TEMPLATE- FI XED BETA- HAI RPI N PEPTI DOM METI CS W TH
PROTEASE | NHI Bl TORY ACTIVITY 5 The present invention
wpnrowiwdemst enpl at e- f i xed b-hairpi n pepti dom mepPCTEP2005/002477
i ncorporating a tenplate-fixed chain of 11 a-am no
aci d residues which, depending on their position in
the chain, are Gy, or Pro, or Pro(4NHCOPhe), or are
of certain types, as defined hereinbel ow These
tenpl ate-fi xed b-hairpin peptidom netics are useful as
i nhibitors of protease enzynes. They are especially
val uabl e as inhibitors of various serine proteases 10
such as hunman cathepsin G elastase, or tryptase. In
addi'tion the present invention provides an efficient
process by which these conpounds can, if desired, be
made in library-format. The b- halrpln peptldonlnetlcs
of the invention show inproved efficacy, oral 15
bi oavail ability, inproved half-1ife and nost
sinportantly a high selectivity ratio anong different
serine proteases which depends on the proper choice of
certain types of a-am no acid residues and their
position in said chain. In addition these b-hairpin

pe@bs@@@tﬁekkﬁﬁ@%ﬁ%ﬁdN|P@RhQﬁ@hwshﬁpgch@QoﬁiQ@@ITABLE FOR
cells and |ow cytotoxicity. 20 Inhibitors of proteases

ar n siRer kherapeutic uses in the
tr§%§§§%$@03X3$ggggg§nguch gs cancers (R P. Beckett,

?%dgivag%%n E@b%%t Hggﬂegony%ﬁxggﬁgaggr QE%%%@fﬁ3comp051—

o (S50 O85 GHE. GOk, TR 85 P i oo

2000, 43 3%? 341, T. Rockmay, Expert Opin. Ther.
PateRPsV5hBsIeT3, 773 786), parasitic, 25 fungal, and
viral ipfections E schi st osom sis %Nl M Becker, s-
S. A HARFBprTinklps &%%cﬂ?rﬁao¢1 T&F i nhaSeh, TPrrovs Pre
McManus, D. P. BrindlLe em 1995, 270, .
24896- 50 phe cfskﬂalr—b?éaﬁée(éaC@aaoofgéﬁﬁaewéﬂrlag gebbhs, conaia-
ol dman, S, W Michnore, C. Hutchins, K Stewart, J .
Na§a24, 28 PPINPagn& 9% Of Sidy 2Bibfein Sci. 1996, 5,
640-52), HV (A Wodawer, J . W Ericksgon,” Annu, Rev.

15 Bj ochen{he9oRauses 523 dhie pfopmagipge ©F wRITghes can be
Huf f, Adv. Pharnacol. 1994, 5, 399-454), hepatltls J. _
L. MR mLYKAtAT ipEgehsperthe combiped, aFtipsy ouths following
Dwer, J . A Landro, S. P. Chanbers , W Markland, C
A.fEGppé§=E

i) overall chronological sgkin aging, i1i) force of grav-

ity, i1ii) degradation of the elastic and collagen fibers

20 due to the action of sunlight; iv) consequence of re-
peated muscular and articular movements.

These factors influence in different ways the forma-

tion of wrinkles depending on whether these are age wrin-

kles, gravitational wrinkles, actinic wrinkles or expres-

25 gion wrinkles.



T. OMlley, S. L. Harbeson, C M Rce, M A Mircko,
P. R Caron, J. A Thonson, Cell, 1996, 87, 343-55; R
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N. Habuka, E.W Momaw, T. Adachi, Z. Hostonska, Cell

1996, 87, 331-342), herpes (W 35 Gbson, M R Hall

Drug. Des. Discov. 1997, 15, 39-47)], and

i nfl ammat ory, i mmunol ogi cal, respiratory (P. R

Bernstein, P. D. Edwards, J . C. WIllianms, Prog. Med.

Chem 1094, w3inkb9s 120 FormedHud ia Fepnds of a reduction
Bi ot echnol . 1996, 14, 409-12, ), cardiovascular (M T.

Stubbshe WhAckBo8E, ofhepabdeRes. 21893 £hrdahS) ikl the num-

Fukam et al, Current Pharnaceutical Design 1998, 4,

439453y ff%%bﬁ@%ﬁ@@?@ﬁ@f%ﬁ%'V@sdﬁ$§§t§s'ﬁcgygwg§own in the

Al zhei mer' s di sease assar, B. D. Bennett

Babur Kahoy S.rKahy £ng %ei\ﬁmﬁafzme@%ff%m }9§§1f286

735-41), anglogene5|s (Kaatinen M et

At her oskl &@Qﬁzw}gﬁk%eg %%éa&slkhgﬁdt %%ﬁc fi-

scler05|s (% ur oi nMuno

i:él %ésgngf %@:S?r@c{ °ES§§§§eR' 99, 4 heid 8gb%§1{1at E%rma are no

hde rand confornati ons, Qoo
t thus be le to mm .
m?% CRERELP oS Tar e TROS eI R RLIELON ke ey
de seguen an ext.ended nf or mat i on. ng
P BA 4 S BE E L ot 1 s ondt (Tl (AT pishr BEREoPE of the
thera eutic targets. Serine proteases are classified

by?t¥€rtS8Bubstrate specificity, particularly by the

type of_ residue found at Pl, as either trypsin-Ilike

(posi t |%H/mccﬁaf”§é6‘k|l@§l RS Bys/ Ay phef é‘rLF'éHlaa‘ilW) damage
el astase-Iike (snal drophobi ¢ resi dues Al a/Val at

Pl §xephreg hwoﬁwpﬁﬁuﬁh@n( OFr f&rehyrirasiiHobi @nd espdbagen fi-
Phe/ Tyr/ Leu at Pl). Serine proteases for which

prioeEas eTieni #T¢ GProcery tRyEkal Phata-exrasad #Bbéops . They
the PDB data base (PDB: ww.rcsb. or g/ pdb) i ncl ude

t rgpsrespane hyaoer ysien, 0g- tageotmeypsdn adugniination of the
neutrophil elastase, thronbin, subtilisin, human
cyslohmgakever which otsatase A sachesnoifaciEne Widedy-spread
cathepsin G glutam c acid-specific protease,

carbopepes dase D, bl ood coagul ation factorVila,

porci ne factor | XA, nesentericopeptidase, HCV

pr ot easexpadws idrer Mt ase.mi@ hefustdrd nerphitleasesarshi €hrrows
are of therapeutic interest include tryptase,

conlpl elreste coovecd ase, thepakihi 6£f C-NS3fpeet easentially as a
Inhibitors of thronmbin (e.g. J . L. Metha, L. Y. Chen,

Wrddu cBel $heCrepetitive traction exerted by mimic mus-
cles.

At the age of thirty, expression wrinkles are al-
ready clearly visible but with the advancing of age, they
become progressively deeper. They are considered as being
dynamic wrinkles and consequently in direct relation with
contractive muscular energy and the number of contrac-

tions. These wrinkles are more evident in individuals who



Mattsson, D. Gustaffson, T. G P. Sal deen, J .
Car di ovasc. Pharnmacol. 1998, 31, 345-51; C. LilabP.
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Leborgne, T. J . Verbeuren,3G DeNanteuil, Synth. \

Comm 1998, 28, 4419-29) and factor Xa (e.g. J . P.

Vacca, Annu. Rep. Med. Chem 1998, 33, 81-90) are i

clinical evaluation as anti-thronbotics, inhibitors of

ehdstedse (18e Radidl i adsicRing, Fahepnerde. niiyee, mRrked in

L. Stein, A M Strinpter, B. Reaves, R E G es,

RvBrikned |1hidtm dResmiRespointBl ©f 1994, f4d4, sBEh- 83) around

are in clinical trials for enphysema and ot her

puhnarycidiseasess Weer edse tioppttese]l imhivaiiekias eor on the

currently.in phase Il clinical trials for asthma (C.

Seiifdr, oG teNe At 12 ke dl G2 Ixprdckidrase

inhibitors for breast cancer, and chymase inhibitors

for heart d&leit i dissRasEDethidialingegaidiepsid & afteir na-

el astase are intimately involved in the nodul ation

ofiaatd Vhhie:1fgiqyt ok Nescand thel hot@eeptivss. facial mimic

Particularly at” sites of inflammtion, high

CQReentdation obicathepsi e &bastass ard dHOt &l dassckets,

3 are released frominfiltrating pol ynor phonucl ear

c i 4, cl te al atj 0 I

o?é yllezjﬁcgsmmﬁg%’ (:;;tPL g%i’neclsﬁfge;kt%r’onrg y 1|£'ndlglf:lg%{i%tr%gt'hg\étlceallsp and

t e prete s.are | v [ ; 0

CytoH nethi adet My ALY, iR, ‘@8%?8%%%56 gsmall and
Qrge,,J. Leukoc. ,Bio]. 0 17¢- .. Thus

T orhent T BerkSe Mot g ¢ ot oucaneous

ets_for _noyel andi dat es

valuablet(?rlq r%%c Lot
palsh Cul BPTYE of PEhFBRi 0B ictive B DAY df SBaEECtoT
Chb hi H Epert in. | tig. .Dr 2002, 11, ,
SR SHSS o eRBieny” aBkat PHAE o B hieduaraer Figotional.

protease inhibjtors, one is a 14 apmino acid cyclig ,
@ﬁf@?@%&h@ﬁ%@%%ﬁ%,lﬁ%@%ﬁ | BRRF 24 r §pRfhions.
i nhi bitor _(LSFTI -1). (S. Luckett, R. Santiago Garcia, J.
JAmgHeralh of Yosmrave PO Re SHewry, 1A fe cPypgietaneous
R L. Brady, J. ML Biol. 1999, 290, 525-533; Y. % ,
Lotinestive | @b the ranth part pf Higeffce s FyanRgthpir deep
Li, R B. Dickson, P. P. Roller, Biorg. & Med. Chem
Letnsenppan in, theibhops BHratpm it skbes fbseh dewuenekse to
and conformational simlarity with the trypsinreactive
| dde ofutrhec8owrnarBEr khamikin ofheer i net ptdeedseel of the
inhibitors. The inhibitor adopts a b-hairpin
cotdap nderonlwsenratomd ey heaaet theisi tsunfadovineertion.
b-trypsin. SFTI- 1 inhibited b-trypsin (K; <0.1nM,
cdtheeps i o (¥c Dol Sed) se el Est asevdigntd 05fMhe facial skin,

with the formation of folds which are always perpendicu-
lar to the direction of the muscular fibers. These folds
cause a modification of the facial features which is spe-
cific for that particular muscle and can be considered as
being a dynamic expression of the personality, character

or particular state of mind.



chymotrypsin (K ~7.4m\M) and thronbin (K 136mV). W
illustrate here an approach to inhibitor design which
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natural ly occurring peptide4onto a hairpin-inducing
tenpl ate. Based on the well defined 3D structure of
the b-hairpin mnetics, libraries of conpounds can be
desi gned which ultimtely can lead to novel inhibitors
show npadiffenentlspeciti eilympeofilbhestionaecds seeemalkde up
cl asses of proteases. Tenpl ate-bound hairpin mnetic
pept indesuhave fheersdecerdtbedidsaultshe fiber atare gbngle mus-
Qorecht, M Altorfer, J . A Robinson, Adv. Med. Chem
1889ar4.ccb-188; cdneiAt iRgbigfs oundysds Letft . 18090,cohtractile
429-441), and serine proteinase-inhibiting
t sRhate- Liaxadpeptd Mgy i 68 @neh nebhedstiiay ifeidontrac-
synt hesi s have been described in International Patent
Apph cati-gR w0260/ 0:24QQ0 FAbeaRd inhcPesteUthAmikelle £i-
K., Renard A, Robinson J. ChenBi oChem 2002, 3, 318-323
byt t%ﬂ%?W%&ﬂﬁ@@%M@@%@s 160 spEiexhybhi tcalled
hlgﬁ selectivity and particularly high potency.
R ol l1d 1 r - bk ki hich induces

B b R T
synt hesi s .net h n e est-alhly . edi ,
P T Bl ot S S

I v. cta, 200Q, . 97~ 12) e :
AL RE &5 MR S e RS Taros R g eron of
mnmetic libraries,. which.in turn _consi derabl _
f Qcmiilairtggt é"émg‘lelru FurESShSh SRS %;hned EH Y ace
di scoyery of new nol ecul.es .wi th .highly.poten d .
s&yéﬁq}én?erwlﬁécg?o%@;slé’wilﬁﬁi b $or 3U§&?’Pvi ?%/, %glrealvesmles
bi oavai l.ability, |ow henolytic activity, to man éed 1
bItSTSEVES TR TR VOESK G983 ife b-haiFpi e 0 -8rge
peptidom netics of the present invention are caonpounds
ofduaké igdirer A1tk mutae (FPadRePEPRLRE %egwf&?& diitneynaptic
of the fornul ae (a3) COSMETI C COVPOSI TI ON FOR SKI' N
ARRILECAT 120N SUIST ARG HEIDRU NG YEEIHRESS| TSR NKLES

Once the acetylcholine molecules have been released,
they bind themselves to specific receptors, or canal pro-
teins which pass, for the whole thickness, through the
plasmatic membrane of the muscular cell. These canal re-
ceptors are generally closea and remain so until various
acetylcholine molecules become bound with them causing
their opening. With the opening of these receptor canals
of acetylcholine there is an overall passage of large
quantities of positive ions (Na' sodium ions) inside the
muscular cell. This flow of Na* ions causes an inversion

in the polarity of the muscular plasmatic membrane: the



The present invention relates to a cosnetic
conposition for skin application suitable for rel axing

woexmsasI®mBon Wi nkles . Face winkl es are norePOT/EHPE®S/002477
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linear furrows pres ent on $he skin of the face, of

varyi ng depths, consid ered as being a sign of skin

agi ng. The causes of the formation of winkles can be
mainly attributed to the conbined action of the

f gbl-ewiined atimlsaridat)i@yvestl thehmendlogicavhskhnleads to
aging, ii) force of grav ity, iii) degradation of the

elast | erandi &0 bagem fabetsndpetenttibd .acdnon ofreated, the
sunlight; iv) consequence of re peated nuscul ar and

alldtG\Hrarp damerent S$r$ﬁ§§§té§0tf@b&i iwfdtenckei Btimulus has
dlfferent ways the forma tion of winkles depending on

wWhelher, S16%$8 A tAGe Mddeddies n@hdtidral iafal, causing its
wrinkl es,” actinic winkles or expression wri nkl es. Age

Wrg f§%1 g fQrmed as a result of a reduction in the
t hi ness 5} the dernma and a decrease in the num ber

of fibrgl %%Gc%nceﬁslu\&@idm%% a el ovwsdowse | nid hene cy-

ceIIuIar turnover an I"ar” met abolismiitself.

Ga"g}ataé' o?}aco}%{% pkh es appear: wh Lgﬁ ebast bt find§srt of

ere agén bundl es of erma are no

| % er Cgﬁa !’igm(j?é uCn‘th[ W ang}’ln%fiﬁi%ﬁge[‘pgesent ingide

appear yS|o odically i

pr %gﬁﬁ%$%9#€§ géﬂgg gkhACth Egﬂ@wfggégségﬁ%é%%%éﬁﬁons of

calcium ions. Their release takes place as a result of
the opening of the voltage-dependent canals present in
the reticulum membrane which, under the effect of the ac-
tion potential, open, discharging the calcium iomns. At
this point, when calcium is released into the cytoplasm
of the muscular cell, all the contractile strands present
therein are rapidly activated causing the contraction of
the muscle. The calcium therefore acts as an actual
switch capable of triggering muscular contraction.

Recent anti-wrinkle treatment is specifically based
on interaction with the nerve impulse transmission sys-
tems to muscular fibers on the part of a potentially
toxic substance, botulinus toxin.

Botulinus toxin, commonly referred to as Botulin, is
produced by a bacterium, Clostridium Botulinum, the cause

of infections which can also cause a person’s death Dby



exerted by sun radiation on the elastic and col |l agen
fi bers. They are present in the photo-exposed

woegomess08 They correspond to a nore or | ess nmaPKEMP2005/002477
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accentuation of the skin weave which creates a series

of fine w dely-spread winkles. Expression or mmc

muscl e winkles are furrows which are fornmed on the

skin of the face essentially as a result of the

r epetalyvies t vacthen wexeried dyy mokselers lldsowiy theppage
age of thirty, expression winkles are al ready

clefrilye isldd e i addtyldieoblvanct nghof 1agel bheyhe nerve
become progressively deeper. They are considered as

bedii slynaghc twel fkl s andieonseguerhky dodhshdesit blockage
relation with contractive nmuscul ar energy and the

nQﬂbeEh@frﬁQﬂkiaﬁg¢@T§e cHhese iWsh bkl 85 akgeMfi®scyular mem-
evident in individuals whow dely use facial mm cking,

theysat e nore marked in various high dynam sm points
of the face such as around the nouth or eyes, on the

f or eheagl, by sweipkbi-pg OF qnl.st heceagﬁ %héﬁf%e@{alé’ trans-

used for expression’ In order to have a

uq%%&%@n@ @%‘%oﬁgf L e er%fﬁciég 'Jf gee%ﬂuatlng,

be noted t t faci mmc nuscl S ar re at ed

chee yre%g ?%ﬂgaur Iesk}%éar é%gs%agﬁsfb? LRe. gituations

car b an hened

FaC| cles ar and ,f.in have t he
B Tl Be et R ey et e e B Sresme at
be, elevator depressor,. constrictor or dilator

nu § 50Ty FAVEOR dHuBPRETEPRCC f unct i ona

As of 1992, a Canadian dermatologist had the idea of
using botulinus toxin in the cosmetic field for relaxing
glabellar wrinkles, 1i.e. the vertical lines situated
above the eyebrows. This idea became increasingly applied
in non-therapeutic fields but its application for purely
aesthetic purposes was only approved of by the FDA in
2002. Injected in small doses by means of cutaneous mi-
cro-injections into expression wrinkles by plastic sur-
geons and dermatologists, it relaxes wrinkles as it de-
contracts the muscles. In Italy, approval was obtained in
April 2004, for exclusive use on the part of plastic sur-
geons, maxillo-facial specialists, dermatologists and
ophthalmologists.

The use of Botulinus Toxin for aesthetic purposes,

by means of cutaneous micro-injections, is mainly envis-



and exteriorization of the individual's nental
functions. Alnpbst all of themare to be found in the
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Fromtheir deep insertion in the bone stratum of the

face, they rise to the surface towards the skin where,

at the level of the deep dermal stratum they have

their surface insertion. Their contraction causes the
mRIENEcef #dleastiasd akeskinalw épibesfon maidiorklafs of the
folds which are always perpendicu lar to the direction
ofrdriegdrsscubatwkiherishe Eheseckel.dSI€aUSREa has generally
nodi fication of the facial features which is spe cific

f ofedrhatxpanbibguliawdiuse! ecancheamRR CONEL 88r &6F ashe face
bei ng a dynam c expression of the personality,

Chaf ARl Dr 9q%[gé1q_l.g aresiate of mnd. Facial nuscles,
as all muscular tissues, are made up of muscul ar

f'berSA@%@H&@H“%%%éﬁméﬂ@eﬁlﬁﬁ Bo%hmgkﬁsw%%ﬁyﬁfﬂés revolu-

ceII) conS|st|ng of hundreds of long contractile

SO B, N e SRR B e, o e
TMBFthald | ReL ROLOMENRBERRERLAGR LOIARIAGAS wnich can

ed synaptic b
sti mul whi .ch |nduces contraction, reaches the end
cﬁa%ﬁ? lih e fiber, at the level of the synaptic

s the accunul at i

b h nbe
vosi o BORAARLS TGS hEoHBTE SRR o By e et Botuli-

whi ch ollo t he fusion of the vesicles thenBere
R Fe B erEr e B F iR e A patn Sh the
quantities within the space passi ng between the

sy’ b HSGh aﬁéfyttll?t?%sc&?‘élﬁelavbeFWF%%Hﬁp care widely

space) . , . o ,
known and documented in scilentific literature. An exces-

gsive quantity can also cause expression fixture whereas
an error in the inoculum can cause a lowering of the evye-
brow or eyelids.

In view of what is gpecified above, the necessity
for availing of cosmetic products for relaxing expression
wrinkles by means of a topic and consequently non-
invasive application, thus reducing the inherent risks in
these aesthetic treatment methods, is evident.

An objective of the present dinvention consists in
supplying a composition and cosmetic method capable of
causing an effective relaxation of expression wrinkles
without resorting to a harsh administration method (mi-

cro-injection) of the active principles.



Once the acetyl choline nol ecul es have been rel eased,
they bind thensel ves to specific receptors, or cana
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the plasmatic nenbrane of t#e nuscular cell . These

canal re ceptors are generally closed and remain so

until various acetyl choline nol ecul es becone bound

with them causing their opening. Wth the opening of

t hese rlsceptar canatsiveé afethkcHaolviemd idrerensismns in pro-
overal | passage of large quantities of positive ions

( Natd sugli aincoams) 1 ¢ neodeos hiei omiscapaivl € ebf reThaksn§l ewpres-
of Na+ ions causes an inversion in the polarity of the
Muscan amwralrdsngt | airkwlraneautbego-tied | edbrmation of side-
depol ari zati on of the nmenbrane which |leads to the

Creptd ot of yidc ATt b On-pot estd Bl apfhtea€t €t ed, bbbelin.
action potential propagates fromwhere the stimulus

has been @pplhed tobibersUECRTSI YRMBIMF&NE & €donsists in
causing its depol arization. The action potentia

| neesesaihe &ebeameribn dhipoeY thepl asmofot hsotel inulf toxin
Ca2+ calciumions on the part of the endoplasm c

refh fuh UMy AL 08 0anst | Lo BLESEY chPshdsut hﬁlayecebﬁeractlons
ceII whi ch cont ai ns Iarge concentrations of cal cium

tﬂQe| rel S p&@?gxéﬁlgn %@ecéﬁ fhgx resgsion
- de ih

openlng of “t he ol t age pendent canal's present

the 1t gyl um o reﬂslwn%%e féntgg 81 g@ge%a}l@s

ac tiron potentla ISC ar gl ng I ons

At th| n aI i is. released |nto th
§E1 eh. & Y ??eg%?t hnv%%%

cytoplasn1 nuscy ar celt,” Pac
Stg?g%ﬁ?Qégiﬁgaaé%%%%&%f@f%ﬂ”%%é“éééﬁétf@“&ﬁ%ngskn%lcated

IFeachleved

in claim 1. Further characteristics of the invention are
specified in the subsequent claims.

The present invention derives from the affirmation
that by combining a selected peptide component having a
decontracting or relaxing action on the muscular fiber
with a micro-element which reduces the muscular contrac-
tion level by acting directly or indirectly on a compo-
nent of the muscular fiber, a synergic wrinkle—reiaxing
action is obtained. This relaxing action is particularly
evident with respect to expression wrinkles.

According to a first aspect of the invention, a cos-
metic composition is therefore provided, based on active
principles which, by acting by means of direct and/or in-

direct mechanisms on various action sites at the level of



the nuscle. The calciumtherefore acts as an actua
swi tch capable of triggering nuscular contraction.
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on interaction with the ner%e inpul se transm ssion sy
s tenms to nuscular fibers on the part of a potentially
toxi ¢ substance, botulinus toxin. Botulinus toxin,
commonly referred to as Botulin, is produced by a

bacher LM Grostdd dium B?ilgjeknuglroﬁt&%ecadﬁ@yr?ér%lc relaxing
i nfections which can al so cause a person's dea

bypat by S'o? Gfnd h§158§p' QY Wﬁﬁﬁe%aﬁ%@ o nglartlcularly

st oppage of the rel ease of acet oline at the level

Coﬁé@fe@féﬂﬁ?eP iQQét?Bnt%% @%@ngéﬁégééfgﬁrhfiﬁkle from an

quent ockage of the nerve se transm ssi on

nEaégghgyfﬁgég{ngegPrggg The di scovery of its action

chani sm fand forned this toxin into a drug

bl f t .
ﬁgﬁi ngﬁo?%%%%%%’gé:e? BabRors A A, of 'K iBvent ion,
cehER AP Rttt f“ﬂ%%gfg Fﬁ%g’éﬁeagé'%igﬁ'n%iaxmg action
d tol.o t had t i
tﬁérq?zﬂ%ﬁa?ﬁésf 13 P el oo RB81 PRy ek aeLivE pep-

e, the vertical |ines situated above the eyebrows.
ThF%d?déﬁmBQE‘SﬁE iHereRi AEFHOSpHIPEd QWWGS a pentapep-
therapeutic fields but its application for pure

‘aeSthet FenpatptResthasTehlgvaper 6%8%%%9% hélriDAnlen (ala),

2002. Injected in small doses by means of cutaneous m
craTyRPERE| 6REII ntBrekpressPBR) w TAKFéBehyIplastic sur

According to a preferred embodiment, said peptide
component consists of 5 aﬁino acids with a curare-like
activity and preferably comprises the following seguence:
GLY-PRO-ARG-PRO-ALA.

On a synaptic level, the GLY-PRO-ARG-PRO-ALA com-
petes with the acetylcholine neurotransmitter in the bond
with its receptor, which is present at the level of the
membrane of the muscular cell and has a canal-shaped
structure. These canal receptors are generally closed and
remain so until various acetylcholine molecules bind with
them causing their opening. Following the bond of said
pentapeptide in the place of acetylcholine, the canals
remain closed andA.consequently there is no passage of
positive ions (Na* sodium ions) inside the muscular cell,

necessary for causing the depolarization of the membrane



geons and dermatol ogists, it relaxes winkles as it
decontracts the nuscles. In Italy, approval was
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of plastic sur geons, mexilto-f acial specialists,

der mat ol ogi sts and opht hal nol ogi sts . The use of

Bot ul i nus Toxin for aesthetic purposes, by neans of
cutaneous mcro- inj ections, is mainly envisaged for

r edraXi agnvegténalyexpeessisonlar ridnesragft itdne dareheatd, occur
bet ween the eyebrows. Its use has generall ybeen

exdendes fiosmenen -dacthel appet &hi cal ofut heohace

(forehead, glabella, eyes) . Although treatment with

bot ul i Nigpi@XiNy has rey¥atapéponizedt heheosgeypro-arg-pro-
approach of the treatnent of face winkles, its use is

nof1 Mo utvdesaguanhages paicGlngan1gl saukelses | Bus. the ap-
Possi bl e risks connected with injections of Botulinus

t oXi Ned@loRest hehdl Ci RUEROSES, S#ehb@SoPBhntd blemeans of a
treated area, erythema, nausea, swelling, are wdely

Knoye aagh dechrepted iNRERNIAT 6ol i herRade. Arording to
exces Ssive quant | ty can al so cause expressi on fixture

‘é‘?@l{lﬁgsse%%ﬁéé% bPo&{z‘?%gé‘PC%é{ %ﬂg?ﬁ%g?dgshg"‘@g&%esized

row or- eye In vi

SpSgi %]ggpraéééyﬁi\e;?%r Q?gﬁayctax_”xfl%rr avéﬂléljlngspf kﬁ%rs E;cample,

cosne axing expr'ession wi'n

TN Sl bOPLE DN, SOTREOUEDLLINOD LV K g, acids

aegégeégﬁn rggtgggéeggggggsétQEt?%édggém the first one. The
latter can be used in a suitably modified form so that it
igs bound to the regin and remains protected (Fmoc-
protection) by the action of the reagents used during the
polypeptide synthesis.

One or more series of purification phases conven-
iently follow, typically by means of ion exchange chroma-
tography and gel chromatography which lead to the produc-
tion of the purified oligopeptide.

According to an embodiment, the active peptide com-
ponent of the. composition of the invention comprises a
gly-pro-arg-pro-ala-NH, pentapeptide, associated with a
dipeptide having a decontracting or relaxing action of
the muscular fiber, conveniently comprising the amino ac-

ids tyrosine and arginine which intervene in the neuro-

transmission processes causing a relaxation of the muscu-



An objective of the present invention consists in
supplying a conposition and cosnetic nethod capabl e of
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wi thout resorting to a harsh adm nistrati on nethod
(mcro- injection) of the active principles. Anot her
obj ective of the invention consists in pro viding a
cosnetic conposition capable of relaxing expres sion

wri 1K1 e84 t BaUt +eRUSIdE dige ftor P&t 4 9At 0bn Sideeffechsscula-
typi cal of the |local application of botulin. A further
ohj.ggt ive of the invention consists in providing a
cosnetic conposition free of botulinus toxin which is

capabl e 0f, reduging culanequs. Ju Glo-LQNE AL | @St ide -

the flace produci ng a relaxation effect” of expression

W n%%escl}%auﬁleﬂg?ﬁgeiorf at f enuatignor di- sappearance, (cws),

The ©bj ectives of the présent invention are achi eved
DR SR SRR 8 S %G (P
TS LHORATS O ter VB AP0 LR Tar P My HCTHe LDy £Pe
GORORTERR I of oY B ARG "t onr DN ERE® Al i a7  Bapeula-
W th a mcro-el ement which reduces the nuscul ar

cort¥ac tion level by acting directly or indirectly on
a conmpo nent of the nmuscul ar fjber,

manR¢@u?%$aRh%gC%%?i6%a1%lB%?%?n%ﬂ?gTﬁgggﬁghg£Fﬁﬁide) syn-

action is particularly evident with respect

expresss onC e i RRVESPEREES? di RGPt 6ed #ir §Fg§§§>g&iﬂ8f the mus-

the invention, a cos
cular activity. Whereas on the one hand, acetylcholine
produces” a contraction of the muscular fibres, on the
other, the CGRP stimulates the production of cyclic AMP
which, through a series of chain phosphorylations, rein-
forces the tone of the contraction and activatesvthe pro-
duction of energy in the muscular cell.

According to an embodiment, the tyrosine-arginine
dipeptide is acetylated to make it more lipophilic; more
stable and bio-available on a cutaneous level. Acetyl ty-
rosine-arginine-1 cetyl ester, a form capable of effec-
tively modulating the release of neurohumors, is particu-
larly suitable for skin and cosmetic application.

According to another embodiment, the cosmetic com-

position comprises an association with one or both

penta/di-peptide components previously described-with a



metic conposition is therefore provided, based on
active principles which, by acting by neans of direct
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the |l evel ofthe cell or nustular fiber, produce a
synergic relaxing action on the fiber itself which
causes a particularly appreciable relaxation of the
expression winkle froman aesthetic point of view In

ageiarRCedh anfbhstraapReE ©Ohet hevienvesti @sdN@r con-
Applicant has found that the synergic relaxing action

onMdiikdes is particularly marked when the active pep
ti de conmponent of the conposition conprises a

pent apgptirde, Cont akping to'te did | oM 0G- BFH N0 861 dSsrm micro-
alanine (ala) , arginine (arg) , proline (pro) ,

I g cLQr it ferr n
L e e horant B g L ™ W Tproanic

Rk st%azrasréethaa%%mﬂ%%%% in pro-
syV[tLqﬂt 4 % SEEﬁug"Yth%ué BOfAlbﬁl%omé)u ttezglf%e micro-

the acet i R heur ot ransm t & ‘bond-
recep tor which.i s resent t he |

T b A P BT HERR 19t had 24 o8 §& X e one
structure These canal rece ors ener cl osed
SAtF TEGS N R PR o RS BRS¢ HBP TN b Wl Btessium,
bind with the ausrn t hei penjn Fol | owi ng the
bJPRPTFS 14HR Foe2Th RipES &%I%ér Py’ adceptable de-
acetyl chol i ne, the canal s remain closed and
cOnSEusitTy there is no passage of positive ions (Na+

sodi umions) inside the nmuscul ar cel
The contemporaneous presence zxf the micro-elements

sodium, potassium and magnesium, is particularly advanta-
geous as, by acting with different mechanisms described
further on, these micro-elements cauge the closure of two
access points of the muscular cell, considerably limiting
‘the release of calcium iong therefrom and preventing the
muscular contraction mechanism.

It has been observed in “in wvitro” tests, that the
administration at a level of the neuro-muscular synapses
of a combination of sodium and potassium causes a myore-
laxing action and which results in a consequent relaxa-
tion of expression wrinkles.

In this respect, the Applicant has also identified
in the agueous-based extract of anise, a natural source

which is rich in sodium and above all potassium salts.
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necessary for causing the depolarization of the

menbr aneand consequently the nuscul ar contracti on does
woabosmeede8 due to the non-accunul ati on of cal cPOWEPENS/002477

Typically, a pentapeptide a8 the gly-pro-arg-proal a-

NH2 type, which is particularly suitable for the

application of the invention, can be obtained by neans

of a chem cal synthesis process in solid phase.

Agear ditRg oho reling nS Wit RES i ehdrReeell gxitdietype is specifi-
ent apeptide is synthesized using a polyneric solid

Y
CaLiiher.i sy ase ok &MU Liuh Nhich blocks the sodium-
c%%orgtrfiylchlo?ide-z resin ?% whi ch the am no acids

aﬁ%t?%%@ﬂmi%uﬁﬂc eSS At artd Ned&PMEhenti kSls@N@r cell
The latter Can be used in a suitably nodified form so

tE%%bEBnES apa t%?l&ﬁg E%%!@n@@q 5%”%5@3uﬁfQ&ﬁ?ﬁfﬂéventing
( y t

nocprotéction action of the reagents used

OPHEnOCERE. ROLYBERIL 00 ! SRS NP0 DL BOT A% non-

by_means. of { on exchange GO oML AL O e
HPGRREDGPABHy Wi Gt Bh0 L0 Thé SEbabeLy e OPY, pptassium
purL s o sopepli e, AeeordLngeloca0, Ot Jtn o
DY SO 9655 RIS g Bl LI con st
decontracting or relaxin%?actio t he muscul ar

f &Y onveRi e}ﬁ"\(%ﬁ cBfpri2% n§ Hgaaﬁ{nﬁs Fekigulum of the

tyrosine and argi nine which intervene in the . .
nEWEELYlaTs sl o 0B@RBsRSCRENSRhECA PEI §R46; giflgiium 1ons
the nuscul ar fiber and the consequent relaxation of |

t Her mhscabl tpreversa| the myofibrils contained inside the

muscular cell from contracting, thus avoiding the con-
traction of the whole muscle.

Anige extract therefore represents a natural source
of sodium-potassium which is particularly suitable for
producing a cosmetic composition for fighting expression
wrinkles.

A suitable aqueous solution rich in Na* salts and
above all K" salts is obtained by aqueous extraction from
Pimpinella Asinum fruit using water as solvent and a raw
material/extract ratio equal to 1/2. The extraction proc-
ess typically comprises the dissolution of the anise
fruit in water, subsequent enzymatic hydrolysis, separa-

tion of the soluble and insoluble phases, filtration and

25 optionally a final sterile filtration.



, In particular, said tyrosine arginine dipeptide: -
in the neurons of the central nervous system (CNS)
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(Pr.oopi onel anocortine) gend precursor o f metenkef

aline, the neuropeptide involved in the rel axation of

the mu scu la ture . - reduces the CGRP (Calcitonin

Gene Rel ated Peptide) synthesis, the neuropeptide

i nvol veggiragtiyyultaid ng-ddwnda, sicsld@ds abei vidgmetic compo-
Whereas on the one hand, acetyl choline produces a

centhagt | abr of thhe nMusewkabnf i bres, waghbeiahherandfar  its
CGRP stinmul ates the production of cyclic AMP whi ch,

t RLaugly R Ssefdesf &hai dn ahosohenybat haas £oreitHorsesposes
the tone of the contraction and activates the p ro

dugt inglrﬂe ofs;€RAr gyni N dhepruscukacceelds Aggar dhf@rdOelement
an enbodi ment, the tyrosine-arginine dipeptide is

agetylal ed 1 BKe o iR & i pephy | e, I eRiRRhe A, as

bi'o-aval | abl'e on a cutaneous [evel. Acetyl tyrosine-
O, SRy g sl petealler
R e L
BT T et a7 U BEpt a8 ESmIOiente T e Taetyihe voLt-
e Al ELE %, SLETER LT BV (B o e
the invention, the term 'cyo el enent refe{f.

IS B GHEHT | Yo e deiante fhorgiifetar ce

these from opening, the magnesium prevents the release of

tgy preventing

the calcium ions crammed in the reticulum. By inhibiting
their release, the stimulus to contraction is also inhib-
ited.

It has been experimentally demonstrated that by
varying the concentration of Magnesium ions in various
periods, the gquantity of Calcium ions that is released
from the endoplasmic reticulum Vesiclés decreases with an
increase in the same concentration of Mg*™* present in the
ﬁedium. In particular, tﬁe dependence of the flow at the
outlet of the calcium ions on the external concentration
of magnesium ions was evaluated. The results obtained are
shown in the graph of figure 2.

Among the different derivatives of magnesium which

can be used within the scope of the invention, magnesium



el ements which exert an action and an intervene in pro
viding nerve stimuli to nuscular fibers . Suitable

woiersmegdogrent s Wi thin the scope of the invent POWEP2005/002477
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conpri se one or nore mcro-i8l enments sel ected from

sodi um potassium magnesium their salts and
physi ol ogi cal |y acceptable derivatives . The

cont enpor aneous presence of the mcro -elenents

S offi W n POE aBaEUP ARG ATEGNEBE Uba ritd cpakiileul afpyeciable for
advanta geous as, by acting with different nechani sns

dessd i pech T4 hessedc it hesfp&k £F Dol enent s cause the
cl osure of two access points of the nuscul ar cel

consi desabyalhgi thng thetiehaase @eﬁ@@djn@ﬂr@aalment the
therefron1and preventing the nuscul ar contraction

é@rﬂﬁém Lbmpasibesn %@S%'Héequéﬂtlldrﬁ Vbt Pl =4 8SES combi -
that the adm nistration at a | evel of the

ey o5 JIS e ag ?é?ﬁ% = t‘?Lfdea &Omgh pa kenaet_:, %%' WAngith a

pot assi um cause el axi ng actio and

B

| dent fi.gd i . Lhe a0 %eogiucgﬁssg a6t Pl At se. fhe con-

na%ural source I STTTCh TN sodium an
taSS|§n1sa ts ac%ton necha of t he

myor&fa ?ﬁ% F§§€‘?sag% %??Flcally IFnﬁ%dCngPﬁltlon on the
t h bl qcks th di t
R APl he Aoy dioBt (TR NSEDN ar SUot I heHBRgne Ereatment
forestalling the inlet of dlun1 reventing the

CORTRARET o F7BH S U ST %@of?gF?? aTpHgelaXation of the

noni nt r oducti on of sodi um and strong presence of
pola§shiar fibers, as shown by the ™“iIn vitro” tests, caus-

ing, for example, a reduction in the depth of the wrin-
kles formed by repeated contractions of movements of fa-
cial expression muscles.

According to an embodiment, the composition of the
invention comprises:
- from 0.001% to 5% by weight of Sodium and Potassium
- from 0.001% to 5% of Magnesium gluconate
- from 0.001% to 5% of acetyl tyrosyl-arginyl (dipeptide) -

l-cetyl Ester

- from 0.001% to 5% of gly-pro-arg-pro-ala-NH;

The Applicant envisages the use of these active
principles in increasing dosages in relation to the grav-
ity of the wrinkles which can be defined according to an

evaluation scale which however is not exhaustive, such as



out si de the nuscul ar cell prevents the depol arization
of the nmenbrane and the opening of the cal ciumcanals
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the nuscul ar cell. The non-1t6accunul ati on of said
calciumions in the cell prevents the nyofibrils
contained inside the nmuscular cell fromcontracting,

t hus avoiding the con traction of the whole nuscle.

Aricse rexte agtirkheref ey apriesdriss amdatauvaldesqunoei il es .
sodi um potassiumwhich is particularly suitable for

pr oducirRg o&dees Wt ire IGHTReGIMdse ok Alirlild g the above ac-
expression winkles . A suitable aqueous solution rich

i niNat 38k and aliove |sy‘ﬁ"‘erﬁﬁl|daiiﬂy8 dbtidedkdyntraction

aqueous extraction fromPinpinella Asinumfruit using

WILh A8 5P et hangdu ach e MeL g1 | abbext-aasl haf ithe follow-
equal to 1/2 . The extraction proc ess typically

cqgg{gg%igﬁ1 Aissqltdon of the anise fruit in water,
subsequent e

zymati1 ¢ hydrol ysis, separa tion of the

sol Wl AN, el Ubl g phesesy LLLEALh oY pacrty, acee on
PresecS.e | Hohde i bergaprmLLe como shilonolithes o con-

can also be inportant for th ur.pos f .t LN _
R 2 BT s Of TS BF 5. o Sabt B arTs Boetyleho
decontracting activity on .the nmuscul ature,

d s ad

t het YOI G (HRTE o Tecan, 2oetyloneline
Vsl 9SS ol 1SbCaiag A T SELEON AT e SR coacun
\“géns do not pasg inside the muscular cell, the release of

calcium ions is consequently not induced and the muscle
remaing relaxed, with the consequent relaxation of the
surface tissues and softening of the wrinkles.

- The association of sodium and potassium has the prop-
erty of acting on the sodium-potassium pumps presents at
the level of the muscular cell membrane blocking it and
consequently preventing the opening of the calcium ca-
nals. The non-accumulation of calcium ions in the muscu-
lar cell ensures that the contraction does not take
place.

- Magnesium is an antagonist of calcium and inhibits its
release on the part of the voltage-dependent calcium ca-

nals present on the endoplasmic reticulum of the muscular

cell. By inhibiting their release the stimulus for con-



age- dependent Cal cium canals present at the |evel of
the endoplasm c reticulumof the nuscular cell. By
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the rel ease of the cal ciumit7ons cramred in the
reticulum By inhibiting their release, the stimnulus
to contraction is also inhib ited. It has been
experinmental |y denonstrated that by varying the

coneeMirat iioh Dfsdvagneydiwad ons in various periods,
the quantity of Calciumions that is released fromthe

endoplagfiC JBld S WM VeS| €]8S: feSL gASeRiMEt y @Betyl ester
i ncrease” i n thHe 'same concentration of |\/g++ present I n

t@%i@%ﬁes 'ehga'trs heulkan s tde gepenpence fr theufbo¥ht ides

at t outlet o e calciumions on the éxterna

cQneent L ati on 9&15@9{@%&UEthEﬁH%EtEV%'hléats%%thﬁé%s of the

results obtained are shown In the graph of figure 2 .

Anp t.h iffe j ' f ' whi ch
ARG, O LA L Rl gl ip i ch can
rognes DL 4ES0RL S ere R RUALLRPS BRI B i

appr eci Snet1c¢ co

According to.a particul ar preferre odi.nment ,. .t he
cdgﬁﬁii%g%%ﬂiﬁggt£8naoPrFﬁ§rFﬁ§eﬁW?6)J@Eﬁﬁ?f% TS prepara-
conpi nation of a_pentapeptide of gly-pro-arg-pro-ala .
WP PR 08 Ofs CB VI (5 os i 1o PG 71 Tie and & combina-
sodj um gotas si um and magnesj um gl uconat e nici

- dttrert’s thasr %ﬁ?‘ﬁ%‘%i%t%%rbir%e%ﬁl%%%?ioﬁ gFSFﬁ?Eed Lo
conposition on the areas of the body requiring
arRicl@sefkl Bl 9 eathent agai nst expression wrinkl es

i nduces a rel axation of the . _
The cosmetic composgitions or preparations of the in-

vention are provided in any suitable form for skin appli-
cation, such as creams, emulsions, lotions, gels, oils,
pastes, ointments, sprays, etc. for obstructing and re-
ducing cutaneous micro-contractions with the final effect
of relaxing expression wrinkles.

The equipment currently available for the technology
according to customary procedures for experts in the
field, is used for the preparation of the compositions.

One or more of the active principles are added and
dispersed inside a physiologically acceptable carrier ac-
cording to procedures known to experts in the field, con-
veniently adding one or more additives such as stabiliz-
ers, emulsifying agents, excipients, preservatives, aro-

mas and suspending agents.



nmuscul ar fibers, as shown by the "in vitro" tests,
caus ing, for exanple, a reduction in the depth of the
wonirs/kd@s fornmed by repeated contractions of ROVAERRNES02477
of fa cial expression nuscli8s. According to an
enbodi nment, the conposition of the invention conprises
- from0.001%to 5% by wei ght of Sodi um and
Pot assium - from 0.001%to 5% of Magnesi um gl uconate -

from Op 004 % a5 %orRfi raceivilvityf osyd - pi-givile a better per-
(di peptide) - 1-cetyl Ester - from0.001%to 5% of

O YR ﬁeﬁf EhEE)ﬁ%},ﬂl anHsZ1The Appl iLfantvenytsagegslébecan be

use of these active principles in increasing dosages

. egs ( ; nel ] O
Lgn%§§léa09n 9 Eggngﬁ8¥té£y09 FE?%;&&'BBHFEl%EF%ElQ@6someS

ned according to an eval uation sca

however | t h ' , h . d t i I
dEs i T B e LA R & o FBre The
rel ax expre

5 ﬁ};iﬁgi?’i 2&;?%??’5625” é?ﬁ%i;@%ﬂﬁ ﬁ’%?hg‘?%teic%”ﬁ‘ﬁ%%‘%?%%“g e
f???%?\ifﬁg]riS?t fo_ntﬁ?iﬁég?fss?%“ﬁgﬁ?%%e%??éé"}o?@ the action
T HBo | e PR T ogn) (P PR pepT e LY o the mulei-
cFoste. fhelSBaPlm Mhs B nBRTbASLSPnAETLlY have more

muscul ar cell, the release of calciumiagns is

10 cohesqeneiplice iomdusdeiangorreniyds g1ngs are slowly de-

grading; they gradually release their contents which are

externally diffused as the concentration in the outer

phase diminishes. The high number of lamellas allows a

better retention of the hydrosoluble molecules with re-
15 spect to other types of vesicles.

In particular, the liposomes used in the prepara-
tion/composition, object of the invention, are of the
pro-liposome type, i.e. liposomes which are formed during
the processing phases of the preparation. The phospho-

20 lipids are conveniently provided in the form of disor-
derly assembled bilayers and the formation 6f the lipo-
somes is triggered by the addition, under stirring, of a
suitable quantity of water in excess with respect to the
mixture of active principles.

25 The application of the cosmetic composition on the



remai ns relaxed, with the consequent relaxation of the

surface tissues and softening of the winkles. - The
weazsmmicadoB on of sodi um and pot assi um has the ppPop/ERRI0F/002477

of acting on the sodi um poti&ssi um punps presents at

the I evel of the nuscular cell nenbrane bl ocking it

and consequently preventing the opening of the cal ci um

ca nals. The non- accurul ation of calciumions in the

NuSeid apecehk ensw emd had thec6e08lr aglkeR1906s Hl0tthe fin-

take place . - Magnesiumis an antagoni st of cal ci um

aQ%af@héﬁﬁyérib%iE%lQ@?ﬁbﬁﬁb&hea99é5d9fSbm%dtted as patent
vol t age- dependent cal cium ca nals present on the
e

iEﬂﬁgi%%ﬂfbﬁ?t%ﬁﬁbwﬂéilé$§ pHscYalpLeldioBYto be spread

Iting their release the stimilus for contraction

! Sdﬂec‘@twhiom tede -r 8R! oF ﬁ I g4 klteyrg?h means of a

ine-argimne 1 cetyl ester sti ates the synthesis of

5 ?Eﬁ?%ﬁ$§e$%€{n SQ%PQSPE&gSf 1f¥§?Ué§§i%§%8X@&EB”aaBanu1a

synt'hesis o nmesseng rators of

muscul ar. contraction. The decont in er.gi,c
ac ?Vi?§t%¥n?ac?%?fh%%t% %sﬁﬁg%oégﬁﬁﬁn?%§%ap%g érng to the
enbodi nent of tg r

e epara tion, object .of the . .
EREI B1On | EPBLAFBEOBH (R attonBERICtion BToRAEREion, this
different action_nechanisns,, illustrated in encl osed
Fi g o122t 198e CLSWETS ¢ cgﬁﬁﬁgiti§W§9ﬁ% pr&&ﬁlﬂﬁ%%ﬁ?n Ne.
in vention are provided in any suitable f

of the orT
f of 14kt A0Abpl FERERFBRCS s itth AL PR erfifl sildns 211ows  the

| otions, gels, oils, pastes, ointnents, sprays, étc.
1OfoPr%B§¥@Eé?ﬂn§Oaﬁ§ @Qﬁﬁﬁ%ﬁ&y applied directly to the fur-

row of the wrinkles, also improving the efficacy of the
composgition itself, object of the present patent.
It is also possible for the active principles to be
freely dispersed in a cosmetic preparation and this use
15 is preferably but not exclusively effected in continua-
tion produqts aimed at being freely distributed on the
facial skin, rather than on the furrow of the wrinkle.
The following examplesgs are provided for purely il-
lustrative purposes of the present invention and should
20 in no way be considered as limiting its protection scope,
as specified in the enclosed élaims.
EXAMPLE 1
Formulation of a cosmetic composition according to the

invention, with liposomes, suitable as an attack prepara-

25 tion and called Botoina® for endermic applications:
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procedures for experts in t2e field, is used for the
preparation of the conpositions. One or nore of the
active principles are added and di spersed inside a
physi ol ogi cal ly acceptable carrier ac cording to

ptoﬁﬁdBpe%eﬁ W S0 seRekpriifet BE Gigl-$hrLrg-pro-ala-NH,
veni ently adding oné or nore additives such as

st aRisl iy g]reggh%nglf&afn}ils%g agents, excipients,

preservative aromas and suspendi ng agents. To extend

t hei & agt Hﬁd\ggtr%s%.%gn glgl\goql% @ better per formance

through t active principles can be

enclgsed i ns rrtgp QY ySiNg, Fot
li p@sor?es a\ﬁﬁ‘%éfh g a]fpu ?Jrﬁng/ase e:% [ nto) t e %\% J|'onS =*
site Ihe e of(%ép s has the purpose of

f &ciqite atq ion of the active principles

as far _a he action site. The |iposones used are
prefer’ at’blcﬁft SO HERASIE | anel | ar type and conveniently

have di nensions within the range of 00_nm The
par t9-ci ¥ et @Iy ha & r}Tﬁﬂk’é) %ﬂ%ﬁéﬁ‘ta% and
their goncentrlc rings are slohgywﬂﬁﬁﬁ!adlng, t hey
gradu®¥ oI ¢1HsE DR P ittt are external ly

di ffused as the concentration in the outer %Ese , ,
dimiizhes iRethiRpPiRime e g digtd 261 | Rsmatic acid

better retention of the hydrosol uble nolecules wth
r esplect® taf aherenybeeefiterFG es. In particular, the

Ilposones used in the prepara
1-3% of propylene glycol

- 0-1% of lanolin oil

- 0-1% of dimethicone

- 0.1-1% of lecithin

- 0.001-0.1% of glycerin - 0.001-0.1% of alcohol

- preservatives/antioxidants as required

- perfume

- water as required up to 100

EXAMPLE 2

‘Formulation of a cosmetic composition according to the

invention suitable as a continuation cosmetic prepara-

tion:

- 0.5% by weight of pentapeptide of gly-pro-arg-pro-ala-
NH,

- 1% by weight of anise extract



tion/conposition, object of the invention, are of the
pro-1liposone type, i.e. |iposones which are forned

wauoierugodoRe processi ng phases of the preparati @egT/EPb®5/002477
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phosphol i pi ds are conveniently provided in the form of
di sor derly assenbled bilayers and the formati on of
the lipo sones is triggered by the addition, under
stirring, of a suitable quantity of water in excess

Wi_t B r:8spRC i@ NNt ilRdfe active principles. The

application of the cosnetic conposition on theskin of

the d digiegty Vet tibe of i
1€ 1A G ng:%r;% 1 gi alglylsﬁ(b]jr%hp:e’g)etd.l&%)—lln P Ester

and/or using alr as patent

appld cat i gn,, -whi. I the preparation to be spread
diré%ﬁﬁy(%ﬁ:%¥ﬁyﬁﬂlé%%ﬁ'o “the wrinkle by means of a
graded,.;syrin reci_sion applier, equipped with a
can%ﬁ%& fgi eﬁ?g#ﬁﬂﬂr%ﬂﬁﬂ ication with a truncated end.
Due tq the eci sion .appl.icati.o f the cosnetic
pr’eé)aﬁét]ifor#r ts‘%ie?ré’ qpca&qog}?ld%\ﬁo 'ceé:m%s%epat ent
applicgtion Nr. 01714/04) represents an innovation as
it &1‘]26\/\&’%]??@%”&)' vistiid %&fgr%%m y appl i ed
directly to the fur row of the winkles, alsa , | ,
i TpriovA Pt MRS IREREPIGHS (378 Conp&T tWidh iRdkr¥tic acid
obj ect of the present patent. It is also possible for

t e lactd W Fivrapiles sa8inedateel y dispersed in a
cosnetic preparation and this use is preferably but

not Jexdd i rapyefemectEldydql conti nua tion products
aimed at being freely distributed on the facial skin,
rat er3% el iseatesfilriowlsfoltdle wri nkl e. The

foll owi ng exanples are provided for purely i
- 0-1% of lanolin oil

- 0-1% of panthenol

preservatives/antioxidants as required

perfume

water as required up to 100

EXAMPLE 3

Formulation of a cosmetic composition according to the
invention suitable as a maintenance cosmetic preparation:

- 0.3% by weight of pentapeptide of gly-pro-arg-pro-ala-

NH;
- 0.5% by weight of anise extract
- 0.3% of Magnesium gluconate

0.5% of acetyl tyrosgyl-arginyl (Dipeptide)-1 cetyl Es-
ter

- 6% of liquid paraffin



10

15

20

25

| ustrative purposes of the present invention and

should in no way be considered as limting its

wonoeis@stdodn scope, as specified in the encl ose8CTIERRIVS/002477
EXAMPLE 1 Fornul ation of 22 cosnetic conposition

according to the invention, with |iposones, suitable

as an attack preparation and called Botoina(r) for

endernmi c applications:- 1% by wei ght of pent apeptide

of . oy - G Rrala- NH 2 - 4% by wei ght of ani se

extract

- 1% of Magnesium gl uconate - 2% of acetyl

Lyrosys %@iwéaﬂﬁi@%lﬂﬁﬁ')o - %&%%o;@ﬂtﬁe - 6-8% of

i qui

st.eafy

oI SRR B S enr T v

coccus- pol ypepti

paraffin -- 5-7% of pol yisoprene - 0.1-1% of

wheat proteins

est %! fé@%ﬁ‘ééﬁ_%%ﬁﬂsc .e%i'fi 'd?’%ﬁzfgl} g%a\_/gr%%:lfc acid

i soStearate -

| an

pr opyl ene glyco

! b_‘%Q?%iéﬁi%ékjféf§0é¥é§¥ icone - 0.1-1%of lecithin
preservatives/ antioxidants as required - perfunme -
wat er é%é ag

ycerin **%9:001- 0. 1% of al cohol -

RFRY e U RS 00 EXAMPLE 2 Fornmul ation of a

cosneti c_conposi ti an, accor ing to the
- O

3%

of 1sostearylic alco

- 0.5% of lanolin oil

- 0.5% of dimethicone

- perfume

- preservativeg/antioxidants as required

- water as required up to 100

EXAMPLE 4

tion,

In order to evaluate the efficacy of the prepara-

object of Example 1, a self-evaluation test was ef-

fected on the part of a sample of 40 women aged between

35 and 65 years.

The wvolunteers applied the attack preparation to

wrinkles for 20 days, using the sgyringe applier with a

truncated end cannula.

The sample of women was made up as follows:
women aged between 35 and 45 years
women aged between 46 and 55 years
women aged between 56 and 65 years

The preparation was applied at a dose of a millili-



invention suitable as a continuation cosnetic prepara
tion: - 0.5% by wei ght of pentapeptide of

wglyosmeesoar g- pro-al a- NH2 - 1% by wei ght of anPe®/EP2005/002477
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extract 0. 5% of Magnesi um gl2sconate - 1% of acetyl
tyrosyl-arginyl (D peptide) -1 cetyl Ester - 5-7% of
liquid paraffin - 5-7% of polyisoprene - 0.1-1% of
stearylic al cohol 25-ethoxylate 1-2% of

CRGGU ReRtide of wheaturrolr 23% Honthealq pFetginss, gla-

esterified with palmtic acid - 1-3%of glyceryl

| $R3URAT afLinkled% @l PrOPWRAE 9l ¥EOL -1 281 3% %frlnkles and
i sostearylic al cohol "= 0-1% of I'anolin oil - 0-1% of

p%y%e@ntoﬂgesefe/%yeﬁé@@ttexaéents%xaqor e&w@s and was

per rre vvater as required up to

d 10&?'@% %191 so%?&florfléé‘gcén‘?pfé‘@e ab-

|nven |on S ta e as enan e cosnetic
Prep: zatl on: - 0.3% by wei ght of pentapeptide of
gly %ro arg- pr o- ala- NH2 - O. 5% by wei ght of anise

eXtraC&he 'vofﬁnéegggn%géfgnég %Fonanaelf evaluation on the

state of their expression and skin wrinkles in general at
the end of the 20 days of treatment, by answering a ques-
tionnaire.

With the gquestion: “Have you noticed a reduction in
expression wrinkles?” the results were as follows:
- 75% of the volunteers (30 out of 40 women) declared
that they had noticed a reduction in expression wrinkles.
- In the sgample consisting of 16 women aged between 35
and 45 years, 87.5% (14 women out of 16) declared they
had noticed a reduction in expression wrinkles.
- In the sample consisting of 12 women aged between 46
and 55 years, 58.3% (7 women out of 12) declared they had
noticed a reduction in expression wrinkles.
- In the sample consisting of 12 women aged between 56
and 65 years, 75% (9 women out of 12) declared they had
noticed a reduction in expression wrinkles.

With the question: “After 20 days, did you notice an
improvement in your skin with respect to smoothness and

wrinkle relaxation?”, the results were as follows:



- 0.5% of acetyl tyrosyl-arginyl (Dipeptide) -1 cetyl
Es ter - 6% of liquid paraffin- 5% of polyisoprene -

w0 .260609608t ear yl i ¢ al cohol 25-ethoxylate - 2% 8CT/EP2005/002477
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coccus- pol ypepti de of wheat24- 2% of wheat proteins
esterified with palmtic acid - 2% of gl yceryl

i sostearate - 1% of propyl ene glycol - 3% of

i sostearylic alcohol - 0.5%of lanolin oil - 0.5% of

di_meg i cgpe Pl uiBrzePEESBRY abnes/ anti axf danhs @sclared
requited - water as required up to 100 EXAVPLE 4 In

' & f 4 3 td on,
Oft?% tth%fieé%é:#g{e? %@f Sffd LR ithearepanati on

obj a self -evaluation test was ef

fected Qggt %%g%grty@én&% S%?f 140 VB 3966 petween 35

bet ween ears. unteers applied the

attack, preparati 3 9 “{i&kasaegogﬁgo JaY$e6) UHAG RS they

syri’hge” appri 8f wWth a tfuncate cannul a. The

S SR SRR e 10 v

3garnd Eﬁey%gﬁ%fé]éggggg%Hggegfb%gMﬁgEQQ gggdG%etween 46
and 55 years, 83.3% (10 women out of 12) declared they
had noticed an improvement in their skin.
- In the sample consisting of 12 women aged between 56
and 65 years, 100% of the women declared they had noticed
an improvement in their skin.

They were also asked to'di¥e an opinion’ on’ the use
of the particular application method for the purpose of
decreasing wrinkles. With the gquestion “Do you find that
the application method of the preparation on the furrow
of the wrinkle with a syringe and cannula is useful for
obtaining a decrease 1in wrinkles?”, the results were as
follows:

- 92% of the voluntéers (37 women out of 40) replied YES.
- In the sample consisting of 16 women aged between 35
and 45 years, 87.5% (14 women out of 16) replied YES.

- In the sample consisting of 12 women aged between 46
and 55 years, 100% replied YES.

- In the sample consisting of 12 women aged between 56

and 65 years, 91.7% (11 women out of 12) replied YES.



The preparation was applied at a dose of a mlliliter
specifically in the furrow of forehead winkles, gla

woebdeawoansi nkl es, eye contours, nose- |abial weCcwhPe®s/002477
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and |ips contours. It was I2ft to act for 10 m nutes
and was then nmassaged with the finger tips until its
conpl ete absorption. The volunteers expressed a self
-evaluation on the state of their expression and skin

mwéa%k ih general at the end of the 20 days of
tﬁ%a Hgﬁ%,yby answering a ques tionnaire . Wth the

guestion; " €. you noticed a reduction in expression

kT e TS TR S TRt L S0 of the

vol unt eers £3 0. out of 49 monegé de%Lared thaldt@§¥ ned
had notTted 2°F8dieY i 8h FREexPrEEsicot WS Aidess TR -
the sanple consisting af 16 wonen, aged between 35 . and

455 yBRTYC BUSBOE( £F Wt TORCh o)t CeBY &l BACEhey hagiecon-
noti ced, a reduction in _expression winkles. In the

sdmft e tRhsiHATY of P2 WBRBhBGBHBEt webh BECaRHIEBT Ol
years, 58.3% (7 wonen out of 12) declared they had
ndtiiced s edudt ICORGaR a5 iessiUn Qi nKY%edye19h5y t he

sanpl e consisting of 12 wonen aged between 56 and 65 .
years, HEosy ol worenteuanef afsprdec haued theylpgghation with
noticed a reduction in expression winkles. Wth the ‘
quest i et 1Vaf t BE1ROLRAYS, bell gy sikawiriash afhe contractions
i nprovenment in your skin with respect to snoothness
anden § kd eoverl axareohd | of hel resal teenereocasted.
follows:- 80% of the volunteers (32 wonen out of 40)
decl ar &l thheyhbdadseotdfced. 2 ofpsevdnpmntapdadiside, the re-
skin. - In the sanple consisting of 16 wonen aged
bedweenoRd in the frequency of the contractions were as
follows:
- After 1 minute the average reduction in the contraction
frequency was 69.75%
- After 2 hours the average reduction in the contraction
frequency was 60.75%
The data obtained are summarized in the graph illus-
trated in enclosed figure 4.
EXAMPLE 6
The activity was evaluated, of the two micro-
elements Sodium and Potassium combined for the cosmetic
application.
In vitro efficacy test

The entity of the contraction was determined in a

nerve-muscle model to evaluate the decontracting capacity



and 45 years, 62.5% (10 wonen out of 16) decl ared they
had noticed an inprovenent in their skin. - In the

weanplmmensi sting of 12 wonen aged between 4 @Cam®#2®5/002477
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years, 83.3% (10 wonen out 2zéf 12) decl ared they had
noticed an inprovenent in their skin. - In the sanple
consi sting of 12 wonen aged between 56 and 65 years,
100@60 f the wonen decl ared they had noti ced an

(%ﬁ%nﬁgdiﬁhtﬁgﬂéséfﬁﬂ ?hQ¥§QLa§fed3io The con-
n e use

glve an opinion " 0 he particular

I At SPULEES oo B counes
anpli &al i an. '@?%hfgmf Lhe prenaraile ntonléself, ﬁg aeéer 20

t e W nge an Ta is Use

obt ali a .decrease, in | es?" he resul.ts

o Do 02 CESEREE the SBfunseer el (S watit 0Bt active
re In the sanple consisting of 16

vw#ﬁﬁ?ﬁ&ﬁi%tﬁﬁ%%%n CSEEShd 45 years 87.5% (14 monen

out oaéﬁ“% replied YES. In the | e consi t|n
12 wo geEOBéFWeEHtﬂsélﬁﬁd 5 lofbow? 8Hﬁ| ed'?1 myo-
YES.. - In the sanEIe conS|st|n% of 12 wqnen aged
bef SR B% AREL 65 yeaF§du91n9 %ﬁnc%$tﬁQ§tlonS to

replled YES. EXAMPLE 5 In vitro efflcacy test on
emapeptideimheeXfeRfuency of the contractions was
detern1ned in a nerve-nuscle co-culture nodel to
evaddibie- Rpleagietwnt Fact 1 2g° capaci ty of pentapepti de
gl y- pro-arg-pro-al a-
Sodium-Potassium 2%: -86%
Sodium-Potassium 3%: -100%
These results are summarized in the graph illustrated in
Figure 1.
In vitro efficacy test
The reduction in the surface, length and number of
crow’'s feet wrinkles, glabellar and nose-labial wrinkles
was evaluated in 20, 19, 20 volunteers regpectively.
These applied an emulsion containing Sodium-Potassium at
4% twice a day for 28 days. At the end of the 28 days,
the following results were obtained:
Crow’s feet wrinkles:
Total surface reduction: -40%
Total length reduction: -34%

Total number reduction: -13%

Improvements observed in 85% of the volunteers:



weaebicsdqosi nci pl e bei ng exam ned,
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NH2, used at a concentration of 0.3% by weight. After
1 mnute and after 2 hours of incubation with the

verified over a period of 30 sec. were counted. Wth
the use of 0.3% of said pentapeptide, the re ductions
in the frequency of the contractions were as foll ows :
- After 1 mnute the average reduction in the
contraction freguency was 69.75%- After 2 hours the
average reduction in the contraction frequency was

6Q, 75% T a ,hed are summarized in the graph

[ %Ol}sa{t Héz}tq:e%aclten Igérﬁ:@o{sheo fi Szuo?z,e 4 . EXAMPLE 6 The
activity was.eval yated, of fhe two mcro elenents

Sodi ifih gLnedl%&} seséldbcrﬁjtdorh’oi nzfald° for the cosnetic
application. In vitro efficgcy test The entity of the
c% trfué‘%%srecf%iceﬂﬁrh'ed'c]l%° a nerve-nuscle nodel to
eval uate the decontractin aci tyof the Sodium
PO B oI T BT &t L S5 B Jge Tl B TFact | ons
verified over a period of 30 sec. were counted before
t PSRyt at gy Wi theetreatnent itself and after 20

m nutes of contact of the co-culture with the active
pridicd pl BN $R) FRELEE OThe Boti um  Pot assi um

conmbi nation shows a nyorel axi ng activity, reducing the

misedlarl et deedepisien: -20%

Total number reduction: -17%
Improvements observed in 65% of the volunteers.

EXAMPLE 7

t he contr act POM&EP2005/002477

The decontracting efficacy was evaluated, of dipep-

tide N-acetyl tyrosyl-arginyl (Dipeptide) hexadecyl es-

ter, dissolved in a hydro-glycol excipients.
In vitro efficacy test

1. Evaluation of the gene expression of the POMC

gene

(relaxation neurochumor in a culture of human keratino-

cytes incubated for 24 h in the presence of acetyl dipep-

tide at 0.4%, 0.9% and 1.9%. With respect to the refer-

ence, the greatest over-expression of the gene being
tested proved to be:

- acetyl Dipeptide-1 cetyl ester 0.9% > + 29%

- acetyl Dipeptide-1 cetyl ester 1.9% > + 63%
2. Evaluation of the CGRP synthesis (contraction neuro-

humor) in a culture of neurons incubated for 6 hours in



the follow ng extent : Sodi um Potassium 1% -27%
Sodi um Pot assi um 2% -86% Sodi um Pot assi um 3% -100%

wohem®es@sul t s are sunmari zed in the graph il eermee@d 002477
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in Figure 1 . In vitro effiacy test The reduction in
the surface, length and nunber of crow s feet

wri nkl es, gl abellar and nose-I| abial winkles was

eval uated in 20, 19, 20 volunteers respectively. These

apphte@raBeaidl %0 OBl ah?gp@ééuaw@t assidial 4%, with
twi ce a day for 28 days. he end of the 28 days,

thEeE?ébQ“&BQtﬁ%syéf%f@ﬂaé(ﬂgﬁgrﬁﬁhuégfwﬁslﬁegﬁe CGRP syn-
wr i nk Total surface reduction: -40% Total [ength

redyckion; o ﬂﬁ%ﬁg&ﬁﬂéﬁﬁﬂﬁggﬁ ?ﬁ%%é}éHLw1é§/@1peptlde equal

| mprovenent s observed
vo{ nt eers: d abellar winkles Total surface reduction
-20% Total length reduction: -21% Total nunber

reduction:_ -18% |nprovengnt.s rved in 68%>of he
vol unt eer s’?‘celj\tlé’ TR q%r Thi% géf T@tsgl frface -ds

reducti on: 2% Tot al I, gth reducti on: -ZOWbTotah
nunber re&ﬁ%i éhB olJ] %. ester 4.7%: -50%

3. Evaluation of the contraction frequency in a nerve-
muscle co-~culture model in incubation with acetyl Dipép—
tide-1 cetyl ester at 0.9% for 5 minutes and 2 h. The
contraction of the 3 muscular fibers subjected to control
decreases as follows:

- after 5 minutes of incubation with acetyl Dipeptide-1
cetyl ester 1 fiber out of 3 ghows a contraction inhibi-
tion higher than 20%

- after 2 hours of incubation with acetyl Dipeptide-1 ce-
tyl ester all 3 fibers show a contraction inhibition of
100%.

The results obtained are summarized in the following

Table.



| mprovenents observed in 65% of the vol unteers.
EXAMPLE 7 The decontracting efficacy was eval uated, of

wdaizpepicdae N-acetyl tyrosyl-arginyl (D pepti dePCT/EP2005/002477
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hexadecyl es ter, dissolve®di n a hydro-glycol
excipients . In vitro efficacy test 1 . Evaluation of
t he gene expression of the POMC gene (relaxation
neurohunor in a culture of human keratinocytes

i ncubat ed preiRradh TN Tiie vPEeSLARE FABEAC RIONTFEAPERN
tide at 0.4% O. 9%and 1.9% Wth respect to the
reference , the great est over- expreSS| on of the gene

berng—testedTproved to be_—acet

Ster 0.9% > m@@etymw%ﬁﬁf’e&e KEB1 Pipesiger Getdgstor

contraction [ne ?fgfﬁ'ﬁﬁ%r) e of neurons

e

>+ 63% 2 . Ev tion of tg;%e P synt hesi s (0.9%)
( O3u| t.ut

incuba_t ed forf 6 hours intfl’fié\'1 f %Wc

e pfteaBeiiyl | After 2 hours
di-peptide at 2. 8% and 4.7% th respect—to-th
ref erfierel, the redoction i iBlddkag&GRP syn 20tesi S| | Blockage
opserved—afternedbati-on—wth—-dipepti-de—egqual—to:
aret yFllbeED|2pepti de-10cet yl| eslleakage 8% - 09020%acetlyl Blockage
nr\ni- —dao paW=X V] act aAar 4 _I(IA EﬁﬂA Evyal pat rlan ~F i
P\/P T Ub .I. \.bl )’ COoU Tl = . (O AV V4 LJ . VAl ol rjuin U1
t he ddberrdactijon freéquency |B+oCé£agerv=rrusel2@°/<co- clul tBloekage
nedet—n—tnctbator—wth—acety—brpep—ti+de-—t—cetyd

ester at 0.9% fo
of the 3 nuscul a
decreases as fol

LILJ
5 mnutes and 2 h . The contracti on
fibers subjected to control

oWs:

_Wﬁ_"—h'—l



- after 5 mnutes of incubation with acetyl
Di peptide-1 cetyl ester 1 fiber out of 3 shows a

woandsroagdos on i nhi bi tion higher than 20% - af t eCTZAP2005/002477
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hours of incubation with acetyl Dipeptide-1 ce tyl
ester all 3 fibers show a contraction inhibition of
100% The results obtained are sunmari zed in the
foll owi ng Tabl e. DECREASE | N THE MJUSCULAR FI BER
CONTRACTI ONCLAI MS 1 . A cospehirfigconposi tion suitable
for relaxing expres sion wi conprising at | east

on PeR Sl 1 AGEIN 6 1B S8 S0P {fcing cxres-

Sst” one m cro-el enent

reduces th ontraction, of ar_fiber .a . _
St P T T e cERfhbT 8 0, Arop BE5t one MEpAAME Brich 2 ce
accordi ng to clai ein said _peptide is

im1 , wher i
seT B T8 ﬁcailﬁgpﬂnde&% B‘élﬁtcélpgf):ti%leb%rnﬂ RExtiFRE one
thereof .. 3 . The canposition according to.claiml1 or
2 ™ Gifer & LA VRGP | TRLTESR ont GpepET e R o = muscular
comprises the fol | ow ng am no agidf . alanine (ala) |,
argi RN Arg) COSPRo PR (FFOTPLA S TR S y) . 4 .
The conposition according to claim?2 or 3, wherein | ,
sat d pertapepiPaelhasrt RECoeience LY ePROL ARG SRS Said
-ALA. 5 . The conposition accopdinqbyo any of the .
clpémiside 4iswmelerchedaifdoni peHiRfP CisHpr i 3 eReRharapthge and
acids tyrosine and arginine . 6 . The conposition
acebridingst bhangobdf the clains 1-5,
3. The composition according to claim 1 or 2, wherein
said peptide is a pentapeptide which comprises the fol-
lowing amino acids: alanine (ala), arginine (arg), pro-
line (pro), glycine (gly).
4. The composition according to claim 2 or 3, wherein
said pentapeptide has the sequence GLY-PRO-ARG-PRO-ALA.
5. The composition according to any of the claims 1-4,
wherein said dipeptide comprises the amino acids tyrosine
and arginine.
6. The composition according to any of the claims 1-5,
wherein said dipeptide is acetylated to make it more
lipophilic.
7. The composition according to claim 6, wherein said
acetylated dipeptide is acetyl tyrosine-arginine-1 cetyl

ester.

8. The composition according to any of the previous



wherein said dipeptide is acetylated to make it nore

lipophilic . 7 . The conposition according to claim®6
WO 2We@esdor sai d acetyl ated di peptide is acetyl PCT/EP2005/002477

tyrosine-arginine-1 cetyl estter. 8 . The conposition

according to any of the previousclains 1-7, wherein

said at | east one peptide conprises a pentapeptide of

gly-pro-arg-pro-ala-NH 2 and the dipeptide tyros

i ne-arqi e Th nm SI or 0 if
RE=3rd: e 1. §’he\%ﬁéFe%ﬁl§‘aug Serh. St o iy Yees

sodi n1 t, nesi_u their, s

pRYS) 8‘P8§% c%léfpt%f[ﬂ &N ?el’p R?ata &H}{ n%dft i ghipeptide

thereof . 10. The conposi tion accordlng to any of the

c YRS 11eg 2XGHE SIS the association of

sodi um otaSS|un1n1croeIenents IS supplie the f.orm
0P -an S8 GEERAT L By AGCRILING 150 THEY ¢ ?m&gﬁet rpims -8,
according to any of the clains 1-10, mhereln said

5 mw@@ésémen%%dcmﬁpsééem%ﬁesqwﬁ@%%nsfbéwm Eferssium,
conposi tion according to any of the clains 1-11,
wiegsies isal d Hieko- 8 bhgnenA4oan Physdelagisrldly acceptable
sodi um potassi um and magnesi um gl uconate. 13. The
colppysiatiioiesacost diing uesaihesteathe clains 1-12,
conprising a gly-pro-arg-pro-ala-NH 2 pentapeptlde an
adét.yl Thyr esimesirtgian resdoxding est enydppepticdeslaims 1-9,

sodi um potassi um nagnesi um gl uconate and a
codnretdical | yhraccepiscatileeicar rief . sodium-potassium micro-

10 elements is supplied in the form of an agueous anise ex-
tract.

11. The composition according to any of the claims 1-10,
wherein said micro-element comprises magnesium gluconate.

12. The composition according to any of the claims 1-11,

15 wherein said micro-element is an association of sodium,

potasgsium and magnesium gluconate.

13. The composition according to any of the claims 1-12,
comprising a gly-pro-arg-pro-ala-NH, pentapeptide, an
acetyl tyrosine-arginine-1 cetyl ester dipeptide, sodium,
20 potassium, magnesium gluconate and a cosmetically accept-
able carrier.

14. The composition according to any of the claims 1-13,
comprising from 0.001% to 5% by weight of sodium and po-
tassium, from 0.001% to 5% by weight of magnesium gluco-

25 nate, from 0.001% to 5% by weight of acetyl tyrosyl-



14. The conposition according to any of the clains
1-13, conprising fromO0.001%to 5% by wei ght of sodi um
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magnesi um gl uconate, from 03D01%to 5% by wei ght of

acetyl tyrosylarginyl-1 cetyl ester and fromO0.001%to

5% 0 f gly-proarg- pro-ala-NH 2 pentapeptide . 15. The

conmposition according to any of the clains 1-14, in

the f. f sneti rea r skin. application. _ _

16a%gljﬁ{eyrﬁcnglnp%§lt}??o%§%8%or%§%ng@ Ogn a§y6§}°tgg %ﬁ’aio gly-pro
rrier .conprises |iposones. 17.

1- 15, wherein id.c .

THEEH %_salle{‘:?—c}\ﬁ%a@g rﬁpﬁé)ttl@ed aim 16, wherein said

i posones are of the nultilamellar type. %ﬁ The, |,

conbosi T ERE KT 1" (45 STaT L 6 Bra%, Ohndhei niekrE 114,

I i posanes_have di nensi on rangi ng_from 150- 500, ntn,
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wri nkl es conprising the skin_application, when _

t riéat neffte | TR/, 2 GFoLl gt ned | 14 | 9 eflrecEigeéms 1-15,

quantity of a_conposition according to any o f the

clvdisEe 3 03 49 t QRUIBLeT JpOmIPHeS $ibt WP ¥RBF di ng t o

claim19, conprising the ap plication of the cosnmetic .

corposi Thoncanpesi t yornacherfuRgokoo dlaie Mri nkherein said

means of a graded syringe p reci_ sion applier,

equippeeingd tdra ehnrhg andibel bxrelhat @ypeli cation

with a truncated end. 21. The nethod according to

¢l m Iherc@tyoshere noabiting nkd eslaie B&proesiVonwherein

wrinkl es .
said liposomes have a dimension ranging from 150-500 nm.
19. A cosmetic treatment method for the relaxation of
wrinkles comprising the skin application, when treatment
is necessary, of a cosmetically effective quantity of a
composition according to any of the claims from 1 to 18.
20. The method according to claim 19, comprising the ap-
plication of the cosmetic composition directly on the
furrow of the wrinkle by means of a graded syringe preci-
sion applier, equipped with'a cannula for external appli-
cation with a truncated end.

21. The method according to claim 19 or 20, wherein said

wrinkles are expression wrinkles.



