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Device for Quantitative Analysis of a Metabolite
Profile Technical Field The present invention rel ates

WOt20072008€20i ce, in particular to a sanple prepaP&TIEPR006/006524

device for the quantitative analysis of a drug and/or

nmetabolite profile in a biological sanple. Moreover,

the present invention relates to an insert for such a

device being inpregnated with at |east one interna

St anqsdiébtionQ ey Mrﬁfg@ﬁ |1rr55%@£ﬁj@rd¥t thd $iebdnce 8PabsdeAcof a

kit conprising the eV|ce ur t her,nmo he present

i nvention al so r &PEesRondn e&ﬁﬁﬁ?&?%éb ntai ni ng the

device, and to a net hod for the quantitative anal ysis

Ofhegpresengirvantiai rektatocl mtthofdfof ddtecting agtalgeodragjen dfrespective
I e .

'\?‘gr’fggg}lrgsgpé gx% é&a}é%eopf \ébﬁgSgpﬁa%EQBgﬁp%Jet{% %;]nat bod It %speaally

selatesgndhe oreagrompniodf fsmsqtaln@e@ ethesyasepcd of a @@rresmndmg

ttﬁgﬂag%tﬁaﬁﬁtlﬂda aTH@rptrés@Hd ﬁfveﬁ%@ggklb&spar ﬁfeﬁ%ﬁi bf d&ecting the
or. ani as the

fatgshantsrd ahalt %r?eeutmrg'}@awassqr@ aifoBpgIsipgnge steps of a)
irocidplg e tsbﬂ;tpleSttbldbéES‘anul?lzaiJebﬁ hﬁdﬁb@ﬁhgfgang&mplwtvﬁth said

fl ect t
e B SulRaR et ERRS ppBTin g bR 2L S fpeut
reetibbdy doriseisl, tangea suntigen,swhérebyral cget @stigen-thetaivotic taesibody-
ANLOS AP UIALEGh 0GB B AR, KIS TaEe o e
bise eheaid thqdnlfléh?réI“pb’nul? ekaupatieny from netabolite
anal ysis reveal s functional end-points associated with

F&h%ﬁ@ Ladiot Be 1aRELtRA hophysi ol ogi cal processes,

i nfluence y both genetic predisposition and
environnental factors, such as nutrition, exercise or
rmﬁk'tecthé He\relc(;irhﬂfm io§ dre firet f3onéclGoddatbediesby Ka@le3gnd Milstein in
I\@tﬂ’i‘ ene F Pfe rtg M\Q%eel tdsedlcg %to th d%car Iﬁ%’ntq)lfs GOYSEYs which

neti on ana
mtxlapshmr@te BUSth@I'ﬁ/PDOImdh'emhIDS’ IJBWdﬁlﬁt r@b‘lﬂ‘ﬂQﬂal agibodies which

(b?eg%} ava]lQlee'Tﬁh b@gn HE@] hiionate SFANGES Th@s%tahhH&ﬁes when used

0l1), Statistic nd neur al
cfP'é\§§‘?rFP3é P§ lsbrmuh gémg- Wé‘??dat}nw%tﬁ éhc? ?ﬁ‘wsséue fp anti-rodent
(0B O died Pelobef effdrtsHave b8en Lfdicdted)to thdetedaetidrt 6r even elimination

f|||n in,c tion with data m ni ng approaches
Hgogdlﬁ% %Bf%ﬂg g%x?o revol utioni ze clinical diagnosis
and drug devel opnent. In particular, big pharnma
dorthepagdermy@rum ever Qoowing wowsbep oébsmae menati@ebuetibodies or
qﬁi%&rﬁ{egl%ﬁn@ﬁgnam Qﬂgtl)odé ave € afché:daﬂjl'g Qx'ab?k@tnq/eﬁqzrﬁfwn examples

compounas expe I omar Ker an dlscoverg
anelude fasesample/HsreaptinGsing Mab Bwaar%@r@dwfgrapnn La Roche, Basel.
devel oprrent Therefore they rely increasingly on

SOARMRI RINBQ &f hhimbhi 6 h@rﬂ@M@éd Yor@Rprandntibodies is

eI ines., In, this cont i nnovat.i ve
%*% k SefeaLipM 2R THALS I RS 4 FFR R A gl dpefape entry
fmnﬁlamam &dn beodomsidereddor thg fiesistisl pfuypsseduci ng tinme to
mar ket and drug attrition rates. Recently, due to

AR i Loai
SR RS S P e B e
|rangjag yromm eReitdreddeasiol nerogsimipes inplf torabaut &00 mi¢rograonper ml.
aﬂfeeﬁx%.f@egtlé @ﬁﬁ%@r this at(I&QQ%b cerld”'n Wer- S@A dlﬁ‘u% a treatment

CGoodacre, R g NE g olic profil Its rol e |nh
Sk BrPrgics 8\/%‘1“3‘# 18 C@E?Fé‘“faﬂﬁﬁt‘? %) Hn éngF‘(j@tgat‘PBﬁ“’ igh is as
Higl3dO¢ven Wighae bs he adaeantralub bt ﬁfé&bﬁreslﬂhﬁh@ﬂérget antigen.
Dor drecht/Londong ; Dunn,, WB., Bailey, N J. &
Johnson, H. E. (2005) Analyst 130 606- 625 )

Statisti cal conpari son of netabolite profiles can
expose nultivariate patterns that have the potentia
to revol utionize the health care system by
specifically capturing |atent warning signs of u p
com ng di seases before any di sease synptons show up.
Early dlsease screenlng and preventlon opposed to

o, o .4 o o g,
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particul ar, the device described in US 6,627,444 is
desi gned for releasing calibration conpounds by way of

whewriesg2only. It is al so designed solely for PCT/EP2006/006524

calibrating an instrument. O her devices |ike the
devi ce disclosed in US 2006/.0057554 fail to use
identical organi c conpounds | abel led with stable
i soto reenb peC|aII es ice
r° >‘thr ?ﬁ“r’i@fn%‘ﬂdo dgﬁ %ﬁe SPHe™ 1%“3 Rﬁgﬁlﬁe‘teﬁ very important
pespldiadlysn dlie folewpup off patientsagtecitiesgy abdeepectally sftartherapy with
opj [ | t
zp c?rg\% gtmdfng Eh% Zat%lﬁgée a?ﬁ‘é?r?}ss ﬁﬂce guﬁgg\t]tglg%otlgk (‘?fna treatment
neglartﬁm the eomedffatlen iofy aahmmrts»gra@abo@awﬂ wryito a lafét eXtent any
qgfb?f%%nrc@bf QRS tRéraPEdtERINtbY df H‘szﬁg%@%%%t up 'Pdr tA@easurement of
excl udi ng xogenous conmpounds |

n
TE DTN HGREST SIEPRePoRP BT Qb Filydead to false
hh&kﬁ@m&ﬁhsSﬁ@ﬁﬂ@&gdﬁ&h@gmhlghly efficient and

reliable. Moreover, it is an object to provide for an

i as |
m{lgg’e?%fégﬁé{%ﬁ ;Jg%dgfggtg% @93&? éﬁr Eggég%,%?frl%ar;gtI%llnlcal
awatipe sech methelstin en@sarcasep twill sna)rlmb@}témdlqsfwtthe target antlgen,

%@%@J&Ellédﬂifrﬁﬂﬁﬁ&ﬁ‘ssm R Qr?d/BP&arﬁbl%ac%k&t&&i%ﬁ%f%tth&apeutlc
evj c be used for the antitative an§§%5|s

oafntlaogr mjyaﬂtrnére lﬁetbablamttne aafaofqur— tq measuse g its target
be. Moreover, it is also an object of the pr esent
i nvention to provide for an insert for such a device,

kit c. i,Si
on ok R AP RSP0 RO s on o
prgbltense uhd ehdrypaugictantibpdesiself in thvedetedivnhal gs correspondmg
StHIé%{ 51‘?&#9' 'thga%]e él@flic\ﬁw Wlp fl%ﬁﬁg{tglar{ece%c%ﬁtgrehhtethe theraﬁeutlc
nvention conpri si aspect
aarrtrbpér apd gt deast pree ﬁ’fn‘\hé n*tnl'flbﬂdlsfr esﬁddesanarmrrlﬁse @gsay gindyto the

daMieC& t=. tox &rée@ FankiBén. qv%@teht atib et an WeHﬂdn%w‘ﬁf arfil generally

dru |Iea or a et rofile in
mcsrgpagc{ dhas SoNHpesn SBERSHSH %@’ é)t ag imgyHe rswrfegﬂaretpn of
vd tthgétb)mt&)genl angt alondel tttrﬁpmhlséiit andhe doresenca wegnenke of a

N R T Repe—
prapinid| by i the aanibotp girc e smmhﬂﬁescowdr irsianginfmyinoressayr for the

& dise @ Yhﬁt and (b) an insert according to
{Fﬁﬁ FWstl ga Bt 5%% he invention.In a third aspect
the inventi onalgrovr des an intern andard fo

R R VAR gl BiooR 1958 EA9 I aa 4-ar e Rynd fhat to detect
ritdkirh&b oA the helok@ga&ahnﬁwmésewaeldsgd ehdt aﬁaetlryddeamted the

itable f b d
JEpbE TP PoreHaBLEA cich 8o RUSRTFS ‘pr\F]i‘ede’sm%?n Ig. In
KWIO 00024998 quantdthad i rbé aatektisg sand anomitgirgnda ortherapeutic
: .
TR BRAVLA e Qb BRI LB RH, GBL (SALRL R SAIBRAS LA soluble
mteéthqrmr:utlr nntaquﬁlt repasteéct the | nvent| on provides an
apparatus for the quantitative analysis of a drug and/

ot wXBh AR Jdftiiee Presdirt ivehtioR tdiflest afe&lrhe‘-’el@émh&hods of detectmg a

co rrsin a treatnenpt .unit tor arin
b‘i‘nttﬁr?gfgéIﬂi“tfép“t"é‘%‘@tlge%’é‘r?eﬁmcpé lﬁgﬁr?‘éﬁ; Syl thod

aahbﬁma;tleld althepdrdl dvaredt vadge &)yshemncarﬂtdat(cﬁ&)f thé tdrgashtlgen, no

onqgté%tevéﬁt%]erg&ﬁ% rcgrrg 0n81 ! h&e%%%gp % a%?Bg& is Iﬁv d%ser?t or not and

rsboalobé béssq)nes@wecutwetmeasemtﬂn@, argd ni @he flloveyp of tpatients.

extraction of the derivatives; (b) a nass spectroneter

for the quantitative targeted nass spectronetry-based

anal ysis, and (c) database for storing results of the

analysis. In a sixth aspect the invention provides a

nmet hod for the quantitative analysis of a drug and/or

netabolite profile in a biological sanple enploying

the insert and /or the device and /or the interna

standard and /or the kit and/or the appar at us of the
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standards of known nol ar anounts. Additionally, these
i nternal standards may al so be encapsul at ed/ enbedded

WO P0G/0834p0 ot ective matrix to prolong shel f-1ifRCT/EP2906/006524

protective matri x conprises, but not limted to,
ei ther a nonnaturally occuring phosphatidyl choline, a
polyethylene gl ycol pol yner or a VISCOUS gl ycerol or

r.bit | ution. u
SHHir of g Resb ol Beb By e WS ERkigh oF IrorOShargy; ang in the
chixangples edctibe ahd aeclainhelriapkeidpendingglaimsi t ori ng, TDM
in a biological sanple. Thus, it should be understood
t ' e .present invention will be described
éqlﬂ % the i':‘IJQ%N the analysis of a netabolite
profr le, it isnot [imted thereto. Quite in contrast,
{The iguensionoreshRrisens inertBodpE detagisigythe sargetratigamofs itkergpeutic
Bntibtdy B Plabdite cdrtpfififie [iRlslapi ng the constituting

conponents e ac ordrng to the invention as
wel | agovﬁmg}hesmplﬁhebdewlw mi |l be explained. The

qgvi CQnﬁQﬁfﬁg AR Eﬁqn%}@ewsltﬁ“éﬁﬁt ﬂh@fhthﬁW @hﬁﬁoéﬁn@é}eccﬁ{dltlons

nmore we | east one insert. Said
|a;ppgmrla<§q)fﬁg Ibprgbgg oEspichthstapsbiie antiiodh to said garget antigen, whereby
i ngg I

e P i paic, B O I e D e Ll arget
Pntlgﬁsb‘rltlg Toraplerediby iheskerapeudis angbedy, ﬁmﬂ he i nvention
shoul d, be .understo the porous support

Ont aidstesEng Hie ot ‘F’hfté’lrm§ Yhbhards with an optional

chem cal protectant. The insert may have any

deanidd Desatipfion of @ Thoations the insert fits into the

well or vial of the device. In a preferred enbodi nment

C}He EFL? %Hbo'dﬁng{t tﬁ@%?gsem anergldrp?el%? A ner e\fh@d 9Tdette%}?ncg the

grgeéfi@tn@nc@f mmhg@peqt@) anitipoRy guraesample p;oglprlsmg the steps of a)
gﬁdeﬁ%l hd's& gfea% €& %Q?k&? nl'é) tlﬁ'&lbﬁﬁﬁg?“ ﬁﬁf shrdble with said

| 1 ows I ns ranged wi thin the
vsh@qaemtlcmwlb@rir @efiercemdat&nwrmrrt% fra hl%&gﬁ? id thefapeutic

vuellnlbody'r rw Saidt hegdt rhsl@lrgtm,l ﬁh&l@l@}ahetdrg%b Quel érhﬁlebzqiehﬁmaﬂfrbody-

the r ef e Cg?)yd.ftetcbn%qrﬁ?ﬁ {gh@egﬂegrte?arlgem I n

other vvords in a preferred errbodlment there is a '
s’Ehecaetrhed‘ta'rgap'antﬁgen"’d'réettancte"a deomebaqulehwhizbt isoloofd by its

t . i: . h ,
(BN GR35 oKl SSERGB R e of s
phempeyticd aatibestyi e ndEBAY(F dirhBherr ips 18%i T abllike aercepign® or

Eb@rtn'trﬁta@@% gﬁEkbeoffaOﬂheﬁ @i Htiddag @D Netike eamiphth®, is CD52,
Q e

rangnent
g RErePe rpbRH S B Fhdbe HBRgH i s i efaheBtc antibody
poecDps; ke Myletas@wrpilseSDemt of aTﬂﬁreﬂlﬁﬁh@ﬁnﬁbbd}l’]% Tag-72, like

h f
RS e 2 S b ST PLp LR Bl 61
chfya mlger@pewmrmitéodf tterCRppl ]1leiethomn®TH\4d>"ﬂeesa@3mr Zevalin®, is
i | cal {
RS R BEBERR BRLRE QSS90 el ssme b
dntigersxmpnctithen ter ansadallpl éewisedetad rerishedd (gFast edniigen or a

5(%1311 )&@ﬁbﬁdﬁe%ﬂhatar &Lhittgérhe pores of the support
| ow a reaction (derivatisation) to proceed within

the S ort ltself nim zi.n ol vent. us € and

SRR hadice i aé&féﬁafl&?qr rafputis CRQ I Srruales Jurmed

andstep| e st $011n$edpwi>l\hl dieed toedl nEegbtmamigdn baing arnaplemi by the
h&%ul tln {lng gases (air or nitrogen) around the

P reased surface area and sol vent

nDbrlrty around the entire support also ensures high

extraction efficiencies using appropriate solvents. In

ot her words, the above-nentioned gap all ows an al npost

free arrangenent of the insert within the well and an

i nproved circulation of fluids flow ng through the

wel | . Nbreover accordrng to a preferred enbodrnent of

o oy



preci pitation and salt and many ot her drug or

netabolite retention fromeach of the sanples. The
WQ0680490 of the support is then essential forP@EEPIVA$/006524

exposure to both the derivatising agents and al so the

extraction solvent to be addad for the analysis.

I nt er nal standard An internal standard as used in the

vention be under,st ood ,t 0. refer.enc
oTheoRrn ool iran” abisrt e Brdumichm, Y sbFUSHEE Engpes e
colubr fosmn se.tsecrsiedi drashed foring exfitai mahbtamﬂmundsangnt ortigen of a

t
ofiApall, Sty ML BIRUE, JuRodfTRENIS S, PLER00N i !
Shfass @ntilgﬁtl%r%IOfsqaaﬁ@aﬁeBS» tnvkich dheysbude Seside she meaprane-
Itra)uhtievapiaﬁesspt ckINM\$@FFhdeOshtiFRY, &etewagor shedhee s@MEblgnadants of

or fam | npounds to b

sHeh 80 gensarﬁreeproaﬁeréwr cells. a@v %f@qﬁraégeéﬁgsﬁv can be found

lintbet) @didsiof an Iaﬁectt@qb asdividudr the “solubie pgt hytigdn” asthe secreted
IS c n I

e

tpoesensss dbobime gmafo tahlé ssanfptce arlddhﬁtshleersm@dﬁm structure as at

stapd %Q‘? of TAVRNE, cel ITRY cﬁJrﬁ’Qnt@ e erqemgparne%'fﬁﬁl a?ntlgen, thus

non- nat ur al occurin ounds al so u
ialpwingasn §t1ra r gigect é%ﬂ“tﬁté %i&ﬁw@ar éPmtaH’eO? At grfrrahrane-

%ﬂd?fﬁgd%nﬁ?@@lé&dmﬁd fHeaSRible tarpéeititigen. are |isted
in Table 1 be Table 1 Lipids Am no

i d d
T

i nvention should be understood to be any sanpl e of,
(Bieateim epitopel s seerl bythimthinspmisationydendtes dprateipi deferminant
Qraéé’tﬂé of%p ecmcodlﬁgi gqlo N Qr?tﬁ)%%?SE 1&5{5@9 u%lgr&%lgt 8néhemically

estl on gl Cca
iasBy ¢ facy atouarlgSrvérncrquﬁ ftséé}dt & rjpe@orcgérrrsuw s{df ains and

Slléﬁﬁ[ynl@év@@beaﬁcﬁtﬂr&cadmi@r@fo%al dfuicagal dNagtkrisGey, divell as specific
plasma, . sweat. enen,

C
FHBS T it eigiet; fibTomainSt ands AB-cop R gaMH Siopes are
sistmgusshed limithiat ﬂhartandmgrtow,h_e dermedr bat st ﬁml lagtéruisdost in the
Vi e

algg% g?ssgf ﬂe‘?.ﬁtJr[ omgts poﬁé?ldlﬁ%%? tt}((aeestl oth’ ?M%Eac? which the
tepitope deloges arloseaﬂweome epitofegpirdansigap| rmay hpravailable resulting
Flﬂ(%tv%'éqgltﬁe ﬁb&ﬁ)lmyodfoﬁbﬁ‘eathaﬁmlﬁltlb%dpbﬁﬁﬁlmg and %pe) per
preferabl e human bl ood. Liquid nmeans a state of matt
viPteRief i nite vol unme but no definite shape at 25C,
like water. Metabolite profile A netabolite profile as
us Eshmplet iteotdiﬂgini thkrplﬁhaﬁm irtbehion nehg bt anydistice dxeliq@uiy sample
d&%{nlgg%c? fr?)gqg thte engénqgr‘?’tBPandglégn %ttfzratai it orBeaSrHaltn?naﬁ Ct;referably the
rsefpleewdb by al lipsd sampledlikd wéval errmr:ecvhbleohlpaduoplhena or serum.

' G Préferably th 1
e aka%lffheass%’?é‘rﬂme Vs'ﬁg‘?&“’n%de@?%’?n%igéﬂseaéeamp e
nip ghtellfecessainle i icant PRRE FPRRBIAS PP SANSDFAEINgHEEINpPEAne-bound
pﬁg&thﬁl h.a sanple froma simlarly matched healthy
patlent tabolltes such as, but not Ilnrted to am no

es Icarnrtrne nos
q':s]go %bs?fﬁof’g ogate, forsy élgﬁ‘gg dP arget Chitigen to its
mﬁdfe@mmhm%mpemmtdmlﬂ de: wﬂyhnmmtl&dﬂcdhadr atigincor can

aﬁ%k gpl% ?ettgxrrx? é’lg% é% cLer ‘%lae%g CSII?dng lgl Xﬁé}a q a]pnbgdy binds to the

axmpr astlgsﬁ, neithebolthe e@etrﬁaaneab@mdrrmfatﬂoblbﬂ% Yegigst, and an

Srﬂﬁﬁﬁﬁcﬂ tdl Qoﬁg@xyb?e?@eéﬂ%@ 'tquétgmtlgeﬁ Bed MBS paRiAIRibody is
l'1sted | bl In particular, “lipid species from

CA: X to C46: X (where X, the degree of saturation,

ranges fromO to 8) in any given fatty acid residue

are shown. The lipids include al so sphingolipids and

gl ycosphi ngol i pi ds. Am no aci ds, which can be detected

and quantified, are proteogenic or nonproteogenic

anrno acrds The proteogenlc anrno aci ds and the

o, o o . o - L 1 o ~
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i nvention preferably conprises at |east one of a
pol yner, a mcelle-formng conpound, a

WO p@ooed#eo f or m ng conpound and a pol yhydr oxy cRERBRIvde/006524

or any mxtures thereof. If the covering material is a
pol ymer, said polynmer as usedin the invention is not
particularly limted and understood to be a high

| ecul ar .wei ght organi ¢ conpound, such,as havi a
WETTEF ARG S ATER AN R GIREGE SBHDPBAERMBSS: LhisPmPlex
aranakz deratet by 280 Bpgopribteaneant. | east 5, 000 g/ nol or at
| east 10,000 g/ nol, which is either natural or

nt h e t
ﬁépéaﬁﬁeig?red“’ﬁlﬁ%dﬁg HE%DP%%?& %%P{ngﬁgta%glb% ?{omplex is
i detgctadnbyl aidh of ammitREUNRNEHRY- | Thet iIlemane asspyhusgd prgterably is a

abeirbi oy 1&91%916 NSyl Ftnls F&Qbyﬁ@feh%étth&nth@ QREdctiOR o(i’fthe target
nononers.

The he.i nventi.qn
ARG ﬁféi‘l’e“\t\tﬁe‘ﬂ‘tm}’GP lsd?CFP’élPL,‘f(}t ma gaaF‘émPetlt“’e
| imtehvegksayort iy of y stetalled sandwdtly ehunbiasshy.i s f or med
fromonly one type of nmonomer. The pol ymer accordi ng

tﬂ’let ﬁﬁ}ed@fﬁ&y Wil Hast R m;ér%[)ﬁm Y Qett?l?#r ME" E cgltfsﬁép lwhich is

vc@p@jﬂt oadeteeting th@lt@nggt HtigRR ag Ipresert 1prtbf: ézrram agntabwherapeutlc
]aQ@i@ogﬁ-lcé I%x( B9) wayMeF &xphpleefiall &'et&d?%ﬁohﬁ“mfe erformed in a

0 t hé |nvent|on IS a ene
mzéylcta Y ROIYBHBH AN SV RArSHR A @ﬁ%@ﬁy lwgfiase?ow}{wsamlbod%
Mﬂ@h h;ébindllgg o Wi t@xlgtet mgﬁagmm}h&@u |V&ﬁcW\&b¢63 |ihbt otrerlaubomtth the

AP R Rbb BT 15 RSP Ep B U therapeutic
wmbodmomateent ialpréferred tri eselal seedralrori degectionpotibadysi the target
‘ﬁggﬁ‘ gﬁlﬁsblHﬁ? ¢ égﬂ‘ \A#]ﬁ’@]e' xg‘éé%'élt he%@gé?%h}?n tl%ftggcg@ﬁéé Q%Ody
a‘tﬁjlbéfgh‘t ¢9<§’|ﬁur6fanﬁb‘l>@’cul es, as droplets in a coll oidal
system The mcelle- form ng conpound according to the

iFreRMbIOR deétedtionfl Aitidldy @psble fadchaning é\c&t&ﬁ@ﬁta@ﬁbo@)‘&target

used in the i.nven n nder od to.b
OO ETFa i PEURRLSCTRBIeE FrTREED f AN E8bin
|angibbdyg prederablpys Bbelbdde sadi 4 vanagethht dineat hmmndnr@ade&ctmn is
%hflgg%t3|fy|ng, foam ng, dispersing, spreading and

|ng properties of a product, in particular any
organi ¢ conpound whose nol ecul es contain a hydrophilic

drosdiregt dedersioaritie tabgling Biqupplah beselgeted from aphknewidetectable

&fskkesSUl F(ﬁ}yse SuH agd A, Cﬁmhhs%gntcatabélf}igc 1%'&';)9”' §itch as

scglfnglnlc and anphoteric surfactants Pr ef erab y t d
FRAEPUREsCEd gﬁ‘l‘ﬂi’épﬁ&t ?‘d&?il‘m{lt‘i‘leﬁte@ﬁ?f i0K§taRgse0 F%Cﬁ@t Yes,

read eftiorbsceia, &dmﬁﬂﬁﬁhﬁdzﬁﬁfnﬁ] mZﬁﬁnﬂ@mﬁnsa)taduQOdﬁab&mﬁlatlves

us n the
TR Qb el i et ERGRs e B PERE Bk BppiBes, such
\mgludhe@suroomrsembpngn crbrrmhexaqueaylmes;crr@, anosedstad EliSAner for
PEITRL & ABORPNAl ARl A ARYET SnldB8El EQNVEY Y2661 NB). and
rugs, enzynes, ot her substance target cells
dla FthOPAS -phosphol i pid as used in the invention is
understood in the general way in the art and shoul d

qgﬂﬁédt&&t&ﬁ@ﬁ BVQ&IQM%O&@&'E@'@% Bﬂanﬁpl@l tHat ﬂiécdﬂetéﬁlon reagent, e.g.

cithin and hal cerol .and
45 detechipt AR Sphatied 3o D faluhEREROf Aeatine Yinding pair.
tﬁmﬁqﬂabifyumzhﬂe blnﬂﬁ%qursfa@cf hapten oomfmgenthmubody biotin or biotin
Suc S hat
ANBERIGILE) o b Rict PrB OB R G g R B depravidin,
tshgardestar, |nnglexmmiroratude$c zrip ahaldguatcoxyplavenganyickg atid, and
Cr@mgs@m 2B, ygeqtér&dt H&Iﬁﬁwee PecL 0 r/SRPYL %&ﬁw%@d BEFLRQH first
se’ at”’l'east two hydrox groups.
preferably t he pol yhydroxy conmpound is sorbltol and/ or
gl ycerol . Preferably the encapsul ati on according to the
invention is a mcroencapsulation. A
m croencapsul ati on as used in the invention should be
understood to be any encapsulatlon of ntcrocapsules
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sanpl es contai ni ng known netabolites and/ or nultiple
drug concentrations are al so pre-enbedded. Well A well

W@ 2000466120 n t he i nventi on shoul d be under st 00dPETHEP2906/006524

any vial or tube consisting of a material, which is
preferably sol vent and derivgtive resistant, wherein
an extraction or chemcal reaction can take place. The

ne, or npre IIs i ndicated as reference n
R FrE mTgot EHBPHSR BT ABP e A R Lo eply preferred
| eahtptonelilel dlg@snn (dlgmmmmm andbioti4)andrankloguesehdreof. dthe second
i QL b
SRRACRbE0h BlycifEpaL 25 37 bhdlody TR SHRARH S EDkahg B AGiIed to
allewdpr deCé dmm@, fg- tbryféhedlew ges pertaredbyveonpri se at
| east- one outlet (5) in Figure 1 for discharging the

fI'nHlﬁﬁéaQ:.sa Safel WdlBtn RN oAhE @Eillécﬂarttﬂgzﬁn \l\lffétho@sysfobI e86ying out such
t he Invenglon SNno e under st ood be an

oro
AT A& el ap .Pqiﬁtﬁgloarppg'g%ﬂqu SAVAEE ?So%fg RUMggddn related
tt@ﬂbﬁaksaﬂiﬁarhbks foff wélatet rtextbsolspan dédsana P, Ierapata_&on of enzyme-
ga%tti'ti)gdb o f%her entzerrnfa mgcr?r%lr%léeulr%feegabl ?/e)s/, %rraecé‘%%l 4fid (ﬁleory of
ringy merE tnenyncasdys\Bendonyr B. Pbraefdev alﬁnlepinhemg,d’ Bl. (eds.), Elsevier,
%&5@%&?(199% n?% Phe Ry, %Qh %arl&ﬁevd‘hhrln&e& l(/fahcﬁ@%n @n%@logy,

S| Ze roneter. Preferab accaord Ing to

|$R)@Wtqko nS Pt hand | Cerlang 4Y-Q-s (F%Sc)at éﬂamlﬁe@ﬁesﬁ’h edealmg with

|1ﬁﬁﬁlﬁﬁ016§-’&al@@Qcﬁ&ﬁn@tﬂdd@tesﬁgﬁall Moluessen, 73, e, sayb? eid 121.
(5) accordlng to the invention preferably opens under

AReH LR i BlogAb A Mne TG sl P CRGpionsgore chosen
prietle alkiol fordqmpxlmg df te rtetmnsied*eplmfedi ¢ foubinding (o pn efitibody to

tﬁ cﬂﬁlgéepo%giin%%h ésr{;f‘t % k%%etag rt%@ﬁaggutlﬁ){] e%x%‘&%&y QBmplex
edetqstesd acqordingf toothet néesmsermew%) ig GOfnqkitqsiubVettatesgf the art

@rbc&imeesdﬁ)vmeec@@gsgbﬂal doRctdifatRhese Me taRY&@ Ndritig8n,MBYher in
be f rthg) for the quantitatrive anaIyS|s

d in H&
dPeROHNG %VnﬁéﬁﬂB Efe"@ profile in a biol ogica
sanple. Akit as used in the invention should be
UFtenstibaty bo dneibadigs Byisdiep wof theeaggett antigeol atenb s¢pitope not

T e
rm@edbfﬁagmeamfusu@saManswsMﬁll@@ ngplmttc|cgnstvw<tthccmprmng the
'cf(ﬁﬁalhrlﬁtsru‘éﬂeﬂlttlboﬁ‘? ﬁﬁb?ﬁat': Ul {beH et me‘htkecan also be

dEVICg accord I nNg io th I nvent1 on al so
LRoee Mﬂ%ﬁdl%?pﬁawé s apBpod, GOt i8I E AY yP&Ite © fthe art
Gprdtédﬂlr@[ld kQks H&Eﬂb@i int Eijsoér0fTij s@enl B Pridtiet agd €ory of enzyme

RS i LB éﬁcﬁﬂ% kA CaPRIh; Gt 78 Hsevier,

Smneenhdnconpr|5|ng (al) an automated |iquid handling
system and (a2) at |east one device as defined above

Be HeH V&El‘%@hﬂl@%nﬁﬁoy refdté9to QHQ/a%lng)t %pgda'rgtﬁﬁl wh]jch is

present Int or subsequent e acti on
tintended foratseves; hU(rmn being Frelspblit susheherapewic amibody will be a

GBS yﬁlﬂoaevgQiu@dlefmﬁﬁfemacQﬁm&yocmﬁﬁdanubod will be

a and (C) dat for storing s
a‘%&i“?%‘% Emmrﬁér%ﬁamr g\rmﬁrldfl%mnaégnuﬁ Phat}h@amled
Idm\ltbﬁtly cme&hxbw Gk oidl Wﬁﬁﬁlhﬂ(h@bﬁcﬁldmel :&{tjboapp&l[sabuéferred such

abl es ratlo
P epE S Sagi e PO G B ARG Binid2) pipg@lonal antibody.
spectronmetry. This enconpasses processes of
eite termi tmonedenal antibady”oss, ustd dedrein rrgfeamtb an antibody obtained

| HaTolr TNy

CJ%E %B?g%gggfiggﬁgggégg'ﬁ&%ygﬁﬁggik%rocégégg’fﬁegthdud
fully automated nmethod, preferably incorporating a
l'iquid handling systen1in conbi nation with a sanple
centrifugal device, a sanple heating and cooling
devi ce, a sanpl e shaking device, a sanple drying
deV|ce a sanple plpettlng deV|ce and a sanple

o o - . oy
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(MSRP NO4, MIIlipore Corp. MA, USA). These were fixed
into place with manufactured retainers nmade from

W A07003pY | ene (Biocrates, Tirol, Austria). ToPGHEP2P8E006524

a sel ected subset of netabolites, in this case, am no
acids, acylcarnitines and phgspholipids froma sanpl e,
a selection of suitable internal standards of am no

i.0s,. I t L Lipids |abelled wth siabl
R60b5eS PbPue sbEmoraop B el ieEPe B bR hsfurally
plrospingt indythidrol ithets mayp bie ngomsgre! imsmiremd aimpgotss pdonedonal
Qafntlgg&lgs VUL %lglﬁg?speg'lﬁ%s%em%r 1rQ{t§d "%gggteq klﬂ%;lg EIE[?%IHC site.

rous sup ev ce
MGWII@OI‘% 1eae¢ntrqﬁt éf’nH¢1Y§P@41\d@FF@OéVaBr§Paf3FIP@§M whichatxslude

t&ffft@m VWinkiBbdied ftﬁPé%E&lU% SHRP A fferbaf qeermftlnm (t;kta)da@eyt each
m Xture

rna ndards allo
frapReflon ale? %ﬂsérret feing! f‘aa%ts%ﬂ i 8§ hf épfigen. In
faddittysed ﬂtélraipeﬂﬁcm)i;ltﬁs nadttbclangl antibodiest are adointageous in that

ospholl id |nter aI ndard wat er, s han .
SBRE PR, B b ET DasShORTRYEL Pl TR pelt modifie
Tea0)oclomall oimdivates th |Cbtrraster \(Dédhd ealibgslyr pobeing OAgmaed from a
%Hﬁgtgﬁﬁﬁlr}thon%%@qé&g% ﬁﬁlltlgﬁ%f 'aHtﬂE&ﬁesPQﬁ@?S rQ]ct tB I?)% construed as

por ous supporf  coatin i nt ernal t andar d erlng
deﬂ)ltlélﬂéd’tri) tigarafithe aﬂebeftml@f W%Bﬂr&é‘glﬁlawf}i% F&Eﬂ‘%ﬂ%le’ the

?ﬁom&&m Bﬁtlt&d&l&&?%@rms@dﬁ é@@élﬁlﬁnce\/\bﬁlﬁl tieeOpriedenit &lvéntéry may be
e e tecnnic val | es
e Bt YRR Fietid iy, SR bk 6% et . Riature 256

rwp13)- d@ﬁfﬂﬂk oMéhdy be malbé diyk recdsiblimmn? QNG 3nethbodst (b, e.g.,

r{bg(% %E? §67(3 Tlljllgl %8&&&% BﬁBgﬁleg”e agv%qgcj be i ’Eolgteg Ut?é)ljnt Yhage

oncen on tes

laayibpdy blprames umt)he tmlqmsls Idesssrlbed qualktlspncbnetrabh Najurp 352
tm@tt)cmcmt A&l 'I\%}kEfEI abolek t:es 1 (MeyeBl. 1 tmi) 581-597, for
norma|). The multi-device containing pre-enbedded

i HeEPHal st andards with additional control sanples in
wells 1 to 5is then stored ready to use at 4 C

NMeidinghiodd” Uso rings tdﬁenMHhMmaBe\(e ge r[)ﬂ:em)rp:hﬁlbiblheEOEre chimaeric

OB hdhBoy ERnthy” st | ot dNE0E deB LRy PhdPRuman

processg] aatipl esdfﬁofraraalh)umam omnzureglobatinorfoof the most part,
t a t

T St S50 S Ao e

ansibpapt irovhi¢h sesidugs| fromne drypaivagable dagien off ttarnffmplent are

%IQ&d ?Yésﬁﬁ@@ f%hﬂ@%yﬁéﬁaﬂléﬁl’é Qe"gionsbﬁb h8ni@haPEpecies (donor
| a repr esent aII pr at eog nlc ahmg

0TSV HED ASSTORBu Atfadt bat:w ; oap b Brimae having the desired
aspé@ﬁa@pmd bfffiinéty. lmsdmldimganpksoenahatwody Ire:glml (m)snesldues of the

SRR GREsAR sl wiel BRRE 2 e O BT pURRE residues
tRuptheambre, H0imdniodd phelsedies tiag ¢mnms¢afursheandadxﬁisam e.g.
ConEB £fd 1d9EI {lﬂ? a&aﬁ'&' t%uﬁa % %Q(Péélﬁ%rtttynﬁbB@)e or in the donor

I nes o e I nsert. su sequent
angikpde uck natdlfé@uge%rqselégl VATIaBELR aweh rf'&rpleft or donor antibody

rmtletbcalré hemotddolis e mdk qa&ufz@l fPtHeet Rt @PoRdihg kf))irén'ﬁ%equence
t er nal tan ar d. %ﬁr tisation of t he grﬁteno aci d

St FaKiEcakant s madh fon e e e AR Rad BT toreansg Bogeneral

ahe hbmaniree ahtibddyewilleoimatse summﬁh;gelhbf atrledshbse, and typically
irlabioggrlnzsifng ﬁ)lgvr%ﬁlocp l(g)rfs %stgn/?lzﬁ te@ﬂ)l* ﬁ'}t% @Hgﬁ%g%hﬂg loops

ct@nevxatndswtuhose cp;fraombumomoaantnwh atnérqbleqr@tlbttentlaily all of
tﬁés Rdafe A w%eﬁum'ﬁ? rteagleqer nvl%a,s' e lnvatm&a h§t1body
conrp etely volatile it can be sinply renpved under
gentle stream of nitrogen or vacuum at room
tenperature. The addition of a nethanol sol ution
contai ni ng 10nM amoni um acet ate extracts the
derivati sed am no acids, acylcarnitines and the
phosphol i pi ds sinultaeously fromthe porous device
into the rrethanol sol vent The mcrotltre pl ate of

I T Y o o o . "
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(ACC) and HMG CoA-reductase (Carling D. et al., "A
comon bicyclic protein kinase cascade inactivates the

WO 2@aoexdry enzynes of fatty acid and chol est ePGI/EP2006/006524

bi osynt hesi s", FEBS Letters, 223, 217 (1987)).
Phosphoryl ation and thereforg.nhibition of ACC |eads
to a decrease in fatty acid synthesis (ATP-consum ng)
ncrease i n fatt
S ioBet RS0 AFR-cuRact A5 ARG el Bihadlgbtlin constant
neguh(F@ngnthﬂmtoﬁaMMnHWEhﬁonQeUdmtase l eads to a
decrease in chol esterol synthesis. QG her substrates of
’%\D{Etlﬁ]oklp%r ﬂlﬂnglﬁrzﬂg%nsﬁﬁ]ﬁl'a an%bb&@@ﬁ?ve( G&ht 8ldcribed, i the art.
0S 'at1 on of bovine hornone- senS|t|ve
| Brpigrblip g hllrxiléammd ankippdnbasPns Btrepss amingseid resigprsdnispduced

aﬂid it IRk X lsb GrcBRGI@Nis St -huEh4n. Thesé-’zh&flhﬁﬂ‘ﬂan alifo adid%3esidues

(2R, ST s S BSEERE 2SUL ATELEAER (AAOS
r'égpbat esridble aoydaip. yidemahizstjort kasbs esmdtlzﬂhrt perfaagied following
%L gr?ettlll&c{]o Wéh{eYEﬁd %ﬁ%&'ﬂ@r@g neg\ij qerk‘f QL. tﬁ@tture 321 811986) 522-

yCcero e acC ransférase’

tSezﬁg&ethrerchemt 3., Nagg 3 38@98(81939?9)327 Mfrlmyﬁn Qola et al,

Ob%ﬁe%w%yl(m) (158 asFs; akd bst@lL. G, éﬁléﬂ O¥. Is%c@fBlol 2 (1992)

mal on CoA decar bo yI ase rat skel et al scl e
ALY éﬁzt Poaubsitrtnge WV%@F%$W PRAGERSER fer ﬁla%éorrgspondmg

aeduenatoof a-lamhaiD bntilstaiyo | A cdrdingl )meallm ﬁ&mllmzed” antibodies are

?cﬁlg_a%rbcoglgt%lgon SI Q?ocy%llg ﬁb& ?rq bs%an%&lly Ct['nan AN intact
hmaraVar;ablermaamm byt @enuub@ﬁuteﬁ by th c0¢r®p<|nrdmg segdenge from a
LY RERdm ebteél oﬂ?‘ﬁ;ra& J@bmn‘?{edt Qﬁtﬂy&H&g afeS ieaNe human
target o -act | proteln ki nase", Di abet'es, '50,

3igo lcegemryblc soms penrariahleatesioporesidtipapndi magsibly some FR

tr@fl_a@é_ssaré QibseRRRPBEREFue frémMQniBEaRQkteCinSyaek tQEibodies.
Addi tional processes that are believed to be regul at ed

t h AVPK t but. for. [ th t

HsstPike el bhaia vatiedls dBmarite e Priebasq piav g B sed 1 Making

sthe iuhaiized aoftibgdies dseery isupspont td redskehetigeniaiys Abevrding to

E}Rg s& l)%Qﬁe%S &Begpﬁ P ﬁlﬁ&%ldameo{kqunéée%gﬂg Qgﬁglp g‘foﬁ{agry ofG!fddent
ucos b

Hmmbeéy §. scagened aAp@agit the engice bbr@ne ohkrewa dwmanheariahler ggmain

gﬁ&)%eshmfét Hu%h% sE&%’én%é t@flch 1th1%§e§§@6/5that2§f theldelent is then
e a

ated pro
cre 2 i %ﬁarwrkrréyenggf'? ¢ bemahieagatibody (sims,
TMa]’],Se’thmeﬁlmLﬁlb,l 156219933 2089- 23(MJ$JhoHI11a &Ddet@bOﬂNdr Blol. 196

(H 887)-532%@2 b‘lt‘/gb(*tg?rfﬁ I\{E%g theg\éagn@taggqlﬁar ?f-‘P (Erlkgg%on d2fived from
The gmsnsunmncEnﬁadbhumm amigb ddadsaif alpaulcmlasouljgpgp oflight or

life%vy Qﬁ-ﬁg@% ﬁg  £58 ng %g@&g\oreg%%af ifRPer®fhumanized

ucose-

@I@ﬁﬁmu(@aﬁarzd? eclalba lb)éx éﬂﬁﬂd Acrdndi HEAmBI(E92) H285-4289;

epre@el1S @f et aNFUIhMuRbL I BE (89BY Bp3i32pf the 2 key
gl uconeogem c genes PEPCK and gl ucose- 6- phosphat ase”

abet eg 9 896, ., (2000 a kg}/ en%n% in hepatic
I"UEB’%%g H’lﬁctcia‘bn afdc pagagns umgn, mouse, or  rat
pﬁﬁesoxl\llﬁnaohbglalblﬂmsp recixlhen rpolk}lcftﬁﬁb arn nrmmhbnals nepetifically
met f orm n e 0
rff)(&[))l 1 g aﬁfe )}argl fpoadléllgfe% firreanesn(c:?mg%ss g’); %h]e %n@aﬁ%ﬁ Such
beenutﬁcaglw’cdllmo Iakeoxmseg ummemtastdarmmanumoglmirtecmﬂ(mwn to a

|y SR e @ﬁ“’fﬁlﬁ@%ﬂ%éﬁg S
baeonke appancedt recpmbjipgntly hé\}\ﬁh tasafort pehumanized antibody. The
adi pocyt e-derived hornone leptin leads to a

stimulation of AMPK and therefore to an increase in

fatty acid oxidation in skeletal nuscle (M nokoshi Y.

et al., "Leptin stinmulates fatty-acid oxidation by
activating AMPactivated protein kinase", Nature, 415,

339, (2002)). Adiponectin another adlpocyte derlved

. o
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Bi ophys. Res. Comm, 294, 798, (2002), Buhl E. S. et
al ., "Long-term Al CAR adm ni stration reduces netabolic

wQlp@r9Pahces and | owers bl ood pressure in ratBCT/EP2006/006524

di spl aying feature of the insulin resistance
syndrome", Diabetes, 51, 2199,. (2002)). For exanple, 7
week Al CAR adm nistration in the obese Zucker (fa/fa)

rat leads tg a reduction in. plas triglycerides and
lssmynatip Joityentibady fopanbindife Keythe REVESPUCEE & shdnown
aherapemid angibbdycaof eagill yulsoodeenmeh ebinl d @ pesitisg seetssyet@lrrby

an oral glucose tolerance test (M nokoshi Y. et a

&kﬁﬁf)l‘e rlalpﬁgt)ggl/ a??u‘rfga(;fttyvoaaq{tfgogﬁélagﬂ{du%q tob%easgé-revtﬁ'ltg'epgntlgen

er’n ki nase
(c200)detected wishithe helibolan GORMBEBVeniestesysgmy gy)r Ahisgrrpose, for

%anglesrvrtﬁtth@ el Qm&%n%lr@@ﬁngiu%%@y RierdS¥oréskid gt dktent to
et a ute an

nctr eat
AR A e R KT arfﬁrcﬁgegmgmg to an
dﬁﬂﬁ(ﬂj’ihieﬂttbﬁglaﬁ amtlgﬁhOE&eMs pungok, aphyppropragly Womawbilized target

atntr%an is 1hcr.£b Qe%ﬁ\l’%th tl'lllenk addrbel%teorg)dg in ’ﬁbgﬁﬁ fofm Sd aﬁ ﬁcr:]etsL 4f the

aotibody enAM@Kacprn I%r\d@teatlolhrtgfhthcolrmmdt rabeilltgwéhf(rzrr@u @sily be
eatsce?{amed tﬁ@leﬁtegt %@WI&P{HC\IﬁkﬁgdP 5@&19&5@105' c‘ﬂﬂstﬁsﬂleﬂ:e the known

nmechani sm of ormn act|on | nvest

ROgbody fpm (}gdyxldl)ng sitg/(s iePNoPQt Ifghere is Wgtsp@icﬁrpﬁnt of not more
Ithedk 20 prefiYiblRof hyEineek thafll890) akihe 8s@e @@ﬁdeﬁtrﬁﬁom Br at higher

skel et al. nmuscl upj ects

SORb agions preisply i bty of T B Fesicf theRithEapin question,
defeeredito ek knowahaitibedy,ehén nd spisoptei avediggtingis pcesemn

relres on this activation. As with leptin and

r ec%h'egamgﬁg of Bhfﬂéh%? rtpfergéjé‘u%(c\tanﬁfao { gr%rtme %}1 c§lle8l anti-

Ion O tream KiI nase

e&rbﬁl .antiRpdigs oﬂn¢WﬂcthWﬁb@ lot dupAR4REse, | RuMAb4DS-3,
mﬁsmmofhdmsmrnsn ROMABID5-6T HaMAbA5-ZHhd IHWMEAB4D5-8

|(%®%No; g‘é\%‘)érb&p ‘f‘rﬁ‘ﬂ’i@é gb%r@é%rﬁgggglgegﬁ%\‘/‘écorpomed

lieedin dﬁ\ffefem@ﬁ& dsfwdllns Humsdnizeda829C9 ddebciibéd imWO 6342118 K9) and

Teatron etraetd oo RS BARBET . i ce

has denponstrated that the Al CAR effect on stimulation

direfgrabtp e thesapsptic tantibodie pestime methaRKcerding, & ithem present
QM"enlronetls elected” ffdth € thed r%&l}@ @&‘Isisﬁﬂ% edr p@%ﬁétﬁ‘g’ Erbitux®,

Ki nase in _contraction and "hypoxi are ucose

at ed
tHereepstt® MabToreeMulotaigc PacoScupP demmaareCe grnor?X‘E Rituxan®,
12838lind 21 Zeha B0d JreRFMPIE Hhek @hotprQonsistie dfbHerceptin®,
qﬁ egi ﬂkg effects. Simlar studies in other
t E§H¥§ ’P“H@@paPS OfR¥er define the consequences
of AMPK activation. It is expected that pharmacol ogic
abvialna® | ionthef  tAMPK nwinlel féravtbe bibesipettic i antibdy nmes@ablaidwn  as
S’lgﬂg.fnq '{’lﬁs tlﬁg}%;?e\él?g aglltlﬂsgi?s @a{%gd 0 %9?5@ I?E}?thlﬁgay which

I on a patl ent
dundaie @%ambor |aEP§yﬂ@Irbdrral EIHAe@r db@ tm‘atmmi of Pecell non-
fRbh o %hbﬁﬁrla nmust be net: el evated bl ood

pressure above 130/ 85 nn#g fasting bl ood gl ucose

ggod’;i%ﬂo ﬁ%ﬂ)%esqa%%d uy eggﬁeeitlz: éﬂﬁ e 40 (éy ag riftiximab.
Chas gmapmud eﬁnh@@ h)ba@dfd om mc&msbnalnarttthogyydmh bimgls to CD20
abov.e cre H

na@% i a;zprov @lécyr thg %br%% the?tsreaCEmesl of_clli{jI Qelfs dgﬁ?lk %p‘h%ma
conbi ned effects that nay be achleved through

activation of AMPK in a patient who qualifies as

havi ng netabolic syndrone would raise the interest of
this target. Stinmulation of AWMPK has been shown to

stinmul ate expression of uncoupllng protein 3 (UCP3) in
skeletal muscle (Zhou M et al., "UCP-3expression in

skel etal mnuscle: effects of exercrse hypoxi a, and
ANPactrvated protein kinase" An1 J. Physiol.

A A 1+ 1 PN =~ NN NN N N\ I L e
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the racemates. As exanples the follow ng chiral acids
can be used: (+)-D-di-Oobenzoyltartaric acid,

W@ 200700206 O benzoyl tartaric acid, PCT/EP2006/006524

(-)-L-di-O O-p-toluyl- L-tartaric acid,
(+)-D-di-O, 0 -p-toluyl- L-tafgaric acid, (R-{+)-ma\\c
aC|d (S)-(-)- nallc aC|d (+) canphori c acid,

;) - canp horjc aci 1' - bi napht al

I g N A LR et i o e e
&Hdlrd:olc(rﬁ)b- %ﬁ)th&aphﬂ@drﬂfo@ﬂy binds t@diedl7-1A antigen (Ep- CAM) and
r mandel i ¢ aci d,

h%f E%“h’ﬂ’ﬁ’ég |dg%5§1| gpea%p acl?l?)(r:ecg(l:%dq “I-tartaric aci d,

or a mxture of them Also i ncluded in the scope of
tQrcodcims®ris thevtrade oreme dorpribel rthgrgp@tth ratibehpalsadknefn as

fsgfd%rﬁal; IDhis m?aﬁeﬁflmanﬁﬁ&gf Biglds ﬁﬁtﬂésfagceﬁ@ifn%hﬁ d’lﬁfggﬁ T 28" 72
ny. conpoun dm nistered to a bi.ol Oglca

sayél ﬁbwa?@ %éw ttﬁaH@ﬂntsqﬁ 6RICBABE OYIIAR GrIgPBA | y
active conpound) as a result of spontaneous chem ca
rdgiotdrg® (8) theenzydaenaat afoyzeké chweapensic aetétaidyoniss) known as
S%,r(]e(rjr{ FmiE tﬁgglthgr né‘g&w g{ﬁ boﬁ?qg tb'g?e%? é]ﬁ(%d)%{b%%f Qntibody which

rugs are” for
fhindg uod?ciaﬁ angd is epngHUDY t -DA ﬂ@d@ treatReNt of mydoidileukesnia.
with the AMPK acti vat or, that cleave in vivo. Standard

BRI S the Qtald@ %al@iétfoﬁﬂ?e hefa cgkam &rﬁﬂ)o‘d ats@n@ml At @tuximab.

ers where t p, i s al aralk
Q@yf Sheyananic an&ﬁﬁ%ﬁ S B8 5yl fpal gpivth Soigl feltgitop RGPy and
das byet pprbvedfbr edloroti] earicaes wher e the group attached
is an acyl group, an al koxycarbonyl,
bqn p I I r 0
@dneﬁé“tﬁ& 2 me’ QHB@ F%g ﬁ) ﬁl%arﬂ?{r%%‘euﬁ o?ﬁrra%%)%gnggg known as
mlmwgrrtaheThle ﬁb@an@ttcmtlbpé}' ¥ basediomanpyodendl\aatibedy which
DHiRIL Y EPK2 OJncf he a gbfﬂv@g'lﬁalthé’ HSA | 16 ®eReHARNt IdF chronic
sone casei he prodrug 1s ‘biologically active,
d%@@hP?nF %%wﬂh%n the drug itself, and serves to
inprive efficacy or safety through i nproved ora
k}Haay%idmbs Ithe ytradﬁhahhn‘&c&dym&rntheﬂapédtrcl ag&boctyt alsol known as
rdance.with t e resent ent,1 on_an .

e BT P M Rl SRRy T BRa o ndRRr B EBody 40s. 1t
ft[lhd&)w H@RQEHIERQQS alsurkr@&m SXEIIbiB@ICtr |y 183 &t elderceptin® has been
S ?%W‘o%\re -Ehtﬁ ?’re g@ffe# &E g{mva'al BE PI‘E?{B% thg pagerg?uﬁm breast

ers to sat ?rou s inc
swapedrdgPe LenegngiisoM.- it ah Qaval A6 WP & 7- IAM)yI gr oups
may be optionally substituted. Suitable groups include

MMGra@t@Wbe @ Mamd Yoy lthe |tﬁ|é)f@[)élm€| anh%&ﬁ“taléb known as
I near .or ra

but
B, JhisHErapulyintbpag pdiadi 4% Moneright gnRpofY Waigh binds
ab @Da0cNabTheia® hds) eyl Showel & hateoa gassitivateffdct on survival of
g)atlgltl]? t gtﬁ‘fe atn%#éo% mg)ofeng %ﬁlp%grggby%og%%%@ﬁ 9r1§rmf>H8‘JnQ (Di
opellagNakt al., §hbstﬂﬂ@(%ﬂﬁ)3359&ﬁle (Ci -C 6)acyl groups
i ncl ude acetyl, propanoyl, butanoyl, pentanoyl,

r@mﬂQY%;?' is 'tl?@tbé’cte%a)ﬁlle foT'ﬁenotV@lrtﬁkraB@thtﬁgeﬁﬁlboﬂfE@ft?izdrﬁalﬂ)lndmg
erm optlona Ly substitute

r
RoUERR-Thiskpecd pEIRRGS rbapdadygds etf é&gb"PSOl?fédttB different
f%g% HHRQewﬁ@ltalrg@j RRenaany bybjst e clisidal ftfiole) It dveiped that

| ower r alic
bbby ) Bhaeiect gn SirsRatos A S bl ragpeatiy patients
awinh koeayt, cahedtr € Badaicke, A hataby Garcyt Call/5 (2004 2299a30)al kyl |
het er oar al koxy, azido, am no, guanidi no, am di no.
hal o, | ower al kylthio, oxo, acylal kyl, carboxy esters,
car boxyl, -carboxam do, nitro, acyl oxy, am noal kyl,
al kyl am noaryl, al kyl aryl, al kyl am noal kyl ,
al koxyaryl, arylam no, aralkylam no, phosphono,
sul fonyl, -carboxam doal kyl aryl, -carboxani doaryl,
hydr oxyal kyl , hal oal kyl, al kyl am noal kyl car boxy-,
antnocarboxantdoalkyl , Cyano, Iomer al koxyal kyl ,
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The present invention al so enconpasses the isoners of
conpounds (U) to (lc) as defined above. The term

WO e®oMexd20 i s as descri bed above for conpounds BET/EP2006/006524

formula (1) and conprises not only racem c m xtures of
these conpounds, but al so ingjvidual stereoisoners
and/ or di astereoi soners, including their mxtures in

ortlon Al sp enconpassed he,. oxi des . an )
?%WE is thestr ma%%?%@éﬁfﬁgfutfcaw@ﬂgﬁ ding 'mstﬁsfntegeukm-2
Q@f@m@m (ﬂlSls @bdpciated(wieh dearadbed lﬂeédtloﬁofnldaﬁgﬁﬁﬁhdrmatlent survival in
pro e i.nvention re ggﬁ>3ﬂ*

o-t:-he
e ARerf FraPbR SO Haly U rSSeRhe 10
a40ve, and also to a process for preparing these

conpounds, and their salts, said process conprising
tI"ﬂ(i‘s ﬁ%&l@?efﬂ?@d EHaR the 9 a’iht @ﬁTB@ééE‘th Qh fﬂ%méhaac%ﬂdlng tb the

ch he abqve
rfES%?Pﬁg%"eHQHB w?’gcts (e tﬁf SRR COP%‘,St’c“rge%t{] E‘J&% fiffedieukin-2
Q¢ CdpitGr, I@FageBGFr am.g 72) 1mhar €ED3PPCOPS,IGIDES oreCD2a0lipeeéferaBly of
conpoun r o t ,ansf or me t
e ¢ wOEPT SRk P UTERE, b AR PIRRT GERME e op020,
foeferdbly céﬂt)u; g/ consisti lmtferléldﬂmll rgceprqr, psCD20.
converted into one of its pharmaceutically acceptable

SR frdndhR&HBGe ﬁ%@?&ﬁ% he &V eREréoPhe PA&ENt {HVERRR that not
expressly |nd|%gt gh MASG the .radical s

d/ or
BT aRedtig an bing to_ap. zmtopswnﬁa%a@hg%% by an
mih&ﬂbodbmééd an darb@&s@yv fot mtﬁﬂﬂ%ﬁltl‘ﬂ@%otr@@&atﬁdtdrgﬁ antigen will
i ove i ned,,f or mul

ge[r%aei WBE sg ?Sé?ye Iétsﬁgrenway as WéBoccurdn% }gzﬁh?_een gﬁ%erved n
fassalyhacthodssusmg\lalﬂbodms to Son-&erlspping epitagrs yonGHe tdrget antigen.

af_‘%%‘_%figg?’?ﬁﬁq(&w p} %ntézhsifl Qflggg{rﬂpey sei%tlon have been made with
preaye ferpthg IERY antigrp-ang) w@ffelgnnt}tﬁr%eugﬁ antlbodles binding this

Jafgbt gntient PloMRV&EN it HhsTo BeYexpedttd BAE Y §fnSd Vvﬂljhold true in the
enbodlne of tgF resent |nvent| n Ris, preferabl y ﬂ
&rfast Cl‘ﬁ‘lnfl 5y @‘F’éf%ﬁ%ﬂilgﬁﬂ% t X IPL onstrate that for

rowile shdittefeut eﬁhtﬁﬂmawﬁmeej Heraptin® antlOpirifaéd® lhe/method

0- or enoxy net hoxypheno
oa_c’tor?#ngotro tg Pre&s t dg}z]eéxﬁlgx c’ang)e ap 1edo andO h&]ﬁlrgFt %ﬁlgﬁ%)ﬁ’ﬁRZ can
dreckeliably avkdsured mdeperdeat alﬁ the presene ooabsence of the corresponding
Rh Fagéﬁt%oln‘i? {r‘}@ ﬁ'@‘é&ﬂ ¥-inlddtigiept her preferred

e I ment o e I nve tlon I's preferably
unsubstituted o nosubstltut benzyl, s eC|f|caII%
a‘ﬁd’“ﬁr‘fé? FV tge t eﬁgpegpc ﬂnp‘l%qcﬁryp HQF\Cﬂ?Pn e C3Rptuggant ody is

mmﬁtbfgwykxwwldeteeuon Bntiydyfls fHelatio®Bz yhnb@&y 7ap. or
p-chl orobenzyl, and, in addition, preferably o-, m or

trlf yor 0 Fur her R bl

T SRS B ity OBl R Bptue
aamdlbpd)efsdiabetwﬁ@s andnhe@ietqgtmmambd@kynzthwIaptleEran?nanobody 7C2.
prmet hoxybenzoyl, o-, m or p-fluorobenzoyl, o-, m or

Qi&@é}?l’r@e@mﬂar ®an291d iRe aaqjﬁ' Eﬂb@@ arﬁ'ﬂﬁ)f Zr ?@k yblﬁd todTdifferent

or _p- | our onet hyl benzoyl her nor

FPEPBESa Pl W%Héﬁes%qttge@eﬁh%@nﬁuﬁﬁb%@flb@@»t 8§2af'ng | iegRgnizes an

Sdpﬁ@pé il lr¥zigmof e & -edrafah s &Erbm (s@€ e.p- WS g/ Ari7h.i no,
m or p- nethoxyanlllno o-, m or pfluoroanilino,

chl oroanilin
S‘Pe%r%@w*o St i R neshog of Afcinatlichy e i tegpy herapeutic
aaﬂmllbbdmomﬁlelxsfopnei ar stbp v) @ formmed mhepeblyl the oqthletacgey antigen in
0 m or
ghg Eﬂt‘%lg 1scﬁe11#!e%@§}eﬁyqum Bw%b%ﬂg en v, o-, m or
p- N, N- di et hyl am nobenzyl, o-, n} or
p- acet am dobenzyl, o-, m or p-nitrobenzoyl, o-, m or
p- N. N- di met hyl am nobenzoyl, o-, m or
p- acet am dobenzoyl, o-, m or p-nitroanilino, o-, m
or p-N, Ndi net hyl am noanilino or o-, m or
p-acetam doanilino. RlL, R2 and R5 are preferably H,
met hyl , ethyl chloro and |n addltlon propyl or

o [—. o o o o o o o

In
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conpounds of formula (I) (formula (1g)) wherein: Bis
CH R and R6 are each H, in which Rl is cycl opropyl,

W@R2007903420 or R1L and R2 together form (CH 2)4- . FCBHERNIEIN6524

conpounds of formula (l1g) are: -
4- Hydr oxy- 3- phenyl -5, 6, 7, 8-1 ¢ r ahydr o- 1H- benzo[ 4, 5] t hi
eno[ 2, 3- b]pyr|d|n 2-one, and -

Cycl oprop drox - -7 thieno[ 2, 3-b ro .
En iR coemitiioy s od PEAGE e SRR ST fupeutic
sindibbdyih a(:ﬁl’fqﬂuftdﬁplﬁﬁﬁg tH’d:eterps preparation, are
otherMAs pare 9¥b ana dg whi ch are knomn per se,

@ dé%8?.‘%& noine ure (for exanple in the
dt)andacubatiog ksslds lazvhplaswmb udaich thgrgpeutichantihode nuridar conditions
or gany ?%E&t@hﬁ%ﬁdm&'@%‘&&ﬂﬁlepi eQﬁQ QHﬂxlecFyht%r@arctI Eatfet antigen,

Ceor g- Thi ene- Ver | a Stuttgart partic ar
howevgheretiyna Jasertnalltiess- AP EItisAntRaHIc x 16 fogngd with the

37, k4QPtalddanti @%lWﬁléM'Hyy(hélﬂﬁ%pe[lﬁaﬁlﬁﬂltﬂﬂly, and
C nd%# g gﬁ n %m ﬁnd are suitable, for the
FloanAelaivat] eﬁ?ﬁ%w BhPext, use can al so be nade
of vari ants which are known per se but which are not
r
nﬁﬁrxjtell(?%ggglggsrugﬁhgbt%g gﬁax% ttaq}t{%en }qul Bieeo:'ji' stiﬁ—ﬁlﬁcarnt1 gdvantatgﬁ for any
tshepleamprising apingeréatingrtberaperticraniidpily I prefgrred lsmbodlment

ath@ tdsdteaebnkiBRREafo8d delatttbaGh&Hod Bf datedthRithé Bkt hRfigen of
F rmthe conpounds of thE formy

aorhsapﬁagc APtiPeNiniR & spplegpherepysal %%ﬁ%@tlcmapﬂw Bipsent
tdoﬁqirlshg the G&W@ﬂﬁlﬁpl@fvﬁl@g thel sarr(plld o b idalyaed o)l insibaging said

a f bases
et ST Pate o AR Pou R R ofikar 20E 3p Ul fting of
potdashdrapeutic suiitrady tIEtSIan(ltui‘ggt enhged, d‘ehcneby a target antigen-

I
PP P T D) AL S e
[SI(CH 3)3]2 in an inert solvent The cyclisation
reaction is expediently carried out at tenperatures of

bEtenpRfhodbfubrdid® fo ke @%@eﬂbﬂ%nti&ﬁmpalsb thel &f great use in the
Q%Eferabl carried o t at.a tqugrat

{ sBBientssaietb et o DRGTLHE clppgdyy fi @ prefered
pmmbodmmhatr thegiresehoirsrent o hhasfonetdhaento, a atdtlaobbf detecting the

tﬁxogg{ %ﬁ%ﬁlo’fta hpr% |csacr)1%E38%§fn a Feh B3pt t élhhﬁ(léjxﬁoaf éalf%nt under

(tiﬁHﬁpy ovithdpassk ah%rapgitycmtlb@tih e:pslprlgmﬁhasste@s mfl agrpgoviding the
M%TH tdmagﬂmmﬂ b?‘irﬁb%'ba@ﬁ%%@%x%gl% Witk G2l fen g@&ﬁ%nnbody

or et or et i
gtlrgﬁ@bForuilmﬁﬂpr@trw& f%éﬁlfgﬂl%@? sal%@fﬁﬂégnc %Il}%:i%?dxéo said target
Rizem evitiretUl ang Qntipér-Edrgfeutic UeHbad -aagplenist fokmed, and ¢)
%#ro Cﬂ? ounq Puch as, hi tronet hane or nltrobenzene

¢ gfo

HHRg REdP B formic acid or acetic acid:
esters, such as ethyl acetate; am des, such as DV,
dl"heeo:dw;dcadetteaninaeiom rof b aore¢spyhdipp denghioantgen rvill i depreferred

AEDngFLLPIRAITS iR ST Mo, K i prtere
bﬂfil@ﬁ@t tblqlr@etm@ aceehfliggdp dhigyinYention | vl detafnelnia assessing a

TreRp thhh@ﬁg&ggﬁ@ﬁhgaﬁparbon tetrachl ori de; and
hydr ocar bons, suc as hexane, petrol eum ether,

nzene, ene or Iene xt.ures of these sol.vents
AP BETREA gy S andly GGG, eluBhE RN BB REvsRP of
tpaeieh s rumdenthetdpy, witll & shepassfueic abtilyodydiyhyse of aidmethiod presented
que?%l}l Pile %%EJ}M 1ﬁvenB§n Shdy :h% nl%(l]a(fgs\';%q}{g qger (gif {r]lg\{/\}quﬂl £ rpresented
s?é)OVd' ef(ﬂb)fw ER@frpﬂlteentsnet hyl 2-am no- 4-
met hyl t hi ophene- 3-carboxyl ate is reacted with, for
exanpl e, phenyl acetyl chloride in an inert sol vent,
resulting in the formati on of nethyl 2-
phenyl acet am do- ~net hyl t hi ophene- S- car boxyl ate. This
is expediently carried out at tenperatures of between
about OOC and about 2000C t he reactlon |s preferably

o, AN SN NN N N
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acetic acid, propionic acid, pivalic acid,
di et hyl acetic acid, malonic acid, succinic acid,

WeRed2tci d, fumaric acid, naleic acid, |actPCI/ERI006/006524

tartaric acid, malic acid, citric acid, gluconic acid,
ascorbic acid, nicotinic acigg.-isonicotinic acid,
nethanesulphonic acid, ethanesulphonic acid,

SRS b 85 P SHRREH BB 80\t e

r’natpdhhg af enberopasgial qmlmbndyc tais thrgetaphigérahayn edi, samphofliance on
I

"tﬁé ?c%n%agfgﬁy bP hIIIaIIrIngIIIJ fto a@e‘ﬁ' Sha grthg %ﬂl&{ﬁé Brogertles of other

@aﬁbb@ems@ahqse epHopestas RISEENOAN putargey apﬁeerbtt}?p@fﬁag aptibody-

fc%FrIBI'&@ PIéf}rabth At @é’coﬁﬁﬁ? to BRI %\QBUI)H‘?S used even if

rmul a can be conver th bases for . exanp

o8 FIRIFﬁPr?;? ah orintist BB e WI%%W 4564 &5 38 RO assay and
daf thenhérepaiticpatibsdy, uespeaiveynas apt évetlapt he
corresponding netal salts, in particular alkali netal
%ﬁIotné egIbogIrtht tH@m%ﬁIotdII)fr{F{ ﬁbetﬁlﬁd eg&rﬁ&f &h {1 plﬁp

correspon anmmoni um sa e TRVent1on a
relates to the use of the conpounds of the fornula
(4 ) chignds hsalid, pepsPeoBgiBaiFTsl peghnpe setaqplass of glastics. The

Rh&EHS M9y GRAIARE Belbdied, eRtiRPAS R LR Ein dréhspehtth@wrﬂfce of the

h h h b
Db ST S o et SO B b S0 o
|eaets sparreddiolked polypeptid el warhddrowitseuti ke of spacer trol thte surface of
qg%%r?arter?lfx}nI I,M%r Xm%II)II)SI Z%H Cﬁre@?%&&wefrgmﬁgﬁ) E?cp @I)l%&jtldep are at

deaspiragrdents fFﬁ@tthqu@nwh@qh fracapsblerndbénding tedargenntigen.
pharnaceutical preparations which contain at | east one
COEPRUBHI extaﬁt%lefsodrnﬂuﬂiéhrés are%ﬁgélﬁéd @ 8idothel drdlerstanding of the
physi o]l ogi ¢a harm ess s F ﬁ par at i ons, can
ueeﬁfgewvset%aﬁ%gﬁe AEPe; o VIIU St 6 logby B appended claims. It is
i die st tlﬁtllnﬁc&lhﬁéatﬁ)&ls lcaRbeStbdd aneaspricedregadti forthrwithout
4} angc bst a ances q are suitable for entera
( BFTE® I”PFW osrpérllt) Iﬁea’lné’ﬁ?é or topical
adntnlstratlon and whi ch do not react with the novel

X s of theFigirenpl e wat er, vegetable oils, benzyl
alcohols al kyl ene gl ycol s, polyethylene egcoIs
%aycerol triacetate, gelatin, carbohydrates such

gusde or stlgreaterensa gredvausiffarentr teeapentig é“BPOdleS i HER2-
vasel i ne. Taljegdcon I&hlhk?@he Eertidl alhpicid be %&b@e@ﬁﬁaences

wd , I d
Dgpere 97 oSl 08 JHCES, BrrkOBS 5N b e

rectal use, slktastioonsing phieecfoenmbtcyal adshiysadd bpGeredeus

$bikisons, and.| m?t‘? | LN SUSRADS Onﬁf %‘?&II&I:&QS f8f the
i TPI ants serve par ent eral ‘use, “whi Pe OI ntments,

creams ofr poWhensﬂ§enV®mdeOmmph@g@ use. The compounds
HighddQ Pr eSemnberhMy; Qfxé@nopaﬂleaIrﬁ%B%nI yephidtér?&gacearfgr the
% resul ting Iyop I sates_can bhe used, for exanple

for prepari ngd hergpeitic amibpdr Bsraptinhs. The Ii st ed

Figprsat i ons @ﬁiﬁr&tﬁ)rﬁtﬁf\ﬂeé lofeHERBfH’e&kt@@rﬁsﬂigl assays devoid of
nts,

auxi |l i ary suhstances I
preservatlveénmggﬁﬁF?E%§W§“§ﬁ€# TRt S gewedively.
emul sifiers, salts for influencing the osnotic
Qﬂﬂﬂgﬂgﬁgg$uffer subst ances, dyes, flavourings and/or
aromati zing agents. If desired, they can al so contain
e or nore qggltlonal active conpounds, for exanple,
one or nore vitamns. The conpounds of the fornula
(BDTAand t heiethydmedianhiagtetrakdeticdrad ml ess salts, can be
used in the control of diseases, in particular
conditions related to glucose honeostasia and energy
expendi ture. The conpounds are particularly suitable
for treating diabetes, netabolic syndrone, rel ated
di sorders and obesity. In this context, the substances
(conpounds of the present |nvent|on) are, as a ruIe

o o o o, o S o, I o
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5 HE M 105-106 6 HH Me 90-92 7 Me Br Me 105-106.5
8 HBr Me In the above table, A stands for the nethyl

W@PR00g0b3AR0 est er group. Exanples 9 to 72 The f oPCHEPIG6/006524

2-chl or o- 3- net hyl - 4- hydr oxy- 5- (3- R-phenyl ) -6, 7-di hydro
thieno[ 2,3-b]pyridin-6-onesjg Ex. 9 phenoxy, Rf 0.44
10 o- et hyl phenxoy 11 m net hyl phenoxy 12
ELISA hy | phenQyyyrhd liakeRinaui ReHa% Yssi
m met hoxyphenoxy 15 p- net hoxyphenoxy 16
&-CVI(BM()phen&iqgammﬁﬁgm@m lensgyunpgloputinuor ophenoxy
or op m chl or ophenoxy 2 1
ccﬁ I()‘Eophenox%} %ngf)t rifluoromethyl phenoxy 23
rhtt,H f 1 uor ongwimydnphenoxy 24 p-trifl uoromet hyl
NnoxXyEx. 2 Qggg% met hyl benzyl 27
ﬁ‘gﬁet hyl benzg Hor?éfﬁﬁ(tﬁ benzyl 29 o-net hoxybenzyl 30
m-. et hoxybenampit dgfidedp- met hoxybenzyl 32 o-fl uor obenzyl
| uor obepzy f rohenzyl 35 o-chl orobenzyl
?ism(ghl or obg{r%)?y%mgécemuﬁ%rng enzyl 38
&Pri fl uor OITEIPthbi@nzlw 39 mtrifiuoronethyl benzyl 40
ﬁ\ét'Ak'(UM' )orr%&y&]kp(ﬁ_%ﬁgllmbdbd}hbenzoyl 42 o- et hyl benzoyl

m et hyl benzo yl benzoyl 45
cPPdéfhl&beenmc dt@l mtﬂr@lcihoxybenzoyl 47
g%met hoxybenzgyl }ﬁ‘l@ o-fl uorobenzoyl 49 mfl uor obenzoyl
p-fl uor obenzo 45) 1 o-trifluoronethyl benzoyl 52
MRLA f | uor omdidvidenBlasrogdlbEBim-t ri f | uor onet hyl benzoyl
o- chl or ob hl or obenzoyl 56
glﬁéhl or obenzggﬁ%mggrlaﬁr%oa 58 o-nethylanilino 59
rARS hyl ani | |M¢rlﬁbycﬂrow¢mhmyamethyd‘ré -@nihopropanesulfonic acid
%E@}f hoxyani l\)apc%lag%n%tfrﬂ? Rihdioe 63
p_

hoxyani | i no oanl '"no 65 mfluoroanilino

Qﬁ(agujg goroani lino 67 o- chI oroanilino 68

oroaniling 69 chl oroanilino 70
&Q’PV‘FF%@P‘HH@S Iéﬁﬁ?l no 7 1 mtrifluoronethylanilino
72 p- trlfluoronethylanllino are obtained, in anal ogy
wi)t h l:HBR?lllleelﬂELISAQﬂaﬁdf&tﬁfﬂdlhy\@lﬂt@)gaﬁ $tydnceBayer Health Care

<(3ISctF1{I gﬁ“ﬁ%ﬁgﬁ%wg %’HEW)}PgtEégonﬁrecursor of EX. R9

phenoxy, mp. 113-1 15 10 o-net hyl phenoxy 11
rnpwhatiphp hed wirshin@ stepsrtieyepfoemost pccbading e tlwingishetinmsigiven

]lﬂ' mefFﬁBJi\%&’tBFE@n@?éMd%%s Rt 155! BS’XYEW?GJ‘O,?(S’ a]an 0 n§/ml HER2 were

[ 'yor ophenox | uor ophenoxy 18 p-f | ugr Gphenox

Soisd Wb OB ey HEUT Y ERieBHOBHEABiEy Bere sPiked wich 305, 250,
w%hi’mr@mﬁafgw ré’%e&l\fel fThé@é @maplaylv&la@riwfeacuﬁ @ coated

B Ray PR 620 erbuBRe U Sskton aptibe e s fubstrate

Z/Vasmdd'ed inyd ﬁembwrbﬁ&epvamtddydt e myl. Results are given in Table 1.

Table 1
Optical densities (ODs) as measured with and without interfering therapeutic
antibody in the sample
c(HER2) OD corrected | difference to
standard spiked with |inng/ml [OD 492 nm with blank unspiked standards
Herceptin® 250 pg/ml 34.3 2.246 1.833 3.5%
Herceptin® 250 pg/ml 24.5 1.829 1.416 0.1%
Herceptin® 250 pg/ml 14.7 1.263 0.850 7.8%

Herceptin® 250 pg/ml 7.4 0.853 0.440 -3.0%
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The difference in recovery of HER2 antigen due to spiking the therapeutic antibody
Omnitarg® is up to 38.1% and due to the spiking of Herceptin® is up to 25.6%,
respectively. The interference by Omnitarg® and Herceptin® is also evident from
Fig. 1.
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qui te high concentrati on,

ant i

odle

1Ewilsa"ri‘é’i o
t hus at

e.g.

regi nen,

pur poses.

&Eﬁ#’%ﬁ%ﬁ{‘ }%aef%gwto% cu?ve n

The

| east at certain
IS present
in a concentration

in

which is as high or even higher as the concentration
of the corresponding target antigen.A correct
nmeasurenent of the target antigen itself
very inportant especially in the foll owup of patients
after therapy and especially after therapy with a
correspondlng therapeutlc antlbody Slnce durlng the

e

i s consi dered

oy
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to CD33, like Mylotarg(r), is CD33, of a therapeutic
anti body to Tag-72, |like OncoScint(r), is Tag-72, of a

wWao b@rapaed i c anti body to 17-1A, |ike Panor ex(rPCT/ER2006/006524

17-1A, of a therapeutic antibody to CD20, |ike

Ri tuxan(r), MabThera(r), or_4gvalin(r), is CD20, and

of a therapeutic antibody to CD25, |ike Zenapax(r), is

5825 1The target antigen may either be a soluble, i.e.
or shed, target antigen or a (cell-)nmenbrane

ansaylfor degetiombf Han in the preginbesf Bedestinfent sai d

target antigen-therapeutic antibody-conplex forned in

Str?éo s%lg% e%ﬁ%gcg lglétrs pélaéfllclcogo% db;?cggslrﬁ&ntmgserrhg%ﬁgody to
IéB Ybvas appligéttoathei dup asdenes safdeppreximatalhiten 250 pL droplets.

AR Gadrh OR - ft?«ﬂ?é@%x bBiosiaYdRUEMb RSN - a%t1b§&)ﬁ F8heedloRE 2C4
shed forn1 of ggayra e- bound target gen of

(RIS VN2 Wan 1o ) et ish b aer . dad agateé%epﬁﬁstlpgﬁrference
ar}e ebrrce@ﬁratbragathsttloﬁﬁllhteauarnlha@eleantas geasig/mAl. Theodhips were

5 %gl to which they bind. Beside the
gh&bound variant of a cell surface anti gen,

secreted or shed, i.e. soluble, variants of such an
ariﬂﬂ@éfﬁrzam-b@Z@gWge(digwiggeylhtsd mheodotal kintibbdy dem clone

T’%H # n?%lﬁ?e grlﬁltem%?/é[fg% l%g%il %Euntﬁﬂt af Elﬁgtcglqjugate was

§@§P ?b@OdF shed variant of a menbrane-bound antigen,
wher eby the sol uble variant possesses the sanme am no

-arhedHBRY| uendﬁdamdtetma) 18a rﬁalmezpml{&m) SKzzfs uodourmelaallahvailable

l $3 ttlct %8u I%[Idg%(ﬁﬁég % aC(aI :b ERS %r aﬁ anF.tlge aconcentrauon

dﬁﬂé@@edndgalnst t he extracellular donaln of a
(menbr anebound) target antigen also to bind the

sl wi Sasﬁ@%é}ﬁhleafﬂld G&Quﬁdtg HiHet QePh@ngQt‘é' E{ﬁ@re&%l%e (50mM

target antlge [e targe term
"soA IR plélwda@ge@eéasnllﬁtehmﬁnphrdgatsp bPQralk ﬁl ateﬁblt ) cgmprising

Roalueh Rzdet(e rom/(n mtazﬁﬁ:@ all eprbersfte] hnd flitha fuditives 40.035%

o0 RO PELIES U GB35 2 B B2bbdboqy. 010%

A Kis- m-lgﬂrg(zkoche dHrchaomoarm, uK0pginy Mmavse NIAKHF3-RzG-Poly

(Iik gﬁe %”‘?5339 T@dl&fk«{ay(‘t}sg a‘i"he Fﬁnc@gt %glcfs t?é{e Biff %QELAS been

ecl fi arac eris i onal’ and
rfdrﬁreybll)fbma@remwal ampstoradert 4%¢ pridi wtusagui shed in t hat
the binding to the former but not the latter is |ost

'Thé&t‘&k%ﬁﬁ%ﬁfcﬁ‘tﬂé thdeipahite 4 lu{tﬂao%l I Qp%in HaeReNFirAlt PAb4DS —
t he s%ﬁgwp he antlgen t $ t he epi t ope belap%s,
rRSPEU r&naafécséérl HCfEgN RN 2 1o4Bgian] and was
r@@mahtn@%trkemnse in the possibility of nore than one
antlbody bi nding site (=epitope) per antigen.

|nven V.
1§s Haeglo %1?1) g& rMAkgPt eg@fl\/[ﬁ%\e}zg %3 n’l"tgﬁedexpfe‘irﬁl f}{{:}ef} %Pé{scent
anbeﬂml lateprr Ieefreplabhg/s b¢e@m1@dnﬁh¢railetec®reﬁemlahlyycqnmate has been
SAsRY | be a liquid sanple |ike saliva, urine,
whol e %Iood pl asma or serunt Preferably the sanple

wll be mhol | ood ma or. serum. Preferahly the
Sanihe defestion gelt‘)f fL3 ?Qeeﬂ\é Sang 1M, N%Clsba#gr at efér%%rﬁmglsmg
rb@dﬁﬁl'l lagidee@r0opg Neaide - » Piardrvative eindafiirihge raddmves (0.05%

Rresa U8l 7 G RENPEL B ohE) Dl Puidfr aarc 33 1gc-

d?dl}' iBdste Mr.el %966 00hPwwat asddhdhekdetdceidn antffes dnas beerc diftered
conditions the
Pap%%?fggégﬁﬂ%&%gaﬁ gﬁ? aﬁﬁg target antigen,

elther t he nmenbrane- bound or soluble variant, and an

i mmunol ogi cal conpl ex between the target antigen and
the therapeutic antibody isforned, resulting in a
target antigen-therapeutic antibody-conplex. This
conpl ex can be detected by any appropriate neans. In a
preferred enbodlnent a target antlgen therapeutlc

o I T 1
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used. Antibodies as well as antibody fragnents are
generated by state of the art procedures, e.g., as

waele®eodded in Tijssen (Tijssen, P., Practice apdI/EP2906/406524

of enzynme i munoassays 11 (1990), the whol e book,
especi ally pp. 43-78, Elsevief, Arsterdan). The term
“therapeutic antibody” relates to any anti body

par ichis for. use | human . .
e Pmerata e ool Foy B orer Bib b ag SAMiiss G001%
rﬁ)f@i?i‘l@ﬂ,aﬂ) O@l% IMﬁﬂ)andeN) 1% €Fhepit €T ler wedhirgybifferdre deem dilltered
i bod obta q.dreat ape or be a
a(Btz grﬁglc? oha Store Ei?;prcl)ér tg] YKtimani zed anti body.
Preferably it w II be a human nonocl onal anti body.
Mso PPeedionef apetentiahintererancebybderseptintal  ant i body
wi Il be a humani zed nonocl onal anti body. The term

"THRNQSdyoRa pafirhladit roam téﬁﬁjéreh&feeA[l re@feRtsSwé@ BiBught to this
anti bo b}al ed froma B Pul ation,of substanti al%
HemBEe s R0k thepsdy &8s rialy PEIE™ei vi dual anti bodi es
conprising the population are identical except for
pbsa;mpleecqmzaamumgIZOyngiudmfrHE@Z s angubagedt Wgh vasgupemounts of
Fn@’ H) ?%sﬂﬁrmafﬁg%tngentmﬁﬂglgw%ﬂl maﬁtg' Qo‘ﬂl@ﬁ% ﬁﬁ?ples were

I rect agal nst "a _sin
t hﬁ en sqnmele bF‘ﬁ?‘t P@phbﬁeof 40/l @eﬁh ofghe dilyted éqlryﬁle@ﬁ%wdded

&Btth@@&l}és MERRNBAtL@RSRT WY RN miM) Cihieetafiel fhe@hfftare washed by an

B tc Dl oo RBE oRMEs Pty Yakn Peigr B 7C2 16G-Die

agai dikitedates B gl ral det@f)trgdtabhffm 40hx-:l adrdilugeihconjugate antibodies
dl tl ggd t8 galgﬁl% 8|1fr1|c1%atté/d é tlHFﬂ?oclio%Q l%y an automated

Ies are a eous 1 n
svymhhlgsatepeti“ hsrrielaﬂicchdetnqueuartt}bqgivheas dahmdobdl iggdetephien buffer.

r@qllfdf ®he dﬂ%@&"&k&‘@%n axht‘iEH aa*r@%d&é?:l%‘-‘e‘ﬁé( P%ﬁld%cdﬂ?@ed for 5

anti ody as bein t al ne from a subst ant
HB%g”’efWééLfglabUﬁﬁh“ag SIS the lahek bayg is quantfied; ‘é“'?ﬁ){‘ lasgy wigh an

Cesmattrdme@r 33 ArRgyl dﬁgm pRIt@RUS thbverfl iAtoecounts lb,uoﬁiy ap;yropnate
€ nonoc

art cuI e
Ao 0p GedoBEm Fitn dcHPHERGL JAerhEoRsPRgesign of 25
|pgvmmtdldmtaﬁyrebeanalealh)extehd it yherabdeeassapt hod fir st
descri bed by Kdhl er, , et al, Nature 256 (1975)

5-4 QM nmet hods
4’3 %Fasgfe f?glfg&ggf?ypﬁ%&&%ﬁg Bhal anti bodi es”
may also be|solatedfromphaeant|bod libraries
@rﬁgew@mf’@é ehistORlss dbddy icepy Hegiceptin® the
alctive Mfrédiént SOthid a 1 Mﬁk%& 'ﬂs ‘N@DK)S has] bedd ad®d to the

a J Bi.ol 1991 for e

S%W%P%g% iy, il %ﬂmﬁr&ﬁ A O 2 4 1 Gaarmple DU? (). The
asammipbaslifes (B) kasbleemfikered (@R myede sze)tahdtstozedatad®@ prior to use.
partl al sequences derived from non-human

n%ﬁ{rﬁﬁhﬁ' #ﬂr cqalfsgrﬂglcf@tntl R2 kt‘%ﬂh‘a{}ﬁ% ?Heh'»&b d Q{ed tg 500,

mani z odies are erlve

HAOReAO0, B30I G UuILh | mect Dphatmi, seapecivalyini movss shum. These
"RplSRrd BNRR 113YRSLNBIC Gt (B0 RIS of AR B @O Uiluced

ar e rep a Yy, resi a ervari ab
SRMplERIR aﬁ&ﬁa @5@@%@3 mg?teéﬁf iéﬁcf%/ g\%ﬂ 563%‘6{1&@ chips
raé , washdd t bpr aﬁorkuwﬁaﬂadprwmh@ heaatl. narHehec ateedanubody

BERsH R b e R G el T 0l of

rddjuital echjbgate antibsgien wlerfgaaidnd touemrh ahiysiaddescubated for 5 min
%g&peecf lg?zgn athquPe'al vﬁ%ﬁm%%é ?ﬂ% ?a%el%éle&?ﬁ?r{lﬁlft?oofdgr‘«'}a@ Qiluted

flo@nddetnctumvebu@m é‘D eulnof alm dﬂmdq detection ahidbattyrase added to each
anti body. Such nodifications result in variants of

such recipient or donor antibody which are honol ogous

but not identical to the correspondi ng parent

sequence. These nodifications are nade to further

refine anti body performance. In general, the humani zed
antibody will conprise substantially all of at |east
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huMAb4D5- 4, huMAb4D5-5, huMAb4D5-6, huMAb4D5-7 and
huMAb4D5-8 (HERCEPTIN(r)) as described in Table 3 of

WQ3)103/083320 337 expressly incorporated herein byPCT/EP2006/006524

reference; as wel

| as humani zed 520C9 (described in WO
93/ 21319) and hunmani zed 2C4.gnti bodi es as described in
PCT/ US 03/ 2 1590. Preferably t he therapeutic anti body

430 bl e et RS oot BBt

sent

Brep b gTosh

”éahtﬁ%t

BRI g AL re BARSSALE) R BILE)
consrstlng of Fbrceptln (r)IJ MabThera(r), Omitarg (r)
and Zenapax(r). Zevalin(r) lablethe trade nane for the

t her apeut | Cowatt bbashedaiBOMAIMer2SH- builgmmmpotsThl s

t herapeutic ant
whi ch binds to
treatnment of B-c

B

(a¥aTal

is based on

i ﬁ“g"%\‘é‘pﬁa

gblnc Iunnhnr

BAPPr A0

is the trade nang

sfflmz i @nt h

@I)arﬂﬁdhtHl(QCﬁnt

known as rituxi ng
on nonocl onal ant

D. IThis theg

rapeut I c anti
hi ndstt o cDd

approved by the H

ihndyomhip
DA foy the

treat pgnt of

non- Hodgki ns |y
the therapeutic

noma. Panor g
ntibddy al

X(T) 15 the T
0 knod#f as ed

Thi s therapeutic

anti bedy bi

nds tegg he 17

(Ep- CAM and has
col orectal cancer

beem—appro
Oncl8Sci nt

go—for the t
(r) i®7%he tr

the therapeutic 4

ntibogy als

0 knoyy, as s4

t herapeutic antil
Tag- 72 and has be

Uuy UI IIUb l
en_ap¥r oved

o ttepancary
for Mk treg

col on and ovari an

car (ibd’]OfTH

W1 Gga(r)

name for the ther
gemuzmab. This t

O.'JCULI |9 O.Ill.

her apeut i c

|uuuy' arSo—Kt

anti oz i s |

nonocl onal anti bd

dy m@bch bi

SF flﬁ

nds t4<342(8?D33 F:

oot ot
T

approved by the
| euken a.

t eéa%pc?euée.%& M

eut1 c ant
rfet An ¢
cancer. Canpath(r
tha

t.hera

FOHT B

eutic

gnspof

Erbitux(r)

IrGresengh

I_Il_\l

hody is

Pafes ek and BBaoy

LIAYA Y A2 RAY

grth

anti body
FDA for the
Ri t uxan(r)
i body al so
body i s based
0O and is

B- cel

rade nane for
r ecol onab.

- 1A antigen
eat nent of
ade nane for
tunomab. This
i noma anti gen
t nent of

is the trade
own as

ased on

nd is

nmyel oi d

is the trade nane for t he

i %”%sé“@”“@%?%ée? AR

Fhasicievehobld

a cC
actor

obldercertenf-f or col or ect al
) is the trade nane for the

4gtic antibody also known as al entuzumab. This

FREUERO N, ne

tregrttiwedy of chronic | ynphocytic | eukem a.

Fbrceptin(r)

E%?rgiﬁaogi 3f m nlﬁgg\é@rr%

is the trade nane for the therapeutic

RobETANEY R e

&W% ‘broduce

t}éEIHERZaS pﬂamed gnchqhsrgleri mer@rfowsal@upbB2 or p 185 neu.
Fbrceptln (r) has been shown to have a positive effect

’tsVI ¥R 2 Herd ERZ OS]

nce aurentiis,
ﬁ?@sigsar’@ #V| 3). MabThera(r

the t herapeutic anti body al so known as rituxi mab. This

tTteal&pmuBi :Iddairtdabbiﬂ:ycepe'n@armddderi 5o theat Ithn fihal asonbdmcyion was

IE i)uF@r (kai % fllsg I??s\ﬁﬂ ﬁtn%lly inal:5

ol B9

ol § A JDTELS

on sur

Mm&%mﬁ aMdt (?x)bxreﬁi?e%hvely (=non-

) is the trade nane for

shhlttlemanghqmm(Frtchat@rsamimB)aggr essi ve non-Hodgkin's

| ynphoma (D Bel |
978-984). Omitar

t herapeutic anti body pertuzunab binding to HER2.

based on nonocl onal antibody 2C4. 2C4 and 4D5 bind to

a, N,
g(r)

et al.,

different epitopes on HER2. Omitarg(r) i

subject to clinical
have a positive effect on survival

trials.

It is hoped t

f or

Cancer 103 (2005)
is the trade name for a novel

It is

S currently
hat it will

HER2- over expr essi on-negative patients with breast
A.,_et al ., Cancer Cell 5 (2004)

N

cancer (Badache

NN NN AN

:] e?rijound is
E:]dantlﬁed vsing dbserepith ag E)qtalttbb'ﬂﬁéﬁ%t(m) A dxgit:dt}acrtg(erl} converted

1§t10n curve



target antigen of a therapeutic antibody in a sanple
obtai ned froma patient under therapy with said

W@ hwragpaet i c anti body conprising the steps of BYT/EP2006/006524
provi ding the sanple to be anal yzed, b) incubating
said sanple with said therapeyti c anti body under
conditions appropriate for binding of said therapeutic

ti aid,t nti gen, ,wheyeby a tar .
ot Pt et I BnE e oty kg Pheithe Spitatctppiop was
dwoeed/mgl lidneit mnﬁilmdf\mﬁmmplmbwter (R ¢o eloo resolt finally in a 1:5
f ondi ng target antigen wl|
QBR%oﬂhs?ﬁé &Q nbg? QH#$%§ useful to assess the
efficac of therapy. In a further preferred enbodi nent
ﬁaﬁtpx%dveae areired as described inrgrampieo?P)ind| 3bperegirectyglyy The
h@&ﬁg§g§§kmglajﬁgiqpse to the underlying disease. In
general the clinician may derive val uable information
in the foll owup of patien er therapy with a
t herapeutic anti body by us he net hod presented
heMehsureffiast gfrasseple inrthe ptesem:etdﬁ bighdkelds ofeherrpeuticantibedy
use of a nethod as presented above in the foll ow up of
nts. W, i shing
exp+lanat P oot cayiinguie, Chifedhn® | REACL L&wtep GhoR HAREF | BUnd
t"Hertmpeut i dufant | ¥ddpott o ﬁt)%spptar )€ ranﬁngtbfnanﬁatseateé gmple
sone infl lence pn the confornati aﬂuﬁ)ghkgndepitopes
and/or theg _bind ng properties o f other anti bodies to
tiH{&ee epi i pes Present _in_ a .‘]—'Iqo t

anmbgen-tmerapeutic antibnﬂyconph@m> Preferably the

_ hﬁpdﬁqgc rding Eo The|present [Tpvent] on TS used even
Ei-ﬁﬂ@ Epiitopes “ 4ﬁ§—4uu4@ﬁ%ﬁiﬁ%gﬂiﬂiiﬁu44xxh4%;——

ascmeﬂag®nAan I pmuno assaw3and f 03% & o difednapeut | C
anti body, respectively, d o not overlap. In one

enbodi mrent the method o f the invention is perforned o
rDespthithe tramepdoyps' amguatssef] therapaotic potitmdy adsledy thel differences
Hetedh Sﬁh]gq{o%l treﬂjec?@ﬁd ereaf%haﬁﬁp?e% ard 'ﬂgt Lk itRdn 18%. Thus for

opt1 ona e coated, entir rtain areas.
Qoth eugs Prmitersd s velb ah’aﬁeéaepar@ awsw’rcayldobef est@idished which
NBYrkD @AErS iR RS PRksen&d bh%[%hvhrﬁbbh@ S theNcdiRYpSdIAE @Berapeutic
nﬂgagh spot a defined pol ypeptide, with or w thout
K Y0 r spacer to the surface of the material, may
b e i mobilized. Preferably the immobilized
pol ypeptides are at |east fragnents of antibodies
whi ch are capable o f binding the target antigen. The
follow ng exanples and figures are provided to aid the
understanding o f the present invention, the true
scope o f which is set forth in the appended cl ai ns.
It is understood that nodifications can b e made in
the procedures set forth without departing fromthe
spirit o f the invention. Description of the Figures
FFiigguurree 1 Interference o f two different
t herapeutic antibodies in HER2- detection using the
comerci al assay sold by Oncogene Sciences. Figure 2
Interference o f two different therapeutic antibodies
in HER2- detection using the conmercial assay sold by
Bender. Figure 3 Determ nation of the maximumo f
interference for the therapeutic anti body Omitarg
(r). Figure 4 Determination o f the maxinumo f
interference for the therapeutic antibody Herceptin
(r). Figure 5 Calibration curves o f HER2- detection
usi ng assays devoid o f interference b y Omitarg (r)
and Herceptin(r), respectively. Abbreviations B
bi oti n EDTA et hyl enedi am net etraaceti caci dELI SA
enzyme- | i nked i munosor bent assay Fey (=Fcg) Fc
gamma- fragnent of an i nmunogl obulin DI G (D Q)
di goxi genin hu, H human 1gG i nmunogl obulin G n. d. not
defi ned NSCLC non-small cell |ung cancer OD optical
densrty NAK ( th) nDnocIonaI antibody PAK (=Pab)

e~ st A
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7C2) was used as conjugate anti body. The stock
solution of this conjugate was stored at -200C. The

WOER2/084andard protein spl 85 (HER-2) (sSHER2), REEEB2006/006524

commerci ally avail abl e product (Bi ozol #BMS207MST S),
and has been stored at -200G4n a concentration of
1000 ng/mM . As the basic sanple and conjugate buffer a

phosphat e buffered sali nEV%SCE%A sodi um

di hydr ogenphosphat e- monoh$f8PEt8™i50mv NaCl at pH 7)),
conpri sing sodi um azi de (0.09% Na-azide) as a

. es eX \naé¢tho@ ,of adedlecting t the rtagdtiantiges of @. h8GHe®MT Antibody in a

0. 05% Twee PLA4 (Roche Nr. 1726544001),

0. 1008 %ﬁ%&’“ﬁ’qfsg%?‘é i 1108750001) | cong/

mous &) MARrggd m@e&wpeﬂb hienalyzed.1939661001)) was
used.b)Then&aaBhg sA8 darﬁgrarvaqataai méta‘p@ﬁum&lmwmder conditions

filtered (0.2mm e, sl ze st,or ed

use. The. SPBIPTON] dor BIVERY PRasichHpentr andhbih oyt target
Omi t ar g aptiger, théHab)ZGA 83186 abRgdROBRiutic pmoibdudedotnplex is
Cenent ec | ne. had a concentration of 25 ng/nm and

was storggrm{]&:i&a As detection anti body

MAK<DI) g>Megecting theGooum¢xuigamedin @)110 nm f | uor escent

| abel ed | atex particles has been used. The det ect| on

anti body conjugate has been stored at 4C..  As th

det eckhegnetbad peqorging do glginy Apshergip seid mwmserreéformed@pqway
8.5, ¢faiRminsiindthsse9di um azi de (0.09% Na-azide) as a
preservatlve and further additives (0.05% Tween

0 R S R

The daetaeastaﬂmdhmdhflenntlmsastsaen filtered (0.2mm pore
size) and stored at 4C prior to use. The washing

ff rl Rl terized in that
%mﬁtgﬁgth%d%%pd%%; ér‘x'?o%tbét 1%% 3 rﬁ_% d}%rac erlze in tha
Thesiseid thp@poitdAntigopyisfadt urha‘sorbee@rrnrmrt rtéth’oét} Zmﬂ
pore size) and stored at 4C prior to use. a) Detection

03‘ a mtrﬁahbalacdda&agft@aenﬁq Ry thePehdradt@{ e}l id et 8518 dyiman or
erfor roomte reagents were

br ou Zr@rﬁ“@“’?@hﬁé‘ﬁﬁ? L?‘btr é)d?he assay was

actual | y performed. A sanple containing 20 ng/m of

HER2 Thes miettmdbatcodling tth argr d)fbdsinwribunti \dlflereimntsaicartg(rapeutic

tor oL that Fi

Sanpﬁazlglhgg* Rs gﬁﬁct&@g?djtﬂ {h@ngrgg %f Adhs tug? o He O?tm ,

40 mMelaEhf»rb‘t anelt@ngﬁmr@dz@ame are added to the

chips and incubated at RT for 10 m n. Thereafter the

Chi psSTHR BethddheebrBihgad cetoTwRims 1 WaShivherest Qi tat antlgen is

o5 Hgra e an) e AN %ﬁer“feumn 2

conj ugadpeorant i bodi es were added to each chip and
incubat ed for 5 min foll owed by an automated washi ng

| & d -
P e A Ak oat Pt R ity i«
det ecample whareinsdid therapewtiremtibed g is@nesent gomapréping the steps of

i ncubgt errBﬁam"gththm t@beanat e@l washing step the

| abel, .bound i s ‘qua a |laser wi

oxer 1 ORcmtiag S mplegriy aac?thﬁraaeu%ar%bogewért qpditions
i Nt O Counipprdptiade fapbrrrmmg af e;asloﬂtewqreanc Asmbamy he saeiertarget
fromFig. ) v i nal t]

of 25 noiebeety i d Lpadl S et Bep B RFERAOPORRle: o
above asdayméd, aMdasurenent of HER2 in the presence of
Omi tar g( npl es whi ch m ght

exhldﬁt f%%gfﬁéggﬁ%éﬂgém%ﬁ%e?g}&9(r) the active
ingredient of this drug (rhu Mab 2C4 G186 CP R9805AX)

has been added to the sanple buffer in a final
concentration of 6.25 ng/m (= sanple buffer (A)). For
preparation of artificial sanples the HER2 standard
material was diluted to 500, 200, 100, 50, 20, 10, 5,

2. 5 1 and O ng/m respectively, in nouse serum
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tenperature before the assay was actually perfornmed. A
sanpl e containing 20 ng/mM of HER2 was incubated wth

W 20070082@nount s of Herceptin(r) to result in PEEEP2006/006524
concentrations given in Fig. 4. These sanples were
diluted 1:5 in sanple bufferpsDoublets of 40 m each
of the diluted sanple are added to the chips and
i ncubated at RT for 10 min. Thereafter the chips are
washed by an autonated washi ng step. The conjugate
ant i hodyetvbdK<dflede2eching Ghe | tafgeDiagtiyes oflial theepetitic Antiddyl in a

i n conjugat,e .buffer. 40.m, of, dil uted.goni t . .
o 1 SRR B peic: sReCihe b Rl id B8 Beutic antibody
m n foohipiseg thy staps @fut omat ed washi ng step. The | abel ed

det ecjyi Ogaréﬁﬁi Y saif@Sle 8 bk Rey,245 i n detection

buf f er. .Ogg%, f the di]uted (gésctlon anti body are . .
added)t o 1BetipgsHd sprapleratinsidtherapeute sptipodyainder conditions
final wasipbrgpritepor bindigbeol shduttdripputitantibbdgedo taldgarget
a laser wth an ﬁxcbt ation of {333_ m__A gi qi .%I —complex i
pi cture i28UEBhvEPTERY i ht'de€odh lgenbgjeléﬁ?eg or (51&1 ody-gomplex is
sof t war e.forksedsandbe seen from Fig. 4 Herceptin(r)

(aboy a(ﬁggﬁgghkq5' aPon%@dﬂE( 1) did interfere to a
constant extend I n the above assay. b) Measurenent of
HER2 in the presence of Herceptin(r) For neasurenent
ofp. SRl 3 MEth6d afdo9ling 8 RhPbE thie P&l REQNGEH s BY the follow-up of
Herceptin (r) the active ingredient of this drug

( MAKHEFREpt i n> 7.4.04) has been added to the sanple
buffer in a final concentration of 6.25 ng/m (=
sanpl e buffer (B)). The sanple buffer (B) has been
filtered (0.2mm pore size) and stored at 4C prior to
use. For preparation of artificial sanples the HER2
standard material was diluted to 500, 200, 100, 50,

20, 10, 5, 2.5, 1 and 0 ng/m, respectively, in nouse
serum These sanples were diluted 1:5 in sanple buffer
(B). Doublets of 40 m each of the diluted sanple are
added to the chips and incubated at RT for 10 mn.
Thereafter the chips are washed by an aut omat ed
washi ng step. The conjugate anti body
MAK<Her 2>M 7C2-1gG-Dig was diluted to 3 ng/nml in
conjugate buffer. 40 m of diluted conjugate

anti bodi es were added to each chip and incubated for 5
mn foll owed by an automated washi ng step. The | abel ed
detection anti body was diluted 1:5 in detection

buffer. 40 mM of the diluted detection antibody are
added to eachchip and incubated for 5 min. After a
final washing step the | abel bound is quantified using
a laser with an excitation of 633 nm A digital

picture is converted into counts by an appropriate
software. The counts are given in Table 4. Table 4
Counts obtai ned with MAK<Her 2>H 2C4-1gG Bi spots
(calibration curve in sanple buffer (B)) As can be
seen from Table 4, it was easily possible to establish
a calibration curve for HER2 in the presence of a
basic | evel of Herceptin(r). Exanple 4 Measurenent of
HER2 in a sanple with and wi thout therapeutic

anti body, respectively A serum pool of mce carrying
the tunor KPL-4 (which is known to produce HER2) was
prepared and divided into four aliquots. Aliquots 1
und 2 were diluted 1:5 in sanple buffer (B) and (A),
respectively nontreated sanples). To aliquot 3

addi tional Herceptin(r) was added so that the fina
concentration was 2000ng/ M. Then it was diluted with
sanple buffer (B) to also result finally in a 1:5
dilution as aliquot 1 (= treated sanple 3).To aliquot

4 additional Omitarg(r) was added so that the end
concentration was 2000nmg/ M. Then it was diluted with
sanple buffer (A to also result finally in a 1:5
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