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Description
Title of Invention: AN IMPROVED PROCESS FOR
PREPARATION OF PHYSIOLOGICALLY ACTIVE

POLYPEPTIDE COMPLEX
Technical Field

The present invention relates to a method for the preparation of a complex in which a
physiologically active polypeptide is covalently bonded to an immunoglobulin
constant region via a non-peptidyl polymer linker comprising two or more aldehydes
as functional groups. More particularly, the present invention relates to a method for
effectively preparing a physiologically active polypeptide complex, characterized by
improving problems of low production yield and reagent polypeptide deformation by

adjusting the usage of a reducing agent when preparing the same.

Background Art

On the whole, physiologically active polypeptides are easy to denature due to their
low stability, and readily undergo proteolytic degradation in blood and subsequent
renal or hepatic clearance. Hence, protein drugs containing physiologically active
polypeptides as pharmaceutical ingredients need to be frequently administered to
patients in order to maintain appropriate serum levels and titers. However, such
frequent administration of protein drugs, most of which is in the form of injections,
causes pain to patients and has a high cost of treatment. To solve these problems, a lot
of effort has been put into improving the serum stability of protein drugs and
maintaining the drugs in the blood at high levels for a prolonged period of time to
maximize the pharmaceutical efficacy of the drugs. As a requirement for use as long-
acting preparations, protein drugs must be formulated to have high stability and have
their titer maintained at a sufficiently high level without incurring immune responses in
patients.

A conventional approach to stabilizing proteins and preventing enzymatic
degradation and renal clearance is to chemically modify the surface of a protein drug
with a polymer having high solubility, such as polyethylene glycol (hereinafter referred
to as "PEG"). By binding to specific or various regions of a target protein, PEG makes
the solubility of the protein higher, thereby stabilizing the protein and preventing hy-
drolysis without causing serious side effects (Sada et al., J. Fermentation Bio-
engineering 71: 137-139).

For example, WO 2006/076471 discloses a way to make B-type natriuretic peptide
(BNP) long-acting by conjugating it with PEGs which bind to the natriuretic peptide
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receptor A (NPR-A) to trigger the synthesis of cGMP, thereby decreasing arterial
blood pressure. It is thus used in the treatment of congestive heart failure. U.S. Patent
No. 6,924,264 describes a method for improving the in vivo duration of exendin-4 by
PEGylation of its lysine residue. However, in such a method, despite its capability to
enhance the circulation time of the peptide drug by increasing the molecular weight of
PEG, PEGylation has problems such as greatly reducing the titers of the peptide drug
and decreasing yield due to the reduced reactivity of the peptide as the molecular
weight of PEG increases.

WO 02/46227 discloses fusion proteins, in which GLP-1, and exendin-4 or analogs
thereof are conjugated with human serum albumin or an immunoglobulin fragment
(Fc) prepared by genetic recombination. U.S. Patent No. 6,756,480 concerns a fusion
protein in which parathyroid hormone (PTH) or its analog is linked to an Fc. Although
these methods may be evaluated as a solution to the problems of PEGylation, such as
low yield and non-specificity, their effect in increasing the in vivo half-life of the
target peptides has shown to not be significant, contrary to expectation, and further in
some cases the fusion proteins have low titers. While a variety of peptidyl linkers are
utilized so as to maximize the effect of increasing the serum half-life, they have a
potential to evoke immune responses. Further, a peptide having a disulfide bond, such
as BNP, has difficulty in practical application because it is highly apt to cause
misfolding. Moreover, a peptidy] linker with non-natural amino acid residue is im-
possible to produce through genetic recombination.

Insulin is a peptide, secreted by beta cells of the pancreas in humans, and is central to
regulating blood glucose level in the body. When insulin is not secreted properly or the
secreted insulin does not adequately function within the body, blood glucose levels
cannot be controlled and are increased, resulting in diabetes mellitus. The latter case is
called type 2 diabetes. The case where insulin cannot be secreted from the pancreas
and causes increased blood glucose levels, however, results in type 1 diabetes. Patients
with type 2 diabetes are treated with oral hypoglycemic agents, and some of them are
treated with insulin. Meanwhile, injection of insulin is essentially required for patients
with type 1 diabetes.

Typically, insulin therapy is conducted by the administration of insulin via injection
three times a day after or before every meal. However, continuous administration of
insulin three times a day is painful and inconvenient for patients. Many attempts have
been made to solve these problems. One strategy designed to increase the permeability
of protein drugs in biomembranes is to deliver them by oral or nasal inhalation.
However, administration by oral or nasal inhalation is significantly low in delivery ef-
ficiency when compared to injection, and has difficulty in maintaining peptide drugs at

a level necessary for in vivo activity.
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As an alternative strategy, an excess amount of a drug can be subcutaneously injected
and absorbed into the body in a delayed manner so as to maintain a constant blood
level even with injection once a day. Some of the drugs (e.g., Lantus, Sanofi-aventis)
are approved for commercial use and are currently administered to patients. Separately,
a study has been conducted toward the modification of insulin with fatty acids to make
the binding of insulin conjugates stronger and extend the duration through combining
with albumin at the site of injection or in blood. Some of the drugs (e.g., Levemir,
NovoNordisk) are approved for commercial use. However, these drugs cause pain at
the site of injection and must be injected once a day, which is still a great burden to

patients.

To overcome the problems encountered in the prior art, the present inventors have
prepared a complex comprising a physiologically active polypeptide and an im-
munoglobulin constant region that are connected by using a non-peptidyl polymer as a
linker, as a strategy to simultaneously increase plasma half-life and in vivo duration of
a physiologically active polypeptide such as insulin. However, there is also a need for a
method for preparing the complex with a high yield and with high purity because the
components of the complex are very expensive. With this in mind, the present
inventors have developed a method to prepare the physiologically active polypeptide
complexes with reduced cost, high yield and high purity by using use of proper kinds
of reducing agents at an optimal concentration in a reaction solution during the

reaction for complex production, thereby completing the present invention.

Disclosure of Invention
Technical Problem

An object of the present invention is to provide an efficient method for preparing a
complex in which a physiologically active polypeptide is covalently bonded to an im-
munoglobulin constant region via a non-peptidyl polymer linker comprising two or
more aldehydes as functional groups, characterized by improving problems of low
production yield and reagent polypeptide deformation by using proper kinds of
reducing agents at the optimal concentration in a reaction solution during the reaction.

Solution to Problem

In one aspect to achieve the above object, the present invention provides a method
for preparing a complex of physiologically active polypeptide-non-peptidyl polymer-
immunoglobulin constant region, comprising (1) reacting a non-peptidyl polymer

having two or more aldehydes as functional groups with one of a physiologically
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active polypeptide or an immunoglobulin constant region in the presence of a reducing
agent at a concentration of 1 - 20 mM; and (2) reacting the reaction mixture of (1) with
the other of a physiologically active polypeptide or immunoglobulin constant region in
the presence of a reducing agent at a concentration of 1 - 100 mM.

The reaction mixture may comprise a conjugate of the non-peptidyl polymer and the
physiologically active polypeptide or a conjugate of the non-peptidyl polymer and the
immunoglobulin constant region, and/or the reactants that remain unreacted. Hence,
the method of the present invention may further comprise separating the conjugate of
the physiologically active polypeptide-non-peptidyl polymer or the conjugate of the
immunoglobulin-non-peptidyl polymer from the reaction mixture after the step (1).

The term "non-peptidyl polymer," as used herein, refers to a biocompatible polymer
comprised of at least two repeating units which are held together by a random covalent
bond other than a peptide bond. Examples of the non-peptidyl polymer useful in the
present invention include polyethylene glycols, polypropylene glycols, copolymers of
ethylene glycol and propylene glycol, polyoxyethylated polyols, polyvinyl alcohols,
polysaccharides, dextrans, polyvinyl ethyl ethers, biodegradable polymers such as
polylactic acid (PLA) and polylactic-glycolic acid (PLGA), lipid polymers, chitins,
hyaluronic acid and combinations thereof, with a preference for polyethylene glycol
(PEG). The derivatives thereof that are well known in the art and derivatives which can
be readily prepared using methods known in the art are also within the scope of the
present invention.

As described above, the non-peptidyl polymer may have two or more aldehydes as
functional groups. Thus, the non-peptidyl polymer listed above may be in a bi- or
multi-functional aldehyde form in itself or contain a substituent having an aldehyde
group at its two or more alcohol groups, preferably. The substituent having an
aldehyde group may be alkylaldehydes such as propionaldehyde or butylaldehyde. In
one preferred embodiment, the non-peptidyl polymer may be PEG with a propi-
onaldehyde substituent at each of its termini.

The disadvantage of conventional peptidyl linkers used in fusion proteins constructed
by an in-frame fusion technique is that they are readily cleaved in vivo by proteinases
and thus cannot guarantee the prolongation of serum half-life by the carrier, contrary to
expectation. However, in the present invention, a polymer that is resistant to protease is
used, and thus the plasma half-life of the peptide can be maintained at a similar level to
that of the carrier. Therefore, so long as it is resistant to in vivo proteinases, any non-
peptidyl polymer may be used in the present invention, without limitation. Molecular
weight of the non-peptidyl polymer ranges from 1 to 100 kDa and preferably from 1 to
20 kDa. In addition, the non-peptidyl polymer which is linked to the physiologically

active polypeptide may be an individual polymer or a combination of different
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polymers. Moreover, the non-peptidyl polymer useful in the present invention may
have functional groups at its two or three ends which can be coupled to the physio-
logically active polypeptide and the immunoglobulin constant region. Preferably, the
functional groups may be aldehyde.

Conjugation with PEG, which is typically used to prepare long-acting formulations
of protein drugs, increases the stability of the proteins, while larger molecular weights
of PEG exhibit lower reactivity with the proteins and thus decrease the production
yield. Since the production yield is closely correlated with production cost and in-
dustrial applicability, it is very important to increase the production yield. PEG with
aldehydes as functional groups may be coupled to an amine group, which is present at
an N-terminus or on a side chain of Lys residue of the physiologically active
polypeptide or the immunoglobulin constant region. In this regard, the yield of PE-
Gylation may vary depending on various factors including the molar ratio of PEG to
proteins, the concentration of reaction solutions, the time of reaction, pH, temperature,
etc. Chem. Biol. Drug Des. 2007; 69; 132-138 describes insulin PEGylation carried out
with 5 K aldehyde mPEG at a yield of over 90% by adjusting various factors including
molar ratios, reaction times, pH, etc. In US 2009/0252703A1, it is reported that the
addition of an organic solvent to the reaction solution increases the yield of peptide
PEGylation. WO 2010/089756A2 discloses an improvement in the PEGylation yield
by reacting r-metHuG-CSF with PEG in the presence of a carbohydrate.

However, when a non-peptidyl polymer including PEG with two or more functional
groups is used as a linker between two different polypeptides, two or more steps in
reactions are required, thus lowering the overall yield. Particularly, a step of the second
reaction (wherein the physiologically active polypeptide or immunoglobulin constant
region conjugated with a non-peptidyl polymer having two or more functional groups
is reacted with the immunoglobulin constant region or the physiologically active
polypeptide, respectively, hereinafter referred as "coupling reaction") was observed to
be conducted with a significantly lower yield, compared to a step of the first reaction in
which the physiologically active polypeptide or the immunoglobulin constant region is
reacted with a non-peptidyl polymer having two or more functional groups.

[n the present invention, the concentration of the reducing agent in the first reaction
is demonstrated to have a correlation with the yield of the second coupling reaction.
Higher yields of the coupling reaction were observed with lower concentrations of a
reducing agent, shorter reaction times, and lower reaction temperatures in the first
reaction. |

As used herein, the term "reducing agent" refers to a compound that functions to
reduce the reversible imine double formed from a reaction between the aldehyde group

of the non-peptidyl polymer and the amine group of the polypeptides (physiologically
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active polypeptide, immunoglobulin constant region), thereby forming a covalent bond
and is intended to encompass all reducing agents known in the art. For the purpose of
the present invention, the reducing agent may be added to a reaction solution in which
the non-peptidyl polymer forms a covalent bond with the physiologically active
polypeptide or the immunoglobulin constant region. So long as it is typically used in
the art, any reducing agent may be employed in the present invention. Examples of the
reducing agent may include, but are not limited to, sodium cyanoborohydride, borane
pyridine complex, sodium borohydride, borane dimethylamine complex, borane
trimethylamine complex, and sodium triacetoxyborohydride. An adequate reducing
agent may be selected depending on the kinds of the physiologically active polypeptide
or the immunoglobulin constant region and the reaction solvent.

The reducing agent is used for conjugation of a physiologically active polypeptide or
an immunoglobulin constant region with a non-peptidyl polymer. The reaction solution
may contain the reducing agent in a concentration of 1 - 20 mM for a reaction between
the physiologically active polypeptide or the immunoglobulin constant region and the
non-peptidyl polymer, and in a concentration of 1 - 100 mM for the coupling reaction.
More preferably, the reducing agent may be used in a concentration of 1 - 20 mM for
the conjugation between the physiologically active polypeptide or the immunoglobulin
constant region, and the non-peptidyl polymer, and in a concentration of 1 - 40 mM for
the coupling reaction.

The conjugation reaction between a physiologically active polypeptide or the im-
munoglobulin constant region, and a non-peptidyl polymer (the reaction of step (1))
may be conducted for 1 to 16 hrs and at a temperature of from 0 to 25°C. In addition,
the coupling reaction (the reaction of step (2)) may be conducted for 1 to 48 hrs.

Preferably, the reaction of step (1) may be carried out for 1 to 16 hrs at 0 to 25°C in
the presence of a reducing agent in a concentration of 1 to 20 mM while the reaction of
step (2) may be carried out for 1 to 48 hrs in the presence of a reducing agent in a con-
centration of 1 to 40 mM.

In one preferred embodiment, sodium cyanoborohydride was used as a reducing
agent at a variety of conditions, in order to increase the production yield of a complex
in which insulin, PEG linker having two or more aldehydes as functional groups, and
immunoglobulin constant region are connected together. It has been found that the
yield of the coupling reaction is enhanced when the first reaction, which is performed
to connect the physiologically active polypeptide or the immunoglobulin constant
region and the non-peptidyl polymer, is conducted for a short time at a low tem-
perature in the presence of a low concentration of the reducing agent (Table 1).

In another preferred embodiment, the reaction was performed with various concen-

trations of the reducing agent borane pyridine complex, and higher yields of the second
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reaction, the coupling reaction, were detected after lower concentrations of the
reducing agent were used in the first reaction between a physiologically active
polypeptide or an immunoglobulin constant region and a non-peptidyl polymer. The
case where Sodium cyanoborohydride was used as a reducing agent shows higher
yields compared to the case where borane pyridine complex was used (Table 2).

Moreover, it has been confirmed that the yield of the second, coupling reaction was
increased as the concentration of a reducing agent was increased.

In one preferred embodiment, the coupling reaction was carried out at various con-
centrations of the reducing agent sodium cyanoborohydride, and improved yields of
the coupling reaction were obtained in the presence of a high concentration of the
reducing agent. However, a very high concentration of the reducing agent caused the
immunoglobulin constant region to undergo aberration. In order to avoid this, the
coupling reaction was carried out for 13 hrs in the presence of 20 mM sodium
cyanoborohydride and it was observed that its yield was maintained at a high level and
the aberration of the immunoglobulin constant region was consequently minimized
(Tables 3 and 4).

As used herein, the term "physiologically active polypeptide" refers a polypeptide
having a certain physiological function in vivo as a general concept. It has a
polypeptidyl structure in common and shows various biological activities. When the
body becomes biologically abnormal as a result of a lack or an excess of a material
involved in a certain function, the physiologically active polypeptide may regulate the
genetic expression or physiological function, thereby correcting the abnormality. A
typical example is a protein drug.

Examples of the physiologically active polypeptides that are applied in the present
invention include human growth hormone, growth hormone releasing hormones,
growth hormone releasing peptides, interferon, interferon receptors, colony-stimulating
factors, glucagon-like peptides (GLP-1, etc.), oxyntomodulin, G protein-coupled
receptors, interleukins, interleukin receptors, enzymes, interleukin-binding proteins,
cytokine-binding proteins, macrophage activating factors, macrophage peptides, B-cell
factors, T-cell factors, Protein A, allergy inhibitors, cell necrosis glycoproteins, im-
munotoxins, lymphotoxins, tumor necrosis factor, tumor suppressors, transforming
growth factor, alpha-1 anti-trypsin, albumin, a-lactalbumin, apolipoprotein-E, ery-
thropoietin, glycosylated erythropoietin, angiopoeitins, hemoglobin, thrombin,
thrombin receptor activating peptides, thrombomodulin, blood factor VII, VIIa, VIII,
IX and XIII, plasminogen activators, fibrin-binding peptides, urokinase, streptokinase,
hirudin, Protein C, C-reactive protein, renin inhibitor, collagenase inhibitor, superoxide
dismutase, leptin, platelet-derived growth factor, epithelial growth factor, epidermal

growth factor, angiostatin, angiotensin, bone growth factor, bone stimulating protein,
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calcitonin, insulin, atriopeptin, cartilage inducing factor, elcatonin, connective tissue
activating factor, tissue factor pathway inhibitor, follicle stimulating hormone,
luteinizing hormone, luteinizing hormone releasing hormone, nerve growth factors,
parathyroid hormone, relaxin, secretin, somatomedin, insulin-like growth factor,
adrenocortical hormone, glucagon, cholecystokinin, pancreatic polypeptide, gastrin
releasing peptide, corticotropin releasing factor, thyroid stimulating hormone,
autotaxin, lactoferrin, myostatin, cell surface antigens, virus-derived vaccine antigens,
monoclonal antibodies, polyclonal antibodies, and antibody fragments.

Insulin used in the embodiment of the present invention is a kind of physiologically
active peptides secreted from the pancreas when blood glucose level becomes high,
which functions to control blood glucose levels by causing the liver, skeletal muscles,
and fat tissue to take up glucose from the blood and store it as glycogen, and by sup-
pressing lipolysis, a metabolism for using fat as an energy source. The physiologically
active peptides include insulin agonists, precursors, derivatives, fragments, and
variants. Native insulin, fast-acting insulin, and long-acting insulin are preferred.

Native insulin is 2 hormone secreted from the pancreas and plays a critical role in the
control of blood glucose levels by promoting the cellular uptake of glucose and in-
hibiting lipolysis. Insulin having a function of regulating blood glucose levels is
produced from a proinsulin precursor without a function of regulating blood glucose
levels, through a series of the processes. The amino acid sequence is as follows:

-Alpha Chain:

Gly—Ile-Val-Glu-Gln—Cys—Cys-’Ihr-Ser—Ile-Cys—Ser—Leu—Tyr—Gln—Leu—Glu—Asn—Tyr—
Cys-Asn (SEQID NO: 1)

-Beta Chain:

Phe-Val-Asn-Gln-His-Leu—Cys—Gly—Ser—His-Leu-Val-Glu—Ala-Leu-Tyr-Leu-Val-Cys
-Gly-Glu-Arg-Gly-Phe-Phe-Tyr-Thr-Pro-Lys-Thr (SEQ ID NO: 2)

The term "insulin agonist," as used herein, refers to a substance which can bind to an
in vivo insulin receptor and exhibit the same biological activity as that of insulin re-
gardless of the structure of insulin.

The term "insulin derivative," as used herein, refers to a peptide that functions to
control blood glucose levels in vivo and has an amino acid sequence which shares at
least 80% homology with native insulin. There may be a chemical substitution (e.g.,
alpha-methylation, alpha-hydroxylation), deletion (e.g., deamination) or modification
(e.g., N-methylation, glycosylation, fatty acid) at some amino acid residues.

As used herein, the term "insulin fragment" refers to a peptide having the function of
controlling blood glucose levels in vivo, prepared by adding at least one amino acid to
or deleting at least one amino acid from the amino or carboxyl terminus of insulin. The
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added amino acid may be a non-naturally occurring amino acid (e.g., D-amino acid).

As used herein, the term "insulin variant" refers to a peptide having the amino acid
sequence of which is different from that of native insulin by one or more amino acid
residue but having a function of controlling blood glucose levels in vivo.

In addition, the methods used respectively for the preparation of insulin agonists,
fragments and variants may be employed independently or in combination. For
example, the insulin peptide useful in the present invention may include a peptide,
having the amino acid sequence of which is different from that of native insulin by one
or more amino acid residue, with deamination at the N-terminal residue, but
functioning to control blood glucose levels in vivo.

As used herein, the term "immunoglobulin constant region” refers to an im-
munoglobulin fragment that is devoid of the variable regions of light and heavy chains,
the constant region 1 of the heavy chain (Cy,), and the constant region of the light
chain (Cy), that is, an Fc region comprised of the constant regions 2 and 3 of the heavy
chain (Cy2 and Cs) (or inclusive of the constant region of the heavy chain (Cya)). Op-
tionally, the immunoglobulin Fc region may further comprise a hinge region. Also, the
immunoglobulin constant region of the present invention may be an extended im-
munoglobulin Fe region which comprises a part of or the entirety of the constant
region 1 of the heavy chain (Cy,) and/or the constant region of the light chain (Cy)
except only for the variable regions of heavy and light chains of the immunoglobulin
s0 long as it shows effects substantially identical or superior to those of the native im-
munoglobulin constant region. Further, the immunoglobulin constant region of the
present invention may be lack of a significant part of the amino acid sequence which
corresponds to Cy, and/or Cy,. Consequently, the immunoglobulin constant region of
the present invention may comprise (1) Cy; domain, Cy, domain, Cys domain and Cy,
domain, (2) Cy; domain and Cy, domain, (3) Cy, domain and Cy; domain, 4) Cpp
domain and Cy; domain, (5) a combination of one or more constant domains and an
immunoglobulin hinge region (or a partial hinge region), or (6) a dimer of each
constant domain of the heavy chain and the constant region of the light chain.

An immunoglobulin constant region including Fc region is a biodegradable
polypeptide which can be metabolized in vivo, so that it can safely be used as a drug
carrier. In addition, an immunoglobulin Fe region is more advantageous in terms of
production, purification and production yield of a complex than an entire im-
munoglobulin molecule owing to its relatively lower molecular weight. Further, since
it is devoid of Fab, which exhibits high non-homogeneity due to the difference in
amino acid sequence from one antibody to another, the immunoglobulin Fc alone
provides the comiplex with significantly enhanced homogeneity, and reduces the pos-
sibility of inducing blood antigenicity.
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The immunoglobulin constant region may originate from humans or animals, such as
cows, goats, pigs, mice, rabbits, hamsters, rats, guinea pigs, etc., and may be preferably
of human origin. In addition, the immunoglobulin constant region may be selected
from Fc fragments derived from IgG, IgA, IgD, IgE, IgM, or combinations or hybrids
thereof. Preferably, the constant region is derived from IgG or IgM, which are the most
abundant ones in blood, and most preferably from IgG, which is known to improve the
serum half life of ligand-binding proteins.

As used herein, the term "combination" means that polypeptides encoding single-
chain immunoglobulin constant regions (preferably Fc regions) of the same origin are
linked to a single-chain polypeptide of a different origin to form a dimer or multimer.
That is, a dimer or a multimer may be prepared by combination of two or more
fragments selected from the group consisting of fragments of IgG Fc, IgA Fc, IgM Fc,
IgD Fc and IgE Fec.

As used herein, the term "hybrid" means that sequences encoding two or more im-
munoglobulin Fc fragments of different origins are present in a single-chain of im-
munoglobulin constant region (preferably, an Fc region). In the present invention,
various hybrid forms are possible. For example, the hybrid domain can be composed of
one to four domains selected from the group consisting of Cyy, Cuz, Cys and Cy, of IgG
Fc, IgM Fc, IgA Fc, IgE Fc and IgD Fc, and may comprise a hinge region.

IgG is divided into the IgG1, IgG2, IgG3 and IgG4 subclasses, and the present
invention may include combinations or hybrids thereof. Preferred are the IgG2 and
IgG4 subclasses, and most preferred is the Fe region of IgG4 rarely having effector
functions such as Complement Dependent Cytotoxicity (CDC).

The immunoglobulin constant region may have the glycosylated form to the same
extent as, or in a higher or lesser extent than the native form or may be the degly-
cosylated form. Increased or decreased glycosylation or deglycosylation of the im-
munoglobulin region may be achieved by typical methods, for example, by using a
chemical method, an enzymatic method or a genetic engineering method using mi-
croorganisms. Herein, when deglycosylated, the complement (C1q) binding to an im-
munoglobulin Fc region becomes significantly decreased and antibody-dependent cy-
totoxicity or complement-dependent cytotoxicity is reduced or removed, thereby not
inducing unnecessary immune responses in vivo. In this context, deglycosylated or
aglycosylated immunoglobulin Fc regions are more consistent with the purpose of drug
carriers. Accordingly, the immunoglobulin Fc region which is the most suitable as the
drug carrier of the present invention is a human IgG4-derived aglycosylated Fc region.
The human-derived Fc region is more preferable than a non-human derived Fc region,
which may act as an antigen in the human body and cause undesirable immune

responses such as the production of a new antibody against the antigen.
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[52]

[53]

[54]

[55]

[56]

Further, not only the immunoglobulin constant region with the native amino acid
sequence but also its amino acid sequence mutant may be included within the scope of

the immunoglobulin constant region of the present invention. The term "amino acid

~ sequence mutant," as used herein, refers to polypeptides having an amino acid

sequence that is different from the wild-type as a result of deletion, insertion,
conserved or non-conserved substitution of one or more amino acid residues, or a com-
bination thereof. For instance, amino acid residues at positions 214 to 238, 297 to 299,
318 to 322, or 327 to 331 in IgG Fc, known to be important for linkage, may be used
as the sites suitable for modification. Various derivatives, such as those prepared by
removing the sites capable of forming disulfide bonds, removing several N-terminal
amino acids from native Fc, or adding methionine to the N-terminus of native Fc, may
be used in the present invention. In addition, complement fixation sites, e. g.,Clq
fixation sites, or ADCC sites may be eliminated from the native Fc region to remove
the effector function. The techniques of preparing amino acid sequence mutants of the
immunoglobulin constant region are disclosed in International Patent Publication Nos.
WO 97/34631 and WO 96/32478.

Amino acid substitutions in a protein or peptide molecule that do not alter the activity
of the molecule are well known in the art (H.Neurath, R.L.Hill, The Proteins,
Academic Press, New York, 1979). The most common substitutions occur between
amino acid residues Ala_/Ser, Val/lle, Asp/Glu, Thr/Ser, Ala/Gly, Ala/Thr, Ser/Asn,
Ala/Val, Ser/Gly, Thr/Phe, Ala/Pro, Lys/Arg, Asp/Asn, Leu/Ile, Leu/Val, Ala/Glu, and
Asp/Gly. Optionally, amino acids may be modified by phosphorylation, sulfation,
acrylation, glycosylation, methylation, farnesylation, acetylation, and amidation.

The above-described immunoglobulin constant region derivatives exhibit the same
biological activity as that of the immunoglobulin constant region of the present
invention, but have improved structural stability against heat, pH and so forth. These
immunoglobulin constant regions may be obtained from native type isolated from
humans or animals such as cow, goats, pigs, mice, rabbits, hamsters, rats, guinea pigs,
etc., or may be their recombinants or derivatives obtained from transformed animal
cells or microorganisms. Native constant regions may be obtained by protease
digestion of the entire gamut of immunoglobulins isolated from human or animal
samples. Immunoglobulins are cleaved into Fab and Fc by papain and into pF'c and
F(ab), by pepsin, followed by size-exclusion chromatography to separate Fc or pF'c
therefrom.

Preferable is a recombinant human immunoglobulin constant region obtained from a

microorganism.
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[57]

[58]

[59]
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[63]

[64]

(65]
[66]

[67]
[68]

Advantageous Effects of Invention

As described above, a complex of physiologically active polypeptide-non-peptidyl
polymer-immunoglobulin constant region can be produced at high purity and yield as
well as at low cost by the method of the present invention. Thus, the method of the
present invention is industrially useful. Moreover, it can be used to develop long-acting
formulations of physiologically active polypeptides which have improved drug

compliance.

Mode for the Invention
A better understanding of the present invention may be obtained through the
following examples which are set forth to illustrate, but are not to be construed as

limiting the present invention.

EXAMPLE 1: PEGylation of Insulin Using Sodium Cyanoborohydride as
Reducing Agent and Purification of Mono-PEGylated Insulin

Insulin powder was dissolved in 10 mM HCI, and PEGylated at the N-terminus of
the beta chain with 3.4K propion-ALD2 PEG (PEG with two propionaldehyde groups,
IDB, Korea). In this regard, 5 mg/ml insulin was reacted with PEG at a molar ratio of
1:2 at 4°C to room temperature for 2 hrs. The reaction was performed in 50 mM
sodium citrate buffer at pH 6.0 in 45% isopropanol in the presence of 2 - 20 mM
sodium cyanoborohydride as a reducing agent. The reaction mixture was loaded onto
an SP-HP (GE Healthcare) column, followed by eluting with a buffer containing
sodium citrate (pH 3.0) and 45% EtOH, and using a concentration gradient of KCl to
purify mono-PEGylated insulin.

PEGylation yields of insulin according to conditions of the reducing agent sodium
cyaborohydride during the preparation of a complex comprising the insulin and the im-

munoglobulin Fc region are summarized in Table 1, below.

EXAMPLE 2: Changes in Production Yields of a Complex of Mono-PEGylated
Insulin-Immunoglobulin Fc Region According to Conditions of Sodium
Cyanoborohydride as Reducing Agent Used in PEGylation

To examine the production yield of the insulin-PEG-immunoglobulin Fc region
complex, the mono-PEGylated insulin prepared in Example | was reacted with at a
molar ratio of 1:1 with an immunoglobulin Fc at 25°C for 13 hrs, with the total protein

concentration set to be 20 mg/ml. This coupling reaction was carried out in 100 mM
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[69]

[70]

[71]
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[74]

[75]
[76]

HEPES buffer containing 22 mM potassium phosphate and 10% ethanol at pH 8.2, in
the presence of 20 mM sodium cyanoborohydride as a reducing agent.

The reaction mixture was loaded onto a Source 15Q (GE Healthcare) column,
followed by eluting with Tris-HCI (pH 7.5) buffer and using a concentration gradient
of NaCl to separate and purify unreacted insulin, unreacted immunoglobulin Fc region,
an insulin-PEG-immunoglobulin Fc region complex, and an immunoglobulin Fc
region coupled with two or more mono-PEGylated insulin (insulin-PEG) moieties.
Production yields of the insulin-PEG-immunoglobulin Fc region complex were de-
termined UV absorbance at 280 nm after purification by chromatography.

In Table 1, yields of the coupling reaction with an immunoglobulin Fc region are
summarized according to conditions of sodium cyanoborohydride used as a reducing

agent in the PEGylation of insulin.

Table 1
[Table 1]
Conc. of Sodium RxnTi [Rxn PEGylation Coupling Total
cyanoborohydride  |me Temp. |yield (%) yield (%) yield(%)
2 mM 2hr 4°C 233 31.7 7.39
4 mM 2hr 4°C 37.6 31 11.66
4 mM 2hr RT 39.2 28.8 11.29
8§ mM 2hr RT 40.4 27.1 10.95
8§ mM 4hr 4°C 40.4 27 10.9
20 mM 2hr 4°C 42.2 26.8 11.3

EXAMPLE 3: PEGylation of Insulin Using Borane Pyridine Complex as
Reducing Agent and Purification of Mono-PEGylated Insulin

Insulin powder was dissolved in 10 mM HC], and PEGylated at the N-terminus of
the beta chain with 3.4K propion-ALD2 PEG (PEG with two propionaldehyde groups,
IDB, Korea). In this regard, 5 mg/ml insulin was reacted with PEG at a molar ratio of
1:2 at 4°C for 2 hrs. The reaction was performed in 50 mM sodium citrate buffer at pH
6.0 in 45% isopropanol in the presence of 3 - 20 mM borane pyridine complex as a
reducing agent. The reaction mixture was loaded onto an SP-HP (GE Healthcare)
column, followed by eluting with a buffer containing sodium citrate (pH 3.0) and 45%
EtOH, and using a concentration gradient of KCl to purify mono-PEGylated insulin.
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[77)
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[84]
(85]

[86]
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PEGylation yields of insulin according to conditions of the reducing agent borane
pyridine complex during the preparation of a complex comprising the insulin and the
immunoglobulin Fc region are summarized in Table 2, below.

EXAMPLE 4: Changes in Production Yields of a Complex of Mono-PEGylated
Insulin-Immunoglobulin Fc Region According to Conditions of Borane Pyridine
Complex as Reducing Agent Used in PEGylation

To examine the production yield of the insulin-PEG-immunoglobulin Fc region
complex, the mono-PEGylated insulin prepared in Example 3 was reacted with at a
molar ratio of 1:1 with an immunoglobulin Fc at 25°C for 13 hrs, with the total protein
concentration set to be 20 mg/ml. This coupling reaction was carried out in 100 mM
HEPES buffer containing 22 mM potassium phosphate and 10% ethanol at pH 8.2, in
the presence of 20 mM sodium cyanoborohydride as a reducing agent.

The reaction mixture was loaded onto a Source 15Q (GE Healthcare) column,
followed by eluting with Tris-HCI (pH 7.5) buffer and using a concentration gradient
of NaCl to separate and purify unreacted insulin, unreacted immunoglobulin Fc region,
an insulin-PEG-immunoglobulin Fc region complex, and an immunoglobulin Fc
region coupled with two or more mono-PEGylated insulin (insulin-PEG) moieties.
Production yields of the insulin-PEG-immunoglobulin Fc region complex were de-
termined UV absorbance at 280 nm after purification by chromatography.

In Table 2, yields of the coupling reaction with an immunoglobulin Fc region are
summarized according to conditions of borane pyridine complex used as a reducing

agent in the PEGylation of insulin.

Table 2
[Table 2]
Conc. of Borane pyridine |PEGylation yield |Couplingyield (%) |Total yield(%)
complex (%)
3mM 254 35.1 8.92
10 mM 47.6 34.8 16.6
20 mM 50.8 34.2 17.4

EXAMPLE S: Yields of Coupling Reaction and Formation of Immunoglobulin
Fc Aberrant According to Concentration of Sodium Cyanoborohydride and
Reaction Time
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[89] To examine the formation of immunoglobulin Fc aberrant according to the concen-

[90)

[91]

[92]
[93]

[94]
[95]

[96]

[97]

trations of the reducing agent, and reaction times in the coupling reaction, the mono-
PEGylated insulin was reacted at a molar ratio of 1:1 with an immunoglobulin Fc at
25°C for 13 - 43 hrs, with the total protein concentration set to be 20 mg/ml. This
coupling reaction was carried out in 100 mM HEPES buffer containing 22 mM
potassium phosphate and 10% ethanol, pH 8.2, in the presence of 5 - 40 mM sodium
cyanoborohydride,

The reaction mixture was loaded onto a Source 15Q (GE Healthcare) column,
followed by eluting with Tris-HCI (pH 7.5) buffer and using a concentration gradient
of NaCl to separate and purify unreacted insulin, unreacted immunoglobulin Fc region,
an insulin-PEG-immunoglobulin Fc region complex, and an immunoglobulin Fc
region coupled with two or more mono-PEGylated insulin (insulin-PEG) moieties.
Production yields of the insulin-PEG-immunoglobulin Fc region complex were de-
termined UV absorbance at 280 nm after purification by chromatography.

In Table 3, yields of the coupling reaction to prepare a complex comprising the
insulin and the immunoglobulin Fc region are summarized according to concentrations
of sodium cyanoborohydride used as a reducing agent, and reaction times in the

coupling reaction.

Table 3
[Table 3]
Rxn Time 5 mM SCB 20 mM SCB 40 mM SCB
13 hrs 35.2% 37.5% 37.5%
18 hrs 36.1% 37.7% 37.7%
37 hrs 36.7% 37.3% 37.5%
43 hrs 36.8% 37.2% 36.8%

The formation of immunoglobulin Fc aberrants according to the concentrations of the
reducing agent in the coupling reaction was monitored by LC on a Propac SAX-10
(DIONEX) column eluting with Tris-HCI (pH 8.0) buffer and using a concentration
gradient of NaCl. :

In Table 4, production yields of immunoglobulin Fc aberrants are given according to
concentrations of sodium cyanoborohydride and reaction times in the coupling reaction

to prepare a complex comprising the insulin and the immunoglobulin Fc region.
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[98] Table 4
[Table 4]
Rxn Time S mM SCB 20 mM SCB 40 mM SCB
13 hrs 4.6% 7.0% 7.8%
18 hrs 6.2% 9.0% 9.8%
37 hrs 11.7% 14.5% 15.3%
43 hrs 12.7% 15.5% 16.8%
[99]
[100] EXAMPLE 6: PEGylation of Immunoglobulin Fc Using Sodium

[101]
[102]

[103]
[104]

[105]
[106]

[107]

[108]

Cyanoborohydride as Reducing Agent and Purification of Mono-PEGylated Im-
munoglobulin Fc

The N-terminus of immunoglobulin Fc was PEGylated with 5K propion-ALD2 PEG
(PEG with three propionaldehyde groups, NOF, Japan). In this regard, 10 mg/ml im-
munoglobulin Fc was reacted with PEG at a molar ratio of 1:2 at 4°C to room tem-
perature for 4.5 hrs. The reaction was performed in 100 mM potassium phosphate
buffer at pH 6.0 in the presence of 20 mM sodium cyanoborohydride as a reducing
agent. The reaction mixture was loaded onto a Source 15Q column, followed by
eluting with Tris-HCI (pH 7.5) buffer and using a concentration gradient of NaCl to
purify mono-PEGylated insulin.

EXAMPLE 7: Preparation of a Complex of Mono-PEGylated Immunoglobulin
Fc Region-Insulin Using Sodium Cyanoborohydride as Reducing Agent

To prepare an insulin-PEG-immunoglobulin Fc region complex, the mono-
PEGylated immunoglobulin Fc prepared in Example 6 was reacted with at a molar
ratio of 1:4 with an insulin at 4°C for 13 hrs, with the total protein concentration set to
be 20 mg/ml. This coupling reaction was carried out in 100 mM potassium phosphate
buffer at pH 6.0 in the presence of 20 mM sodium cyanoborohydride as a reducing
agent.

The reaction mixture was loaded onto a Source 15Q (GE Healthcare) column for the
primary purification. And the secondary purification was additionally performed with a
Source 15ISO (GE Healthcare) column to obtain an insulin-PEG-immunoglobulin Fc

region complex.
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Claims

A method for preparing a complex of physiologically active
polypeptide-non-peptidyl polymer-immunoglobulin constant region,
comprising:

(1) reacting a non-peptidyl polymer having two or more aldehydes as
functional groups with one of a physiologically active polypeptide or
an immunoglobulin constant region in the presence of a reducing agent
at a concentration of 1 - 20 mM; and

(2) reacting the reaction mixture of step (1) with the other of a physio-
logically active polypeptide or immunoglobulin constant region in the
presence of a reducing agent at a concentration of 1 - 100 mM.

The method of claim 1, further comprising separating a conjugate of a
physiologically active polypeptide-non-peptidyl polymer or a conjugate
of an immunoglobulin constant region-non-peptidyl polymer from the
reaction mixture after step (1).

The method of claim 1, wherein the reducing agent functions to reduce
a reversible imine double bond produced from bonding between the
aldehyde group of the non-peptidyl polymer and an amine group of the
physiologically active polypeptide or the immunoglobulin constant
region to form a covalent bond.

The method of claim 1, wherein the reducing agent is selected from the
group consisting of sodium cyanoborohydride, borane pyridine
complex, sodium borohydride, borane dimethylamine complex, borane
trimethylamine complex, and sodium triacetoxyborohydride.

The method of claim 1, wherein the reducing agent is used in a con-
centration of 1 to 40 mM in step (2).

The method of claim 1, wherein the reaction in step (1) is carried out
for 1 to 16 hrs.

The method of claim 1, wherein the reaction in step (2) is carried out
for 1 to 48 hrs.

The method of claim 1, wherein the reaction in step (1) is carried out at
a temperature of 0 to 25°C.

The method of claim 1, wherein the reaction in step (1) is carried out
for 1 to 16 hrs at 0 to 25°C in the presence of the reducing agent in a
concentration of 1 to 20 mM, and the reaction in step (2) is carried out
for 1 to 48 hrs in the presence of the reducing agent in a concentration
of 1 to 40 mM.
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The method of claim 1, wherein the non-peptidyl polymer is covalently
bonded to each of the physiologically active polypeptide and the im-
munoglobulin constant region through the two or more aldehyde
functional groups thereof.

The method of claim 1, wherein the functional groups of the non-
peptidyl polymer are bonded to each of an amine group of the physio-
logically active polypeptide and the immunoglobulin constant region,
wherein the amine group is present at an N-terminus or on a side chain
of Lys residue.

The method of claim 1, wherein the non-peptidyl polymer is selected
from the group consisting of polyethylene glycols, polypropylene
glycols, copolymers of ethylene glycol and propylene glycol, poly-
oxyethylated polyols, polyvinyl alcohols, polysaccharides, dextrans,
polyvinyl ethyl ethers, polylactic acid (PLA), polylactic-glycolic acid
(PLGA), lipid polymers, chitins, hyaluronic acid, and the combination
thereof.

The method of claim 1, wherein the non-peptidyl polymer is
polyethylene glycols.

The method of claim 1, wherein molecular weight of the non-peptidyl
polymer ranges from 1 to 100 kDa.

The method of claim 1, wherein the immunoglobulin constant region is
aglycosylated.

The method of claim 1, wherein the immunoglobulin constant region
consists of one to four domains selected from the group consisting of C
a1, Crz, Cus and Cyy domains.

The method of claim 1, wherein the immunoglobulin constant region
further comprises a hinge region.

The method of claim 1, wherein the immunoglobulin constant region is
selected from the group consisting of constant regions derived from
IgG, IgA, IgD, IgE, IgM, or combinations or hybrids thereof.

The method of claim 1, wherein the immunoglobulin constant region is
selected from the group consisting of constant regions of IgG1, IgG2,
IgG3, IgGG4, a combination thereof, and a hybrid thereof.

The method of claim 1, wherein the immunoglobulin constant region is
an 1gG4 Fc region.

The method of claim 20, wherein the immunoglobulin constant region
is an aglycosylated human IgG4 Fc region.

The method of claim 1, wherein the physiologically active polypeptide
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is selected from the group consisting of human growth hormone,
growth hormone releasing hormones, growth hormone releasing
peptides, interferon, interferon receptors, colony-stimulating factors,
glucagon-like peptides (GLP-1, etc.), oxyntomodulin, G protein-
coupled receptors, interleukins, interleukin receptors, enzymes, in-
terleukin-binding proteins, cytokine-binding proteins, macrophage ac-
tivating factors, macrophage peptides, B-cell factors, T-cell factors,
Protein A, allergy inhibitors, cell necrosis glycoproteins, im-
munotoxins, lymphotoxins, tumor necrosis factor, tumor suppressors,
transforming growth factor, alpha-1 anti-trypsin, albumin, a-
lactalbumin, apolipoprotein-E, erythropoietin, glycosylated ery-
thropoietin, angiopoeitins, hemoglobin, thrombin, thrombin receptor
activating peptides, thrombomodulin, blood factor VII, VIIa, VIII, IX
and XIII, plasminogen activators, fibrin-binding peptides, urokinase,
streptokinase, hirudin, Protein C, C-reactive protein, renin inhibitor,
collagenase inhibitor, superoxide dismutase, leptin, platelet-derived
growth factor, epithelial growth factor, epidermal growth factor, an-
giostatin, angiotensin, bone growth factor, bone stimulating protein,
calcitonin, insulin, atriopeptin, cartilage inducing factor, elcatonin,
connective tissue activating factor, tissue factor pathway inhibitor,
follicle stimulating hormone, luteinizing hormone, luteinizing hormone
releasing hormone, nerve growth factors, parathyroid hormone, relaxin,
secretin, somatomedin, insulin-like growth factor, adrenocortical
hormone, glucagon, cholecystokinin, pancreatic polypeptide, gastrin
releasing peptide, corticotropin releasing factor, thyroid stimulating
hormone, autotaxin, lactoferrin, myostatin, cell surface antigens, virus-
derived vaccine antigens, monoclonal antibodies, polyclonal antibodies,
and antibody fragments.

The method of claim 1, wherein the physiologically active polypeptide

is insulin.
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L B RAEHEEZK - EREREY - AEREQEEZR AWK HE, HEHE .

(1) FRAWANRFELZNEEAERANERER A SEHEE L RS RERER
EERXKE P2 —ERE R 1-20mM K8 BFIRAFE T RN F

Q) T, (1) MRNBEEYS4AEENZ R AEREQEER PR R — I EKRE
A 1-100mM BYIE R FIHIAFE T KA.

2. BONER 1 ik 7k, #— a8 EP2R () 2/, NI RNBEDHHEH
AEENZIK - ERERSYRSEEYBAEREQEEX - EREREVNSEEY.

3. R SK 1 Frid B 57, BT RiR R 1E A R ICRE TR IEER YK BT iR
WL 55 BTl A2 BRI 2 IRERIT IR S B BR R B 1E B X MR 2 18] 456 BT 7= AR 9 R 30 M IV iR
KU LA AL B

4. BORFESK | Frid i) 51, HPBrid R 5% B RS e 259 S
W I — P EREEY MR = FEERE S = Z B A M E .

CBRIESK 1 TR, P ELSE ) J, Frd i R FRKE R 1 £ 40mM.

C AHESR 1 BT, P B (1) P RTR REAT 1 2 16 /M.
CBURIESK | FRIRB A, P (2) FRIFTR RMNBHT 1| £ 48 /NEY,
CBORESR 1 TR, PP’ (D) R RNAE 0 £ 25 CRIRE T #T.

C BURESR L Bk i, PR (1) PRIFTRRNE 02 25C T, ERER 1 2
20mM B BT IR E JRFIRIAFAE T AT 1 2 16 /i, FFHAP R Q) PRIFIRRNEKRENN 1 B
40mM [ BT B RN ITEE T T 1 2 48 /T

10. AUHIEE SR 1 Bk ik, HP AR aE M ER G MEREEHW S E 2 N E R A3
W& Z TR £ 2 TR g sk E e E 2 K8 —14.

11 BREK 1 TR 7, R PR EMRER YRR B A ERE R £ S
ML IRFFT IR o BR R B E X B B RS, P iR B2 T N- Rimal Lys FREEH
% L .

12. RUCRER | Frid i gk, HPRREMEREYEARC B . RN _B. 28
FAZ_BHOEREY BRELENZ iR ROGE . 2R ARE ROGELEN B
(PLA) R IR - BRE LR (PLGA) JEREY "2 BRI EAE.

13. RRESR | Bridi vk, Hh iR dEfRER VR R Z 1.

14. BURER 1 FridBI 777, PR IERER SRS FETEZM 1 2 100kDa.

15. BUREK 1 Brid 771, B ik G B3k E o188 X & TR .

16. AT 1 Fri’ 777, H APk e ZakE Qe E X i — 2 A g g, B
Ji_/l\ijl\%miﬁﬁi E] Cm\ Cuzf CHS A0 CH4 %Wfﬂie

17. RFIER | Frid s, B m sk EQEE R — P aERExX.

18. UAIZSK 1 Frid B 7%, iR e Bk & B8 2 Xik BA74 B 186+ IgA. 1gD.
IgE. IgM FfEEX (B H A &3 _

19. BURIEESKR | BTid 605, B Bk S e 3k H 8 2 X 14 B IeGl. IgG2, IgG3, IgG4
FIEE X A A ).

20. WAER 1 FridpH ik, HPpridemREAEERZ 1864 Fe X,

21. BRI E R 20 BTk 575, LR B R EAEE X 2RI A 1g64 FeX.
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22. BURVEK 1 Frik 7773, PR A E N £ ik B AMEKEE AKEEERR
FAEKEERBKTHRE TIEZ A ERKREEF . BESOEREK CLP-1,%) . §
WRIATE.CEQR - BZA. 04BN B . OARNEZA. B . OU4RNE - 45
A 4ARET - 4450 . ERARELE T B B- ARE T . T- fRET . &E
JE AR REHEIF . MRAREHEES . R TR MKEE R HEIRIEE T R )
HEUEKETF. o -1 FIEEAR. AEA. - AEERCBIEES BRI AERE B
BB A R E . B A RE . A 5 I B 58 i B 52 6 r 0 Ik A2 i 5 & L i
B+ VII. VIIa, VIII. IX I XIII. BB IR BUS T 4RO - &5 0K RIS EERE
B KIER RO C. C- RNERA.FEHEIF. B RBEHHIF . BEAL R E RO M
MR - ATEEKETF EFAREKET R EAREKEF L ENHIE 0 ERGER . E
AREF CRRIBEESD BOGEESEOPHE KEESEFRBEE. S HAENL
Bl R E F @ 2 M s SRR R A R R AR E R BISE A EKE
T ARFBREE DMK D WE AKATRE BEIEREKRF. 5 LT REE RS
M¥EE . BRI R ER L K. B W EBBUL RS LA 7 R E B E T BRI B%
X HER IASBE NANHRE SRREHE AT - TEEEIR B RESS. 2%
RS IETREN P 2

23. BURIEK 1 Frik 7, R R A AL IREES &
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B EEEENZRESMBERZ

[0001]  AEWIW RHI&E RSV TIE ZESYUTRAHEELZIREL EHIIELZA
BAEARRANEREREYERFIN ST B REAEER ., FAKH, XRHY
B 3 % AL BRI M 22 AR R G HIR 754, FORFAETE T8 i 78 0 46 b A B SR 0 43 P SR
TEART™ AN £ AR SR T B0 ) R

(0002] RMATE, AEEMEZRKBTEMNMEREENASZ S, FHEMBRPESE
D8R 7K AR B AR AT B 1) SRRV B . R, B AR BV M IE W IR S R A RS
VREINEHT BF L, USRS A B KPR . R, LR R AR ES
2 (HRZHRUEHKER) 5| BEBEZMMEBBT AT, AT HRXEEE, 048
TNV 255 77 R Bfudh & B 2 )00 0 vE A8 T, AN 198 P (9 299 K B 4 S5 18 B /K 7 LUAE
Y ABOE BN VBRI KBHITUE B TR, BARGY LR SR A S fa e i+
HYER LB EKERBMMATIREZEN RBENE.

[0003] fEGEMIREEE M -BRELSHEERAFZEAEAGHERENERES
W (i, B8 (FETXFHAPEC”) X &ARAWMRTAITH ST, @it
GEZEREANBS ERBEE XS, PEC FEEARNEMEE S, Nl EE o
FiHB KM R™EWBER (SadaZE A, J. REEAEYW T (J. Fermentation
Bioengineering) 71:137-139) .

[0004] {5411, WO 2006/076471 A F T @it # B- £ RAK (BNP) &5 PEGs 4541 ff Hi %%
M7, i% PEGs 455 28Rk Z & A(NPR-A) LLS1K cGMP (¥14 B, MM BRARSN Ak & .
BRI A T 7ML MO I ZE IR TT « ZEEEFS 6,924, 264 #R T —FliB ol F H A BRIR &
PEG &Sk suidt 3L ZE AR (exendin—4) TE/K IR IAIA T VE. SRT, FE LT ik, REH
e BT N PEG 8973 F B SR IG INAK 2P KB FRI (), {8 PEG 4L 47375 18 R, 5 4, K K B
8T IR RIBMN FIRRAR T 7= %, X 2 F hBEE PEG 115 F &1, BRI R S T R
[0005] WO 02/46227 ANFF T iXHKEN&E A, Ho GLP-1 F1 ZERL (exendin-4) BLH
R EAMECDEESBIREEAF SN EEREARE Fo) &4, XBEHS
6, 756, 480 ¥ KX FEHIRLE R E, HH FRFREFE PTH SIEBLUYERESR Feo BRI
LET7 R AR PG O PEG AL B ——H i = R e R —— R R, AR BEEF
HImE SRR AN ZHRRARAEE, STHHER, MEAEEEELT, MEEEAE
R EROR 25 T JPREE 4 2 A ) P A 68 1t 75 4 35 B I R kBl s K, (BB 1 T R
SRR . hAh, B —HEEAK (#10, BNP) ESShRMN A B, B HBRES S
BRI SR, WA, AR REE R B R ERREAERRE I E RS,

[oooe]  JR&ZEZH AR B- MRS WK, FELETANMLEKTE. BESRIW
PNEFEBSWHR S ETIEEARNE SRR, DK PR ERFEAS 8
B IRIA . J—PESLAR R 2 BUME PR G . SRTT, 726 IR & A B8 MR AR 43 Wb F EL5 ) 2 it 9 7k
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FARHERERT, SB L BIBERM. 2 BB RREE A ORFELERGT, X —28EH
RS EREIT. R, T I EERFEEESA LREENESE.

(oo07] EE,ELESBEIWHFEEREN ZRRERREREHITHRESETIE. R,
BREZRESLBESEABNTEELRBENMNELHE., CEMHRE Z R X L
B, BEREEARAYEEDIE P HES MR —F g 28T OB R ARIBEAY .
SR, SESTAH LG, @il 0SB IRALA 25 H0IBE R R i B MK, 3F B XE LG Ik 4 /e e 14
P M T K

looo8] A ATtk I SRES, 7] LUK I B 259 B2 T i 51 3+ LURE IR i 5 SR 2= A 1, LA
YR {E 2 IO A R OK R, BUE S RIES —R. — 2259 (Hln, 284 (Lantus))  $E & 3F
Z 1% (Sanofi-aventis)) Dkt TRVAHRIFHER O BELZ. F4. 824
HXHBENBREMESZRIT THRUGRESZLE YN E S ERIFEILEFHNUE
RMBETHEAEAAEGREKRER A, —&254) (B, FEFF Cevemir) (i Fl i {5
(NovoNordisk)) TLAfth#E A FRINLAHE. AT, X LE2GY R G40 E 5 | &R I B dis
RIFEF— K, EXEETRE KK HIR,

[oo09] & T e ARIRAE HARTBRIM N, ARk HECOHE T EEBENZ R GERE
FEEX (KB EAEREREWIENEREER) MEEY, 150 R0 3G 0 4 B iE
K (SRS ER ) MR P ARFR P R R (B U SRAE . ART, BT H U R RN R
HEE AW TTE, BAZESWHIESEERER. HTHERE, ARHECLRFRT UK
R = B A Sl S R EN 2 KRB SV E, ST EERE YA PR N
BR8], 76 RS A A B A TR P ) B i@ PR 2R B JR 5, AT 58 AR & B .

[0010]  REAKIAHARE

[oo11]  HEA A&

(00121 AKEHK HIRIEEEIEEAYWNERTE P EEESREd EWAHE
ZNBEAERAMERERGYERFINME A2 AEKREAEER, KFFIEETER
I B 8D, 388 3oL A S R 3 VP A3 P B TR B O A R 8 A SR R SR BRI 7 FR 0 £ R AR
FER ] R

[0013] R IfE KT &

[0014]  —77TH, A3 T SEM B3R B I, AR R HI & A B 2 K - SEIRER Y - 2%
REQEZRWNESYI T E HERE (1) ERER [-200M BEEFINEET, FREH
AN ELANBENERANERERSYSEHFEE L KB AEREABEERWESZ
— RN F(2) fF (1) MRNEBAVSHEBEESEZKEHEREAEEX PR S —ANER
FE A 1-100mM K138 JR T AFLE T R B

[0015] EZRNBEVVERBEMEREYEEHERHZRNEEYBEEREREY S
RBEREAEEX LAY, F / TREER RN RN B, 4% BB 7 EmT i — B
R Q) 2E NRNEBEEYP B A EET LI - ERBER SN G S E SR
EH - EREREWNEEY .

[oo16]  ASCETHMIARE “FEMBEREY” 2IeHE LN EE B0 Bl EYAH 55
Y, ZE S BB RIKESERER BREE—&. ATEARANIERER S
Bl FRE BB BN _B.Z2_BES5FH BN EY BRZENME TE. B LA

5
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WL ERE RLFEE LR EYTTRBERESY (B, IR (PLA) MRILE - BE
Z® (PLGA)) JERBAY . L R A XLHA, MER L (PEC) . AU H AT
P Sn AT A RN 5 A8 P A TR B 4000 5 V5 % BT AE D3 AR A R PR B TR T Y .

[0017]  fn EATR, EMREREY T AEHANBE S NEEATRA. Bk, LHEryIH i
EREREMAETURN - - LB AR REMELHIREZIEE AR
HABEMBARE. BABENEETMU R HFER (Fl, AT 8 ) . £—MUESERE
B, JEREE R A el LR TE RS R b R A EER) PEG.

[0018]  IEHAE N El-& B AR ERRE F& A B P B A 15 G E E B AR B s R Ak E
EEAASESABEROERME, B A8 S H AT R NE =T, X5 THHHE
. R, HEAKEF, X EABRKINER Y, B KA 5% 52 7] 455 7 5845
ALK, K, RESHARN R AR TTEREREDHTHTFEKY, MEER
#l. ERERESWHS TEEFEM L E 100kDa, thik T 1| X 20kDa. Bhsh, EHE ETIENE
ZIKHAEMRERSGYTT U RENMIREYBRARREEDHAE. W, HTFAKAKIELK
EEEYWUEEFAE=N K BA 7 5481 E M L I ik & 018 2 X BN E
B, Lkt T AR R LA

[0019] 5 PEG &4 (HEHEHAH TH&EARAYHIKRFHEF) ®EmEamriE,
MR K5y FREI PEC B/n 5 /AR RN R, BMBEE~E. TR ETKE
FINERAMBEEAX, AR EEE EEN. HE/ENE B PEG P {EBRE
Bk, AP TAHE M 2 e ZBRE A E X K N- Kimek Lys BEMEE L. X7
T, PEG 4k 1K) 7= AT AR 3% 4% Fi (Kl R 24k, IX LE K R B H5 PEG 5 & AR EE /R L. N
R B [ R ] pH VB 2%, Chem. Biol.Drug Des. 2007 ;69 ;132-138 iR 7 @it if
BEMEE (SFEE/REL. RMNEE. pH%% ) A 5K # mPEG 1T I & & PEG 1k, MRt
90% . US 2009/0252703A1 SPHRIE T 44H ML FITS N2 K M5 HE 38 ik PEG LI Z. WO
2010/089756A2 /AT T i@ it # r-metHuG-CSF 5 PEG ZEBR /KAL & WHIFE4E T S B LA TSt PEG
=%,

[o020]  4Rif0, X & BEWANEE LA B REFA M PEC MIEREREMIEAPNARZ
ARz B R R, RN P RERIRELNPR, NIRRT R., Biil, 58— RN
KSB (HPAHEEZREAEREAEEX SRARINHEL N E AR IERER
EYWRAN) M, MBI FE KNSR (KPP 5ERFRNSFELZNERANIEMRERS
MESMEEEEERSAEREAEEX 2 5AEREREE X SEEBFEL KR
R, FCHRER R BB RN ) LA B BREIFE R IHET .

[0021] ZEAKEH, BIEHAE —RNPHRERFKESHE _BERNKFETL. F—
J5 I F A 38 JER RO B AR e R B ) e e R e R 9 B AR BT 5 U522 B A2 AR B Y 1) 7 R
Ho

[0022] A CETERHMARIECTCIEF BIEXFHENLEY, KGR IERMNERER SN
BESZIK (AEEMZK AEREAEEX ) FMIZEZ 8K R BT R w] T %
ek, NTTTE A, 3 B B R REAE R 8us+ ik ml. 8T AR EH, 7]
BIEBEFENERNBRS, HPEREREYSEHEE SRS S REREAEEXE K
St . REERAGUSE B, RIS EFIE R T AR B B R R R 7 m R, BAFR

6
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F FHEWE e R4 ELS R —FERRE A MR =R EERE S
=B EME A . AT RYE A BIE M 2 IR A Z 2R E O 1E & X 0 R RIS IR A 2
T 4 K8 R

[0023] HEEFAFEEEEHZHRILZREAEER SEREREYNEGE. RUE
BT EEATAEREEZRBAEREAEER SIERERS W /KR N KK EE
1-20mM F 8 JRFR, A0 F 18 B S B R IR BE 7E 1-100mM [ IE JR 7. BB ARk Hlt, 1 JR 571 AT LA
1-20mM MR A TABEBEN SRS AEREREEX SERER GV @R E RN
LA 1-40mM ¥R BE TR B R RY

[0024] AMEMHEZRKAEREAEEX SEREREYZHNEERMN (S8 (1) 1
KR ) AIAE 0 £ 25°CIRE T#AT 1 £ 16 /M. MAh, BERMN (BB (2) B/ ) Ali#T
1 & 48 /pBY,

[0025]  fLikHh, I8 (1) KIRMNATIE 0 & 25°CIRE T, EIRE R 1 & 20mM B B KI1F
FETFHAT 1 2 16 /BT, TR (2) MRMATERES 1 2 40mM (ERFIMFFE T 31T 1
2 48 /BT

(00261 FE—AMMRIEMISEHET R, ZESFA R B 4&4 T 44 B S EMEAIE R & R,
LSRR, £ &Y, BEE.RAEHNBEZANEIEN B REBIHY PEC EH1F
MEBRREAEEXHERE K. CRUHRE RN GZRMETUEREEELS
Rk E AfE g KAAEMRERESY ) FRIET  ERIREE R AFAE T AT 58 R
I, R R VP48 m (R D).

[0027]  7E 5 — MR RISEE T K, B A R B B R AR it i & -5 W3k AT O, FF
FERKERNERANATAEEEEL RS RREAEERFERER SV ARE—
R Ja MBI Z R B (HBCR ) MR8 . SHRAMEtE Z-&8YHERAaE,
FRABREMELENCREFIBREREESHTE (K 2),

[0028] THH, BAWMIAF RN (BREKRM) B/ RMEERFNKENA S TEM.
[0020]  ZE—AMRIERISEHE T XA, DA EHE 898 [R5 FE S s 1T BB RN, 76
RIRE R R FIMFE T ERRE BB RN R, R0, R &R ERIERR 5K A EskE
AfEEX MRS E . T @GR E, MECRNAE 20mM FIE S8 FFF £ T AT 13 /)
B, W2 B H = B e R KR, T AR Bk B B e K () 7 H Rt & /b (3R 3 FIR
4),

[0030]  ASCET{ERMIARE “EBEIEM LK BFF M-S EEANRA M EREIRK
2k, HEHEZMELW I EREEMARPED2EEME . Al T AR Bk
A Ed B AE BRI AEY) TR I, AR TR VE T 2 IR AT R B R R AL B T B, MTTHUE
EZRE . BAKNETREARED.

(0031] NATAKHAEEEEZKRELHQBEAEKBR ERKEERIBR EKH
EBREE.TIME TMERA EENEEF.LREOERK GLP-1,%%) (B W BRI
Z.CEAM - BERZA. AHARNE . AARNTEZE B OB E - S5EE  ARE
T - 450 ERgELE T BRI, B- 4iEF. T- AREF. EaRAES
R ANEIF) AR IERE R A AR TR W EFE RSN EE F MR A K
EF. a-1 HiEEAE. AEAQ. o- AEERABEES E (R4 RERE SRR

7




ON 104271604 A Ww B P 5/10 |

MM AESER IE AR A B B 5% I B S AR v ALK R A T L M F VL.
VITa. VIIT, IX B XIII. S50 R B0EN AT R A - 456 5K IR IS . SR e i KIg 2
HERAC.C- RNES B RIWHIF R REFMFIF . BE s m JEE A /MR - T4
KEF . EEAREKEF REAREKEF OEPHE OERER BERE T B
RPER BLSREESRE OHEREESFE T KSR SHHARNEF HRE
TRETHEIF . ONRRABEE AR E AR ERERBUME HEEKE T FARER
BME WIS WE EKFTE (somatomedin) EIESEEKREF VB EIREFRISE.E
AR B R R EIRE IR B W R B RUK R E b BR PSRRI F . FOR AR %
BER.BEX IKEONAMER ARREPURFE - TERERR. A TR £
TREDLAFIPLA R B .

[0032] A% B S e 75 =X B 4 P AR B 28 — b 40 Ui B R BRI A 403 T B, 24 it 7k
AR v, FCAE AR B 5 | AR R B B VLR g 7 4 2P B8 T Y+ B B 26 R LT
&, I AER S 18 (LR RGN REERIFENH RS ) SRisHIMEAKT. EYE
MERRELFERE B RV BTE AT BRI AR, DR AR 5 2 R B R R
BE, :

[0033]  RAKER R 2 — P RNR S b B BCR , FF L i {7 33 40 o %ot ) 7 6 () S E AN 61 g
Ko, LM EE/KE s S P RRER. REWTOEKEDRNESRR2BL RS
W, AABFEW LA FIhEe RS Z R . RERFHIWTF ;

(00341 -—a &% :

[0035] Gly-TIle-Val-Glu-Gln—Cys—Cys—Thr-Ser—-Ile—Cys—Ser-Leu—Tyr-Gln-Leu—Glu-A
sn~Tyr-Cys—Asn (SEQ ID NO:1)

[o036] -B %% :

[0037] Phe-Val-Asn—-Gln-His-Leu-Cys—-Gly-Ser-His-Leu-Val-Glu—-Ala-Leu-Tyr—-Leu-V
al-Cys-Gly—Glu-Arg—Gly-Phe-Phe—Tyr-Thr-Pro—Lys—Thr (SEQ ID NO:2)

[0038] AFTEHKIARE “REZFIF” BIEFEEBNESEZHAARNHESHES
YNl e st M e ATTRSY A b i ey A WL 7/

(0039]  ASCATEFFIATE “ RSB RATEY” RIXFE BN, EThEE R 45 6k A Mg K,
HEHFTERTFHERRIEDEILEG ZE /D 80% EVRM . 78— He@ BB 5 b 7] LUA L3 EL
(BN, a- FEA., o - B JBR (B0, EEER ) sgi (filan, N- PFELb.
VERAL JRIHER ) .

(00401 ASCHTAE FIRIARIE TR SR B R B S IR A s K S Th AR RO K, 0B A
B RN RAEBRERREINEDL—ANEERIMG Z D — NEEBRTHIRR. MR
BRI LLRAERRFEMEER (Hlan, D- HHEMR) .

[0041]  ASCHEHBIARE “BRBRBH”ZIEXFEMIK - HEER T SRRESRHR
BERTIER T BRENRERRE, (AR ESE N KRR,

[o042]  pt4b, 43 A T & R B BN 7 BRI (R I 7 v ) SR b s R B S .
Bldn, AT A RAESZRTEBEXENR HEERFIHIERRBESENEERTH
ER—NBEANEERZRE, 7€ N- KinRERA MR, (BH BF R H1E A mEEKF
L) gE.
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[0043] AN FHPIARE “CERREAEEX” RIGHR/DREM BRI X . EH%E
ERX 1(C) MEHEEX (C) MEREEREAFE, B, AESEEX 2 70 3(C, f1C,) (5
BREEFEERX (C) MM Fc X, [Tk, BEERE A Fe X AT#H— S EERHEX. T
H, AR AR S 2k B G 1E 2 X T AR RE R B BRE A N BRI R BE M AT B X AR —
BWOREWEHEERX 1(Cy M/ REHEER (C) WEKGEREA Fc X, AEHLE
ANHERARBEIREAEE X LA LAHRSEEFRME. #—5, AU AEREAE
E X ATSRADXS BT Gy F0 / R Gy IR EBFIIM EEH 2. Bk, XL AEREARE
EXATHEIE (1) Gy, S5H1. Gy, G, Cyy ST Cy S5H8R, (2) C,, ZEHIRAN Cp, SHHE,
(3) Cyy BEHILAN Cyy B, (4) Gy EHIBAN Cyy i, (5) — A NEAME B 5 MY AN S 7%
REAREX (BEMREX ) MAE, 8 (6) ERNENEESHBMZENIEEX K
-3 7

[0044] HE& Fe KHSBEERE Q18 E X 27 AR ARB R AT R L2 Ik, BT AR 2%
EHAEANYEAE . 4, BT 0 FEAMNEK, AEIRE A Fc KES SWHER . i
MR MB RN REIREQS FEEH. #—5, BT HE D Fab ( HE R EHE S
U Z BB EZEBR 75 0 2 57 W R UL B B RS ), BT USRS BRER 1 Fe SafimT 48t B
A B EEEFE RN R AY, 3 BB T 5 Kk I R M AT Bt .

[0045] A PEEREE O1EE X ARIET AEsW, Blan, 4 L E 8 MR R ORR.
KL, HE A N A, B REAEEX AT B #74 T 1g6.IgA . 1gD IgE.
IgM #) Fe B BRH ARSI, kth, EEXNTAES 1e6 8 IeM( EAI2 MK T &
FEEW ), FABRMRIERAER 1e6( CMEMNER M - F4BORMMIBLITEL) .

[0046]  ACHFRMIARTE “HE” BISHARBHRBEHLAEREAEERX (% Fe
X)) MZREREANFEREARESRUER R ARSI, B, R ARERBEHE
ik B IgG Fe.IgA Fo.lgM Fc.IgD Fe Ml IgE Fe Fr BXRIPIANE 58 £ Fb Fy BRI 204 T th ik«
[0047] A SCHF A P HIARVE “ S A4 B Fa 5 A0 /RS (5] SR B (T Bl B BF 2 P SR s BR BB 1 Fe o
BRFIGEETAEREAEER (i, Fe X ) MsEth. ARHF, LT
ARF BRI, Blan, Z LM A ik B 1gG Fc. IgM Fc. IgA Fe. IgE Fc F IgD Fe ()
Cm‘ Cuz\ CH3 %ﬂ CH4 B@—Wﬁﬂﬁ%ﬁ]ﬁiéﬂﬁk, ﬁﬂ@%ﬁi%go

[0048]  TgG #5rA% 1gG1. 1gG2. 1gG3 Fl IgG4 WK, 3 HA R HTAERA S KLY,
YLk K 1662 F0 18G4 W28, 3+ B\ N LT BA XN T 3he (140, A48 i 40 fa 35 1
(CDC)) Ky 1gG4 B Fe X,

[0049] A EIRELEER T AABENER, KEELEET 5SRALRER, TS
BUEAR, BURT LG M EAL T o (@ BB (0 75 1%, 2, 4 R A 2 7 i B B4 AR
HI R THRE, T AR e e 3R R A X AR R S AL T B sl BRIk . Horp, 2 op st
i, ERE HIEIRE A Fe RFME (Cla) 2B FBD, 3F HHu4k - ki 4 fo 35 1 sl xh
1 - KRR R PR SR, AR ERLERENRENS . &3, 2R
EUEREEAL R ERE B Fe KR EMEHWEAH B K. B, BiESEN AR P ZWE AL
REIREA Fe X & A 1g64- fTAER TR Fe X A - #T4EK Fe XK HdE - AK4T
AW Fe RBENILE, Ik - ARATER Fe XTI AB R BTLR B R ASFE K 595 2, 5
un, & S HUR R E TR A
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[0050] Ty EL, A& B K R ERE A 1E 2 X FTE B A AT LERE BB RREAER T %
Efﬁﬁﬁ B2, M U EERAERFIIRZ S 2 HEH RIARVE “ BER T IR
C RIGREBRFIE T NS ENEEBRBENEE A R TFHESEAE R T E SR
HEMARFEERK LI B0, DMXTEREEM g6 Fc PHAIE 214 & 238,297 &
299.318 % 322 5% 327 £ 331 bR ERIRE T AEAE TRITHAE. XRWAPFERZ
FrerAEY), wian, Bt AR Fe FBBRAITE R BN E . BRI N- RinZ £ R0
PRI E KA Fe 1) N- RIgm Sl & WATEY) . Hoh, AMEE 2 AL E, Bin, Clq B2
fiE, 8 ADCC £ B R] MRAR Fe XiEBR AR FINEE. & aRREOEEXNEE
B 751 R AR AR B E R EF A TS W0 97/34631 Fll WO 96/32478 AT,
00511 FEHBEK S FHAKESFEMEKEEREBRE A SR AE 8
(H. Neurath, R. L. Hill, The Proteins, Academic Press, New York, 1979) . & W BE#H A
HERFEMYRFHE Ala/Ser. Val/Ile. Asp/Glu. Thr/Ser. Ala/Gly. Ala/Thr. Ser/Asn. Ala/
Val.Ser/Gly.Thr/Phe.Ala/Pro.Lys/Arg.Asp/Asn.Leu/Ile.Leu/Val.Ala/Glu I Asp/Gly
Z IR, AEEH, B2 R A E o R AL AR R AL T G BR Ak  BE B B R AL R B AL Z B
B AT B
[0052] LtRABEREAESXMTEDRAE 5ERRAKLEREQEEXHRKED
EVEME BEX TR pH FAASUENEWIRE . XL R REREEE X A2 B 8 AR
;Y Fa, L EFE AR RVE RV KR VRE RSN RT3, 8] DL N EAL
YA Y P BRI ERRSATEY . B A BB SHRE  F E R  EK
HAMBMERB TEARBEUBAIIRAERERX . SERE S HANESBERAE A Fab H
Fe, F1F B R ABEZ4E % pF’ ¢ F1F (ab) 2, 4R f5 @i R~ HEBE A 157 Mt 43 B Fe 8L pF’ c.
[0053] PLEMBEYHHHENELAANLRREAEEK
loo54]  KEARIEFIZR
[0055]  m_Lk iR, AT LARI FE A & B 0 77 32 DA v 4 B R0 /e 7 3R DA IR AR W) % AR SV 22
- EREREY - REREAEEXREESY. Hik, ARHAMGEEHAF . mAa, =
B F T & B SGE 2900 1 B A8 B 1 2 AR B R I5R)

B HE A

[0056] it LA SE M5 mT 245 X 4% & BH B 47 B TR AR, X A S 4 SRt U B, (L AS R AR
5 A B BR 1 o

[0057]  SEHEGI 1 AF SRS AL 1E il R i 5 25 PEG (LA ER —PEG 1L IR 5% R 048
1k

[0058] 45 & Tk ARVE T 10mM HC1, 3 A 3. 4K T4 (propion) -ALD2 PEG ( BA P> REEE
] PEG, IDB, B[ ) 7F B %&B’J N- SR HEAT PEG fh. ZEULET, 18 Sme/ml B85 55 PEG LA 1:2
(IS /RLLEE ACEFTR T RN 2 /M. RAE 2-20mM FEETIEALEE DI BEFIMEET,
7E 45% SR [ 50mM AT BR 2 iR (pH 6. 0) SPBET . 45 R IR & W35 8,3 SP-HP (GE
Healthcare) #& b, 4R /5 H-E IR (pH 3.0) F145% EtOH (HIZE M ¥R 4 A KC1 1
WRERRE Ak -PEG WIER &,

[0059) E%J%Aﬂﬁ%%%uﬁaﬂﬁ%a Fc K8 &P HARE], R & J??‘U%L%Eﬂﬂammm
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M4, RS RN PEC WmREETTE L

[0060]  SKEfE) 2 AR PEG 4L FIVERE BRI IR EEM S AL 8 B0 51t B8 -PEGHLIER E - &
REIREE Fe KEEW=R ML

(00611 4 T Hy s 55 2% -PEG- S KB A Fc K B2 WM A &, L | T Hl &1
H-PECALIE SR S5 REIRE A Fe LIEE/REL 1:1 £ 25°C T RN 13 /0, BEARKERE
7 20mg/ml. ZIEBKRAE 20mM SIS AL E DB RFIMIAELE R, 4 100mM HEPES 220
W (Er 22mM BEBREAN 10% 2B, pH 8. 2) AT,

[0062] ¥4 R NVIR&YEEE B Source 15Q(GE Healthcare) f£ L, 2R /5 F Tris—HCI (pH
7.5) SFBBEIE T AEF NaCl WK P50 BE 73 B FR i R S R PR B B 3R W oK R R B 4 S BR 2R
H Fec X K& HE -PEG- HBEREA Fc REAYMERANHELNL -PECHBEES R (BS
2 -PEG) H BB AREEREH Fe K. @it EigvEaiib 5, 48 280nm ) UV W6 B T &
JE B -PEG- SBIREA Fe REAWHI=E.,

[0063] 3% | 7, iRYEME L K PEG AL FMEIR R FI R EM S &4, B8 T 5REEK
HEAFc X{BBRMHIFER,

foo64] [k 1]

[0065]

S P T T T T R R ST
I BRE PR 7 2(%)
D mM Bhe  BC B3 BT 739
- mM e WG Bi6 BI 11.66
i bhe RT 9.2 738 1129
[0066]
8 mM P RT  [#04 h7.1 1095
8 mM e e Boa b7 10.9
b0 oM e pC | 22 p68 |13

[0067]  SEiEMH 3 {3 PR AEALNE B & W 1E A I8 R 0056 55 % PEG 4L F1 5 -PEG LR B &M
4tk

[o068] K fESEN KT 10mM HCL, 3 3. 4K H -ALD2 PEG( BB F A THEEE /) PEG,
IDB, ¥ [E ) . 7EYLET, {8 Smeg/ml fES R 5 PEG LLEE/REL 1:2 78 4°C T R 2 /B, iRV
£ 3 2 20mM Bl FEALIE B PERIEFFIELE T, 7€ 45% R IR ) 50mM AP ER4h 22 i
W (pH 6.0) F#IT. BRNIBESWERD| SP-HP (GE Healthcare) ¥ I, /5 H &g e
% (pH 3.0) F0145% EtOH HYZZ MRy i 3+ 18/ KC1 IR EE R FE 44k % -PEG LR &,
(o069] FEHI&EEIREFEMAIZEIREH Fe RIE -SW I, BRI M Eie 849
B4, E S R PEC W= RETTE 2.

(0070]  SEKREfY 4 ARYE PEG 4k 1B Ak JR AL A I B ke ik e A4 6 4 14, 82 —PEG 1k fi
SE - BEREAFc XEAWFT=RNEL

(00711 5 T AR % % -PEG- 4 EIRE A Fe K E-S W7 %, {F 26 3 %) %& 1
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8 -PEG ALJE S ZE 5 HEIRE A Fe UL 1: 1 FIAE/RILE 25°CF KA 13 /MY, BB B RIRE B
B % 20mg/ml. %{EE:R L 20mM BUEEME AL A 1E iR BRI MIZ4E T, 75 100mM HEPES £%
M (& 2omM BEBRERAT 10% 2B, pH 8. 2) AT,

[0072] 4 K VIR & Y3 #, 3] Source 15Q(GE Healthcare) ¥ &, 4R J& A Tris—HC1 (pH
7.5) LEVPIRYEN 38 A NaCl HOVR BERE A 4 BSR4k R IR A B B R R IR R B S B ER B
[ Fe X JBE 8% -PEG- G IREE Fc KE AWM SHANE LN E -PEC RS R (BRE
= -PEG) #AMEBLI BB TRE A Fe K. @i Gilkaiil/s, 7€ 280nm i UV BOGRE FillE
fE SR -PEG- REIREE Fc KRESWRF~E.

[0073] 3% 2 7, ABIEIE 5 E PEG Ak b BI/E A BRIt E &Y &4, R4 T 5%
BERE A Fe XABB R M=%

foo74] [ 2]

9/10 W

[0075]
0 55,00 B 52 50 O IRPEG 4k, B (%) AR (%)
3 mM 35.1 8.92
10:mM 34.8 166
e _ s — -
[0076]  SEHER] 5 AR T8 FUEE T S04k Ak Ft o B 0 g 0 B 1) , 8 R s R 1 7= 2R RN B JE BR B 1
Fc 55 HITE AL

[0077]  AB4E (BB i B b i R A R BE AN S S I U, b TR S B BRER A Fe B8 BT AR,
1§88 -PEG ILIEREE REERE A Fe LABE/REL 1:1 ££ 25°C TR 13 & 43 /pE, REAR
WREYE B K 20mg/ml . Z{BELRNTE 5 & 40mM EETIEALMMAFLET, € 100mM HEPES 4%
PRI (A 2omM BEERAT AN 10% 2%, pH 8.2) AT,

[0078] % &% IR S W% 3 Source 15Q(GE Healthcare) A% L, %8 J5 A Tris-HCI (pH
7.5) SEIEYERRIEAE B NaCl Bk B M6 2 20 B8 R4t R S B 19 JBE 8 3R R IO MY Y S JE 3R B
[ Fc X . 5% E -PEG- AIREA Fc REAPMEFH AN S FELS B -PEC WS R (RS
% -PEG) AL SHMAEIRE A Fe X, Wit iEaiib 5, 7 280nm 1) UV IRGE T E
fE % -PEG- IEERER A Fc R R AWM E,

[0079] 3 3 o, MR (RIS Y o B 1 3 SR 70 A B SR I S Ak 0 O R BE T S R I 1), S &5 T
Fok & &5 E S EMAEIREA Fe K EAWHBER K2,

[oos0] [ 3]

[0081]
K REfE] [5uM SCB [20mM SCB  [40mM SCB
13/ [35.2%  [37.5% 37.5%
18 BF [36.1%  [37.7% 37.7%
37 R [36.7%  [37.3% 37.5%
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[0082]

43 /i

36.8%

37.2%

36.8%

it Propac SAX-10 (DI —# X) #£ L) LC LA Tris—HCI (pH 8. 0) Z& ¥R ¥R 1

F NaCl B BEBE L , MR AB IR IR MY A 38 JR A BE , Sl S R BRER A Fe 2% BT Al

[0083]

WHA B BE A R B 18], 25 1 T SR ERER B Fe = H 7™ 3

R A, RYE AR E% RS R RBEIREH Fc KRS WHBE RN+ HEME

[0084]
[0085]
S MifE |5mM SCB [20mM SCB  |40mM SCB
13 /06 |4.6% 7.0% 7.8%
18 /piF 16.2% 9.0% 9.8%
37 /hE |11.7% 14.5% 15.3%
43 /pEE 12.7% 15.5% 16. 8%
[oo86]  SLjfEf5) 6 A A F RN E AL BhVE A I [R I S B ER 2] A X, Fe Y PEG 440 8 -PEG 1k
SIEREH Fe B4tk

[0087] A 5K A -ALD2 PEG ( R =/NABEEEH PEG,NOF, HA ) ¥ HZIKEH Fe BIN-K
W HEAT PEG Hho TZEULET, 5 10mg/ml $afEFRE A Fe 5 PEG LIEE/REL 1:2 FE4CEER TR
I 4. 5 /N o 1% R AR 20mM FE S A E IR IR FIMZET , 76 100mM BEER AR 2 i (oH
6.0) HHEIT . 15 RN TBRE WS B Source 15Q(GE Healthcare) ¥ &, 2R 5 A Tris-HCI (pH
7.5) SRR NaCl HOMRFEMSE LL4i{b 52 -PEG (LR B E

[oo88]  SLHEH 7 AF AR EMEMENERFIM R -PEC AL S ZIREH Fe X - JRBE
TEWRIH%

[0089] 3k T # & M5 & -PEG- SIEERE (A Fe X H &4, [ SCHfI 6 = i % i) 8 -PEG 4L %
BIREE Fe SRR LUBE/RE 1:4 76 4CF R 13 /M, BB A FKERE S 20mg/ml.
ZARER R NVAE 20mM FETAEALIE AR EFIRAFET, 7 100mM BEEZFR M (pH 6. 0)
AT . ‘

[0090] ¥ IR G W2 R T Source 15Q(GE Healthcare) ¥ _bH FH#Ik4tk. 3 HH
Source 15ISO(GE Healthcare) #£55 #M#HAT —IR4ti4k, LIRS R S ] -PEG- SEERER Fc X
25

13
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[0001]
LI
SERI - L e

<130> OPA13018.

<1505 KR 10-2012-0024136
151> 2012-03-08

<1603 2
<170>  Kopatentln 1.71

@y 1
211> 21

PRT ‘
A Chomo sapietis)

400> 1
Gly Ile Val Glu Gln Cys Cys Thr Ser Ile Cys Ser Leu Tyr Gln Leu
1 5 10. 15

Glu &sp Tyr Cys Asn
20

30
PR[

<A00> 2
Phe Val Asn 6ln His Led Cys Gly Ser His Leu Val Glu Ala Leu Tyr
1 5 10 15

Leu Val Cys Gly 6lu Arg Gly Phe Phe Tyr Thr Pre Lys Thr
20, 25 30,
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An Improved Process for Preparation of

Physiologically Active Polypeptide Complex
ABSTRACT

Disclosed is a method for the preparation of a complex in
which a physiologically active polypeptide is covalently bonded
to an immunoglobulin constant region via a non-peptidyl linker.
The method is characterized by the employment of a reducing
agent, by which conventional prbblems of low production yield
and modification of the polypeptide can be overcome. The
physiologically active polypeptide-non-peptidyl
polymer-immunoglobulin constant region comp‘lex can be
produced with high purity and yield as well as at low cost.
Thus, the method is industrially useful.  Moreover, by
exhibiting a prolonged action profile, the physiologically active
polypeptide-non-peptidyl polymer-immunoglobulin  constant
region complex can be effectively used for developing
long-acting formulations of physiologically active polypeptides

which have improved drug compliance.
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