1 VAPOR FRACTI ON FROM SEEDS OF GLYCINE MAX (L.) MERR.  AND COWVPCSI TI ON
THERECOF BACKGROUND OF THE INVENTION 1. Field of the invention 5 The
invention mainly relates to a vapor frgction fromthe seeds of @ ycine max
(L.) Merr. which has effects in treating skin injuries, in treating
dermat ol ogi cal disorders, in stinulating cell regeneration, and in
stinmulating hair growh. 2. Description of the Related Art 10 d yci ne nax
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10 Glycine max (L.) Merr., including soybean and black soybean, is one
of the most important sources of oil and proteins in the world. For instance,
soybeans can be processed to obtain an edible, semi-drying oil that is used
as salad oil, or for manufacture of margarine and shortening. Soybean oil
can be also used in the manufacture of paints, linoleum, oilcloth, printing

15 inks, soaps, insecticides, and disinfectants. Besides, lecithin phospholipids
obtained from the by-products of the oil industry, can be used as wetting
and stabilizing agents in food, cosmetics, pharmaceuticals, leathers, paints,
plastics, soaps, and detergents. Soy meal is a very protein-rich feeding
stuff for livestock. In addition, soybean protein can be used in manufacture

20 of synthetic fibers, adhesives, textile sizing, waterproofing, fire-fighting

foams and so on.

In medical use, soybeans have been reported to have effects on many

diseases.

Soybean can be used as a nutritious supplement for regulating the
25 functions of bowels, heart, kidney, liver, and stomach. Since soybean oil
contains a high amount of unsaturated fatty acids, it can be used to combat

hypercholesteremia. Medical lecithin from soybeans functions as a



| i potropic agent. In addition, tigmasterol known as an antistiffness
factor, and sitosterol used as a replacenent for diosgenin in sone

anti hypertensive drugs, were preparedrom soybeans. |soflavones and
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and Kondo, M; Antioxidative effects of a processed grain food. J Nutr.

Sci. Vitam nol ., %4 exflotsP frof TshElin BV A XEEICHEpcled 66 oRvd caves of

carrot, crUC|fers and beans conpri'si ng bl ack bean bean,
15 pharmaceutical effects.  1,1-diphenyl-2-picrylhydrazyl (DPPH) radical-

scavenging activity of the 70 % aqueous acetone extract from the seed coat
of the brown soybean variety, Akita-Zairai, was disclosed (Takahata. Y.,
0O.-Kameyama, M., Furuta, S., Takahashi, M., and Suda, I.; Highly
polymerized procyanidins in brown soybean seed coat with a high radical-
20 scavenging activity. J Agric. Food Chem., 2001, 49, p. 5843-5847). An
extract from germ extracts, soybean, rice bran, tear grass, sesame, wheat,
citron, green tea, green leaf extract, and malted rice, which were slowly
roasted under a powdered oure at less than 60 °C and fermented with
Aspergillus oryzae over 3 days to transform each ingredient into low
25 molecular weight substances, was found to have antioxidative effects
(Minamiyama, Y., Yoshikawa, T., Tanigawa, T., Takahashi, S., Naito, Y.,
Ichikawa, H., and Kondo, M.; Antioxidative effects of a processed grain
food. J. Nutr. Sci. Vitaminol., 1994, 40, p. 467-477). Boiled extracts of
green [eaves of carrot, crucifers, and beans comprising black bean, red bean,
30 mung bean, and soybean showed to have great anti-tumor-promoter and

radical-scavenging activities (Maeda. H., Katsuki, T., Akaike, T. and



30 nmung bean, and soybean showed to have great anti-tunor-pronoter and
radi cal - scavengi ng activities (Maeda. H, Katsuki, T., Akaike, T. and 3
Yasutake. R ; High correlation betweenjl.ipid peroxide radical and tunor-
pronoter effect: suppression of tunor pronotion in the Epstein-Barr

vi rus/ B-1 ynphocyte system and scavengi ng of al kyl peroxi de radicals by

' bl ts. Jpn.. J. . Res. . 1992 .83, 923-928). 5
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cosmetics or pharmaceuticals in treating some skin disease.

15 Soya extract, which contains sphingomyelins and phospholipids in
defined ratios was disclosed to be used in cosmetics for the treatment of dry
skin (U.S. Patent Pub. No. US2002/0009509 Al). Such extract was
produced by extracting ripe whole soya beans or oil-free soya flour using
aliphatic alcohols alone or in a mixture with water and followed by the

20 treatment with aliphatic hydrocarbons and with aliphatic ketones.

Therefore, the extract is liposoluble.

An acne medicine, comedon production inhibitor or cosmetic

composition containing one or more plant extracts selected from whey, and

a Phellodendeon amurense Ruprecht extract, and further one or more

25 extracts selected from Scutellaria baicalensis Geoegi, Symphytum
officinale Linne, and Glycine max (L.) Merrill, was found to be effective

for preventing or treating skin diseases such as the acne or inflammatory
chapped skin caused by the acne (JP Patent No. 2001097842). The

composition can be used for production of general drinks, foods, and so on.



for preventing or treating skin diseases such as the acne or inflammtory
chapped skin caused by the acne (JP Patent No. 2001097842). The
conposition can be used for productiongof general drinks, foods, and so on.
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applied as anti-active oxygen action compositions, agents, foods, cosmetics

and medicines (such as JP Patent No. 4139132).

However, none of the prior art teaches or suggesis that a low
15 concentration or free of alcohol vapor fraction from Glycine max (L.) Merr.
which is prepared easily in treating skin injuries and dermatological

disorders.

SUMMARY OF THE INVENTION

The present invention provides a vapor fraction from the seeds of
20 Glycine max (L.) Merr., which shows dramatic effects of treating skin
injuries, treating dermatological disorders, stimulating cell regeneration,

and stimulating hair growth.

The vapor fraction of the invention is prepared by the process

comprising the steps of:

25 (a) providing a rude extract of the seeds in an alcohol solution
containing alcohol at the concentration lower than about 15 % wt. or in

water; and



cont ai ni ng al cohol at the concentration | ower than about 15 %w. or in
water; and -5 (b) vaporizing the rude extract at a baronetric pressure
| ower than about 1 atmand at a tenpersature |ower than about 110 C to
obtain the vapor fraction. The vapor fraction is different fromany known
seed extracts of 5 G@ycine max (L.) Merr. because its fi ngerpri nt shows a

uni que profile through a hi er f.or nance I| hrorrato r.a HPLO). In
particul ar, theML@%@‘?&ﬂ%&?ﬁdﬁfﬁFﬂ@ %G‘ e!f%a?esw é?%&ﬁl't en) at

200 nm  usi %o tleét? ?H?%%fé?%ﬁér%?@é&%ﬂ%n%%&taﬂd "t'i‘% shameiy (1.D.)
of 4.6 mm a lengt of 250 nm an particle size of 5 mconprises 10

peaks at retvapor fiactiome of 2.910, 5.190, 13.190, and 50.815 minutes with
the coefficient of variation of 8 % where nobile phase at 0 to 5 m nutes

is 95 % H20/5 % CN a is 95 % H20/5 %

gradient, at 30 %Fg'_‘%agﬂr ﬁ?“etéoq ds %ﬁ%eﬁggf YNCKBeNT Aot s %l °Lit 80 to
100 mi nuit es ¢ ﬁcﬁze‘Vde%O(ESM\fe’hﬂﬁ%@&héenngr g%&ﬁhnt dhow30a tlﬁ‘né-\ﬁbl gfild nutes is
0%H20/100 CH3CN 1 n"gradi ent; and mnute is 95 % 0/5 % CH3CN,
and a flow rthtomghs hlgﬂn_pmrforma‘ﬁhe Ilqnubnhnoamtagmphpr(&?il@s %1 p&rﬂpuklr,t i on

conpri sing the fraction o ntion articul t he
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the process mmmdlangngm (Ib)eofll\ﬁenﬁmrandl:d §artiloae s(tetof 80wm corhpdsesFl G | b:
20 to 40 mnutes; FI G m nut es, 2 illustrates the

HPLC spct r@galasfﬁbretmw tlmf: gf 8&1& retPlbyl3. 1% amdoé%é JBHBYeR Witlt o t he
| nvention; B Seodicicht ' vadalb! 't’)tf%s%, SHere Afbbile phase at 0 to 5 minutes is

95 % H,0/5 % CH;CN; at 5 to 30 minutes is 95 % H,0/5 % CH;CN in
gradient, at 30 to 80 minutes is 75 % H,0/25 % CH;CN in gradient; at 80
to 100 minutes is 0 % F,0/100 % CH3;CN in gradient; at 100 to 101

15 minutes is 0 % H,0/100 % CH3CN in gradient; and at 101 minute is 95 %
H,0/5 % CH;CN; and a flow rate is 1 mL/min.

The invention also provides a composition comprising the vapor
fraction of the invention. In particular, the composition can be used for a
pharmaceutical composition, a cosmetic composition or a skin cleaning

20 composition.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 illustrates the HPLC spectrogram of Fraction 1 obtained by
the process according to the invention; FIG. la: 0 to 20 minutes; FIG. 1b:
20 to 40 minutes; FIG. 1c¢: 40 to 60 minutes.

25 FIG. 2 illustrates the HPLC spectrogram of Fraction 3 obtained by
the process according to the invention; FIG. 2a: 0 to 20 minutes; FIG. 2b:
20 to 40 minutes; FIG. 2¢: 40 to 60 minutes.

FIG. 3 illustrates the picture of full thickness skin wounds treated



20 to 40 mnutes; FIG 2c: 40 to 60 mnutes. FIG 3 illustrates the picture
of full thickness skin wounds treated 6 with the ointnent according to the
invention in Exanple 3. FIG 4 illustrgtes the picture of hair growth on
full thickness skin wounds treated with the ointnent according to the
invention in Exanple 3; FIG 4a: the ointnents conprising Fractions 1 to
3; FIG 4b: the.ointpents 5 conprijsi.ng Fractions 4 to 6. FIG 5
illustrates Wlﬂyhﬁe@mmef&raCHP%dfl%ggb?hédPg@%m PSR deep  parti al

t hi ckness burn wounds without treatnment in Exanple 5. FIG 6 illustrates

the result of hisig! qdjiRAtraRYafik HieS offhattesowthosh ifall thiikeksesRinbur n
wounds treated with silver sulfadiazine drug'in 10 Exanple 5. FIG 7

i |l ustrat es whimdsdsaated whthtthe todhtoging abcarding toathednveritianempExpaple 3

t hi ckness b ungs treated with.the_ointnment accqrding to the |nvention
i Bxampi e SICFAG T ginfiiceis SPPTSE FRSHPES arioratsr dir daf oiRisnat  on of
large ayea chmprididg FRICEBASESo®KI N wounds treated with silver sulfadiazine
drug in Exanpl 6."FIG 9 illustrates the result of histological

exam nation of large area full thickness skin wounds treated with the

oi nt ment accor di Gt & tithestrates, ¢ne iresult rofEkistelpgical exeminatiom ©f; deapst r at es
the result of hi.siological examnpnati.on_ of _irradi@tio kin injury treated
Wt the of ReREHEhkat g W it Serne R B He 11
illustrates the result of histological exam nation of irradiation skin

injury wthout tregt menfludtfatéx@P|result ofShistdlogitadl idxhishdtiie oft deepr esul t of
normal tissue in Exanple 7. FIG 13 illustrates the picture of dermatitis
on rabbit epartiadf triekness burn wounds treated with silver sulfadiazine drug in

10 Example 5.

FIG. 7 illustrates the result of histological examination of deep
partial thickness burn wounds treated with the ointment according to the

invention in Example 5.

FIG. 8 illustrates the result of histological examination of large area
15 full thickness skin wounds treated with silver sulfadiazine drug in Example
6.

FIG. 9 illustrates the result of histological examination of large area
full thickness skin wounds treated with the ointment according to the

invention in Example 6.

20 FIG. 10 illustrates the result of histological examination of
irradiation skin injury treated with the ointment according to the invention

in Example 7.

FIG. 11 illustrates the result of histological examination of

irradiation skin injury without treatment in Example 7.
25 FIG. 12 illustrates the result of normal tissue in Example 7.

FIG. 13 illustrates the picture of dermatitis on rabbit ear before
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-7 treatnent in Exanple 8. FIG 14 illustrates the picture of dermatitis on
rabbit ear after treated wth the ointnent according to the invention on
Day 1 in Exanple 8. FIG 15 illustrategthe picture of dermatitis on rabbit
ear after treated 5 with the ointnent according to the invention on Day 2
in Exanple 8. FIG 16 illustrates the picture of dermatitis on rabbit ear
after treat&d wth the oiIntgment according to the invention on Day 3 in
Exanpl e 8. M@UMEH I EXAMPIZCas the picture of diabetes nellitus wounds in
Exanple 9. 10 FIG 18 illustrates the picture of diabetes nellitus wounds
in Example 9. FEEG, 12 iilhdtriitd tegictfeoPl&inmttRisn fibbRedL % fi¥elulcateds wounds
treated wth the ointnment according to the invention for 2 nonths in
Exanpl e 9. Mrith thegointrenttacgorting kethsi ioventiorodn Blagbemdexarmpleid.us wounds
treated 15 with the ointnment according to the invention for 5 nonths in

troated witn tnEigt ho AINPESw HicBhe b s AP FbR OF atleh datR
Exanpl es 9. Rtith thdlointrhérstdcabRiing Rethiel iglertorodn mzcznin@ﬁxﬁpies&ul cer in

Example 10. FIG 23 illustrates the picture of chronic stasis ulcer treated

with the 20 ointnent according to the inventjon for_ 2 weeks in Exanple 10.
FIG 24 illustraflg. théllysteates thegrictury ohdernatiis en rabbit ear adler dgaigdi h t he

1 Tustrat oo T tipfptAGhec U o hedBl iR Pay S R FISS, | (L3 27 e

the picture of ecchynosis treated with the 8 ointnent according to the
invention for 3 #a@s 1 xetiples fhke pitthre 20f dihbetes r mieHitus hevopnds vine of
ecchynosis treated with the ointnment according to the invention for 7 days
in Exanpl e Fxample9.

10 FIG. 18 illustrates the picture of diabetes mellitus wounds in

Example 9.

FIG. 19 illustrates the picture of diabetes mellitus wounds treated

with the ointment according to the invention for 2 months in Example 9.

FIG. 20 illustrates the picture of diabetes mellitus wounds treated

15 with the ointment according to the invention for 5 months in Example 9.

FIG. 21 illustrates the picture of diabetes mellitus wounds treated

with the ointment according to the invention for 5 months in Example 9.
FIG. 22 illustrates the picture of chronic stasis ulcer in Example 10.

FIG. 23 illustrates the picture of chronic stasis ulcer treated with the

20 ointment according to the invention for 2 weeks in Example 10.

FIG. 24 illustrates the picture of chronic stasis ulcer treated with the

ointment according to the invention for 4 weeks in Example 10.
FIG. 25 illustrates the picture of ecchymosis in Example 11.

FIG. 26 illustrates the picture of ecchymosis treated with the



FIG 28 illustrates the picture of abrasion wounds in Exanple 12. 5 FIG 29
illustrates the picture of ecchynosis treated with the ointnent according
to the invention for 7 days in Exanplegl2. FIG 30 illustrates the picture
of suture wounds treated with the ointnment according to the invention in
Exanple 13. FIG 31 illustrates the picture of atopic dermatitis in Exanple
14. 10 FIG 32 illustrates the.picture.o t opi &_der jtis treated with
the " oi nt meiRES ARor I o 8 YRl ok 3 vS Bt EXBEPIE hcanpl & 14 FlG. 33
illustrates the picture of atopic dermatitis treated with the ointnent
according to thefpigven i Pmstrafes 4theelisutd TRV ROSR- tidafed 3ith| thestrates
the picture of atopic dermatitis treated with the 15 ointnent according to
t he i nvent i @inthwmt ecorrding iortheiaventionior 7oAyAIn ERampBCH .PTI ON OF THE

| NVENTI ON According to the invention, the vapor fraction of 3 ycine max

i Uri e, reati RCaes el PO et Moo BRI 12egener at on.
20 and stinmulating hair growh. According to the present invention, a vapor

factions from see®@$Gof29 Gikgirars mhe (diclurdesf ecchsmpiBparesatedywithetlpr ocess
conprising the steps of_(a{@gtﬁrgvi ding a rude extract of the seeds in an

al cohol sol WintgeNt @eeATEing gligesiongor 7 ays shEgampla 1dn | ower t han about
15 %w. or in 25 water; and -9 (b) vaporizing the rude extract at a

baronetric press E@I 'ﬁmﬁﬁeustf@g%oﬁ?ﬁb?g%#o?f@@@ burflst &%g%etﬂeomer t han

about 110 Cto obtain't I S unexpec ound that a

vapor fract iopftnehit acesdig @eha invsieiondin Bxangsle 10f the seeds in an al cohol
sol ution containing al cohol at the concentration | ower than about 15 % wt .

or in water has effect in ) ) L
FIG. 31 illustrates the picture of atopic dermatitis in Example 14.

10 FIG. 32 illustrates the picture of atopic dermatitis treated with the

ointment according to the invention for 1 week in Example 14.

FIG. 33 illustrates the picture of atopic dermatitis treated with the

ointment according to the invention for 4 weeks in Example 14.

FIG. 34 illustrates the picture of atopic dermatitis treated with the

15 ointment according to the invention for 6 weeks in Example 14.

DETAILED DESCRIPTION OF THE INVENTION

According to the invention, the vapor fraction of Glycine max (L.)
Merr. is unexpectedly found to have dramatic effects in treating skin
injuries, treating dermatological disorders, stimulating cell regeneration,

20 and stimulating hair growth.

According to the present invention, a vapor faction from seeds of

Glycine max (L.) Merr. is prepared by the process comprising the steps of:

(a) providing a rude extract of the seeds in an alcohol solution
containing alcohol at the concentration lower than about 15 % wt. or in

25 water; and



dermat ol ogy. The vapor fractions are easily prepared. Medicinal or

cosnetic products prepared from seeds of Aycine max (L.) Merr. are

advant ageous because (1) soybeans havegheen consuned for a long tine 10
and are believed to be non-toxic; and (2) soybeans are not expensive. In an
enbodi nent of the invention, the rude extract fromthe seeds of dycine

max (L.) Merr. is obtained.b xtractiaon n al coholI sol.ution at a
concentration | oW&r tWrgb‘Eﬁ:@eﬂ%‘ eeutractyt a\,@?e{rﬂ 1EPICSANY 1OVYEL for

obt ai ni ng rléﬂ@uﬁ)ft%ﬁ?hﬁdfa&%e?ﬁﬁé}ﬁhﬁ@?&ﬁefﬂ{%o JutUBRAE ot fiftathohdr t can be

used to practice the invention.” For Instance e rude extract can be
obt ai ned by vdper fircijori.he seeds into snmall pieces in any conventi onal
manners such as grinding, stirring, disturbing, cutting or mincing, and

i mrersing themin an al cohol | ution at a can i.on,I vverthnabout
15 %wt. In a prgtflér‘f@&‘ Eﬁtﬁglé’l t?'f‘h@ @BHEEWPﬁQP.@&.ﬂIB? EBtofU®s | ower
20 thans aboukirhfh Bfhe SBSR meéneraféahm aRftitior’ nWhinile ARDMDI 2t AH -
According to the invention, the rude extract can also be extracted with
wat er. |n acpneérdratin émvelethamtabcmlheli)l%ceu ofr seewstenr bag rﬂféactem in

al cohol or ter an from abput .5 parts t about S, wei ght .
Any ways of Wfi‘iﬂl?@g he YXAROT SITACtIONS, 415 €AY 3( I%CW\Ei%de@?E‘i‘@ H! Gnonl y

25 used in tcBEm@ﬁI: HEpredO iR Wb &e otfh LIRS Sl I(ngeMerenaw%cordl ng

to the invention, e rﬁgeetract I's vaporize metric pressure
| ower than aﬂvamtage(aisnbmausat(l)asoﬁmaas diave ebdenveemstmed foatzolangl iteC,

preferably frgm agout 6,0 to abouyt fract.i on can be
col | ectled i ﬁng are gedievedde %}Pr’cmxl“hﬂ’i‘é @Pﬁé‘“&%ﬁﬁﬁ? afe.s € B GXRCUSIEof or 1 ed
enbodi ment of the invention, a process of vaporizing the rude extract at a

gi ven baronetric rpéﬁéfrﬂ{oﬁnﬁ% 6ﬁHP%E\9én‘t'1"o‘ﬁ ﬂériﬂde eQrh8ClrbM%ths 3b&sVFPOr

fraction by ch|I I ng e vapor can be performed in a rotary evaporator
wher e t he vdfocinesmexado) ahviedr.t i3 bb’&anmdndbgnamr@(ttaa:henwmhppnl gldollt h col d

water, and tsg uglotnhaet avggncentratigrrf Il(l)t!’vgrd th% out'15%4 wi Qs OUgw1th water. Any
methods for obtaining rude extracts from plant seeds commonly used in the

15 art can be used to practice the invention. For instance, the rude extract can
be obtained by dividing the seeds into small pieces in any conventional
manners such as grinding, stirring, disturbing, cutting or mincing, and
immersing them in an alcohol solution at a concentration lower than about

15 % wt. In a preferred embodiment, the concentration of alcohol is lower

20 than about 10 % wt, more preferably about 3 % wt or about 2 % wt
According to the invention, the rude extract can also be extracted with

water. In a preferred embodiment, the pieces of seeds are immersed in
alcohol or water ranging from about 5 parts to about 10 parts by weight.

Any ways of dividing the seeds and extracting the divided seeds commonly

25 used in the art can be used to practice the present invention.

According to the invention, the rude extract is vaporized at a
barometric pressure lower than about 1 atm and at a temperature lower than
about 110 °C, preferably from about 60 °C to about 110 °C. The vapor

fraction can be collected in a liquid form by chilling the vapor.



t he condensing tube to collect the vapor fraction in a liquid form The
mani pul ation is sinple and the cost is |ow. The vapor fraction according to
the invention can be analyzed and idepjified with a high performance

i quid chromat ography (HPLC). For 10 instance, the HPLC spectrogram of the
50 L of vapor fraction taken at 200 rimusing Waters Sphersor bTM ODS2
colum with an i of 4.6 nmm a length (L) af. 250 mm and

ner dianmeter (|.D.) /
a particle size 3@aaﬁrﬁf%%?mé@ilm%aﬂhwvre@f@mwﬁoqq ot olaporiging 5. 190,
13.190, and . ] e | t 0 Gl o, =1 of % where
nobi | e phasetﬁgtr%élét %&t m%tu\ténegﬂieg ?@0@% I-éll&?il&&) @%%ﬁ@g{a‘%@‘efo 0 ?n nut es

s 95 9% H20/collectiis €MNdi vapog featitienthy ehillafy the 8&pori cant les peforthedoim20/ 25 %
CH3CN in gradient; at 80 0 100 mnutes is 0 %,H20/100 % CH3CN i.n

gradi ent ; attO®EY qvpaor whetk dae vaper o8 esanoratgds mm&@n@}%m . and at
101 mnute i : BB r Al fad 3 cordi ng
to thenééo Spség?l? %%%éﬁggélgbvs(%taﬁcgg ﬁhﬁﬂs hg Vég%%\irs rg?:(% ?g#agﬁ/g% tglt-or"@%g
polarity. Thiey coadensimg hulsk té eotloét fheommirhfactiogiredi Bghid foracl A3ed in t he
prior art. For . exanple,. da}i dzein and geni stein have four rings in their
struct ur es, TaaHPulates insinklpandthe Gostinlghe preferred enbodi ment of the

I nvention, several herbals are 25 added for assisting seeds of dycine nmax

(L) Merr. in traRbiigortdbeiohl dtchffing b G iRk bo Ul zodl s der s,
stinmulating cell regeneration, an stinmullating hair growh.” According to
t he inventi ddentifiedapath hrighiperformanobtliajuid dhiomatogeaphyaldPLE).s Fanpri si ng
seeds of dycine nmax and at |east one material selected from

L.) Merr.

the grdup congpres the l(iflé:eﬁlf@tré*gr%@ of st biLi ¢favapemirastien daksn %ol us
radi atus L. o ' - he - mr [ r
fraction fr_cl)]?th? tg‘l ﬁ%@r%eﬁégﬁgﬁmﬁdﬁgkﬁnﬁyg@ %ﬁ%ﬁll%%en%}?ge(r:gﬁpg’n of the
vapor fract iggni @nemdedengthel,) TR mPalfl @ pattivle $ibe oSt i €6aptisds her bal
is selected fromthe group consisting of ) )

peaks at retention time of 2.910, 5.190, 13.190, and 50.815 minutes with

the coefficient of variation of 8 %, where mobile phase at 0 to 5 minutes is

15 95 % H,0/5 % CH;CN; at 5 to 30 minutes is 95 % H,0/5 % CH;CN in

gradient, at 30 to 80 minutes is 75 % H,0/25 % CH;CN in gradient; at 80

to 100 minutes is 0 % H,0/100 % CH;CN in gradient; at 100 to 101

minutes is 0 % H,0/100 % CH:CN in gradient; and at 101 minute is 95 %

H,0/5 % CH;CN; and a flow rate is 1 ml/min. According to the

20 spectrogram, substances in the vapor fraction show strong polarity. They

are much different from other ingredients disclosed in the prior art. For
example, daidzein and genistein have four rings in their structures, and

have weak polarity.

In one preferred embodiment of the invention, several herbals are

25 added for assisting seeds of Glycine max (L.) Merr. in treating skin injuries,
treating dermatological disorders, stimulating cell regeneration, and
stimulating hair growth. According to the invention, a vapor fraction is
obtained from raw materials comprising seeds of Glycine max (L.} Merr.

and at least one material selected from the group consisting of seeds of

30 Sesamum indicum, seeds of Phaseolus radiatus L. and antimicrobial



dry rhizomes Rheum pal matum L., dry rhizones of Rhei Rhizoma, dry 5 barks
of Phel | odendron anurense Rupr., and dry barks of Phellodendri Cortex. In
anot her aspect, the raw materials preferably conprise about 40 to about
100 % of seeds of dycine max (L.) Merr., O to about 50 % of seeds of
Sesanmum i ndicum O to about 50 % of seeds of Phaseol us radi atus L. and O

to about 30,%.of anti m crobi.al r bal 10. | n.one_ nore nbodl ment
b0 Thelt moadersals. e Preharaon et VRO dfrioncEOmy b, aro Rutal ey

G ycine max aﬁﬁigf)a‘ls'v%hRﬂeldeﬁHﬁH{ltlor?QDfo/‘ﬂg v%B@fjsfrszfnoﬁem&%@Wﬁbv@bom S %

of dry rhizome matum L. or dry rhizones of Rhei Rhizoma, and
about 5 % ofPrelfeyalﬂwﬂhs anctmné’mbllaldmehaimselamdérma tﬁkjgroupocomwmlgaaﬂ(s of
Phel | odendri t ex. The raw materi .S in ab % of alcohol. In

anot her nor éh'%rr f@m%gd Tuigs Lh |FW€91‘PP% Ot @i al s
conpri sg ab%‘égk Qr%PmY, lo?i@ﬁgr%ﬁpﬁz YRy .,Xaﬁ&a '\ﬁ‘ﬁrks F‘hel?&féﬁﬁinzo % of

seeds of Phaseol us ralatus he raw teri al S|naout 2 % of
al cohol . 20 Qortest. i Irl amothehaspenyribe mwfmateﬁdlsq;rbﬁnlabﬁgrnonqirlserﬁ)om\ﬂént i on,

th t | 0 % of d L. Merr .

ang rg\ll)voutrmigra‘lh?’kﬁs 1@86‘6’80 Fe%gs‘?fngg‘!c”?ﬁj?’%s " e?aﬁ Egﬂlg%o‘(g o ab{:nrjt 2

% of al COhO'seen%é"oisS s'aLmﬁ;‘i‘%J?@um ”[(??Hgl.gfﬁf &E0F @éﬁ@%?ﬁ%@ecﬂ&s Pﬂ&akdkvent ion,
eeds L.)

the raw 25 erlas conpri se abou % of s yCl ne max
Merr. and alQuindI0tc%beiut 80 Ve ofiiartimécrobial Reehahy pal matum L. or dry rh| ZOones

of Rhei Rhizoma. The raw material is in water. In still another nor e
preferred enbodi pent of the inﬁzentlon the raw terials ri se about 80
% of s¥kds of d i‘i’\‘ée nERLY (Pr§ r embadiment Of § %lﬁ?mécé%d ©ff?¥esanum

i ndi cum and n%gﬂg Oﬁﬁ)sfe olit 70! FOFE Sedds o@%%@ﬁﬂmmrroﬁbgﬁty

rhi zomes of e raw materi al
20 % of seeds of Sesamum indicum, about 5 % of dry rhizomes of Rheum

palmatum L. or dry rhizomes of Rhei Rhizoma, and about 5 % of dry barks
of Phellodendron amurense Rupr. or dry barks of Phellodendri Cortex.

15 The raw material is in about 2 % of alcohol.

In another more preferred embodiment of the invention, the raw
materials comprise about 80 % of seeds of Glycine max (L.) Merr. and
about 20 % of seeds of Phaseolus radiatus L. The raw material is in about
2 % of alcohol.

20 In still another more preferred embodiment of the invention, the raw
materials comprise about 80 % of seeds of Glycine max (L.) Merr. and
about 20 % of seeds of Sesamum indicum. The raw material is in about 2
% of alcohol.

In still another more preferred embodiment of the invention, the raw
25 materials comprise about 90 % of seeds of Glycine max (L.) Merr. and
about 10 % of dry rhizomes of Rheum palmatum L. or dry rhizomes of Rhei

Rhizoma. The raw material is in water.

In still another more preferred embodiment of the invention, the raw

materials comprise about 80 % of seeds of Glycine max (L.) Merr., about



in water. In the nost preferred enbodi rent of the invention, the raw
materials 5 conprise about 53 % of seeds of Aycine max (L.) Merr., about
20 % of seeds of Sesamum i ndi cum aboui217 % of seeds of Phaseol us radi at us
L., about 5 %of dry rhizomes of Rheum pal matum L. or dry rhizones of Rhei
Rhi zoma, and about 5 % of dry barks of Phell odendron anurense Rupr. or dry

bar ks of Ph d Th t LS % 10
about 2 %oﬁ 5{3‘5% fﬁe\?/ﬂ?’é’ﬁem o ma b tllﬁed/ﬂrjﬁﬁ%rgﬁ%]@f)}l}?gr mnof t he
50 L of Vap%he%ﬁnﬁ&b%'?uﬁ:%%} rﬁ%nﬁ:@}df%}ﬂﬁl R\P@i&m PRBeAWGhRENR] 8DS2

colum with an 1 nner dianeter D.) of 4.6 mnmm a length (L) of 250 mm and
a particle simatef 5 m conprises peaks at retention time of 2.896, 5.111,
12.944, and 46.603 mnutes with the coefficient of variation of 8 % 15

where nobil e phaseat 0 to 5 H20/ 5,.%
m nut es |Is 95p% Eyesm@}st@qg%ﬁrqﬁ 53‘211 fﬁie g’é’eflg %%fﬁﬂt“&éte?‘% 575 %
H20/ 25 26 C"'%@h‘girﬁe%b@@t 8nt, af s@é?istdf i masce% } M8 Y0ab3H 2004%f CH3CN in

gradient; at 100 to 101 mnutes is O %H20/ 100 CH3CNi n gradi ent; and at
101 minute issedSoBSe2em BN %dzem;\labmtdlb% oﬁwedat(rf Phoseoluaradiding b, The

t |
hovordi vo. ¢ abonES Phied iy SnORRS e Rry ekt Gy ARt B8 ¢ o
the group C%ﬁt&hh“ﬁx@ﬁb&t@‘% HP&@“M&@MQWMB%M@H arRureAS RS

conposition and a skin cleaning c osition. In a preferred e odlnent 25
accordi ng tdary Fmarkmoﬁﬂheld:mdenﬁhecwmpo Jihtei aw fatertedris dompoitt 8 o0t in

ract] G acaBPat Aged AR ATIRCT O+ FAGUETRT T %E!E’;%é‘ét{o%fr@%ﬂ '80 %
gLnLStS?L | onmétjrgp th f,\gérgﬂtﬁ?étggg%gﬁﬁgq%ggﬁgtg@%‘? t ear yFTMa-Ihgohol ,
palmitic ac IGDSEebmmalvudhaﬂl innrer d3ameter (I.D.) of 4.6 mun, a length (L) of 250
mm and a particle size of 5 um comprises peaks at retention time of 2.896,

5.111, 12.944, and 46.603 minutes with the coefficient of variation of § %,

15 where mobile phase at 0 to 5 minutes is 95 % H,0/5 % CH;CN; at 5 to 30
minutes is 95 % H,0/5 % CH;CN in gradient, at 30 to 80 minutes is 75 %

H,0/25 % CH;CN in gradient; at 80 to 100 minutes is 0 % H,O0/100 %

CH;CN in gradient; at 100 to 101 minutes is 0 % H;0/100 % CH;CN in

gradient; and at 101 minute is 95 % H,0/5 % CH;CN; and a flow rate is 1

20 mlL/min.

The invention also provides a composition comprising the vapor
fraction according to the invention. Preferably, the composition is selected
from the group consisting of a pharmaceutical composition, a cosmetic
composition and a skin cleaning composition. In a preferred embodiment

25 according to the invention, the composition further comprises an
antimicrobial agent such as borneol. Preferably, the amount of the vapor
fraction according to the invention ranges from about 70 % to about 80 %

of total composition weight.

In one embodiment of the invention, the composition further

30 comprises borneol, stearic acid, stearyl alcohol, palmitic acid, cetyl alcohol,



beewax and pol yoxy et hyl ene sorbitan nonostearate (PCE) to form an
ointnment for easily applied on a subject. A nethod for treating skin
injuries or dermatol ogi cal disorders _gpnprising applying the conposition
according to the invention at a 5 sufficient anount effective for treating
skin injuries, treating dermatological disorders, stinulating cell

regeneration, and stjnulating hair owt h. The vapor ction according to
the inventi ﬁewgzm qobRe ?Wﬁepﬁnﬁ,ogfggﬁm TopRNisar ,@é@iﬁ%ﬁm an g_
der mat ol ogi %ﬁhnfgnw(g Sgy a?glég%lkﬁtalsﬁg}&g! | 10 regeneration, and stinulating

hair growt h. For exanp In infuries or dermatol ogical disorders
contains burn injury, sunburns, irradiation injury, acute and chronic
trauma, ecchynosits methodufart irsatimpcsldire, inpujesl e deshataogicakbglisardersbul | a,
pustul e, wheal, E‘l aque, scal es,. .crust issure, ulcer

t . f . :
xer oder ma, GESHUSHE i%8 ,lyclﬁgc@,e sPwBpition acepLting o f«’é‘ﬁam"ﬁ.ﬁlﬁﬁﬁcgﬁ& hair 15
follicle defygfciefd egﬁtﬁg{yzeffé&‘,@on’f&si {ﬂegﬁngcgq{ﬁgi Nigjuirdest hardatingntion is

effective in treatin urn injury, irradiation injury, acute and chronic
trauma, derlemhatolegicglatisprdass, stmulating ceflasigenaration, ansbstianlating datspi ¢
dermatitis, suture wounds, diabetes nmellitus wounds, and hair follicle
defect. In i€ I ml nodel described bel ow, the vapor fraction according
to 20 the invention has been proved to be effective for curing |large area

skin deficient WrhRouhofFARRUbARBrdifE Y B Snddiflionl Isalise¥ul fot teellini on, hair
follicle defect could be cured and hairs could grow again w thout erythenma
or eschar. skire lisjariesg tmabsg andermabelpgicehs disorters, wetintdatingatasdl with t he

vapor fraction according t.0 e esent j.nvention are,nuch better than
Uhose - rrerere rB stipielad b SRt deot S PRk Sl on
fraction a ' : : insBRALhRRy RidbuhealigddimibRgdfurgcar, and
the skin c%gﬁg‘!ﬁlgg %lggﬁdggseéggﬁi vaas tlhjg?%arre zlils nérmal 1ski n}uggl or.

Besi des, i n actiteeartd shiohigiraainaegectiynaisisy dermhatitis kinacules papdeonodule, wounds

treated with t,h? Vﬁpor fract lhonl ai:cordi ng to the Er?sent invention did not
show fi br oudesicle, bulla, pustule, wheal, plaque, cyst, scales, crust, fissure, ulcer, acne,

xeroderma, desquamation, itch, allergic dermatitis, exanthema, and hair
15 follicle defect. Preferably, the composition according to the invention is
effective in treating burn injury, irradiation injury, acute and chronic trauma,
dermatitis, gangrene, chronic stasis ulcer, abrasion, atopic dermatitis, suture

wounds, diabetes mellitus wounds, and hair follicle defect.

In the animal model described below, the vapor fraction according to

20 the invention has been proved to be effective for curing large area skin
deficient without granulation, epulosis and allergy. In addition, hair follicle

defect could be cured and hairs could grow again without erythema or
eschar. The healing rates and conditions of the wounds treated with the

vapor fraction according to the present invention are much better than those

25 with conventional drugs. The wounds treated with the vapor fraction
according to the present invention were healed without scar, and the skin

color of the healed wound was the same as normal skin color. Besides, in

the histological examination, the skin tissues of the wounds treated with the

vapor fraction according to the present invention did not show fibrous

30 degeneration that usually caused enormous damage on appearance and



30 degeneration that usually caused enornous danage on appearance and -14
produced conpl ex reconstructive surgeries. In addition, no allergic
reaction, inflammation, blain, or rashiaere found in the wounds treated
with the vapor fraction of the invention. After the treatnent, the
accessory organs and cells of the wound grew as the sane 5 as those of

nor mal ski ns. ig on%&gr%, t he wounds treated with a conventional drug
have | ess néfBLIeEdFOmpIes lENGUBFSGIERFScel |s, and the fiber width of

t he wounds was | arger than the normal. Furthernore, the vapor fraction
according to theri nveifdnOmo 8llerid eictive, infldni@ationoblaln,ast AlshOReden] uri es.
So far, no drugs are effective in 10 treatnment of irradiation injuries. It
i s unexpect ddinyd irothedwotnads ireatad st tetvapeufifagtipn 9l theoinventiani difitern

injuries, t unds ter the treatnmen tth.the vapor fraetign show
LT e damndte PRHRSShe b Baeossond ERRTEN AL AE b SrouRERanL i BlePierms | on
nor tissue GINMHAE! bPMmorial CikiAd.e BiS WRhIrOPER VRfinds wested Wedd lang, 1s
found in the wounds healed with the 15 vapor fraction according to the

i nvention. Thavertpmal dreghienless naberst ¢fascessorh ergansgndresligpamdighe n whi ch
the dermal i 5 damgged. , Therefpre, the invention provides a better,
conveni ent, fﬁ]ﬁ&"@ gh%ﬁ#‘éé’yo%iﬁ W@Ia{geéélgqrh@leqom area and der nat ol ogi cal
wounds. The foll ow ng Exanples are given for the purpose of illustration
20 only and are paitheph&Rdetict Qapbimifradtitd weepRliD foheher RRRAtioh NikeNt i on.

Exanpl e 1: Preparation of Vapor Fraction from Seeds of {dycine max L.
Merr. Raw maffectigé $n dmapingsirnadiatisadiajuriesd §eoifan mmdrygs. jrenefifectivesideds of

Sesanum i ndi, cu seeds of Phaseol.us radiatus L. L hi zames of. eum 25
ol mat i L. SRR SRS PR, 1 Jorabeciily dpynd dhgaRet sbict

Phel | odendr %ﬁﬂﬁﬁﬁg%ﬁ_ iRdBlatiol inflitesP tHe<®othd L hfbr GSReH ineRP Wit theer
ground and extracted with 8 parts by wei ght of alcohol or distilled water

to vapor fraction show little damage in hairs and no allergy.

In addition, neither inflammation nor tissue contraction, which are

usually observed in wound healing, is found in the wounds healed with the

15 vapor fraction according to the invention. The vapor fraction is effective in
healing the wounds in which the dermal is damaged. Therefore, the
invention provides a better, convenient, and economical way for treating

large area and dermatological wounds.

The following Examples are given for the purpose of illustration

20 only and are not intended to limit the scope of the present invention.

Example 1: Preparation of Vapor Fraction from Seeds of Glycine max (L.)

Merr.

Raw materials comprising seeds of Glycine max (LL.) Merr., seeds of

Sesamum indicum, seeds of Phaseolus radiatus L., dry rhizomes of Rheum

25 palmatum L. or dry rhizomes of Rhei Rhizoma, and dry barks of
Phellodendron amurense Rupr. or dry barks of Phellodendri Cortex were
ground and extracted with 8 parts by weight of alcohol or distilled water to

obtain a rude extract. The contents were shown in Table 1. The vapor



obtain a rude extract. The contents were shown in Table 1. The vapor -15
fraction was obtai ned by vaporizing the rude extract in a rotary evaporator
(EYELA N-10005, 1000S-W at a pressurej9of lower than 1 atmand a
tenperature of 60 C, and passing through a condensi ng tube supplied with
cold water. s TabI e 1: R i Fraction No: aw mater a 12345678 s Seeds of
dycine max (L.) Merr t%ﬁ§f1c|igo705380080908 eeds of Sesanum i ndi cum

(% 02020002 3EEHOBS ObfRinsd De ¥rRAIZ1Ag thE tHdq ceXtrag) diy Z9BBY G 2RI zones
of Rheum pal]gqt];% R0 r e'?ﬁ? % dry
bar ks of Phé | o endNon arru?%%?g ‘Q@u%r?{%rgé éfrp(%a@% h%mlal%@cr;%}%r‘%
05500000 CortempefatfreSdl 6t W@ rand passing through a condensing tube supplied with

cold water.

5 Table 1:

Fraction No:

Raw materials
1 123 (4|516|7]8

Seeds of Glycine max (L.) Merr. (%) [100[ 70 | 53 | 80| 0 | 80 | 90 | 80

Seeds of Sesamum indicum (%) 0 |20[|20; 0] 0(20] 0|10

Seeds of Phaseolus radiatus L. (%) | 0 | 0 {17120 0 [ O | O | O

dry rhizomes of Rheum palmatum L.
or dry rhizomes of Rhei Rhizoma (%)

dry barks of Phellodendron amurense
Rupr.ordry barksof Phellodendri | O | 5 | 5 |0 | 0O |0 |0

Cortex (%)
Solution
Distilled water (%) 98 | 98 | 98 | 98 |100] 98 |100(100
Ethanol (%) 21212120210} 60

The result of the HPLC for 50 uL of Fraction 1 was shown in FIG. 1.

The HPLC was preformed through Waters Sphersorb™-ODS2 column with

an inner diameter (I.D.) of 4.6 mm, a length (L) of 250 mm and a particle

size of 5 pm where the mobile phase at 0 to 5 minutes was 95 % H,0/5 %

10 CH;CN; at 5 to 30 minutes was 95 % H,0/5 % CH;CN in gradient, at 30 to
80 minutes was 75 % H,0/25 % CH;CN in gradient; at 80 to 100 minutes

was 0 % H,0/100 % CH;CN in gradient; at 100 to 101 minutes was 0 %
H,0/100 % CH;CN in gradient; and at 101 minute was 95 % Hy,0/5 %
CH;CN and the flow rate was 1 mL/min. The HPLC was conducted with



Distilled water (9% 9898989810098100100 Et hanol (9% 22220200 The result of
the HPLC for 50 L of Fraction | was shown in FIG 1. The HPLC was
preforned through Waters SphersorbTM Op2 colum with an inner dianmeter
(1.D.) of 4.6 nmm a length (L) of 250 mm and a particle size of 5 mwhere
the nobile phase at 0 to 5 mnutes was 95 % H2O' 5 %io CH3CN, at 5 to 30

1 nut 5 % H20/5 % i dient, at 30 t 0 m. aut 75 %
T e o sty Ao SR, b B S o oo bl SR BH SS9 oo
In gradient ;mﬁtbtylwatkﬁ PRt DI 28086 K2OhAO0 # GiBSPediroghmdi ent;

and at 101 m nute was 95 % H20/5 % CN and the fl ow rate was 1 nm./ m n.
The HPLC wasalkamndu20@cmj there Mécrdéshars pebks andlee 23186t it 810,

spectrogram t ak fr to 400 .nrn b ters _Phato Di ade Array
2006, Al st 3T, Spd Soreis mihutcswish e e Siant Of RaRERGRPE dhar b ks
at the retention tine of 2.910, 5.190, 13.190, and 50.815 mnutes with the

coefficjent of V%E%&HP%&—?’LC?‘R% Bﬁgﬁ‘é&f@f&cﬂBn?h@a%ﬁ%Ff@. 3. of

Fraction 3 was shown I n was preforme t hrough Wat ers
Spher sor bTMTHEIZPE G wasipsifoimedithrongte WaterrSpthersogb ' HODS2 calubnmwitha | engt h

i hutes. oas S05n0eH Gienton (18 o4 G e, AdCR A B0 @e0 680 A PEBRY %6 CHBON
in gradient,.at ] 759 0 i rgdi ent; at
80 to 100 e B SRPIE PR p R R AR M F DB oS

m nut es was CHIENHAS 1980 thichReMWis0DvaH,©rf % ERYCN inl@hdidmuate30mas 95 %

H2O'5 % CH3CN and the flowrate was 1 nLlmn. The HPLC was conducted with
Wat er s10Al | | SRcmimitesway, 7 SaohBE SHeethodf Enemsientapie0 to dRAP mmutes 400 15

200 mm ¢ hertnes 280 Sl CRO BRI 100 g 161 3REGheCHRS B e TTEN 2
12. 944, and H6)/608 % CHLEN I tohadibet; el 46 COEmiinate waki g 06 HM/58%%
CH;CN and the flow rate was 1 mL/min. The HPLC was conducted with
Waters Alliance 2795 HT, and the spectrogram was taken from 190 to 400
15 nm by Waters Photo Diode Array 2996. As shown in the spectrogram
taken at 200 nm, there were sharp peaks at the retention time of 2.896,
5.111, 12.944, and 46.603 minutes with the coefficient of variation of 8 %.

Example 2: Preparation of Qintment

The ointments according to the invention were exemplified in Table

20 2:
Table 2:
Content (wt)

Fraction 77 %
Borneol 0.6 %

Stearic acid 5%

Stearyl alcohol 4 %

Palmitic acid 4%




Exanpl e 2: Preparation of QG ntnment The ointnments according to the invention
were exenplified in Table 20 2: Table 2: Content (W) Fraction77 %

Borneol 0.6 % Stearic aci d5% Stearyl al gphol 4% Pal mtic aci d4% Cetyl

al cohol 5% Beewax2% Pol yoxy et hyl ene sorbitan nonostearate2.4 % The

oi ntments of the invention can be prepared in any conventional nethods
commonl y used—hA—thts—art—Exanpte3—Efeects—on—FuHt—Threkness—%ki n Wunds
in Rabbits [Treat ment oC#l alsbbol 5 Five fgmal e adul t5Kew Zeal and [White
rabbits wei ghting 2-9-to 3 1 Kg was takernas—an—animalnmodel —Each rabbit
was caged aJ one and feedBeawdsh chow and wdter. The rabbits were
anaesthetized with 25 to 40 ng/Kg of ketdnmine HClI. The back of each rabbit
was t hor oughpylehiRBAcAOSorbitn nidRARalitetine full thixckpess skini(wherein
each area is of 15 X 1.5 cm were 10 exci{sed, wherein the full t/hickness
skin conprised epiderms, derms, and panniculus carnosus. Dosage and
Frequency: The sTheajig@ser®d of it HbAtioRfcagdehpriepiieidtia msr cortveptibesl twice a
day wth the ointnents conprising Fractions 1 to 6, respectively. The 15
oi nt nent s wenathedpe@amopbapssd iadhsrart.he wounds at an anount of 0.35 g per
cne.

Example 3: Effects on Full Thickness Skin Wounds in Rabbits

Treatment of Animals :

5 Five female adult New Zealand White rabbits weighting 2.9 to 3.1
Kg was taken as an animal model. Each rabbit was caged alone and feed
with chow and water. The rabbits were anaesthetized with 25 to 40 mg/Kg
of ketamine HCI. The back of each rabbit was thoroughly clipped and six
areas of the full thickness skin (wherein each areaisof 1.5 x 1.5 cm®) were

10 excised, wherein the full thickness skin comprised epidermis, dermis, and

panniculus carnosus.

Dosage and Frequency:

The six areas of the wound of each rabbits were treated twice a day
with the ointments comprising Fractions 1 to 6, respectively. The
15 ointments were topically applied on the wounds at an amount of 0.35 g per

2
cm .

Clinical Wound Evaluation:

The wounds were observed everyday and photographed with a
referential scale three times a week under a uniform condition of light, a
20 focal length, and aperture to record the process of the wound healing.

Besides, the sizes of the wounds were also measured and given in Table 3.



et

Clinical Wund Eval uati on: The wounds were observed everyday and

phot ographed with a referential scale three tinmes a week under a uniform
condition of light, a 20 focal length,1@and aperture to record the process
of the wound heali ng Besi des, the sizes of the wounds were al so nmeasured
and given in Table 3. -18 Table 3: DayWund area treated w th the ointnent
conpri si ng 'IE@? éon No (9% 123456 0100. 0100. 0100. 0100. 0100. 0100.0

2105. 5103. 113°8105. 1120. 9117. 3 5108. 9110. 2105. 5100. 4134. 4130. 0

1417 015 117 BT 90t toed Sidcfinginigtaintiriang Brcin - )s o

220. 50. 50. 0. 51. 7075 ¢250. UU Ug - Q0. e result show nat6t he|wounds
were all healed (a4s shown | G ) The exd pi ent cordingto the
i nventi on (ptntrefqt \.,UII'IIDIII Frget+on—5) atso—had—anm—effect—n{reating
ful | thicknpssOskin W@fhds. KO0k WP h [EvEPUELionl0GRe | ed§PW® of new
hai r was neasuredi Hairs of the alll woundg treated wth-tpne—otntrents
conprising fFrazti pnd05.30(6 MSrE of Hifo8it |1. ¥&.1cm | d2@.9i n| addidge| (as
shown in FIG _4), fand thoge of the areas without freatnent were ayerage
0.1 to 0.2 pm510} Thegresul t11gmwaed fgwps theigmpor| f 13y op ggoayding to
thginventian had an abillity to rlepair hair follilcle defect and sfinul ated
hair growthi g 80.0 72.9 78.3 75.3 93.0 96.0

11 494 47.1 49.4 39.2 54.0 55.1

14 17.9 15.1 17.0 16.5 21.0 20.4

17 7.7 6.2 9.4 9.1 10.2 10.7

19 3.6 4.1 4.1 4.4 7.4 5.0

22 0.5 0.5 0.0 0.5 1.7 0.5

25 0.0 0.0 0.0 0.0 0.0 0.0

The result show that the wounds were all healed (as shown in FIG. 3).
The excipient according to the invention (ointment comprising Fraction 5)

also had an effect in treating full thickness skin wounds.

5 Huair Growth Evaluation:

The length of new hair was measured. Hairs of the all wounds
treated with the ointments comprising Fractions 1 to 6 were of about 1.76
cm long in average (as shown in FIG. 4), and those of the areas without

treatment were average 0.1 to 0.2 cm.

10 The result showed that the vapor fraction according to the invention
had an ability to repair hair follicle defect and stimulated hair growth.
Besides, the excipient according to the invention was effective to enhance

hair growth, too.



Besi des, the excipient according to the invention was effective to enhance
hair growh, too. 19 Exanple 4: Effects on Full Thickness Skin Wunds in
Rats Treatnment of Asninmals : The nale adyt Sprague-Dawl ey rats were
purchased from Laboratory Animal Center of the National Cheng Kung
University in 5 Taiwan. The rats weighting 300 to 350g were anaesthetized

with 25 to ny/ Kg et am HG . T%.b%k ozf .e rat was thoroughly
clipped usi%.‘%‘f;1 egr c@f?‘?‘%ﬁgprpﬁ%&p‘e U ;‘S‘—Ilg@g%d al one and feed

with chow and water. For each rat, the full thickness skin of an area of
2.5 x 2.5 cn?2  Wgpempenpodnhgsein the full thickness skin conprises
epiderm s, derms, 10 and pannicul us carnosus (B. Hafemann et al. Use of a

col | agenl el asti n-_nmenbrane for the tissue engi neering of derm s, Burns.
1999; 25: 373- 384; The|, malewadypliet Spraguestavdey a Teisr cvere DRuRhasede 5Pl e t o

Enhance W degl t u i -hi gk I; f4. G owt h.
J Trauma. i_gé?r%@ﬁggﬁ%a&/ﬁé&@%ﬁ% ﬁ%s%%é (;i{rgg%Fgg% en%é{;{;]e:zr@[f?l ih

Two- exper i maniweih 0 UtheQfaty #efrhtREES 00 23 50 Wetdahdestirtinedrevitls 25 ¢omor i si ng
Fractions 7 and 8 as given in Exanp 2 and each group contained three

|
rats. The peg/ke eltketamingobdsi The r’igicmfeeﬁcbpraé aves thogppehlyaclippedhe wounds

ver o cr osscdrobyp &t EReieTel PR B s Badkelon® P vl shbi Ve ™
changed everydayated hBof Y@l B8 fHtthRUSeHMiNBTUA drea LIOSExiNS kxenpl e 3
were used and the sizes of the wounds were neasured and given in Table 4.

Tabl e 4: Dayvasuertisade avhereiat tbg fallt thicknesoskinreampasospniderays.Aleratis.on No.

(A4 7810 and panniculus carnosus (B. Hafemann ef /. Use of a collagen/elastin-

membrane for the tissue engineering of dermis. Burns. 1999;25:373-384,
H.-J. Wang ef al. Use of a Porcine Dermis Template to Enhance Widely
Expanded Mesh Autologus Split-Thickness Skin Graft Growth. J Trauma.
1997 Feb;42(2):177-182).

15 Dosage and Frequency:

Two-experiment group of rats were treated with the ointments
comprising Fractions 7 and 8 as given in Example 2 and each group
contained three rats. The pharmaceutical compositions were topically
applied on the wounds at an amount of 0.35 g per em” and 0.1 to 0.2 cm

20 height. All the wounds were dressed by sterile gauze and elastic bandage,

and the dressing was changed everyday.

The evaluation methods analogous to those in Example 3 were used

and the sizes of the wounds were measured and given in Table 4.

Table 4:

Day |Wound area treated with the ointment comprising Fraction No. (%)

7 8

0 100 100




0100100 -20 285.3102.5 564.371.4 92434.5 1218.625.2 159.313.4 173.18. 4
200.42.5 230.00.0 The wounds treated with the ointnments conpri sing
Fractions 7 and 8 were healed. Particpparly, the wound area treated with
t he pharnmaceutical conposition conprising Fraction 7 decreased nore

qui ckly. Exanple 5: Effects on Healing of Deep Partial Skin Thickness Burn
5 Wunds Tr gatwent—ofArtrals—TFheferalegdutt—Sprague-—DbBav wer e
purchased fyrom Lhaboratory ABfdml Center df the Nati dd&b Cheng Kung
University pn Talwan. Nine rats weighting 230 tg0-280-gwere anaesi heti zed
with 25 to 40 340 pg/ Kg of kedéddine HCl. The back of &dch rat was thoroughly
clipped wuspng anlelectrical clipper at aipredicted wound area in the

m ddl e of the gbagk. Each ratpjvas caged allone and feeg 4 th chow ahd water.
Bum wounds| of the rats were produced by UJsing the nethod as described by
Wal ker and Ivaﬁgn Z-R Gao e | . Porcine|dermal coll n as a wouhd 15
dressing for sKinjdonor siteS and deep parjtial skin thi'ckness buns|{ Burns.

1992; 18(6):493-5493), N Whi € Mé dorsal gkin surfac 3 S exposed to water
at 75 C for| 15“segonds throug\—ja tenpl at e |desi gned to-pfoduce a deep
partial skip tlili crmess—bum vvi3t{| theareagf 4 x4 —<onB—2%

20 0.4 2.5

23 0.0 0.0

The wounds treated with the ointments comprising Fractions 7 and 8
were healed. Particularly, the wound area treated with the pharmaceutical

composition comprising Fraction 7 decreased more quickly.

Example 5: Effects on Healing of Deep Partial Skin Thickness Bum

5 Wounds

Treatment of Animals:

The female adult Sprague-Dawley rats were purchased from
Laboratory Animal Center of the National Cheng Kung University in
Taiwan. Nine rats weighting 230 to 280 g were anaesthetized with 25 to 40
10 mg/Kg of ketamine HCIl. The back of each rat was thoroughly clipped
using an electrical clipper at a predicted wound area in the middle of the
back. FEach rat was caged alone and feed with chow and water. Bumn
wounds of the rats were produced by using the method as described by
Walker and Mason (Z-R. Gao et al. Porcine dermal collagen as a wound
15 dressing for skin donor sites and deep partial skin thickness burns. Burns.
1992,18(6):492-496), in which the dorsal skin surface was exposed to
water at 75 °C for 15 seconds through a template designed to produce a

deep partial skin thickness burn with the area of 4 x 4 cm’.



Dosage and Frequency: The experinment group (G3) of rats was treated with
Phar maceutical conposition according to the invention that conprises
Fraction 9 simlar to Fraction 3 except.the content of al cohol being 3 %
as given in Exanple 2. 5 There were one control group (G 1) of rats w thout
treatnment and one conparative group (&) of rats treated wwth a silver

sul fadi azi ne dru SW S HARVACEUTI CAL CO., LTD.). Each group contained
three rats. The—éﬁé@%gwgﬁggﬂﬁﬁﬂgally applied on the wounds at an amount of
0.35 g per en2 twice a day until hairs grew up. 10 dinical Wund

Eval uation: The %@'e‘}k?%ﬁﬁfénﬂgi-&gﬂ@}?ﬁéf PO Was! tPedtE@ At PhippadiRufica were
used and the sizes of the wounds were neasured and given in Table 5. Table
5: DayGlGGompositiodhanegediog towshminvehtiog shasfcomprisgs Cnasim 9 similarsto

B 3ol W o e B § T RO i 490 (99

5938, 6774, 503053 I320Rd o BP4AoRS (HHA0SF 332w RAAAE QARTLR2ERE 0. 71
14188. 0014. 92234.6720.5734. 671.795 180. 000. 00141. 3312. 390. 000. 00

comparative group (G2) of rats treated with a silver sulfadiazine drug
(SWISS PHARMACEUTICAL CO., LTD.). Each group contained three
rats. The drugs were topically applied on the wounds at an amount of 0.35

g per cm’” twice a day until hairs grew up.

10 Clinical Wound Evaluation.

The evaluation methods analogous to those in Example 3 were used

and the sizes of the wounds were measured and given in Table 5.

Table 5:
Day Gl G2 G3

Wound | Change of | Wound | Changeof| Wound | Change of
area (mm?)| initial area | area (mm?)| initial area | area (mm?)| initial area
(%) (%0) (%)

1 1260.00 100.00 § 1140.67 | 100.00 | 1776.33 | 100.00

5 938.67 74.50 1053.33 0234 744.00 41.88

11 285.33 22.65 428.00 37.52 154.67 8.71

14 188.00 14.92 234.67 20.57 34.67 1.95

18 0.00 0.00 141.33 12.39 0.00 0.00
24 0.00 0.00 64.67 5.67 0.00 0.00
31 0.00 0.00 41.33 3.62 0.00 0.00
37 0.00 0.00 32.37 2.86 0.00 0.00

In the progress of the wound healing, the wounds treated with the



240. 000. 0064. 675. 670. 000. 00 310. 000. 0041. 333. 620. 000. 00

370. 000. 0032. 372.860.000.00 In the progress of the wound healing, the

wounds treated with the -22 ointnment aggording to the invention were cured

Wi t hout scar and the skin color was as the sane as the nornmal. However,

scars were formed on the wounds treated with silver sulfadiazine drug. In

addi tion, the wounds of,. the rats re cured o Dﬁé{ 8 fast n those
o W

with a convmﬁl}ﬁ%%gw% o & [eaGP e G b % of
area of woungd|gnyiays ffe sA}ﬁavagw nSH NHSRRVES skﬁ‘@ﬁsewéﬂe%rﬁéﬁ'dﬁﬂﬁd and

recorded. The new hair growh scores were defined as | ows: "-2
referring tovoumdsevedied Wlt}gsxbvﬁrmul\faﬂtammrén@charaddmbmnm tveoreds' ofl
referring tg no new hair th sone t he referring to no
new hair gr 60% FALRivYSre f@r%SHﬁ\gys kw daster, than rtg? it PBn‘é%’émﬁL lﬁ%

growt h; 5 and s%ﬁgdlaﬁﬁlfe‘%frﬁ @Hattrerrlﬁ.ﬁﬁ:\ﬂ’i‘%%gf Qi@arbf%oﬁﬂpél’i’ﬂa ’ly_50%of the
wound ar ea. e new halT growh scores were listed in Table 6: Table 6
DayScore GL&2G3 15-2-20 18-2-21 21-1-11 24-1-11 27-1-11 30-1-11 33-1-11
35-1-11 As shownNew lhigiblgeowth sdoreiverarelso catimatadi angl rasordes. | hhenewon was

hair growth scores were defined as follows: “-2” referring to no new hair
growth with some eschar and erythema; “-1” referring to no new hair
growth with some erythema; “0” referring to no new hair growth with
10 normal skin; “+1” referring to some new hair growth; and “+2” referring to

new hair growth of approximately 50% of the wound area.

The new hair growth scores were listed in Table 6:

Table 6
Day Score
Gl G2 G3
15 -2 -2 0
18 -2 -2 1
21 -1 -1 1
24 -1 -1 1
27 -1 -1 1
30 -1 -1 1
33 -1 -1 1
35 -1 -1 1

As shown in Table 6, the ointment according to the invention was
15 more effective in new hair growth than the conventional silver sulfadiazine

drug. New hair growth was observed when treating Pharmaceutical



15 nore effective in new hair growh than the conventional silver

sul fadi azi ne drug. New hair growth was observed when treating

Phar maceuti cal -23 conposition accordipg-to the invention on Day 18, and 50
% of new hair growth was observed on Day 35. Neither erythenma nor eschar
was found in the wounds treated wi th Pharmaceutical conposition according

to the invention.. Howevert., t. hai wt h b t ti th
5 convent i offQFRPStHPR Wc\él’?é)mggfgég??:&_‘?féﬁ{?%t?rbpva\%?l%ﬂiﬁrg&?/f’g}el?% eaulngg We(rae
conpl etel y ggé\lwﬁfiwaé Besad oh'% REitR@CdyiiRina N &chAkWhs fifhd in

anaest heti z for histol ogi cal nation Using the evaluation nethods as
descri bed byh®. weimidsmhieatedt wath PBhBrmidssfugicah coatpositionl @ctirding ta the

col | agenl el asti n- e ane for the.tissue engingering of derm.s. . Burns.
1999: 25: 373 B¥EPUOR. THIOWSYH) Aot JATE EFAREN Wi OBROVED Wher FEAREDS, de. Each
speci men wagopYbadded digy. @ paraffin block, and thin sections were

pr epar ed, ang st al ned B&usi ng the hemat oxylin-eosin nmethod. The specinens
wer e observed under an optical mcroscope, and a 15 transm ssion el ectron

m croscope. The ¥{EsuldgcalfEvdleatiorse/ofiigi cal exani nati on showed that the
t hi ckness of epitheliumtissues of the rats without treatnent (as shown in

FIG 5) was not e and t.he granul ar | aye s thicke . i ber

| ayer was obs_eré’g‘[\;eri?]!ﬁue {Vﬁgng%gﬁ%fé?qutelyﬁ%g{?g, eo%%n @F:s&g?osf e]t‘;?gé%ted with
the 20 convepdrk OfenShhd ChnsddtHeBde@ZfdiC hikidBo{AF Sh@Wation Fismg blhewer e al so
shown to have uneven thickness of epitheliumtissues. The fiber |ayer was

observed i n evhimationpethodnbs dessdibed &yfBii Hafeordnnodted. (bridafgawnnsyjed. On t he
ot her hand, .t he un as. shown in Fl 7) treated with th i nt.nent
accor dihg tﬁ%ﬁﬁ@%é%@ﬂﬂ‘éﬁ?@&%%@ tﬁﬁrt}‘?ﬁ\l‘? e&ﬁﬂlesnflgr(gegﬂ er of 25
hair folliclgg, qg@?ﬁ??’?ﬁ?@@:). Thend | DREplbAYREreQskePDIRHY 8bred nhe

r
surface area o¥yederma . )
formaldehyde. Each specimen was embedded in a paraffin block, and thin

sections were prepared, and stained by using the hematoxylin-eosin method.
The specimens were observed under an optical microscope, and a

15 transmission electron microscope.

The results of the histological examination showed that the thickness
of epithelium tissues of the rats without treatment (as shown in FIG. 5) was
not even, and the granular layer was thickened. The fiber layer was
observed in the deep dermal. In the group of rats treated with the

20 conventional silver sulfadiazine drug (as shown in FIG. 6) were also shown
to have uneven thickness of epithelium tissues. The fiber layer was
observed in the deep dermal, and the fair follicles were destroyed. On the
other hand, the wounds (as shown in FIG. 7) treated with the ointment
according to the invention appeared to be normal, and a large number of

25 hair follicles were regenerated. The fiber layer was observed in the surface

area of dermal.

Example 6: Effects on Large Area Full Thickness Skin Wounds in Rats

Treatment of Animals :




Exam |l e 6: Effects on Large Area Full Thickness Skin Wunds in Rats
Treatnent of Animals : -24 The mal e adult Sprague-Dawl ey rats were purchased
from Laboratory Animal Center of the-dptional Cheng Kung University in
Taiwan. The rats weighting 300 to 350g were anaesthetized with 25 to 40

ng/ Kg of ketam ne HCl . The back of each rat was thoroughly clipped 5 using

an el ectrical clkpper. [EFach, rat.was caged alone and feed wth ¢ and

wat er. For each rat, ?‘}8 fa[ﬂurrlt t%?r@%%'i%vglﬁ_ n 18% a‘ﬁ?rgr e%urS&SEBO_tE&%. 0 cn?
was exci sed,.auoedteiy) Anifhal UCknteRi gTk fIRS NadionAl m_rgl Kefge Veémicg, inder mi s,
and panni cul us carnosus. Dosage and Frequency 10 The experinent group of

rats was trdaiwdnwilile natreweightimgni00 g wergamesthetised withs2§itodR in

Exanpl e 5. QOne,co rative group ofo rats_treated with a  silwver

Sul f ad az ndVgREy Of dirsaeoiid Rt ek O R o Feribly giRrGed each
group f£ont gisipdar blé%tr'iélﬂ%lipﬁ@@ Bhoth fRWvaEs B?&l 410RE GAUl ftedRPith @Hown t he
wounds at 15 an amount of 0.75 g nd"0.1 to 0.2 cm helght. Al the

er cn? a
wounds wer e andrwatendFoy caclerit) ‘éleg‘gluzthicakm@ssaﬂéntat@ntmml@@é;O A0 o dr essi ng
was changed _everyday. .The. eyal uation methods anal.ogous,to.theose.in Exanple
3 ver 6 used R syenche T GRS AP RRRERER il St Tabi o
7. 20 Tabl e 344 foulyetarasdsadi azi ne drugQ ntment conprising Fraction 3
wound area Charnige of i1 nitial Wund area Change of initial (nrri)area

(A (nmmarea (%

Dosage and Frequency:

10 The experiment group of rats was treated with the ointment
comprising Fraction 9 as given in Example 5. One comparative group (G2)
of rats treated with a silver sulfadiazine drug (SWISS
PHARMACEUTICAL CO., LTD.) was also provided. Each group
contained five rats. The ointments were topically applied on the wounds at

15 an amount of 0.75 g per cm” and 0.1 to 0.2 cm height. All the wounds were
dressed by sterile gauze and elastic bandage, and the dressing was changed

everyday.

The evaluation methods analogous to those in Example 3 were used

and the sizes of the wounds were measured and given in Table 7.

20 Table 7:

Day silver sulfadiazine drug Ointment comprising Fraction 3

Wound area | Change of initial | Wound area | Change of initial

(mm?) area (%o) (mm?) area (%)
1 1977.60 100.00 1957.60 100.00
3 1763.20 89.16 1784.80 01.17
5 1444.80 73.06 1506.40 76.95

7 990.40 50.08 1265.60 64.65




11977. 60100. 001957. 60100. 00 31763. 2089. 161784. 8091. 17
51444.8073. 061506. 4076. 95 7990. 4050. 081265. 6064. 65 -

9556. 0028. 11768. 8039. 27 11429. 6021. 7249%.8023. 33 13368. 8018.
15283. 2014. 32299. 2015. 28 17208. 8010. 56236. 8012. 10 19166. 008.
21131. 006. 62161. 608. 26 23119. 006. 02123. 206. 29 2587. 004. 4088.

2745. 002. 28

o NN

Q.00 S0 AN

N _NIoOCo NN

Q- Q120 _NN1 _l

25

_1’3/1 AN

65385. 6019. 70
39238. 4012. 18
004 50

3518, 000. 91p0900N. 0556896 400, 8181000 4] 3766880, 000, 00638&7| n the progress
of the woungd-healing—the wounds treated with the Fntrent—accodding to
the inventipnlwere 429.6d wilt hou21.dPl ergy. Hd$e8er, |[scar@3iSre fornmed on
the wounds freated with sillver sulfadiagine drug. | addition, gevere
al l ergy was| opservetgg got he woupnglgst reat ed wpglgosi | vier 5 suld adi 4zi ne drug.
The healing|rate| of the ratls treated w h the phar naceut i cal conposition
accordingtoH‘neln on(abog 5to g % sfa?e)éthanthat W th
the silver pultadi azine dryg (abod jays I'st ol jogi ca val uation of _
Skin: The ngt pf)d Toioghatol ogi C%.ngal uati 0D, PRy as descrbble(\)d I'n{Exanpl e

19 166.00 8.39 238.40 12,18

21 131.00 6.62 161.60 8.26

23 119.00 6.02 123.20 6.29

25 87.00 4.40 88.00 4.50

27 45.00 2.28 76.00 3.88

29 40.00 2.02 56.00 2.86

31 35.00 1.77 34,40 1.76

35 18.00 0.91 20.00 1.02

33 16.00 0.81 8.00 0.41

37 0.00 0.00 0.00 0.00

10

In the progress of the wound healing, the wounds treated with the

ointment according to the invention were cured without allergy. However,

scars were formed on the wounds treated with silver sulfadiazine drug. In

addition, severe allergy was observed in the wounds treated with silver

The healing rate of the rats treated with the

sulfadiazine drug.

pharmaceutical composition according to the invention (about 25 to 31 days)

was faster than that with the silver sulfadiazine drug (about 37 days).

Histological Evaluation of Skin:

The method for histological evaluation was as described in Example



10 5. -26 The results of the histological exam nation taken on Day 45
showed that the wounds treated with the conventional silver sulfadiazine
drug were observed to have the fiber.jg@yer in the deep dermal. Sone
epitheliumcells died and formthe callus. Chronic inflammation and

eosi nophils infiltration 5 were bot h observed in the dermal. Sone fi ber

also forned 0.5 evvou In the oup treated with
t he oi nt nent acc@ﬁ]alﬁﬁmisd)ftrtﬁs hig ﬂlp&'ﬁ‘. gﬁamgrp.pél Blmﬂgféﬁﬁésﬁa?ﬁ s even,
and a lar getl@e{f‘%H@chﬁfndg@ﬂe%tedf@ith'tﬁé eén«eﬁengpﬂwe@tseﬁad@z né diubtgref i ber
formed. 10 The results of the histological exam nation taken on Day 95

showed t hatobs¢rveddaibdse thefibedlayet in theelecpricemeal. ofamesipitheliuguedllsdi azi ne

dr”gp.wﬁrere %ga;ﬁ SR R e e A e

f 0' licle ﬁ%ﬁﬁro%e%d%ﬁ th® deb@apr ‘S%Hqé)ﬁbélahﬁotfoﬁ%ﬁcb Qidnh abdag oi nt ment

accor di ng to I nvention, the newborn epitheliumwas even, and a | arge
anount of hd‘rmntlﬂ@Woundes were generated (as shown in FIG 9) Exanpl e 7:
Ef fects on Local Electron Irradiat i on Skin-Injuri es Tr eat ment of Ani nal s 20

The femal e adul t [ Sprague- Daw e p rcha rom rapory Ani mal
Center of the Nap?ghﬁlgr@HBn R%tﬁ F@%‘@pt |Hm Ffiﬁ th “wei ght i ng
250 to 300g 1&%&1&&%@ nelvgaen egf{ha%ﬁﬁ Whi Bvert e ﬁﬂdrg/@&ﬁbunfr B€ hafrr adi at i on
of the rats were pérforme sing the methods 25 anal ogous to that as
descri bed byollichss \Eerel\gmlcdaecd afalyhttkestiger feimeder ( RADI ATI ON REACTI ON OF

RAT SKIN: The role of the Nunber of Fractions and the Overall Treatnent

T me. IC(:)ancer J umi"h% %Zs?ﬂl’%?éfﬁ t]w%nsGtologwal examination taken on Day 95 showed

that the wounds treated with the conventional silver sulfadiazine drug were
observed to have the uneven epithelium layer (as shown in FIG. 8). Fiber
layer was form in the deep dermal. A small amount of hair follicles was

generated.

15 In the group of rats treated with the ointment according to the
invention, the newborn epithelium was even, and a large amount of hair

follicles were generated (as shown in FIG. 9).

Example 7: Effects on Local Electron Irradiation Skin Injuries

Treatment of Animals:

20 The female adult Sprague-Dawley rats were purchased from
Laboratory Animal Center of the National Cheng Kung University in
Taiwan. The rats weighting 250 to 300g were caged alone and feed with

chow and water.

The irradiation of the rats were performed by using the methods

25 analogous to that as described by John E. Moulder and James J. Fischer
(RADIATION REACTION OF RAT SKIN: The role of the Number of
Fractions and the Overall Treatment Time. Cancer June 1976;37(6):2762-



-27 2767). The rats were anaesthetized with 40 to 50 ng/ Kg pent obarbit al
sodiumsalt (TC.TOKYO intraperitoneally before irradiation. Skin over
t he gluteus area was shaved conpl etel ypand the area of the desired
radiation of 2 x 2 cn2 were nmarked on the right and | eft gluteus before
irradiation. 5 An electron beam of 6 MeV energy produced by a |inear

accel erator ri.an Associates, lng.,,CA S, ALl was.-applied for

i rradiati on.2_7é¥gcjt _ 5gts a‘ﬂﬁ'es?‘?@sé‘eﬁa%%d\é‘ﬂf rﬂ_toatﬂ Qb,@g@g@%@t&@g?gq} I n
fractional S?HT&Q'S%'(?@IT@K%)[F&R@ YRfRcaPIRErelifralldiRAl aSkNowd the
right and left gluteus areas. ‘The Padl ation was applied tw ce every week

for 5 weeks theghit¢useared Ovas shavedomepletady aiad theGyrea vf dhe dedredaradtivage and
Frequenc The

1 cated it e Ao St ek Btk B thyfend it e beBis A e 5
t t "2
iar r :(r:li a ?onlﬁ%ﬁgﬁq{ﬁf@g%&ﬁgf %e%?f\éxg%%é%gsﬁé@ﬁlg% ;H(yl gt ﬁgﬁﬁl\l\g?%el?@g%t Eaget W ce

a day. The [(Wasian\Mdsbidies] IRAIORNU. S Pwis appkied fordaatifation( G2) . One bl ank
group (&) of rats without recelving radiation was as a bl ank. C i ni cal

Eval uati on: The skin reaction scores (Yoshi nao Abe and Miupeyasu Urano, 20
Fraction si de- defeardional apd stk desageaisradiatifis Weretesioder Iw?fp[aptlgp@

Twi ce- A- Day . I | @hd: . | : b;

18(2) - 3s0- se1eagon ftes s R G RAREH Phlhe bR ind WEQWER ¢
of Cent el | a apgdsat The radiation tveasRasiliid ovicDevent ineeR fon SRalesks,Bird the Pharm
Bul | . 1999 Jul ﬁ; 22(7):703-706) had been eval uated and recorded 25 for 30
days atter itptehdpsa wan37-PHay orieach @tk i on scores were defined as fol |l ows:
"0" indicating normal skin; "0.5" indicating slight epilation occurring at

| ess than 50% of ' a, or discoloration of hair; "1.0"
i ndicating epila OIES éﬁﬁé{%@ ey about 50% of the radi ated area;
The irradiation injuries in the fractional irradiation were treated with
the ointment comprising Fraction 9 (G1) as given in Example 5 after the
irradiation once a day at the dosage of 0.25 g/em?, and the irradiation
15 injuries in the single dosage irradiation were treated twice a day. The rats

without treatment were used as a control (G2). One blank group (G3) of

rats without receiving radiation was as a blank.

Clinical Evaluation:

The skin reaction scores (Yoshinao Abe and Muneyasu Urano,

20 Fraction side-dependent Acute Skin Reaction of Mice after Multiple
Twice-A-Day Doses. Int. J Radiation Oncology Biol Phys.1990
Feb;18(2):359-364; Yu-Jen Chen ef al. The Effect of Tetrandrine and
Extracts of Centella asiatica on Acute Radiation Dermatitis in Rats. Biol.
Pharm. Bull. 1999 July;22(7):703-706) had been evaluated and recorded

25 for 30 days after irradiation. The skin reaction scores were defined as
follows: “0” indicating normal skin; “0.5” indicating slight epilation
occurring at less than 50% of the radiated area, or discoloration of hair;

“1.0” indicating epilation occurring at about 50% of the radiated area;



-28 "1.5" indicating epilation occurring at nore than 50% of the radi ated
area and sone epilation with red skin; "2.0" indicating conplete epilation
and dry desquamation occurring at |essgthan 50% of the radi ated area;
"2.5" indicating dry desquamation occurring at nore than 50% of the
radiated 5 area; "3.0" indicating some noist desquamati on occurring; "3.5"

I ndi cating .noi,st desqua i.on at nmost of the ar T, ski,n.reaction
scores were govéal m@%%@g@@m%ptemgye%m S@Ué’ O%srlgfiwt‘?cgﬁliﬁai on
scores G C2GR400rA08, AR RB0rR00iR00 00 0B 3Rl %iA08n 530, 00

120. 000. 830. 00 150. 000. 830. 00 180.000. 830. 00 210.100.°830. 00 240. 000. 830. 00
290. 001. 000.d0P desq@imatiemocearing asinkkss ithad 60%aiof themradiataderreaf 535 i n t he
wounds, 10.and the skin showed no all.ergy. The resulf e si.njlar to
those of ¢ ndiFalins JRk0esqARtAR Orrurtte 2 ot et 0re el ahe a8dialeds sic n

- 29 Thes evalapgfiegry Hk&ﬁﬁg%eﬁie%eg%d&%dami%nl&c g 5 wRkgtiged. In Gl
(as shown in FI'G 10), the epidernmal cells were found to cover

mul ti - | ayer exbispd¢sqehination et treost &f theragea.anount of hair follicles were al so

The skin reaction scores were evaluated and given in Table 8.

Table 8:
Day skin reaction scores
Gl G2 G3
0 0.00 0.00 0.00
3 0.00 0.50 0.00
6 0.00 0.50 0.00
9 0.00 0.83 0.00
12 0.00 0.83 0.00
15 0.00 0.83 0.00
18 0.00 0.83 0.00
21 0.10 0.83 0.00
24 0.00 0.83 0.00
29 0.00 1.00 0.00

In G1, tear early and little hair damage were found in the wounds,

10 and the skin showed no allergy.
The results were similar to those of the fractional irradiation test.

Histological Evaluation of Skin:




regenerated. 5 1n & (as shown in FIG 11), only snmall anmount of hair
follicles were observed. In G3 (as shown in FIG 12), the tissues were
taken as control. The tissues of the wpunds with treatnent were dense but
those wthout treatnent were |oosing. 10 Exanple 8: Effects on Dermatitis
on Rabbit Ears Dermatitis on rabbit ear was found to have synptons of
redness, swell,  infl tion,. ulcer . and Ql eedin s _sho in Fl 13. The
wounds were appl }FEB Waﬂ[ﬁg?ﬂéﬂe&hﬁ{lﬁmowgpgﬁ?ﬁﬁ 'ﬁ(ﬁ’iaﬁaj ew‘f‘;%qs(? " t hat
conprises Fraction 10 simlar to Fraction 3 except the 15 content of

al cohol being 0 4 & @s\¥BOHwhIn FXGMOY tBe Efidenalitoeils vdtePBtnd to bbeerul cer

di sappeared and the redness was alleviated. The hair follicles appeared as
shown i n Fl Gultidayened Bpjtheliumheeliski A largs amouatof beigietlideawgroalsp sl ightly
redness was observed. The hair follicles were obviously as shown in FIG
15. 20 On Dé@geél,er?tﬁ@ skin tissue and color were normal. The hair grew on
the hair follicles as showmn in FIG 16. Exanple 9. Effects on D abetes

Mel 1itus Wounds fy 68-(488howhdn FRGE | DRGnBeaNal dirfovine 8 Waik Hollickizekes mel | itus
for 20 years. H s toes of left foot were perforned with anmputation. The
wounds 25 slebsgiiedever e gangrene change as shown in FIG 17. Al toes on
his right -30 foot were anputated but the wound heal ing was not good as

shown in FIG 18, j n 0] ISl E j lied on the
wounds 2 to 3 ¢ @8 Gs ShPMISTREGRTR B! kot 36ke BlkeR 20pBBE" | OF, °For "5
nonths (as shown in FIG 19), sone granulation tissues were noted, and the
wound was st art efhkotissues of the wounds with treatment were dense but those

without treatment were loosing.

10 Example 8: Effects on Dermatitis on Rabbit Ears

Dermatitis on rabbit ear was found to have symptoms of redness,

swell, inflammation, ulcer and bleeding as shown in FIG. 13.

The wounds were applied with the ointment according to the
invention that comprises Fraction 10 similar to Fraction 3 except the

15 content of alcohol being 0 % as given in Example 2 for 3 days.

On Day 1, the ulcer disappeared and the redness was alleviated. The

hair follicles appeared as shown in FIG. 14.

On Day 2, the skin tissue was recovered and only slightly redness

was observed. The hair follicles were obviously as shown in FIG. 15.

20 On Day 3, the skin tissue and color were normal. The hair grew on

the hair follicles as shown in FIG. 16.

Example 9: Effects on Diabetes Mellitus Wounds

A 68-year-old male had been suffered with diabetes mellitus for 20
years. His toes of left foot were performed with amputation. The wounds

25 showed severe gangrene change as shown in FIG. 17. All toes on his right



heal ing wi thout nore necrosis. After the treatnment of the left foot for 5
nonths (as shown in FIG 20), the wound was conpl etely heal ed w t hout

scar. The right foot (as 10 shown in.# G 21) was al so conpletely heal ed
wi t hout scar. Exanple 10: Effects on Chronic Stasis U cer Bilateral |ower
| egs of an 80-year-old mal e had been suffered with hyperpignentation and

stasis ulcer, for 20 year s_shown in .Fl 22. The oi,ntnment co i sing
Fract s on o VRS e baeaHed: s 8 S ficaling s ntiandd B SRAYT R R ¢ ho
treatment ofjgthe feet for 2 weeks (as shown in FIG 23), the wound was
started to healing. After the treatnment of the feet for 4 weeks (as shown
in FIG 24), the wound was conpletely healed wi thout scar. 20 Exanple 11:
Ef f ects on Ecchykbsicintmdnéeamprising Eractinn® was apploed on dheisedindy 240 acci dent
(as shown i 25). The wounds were pretreated with a cold conpress

.FIG
once a day gotgmq Af8% days, and then applied with the ointment conprising
Fraction 9 2 to 3 25 tines a day. -31 The ecchynosi s di sappeared and the

wounds swere heal agiepithé iatthént’ 6f thrVleBofot tfheatmBathsaas shewa inFIk.G  26.
The color of the scar that was already present before the car accident was

al so flatterd@) some|gramulation tisanesevere agtadantothe7weupd wass srsdrioi n FI G
27). 5 Exanple.l12: .Effects on Abrasion A fenmale patient had skin abrasion
caused by a eelé?:gg"é VLEURERH 1S FI G 28. The oi nt ment conpri si ng
Fraction 9 was applied on the wounds 2 to 3 tinmes a day.

After the treatment of the left foot for 5 months (as shown in FIG.

20), the wound was completely healed without scar. The right foot (as

10 shown in FIG. 21) was also completely healed without scar.

Example 10: Effects on Chronic Stasis Ulcer

Bilateral lower legs of an 80-year-old male had been suffered with

hyperpigmentation and stasis ulcer for 20 years as shown in FIG. 22.

The ointment comprising Fraction 9 was applied on the wounds 2 to

15 3 times a day.

After the treatment of the feet for 2 weeks (as shown in FIG. 23), the

wound was started to healing.

After the treatment of the feet for 4 weeks (as shown in FIG. 24), the

wound was completely healed without scar.

20 Example 11: Effects on Ecchyvmosis

A female patient had ecchymosis caused by an accident (as shown in
FIG. 25).

The wounds were pretreated with a cold compress once a day for
three days, and then applied with the ointment comprising Fraction 9 2 to 3

25 times a day.



10 The wounds were heal ed after the treatnent for 7 days (as shown in FIG
29). Exanple 13:. Effects on Suture Wwunds A mal e patient had serious

| acerati on wounds on the philtrumw th3B. cm break and 20-stitches suture,
nose beamwi th 0.8 cmand 4-stitches 15 suture and upper lip with 1 cm
break and 6-stitches suture and 1.5 cm break and 8-stitches suture. The

oi nt ment conpri si ctl on d,on_t he.wound 3 tines a
day. The wounds bvglge ?ﬂné’ 13 aﬁﬁpﬁaé (ga&ﬁtw&‘fvc’%% ‘Yeégﬁ'é%!ﬁﬁ oPathe G 20
30) . Exanpl ehitd dal d R3¢ teafiferil APHovHE IHIGE 28, ATI‘}e %oy&aéf Hedsdaeripate had
chronic atopic defmatitis. The skin of the neck and upper thorax was

i tchy, redneess almadyipresgnt befock thencar aseidpinthas alsodtatiengd and lighéériedg af t er

| ong-termto cor teroi d therapy~.as.showmn 25 in FIG 31. -32 The
oi nt ment coﬁ&"}’%ﬁ@&%‘gﬁfﬁ@ﬁ %S%@né‘ﬁg?@e?bn the wounds 2 to 3 tines a
day. After the treatnent for 1 week (as shown in FIG 32), the itching,
rednesss swildahiifle 197 FHfddigon WARA4BA. crusting, and scaling were reduced 5
and dectreasSed. After the treatment for 4 weeks (as shown in FIG 33), the
skin Ilesions were alnost subsided. After the treatnent for 6 weeks (as
shown in FIG 34A famalegiatient had slsinsabwesien sengndebeiap arsidead agishAWRo r ebound
ef fect Iater Flm(g Z\gl | e enbodi nents of the present invention have been
illustrated!? g scri bed, various nodifications and i nprovenents can be
made by persons skilled in the art. The enbodi ments of the present
Invention are  The ointment comprising Fraction 9 was applied on the wounds 2 to

3 times a day.

10 The wounds were healed after the treatment for 7 days (as shown in
FIG. 29). |

Example 13: Effects on Suture Wounds

A male patient had serious laceration wounds on the philtrum with 3
cm break and 20-stitches suture, nose beam with 0.8 cm and 4-stitches
15 suture and upper lip with 1 cm break and 6-stitches suture and 1.5 cm break

and 8-stitches suture.

The ointment comprising Fraction 9 was applied on the wounds 2 to

3 times a day.

The wounds were healed completely without scar (as shown in FIG.
20 30).

Example 14: Effects on Atopic Dermatitis

A 4.5-year-old female had chronic atopic dermatitis. The skin of the
neck and upper thorax was itchy, redness, swelling, crackling, weeping,
crusting and scaling after long-term topical corticosteroid therapy as shown

25 in FIG. 31.



therefore described in an illustrative but not restrictive sense. It is
intended that the present invention is not limted to the particular forns

as illustrated, is and that all the nogifications not departing fromthe
spirit and scope of the present invention are wthin the scope as defined
in the appended clainms. -33 WHAT IS CLAIMED IS: | . A vapor fraction from

seeds of dycine x.(L.) Merr...which. vapor fraetion . is _prepared by the
process conpri si @t@?&“&%’éﬁgm@fﬁt’%ﬂrﬁﬂwEﬁﬁﬁasfppﬁago&b?ﬁqun@?2t e seeds
in an al cohaltjmes Hidapn S5 containing al cohol at the concentration | ower
than about 15 %w. ©Oor in water; and (b) vaporizing the rude extract at a
baronmetric pressure lower than about | atm and at_a tenperature |ower
than about 110 ' @fies thpttegatmenteforyhyereks (agshowm in G1Gih82bi thedtdiegt r ogr am

of the 50 gL of vapor,fraction taken. 200.. nmt hr h hi gah r.f or mance
Pl qui'a ohr oRediss¥aSRbnEARH Rhd, NEhiik . Sunforid sk Bse HaRsl O
i nner d§ aneta@f debtrbasedof 4.6 nm a length (L) of 250 mm and a particle

size of 5 mconprises peaks at a retention time of 2.910, 5.190, 13.190,
and 50.815 mnutes with the 15 coefficient of variation of 8 % where

nobi | e phase is Aty the Geatment dor ids wesks dassbpwynoincHEGN 33t the skingo

mnutes is % H20/ 5 % y gradient, at 30 to 80 mnutes is 75 %
H20/ 25 %0@%{@%‘%’8%?} o%f‘?&%d% to 100 minutes is O % H20/ 100% CH3CN i n
gradient; at 100 to 101 mnutes is 0 % H20/100% CH3CN i n gradi ent; and at

101 minute is 95Afer2BeH2@dtmeit ToBG\vaetls daé Ishowhalre FIG. B4yLtho skin2. The
vapor fraction according to Claim1, wherein the vapor fraction is

col | ected i desdons yerejcqmpleialy healed pyifyne pebapagdsittecglatehe vapor fraction
according to Claim1l, wherein the concentration of alcohol is |ower than

about 5, % wt, While embodiments of the present invention have been illustrated
and described, various modifications and improvements can be made by

persons skilled in the art. The embodiments of the present invention are

therefore described in an illustrative but not restrictive sense. It is intended

that the present invention is not limited to the particular forms as illustrated,

15 and that all the modifications not departing from the spirit and scope of the

present invention are within the scope as defined in the appended claims.



25 4. The vapor fraction according to Claim1l, wherein the rude fraction
inthe step (a) is in water. 5. The vapor fraction according to Claiml,
wherein the -34 tenperature in the step;(b) ranges from about 60 C to about
110 C. 6. The vapor fraction according to Claim1, which has effects of
treating skin injuries, treating dermatol ogical disorders, stinulating cell

regeneratio L ul at i 1air growth. 7. A conposition conprising the
vapor fract M@%ﬁgmgwélal m 1. 8. The conposition according to Claim
7, which is used for the manufacture of a pharnaceutical conposition, a

cosnetic composi i on Aryahor $Hctiof RN IsBEICONTRRIAd ABx (LD MerrlN@hizAnposi tion
according to daim?7, whichis for use in tréating skin injuries or

der mat ol ogi vapoufractiateissprepared byshe pneusss comprisingsheisteysod: C ai m 9, wherein
the skin injuries or dermatol ogical disorders are selected fromthe group
consisting of burn injur sunburns,. i.rradi atiaon . njur d chronic
trauma, 15 ecchyNosi sl?lloaécﬁﬂ%tal p]-lcge, CW'E?:(GI %fja afﬁﬁ é,lnn%h&YGQP%ggéﬁ’é’]% , bulla,
pustul s wWkReatainiBbafldSholCMSthe &iRkRGati® Usker tHaaSabsut 18 S6rwt. aENA,
xeroderma, desquarmation, itch, allergic dermatitis, exanthema, gangrene,

chroni ¢ stasvaer;ander, abrasion, atopic dermatitis, suture wounds, diabetes
mellitus wounds, and hair follicle defect. 20 11. The conposition

according to d ajm 9, 2| Nt i i njGc k r j

di sorders are jsehg?]ct e%a\’ﬁb?@é] ﬂ&%ﬂ%éﬁﬂé‘&‘%@iaﬁ?ﬁ%&b‘% S%tﬁr E?éﬁgfrg%

i rradiationabBit YatrRaHE it aNtbneiir k€ 16Wat Bn Sesutel i PS 1o Gair diee,
chronic stasis ulcer, abrasion, atopic dermatitis, suture wounds, diabetes

mel | i tus wowaper fragfdomiai r fol licle defect. 25 12. The conposition according
to daim?7 further conprising an

10 wherein a spectrogram of the 50 pul. of vapor fraction taken at 200
nm through a high performance liquid chromatography (HPLC) using

Waters Sphersorb™

-ODS2 column with an inner diameter (I.D.) of 4.6 mm,
a length (L) of 250 mm and a particle size of 5 pm comprises peaks at a
retention time of 2.910, 5.190, 13.190, and 50.815 minutes with the

15 coefficient of variation of 8 %, where mobile phase is at 0 to 5 minutes is
95 % H,0/5 % CH;CN; at 5 to 30 minutes is 95 % H,0/5 % CH;CN in
gradient, at 30 to 80 minutes is 75 % H,0/25 % CH;CN in gradient; at 80
to 100 minutes is 0 % H,0/100 % CH3;CN in gradient; at 100 to 101
minutes is 0 % H,O/100 % CH;CN in gradient; and at 101 minute is 95 %

20 H,0/5 % CH;CN and a flow rate is 1 mL/min.

2. The vapor fraction according to Claim 1, wherein the vapor

fraction is collected in a liquid form by chilling the vapor.

3. The vapor fraction according to Claim 1, wherein the

concentration of alcohol is lower than about 5 % wt.

25 4. The vapor fraction according to Claim 1, wherein the rude

fraction in the step (a) is in water.

5. The vapor fraction according to Claim 1, wherein the



antimcrobial agent. 13. The conposition according to Claim7 further
conprising - 35 borneol, stearic acid, stearyl alcohol, palmtic acid,
cetyl al cohol, beewax and pol yoxy ethy{ ene sorbitan nonostearate. 14. A
met hod for treating skin injuries or dermatol ogical disorder in a patient
conprising applying to the wounds of said patient, the 5 conposition

di Claim7. ffJ Ci foect i o [ Ki
i ur st REPERTACH K Wb P LanEth Gt B0 Trig bl Jlaopy ° ' M0 =T

regeneration, and stinulating hair growth. 15. A vapor fraction fromthe

raw material s cogpri sTREvagsdsa@ion 48c0ediAg t6®afrh 1) WHER hagiedfeats dfeast one
material selected fromthe group 10 consiSting of seeds of Sesanum i ndi cum

seeds of Phérsatingsskimdijitriss, |treatingddermatefogiaabidisordexsh stimilpting dell pr epar ed
by the process caonpri si .the .steps of: .(a) providing a rude extract of
the raw mat é?geé'legéﬂ)%’ﬁﬁggpgﬂﬁﬁfngﬁagf gt cont ai ni ng al cohol at the
concentration | ower than about 15 %w. 15 or in water; and (b) vaporizing

the rude extract7at aAbas@pBiitios Epasihe {RWhpdrhanactial wdcoddiagmoand at a
tenperature | ower than about 110 C to obtain the vapor fraction; wherein a

spect rogram@@imAe 50 L of vapor fraction taken at 200 20 nmthrough a
hi gh performance |iquid chromatography (HPLC) using Waters Sphersor bTM ODS2

A e

a particle size of 5 eation tl 10,

5. 190, 13. 19thmaactufOoBd phiimadeatical ddinpdittion; eetddntdtRNEoraposidion @k iaon of 8
% where nobile phase is at 0 to 5 mnutes is 25 95 % H20/5 % CH3CN, at 5

to 30 ni nut 8kin eeaBngcPMPOSItMNCHICN in gradient, at 30 to 80 nminutes is 75
% H20/ 25 % CH3CN in gradient; at 80

10 9, The composition according to Claim 7, which is for use in

treating skin injuries or dermatological disorders.

10. The composition according to Claim 9, wherein the skin
injuries or dermatological disorders are selected from the group consisting
of burn injury, sunburns, irradiation injury, acute and chronic trauma,

15 ecchymosis, dermatitis, macule, papule, nodule, vesicle, bulla, pustule,
wheal, plaque, cyst, scales, crust, fissure, ulcer, acne, xeroderma,
desquamation, itch, allergic dermatitis, exanthema, gangrene, chronic stasis
ulcer, abrasion, atopic dermatitis, suture wounds, diabetes mellitus wounds,

and hair follicle defect.

20 11. The composition according to Claim 9, wherein the skin
injuries or dermatological disorders are selected from the group consisting
of burn injury, irradiation injury, acute and chronic trauma, dermatitis,
gangrene, chronic stasis ulcer, abrasion, atopic dermatitis, suture wounds,

diabetes mellitus wounds, and hair follicle defect.

25 12.  The composition according to Claim 7 further comprising an

antimicrobial agent.

13. The composition according to Claim 7 further comprising



to 100 mnutes is 0 % H20/100 % CH3CN in gradient; at 100 to 101 m nutes
Is 0 % H20/100 % CH3CN in gradient; and at 101 mnute is 95 % H20/5 %
CH3CN and a flowrate is 1 nb/mn. -3635l6. The vapor fraction according to
Claim 15, wherein the antimcrobial herbal is selected fromthe group
consisting of dry rhizomes Rheum palmatumL., dry rhizonmes of Rhei

Rhi zoma, dry barks of elode dr.o nmur ense Rupr.,, Aan ry .bark f
Phe! | odend: PoRsaestente paid, FRATerhdr RalmaR antordhafcobol Bhthtks
wher ei n thea?@‘ﬁolﬁ%%thﬁbﬁe%ﬂ%h?ﬁmﬁﬁ% 0 to about 100 % of seeds of

G yci ne max 0 to about 50 % of seeds of Sesamumindicum O to
about 50 % of seeds of Phaseolus radiatus L. and 0 to about 30 % of
antinicrobial helbal . Argethtdefoy fpoting shnfltlingimmodemmologw@l disords, wherein

th 10 fract | t ed. hi Ll th
10° Tho vapdh /B reorRBEnPRGING 4§ AMEaWHALY o WG PaUBREOREr at | on of

al cohols i s |08ﬁ§f ostt{bAN a@&ﬁ‘ﬂfng? t0°Chim 29- atTﬁ‘equﬁ@i%ﬁt fahﬁﬁ}dtoéff@cﬁﬁ@r firng to
Cl aim 15, wheréin the rude ractlonlntestsedp is in water. 15 21.

The vapor f t@atingrskic dojutiesg tteatiGg aderniologhoat mrdhm, stiomylating wel in the
step (b) ranges fr.om abqu % (i) C to.about 110 T. 22. The vapor fraction
accor di ng t 6c288TaHONs angRHMMIINE RAir gkt treating skin injuries,

treating dernmatol ogi cal disorders, stimulating cell regeneration, and

stinulating hairjgrowhy, 5%9 fEation FOMPER! dabOthatas Ic@hiwlsiﬂgesefe@acxff fraction
according to Caim15. 24. The conposition according to Caim23, which is

used for thé&lyeimauhac(LineVefr. anﬂrfarlnmtemel materxabrspbgtetdl from thecgrowpt i c
composi || 0N 0F B SN CLeaRI 00, COMPOS) L 00 e 28 oG RAS

accor dih
and antimicrobial herbal, which is prepared by the process comprising the

steps of:

(a) providing a rude extract of the raw materials in an alcohol
solution containing alcohol at the concentration lower than about 15 % wt

15 or in water; and

(b) vaporizing the rude extract at a barometric pressure lower than
about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction;

wherein a spectrogram of the 50 pLL of vapor fraction taken at 200
20 nm through a high performance liquid chromatography (HPLC) using
Waters Sphersorb™-ODS2 column with an inner diameter (I.D.) of 4.6 mm,
a length (L) of 250 mm and a particle size of 5 pm comprises peaks at a
retention time of 2.910, 5.190, 13.190, and 50.815 minutes with the
coefficient of variation of 8 %, where mobile phase is at 0 to 5 minutes is
25 95 % H,0/5 % CH;CN; at 5 to 30 minutes is 95 % H,0/5 % CH;CN in
gradient, at 30 to 80 minutes is 75 % H,0/25 % CH,CN in gradient; at 80
to 100 minutes is 0 % H,0/100 % CH;CN in gradient; at 100 to 101
minutes is 0 % H,0O/100 % CH,CN in gradient; and at 101 minute is 95 %

H,0/5 % CH;CN and a flow rate is 1 mL/min.



skin injuries, treating dermatol ogi cal disorders, stimulating cell -37
regeneration, and stinulating hair gromh. 26. The conposition according to
Claim 25, wherein the skin injuries o36dernatol ogical disorders are
selected fromthe group consisting of buminjury, sunburns, irradiation
injury, acute and chronic trauma, 5 ecchynosis, dermatitis, macul e, papule,

nodul e, vesicle, ;bull pust ul .\Wheal | ague, St ,1<SC . ChRUST,
fissure, ulcer, AEhe,fQ%r%ﬂ)é)tr ,acﬁl%sﬂfd"é’ﬁ@]flgoﬁ? ?f%lﬁl IQPI@%{%P d@;énatl tis,
exant hema, Gafigdiefdial Heiwdll i§ selcdfddSfroml Bl groaprcagsigting Ty ThiomEat i ti s,
suture wounds, diabetes nellitus wounds, and hair follicle defect. 10 27.

The conposi tRAsemagudmdiurg Lo Ghaivhizenesedr &hei tRbizerian diyhjharkseoior
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gangrene, chronic stasis ulcer, abrasion, atopic dermatitis, suture wounds,

di abet es nel |i t ug7woumhls vapoe ffation fakcbidihg tdeCkbh. 13,5wh8reid hie gawposi ti on
according to Claim23 further conprisin antim crobial agent. 29. The

conposi tion na@@rdal@iwglpr@e@bﬂwwofahomgﬂgg%r@ﬁ sesip@f Gyeimeonax £bdari c

acid, stearyl. al ol ol cj.d etyl alcohol , R | yoxy

et hyl ene soMF%é?&%%%ﬁ?g%{ 8fs Sﬁ&ﬂaﬁé’f’ﬂﬁdgﬁ;@?’ er%ggat\gl%%sglﬁn&?nj uries
or dermat ol @eédsdf Ph@ebiR adidrils B. Bl 0 @0 hbe@MU YisoNghtaARYbiaDhédal. he wounds
of said patient, the conposition according to Claim23 at a sufficient

amount effective for treati ngr skin injuries, treating dermatol ogical
di sorders, stinul8tinghesppor fragiiomnpeedrding nglaim hdl whesedp Mg vapptowt h. 25

31. A pethog for ft. ' LR 1 R . ical disorders in a
patien con%ﬂ"glf’ﬂdg §§%¢‘5€%§lﬂ% @ql‘@e%m@%ﬂ%‘!ﬁé%gﬁi ent, a conposition
conprising a vapor fraction fromthe raw materials conpri sing

19. The vapor fraction according to Claim 15, wherein the

concentration of alcohol is lower than about 5 % wt.

20. The vapor fraction according to Claim 15, wherein the rude

fraction in the step (a) is in water.

15 21. The vapor fraction according to Claim 15, wherein the

temperature in the step (b) ranges from about 60 °C to about 110 °C.

22.  The vapor fraction according to Claim 15, which has effects of
treating skin injuries, treating dermatological disorders, stimulating cell

regeneration, and stimulating hair growth.

20 23. A composition comprising the vapor fraction according to
Claim 15.

24,  The composition according to Claim 23, which is used for the
manufacture of a pharmaceutical composition, a cosmetic composition or a

skin cleaning composition.

25 25. The composition according to Claim 23, for use in treating

skin injuries, treating dermatological disorders, stimulating cell



about 70 % of seeds of dycine max (L.) Merr., about 20 % of seeds of -38
Sesanmum i ndi cum about 5 % of dry rhizonmes of Rheum pal matum L. or dry
rhi zomes of Rhei Rhizoma, and about 5.9 of dry barks of Phell odendron
anurense Rupr. or dry barks of Phellodendri Cortex,, at a sufficient
amount effective for treati ng skin injuries, treating 5 dermatol ogi cal

di sorders, stlrrul %{lfci h ration, and stinulating hair growth;
wherein t he f%%%’c?rf 5 n} %}E’e %{Fg’&’w t he process conprising the steps
of . (a) providing a rude extract of the raw materials in about 2 % of

al cohol ; and to @b) VEROrdothpukitidie abbekdigX th aClait 28, ReHePEm!t fHeC sihessur e
| ower than apbout 1 atmand at a tenperature | ower than about 110 C to

obtain the iNjpiss orrdeematalogisal dishislentateotelented finhghe gradpacansstingwher ei n
t he conposit] |onal conpy i borneol , steari Ci Lyl

o eona T pard B Bk *Sinbut By Vit fRighoi e, g i sble Bifhine

sor bi tan m%@éﬁ}qﬁbﬁgedeﬁﬁatltﬁ vlalﬁ@mef pApliled rhcfdu@éﬂ {égcleawulial §iusalle,

conpri sing about 53 % of seéds of GyC| ne nmax ( ) Merr., about 20 % of

seeds of Seddmwal plagusueystabeeales] 7 coassf fissuts (blicelpha%(él@L usenoaarraa,us L.

bout 5 % of, dr hi | ma, d f Rh
o, angeamtied ST offérglS SR, Brasfhona clanrene. ahiti St oy .
dry barks 0fulcd?h%ﬂa%ﬁn%?lcc@éﬁrﬁféltlsaﬁutﬁrengﬁh&d qﬁﬁbe@émethteé tephidye for

treating skin injuries reating der matol ogi cal disorders, stlrrulatlng
cel | regenelaaﬂlhalr follield defdctul at i ng hair growth; wherein t he vapor fraction
i's prepared by the process conprising the steps of: 25 (a) providing a

rude extract of er nat er i Ls i n_ahbout .2 of | cqhol.. and {(.b)
Vapor B ng the rade olbt dcmigstich, slefamg of Clello,pd FRRei, flEsR
injuries or dermatological disorders are selected from the group consisting
of burn injury, irradiation injury, acute and chronic trauma, dermatitis,
gangrene, chronic stasis ulcer, abrasion, atopic dermatitis, suture wounds,

diabetes mellitus wounds, and hair follicle defect.

15 28. The composition according to Claim 23 further comprising an

antimicrobial agent.

29. The composition according to Claim 23 further comprising
borneol, stearic acid, stearyl alcohol, palmitic acid, cetyl alcohol, beewax

and polyoxy ethylene sorbitan monostearate.

20 30. A method for treating skin injuries or dermatological disorders
in a patient comprising applying to the wounds of said patient, the
composition according to Claim 23 at a sufficient amount effective for
treating skin injuries, treating dermatological disorders, stimulating cell

regeneration, and stimulating hair growth.

25 31. A method for treating skin injuries or dermatological disorders
in a patient comprising applying to the wounds of said patient, a
composition comprising a vapor fraction from the raw materials comprising
about 70 % of seeds of Glycine max (L.} Merr., about 20 % of seeds of



about 1 atmand at a tenperature |ower than about 110 Cto obtain the -39
vapor fraction; wherein a spectrogramof the 50 L of vapor fraction taken
at 200 nmthrough a high performnce.4g qui d chronmat ography (HPLC) using
Wat ers SphersorbTM ODS2 colum with an inner dianeter (1.D.) of 4.6 mm 5 a
| ength (L) of 250 rrmand a particle size of 5 mconprises peaks at

t ent t 6, 5. 11 . 944 d 46. t th
Ezge:‘apl Ic?gnt '%?a%’ﬁ 1oAY f% %\Hg ﬁﬁﬁpwsdﬁoaé@ggf’é]%ﬁmﬁy%ﬁs % nutes is

95 % H2Q'5 ‘%‘Pﬂ% 8 of IRha0 RRiPGNES drdl Sboth HROLS §F (HGCaties o adi ent,
at 30 to 80 nutes i s 75 % H2Q 25 % CH3CN i n gradient; 80 10 to 100

m nutes i s Pdlbdetdoe mmRz@rgoadrﬁhmksamf RbﬂlmdtnﬂmCOrtﬁnulaég is 0 %
H20/ 100 % CH3CN.i n gradi ent a 01 m nute 1$.95 .% H20/5 % CH3CN and a
Flow rate i sumipmoationat e@8ss: fotonBEBE: o CRBINpor i atger  on
accor diqng tqenﬁh@wg]léﬁ didcrdem, stmﬁlz& I febPRerBh 60 iddirh@lafh@h|lr34, whi ch
is used for the ufacture 6f a pharmaceutical conposition, a cosnetic
conposi ti on goowth; whémirctheavapay frastipmsist preparcdoy uttaepmmeompnmngccor di ng
to d aim 34, WhICh s for use in treating skin injuries or dermatol ogical
di sorders. i]?F HoPs ¢he conposition according to Caim 36, wherein the skin
injuries or dermatol ogi cal disorders are selected fromthe group consisting
of burn injury, @nb%ﬂaﬁldlhgraaﬂdetemct B tHeYravP eHt&riA18 Gn GRHAND Dptdfauna,
ecchynosi s, dermatitis, macul e, papule, nodule, vesicle, bulla, pustule,
wheal , pl ath;ohoirmd scal es, crust, fissure, ulcer, acne, xeroderm, 25
desquamati on, itch, allergic der mati tis, exanthemm, gangrene chronic
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about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction.

32. The method according to Claim 31, wherein the composition
optionally comprises borneol, stearic acid, stearyl alcohol, palmitic acid,

15 cetyl alcohol, beewax or polyoxy ethylene sorbitan monostearate.

33. A vapor fraction from the raw materials comprising about 53

% of seeds of Glycine max (L.) Merr., about 20 % of seeds of Sesamum
indicum, about 17 % of seeds of Phaseolus radiatus L., about 5 % of dry
rthizomes of Rheum palmatum L. or dry rhizomes of Rhei Rhizoma, and

20 about 5 % of dry barks of Phellodendron amurense Rupr. or dry barks of
Phellodendri Cortex, at a sufficient amount effective for treating skin
injuries, treating dermatological disorders, stimulating cell regeneration,

and stimulating hair growth; wherein the vapor fraction is prepared by the

process comprising the steps of:

25 (a) providing a rude extract of the raw materials in about 2 % of

alcohol; and

(b)  vaporizing the rude extract at a barometric pressure lower than

about 1 atm and at a temperature lower than about 110 °C to obtain the



38. The conposition according to Caim 36, wherein the skin -40 injuries or
dermat ol ogi cal disorders are selected fromthe group consisting of burn
injury, irradiation injury, acute and sghronic trauma, dermatitis,

gangrene, chronic stasis ulcer, abrasion, atopic dernmatitis, suture wounds,
di abetes nellitus wounds, and hair follicle defect. s 39. The conposition
according to Clalmg34 further conprising an antimcrobial agent. 40. The
conposi ti onVQB%trﬁ?tf&}Lt o Caim34 further conprising bomeol, stearic acid,
stearyl alcohol, palmtic acid, cetyl alcohol, beewax and pol yoxy ethyl ene
sorbi tan nonost eghgidn als%eéﬂmgﬁn%m@éisﬁgmtéﬁ% dRYr&dtich taRiH ek @900T

dermat ol ogi cal disorders” in patient conprising applying to the wounds of
sai d pati entnm dhrgarghs anhighapptfprmandeo ligoed whnomistogiapyi HYAG)ensingt he
conposition_gccording torfl ai 34 at a,sufficient ano ef tive for
treating skivﬁaﬁeFﬁ g?b%%‘?r%gr@bghd’(’l‘ﬂ@‘ Pty R gnes IEHP%GF @Qc’ffsdfg fati ng
cell regenerat, -?lﬁ!n? | 1 or
treati ﬁ% skflnfelhgfhup?jggt‘??b er ntgpg%o ?lt:tgjlle %?ggéfégﬁgm éﬁngﬁ%%ﬁ%&
conpri si ng agphtiomaime dbhe2.8@6INdsl 1df End4d pahd e46.603 mimutpo swith othe
conprising a vapor fractjon fromthe raw material s, conprisin about 80 %
of seeds of ceplficient ofgvartation ofd Po. Whercapebile phasg @fatgghg rggl% Bhaseol us
radi atus L. b G a Tl lost { 0 i d.njuries,
treating dePrSraa%aoﬁégﬁeﬁ’ %ﬁglﬁﬂg?g%sﬂ Ir%uﬁﬁlgete%[ﬁsgbgeﬁ Hsggser{gr%{{?%ﬂ,lh and
stinul ati ng ghalientgap80 ho d0heimites IsHES ¥aPbO/25 86 CHCN dn pragiangdit 189 t he
process conprising the steps of: (a E)rovi ding. a rude extract of the raw

| .

materi s i 0 d¥Buminuigsgs 0 24 Hp@ Yo LA (N iny gpashient; @y kU019 JOd ext r act
at a bar OnEﬂ%ﬁ@@{igﬁg‘%{%d)nﬂ;ﬁﬁ;%t@ﬁQCNaﬂoé{Iadi]en?;temda&dlOait nfind§TRe5ak,Ur e | ower

t han about
H,0/5 % CH;CN and a flow rate is I mL/min.

34. A composition comprising the vapor fraction according to
Claim 33.

15 35. The composition according to Claim 34, which is used for the
manufacture of a pharmaceutical composition, a cosmetic composition or a

skin cleaning composition.

36. The composition according to Claim 34, which is for use in

treating skin injuries or dermatological disorders.

20 37. The composition according to Claim 36, wherein the skin
injuries or dermatological disorders are selected from the group consisting
of burn injury, sunburns, irradiation injury, acute and chronic trauma,
ecchymosis, dermatitis, macule, papule, nodule, vesicle, bulla, pustule,
wheal, plaque, cyst, scales, crust, fissure, ulcer, acne, xeroderma,

25 desquamation, itch, allergic dermatitis, exanthema, gangrene, chronic stasis
ulcer, abrasion, atopic dermatitis, suture wounds, diabetes mellitus wounds,

and hair follicle defect.

38. The composition according to Claim 36, wherein the skin



vapor fraction. -41 43. The nethod according to Caim42, wherein the
conposition optionally conprises borneol, stearic acid, stearyl alcohol,
palmtic acid, cetyl alcohol, beewax-4y-polyoxy ethyl ene sorbitan
nonostearate. 44. A nethod for treating skin injuries or dermatol ogical
disorders 5 in a patient, conprising applying to the wounds of said

Corpr1si ng TBGE cscamapaEsa e Re SRR e 3R MERo AR 20 96 o
seeds of SSTapM irjiheUladich Rifhiy, UoRl aRET8HFONR! tiRGilay e atitis.eat | ng

skin injuries, treati'ng dernmatol dgi'cal disorders, stinmulating cell
r egener at i organgretie;l chonigrstasisi wigeth abrasipmvatopicwleematitiss sisuseapwungls,acti on i s

prepared by e rocess. _conprisi.ng.the.st f: (a) providing a rude
extract of tq%\‘g’q%i%nﬁﬁﬁwvé’flgg ’r?ngggﬂﬁp(’ghé?%gfe&ghol; and (b) vaporizing the
rude extract at a baronetric pressure |lower than 15 about | atmand at a

tenperag ure | onesot hamh@bemboditidn Gckorddd & Cldihe34 \faRBér édrﬂﬁlti!‘)iﬁ? an45. The
met hod according to Claim44, wherein the conposition optionally conprises
bor neol , st eatimicrobial agsntearyl al cohol, palnmitic acid, cetyl alcohol,
beewax or pol yoxy ethyl ene sorbitan nonostearate. 20 46. A nethod for

treating skin injpypri or_dermat ol ogi cal_ dis i j :

conpri sing appl ylhﬁ'g t th ﬁé’%gﬁk@ g&‘%ﬁi“& t)oat%;l_gﬁ'ﬁ 834alf&%§?£§é¢]§ﬂg%lg

conpri si ng oy stehAe tacid) stéaey alasholayalBiR! 4cl S c&9Mldohbl)heetut 90 %
of seeds of dycine max (L.) Merr. and about 10 % of dry rhizones of Rheum

pal mat um L. aod polyoxyrithplene sotbinanomdsicesats, at a 25 sufficient anount
effective for treating skin injuries, treating dernatol ogical disorders,

Sl LS, ool g8 RSkl o BSiRL VR MRS o B D kLR 1 e
in a patient comprising applying to the wounds of said patient, comprising
applying to the wounds of said patient, the composition according to Claim
34 at a sufficient amount effective for treating skin injuries, freating
dermatological disorders, stimulating cell regeneration, and stimulating hair

15 growth.

42. A method for treating skin injuries or dermatological disorders

in a patient, comprising applying to the wounds of said patient, a
composition comprising a vapor fraction from the raw materials comprising

about 80 % of seeds of Glycine max (L.) Merr. and about 20 % of seeds of

20 Phaseolus radiatus L., at a sufficient amount effective for treating skin
injuries, treating dermatological disorders, stimulating cell regeneration,

and stimulating hair growth; wherein the vapor fraction is prepared by the

process comprising the steps of:

(a) providing a rude extract of the raw materials in about 2 % of

25 alcohol; and

(b) vaporizing the rude extract at a barometric pressure lower than
about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction.



the steps of. -42 (a) providing a rude extract of the raw materials in
about 2 % of alcohol; and (b) vaporizing the rude extract at a baronetric
pressure |ower than about 1 atmand agla tenperature |ower than about 110
Cto obtain the 5 vapor fraction. 47. The nmethod according to C ai m 46,
wherein the conposition optionally conprises borneol, stearic acid,

stearyl al cohol, ,pal m+ic Ld, catyl. aleahol - | voxy _et hyl ene
sor bitan nonost eg{sat ren.r Bég}&ﬁb%@ﬁ %cgglr?gﬂ;o Fﬁaég} %’%’QQE‘EW it%g ﬁf&%gé 8%1?611

der mat ol ogi GptiodhBProdeiprised bdriledl, BRatiecid,Caamiyt sildthodPpalmitie dodd,t he
wounds of said patient, a conposition conprising a vapor fraction fromthe
raw mat er i alo§tyd elgabiodihegwaxss polBixyethylese sarditen npnastepsatiax (L.) Merr. ,
about 10 % of seeds of Sesamum i ndi cum and about 10 % of dry rhizones of
Rheum pal mtum L,, or r Qi - Of I B : ligl.ent
anount effecti ve414'or A}%h%trh ggtﬁagg%%ﬁr%’lsgﬂﬁ@ruﬁe%?%Earelg%tlon&lg%ﬁﬂrr%{rgﬁlggi cal

di sordess, dhigupadiémg @ehprisii@ognsdyiag om, thendvaaindsubftdang petient,gmowt h;
wherein the vapor fraction is prepared by the process conprising the steps
of (a) proviCerRPSHIQN gmpKiSEcE WIPOF HEAGtial Hale faw | maichiali soMPHSIRof

al cohol ; an b, V. | ZI h C %) L ssure
Pover than 1468480 v SERBTOCELIOR Rl TL I ER By BueR JEBE ST S
obtain the Sespain mdehingat a40ffidibet aRblineifeaoe dongedthgidh injhbieswher ei n
t he conposition optionally conprises borneol, stearic acid, stearyl

al cohol , paltfgating al@naatolw%leggsordpts@héﬂimut?é@\gawe@r reaeRsRGomt ydene

sor bi LR MONpRk arir‘iigt %1air growth; wherein the vapor fraction is prepared by the

process comprising the steps of:

(a) providing a rude extract of the raw materials in about 2 %

alcohol; and

(b) vaporizing the rude extract at a barometric pressure lower than
15 about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction.

45.  The method according to Claim 44, wherein the composition
optionally comprises borneol, stearic acid, stearyl alcohol, palmitic acid,

cetyl alcohol, beewax or polyoxy ethylene sorbitan monostearate.

20 46. A method for treating skin injuries or dermatological disorders
in a patient, comprising applying to the wounds of said patient, a
composition comprising a vapor fraction from the raw materials comprising
about 90 % of seeds of Glycine max (L.) Merr. and about 10 % of dry
rthizomes of Rheum palmatum L. or dry rhizomes of Rhei Rhizoma, at a

25 sufficient amount effective for treating skin injuries, treating
dermatological disorders, stimulating cell regeneration, and stimulating hair
growth; wherein the vapor fraction is prepared by the process comprising

the steps of:
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(a) providing a rude extract of the raw materials in about 2 % of

alcohol; and

(b)  vaporizing the rude extract at a barometric pressure lower than
about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction.

47. The method according to Claim 46, wherein the composition
optionally comprises borneol, stearic acid, stearyl alcohol, palmitic acid,

cetyl alcohol, beewax or polyoxy ethylene sorbitan monostearate.

48. A method for treating skin injuries or dermatological disorders
in a patient, comprising applying to the wounds of said patient, a
composition comprising a vapor fraction from the raw materials comprising
about 80 % of seeds of Glycine max (L.) Merr., about 10 % of seeds of
Sesamum indicum and about 10 % of dry rhizomes of Rheum palmatum L.
or dry rhizomes of Rhei Rhizoma, , at a sufficient amount effective for
treating skin injuries, treating dermatological disorders, stimulating cell
regeneration, and stimulating hair growth; wherein the vapor fraction is

prepared by the process comprising the steps of:

(a) providing a rude extract of the raw materials in about 2 % of

alcohol; and

(b) vaporizing the rude extract at a barometric pressure lower than
about 1 atm and at a temperature lower than about 110 °C to obtain the

vapor fraction.

49. The method according to Claim 48, wherein the composition
optionally comprises borneol, stearic acid, stearyl alcohol, palmitic acid,

cetyl alcohol, beewax or polyoxy ethylene sorbitan monostearate.



