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Description

FIELD OF INVENTION

[0001] The present invention relates to a method for producing a citrus seed extract-containing composition. In par-
ticular, the citrus seed extract-containing composition may be further processed into a food and a drug all of which have
a novel application.

BACKGROUND ART

[0002] A citrus fruit (e.g., belonging to genus Citrus, genus Poncirus and genus Fortunella of family Rutaceae of order
Sapindales) is widely applied around the world to a food for eating raw, juice, a confectionery material, and seasoning
for cooking. Further, a citrus fruit is recognized as a food for promoting health because a citrus contains quantities of
vitamin C and dietary fibers.
[0003] Among those citruses, especially Yuzu (botanical name: Citrus junos) is reported to have various excellent
functions according to recent investigations.
[0004] For example, JP 2001 158728 A discloses that a Yuzu extract has a function for promoting productivity of
hyaluronic acid. Further, JP 2004 10480 A discloses that a single-celled product of Yuzu has a function for peeling keratin.
[0005] In short, these two documents disclose applications of Yuzu extracts (i.e., for promoting productivity of hyaluronic
acid, and peeling keratin).
[0006] Furthermore, JP 2007 297343 A and the internet publication "The Production Method for Grapefruit Seed
Extract (Citrus Grandis Seed Extract)" by J. Basu, Natural Sourcing LLC, disclose methods of preparing extracts from
citrus seeds, for example Yuzu seeds. Food products having various physiological effects are also disclosed in JP 2007
297343 A

SUMMARY OF INVENTION

PROBLEMS TO BE SOLVED BY INVENTION

[0007] However, an extract of citrus such as Yuzu may have a novel function hitherto undiscovered besides the
functions disclosed in JP 2001 158728 A and JP 2004 10480 A.
[0008] Further, there is a demand for not only discovering a novel function but also providing a highly useful composition
sufficiently exerting the novel function. Specifically, the demand includes identifying an active ingredient which is con-
tained inside a citrus (i.e., particularly, inside a citrus seed) and greatly exerts the novel function, and eventually discov-
ering a method for collecting more quantities of such an active ingredient.
[0009] In view of the above, an object of the present invention is to provide a method for producing a citrus seed
extract-containing composition, which may be further processed into a food and a drug all of which sufficiently exert the
novel function of a citrus (particularly, a citrus seed).

MEANS FOR SOLVING PROBLEMS

[0010] The problem may be solved by the following aspects.

(1) A method for producing a citrus seed extract-containing composition comprising the steps of:

heat-drying citrus seeds at 100°C or more and 140°C or less, for 720 min or more and 1440 min or less, and
extracting a citrus seed extract from the citrus seeds thus subjected to the heat-drying step.

(2) A method as defined above, further comprising the step of producing a food or drug comprising the citrus seed
extract-containing composition, wherein the food or drug is suitable for use in any one selected from the group of
lowering a blood-glucose level, increasing a skeleton muscle quantity, and reducing body fat.

EFFECT OF INVENTION

[0011] In a citrus seed extract-containing composition produced by the process of the present invention, a ratio of the
obacunone content to the nomilin content can be set to at least a predetermined value, whereby a high quantity of
obacunone is included therein. Accordingly, the citrus seed extract-containing composition produced by the present
invention may sufficiently exert novel functions (e.g., lowering a blood-glucose level, increasing a skeletal muscle quantity
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and reducing a body fat).
[0012] A food and a drug produced by the present invention may sufficiently exert novel functions (e.g., lowering a
blood-glucose level, increasing a skeletal muscle quantity and reducing a body fat) by containing a citrus seed extract-
containing composition having a high quantity of obacunone.
[0013] A method for producing a citrus seed extract-containing composition of the present invention includes the step
of heating citrus seeds at a predetermined temperature or more, allowing a high quantity of obacunone to be included
in the citrus seed extract-containing composition.

BRIEF DESCRIPTION OF DRAWINGS

[0014]

FIG. 1 shows measured data illustrating changes in blood-glucose levels of KKAy mice.
FIG. 2 shows measured data illustrating changes in HbAlc levels of KKAy mice.
FIG. 3 shows measured data illustrating changes in blood-glucose levels of KKAy mice.
FIG. 4 shows measured data illustrating changes in HbAlc levels of KKAy mice.
FIG. 5 shows measured data illustrating a weight ratio of a gastrocnemius muscle to a body of KKAy mice at the
day 28 after initiating the rearing experiment.
FIG. 6A shows measured data illustrating a weight ratio of a perirenal fat to a body of KKAy mice at the day 28 after
initiating the rearing experiment.
FIG. 6B shows measured data illustrating a weight ratio of a mesenterium fat to a body of KKAy mice at the day 28
after initiating the rearing experiment.
FIG. 6C shows measured data illustrating a weight ratio of an epididymis fat to a body of KKAy mice at the day 28
after initiating the rearing experiment.
FIG. 6D shows measured data illustrating a weight ratio of a subcutaneous fat to a body of KKAy mice at the day
28 after initiating the rearing experiment.
FIG. 7 shows LC-MS analytical data of a limonoid aglycone (i.e., deacetyl nomilin).
FIG. 8 shows LC-MS analytical data of a limonoid aglycone (i.e., limonin).
FIG. 9 shows LC-MS analytical data of a limonoid aglycone (i.e., nomilin).
FIG. 10 shows LC-MS analytical data of a limonoid aglycone (i.e., obacunone).
FIG. 11 shows measured data illustrating changes in blood-glucose levels of KKAy mice at the day 28 after starting
a rearing experiment.
FIG. 12 shows measured data illustrating changes in HbAlc levels of KKAy mice.
FIG. 13 shows data illustrating how a heating-temperature influences a relative quantity of obacunone as well as a
ratio of obacunone content to nomilin content.
FIG. 14 shows data illustrating how a heating-period influences a relative quantity of obacunone as well as a ratio
of obacunone content to nomilin content.
FIG. 15 shows HPLC analytical data of lemon seeds.
FIG. 16 shows HPLC analytical data of grapefruit seeds.
FIG. 17 is a flowchart describing a method for producing a citrus seed extract-containing composition of the present
invention.

EMBODIMENTS FOR CARRYING OUT INVENTION

[0015] Hereinafter, embodiments of a citrus seed extract-containing composition, a food, a drug, and a method for
producing the citrus seed extract-containing composition of the present invention will be described in detail.

«Citrus Seed Extract-Containing Composition»

[0016] A citrus seed extract-containing composition produced by the invention (hereinafter referred to as the "compo-
sition") includes obacunone and nomilin both derived from a citrus seed extract, in which a ratio of a obacunone content
to a nomilin content is set to at least a predetermined value.
[0017] Hereinafter, first, the citrus seed extract and applications thereof will be described, and secondly components
of the composition will be further described in detail, with respect to the composition.

[Citrus Seed Extract]

[0018] A citrus seed is a seed of plant belonging to genus Citrus, genus Poncirus and genus Fortunella of family
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Rutaceae of order Sapindales. A citrus seed extract is an extract obtained via extraction from the above seeds.
[0019] Specifically, a citrus includes Yuzu of genus Citrus of family Rutaceae (botanical name: Citrus junos), Lemon
of genus Citrus of family Rutaceae (botanical name: Citrus limon), Grapefruit of genus Citrus of family Rutaceae (botanical
name: Citrus X paradisi).
[0020] Here, when the inventors checked compositions in various parts of a plurality of fruits belonging to a citrus, it
was confirmed that considerable quantities of a limonoid aglycone, which enhances functions for lowering a blood-
glucose level, increasing a skeletal muscle quantity and reducing a body fat, were included in a citrus, especially, in an
extract of the citrus seeds.
[0021] Hereby, considerable quantities of the limonoid aglycone can be obtained from a small quantity of a raw material
(e.g., Yuzu seed, Lemon seed, and Grapefruit seed etc.). Thus, use of the limonoid aglycone in the citrus seed extract
can suppress a quantity of a raw material thus used, leading to cost and time reduction of the extraction in the production
process.

[Applications]

[0022] A novel application of a citrus seed extract-containing composition includes the following ones.

(Application to Lowering of Blood-Glucose Level)

[0023] An application to lowering of a blood-glucose level is that the composition is used for lowering a blood-glucose
and an HbAlc level, more specifically, for a hypoglycemic agent, a hypoglycemic food (i.e., health food) and a hypoglycemic
drug.
[0024] Herein, HbAlc represents a value calculated by a ratio of a quantity of hemoglobin stably bonding with glucose
at the N-terminus valine in the β-chain to a total quantity of hemoglobin.

(Application to Increase in Skeletal Muscle Quantity)

[0025] An application to increase in a skeletal muscle quantity is that the composition is used for increasing a quantity
of a skeletal muscle, more specifically, a skeletal muscle increasing agent, a skeletal muscle increasing food (i.e., health
food) and a skeletal muscle increasing drug.
[0026] Here, the skeletal muscle is one class of muscles, representing a muscle for moving a skeleton. The skeletal
muscle includes, for example, a gastrocnemius muscle.

(Application to Reduction of Body Fat)

[0027] An application to reduction of a body fat is that the composition is used for reducing a quantity of a body fat,
more specifically, for a body fat reducing agent, a body fat reducing food (i.e., health food) and a body fat reducing drug.
[0028] Here, the body fat (i.e., adipose tissue) includes, for example, a perirenal fat, a mesenterium fat, an epididymis
fat and a subcutaneous fat or the like.

[Components of Composition]

[0029] The composition includes a limonoid aglycone and a limonoid glycoside both derived from a citrus seed extract.

[Limonoid Aglycone]

[0030] A limonoid aglycone is a group of chemical substances derived from a citrus seed extract (i.e., substances
included in citrus seed extract) and having a chemical structure of a furanolactone skeleton.
[0031] Further, limonoid of the limonoid aglycone is a phytochemical largely included in a citrus plant, and a chemical
substance having a chemical structure of a furanolactone. Herein, an aglycone of the limonoid aglycone represents a
moiety of a glycoside formed by removing glucose from the glycoside.
[0032] Moreover, the limonoid aglycone is limonin, nomilin, deacetylnomilin or obacunone described as follows.

(Limonin)

[0033] Limonin (C26H30O8) is represented by the following structural formula.
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(Nomilin)

[0034] Nomilin (C28H34O9) is represented by the following structural formula.

(Deacetylnomilin)

[0035] Deacetylnomilin (C26H32O8) is represented by the following structural formula.

(Obacunone)

[0036] Obacunone (C26H30O7) is represented by the following structural formula.
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[Content Ratio of Obacunone]

[0037] In the composition, a ratio of the obacunone content to the nomilin content (i.e., obacunone content / nomilin
content: hereinafter, properly referring to as a "content ratio of obacunone") is set to at least 0.020.
[0038] Among the limonoid aglycones described above, especially, obacunone may exert the functions for lowering
a blood-glucose level, increasing a skeletal muscle quantity and reducing a body fat quantity, even with the extremely
small amount thereof. When the content ratio of obacunone in the composition of the present embodiment is at least
0.020, such obacunone may sufficiently exert the respective functions described above. Herein, the content ratio of
obacunone is preferably at least 0.100, most preferably at least 0.300 in order to surely exert the respective functions
described above.
[0039] Here, an upper limit of the content ratio of obacunone is not particularly limited. However, the content ratio is
5.000 or less according to the method for producing the composition described hereinafter.
[0040] Further, obacunone may be included at preferably 0.001 - 10 mass%, more preferably 0.005 - 5 mass% in a
solid substance of the citrus seed extract-containing composition.
[0041] A content ratio of obacunone and an obacunone content of the composition may be controlled by a treatment
in the heating step described hereinafter.

[Limonoid Glycoside]

[0042] A limonoid glycoside is a group of chemical substances derived from a citrus seed extract (i.e., substances
included in a citrus seed extract). In the limonoid glycoside, glucose is bonded to the above described limonoid aglycone
(i.e., via glycosidic bond).

[Other Contents]

[0043] The composition may include a saccharide as an extraction residue besides the above described limonoid
aglycone and limonoid glycoside.
[0044] Further, the composition may be prepared in a powder form, a granule from, a fine granule form, a paste form,
a gel form, a solid form, a capsule form or a liquid form.
[0045] Moreover, the composition may be simply a composition containing a citrus extract. Thus, the composition may
be composed of a citrus extract alone.
[0046] A dosage of the composition may be appropriately set depending on a target application, an age and weight
of target. For example, a typical dosage of obacunone as a dried material may be in the range of 0.1 - 2,000 mg/kg,
preferably 2 - 300 mg/kg per day per adult human. Note, obacunone may be administered in a single dosage or in dosage
divided several times.
[0047] Next, a food including the above described citrus seed extract-containing composition will be described in detail.

«Food»

[0048] A food includes the above described composition and is usable for a health food for lowering a blood-glucose
level, increasing a skeleton muscle quantity, and reducing a body fat.
[0049] Herein, a food includes, for example, confectionary, bread, milk, various kinds of beverage, udon (i.e., Japanese
wheat noodle), soba (i.e., buckwheat noodle), pasta, cooked rice, seasoning, spice, daily dish, fat-containing food, liquor,
soft drink or the like. Note, a food of the present embodiment is produced by blending various compositions known to a
skilled person in the art depending on a type of the food described above.
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[0050] Next, a drug including the above described citrus seed extract-containing composition as an active ingredient
will be described in detail.

«Drug»

[0051] A drug includes the above described composition as an active ingredient, and is usable for lowering a blood-
glucose level, increasing a skeleton muscle quantity and reducing a body fat.
[0052] Further, in a drug, the above described composition may be preferably formulated in combination with a phar-
maceutical carrier such as a suitable excipient following a conventional method in order to improve drug controllability,
or absorbability when the drug is administered to a living body. Herein, an oral administration drug is produced in a
capsule form, a tablet form, a granule form, a fine granule form, a syrup form, a dry syrup form or the like. A parenteral
administration drug includes a percutaneous absorption agent such as an ointment, a percutaneous tape, an injection
agent, a suppository, a pessary, an aerosol agent or the like.
[0053] Next, a method for producing a citrus seed extract-containing composition, a food, and a drug of the present
embodiment will be described in detail.

«Method for Producing Citrus Seed Extract-Containing Composition»

[0054] As shown in FIG. 17, a method for producing a citrus seed extract-containing composition includes a heating
step S1 and an extraction step S2. Further, the method for producing the composition of the present embodiment may
include a grinding step as described hereinafter.

(Heating Step)

[0055] A heating step S1 is the step of heating citrus seeds.
[0056] Here, a heating temperature in the heating step S1 is 100°C or more. When the citrus seeds are heated at a
predetermined temperature or more, obacunone may be generated in the citrus seeds, thereby increasing the obacunone
content. Accordingly, the composition containing an extract thus extracted from the citrus seeds may sufficiently exert
the functions for lowering a blood-glucose level, increasing a skeletal muscle quantity and reducing a body fat.
[0057] An upper limit of the heating temperature in the heating step S1 is 140°C. When the temperature reaches more
than 140°C, a quantity of a limonoid aglycone having obacunone is decreased, causing a disadvantage.
[0058] Here, the heating step S1 is not specifically limited as long as S1 is the step of heating citrus seeds. However,
S1 may be also the step of drying citrus seeds via heat, namely, the drying step. Further, S1 may be the step of heat-
drying citrus seeds without performing humidification.
[0059] Moreover, in the heating step S1, when the citrus seeds become dry by heating the citrus seeds at a prede-
termined temperature, a condition (i.e., state) of the citrus seeds thus heated may be kept substantially constant. As a
result, the extraction condition in the extraction step S2 described hereinafter may be easily set, and simultaneously
quality of the composition finally obtained may be kept stable.
[0060] Here, the heating temperature described above is specifically a temperature measured in the heating environ-
ment (i.e., in the environment atmosphere) of the heating step S1. Here, in the heating step S1, the temperature of the
targeted citrus seeds is almost the same as in the heating environment.
[0061] When a heating-period in the heating step S1 is set to at least 720 min, the effect of increasing the obacunone
content inside the citrus seeds may be sufficiently exerted. Herein, even when a heating-period is set to more than 1440
min, the obacunone content is hardly increased, and further a content of a limonoid aglycone other than obacunone is
decreased. In view of the above, the heating-period is set within 1440 min.
[0062] Here, a treatment method in the heating step S1 may be performed by known methods such as a method for
placing the citrus seeds in the environment at the predetermined temperature or more thus described above (e.g., in
dry furnace), and a method for blowing warm air onto the citrus seeds.

(Grinding Step)

[0063] A grinding step is the step of grinding the citrus seeds. A grinding method in the grinding step is not specifically
limited, and may be performed by known methods using a mill or the like.
[0064] The grinding step is conducted after the heating step S1 and before the extraction step S2 as described
hereinafter. However, the grinding step may be conducted before the heating step S1.
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(Extraction Step)

[0065] An extraction step S2 is the step of extracting an extract from the citrus seeds.
[0066] An extraction treatment in the extraction step S2 is a treatment for extracting an extract from the citrus seeds
obtained after the heating step S1 (or after grinding step) via using a polar solvent.
[0067] A temperature of extraction using a polar solvent in the extraction step S2 is from about 0°C to a boiling point
of the polar solvent, typically an ambient temperature. For example, when ethanol is used as a polar solvent, the extraction
temperature is preferably set in the range from 0°C to less than 70°C, more preferably from 5°C to 60°C, in view of the
extraction efficiency. Alternatively, when water is used as a polar solvent, the extraction temperature is preferably set
in the range from 0°C to 100°C, more preferably from 25°C to 100°C, in view of the extraction efficiency.
[0068] An extraction period in the extraction step S2 is preferably from 1 min to 24 hr. However, the extraction may
be performed for a period longer than 24 hr. Further, the extraction may be performed by any procedure of leaving at
rest, stirring or the like.
[0069] In the extraction treatment in the extraction step S2, for example, a citrus seed extract may be obtained by
adding a 1 to 50-fold volume, preferably a 5 to 20-fold volume of a polar solvent to the citrus seeds, to perform the
extraction. Then, the resulting citrus seed extract may be diluted, condensed, dried and purified appropriately following
a conventional method. Accordingly, a citrus seed extract-containing composition may be obtained.
[0070] A polar solvent used in the extraction step S2 is not specifically limited. Hereby, the polar solvent may include
one kind of solvent or a plurality kinds of solvents selected from, for example, acetone, ethanol, ethyl methyl ketone,
glycerin, ethyl acetate, methyl acetate, diethyl ether, cyclohexane, dichloromethane, editable fat and oil, 1,1,1,2-tetrafluor-
oethane, 1,1,2-trichloroethene, 1-butanol, 2-butanol, 1-propanol, 2-propanol, propylene glycol, hexane, water, methanol
or the like.
[0071] Among the above solvents, a preferably usable solvent may include one selected from the group of ethanol
(from 10 volume% to 100 volume%), methanol (from 10 volume% to less than 99.5 volume%), 1-butanol (from 30
volume% to less than 99.5 volume%), hexane (from 5 volume% to less than 70 volume%) and water. More preferably,
such a usable solvent is ethanol or water, most preferably ethanol.
[0072] For example, an ethanol-containing solvent in the range from 10 volume% to 100 volume% may be used as a
polar solvent. Preferably, such an ethanol-containing solvent in the range from 50 volume% to 100 volume%, and more
preferably at about 70 volume% may be used. Note, the ethanol-containing solvent at 70 volume% means a mixture of
water and ethanol set at the volume ratio of 3 : 7.
[0073] A citrus seed extract-containing composition is preferably an organic solvent extract from the citrus seeds as
describe above, more preferably an alcohol extract from the citrus seeds, and most preferably an ethanol extract from
citrus seeds.
[0074] Herein, a method for producing a food and a drug may include the steps of mixing the citrus seed extract-
containing composition thus prepared as above with materials of the food and the drug, and subsequently producing
the food and the drug following a conventional method for producing a food and a drug known by a skilled person in the art.

EXAMPLES

[0075] Next, Examples satisfying the requirements of the present embodiment, and Comparative Examples unsatis-
fying the requirements will be exemplified. Based on the descriptions of Examples and Comparative Examples, a citrus
seed extract-containing composition, a food and a drug of the present invention will be explained in detail.
[0076] First, referring to Experiments 1 - 3, how a Yuzu seed extract and a limonoid aglycone exert the functions for
lowering a blood-glucose level, increasing a skeleton muscle quantity and reducing a body fat will be explained.
[0077] Next, referring to Experiment 4, how a compound composing a limonoid aglycone is identified will be explained.
[0078] Further, referring to Experiment 5, how obacunone among the limonoid aglycones sufficiently exerts the function
for lowering a blood-glucose level will be explained.
[0079] Moreover, referring to Experiment 6, how the temperature and the period of heat-drying Yuzu seeds influence
a relative quantity and a content ratio of obacunone will be explained.
[0080] Finally, referring to Experiment 7, when citrus seeds other than Yuzu seeds are used, how the heat-drying
process influences the generation of obacunone will be explained.

[Experiment 1: Animal Experiments of KKAy Mice (Blood-Glucose and HbAlc Levels)]

(Conditions of Rearing Experiment)

[0081] KKAy mice at 3 weeks of age were purchased from CLEA Japan, Inc. as diabetes onset mode mice, and
experimentally reared after preliminary rearing for 7 days. Herein, the conditions of rearing the mice were as follows.
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Temperature: 23 6 1°C; Humidity: 55 6 10%; Lighting: during 7am to 7pm (lights out for other period); Free intake of
water and feed.

(Composition of Experimental Feed)

[0082] AIN-93G was used for base experimental feed. 1 mass% or 3 mass% of the Yuzu seed extract, or 0.03 mass%
of pioglitazone was mixed to AIN-93G, and the mixture was administered to the mice.
[0083] Note, the Yuzu seed extract used in Experiment 1 was prepared by heat-drying the Yuzu seeds at 100°C for
720 min, subsequently grinding the dried Yuzu seeds so that the particle size (i.e., diameter) became about 1 mm or
less, and performing extraction at an ambient temperature for 10 min using 10-fold volume of 100% ethanol to the ground
Yuzu seeds.

(Method for Collecting Experimental Data)

[0084] In each of a control group (i.e., administered with AIN-93G alone including no other materials), a Yuzu seed
extract (1% mass%) added group, a pioglitazone (0.03 mass%) added group, 10 mice were preliminarily reared for 7
days, and subsequently reared with the experimental feed totally for 28 days.
[0085] After initiating the rearing experiment, blood was collected through a tail vain at the time from 9am to 11am at
a day after the predetermined days passed. Then, the collected blood was analyzed by blood-glucose analyzers (HORIBA,
Ltd. Antsence III and Bayer DCA2000) to measure a blood-glucose level and an HbAlc level. The measured blood-
glucose and HbAlc levels were processed to calculate the mean value of each group.
[0086] Note, all the HbAlc levels thus measured and calculated in the experiment are represented by the JDS values.
[0087] FIG.1 shows changes in blood-glucose levels of the KKAy mice administered with experimental feed. FIG.2
shows changes in HbAlc levels of the KKAy mice administered with the experimental feed. Here, the ordinate of FIG.1
represents blood-glucose levels (mg/dl) and the ordinate of FIG.2 represents HbAlc levels, while the abscissas of FIGS.
1 and 2 represent the number of days (day) having passed after the rearing experiment was initiated.
[0088] Here, the term of "P < 0.01 vs control" means that the p value is smaller than 0.01 against the control group.

(Analysis of Experimental Data)

[0089] As shown in the date of FIG.1, it is revealed that blood-glucose levels of the control group were increased as
the number of days was increased, while the blood-glucose levels in the Yuzu seed extract added group were suppressed
and eventually decreased. Further, the effect of lowering a blood-glucose level was sufficiently confirmed by the data
of the Yuzu seed extract (1 mass%) added group.
[0090] Particularly, the data of the Yuzu seed extract (3 %mass) added group demonstrated that the blood-glucose
levels at the days 14 and 27 were lower than the levels at the day 0, and further the effect of lowering a blood-glucose
level of the Yuzu seed extract (3% mass) added group was equal to or greater than the effect of the pioglitazone
administered group.
[0091] As shown in the data of FIG.2, it was confirmed that HbAlc levels were decreased in the Yuzu seed extract
added groups. The data of the Yuzu seed extract (1 mass% and 3 mass%) added groups sufficiently demonstrated the
effect of lowering HbAlc levels.
[0092] As mentioned above, it was confirmed that the citrus seed (i.e., Yuzu seed) extract-containing composition of
the present invention exerted not only the effect of lowering a blood-glucose level under an ordinary condition but also
the effect of lowering a blood-glucose level even under a chronic hyperglycemia condition.

[Experiment 2: Animal Experiments of KKAy Mice (Blood-Glucose and HbAlc Levels)]

[0093] Conditions of rearing experiments and a method for collecting experimental data were the same as in Experiment
1 (but 8 or 9 mice used in each group)

(Composition of Experimental Feed)

[0094] Basically, the same experimental feed as in Experiment 1 was used. However, besides the feed containing a
Yuzu seed extract in the experimental feed (i.e., 3 mass% in the feed), other types of feed containing a limonoid aglycone
or a limonoid glycoside (both types of feed were prepared so that the intake became equal to that in the Yuzu seed
extract added group) were also used.
[0095] Here, the limonoid aglycone and the limonoid glycoside were obtained by fractionation of the Yuzu seed extract
thus prepared in the same method as in Experiment 1.
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[0096] FIG.3 shows changes in blood-glucose levels of the KKAy mice administered with experimental feed, and FIG.4
shows changes in HbAlc levels of the KKAy mice administered with the experimental feed. Here, the ordinate of FIG.3
represents blood-glucose levels (mg/dl) and the ordinate of FIG.4 represents HbAlc levels, while the abscissas of FIGS.
3 and 4 represent the number of days (day) having passed after the rearing experiment was initiated.

(Analysis of Experimental Data)

[0097] As shown in the data of FIG.3, in the limonoid glycoside added group, the increase in the blood-glucose levels
was partially suppressed compared to that in the control group at the day 7, while the blood-glucose levels became
almost equal to those in the control group as the number of days was increased.
[0098] On the other hand, in the limonoid aglycone added group, the blood-glucose levels were greatly lowered
compared to those in the control group after the day 7. Further, in the limonoid aglycone added group, the blood-glucose
levels were almost equal to those in the Yuzu seed extract added group (i.e., total in FIG.3).
[0099] As shown in the data of FIG.4, in the limonoid aglycone added group, it was confirmed that the increase in the
HbAlc levels was greatly suppressed compared to that in the control group and the limonoid glycoside added group at
the day 28, and the HbAlc levels were eventually lowered. Further, in the limonoid aglycone added group, the HbAlc
levels were almost equal to those in the Yuzu seed extract added group (i.e., total in FIG.4).
[0100] Accordingly, it was confirmed that among the citrus seed (i.e., Yuzu seed) extract-containing compositions of
the present embodiment, mainly the limonoid aglycone exerted the effect of lowering a blood-glucose level in animal
blood, and simultaneously the effect of lowering a blood-glucose level under a chronic hyperglycemia condition.

[Experiment 3: Animal Experiments of KKAy Mice (Increase in Skeleton Muscle Quantity and Reduction of Body Fat)]

(Method for Collecting Experimental Data)

[0101] In each of a control group, a limonoid glycoside added group, a limonoid aglycone added group and a Yuzu
seed extract added group, 8 or 9 mice were preliminarily reared for 7 days, and reared totally for 28 days with experimental
feed.
[0102] For checking changes in a quantity of a skeleton muscle, measured was a weight ratio of a "gastrocnemius
muscle" to a mouse body of the respective mice at the day 28 after initiation of the rearing experiment (i.e., gastrocnemius
muscle weight / mouse body weight).
[0103] Further, for observing changes in a quantity of a body fat, respective weight ratios of a "perirenal fat", a "me-
senterium fat", an "epididymis fat" and a "subcutaneous fat" to a mouse body (i.e., weight of each fat (g) / weight of
mouse body (g)) were measured.
[0104] Then, mean values of the respective weight ratios of the above described muscle and fats thus measured in
the respective groups were calculated.
[0105] Herein, the weights of the above described muscle and fats were measured by removing the respective tissues,
washing the removed tissues with saline, and excluding water therefrom with sanitary cotton.
[0106] FIG.5 shows a weight ratio of a gastrocnemius muscle to a mouse body of the mice at the day 28 after initiation
of the rearing experiment. Further, FIGS.6A, 6B, 6C and 6C show respective weight ratios of a perirenal fat, a mesenterium
fat, an epididymis fat and a subcutaneous fat to a mouse body of the mice at the day 28 after initiation of the rearing
experiment.

(Analysis of Experimental Data)

[0107] As shown in the data of FIG.5, in the limonoid aglycone added group, a weight ratio of the gastrocnemius
muscle was increased.
[0108] As shown in the data of FIGS.6A, 6B, 6C and 6D, in the limonoid aglycone added groups, all the weight ratios
of the perirenal fat, the mesenterium fat, the epididymis fat and the subcutaneous fat were reduces.
[0109] Accordingly, it was confirmed that among the citrus seed (i.e. Yuzu seed) extraction-containing compositions,
mainly the limonoid aglycone exerted the effect of increasing the quantity of the skeleton muscle as well as the effect
of reducing the body fat.

[Experiment 4: Limonoid Aglycone Contained in Citrus Seed Extract]

[0110] The limonoid aglycone thus obtained in Experiment 3 was fractionated by a silica-gel column (daisogel 1002A
IR60-40/63A), and four types of limonoid aglycones were obtained. Those samples were subjected to LC-MS analysis
following a conventional method. The resulting data are shown in FIGS.7 - 10.
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[0111] As shown in FIG.7, the sample shows 473.2162 m/z demonstrating that the limonoid aglycone is deacetyl
nomilin (i.e., [M+H]+ = 473.2175). Further, as shown in FIG.8, the sample shows 471.2006 m/z demonstrating that the
limonoid aglycone is limonin ([M+H]+ =471.2019). Moreover, as shown in FIG.9, the sample shows 515.2283 m/z dem-
onstrating that the limonoid aglycone is nomilin ([M+H]+ = 515.2281). Furthermore, as shown in FIG.10, the sample
shows 455.2055 m/z demonstrating that the limonoid aglycone is obacunone ([M+H]+ = 455.2070).
[0112] Accordingly, it was confirmed that the limonoid aglycone of the citrus seed (i.e., Yuzu seed) extract-containing
composition of the present invention included deacetyl nomilin, limonin, nomilin and obacunone.

[Experiment 5: Animal Experiments of KKAy Mice (Blood-Glucose and HbAlc levels)]

[0113] Conditions of the rearing experiment and a method for collecting experimental data were the same as in
Experiment 1. However, in the respective groups, 8 mice were used, and water and feed were not fed in free feeding
procedure but fed in pair feeding one.

(Composition of Experimental Feed)

[0114] AIN-93G containing obacunone (0.035 mass%) was used for the experimental feed.
[0115] Here, obacunone used in Experiment 5 was prepared by heat-drying Yuzu seeds at 100°C for 720 min, and
subsequently grinding the dried seeds so that the particle size (diameter) became almost 1 mm or less, performing
extraction at an ambient temperature for 10 min with 10-fold volume of 100% ethanol to the Yuzu seeds, and fractionating
the resulting extract by silica gel column (daisogel 1002A IR60-40/63A).
[0116] FIG.11 shows blood-glucose levels of the KKAy mice administered with the experimental feed (i.e., at the day
28 after initiation of the rearing experiment). FIG.12 shows changes in HbAlc levels of the KKAy mice administered with
the experimental feed. Here, the ordinate of FIG.11 represents blood-glucose levels (mg/dl) and the ordinate of FIG.12
represents HbAlc levels, while the abscissas of FIGS. 11 and 12 represent the number of days (day) having passed
after the rearing experiment was initiated.

(Analysis of Experimental Data)

[0117] As shown in the data of FIG.11, the blood-glucose level of the obacunone added group was about 50 mg/dl
lower than that of the control group. Further, as shown in the data of FIG.12, the HbAlc levels of the obacunone added
group was lower than those of the control group.
[0118] Moreover, it should be noted that the effects shown in FIGS. 11 and 12 were exerted, even when an extremely
small quantity (i.e., 0.035 mass%) of obacunone was mixed with the experimental feed. This clearly indicated that an
extremely small quantity of obacunone surely exerted the effects of lowering the blood-glucose and HbAlc levels.
[0119] Accordingly, it was confirmed that the citrus seed (i.e., Yuzu seed) extract-containing composition including
obacunone surely exerted the effects of lowering the blood-glucose and HbAlc levels.

[Experiment 6: Dry-Heating Generation of Obacunone and Changes in Generated Quantity Depending on Temperature 
and Period]

(Preparation of Experimental Samples)

[0120] Yuzu seeds were used as citrus seeds, and subjected to dry-heating. Then, the dried Yuzu seeds were ground
so that the particle size (i.e., diameter) became substantially 1 mm or less. Extraction from the ground Yuzu seeds was
conducted at an ambient temperature for 10 min using 10-fold volume of 100% ethanol, thereby providing the respective
samples.
[0121] Here, the term of "dry-heating" in Experiment 6 means a process that the Yuzu seeds were placed in a dry
furnace for a predetermined period, at a predetermined temperature.

(Method for Measuring Experimental Samples)

[0122] The samples thus provided by the above described method, a nomilin standard and an obacunone standard
(ChromaDex, Inc.) were subjected to HPLC analysis following a conventional method, and a nomilin quantity and an
obacunone quantity thereof were determined. Based on the measurement values, a "relative quantity of obacunone"
and a ratio of "obacunone content / nomilin content" were calculated. The HPLC analysis was performed under the
following conditions: Detector 2996-controller 600-autosampler 717 plus system (Waters Co.) and CAPCELL PAK C18
UG120 (150 mm x 4.6 mm I.D., Shiseido Co., Ltd.); Elution in Gradient (0min 85:15 -> 5min 77:23 -> 25min 74:26 ->
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30min 60:40 -> 45min 54:46 -> 51min), Flow Rate = 1 ml/ min; Detection Wavelength = 210 nm.
[0123] Here, the term of a "relative quantity of obacunone" means a relative value. With respect to the samples shown
in FIG.13 and Table 1 (i.e., dry-heating period fixed to 24 hr), a relative quantity of obacunone at 100°C in the dry-heating
is defined to 1.0000. Further, with respect to the samples shown in FIG.14 and Table 2 (i.e., dry-heating temperature
fixed to 150°C), a relative quantity of obacunone at 30 min in the dry-heating is defined to 1.0000.
[0124] Further, the term of an "obacunone content / nomilin content" means a ratio calculated based on a "nomilin
content" in a sample calculated by comparing the peak of the nomilin standard to the nomilin peak shown by the sample,
and the "obacunone content" in the sample calculated by comparing the peak of the obacunone standard to the obacunone
peak shown by the sample.
[0125] Note, FIG.13 and Table.1 show a "relative quantity of obacunone" and an "obacunone content / nomilin content"
measured when a dry-heating period is fixed to 24hr and a dry-heating temperature is varied. Further, FIG.14 and Table.2
show a "relative quantity of obacunone" and an "obacunone content / nomilin content" measured when a dry-heating
temperature is fixed to 150oC and a dry-heating period is varied.
[0126] Here, in the drawings and tables, the term of "obacunone" represents a "relative quantity of obacunone", and
the term of "obacunone/nomilin" represents a ratio of "obacunone content / nomilin content".

Table 1

Dry-Heating Temperature (°C) Obacunone/Nomilin (-) Obacunone (-)

0 0.0000 0.0000

40 0.0000 0.0000

50 0.0000 0.0000

60 0.0274 0.2396

70 0.0232 0.2273

80 0.0303 0.2718

90 0.0802 0.6537

100 0.1150 1.0000

110 0.2951 2.0789

120 0.4314 2.4512

130 0.5257 2.6816

140 1.0237 4.6148

150 1.3404 3.6509

Table 2

Dry-Heating Period (min) Obacunone/Nomilin (-) Obacunone (-)

0 0.0000 0.0000

5 0.0064 0.0255

10 0.0245 0.0985

30 0.2228 1.0000

60 0.3451 1.3467

180 0.6356 1.7616

360 0.9342 2.3202

720 1.2583 2.4326

1440 1.5490 2.2784

2880 3.9184 2.3585

4320 2.8865 2.1438
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(Analysis of Experimental Data)

[0127] As shown in the data of FIG.13 and Table 1, it was revealed that obacunone was generated when the dry-
heating (or heating) temperature was 60°C or more. Further, the ratio of "obacunone content/nomilin content" became
at least 0.020 when the dry-heating (or heating) temperature was at least 60°C.
[0128] Similarly, as shown in the data of FIG.14 and Table 2, it was revealed that obacunone was generated when
the dry-heating (or heating) period was at least 5 min. Further, the ratio of "obacunone content/nomilin content" became
at least 0.020 when the dry-heating (or heating) period was at least 10 min. Herein, when the dry-heating (or heating)
period was 1440 min, the nomilin content and the obacunone content in the extraction sample were 133.7 mg/ml and
207.1 mg/ml, respectively. Further, when the dry-heating (or heating) period was 4320 min, the nomilin content and the
obacunone content in the extraction sample were 67.5 mg/ml and 194.8 mg/ml, respectively.
[0129] As described above, it was confirmed that the method for producing a citrus seed (i.e., Yuzu seed) extraction-
containing composition of the present invention produced the composition in which a ratio of "obacunone content/nomilin
content" became at least 0.020. In other words, it was confirmed that the method of the present invention definitely
produced the composition surely exerting the effects of lowering a blood-glucose level, increasing a skeletal muscle
quantity and reducing a body fat, by including the heating step of heating the citrus seeds at 60°C or more.

[Experiment 7: Dry-Heating Generation of Obacunone in Citrus Seeds Other Than Yuzu seeds]

(Preparation of Experimental Samples)

[0130] "Lemon seeds" and "Grapefruit Seeds" were used as citrus seeds, and the respective seeds were subjected
to freeze-drying or dry-heating (i.e., 100°C, 24hr). After that, the respective seeds were ground so that the particle size
(i.e., diameter) became substantially 1 mm or less. Then, extraction was conducted at an ambient temperature for 10
min by using a 10-fold volume of 100% ethanol to the ground Yuzu seeds, thereby to prepare the respective samples.
[0131] Herein, the "freeze-drying" in Experiment 7 was conducted by a freeze-dryer RLE-103 (KYOWA VACUUM
ENGINEERING CO., LTD.), and drying the frozen samples at -30°C for 96 hr. Further, the "dry-heating" in Experiment
7 was conducted by placing the respective seeds in a dry furnace for 24 hr at the atmospheric temperature of 100°C.

(Method for Measuring Experimental Samples)

[0132] FIGS. 15 and 16 show the data obtained by the HPLC analysis conducted under the same conditions as in
Experiment 6 on the samples prepared by the above described method and an obacunone standard (ChromaDex, Inc.)
[0133] Here, the data in FIG.15 show the absorption spectra of a freeze-dried lemon seed sample, a dry-heated lemon
seed sample and an obacunone standard, respectively. Further, the data in FIG.16 show the absorption spectra of a
freeze-dried grapefruit seed sample, a dry-heated grapefruit seed sample and an obacunone standard, respectively.

(Analysis of Experimental Data)

[0134] A peak of obacunone was not substantially observed at the retention time shown by the obacunone standard,
in both spectra of the freeze-dried seed samples of FIGS. 15 and 16. This result indicated that little obacunone was
included in those samples. On the contrary, a large peak of obacunone was observed at the retention time shown by
the obacunone standard, in both spectra of the dry-heated seed samples of FIGS. 15 and 16. This result clearly indicated
that obacunone was included in those samples.
[0135] In other words, it was revealed that obacunone, which was little included in the freeze-dried citrus seed samples,
was generated in the dry-heated (or heated) citrus seed samples.
[0136] Accordingly, it was confirmed that the method for producing a citrus seed extract-containing composition of the
present invention definitely produced a composition containing obacunone via including the heating step of heating the
citrus seeds in the method, thereby to surely exert the effects of lowering a blood-glucose level, increasing a skeletal
muscle quantity and reducing a body fat.
[0137] Hereinbefore, the citrus seed extract-containing composition, the food, the drug, and the method for producing
the citrus seed extract-containing composition have been described in detail referring to the embodiments and Examples.
However, the scope and spirit of the present invention are not limited to those embodiments and Examples. Needless
to say, the scope and spirit of the present invention may be changed or modified based on the descriptions of the attached
claims.
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EXPLANATION OF REFERENCE NUMBERS

[0138]

S1 Heating Step
S2 Extraction Step

Claims

1. A method for producing a citrus seed extract-containing composition comprising the steps of:

heat-drying citrus seeds at 100°C or more and 140°C or less, for 720 min or more and 1440 min or less, and
extracting a citrus seed extract from the citrus seeds thus subjected to the heat-drying step.

2. The method for producing a citrus seed extract-containing composition described in claim 1, wherein the method
further comprises the step of grinding the citrus seeds after the heat-drying step.

3. The method for producing a citrus seed extract-containing composition described in claim 1 or claim 2, wherein the
citrus seeds are Yuzu seeds.

4. The method of any preceding claim, further comprising the step of producing a food comprising the citrus seed
extract-containing composition, wherein the food is suitable for use in any one selected from the group of lowering
a blood-glucose level, increasing a skeleton muscle quantity, and reducing body fat.

5. The method of any one of claims 1 to 3, further comprising the step of producing a drug comprising the citrus seed
extract-containing composition, wherein the drug is suitable for use in any one selected from the group of lowering
a blood-glucose level, increasing a skeleton muscle quantity, and reducing body fat.

Patentansprüche

1. Verfahren zum Produzieren einer zitruskernextrakthaltigen Zusammensetzung, umfassend die Schritte des:

Wärmetrocknens von Zitruskernen bei 100 °C oder mehr und 140 °C oder weniger für 720 min oder mehr und
1440 min oder weniger, und
Extrahierens eines Zitruskernextrakts aus den dadurch dem Wärmetrocknungsschritt unterzogenen Zitrusker-
nen.

2. Verfahren zum Produzieren einer in Anspruch 1 beschriebenen zitruskernextrakthaltigen Zusammensetzung, wobei
das Verfahren weiter den Schritt des Mahlens der Zitruskerne nach dem Wärmetrocknungsschritt umfasst.

3. Verfahren zum Produzieren einer in Anspruch 1 oder Anspruch 2 beschriebenen zitruskernextrakthaltigen Zusam-
mensetzung, wobei die Zitruskerne Yuzukerne sind.

4. Verfahren nach einem vorstehenden Anspruch, weiter umfassend den Schritt des Produzierens eines Nahrungs-
mittels, umfassend die zitruskernextrakthaltige Zusammensetzung, wobei das Nahrungsmittel zur Verwendung bei
einem beliebigen ausgewählt aus der Gruppe von Senken eines Blutglukosespiegels, Steigern einer Skelettmus-
kelmenge und Verringern von Körperfett geeignet ist.

5. Verfahren nach einem der Ansprüche 1 bis 3, weiter umfassend den Schritt des Produzierens eines Arzneimittels,
umfassend die zitruskernextrakthaltige Zusammensetzung, wobei das Arzneimittel zur Verwendung bei einem be-
liebigen ausgewählt aus der Gruppe von Senken eines Blutglukosespiegels, Steigern einer Skelettmuskelmenge
und Verringern von Körperfett geeignet ist.
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Revendications

1. Procédé de production d’une composition contenant un extrait de graines d’agrumes comprenant les étapes de :

séchage thermique de graines d’agrumes à 100°C ou plus et 140°C ou moins, pendant 720 minutes ou plus
et 1440 minutes ou moins, et
extraction d’un extrait de graines d’agrumes des graines d’agrumes ainsi soumises à l’étape de séchage ther-
mique.

2. Procédé de production d’une composition contenant un extrait de graines d’agrumes décrit dans la revendication
1, dans lequel le procédé comprend en outre l’étape de broyage des graines d’agrumes après l’étape de séchage
thermique.

3. Procédé de production d’une composition contenant un extrait de graines d’agrumes décrit dans la revendication
1 ou 2, dans lequel les graines d’agrumes sont des graines de Yuzu.

4. Procédé selon l’une quelconque des revendications précédentes, comprenant en outre l’étape de production d’un
aliment comprenant la composition contenant un extrait de graines d’agrumes, dans lequel l’aliment est apte à être
utilisé dans l’un quelconque sélectionné parmi le groupe de réduction d’un niveau de glycémie, d’augmentation
d’une quantité de muscle squelettique, et de réduction de la graisse corporelle.

5. Procédé selon l’une quelconque des revendications 1 à 3, comprenant en outre l’étape de production d’un médi-
cament comprenant la composition contenant l’extrait de graines d’agrumes, dans lequel le médicament est apte
à être utilisé dans l’un quelconque sélectionné parmi le groupe de réduction d’un niveau de glycémie, d’augmentation
d’une quantité de muscle squelettique, et de réduction de la graisse corporelle.
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