hybrid type glycon was
demonstrated in addition to known four gangliosides and
two sulfated glycolipids.

Materials and methods
Materials

The gills were freshly prepared from pacific salmons
captured offshore Sanriku Coast in Japan in December.
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The material was frozen at —40°C until use. Standard
glycosphingolipids, compounds, chemicals and reagents
were described as previously [12]. (3-Galactosidase (EC
3.2.1.23, grade VII) and [3-N-acetylhexosaminidase (EC
3.2.1.30) from jack bean, «-galactosidase (EC 3.2.1.22))
from green beans and neuraminidase (EC 3.2.1.18, type V)
from Clostridium perfringens were the products of Sigma,
St. Louis, U.S.A. Reagents for derivatization or NMR spec-
troscopy were previously described [20].

Thin layer chromatography

TLC was performed on Silicagel 60 HPTLC plates (Merck)
with the following solvent systems: I, chloroform/methanol/
0.2% CaCl, (55:45:10, v/v); II, chloroform/methanol/water
(60:35:8, v/v); and III, chloroform/methanol/3.5 M ammoni-
um hydroxide (55:45:10, v/v). Glycolipids were visualized by
spraying the plate with orcinol/H,SO,4 reagent or resorcinol
reagent [21] and heating for 5 min at 120°C. Sulfoglyco-
lipids were detected by staining with azure A solution [22].

Lipid extraction and purification of gangliosides

Gills, 550 g, were extracted by homogenization using a
Warring blender with 4.5 1 of chloroform/methanol (2:1,
v/v). After filtration, the second and the third extraction
were performed with chloroform/methanol/0.88% KCI
(60:120:8, v/v, 1.9 1) and chloroform/methanol/0.4 M
sodium acetate (30:60:8, v/v, 1.9 1), respectively. The
extracts were combined, concentrated with rotary evapora-
tor, and partitioned by the addition of chloroform/methanol/
0.88% KCI (8:4:3, v/v, 1.5 1). The upper phase was
concentrated, dialyzed and lyophilized. The lower phase
was concentrated to dryness and treated with 0.1 M NaOH
in methanol at 37°C for 1 h, then neutralized with 1-M
acetic acid and partitioned as above. The upper phase was
dialyzed and lyophilized and the lower phase was
concentrated. The resultant two upper phase fractions and
the lower phase fraction were combined with chloroform/
methanol/water (30:60:8, v/v, 170 ml), and the aliquot was
subjected to DEAE-Sephadex A-25 (hydrogen carbonate
form, 1.2 x 45 cm) column chromatography. After washing
the column with 4 1 of the same solvent, acidic glycolipids
were separated with a linear gradient of chloroform/methanol/
water (30:60:8, v/v, 500 ml) to chloroform/methanol/0.8 M
TEAB (triethylamine carbonate) (30:60:8, v/v, 500 ml) at the
flow rate of 1 ml/min. The eluates (10 ml/tube) were
monitored by HPTLC. The glycolipid fractions in the
monosialosyl glycolipids were further purified by HPLC in
a Shimadzu LC 4A apparatus using a column (1 x 30 cm) of
latrobeads (6RS-8005) with chloroform/methanol/water
(60:40:2, v/v) at the flow rate of 1 ml/min.
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Chemical and spectral analyses Methylation study

Monosaccharides, fatty acids and sphingoids were analyzed =~ A portion (20-50 pg) of each glycolipid was methylated
by gas chromatography as described [12]. Gangliosides were ~ [24, 25], acetolyzed [26], reduced with NaB[*H], [4], and
determined by resorcinol reagent using N-acetyl neuraminic  acetylated according to the published procedures [27]. The
acid as a standard. For the measurement of 'H nuclear  acetates of partially methylated, 6-deoxyhexitol, hexitol,
magnetic resonance spectroscopy the purified glycolipids  and hexosaminitol were analyzed by gas chromatography-
were treated repeatedly with 0.5 ml portions of CH;O[?H],  electron impact mass spectrometry as described [12]. A
followed by desiccation over P,Os in vacuo to exchangethe ~ mass range from 45 to 450 atomic mass units was scanned
labile protons with deuteron. The dried glycolipids were  every 6 s. Peaks were identified by retention times and char-
redissolved in 0.5 ml of a mixture of [*H]Me,SO/[*H],0, acteristic fragment ions. Mass fragmentograms of terminal
(98:2, v/v). The spectra were recorded on a GX-400  sugar ions were used to calculate the yields of methylated
400 MHz spectrometer of Japan Electron Optical Laboratory ~ glycolipids. For cerebroside, m/z 187 (Hex-MeOH) was
(JEOL) at 60°C. The operation conditions for one-dimensional =~ measured at an ion-source temperature of 250°C, m/z 344
spectrum were as follows: frequency, 400 MHz; sweep width, ~ (NeuAc-MeOH) for GM3 at 280°C, and m/z 260 (HexNAc)
4 kHz; sampling points, 16 k. All the two-dimensional spectra  for globoside at 285°C.

were recorded with 512 x 2,048 data points and a spectral

width of 2,500 Hz as previously described [20]. Chemical  Limited degradation of glycolipid

shifts were indicated by ppm from the signal of TMS as an

internal standard. Negative-ion LSIMS was performed on a  Purified glycolipid was treated with 1% trichloroacetic
Concept IH mass spectrometer (Shimadzu/Kratos) fitted with ~ acid at 100°C for 1 h. Treatment of glycolipids with (3-
a cesium ion gun [23]. galactosidase from Jack beans (Sigma Co.) was performed

Fig. 1 HPTLC pattern of gan-

gliosides purified from salmon

gill. TLC was performed with . :
solvent system I (chloroform/ Al . W - .
methanol/0.2% CacCl,, -
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—
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Table 1 Carbohydrate compo-

sition of acidic glycolipids Fraction Glc Gal GalNAc GlcNAc Fuc NeuAc
Ml - 1.00 - - — -
M2 - 1.00 - - — -
M3 1.00 0.84 - - — -
M4 1.00 0.68 - - - 0.71
M5 1.00 0.79 - - - 0.71
Molar ratios were calculated M7 1.00 1.44 - 0.75 - 0.67
based on the GLC peak areas M8 1.00 1.80 0.98 - - 0.61
of methylated glycosides using M9 1.00 1.85 1.83 - 0.68 0.57
methylated fucosyl GM1a and M10 1.00 1.97 0.98 - — 0.76
sialosylparagloboside as the M1 1.00 2.89 - 0.56 0.69 0.60
calibration standards. MI3 1.00 2.69 - 0.60 0.44 0.53

as described [12]. In the case of [3-N-acetylhexosaminidase
from Jack beans the sodium citrate buffer of pH 5.0 was
used and o-galactosidase from green beans (Sigma Co.)
was used with sodium taurocholate (1 mg/ml) in the sodium
citrate buffer of pH 4.0. The reaction mixture was adjusted
to chloroform/methanol/water (30:60:8, v/v), and the
product purified as described [12].

Results

Preparation of monosialosyl gangliosides
and sulfoglycolipids from gill of salmon

Acidic glycolipids were eluted from DEAE-Sephadex A-25
by increasing the concentration of salt (triethylamine
carbonate). Monosialosyl fraction contained 11.5 pmol
gangliosides per kg wet weight. More than 13 bands
(M1-M13) were detected in the region of monosialosyl
fraction by TLC. These glycolipids were further purified by
HPLC on an latrobeads column to single bands on TLC
plates with solvent system II and I respectively (Fig. 1).
The glycon structures of 11 glycolipids except for M6 and
M12 were further characterized.

Identification of sulfoglycolipids

All these acidic glycolipids reacted with orcinol/H,SO4, and
acidic glycolipids except for M1, M2 and M3 were found to
be sialosylglycolipids by the reaction with resorcinol/HCL.
By staining with azure A solution on TLC plate, three
glycolipids (M1-M3) were found to be sulfoglycolipids.
M1 and M2 comigrated with standard SM4s and M3
migrated slower than standard SM3. Carbohydrate analysis
showed that M1 and M2 contained only Gal, while M3
contained Glc and Gal at the ratio of 1 to 1 (Table 1).
Methylation study yielded 2,4,6-tri-O-methylgalactitol in
M1 and M2. Methylation analysis of M3 was not
performed due to the scarcity of the compound. Based on
these results, M1 and M2 were identified as SM4s and M3
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was supposed as SM3. Predominant fatty acid was C24:1 in
M1 and M3, and C16:0 in M2 (Table 2). The major long
chain base in M1 and M2 was d18:1.

Gangliosides M4 and M5

Gangliosides M4 and M5 were characterized as GM3
ganglioside by the migration behavior on TLC, carbohy-
drate composition and methylation studies. Desialylation of
these gangliosides by mild acid treatment resulted in a
glycolipid comigrating with LacCer on HPTLC. The major
fatty acid component was C24:1 in M4 and C16:0 in M5,
respectively. Only NeuAc was detected by GLC as sialic
acid of these gangliosides.

Ganglioside M7

Ganglioside M7 was composed of Glc, Gal, GlcNAc and
sialic acid in the ratio of 1:2:1:1. NeuAc was detected by
GLC as a sole species of sialic acid. This ganglioside was
susceptible to neuraminidase from Clostridium perfringens
and the desialylated glycolipid was sequentially degraded
by [-galactosidase, [3-N-acetylhexosaminidase and f3-
galactosidase to a monohexosylceramide (data not shown).
Methylation analysis yielded 2,3,6-tri-O-methyglucitol,
2,4,6-tri-O-methylgalactitol, and 3,6-di-O-methyl-N-acetyl-
glucosaminitol at an approximate ratio of 1:2:1 (Table 3).
"H NMR spectrum showed anomeric protons of Gl (I)
at 4.164 ppm (J = 7.8 Hz), Gal (II) at 4.260 ppm (J =
6.8 Hz), Gal (IV) at 4.191 ppm (J = 7.8 Hz) and GIcNAc
(IIT) at 4.639 ppm (J = 8.3 Hz) (Table 4). Based on these
results, the structure of M7 was characterized as LM1.
The lipophilic moiety of this ganglioside may be
predominantly the combination of C24:1 and d18:1.

Gangliosides M8 and M10

Carbohydrate composition of both gangliosides M8 and
M10 was shown to be Glc, Gal, GaNAc and sialic acid in
the approximate proportion of 1:2:1:1. Only NeuAc was
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Table 2 Compositional analyses of fatty acids and long chain bases

M1 M2 M3 M4 M5 M7 M8 M9 M10 M1l M13
(Fatty acid)
C14:0 - 2.9 6.1 3.7 134 - - - 4.8 10.6 334
C16:0 10.4 33.7 38.8 12.2 25.0 16.1 9.3 159 35.0 22.9 44.7
C16:0(h) 2.5 1.7 - - - - - - - - -
C18:0 42 11.8 21.2 42 19.9 12.3 7.7 12.0 26.5 14.9 21.9
C18:1 42 6.5 10.7 22 52 3.2 2.7 3.4 8.9 9.8 -
C18:0(h) 1.6 1.7 - - - - - - - - -
C20:0 1.0 1.4 5.1 0.4 - - - - 3.6 - -
C20:0(h) 0.4 1.2 - 0.9 2.9 - - - - - -
C22:0 7.4 7.4 59 22 - - - - - - -
C22:0(h) 0.2 5.1 - - - - - - - - -
C24:0 42 1.5 1.5 3.1 1.7 - 49 - 3.5 - -
C24:1 60.9 21.9 7.3 65.3 25.8 59.4 65.2 58.5 10.1 41.9 -
Others 29 33 3.4 5.6 6.2 8.9 10.3 10.1 7.5 - -
(Long chain base)
dis:1 78 80 74 84 100 36 64 4 30
d18:0 22 - nd - 16 - 26 - - 4 nd
t18:0 - 20 26 - - 38 36 96 66

Each component was identified from the retention time of GLC. Data were obtained from peak areas.

nd Not determined.

detected as the sialic acid species in both gangliosides.
Methylation study of both gangliosides yielded 2,3,6-tri-O-
methyglucitol, 2,3,6-tri-O-methylgalactitol, 2,4,6-tri-O-
methygalactitol and 4,6-di-O-methyl-N-acetylgalactosaminitol
in a equimolar proportion (Table 3). Ganglioside M8 was
degraded by neuraminidase to a neutral glycolipid, which
comigrated on HPTLC with Gg4Cer from bovine brain
GMI1. Stepwise degradation of this glycolipid by [3-
galactosidase, [3-N-acetylhexosaminidase and [3-galactosi-
dase yielded GgzCer, LacCer and GalCer, respectively, on
HPTLC (data not shown). Ganglioside M10 was also

degraded similarly to M8 by a set of neuraminidase and
glycosidases, and the corresponding products migrated
slower than those of M8. "H-NMR spectrum of M8 showed
anomeric protons ascribed to Glc (I) at 4.177 ppm (J =
7.8 Hz), Gal (II) at 4.198 ppm (J = 8.8 Hz), Gal (IV) at
4.238 ppm (J = 7.8 Hz) and GalNAc (II) at 4.522 ppm (J =
7.8 Hz) (Table 4). Spectrum similar to that of M8 was
obtained from M10. The difference between M10 and M8
was only in the content of unsaturated fatty acids. Fatty
acids in M8 were predominantly C24:1 in contrast to C16:0
and C18:0 in M10. Long chain base was d18:1, d18:0 and

Table 3 Partially-O-methylated hexitol and hexosaminitol acetates identified in the permethylated intact gangliosides

2,3,6-Glc® 2,3,6-Gal® 2,4,6-Gal® 2,6-Gal* 4,6-GalNAc® 3,6-GlcNAc! 6-GIcNAcE 2,3 4-Fuc"
M7 1.00 - 2.39 - - 0.82 - -
M8 1.00 0.83 0.88 - 0.80 - - -
M9 1.00 - 0.92 1.25 1.85 - - 1.05
M10 1.00 0.78 0.90 - 0.89 - - -
M13 1.00 - 2.59 - - - 0.99 0.63

Values are determined by GLC on a CBP-1 capillary column.
#2,3,6-tri-O-methylglucitol.

®2,3,6-tri-O-methylgalactitol.

€2,4,6-tri-O-methylgalactitol.

92,6-di-O-methylgalactitol.

€ 4,6-di-O-methyl-N-acetylgalactosaminitol.
3,6-di-O-methyl-N-acetylglucosaminitol.

£ 6-0-methyl-N-acetylglucosaminitol.

12,3 4-tri-O-methyl-6-deoxygalactitol.

@ Springer



656

Glycoconj J (2006) 23:651-661

Table 4 Chemical shifts and coupling constants of gill gangliosides

\% v I I I
NeuAco— Gal3—HexNAcp— Galp— Gal3— Cer

V-3eq V-1 1-1 1I-1 I-1
M7 2.746 4.191 4.639 4.260 4.164
(1.8) (8.3) (6.8) (7.8)
MS8 2.770 4.238 4.522 4.198 4.177
(1.8) (7.8) (8.8) (7.8)
M10 2.745 4.297 4.597 4.222 4.183
(1.3) (7.3) (1.3) (7.8)
VI \% I\% 1 VII 1T I
Fuca—3GalNAcpB-3Galp-3GalNacf —4[NeuAcx2-3])Galp—4Glc—1Cer
VII-3eq VI-1 V-1 V-1 1I-1 1I-1 I-1
M9 2.570 4.761 4.661 4.276 4.884 4.284 4.155
(3.9) (8.3) (1.8) (8.3) (6.4) (7.8)
VI \% 1 I 1
NeuAcx2—3Galp—4GlcNAcp —3Gala—3Galf—4Gle3—Cer
3
Fucal
VIL
VII-6 VII-5 VII-1 VI-3eq V-1 V-1 -1 1I-1 1-1
MIl1 1.008 4.618 4.872 2.735 4.311 4.715 4.872 4.311 4.192
(6.4) (6.8) (1.3)
MI13 1.009 4.625 4.881 2.757 4.311 4.732 4.854 4311 4.191
(6.4) (3.9) (1.3) (7.3) (3.4) (1.3) (1.3)

t18:0 in M8, while t18:0 was predominant in M10 (Table 2).
Based on these results both gangliosides were identified as
GM1b with different ceramide species.

Ganglioside M9 and M12

The Rf of M9 on HPTLC was close to the upper band of
fucosyl-N-acetylgalactosaminyl-GM1a from salmon kidney.
From carbohydrate composition analysis ganglioside M9
contained Glc, Gal, GalNAc, Fuc and sialic acid at the
approximate proportion of 1:2:2:1:1. Only NeuAc was
detected as sialic acid. Methylation analysis yielded 2,3,6-
tri-O-methylglucitol, 2,4,6-tri-O-methylgalactitol, 2,6-di-O-
methylgalactitol, 2,3,4-tri-O-methyl-6-deoxygalactitol and
4,6-di-O-methyl-N-acetylgalactosaminitol at an approximate
proportion of 1:1:1:1:2. The 'H-NMR spectrum showed
doublets of H-1 of GalNAc (IIT), Fuc (VI), GalNAc (V), and
Gle (I) at 4.884 ppm (J = 8.3 Hz), 4.761 ppm (J = 3.9 Hz),
4.661 ppm (J = 8.3 Hz), and 4.155 ppm (J = 7.8 Hz),
respectively. Two doublets of H-1 of Gal (Il and 1V) at
4.284 ppm (J = 6.4 Hz) and 4.276 ppm (J = 7.8 Hz), a
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quartet of H-5 of Fuc at 4.048 ppm were also identified.
Since these NMR data were similar to those of fucosyl-N-
acetylgalactosaminyl-GM1a from salmon kidney [12], M9
was characterized as follows:

Fuca—3GalNAc3 —3Galf —3GalNAcf3
—4[NeuAcx2 —3]Gal —4Glcf —1Cer

C24:1 fatty acid was shown to be predominant and d18:1
and t18:0 were detected in M9 as long chain bases. Negative
ion LSIMS of M12 demonstrated the above glycon structure
of M9 with ceramide of d18: 1/C14:0 (data not shown).

New gangliosides M11 and M13

Both M11 and M13 contained Glc, Gal, GlcNAc, Fuc and
sialic acid at the approximate proportion of 1:3:1:1,
respectively. Only NeuAc was detected as sialic acid.
Alditol acetates of 2,3,6-O-methylglucitol, 2,4,6-O-methyl-
galactitol, 2,3,4-O-methyl-6-deoxygalactitol, and 6-O-
methyl-N-acetylglucosaminitol in a proportion of 1:3:1:1
were detected by methylation analysis of M13 (Fig. 2a,b).
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Fig. 2 Mass-chromatography of partially methylated alditol acetates
of glycosides prepared from ganglioside M13. (Panel A) Partially-O-
methylated hexitol acetates of M13 were separated on a SP-2340
column. Hexosaminitol derivatives were not detected on this column.
(Panel B) Partially-O-methyl-N-methyl-N-acetylhexosaminitol acetate
was separated on an OV-17 column and was identified from the m/z
117, 159 and 171. (Panel C) Acetate of partially methylated
hexosaminitol from desialylated and defucosylated M13 was separated

M13 was treated with neuraminidase from Clostridium
perfringens, and the desialylation product was then defuco-
sylated by trichloroacetic acid (Fig. 3). The desialylation and
defucosylated M13 could be sequentially degraded by f3-
galactosidase, [3-N-acetylhexosaminidase, o-galactosidase
and [3-galactosidase to a monohexosylceramide (Fig. 3).

Based on these results the structure of M 13 was proposed
to be:

NeuAca2—3Galp—(4 or 3)[Fuca—3 or 4]GIcNAcf
—3Galx—3Galf3—4Glc3 —1Cer

In order to elucidate the linkage of Gal-GlcNAc, the
desialylated and defucosylated derivative was prepared and
analyzed by methylation study. Since 3,6-O-methyl-N-acetyl-
glucosaminitol was detected from this compound using
sialosylpalagloboside as a standard, the linkage of Gall-
4GIcNAc could be confirmed (Fig. 2¢). One-dimensional
"H-NMR spectroscopy of M13 showed doublets of H-1 of
Fuc, Gal (IIT), GIcNAc, Gal (Il and V), and Glc at 4.881 ppm

g do ' e’ o' e

TIE (HINUTES)

"k ge | de T g

TIME (MINUTES)

on OV-17 column and was identified by the retention time of 3,6-di-O-
methyl-N-acetylglucosaminitol from standard sialosylparagloboside.
Detailed conditions are described in Materials and Methods section.
Peaks are numbered as follows: (1) 2,3,4-tri-O-methyl-6-deoxygalac-
titol; (2) 2,4,6-tri-O-methylgalactitol; (3) 2,3,6-tri-O-methylglucitol;
(4) 6-O-methyl-N-acetylglucosaminitol; (5) 3,6-di-O-methyl-N-acetyl-
glucosaminitol

(J = 3.9 Hz), 4.854 ppm (J = 3.4 Hz), 4.732 ppm (J =
7.3 Hz), 4311 ppm (J = 7.3 Hz), and 4.191 ppm (J =
7.3 Hz), respectively. A quartet of H-5 of Fuc at 4.625 ppm,
a quartet of H-3eq of NeuAc at 2.757 ppm and a doublet of
H-6 of Fuc at 1.009 ppm (J = 6.4 Hz) also supported the
proposed structure (Table 4). N-Acetylmethyl protons of
NeuAc and GlcNAc were observed at 1.885 and 1.811 ppm,
respectively, as a singlet. Two-dimensional COSY spectrum
also revealed cross peaks of H-1/H-2, H-1/H-3 and others
(Fig. 4).

H-2 of Gal (V) was observed in the lower field than that of
Gal (I) because of the attachment of NeuAc to position 3.
NMR spectrum of MI11 also showed signals of the
saccharide chain similar to M13 (Table 4). In agreement to
the fatty acid analysis, the signals of cis-olefin methines of
unsaturated fatty acid in M11 were much larger than those
in M13, and d18:1/C24:1, respectively.

Negative ion LSIMS analysis of M13 (Fig. 5a) demon-
strated molecular ions (M-H) at m/z 1,814 and 1,796 cor-
responding to the ceramide species (t18:0/C14:0) and (d18:1/
C14:0), respectively. Furthermore, characteristic fragment
ions, m/z 1,523(M-H-NeuAc) , 1,361(M-H-NeuAc-Hex) ,
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Fig. 3 Sequential degradation of ganglioside M13 by exoglycosi-
dases. Lane 1, rat brain acidic glycolipid (cf. Fig. 1): A1, SM4s; A2,
GM3; A3, GMla; A4, GDla; AS, GDI1b; A6, GT1b + GQlb. Lane 2,
purified M13. Lane 3, product of M13 by neuraminidase. Lane 4,
product of lane 3 treated with trichloroacetic acid. Lane 5, product of
lane 4 incubated with (3-galactosidase from jack bean. Lane 6, product
of lane 5 incubated with {3-N-acetylhexosaminidase from jack bean.
Lane 7, product of lane 6 incubated with o-galactosidase from jack
bean. Lane 8, product of lane 7 incubated with (3-galactosidase from
jack bean. Lane 9, neutral glycolipid mixture from horse kidney as
standards: N1 Monohexosylceramide, N2 dihexosylceramide, N3
Gb;Cer, N4 GbyCer, N5 GbsCer. The HPTLC plate was developed
with solvent system (II)

1,012(trihexosyl ceramide) , 850(dihexosyl ceramide) , 688
(monohexosyl ceramide) and 526(ceramide, t18:0/C14:0),
were obtained with a sequential cleavage at the glycosidic
linkage. Peaks of 1303 and 1141 were also shown as
characteristic glycon fragments. Fragment pattern of M11
was similar with M13. A set of ceramide species m/z 664
(t18:0/C24:1) and 646 (d18:1/C24:1) were detected, and
their molecular ions and sequential fragments at the
glycosidic linkage were shown in Fig. 5b.

Based on these results, the structure of M11 and M13
was characterized as a new hybrid-type ganglioside of
neolacto- and isoglobo-series:

NeuAca2—3Galp—4[Fucax—3]GlcNAcR—3Galo
—3Galp—4Glcp—1Cer

The tissue concentrations of M11 and M13 were 1.15 and

0.96 umol/kg wet weight, respectively.

Discussion

This study was motivated by the interest of structure
analysis of acidic glycosphingolipids of teleost gill. We
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have elucidated the structures of 11 acidic glycosphingolip-
ids from the gill of Pacific salmon, Oncorhynchus keta, a
marine fish known to be back to the river of birthplace in
the northeastern Japan for reproduction. Sulfoglycolipids of
fish gill have never been characterized though the metab-
olism of sulfatide in eel gill has been shown to be
stimulated in the seawater. In this study SM4s and SM3
were chemically characterized as sulfoglycolipids. Sulfo-
glycolipids in kidneys [4, 20, 28, 29] and kidney cell lines
[4, 6, 7, 30] has been reported and discussed on the possible
function of transport [31]. The sulfoglycolipids in salmon
gill may play a role in the adaptation of the body from fresh
water to seawater as shown in eel gill [11] and salt gland of
duck [32]. In fish gill the mitochondorion-rich cells which
are interspersed among pavement cells, are important
osmoregulatory sites in maintaining ionic balance [33,
34]. It is interesting how these glycolipids are distributed in
these cell types and are organized in the cell surface.

In gill of salmon GM3 and LM1 were demonstrated as
hematoside-series and neolacto-series gangliosides, respective-
ly. As ganglio-series gangliosides GM1b and fucosyl-GalNAc-
GM1a were identified in this study. Fucosyl-GalNAc-GM1la

w
o

L) Yl:@ﬁ‘b—% 1

Fig. 4 Proton magnetic resonance spectrum of ganglioside M13 from
salmon gill. The purified M 13 was treated repeatedly with a few drops
of CH;O[*H], followed by desiccation over P,Os in vacuo to
exchange the labile protons with deuterons. Then the dried M13 was
redissolved in 0.5 ml of a mixture of [?H]-Me,SO/[*H],0, (98:2, v/v).
A spectrum was obtained with JEOL JNM GX-400 400 MHz
spectrometer at 60°C. Chemical shifts were indicated by ppm from
the signal of TMS as an internal standard. Two-dimensional relayed
COSY spectrum of M13
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Fig. 5 Negative ion liquid sec- a
ondary ion mass spectroscopy.
Mass numbers indicated in the
spectrum are characteristic sig-
nals. (a) M13: The peaks in the
mass ranges higher than m/z
1,000 were amplified tenfold.
(b) M11: The peaks in the mass
ranges higher than m/z 950 were
amplified fivefold. The values of
m/z are represented by nominal
masses omitting the decimal
fractions
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was demonstrated as a major ganglioside of salmon kidney
[12]. A unique ganglioside with ganglio-series core and
Forssman antigen determinant, GaINAco1-3GalNAc31-3R,
in the terminal residue has been elucidated in the liver of
English sole of a teleost [16]. It is interested that the gan-
gliosides of ganglio-series were commonly found in the non-
neuronal tissues of teleost [16—19]. Glycosphingolipids
containing the isoglobo structure have been described in fish

"1000

"1400 1600 1800 2000

Mass  (msz)

"1200

[17], rat [35], dog [36], pig [37], and horse [38]. The gene of
a UDP-galactose: 3-galactosyl-1, 4-glucosylceramide oc-1, 3-
galactosyltransferase for the synthesis of isoglobo-glycoli-
pids was cloned from rat as a member of ABO blood type
glycosyltransferase family [39]. The existence of other
isoglobo-glycolipids in the gill and the evolutional relation-
ship of the fish gene to the mammalian gene will be revealed
in the future.
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A striking feature of gangliosides in salmon gill is the
presence of a unique hybrid-type ganglioside with iso-
globo- and neolacto-series. The isoglobo-series glycolipid
and the novel hybrid glycolipid of isoglobo- and neolacto-
series have been reported as tumor-associated markers in
studies of glycosphingolipids from rat colon tumors [40].
Glycolipids of /acto-ganglio hybrid structures are expected
to be a leukemia markers since these were expressed in the
undifferentiated cells of murine leukemia cell line [41].
However, in normal liver of English sole of a teleost a
unique hybrid glycolipid of neolacto-, ganglio- and
isoglobo-series has been characterized [16, 17] and a novel
Forssman active acidic glycosphingolipid with branched
isoglobo-, ganglio-, and neolacto-series hybrid sugar chains
was also characterized from equine kidney [38]. Glyco-
lipids of (neo)lacto-ganglio hybrid series were found as
normal constituents of gangliosides from striped mullet roe
[19]. These results suggest that some glycolipids associated
with tumor of higher vertebrate may be expressed in some
normal tissues of lower vertebrate.

Large quantities of unsaturated fatty acid, 24:1, and of
saturated fatty acids, 18:0, 16:0 and 14:0, were detected as
major components. It is interesting to note that a higher degree
of unsaturation is present in gill gangliosides as shown in
kidney. Since a higher degree of unsaturation was observed in
the ganglioside of fish liver [17] and fish brain [42], it may
help maintain membrane fluidity at low temperatures in
poikilothermic animals. As characteristic long chain base
t18:0 was found in gangliosides with longer carbohydrate
chain. Because long chain base t18:0 is found generally in
plant, this may be due to eating the plant as food in sea or
river.

Acknowledgments 1 wish to thank Mrs. Michiko Ogawa for
technical assistance, Dr. Keiko Tadano-Aritomi for measurement of
negative-ion LSIMS, Dr. Naoko Tanaka for measurement of NMR and
Professor Ineo Ishizuka for encouragement to proceed this work.

References

1. IUPAC-IUB Joint Commission on Biochemical Nomenclature
(JCBN): Nomenclature of glycolipids: Recommendations 1997.
Glycoconj. J. 16, 1-6 (1999)

2. Hakomori, S.: Chemistry of glycosphingolipids. In: Kanfer, J.N.,
Hakomori, S. (eds.) Handbook of Lipid Research, vol. 3,
Sphingolipid Biochemistry, pp. 1-165. Plenum, New York
(1983)

3. Makita, A., Taniguchi, N.: Glycosphingolipids. In: Wiegandt, H.
(ed.) Glycolipids, New Comprehensive Biochemistry, vol. 10, pp.
1-100. Elsevier, Amsterdam (1985)

4. Tadano, K., Ishizuka, I.: Isolation and characterization of the
sulfated gangliotriaosylceramide from rat kidney. J. Biol. Chem.
257, 1482-1490 (1982)

5. Nagai, K., Tadano-Aritomi, K., Kawaguchi, K., Ishizuka, I.:
Acidic glycolipids from dolphin kidney. J. Biochem. (Tokyo)
98, 545-559 (1985)

@ Springer

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

. Ishizuka, 1., Tadano, K., Nagata, N., Niimura, Y., Nagai, Y.:

Hormone-specific responses and biosynthesis of sulfolipids in
cell lines derived from mammalian kidney. Biochim. Biophys.
Acta 541, 467-482 (1978)

. Niimura, Y., Ishizuka, I.: Glycosphingolipid composition of a

renal cell line (MDCK) and its ouabain-resistant mutant. J.
Biochem. (Tokyo) 100, 825-835 (1986)

. Niimura, Y., Ishizuka, I.: Accumulation of sulfoglycolipids in

kidney cell lines cultured in hypertonic media. In: Kon O. L. et
al. (eds.) Contemporary Themes in Biochemistry, pp. 658—659.
Cambridge University Press, Cambridge (1986)

. Niimura, Y., Ishizuka, I.: Adaptive changes in sulfoglycolipids of

kidney cell lines by culture in anisosmotic media. Biochim.
Biophys. Acta 1052, 248-254 (1990)

Niimura, Y., Ishizuka, I.: Accumulation of sulfoglycolipids in
hyperosmosis-resistant clones derived from the renal epithelial
cell line MDCK (Madin-Darby canine kidney cell). Comp.
Biochem. Physiol. 100B, 535-541 (1991)

Zwingelstein, G., Portoukalian, J., Rebel, G., Brichon, G.: Gill
sulfolipid synthesis and seawater adaptation in euryhalin fish,
Anguilla Anguilla. Comp. Biochem. Physiol. 65B, 555-558 (1980)
Niimura, Y., Tomori, M., Tadano-Aritomi, K., Toida, T., Ishizuka,
I.: The major acidic glycolipids from the kidney of the Pacific
salmon (Oncorhynchus keta): Characterization of a novel gangli-
oside, fucosyl-N-acetylgalactosaminyl-GM1. J. Biochem. (Tokyo)
126, 962-968 (1999)

Niimura, Y., Ishizuka, I.: Unique disialosyl gangliosides from
salmon kidney: Characterization of V>&Fuc,IV>BGalNAc, I (o
NeuAc),-Gg,4Cer and its analogue with 4-O-acetyl-N-acetylneur-
aminic acid. Glycoconj. J. 23, 487-497 (2006)

Ishizuka, 1., Wiegandt, H.: An isomer of trisialoganglioside and
the structure of tetra- and pentasialogangliosides from fish brain.
Biochim. Biophys. Acta 260, 279-289 (1972)

Ueno, K., Ishizuka, I., Yamakawa, T.: Glycolipids of the fish
testis. J. Biochem. (Tokyo) 77, 1223-1232 (1975)

Ostrander, G.K., Levery, S.B., Hakomori, S., Holmes, E.H.:
Isolation and characterization of the major acidic glycosphingo-
lipids from the liver of the English sole (Parophrys vetulus).
Presence of a novel ganglioside with a Forssman antigen deter-
minant. J. Biol. Chem. 263, 3103-3110 (1988)

Ostrander, G.K., Levery, S.B., Eaton, H.L., Salyan, M.E.K.,
Hakomori, S., Holmes, E.H.: Isolation and characterization of
four major neutral glycosphingolipids from the liver of the
English sole (Parophrys vetulus). Presence of a novel branched
lacto-ganglio-iso-globo hybrid structure. J. Biol. Chem. 263,
18716-18725 (1988)

Li, Y.-T., Hirabayashi, Y., DeGasperi, R., Yu, R.K., Ariga, T,
Koemer, T.A.W., Li, S.-C.: Isolation and characterization of a
novel phytosphingosine-containing GM2 ganglioside from mul-
let roe (Mugil cephalus). J. Biol. Chem. 259, 8980-8985 (1984)
DeGasperi, R., Koerner, T.A.W., Quarles, R.H., Ilyas, A.A.,
Ishikawa, Y., Li, S.-C., Li, Y.-T.: Isolation and characterization of
gangliosides with hybrid neolacto-ganglio-type sugar chains. J.
Biol. Chem. 262, 17149-17155 (1987)

Tida, N., Toida, T., Kushi, Y., Handa, S., Fredman, P., Svenner-
holm, L., Ishizuka, I.: A sulfated glucosylceramide from rat
kidney. J. Biol. Chem. 264, 5974-5980 (1989)

Svennerholm, L.: Quantitative estimation of sialic acids. II. A
colorimetric resorcinol-hydrochloric acid method. Biochim.
Biophys. Acta 24, 604—611 (1957)

Kean, E.L.: Separation of gluco- and galactocerebrosides by
means of borate thin-layer chromatography. J. Lipid Res. 7,
449-452 (1966)

Tadano-Aritomi, K., Kubo, H., Ireland, P., Hikita, T., Ishizuka, I.:
Isolation and characterization of a unique sulfated ganglioside,
sulfated GM 1a, from rat kidney. Glycobiology 8, 341-350 (1998)



Glycoconj J (2006) 23:651-661

661

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

Hakomori, S.: A rapid permethylation of glycolipid, and
polysaccharide catalyzed by methylsulfinyl carbanion in
demethyl sulfoxide. J. Biochem. (Tokyo) 55, 205-208 (1964)
Stellner, K., Watanabe, K., Hakomori, S.: Isolation and charac-
terization of glycosphingolipids with blood group H specificity
from membranes of human erythrocytes. Biochemistry 12, 656661
(1973)

Nakamura, K., Hashimoto, Y., Suzuki, M., Suzuki, A., Yamakawa,
T.: Characterization of GM1b in mouse spleen. J. Biochem. (Tokyo)
96, 949-957 (1984)

Levery, S.B., Hakomori, S.: Microscale methylation analysis of
glycolipids using capillary gas chromatography-chemical ioniza-
tion mass fragmentography with selected ion monitoring.
Methods Enzymol. 138, 13-25 (1987)

Nagai, K., Ishizuka, I., Oda, S.: Acidic glycolipids from kidney
of suncus (Insectivora). J. Biochem. (Tokyo) 95, 1501-1511
(1984)

Nagai, K., Roberts, D.D., Toida, T., Matsumoto, H., Kushi, Y.,
Handa, S., Ishizuka, I.: Mono-sulfated globotetraosylceramide
from human kidney. J. Biol. (Tokyo) 106, 878—886 (1989)
Ishizuka, 1., Tadano, K.: The sulfoglycolipid, highly acidic
amphiphiles of mammalian renal tubules. In: Makita, A., Handa,
S., Taketomi, T., Nagai, Y. (eds.) New Vistas in Glycolipid
Research, pp. 195-208. Plenum, New York (1982)

Karlsson, K.-A.: Glycosphingolipids and surface membranes. In:
Chapman, D. (ed.) Biological Membranes, vol. 4, pp. 1-74.
Academic Press, London (1982)

Karlsson, K.-A., Samuelsson, B.E., Steen, G.O.: The lipid
composition and Na'-K'-dependent adenosine-triphosphatase
activity of the salt (nasal) gland of eider duck and herring gull.
A role for sulphatides in sodium-ion transport. Eur. J. Biochem.
46, 243-258 (1974)

Sakamoto, T., Uchida, K., Yokota, S.: Regulation of the ion-
transporting mitochondrion-rich cell during adaptation of
teleost fishes to different salinities. Zoolog. Sci. 18, 1163—
1174 (2001)

Evans, D.H., Piermarini, P.M., Choe, K.P.: The multifunctional

35.

36.

37.

38.

39.

40.

41.

42.

fish gill: Dominant site of gas exchange, osmoregulation, acid-
base regulation, and excretion of nitrogenous waste. Physiol.
Rev. 85, 97-177 (2005)

Breimer, M.E., Hansson, G.C., Karlsson, K.-A., Leffler, H.:
Glycosphingolipids of rat tissues. Different composition of
epithelial and nonepithelial cells of small intestine. J. Biol.
Chem. 257, 557-568 (1982)

Sung, S.S., Sweeley, C.C.: The structure of canine intestinal
trihexosylceramide. Biochim. Biophys. Acta 575, 295-298
(1979)

Slomiany, B.L., Slomiany, A., Horowitz, M.I.: Characterization
of blood-group-H-active ceramide tetrasaccharide from hog-
stomach mucosa. Eur. J. Biochem. 43, 161-165 (1974)
Yamamoto, H., lida-Tanaka, N., Kasama, T., Ishizuka, I., Kushi,
Y., Handa, S.: Isolation and characterization of a novel Forssman
active acidic glycosphingolipid with branched isoglobo-, ganglio-,
and neolacto-series hybrid sugar chains. J. Biochem. (Tokyo)
125, 923-930 (1999)

Keusch, J.J., Manzella, S.M., Nyame, K.A., Cummings, R.D.,
Baenziger, J.U.: Expression cloning of a new member of the
ABO blood group glycosyltransferases, iGb3 synthase, that
directs the synthesis of isoglobo-glycosphingolipids. J Biol.
Chem. 275, 25308-25314 (2000)

Thurin, J., Brodin, T., Bechtel, B., Jovall, P., Karlsson, H.,
Stromberg, N., Teneberg, S., Sjogren, H.O., Karlsson, K.-A.:
Novel isoglobo-neolacto-series hybrid glycolipid detected by a
monoclonal antibody is a rat colon tumor-associated antigen.
Biochim. Biophys. Acta 1002, 267-272 (1989)

Kannagi, R., Levery, S.B., Hakomori, S.: Hybrid type glyco-
lipids (lacto-ganglio series) with a novel branched structure.
Their presence in undifferentiated murine leukemia cells and
their dependence on differentiation. J. Biol. Chem. 259, 8444—
8451 (1984)

Tamai, Y., Kojima, H., Saito, S., Takayama-Abe, K., Horichi, H.:
Characteristic distribution of glycolipids in gadoid fish nerve
tissues and its bearing on phylogeny. J. Lipid Res. 33, 1351-1359
(1992)

@ Springer



	Isolation...
	Abstract
	Introduction
	Materials and methods
	Materials
	Thin layer chromatography
	Lipid extraction and purification of gangliosides
	Chemical and spectral analyses
	Methylation study
	Limited degradation of glycolipid

	Results
	Preparation of monosialosyl gangliosides �and sulfoglycolipids from gill of salmon
	Identification of sulfoglycolipids
	Gangliosides M4 and M5
	Ganglioside M7
	Gangliosides M8 and M10
	Ganglioside M9 and M12
	New gangliosides M11 and M13

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for journal articles and eBooks for online presentation. Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


