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THERAPEUTI C VACCI NES TARCETI NG HMEBI FI ELD OF THE
| NVENTI ON The present invention relates to the field

w@booaosisse specific i mmunot herapy. | n parti cuP@r/EP10h@010177

present invention provides for novel inmmunotherapeutic

agents and nethods that target the protein antigen

HVEBI . The invention further provides for various

tools and nethods that are practical in the provision

of the i nmuNthed andudévicefprnmetering muidicainents

BACKGROUND OF THE | NVENTI ON The HMEBI protei n HVGBI

(high nobility group box 1), also known as HMG1 and

an‘ff hotpeesent inventone¢latek nowmethdd axfidet veringl amoedibarae oty @articu-
h S

o B OER foRn U A LadtOL S SEAINEEED pletBFF acoyrppyond to a de-

ha¥icevier pmipistfing adoegicament pasiqulanyutin 4be dermtaf an aerosol,

Wi

B S B BRI R RO itp praniblE e AAReL s

thereby facilitates assenbly of site- speC| fic DNA

bi By the té)ihm'ﬁieﬂfcamantm"rhré{&ﬁsocrhé&ﬂahd:dbrdfﬂgetotm@uli)@ffﬁ%n in par-
i nteraction

di
" BB e mERL forafiEs Snedicament iR Friferably the me-
r edicahet tsemviﬁpndtfbﬁnrmm mag bardsuspemsion, asyetion bga emixture of

thg a [ t . rotein. .
2o Do} o i Red, DhoR ot el alecblincbBbRee e fojlowing de-
t hecreptiansadl thandvéngiasuis skpatadt prymexi ot ® thedfoamaegit imhiquid form,
ILzdg! o, [

l:l'% g}:)bfe\ﬂg%ﬁﬁgqi ﬁnbféé}\ %Sl%heé G vmlgtl Ase? ?}fqu@’fﬁbwb@ef i€so ap-
t hpfeyamﬂrmgbﬁm@t F me@lmmqrttm@@rémgdﬁahg @eesgsprvention and
angdo@bbiade sulReimdes. More than 50% of the ami no acids
in are charged at physiol ogical pH The pi of
HMEBI increases from5.6 to 10.5 when the acidic

C- EP{ Int4f26| 6625 AleEniel . cohbtimfbsll'll*{@l’arhﬂ 8 it feaHepresent inven-
nei ross a
| JBBk! telist 0o SRLe R8T 0550Rle R IPRELER, SERER: o liquid, par-

d| tlbellaslyaa phaonaoeuticalalcquid. Therknowr devicB/Bak .a Jindettube with a

(%{]g"%g%/lf gs ﬂ%ﬁﬁdﬂ?ll??gﬁé@}e\%ﬁeﬁé e ﬁgh%?ﬁp&éﬁé ?erf#ﬁj as well
gl as aniCk riaggaakefor provadingsa saaébpe‘tﬂemvthe gundmba@nduthe piston.
t a'T‘he?? ?ﬁitg' %azs?%ét ishi atn%bh Jk%% BW tlﬁﬁ’glﬁlﬂe 'tﬁ'l%‘t’l’&éi)tam a good

her
D| &¢ali the G- nneéhaulah flllﬁhe %P@YR‘:F@ maye than 99.% MuBastice, it has

G béaPEsindBihae ﬁft”io?ér'éﬁcék%f tkégﬂawlé&?%bmpﬁhbh@ [8hd to an inade-

resi dues fn the | i nker, I ons, are unstruc

f | g4t seal, paryqulay ﬁg‘H ruaé‘de‘%eé%é@%rqsk}}tx}gﬂﬂ}s“% Gignt meter-
yi édglacdurady. Axelrate niteerimgis, hopeher, essantiahgirecisely when admin-

?\ﬁiﬁ? ir?g""égi\ggﬁwﬁe e g AR B ocidic tail

with 30 consecut i ve aci di c am no aC| d leads to

therlﬁ sI owsﬁ 5& Jt%%e g@rirse@s ra?l tlﬂ‘%@ﬁs}daﬁlﬂd geglce for im-

Br @m meteging a&ﬁuram(fﬁﬁée iyering aredlgélsa)me@ﬁ@gznedlcaments par-
97+tié0fatly intderssol fem st udi es have denonstrated the
mportance of the primary structure for the formation

of the arrowlike a-helical box structure (Read, C

l\/l Th€abpve Bbjeldt is 4ohivedRoba nsthod fecordingsoaldim Por@ device ac-

T ﬁ%ué\#%?ﬁ%g#“fﬁ% Bl 6 1 s e -

thelaIBnbox are very flexible (Wir, H M, Kraulis, P.
J., HII, C S, Raine A R, Laue, E. D., and Thorms,
J. O (1993) EMBO J. 12, 1311-1319). HvMEBI is

acetyl ated and pot ent| al 'y phosphoryl ated

intracel lul ar™, but i.s not_known if these

nodi fi cati ons have QQ/NFFRM-H&!\' &PPKe cyt oki ne
function. Endogenous properties Apart fromthe nuclear
functions HMEBl is secreted and has cytokine-Iike
extracel | ul ar. functl ons. I\/bst of the ceII dependent

Y Y I e o oy
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function, inhibiting the effects of HMal and/or the B
box, as efficiently as anti-HM3BI anti bodi es.

wo b lostsBen of HMGEBI by anti bodies is not onl yPCT/EP2006/010177

preventive but al so therapeutic. HVMEl rel ease induces

several cytokines e.g. IL-I, TNF and interferon”® and
this induction isanplified by IL-2 in conbination with
IL-12 or IL-1. Interestingly, in IL-1R/- knockout

m Aecoidbiy taltresinventiomdncke pradess,ta Srst Bud laeseconsd c&nponent are

J °g§e°tpfbr the lgei\{bgy an% g@%%%%qeg’?%gﬂ{geﬁﬁigu%q li&\kg%h’es, with at

A. leag008y significarittmagmiuseno! de; fitsa®mpaten)s of each batch being

zﬁrgﬁﬁﬂrfahgﬂmzf @Eﬁf}é&fédt aHd lf)rblgn trh?éﬂzi' lest (5'1‘1e°dec§s‘;r‘vcl,1 hl%ﬂlﬁcant mag-

ar bfpde for atbthe) first mmp@n@lts Oﬁgmeéne%@ebaﬁ@iu efewpined, while
Boife éé@@na%ﬂmleﬁt istﬁxdyaxm%le a&g;sl wﬁgéﬁ%fﬂé??%t%@ét one es-

anti bodies in C ous _t

o SUTRIA GFZHARC 2 the SRENG SOTRSHFRS © VRég 188 3 unpgion pf the at least
J onéldedtsNGQ&gElﬂcaﬁVQh@grﬁﬁrde d\mﬁchlr§ (suidabre) gﬁoup is selected,

‘Q”?’?Gc?sﬁ“lr HneD &ﬁém%grg%% %f)aera iexc/Rively with a

c asmndaunhpcbﬁﬂ%lof amgrdia@CEam’mn pve itk batss ed is mcoapyrated the-

capger . r ' | .
%Qﬁngo%f@tlngﬁ%ra gﬁ{%‘:&%gyﬁﬂg grg[lg\/(\ﬁ;f@tewnd.r%fn%nents it
pr wspmseblcetnomhles\@se@ lm@vqms@al hatweanitheucambined components
: ) -
6§lﬂe %'gg%f%lx anltrl]eldstfé{‘%%\%é';ﬁ)' or}é?i\ncgggoi% 0 QQICRJ delRP the me

fo wame@h Iarthisumay ripaeyesmetermgaecpeacy lmbtameﬂct ori al

receptor that is also activated by gl ycat ed pr ot ei ns,
nd P penB 3 SHitablg; rsficany Rt et el Quiggpents Produced, for
anémr&pt@pwtmmr%@néergﬁgndr aaving Fﬂ%%nagﬂsaﬂt(bnlﬁl‘ﬁﬁﬂie 10 pum to
ant t upor

antg%@d# W Spr(%r SO r O h 1?%e<'fo Qrben yare égﬁ%tllon onulded and
LeﬁQmDshe(ped scals, Weferﬁb}yj annubar; -shaped,\espedially &)-rings. Fu,

C, Hofmann, M A., Kislinger, T., Ingram M, Lu, A,
Tanaka, H., Hori, %awa S., Stern, DD M and

Sc i sjgmflAanq\/mang@@;)s hgrf@rsnggmpggqntgﬁgz;mcufarly in the case of
A éﬁ‘lﬂilﬁfe Ehﬁ)e@' &%Pss ﬁldﬁnaémlhﬁgéj a4e Wcﬂuﬁ@ﬁ%ﬁ%e Ere@ﬁ%ﬂlty are

entlaéf first al hel i x of
(Karqfﬂ mletegmneﬁlam a, M, and Baumann, M H. (2001)
B| ochem stry 40, 10032- 10037) HMEBI is upregul at ed |n
ou n rons, and is. as 00| ated wt
i Bobis fencfeaind ol sl SORCIGRE (EilEhotain e iy, YA1UC'and the
J staftiardadgadation e, g. Tf ubd vphumdand Eampmsi’ml;ty]’as signifidant mag-

b Bitvded b rirst corBPthert THEMow Syetbdilihinic effort,

al so a potent proinflamatory role within the CNS

(OTﬁ@rb@Qénd &n@oneﬁ'@'ﬂﬁ@ﬁéra% Icgm rﬁ@‘%ﬁf’écgsf paghoulmﬁ“é rshoulder

, B
or m@jee ern amnémodgmg:the ﬁlf%é@ynpqqeng and £aEm, in particular, a

N?Eidéstubé foRa PisRA30f (et @é@ll@@ Biéferabldy; 355635611&&1 qfA@fitude for

bi t beta cI n and enhan
D iR the spCond T Ranie iRbs BEurSiis Adnagnitude felating to the
Al rdvessyesuch adi meada@th Eald&trawldﬂl ofkiht aeuess, Itvhas been found that

-Srﬁlki% magn@gde{%@f@g@s R%su?rglséﬁ?ﬁ %ﬁpfoféﬁe élé@gg)glgrocess so that

Hvoasly tedativiebynbttke effert soreiqoied. at t he | eadi ng edge of
neurons, where it activates plasm n (through binding
to tPA), whi ch degrades both HM3EI and anyl oi d

pl agues. Therefore, nore investigations are needed t o
establish the true endogenous role of HMEI in plaque
formati on and renoval (Kranenburg, O, Bouma, B.,
Kroon-Bat enburg, L. M,. Reijerkerk, A, W, Y. P.,
Voest, E. E., and Gebbink, M F. (2002) Curr.Biol. 12,
1833 1839) At heroscl er03| S ExpreSS| on of HI\/GBI 'S

o o T | o S o o s o o N A N—
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agent this nodified human HMEBI in adm xture with a
phar maceutical ly and i nmmunol ogi cally accept abl e

wae@2iogrs3e©r vehicle, and optionally an adj uvaneCT/EPm®06/010177

invention further relates tb a nucleic acid fragnent

whi ch encodes a nodified HVEBI pol ypepti de of the

i nvention, and al so a vector carrying this nucleic

acid fragnent is a part of the invention. Simlarly, a

t r Rreferabhye the aielan amdr the rstaridard daviatieng paticdlariyatheeddpth and/or

or JN&6h 8F He re%le?s ?ggﬁl l?gedt &ee%sgﬁﬁglg@ggﬁgé%hfo? division into

t h& R HISH e8>

|ndut@ﬁgp@roduct|on of anti bodi es agai nst HMEBI, the
conposition conprising - a nucleic aC|d fragnent or a
vector of the present invention,-

phdhgseeend égmpyn@ﬁa argrRIeheNabl ednwa@bc mﬁa@ured with differ-

di byesdsemiial Phgiigiics! hedBdh ml%@bs ulff&mﬁ $AbRChaRdhE manu-
of thelnvelntlonlsastagl? %f? i ne # hcarrles

t hEAJWHRS FOlBaNCHST 35/ [0rRNABIE dibteraii FRURKSD OR¢ gomponents
nu fd bk Cplrlaﬂucd:df ard) Felat inofeatlfie ss. rl\’[@ﬂﬁfa@thn@@nwmﬂerent essential
opt.i secr or_carrie

ChotaAPunds BPreRriily e b doendinibon s cghumentipr the sta-
t hastedl lprobatelitys al so part of the invention, said

met hod conprising transformng a host cell vvlth t he

nucleic acid fragnment of the invention or with the
vedhersetond nompanentEGENDS PEbIHEIsp| morEced i batches, but particu-

T t

PP e PR B i e
wa@né SOBMANRBE hejng gnmanmmwrme from this
Cr fcedsehiisAAgnitude fAriatiche! secbhd %n@@ﬂeﬁi@ﬁﬁﬁﬁe Fésp@etlve batch

Nucl ej ¢
gﬁlﬁgmtm&neﬂ ummdiweeéowseawemnf 46 the seeend gamponents
L can barawomeellaaﬂen tHisevyr thewffors esribh keptddbwt bveerflihi nese
hanster HMEBlI B box is identical with the hunman
sequence. The 3D structure of the HMEBI A box has al so
be ®artibad @t yrprefdrabiyd thes dewvigh lcpnipoises,cigoaddition td ¢hBfivstxand sec-

st BH&tchFpo&%ig at ll'?astl\éneé}ﬁ'}%\%l' Eérélp%%e ga{ﬂclugrlyci 33 ber of fur-

EMEEr romponents] sualpagy. pistpg . which Theealndff bynthmflastmmponent
SeﬁH&%ﬁgp&ten A o akia s@c&‘?@ bR Sofd Oﬁfmt% ﬁfé'_l_%cond compo-

consi st no_aci 165
ac Pamc kfér?ﬁlt tches ofdhe g‘éﬂ e %th%%onameni% grepthgn cgmbined,
heﬁ&ldsﬁeb'tﬁ‘t@eﬂ@aﬁjet €an Be fa@ﬂi&de@tbyaielémr@% dnéicﬂﬂn up of the

I0| geni ¢ _se s found
eSO RGVAIED iscRAMerthe TR A ST fih s cssentia
ac mhgnamdel Bors thiﬁ ~VafiatiG®)- aS(mensdreﬁﬁen't‘/oﬂ the tdeptlAobdhe aeutss, i.e.

at t]ﬁ:‘é&ae zﬁ%éj aﬁiﬂ%rtthg %dé’l \A@x}a]l(ier}étﬂgp}%gq 1%@955149 #o@zexample a

s i selspor‘armgcfgr seaMN g3 seahas 1lm4fl rspiepaipoaceat l[!irtbg mmﬂss yis particu-
noqarg} ?flﬁpa%yé.at ed as the protein is synthesized in the
cytosol and not in the ER Polylysines at positions

28-30 and 180, 182-185 are frequently acetylated. Fig.

3: TBeﬂWdhesﬁﬁtaﬁ 22066 W%E%E[bct&d’bvh@ﬁ th&depiceiHased least one

> A rk%h‘np%’%ﬁ@rsa@ﬁ@a%% 16 B a9 o BnoaRissone or more
Hl\/ﬁtlkB]sfgmfldaﬂtan@rﬁtddb’G)%ShdotrEr gomponeiesicoanip@rets, particu-

no c u

(& r )fﬂﬂ% @qlrﬂ?%? dﬁﬁﬁtﬁg ;?&oh' dﬂ?ﬁt}l}é?&&ﬁ%ﬂ’%ﬁ@% fe‘tﬁg? of the sup-
g PRt ring, SR Are gﬂqa:rml takem igto Becaymt @plope or more further
chromat ogram of purified HMEBI. Min peak purity is

90% The sanple is purified variant HMG AB3. 1 (Sanpl e
02017). Fig. 6 : SE-HPLC chromatogram of purified

HMEBI (Sanpl e variant HVMG AB8 D01650). Fig. 7:

Anti-HMEBI response in HMG ABI O vacci nated C57BL/ 6

mce and DA rats. WI-HM3BI (lug/m) was coated on

Maxi sorp plates over night, blocked with 3%fish

gel ati n, and antl HI\/GBI ~response |n ‘sera (1/ 1000 for
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HMEBI from WAKO). Biotinylated nouse anti-HMGEBlI MAb
(MAB1690 from R&D Systens, 1:250) was used as detector

W@\R00a05EB¢ er nati vel y the nonocl onal s were subspCT/EPB®A6/010177

with each other. Fig. 14: HME| Sandw ch ELISA to
quantify HM3Bl -variants fromlysate. Left figure;
nmouse anti-HMEBI MAb (abl 2029 from ABCAM 3 ng/ m ) was
coated on Maxisorp plates o.n., blocked with 3%fish

gekighificant magsitieid($)oin 2ddisidnn teahk decisive ssignificantinegnitude

H va dilution, dil. 5x each step until
" hon dflectlil s Bitfie kel "rouse anct - FNGEI - M
(MAB1690 from R&D Systens, 1:250) vvas used as detector

R&Bsglgtﬁ[eixséxggglﬁeq :Irﬁ ?r?at@ﬂ%g %?%?l %&t@é’?ﬁj’tﬁg th{ercﬁ:@swe sig-
o. A lcabt mﬂg@uuap ttogeabsr with epsicmally, othex: siigat mnt onagnitudes and

W' EHE &@éﬁtldl%ﬁ W?Jd%‘lﬂttﬁé 'n%eh"@lce"l%dsanéﬂgéét on  average - 10 a

bi SRACHIF PATichiock) bgsiTedbiBomyok o dhamesss for a

1 gﬁﬁed\&@ﬂ T3ecderetioR i e alade, Mbpdriibulad vitkF¥empatdr@8siSfance tak-
HVGBI cel | (}/sate The expressi on |l evels

of 11§ ?CCPHBt ﬂ)/éa?"%rn?rgp?ﬁ?ﬂ ok Statistica ucted were

anal ysed by coomassi e stained reduced SDS- PAGE. Every

a 0, [ fhe: |, var ant The variant.s base
on SR TP fovel© i icte SR8 sseht Jpy U o 58 Har, the
abquoticn dof The sokiméef tharinstatled bead dy ther vohenBobhthe recess.
correspond to about 15 kDa. Arrows indicate the bands
reEr esenting the AB box and B box variants. Fig.
i el teemt lshapads sead 0 pes meant dhtheepreseat invenhon éJ@th flat seals
Wi hAd Wi% hQs afd oTH'@r Ha EE&E@J]Q‘% d, 'iMEH di'f‘fé?@tlnt &bfﬂdcftl'oﬁal sha-

score emal e ratsS i nmmuni sed
Al B?% ably t %ﬁha}p@ﬁsseawﬁzwwetq@%wmmuous ring.
Al hydr ogeI B: Summary results of three groups of
fe |l e rats,that wi,t h HM3 ABl O i n .
6 Propasy RGeS T P HESSIeHGoNs TR GRpS LI IS Byt with ref-
f eem:lnee taits prefievred asd with b dékideviiot putrpéng armetering and prefera-

gglgl('}'\/%weﬂngg hqhqeu}g oL gw&lc%@gp{ Gl{hgsp@ﬁgseﬁﬁr]ﬁgégs 1S &enerally ap-
segh@ahieio @il kinds D’édelacesTlmgrefmmhnsels w1thrdes/1cfasgua@ up of

ar ﬁn@#osé’orﬁg&gjér%%t Hf b%fh%a? gﬂﬂgrgk?&ggg%g gﬂ&gﬁ}ﬂ ng%@ Sﬁlliﬁ) compo-

A3nents wopt rq;gesgw_( exgessivesef (g;*y or gkg)ul@ be tgtglly@glpogspble The de-
69scr713t10n7t?nat llowy'is diRRted pridlallyP@xa proposéuevice. bol d
and the inserted epitope in italiics. The am no acids
that are underlined constitute the al pha helical
r e@l devce actdrding wﬂdleBnbmlolFf(g adhfinistering a medicament, particu-

UL bR M AR o i
cl tei with qoprsmrpwhmh [snloagsaghn‘aﬂymnova‘téc ehersmoral shaged seal for
vi ?61%1?%%?&] Béttv@ée'n%g %qlﬁ'@e Hff)%"%ﬁ%nth@‘ na%e'&gfsofor accom-

t1ser muni ze
mm@@gng HHbe shaped seal vqhgusmecqamé.qf.a atqcefrtp bated of shaped seals

be hw far -
bmgrbdm&*lw@ if4 gdfiel t%géE @gla @Hﬁchﬂi S%%g!gkﬁﬁlp,rthc group be

|nnun| th controls
et ested ot REvarel sioWPRG! okl ChdngON Aldgagtpne de-
t henspreesgniﬁ@nem inf@atle @f thed)at‘d}ﬁllﬁﬁ)rvibﬂ to Bl e fdecessdwith the

d r to clari

e el B¢ a s U BH TREL 2 it Bl TEY 6 whicn is
t hprcp/néeda by the rdeewed rseéleard ﬂleneen impeved(meteuingt aconeaayr can be
a {14 ) i nduces a specific
|mﬁ“r§ﬁg9§delsﬁp%géske@geég§ ?Fe rﬁéﬁﬁrnmnogen in a host which
has been i mmuni zed therewith. I t wll be understood
that certain nolecules (e.g. traditional small haptens
or self-proteins that are tolerated in the autol ogous
host) are incapabl e of inducing a specific inmune
response and therefore cannot be termed "i mmunogens”
i n that partl cuI ar settl ng. Hovvever sonme

o r . s o o T
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aci d sequence or nucleic acid sequence, respectively.
The term"animal" is in the present context in genera

WO ntogsisde t 0 denot e an ani mal speci es (prefer abCYEP2006/010177

mammal i an), such as Hono sapi ens, Cami s donesticus,
etc. and not just one sin gle animal. However, the
termal so denotes a popul ation of such an ani mal
species, since it is inmportant that the individuals

i mmuni zed according to the nethod of the invention al

ha [ . I i

m?vuir%ﬁzja gﬁﬁ%#ﬂ% h@ﬁégﬁ}nﬁggﬁ@‘yﬁkypﬁg%rgcﬁ% B llilnggﬁl%des of other
I rmﬁmg@ﬂf(ts,) partitylaflyrsigmgicancmagygindes of batchemofsfusther compo-
HMiBhtse it as fﬁe%%ﬁxﬁ et '3)? tﬂé’ pPs'ﬂorPQHé’ leﬁ%bﬁ%gﬁkital [BYttP8f the sup-

necessary to use nogens 1 n

di Ppering fosewialbt swerﬁmg thecsénapecbsewé oithe:beunglasies & the groove
t h@r ﬁi&l@ﬁ@'rﬁéfﬂ@@ bEQM‘Pérﬂﬁltd"B@ﬁldérﬁuSﬁCh popul ation. |

t be clear to the skilled person that an ani na

in the present context is a living being which has an

I MDgher &péét@mhdraétenmdﬂ @(ﬂ%m standtfeatugeseot thidlprésen@invention

vert rate suc &§§ rmin,viv

ot b, RpRrest rpahe BBy g B SofiaR e asieliBsion of a pre-
r eﬁmmed embodmudrm with veifegnoe gatliesdrawing. hersinplerFigre shows

i nteracti ons between HMEIl and its natural binding

partners and |igands (or between HMEB| and ot her

possi bl e bi ¢ saheowticysecgiv thrangh bidetiihef ®arapesed device.

this nol ecule). The down-regul ati on can be obtalned by
means of several nechani sns; O these,

i nfl@efRIPRARE dviee dHOT Admipistesingsor ﬁelmmg Upoenparﬂsul,arly for
bi B dhﬁﬂn%)br bivetéfih b eve ddt draritg F?&ex‘d@h lﬁﬁﬁ’d nePadighdd espe-

Fc receptor ca ing cells is
oF Nery SMallJoInp cial BmES £ BE I ARty EhecRymp volume
[ nv;etttd anbbdhatem RBowntis bmky 1iindilngl, r[ﬁﬁfdralslylfromelﬁm/&i 500 wl,

eeiir e iot A B AT RERE SRCtRlARYY ST GREAE B dn particu-

of laredblomt ﬂ)§ ul\perqestbs strékeo wi thin the scope of the
present invention is the killing of HMEBI expressing
ceIIs by cytotoxic T |lynphocytes. The expression
"efn ecdqrﬁg%emb&@ mr%p@@wgongewg@ndurg@ﬂnpgeﬁéhﬁ fleggred vo-

Ce'lﬁrﬁe in- Qérﬁ@ﬁlﬁpﬁvér{‘ gH ?irﬁ‘lgaéﬂlﬁat%ﬁ bitf@fdé/ &&od of non-use, it
i nt ende enot e stem i

ani nal ne
subj eewéart dhainng ﬁf&m@&qﬂ%gwarq téwg%eww b %%w@rlwe\ahﬂe it is
manae bemgl gdedeas wikawisathe hRteERREGAN ab laﬁgéram safiddnout with
rhéﬁks i mune response are triggered {i.e. antigen

upf éﬁﬂzﬁfg%%¥3|ng fol |l oned by recogn|t|on of

presented T-hel per eptitopes fromthe antigen by

Th lis i0 a

ord QJShgnc'tie\ﬁﬁé 1 hfsnngci{]H{""lhfi‘é 3 ec%nd?’ cﬁﬂégﬂeﬁ% %gfbn b SPhich is
fr @mdeldetOdJesl@newdl@aﬂb Ingaya ﬁwr@ne(fmr@hfge:ompqmet) and a shaped
' “@b‘dlej Eﬂé it @%?J@Heﬁ}? il REER% hAd B ﬂHHPlﬁ)‘ a%fuR}S@bfsnﬁg 7 (further

whi ch t nost ortant are VaCCI atlo
poF9§’é’BﬂP@Fé f@b?ﬂpﬁoﬁﬁl%t epthapedheeal Res” {i.e. a vaccine
mhlch is adm nistered to treat or anellorate ongoi ng

as eic acid h ccin vaCC|n tion
Tha BEregts e s Stitiomat BleBTHRE Wi o bR i 7, the recess

coﬁrpwhmht ammailady isorohadatherpisten & amhis daslgded/vnm tparticular as a
a” LGSV, @ﬁ ttﬂE‘ chw% %lgh&lﬁi; %Yocﬁf f ?rﬂll.ev EBHiﬁ‘ﬁJm shown, the sup-

reas | Se np result Is i
of PPHsENg #pf@rmara@eam@l side ar rhpendanyeoiig ﬂ@aregmseil S0 gt the guide
the present invention. The term "imunogenically
effective amobunt” has its usual neaning in the art of
i muno | ogy, i.e. an anmount of an inmunogen which is
capabl e of inducing an i mune response which
significantly engages nol ecul es which share
i mrunol ogi cal features with the inmuno gen. When usi ng
the expression that the HME| has been "nodified" is
here|n neant a chen1ca| nDdlflcatlon of t he

. I L T T " N o 1 IR AN
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bits a general, non-specific imunostinulatory effect.
A nunber of adjuvants and putative adjuvants (such as

waeeowasrs3cyt oki nes) share the ability to sti nubet/#P10b€010177

i mune system The result of using an
I mmunosti nmul ating agent is an increased "al ertness” of
the i nmune system neani ng that sinultaneous or
subsequent i nmuni zati on with an i mmunogen i nduces a
Si g11jef3 eesttnltmlly:tfoanefahemﬂum shouidee andspeadiel cowepdoatdary for
tog_k ? §d use of the inmmunogen. "Productive binding'
BYH ng of a peptide to the MHC nol ecul e (C ass
or Il) so as to be able to stinmulate T-cells that

e“msuﬁe&%or%gts@ﬁéz% o SRR 5 e

I nolecule on the surface of an APCis said to
be productlvely bound if this APC wil | stlrrulateaTH
binds to the present pept i d -VHC C ass |
krbme@he diment sngmingihg, Pl&toﬁégg%é Qs QressIecRoe: with a di-
C1 ameter dfofreémud.25afint Re4sHid, gEefepdblf (8Im t6 Ath dmiofe particu-

Lﬂp @{.}Suvel \ qund if activated CTLs t hat recogni ze
{3’ Qe BPbl e of exerting a cytot oxic

effect on the cell. Preferred nodes of anti-HMVSBI

[ [ ta 0 OV o] | actiy .

| RiP5abh s RaFeRLES s ot iglel WrBEH B Sty Seet. s con-
i nstewetedm partiwufar el erhadlbve tibediraapillarer t ai ns to a

met hod for inducing an i nmmune response agai nst

aut ol ogous hi gh nDbI|Ity group box 1 (HM3Bl) in
makReIPISPR isdraterablidrawnmsidascordiaghyelasot r@@ﬁwﬁlwm@l toler-
ef Afcd inBriHP bl didifletef.0CeSSi Ng by antigen presenting

cells (APCs) in the subject of at |east one nodified

HMEBl pol ypeptide, said at |east one nodified HVEB

poweeba gliesead 51§ prsfedbly af5ubﬁﬁmdusadnnhraacshap@t@éoﬁré@ond to

G2 ol 4 Py, 04 RoR DS ) OV N i Bt least sub-

hestannaldw oirsulapctdse-seetiorain thedinistalldd@Batepr ot ei n,

thereby inducing an antibody response that targets the

aut ol ogous HMGEBI . This active inmunization approach is

pr &he czessyseatien or material tthicknessi ofrthe anostal kedushepedhseal 5 is from
194 fin &IBr tg%bg%@bﬁgyg'xhhpﬂ% 2%130@ ctilaAP 1 A% & P%Amm, in

conS|st|q% zhel ner ease,
Hergubodimsait st O‘é(HdTB%llitﬁ\‘flaéM@?ycwmﬂ%ﬁ%@mmla“y to the

Inaiamfdtéhgotath@fgﬁﬁﬁhc or acute condition such as an

aut oi nmune di sease, e.g. arthritis. The HVGBI

pol ypepti de being the i mmunogen which ultinmately

Coﬁ‘he chhped b&lii‘fptﬁﬁerabMSEMI$tS of rsilidun Dl‘ sbmerather rubber-elastic

oo i 1SSk TR R B uo e PRl or food

polnduspyi de ami no aci d sequence, since the chances of
obtaining the all-inportant breaking of autotol er ance

towards HVGBI is greatly facilitated that way
shbuths ipstaed state hhe. When thedayierol 1sassembled h@le shaped seal 5 is

$0§§1elasﬂ sdtiétdh&ﬁﬂ§lar¢?o§1?ft§da@%ﬁﬁijtﬁe't etdedd{\%%r%é SBupport rm]g 7 bears
or nu ons 1,G u CliLLta e . Dreakin

Lot BRl ahéoe Wy dPresihtAhncd Eal s %%meorﬁgess 6! In addition,
cot}teash‘apeg sﬂtﬁlbeamlljradmlﬂly sagdnscuhquisuom depassing through the

th t

o iy OO, TP S M ST o o
t h’éora"m‘d inge thel recess QeDgpaerg iresn tho ynimdialiedrstasy, the shaped seal
such a way that tolerance agai nst HM3BIl is broken, cf.
the description above of the nobst general scope of the
invention. The follow ng formul a describes the
preferred HM3Il constructs generally covered by the
i nvention: (MOD1)sl (Eel )nl
(MOD2) s2(Ee2)n2. ... (MXDx)sx(Eec)n>c (D -where Eei-E ex
are x B-cell epitope containing subsequences of an
HMGEBI  pol ypept i de \Nhl ch | ndependent I y are | dent| cal

T T
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"foreignness” in a self-protein (i.e. by introducing
an i munol ogically significant nodif ica tion),

wa2@elobs36 ecogni zi ng the foreign el ement are aptT/ER1086010177

upon recogni zing the foreigh epi tope on an APC (such

as, initially, a nononuclear cell). Polyclona

B- I ynphocytes (which are al so specialised APCs)

capabl e of recognising self-epitopes on the nodified

Segfis mnbtteflﬁal&y $€Cthrﬁglﬂarﬂﬁi ?ﬁ'ﬁsisbaicﬁﬂb'r ?1?@ adehst o(ne)ﬂat contact
su ent esents.the foreign T-ce epi tope(s
th@%gggfgkﬁﬁh4% 0335?93@§H4T-Iynphocytes subsequently
provi de cytokine help to these self-reactive poly

cl [nge:B-1 . i . r

e i LoYP resfonds 1186 bBefss BETamBIETHHE fisidlled sha-

di pc@sgaitgl bpith@)yeb{mg?thﬁ resdsst 6.ckn grley pee pe iabls; to obtain a good
: nﬁézﬂ' %hﬁ.%é)ﬁ'fé@é@ndmgﬁhaﬁfu?atéllﬁ&eﬂﬁgsﬁ@ﬁ t]ﬁé‘déﬂ@e N2tHe/ Besired fill
pol ypeptide, an antibody cross-redctive with the )
nolfvigbdier thed"tagef fiprlsvel is pa average dacferably 887 nereqrticularly
t hgt [Eastygavh owithastofctandeofl RAndSt e mofe partichRirly 4% or less.
popul ati on of polyclonal B-I|ynphocytes have recogni sed

an entirely foreign antigen, whereas in fact only the
inserted epitope(s) is/are foreign to the host. | n

t his. wa apt i bodies capable of .crgss-reacting, W,th

noll? HSC b Edmet heipy BleMieRo rifiy {33 #reIBLapLY AtAthchLfp the de-
walisenf tubedi byiancpmlipepetateng eldmentt§ gethd hiker Bgrcoresponding
obtain. i . ‘. : i )

{0t plof E@#-S%%%%@%Bﬁ‘é@nﬂ,%%%@é‘? ‘%‘g@ﬁsééé)c@ﬁﬁ%& pBiltion of
kn8wnsupporthengr/ andberce, a detisediwidth B (anial ilengsh) pbihe recess 6
t heormeishhset deanscan i nclude (optionally in

conmbi natiton wth any other relevant nodifications of

HVEBI di scussed herein) that - at |east one first

rmigmmoiéa, itllm v&rimee@lf thei @b?ssfe’ B@&is‘i%l?@ieitétﬁliﬁiéd bg gtée depth T
no I ed Nol ecul e an anti,gen preseniing ce ,
Ondf HETecER e dll.aBraChe: Beyadal piiEnCR thebecest's

whi ch stinulates the i mmune system and/or - at | east

orTobigh BAGid, ol UAFE I 0 SO RS 5 T pison i
i mpraferablys peovidedwither nomr¢turhealee rh@d\ivglahais inemuntedh ou particular
be af el dnRhfaHE pidton 8 f@&fng thd guﬁqpaéhamb%v@@t antial frac

tion of the original B-Iynphbocyte epitopes in the

rel evant parts of HMEBI will ultimately confront the

| MTKE §refesatsl hoHoRE Bistdie 4 HokmMERNAMP E chatRYNi1tfop th@liquid 2 in
tthgatbvg noleﬁule hﬁ Hher By eq?anced. Lt is cularl K
t hE¥IPRUMLR SPPVE- RSt ‘Q"h‘g 98 B8 eRpviaiegh more particularly suk-
poky@ émttheighoiprsupply chanublst Bnta the ihlfea@raoh-refuratvalve 10 into

B PSRV sl EaRRL L 1 S

conprises at |least a conplete A box or a conplete B

bo " ' . %" i Sl i S

50, SHISRIEN S MOSIe el T ERhis SRt vl
coivpl(@pkshownk apd, tasngrasple a wxezlghi 2 Hopdelverivg ang coptionally
3Dafinhidfifgthelliquedpur es of the conplete box. Hence, the
termallows for non-destructive deletions or

substitution of am no acids, notably for conservative
suilhei shapednsalstiitard peodurednal sgcieespi ef igkeupwisa In particular, a

su nt | n | fice r o) 1
o Brcpa Aol bARrB, A eied ARG o Fale Byt which s as
dehemoigenequsasqssibéact i vity of a fragnment of an A or

B box with a pol yclonal antiserumrai sed agai nst the

rel evant conplete A or B box. | n the event the
reactivity with the polyclonal serum cannot be

di stingui shed fromthe reactivity between the conplete
box and the sanme serum then the fragnent is truly a
"substantial fragment"The nodified HVEBI pol ypepti de

may conprise substantial fragnents of both the A and B
boxes, in particular it may conprise conplete A and B

o o — o, oy o o —— o a o
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cule, irrespective of the polypeptide wherein they
appear. Another inportant point is the issue of MHC

WO eat/051sBé on of T-cell epitopes. In general, nBCT/BP2006/010177

rally occurring T-cell epitbpes are MHC restri cted,

i.e. a certain peptides constituting a T-cell epitope

wll only bind effectively to a subset of MHC O ass |

I nmolecules. This in turn has the effect that in nost

ca¥hs shapedisealef5 are psgferably prdduwet| bye pijeoton \mddldmg, particu-

re ' i ne. Iy [ I.S.onl ct]

Tl bl ok 3 1R g 100F thesp@Ray Vg % mlFeity of
SI zavities.t Aacorflimegly i imngacht injentionemoultins processy d phiraliy of sha-
gd'g zﬁ?'S PodRgs i n the sane nol ecule, or alter
|veT’ g)are a multi-conponent vacci ne wherein the
corrponents are variants of the HMGEBI pol ypeptide which

ar Th@'sﬁh%&%éaﬁh? %d:){) @JFX??&H o%rlﬁfclpﬁb thEGieRfiled é’clé’lﬂy H‘ﬁerms of

I nt res r|c . on

t hﬁwrt é@nvficay% eaag@tt@@ﬁpﬂueb asyt srﬁaﬁmﬁer(@ the; Hggaﬁ&zss -section,
l nv@lufhhé Wdinh srassibigitye of filee MR@ CA?@:& ¢fbrAMthédimBasions Wthh are de-

Dok BEyerLimaFR? Shube s VLA LRRTvehfes whien

caarchdetdehimedibyethehyateriaher tfe teblenitalitievefithe process, such as the
fornul a- . ' he frequency in the popul ati on of
regg}éﬁg‘%@s&@?{l@’h@ \/7°'e}r “foreign T-cell epitope pre sent
in the vaccine conposition, and n is the total nunber

Of Tﬁ\@ rs‘?liag@d 5889 aRPhitd Q%?nnﬂdhehﬁeaé’c%‘?&ngetfocﬂl@pﬁéﬂltddoﬂroposed

accl ne conposi conta

T Eémm@pflpwe@aa@w% @%@Bﬁ@éﬁfﬂh@q{ﬁgh@ﬁe@dl ¢prapigssibility on-
popy)l Gt ttﬁnslﬁfpeg séals(s Are ﬁf@eﬁbfy défé?ﬂ%ﬁ?éd Ml‘ﬂgyfor%%éjof all the

gi Ve rcent

t héh%glﬂeal% %Hﬂ wharc%sm f@m Eh&m Qe%wmsnaﬁﬁmﬁ mpgmtudes par-

gedlcﬁlael@ d ﬁ&ﬁﬁ agd standabhd dw@ﬁbm eare teeeraliny® tﬁl@mgwlcaoum of the
oes._.not

or darQ ifiibentet biclaalelae aifettof, anpdofirapdSiogather with
i s olreo\dimendiond,df applitable; @and taldng atcoye pff idiktribatign functions.
bi nds the human MHC-I11 nol ecul es encoded by HLA-DR
alleles DRI, DR3, DR5, and DR7, then the use of this
peﬂ"ﬂlﬂdbllwogetub@r?) Vi classafied hecording fodehevprioposabibydpreférably only
e I
é@b%tl%#hltﬂg iCé! 1ﬁsthfsn€rﬁgs&ﬁﬁ§%6 gﬂgﬁ?pgn%é Septh T of the

aCcCco ﬁ)coverage Int atron I n
qué%qeﬁ%ﬁ gidelivery tubes Breonstin aeqnisk ¢AIBPORANS frnidle purposes

DR3f gdp %@sed hetistaid o s BiVigePRIS 'dm?el‘é’nt rdk on the basis

'Cgfvﬁ Sﬁ ﬁb‘ipéer T gﬂ?l a‘gleéls"ﬁ% ggg%ﬁ} é‘??s/ %&élmqé with different

r esltpﬁhslT nnomlﬁar 1o p&ivhdfemet wgeessary gtdupsvafadelivery tubes 3. Prefera-

v 80188 eBnss BB Rt b AnEE T el oGy RPE B ahdie v the ma-

fomlfmiturglg‘mlmheﬂ -wherein yj is the sum of
frequencies in the population of allelic haplotypes
encodi ng MHC nol ecul es which bind any one of th
T- deis|preppsed fbat 4 first sempgaents be o shagied sgald| Qfmgsne@lflc batch be
t h@()m'bnﬂ';fd dMsutIogetA¥withdnlPohe 66¥dndR erBise. 'ar!iellvery tube

ce, it is rst det
Sf OF B E3GWR Xvé“%l}:\@lt? 9L mafq eéﬁ?tﬂ&ﬁ)g’q‘i‘ufh? gtc\l)%prgéogp]matchmg
t helieeqfetciﬂc bineh ds aelectledsds&dftbmlbnmﬁ drlRpehdiingruh fHQ)at-least one

th q f.the different

|1 OFeis BN e AR ABIBEMES Bhich ity By PULEHTF By function of
t her depending onrthe ﬁndanfva‘luezandatht ftadart deviatipnoofcthe volume and
th .
coryIRRGsiA oM b OPALP ib isBRGRCRch e he esyepial ma
sum of . frequencies in the population of allelic
hapl ot ype encodi ng MHC nol ecul es which bind the /th
T-cell epitope in the vaccine and which belong to the/
h of the 3 known HLA loci (DP, DR and DQ . This neans
that in 1-p,- of the population is a frequency
ofresponders of freS| _uau = (Prp |)Id~ pi)-

——r e o o, o - M Y 1
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recogni zes a surface nol ecul e on APCs or |ynphocytes
can be used as a first noiety (the surface nolecul e

we@ 2785536 be an FCg receptor of macrophages aneCT/EP2006/010177

nonocytes, such as FCgRI or9 alternatively any other

specific surface marker such as CD40 or CTLA-4). | t

shoul d be noted that all these exenplary targeting

m)l ecul es can be used as part of an adjuvant al so, cf.
iragnitdde, adre. &h pertivaldrike depthup ol eterecessd t(ifrtbeipartg:ular group

R R RIS o B B8P i

poS@l bih ¢he devieerleddwe telectionvielmade inepartinslav éaidng ao€ount of the
pgwgﬁ LU e above-nenti oned
second é?ﬁéﬁmﬁﬁ%ﬁi/s%‘ﬁ;rl& t@gukﬂe I Mmune system

Typi cal exanples of such second noieties are cyto

Ki \e$he éﬁ%oﬁﬁﬂém&ﬂ% RhOIRVIR P'ha§“i’hﬁﬁé>}l &Smgonents namely the
chaper ones, §ffect ive p ere

SUPSméaegltﬂawwaprE Bngd. hecmagaic mgfl% dimpepsions of which are

| ngaRidldor ackdevingshe \WBsiedH valut, rwrtnahbyirai 0 [Eve1CHf g respec-
as..adj ci ne conposi tion

t
o PR D APeAIEY RESETREES kBBhitudsg: of P furthey compo-
i nhemts epdetioularlyl the jametet ef tl&ui&usmné 4inLa Batch of pistons 4 and the

ST S T -
gr andildebyery- tuber Dphhigk arelcousiaks themetbanrangraferably determined by
%}andﬁkﬁ §a{rﬁ€fek YRh Yro],r? rﬂﬁes@%ﬁhﬁpﬂghlfﬁgf nﬁgnfth&es particu-

vv tasly, el aegant vglush@ndjél@e standarch deyiagionnddiese faapgrv aignificant

S u hma%hﬁﬁ&@ssarecﬁrefér I & tikeh QhtdPRd ot AR £HoVe-théntioned se-
|nve on, suit gle heat - sh ck proteins or

rofestignat R adroUBrR<deliveay dubeha, S2.dsria dRbreey theadesitgd target
HSPAlQe( he.athe siesizéd Iﬁlfllole@eln an@)hent&SBddshedtseahawck metering accu-
protein 90), HSC70 (heat shock cognate protein 70),
cRPYY (al so known as gp96, cf. Wearsch PA et al. 1998,
Bi ochem stry 37: 5709-19), and CRT (calreticulin).

A ‘Tfn gﬁéﬁ g.ldés sh@?{n%g) Q&fh qp J{%AM%'E‘% kb%{rfpr%&lf&ﬂty,sdt% width
enpé thet l@k@ rare memly lwsmhlm&ugmﬁcam outgatiudey stated by way of exam-
deglevﬁéﬁéﬁamgu&lﬂ tl?@c&@?n{c%ﬁadml déi:?%?@? 'tlﬂeeflev@é:/i‘ the manufac-

adj uvant) tre

d| ggﬁa?stﬁermﬂwem@r& %Sﬂeﬁ'taé‘b’ §1tp ar}f@wfﬁlslr icompgnents, fur-
Al giertdifl/grogigfepenti indghitudest magl Ucﬁﬂ ﬁﬂ:daai bﬂgh@hd‘&hlt @ind/or essential

boAsBAGE Allerpdy m%étdé“ : r st G T eVl Sther mag-

en‘nrtddmsmaydfe hded anthertargen.valiee Insteachaf tishdetivesgabal3, other
[ Il GE n
éﬁi%ﬁﬁerﬂ IBES( Elﬁ% ‘)Q%Oﬁlb?neé;oaanc\%gltraﬁré cﬁhﬁ%e%té‘ 14" compo-
bungm rvmah dlffﬁrgnteftsael@@dmagntudes divited bdo gooups {mth batches of
?tﬂe?'%o ofneﬁ‘QJlHV(ﬁHéF Edrg@tsvél or‘?m rov8d metering ac-
40718) - ﬁ g at t dat e pr ot Ins form
upCH’ia€¥Iméhq fIR’é & ﬂEE‘FEr es W t h a core consisting of

the |ipidation anchor parts of the pol ypeptl des and

O AR 60 o BB AL W LREGRs compo.
antenspi.e. depaticulaathe delieeryetube [Beand ¢heoshapedsseahd, are moved
"ehaheith RDoRE AABNES, M8 Bpelcl! G ERNalioR e RRnRABRKSeading

gr t_mpn oatlgwmswl lgeéwawy Ithegmnpon@t@nd élﬁoemto lrapwvad metering
N- a€dtiraély g{,ﬂﬁgaéﬁi@e@r&%})h@gtﬁnpr eferred enbodi ments of

the invention; espeCially since the provision of such

a lipidation anchor in a reconbinant™ produced protein

is fairly straightforward and nerely requires use of

e.g. a naturally occurring signal sequence as a fusion
partner for the nodified HM3EIl pol ypeptide. Another
possibility is use of the C3d fragnment of conpl enent

factor C3 or C3 itself (cf Denpsey et al ., 1996,

- N A PN AN NN o A NN
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adverse effect that the vaccinated individual's own
protein will be able to function as an i m nuni zi ng

w@ag@nnsisee i ts own right: An autoi mune condi t i BOT/BR®06/010177

t hus been established. Theilpreferred nethods including
use of foreign TH epitopes have to the best of the

i nventors' know edge never been observed to produce
this effect, because the anti-self imune re sponse is
driven by a foreign TH epitope, and it has been

RN by ARSBVRR. Pl chheldin paricuar

t ea$h anla@ymscnoeetmaﬂ@ dlhiereid 2t isrsudkect mtonhwurrm]chﬂmber 9 by
few | Rl§| o g%l g%ﬁ@é’seﬁﬂally ﬁd&ﬁodﬁﬂ f&rtH: QH‘:lqlaﬁffg p(ﬁfbdgﬂ the feed
dr Fhatebyl Laer isupe M@W%ﬂh@p@ @md ekpellest thraugh the nozzle

Se'lﬁ M@Hﬁi%ré’d‘@r hAIMISRES], @ﬂeﬁﬂﬂ atorﬁi'@b§ 1'eS aspray mist or ae-
ant when .copnsi r|n
L isf er'af:s? :f@ng/ thenligieid s, as mé%tsg l@thfeﬁgure

ther apeutl cally relevant sel fpr oteins are only present

I ogal | Eefﬁagh’ gp? gg,pctelsgllg g{)rrlls(:{rl}gg“gg?%?{’uaﬁ‘if“‘ser or inhaler,

hoaewhownfmrprimﬁﬂle int WG Hf 14468 Adnamt irbe specificdatbodiment in

CTNBE01 26874 9K, B, Gyl PRI i Y 08080001 A1

| nM@ﬁ@gHﬁfemblpem 1sdtéewqmmezr nnhater cold BysBoehringer THgelheim
ePGbE un gép%%ﬁﬁgnﬁﬁﬁt"ﬁ%ﬁlﬂﬁﬁ“’”er t han about 9

am no acl ds cannot serve as epi topes, the use of

shorter fragnents is one sinple and feasible

appro%a/@} thd ABYREN Ray 6} Ex AAPIRHISERE usid 5§1@me@efrﬁig p@Rp, par-

al so s to en uretatthelrmuno en_d

i nBF pf?ﬁtacagraé YuBthe é“%fm?qi%a'%‘%ﬂ?tééir mﬁ/@e,tq%a%ma“y as de-
cosdribeskeinViEP 442668 A4t i mul ati ng TH epi t opes”

i ncl udi ng sequences that nerely contain conser vative
substitutions in a sequence of the target protein that

m yhlparriduéawvlthe devivet I o1 aamediciHdeypiceobhe 1Rued & rsepreferably a

aggﬁogues o? Ve Su§it”5?1”‘f3 51)‘%?3“3)@53?@%@%89&8& 41 medica-

peptqn@eth@@uppun@aggltadlage@%tc ageat pvbei likker i ved pepti de,
whi ch doesnot bi nd productively to MHC class | |
and at | east one forejign T-hel per epitope.

es, g
wbﬁs vice; k may aljopepsest i RaRicEg, tavemavideen deltyer a number of
pea&m\desmEm_eg or inddicehénts Eirﬂlﬂlﬂeﬂleob§lyl $n ﬁﬁ@%ﬁsoﬂlthe’hquld 2 is,

dvant
bt BRRERS 8 sesfutge; FRE B03cRLE of BcmEiion g baRE! gp formulating
noaaubhbeeldf aefive splesstamres alcﬁrgs&kaeasneeahcﬁhemmromfommulation in the

¢ o%r‘rr? P H\%ﬁﬁﬁﬂﬁeﬂﬁa Ql.rlsrP%ﬁm%ns ﬁgffﬁ’p ?e%ge&o kéfgl'e%%ff. 1 n}adg to EP 1

epDS?) 788 A hgahich is umrlmraadtimemﬁa Swppimn@ntpryedhedpe@re

when the suitable B-cell epitope carrying regi ons of

HNEBI are constltuted by short Feptlde stretches that
nHeweysy hsudeyier |ampy th@P‘BPﬁ%’ Yalsguls vsed for eosmetigHer other

G pafpdsed. nol ecul e. The sel ected B-cel | epitope or

-epi topes of HMEBI should therefore conprise at nost 9

consecutive am no acids of hHM3BI. Shorter peptides

ar erefertdingedientcinddisr farnneationsi ofghetmedicdmént of liduid 2 are li-

5, séd h%rreléaﬁgpsecut ive am no acids fromthe hHVGEBI

am no acid séquence. It is preferred that the anal ogue

conprises at | east one subsequence of HMGEBI so that

each such at | east one subsequence i ndependently

consi sts of amno acid stretches from HMGBI sel ected

fromthe group consisting of 9 consecutive am no

acids, 8 consecutive am no acids, 7 consecutive am no

acids, 6 consecutive am no acids, 5 consecutive am no

acids, 4 consecutive am no acids, and 3 consecutive

amno acids. | n the nost preferred enmbodinents, the

nDdlfled HNEBI polypeptlde conprlses or consists of an

o o o - o o - o o NN~ 1 P~
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in the 1-10 ng range are contenplated), such as in the
range fromabout 0.5 ng to 2,000 ng or 0.5 ng to 1, 000

wooo7psesBer ably in the range from1l ng to 500 PQI/A&PZH06/010177

especially in the range fradm about 10 ng to 100 ng.
Suitable reginmens for initial adm nistration and

booster shots are also variable but are typified by an
initial adm nistration foll owed by subsequent

i nThelbelove nsemioned kempatnid s nsdyr st usedson the@r o oe combined with

o BT AL s TRt s YO L nhe B Yice 2P¥orfling Binjsinveption. These

ar enclydd, i ingpdreicul@hebetainimeuds antishobpgigiasaconicosteraids, PDE4-

SO of S o a =N S . . .
o RRCLTHOBEE K PR AR Soflipl iy, anilergi
by ageijts.eEAfraHagenistsaund RE3-kimase dehihijersofbut ladsoseembinations of
W hvo SppeE abfivd Sgbstatides, iQf: administration and wil|

vary according to the age of the person to be

vacci nated and the fornul ation of the antigen. Sone of

the mRétdpmetidesvitt coRtcostaeid’e PDEA-$tibit6is 'TBGFR-inhibitors or
ic.in a vaccine, but for sone of t he ot hers

the i ithoA

the | ANREUHEe will be enhanced if the vaccine

f urt henticwlimergies avithadpatarmithetses)ys tanivostew6ids,0 BDE4-inhibitors,
met h f. | eyi ' fect for the vaccine

are %‘%@ﬁ"“&%’?gf’pgﬁﬂ%ﬁﬁﬁgé“‘g d met hods are detail ed

i n-" TBertithstergidaindvith aDE4lintipgbiss atEGHReinhibitors or LTD4-

Adj “V@\{f%%;nis 4995, Dun can E.S. Stewart-Tull (ed.),
John y & Sons Ltd, 1SBN 0-471-95170-6, and also in
» Vac dPIAE4-inbiore wethdt G ER -inhihies adi ERA-an gonasis s |

1995, EGFRURi ®eFsSw h 3T P4-anfRBfisks. Pl enum Press, New
York, | SBN 0-306-45283-9, both of which are hereby

i ncorporated by reference herein. | t is especially

pr kempbss b preferred Bﬁhmmefi]cww}ﬁhh aAay e drntioaéd dhcldde Al-
e a

to.facilitate breaking of .ot.ol erange to

cott Rt R Bl PR R, ot
,fhem ormoteselkt, embneybuterole, Isoetharine,

in ' i Ci AR AN X

o BefpteEiing, 71 SatHMGES Uaoulbie; hiidfing  WMBlBroterenole,

cofyriprenalings RirbutenelsePravatpsolen Reptptevelst ;RiamtaraleuRigodrine,

m@ﬂ%ﬂaﬁﬂqlé%déﬁﬁ%m&!ﬂ SBtedéndle! ?ﬂ‘l;pﬁont%r(%,t P&IbEaliRN Fidtamide,

mycobacteri al_ derivat]ve; an ol ornmyl ation: a
pollphuterglgriZintereles GHF-HES ndi QN B!, K Wi @B andan

I mmunostimul ating complex matrix (1 SCOM matrix); a

o nut (e R AR R dive iy L RGBSty tamino]-

it I sﬁmﬂytbyqe-hmyla)dbdﬂzgt-gulﬂimaihisiel osures above which
cecong B o RN RaF R RRTRO L AR Bl Ehbmrorar it

mut atquinolin-2reles to their use in the adjuvant of a

vacci n¥en . [ s
T DR - B e B R R AL
phosrﬁfﬁt”@}(ﬁéﬂﬂﬂnﬁ%mol?ﬁﬂ?ﬁwa@@@ as 0.05 to 0.1 percent
sol ut j-ep-Rlore4-heaRskyphbhyl1$-2- BIANI-Kéndi fidd Aoy 2t e thys-2-
pol yners. of. s rs.(é.g. Carbopol (r)) used as 0.25

per ce ty@@PB?ﬁ N0l gr egation of the protein in the
vaeci h34-Methox y bamtyiraniing)-#-thyddeopghenyl]es [4-4hgi ng

bet We&{hz?rﬁi&a%o%’)lz%e%gf-zﬂngﬁﬁﬁH@]gh?an%lé“ nute periods
respective % ard” al'so rgg tion By neans of

cr osslH2HI§-hydrogyni-oxard dob-bentaxazing §ryd 3t [Bed-NyN-

f actiwali . . ) : . b

T agr R e e B b ey 1
such as C. parvum or endotoxins or |ipopol ysaccharide
conmponents of gram negative bacteria, enmulsion in
physi ol ogically accep table oil vehicles such as
manni de nono-ol eate (Aracel A) or enulsion with 20
percent solu tion of a perfluorocarbon (Fl uosol -DA)
used as a block substitute may al so be enpl oyed. Ad



Resort, Aptos, California". Mcroparticle fornulation
of vacci nes has been shown in many cases to increase

wo b@7ioprsaeogeni city of protein anti gens and i SPCT/EP2006/010177
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t heref ore anot her preferred2enbodi ment of the
invention. Mcroparticles are made either as

co-formul ations of antigen with a polyner, alipid, a
carbo hydrate or other nol ecul es suitable for making
t he ph{2He-hgdmxytrexoidH-dphbenzdxagins8+ylhe-[Be(4-

Fﬁiif*ﬁg@xﬁgyé@%?ﬁséﬁ%ﬁ 2R dafinBlladle, o %5
\I;—\’A&GA be2H 7Ry deosxyeB -pao 4t eb bemupraainRe:- ydi- Zs[B (4dn99t8)
er ensed Into a
ebdggﬁx?g'né‘ﬁﬁ{z%gtk@g E &%H?Ls &hapfidens

solid rtic can be made as

mi cel }-623Ho¥-hydeoxyr 60(4%' cbprepNazpo8ott2i{4ebt-t4ppi ng
the aRbiR gM‘éﬂ YN0, 2 D E3- gﬂ -X-Hieeh loﬁ%ﬂtﬁﬂmlﬁ&%@anol

urt %%&d%@@x SRR Shhpbrom iRl -2 dbesgorsrin 3

chit sla{),onﬂwe carbohydrate and the anti gen are m xed

? Eg gﬁgﬁj %gﬁ grcﬁlgcgﬁ%@ﬁl:b%?ﬁtﬂylggg?ﬁg Stisg:lgs'g l/lgrguno%ethanol
1997)6-H3alrox y-8efl -hpdisixyt2-f2-(4mhethoky-phengili, eimetuyl-be
e AHysRhoHSISPLAN o[ ¥ibAl Sahdon and

freeze I'ques. cirally Nited for the

pur po@é@%@xy-ﬁe{ lphyé@@rw -2- hi’féﬁ{nhcnoxbacﬁm swgoed  ethylester)-1,1-
crit '&iﬂ{etlflyluétﬁ lta?rﬁﬁ Y}r%mﬁﬂiz%[}‘ﬁﬁgg?tgﬁk Bife Very

uni f orm part |c es o 1999 &
Shek Utrdlydeoxy-84{ 1 -hde@mﬂ -[2-(4- nhgn@xop@@@tecd t hagcighd,1-dimethyl-

vacci¢ig l%hﬁhb}ietlwl}adm-ﬁé I,8%bx@kin-Sase gnfe a year,
|

such ast
year. @Ba[@ P2 %/‘?f 61trlmetbm>b§n£l§re tdaping-hydroxy-
expecdthyl}-6-hydrdg-4H-tknzd[ 1 4joxaziné3-ofe 8, 9, 10, 11,

O hads: H@?Mrﬁﬁ Sl Uty s PReED. - AFtRY,

i nducghylayninbpethyt}-6H- bdfrazo;bt éﬂce«arzaﬂ3a1ﬂeovacm nes

Fher o SRArbey SO hDURRY 2T 2 1A oBR FRARHL 1 1 Qlethy
chal |@hgl@mmp} nthtyh}e4Hn ra@‘hlsé]omm fmmgenetu c
vaLi agirolp. (g %ﬁenyl?m I’Jd%éﬂh§rl ea%?w.ﬁma] Whi8roxyRRFI }-6-

rengt

[)glsyrl)glgtsfﬁpﬂ)é‘ P@@?@Tg@oxa%%@&. ne according t o the

1 ere TRl i it g )
di scul%)é‘{ Bﬁyé%g\g {Oﬁ ?’fﬂ% € choi ce of forei gn

Ioeelr4- M{Qt[deydrwoyeMﬂhydmy 3’#0:(0\433,4 dlhylérmﬂyl

polns ﬂ)egleog S]og{a(zefﬁgé %' d)og hxlpagqu'h g% me@ﬂ? YY) lt} rpchfenwﬁ) -butyric

conseaméntly conprise 3-20 different nodified or

unnodg frt C t .

ool ygge t2| e@%—ﬂﬂ%f ﬁﬁép/l);‘f Fﬁﬁetﬁéll %d;r{)ﬁg Nlhydroxy-ethyl}

pol y bty desy Wrben@@[%l?gﬁ?mk%@n to a mni num such as

1 or I&(Mm chithnyl afgindB-8y4ry-SFhiorEphenyl Pe- (Bl

anal iqh [ nvent| on, 1t is also possible to
ﬁ‘?j'oéntl i di otypi c anti bodi es or even

i m;mmrowé tlekydrokpe-€2-[#q2-hydemey-Rrghenyl-ethylamino)-
ant |- QT O ANL QAP L RAq e an HMCBI epi tope

are Kk one es C|aIIy interesting
Versi Nr{ZrHydmxe'sSﬂkélydm)@uMZokjb hydroxyi 2+pbeyylresthylamino)-
ant i —ethia%kin K hEly: th nti - HVGBI

ant i B@ggﬁgjndmv\hl chag%(te }?r%g ; }ggjwk))y ?lﬁﬁegductl on of a
foreign T hel per epitope as generally described

herein. M notopes can be isolated fromlibraries of
random pepti des that are screened in phage display

agai nst anti bodi es that bind HVGEBI

specifically.Nucleic acid vaccination As an

alternative to classic adm nistration of a



| ow. Al so, detailed disclosures relating to the
fornmul ati on and use of nucleic acid vacci nes are

war@ilosisBe, cf. Donnelly JJ et al, 1997, Annu.PEEEP2006/010177
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| mmunol . 15: 617-648 and Dddnelly JJ et al., 1997,
Life Sciences 60: 163-172. Both of these references
are incorporated by reference herein. Live and viral
vaccines A third alternative for effecting

?rh es eﬂquﬁr@(y -64(1rnydtirbx pa- W[Bl(ﬂmthhyewbrphmyl-%gdammo)s
vagcﬁﬂ]ﬂwg e‘*‘%‘?‘&ﬁ%}cs[@*?ﬁ %mflﬂgxlzh?&%ne Isygt emis ef

f eet étHygrexyrd il shyairoxyg2-(6ephdnetigriaming-hexylamino)-ethyl]-1H-

non- croorgani sm whi ch has been
trang?’fl)}r@rg'gaw ehm a nucleic acid fragnment encodllrl})gl
gnyl }-

modi £3-E2+(F8EH-@r Aming-2amedtl qaroperor phsnadamigod
nucl &itkylafiifo) I H%}@y etﬁs}ﬂ @%S}df@(tgh ifiolin-2-one

tt t
MBS S
by mRARslanfind Rk bURTNSGRAY|-pheyIparen product s

ooy & %%r@@ﬁfﬁ@%ﬂ e ek leOdgpi it Rydroxy-

col i etz 2ohpdroaysiethyl-piichol o chol erae, Shigella, etc.

[ ve B2 AL 2R BRBIY 5y Bl BoRér 1Bty aminol-

Rev. haxa(ioxyz}sbutylaslx-nzawubfndamﬂd(er PD, 1992, Vaccine

10; 97/ j

ho; a2 o SR RR B Py HFOBITERGL-BRER) etrRimino-
used hQPt)é‘QéYl}'IPifwl)rbé%lqii’éémf@famldﬁe di scussi on bel ow.

AS. any.(B1{AA5LEGcloReRAARE B o1 bhUly VDU hex! inino)-1-
nucl\%c aci d g t of Rve tTon di S cussSed

bel o Yéi&ﬂxibgth%k HYSF et Enet MI‘H -virulent viral

vaccnmm&mmanwylhzqs (2-BA A0 B4y g By drowymethy!-
nodi f i.ed }Sa‘iﬁﬁﬁm 2 %%;{? ﬁ] t her swtable
pox RHERY Yaarng! pF‘H’é’ }eRe 'ﬁS%é‘ € i croor gani sm

or virus is admnistered only once to the ani nal, but

i n Oﬁﬁ{){lﬁg’] HF ?g(«%?ﬂlbtfbﬁ%y a? eengﬁﬁgﬁlgp%’ @58?61‘@8&1‘6%88616 58 ?Qrmaco-

rrai(vglaal?y pc@ﬁm@blcmlrsmghate; on hydiasese \Ryafesrash éwpsaitSeaelected
rﬁ'i’h F(B Eb@stﬁ@”@ﬂ&?fif&gi&w l@ﬁF@drbﬁﬁd@q’rx})@ofo@ﬁde hy-

Ef CCI nat jon e usef when  usi
or w&u @evadw fephosphatey nhydrpangthansuifenate, v wqgomtrate hydro-

vam‘al&aél apdicacé@ats)i mefovrate, P bﬁuﬁalﬁfe sw}bﬁ@ﬂwmte hydroox-
Cl Nna

Pﬁlgt/ dggs(u%gg{ageg glgﬂfflrbgngga gfupg\é}y o Ipntg:llgﬁnesul?onate

|mTun| zation with a live or virus vaccine foll owed by

?}gﬂﬁ)ﬁf‘#h é)? eﬁ%{f ng d%%’?@@ rg@h\%ﬁléﬁg HTIA(}F éyggll'r}’eﬁ’lﬁened include
VI Tistrepinmbesalts; gnefeoredethie iiromideishléi Oxiteopis) salts, preferred the
CO'BY&thenﬂal{ e]?%ﬁBﬁluﬁr? s?l‘?sd rg}ggetrﬁ% ﬂ’ét brom%H@' 3§Fdﬁ%tr§ﬁi‘ﬁm salts,

nol et | es, %g %
subp&e aﬁéééh@ @mi%wlh&lvéomqamam ﬁzﬂas, cpy@ fskieddhe bromide salt,

di I¢6$i8kh s’aastsu?@éfehe@@hwnme saltpmt@fdcﬁﬁ FRIifi1tRE a%ve men-
enconpasses hawngrt codi ng r

thi.s en‘ogtl r@ e i)l
f ofiopsd salfst T%lﬁao PRIEALY FCHYC P ¢afton; passible anions are
I mehlveided ubssmidel niodiidd, ersalfater ephbspgafer amesharsulfonate, nitrate,

@faé%%ndgetétg gtpagé dﬂ{r%ac}%t %Itrggeglrbg(ape{é@ gfllcgg t%p%enzoate oder
ar@tplmswlﬁormefﬁlmmmmpmtners to the
i munonodul ator. Alternatively, two distinct
nucl eoti de fragnments can be used as transforn ng
agents. O course, having the 1st and/or 2nd and/or
3rd noieties in the sanme reading frane can provi de as
an expression product, an anal ogue of the invention,
and such an enbodi nent is especially preferred
according to the present invention. Peptides,
poI ypept| des and con‘posn ti ons of the | nventi on As

o e r o o o o oy -



Nucl eic acid fragnments and vectors of the invention It
w || be appreciated fromthe above di scl osure that

woreassds HVGBI pol ypepti des can be prepared bRCTYERIUI86/010177
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of reconbi nant gene technolliégy but al so by neans of
chem cal synthesis or sem synthesis; the latter two
options are especially rel evant when the nodification
consists in coupling to protein carriers (such as KLH,
di pht3)2+Diphtnylprahion ati@nuspanoksstal-marhdbRsA)deand

ol v ReF IRHER PO o BRrRHER TS RSMRIY Cac on
corrprZ-EhmraZjanEuphnnyiﬁc@rajarld lsedpinesser- meﬂmlyommlﬁs to an
HMEBI ) pfﬁt]blﬁg ﬁ}ﬂ%{:éiﬁda deﬁﬁol%@l%f 'l]netﬁ@ﬁro

pur pose 0 I'eco CO rse
al so 3.8p4.thEeipaflyarbenzt a¢1d teapsneleatsr r:th@bmrnaier on,

nucl e, 9 43@‘ T'etfritztgc?rﬁ%zﬁl %HQQbﬂee%ﬂMétﬁgbmk are

i npor roducts ort ant part
of -t rbepzih é@fiarqp@nﬂ?serﬂﬁerh@ﬁaora €d fragment

mchm e'fpﬁmwbaﬁrzr:%t Iscapmbmthetholﬁonﬁae HI\/GB: Erﬁ/gs ?/ed
(0] C el er co e Nnal ura
Dot R bitfuiRe S Rcid iineROERlrs MEmobrBRieay h fusr on
aﬁrt r&8'-Diflugrbefizit adidyscapinebteBMethobroatidpol ypept i de

er n e
by e R PR S BRI & e b e - onTR A0
msans&dﬂumfﬂmrcmﬁ-camoaradrcbtrromoéesthenhebmmlrie| C
acid t RNA
Fr ngro DRt fuBler Do PRIl BLoheuEl o o
wi FI Srbtuartilyorss-9-earben agid scopinestes Methebrasmiglet o f or m
cl oni mmag)éraﬂebem RErHRCA FropehdIEsBEMEIMbROEIRI C

e ot MRl HogfencdrsartiReitd sropineY aMEEBRIER ng  ho

constBexeil @cndQ&crdpe@;ﬁylrt@pmbsxeﬁmthbbmmlﬂuentl on will

be di d text, of 't
i o1 hramnenuPeSrBN A & b PRT LR e Tatgmise
pur pos-4lyainox y-xpetheh- %pzpﬂbon abldnyclmopylttdpenémmﬂeihobromide

T T T G
i n-ce?-Methyksanthen-9- @arbompondt@Jomepyl@r)plmardvlpewbromlde
cl On'?ﬂ )gifj‘gxfmb?é§9%rlycﬁf§égg?y9fo r&ﬁrtragﬁ%&ﬂepnmmobmmlde

capabl e aut ononous re y ena M nh
hi gh $6p}if %@PEH\* agl trH%t hiylgsfsaexcd opropy tgqpln%%;@]- ethobromide

expr es.H -xahmlanlgamlbohe@id ﬁ@pérﬁﬂ'esft@rf Meéthobfshide

I f. the
oot &r% a8 9-Fabonicidronpinestar Me@obotide 5
- 3% d@-ﬂ\ee:thybuamhdm%carben abidetropenobeyecr -Methobmnede f or

the. | TAREPRETLEBrarbbf B EphyeReLfcp e,

ene od?-Hghyl-xardbien-9papboniacid rtmﬂennlgsseM@hobmmldo t he
ext r %mﬂ)bﬁﬁ?tfﬁgf‘iﬁn@kn-qi@%ﬁn RN ﬂrS@tﬂio@estélml\@et‘nBSr];omlde

'to ﬁre' p%r?fagggrméﬂwﬂagnﬁm- -sw@on@@r@@pa&swf-}\’&ghebrpna fle

the i nvention, and optionally a nucleic acid sequence

d|n nat.or. .When oper ng with ex
e dbarplen o pitfeben Sericpaon wBidh fhaliele pendongd indlide Be-
thelcnﬂetrham oBetgﬂmhasonst &idesdnidef ButxocoresiCickeohide, De-

er d

ﬂaz@éﬁ 15979 H{‘&?’I‘ISC% E’tﬁﬁ{:@ﬁol%h%[hﬂlﬁl &gﬁgﬁ%dsgfxg Eotepred-
compieasMomMemnm dglsmlomh \Peednisene, oRbHepanide.f diriamcinolone,
ef franti 10854 NSV@EXALe6ah@n 1N an animal {i.e. when
using the vector 1n DNA vaccination) it is for
security reasons preferred that the vector is not
i ncapabl e of being integrated in the host cell genone;
typically, naked DNA or non-integrating viral vectors
are used, the choices of which are well known to the
person skilled in the art. The vectors of the
|nvent| on are used to transform host ceI I s to produce

I L e 1 e — L o a1
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1979; Tschenper et al., 1980). This plasm d already
contains the trpl gene which provides a selection

woRekes1SBOr a nutant strain of yeast |acking ther/EP2006/010177

ability to grow in tryptophan for ex anple ATCC No.
44076 or PEP4-1 (Jones, 1977). The presence of the
trpl lesion as a characteristic of the yeast host cell
genome then provides an effective environnment for
detecting transformati on by growmh in the absence of

vett e Rupiiid Ak TR ARRL PRIk BB Rty 3-oxo-

Ki nasadtdsta-1 phdieat 1 &tarbotli8n acilr (S)tfheronlestigydestern c

enzynes ri; 91 ) -14-
ueh G2 PR 1-Ridront 18 el s908 B chbpionyfidlandrosta- 1.4
dehy dlienyd Aacaehothionoiih 65)e(2-pyo-tetsahy diedurape3SHybester,

phos L AL 0$66. 87 s BNALL 1T &S e,

S hCRS PGB RES hatigoree B ROIRE TG,

t ri oderametiayelopreprlcathony by pndrpsia-dstedicasnigagarboxylic
and glcif efdnons@hyll dstgonst ructing sui tabl e expression

pl asm ds,” the term nati on sequences associated with

these genes are also ligated into the expression

veeptisnally if rddemis €gtanas edastisraers) diashae@mpresseesk pharmaco-

& PR CBbRFERD site e BF OVt ErARP R B pRgerred salts
of and der eati yesi avel abiadit sabls| eel. $odignowt potassindn tsalisyssuifiobenzoates,

th er. ' or ok: .
BB B LR RS R R pfonats, dinydro
engé¢nposphaios, pal mitatest pivalatesoydureatesabol i sm and t he

af orenenti oned gl ycer al dehyde- 3- phosphat e

dehydr ogenase, .and enzynes . responsible for maltose, and
gaEP‘&W?@eOfuPﬁeifWi%ﬁ P&#-mﬁy@rwﬂ@ eyt bs n@&ﬁpaﬁqi iméude En-

? )zﬁﬁﬁ?tl{rﬁ?rmfébbl@ylﬁn@[ mlmﬁi;ats@% : ,Q'tiﬂloo(fCil(ﬁﬂithﬁt Tefimiaste, Pu-
er m.nat.l on, segyence | Sul ,apl e. on

o ERORaR: Lt e ArlyI R, dlfzogime, PoRHY, Bt 9bos, BY343,
nMuOP-325,B66,aD-43 3RS &tiv8 5 1591 )al AW Dhd 2L281d (@¥V 1842430), INES-613,

pr G BLE, u c el I t hyer

P G BB L BP 28, P, (s i 40 TR oY Tiglage - 16s, coc-
i nBet eSD(ha85hd2+22888aY 8458087 vA+1t58G0and cel | s, and
propagati on of vertebrate in culture (tissue culture)

has beconme _a routine procedure in recent years (Tissue

Cut t UNd3,5tDredhlorcek ety idin-4sybrt-diftuarpmedaxycd |
| nesy @I rd} ARckytiRhdamfdd S, Chi nese hanster ovary

CHO | 38, HK -7 293, . Spodopt
Tt AR EADES 2T DENG e b N by Db ek ARtrE A Sethony 2-
conpl ae@ytbenze s3] 196 naphihg Aid-691]-DaN-Riwipedpy|Beiznsds

Fr om R o AR ek (LS oo foR) b By 2-

i nverpyroolidomn especially preferred cell line is S2

avai | I 4r X NP4 Q. )

& oni BeclobRY A ARG BETBEL A28 N E i methy
such isethicurewdgilbenzyl)y2-pyoiolideng i f necessary) an origin

of _r ey hiff14-(8-dYchspn 23 xyph folel@n-1-carbon
S G R AR R DG

ri bo bi nding sites, RNA splice sites,

pol y alesbonidthox ys#ianad(3-t pe16 propyl merhal y L4 difluvabmiethoxy-
seque cef). F% use in manmal i an cells, the control
functl?llﬁ'i‘é GRE H%xaékb)'roélfsi on vectors are often provi

ded hgis[#-Cpanovdi(@réyaloprbpylneethoyy-4; commonly used

. ' f Ad [ 2, d
oot PR BRIy PN TR i) The oari y and

| ate pronoters of SV40 virus are particularly useful
because both are obtained easily fromthe virus as a
fragnment which also contains the Sv40 viral origin of
replication (Fiers et al., 1978). Smaller or |arger
SV40 fragnments may al so be used, provided there is

i ncl uded the approxi mately 250 bp sequence extendi ng

e e e
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have processed intact, native HM3Bl). Alternatively,
proliferation can be neasured by deter mning the

wa@orcastss@t i on of rel evant cytoki nes rel eased bgT/ER®06/010177

T-cells in response to theils recognition of foreign
T-cells. Having rendered highly probable that at |east
one nodified HVEBI of the set is capable of in ducing
anti body production against HM3BIl, it is possible to

pr ep&RY- (aDLEthyNJM@@ycbpemyﬂ)@;sy-mmathouyphergal)mg'mﬂ1dlneast
one gpﬂf BLaZ:? I pol ypeptide which is capable of
i ndu S at'50d| es agai nst unnodified HMEBl in an
ant rm(S)épelauhghmv@eq@lwpmtwnwpm-mwmmymyl@pm@aﬁnme

is agq ]a%? in, the method conpri sing admxmgthe
menber t eset whi ch S|ﬁn|f|cantly|ndu
prod®

W§WNntyé155¢ﬂdmdé@ Tr-ethy hd-@rthigny s PHcpyezalpl ba-cl-1,2,4-
are nfAasdlble3WpyridieBl with a pharmaceutical ly and

i mu oIo cal | cept abl_e rier and/ or

veni -GaRIpER >>£1 O T ey sy DY -9 Paplof3 -
corrblln’aul.mlazwd[m%d] yﬁaﬁk one pharmaceutically and

i mrunol ogi cal |y accept abl e adjuvant. Likewise, it is

al so possible to prepare an i nmunogeni ¢ conposition
whoptiordlyain ravemmoderme ameaamoraensu distareamertsf sragimpharmaco-

en %g iy 8t 'HB-]'QOS‘AF{E' Ioraﬂﬁ%g%ge Pégl%rrgﬁh%g Jsalts selected

di sGussi‘on o nuclerc vacci
abfros geperup oinsidtingi @fvhyxdnoohlomde bydrabnomidd, yhydroiodide, hy-

Caﬁfdsﬁﬁa@m h?}irdémotshlﬁtey R}Vd:"rB ﬁ%glsﬁlfBHﬁﬂebeﬁz@xfonitrate hydro-

el C aCI sequences or

th@aﬂmnhydmacmm@erhydn@cltrms chyidielimaspico fyidsetartrate, hydroox—

exPIaRS hly@rbsueeinates hydfobRazH I uRg h?/bltd -phbRichesiIfsifakd. S
with thé vectors, and expressing fhe nucleic acid

sequences of the invention. These steps can be
fOElx@m?ﬁ:sbe ipsefeartd AT D4 -dnitgg omigs %mbhﬁnﬁy dstuerientiohed include

voMRatkpge, mIRtaSe ) Farti il oM PRR iRl pv-oor,

a MHEN QI 58F7 (JaMJfllSK)N:,aVUEnSQBcWEH@-&ﬂO&hLaB3BQRand by
nmeans of nucleic acid synthesis. EXAMPLE 1 Mol ecul e

Design The full-length HMEBI protein has previousl
peen lrapsnwt(@ B uroc? AuinaioxDeteny peming-(>-0-

fﬁgﬁqﬁﬁ"?n“*""’g ﬁe“*’*?‘ﬁ‘?ng 1E7Gbpipa E%?e&i%?ﬁé‘é? in
Lt hdrlE Rysd B whlpe@hsw‘fi PR DR B,
Fal Ciegheh l}phenggg ~60-(} h%rox@ﬂﬂméthyl%m l)fpheN%ll)( 1992)

C

hy-

EVMBO J. The bi ol 0 function of

HMVBIPTR }'E‘ééﬁ’ g)z_lggjﬁl%prpgare%%cegc and the A box has
been [2d$2+(4terd-BasybRithpaolyd)-5tbenkidfahnyd fak yitndthyl Jphenyl]acetic
functl Of- Therefore, the B box is the shortest domain
used %&s tenpl ate for expression. Both the A and B

boxes aggregate when expressed with C-term nal |inkers
an KA fen t r m,di g
pugpﬂf?lé'r‘éag 1? ?é‘d%‘éﬁégl gofrﬁro Sgh'@lﬁgtlgﬁﬁgred astereomeres or - as

ThB mﬁ?@}%laa agespiable salist S%lwté&t%hwateédﬁ& PHﬁd are salts
In%l@a&dnqrdrhattha TR ce@fmlﬁmgdlmer h?&bbﬁlbrﬁl\éenhi&fw?omxde

e c ne dge rred o h
o, bydiciabag, ¥ Pdrortidle, ‘P nobRbeSiitate qmwdfomethiRsulfonate
f ohyaronarate, Twhydidnideste; thgdpdaaetase, arleydroeisrard, | yhyakrofignarate,

ex t t cidic
rlﬁ)?%gp{ B;&oox% H%ﬁ){ggh&!lﬂ%tﬁﬂ @Qtﬂcbérp%gﬁe Lﬁid he{dro p-

c- t@umqsalfonatnkeFumb@‘ caxamHRAGEEoNB qm@nsllbopreferred salts and

r eaeeedtives! ak- aﬂzﬁﬁ a8, *P'en@baﬁmlp%eﬁot%ﬁuﬂ' Qemsy sulfobenzoates

conserved wth | ow probability for successful epitope

insertions. So, as a first generation the |inker

regi ons between the two boxes and between the B box

and the acidic Gtermnal will, respectively, be used

for insertions, cf. Fig. 1, 2 and 17. A strategy that

is pursued in parallel is to produce synthetic

|rmunogen| c var| ants of the B box. Th| S approach
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EK and C-term nal KK HVEB1-B13 160 179
AYRAKGKPDAAKKGVWWKA 95 and C-term nal KK HMEB1-B14 160

waZR7AYRAMKGEKPDAA 104 The nunbers used are fromP¢hEP2006/010177

N-term nal MEKGDP- of the HMEBlI sequence where Mis

amno acid 1 and E fromthe Ctermnal - DDDE is

nunber 215. HMGBIl - AB variants end at ami no acid 183.

HMEBI -B variants start with glycine in position 83 as
GEaf'rurmfdrqrotmiumsahs,awlfmiehtméslqalmSphatesle@ﬁlcoﬁlnates acetates,

o1 PlRiORES Rl OE iRl Refisd s P BHES or bl

corresponding t o am no acids 83-88 or am no acids

13&@%&?3 E%@ﬁre":r 77(1 Fgggr}lﬂpto% %lh%ﬁ’ ln?dggbé %&S@%ﬁl@a if%ude Ce-
nottgwl@bg,yT@siuanmbec&B%ﬁ@ BMpbdeRapZandeded. It is,

however, possible that HI\/GBI is toxic to E. coli

t hrou din herefore only short induction

i hod E@v@ﬂ ﬂugngA EDAREIR)-6114- -Enopisiny 4-gbh b-0Kg42-buten-
271- IZ?EhmmPo}SWdy@hi;ﬁo [t RGy-ViEin@xsliRsSi on systemis

Cons th Ic Bl o HPFARERY ﬁ@pﬂf‘@@ﬁ#ﬁ%&%n%h%%

domaingenl - HieRnoyeT- ey@epfopytmdtﬂo&ytmmhgat e how

of - t Pt 3 AR R R E ot TBHEd R FR ) Toro-2-
usi nd)lltd:relwl]}ﬂawbr’t ope op B! mEthiuy- cﬁfix)am@me

IC?”:L{) Etﬁ%ae(? u;éﬂ{ﬁﬁﬁhl%] E“ﬁﬂ?ﬁd@ﬁ&ﬁﬁ '45?@ 128xo0-2-buten-1-
unsuiXt! lasmiaot t?rC yalepsntelogy e n@ﬁ)lm@he variants can be
noved. F(B -@hMNRA-Alliof- Bﬁer@lﬁéﬂﬂﬁﬁb}’ @tpj -@RMGEDRHEN- 22828 BBrpholin-

constru tlon t construct's were

Gener
genel‘gb’]édl'Pf‘ﬁT% prep-1-y Pmla@diwys repyaethgnt-phipagoline
HVIGBI 4- 8- @nmm-ﬂgoﬂbl%ﬁﬁmhm £-6-{Ta((R3eemathyds2- @iomﬁpholm-

R B I 1 el Wt N R S

Tr uncdiimekolhe const ruct s Four different wt tenpl ates

ve" 2 453 C 2L ARIPDRT Biyod BT RRE B T oo
t enplraoeﬁlotjorét-al)nl ﬂQOc%bytenhleyHabmuo}M?tdycmprmpylhmhow-

& G fiflZdfhe! | Nker regions HI\/G B 4Four famlies of
variants Four different "fam|lies" of variants wer

cons 4 [t ChlorA-Tyar phenwd)aseipkiorizn 2nig St methd-220%0- morpholin-4-

box, %M-thotx 73@eg@xs,qpﬁnazra,11h9e i nker region between
t he B.,box B 6., 2. Var
cont & T%ﬂPﬂ@hﬁngﬁ%nm 6 &i‘{_'hﬁ é“?@oékflettﬁﬂé% -methyl-

Cte rammeﬂ-llyoioﬁtmmelB 1bd¥amtd37ABy ol op o pylMe thidx $ 4 hdnazoline

ept t cRIRE RS2l Bl Pl S oyt Siggaing) - trgeo-2-

HVG- Bbugent 1 -yiamimof </- cyxriopwty}ogtyecrﬂlyazdimeB box, w th

f—ltl\]/g-} ?{%@%lﬁ - valnlog t@?NB?ﬁo(zn exprg ﬁglﬂ-amino)-
vect orokers- b@én-lcﬁﬂgmm}r’é@yﬁmoméwthw phipazoline
pr ormLﬁ(fR)((n Hﬂ%@%ﬂﬁ Emne%aahem @21nﬁétfi§i tHyPRN-ethyl-

HMGB- | the 8 {or ) .
o Ano T o 2ipprenry iney 1 syﬂagr%agﬁeﬁwéafr%@amhne
t he MSE(R)t(It-h]ﬁ:r@HE&W)ammb] 6ta{ar[¢~bxfmmaa®xmtltym)eNpiﬂ>éﬂayl-

vect qr encodi n

! mee o) R B B et PP i) Sy fEofine
Vher ed-{(R9- (rlleﬂllens'ul@dlylmmo]-6|s(r{és[éh(tetrahydh@ppamw+) -N-methyl-
const t |

The Moo A e T Pt FcloR ) R Riline
upstream regi on of pET28b+, but not the optimnm sed

Shi ne- Del gano sequence of pHP8. Raw Material sSynthetic
CGene The synthetic gene encodi ng HM3Bl was purchased

as a sequence-verified clone in pCRScript- Amp from
GENEART GrbH, Bi oPark Josef- Engert-Strasse 9, D 93053
Regensburg |n Gbrnany The HMGBI synthetlc gene has

o NN~ 1 P~
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SEQ I D NO 93 AAGGCGIGGTGAAAGCGGAAAAATC 2567
GCGGECCTTCAGGGT CCAAGCGECCACGAACTTGGCATC Constructi ng

woi7Bs1A36EQ | D NO 94 CGGTTTACCTTTCGCGCGATAQRCIEPHH6&010177

GTTCGTGGCCGCT TGGACCCTGAAGGI®GCAGCTGAAA Const ruct i ng
HVG-B-8 SEQ ID NO 95

AATCAT AAGOGGCCGCACT CGAGCACCACCACCACC 2569
GTTCGTGGCCGCT TGGACCCT GAAGGCCGCAGCTAAAA Const ruct i ng

HMVG- B-(3SERlok @-fiGbr phé n AGIA KB 0RO GBASBACEABONICox 0-2-

cons MR MO SR PRt R eetisangline 1

|t C@-p37Chloricitropbeadacmedac [FAAEDEABABYTaIaND)- 1 -0x0-2-

Const %M@%% 3-yloxy)-chinazoline

mat(ﬁ oG AEFHEEDE2 apathoxythyly-N-methyl-
PCN'[I%T'%D%% gﬁ%ﬂ@z%@mﬁ? ﬁa 7- |: ¢lope C% |-cﬂmzizdlme
Const¥ Cﬁ?f r‘ﬁ‘h TRBERY lgmyn )’ClOPTOP}’l N- methyl-

TC@@WHWE%TA@ F8ino}-7- cvcloien%o xy chmazolme

T e féreec)dopro-2-

m@}}@mqmmﬂ&ﬁﬁﬁﬂ:ﬁ&l)flhetshbkypthmgzohne

2'5*3? %@&%@M&&Wﬁmm 2

Cons thutert-il rj Jaminc ABL(8) Seegahpddurabe?-yl)methoxy]-chinazoline

put pok 2R 0D AT AT O AL B Rb AR B egoline

mnsﬁUétChl@rmﬂ@mtaﬁwlmnq}w -(mozpholin-4-yl)-propyloxy]-6-

GGEA%T Sinazoline ctin
VG BRI D0 SR RET R TPV TOTo[2,3-

Tryan]pymlnﬁ@ﬁpl at es The truncated tenplates were made
oo RN RS SRR B S AN o1
PCR faxagdsbuten- vyl pmiady-7usthoxy EhpeohicieHi gh fi del ity

Cycl ce U EhIARL o tEn bl s T3

Annedn¢thgnsuteset-gthyllansaoimethy! shwan2r-ybglinazolingr 20

g%CLZﬁE(R%f(Q mﬁzﬂet}w%nﬁ%t 63{[2[12%?»'6'-1%thtﬁ'?p0)§@%r§%lm -4-
pr C))’E} -&- Eﬁillt% il 1"%'709’@F -chrn%quwm ting PCR
f ragnep(s- @ﬁl@r@lﬁ‘ﬂu@ﬂﬁh @tm’mﬂ 6-l{ Pﬁ(rﬁérphdh'h -43%)-1-o0x0-2-buten-

I 5 dd A- h Th
D aareneipa T lendh 8 Wi LyDiesies { Ehggenne |
ac ¢ o[ (BEChlop-4 fisorpheng Barirmcd s B EN N dbis-(2-meenisdor-obg)-

fol ?&@Ehgﬁ R ik AR T FEGHIB A kP2 gmethony -

pl at eﬁhlmm) 106 kanamycin containing (60ng/n) LB Agar

pl at eg ¥/

he. o e oo @fﬁﬁ”ﬁ?dﬁrﬁteﬂ@q"i ARG olhg-y)-
ng kdnakgrbyten-1-glemingdothinazelie 370C ON shaken at

appr W[(Z@hlbﬂm-ﬂﬁlﬁﬂpmmmmﬁ]-60[2U@| Deirkk Y £6-64 1 hidrpRolin-4-
kits, l? ?’9 relﬁl'oant re%ﬂ&ns wer e sequenced to

i dentilF§t 5 ENENINGSQNNE L om & sequence verified

cl end- p(ésChlm-éMﬂudnr -phéerydyaniino]-6Nat (2,2 -divite th1-€-ddsnmidBpholin-4-
or X r r.. gel

pur i PLg 7 ) ek ioRubn oy Dol o fiting 02
enzyﬁ’eﬁ(3tﬁ§h]ﬁ>g-4tﬂé01f-9h¢waﬁgnp} adacn&%dlmﬁfhz&waﬂemholm -4-
( P2028)-efhek 8 nd

Dol 3 e PR R RN 2 PO et ichirtigpline

buffer, 370C for 15 min followed by inactivation at 65

for 20 mn. The gel purified HGBl fragnment fromthe

cut pCR2.1-TOPO construct was inserted into the

above-nmenti oned pET28b+ vector, and |igated overnight

in a tenperature cycler with cycle conprised of 30
seconds at 100C foll ovved by 30 seconds at 300C

NI A P
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at approx 220 rpm DNA was purified using Q agen
mniprep kits, and the rel evant regi ons were seqgquenced

WO e0o7@ers8é fy correct clones. As all HMEB-1 Aut BYBHEP2006/010177

variants and wt constructslifere nade using the sane
SCE PCR conditions, the details concerning each
construct are sunmarised in the tables below The
rel evant oligos are listed with respect to the

t enpIéa[(é-@hled-A-ﬂndr-phmylmuln_b]ﬁg%l-[za{ar@xb-mbmlin}mgl)-
: . t t

o poTber - (S BREBLT FEEhbMPRARORIAEE, | 251 SO0

bet ng- {(BeChloaghﬂuor-phenyl)asnigeﬂ 6pll - tét.ebiutyhak yicagromy e

|nto ok r7M%E _Mfassmece for netering
perRR YRR,

rredl esent venti on reI ates to a nethod

of - dé -[(BeChiog- %ﬂneﬁpb%)wnlnphﬁrﬁt@mswaamynq gyelphexagr myloxy)-
of am_gRk _Chlwai(g]lﬂerrpr oved netering accuracy and to

a dev adm ni sterin canment cul arl,
in” ttf{ef(go{:ﬁ{% ﬁ]HO%rB gud)a %mpf% d“f%‘ﬁ&@@ﬂ%é‘@@ amino-
accurgeloherardr-fiory)-omeihoxp ehimdrotinef cl ai m 15 By

the (RGBT ﬁi{gﬂbﬁwﬁ&wﬁ%n@%r%yﬁéﬁﬁy"r%%m%ﬁ?gns

or wademanymhmamtmees Preferably the nmedi canent is

i R HPEChr 806 oy RiniRoT A BRURT i B n -V Ry -
al so methaxpwhifazoliite fol | owi ng de scription of the
e 1GSE SR L6, LTI ARE ckopyl-
j ust RiBerdinr4rylery} b@xy e malzelmeap plies
accorzﬂ{(rsgtmdrm ﬂhbﬁbhéﬁ%ﬂ)d%ﬁx@i@ tﬂbiagnbmgpbsrbongl]

present i.nve d ¢ e su st ances
662 N‘Peﬂﬂiﬁpc‘nym&a’?f’mﬁ% "Qtz%]l"@q ng point for the

pr esep{(3-Clikn-4-flaos- pﬁexsﬂbaiﬂme]@ @eperidinfPy]oxyHT-mg thoxy -
preferaba[#)dellverlng [iquid, par ticularly a

har uid. The known device has a guide
t ube 44\1{(t3hChlqn+45flunr pherqﬂ)ammbd}lﬁg[1t-(2}a¢eaylamlgu+ed@ﬂb-(plperidin-4—

ther 318;}@(9%9&%%#' ) I{arzghh‘?ngt h, as well as an Oring

betmeen t he gui de tube and
the pH-5E3e6h OTH’eflmor-phgn)dzegmp]ﬁs(tetrafmdgewnan 4ylpryddeethoxy-

of trﬁ,%oﬁ etube. To obtain a good seal, the Orlng
shoul the groove to nore than 90% pra

tl
L b GeshlargufSor phenX IS ey-Gr LS eiatraity i aFsFan-5-y16Ky)-T-
i ndi vh gk1 LRIRQOKRS S | ead to an inadequate seal,

t t d (I
Al N A L R e RS
ggmewaethoey&eMX)aLchlmmmeel y \r/vhen admnnelnftggl n%o ot
u vent i
of tg h%?g ggg)ﬁt4 hﬁ\%ﬁfﬁ CM)M%IOE 6efgé\y|isd% a net hod aan a
devi c[édrmﬁthylﬁpuw)edlfnnylemm@] wzlqlnemyn F-ytoxyetTeethoxy-

and a(/c}{ﬂ,%y r|ng medi caments, par ticularly in
aer oso arm above object is achieved by a nethod

accor‘bﬂ[@g hlprd} Hum-Phemyléarawﬂ@e{ta@"n%{enﬂ@hpbnd} ai m
15. G RMSn B RIBHERAA S - Fo&g Y e nfedid e C éhmﬁzdlhe

Z“?.‘:'r&@sﬁﬁfo% g N SR e

del i v;dpgu,lfdnlymrﬂmb%ycl@hpmmtylbfy}}G methdngatinazoline

bat ch [ t

the rro bt hunE Bt MnReR B BN rgPERh T Enlbi -
det eradefdamanaethog-chingzeling east one deC| sive
significant magnitude for all the first conponents of
the respective batch is determ ned, while the second
conmponent is divided into groups which differ by at

| east one e s sential nmagnitude of the second
conponents, while as a function of the at |east one
deci sive significant magnitude a matching (suitable)
group is selected, while a first conponent of a batch
|s conblned preferably exclu3|vely mnth a second

T o 1. .
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To all ow the matching group to be sel ected when the
devi ce has at | east one other conponent in addition to

wo b@7/05r53¢ and second conponents, one or nore PCHEP2006/010177

signi ficant nagnitude(s) of20t he ot her conponent or
conmponents, particu larly the dianmeter of the piston
and/or the axially effective |length of the support
ring, is or are determ ned and taken into account as
one af-[(3eChlok4-flner-ph@nil famiao]-6n@graliyddedyranidiyloxy)-7-(2-

ddi f de wh
el echighuors) frﬁ"' s OE R e ady Cexpi ai ned. t he
mat ¢ H-HG-Ghlow@-fleosphemt unino]-6hét-| (pieerdboi Isy hearbonyl]-
Si 9”'41 can%l_i]n'gmyt}gﬂ%&ﬁ&?{g ma%l'irﬂa optional ly other

si gni gnrtudes e essential magnitude in

t he f4-HiB3sGhlordeflnerphenydiamingi-6+dagminpsachamybmethyl-pipesidin-
specu{E )g, qr_ﬁ]%glo\k |é’rﬂnai?ﬁ‘fn%' cularly a desired fill

| evel e re for a shaﬁed seal . The sel ection

i s mettl(3 pet;parnylmlﬁo Srksin-r{ Neddetsahyckapyrap-4-
i ng %ﬂ%&ﬂ%n LNefrfeﬂ[ylMrmméyﬁiybmheﬁén—ﬂtﬂbk?} WCrﬂbthoxy—
nmet ho e term"fill |ével" is nean inth

pres 8fition, in particular, the quotient of the

vol ume[(ercnm-zi-ﬁaoaphammmow-@mmwwmo@monher-

or co e bR ey RAREY-3ERinex 2] - B5RP7 BeticByane

ot herchsemodideseal s, i.e. with different

|
Cr 055 RS RPSL MBHRpRER ALY L aheRaduace! ©
pr oc ed sulfeayHeNrmethy Lanpeel -speobe xan- @é/rﬁ@x)éﬂmhgxybut china-

Wi th Jgofpe€rence to its preferred use with a device for
unmpi 0 terin efe eII| aliquid

gr?g‘ﬂg@ éaf% fr%aﬁ %ris{aéeé'o P@ag fqnylaming,

pl Itﬁ ctoHeRan! 1-- ylloxwg méthdﬁyldmﬁazoﬁhe |tor eferred use is

W CI 0= CO nts

" e R TR ok Ry Bl B P R i S s T nimeridin4-

nent sylomy)- a-ellapryeslﬁnazcdmeesswe effort or woul d be

I [l
f:lrortr 2 4{ i@ dg?ﬁ;?éd H}.\St Pﬁgﬁ;r ga‘?m?t%i lhfg@tﬁﬁ%lg&@l Vg?r@gntiﬁr-&
accor)donn)-?dZtmethony@rﬁhowﬁ qhmazaunt: nistering a

medi GABNEL g f]:uf.%ﬁ Bhé’ﬁ){ly J%“W{?Hte?ﬁ 5&‘&&1‘?&% ?fﬂ‘fhm-4-

prefer awlﬁly expe 3 has a t ub

pi st oHownl-éH2 rrgeqh@ﬁ@retwy aﬂhl"irazr%‘f)ﬁbl e ther ein,
shapefl[@eghldrat- ﬂh@f Bhady 1Fariied] -0l e el etylemitd- lbh@@n 1-
and t ton,an recess for accommodating t

shap 0@57-'“?‘#}8’%1‘53 E%%I of a specific batch of
frgfgeu[(SieEtrsnjdeph@yt)enbno]edg\l\gt%rBgbl%;;lio?tg;ar?g?)élgfp;geridin-4-
fro wgg%fz%%‘f‘8%%gi‘g’f5&8hf’ge t ubes, dependi ng on at

| east4-O(3eEthenyli phenyleimgno J-6 € tattahydppyrardd-ydoxy hé-methoxy-

bat c er to fill the recess vvrththe shaped
a hbh h& g@gr red fill |evel. _ Thus, specific desir

f ?rr 4- &%Chmrrﬁt:ﬂupg—pbmdbwow Mﬁe%fé%n[fmaers@arl arHearbonyI]
henCeNhﬂ@th?Vﬁﬁnﬁ?}-@&élBEeﬁdiﬁWﬂ@}/y)%éf!ﬁo@ﬁbhﬁm%hﬁé‘ a

(b GRS RHSal Be sy b B oot NS oty Biprazin-1-

corrpwtgmirbon)pht\t ety Fd i noi} epyicfoheaah - 1rplginiy)-Temstholky -
batchgﬁ ol grther conpo nents, such as the dianeter
of th X%, the effective axial | ength of the

suppoH &Ch@rf%ﬂuamphemy)mmm {cigrdcKmosphglintdseal or
the_ bayaggs Ao 1R HASHSGlox DEThicoxy Bk e

t ake nsi deration. O her aspect
characteristics, advantages and features of the
present invention will becone apparent fromthe clains

and the follow ng description of a preferred

enbodi ment with reference to the drawi ng. The single
Fi gure shows a schematic section through a detail of a
proposed devrce The proposed device 1 for

N Y

- .
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seal 5 by the volunme of the recess 6. In order to be
able to obtain a good seal and correspondi ngly

wa@e@anatses net ering with the device 1, the desiPendEP2006/010177

level, i.e. the "target fil2t level"” is on average
preferably 90% nore particularly at |east 95% wth a
tolerance of at nost 5% nore particularly 4%or |ess.

In the enbodi nent shown, the support ring 7 is

pr ef mr-@(BLthairmﬂbedphm)tl}wm@he]J6L{/18—[2/ (Mistepﬁrrbudm 1-yl)ethyl]-

I he | .
cor r dUBEHAR-EYIB PR PRl ace surfaces it is
p_ossMa[(é €bloafmﬂeoepherr§djanmad]1ﬁe§1 -{(noorphblinHeyBegrponyl -
119 pegneIRs3 Aot g Ciflabhenot 1) of

the reRess hape reover, the
vot ur#e[(afEtmreylrmwamm@] @éh@c&yé{pypenﬁleﬂwl@e&a)-ﬂymeﬁwxy-
dept Rehindolihbe recess 6 in the deI ivery tube 3 i.e.

lal extent of the recess The pi sto

he ra
del'l ift- f@ -Bthiiirphenyhgayinal-6+4 ltm@hmbpmfﬁéndynﬁwﬂexz) -74nethoxy-
pi st @Whikazosingr ef erably provided with a non-return

(e SRR el DRl b et BnyFpipoin dr uiy) -

hol | Gmetrhbxymmazbhnas a supply channel 11 for the

comvey - RS DEPCBRbIT Ry ha iy tmﬁ%?faﬁ-¥mﬂox9?-7<2-

supp|methbaprethoxy)-chirazolieei nl et or non-return val ve 10

110 10 R £y DS LR By iein
devi ceyloxypt/rmethaxy-¢hisazolingut | et val ve (not shown)

and, I -
7 L SRR e 3ty
are @ﬂ c&angthoxychinegoline ¢ gr oupwi se.

part I4>N38Chloa-43ﬂt1§fl h@nﬂ)&iﬁﬁ%@f»@ {cﬁ@mm%@@ﬁétﬁbﬁﬂacet [)-N-
S as eneous

tit f start t
s panethyPamind oxdchdiocly By Tat PrshOrGr BRI Oducoc
by- i r-HBtEthinytepHeniy Dgmipalr-6-i(pipetidin-4- )byxyi)emmetbbxmhmazolme

of - ol CrEQRLIRRDABI0O PR 1 T HHOREAPE sty Yoy
pr oc esmethoxy- qlmaamlmeof sha ped seals 5 is pr oduced

The sh eﬁt }ihegixmﬁifuf{é’jr {flr[ﬁmo?ﬂ?olnlaa%ﬁ)cta??ém piperidin-4-

next , espec I r S|gn| | Can
magni Yok 7 §Dé'ﬂiloé§ qhmeazeilaﬁeter of the ring,

CroSst- gc@nmA ﬂabﬂpﬁenﬂyﬂmmw@ tactsvz @Lditi@hyILidrp holm 4-

£e! e aF Pl el ey e ha S SRR onth

vVari aaa[(escmmrdhﬂaoepﬂmﬁ)mmewbyl ((Izemeatyeerm@lphormtme

conp LB TFpberiEgRIBRT T m el Shibaiuing
firstd- E(én@bloeﬂ ﬂuabpberml}agnmo]bhél -HSL S (2- pxmﬁemel The

Compr A E0f2 Tk S b AL YL AR

pr ef eqharmzyb laéterm ned only for sone of aII t he shaped

frgalmsa{ ggéﬁlhl@rbﬁflﬁ& -pRéhy1 JaRinb N80T ldRN-%éfﬁ ISNgﬁmétE@;Eyethyl-

I cul
devi AMBRCasbe ke %Hé& Ylpx¥F rigmaties yrihigAzoling
var i euf(3-Chloneirfiesr- phert)ﬂ)aimllhe]6t(ﬂdetﬂyhpi”peh@hﬁ4%ﬂdxy) 7-
t ol errggtglﬁg Cﬁg‘b&?gb wi th other dinensions, if
applic Y- ?ng account of distri but| on
f unct4-HAsChipne-flaoi- -phenyyanbiaoB -6 &l -fRamst Hoxg dthyt)carteiny b
to t ne essenti al
magnlrt? %&H%Zlox@% ’pﬁ?efstﬁ%%k%llnrgrgéﬁ{n ased on the depth
T of the recess 6. The delivery tubes 3 constitute
second conponents for the purposes of the proposed
nmet hod and are thus divided into different groups on
the basis of their depth T. In particular, delivery
tubes 3 are produced with different depths T in order
to prOV|de the ‘necessary groups. of dellvery tubes 3

-~ . 1 rr o o o o,
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12, and delivered or adm nistered, preferably
atomsed, i.e. a spray mst or ae rosol Ais forned

wo e@mostses | i quid 2, as indicated in the Fi gur ePCT/EP2006/010177

Particularly preferably, the device 1 is constructed
as an atom ser or inhaler, as shown in principle in WO
91/14468 Al and in a specific enbodinent in WO

97/ 12687 Al (Fig. 6a, 6b) and in Fig. 1 and 2 of WO

2005/40fBOCHIoA4- ﬂb’bsEh@iﬁfaembﬂ-ﬁr%l 1 (3Lmetmﬁypthm15amm@}-

or and R RN ORE 2R odR iRl ey o

exanpl- [a(SaChhnrbleﬂusephawl}ammmb%k[m@ p{(hiemeﬂwnsulfomylaN tpethyl-
f I k

espedl Eim&é@? 1A PR AR SRirdohalf || e

part i43 hlm%ﬂu@vpb@nﬂ)armna]16e[<¢1&aé+(l\blamt¢leN-mhté1yl amino)-
i qu'cS' Aie%aﬂrleffl%RngYm@thBR ingal conposition,

as al explain erelnge ore, or a nedica nent,

t her &b éh logefetlnor-phem insming | -Sgérans ¢ methy lamkro-cyelghexan-1-
dthQﬁoﬂ p@yn@hgﬁygﬁuﬁﬁgﬂ?eln partlcular to provide

or de]jve ctive substanc

et clidreafterhlibot Bl fmingy 3 RrasS LR Metansuliqmyiry

s, - irnethgr tarrﬁ%ld))ac):jclohaaaamgf’m] ﬂhﬁt}mynchmhmmfe a

sus ed o nul at i.n active
substhlioashBraRR Eor BRemabsBl e s SR pilardibisiE ghexan-
t he floyhoxy)-7amethaxyi-cnnazodine suspension. In this

" esPegl(a CRIEILNRE: bhc/ A 3) 80T X ERu ot a0

i nc rat R osure.
mmewé)carbwlhélrm@hx! -araijiof Ry rahex aad 1|-yloal~/),-8 -1pethgxd
for WeolipeOr ot her purposes. Preferred ingredients

i g@"éﬁ%ﬁ‘%h%ép G o ey R araTRbolin-4-
be usyleiox !ILGL[’(SP‘(\J&tr@hE@l@ﬁﬁMaHEZi lmﬁdﬁhébt}l‘]&ihlﬂé‘ztdlm@

bst d
" v erfeTGrChinge P Remd farifo) G - anst et ipetiosd-
ant i qhoky)q@ng@thexymhmazobsds eroi ds, PDE4- i nhi bi tors,

LTDA4- I 0

ant1 SRS BuoEPh S PO S SRR A7

i nhi bnethoxy-dhinazalise conbl nations of two or three

active substances, i.e: - Betamnetics with
corticosteroids, PDE4-inhibitors, EG-R-inhibitors or
LTDRUQIMIB@OW stf%ClecArfloif@holaﬁneqﬂ@PB@W&,h diastereomeres or as

Gﬁgﬁﬁ@ﬁi@dl calfPabé&Rebleral s solvhled - dmﬁyd}*aie@r iPreferred are salts
ors or LTD4-ant agoni st

| cpost
i SHIePBRa O] HhE orEEoURCRRI Tt Py BYSFOchldsHR, | Rydrobromide,
anhgxdmﬁo@ﬁs Ryiddodubfatd)i tOhgdm[ﬂhblelﬁ%R I nhydi@nsthansulfonate,

TR ARE ! ByaromBEs, BVttt | Byprpsitiats. rebydrgfumarate,

\Ahhydmmratm hEdIQOGIaMIe i hytroseceinbte; ehydropenzoate und hydro-p-
(g[,%qpé fg},g& Banbuterol e, Bitolterol e, Broxaterole,
er o

enbuterol e, Fenoterole, Fornoterole
He E3prwles @ﬁwﬁreffrrm éamr@m ardagemnists which | may be ﬁamtmed include

Le‘B?éﬁh'o@H 8118 CabdYBSlih& "Aiphia- il Hﬁ&"rgéﬁyptme Lisuride, Pergolide,

rot eren renaI| Pi r bpt
%&%Pmeap@ UeindhlE, BopmiralerTainshare, otestids,and Viozane, op-
Sa kioRalkyrixh eacehidl rfetrar ad enarffivinegreNdilasterédth¢rie ok @k gharmacologi-

rggllll)t' M%ﬁly s%[fng(%gatgl%ﬁg%gt g | ﬁ‘efé’ré‘& gFeogaﬁts $itcted from
3 @lm g&mcmmtmgwﬁhxdrohb’l@rldzyhgdmj»mmi@mydgdieqﬁldenyydrosul-

L 48 hiFoRRbspiiaROH it dg a1y ar8 iR Y Amaleate, hy-

1 hydr oxy- et hyl ] - 8- hydr oxy- 1Hqui nolin- 2-one -
4- Hydr oxy-7-[2-{[ 2-{[ 3- (2- phenyl et hoxy) pr opyl ] sul phony
| }ethyl]- am no}ethyl]-2(3H)-benzot hi azol one -
| - (2- Fl uor o- 4- hydr oxyphenyl ) -2-[ 4- (| - benzi m dazol yl ) -2
nethyl 2- butyl am no] et hanol e -
[3 (4 NEthoxybenzyI an1no) 4 hydroxyphenyl] 2 [4-(ID
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phenyl ] - et hyl am no}-ethyl)- 1H quinolin-2-one -
8- Hydr oxy-5-

wa 20y asG36/ - 2- ( 6- phenet hyl am no- hexyl ani no) - et hp¢1/EP2006/010177

1Hqui nol i n- 2-one - 23

5-[2-(2-{4-[4-(2- Ami no- 2- net hyl - pr opoxy) - phenyl am no] -
phenyl } - et hyl am no) - | - hydr oxy-et hyl ] - 8- hydr oxy- |

H qui nol i n- 2- one -

[ 3d{cbcttitd, 2hydrdciteaye, 2hy drofymamnay - Bydrythiroxienetydydoxaketey hydro-
D) sudifatt A dHebe st SRY hydidt ¥ druend RifsheePneny! 1 - ur ea

4 (2 {6-[2-(2, 6-Di chl oro- benzyl oxy) - et hoxy] - hexyl am no

h
EO 80255’ ‘ﬁgcgfxtr):d a%P Mﬁlggg&%ggﬁtgyhhlc?ﬂoﬁfégelg% nﬂentlﬁ)ned include
Hgﬂsam,ngjy?tlrlﬁ@ﬁy IAselastiped §¢7}0ﬁ§§&£¥léﬁebgw@b§ﬁﬁll@ﬁb Loratadine,
3- Mizbiaslide, "'I@'E&iﬂén@ Eﬁ'né&hégﬁﬁé(YD'f’m@MHH&i@/ r@lé?ﬂisnﬂ@er%{mlpme

h I am nol, hept pr opyl b nzenesul f onam de -,
4 eelgaa{je%/»o%gﬁ%@ﬁf 'cpmm@w & Kuphsanxapuge, Di-
yl mnhyhnhmdﬂ)i Nen MtheZ-Fr?]Mﬂ)éﬂ?ﬁ‘iﬂﬁt |E’dasﬁﬁ@n9bsloratldéne and
N rrant angét@/"ajly i rai:emgczfo#n s é/nann{)?'nerg diastbréomeres or as

et phalmmomh}glpalt;pylbc}emﬂﬂeyda)ts,ascﬂwamObzr bydratesalPreferred are salts

S 0 SORTLASIRE o S FREIGRIC 5B pice, o
hy didgt ée/drcmu&faa, rle@raplmsphaues hydrmmthalns‘ulfnmateh dygironifrate, hy-

gﬁirﬁﬁlgﬁ‘%eoﬁ%&éggégﬁﬁ@f gt‘ cﬁiS%ng gﬁl%gﬁlqﬁrate hydrotartrate, hy-

rolo
hy fqm@lqi@,d@tﬂrewv@te Hvdmhﬁntze@tpemdrhwir@moémr@sulfonate
hydr oacetate, hydrocitrate, hydr of umar at e,

h otartrate dr ooxal dr osucci nat e,
Qfse}ﬁ%gtl@hﬂ% mﬁﬁawmfwlﬂs & i sedrasRharmagpiogically active

of spbsedrives.eab disdlosdibini BR1dI03s478 A forr@x 229714 1A loned

include Tiotropiumsalts, preferred the brom de salt,

Oxitropiumsalts, preferred the brom de salt,

FI Morepvenntbalcosypoundf esulé chet h@nbrth)engmeu;saalftdenvates of ergotal-

l pﬁﬂb[&ﬁp'rt@ﬂhﬁé‘l ééilinﬁﬁtfag{)]ﬁl@gr ég%;ﬁ{o : gﬁ']a(sc‘]eg h{bltores option-

Tr @kl]mlm ihe formng of pheafémerr@desn iblaee cnaIﬁrQWSSﬁletdlastereomers and op-
To

Ei;jﬁ'% 1 pRIFICORR GGV RGN RIBEN slland (e hyarates
an %ﬁére chl ori de, bronlde i odi de, sulfate
phosphat e, nethansulfonate, nitrate, nal eate, acetate,
citorate, funmarate . tart.rate, al ate, succinate,
pefsgierivalsian kaipidser b reatam ey erduti .
2, 2- Di phenyl propi on acid tropenol est er-net hobrom de -
2,2-D phenyl propi on aci d scopi nest er-net hobrom de -
2- Fl uor -2, 2- Di phenyl acetic acid
scopi nest er - net hobrom de - 2-Fl uor-2, 2- Di phenyl acetic
aci d tropenol ester-nmnet hobrom de -
3,3 ,4,4" -Tetrafl uorbenzil acid
t ropenol est er - Met hobr om de -
3,3 ,4,4" -Tetrafl uorbenzil acid
scopi nest er- Met hobrom de - 4,4'-Difluorbenzil acid
tropenol ester-Met hobrom de - 4,4'-Di fluorbenzil acid
scopi nester-Met hobromde - 3,3 -Difluorbenzil acid
t ropenol est er - Met hobrom de - 3,3'-Di fluorbenzil acid
scopi nest er - Met hobr om de - 9- Hydr oxy-fl uoren-9-carbon
acid tropenol ester -Methobrom de -
9- Fl uor-fl uoren-9-carbon acid tropenol ester
- Met hobrom de - 9- Hydroxy-fl uoren-9-carbon acid
scopi nester -Methobronm de - 9-Fluor-fluoren-9-carbon
aci d scopi nester Methobrom de -
9- Met hyl - f| uor en-9-carbon acid
t ropenol est er Met hobrom de - 9- Met hyl - f 1 uoren-9-car bon
aci d scopi nest er Met hobrom de - Benzil acid
cycl opropyl t ropi nest er - Met hobr om de -
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ci s[ 4- Cyano- 4- ( 3-cycl opent yl oxy- 4- net hoxyphenyl ) cycl oh

wezar/okis3€ar bon aci d] - PCT/EP2006/010177

2- car bonet hoxy- 4- cyano- 4- (34cycl opr opyl net hoxy-4-diflu
or onet hoxyphenyl ) cycl ohexan- 1-one -

ci s[ 4- Cyano- 4- ( 3-cycl opr opyl net hoxy- 4-

di f|1 uor onmet hoxyphenyl ) cycl ohexan- 1-ol]-

(R -(+)-Ethyl[4-(3-cycl opentaiiy: 4- met hoxyphenyl ) pyrr
olidin-2- yliden]acetate -
(S)-(-)-Ethyl[4-(3-cycl opentyl oxy-4-net hoxyphenyl ) pyrr

ol i di Rz l te -. . .

o- by Mhad i EMBERR 3 Psticameny, pagtieyarly; ig e fogm of an aero-

- psolawithan®reved metgringacauracyzol o[ 4, 3- a] pyri di ne -

9- Cycl opentyl -5, 6-di hydro-7-ethyl -3-(trt-butyl)-9//-py

r aphlerdits ,at ledst ohe Firat and auolscx[ondscm]]wnerxmne provided, which are

op -
Eéa{ﬁ'ﬁ% Joxrd%g[ gr?tsgg%g é;r{r:lgrr?gc\gﬁ ogl ctnl iﬁﬂ%‘? egber%unst one an

saDth§r, sol vates or hydrates. Preferred are saI ts

sel ected fromthe group consistin of hydr ochl ori de,

hy whesin theifirst fpapenent id@rodyasdads atche

hydr ophosphat e, hydr onet hansul f onat e hydr onitrate,

hy WheFain ezgtlgasth(gﬁm sipnificand Magm usie; of theefirst components in each

hydagh tiéraé@hﬁme'ay&ﬂg%grrhﬁa&ﬁ sahwhgoxal ate,

hydr osucci nat e, hydfobenzoate u
hYWh@ré?nta‘i'lH&s!ie&ié H&Hﬁ‘if@ 81§ﬁﬁ69ﬁteﬁla§flltﬁﬂ@ff8f EHQhe first compo-

-ant agonl sts | e nmentl| I NC
wbﬁ%tﬁ lﬂfafgt@eresm%wmh@a@t i dotermpnedi e th faveﬁctje@atwne significant

(Z adde, MN- 001, MEN-91507 (LM 1507), VUF-5078,
VUF- 8707 L- 733321 and -

1 heRin (tBe 6€cdrfd, dorbpdnen®iodRided b ighyhpsewhishydiffed dyyat least
2 BPséwi*ﬁﬁleﬁqéssu?#%%@m?@%mp%%% acetic acid,

| ) §v§h%$e_ n éj[eﬁém;%g Fﬂg-bw' %?ll%élly(t o?rngt | en%é g)gylflgagy magn[}uge % group
1 nmtd:mhgtd)lylhé raspesti Ve dgi sipy Is)gnifii comendgijude cdndp tlasate the re-

SI% Cg] ?j)a Cg’r'tS SﬁleCt 22-thiazolyl)-5-benzof uranyl ] oxyne
t thJtepgiﬁ %yfillls?ggﬁ)?ﬁnaﬁ' aolg)z{t&ﬁ) fkaé(;r}{bﬂﬁl@d r\i@i‘ﬁ??‘g&(grﬁ{ @mﬁénent of

enan
ac a@moub matehing 40 tl@@lbamheso 08 tchydnav«een optlmu@n seal bﬁt‘éeen the-
sakd ?w o éﬁ’n‘é L 19"61{1913&9&9%%3% 'rﬁétbﬂﬂg Qtcuracy, and these two

hy droc drobrom d r oi od
hy 8PPaNenis are msaerpé pelatpniq gne hwheh&rnh% deli Yegy pracess.

hydronitrate, hydromal eate, hydroacetate,

hydro at.e, r of umar. at drot.artrat

nydr odeha gicontfing oo FHi AL f . chpHRHRRS S 4 W first components
hy dreoinjpéavionanesidefionat e. Furt her exarrpl es for

optionally preferred salts and derivatives are al kali

salts, i.e. sodiumor potassiumsalts,

suBf oMethodtassodiingntoclapm hwi rohgedotesized in that the first compo-
su , kg t
pr2‘5?%%2%8'24&%Sﬁ%ﬁ%&ﬂ%&%@%%k??@%ﬁ?“‘ Frpflicuis Ol igs.

pi val ates or furoates. Exanples of preferred

EGHR- iMéthbH GicBomdih £ fo BRY d@&héﬂpﬁéde@ llanﬁé UgtRiracterized in that a

A[E@)iéﬁnragﬂ fq-{{rﬁlgﬁ%ﬁéggﬁgemo}]%e 51 or the compressnbnﬂ?y of the first

- | Kofiponettslis or dre@dtermiaed absigaificant magnitude or magnitudes.
yl ] am no} - 7-cycl opr opyl net hoxy- chi nazol i ne -
4-[(3-Chl or-4-fluorphenyl)am no]-6-{f4-(N, N-di et hyl am
no) - | -oxo-2-
but en-1 -yl Jam nol - V- cycl opr opyl nmet hoxy- chi nazol i ne -
4-1(3-Chl or-4-fl uorphenyl)am noJ-6-{f4- (N, N-di net hyl am
i no)- |-oxo-2-
but en-1 -yl ]am no}-7-cycl opr opyl net hoxy- chi nazol i ne -
4 [(R) ( 1 Phenyl ethyl)am no] 6 {

o ~ A
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yl)-1 -oxo0-2-buten- |-yl]am no}-7-nethoxy-chinazoline
- 4-[(3-Chl or-4-fl uorphenyl)am no] - 6-{

wo de0¢orspérol i n-4-yl)- 1-oxo-2-butenl - PCT/EP2006/010177

yl Jam no}-7-[ (tetrahydrof uran- 2-yl ) nmet hoxy] - chi nazol i n

e -

4-1(3-Chl or-4-fl uorphenyl)am no]-6-({4-[ N, N-bis-(2-net
hoxy-et hyl)- am no]- 1-oxo-2-buten- 1-yl }am no)-7-

[ (et Madtliod ateordimg2oydnensfttheyydcedidy ¢lans,ioh@racterized in that the

oAb LG Yod P S BBli o e AL e s

i neant magnitudes.

4-[(3-Chl or-4-fluor-phenyl)am no]-6-[2-(2,2-di nethyl -6
-oxo-nmo f holin-4- yl)-ethoxy]-7-methoxy-chi nazoline -

4-H( 3Mmh@¢ ageqrding: topnersfi tha precsing ¢laims, charickerized inghat the
-0
S‘éc'o'ﬁet Bhox jp%deﬂggséiacilt léavreaah reccl:re(s)?c l(J6r)(il arztflculzirl%a shou de} or groove,

riaggommodating the first component and pre erab orm a gu1 e tube for a

4 pistort)or - 4-f | uor - phenyl ) am no] - 7-[ 2- (2, 2- di et hy| -
- 0X0- D hol i n-4

yl ) -et hoxy]-6-] (S) (tetrahydrof uran- 2- yI ) met hoxy] - chi n

az@] i Method according to claim 6, characterized in that a tool-related dimen-

&%n@'ln;c[lfaé{yf g?ocf&pﬁrgn]é//ot Wtﬂ%f Bl feckst 5 2is04 35 TodcRbial ma-

1 ghituds fm@?nd?ngmltchdwgmlupmazol ine -
4-[(3-Chlor-4-fluor-phenyl)am no]-6-[I-(tert.-butyl oxy
car bo?\%ﬁ}1 pi peri di n-4-yl oxy] - 7- met hoxy- chi nazol i ne -
4-B(3 od agcerding: toppnersfi the precspling ¢laimansharagigringddpdhat the
| Ohﬁéﬁrvalue)’élﬂi(bh): stardaRd BEVikti6R aRPERId 4 essential magn 1tudes for di-
k Chl or-4-fl uor-phenyl )am no] - 6- (trans-4-nethansul
vf’%&trne DeEEMPSan- 1-yl oxy) - 7- met hoxy- chi nazol i ne -
[ (3-Chl or-4-fluor-phenyl)am no]-6-(tetrahydropyran-3

*br Mo 2 S i i igrar g e e

opindxgom fonemest hmxpro«:lhccrhmth ddferent essential magnitudes, and in

%r%lc% the‘}e tH? d-lﬁpl%ﬂgé p?@é&ﬂ]thg etsential magnitudes of different

Emup@ungmawrdhgl} tlwmen Riprglg telerangene -
[ (3-Chl or-4-fluor-phenyl)am no]-6-{

i é Wrﬁoé Egéé});’gﬁgc t%r cﬁ@{' (p{’jot}ay peeedingelalas, characterized in that the

4
4

n-

4-

1-

pi

4-

| -

P

4- !séo%n@tktcﬁn éne‘dt:u@fe phefickd A buddhed; (iR BS¥enthlN mtgnitdy of the
) - 7- met,hox Chl npzo [

4-

e

4-

4

an

4-

4-

[

e

[s qeongifoFIPopen %'&reaﬁﬁé%?}?*) Bing sfetgmiped onlyby yandom, sampling
t hyd Yropn es |tltti=:c esséntiyll magtljltlidenﬁeir fatixthe ;shccmiizcompments 01;r the re-
- iRl aldeharapheR e BlvigbaGadd Gk abusy oyran
[ (3-Chl or-4-fluor-phenyl)am no]-6-((S)-tetrahydrofur

? Mcﬂ?%ai aZcorﬁYrg @Q%neeﬁ(;}}‘ gﬂeﬁ%%d;laﬁ] 6g plalms cﬁlar cterlzed in Athat the

- yAevigs (F) (:Qmpﬁﬁeqqdnyxdgttm% theHiinsh apd pﬁté)ndy components at least

bhé fehrher c&npbmﬁ mwla}l@nﬁ rp@ﬂto@(@} rvﬁh‘féh‘is sealed b the first
(di net h%/I amn

t RESPER o304 o%] a suppoyt ring (/) for ax1a?R/ securmg tl'te )t}/rét component
4- [d theGelond demiponentphenyl ) ami no] - 6- {t r ans- 4- [ ( nor phol
| n-4- vyl )carbonyl am no] - cycl ohexan-
yl oxy}-7- met hoxy-chi nazol i ne -
4 [123 Mthod -ag¢conding tpeleim| hlawharctesized dnnbatsa fyrther shoiponent,
' npémc)ltla)rl;“ Op}Xto%r@ﬂois ﬁb@h@é@ﬁ?ﬁatches and at least one significant
1-yl oxy} oxy- chi nazol i ne -
4-[(3-Chl or-4-fluor-phenyl)am no]-6-(tetrahydropyran-4
-yl oxy)-7-(2- acetyl am no-ethoxy)-chi nazol i ne-
4-1(3-Chl or-4-fl uor-phenyl)am no] - 6-(tetrahydropyran-4
-yl oxy) -7-(2- nethansul f onyl am no- et hoxy) - chi nazol i ne

4 [ (3-Chlor-4-fluor-phenyl)am no]-6-{| [(p| perldln I -y
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4- (3- Et hi nyl - phenyl ) am noJ- 6- (pi peri di n-4-yl oxy)-7-ne

wWo b@rsské nazol i ne - 4-[(3- Et hinyl - phenyl ) am np¢T/&8P12006/010177

| - (2- met hoxy-acetyl) - pi peri2di n- 4-yl oxy] -

7- met hoxy- chi nazol i ne -

4- (3- Et hi nyl - phenyl ) am no] - 6- {

1-[ (nor phol i n-4-yl)carbonyl ] - pi peridin-4-

y| maghitdderedurhxas- thei diameterp s determined only by random sampling of
4- Fé&-%}kﬁr%-fl uor - phenyl )am no] - 6-{I| -[ (cis-2, 6-di net
hyl"-1o ol i n-4-

yl ) carbonyl ] - pi peri di n-4-yl oxy} - 7- met hoxy- chi nazol i ne

1. ?%[Zwrreettgﬁg I‘&Eﬁ%ﬂd&%ﬁ %@Zkﬁnp’ll oM "larfetbrized in that at least one or
y| oae wohgn gigpifisant magnitude Gy pariicukarkyotopl-celatedz dimensions, of

- the furth i i i

o [ comRY s oL Rompepi RUgHTY e g of s piston
- aAndien g{e axiglly effectiveé léngth of ‘the support ring (3), is or are deter-
1] htpéd Bnd int6 Vo SIA¥ ationl AefitENsi¢nifi Y hrafnifHE@) Wf Addition to

2 fetiisivg preiticans iaghiuth i e ting the aichihg group.

car bonyl ] - pi peri di n-4-yl oxy}-7-met hoxy- chi nazol i ne -

1 Nh8G et PRI b8 By LlairRd, Wardti it thhat the
4- raching group fis solectsidesnydh) thak ribg -decisive significant magnitude to-
1ng§tﬁ8§ylgﬁ§g§§@!% gt?re*aa“bfhel fuhd i ittt WaBiMhae of a further

4- fompongsrandl foggther pwélhyhg asseAb3l magnitude(s) leads to a target va-
1- e3 paRicuearikPa ABYikePill 18R of a recess by a seal and/or gasket.

car bonyl ] - pi peri di n-4-yl oxy}-7-met hoxy-chi nazol i'ne -
4-[(3-Chl or-4-fluor-phenyl)am no]-6-[cis-4-(N nmethansu

| f 0By lDd\lid&Pf))fbﬁHdeiisterin a medicament, particularly in the form of an
cycl oh@m -.¥I oxg\]- 7- mstfax - chi nazol.i ng -, . .
4- fq18S With BRONSHJRGYCTRg at6 ey | Hesdavieq(Hchaying @ guide
- matbiey(3) amipistpn (4) guided to be longitudinally movable therein, a shaped

c -d - - (=Rt haxy- chi nazal i.ne_-
4.yf{a§?%i§f%r4.eﬂ’+§ﬁb§w3 RS S 65 A ston (4L engiaggeess (©)
not@ascomexedating| tb ghaped-seel (foxy- chi nazol i ne -

4-[(3-Chl or-4-fluor-phenyl)amno]-6-[trans-4-(N-nethan
sutharacteniped iy -

am no) - cycl ohexan- | -yl oxy] - 7- met hoxy- chi nazol i ne_ -

4- thag-tiohisbapedl s¢aldp) phanspeciid balcheof shaped- seali (Bt ilsydambined
m c - X 3 z :

m m 43 ‘g?ﬁ?ﬁﬁ%)r gsi; %emc)?mggo _6o§ i %Be?ﬁ}  Wherein the

a . tTrans- 4- nor p
hoBIQWp4Ls se om several ‘groups of guide tubes (3) depending on at least

yl baedbeisive] sidhifehfityimaghitiidd of vied BAEK 2fir brdkt XYt thre"REess (6)

hoxychi nazol i pe - . . . .

- e b BRned ool 69 toriesised filhbgveb apd theseby ahigygn ogtimum
- loxfﬂﬂ e tviten tihes?zé;))ed( seal (S)hanéi th]f: guide t2ube|()3) in %rder ]to irrhlprove the
yl)- - 7= - (tetrahydrof uran- 2-yl ) met hoxy] -chin

azo el?ér{gpé(é((%-uﬁ - Chl or-4-fl uor-phenyl)am noj - 6-(

1- met hansul f onyl - pi peri di n- 4-

yl y a _ i A | e .1~ . . . .
A (A DEARAGRIing 1o TEER) 1 Fecharagterized in that the recess (6)is con
- 4SHNGRY RS 2-Brapyaexshasdes #nd/qris ob panyantonstugtipaceni ¢
form as enantioners, diastereoneres or as

ph ol ogi cal l.y acceptable |t sol.vat es .or .
hy a7 a LB eGP 30 SFAMCLy Br T8+ BArmERFROM H1dk ths tiggss (6) is
c ofriretdi ordirnftedh pgirtbe lghialei tdbe (3)y dr obr omi de,

hydr oi odi de, hydrosul fate, hydrophosphat e,

hydr onet hansul f onat e, hydronitrate, hydronal eate,

hydr oacetate, hydrocitrate, hydrofunmarate,

hydrotartrate, hydrooxal ate, hydrosucci nate,

hydr obenzoat e und hydr o- pt ol uenesul f onat e. Exanpl es of
preferred dopam n antagoni sts which may be nenti oned

i ncl ude Bronocriptine, Cabergoline,

-~
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are injection noulded. 3. Method according to claim1
or 2, characterized in that the first conponents are

waebapesisseal s (5), preferably annul ar-1Iike, PCT/EP2006/010177

particularly Orings. 4. Merhod according to one of
the preceding clains, characterized in that a

tool -rel ated di nension, the volunme and/or the
conpressibility of the first conmponents is or are
determ ned as significant magnitude or magnitudes. 5.

Ve d t th [ | ai .
ChiPa Red e T e RRIOTEHS SHaFs DStd TnAaREred indh the de-
devicat(lprhagraesuppioetcting (By fcﬁezmalrhy Rechriagy thegshaped caait (5) in the

pr ecS%#j@%gpﬁorn‘ﬁg%glﬁ%}tggégdﬂgg%s (ﬁ) ?Egt OI hehgecond

conponents each have a recess (6), particularly a

shey| gty ac%'b&mﬂg to oﬂ% AGAMPR Y Tg éﬂbga(ft#lrizc‘éd in that the sha-
conponent _an forma gul

pi Bebpeal 4) 187of avev}%&oa&télm{mnn gaﬂtyutarbi i tbe form of an O-ring.
characterized in that a tool-related dinen sion,
particularly the depth and/or width, of the recess is

used as essential ma gnitude for dividing into the

gf 20pPevice &&bfdid ga6 one dfndaih® 6o 09, éHh@adléﬁi@ﬂiMat the sha-
racteri,ze ue
B R B R R e (]S o VLSBT dkrb e by the

f orecdss (6)iatidrthe pisten (4)e groups. 9. Method according to
one of the preceding clains, characterized in that the
second conponents are produced with different
esgénﬂ)emcm@trdmgeg ongnef ¢laimad bitoldhrchatesterizedtinghat the di-
nt @l 4 ni f

di PPEREIURDIRRND 18 (25 i @ 4 TRATUCRRIP 0.9 am t0 3 mm,
tom&ﬂéglcukﬁly fEoHBm 9ckd? Mg t o one of the
precedl ng clains, characterized in that the second

o ents are roduced [ bat che t senti al
e A GarBmBa s e (O BN S ith M a cRaEAITTZCeimhat the
depemlrm \rtﬂdmerdfythbydemeqmmmml 1 py tamdnl, rp@éfetd’bly? ltmeto 500 pl,

S AR SUB e MhupbraEGR6E, S HBBREAE o8} sroe of

|nth§: pik®ngr oups. 11. Met hod according to one of the

precedi ng clainms, characterized in that the device (1)
conprises, in addition to the first and second

COEE Reaviee acgordiagdp aneeoff claimel S dodosbatacterized in that the de-
paEffré(Pﬁ\l%{/é'l i ol dVePdbel b)leastii0os) pa?tlélﬂﬁflg%t ast 9§%, With a tol-

first co onent, r.a support for axially
seE'[f'l"Pﬁ@ PAEMOrE élia“c{) Hh%ﬁ’ﬁ‘q:‘]é‘rfl 0g %nd conponent .
12 Met hod according to claim11, char acterized in

Q% i’ﬁyﬂ%%@@g@ﬁg@@%ﬁg{rﬁ% iél X aracPerlzeg n(tﬁgt’ the de-
SI givef (1¢ antongynictedies as utdmessr,tinhaldr anmﬁoaamr,, pressure generator or

de ] I ' ach batch. 13.
I\/bﬁ%@ggg |%g%o%gﬁg?%ai%g}§r8bqgfe%a¥gr acterized in
that at | east one or nore other significant

magni tude(s), particularly tool-related di nensions, of
the further conponent or conponents, particularly the
di ameter of the piston (4) and/or the axially
effective length of the support ring (3), is or are
deter mned and into consideration as further
significant magnitude(s) in addition to the decisive
signi ficant magni tude when sel ecting the matching
group. 14. Method according to one of the preceding
claims, characterized in that the matching group is
sel ected such that the decisive significant magnitude
to gether with optionally at |east one further
significant magnitude of a further conponent and
together with the essential nagnitude(s) leads to a
target value, particularly a desired fill level of a
recess by a seal and/or gasket 15. Device (1) for

- . -



