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Description
TECHNICAL FIELD
[0001] The present invention relates to a production method of an 11-sugar sialylglycopeptide.
BACKGROUND ART

[0002] In recent years, attention has focused on sugar chains as biological molecules in addition to nucleic acids
(DNA) and proteins.

[0003] Itis understood that sugar chains presentin membrane proteins and outside the cell participate in intercellular
recognition and interaction. Moreover, it is understood that changes in intercellular recognition and interaction cause
cancer, chronic disease, infection and aging.

[0004] For example, changes in sugar chain structure are known to occur in cancerous cells. Also, it is known that
pathogenicviruses including influenza viruses infiltrate and infect cells by recognizing and binding to specific sugar chains.
[0005] Itis understood that many sugar chains exist in the body in the form of glycoproteins and glycolipids and perform
physiological functions by means of intercellular recognition and interaction and the like.

[0006] Sugar chains in the body not only have a variety of structures, but are present in tiny quantities and are often
bound to proteins and the like, so generally, numerous steps are often required for purification thereof. The operations
of sugar chain extraction and purification are known to be difficult.

[0007] With recent research advances in the field of sugar chemistry, research for enzymes which substitute human
sugar chains for sugar chains of glycoproteins having yeast sugar chains has been accelerated, and human sugar chains
can now be substituted for yeast sugar chains with high efficiency. It is possible that the cost to manufacture glycoproteins
by such method becomes less expensive than that to manufacture glycoproteins having human sugar chains using
animal cells.

[0008] For example, erythropoietin having a human sugar chain can be manufactured by substituting a human sugar
chain for a yeast sugar chain of erythropoietin expressed in yeast.

[0009] According to such method, erythropoietin having a human sugar chain can be provided cheaply and in large
quantities, with lower manufacturing costs than conventional methods using animal cells. Moreover, the sugar chain
structures are uniform, ensuring the quality of a drug product. Thus, methods of supplying human sugar chains and
substituting human sugar chains for the yeast sugar chains of glycoproteins expressd in yeast are considered extremely
effective in the manufacture of antibody drugs and physiologically active proteins.

[0010] However, no method has yet been established for providing human sugar chains in large quantities, so there
is demand for establishment of such methods.

[0011] Inrecentyears, egg yolks have gained attention as a source of supply of human sugar chains. Egg yolks mainly
contain complex-type biantennary N-glycans that are same as human sugar chains, thus human sugar chains could be
supplied using egg yolks as the source if these sugar chains could be extracted efficiently and in large quantities.
[0012] For example, Patent Document 1 discloses preparing an 11-sugar sialylglycopeptide from defatted chicken
egg yolks (powder).

[0013] Moreover, Non-patent Document 1 discloses obtaining a sugar chain peptide (SGP: sialylglycopeptide), which
is extracted from the water-soluble fraction of chicken eggs. The SGP is a compound in which a peptide residue of a
peptide chain consisting of 6 amino acid residues is bound to the reducing terminal of a complex-type glycan chains
consisting of 11 sugar residues, which is human sugar chain.

[0014] Further, Patent Document 2 discloses a method of manufacturing a sialic acid-containing oligosaccharide by
extraction with water or a salt solution from defatted bird egg yolks.

PRIOR ART
PATENT DOCUMENT
[0015]

[Patent Document 1] WO 96/02255
[Patent Document 2] Patent Publication JP-A-H8-99988

NON-PATENT DOCUMENT

[0016] [Non-patent Document 1] Akira Seko, Mamoru Koketsu, Masakazu Nishizono, Yuko Enoki, Hisham R. Ibrahim,
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Lekh Raj Juneja, Mujo Kim and Takehiko Yamamoto, Biochimica et Biophysica Acta, 1997, Vol. 1335, p. 23-32
SUMMARY OF THE INVENTION
PROBLEMS TO BE SOLVED BY THE INVENTION

[0017] However, the 11-sugar sialylglycopeptide prepared by the method disclosed in Patent Document 1 has a purity
of 91 %, so the method cannotreally be considered as a method for isolating a pure sugar chain peptide (Manufacturing
Example 13 of Patent Document 1). Moreover, the method disclosed in Patent Document 1 requires extraction with
water from defatted chicken egg yolks (powder), concentration with a reverse osmosis membrane, and adsorption by
an anionic exchange resin, followed by desalting, elution with an aqueous NaCl solution, concentration, and a further
desalting process. Furthermore, in Patent Document 1 it is described that 5.6 g of a monosialylglycopeptide and 13.8 g
of a disialylglycopeptide were obtained from 50 kg of defatted egg yolk, which is not a satisfactory yield.

[0018] Moreover, the method disclosed in Non-patent Document 1 is unsuited to large-volume processing since it
involves purification by five kinds of column chromatography, and furthermore only about 8 mg of an 11-sugar sialylg-
lycopeptide is obtained from one chicken egg.

[0019] Further, the method disclosed in Patent Document 2 is an industrial method of manufacturing a sialic acid-
containing oligosaccharide using ultrafiltration, and in the method low-molecular-weight oligosaccharide chains, in which
one or more sialic acid covalently binds to an oligosaccharide, containing no amino acids are released by enzymatic
treatment.

[0020] Itis an object of the present invention to provide a method for producing an 11-sugar sialylglycopeptide easily
and with good yield and a high degree of purity on an industrial scale from defatted bird egg yolks.

MEANS FOR SOLVING THE PROBLEMS

[0021] Asaresultof conducting intensive studies to solve these problems described above, the inventors of the present
invention have found that by a production method comprising (1) a step of extracting a glycopeptide from defatted bird
egg yolks, (2) a step of precipitating the glycopeptide in a water-soluble organic solvent, and (3) a desalting step, the
above problems can be solved, thereby leading to completion of the present invention.

[0022] That is, the present invention is as follows.

[1] A production method of an 11-sugar sialylglycopeptide, comprising:

an extraction step of extracting defatted bird egg yolks with water or a salt solution to obtain a liquid extract of
a glycopeptide,

a precipitation step of adding the liquid extract to a water-soluble organic solvent to precipitate the glycopeptide,
and

a desalting step of desalting the precipitate.

[2] The production method according to [1], wherein the water-soluble organic solvent contains at least one selected
from the group consisting of alcohol, ether, nitrile, ketone, amide and sulfoxide, having 1 to 5 carbon atoms.

[3] The production method according to [1], wherein the water-soluble organic solvent contains an alcohol having
1to 5 carbon atoms.

[4] The production method according to [2] or [3], wherein the alcohol is selected from the group consisting of
methanol, ethanol and 2-propanol.

[5] The production method according to any of [1] to [4], wherein the desalting step is a step in which the precipitate
is retained on a resin and then washed with water.

[6] The production method according to [5], wherein the resin is a reverse-phase partition chromatography resin.
[7] The production method according to [6], wherein the reverse-phase partition chromatography resin is a chemically
bonded silica gel resin.

[8] The production method according to [7], wherein the chemically bonded silica gel resin is a resin composed of
silica chemically bonded with a group selected from the group consisting of dimethyloctadecyl, octadecyl, dimeth-
yloctyl, octyl, butyl, ethyl, methyl, phenyl, cyanopropyl and aminopropyl groups.

[9] The production method according to any of [1] to [8], wherein the desalting step further comprises a step of
eluting the 11-sugar sialylglycopeptide with an agueous organic solvent.

[10] The production method according to [9], wherein the aqueous organic solvent contains at least one selected
from the group consisting of acetonitrile, methanol and ethanol.

[11] The production method according to [9] or [10], wherein the concentration of the aqueous organic solvent is
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from 0.1 to 20% (v/v).
[12] A production method of an 11-sugar sialylglycopeptide, comprising:

an extraction step of extracting defatted bird egg yolks with water to obtain a liquid extract of a glycopeptide,
a precipitation step of adding the liquid extract to ethanol to precipitate the glycopeptide, and
a desalting step of desalting the precipitate with ODS resin.

[13] A production method of an 11-sugar sialylglycopeptide, comprising:
an extraction step of extracting defatted bird egg yolks with water to obtain a liquid extract of a glycopeptide,
a precipitation step of adding the liquid extract to ethanol to precipitate the glycopeptide, and
a step of retaining the precipitate on ODS resin, washing the precipitate on the ODS resin with water, and then

eluting the glycopeptide with an aqueous organic solvent.

[14] The production method according to any of [1] to [13], wherein the 11-sugar sialylglycopeptide is a glycopeptide
represented by the following Formula 1.

Formula 1;

[Chem. 1]

OH

HO,, “=0H
ASHN,_ COsH
O
: ?%:g,

H

OHOH POH
HO - Q \
AcHN HO

ADVANTAGEOUS EFFECT

[0023] According to the present invention, an 11-sugar sialylglycopeptide can be produced easily and with good yield
and a high degree of purity on an industrial scale.

BRIEF DESCRIPTION OF THE DRAWINGS
[0024]

Fig. 1 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 1.

Fig. 2 shows a’H-NMR chart of an 11-sugar sialylglycopeptide manufactured in Example 1.

Fig. 3 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 1 with further elution using
ODS resin.

Fig. 4 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 2.

Fig. 5 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 4.

Fig. 6 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 5.

Fig. 7 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 6.

Fig. 8 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 7.

Fig. 9 shows a HPLC chart of an 11-sugar sialylglycopeptide manufactured in Example 8.
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MODE FOR CARRYING OUT THE INVENTION

[0025] A mode for carrying out the invention (hereinafter referred to as "the present embodiment") is described below
in detail. Note that the present invention is not intended to be limited to the following embodiment, and can be carried
out in variety of ways within the scope of the gist of the invention.

[0026] The method production of an 11-sugar sialylglycopeptide (hereinafter sometimes referred to as "glycopeptide™)
of the present embodiment comprises an extraction step in which defatted bird egg yolks are extracted with water or a
salt solution to obtain a liquid extract of a glycopeptide, a precipitation step in which the liquid extract is added to a water-
soluble organic solvent to precipitate the glycopeptide, and a desalting step in which the precipitate is desalted.
[0027] Inthe presentembodiment, the term "an 11-sugar sialylglycopeptide” refers to a glycopeptide in which a peptide
chain consisting of 6 amino acid residues is bound to the reducing terminal of a complex sugar chain consisting of 11
sugar residues.

[0028] The 11 sugarresidue part of the 11-sugar sialylglycopeptide is a sugar part having two sialyl groups at the non-
reducing terminal.

[0029] Anexample of an 11-sugar sialylglycopeptide includes the glycopeptide represented by the following Formula 1.

Formula 1:

[Chem. 2]

OH

HOy, S=OH
AcHN,_ COH
o 0 N
HO e
%& ¢
HOA 0T
COMH

QHOH KA \© _
HO‘H/LEJ\ Ho\/<>)\
AchN H OH H ,
- O - HpNeg 1;C. PH
;&E\,o &/ (E g ‘ CH ¢

OH N NHAG =0 Ha 6
Gy ot ©
HoN~ gy b SHs mAFY
b PR
CH, NeH HN—CHTS
: /
GHy \CH‘Q
F -~ \S
GHy \ N
-CH

[0030] In the glycopeptide represented by the above Formula 1, the sugar chain part is bound to the Asn residue of
Lys-Val-Ala-Asn-Lys-Thr (Seq. ID No. 1).

[0031] Inthe present embodiment, Lys, Val, Ala, Asn and Thr are 3-letter abbreviations for amino acids, representing
lysine, valine, alanine, asparagine and threonine, respectively.

[0032] The amino acids may be L-amino acids or D-amino acids, and may be a mixture of L-amino and D-amino acids
in any proportions, such as a racemic mixture. L-amino acids are preferred. Each amino acid may also be a derivative
that is equivalent to that amino acid.

[0033] Accordingtothe production method of the present embodiment, an 11-sugar sialylglycopeptide can be produced
from defatted bird egg yolks on an industrial scale and easily, and preferably cheaply.

[0034] In a preferred mode of the present embodiment, an 11-sugar sialylglycopeptide can be produced with a high
purity of 93% or more and with a high yield by a simple process on an industrial scale.

[0035] The extraction step in which defatted bird egg yolks are extracted with water or a salt solution to obtain a liquid
extract of a glycopeptide is a step in which defatted bird egg yolks are suspended in water or a salt solution, and a
mixture or the like of the glycopeptide is extracted to obtain a liquid extract which is a crude product of the glycopeptide.
[0036] Examples of the defatted bird egg yolks, but are not particularly limited to, include commercial defatted egg
yolks and defatted egg yolks prepared from bird eggs.

[0037] Examples of the bird eggs, but are not particularly limited to, include the eggs of chickens, quail, geese, ducks,
ostriches and pigeons. Chicken eggs are preferred because they contain large quantities of glycopeptides inthe egg yolks.
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[0038] The defatted bird egg yolks can be obtained by defatting treatment of whole bird eggs or egg yolks with an
organic solvent.

[0039] The bird eggs may be in the form of raw bird eggs or dried egg powder obtained by drying, and chicken egg
yolks, chicken egg yolk powder and the like are preferably used.

[0040] An example of the method of defatting treatment, but is not particularly limited to, includes a method to add an
organic solvent to bird eggs and then separate the organic solvent layer by precipitation.

[0041] Examples of the organic solvent used in defatting treatment, but are not particularly limited to, include acetone,
methanol, ethanol and 2-propanol. One kind of solvent can be used as the organic solvent, or a mixture of two or more
solvents can be used.

[0042] The amount of the organic solvent added to the bird eggs in defatting treatment is not particularly limited, but
defatting treatment can be performed using the organic solvent in the amount of from 1 to 5 times the amount of bird
eggs by mass.

[0043] Defatting treatment, but is not particularly limited to, can be performed at the temperature of from 0 to 25°C.
[0044] The fat component in the bird eggs can be removed with the organic solvent by adding the organic solvent to
the bird eggs and then agitating the organic solvent thoroughly with the bird eggs.

[0045] The method of separating the organic solvent from the precipitate is not particularly limited, but they can be
centrifuged for from 5 to 30 minutes at from 2,000 to 10,000 rpm.

[0046] Defatting treatment using the organic solvent, but is not particularly limited to, is preferably performed from 2
to 6 times.

[0047] There are no particular limitations on the method of adding water or the salt solution to the defatted bird egg
yolks to extract the glycopeptide from the defatted bird egg yolks. Examples of the salt solution used in the extraction
process, but are not particularly limited to, include an aqueous sodium chloride solution and a phosphoric acid buffer.
One kind of salt solution can be used, or a mixture of two or more kinds of salt solutions can be used.

[0048] The concentration of the salt solution, but is not particularly limited to, is from 0.0001 to 2.0 % (w/v). The amount
of water or the salt solution added to the defatted bird egg yolks is not particularly limited, but the glycopeptide can be
extracted using water or the salt solution in the amount of from 0.1 to 50 times the amount of defatted bird egg yolks by
mass.

[0049] Extraction of the glycopeptide, but is not particularly limited to, can be performed at the temperature of from 4
to 25°C.

[0050] The glycopeptide contained in the defatted bird egg yolks can be extracted with water or the salt solution by
adding water or the salt solution to the defatted egg yolks and then agitating the defatted egg yolks thoroughly together
with water or the salt solution.

[0051] The method of separating the defatted egg yolks from the extract containing the glycopeptide extracted with
water or the salt solution is not particularly limited, but they may be centrifugation for from 5 to 30 minutes at from 2,000
to 10,000 rpm.

[0052] Extraction treatment using water or the salt solution, but is not particularly limited to, is preferably performed
from 2 to 6 times or more preferably from 2 to 4 times.

[0053] Extraction is preferably performed using water.

[0054] The precipitation step of adding the liquid extract of the glycopeptide to a water-soluble organic solvent to
precipitate the glycopeptide is a step in which by adding the liquid extract obtained in the extraction step, which contains
the glycopeptide, to a water-soluble organic solvent, not only the liquid extract of the glycopeptides is concentrated, but
also a more highly purified glycopeptides is obtained as a precipitate. In the precipitation step, a precipitate can also be
obtained as a crude product by adding the water-soluble organic solvent to the liquid extract.

[0055] According to the present embodiment, the water-soluble organic solvent is not particularly limited as long as it
includes an organic solvent compatible with water, but examples thereof include organic solvents having from 1 to 5
carbon atoms compatible with water.

[0056] The term "having from 1 to 5 carbon atoms" means that carbon atoms are from 1 to 5 in the solvent molecule.
[0057] Examples of such solvent, but are not particularly limited to, include solvents selected from the group consisting
of alcohol such as methanol, ethanol, propanol, butanol, pentanol, ethylene glycol, glycerin and the like, ether such as
diethyl ether, dioxane, dimethoxyethane, tetrahydrofuran and the like, nitrile such as acetonitrile and the like, ketone
such as acetone and the like, amide such as dimethylformamide and the like, and sulfoxide such as dimethylsulfoxide
and the like. One water-soluble organic solvent can be used, or a mixture of two or more solvents can be used.
[0058] The water-soluble organic solvent is preferably an alcohol having from 1 to 5 carbon atoms, and when the
water-soluble organic solvent is an alcohol the precipitation step is a step of adding the liquid extract of the glycopeptide
to the alcohol to precipitate the glycopeptide (hereinafter sometimes referred to as "alcohol precipitation step™), in which
by adding the liquid extract containing the glycopeptide to the alcohol, not only the liquid extract of the glycopeptide is
concentrated, but also a more highly purified glycopeptide is obtained as a precipitate.

[0059] Hereinafter, the precipitation step will be explained as an alcohol precipitation step, but a precipitation step
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using a water-soluble organic solvent other than alcohol (preferably a water-soluble organic solvent having from 1 to 5
carbon atoms) can be performed in the same way as the alcohol precipitation step. Reaction conditions such as the
amount of the water-soluble organic solvent and the solvent temperature for precipitation, but are not particularly limited
to, can be selected arbitrarily according to the solvent. The alcohol precipitation step will be described hereinafter.
Reaction conditions such as the solvent amount and solvent temperature in the precipitation step can be set in the same
way as in the alcohol precipitation step.

[0060] The amount of the alcohol used in the alcohol precipitation step is not particularly limited, but the glycopeptide
can be extracted using the alcohol in the amount of from 2 to 20 times the amount of liquid extract by mass. The alcohol
used in the alcohol precipitation step is preferably an alcohol having from 1 to 5 carbon atoms, more preferably an alcohol
having from 1 to 3 carbon atoms. Specific examples of alcohol having 1 to 3 carbon atoms include methanol, ethanol
and 2-propanol (isopropanol), and methanol and ethanol are preferred. Among them, ethanol is preferred. Ethanol is
preferably used as the alcohol in the alcohol precipitation step when the glycopeptide is to be used for medical or
pharmaceutical use.

[0061] According to the present embodiment, one kind of alcohol can be used as the alcohol in the alcohol precipitation
step, or a mixture of two or more different alcohols can be used, or a mixture of an alcohol with another solvent can also
be used.

[0062] When the alcohol solvent is a mixture, a mixed solvent, in which from 0.01 to 50% methanol or 2-propanol was
added based on ethanol, can be used. A mixed solvent, in which from 0.01 to 50% acetone, acetonitrile or diethyl ether
were added based on ethanol, can also be used.

[0063] Thetemperatureforglycopeptide extraction, butis not particularly limited to, can be performed at the temperature
of from 4 to 25°C.

[0064] The liquid extract of the glycopeptide obtained in the previous extraction step that is used in the alcohol pre-
cipitation step can be made into a clear liquid extract by filtering the liquid extract prior to the precipitation step. A
concentrated liquid of the liquid extract, obtained by vacuum concentration or the like can be used.

[0065] The method of separating the glycopeptide in the alcohol precipitation step is not particularly limited, but they
may be centrifuged for from 5 to 30 minutes at from 2,000 to 10,000 rpm, or separation may be performed by settling
at from 4 to 25°C.

[0066] The more highly purified glycopeptide can be obtained by dissolving the resulting glycopeptide in water or the
salt solution, and then repeating the alcohol precipitation step. Since the glycopeptide does not dissolve in alcohol, the
alcohol precipitation step can be repeated as necessary to remove impurities. The more highly purified glycopeptide
can be obtained by repeating the alcohol precipitation step, and precipitation of the glycopeptide, but is not particularly
limited to, is preferably performed from 2 to 6 times, more preferably from 2 to 4 times.

[0067] The desalting step of desalting the precipitate of the glycopeptide is a step in which salts are removed from the
precipitate, which is the crude product containing the glycopeptide obtained in the precipitation step.

[0068] Various known desalting methods, but are not particularly limited to, can be used in the desalting step. Desalting,
but is not particularly limited to, can be performed using ion-exchange resin, an ion-exchange membrane, gel filtration,
a dialysis membrane, an ultrafiltration membrane or a reverse osmosis membrane in the desalting step. In the desalting
step, the precipitate obtained in the precipitation step can be retained on a resin and then desalted by being washed
with water for example.

[0069] Accordingtothe presentembodiment, an 11-sugar sialylsaccharide can be easily manufactured on anindustrial
scale by desalting the precipitate obtained by means of the aforementioned extraction and precipitation steps.

[0070] A conventional method such as that described in Patent Document 1, requires extraction with water from
defatted chicken egg yolk (powder), concentration with a reverse osmosis membrane, and adsorption by an anionic
exchange resin, followed by desalting, elution with an aqueous NaCl solution, concentration, and a further desalting
process, so this is not a method that can be easily applied on an industrial scale.

[0071] The precipitate can be retained on a resin by a method using a known form of binding such as adsorption,
supporting or the like. The precipitate can be retained on the resin to a degree that the precipitate is not washed away
with the wash liquid during water washing.

[0072] An example of the resin, but is not particularly limited to, includes a reverse-phase partition chromatography
resin. A reverse-phase chromatography resin refers to a resin such as a silica gel or polymer resin Examples thereof,
but are not particularly limited to, include poly(styrene/divinylbenzene) polymer gel resin, polystyrene-divinylbenzene
resin, polyhydroxymethacrylate resin, styrene-vinyl benzene copolymer resin, polyvinyl alcohol resin, polystyrene resin,
polymethacrylate resin, chemically bonded silica gel resin.

[0073] An example of the chemically bonded silica gel resin, but is not particularly limited to, includes resin obtained
by reacting a silane coupling agent such as dimethyloctadecyl chlorosilane with a porous silica gel. Also, examples
thereof include resins obtained by using different silylation agents to chemically bind groups selected from the group
consisting of dimethyloctadecyl, octadecyl (C18), trimethyloctadecyl, dimethyloctyl, octyl (C8), butyl, ethyl, methyl, phenyl,
cyanopropyl and aminopropyl groups to a silica gel by the same methods. Alternatively, resins obtained by binding a
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C,, docosyl (C20) group and a Cj, triacontyl (C30) group may be used.

[0074] Inthe present embodiment, a preferred chemically bonded silica gel resin is an octadecyl silica gel resin (ODS
resin) comprising octadecyl groups supported on a silica gel substrate.

[0075] Thedesalting step preferably comprises a step of eluting the glycopeptide (11-sugar sialylglycopeptide) retained
on the resin after desalting, by using an aqueous organic solvent and the purity of the 11-sugar sialylglycopeptide can
be improved by means of the eluting step in which the glycopeptide is eluted with the aqueous organic solvent after
being desalted in the desalting step. In a more preferred mode, the purity of the 11-sugar sialylglycopeptide can be 93%
or more. For example, the purity of the glycopeptide can be improved still further by repeating the desalting step (eluting
step). Increasing the purity of the glycopeptide is desirable for example because it reduces interference reactions from
impurities and increases the reaction efficiency of the transfer reaction when the sugar chain part of the glycopeptide
obtained by the present embodiment is transferred to another sugar chain or sugar chain derivative (including in the
case of being transferred to a sugar chain of a glycopeptide) by means of a transfer reaction using a glycosyltransferase
such as Endo-M.

[0076] Theorganicsolventused inthe elution step contains, forexample, atleastone selected from the group consisting
of acetonitrile, methanol and ethanol, and the concentration of the organic solvent is preferably from 0.1 to 20% (v/v) as
the concentration of the organic solvent in the aqueous solution.

[0077] The desalting step or the eluting step, but is not particularly limited to, can be performed at the temperature of
from 4 to 25°C.

[0078] In addition to the desalting step by using resin, desalting from the precipitate obtained in the precipitation step
can also be performed by using a separation membrane as the desalting step.

[0079] In such desalting step, desalting the precipitate can be performed by using, for example, an ultrafiltration
membrane or a reverse osmosis membrane.

[0080] Examples ofthe membrane used in the desalting step, but are not particularly limited to, include flat membranes,
hollow fiber membranes, spiral membranes, tubular membranes having polyacrylonitrile, polysulfone, polyether sulfone,
polyvinylidene fluoride, polytetrafluoroethylene, aromatic polyamide, cellulose acetate and polyvinyl alcohol as base
materials. Further desalting can be also performed by using an ion-exchange resin, ion-exchange membrane, gel filter,
dialysis membrane, ultrafiltration membrane or reverse osmosis membrane as such membrane.

[0081] A known method of purifying peptides, sugars, glycopeptides and the like can be used as the method of purifying
the glycopeptide in the present embodiment, and examples thereof, but are not particularly limited, include normal-phase
chromatography, reverse-phase chromatography, ion-exchange chromatography, affinity chromatography, and size
exclusion chromatography. Examples of the carrier used in reverse-phase chromatography, but is not particularly limited,
include carriers octadecyl, octyl, phenyl, cyanopropyl, methyl or the like fixed on a filler surface with silica as the base
material, and among them examples include ODS resins.

[0082] A purification method by column chromatography by using the silica gel resin filler such as ODS resin may
comprise a step of desalting the salts contained in the glycopeptide obtained by precipitation, and may also comprise
a step of eluting the glycopeptide with an aqueous organic solvent.

[0083] The glycopeptide can be desalted by washing the silica gel resin with the glycopeptide added thereto and
retained thereon, by using water in the amount of from 1 to 50 times the mass of the silica gel resin.

[0084] Afterdesalting, the glycopeptide can be obtained by elution with an aqueous organic solvent. In a more preferred
mode, the purity of the 11-sugar sialylglycopeptide can be 93% or more.

[0085] The glycopeptide can be obtained by elution from the resin by using the aqueous organic solvent in the amount
of from 1 to 50 times the mass of the resin, in the silica gel resin such as the ODS resin with the glycopeptide added
thereto and retained thereon.

[0086] Examples of the aqueous organic solvent, but are not particularly limited to, include an aqueous solution of at
least one organic solvent selected from the group consisting of acetonitrile, methanol and ethanol.

[0087] Acetonitrile is preferred for the aqueous organic solvent, and by performing the elution step with an aqueous
acetonitrile solution in particular, it is possible to dramatically increase the purity of separation in the elution step by
separating the desired glycopeptide from a particular impurity (a glycopeptide with partially cleaved terminal sialic acid)
to thereby obtain the glycopeptide with a purity of 93% or more.

[0088] The concentration of the aqueous organic solvent is preferably from 0.1 to 20% (v/v), more preferably from 0.5
to 20% (v/v), further preferably 10% or less (v/v), further more preferably 5% or less (v/v). The concentration of the
aqueous organic solvent is preferably from 0.5 to 3% (v/v).

[0089] In a conventional method such as that described in Patent Document 1, the operation of elution from the resin
requires resin adsorption by using an anionic exchange resin for example, followed by an elution operation by using a
salt solution or an acidic solution. However, elution by using the acidic solution is undesirable because it is considered
that there is the risk of dissociating the terminal sialic acid from the glycopeptide. In the case of elution by using the salt
solution, further desalting from the eluate is required, increasing the number of steps in large-scale manufacturing. The
present embodiment is suited to large-scale manufacturing because elution is preferably performed with the aqueous
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organic solvent in the elution step, eliminating the need for desalting of the eluate and reducing the number of steps.
The method of the present embodiment is also advantageous because the pH is not changed during concentration of
the eluate, and there is less breakdown of the sugar chain part of the glycopeptide than in conventional methods.
[0090] In the step of eluting the glycopeptide with the aqueous organic solvent, elution can be performed gradually
from water with a gradient into the aqueous organic solvent as the eluate.

[0091] The eluted glycopeptide can be obtained in powder form by vacuum concentration and drying and the like of
the aqueous organic solvent.

[0092] Inthe presentembodiment, the resulting glycopeptide can also be further purified in another alcohol precipitation
step. The glycopeptide can also be adsorbed again on a silica resin such as an ODS resin, and eluted again from the
resin with an aqueous organic solvent in the amount of from1 to 50 times the amount of resin to provide a glycopeptide
with a higher degree of purity (98% or more).

Example

[0093] The present embodiment is more specifically described below based on examples and comparative examples,
but the present embodiment is not intended to be limited only to these examples. The measurement methods used in
the present embodiment are as follows.

[HPLC analysis]

[0094] HPLC analysis was performed under the following measurement conditions using a GL Sciences HPLC GL-
7400 System with a Cadenza CD-C18 column (Imtakt, 150 X 2 mm).

Measurement conditions:

[0095]
Gradient: 2% — 17% (15 min), CH3CN in 0.1% TFA solution
Flow rate: 0.3 mL/min
UV: 14 nm

['"H-NMR measurement]

[0096] 2 mg of sample was dissolved in 0.4 mL of D,0, and the’H-NMR spectrum was measured with a JEOL JNM-
600 (600 MHz).

[LC/MS measurement]

[0097] LC/MS measurement was performed under the following measurement conditions. The following LC and MS
systems were used.

LC: Agilent 1100 Series

Column: Cadenza CD-C18 (Imtakt, 150 X 2 mm)

Column temperature: 40°C

Flow rate: 0.2 mL/min

UV: 262 nm

Gradient: 40% — 100% (30 min), CH;CN in 0.05% formic acid solution
MS: Thermo Electron Corp. LCQ

lonization: ESI
Mode: Positive

[Example 1]

[0098] 350 mL of ethanol was added to 10 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
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operations of adding 300 mL of ethanol to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated 3 times to obtain 150 g of defatted egg yolks as a precipitate.

[0099] 200 mL of water was added to 150 g of the resulting defatted egg yolks described above, and thoroughly
agitated. The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decan-
tation. The operations of adding 100 mL of water to the precipitate obtained by decantation, thoroughly agitating, and
then centrifuging and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a
glass filter and vacuum concentrated to 100 mL. The resulting concentrated solution was poured into 700 mL of ethanol,
the resulting precipitate was centrifuged for 20 minutes at 8,000 rpm, and collected by removing the supernatant by
decantation. The resulting precipitate was dissolved in water, and then poured into ethanol again. These operations
were repeated 3 times. The resulting precipitate was collected to obtain 1.58 g of a crude glycopeptide.

[0100] Using 25 g of Wakogel (100C18) silica gel resin as the ODS resin, the resin was washed with methanol, and
substituted with water. 1.5 g of the crude glycopeptide dissolved in 5 mL of water was added to the water-substituted
resin. The resin with the crude glycopeptide added thereto was washed with 100 mL of water, and the glycopeptide was
eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 117 mg of a glycopeptide.

[0101] The results of HPLC and 'H-NMR measurement of the resulting glycopeptide are shown in Figs. 1 and 2. The
purity was 95% according to HPLC. The resulting glycopeptide was shown by comparison with a standard product
(manufactured by Tokyo Chemical Industry Co.), to have the structure represented by Formula 1 described above.
[0102] 10 mg of the resulting glycopeptide was reacted with Fmoc-OSu (N-(9-fluorenylmethoxycarbonyloxy) succin-
imide (manufactured by Peptide Institute, Inc.) in 1.5 mL of 1 M sodium hydrogen carbonate-acetone (volume ratio 2/3)
solvent to obtain 10 mg of a reaction product with introduced Fmoc groups. The reaction product was subjected to LC/MS
measurement. Production of a compound with an estimated molecular weight of 3530.6 having 3 Fmoc groups introduced
into 3 amino groups of the glycopeptide was confirmed, showing that this was the glycopeptide of Formula 1 described
above.

[0103] Aglass column was then packed with 25 g of Wakogel (100C18) silica gel resin as an ODS resin, and the resin
was washed with methanol and then substituted with water. 50 mg of the glycopeptide obtained above was dissolved
in 1 mL of water, and added to the water-substituted resin. The resin with the added glycopeptide was washed with 100
mL of water, and the glycopeptide was eluted again with 2% aqueous acetonitrile solution. The eluate was freeze-dried
to obtain 30 mg of glycopeptide. The result of HPLC measurement of the resulting glycopeptide is shown in Fig. 3. The
purity was 99% according to HPLC.

[Example 2]

[0104] 1.1 L of acetone was added to 50 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 15 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
operations of adding 700 mL of ethanol to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated twice to obtain 500 g of defatted egg yolks as a precipitate.

[0105] 600 mL of water was added to 500 g of the resulting defatted egg yolks described above, and thoroughly
agitated. The resulting mixture was centrifuged for 15 minutes at 8,000 rpm, and the supernatant was obtained by
decantation. The operations of adding 400 mL of water to the precipitate obtained by decantation, thoroughly agitating,
and then centrifuging and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with
a glass filter and vacuum concentrated to 400 mL. The resulting concentrated solution was poured into 2 L of ethanoal,
the resulting precipitate was centrifuged for 15 minutes at 8,000 rpm, and collected by removing the supernatant by
decantation. The resulting precipitate was dissolved in water, and poured into ethanol. These operations were repeated
3 times. The resulting precipitate was collected to obtain 9.0 g of a crude glycopeptide.

[0106] A glass column was packed with 50 g of Wakogel (100C18) silica gel resin as an ODS resin, and the resin was
washed with methanol and then substituted with water. 9.0 g of the crude glycopeptide was dissolved in 80 mL of water,
and added to the water-substituted resin. The resin with the added crude glycopeptide was washed with 200 mL of
water, and the glycopeptide was eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain
389 mg of a glycopeptide.

[0107] Theresultof HPLC measurement of the resulting glycopeptide is shown in Fig. 4. The purity was 96% according
to HPLC. Theresulting glycopeptide was shown by comparison with a standard product (manufactured by Tokyo Chemical
Industry Co.), to have the structure represented by Formula 1 described above.

[Example 3]
[0108] 100 mL of acetone was added to 30 g of chicken egg yolk powder (manufactured by Kewpie Egg Corp.) and

thoroughly agitated, and the supernatant was removed by decantation. The operations of adding a further 50 mL of
acetone, thoroughly agitating and removing the supernatant by decantation were repeated twice.
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[0109] After acetone washing, 50 mL of ethanol was added and thoroughly agitated. The resulting mixture was cen-
trifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. 50 mL of
ethanol was added to the resulting precipitate and thoroughly agitated, followed by centrifugation, and the supernatant
was removed to obtain 40 g of defatted egg yolks as a precipitate.

[0110] 200 mL of water was added to 40 g of the resulting defatted egg yolks described above, and thoroughly agitated.
The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decantation. The
operations of adding 100 mL of water to the precipitate obtained by decantation, thoroughly agitating, and then centrifuging
and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a glass filter and
vacuum concentrated to 50 mL. The resulting concentrated solution was poured into 300 mL of ethanol, the resulting
precipitate was centrifuged, and collected by removing the supernatant by decantation. The resulting precipitate was
dissolved in water, then poured into ethanol again, and centrifuged to obtain 297 mg of a crude glycopeptide.

[0111] Using 25 g of Wakogel (100C18) silica gel resin as the ODS resin, the resin was washed in methanol, and
substituted with water. 297 mg of the crude glycopeptide dissolved in 2 mL of water was added to the water-substituted
resin. The resin with the crude glycopeptide added thereto was washed with 100 mL of water, and the glycopeptide was
eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 10 mg of a glycopeptide.

[0112] Theresulting glycopeptide was shown by comparison with a standard product (manufactured by Tokyo Chemical
Industry) to have the structure represented by Formula 1 described above.

[Example 4]

[0113] 800 mL of methanol was added to 30 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
operations of adding 600 mL of methanol to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated 3 times to obtain 450 g of defatted egg yolk as a precipitate.

[0114] 500 mL of water was added to 450 g of the resulting defatted egg yolk described above, and thoroughly agitated.
The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decantation. The
operations of adding 500 mL of water to the precipitate obtained by decantation, thoroughly agitating, and then centrifuging
and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a glass filter and
vacuum concentrated to 300 mL. The resulting concentrated solution was poured into 2 L of denatured alcohol (methanol-
denatured ethanol, ethanol containing 1% methanol), the resulting precipitate was centrifuged for 20 minutes at 8,000
rpom and collected by removing the supernatant by decantation. The resulting precipitate was dissolved in water, and
then poured again into methanol-denatured ethanol. These operations were repeated 3 times. The resulting precipitate
was collected to obtain 4.5 g of a crude glycopeptide.

[0115] Using 50 g of Wakogel (100C18) silica gel resin as the ODS resin, the resin was washed with methanol and
substituted with water. 4.5 g of the crude glycopeptide dissolved in 20 mL of water was added to the water-substituted
resin. The resin with the crude glycopeptide added thereto was washed with 100 mL of water, and the glycopeptide was
eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 285 mg of a glycopeptide.

[0116] Theresultof HPLC measurement of the resulting glycopeptide is shown in Fig. 5. The purity was 93% according
to HPLC. Theresulting glycopeptide was shown by comparison with a standard product (manufactured by Tokyo Chemical
Industry) to have the structure represented by Formula 1 described above.

[Example 5]

[0117] 550 mL of isopropanol was added to 20 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
operations of adding 300 mL of isopropanol to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated 3 times to obtain 300 g of defatted egg yolks as a precipitate.

[0118] 300 mL of water was added to 300 g of the resulting defatted egg yolks described above, and thoroughly
agitated. The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decan-
tation. The operations of adding 300 mL of water to the precipitate obtained by decantation, thoroughly agitating, and
then centrifuging and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a
glass filter and vacuum concentrated to 700 mL. The resulting concentrated solution was poured into 3 L of denatured
alcohol (methanol-denatured ethanol, ethanol containing 1% methanol), and the resulting precipitate was centrifuged
for 20 minutes at 8,000 rpm and collected by removing the supernatant by decantation. The resulting precipitate was
dissolved in water, and poured into a mixture of methanol and ethanol (methanol:ethanol = 3:7, volume ratio). These
operations were repeated 3 times. The resulting precipitate was collected to obtain 3.3 g of a crude glycopeptide.
[0119] Using 50 g of Wakogel (100C18) silica gel resin as the ODS resin, this resin was washed with methanol and
substituted with water. 3.3 g of the crude glycopeptide dissolved in 20 mL of water was added to the water-substituted
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resin. The resin with the crude glycopeptide added thereto was washed with 100 mL of water, and the glycopeptide was
eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 186 mg of a glycopeptide.

[0120] Theresults of HPLC measurement of the resulting glycopeptide is shown in Fig. 6. The purity was 94% according
to HPLC. Theresulting glycopeptide was shown by comparison with a standard product (manufactured by Tokyo Chemical
Industry) to have the structure represented by Formula 1 described above.

[Example 6]

[0121] 500 mL of acetone was added to 20 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
operations of adding 300 mL of acetone to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated 3 times to obtain 300 g of defatted egg yolks as a precipitate.

[0122] 300 mL of water was added to 300 g of the resulting defatted egg yolks described above, and thoroughly
agitated. The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decan-
tation. The operations of adding 300 mL of water to the precipitate obtained by decantation, thoroughly agitating, and
then centrifuging and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a
glass filter and vacuum concentrated to 500 mL. 2 L of denatured alcohol (2-propanol denatured ethanol, ethanol
containing 1% 2-propanol) was poured into the resulting concentrated solution, and the resulting precipitate was cen-
trifuged for 20 minutes at 8,000 rpm, and collected by removing the supernatant by decantation. The resulting precipitate
was dissolved in water, and poured into methanol-denatured ethanol. These operations were repeated 3 times. The
resulting precipitate was collected to obtain 3.1 g of a crude glycopeptide.

[0123] Using 25 g of Licroprep RP-8 (manufactured by Merck) as a chemically bonded silica gel resin, the resin was
washed with methanol and substituted with water. 1.5 g of the crude glycopeptide dissolved in 20 mL of water was added
to the water-substituted resin. Elution to the resin with the crude glycopeptide added thereto with water was performed.
The eluate following salt was freeze-dried to obtain 80 mg of a glycopeptide.

[0124] Theresultof HPLC measurement of the resulting glycopeptide is shown in Fig. 7. The purity was 94% according
to HPLC. The resulting glycopeptide was shown by comparison with a Tokyo Chemical Industry standard product to
have the structure represented by Formula 1 described above.

[Example 7]

[0125] 1L of waterwasadded to 400 g of defatted egg yolk powder (manufactured by Kewpie), and thoroughly agitated.
The resulting mixture was centrifuged for 20 minutes at 6,500 rpm, and a supernatant was obtained by decantation. The
operations of adding 400 mL of water to the precipitate obtained by decantation, thoroughly agitating, and then centrifuging
and collecting the supernatant were repeated 3 times. All the collected supernatant was filtered with a glass filter (man-
ufactured by Whatman, GF/B) and vacuum concentrated to 500 mL. The resulting concentrated solution was poured
into 2.5 L of ethanol, and the resulting precipitate was collected by 20 minutes of centrifugation at 6,500 rpm. The resulting
precipitate was dissolved in 500 mL of water, and poured into 2.5 L of ethanol. These operations were repeated 3 times.
The resulting final precipitate was collected to obtain 3.2 g of crude glycopeptide.

[0126] Using 150 g of Wakogel (100C18) silica gel resin as the ODS resin, the resin was washed with methanol and
substituted with water. 3.2 g of the crude glycopeptide dissolved in 100 mL of water was added to the water-substituted
resin. The resin with the coarsely purified glycopeptide added thereto was washed with 400 mL of water, and the
glycopeptide was eluted with 2% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 424 mg of a
glycopeptide.

[0127] Theresultof HPLC measurement of the resulting glycopeptide is shown in Fig. 8. The purity was 96% according
to HPLC. Using a GL Sciences HPLC GL-7400 System with a Cadenza CD-C18 column (Imtakt, 150 X 2 mm), HPLC
analysis was performed under the following conditions: Gradient: 2% — 17% (15 min) — 90% (20 min), CH;CN in 0.1
% TFA solution; Flow rate: 0.3 mL/min; detection UV: 214 nm. The resulting glycopeptide was shown by comparison
with a standard product (manufactured by Tokyo Chemical Industry) to have the structure represented by Formula 1
described above.

[Example 8]

[0128] 350 mL of ethanol was added to 10 chicken egg yolks, and thoroughly agitated. The resulting mixture was
centrifuged for 20 minutes at 8,000 rpm, and the supernatant was removed by decantation to obtain a precipitate. The
operations of adding 300 mL of ethanol to the resulting precipitate, thoroughly agitating, and then centrifuging and
removing the supernatant were repeated 3 times to obtain 160 g of defatted egg yolks as a precipitate.

[0129] 200 mL of water was added to 160 g of the resulting defatted egg yolks described above, and thoroughly
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agitated. The resulting mixture was centrifuged for 20 minutes at 8,000 rpm, and a supernatant was obtained by decan-
tation. The operations of adding 100 mL of water to the precipitate obtained by decantation, thoroughly agitating, and
then centrifuging and collecting the supernatant were repeated 3 times. The collected supernatant was filtered with a
glass filter (manufactured by Whatman, GF/B), and vacuum concentrated to 150 mL. The resulting concentrated solution
was poured into 750 mL of ethanol, and the resulting precipitate was centrifuged for 20 minutes at 8,000 rpm, and
collected by removing the supernatant by decantation. The resulting precipitate was dissolved in 100 mL of water, and
then poured again into 700 mL of ethanol. These operations were repeated 3 times. The resulting precipitate was
collected to obtain 1.7 g of crude glycopeptide.

[0130] Using 50 g of Wakogel (100C18) silica gel resin as the ODS resin, the resin was washed with methanol and
substituted with water. 1.7 g of the crude glycopeptide dissolved in 10 mL of water was added to the water-substituted
resin. The resin with the coarsely purified glycopeptide added thereto was washed with 100 mL of water, and the
glycopeptide was eluted with 4% aqueous acetonitrile solution. The eluate was freeze-dried to obtain 120 mg of a
glycopeptide.

[0131] The result of HPLC measurement of the resulting glycopeptide is shown in Fig. 9. In HPLC analysis, the purity
of the peak matching the elution time of a standard product (manufactured by Tokyo Chemical Industry) was 91%.

(Cross-reference to related applications)
[0132] The present application is based on Japanese Patent Application 2009-203340 submitted on September 3,
2009 and Japanese Patent Application No. 2010-005002 submitted on January 13, 2010, and the contents thereof are
incorporated herein by reference.
INDUSTRIAL APPLICABILITY
[0133] The present invention can provide a production method of an 11-sugar sialylglycopeptide from defatted bird
egg yolks easily, with good yield and a high degree of purity on an industrial scale.
[0134] Segq. ID No. 1 represents the peptide sequence Lys-Val-Ala-Asn-Lys-Thr in which the sialyloligosaccharide is
bound to the Asn residue.
[Sequence Table]
SEQUENCE LISTING
[0135]

<110> The Noguchi institute

<120> Production method of 11-sugar sialylglycopeptide

<130> SO-1009

<140> EP10813815.7
<141> 03.09.2010

<150> JP2009-203340
<151> 2009-09-03

<150> JP2010-005002
<151> 2010-01-13

<160> 1
<170> Patentin version 3.1
<210> 1
<211>6

<212> PRT
<213> artificial sequence
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<220>
<223> sialoglycopeptide represented by formula 1

<220>

<221> CARBOHYD

<222> (4)..(4)

<223> Asn glycosylated by sialooligosaccharide chain

<400> 1
Lys Val Ala Asn Lys Thr
1 5
Claims
1. A production method of an 11-sugar sialylglycopeptide, comprising:
an extraction step of extracting defatted bird egg yolks with water or a salt solution to obtain a liquid extract of
a glycopeptide,
a precipitation step of adding the liquid extract to a water-soluble organic solvent to precipitate the glycopeptide,
and
a desalting step of desalting the precipitate.

2. Theproduction method according to Claim 1, wherein the water-soluble organic solvent contains at least one selected
from the group consisting of alcohol, ether, nitrile, ketone, amide and sulfoxide, having 1 to 5 carbon atoms.

3. The production method according to Claim 1, wherein the water-soluble organic solvent contains an alcohol having
1 to 5 carbon atoms.

4. The production method according to Claim 2 or 3, wherein the alcohol is selected from the group consisting of
methanol, ethanol and 2-propanol.

5. The production method according to any of Claims 1 to 4, wherein the desalting step is a step in which the precipitate
is retained on a resin and then washed with water.

6. The production method according to Claim 5, wherein the resin is a reverse-phase partition chromatography resin.

7. The production method according to Claim 6, wherein the reverse-phase partition chromatography resin is a chem-
ically bonded silica gel resin.

8. The production method according to Claim 7, wherein the chemically bonded silica gel resin is a resin composed
of silica chemically bonded with a group selected from the group consisting of dimethyloctadecyl, octadecyl, dimeth-
yloctyl, octyl, butyl, ethyl, methyl, phenyl, cyanopropyl and aminopropyl groups.

9. The production method according to any of Claims 1 to 8, wherein the desalting step further comprises a step of
eluting the 11-sugar sialylglycopeptide with an agueous organic solvent.

10. The production method according to Claim 9, wherein the aqueous organic solvent contains at least one selected
from the group consisting of acetonitrile, methanol and ethanol.

11. The production method according to Claim 9 or 10, wherein the concentration of the aqueous organic solvent is
from 0.1 to 20% (v/v).

12. A production method of an 11-sugar sialylglycopeptide, comprising:

an extraction step of extracting defatted bird egg yolks with water to obtain a liquid extract of a glycopeptide,
a precipitation step of adding the liquid extract to ethanol to precipitate the glycopeptide, and
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a desalting step of desalting the precipitate with ODS resin.
13. A production method of an 11-sugar sialylglycopeptide, comprising:
an extraction step of extracting defatted bird egg yolks with water to obtain a liquid extract of a glycopeptide,
a precipitation step of adding the liquid extract to ethanol to precipitate the glycopeptide, and
a step of retaining the precipitate on ODS resin, washing the precipitate on the ODS resin with water, and then

eluting the glycopeptide with an aqueous organic solvent.

14. The production method according to any of Claims 1 to 13, wherein the 11-sugar sialylglycopeptide is a glycopeptide
represented by the following Formula 1.

Formula 1:

[Chem. 1]

OH

HO,, S=0H
AcHN COH
0
HO H (o]
o OH
HON ,o%

H OH OH
HO o OH -0 o O N H.jN—qHz HaC, oM o
HO -0 S ' 0" N CH, C\H ]
o O HO NHAc CH; H‘CH,Q.
OH 0
NHAC =0 CHo.C
\ NH,OH [e]
HaN~cp, H; e H B S
{ HAC 3 N (e}
GHz  TNG HN-CHT
GH; \
QHZ N”CH i\
HaN-CH

Patentanspriiche
1. Herstellungsverfahren eines 11-Zucker-Sialylglykopeptids, umfassend:

einen Extraktionsschritt, wobei entfettetes Vogel-Eidotter mit Wasser oder einer Salzldsung extrahiert wird, um
ein flissiges Extrakt eines Glykopeptids zu erhalten,

einen Prazipitationsschritt, wobei das fllissige Extrakt zu einem wasserléslichen organischen Losungsmittel
hinzugefugt wird, um das Glykopeptid zu prazipitieren, und

einen Entsalzungsschritt, wobei das Prazipitat entsalzt wird.

2. Herstellungsverfahren gemanl Anspruch 1, wobei das wasserldsliche organische Lésungsmittel mindestens eins
enthalt, ausgewahlt aus der Gruppe, bestehend aus Alkohol, Ather, Nitril, Keton, Amid und Sulfoxid, welche 1 bis

5 Kohlenstoffatome aufweisen.

3. Herstellungsverfahren gemafl Anspruch 1, wobei das wasserldsliche organische Lésungsmittel einen Alkohol ent-
halt, welcher 1 bis 5 Kohlenstoffatome aufweist.

4. Herstellungsverfahren gemal Anspruch 2 oder 3, wobei der Alkohol ausgewahlt ist aus der Gruppe, bestehend aus
Methanol, Ethanol und 2-Propanol.

15



10

15

20

25

30

35

40

45

50

55

10.

11.

12.

13.

14.

EP 2 474 560 B1

Herstellungsverfahren gemaR einem der Anspriiche 1 bis 4, wobei der Entsalzungsschritt ein Schritt ist, bei welchem
das Prazipitat auf einem Harz zurlickbehalten wird und dann mit Wasser gewaschen wird.

Herstellungsverfahren gemafl Anspruch 5, wobeider Harz ein Umkehrphasen-Verteilungschromatographie-Harz ist.

Herstellungsverfahren gemafl Anspruch 6, wobei der Umkehrphasen-Verteilungschromatographie-Harz ein che-
misch gebundener Silikagel-Harz ist.

Herstellungsverfahren gemaR Anspruch 7, wobei der chemisch gebundene Silikagel-Harz ein Harz ist, welcher aus
Silika besteht, welches mit einer Gruppe, ausgewahlt aus der Gruppe, bestehend aus Dimethyloctadecyl-, Octade-
cyl-, Dimethyloctyl-, Octyl-, Butyl-, Ethyl-, Methyl-, Phenyl-, Cyanopropyl- und Aminopropylgruppen chemisch ge-
bunden ist.

Herstellungsverfahren gemafl einem der Anspriiche 1 bis 8, wobei der Entsalzungsschritt weiterhin einen Schritt
des Eluierens des 11-Zucker-Sialylglykopeptids mit einem wassrigen organischen Losungsmittel umfasst.

Herstellungsverfahren gemafl Anspruch 9, wobei das wassrige organische Lésungsmittel mindestens eins enthalt,
ausgewahlt aus der Gruppe, bestehend aus Acetonitril, Methanol und Ethanol.

Herstellungsverfahren gemal Anspruch 9 oder 10, wobei die Konzentration des wéssrigen organischen Losungs-
mittels von 0,1 bis 20% (V/V) ist.

Herstellungsverfahren eines 11-Zucker-Sialylglykopeptids, umfassend:

einen Extraktionsschritt, wobei entfettetes Vogel-Eidotter mit Wasser extrahiert wird, um ein flissiges Extrakt
eines Glykopeptids zu erhalten,

einen Prazipitationsschritt, wobei das flissige Extrakt zu Ethanol hinzugefiigt wird, um das Glykopeptid zu
prazipitieren, und

einen Entsalzungsschritt, wobei das Prazipitat mittels eines ODS-Harzes entsalzt wird.

Herstellungsverfahren eines 11-Zucker-Sialylglykopeptids, umfassend:

einen Extraktionsschritt, wobei entfettetes Vogel-Eidotter mit Wasser extrahiert wird, um ein flissiges Extrakt
eines Glykopeptids zu erhalten,

einen Prazipitationsschritt, wobei das flissige Extrakt zu Ethanol hinzugefiigt wird, um das Glykopeptid zu
prazipitieren, und

einen Schritt, wobei das Prazipitat auf einem ODS-Harz zurlickbehalten wird, das Prazipitat auf dem ODS-Harz
mit Wasser gewaschen wird und anschlieRend das Glykopeptid mit einem wassrigen organischen Lésungsmittel
eluiert wird.

Herstellungsverfahren gemaf einem der Anspriiche 1 bis 13, wobei das 11-Zucker-Sialylglykopeptid ein Glykopeptid
ist, welches durch die folgende Formel 1 dargestellt wird:

Formel 1:
[Chem. 1]
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Revendications
1. Procédé de production d’un sialylglycopeptide a 11 sucres, comprenant :

une étape d’extraction consistant a extraire des jaunes d’oeufs d’oiseaux dégraissés avec de I'eau ou une
solution saline pour obtenir un extrait liquide d’'un glycopeptide,

une étape de précipitation consistant a ajouter I'extrait liquide a un solvant organique soluble dans I'eau pour
faire précipiter le glycopeptide, et

une étape de dessalage consistant a dessaler le précipité.

2. Procédé de production selon la revendication 1, dans lequel le solvant organique soluble dans I'eau contient au
moins un élément choisi dans le groupe constitué d’alcool, d’éther, de nitrile, de cétone, d’amide et de sulfoxyde,

ayant de 1 a 5 atome(s) de carbone.

3. Procédé de production selon la revendication 1, dans lequel le solvant organique soluble dans I'eau contient un
alcool ayant de 1 a 5 atome(s) de carbone.

4. Procédé de production selon la revendication 2 ou 3, dans lequel I'alcool est choisi dans le groupe constitué de
méthanol, d’éthanol et de 2-propanol.

5. Procédé de production selon I'une des revendications 1 a 4, dans lequel I'étape de dessalage est une étape dans
laquelle le précipité est retenu sur une résine et puis lavé avec de l'eau.

6. Procédé de production selon larevendication 5, dans lequel la résine est une résine de chromatographie de partage
en phase inverse.

7. Procédé de production selon la revendication 6, dans lequel la résine de chromatographie de partage en phase
inverse est une résine de gel de silice liée chimiquement.

8. Procédé de production selon la revendication 7, dans lequel la résine de gel de silice liée chimiqguement est une
résine composée de silice liée chimiquement a un groupe choisi dans le groupe constitué de groupes diméthyloc-

tadécyle, octadécyle, diméthyloctyle, octyle, butyle, éthyle, méthyle, phényle, cyanopropyle et aminopropyle.

9. Procédé de production selon 'une des revendications 1 a 8, dans lequel I'étape de dessalage comprend en outre
une étape consistant a éluer le sialylglycopeptide a 11 sucres avec un solvant organique aqueux.

10. Procédé de production selon la revendication 9, dans lequel le solvant organique aqueux contient au moins un
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11.

12.

13.

14.

EP 2 474 560 B1
élément choisi dans le groupe constitué d’acétonitrile, de méthanol et d’éthanol.

Procédé de production selon la revendication @ ou 10, dans lequel la concentration du solvant organique aqueux
estde 0,1a20% (v/v).

Procédé de production d’un sialylglycopeptide a 11 sucres, comprenant :

une étape d’extraction consistant a extraire des jaunes d’oeufs d’oiseaux dégraissés avec de 'eau pour obtenir
un extrait liquide d’un glycopeptide,

une étape de précipitation consistant a ajouter I'extrait liquide a I'éthanol pour faire précipiter le glycopeptide, et
une étape de dessalage consistant a dessaler le précipité avec une résine ODS.

Procédé de production d’un sialylglycopeptide a 11 sucres, comprenant :

une étape d’extraction consistant a extraire des jaunes d’oeufs d’oiseaux dégraissés avec de 'eau pour obtenir
un extrait liquide d’un glycopeptide,

une étape de précipitation consistant a ajouter I'extrait liquide a I'éthanol pour faire précipiter le glycopeptide, et
une étape consistant a retenir le précipité sur une résine ODS, a laver le précipité sur la résine ODS avec de
I'eau, et puis a éluer le glycopeptide avec un solvant organique aqueux.

Procédé de production selon 'une des revendications 1 a 13, dans lequel le sialylglycopeptide a 11 sucres est un

glycopeptide représenté par la formule 1 suivante.

Formule 1 :
[Chem. 1]
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Fig. 1
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Fig. 2
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Fig. 3

8 [= o f=] L= < [~

(=3 -y w =4 £ o o

- -« « o~ ~ -— - v
<

8 8 g 8 a 8 g
- - (e - ~ ™ Aad
fyw

21

co
50

-50

5

1a

13

12

19

min



Fig. 4

1wy

450

450 -

400

: 350

300

EP 2 474 560 B1

250
200

150

100

S0

400

350

300

250
200

Nvw

22

150

50

- 50

15

14

13

12

ki

10

min



Fig. 5
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Fig. 6
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