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1
COMPOUND, ANTI-ALLERGY DRUG, AND
MEDIATOR RELEASE INHIBITOR

TECHNICAL FIELD

The present invention relates to a compound useful as an
anti-allergy agent and a mediator release inhibitor.

BACKGROUND ART

Recently, type 1 allergy sufferers such as pollen allergy
sufferers are increasing. Type I allergy develops through
release of a mediator such as histamine owing to degranu-
latory response of mast cells.

As a medical agent to suppress such an allergy symptom,
an antihistamine having a histamine H1-receptor antagonis-
tic activity has herctofore been much used. However, a
histamine H1-receptor is known to exhibit, for example, a
stimulant effect by histamine bonding thereto, and when an
antihistamine that inhibits the bonding is taken, it may
cause, for example, sleepiness, a sense of fatigue and dry

throat side effects, and therefore care should be exercised in

taking it.

Given the situation, PTL 1 proposes use of an acylated
derivative of L-ascorbic acid as an active ingredient for an
anti-allergy agent, and for example, in Examples therein,
confirms that an acylated derivative of L-ascorbic acid with
a glycosyl group introduced into the 2-position thereof, as
represented by the following formula, exhibits an anti-
allergy effect and a mediator release inhibiting elfect. This
literature says that the acylated derivative of L-ascorbic acid
with a glycosyl group introduced into the 2-position thergof
suppresses allergy symptoms owing to such a mediator
release inhibiting effect, and therefore can evade side effects
of sleepiness and others to be caused by a histamine H1-re-
ceptor antagonist.

00— C—C)5Hy

-l OH

CITATION LIST
Patent Literature
PTL 1: JP-A-2017-31083
SUMMARY OF INVENTION
Technical Problem

As described above, an acylated derivative of L-ascorbic
acid with a glycosyl group introduced into the 2-position
thereof is known to have an anti-allergy action. However,
the present inventors synthesized varicus derivatives of
ascorbic acid and compared the anti-allergy activity ther-
ebetween, and have found that an acylated derivative of
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ascorbic acid with no glycosyl group introduced thereinto
not shown in PTL 1 can cxhibit a higher anti-allergy activity
than the acylated derivative of ascorbic acid with a glycosyl
group introduced thereinto.

Accordingly, the present inventors have made further
studies about the anti-allergy aclivity of ascorbic acid
derivatives, and have investigated further more for the
purpose ol finding out an ascorbic acid derivative having a
higher anti-allergy activity.

Solution to Problem

As a result of assiduous studies made for the purpose of
solving the above-mentioned problems, the present inven-
tors have found that an ascorbic acid derivative, in which the
6-positioned hydroxy group is changed to an acyloxy group
or an acylamino group and the 2-positioned hydroxy group
is changed to an alkoxy group by introducing an alkyl group
thereinto, has a higher anti-allergy activity and a higher
mediator release inhibiting effect than an acylated derivative
of ascorbic acid with a glycosyl group introduced into the
2-position thereof. The present invention has been made on
the basis of such findings, and specifically has the following
constitution.

1] A compound represented by the following formula (1):

Formula (1)
R!

i (QH

In the formula (1), R' represents a substituted or unsub-
stituted acyloxy group, or a substituted or unsubstituted
acylamino group, R? represents a substituted or unsubsti-
tuted alkyl group.

[2] The compound according to [1], wherein the carbon
number of the acyloxy group and the acylamino group of R?
in the formula (1) each is 10 or more.

[3] The compound according to [1] or [2], wherein R! in the
formula (1) is a substiluted or unsubstituted acylamino
group. :

[4] The compound according to [1] or [2], wherein R in the
formula (1} is an unsubstituted acyloxy group or an unsub-
stituted acylamino group.

[5] The compound according to any one of [1] to [4],
wherein the carbon number of the alkyt group of R? in the
formula (1} is 1 to 6.

[6] The compound according to any one of [1] to [5],
wherein R? in the formula (1) is an unsubstituted alkyl
group. .

[7]1 An anti-allergy agent containing a compound represented
by the formula (I) or an isomer thereof, or a pharmaceuti-
cally-acceptable salt thereof as an active ingredient.

[8] A mediator release inhibitor containing a compound
represented by the formula (1) or an isomer thereof, or a
pharmaceutically-acceptable salt thereof as an active ingre-
dient.

Advantageous Effects of Invention

The compound of the present invention has a high anti-
allergy activity and a high mediator release inhibiting effect,
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and is useful as an anti-allergy agent and a mediator rclease
inhibitor. By uwsing the compound of the present invention,
an isomer thereof or a pharmaceutically-acceptable salt
thereol as an active ingredient in an anti-allergy agent and a
mediator release inhibitor, release of an inflammatory
mediator accompanied by antigen-antibody reaction, as well
as various allergy symptoms to occur aller inflammatory
mediator release can be effectively inhibited.

BRIEF DESCRIPTION OF DRAWINGS

FIG. 1 This is a graph showing a B-hexosaminidase
release inhibition rate of compound 1, compound 2,
6-sPalm-AA-2G and oxatomide.

FIG. 2 This is a graph showing a dye leakage amount in
PCA reaction in mice given compound 1, compound 2,
6-sPalm-AA-2G or oxatomide.

DESCRIPTION OF EMBODIMENTS

In the following, the present invention is described in
detail. The constilutional elements may be described below
with reference to representative embodiments and specific
examples of the invention, but the invention is not limited to
the embodiments and the examples. In the description
herein, a numerical range expressed as “to” means a range
that includes the upper limit and/or the Tower limit thereof,

Compound Represented by the Formula (1)

The compound of the present invention is a compound
represented by the following formula (1).

Formula (1}
R!

HO tQH

RO
0

In the formula (1), le represents a substituled or unsub-
stiluted acyloxy group, or a substiluted or unsubstituted
acylamino group. Preferably, the carbon number of the
acyloxy group and the acylamino group of R* is 10 or more,
more preferably 12 or more. The compound represented by
the formula (1)} where the carbon number of the acyloxy
group and the acylamino group of R' is larger tends to have
a higher anti-allergy activily and a higher mediator release
inhibiting effect. The upper limit of the carbon number of the
acyloxy group and the acylamino group is nol specifically
limited, and can be appropriately defined in consideration of,
for example, the physical properties of the compound and
the vehicle (o be used in pharmaceutical formulation. For
example, a compound where the carbon number of (he
acyloxy group or the acylamino group of R’ is 16 or less has
a relatively high solubility in water, and can be therefore
dissolved in an aqueous vehicle or the like. On the other
hand, for example, a compound where the carbon number of

. the acyloxy group or the acylamino group is 18 or more has

a high lipophilicity, lor which, therelore, an oily vehicle or
an emulsifiable vehicle can be used. OF the acyloxy group
and the acylamino group, the acylamino group is preferred
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4

since the compound having the group can have an increased
anti-allergy activity and an increased mediator release inhib-
iting effect

Preferably, the substituted or unsubstituted acyloxy group
of R' has a structure represented by the following formula

2).

Formula (2)
e}

*—0—C—R"

In the formula (2), R'! represents a substituted or unsub-
stituted alky! group, and * indicates a bonding position 1o the
6-position in the formula (1).

The alkyl group of R'' may be any of linear, branched or
cyclic, but is preferably linear. When the alkyl group is
linear, the compound represented by the formula (1) can
exhibit a higher anti-allergy activity and a higher mediator
release inhibiting effect. For the same reason as that
described for the acyloxy group hereinabove, the carbon
number of the alkyl group is preferably 9 or more, more
preferably [1 or more, even more preferably 13 or more. The
upper limit of the carbon number of the alkyl group is not
specifically limited, but is, from the viewpoint of easy
availability of raw materials and easiness in introduction
into the 6-position, preferably 23 or less. Examples of the
alkyl group include a nonyl group (CyH,g), an undecyl
group (C,,H,,), a tridecyl group (C,5H,,), and a pentadecyl
group {C, sHy,). In terms of the acyl group (—COR")in the
formula (2), examples thercof include a decanoyl group
having 10 carbon atoms, a dodecanoyl group having 12
carbon atoms, a tetradecanoyl group having 14 carbon
atoms, and a hexadecanoyl group (palmiloyl group) having
16 carbon atoms. Above all, a palmitoyl group is most
preferred. The alkyl group of R'! may be substituted with a
substituent. The substituent capable of substituting on the
alkyl group include a hydroxy group, a halogen atom, an aryl
group having 6 to 40 carbon atoms, an alkeny! group having
2 10 10 carbon aloms, and an alkynyl group having 2 to 10
carbon atoms, for example. These substiluenis may be
[urther substiluted with a substituent. At least one methylene
group existing in the substituted or unsubstituted alkyl group
represenied by R'' may be replaced with an ether group
{(—0O—) or a carbonyl group (—CO—). However, both
neighboring methylene groups are not replaced with an ether
group (—O—) or a carbonyl group (—CO—). In ‘this
description, an acyl group includes an aroyl group.

Preferably, the substituted or unsubstituted acylamino
group of R' has a structure represented by the following
formula (3).

Formula (3)
0

N

In the formula (3), R?' represents a substituted or unsub-
stituted alkyl group, R*? tepresents a hydrogen atom or a
subslituent. * indicates a bonding position to the 6-position
in the formula (1).

Regarding the description and the preferred range and
specific examples of the alkyi group of R?!, reference may
be made lo the description and the preferred range and
specific examples of the alkyl group of R''. The alkyl group
of R*' may be substituted with a substituent, Regarding the
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preferred range of the substiluent, reference may be made to
the preferred range of the substituent for the alkyl group of
R described hereinabove.

R?? may be a hydrogen atom or a substitugnt. The sub-
stitwent that R** may have includes an alkyl group having 1 5
to 10 carbon atoms, an aryl group having 6 to 40 carbon
atoms, an alkenyl group having 2 to 10 carbon atoms, and an
alkynyl group having 2 to 10 carbon atoms, for example.
These substituenls may be further substituted with a sub-
stituent. At least one methglene group existing in the sub-
stituent represented by R* may be replaced with an ether
group (—O—) or a carbonyl group (—CO—-). However,
both neighboring methylene groups are not replaced with an
ether group (~—O—) or a carbony! group (—CO—).

In the formula (1), R? represents a substituted or unsub-
stituted alkyl group. When R? is a substituted or unsubsti-
tuted alkyl group, that is, when the 2-positioned hydroxy
group of ascorbic acid is alkylated, high reductiveness of the
compound can be reduced and therefore the stability of the
compound against light, heat, oxygen, metal ions and the
like can be thereby enhanced. The alky] group of R* may be
any of linear, branched or cyclic, but is preferably lincar. The
carbon number of the group is preferably 1 to 20, more
preferably 1 to 10, even more preferably 1 to 6, further more
preferably 1 to 4. Examples of the group include a methyl
group, an ethyl group, an n-propyl group and an isopropyl
group. The substituent capable of subslituting on the alkyl
group include an aryl group having 6 to 40 carbon atoms, a
heteroaryl group having 3 to 40 carbon atoms, an alkenyl
group having 2 to 10 carbon atoms, and an alkynyl group
having 2 to 10 carbon atoms and the like. These substituents
may be further substituted with a substituent. At least one
methylene group existing in the substituted or unsubstituted
alkyl group represented by R? may be replaced with an ether
group (—O—) or a carbonyl group (—CO—). However,
both neighboring methylenc groups are not replaced with an
ether group (—O—) or a carbonyl group (—CO—).

In the following, specific examples of the compound
represented by the formula (1) are exemplified. However,
the compound represented by the formula (1) usable in the
present invention should not be limitatively interpreted by
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these specific examples. In the following formulae, Me 40
represents a methyl group.
Compound 1
45
O0—C—CsHy
HO niQH
50
MeO o
0 55
Compound 2
0
oo N
N-—C—CsHsy
60
HO -t QH
MeQ o
65

6

Synthesis Method for Compound Represented by
Formula (1)

The compound represented by the formula (1) is a novel
compound,

The compound represented by the formula (1) can be
synthesized by combining known reactions. For example, a
compound of the formula (1) where R! is a group repre-
sented by the formula (2) (acyloxy group) can be synthe-
sized, starting from an acylated derivative of a commer-
cially-available ascorbic acid, introducing a protective group
X into the 3-positioned hydroxy group of the starting
substance to give an intermediate la, then reacting the
intermediate 1a with an alkyl halide to introduce an alkyl
group into the 2-positioned hydroxy group, and thereafter
deprotecting the protective group X from the resultant
intermediate 2a using an acid such as hydrochloric acid or
formic acid to give the intended compound.

Q
I
o—C—r!

Introduction of

Protective Group
_——— -

HO i (OH

HO
0
Acylated Derivative of
L-Ascorbic Acid
I
0—C—R"
—amQH

Alkylation
—_——

Intermediate 1a

I
0—C—r"
~am(QH
Deprotection
Intermediate 2a
I
0—C—R"
HO =i QH

R20
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Regarding the description of R? in the above reaction
formula, reference may be made to the description of R? in
the formula (1), and regarding (he description of R,
reference may be made to the description of R'"' in the
formula (2). X represents a protective group, such as a
methoxymethyl group.

The stariing substance in the above reaction formula,
acylated derivative of L-ascorbic acid can be synthesized by
acylating a commercial product, L-ascorbic acid. The acy~
lating agent includes, for example, an acid, an acid halide, an
acid anhydride or an acid ester. More specifically, (he agent
incudes, for example, a carboxylic acid such as decanoic
acid, dodecancic acid (lauric acid), myristic acid, and palm-
itic acid, and an acid halide, an acid anhydride, and a
carboxylate.

A compound of the formula (1) where R' is a group
represenied by the formula (3} where R*? is a hydrogen atom
(acylamino group} can be synthesized, starting from a com-
mercially-available ascorbic acid, introducing an alkyl
group into the 2-position of the ascorbic acid according to
the method described in Kato K. et al., I. Med. Chem., 31,
793-798 (1988) to give an intermediate 1b, then converting
the 6-positioned hydroxy group in the intermediate 1b into
an amino group to give an intermediate 2b, according to the
method described in U.S. Pat. No. 4,368,330, and further
introducing a saturated fatty acid into the 6-positioned
amino group in the intermediate 2b to give the intended
compound.

OH
HO sl QH
—_—
HO 0
0
L-Ascorbic Acid
OH
HO sl OH
— -
RXO 0
0
Intermediate 1b
0
H
NH, N_”‘—RZI
HO, el OH HO, O
/
/ b
r20 0 R%0
0 0

Intermediate 2b

Regarding the description of R? in the above reaction
formula, reference may be made to the description of R? in
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the formuia (1), and regarding the description of R?!,
reference may be made to the descriplion of R?' in the
formula (3).

Regarding the details of these reactions, reference may be
made (o Synthesis Examples to be given hereinunder. The
compound represenled by the formula (1) may also be
synthesized by combining any other known synthesis reac-
tions.

Thus synthesized, the compound represented by the for-
mula (i) can be purified according to a known method.
Examples of the purification method include salting-out,
dialysis, filtration, concentration, fractional precipitation,
separatory extraclion, gel chromatography, ion-exchange
chromatography, high-performance liquid chromatography,
gas chromatography, affinity chromatography, gel electro-
phoresis, isoelectric focusing electrophoresis, and crystalli-
zation. These methods may be combined for purification.

Usefulness of Compound Represented by Formula

(0

The compound of the present invention represented by the
formula (1) has such a structure thal the G-positioned
hydroxy group of L-ascorbic acid is substituied with an
acyloxy group or an acylamino group and further the 2-po-
sitioned hydroxy group thereof is converted into an alkoxy
group through introduction of an alkyl group thereinto, and
therefore shows a higher anti-allergy activity and a higher
mediator release inhibiting effect than an acylated derivative
of L-ascorbic acid with a glycosyl group introduced into the
2-position thereof. In addition, the compound represented by
the formula (1) expresses an anti-allergy cffect through a
mediator release inhibiting effect, and therefore can evade
side effects such as slecpiness, a sense of fatigue and dry
throat thal are problematic in a histamine H1 receptor
antagonist {antihistamine agent). Further, the compound
represented by the formula (1) can be metabolized ina living
body (human or mammal) to be an ascorbic acid, and is
therefore extremely highly safe, and is, in addition, expected
to exhibit an aclivity such as an antioxidant action of
ascorbic acid. Accordingly, the compound represented by
the formula (1) is highly useful as an active ingredient for an
anti-allergy agent and a mediator release inhibitor.

Anti-Allergy Agent and Mediator Release Inhibitor

Next, the anti-allergy agent and the mediator release
inhibitor of the present invention are described.

Anti-Allergy Agent

The anti-allergy agent of the present invention contains a
compound represented by the formula (1) or an isomer
thereof, or a pharmaceutically-acceptable salt thereof as an
aclive ingredient. Here, “pharmaceutically-acceptable”
means that the sall is free from any undesirable side effects
such as nausea, dizziness and vomiting accompanied by
administration thereof and from immune response (o the
pharmaceutical preparation in frequent administration
thereof, In the following description, “a pharmaceutically-
acceptable salt” may be simply referred o as “a salt”.

Regarding the description of the compound represented
by the fermula (1) for use in the anti-allergy agent, reference
may be made to the description in the section of “Compound
represented by formula (1)” given hereinabove.

As described above, the compound represented by the
formula (1) is a derivative of L-ascorbic acid in which the
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6-positioned hydroxy group of L-ascorbic acid is converted
into a substituted or unsubstituted acyloxy group or a
substituted or unsubstituted acylamino group and the 2-po-
sitioned hydroxy group is converted into a subslituted or
unsubstituted alkoxy group. An isomer of the compound
represented by the formula (1) includes derivatives of
D-ascorbic acid, L-araboascorbic acid and D-araboascorbic
acid (also referred to as erythorbic acid or isoascorbic acid)
in which the 6-positioned hydroxy group is converted into a
substituted or unsubstituted acyloxy group or a subslituted
or unsubstituted acylamino group and the 2-positioned
hydroxy group is converted into a substituted or unsubsti-
tuted alkoxy group. In each derivative, regarding the
description of the substituted or unsubstituted acyloxy group
and the substituted or unsubstituted acylamino group at the
6-position, reference may be made to the description of R'
in the formula (1), and regarding the description of the
subslituted or unsubstituted alkyl group that constitutes the
2-positioned substituted or unsubstituted alkexy group, ref-
erence may be made to the description of R” in the formula
(1). Of those derivatives, erythorbic acid derivatives are
favorably used as easily available. It is known that ascorbic

acid isomers have the same function as that of L-ascorbic .

acid (see, e.g., Suzuki et al., J. Nutr. Sci. Vitaminol,, 41,
17-24, 1995), and derivatives of those isomers can also be
used in the same manner as that for L-ascorbic acid deriva-
tives that are the compounds represented by the formula (1),

Salts of the compound represented by the formula (1) and
an isomer thereof may be salts with an inorganic ion, or salts
with an organic ion, but are preferably poorly toxic ones.
The inorganic fon capable of forming a salt with the com-
pound represented by the formula (1) or an isomer thereof
includes various cations of alkali metals (e.g., sodium,
potassium), ammonium, alkaline earth metals (e.g., calcium,
magnesium, strontium, barjum), aluminum and the like. The
organic ion capable of forming a salt with the compound
represented by the formula (1) or an isomer thereof includes
various cationg derived from organic bases such as trimeth-
ylamine, triethylamine, pyridine, picoline, N,N-dibenzyleth-
ylenediamine, ethanolamine, dicthanolamine, trishy-
droxymethylaminomethane, and  dicyclohexylamine.
Preferably, the compound represented by the formula (1) and
an isomer thereof form salts with each cation of sodium,
potassium, magnesium, calcium or aluminum, among the
above.

Here, the compound represented by the formula (1) and an
isomer thereof may form salts with any one alone of these
cations, or may form a salt with two or more thereof. In the
compound represented by the formula (1) and an isomer
thereof, the site to be an anion moiety is not specifically
limited, and for example, the proton of the 3-positicned
hydroxy group may be dissociated to give an anion, or the
proton of the substituent in R? may be dissociated to give an
anion,

The anti-allergy agent of the present invention may con-
tain one alone or two or more kinds of a compound repre-
sented by the formula (1) or an isomer thereof or a salt
thereof. The compound represented by the formula (1) and
an isomer thereof and a salt thereof that the anti-allergy
agent contains all may be the same or may be composed of
two or more kinds of them.

The anti-allergy agent of the present invention contains a
compound represented by the formula (1) or an isomer
thereof, or a salt thereof as an active ingredient, and there-
fore can effectively suppress allergy symptoms of living
bodies and is especially effective against type 1 allergy.
Specifically, the anti-allergy agent can suppress symptoms
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of rhinitis, conjunctivitis, bronchial asthma, food allergy,
anaphylaxis, urticaria, or atopic dermatitis. The allergen of
allergy to which the anti-allergy agent is applied is not
specifically limited, and examples thereof include pollens,
ticks, animal scurf, mold, chemical substances, and dietary
proteins.

Mediator Release Inhibitor

The mediator release inhibitor of the present invention
contains a compound represented by the formula (1) or an
isomer thereof, or a pharmaceutically-acceptable salt thereof
as an aclive ingredient. Regarding the description, the pre-
ferred range and specific examples of these active ingredi-
ents, reference may be made to the corresponding descrip-
tion in the section of (Anti-allergy agent) given hereinabove,

The mediator release inhibitor of the present invention
contains a compound represented by the formula (1) or an
isomer thereof, or a pharmaceutically-acceptable salt thereof
as an active ingredient, and therefore can prevent release of
an inflammatory mediator such as histamine to cause type I
allergy. Type I allergy develops through release of an
inflammatory mediator such as histamine owing to degranu-
latory response of mast cells. The active ingredient that the
mediator release inhibitor of the present invention contains
can suppress degranulatory response of mast cells to exhibit
a mediator release inhibiting effect, and accordingly can
suppress development of type I allergy.

Form of Anti-Allergy Agent and Mediator Release
Inhibitor

The anti-allergy agent and the mediator release inhibitor
of the present invention can have various forms of, for
example, medicines, quasi-pharmaceutical products or cos-
metics. A case of using them as medicines will be described
hereinafter.

In the case where the anti-allergy agent and the mediator
release inhibitor of the present invention are used as cos-
metics or pharmaceutical cosmetics of quasi-pharmaceutical
products, they can be applied to creams, emulsions, lotions,
packs and bath agents for sensitive skins or allergy-prone
skins. In this case, the anti-allergy agent and the mediator
release inhibitor can be appropriately blended with any of an
oily or aqueous base, a vitamin agent, a skin softener, a
whitening agent, a moisturizer, an antioxidant, a buffer, a
UV absorbent, a chelating agent, a pH regulator, a preser-
vative, a thickener, an alcohol material, a cooling agent, a
colorant, a fragrance, and the like as needed.

Medicine Containing Anti-Allergy Agent and
Mediator Release Inhibitor

The anti-allergy agent and the mediator release inhibitor
of the present invention can have various formulations such
as medicines depending on use. The formulations in the case
include, for example, liquids, vintments, eye-drops, suspen-
sions, patches, injections, powders, tablets, granules, dusting
powders, capsules and suppositories.

In the case where the anti-allergy agent and the mediator
telease inhibitor of the present invention are used as medi-
cines, any of oral administration or parenteral administration
is employable.

In particular, the compound represented by the formula
(1) or an isomer thereof as well as a salt thereof can be an
active ingredient for external medicines having an anti-
allergy effect. Here, external medicines are medicines




US 11,345,675 B2

11

excluding internal medicines and injections and includes, for
cxample, exlernal medicines for skins (dermatologic
agents), eye-drops, nasal sprays, and inhalants.

For the anti-allergy agent and the mediator release inhibi-
tor of the present invention, an active ingredient of a
compound represented by the formula (1) or an isomer
thereof, or a salt thereof ¢an be formulated into a pharma-
ceutical preparation according lo a known pharmaceutical
formulation preparation method (see the Japanese Pharma-
copoeia, 16th revised version (Public Notice of the Ministry
of Health, Labor and Welfare No. 65 of Mar. 24, 2011)).

In this case, the anti-allergy agent and the medialor
release inhibitor can be blended with a pharmaceutically-
acceptable base, any other pharmaceutically-effective com- 13
ponent and an additive, in addition to the active ingredient
therein.

The base may be any of an oily base, an emuision-type

base or an aquecus base. 20

Examples of the other pharmaceutically-effective compo-
nent include an antiphlogistic analgesic agent, a sterilizing
disinfectant, a vitamin agent, a skin softener, a whitening
agent and a moisturizer, which can be appropriately used, as
needed. 25

Ag the additive, for example, any of a buffer, an isotonic
agent, a UV absorbent, a chelating agent, a pH regulator, a
preservaiive, a vehicle, a thickener, an alcohol material, a

cooling agent, a colorant and a fragrance can be blended. 3¢

In the case where the anti-allergy agent and the mediator
release inhibitor of the present invention are used as external
medicines, the content of the AA derivative may be, for
example, 0.0005 to 25 w/v %. The dose frequency is not
specifically limited, but can be, for example, once o 6
times/day.

EXAMPLES
40

The features of the present invention are described more
specifically with reference (o Examples and Comparative
Examples given hereinunder. In the following Examples, the
material used, its amount and ratio, the details of the
treatment, the treatment process and the like may be suitably
modified or changed not overstepping the spirit of the
invention. Accordingly, the scope of present invention
should not be limitatively interpreled by the Examples
mentioned below.

50
(Synthesis Example 1) Synthesis of Compound 1
55
I
Q—C—CsHy,
60
HO wnntQOH
Chloromethyl methyl ether
/ K4COs, DMF, 1t
HO 0
65
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-continued
0
0—C—CsHy
HC
~o” o wuntOH
HO 0

6-O-palmitoyl-L-ascorbic acid (from Tokyo Chemical
Industry Co., Lid.) (3.11 g, 7.5 mmel) was dissolved in
N,N-dimethylformamide (60 mL), and potassium carbonate
(1.04 g, 7.5x%1.0 mmol) and chloromethyl methyl ether (0.56
mL, 7.5 mmol) were added thereto, and reacted at room
temperature for 30 minutes. The reaclion liquid was sepa-
raled in ethyl acetate and an aqueous 2 M sodium chloride
solution. The ethyl acetate layer was washed with an aque-
ous 2 M sodium chloride solution, dewatered with sodium
sulfate, and concentrated (o give 3-O-methoxymethyl-6-O-
palmitoyl-L-ascorbic acid at an actual yield of 3.16 g (6.91
mmol}.

I
O—C—CysHy iodgmethanc .
K,COs, DMSO, 30° C.
H;C
\0/\0 o QH
HO 0
0
i
00— C—C;5Hy,
H;C
~o" o i OH
[
0
HJC/

3-0O-methoxymethyl-6-0-palmitoyl-L-ascorbic acid (3.16
£, 6.91 mmol) was dissolved in dimethyl sulfoxide (60 mL),
and potassium carbonate (1.15 g, 6.91x1.2 mmol} and
iodomethane (0.52 mL., 6,91x1.2 mmol) were added thereto,
and reacted at room temperature for 45 minutes. The reac-
tion liquid was separated in ethyl acetate and an aqueous 2
M sodium chloride solution. The ethyl acetate layer was
washed with an aqueous 2 M sodium chloride solution,
dewatered with sodium sulfate, and concentrated to give
2-0O-methy!-3-C-methoxymethyl-6-O-palmitoyl-L-ascorbic
acid at an actual yield of 2.98 g (6.32 mmol).
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O—C—C5Hy
H,;C
\0/\0 i OH formic acid
_——
/ EtOH, H,0 80° C.
(0]
0
ch/
]
]
0—C—CsHy
HO <o QH
[ %
O
H;C/
0
Compound 1

2-0-methyl-3-O-methoxymethyl-6-O-palmitoyl-L-ascor-
bic acid (2.98 g, 6.32 mmol) was dissolved in a mixed
solution (100 mL) of formic acid/ethanol/water=60%/30%/
10%, and reacted at 80° C. for 30 minutes. The reaction
liquid was concentrated and separated in ethyl acetate and an
aqueous 2 M sodium chloride solution. The ethyl acetate
layer was washed with an aqueous 2 M sodium chloride
solution, dewatered with sodium sulfate, and then concen-
trated, The resultant concentrate was dissolved in methanol,
then adsorbed by cellulose powder, and fed to a silica gel
column (Wakogel C-200 (registered trademark) from Wako
Pure Chemical Industry Co., Ltd.) to elute the component
using an eluent of a mixed solution of 0.5% formic acid-
containing toluenefacctone=80%/20%. The eluted [raction
was recrystallized from a mixed solvent of n-hexane and
ethanol to give the intended compound 1 at an actual yield
of 1.41 g (3.29 mmol) and a percent yield of 43.9%, The
tesults of structural analysis of the recrystallized component
in NMR and HRMS (high-resotution MS) are shown in
Table 1.

TABLE 1
Carbon 'H NMR (600 MHz, 13C NMR (150 MHz,
Number CD,0OD) 8H (ppm) CD,0D) 8C (ppm)}
1 — 173.65
2 — 121.90
3 — 15905
4 4,76 (I1H, d, ] = 1.8 Hz) 75.66
5 4.09 (1H, ddd, J = 1.8, 6.6, 7.2 Hz) 66.41
6 4.16 (IH, dd, ] = 6.6, 11.4 Hz) 64.19
4,24 (1H, dd, 1 = 7.2, 11.4 Hz)
I — 170.97
2 236 (@Mt =72 Ho) 3343
3 16 (2H, brqui, J = 7.2 Hz) 24.54
4-15"  1.27 (244, m) 22.30, 28.75, 28.97,
29.04, 29.17, 29.28,
20,31 (x3), 20.36
(x2), 31.65
16' 0.88 (3H,t, ) =7.2 Hz) 13.01
" 3.75 (3H, 5) 58.77

IZ35I-HRMS nvz [M - H|™
Cay3H300; Theoretical: 427,2701
Mecasured: 4272692
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{(Synthesis Example 2) Synthesis of Compound 2

OH

HO, it QH

— -

/ —
HO 0
0
CHy
QO
CH;
HyC
! \o/\o wnt(y
@
He—
0

In acetone (1.0 L), L-ascorbic acid (Wako Pure Chemical

Industry Co., Ltd.) (100.00 g, 568 mmol) was reacted with
acetyl chloride (8.5 mL, 568x0.21 mmol) added thereto, at
room temperature for 18 hours. The reaction liquid was
filtered under reduced pressure to collect crude crystals of
5,6-O-isopropylidene-L-ascorbic acid at a yield of 78.17 g
(362 mmol). '

This 5,6-O-isopropylidene-L-ascorbic acid (78.17 g, 362
mmol) was dissolved in a mixed solvent (280 mL) of
tetrahydrofuran/dimethylformamide=75%/25%, potassium
carbonate (49.97 g, 362 mmol) and chloromethyl methyl
ether (27.2 mi., 362 mmol) were added thereto and reacted
at room temperature for 4 hours. Water (250 mL) was added
to the reaction liquid to stop the reaction, then neutralized
with 2 N hydrochloric acid, and separated with ethyl acctate
(250 mL). The ethy] acetate layer was washed with saturated
saline water, dewatered with sodium suifate, and concen-
trated to give 5,6-O-isopropylidene-3-O-methoxymethyl-L-
ascorbic acid at a yield of 32.70 g (127 mmol).

This 5,6-O-isopropylidene-3-O-methoxymethyl-L-ascor-
bic acid (32.70 g, 127 mmol) was dissolved in a mixed
solvent (216 mL) of tetrahydrofuran/dimethyl sulfox-
ide=50%/50%, potassium carbonate (19.1 g, 139.7 mmol)
and iodomethane (3.6 mL, 139.7 mmol) were added thereto
and reacted at 30° C. for 3.5 hours. Water (300 mL) was
added to the reaction liquid, then neutralized with 2 N
hydrochloric acid, and separated with ethyl acetate (300
mL). The ethyl acelate layer was dewatered with sodium
sulfate, and concentrated to give 5,6-O-isopropylidene-2-0O-
methyl-3-O-methoxymethyl-L-ascorbic acid at a yield of
22.17 g.

CH,

CHy

STs)
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-continued
OH

~onl L

e C

3,6-0-isopropylidene-2-O-methyl-3-O-methoxymethyl-

L-ascorbic acid (22.17 g) was dissolved in a mixed liquid
(110 mL) of 2 N hydrochloric acid/ethanol=25%/75%, and
reacted at 80° C. for 1 hour. The reaction liquid was
concentrated, and the resultant concentrate was purified
through an aromatic adsorption column (Diaion HP2{) from
Mitsubishi Chemical Corporation) using an aqueous 0.5%
formic acid solution as an eluent to give 2-O-methyl-L-
ascorbic acid at a yield of 14.64 g (76.99 mmol).

OH

-mnQH

—_—

Br

-l lOH

ch/o

2-0-methyl-L-ascorbic acid (14.64 g, 76.99 mmol) was
dissolved in acetic acid (19.1 mL), then an acelic acid
solution containing 30% hydrogen bromide (29.7 mL,
153.98 mmol as hydrogen bromide) was added thereto and
reacted at 30° C. for 16 hours. The reaction liquid was
concentrated, and the resuliant concentrate was dissolved in
a mixed liquid (75 mL) of 2 N hydrochloric acid/etha-
nol=50%/50%, and reacted at 60° C. for 3 hours, The
reaction liquid was concentrated and the resultant concen-
trate was separated using ethyl acetate (200 mL) and water
(100 mL). The ethyl acctatc layer was dewatered with
sodium sulfate, and then concentraled. The resultant con-
centrate was purified through a silica gel column (Wakogel
C-200 (registered trademark) from Wako Pure Chemical
Industry Co., Ltd.) using a mixed liquid of 0.5% formic
acid-containing toluene/acetone=80%/20% as an eluent to
give 6-bromo-6-deoxy-2-O-methyl-L-ascorbic acid at a
yield of 9.31 g.
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RUITIES o

—_—

——-

NH,

-nIQH

H3C/0
0

An agueous solution (160 mL}) of sodium azide (3.59 g,
55.2 mmol) and sodium carbonate {7.79 g, 55.2 mmol) was
added to 6-bromo-G-deoxy-2-O-methyl-L-ascorbic acid
(9.31 g), and reacted at room temperature for 15 hours. The
reaction liquid was adjusted to be acidic {(pH: about 4.0) with
hydrochloric acid, and fed to an aromatic adsorption column
(Diaion HP20, from Mitsubishi Chemical Corporation), then
an aqueous (.5% formic acid solution, and 0.5% formic
acid-containing 20% methanol, 40% methanol and 60%
methanol were made to flow through the column in that
order to elute and purify the component to give 6-azide-6-
deoxy-2-O-methyl-L-ascorbic acid at a yield of 6,00 g (27.9
mmol).

This 6-azide-6-deoxy-2-O-methyl-L-ascorbic acid (6.00
g, 27.9 mmol) was dissolved in water (100 mL), and
hydrogen-reduced al room temperature for 5 hours using
palladium carbon (0.36 g, 0.6% by weight) as a catalyst. The
reaction liquid was filtered under reduced pressure to
remove palladium carbon and then concentrated. The resul-
tant concentrate was adjusted to be acidic (pH: about 4.0)
using formic acid, and fed to an active carbon column (o
elute the component using an aqueous 0.5% formic acid
solution as an eluent. The eluted fraction was recrystallized
with water to give 6-amino-6-deoxy-2-0O-methyl-L-ascorbic
acid al a yield of 3.25 g (17.2 mmol).

NH;
HO -l QH
[
a,c— 9
Q
o]
ol
N—C—CysHz
HO ~niJH
[ )
H3C/0
O
Compound 2
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6-Amino-6-deoxy-2-O-methyl-L-ascorbic acid (1.00 g,
5.55 mmol) was dissolved in pyridine (20 mL}), and palmitic
acid chloride (3.2 mL, 11.1 mmol) was added thereto and
reacted at room lemperature for 1.5 hours. Methanol (20
mL) was added to the reaction liquid and then concenlrated,
and the resultant concentrate was separated using methanol
and n-hexane. The methanol layer was concentrated and
dissolved in ethanol, then adsorbed by a cellulose powder,
fed to a silica gel column (Wakogel C-200 (registered
trademark), from Wako Pure Chemical Industry Co., Lid.),
and the component was eluted using a mixed liquid of 0.5%
formic acid-containing toluene/methanol=80%/20% as an
eluent. The eluted fraction was recrystallized with ethanol to
give the intended compound 2 at an actual yield of 1.08 g
(2.53 mmol) and at a percent yield of 49.2%. The results of
structural analysis of the recrystallized component in NMR
and HRMS (high-resolution MS) are shown in Table 2.

TABLE 2
Carbon  '"H NMR (600 MHz, 13C NMR (150 MHz,
Number CD,0D) 8H (ppm) CD,0D) §C (ppm)
R— 175.52
- 121.80
< J— 159.42
4 469(IH,d,1=18 Hz) 76.22
5 398 (IH, ddd, J = 1.8, 6.0, 7.2 Hz) 6721
6 338 (IH,dd,]1=72, 132 Ho) 4187
3.43 (1M, dd, § = 6.0, 13.2 Hz)
roo— 17114
Y 222, 1, 1 =72 Hz) 35.57
¥ 161 {2H, brqui, ] = 6.6 Hz) 25.53
4-15 128 (24H, m) 22.33, 28.90, 29.04,
29.06, 29,22, 29.38
(x6), 31.66
16 090(3H,t =72 Hz) 13,01
1" 376 (3N, 5) 5873

LSI-HRMS m/z [M — HI™
CpabiggNOg Theomtical: 426.2861
Mcasurcd: 426.2866

Comparative Compounds

Comparative compounds used in Examples are shown
below. The left-hand compound (6-sPalm-AA-2G) is an
acylated derivative of L-ascorbic acid with an a-D-glucopy-
ranosyl group introduced into the 2-position, and was syn-
thesized according to the method described in PTL 1. The
right-hand oxatomide is a commercially-available anti-al-
lergy drug (Wako Pure Chemical Industry Co., Ltd.).

O — e CysHyy
OH
HO - 1QH

HO 0

0]
6-sPalm-AA-2G
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-continued
Oﬁ/ﬁ
"
':Nj
N

oxatomide

[Example 1] Evaluation of Degranulation Inhibiting
Effect

In this Example, the compound 1 and the compound 2
were evalualed in terms of the effect thereof to inhibit
degranulation (0 be induced by slimulation of an antigen-
antibody reaction. Degranulation was quantified based on, as
an index, B-hexosaminidase release from rat basophilic
leukemia cells RBL-2H3. Specifically, B-hexosaminidase is
an enzyme released through degranulation of mast cells or
basocyles, and through enzymatic reaction with a substrate,
p-nitrophenyi-2-acetamide-2-deoxy-f3-glucopyranoside, this
increases the absorbance at 405 nm of the reaction liquid.
Here, the degranulation inhibiting effect was evaluated from
the absorbance change as an index of [B-hexosaminidase
release amount (degree of degranulation).

Reagents, evaluation samples and comparative samples
used in this Example were prepared as follows.

Preparation of Reagents

(1) MT Buffer (Modified Tyrode Buffer)

Substances of 137 mM sodium chleride, 2.7 mM potas-
sium chloride, 1.8 mM calcium chloride, 1.0 mM magne-
sium chloride, 5.6 mM (+)-glucose, 20 mM HEPES (4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid), and 0.1%
bovine serum albumin (BSA) were dissolved in water to
prepare a composition, and adjusted to have a pH of 7.3 with
sodium hydroxide.

(2) Anti-DNP-IgE Antibody Solution

An anti-DNP-IgE antibody (the mouse monocional anti-
DNP IgE antibody, from Sigma Aldrich Corporation) was
dissolved in PBS(-) (phosphate buffer physiological saline
waler not containing Ca and Mg) at 250 mg/mL, and diluted
with a 10% FBS-containing DMEM (10% fetal bovine
serum-containing Dulbecco’s modified Eagle medium) to be
a solution thereof at 50 ng/mlL..

(3) DNP-HSA Antigen Solution

A human serum albumin labeled with 2,4-dinitrophenyl
group (DNP-HSA) (Sigma Aldrich Corporation) was dis-
solved in PGS(—) at 10 mg/mL, and diluted with an MT
buffer to prepare a solution thereof at 500 ng/mL.

(4) Triton Solution

Triton X-100 (Sigma Aldrich Corporation) was diluted
with an MT buffer to prepare 2 0.1% solution thereof.

(5) P-nitrophenyl-2-acetamide-2-deoxy-B-D-glucopyrano-
side Solution (Substrate Solution)

Using an aqueous solution of cilric acid monchydrate and
trisodium citrate dihydrate, a 0.1 M citrate buffer (pH 4.5}
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was prepared. P-nitrophenyl-2-acetamide-2-deoxy-B-D-glu-

copyranoside was dissolved in the 0.1 M citrate buffer at a

concentration of 3.3 mM to prepare a solution thereof.

(6) Glycine Solution (Enzymatic Reaction Slop Solution)
Glycine was dissolved in water at a concentration of 2 M,

and adjusted to have a pH of 10.4 with sodium hydroxide.

Preparation of Evaluation Samples and
Comparative Samples

The compound 1 and the compound 2 were individually
dissolved in a 0.25% dimethyl sulfoxide-containing MT
buffer at a concentration of 40 pM, 60 yM or 80 uM to
prepare solutions to be evaluation samples. On the other
hand, as comparative samples, 6-sPalm-AA-2G was dis-
solved in a 0.25% dimethyl sulfoxide-containing MT buffer
at a concentration of 40 uM, 60 pM or 80 pM to prepare
solutions, and oxatomide was dissolved in a 0.25% dimethyl
sulfoxide-containing MT buffer at a concentration of 75 uM
to prepare a solution.

Test Cells

In this Example, rat basophilic levkemia cells RBL-2H3
bought from a human science cell bank (JCRB) were
suspended in a 10% FBS (decomplemented)-containing
DEME, and incubated in the presence of 5% CO, at 37° C,,
and these were used in the (est.

Degranulation Inhibiting Test

First, RBL-2H3 cells incubated in a 10% FBS-containing
DMEM were peeled in a trypsin solution, sowed in a 96-well
flat bottom multiplate at a density of 5.0x10* cells/200
uLfwell, and incubated for 24 hours. The supernatant in each
well was removed, then an anti-DNP-IgE antibody solution
(50 ngfmL, 100 plL) was injected into each well, and
incubated in the presence of 5% CO, at 37° C. for 2 hours.
After the incubation, the cell layer in each well was washed
twice with an MT buffer heated at 37° C. to remove the
anti-DNP-IgE antibody. Subsequently, each sclution of the
compound | and the compound 2 as an evaluation sample,
each solution of 6-sPalm-AA-2G and oxatomide as a com-
parative sample, and a MT buffer as a control were indi-
vidually injected to each well in an amount of 90 uL/well,
and incubated in the presence of 5% CO, al 37° C. for 20
minutes. Further, a DNP-HSA antigen solution (500 ng/mL,
10 uL) was injected into each well to attain antigen-antibody
reaclion therein for 60 minutes, and then cooled with ice for
10 minutes to stop the reaction. A part (20 ul) of the
supernatant of each well was dispensed in an empty well,
and after the remaining supernatant was removed, a Triton
solution (100 ul) was added to the residual cell layer,
shaken in a plate shaker at 500 rpm for 5 minutes to disrupt
the cells. The disrupted cell liquid (20 pL) was dispensed in
each well of a different 96-well flat bottom microplate.

Each supernatant dispensed in the empty well after the
antigen-antibody reaction, and the disrupted cell liquid
dispensed in each well of the different 96-well flat bottom
microplate each were heated at 37° C. for 5 minutes, and
then a subslrate solution of a p-nitrophenyl-2-acetamide-2-
deoxy-B-D-glucopyranoside solution (40 pL) was added
thercto to carry oul enzymatic rcaction at 37° C. for 90
minuies. Subsequently, an enzymaltic reaction stop liquid of
a glycine solution (40 pL) was injected into each well (o stop
the enzymatic reaclion, and after the stop of the enzymatic
reaction, the absorbance (S) at 405 nm of the supernatant
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and the abscrbance (CL) at 405 nm of the disrupted cell
liquid were measured. Apart from (hose that had been made
to experience the enzymatic reaction, each supernatant dis-
pensed in an empty well afler the antigen-antibody reaction,
and the disrupted cell liquid dispensed in each well of a
different 96-well flat bottom microplate were individually
heated at 37° C. for 5 minutes, then a glycine solution (40
uL) was added thereto, and a p-nitrophenyl-2-acetamide-2-
deoxy-B-D-glucopyranoside solution (40 pl) was added,
and incubated at 37° C. for 90 minutes. Subsequently, the
absorbance (Sc) at 405 nm of each supernatant and the
absorbance (CLc) at 405 nm of the disrupted cell liquid were
measured.

Using the measured values of absorbance, a release ratio
{degranulation ratio) of B-hexosaminidase was calculated
according to the following equations (I) and (II) to achieve
the release inhibition ratio (degranulation inhibition ratio) of
B-hexosaminidase, The results are shown in FIG. 1. In FIG,
1, the data were expressed as an average valueistandard
deviation. Comparison among multigroup average values
was achieved in a Dunnett’s test after one-way analysis of
variance, and those having a significant level p of less than
0.05 were judged to have a significant difference. In FIG. 1,
“#% shows p<0.01.

Degranutation Ratio (%)=[(5-$c)/{($-ScH

{(CL-CL}YX100 m

S: Absorbance of a supernatant added with an enzymatic
reaction stop solution after addition of a substrate solution
thereto.

Sc: Absorbance of a supernatant added with a substrate
solution after addition of an enzymatic reaction stop solution
thereto.

CL: Absorbance of a disrupted cell liquid added with an
enzymatic reaclion stop solution after addition of a substrate
solution thereto.

ClLc: Absorbance of a disrupted cell liquid added with a
substrate solution after addition of an enzymatic reaction
stop solution thereto,

Degranujation Inhibition Ratio (%)=100-
(degranulation ratio of sample/

degranulation ratio of control)x 1060 (m

As shown in FIG. 1, the B-hexosaminidase release inhi-
bition ratio (degranulation inhibition ratic} of the system
added with any of the compound 1 and the compound 2 is
greatly higher than the degranulation inhibilion ratio of the
system added with 6-sPalm-AA-2G, and surpasses the
degranulation inhibition ratio of the system added with
oxatomide. From these, it is known (hat an alkyl group is far
more advantageous than a glycosyl group as the group to be
introduced into the 2-position of ascorbic acid and that,
when an ascorbic acid is converted into a derivative having
a structure represented by the formula (1), a compound
having a high degranulation inhibiting effect and useful as a
mediator release inhibitor can be realized. It is also known
that, between the compound 1 and the compound 2, the
compound 2 with an acylamino group iniroduced into the
6-position thercof tends to have a higher degranulation
inhibiting effect than the compound 1 with an acyloxy group
introduced into the 6-position thereof.

[Example 2] Evaluation of PCA Reaction Inhibiting
Effect

in this Example, the anti-allergy activity of the compound
1 and the compound 2 was evaluated based on, as an index,
the inhibiting effect thereof against PCA (passive cutaneous
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anaphylaxis) reaction. PCA rcaction is a series of cell
reaction of an allergy reaction including immobilization of
mast cells via an Fc part of immunoglebulin, antigen-
antibody reaction on the cells, release of inflammatory
mediator from the mast cells through the reaction and
promotion of vascular permeability. Here, after an anti-
DNP-IgE antibody solution has been subcutaneously admin-
istered to a test body, a solution containing a 2,4-dinitrop-
henyl group (DNP)-labeled human serum albumin (HSA)
and a dye (Evans blue) (DNP-HSA-Evans blue solution) is
intravenously administered, and the vascular permeability
increase according to the antigen-antibody reaction is quan-
tified by the absorbance increase owing to dye leakage from
the blood vessel to the tissue to thereby evaluate the PCA
reaction inhibiting effect.

Reagents, evaluation samples and comparative samples
used in this Example were prepared as follows.

Preparation of Reagents

(1) Aqueous 0.9% Sodium Chloride Solution

Sodium chloride was dissolved in pure water at a con-

centration of 0.9%, and sterilized by filtration through a 0.22
um filter to prepare the solution.
(2) Anti-DNP-IgE Antibody Solution

An anti-DNP-IgE antibody was dissolved in DPBS(-)
(Dulbecco’s phosphate buffer physioclogical saline water not
containing Ca and Mg) at a concentration of 250 pg/ml, and
adjusted to have a concentration of 5 pg/mL with an aqueous
0.9% sodium chloride solution.
(3) DNP-HAS-Evans Blue Solution

Evans blue (Sigma Aldrich Corporation) was dissolved in
an aqueous 0.9% sodium chloride solution at a concentration
of 1% (w/v) to prepare a dye solution, and a 2,4-dinitrop-
henyl group-labeled human serum albumin (DNP-HAS) was
dissolved in the dye solution at a concentration of 0.4
mg/mL.

Preparation of Evaluation Samples and
Comparative Samples

The compound 1 and the compound 2 were individually
dissolved in a diluting liguid of DPBS(—)/ethancl/glycerol/
Tween 20 (Wako Pure Chemical Industry Co., Ltd.)=74.5%/
209%/59%/0.5% (v/v) to prepare solutions to be evaluation
samples. 6-sPalm-AA-2G and oxatomide were individually
dissolved in the above diluting liquid to prepare solutions to
be comparative samples.

Test Animal

In this Example, [CR male mice (7-week age) bought
from CLEA Japan Inc. were used for the test.

PCA Reaction Inhibition Test

First, under anesthesia, 20 pl. of an anti-DNP-IgE anli-
body solution was subcutanecusly administered to the
auricle of each of eight ICR male mice (7-week age), and in
24 hours after the subcutaneous administration, under anes-
thesia, a solution of the compound 1 of an evaluation sample
was applied to the auricle. At that time, the amount of the
solution of the compound 1 applied was 30 pL (90 nmol as
the compound 1)/auricle. In 3.5 hours after the application of
the solution, a DNP-HAS-Evans blue solution (0.25 mL)
was intravenously administered to the mice. With that, in 30
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minutes after the intravenous administration, the mice was
killed by cervical dislocation, and the auricle was cut off.

An aqueous 1 N potassium hydroxide solution (0.5 mL)
was added to the thus-cut auricle, and shaken al 37° C.
overnight. After shaking, a mixed solution (3.25 mL) of
aqueous 0.34 M phosphoric acid solution/acetone=13/5
(viv) was added, and centrifuged by 700xg at 4° C. for 20
minutes, and the absorbance at 620 nm of the supernatant
was measured.

In place of the solution of the compound 1, a solution of
the compound 2 of an evaluation sample, an oxatomide
solution and a 6-sPalm-AA-2G solution of comparalive
samples, and a diluling liquid as a control were similarly
tested according to the PCA reaction inhibition test. The
amount of the 6-sPalm-AA-2G solution applied is 150
nmol/auricie.

The absorbance measured in each system was converted
into a relative value based on the absorbance in the conirol,
100, and shown in FIG. 2, The relative value of absorbance
corresponds to the leakage of the dye leaked out of the blood
vessel. In FIG. 2, the data are expressed as an average
valuetstandard deviation. Comparison among multigroup
average values was achieved in a Dunnett’s test aller one-
way analysis of variance, and those having a significant level
p of less than 0.05 were judged to have a significant
difference. In FIG. 2, “*” shows p<0.05, and “**” shows
p<(.01.

As shown in FIG. 2, the dye leakage in the system where
the compound 1 or the compound 2 had been applied was
lower than the dye leakage in the system with 6-sPalm-AA-
2G where the quantity of application was 2.5 times, and
especially in the system where the compound 2 had been
applied, the dye leakage was suppressed more than that in
the system where oxatomide had been applied. These results
confirm that, as the group to be introduced into the 2-posi-
tion of ascorbic acid, an alkyl group is more advantageous
than a glycosyl group. In addition, it is confirmed that the
compound represented by the formula (1) can express a high
anti-allergy activity in vive, In addition, it is known that,
between the compound 1 and the compound 2, the com-
pound 2 with an acylamino group introduced into the
6-position thereof lends to have a higher anti-aliergy activity
than the compound 1 with an acyloxy group introduced into
the 6-position thereof,

INDUSTRIAL APPLICABILITY

By using the compound of the present invention, an
anti-allergy agent and a mediator release inhibitor that have
a high anti-allergy activity and a high mediator release
inhibiting effect and are highly safe can be realized. Con-
sequently, the industrial applicability of the present inven-
tion is great.

The invention claimed is:

1. A compound represented by the following formula (1):

Formula {I)
Rl

anrQH
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- wherein R' represents a substiluted or unsubstituted acyloxy
group having 10 or more carbon atoms, or a substituted or
unsubstituted acylamino group having 10 or more carbon
atoms, and R” represents a substituted or unsubstituted alkyl
group having 1 to 10 carbon atoms. 5

2. The compound according Lo ¢laim 1, wherein R' in the
formula (1} is a substituted or unsubstituted acylamino
group having 10 or more carbon atoms.

3. The compound according to claim 1, wherein R' in the
formula (1) is an unsubstituted acyloxy group having 10 or 10
more carbon atoms or an unsubstituted acylamino group
having 10 or more carbon atoms.

4. The compound according to claim 1, wherein the alkyl
group of R? in the formula (1) has 1 (o 6 carbon atoms.

5. Thé compound according to claim 1, wherein RZ in the 13
formula (1) is an unsubstituted alkyl group having 1 to 10
carbon atoms.




