MONOCLONAL ANTI BODI ES TO PROGASTRI N FI ELD OF THE

I NVENTI ON The invention relates to anti bodi es directed
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types in the gastrointestinal (@) system Progastrin
is normally fully processed to gastrin hornone forns.
wohers/opzasduced i n excess, progastrin is at | eaBCTpBI0D$/§02793

processed to one or nore forns of gastrin hornone that

act on the gastrointestinal systemand may potentiate

the formation of gastrin-pronoted tunors. In sone

cases .the progastrin is ¢jr uI at t he bl ood and
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Uﬁ%@w 1\‘/@%7 HORRE of rgnsitiyRly ﬁe@ﬁﬂ% @P§ agpuptelyydistinguigying progastrin
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def he Dbi ol
and il RaF ot B e SRl Onal <o provi des

MAb conpositions for pharmaceutical use and net hods
for the prevention and treatnent of

progastri n- pronot ed di sease€ and conditi ons. SUWARY OF
THE | NVENTI ON The present invention provides a
progastrin-bindi ng nol ecul e that selectively binds
progastrin,



wherei n the nol ecul e does not bind gastrin-17(d 7),
gastrin-34(G34), glycine-extended gastrin-
wa2(deb3298Dy), or glycine-extended gastri n- 34( GBGT@3230)5/002793

The progastrin-binding nol ecul e may be an anti body

nol ecul e, such as a nonocl onal anti body, an anti body

bi ndi ng region, or a single chain antibody. In one

aspect, the invention provides a nonocl onal antibody

'y binds progastrin at an epitope

within the an1no acid sequ astrin ) )
The REGRE O(HSEYQV’I ﬁcpro%:js 1q_i)}B$1pa dﬁ%}gc@ ag SF efively i)wgs progastrin,
whergimtle mRleculs eloes npt/bing gabtrin-13(GLAs pastnin-34(GaR), eglydimpextended gastrin-
17(GW- Grpy) Jort élﬁlﬁé’lb)ﬁén@’&%dstﬁﬁ@%@@eGkr)g ™6 pmdgag@%tmﬁding htofecule may be

an ant%ovggl %%Dull]e( c(g a Q Roﬁ@@ﬁf nghoap}rr, 8% Elggjé)dg%wgt 15gipn, ol} a single chain
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In one asp03, the isvdintloss pRWEIRS & nfonbddiond] aftiboAAVIAAE) fBaf PRV EDy bidds progastrm at

an epmpgomhmg mmadtsg@e gé pgue Wsm'gﬁﬂﬁ? h'eaagynﬁﬁ{;&%g@ Bro PR

Hybridonigs H@EPF@@“Q? the Abs Bﬁlpmekym PIO2ARIN 3t angpiopg Wighin the amino o acid
sequence pOfiptkegdstrihni.ey SWKPRSQQP (SEQEDINO1 S)eriiles prdvidedvent i on

provides a MAb that selectively binds progastrin at an
In anethen gpectintherirpsenh ivgntigioprarides 8 ddAbribat seiecelpfbinds progastrin at an

epitorRRr WHIEiA tthé AmincRRRARIIEbLEeIER, lilR. BQQF@APE‘G QSEQquDaNd &t Hybridomas

that pﬂfdggé‘ﬁﬁbwek?cﬁ sél@@hfeﬁ%lﬁ& gfog%t%n 2 e u geg\?ﬁﬁlrgldﬂe 2hindcid sequence 6-

14, S 58 NB: fiare gl SO@FQ—YI so prow ded Accordi ng
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sequeBla/ LA (RUSOASENARBRTD NG Gida @ by R DS used In a

Accordiify tBHiag pr&@Y irveatior Qﬁﬁgﬁﬂaﬁérﬁrb? tRb o more of the a progastrln wherein the

molecﬁg ?tﬁé{ glélgltgri]lg’[ﬁlrljl ga %i oA -ex en eclf gastrm ??((317 Gly),

or glyglmy-@xﬁ@@dqgl)gagtmm&jt(@ )rpa11 m nga\y)u;el of progastrm—bmdmg molecules.
ne- ext ended trin-34(G3 onpi nat
Also ficlided S Rt ianeryPoiiy &até‘m aieastitp BRdng, mpledule, wheren the

molequier ddes mlotibind sgastcin; 1 (GE7)i pastnint-84(6i39), @lyddiesextended gastrin-17(G17-Gly),
or gl ERERIEY | @@irlncﬂmgﬁﬂlz)oﬂ?' cBfnbalthid \Inlﬂﬁta ﬁﬁ‘irﬁl%&éu‘ﬁ‘é‘él}ﬁl acceptable

e e BPRED b L e L herG ot v
selectiyelyghisds: i(h), PORRREGRN EBEQe WD the pmirc2)cip seqyaster carresponding to
aminoPdcidan - 96%»1@ st tSWKPRISQQ&*"‘(ISEQ RCNG: 88 ? ﬁﬁ)%asﬁrlﬂrﬁb an epitope within

the arf?i%:> IQi%lpse uél}]ce% i é\@%’ﬁéngr é\g(ga [}%)agrfygastrm at an epitope
Wlthn(ﬁpggmmq:lq SEORE fF2-89, GRRS&EHE@E r(§EQdﬁ) MWOx 8);dn combination with a

pharmabautioBlbeatceiable yarﬁelcept abl e carrier. The present
The pfe@éﬁﬁ [ﬂjf‘)eﬂporrc‘ét l%rtﬁérlrxreé Eﬁgesoar n@?@gaggrgn %} n%&%% He me’lc%md includes: first,

obtal%&rﬁl SémPB’ be dssayed faroprogastig aud pwtaﬁﬁ@gcthmsa@plemglth lfeprogastrin-
bindirgampleenlatiidt daepneaigsiad asuin-NU(G1T), e 4GB N glydhRextdted gastrin-

17(G1L @% nesgg})';(dtn{eén%&éﬁ% ggstﬂﬁ‘%&(ld;q é@( gﬁﬁ}r st.liable conditions for binding and

d)
aHOW'g\sfeV PECgER B RIENFNG I fr e B@@E%%n@%ﬁ)ﬂstﬂﬁ inskings molegplie complex; then
detectogntle prasemefcmrabbemel ioffi gheaprdgastriropogastdmpindinggastetile) complex; and/or
deternRhBRaAL afn%uﬁtoé &E&Eﬁ%géétﬂih -Binasg %51%&1@ o gf&g in the sample by an
ecul % then d tectlng he presenc

Hmnm%ﬁ§%ﬁ6ﬁakﬂ‘the progastrln progast ri n-bi ndi ng ol ecul e

conpl ex; and/or determ ning the anount of

progastrin-progastrin-bindi ng nol ecul e conplex in the

sanpl e by an i nmunoassay ne hod. The present invention

further provides nethods of diagnosing a

gastrin-pronoted di sease or condition in a patient by

determning the [ evel of progastrin in a sanple of a



the patient and conparing the |evel of progastrin in

the sanple with the I evel of progastrin in a sanple of
woialemgeasal fluid fromone or nore control i ndPeraBN5002793

or wwth a reference standard. Such gastri n-pronoted

di seases or conditions can be prevented or treated by

adm ni stering to a patlent in need thereof a

phar maceut j cal %ﬁrrp03| i on i ncluding
The mfealéfs%wwoa Frrihety PERyiidss upgthpgs of %@%ﬁlp&é’l gasyithprpmoted disease or

condtign ipraqutientrtiyndetdrmining fhiet leye ofipiolgstriti irea sample ofiaibiblogical fluid from
the ;ﬁiﬁgﬁ{e‘ﬁﬁecoﬁff)%ﬁ RRMELA Do E E‘ﬂbﬂﬁ&arﬁ E;ﬁn V\%thotfhe level of progastrin in a
idiggd

‘g 0 gﬁsg L n PRS é

sample o 8 cta{)%lél ot Qr org ﬁprl%ol dndi G%Wg age fgpngq standard Such
gastrnr-pryamted diseaSQOPOAREIitHNE SEQbE ﬁremwd?()r treated Hy3)dministering to a patient in
needﬁﬁ&mﬂﬂaﬁn@%u@&l @&hﬁd&ﬁﬁm"iﬁdlﬁﬁlﬂ ﬁ)gﬁéﬂlﬁ- IM%OIN%HG that selectively

uence, /2-80 0 ro rin
ind 508 St ) St VARl S oo A i s 1
9 of progasinliSWERARPRQE (§EQ IBNG; 6); a(Qtprogaswn deul. epﬂfhpae withih dlek amino acid
sequéniveleUiest IeNoRre 9&3(9 as@rn"i‘at an epitope within

the aﬁﬁ&(ﬂ%&d ?fﬁ@ag 273 fs%%f%ﬁ)égé 'flﬁ,%fgs %ﬁ@?&ﬁ@a“% 5 ering

A m&mbﬁm&ﬂﬁﬁﬁlﬁﬁj g;a‘sﬁ‘lﬁtpr&#l%d BRERE or g@ﬁd?ﬁdﬂ 1‘5&' dgiifflﬁ Iaﬁd ‘towded The
s R b A o et L ot e

suffepipg nfrem erofpaisk mf 2 reastrisyepmoted Cbsqagewtmmdxﬂeneatnarthdt time point;

deter@finidl tHeSle @i lof btdgﬁ%tflg '112 Esnze gt?ﬂgﬂgrh@fl’n?ﬁﬁ of e Helé?llﬁ)%f\c}gl fi1& from the patient

at or%a&trhééljrg %{r‘fgﬂé}{% e éao lﬁYeﬁi] ognrqgﬁ,?mH &géegggled at different
time ppjats aad taprehy rappitorige dw{sﬁrmrmomqﬁed dispask o condlitiond a
The inwuértiah fiertiep ptovides b klth@@foﬁﬁﬁ@tahluﬁnﬁhﬁﬁbM nfﬂlllcﬁ%fgddrﬁanu-progastrm-

blndﬁg Info‘fdc'u}éial%( é%lﬁzﬁﬁe Pd}{t?egﬁe?t ;rh%‘ E%)%fétrnq %;é}l%mrgem%]xflg% aeé%ctlvely binds

prog@sgg‘t, ,b}%dogqp@lbmd ggsgr)n- B9 g@qttm; h@dypine-extended gastrin-17(G17-
Gly),galycine-Sdndad gdstrin-34(834 aGlpy.ovi ded is a surrogate

reference standard (SRS) nol ecul e that consists
Alsogyawded i pysugpgate pefstener siehddrd (SRSY mwiecalsothat tonsisss essentially of a

peptidd Qlkin30f &rdnd Oab@ﬁt d9. tol kBoERSs rﬁﬂnﬁ@ Udcds. NCTied fSRS molecule includes
1mmdﬂm{m&qa‘isie tx% fpseg b 0 p% RL elgbogﬁﬁt%d { 8%gﬁeater than about 50

erest grea
ammaewé& The |nvent| on also further provides a nethod of

r a san Wi_ch for an tein of
e B g BB Y RS ooy o
protegopfnterssingf sieaterithan sbedt ¥ yrinondide pompniseng a fiest med dsabond epitope, the
meth6® @fip1idinYdlestiag ok ﬁ&aﬁfrm@faaéﬁ’gﬁal Béheut&d RNAL 1tﬂﬁﬁ§da§§a§/‘iwth a standard

amorof S IR ARS Y Mobdh 584y B R S o epuits sty
0 aHﬁBP@% an %%%W%epsﬁ%é@m ahout § @mm@ a5isks tha éncdusles immfinomimics of the

first dudtseead epitapes ﬂ:ﬂthbcprcaﬁﬁlmtfuﬁ&eam no acids that includes
i mmunom m cs of the first and second epitopes of the

DETRIL%]?DES&?:&UPW BF THEROENFIORESCR PTI ON OF THE
OW ng provides the definitions of

The foRowing pralides Itl&ﬁc&ﬁnﬂﬁ)nsl 8£@rmhSarldPhEasePRaistd hithis@Pecifiation:
used herein, pregrogastrln is the 101 am no acid

As uged hesgin, “‘prepregasttindnis fheotllcamios atideprijaay rianslgorepmduct of the gastrin
gene biCinuliEes thO®-dErhi@AIM (NAhing adid AEhAQeqitenbe, IRBlpeptide sequences and the

G ro- peptide sequences and t he gastrin
gwu%gﬂﬁﬁﬁé SE &diges As used herein, "Progastrin” is the

80 am no aC|d product forned af t er cl eavage of the
twenty-one am no acid signal sequence from
preprogastrin. "Progastrin” is the primary precursor
of all biologically active fornms of gastrin hornone.
As used herein a "progastrin-imunommc" is a noiety
that elicits antibodies thatt bind progastrin and are
bound by anti-progastrin anti bodi es. As used herein,
the progastrin i munom mc




noi eti es do not bind gastrin-17 (GL7), whether
am dated at the Cterm nus or having a free Cterm nus;
wghywiamsext ended gastrin-17 (GL7-dy); gastri REB4B2005/002793
(G34) including both the Ctermnally am dated form
and the formhaving a free C-term nus; or glycine
extended gastrin-34 (GB4 A@y). As used herein, a
A % trin .hornone" "gastrin hornpne fornf are used
S USET BY B gessFIR ds er?é’aﬂmlaﬁﬁcls iPsedygt formed afigsclepgage of the twenty-one
amirgn a¢idrsignainseqlengd Gatl prepropastrin eaRrogstrigpeisis rthe prigwaP Peecursor of all

b1ol<5§i’d§h1ll d@tweTﬂaﬁngrgf Lirh Moo gastrin hornone include,
but gre not edl tc()) g%strl n-17 (GL7), whether

As vaed datiach ‘@tog‘aktﬁnﬁinhﬁlhﬁmhﬂﬁ:” & a Mkt hafelfcit @ntibodies that bind progastrin

and Grd %Bﬂﬂcp% x? gfﬁf‘rlrﬁ )éﬁl?%%?ég g?h%t {I%H %zef'lg Gl g{(%%étrln immunomimic

egas rn- %} nclu
moiglies 4an0f ‘@r%ﬁsgﬂ’dl% (el 790?"#?@1%&’{“}1 atgd faf ghe @tﬁr@ﬂﬁ‘ﬂsn(!l’shawng a free C-
termggivgcglyenesitenided gasidsl 7 (@4 ‘34}132)@%1@1 93 (GH)' llbdlﬁﬂlﬁ)gb@tﬁhhe C-terminally

amidateditBrm Ad 8 %ﬂ%ﬁicgfﬁ FBASerfiitys Pgeguﬁé‘é{g é‘s‘?r%f 34 (G34-Gly).

mat eri al of bi ol ogi orlgln
As usédihetsinf ar“gastgin ihorridie” M&S‘%raﬁtrlhmbﬁﬂblhé)fbrﬂnn cakéld&dhﬁfékdhxngeably and

meatt 51&’5} ﬁ%lo%fcaﬁg %Wgrﬁﬁh/q nn&ancﬁo%/[@%@aémssﬁggcgvte aetlﬁla ﬁarmone peptide. The

major E%ljlr‘?fcﬂ Ig@stgmhomneppqw ca But e Bp@ggltedf)qogpﬁgn-lge(ﬁm) whether amidated
at the Watetminoe pehavirgpa fraé¢ Chtemidug; GBfcine e(wnuv@gamaw (GIMGly); gastrin-34,

G34)r1hélﬁd1né\ boEH RRCEME AL Qﬁﬁtated i ng %lg’? ?ES 3 8¢ C-terminus;
gly“&gﬁ’é’i%%eﬁtgpgté'a@%??&%%f' E;ia\s/?rlt na|t n a g;ﬁpl e of

Jpiolo |cql”fl uid, or a liquid sanple conprising a
A “biglegiey]i Buif @%#@an@ﬂtln mpags @ny dtuid ¢hat grerndes msadridl off tbiological origin.

Prefdrive bislagital CRidyffof Bie i ﬂe%ﬁégenﬂ iRvéHtoh %bhhdéodoﬁﬁ R8¢ oPhn animal, e.g. a

mamhﬁ? ﬂ%@% B,r a ﬁlﬁﬁant%k ect. aﬂber}% glllvgiﬁléq, kno ﬁ; f?uld including but not

11m1t oddocdy P a§1@§, SeRiy |Lytg@;h F’@ﬁeblioﬁl@tl%lrfb%d (Gfifdi aahvaz_swda and urine.
EDTA and protease inhibitors, such as for instance,
A “privBFat{velegant!” axetdey hereif mBaﬂsfahyl agdntiehpplemehtdp baditid fhat reduces the

time ﬁ@peﬂd%ngdg%rggﬁoh %)é rsluﬁh i aoépﬁ‘%ﬁecd?ﬁ bnl%ﬁ%%rﬁﬁ oysringﬁ gc 11F1§Pe comprising

a bloL%lcl,arL‘é(Hnﬁ?@Fgr Br afiye agsts hléqﬁglclmﬂée PrRgice l9if phggaresent invention include
any qfthegasny praseriative dgws wilt keiwiwndinglaesdrt, iimel ddif g ut oot limited to general

chernfié$ bfeb&vgtﬁfeg%ﬂéh as%ly mkiafcee %‘&f?&}g adiag A %néﬂ&%ze fah¥bktors, such as

f
ay).
for nfgnih, PRISHPhR SRR R R igtiot e ;g%nin ke rawlol g piological

presegaiife, S&dya&jﬁoseaaeeceohemndu tion in which gastrin and/or
progastrin has stinulatory a role. For instance, it is

A “pregabtrinrionding Malecgiashd dsed ﬁ&ﬂeiﬂ-&h{& @&a@r RY¥edh1AMgt binds progastrin, but

does H{)todlfl(i Eefsﬁgﬂ PﬂGqu E?s@ -3 s(dﬁzioﬁ cnée %%?Snélpg g'ias;r n-#l mg Gly), or glycine-

exten%gcgga@trgl 34G443l966 to M chaeli et al. The
progastrin-binding nol ecul e of the present invention
A “gastrin-pronsated diseagpas tepnditibn nediusey Inavbie endas arsudiseagsor dofdition in which

a a i | e o
fﬂ;’ﬂﬁ?&?ﬁ ﬁ)vhaga 551‘;1; 5%:; ﬁ%‘fa\f fatlﬁg ;iggf"(gr r]19§tar% Irlgfs('}%lﬂ%q Wﬁtﬁzﬁlgaﬁrm

OL§y pqmﬁq, %r gafsl;rpﬂntestmal tumors,

such ggxoldreelyl thwbrsc Seeihp, 198,060 ruglehc}mhhemlant i body
nol ecul es, or anti body fragnents, e.g. Fab fragnents,

The pﬂdﬁga@ﬂﬂm-biﬁdiﬁ nﬁ[&chl@@@ihefﬁréﬁﬁﬁﬁ%rﬁlbﬁ‘ma&%|aH§’| Boghstrin-binding molecule,

such er ?&qrgsttéﬂcg aﬂgf)&ﬂ/tﬁ@gc T o rggeﬂ%%rgn#a{l% h'ﬁferﬂpélh?quolﬂolecule may be

any aﬁﬁ‘@dﬂﬂ%‘?ﬁ}“ﬂ%\ BUChfS @wcf‘:’@ﬂ@@t}b@b’ Theehti-geogasthibiattibody molecules
nouse or human anti body nol ecul es. The anti-progastrin
anti body nol ecul es of the invention may be chineric
human/ non- human anti bodi es %e.g. human/ nouse
chimeras), humani zed-or ful Py human anti bodi es.
Monocl onal anti bodi es (MAbs) have uni que
characteristics that render them superior in many
respects to polyclonal antlsera and to antlbodles




many of these assays. These attributes include

nonodet erm nant specificity for the target antigen
woRom/0329peci ficity for a single epitope), unchangBngs002793

specificity anong different anti body preparations, as

wel | as unchanging affinity and chem cal conposition

over time. Furthernore, MAbs can be produced

inolefintely and unlimted unts by in. vitro
may htng ShaiT AR o s oo rienls- Larabulgmet, or any other
antibbdyfegmént ;ﬂtalt yfmlluzﬂaah pmghstxbm—ﬁnﬁmg regibo. hPreéeqably,ethe mtisprogastrin
antib W?ﬁeleét'ﬂ'é il Hﬁﬁt‘i’ﬂyd Zﬁml@cuﬁrﬁss(%h a4 @8Bbit, mouse or

oduct i on
um@aﬁslaggéwmsk?gv ci ?Eiq %nflévgﬁb%ﬁtﬂafani R AHISuAs thPiion ey be
chiméésuran/idvelsenmachniiho dige®,g. birhird newse shimetas), hbmamieeshor fully human
antibbdidé vi dual MAbs even though they may be specific for
the sane epitope. For exanple, differences between
Monddsl iantbades (MAbsinhavie 2atiguenchardckeraticd thgt eendat thgensuperior in many

respe@ﬁ' tk%%{c'i(ﬁﬁl Qﬂnsﬁﬁn ol foSiiibdils f) Cfro opow el slsraovahen used in

oW n araterlsCQ% IneseC| ty
many; ¢f; the3geAsiaySe @F%Frat? Hi5S dpcdydg m ?EP'F‘P%SWQJ eife rﬂ?ee arget antigen
(i.e: specifioity Eiatsinmds e@opehenchangibg sheciftity taypoag dBJer¢nt entibody preparations,
as Wél["éé BRdNngh lafidi%: anﬁ)chElBﬁ:aﬁEErhﬁ&ﬁibnaédeﬂMﬁe FiMh€rmiore, MAbs can be

prodteb SRR s RS RPES  That ROPAe e in shrp

contrastrta ioess sdypolysimial aibodigs,fwhicke mquwnbn ivio| imnemizatips srgthods with the
unav@iﬂ%l@%s&cth@edsﬁﬁﬁ)g?dﬂ WaIRIbilRy 88 18RitdRMtiRBR peoduction capacity over the
llfesd| ff%}?entl )l n?a ven assay. Consequently, sone MAbs

%nqu em%%‘é%’ S é others that bind the sane epitope
Despttl st $00arsek SROBRhSes! ik bBﬁ\Fereh %’dl@irduhlnm%@ %%@@Yhougﬁ' Qhey may be

astrjn bindin
s, e G e 0 RS e ot O AU by mmuniation
with pasmgleuarmgiemcumtbm regiomcan anism oveths eagpectite dnynemalhdahe following
chard¥R¥isB&: an t@ﬁﬂagoéciﬂakgcfoﬂ ﬂmeuﬁkqsaﬂﬁ%mp@zsﬁaﬂ ahEldrBAvy strdcture of the

R an .l S
R e At by W LR apfiypes ana 5 the
antibpds isstypac d hesssehgractstigtic & fgieg@qg regit pffe%tstggpﬁ)havy@ﬁ of MAbs in a particular
1mm1§‘lda§ﬂﬁ§5rsuc§ tHat ditfefint MXDb iSolwRS taided ahidit thd\sante @€ip&idtegion can behave

dlffel%ﬁﬂy? é s%lée?gl%é/’f Cﬁgﬂs%é%é?l}:lgh%%ﬂ %{A Illal;lec stwa‘&i%b&hergtthat bind the

samempﬁpﬁgvheruwﬁ agyeResntpifd Pagisylar Méwun@ﬁsﬁay NY. In a

particul ar sefu odj th astrin-.b ing .. .
The B3l R HrisSi of Nhohhol BAURR. bl g Soi-progasin
MAUbisnangrmasticsdaylysusefil 4 amimimpneasedyi sl emineaasay Ityg) be an enzyme-linked
1mm§ﬂo@bﬂbbﬁ19as@,§>s QELISA)aa a8i61a0hd48429 SEEAS.Lad iknuBbdiffRslon @ssay, or an

1mm1t1no %éfec%églr%s?zagt |SI§21 a% ﬁlrfagé ﬁ%a?&o@ ggs'istcén%e %staﬁlggg h%ﬁcore@ assay), an

e tor exa
ELISPOHG tsiadlags o ﬁfﬁ?ﬁ'@ﬁ%@ﬁ? AéPQ@P?TaUSN%tt% ﬁh@’r tephnigygscgee for instance,

AusubeetDelV (eds)) (1 9BRDHRICiy 2k ProrSbdis ki MoldenbasBiokig MhmkWiley and Sons,
NewVolk. ygrunohi st ochem cal staining is of great value in
et e’ctl on and di agnosi s of tunors, see for instance,

Ina @Marl}Buseﬁﬁrb@l‘ltﬁ)'dﬁﬂénft 'tti‘e%ﬁ@@sﬁfn-blﬁﬂmg %Ul&ﬁl%'&'ﬂhesﬁré%nt fhvention can

R, ML 4RO et R g o o o
lmm@mﬂupaegg@)ce THY mregadbreoyy vewah%nﬁfpnuom Branef eeiin bprmone in a tissue
samﬂlﬂ“ﬂé@fﬁrfeﬁ(@tﬁEEmﬁm&yﬂe&Qﬁd Woh@fva| o TmAmnbassays . (19919 ristopher P. Price

I N MONOCLONAL
and]i%@?%(%@%%m§ (lq%c%tg %re@r':@e\gm@ §rF:DnocI onal
Immﬁi‘iﬂm@é@%méd\dwﬁaﬂlﬁg‘ iH6L gtddt Raldfih i detdcBbn AP |dipAbIiOBf itmors, see for
mstag 0 ?}p,lt Iqsﬁé)[el%g? 8§ﬁ'§ﬁ§1grgqqgst§ﬁ%§gﬁ)s rfl?lhgaﬁfaﬁgsw and therapy of

particul ar intended application. For this reason,
testing of candidate MAbs for optimum functionality in
the intended application is ﬁ)art of the selective
process to derive a MAb that is



optimal for the intended use. This selective step is

perfornmed in addition to the selection steps nornmally
wandsroszdsen i n deriving MAbs, which include bi RATABROD®002793

the targeted antigen and serial cloning of the

hybri doma that produces the MAb to ensure stability of

the essential characteristics of the hybridonma cell

d|n ersi.s ent | growth and divis
neoplaS MU B Ther 2 Bbas, St Dsio P b BHhARESR. (1999) The
Patholngle foif rHalmahe;ieBraast CémeushﬂnhmhmtmqhemmtranandaMiyedulthmdyms. Breast

Cance? RbEGLT)SG-40f Or a particular target epitope of
progastfin neans that the antibody binds the

p strin with a Ka of
ANTER %@%&I@{&@éﬁfbﬁ@mﬁ@w an_any ot her gastrin
Seleagiont efpthe pptenalr mengclensd antihettye MiAibwefor hisghira tpagivulanyapplication is
prefe@etHD}eﬁc}@’i@ﬂ RAsRKILODR.p eﬁBﬁ‘neﬂi@@ bf é?a[cﬁfoff Elf&hhiwﬂiuai &Rdidate MADbs in the

partﬁﬁ&u nté?ﬁgﬁi gﬂéﬁﬁﬂ tlf%? S i;é geason %?trh any nctan%l atﬁr%ba Er optimum

ect,
ﬁlncfém%h&ywadh%#nt?@éﬁﬁppkmﬁlgn wm@ft 9§ Fhsrcetenl%wr procegsefo derive a MAD that is

optinivl demiha dhteaded Set €THS Belbctivt sppdg@sifointed whekiRion thABe selection steps
norm¥{1Y % rFHP&érI 4 a%mg WhichSinci8¢ ﬁﬁdhn{l}%ﬁtci tRY ?ar%r[t)ed antigen and serial

r use In

1
I C
cloniBg gk e hyBrisaR that Biodces dbe MaD to/emsise SGAILHA b epssttal characteristics
of the hnbmdmn&meﬂielnte ashalyg predstemnedl] tgovthamd rdévisibs and consistent unlimited
anubemﬂoewtﬁh ol 4R 1ﬁﬁeﬂ¥€t§ Bdigy. hormone in a fluid,
especially in a biological fluid. The MAbs of the
As ugpderesin, anmmhbdpmaatse‘saﬂeaﬁres Hort £ pareicilor tagkt @pitdpa Bf progastrin means

that A QQ%OJ}%H § ' iy tt%rg& e@ﬁéﬁ%gaﬁmﬂdfke% Pfdast about ten

suc or .1 ns
times; Bghes, thir Ao By 2asiin PRy bers Berhl ABR heirech s Bigher than any other
gastrmsepétyss, asdimoatomrefptablynat leasestiont arakowbeh@tiines highdttkd®any other gastrin
such as Biacore(r)- type systens), dot-blot, slot
'ot and western bl ot assays, as well as
In oneraspetnithe preseitanveation rovides AokEBbO SR aimaglln@m&elebﬂwe for the N-

terrmﬁ% e[nla%—té?ﬁl ‘ftof fc%?stﬁﬁ e@ﬁ&ém tﬂevm sclﬁvg trfg? %ro\'\xﬁfﬁs These MAbs

el e gastrin a ane
are pRficulagly sejtahle; ar E@q‘@éﬁd@@ngef@VmB%@M?qu(CQ@mRmS@wd an “ELISA”
or erZfFEQedlDk&Dimfiymunosabertt hasdy) adsigted o medsuad tier patiedvagem of gastrin
horm8he MR é’ma?flgﬁn%@(ﬂ Qi idigSi gnal sequence form

preprogastr he pri ry transl ation product of the
The YRSSsr ofhtlgepedent lifvedtibn larerBlgd haitalas FOC Hetedthte BldBSEQlantifying gastrin

hormbﬂé’ ﬁ"ﬂ nﬂ&oﬁét?&ioﬁ%%sa%bsﬁcﬁ !fka%oﬁ ﬁﬁ E]YﬂPY)Tb I 1(&mmunoassay, antibody-

rrn a e dam no’acl
based i IRbCCoB U AFBY$ rsee%%etp aﬁm@segmm@teoggqys@m@uch) as Biacore®-
type systemd)hdotphlog st Hlar anddwestdre rbletl Saasges afellt deimmunofluorescence and
immuindBRIhARRa1 Qe acid signal sequence form

preprogastrin (the primry translation product of the
In an@dft lakpecy ehe)présehd Bivetioayprotidedldhby ﬂﬁﬂ|selEé1Wé}§abmﬂfprogastr1n at an

epltogé]%nfﬁn%é gﬁm?) aéldosfeg@engg ?%torf' 0 I E’t{lﬁ ﬁw%figs‘q@ gSﬁbQPn@S 6), i.e. the

prod%’s ggg@ rqftﬁr gkame ﬂhﬁbfygenw o1l @fntnﬁeacmlg@a a;@qqpnce form preprogastrin

(the invHue ragslationPoodukt dftike Gastrir genepl regi on of progastrin
ﬁGRRSAEDEN SEQID NGO 8) i.e. the product forned

In sti f?{neﬂieli:ﬁs@ava‘é?@ re¢senthiaveniion toyovadas MAbs thas s¢lectivelyrizind progastrin at an

epitofeeRifEin gl AinBapideBHRASS 6114 Bf HloBestid (S@Q?DAtPﬁGS IsBQIIDrNo 7), i.e. the
prodl.?:FI ?&Hﬁh ea%[{er éf%gva%gsotf &flentv%&@? &%eh&r{}mx Cécﬁ flg){xl;arélsec?%pﬁe Porm preprogastrin
(the Rs%&éqanslﬁmrrme@@t N gesthE gsrodatewehby maddmon@ltremoval of amino
acidslii-sef grogasfrimocessed gastrin hornone forns: Gl7, G34,

Gl7-dy or GB4- Gy. The MAbs of the invention

sel ective for progastrin include MAbs that bind the

C-term nal region of human grogastri n. These MAbs t hat

bind the Cterm nal region of human progastrin al so

bi nd preprogastrin, which consists of a peptide chain

of 101 amino acids from which progastrin,

eplto



and gastrin are sequentially processed. However,
processing of preprogastrin is rapid and occurs at the
wendwpBzsni ¢ reticulum (ER) where it is synt heBCTAB2005/002793
The MAbs of the invention that bind progastrin are
useful in assays described herein to detect and
guantitate progastrin in a sanple. The MAbs of the
present invention can be chingerized or hunmani zed . )
In afurtlir ASPRFLL e PEESaBA IYFREiPn: RIEVAPY YRS BRY sakerbinply bind peogastrin at an
epitopet witBime thoraninst asid esequerfse F2486ntbf 4th816tBfimindlo region of progastrin
' ht ! ' i Jo ele] . ;
(GRRSREDEX, S5 hA: PR B0t FHBPRE Mo of o cent-oe amin
acid Siga SPRFFR IRER PIRIOEA T (AR DIEIARA IS SIOR BIOMHEF qf itheysastiinggene).
j 1S , t: 55
in Y@l S 0 OB s A0 B S LoD e s
bind prggagFingiut dp notrpiad heripcesed sariin bemyoredarme GldsHapeal7-Gly or G34-
Gly. t BherMAbsodfake inventidrcieldchiee ornaoggtral intinté WAbs thBebind the C-terminal
reg1o%rd6f %’lglﬂl?r}% ﬂf%ﬁtﬁn.lwgcsp mb{]gﬁt B&Hﬁ {}%r@-%m%aﬁﬁ'%%%tzoj’ Human progastrin also

. .0, , 9 fiLtle Re- s 3 yman_ anti - . . .
bind BRGF4AAT. PBIcRIaIEts 4F & PPRUGFHALEAL 1] Iy a5iiS drey which progastrin,
and gastin alesqrettiatiy srdcessedeHewbven prodessing ghsiepiogassdn sl resid and ocours at
the AARSEIAL riQTuPiERPIRER! it 3@ SPRRI4C TR SVRLE '3@ gh& #Hvention that bind

progsy 150 SeopRa T RTRATRLHR It RO GRSl @ semple,
The RIAGY @fJﬂESIIB,réseﬂt ifveBAGH E:J%l{‘ bR RIREEd %}%ﬁﬁaﬁiz% according to established
n t by d n e presence of

condi t | a patlen eterm nj en _ _
techpiguss a‘lgﬁlf W Iy ?@e%eose&rfof Hlﬁt?(S‘P?mﬁj-stg iPasnk 4846,56 2 |tp Labilly entitled
“Recpmbinaet Howsmbglobindretetationiniang fhe Ipateat 689,869 entitled “Labeled

humﬁﬁi%agaﬁ{ﬁtd:ﬁ-ﬂsn%ﬁibégi%; |a§<ti Qfeag@ggtg loing ]giiiﬁa lé% ];}g%m?lﬁfl £ '5‘1;] Bfd U.S. patent
6 o8 At HoP T HoRi et RSO Gl o " The e
antibedyrpsrebe feshrpetl doinwat closely dnatehotine direling affinity of dint original mouse Mab.

See fof HstahéB) @) S.. paldi® 6 500D £ entfRI“RE&h4RAHuRan aRFIFNIH Y2 aftibody” to Ono
ot g.€aN be a pool ed biological fluid from healthy
‘individuals. Alternatively, the |l evel of progastrin in

i . W r .
e SRy A B AN gL B, cocty o
o e oy LSS AR D g o
etc. prlagasveniion ifurthee airoviges: nuthoidel | diagr®sis hoft @ rgastoin-promoted disease or
condtﬁﬁﬁﬁgrﬁ ?aﬁ@? R{I g&dﬁﬁ%ﬂ%&gﬁﬁﬁf@%@ ﬁ{' B%blg%sﬁ}ﬂ?%e c2§eg|§é§' érlbin PBI\}vnal tissue and
ceisy e Bl 1Pt b PR B LB o o isic o, Pl S Plological id
fromthe petins mnd ramgiriem disi svdlaef tregasthn vthe mayiemtesamplofvith the level of
progéstﬁﬁlﬁhwéaﬁip%ibﬂtﬁb@gicalsﬂﬁﬂp‘fdﬁg o oﬂh@r{%&%nﬁ@l‘éiﬁﬂigﬁﬁhﬁlsy fSI'h@Qample from
the cgrﬁ{o? g{rdgaglg’a?%?a% b'r% So’gi%g b?ciﬂgéiaag @gﬁﬁlgl %nlg}y %glvi(ﬂgls.o Alternatively, the
level\of grogpstéie in hy patienl sUPPIS car beeanepgred with 8 deferesercttangsrd. The reference
standb@l cdnnbé antdakdly cdlibunéd &€ 88 GHthin MBI AGEN Garle for progastrin in healthy

indiv%ggﬁﬁg %g%ﬂﬁ%i c'a{;l g&g}lggé B%P%EE B#r %ﬂosé &Y ékef‘l\fvgngtﬁéle ]a%t }Without undue

. fy &?gli\ ocedures
expedpealion. Ser plsa belew far SurrggaleRefergneaRiandsrdsoper et ri eval

' | agnestic..i munahi st ochem st ry.: onci se review,. .
Thes} Aot MAIeLe b M AiReRhS BRCYE vl G0 TR of Himighistochemicat
stainigg|of bippsy HEPCimeEDDE)E g1 Ipti-ppomst@sMABy ofs thehinventiond sBinding of anti-
progz@;ﬁ‘gl Mlkbd toadsuersainbls akid b@ﬁtﬁuamzéd by @nhidhdbdcheicaDAsthbds) such as, for
: e I e i.SSsu .
instad® By ok A6hoBL W Incp BN LO0mE brAREE Seling L BB o el review of
immynghistospenisEy, Brdiasnesiic prosedurasses B example.cyilier ef a1, Fimatien and epitope

i nformati on can be useful for diagnosis and can al so

be hel pful for selection of appropriate treatnents for

t he di agnosed gastrin-pronoted or progastrin-pronoted

di seases and conditions. SURROGATE REFERENCE STANDARDS

Ant i body- based assays for a antigen in which the

antigen is detected or neasured in an assay system

that relies on binding of antibodi es directed agai nst

two separate epitopes expressed by the



antigen, can be limted in practical utility under
certain circunstances. Such is the case when the
woeb@rmsmse antigen for the assay, against whi clhCamBiogem2793

in test sanples is quantified, cannot be readily

obt ai ned or synthesized. For exanple, in the

progastrin sandw ch ELI SA described in the present

plication, a standard curve i s generated usi
retrlegglrlrl siaggestigimppgolyptoghesistyy: jdsoneise w&w&r‘@m@aamﬂa? gRisidgrations. Appl.
Immiseokiztoaherne.oviale Morgiiol R000)Y I8(B); 228235assay to quantitate
progastrin can be run to establish a standard curve

By sw@m&ejh%dsfmw;lk@d i yejagtscan utifroia suti-progastrin dabs af therpgesent invention
to asSess isswds, foh@iadt distaseNeRbéroad iof prégaicadlis $1lsgié;’:l|for the presence and

dlstnBﬁt?% &[‘:ﬂ%@a@@fﬁl o5 AR fg&% hﬁ&lnbeoljseﬁllrl ?(%acﬁe{ ! Ioﬁs Ly % %o be helpful for

arison o
seleciiely of saam@p@atsrfaea%%ﬁ Ay thﬁedlegmé%gasém-ewnww or progastrin-promoted
diseaprsagd sondithorfsr om t he st andard curve. The linmtation of

this procedure is that some antigens may be difficult,

SURROC@Z@E?EEFEﬁENC@@FANDA&@SObt ainin pure formand in
Antlbé*i;y Ili;agelgﬁz{]st 12%1%1 %ég{%%pxﬁ v%l g]ﬁ ?fi\q: pﬁ{;@%}lé é?}gqt? {r@falsc’urred in an assay

systepr thataehesron bmdlag) ofantibodigs ddsc)ted aginsb by ;epamtqmpmpcseexpressed by the
antigéd) @afl bé finfiel tin b@cﬁé‘a@ Uﬁﬁiyﬂln)ielséfé?ﬁaﬁlecﬁfcéﬁrstaﬁ&%s G?Such is the case when the

Sev e
refers aplifon RO Yt P BEEE Sty plgen R eR FEpleE e giptfied, cannot be
readilyrbitaiaedl erssypihatizady Koy expmaplewnis the pragasitin sprdbvielf ELIBA described in the
presefiDhgLidhton, A st@larticarveti® gbiirge@ sl S8Aid] illBorBWTH soluticd of reference

antlgéh %rl&g%tc m@ﬁ{rgﬁﬁce St andard (SRS) in place of the

ive nolec e SRS contains both of the epitopes
Thuse‘éhﬁra§§a§6t5 qR¥ntithe pﬁ*@éabﬁ‘iﬁ &ﬁ'&%ﬁ €0 teﬁ%hsﬁraestilﬁﬂfﬂ &ﬁ'% ﬁﬁﬁg a dilution

seres AF PIANER "+ a1 FEERL OGRS N BREVE RN BripaRFgamal produced
enableggliastitation af progasiin indgit srmples bmmlselp pfbpeignal abieined with the test

sampBI il roddiid e Raide@atiol (ﬁ%d)g%sﬂrﬁl iﬁirh e bRindehd dueR). aiRdiiation of this
proce‘finl%% ?1{11? gortl%] aﬁt@%g?&%}/ b? lﬂ%c@lﬂ AL ek lk s%eFf?zrgPsS%/U 0 obt%la in pure form and

han e na
in Suffwgt guaptitydo rp&dw 9 PEAgtied) assay deor Ceimlcal pseaFonexample pyrified progastrin
(a prélapiode®f 80 antinb acklus coSilyari podac sisl Hiffidudngt libcﬁ@tbly synthesize.

Thes@lees rﬁggﬁé %OL?E ge\%%f RICA Lgla k)}/afﬁé(ﬂfty ?ﬁfhé %gg}ﬁ%é ﬁ,xISif fof 9rogastr1n which

e syntnesi s

reheS| anﬁ%l odigs tindipg e t tepmingl A 0f thedrepleani no aci ds

A so ulugl}[f L ﬁﬁ pl%b get %ﬁ&%&t{: ﬁe&%rFo%ﬁtg g‘%rﬁn:%r ﬁ%%ﬁﬁ? é%%%)t in place of the
natw? wlectd@ Athe GRS qontainsrbosphide geitenss expressad bh thegrative oralecule that are
requigtdofot tied @lthurdoassapoerablinge by @& al®d detsction dniBedibs to bind the SRS.

How%)ep ks ﬁlt%ﬁéhlgg %?(ﬁ'{(%?&%{ bR 1% ag %%Fﬁéefbﬁ ﬁ?ﬁﬂ;e“ %r{ﬁgr‘];ﬁ% of the native

opria
mole %}S&émat & girpipcad of shortg mc{; ndhep PRExqush thaf the SRS is significantly shorter
than thy datﬂxml"mblemlé yndathinyehindppreddlilg isyiythestaed at desabdnkible chsir
opti mum performance in the particular_inmunoassay in
Peptlm AHiptth@bGRS Si aming agigp ik leasthecan drapastily end regontaricnllyTiygthesized by

existio@pepide Gintehie middagariaus| efecddNed 6t anidRerdofi Sorr@RaAbYup to about
twen Q_Hllﬁ& ?csésqmtkﬂgatﬁé o %p‘pﬁSQSedﬂh@S$§ r%)ﬂrgcrtlcgly T ggﬁwﬁlar embodiments, the

lmkerc%ﬂaﬂqq fzom @EOLH&"?‘Hrtalab@@n%@F@H i, fds indengile "o degun ghout eight to about
twelvs antita axhdsEihll&%ﬁh V\bﬁkﬁ‘s Raid b dgsignetl So estahey Sdajbyerformance by selection

R T U e T

structure: [X—epltope 1-L-epitope 2-Y] mhere epitope 1
and epitope 2 are immunom mcs of different epitopes
of the native nolecule, such that antibodies that bind
epitope 1 or epitope 2 also _bind the corresponding

epi tope of the native nol ecdl e. The SRS nol ecule is
bet ween about 10 and about 35 amino acids in |ength.
Epitope 1 and epitope 2 are joined by a |linker, L
mhlch may be a peptlde or a non- peptlde Ilnker or L

o o S e



Alternatively, either X or Y, or both can be a

hydr ogen atom of the N-term nus or the C-term nus,
woespactisvel y, of the SRS. Linkers useful in tReT/1B2005/002793

practice of the present invention include any |inker

noi ety. Such noieties are well known in the art. For

i nstance, useful peptide |inker noieties include

ly-gly, as described in U S Pat. No. 5,759,551, . .
hydrQhtibbiEHs-125d tiscekes for gptimugyperfogmandejp thy partqyler ifauneaseay in which the
SRS papterde ss afefdderise stAatdardNo. 6, 613, 530, issued to

Wenhues et al., col. 3, lines 38-47;, and the proline )
The gongept foff dha pirregafe neferenpmetandard isdupativ apnlicatle & agays wheyein a simpler
synthti6 Sdnp&md das 3et9€ aé @ sSheghteior al moﬁwbmbﬁéate&ﬁaﬂuﬁléﬁrﬁﬁﬁnd. Thus, in

. et (0] [ ape s

the FREDE perich EERSY g’@iﬁ%ﬁ‘ﬁ%@ BN ahiBaZ e specificty and
detectsdcy anpbedyi fe seeid saecifigitys thentSipasdhe generl goture:

- NH R--CO-.. - -NH, -0-R-NH, or -, -NHHR-CH2-, in
D““%ﬁ?&%*ﬁqﬁgmsag urated or unsaturated hydrocarbon
wher€ Bitdpe ARnt @pRdeY> 24 E%hﬁ%ﬂc@éﬂiﬂéreﬁt@?gﬁﬁéé RE &L BMvORBlecule, such

or. re.afpmtic r |cal.,[S or, rietgrga,{t!ﬁo , .0, a .
that kP13 B ebiopeck  ifong il Diad i Faresbiriig spitope of the native
moleelile.c The ERSimolesu®: ispatweeniabouts 0786, abawg, 35aming 2869 jr0lBgth. Epitope 1

d eBRbfE 1 &8 Yeifed B SRNRR, 1eivhivh. tHBSHL 4 Slh-Speiad GAlker, or L may b
:nc e?ien%gigﬁzd gﬁsilw ed in UbS. g’%\%v&l\a{bwé 7§ 969&?)0 V\iémgelr c;{r may e
ovglelt BORs, KOGHLT S, cEohebe p it G 4 PP Sipe of & Blocking group.

Alterngtivslyt pidier XppioY aen hathy cansbena hydrggenaspmiod éhegf-t@mirysi arshe C-terminus,
respedivells of ERISRSs di fficult and expensive to purify in

quantity. An SRS consisting of the progastrin N
Linkerensefildh theriratioe of the gresputdgreestion mchude any Hiied siolet@) Such moieties are
well RifvirPiahé tf 0bl BBsteDYseBul PRptide lidklK lbietiad indRrine gj’?y,aas described in

r.ogast ki t er mi nal t.0 . 0. no_ aci ds -8
Us. PEORG 20, LSLIR D3R U8, o MG g P o o
6,613:330; issysidee dVigalpies geals pak Aeknes 38 eand ik grolivayichélexitle hinge spacers
discldsed kEU.S. Puic Noas5,683)699, st toeShan edll FartiRd| fbn-FepB8PLiadé moieties are
also lg{egtﬁ éngri gmlag?e ﬁlte' egﬁe(!} g&gug% rﬂila-rjt]—m?er}l]?%% (g'géesrguﬁ ?L#)lﬁeagg fesistant. Such moieties
incluggy der 8ip5e: SHBIAPTENE-RG(, ANGGdER: 10-BRS 196 i ABER G-, in which
R is £ pithrafed -o¢ anianiraicd dydepirboie shadi optidnally sutBtintisl #dddd interrupted by one
or md bicRAAL !rééi'&?ﬂg%%{e Shedhs, 3 gI b Ak feer thtfﬁ Bf Sxy%%h W o J]ﬁllfur atom, as
tides, Shor [ oo eng

. . LWO. pep es er or_lgnge i
disclosp b HeS. £anies - 129 Hp R S6R it beUaiswach teySohen et al. The non-peptide
chem#abBaketuidiedosep i Ui 3 @dt. Noab, 780,069 at Wang eregildo wéful ethSPactice of the
preseQPig\?e ioh. exceed about 35 am no acid residues in |ength

and that sufficientbinding of the antibodies to their
Progaseripie atlinge pestileaif S0Qpiit@pads that i difficileshd &peiaMieaiueify in quantity.

f e t Q.1 de | ] . .

T T

optiopallicipllowed pokort kiper, adfagied top regasttn g iesminaheniiege (e.g. amino acids

72-3() epi belgynitiesized by eomeide gttolie shengytdy sofid phse petidersynthesis. The linker
. - - s - O . 1= - - . .

may llf‘é( bfker, %lﬁl%%'feé{g?fg{ gx?gancep e{nloaérélﬁfw g(r:]lg’t pebiide gi% ntgitl)-}_’) ide linker. The SRS

. creases e
1 useg‘r&]i pisstandaydizing %moﬁ%st‘g% THMPRGREYs can be substituted:;
[ . uenc ' as_the .

In a hifA8: bROGREAL T BrodE il S BELAG, 0 RGiStrlalug peptides of 9
aming acids ¢nchs oriiengllyagonnerdied ppeg linksrispanensobrtwesm the Hve peptides Shorter or
longef Iyreptin @pitepecdontadning @eptidessegnerees can be substituted, provided that the total
length 'O YERS Foks Fo¥f 'efcregd %B@LgéSSg&rfoDa&‘pres%ues W tdheth and that sufficient

peptides of up to about amno acids 1 n ['eng can

be readily synthesized in large quantities to a high

| evel of purity at reasonabl e cost by standard

nmet hods. See for exanple Merrifield, Methods in

Enzynol ogy (1997), 289: 3-13: Also, Wade & Tragear,

Solid Phase Peptide Synt hesl%, Austral as. Bi ot echnol .

(1993) 3(6):332-6. The Progastrin SRS can be used in

pl ace of an authentic progastrin reference standard as

follows. A solution of Progastrin SRS woul d be

o o o o, " o o o o e . o L




woul d be used if progastrin was the reference
standard. A serial dilution of this solution is
wonepaszd) then used in the assay to establi shpciaB2005/002793
reference curve (Ml ar concentration vs. signal e.g.
absorbance). Progastrin SRS sol utions can be prepared
on a nolar basis, providing i munonetric responses
i denti cal sol utjons of progastrin itself; simlar,
bindig of dhsAIEAeS riheia D esive EQETRICERIODS i Eelaingd forddequate performance
ofmpa$gﬁstr|n SRS as with authentic progastrin.
Absor bance val ues obtai ned fromactual test sanples,
If a pepdde linkenisrasugnddetcen dhsrive mpergirir apiapesias desceibed g, the length of
the Pb@aemmSRSi‘plephde lid‘lmcﬁ%‘éd&iyaﬂdﬁh hCofriielinkie®. Bt &aiplt a linker of -Pro-

Pro- éogf @Pc@lﬂt {n?}éagégsthg {otzﬁ %?fiﬁs lglb_.éh f?mg Eg }%S(Z talg]?lﬁ)n%%lcg "Longer amino
acid bpls?@%@%nrl?erﬁ@ﬁt&ﬁ@ar e ﬁE%a]oﬁﬂ‘}enﬁé bejag selectedifosneeasihg Progastrin SRS.
In aquéeeelientbbyinment the hnbehrelska gq;lwbaﬂhyt intludes Bambiefiohs of Proline and

Glycfnlaesuéﬁ% gﬁtﬁlnlrr]le é’es?’goe? 1% }f}[} d&*]éejalh?] g{(y 92t 304 Ptides of up to
about,ff HiiRq I B ecagthsﬁa%f? Hheciarcih Jarge qussifivsstoss bigh fevel of

purity m;nreesqmabjsse@t asy atabddrd amythudn t sSdzad@d ekampgle idarrifetd) Methods in
Enzy%x:%y UBIHVROL 8N5: AIRNGAIIE & PRLRM KBk @H%s%fpgggrge (sjgﬁiﬁems Australas.

or may not be require
Bwtegh gg)%g{;‘@r@yof theySRS desi reg in the parti cuI ar
The PO2aYridBREGn B v¥kd Hlblide dfSin & h@ﬁ“t}%ﬁggés% re%@lggé s at%dgrfd as follows

PR I SN R R LA R N
would MWSW%DEM tsEQfdréhchiGtantiddd. [Apseidsiilution of this solution is
prepded. ‘f'ﬂelfglﬁécpﬁﬁﬁé hdsBy %%st%gilsh(tm%%e%% Wwoncf?r:r ?gjn@s signal e.g.

ab [progastrin [- [progastrin
SOTDERAR RSCIPGGGRRSAEDEN SEQ | D NO 12). [progastrin

Progé.'strg'] Rgrs%lltﬂrg’ 9as bt 'tppepZil?edS(Ql] %%Pﬁmp i rdabhorniee responses

xdenqca]gljo sejytiops 91 %%gw% 1tp5l§ similaggersidentisalstanglgrd curves are obtained with a
progasBINGIRSGOR RIbaRRGRRIAEENN. SERotbanddGralubd bfapted grsi fdtil test samples,

such 85 Adthars Iﬁ_}ﬁsrﬁ’i Qofai 1%5[% E%[ESRHP Qn [h@fl ‘%ﬁ@é)@d Z@t&lg %]RS starludard curve, to

deter%xbl}geﬁ? F%I}cegté%ﬁ @ ggro(gflstﬂx 8y Ppayisen egpheﬂgogastrm SRS
standprdzagpingt aprogastrimssahdaid reod Dnlwﬂx&lperfeunmirome atdaguibseyubntly only to check
accur@e skilled in the art. The optimal progastrin SRS

peptide for any particul ar i nmunoassay can be sel ected
Alterhativelys tthen §R8 avadi ibatsed SRGeperptei abesrbitrary bendadicopasthayneed never be

calibaddt @g&h@{]%%ﬁﬂ%ﬁ@ gei%fbnthﬁaﬁ@a?& Inffedullal Aff f@sﬁ:l‘?s arg then expressed as

astrl n i e concentratlon rang

afbltfﬁwt%lﬂté@?se mpﬁfésoeaw 3 §ogNenipnt sndgel wmf&t%ﬂf SR8nd

The lin‘%@f ?eﬁ%ﬁ ass%ﬂot@&@%@&&%ﬁﬂ&&%ﬁﬁbﬁ&es P the SRS desired in
the Pﬂméeimgle’fhf@ i whish it isr{Q dstapHedr Supaplss pbpragasirin SRS peptides

suitatfle fxtus¢ inprogratrinl BLISAs dmdhidepr ogastrin and anti-gastrin

MAbs that permt unequivocal identification and
roggin e TSRS QRBGBRSARIIEN, SEQ aME:40).

irosRR it e e B SRRPIATE CiRR AR BER G SH o gy 10,
[progSfgy 'I@]'dl g %@%%?@]@ur R 8?5%}'(}%@AEDEN SEQ ID NO: 12).

rad|0|nnu asnon

[progasesi $mm@mrymtrm&(ﬁ (S WKPRSO)QRRGRRS AEDYEBE SEESRYSO: 13).

i mrunof | uorescence assays (I Fs), i mmnohi st ocheni cal
[progasismy-91-Pro4Gdy-Gly-RrasProelipfdgastin A286% BWKERIQUPR GGHREGRRSAEDEN,
SEQ @NO‘ qg).i nstance, U S. patent 5,932,412 entitled

"Synthetic peptides in hunman papilloma virus 1, 5, 6,

8, 11, 16, 18, 31, 33
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and 56 useful in inmunoassay for diagnostic purposes”

to Dillner et al. for exanples of routine diagnostic
wazemy3rmsb hods. Suppl enent ati on of the panel oPCEHEE05/002793

with one or nore additional MAbs that selectively bind

particul ar gastrin hornone species provides the

capability of specific identification and quantitation

of pno t.ha strin hornone species (produced by
[prowts&éﬁ‘ﬂr}% o Eﬁ%gﬁgﬂ’r? -Ryo-[orogastyai 72r89%h to t he
(SQ@EEQHEGPPGGBEGRRSﬁEDE&I$EQIBX&MQB¢ addition of a MAb

ective for the NNterminus of the mature d 7 form
Addm@nal ipatentid\sequeasesrafipeesapttin SR Sateptidasicnd B¢ regdilyideterarined without
undueekpérinsentdtion by one tkitled thahé ait.i Thd d)p’tﬁinza @d)gqstﬁﬁlsmsa}iep@db for any

partlgtgaﬂ ﬁ#ﬂn%asgay arl WY dﬁgﬁe@ﬁed 'bp t&?ﬁ%‘%dfda’t o0 ag%ptt 9 161 ﬁlggunoassay

I catlon_an
systeghd %P%@%&%rr SRS pppsidorh %tmmwé%lﬁmlq ProBARTImR the concentratlon range of
inter&it omdea theyconditipasi@lg. of teipomtira ahdidnivgtramgth, and divalent cation

conc@iﬁl;dtloﬂéﬁg%ﬂﬂéﬁs of the invention and al so a MAb
sel ective for the N-term nus of GB4 al so all ows the

tation of G34 in a
PA}@@ﬁgﬁiAﬁqﬁgfﬁkiégfﬁﬁb@ﬂﬂ@ﬁgag , addition to the
he prgpeatt inpfentiompevisles dent the dirst dimeapanefsaott dnticpragasysand anti-gastrin MAbs
that b@mﬁp 0BeudfodhiC Aldntdcatis g thntl %ﬁﬁ@lﬁﬁb’n fow rptrég%gtrﬂnnéﬂar PRk a sample.

ROH[A e ﬁr?min%? %[ HI %thﬁrﬁdthgwgé %E?% d&VF?t %r 1{11'8}9 al{se(gJ 1nct[ucle but are not

hmltﬁqnf(b reﬁ%xm@:hn Qé‘l reenaserbprtorgaays r(EhISﬁﬁ),aradmmmunbﬁSts&Y@ (RTAs), surface
plasrdr kgsise@astypienashdyis (@fg tHl@cdré@-@ﬁiel £0ays§; i'ﬁﬁﬁunoﬂuorescence assays (IFs),

1mmﬁgﬁm't&géﬂlf&?lsasgéysghﬁé ) Rt ﬁﬂod f?usg) RN or(lﬁ nﬂ\éplg?e o§ R é?r instance, U.S.

I
noni

Patenftér%é b4 enfitledy |Sﬁml1‘}6‘i1‘iﬁﬁﬁ’8d% in hupan pmﬂ@nw@usﬂ dppat-dit 16, 18, 31, 33
and $®usclidse iminunbadshy for didghostict purpéres’proeBilibr btalefrieRBmples of routine

d OIRAS56H0dl.! such pairs of MAbs of the invention
mgﬁﬁg ﬁ%lnat?%ns of two or nore of MAbs of the

Supplemeatitionvf tid pardho$ MAbS Wth e e Miort RYUEIRbhAMADS YHatl Selectively bind

part1£1p% Qg‘satﬂﬁ ?10&1?01%%@?&@ rﬁ%%d%et}lg 5%)161 m?’ gfe%p@gﬁ,g ncfeg?f‘ cagion and quantitation
of meye §l@% ,gpstgp %Bm%p@gqst(p@ﬁgce@@y processing of progastrin), in addition to the
prog@yarit ihiansemptertive pranplt edlditioneda ddABBele@ivedbrt the Nsterraids of the mature
G17 Fét cfg GhEHoVE! '&e&%@e&i h@&? 1b8§1es°‘ Hﬁi} %%ﬁl"f)@ ?t?er_s%ggﬁc identification and

ons | erln
quan({zBon, pLMmaRER: G diormaphe: SRS Mg 19 RoHeTiicetiomansbquantitation
of priogastimpby dlteeanti-ptogadhtin $AAB DS alyes pfesent liavegtions c $imilarly, a panel of Mabs

1nclu§i‘ﬁ§ L %ﬁ-@)rc%gastﬁﬁtMﬁBtof e ilRnfon H\" Qfs? Qi %bl‘é@&ve%ﬂhg N-terminus of
B R D e
abovaredditiah go dlie pansl pf eddAD sehvtewt foorany pamibilan gastrirs hafinone form can be
used @(ﬁkdp@é\)ﬂi}lrtﬂ{ﬁbﬁf&ﬁﬂaﬁ% ﬁﬁtJ the ﬂhﬁjfhearfwﬁ%@ast (?ﬂgﬁe gé‘r‘ﬁ@ﬁ‘lﬁf Sdtrin hormone
form 30 e SERRIP 15 g S\t AR B lels P o hnB chiplaed with the ant-

progasisirHddd of digcinversionods i ncl ude micro-chip and

array hods astrin ne_ ant [
Ot spiBRG ol BHeb0 e kiR Sty ASVETR 6 et Btion agantitation and
moniteiripg of bther faxms F igalerin borneink evill ds Smynediatedy aptaemnt tuihbseast skill in the

art. ’Ph rééeﬁt WivEdtion %E&ﬁﬁasﬁ&léllssuéﬁ Eaﬁ]ﬂs FMABE of fﬁ%tn"i%ﬁﬁon L RBlombinations

to Garyantes et

t t
oftwgmm &W%ﬂfﬁf’ V%ﬂﬁ‘%’ng can be by any one of the
The NRABY 0? tt?é Ere@én’t GRRnALA §¥iﬁ/& Ctgéle %{Eaﬁy & E&ﬁra?éf? rdg@yn%ﬁ c’:dée amounts and
?

[
Q=

de
Det eCcti on I nst
ration P UTEH RS oPE APEEAAE & LSRR ShARgeE0sifns dol ehjrin-hormone-
speci fic bionol ecul ar reactions, such as
ant i genanti body bindi ng. See also, for exanple, U S
patent 5,981,167 to Tarem et al. for an application
of this technology to enzynﬁ%ic assays. The technol ogy
may be applied in a continuous flow node and is
equal |y applicable to detection of antibody binding to
a surface |nnDb|I|zed peptlde or proteln such as a

. N a I T



conpl ex may be detected by binding to a surface
i mobi | i zed anti body specific for an epitope of the
woaomsretssgastri n hornone (GL7, G34, Gl7-Gy or pGBABLIBNH)02793

binding to which is not sterically hindered by the

anti body of the conplex. Furthernore, this technol ogy

has the advantage of high throughput applicability and

hi gh .sensitivity w thout the requirenent, for a .
promole; Feapss| a.ndfﬂ’égl a%cffqr Heteptionsandtdiagnpeis of sehiseages ¢pd conditions
in pateafsuuffecng i therefroini sFacbempiaglthé lakki)gastrid MAbs of the invention can be

incofp GhioURSACARLR 1hi ﬁg%eas%@)é@reaﬁn b ﬁéﬂﬁnts%ﬁmﬁ S)F )(/)tshgfsjﬁilalogical fluid

as rar instance, fro S terla C )
for bR ALt Dy el LRebL ot andife SUsFT: Ao GOdGaY eestrin hormone
formgast ri n- hor mone forns and hence to di agnose
astri_n- hor none- pronot ed .di seases .and _condi ti ons. The
The Neps o6 e eseyt wyeniton; eRpabipations gf pairs| of MAbeselgetaddyom the MAbs of the
inventiony emd panels of Mykissofsthaptestiteinggntionfare particularly useful when applied to
highREBG&Tuf bRHeas."RAes mﬁ%@? g?lﬁ%%ﬁi@ﬁ)e-éhr%ﬁ I@Hd ‘flﬁ&ﬁ'—z{gﬁea@ Methods of gastrin

The anti-progastrin the in n ca )

hormo e SRLeFHotp M CHELES 53 B (9PSH $nARicRels geslide,or ofher
assay snrstrite,stictoas aplafervwith vietnalivells gsuclyas fdriimstetme,rthmelesfooibﬂi;in U.S. patent
6,56%ﬁ§ ﬂfo;(gagr?aggfgéérﬁ ). el]bneﬁ?ctilﬁrzbﬁﬁihdtﬁrg%fg& gct? 9? all(lgqblﬁéng the fah§ State-of-the-art
detef, Y8 SRR SRkble n Derdclon qZChibding ean e dgplistagce, by surface
plasmgn rasistanpd SV chrmges easised by spedific dinmalemilarasactioos, such as antigen-
antibody bRAGE. F52B alsoa@RRirple,A1.80padterd IR Taiddsl RBY for an application
TR B ML O ———
and {spquplly, apRlicablgctof deiqetion ofvanidhpdy Haipding do @i susfeeimmabilized peptide or
protedd, Sactbes & ganripbomb@r, bnfodthd aeeRECsld gakrit-AMTbRAY tb@PRx. The latter
co8 08 L oA PGS P Sl s e o
the fyPh E%S@rérail?WHSf(thﬁeG%ﬁ%@bfu@n #-Chorkinding o whicfis not sterically
hinddrbieby theemtibody ofthe coeplear Enitisralore, this &h@dlogy has the advantage of high
s SRy R EAAATBOH e ol

The VAbs rofutte paRerCinve@ibnf ofc hlRer @Yl Ofor CRMha@hdhistochemical ([HC) and

. ' [ rl-y. . di.seas the, . . . .
595608 S S, St I s, fm. gy ot
Suchigralyses siah b ysedde dsieshaherranlevelsefiindizidyial gagwin-hormone forms and hence
to digphasenmsteinthotmbnspropasdd dissases @hd thrlitignesent i nventi on
can be delivered intranasally. Such pharnmaceutica
The Mabp i the dpresest dnysatien atd akse yusefibffon privertiond diagnesieand therapy of
progés&irﬂhbrﬁfoﬁ@@)ﬁdﬂv{(ﬁe@ BReEREs 4rd cohfli€ioR. eﬂﬁﬁﬂti%o@istr%rﬂ@%@)éf the invention
- - br i es. or conditions in .
can & FARIAAL i RARACRED AR pE R st ATl et paticuta
gastrip; herpong fefmse og‘?ﬂ for swampler Ve mstent 639haPP drieecin aftemity 299 patent)
entitlsdl f‘Aﬁﬂi-ifmgor_fE@masmibodibsé’_&aﬂsck?ﬁmw adi Fubidnal Hgments of the MAbs of
tic _d.n N

s FOBAETRGHo1 s SRR 00 A, GRS Ty s
(see the a?%@%t%@sfpb fra%melﬁrctgg%vppma that dpiBineie @bdigiateekind fep gastrin hormone
formgorvdiith trey.ard\diredtéd can yigo dednmotpited inth phameReitic@tompositions and
appli@@qip@}ﬁ:%%ﬁyg Red IRt <dop ‘ﬂaiéﬂ??oratﬁefdi‘tpﬂﬁﬁna%utfclldp Géﬂ;ﬁd‘}ﬁions. The preferred

fr t. an anti-gastrin MAb” particyl ar ..
routeh g AUEHALAR Of JHE PRAFARACHT comRoSitRYL AL gninveitionrigelude parenteral
routes p&admipistratdn, aughasstsubevtqmeousiy, duraisedsdy end maadkinbigin  Additionally,

the bl 4Bt NG 33 ALIAIRUHerdpyabf RIRY AN USRS CharBbulMly discases of the
essi 9 di as%hor

reduces.the rate of progr of the S

easteGBE el s o pReeBR SRS o B soRtiogus SRR s an
amount that stabilizes the disease or condition; nore
preferably still an effective anmount is an anount t hat
causes regression of the disease or condition. Mst
preferably, an effective a nt is an anount that
conpl etely cures the disease or condition
Furthernore, the MAbs of the present invention can be
applied in i munoassays for nonitoring the progression

. o o, o R




di sease or condition. Mreover, the MAbs of the
present invention are useful in nmethods of eval uating

wea 2pemgzesovri N hor none bl ocki ng treatnent of a pariiBwn5/002793
suffering froma gastrin hornone-pronoted di sease or
condition. The nmethod includes the steps of: a)
obtaining a first sanple of biological fluid fromthe

nt prior to or in the early_ stages of .a
Altel@?fé‘af fhe. Pharmaesubicali Gpmpositieas| gl dhe gressphdaventipn gag be delivered

intratdselly. | SBd;h plmnmh&ubyalammpmnmam gyrtivatahigdiset)] when administered in an
effecﬂbé AhBhd Jorths Bﬁa@@nﬁl(ﬁme@aﬁ 0 a&h Yo H&E C}%{Hﬁiﬁtefdr(ﬁé'é‘a&g ©r conditions

nt.after a swt
in pfiRhls TR SuptnetoRos Tael Lkeliiopd of) ol diteren; oh popligons, treatment of
patiehts\adtieadyf sufferiga iomi suchrdl&ela@sm@omcﬂtlwn'pﬂm tharhimeutical compositions of

the 1h{7€ﬁﬁ6ﬁ19a§@kﬂs€ﬁis9ﬂﬂ fo@ﬂlecélfépﬁﬁbt{‘ aftspﬁp%{sem 18 darr%EfPHﬁbfogressmn of
as 1nal n.t %rst sample"wth the anmount of

prog%spggggﬁ}o%l i fﬁ%g %g P%anml e so as to deternine the

An efibdtive ambuff ot{agtﬁ’qaﬂﬁ&gﬁ’t%a[ &&nlgi g%hqgaﬁ %Jlﬁeg ?IK irg&:t or functional fragment

tr eat ment above- descgri
of it AR MAD PRRRU Y o AT GHALEHERIMAD B thacirgation for the
treatmerd af pegastrinprangted diserse ios cqalitiands defined agah aadolist that prevents onset of

or re@hde8 tteahte Waﬁig'r@sglon\ﬁ'ﬁﬁfeedﬁéage 61%0931t19§%§ﬂeﬁﬂ§fefagly an effec’uve amount

s on Bl L B S0 s e Pea bl Sh s Bamount s
amounh thap pasesiegicpsiemed ba diseaseiod eenditidno r Masti peferahlywan effedtive amount is

an arR@me tHah@nepl GEl lfytdufealthedagéagé &vondifiog. met hod provides a

measur ement of the progastrin amount prior to or in
Furthetraoreathk \WAba g thegfresenemtventivin can daepapphedj&smnnmorassam)fc& monitoring
the p@@&“’éiroﬁ '@"gbﬁnﬁfhoﬁﬁ&%BﬁqbfédQﬁse%@ aflll cgﬁﬁlﬁ’ Qt‘ésth level or amount

of pr?gagglﬁéasklac%saénglgglggq%]ooﬁﬁe ﬂlgﬁe‘ess ngéﬁtﬁtlng]gt & Ixé;apy, or ol‘ progression of the
diseagq grenondlifien.The progastrin bl ocking treatment may be

Mordoaé&rs thee Vel dTi thé ipadse@NinQéntdAtdre I%é}ﬂlaﬁltbﬁa'eﬂhoéé" bif Besl¥ating a progastrin
subst.a

oy £ 5D L BB i LD o s o

cond;tqom fTeeimethod incdydes therseapaofiri n anti body, particularly a
a) obtainiyd frshsaislé BO BiolecuD flaft friadie paicht!PRdt (6e4 iR fhePearly stages of a
treatr{'léﬂtj y human nonocl onal anti-progastrin antibody, or
ther nolecule that is _functional in binding
b) deﬁ?raglags thedevelpEprgpasiinin the{ieshsaminle by aninynengagey method;
c) oltainipgsise¢omdsampltdfditdogicdl fkid forh dlie [mtiefteifien d ssiedbld @8e within which

thetn%é{ﬁ}@ @lﬂdﬁgvecdgrgﬂgwl ng progastrl n. Such screeni ng may

patfe or | aboratory sanples
9 d%%f%@es the eyl 8&?1‘9&?%%'& gl seGp aap.lfg % pnpunassay method,
) qoipppepthadetertniked amannts aoft rogastrin émthebfiely safmplehwith the amount of
proge@frﬁls BDhel QUERY & le Téaea§< dot d&ehif O Ml bific eysUf ttl‘f’ebht%gastrin binding or
bloc er and reagents etecting an interact
kﬂfé& sarrpl e and ant i body of the present

r b
The lfbugr'a%éscggﬁd Lliéﬁ?d?{)g@(ﬂl%& gf) egzggﬁm ggi}f)?a%tr gnﬁlng @éa%g?nt or blocking
treatrpenth a’élaePaéIPmblSrﬁﬁ”r*@‘ lasly el Phigeali w¥ctise, where ﬂwyg@rf decisions to
procecthavifir esethtrabentientegiaren dihmmothengamtbedritichletokiht oafBmBEfor the patient.

The RERYd gﬁﬁe fﬁ%séht llﬂ\)gir'h%ugl dﬁiaLME fﬂﬁyr% @&ﬂ%ﬁwﬁ Po Basd Ql%lésg critical decisions.

as a e reag ent
The BT ginyden mpssiismipnt B the RSESSRIORBIUNS [RF Eher (1 thsi arly stages of

treatrgait winil govidesaoneagu emus neabwements oPpedgastainl at, onsh@nmbieeperiods after
1n1t1aﬁ&ﬁ&ﬁf€atrﬂén@\ﬁaﬁﬁﬂla!r§/ vtlch@kd1@shirhént & SQbitdd RURRE BEgunttQ Be effective.
solid support can be chromat ographi ¢ nedia, a
plate having a plurality of wells, or a mcroscope
slide. Wien the reagent provided is a dry powder, the
powder can be reconstituted by the addition of a

sui tabl e sol vent, which may14be provi ded.




The kit of the invention is provided in a container
that generally includes a vial into which the

wanbvicmazhgy) anti gen or detection reagent may bePEIAB®AS/002793
and preferably suitably aliquotted. The kits of the
present invention will also typically include a neans
for containing the antibody, antigen, and reagent

b contai.ners for commercial sale. Such containers nmay
The PﬁQﬁaEFHB%& cing; EeaiBeRt AV PSPASHVS admitisiratipe of gati-peagastrin antibody to a

patient.alThe arogastein dlovkthgaabistanmve mdy zmyr grogesasblacking substance, including but
not ﬁl’ﬁﬁ:&! PR ant%-idﬁﬁaﬁﬁn %Eﬁ&ﬂi?t g&’g?ﬁe gacﬁlﬁﬁérﬁ:l hu; dﬁe&/ﬂ’o%rﬁdﬁnan antibody, a

| ue test tu
b B e S ] S Sk b ol i paecule ot &
functeted iht bisding praghgiripr esent i nvention concerns
i mmunodet ecti on net hods and associated kits. It is

The FrefRas eﬁikfehh@{ aRoOfRsides NtoftipoRifibhd, dBethb R Hﬁd‘tk%stﬁ?rs%féfemng samples

X e e e
laborgtqry :Sel’ahléieswwﬁe Plecoptainipmer pradiesing sish armwyypisptidarpA dytexn contam an
antittody «bét}&qiresehmaéﬁtiohn Thpkitgas tcohtamnd mlﬁblﬁfﬂuﬁéﬂﬁﬁﬁre%ems for detecting

an1 128 ﬁ)?ltﬂe'tx{?e gg&l | ng%rfi’i 5?|9fr 121? rf)‘f%?rﬁ e gogeg‘g foglded reagent can

be f§ Eﬂgelﬁnid B?reacamhérhbplﬁa %ruéﬁZYéfl%‘F@'l‘}{J}ab@Pd ageptt |cmabls>r of binding or
interactinighyaitlyan anthodyodfithgprebeat Baegtiod. Wi t h an anti body or
peptide in accordance with the present invention,

The w&giﬁft of eedii daﬁ% p?&fuféat ds\8liduid o gél%ltlfari:f tlf%héd)for?;%drl]@gugéort or as a dried
TR AT S e

aquegies sdutionn Rypferabiyimdworthe moagéns puatideshnis atteched 1td aksotidsupport, the solid
suppbﬂ&:aﬁlfbb,chfd?ﬁat@gféﬂmé ﬁledﬁl—h%t Htc?\ha\hﬂyﬁ']ﬂlﬁla% cfferls’ or a microscope

slide” Bl A4 oo brofidBd s L e o o b b s s the adiion

ofawét{abl@tsplypptowh@hmgé)gprqw ysi cal parameters, such as
for instance, surface plasnon resistance and the |iKke.

The kit ofirilkee iniveletion is peckidddhinda containeChapp&srall rlﬁﬁhd&ﬂa ¥Rl into which the
antlbg§§ %ﬁgﬂl (frrHe%ﬁgh Fda erHSI‘l’Fa OJe ade@PSla Sprgféﬁ Pfas?hlt%bly aliquotted. The kits

£ ik adi or’ ap ﬁ&” &lch
of the |pEeSEMAPYEon §yi SPiSHhCRClyEF Ganenns d9t. congpining dhrapntibody, antigen,
and laalgmmpagasemﬁyr aoomereial kalau@ocl bentsiners adayainslade® pstidy containers into

Whlcﬁ &H@de@ﬂed hgﬁ réﬁa &%é%daaﬁd %né SPﬁ’xB l?e%ﬁ %eﬁfca{% n§ucg as chromatography

ecul bi n
matefil, SRS BRE PP F1 (ar daraRais AkihlS ] Fhemial for the detecton
reaGtE))(AI\/PLES EXAMPLE 1. Production of MAbs to the

t nal d of Hurran Progastrin. The pepti de,
In "{S}L d(? M. o e PIERRRE (Ve iopceoncespe) impumoretagipn methods and

associasedt kitni figs pheposend that progabirie g peytizle fradmeMAKREREE Ay BE@mployed to
deteck Qnmdlé@avfﬁ r fiy PIREREL "o Malte Elo}lggargfﬁgdll\% h@pgﬂeﬁql accordance

with ﬁ}enr&rggené @&%H@emaﬁs e%piogy%a&él Q@Wrﬂgpg}e #rogastrin-mimic molecules or
progastsinrepitdpedcbytaipingspeptides: dls gériechl pthasemptiptis déll stydideefiiss obtaining a
samp[@id%ﬁéi:@édquoon‘fﬁhﬁn@%h' AfeBSor] ﬁ%ﬁﬂ@ OF Qﬁtﬁ)q)d%' nc?o‘ﬁta%ﬁn% the sample with

R TN N

the formtioeeft anymmtmne(dnplm, dng Hteheﬁeteatmgihg pres¢ieD Pl jhetimmyuinetanplex.

r. con ate. The nunbper of peptide
A vl PRt odsioE et Am B AL DA Qe Pl sepvn in th art, for
exampled ELISAL | BIA,t emueobjletgét.g, vias Blot, nslbtabind, ages@m blot etc.), indirect
1nnndn6’ﬂﬁ6l‘é&%ﬂee T&Né:% hQﬁcﬂ lﬁ?e?hd!ﬁeﬁaﬁ"’%ﬁ &r ﬁéz(?ﬂ %? 'aﬁges in physical
nﬁ%rlfr d

@
ent S %
Para%eé%rﬁ ﬂ‘& a&%cfaaﬁla’e SESIFtICe Prl}ke foRf, widely used
t he heterobifunctional crosslinker,
epsi | on-mal ei m docaproi c acjd N—hydroxysuccininide
(e-MCS). The conj ugate was B%rified by di al ysis
agai nst 0. 1M sodi um phosphate buffered saline, pH 7.3
(PBS) and the protein concentration determ ned by the

Lowy assay. The substitution |evel of peptide on DT




pepti des per 100,000 Da nol ecul ar wei ght of DT) was
determ ned on a nolar basis by am no acid anal ysis of
woOheresporgsagat e. The di ssol ved conj ugat e was t hedT/1B2005/002793

formul ated as an i mmunogen with Montani de | SA 703

(SEPPI C, France) as adjuvant by m xing the conjugate

solution wth the Montanide | SA 703 oil at a 30/70

rafio (wt/w of conjugate sol ution/adjuyant). Mxing _
methqg immErcepRiexFomagtionineeteciad hioyeb B use et § labgheuchss a radiolabel or an
enzy@acdg (sudhaschllialihe pRospyathseger lorseradisnperayidatey Additiomd advantages may

' fi0r {: t Qi n : 1s

accrub qﬁoﬁéﬂe% ?%oﬁgg&@ﬁ% rﬂ_} %1@% Fﬁ%&ﬁﬂﬁ?lgzh {%/I % s@c'agcrl gnﬁﬁ&ﬁf 6jr an avidin-
couple mqletiie for Wigf@éotw gteddigand; eqrlgs twﬁwggwe%ﬂwn in the art.
t he peptide- DT conjugate i nmunogen/ Mont ani de | SA 703
in a volume of 0.1 niL. A EXAYRLESjection of an

EXAMEE itlpfi"ro&’ﬁkﬁlﬁm\’iﬂMﬂbééﬁﬂhk gr-&@m\iﬁﬁleﬁd 3f HRimanherolzhdtsin.

i nj.ec . ri. o) [ . .. .
The JeGE S YRPREDERE N EpiSt R 4T Bt SHOBEND 1) pontaining the amino
acid spgpensa 1c%ISWKPRERQPHEERMRINO: dd) of kumanepregdstrie dormiing thg N-terminal
end &plitapelar huffial SRoFaseind TElIdviegll By thealiflte 'seG@inte LPRECYRY, was synthesized

' L. illed in th
comi BRAER R Bt C MR > 6 Vet o
The Rptid wdygﬁa%;@%i: iﬁgcailnqmnlﬁf)gép@qw& aﬁﬁt;o”alie'; 0 BRIN€Erfthus of human
nga'éé% Ragiol Tre Belin o i Ry e THRE f iitheie Graf T to ield
a pe;mqlg-cgjrlegmon@ggte.\/\/ﬁe mypakarent paptidCanits sabstifitethon saeh DT carrier was
deterch@f¥d)and AR\ confhgh@Reas fdmidlRed i infnlndBEd. af gy téchniques used were

j t P , 1988;
o5 ded LR IS PRt SR B R A\ Bl of “Techini ques,
BrieflyRéhd p&irle Wd&%t&ewﬁ%ﬂ?_c@ﬁﬁgﬁed o thel &Brier WiHURE B&GroBl G etional cross-

. . Were.boost ed. an i..p..njection.of O of . fhe .
llnlferabw&?%r&aim&@aa%gét s Yoyl arsARistion, (sRACD o ghe Sonjugate was
purifigd by dialysis against 0i1dheddium phespbpfe duffersd|splinet pH 1. hEPBYI dnd the protein
concdnttatien defefthink@lby St e@irprasly, NYRY kebsaRkibe 1WRS o @Rtide on DT (14.7
pepufS 010G B 051 NP £ GLMBegh By S BRIRALT By amino ac
analygig of dbes pepringaiel Enodissofrrd eqnjugateswps then darmylepd £ an immunogen with
Montasidb aSAﬂgomySEPPdoananpé)oﬁu@djm@zlnMwsmtx%gtf e fénﬁt%ﬁféi §oflition with the

. 1 Do -
Mo GRS 0y 039701 B0y BF 0 R0 o RN BY g, ising ws
achiegedhpy fisapingdhe eprEopHAL Yolumes of qaph Hquid e agyringe andAheprrapidly passing
the saletidrs bpcloghdciortly bamieeibthilyandaseamdayrihgesthamhgh yn &terelociinghub.
_cell culture nedia obtained fromtissue culture wells )
Micecwateainiially inmyniged bynies ndactiomtwithdy! treg tofethii papkfierBT conjugate
immubgerdMoRtanide ISAOWBSH lal volumd18f 8.4rBENI A gecond iljyctidR @ sin Qdlentical dose

' I .antigen a conjugate of the
was @%ﬁﬁh{ggﬁ:&%ep fg’% tﬁ%r@g}éo?lfi n(l-9)-PC |inked through
To creft€ hiyBRAGAA! prédifid NRfAbLs@tiPe YiriRe Netekiingd BLMiRar( BS83strin, spleen
S L munol ogi cal _carrier., Suitable ELIS teq%nlgugg .
cells g'f)glatg% Wu{llgef %bc Jverg sFtigntpﬁ s?aﬁlgar (POUSE wé\},ogra sionl partner cell line
by standapteshnigieswvielt knawa tpi thesedskildadoin. thetaib| Seeefor instanss, U.S. patent
4,196(®55e MRiFod dreskothyeinghukreh odlte® to Nigapea® ki ey il eRelldeddd Methods in Cellular

r odus i bodi hat h : . .
i R SE R 10 YRR foprd G eyl il
Shiigg WV ¢h deeempptand §9;» San §rancingm A P80)cBrilows snssLaner 4ntibodies: A Laboratory
Marnmiht @10 Sprin f #artr ddberatbrvVRiESs,t 1988 NEolb): Menddlsval Aefibodis: A Manual of

n . ri [ 1wt .
rechf B RGBS, g ot ol 12 00 Mgl Bl Rhfed vt an ip
injectiggoofel).1 meheabovedrusailed pentids Meprgugate inkBS daysaripsito collection

regi on of Human Progastrin. The peptide, SQQPDAPLGPPC
("hProGastrin(6-14)-PPC'. SEQ ID NO 18) containing
the am no acid sequence 6-14 SQQPDAPLG (SEQ I D NGO 19)
of human progastrin, formng an N-term nal region

epi tope of human progastrin, followed by the |inker
sequence -PPC, was synthesized comercially by
standard solid phase peptide synthesis nethodol ogy.



The SQQPDAPLGPPC peptide (SEQ ID NO 18) was
i ncorporated into an i nmunogen to induce anti bodies to
woOheosN32980 mi nal regi on of human progastrin as #esaBiob&a)2793

in Exanple | above. |nmunization and isolation of a

fusion designated F491 was al so perforned as descri bed

above. The sel ection of hybridonmas producing MAbs to

the N-term nal regi of human, progastrin was )
of theitc sRIgAN §%d?‘?5yth§ci’?ggﬁ'i‘%‘§1- celpf‘laglf? giiQn Qf dyhrie peedlp jags done using
hypokartinineé-assnopterin-thymidine bipplentented medig, 85 rigboeibed dnadishell and Shiigi.

This &¥dnBREYdebi@ndtBEFY( er m nal regi on of human progastrin.
Screening was by an ELI SA using as target antigen a

The fighjelgtive stepfpr isclathgy hyteidsmas pekducing 8PADLI® the N-terminal end of human
e e
the hylyid gl ineis; ‘Abs teles6pP of pallesrasipiBE apklency eesisgeamlised by screening cell
cultucd media@btadd fgrbrtissuet hidtirepweldcarmtaining isirpds elondshidl antibody to the N-
termiBRAUEHA &N Buhs! {Fih (e sbdenfRBCWRSEY GRBhYGRLE EjL'iS;\hL?sing as target
U Syt 0 b R T
cystepresidasy bovine Hease diiyinnin (BSA)| ad andsmeotogitet icgmizt.edSuitable ELISA
techn‘f’cM%%s dre h8wnto thodd Qdﬂe?i]in:%hedﬁ?,('ﬁéﬁkﬁ eRampleOIAGHILD Qre_cll_ sted below. Stable
o W B LS T i g v
hProGigstuigdl -DFC-Badki qogiughie imitherddlI84) t@sts ddputhnsremthod( eight hybrid cell lines
were GHRRERR DN ptcdmed MANto thb)N-BrmMaNBid of 8@ frbghsBin. UTRse hybrid lines

1 or DA : i CPP-,
o G B Rl PE SoRSES Y 0 et

h tid t hesi t hodol ogy. Th tid
EXANELE Jo Papdution o MAbs o Soiermansliregios af Bumandirogastris.
The peptideCSQEYID ARISGBPC I(thPeoGtring6rd 4)-PPC’a SB(EER Nih €8) ¢dhtaining the amino
acid %ﬁ{mk %SlﬂsQQﬁD%ﬂ@@%h‘_‘) W) B ﬁgfnafé Hggset{igﬁdﬂhﬁg Gn N-terminal

. .p. Lnjection W 1 0 [
regioR (it PE HURR TR Wb Dl aby e Pkl seaenss| RS, oyes synthesized
comnikrdialy by fandscdsalidi phpseceptide syhtimsis ntttintdologly. dose was
iven three weeks after the first iinjection. To create
The SQFDAGKER Prisatios (XEQIRA:skS) v inedrmassied Higo an immunogen to induce
antib@liese mmthmg\l-ﬁmhmtmegifﬂ o daintannprogpitee s Cédstibedr BiNEkAgple I above.
. } r .

Immdm/e gfrlréf? ﬁgflagﬁn }égérf tﬁlﬁlg#%&%ﬁt‘(&teﬁ%@lé@ﬁ%&% ,?g%f?%%%%s described above.
The deRehion afiBForaldonde peddubiad MEBY & the NPEREUEE rédiéh bLsiRdh progastrin was

' T ' . [ for N
oGNS AP o UL i SHLTEH O D550 5l o g sl
cloneg r %mlbﬁ&%mthﬁrlﬂg%rgmql egiers ok Buaen progagtinc Sicregnipgwas by an ELISA
usingfas oatgeéttantigencd campigateadynptising e dyathgeé pgeidt hiteGusdin{614)-PPC, linked
througl @%%‘téihé—l? f bdvite Jém% Ll dsBéAc)'%@ %n iﬁﬁﬂﬁn@%gﬁ&tda%r.oétable cell lines

[1s,produci png, anti body, acconpl 1 shed By screenin .
were pfigined By fyics cloBingregybebriddbet prsiced wnsthedies ihabaungdq PtoGastrin(6-
14)-PREAB 3A rbmggate irgthe BE IS4 e Thfeo hyburid cdibliyestwerd bietainbd that pretuced MAbs
to i thd ih r ' : . 401 )
o A 0 SRSl T SRR LM v s 11,

MAAHtT"gen a conj ugate conprising the synthetic peptide
hProGastrin(72-80)-PPC, |inked through cysteine-1to
EXANRL:8. Beeduetianiod M Abs 83k Caterminal endi nbHHogiandrogastrin.
The ppfifid, @PPGHRRYAEDER d“hﬂ’foG@étriﬂ‘@EQO?-PP@".ﬂ%E% b N©t 86) having the amino
i bo

. [ C ' t i es t.ha .
acid ieiBIGR T I ORRUREDEN A0 15 IR offlbiodh et B terminal end
preceged by thebinkerqsppenge (-, wanaxnthgsized sonumareially hatstandard solid phase
produced MAbs to the C-term nal end of human
progastrin. These hybrid |lines were designated: 495-1;
495-2, 495-3 and 495-4. EXAWMPLE 4. ELISA Titers of
Anti bodies to specific regions of progastrin The
pur pose of this anal ytical Hethod is to detect and to
determine the titer of anti-progastrin antibodies in
test sanples by ELISA. The anti-progastrin anti body
ELI SA of the invention is based



upon the specific binding of antibodies (which may be

pol ycl onal anti bodi es or nonocl onal antibodies) to a
woRo@AsSLIsd N pept i de- BSA conjugate. Bi ndi ng of PO®1B2005/002793

peptide in the ELISA confirns that the anti body

specifically binds a progastrin epitope within the

progastrin peptide sequence of the conjugate. The

pept@rso 8@%{1%2@%}18@9&%% g%%t( Zagﬁﬁdggévgsfj ir{g:ggqggt%g irtltcr)] eant ir}rrlr(reu?nogen to induce
antiboBies teethe Crtafrhingy ofHONBBArodaBirinGa dlesciibébinTZRanPRE-1BHA;2 above.

. and hProGastrin(72-80)-PPC- BSA (respectively). The
Mice gyer duitielyy ppenized gt éa- dwpeignt with s@demgr @%a@t pemide-DT conjugate
immpengen/MemtansdedSho70tinea vhlemPbf 10 INked A retunddejestionust dididentical dose

Was%iﬁ@r% é}%éeﬁ(ggﬂférqgeﬁ%@?ﬁ% IEEI MCS, as descri bed above.

e first step o SA, conjugate was bound to
To ctdat hydliismey prad@dinye INIAE¢1SAive| o Bie (-Ee@Mir®O dif WARLRL pMRSstrin, spleen

s RAPNE et 58508 £yl b AL ol
by stagard tseluridiss s Aespribshaboraito nreduck éhe fasion designataddifgd. t o

The 388892 3oPKalkEE Rl Bt S35 B REPEL B8 CBASR®Sa of human
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with a magnetic stirrer. 4 m of 5 % NaN3 sol ution was

added and stirred. The solution was adjusted to 1.0

liter wwth water. The pH \Naf» nmeasured, (this should be

9.6 0.2) and adjusted with!®.0 MNaOH or 1.0 MHO if

necessary). The buffer was stored in a refrigerator

until needed. 2. FTA (PBS) with 0.05 % Tween-20 and

0.02 % NaN3 (" FTA/ Tween") was prepared by




di ssolving 9.23 g FTA in approxi mately 750 m of

purified water. 0.5 mM Tween-20 and 4 m 5% NaN3 was
weaddmsi3zsd adj usted to 1.000 liter with water. PBI/IR2006/002793

BSA in FTA/ Tween ("BSA/ FTA/ Tween") was prepared by
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ml F |lﬁe:e er sanple) or 1/1000 (foor high titer sanp

[ 'n of each sanple in row A were nmade, then

4. SIYsRaReAERY 39 %?elﬁgﬂzal GHD( Wak Q1So19 £3GH k)HHﬁe& Rater. 50 ml of
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dilution series as shown in Table 2 below, 50 m/well
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corresponding wells of the ﬁgnti gen coated "U' pl ates.

The plates were incubated ifY a noi st chanber for 1

hour at roomtenperature. TABLE 2 : EXAMPLE OF A 96

VELL PLATE ELI SA SETUP



Abbrevi ations: Pos. = Positive standard sanple; Neg.
Prebl eed/ negative control sanple; TS 1-TS 8 = Test
woeanplemsANTI BODY DETECTI ON REAGENT: An appr opPCa&iB2005/002793
dilution of Anti-Ig-Al kaline Phosphatase Conjugate was
prepared in FTA/ Tween. A minimumof 5.2 m per plate
in the assay was required. Plates were washed as
descr.ib e. 50 rﬂ/vvel of the RAM AP so| ution
plate( %ﬁt@élep‘g ﬁi{%}g éayp,h has ggemgggpﬁeua/gf:@tl@r@ Immypoassay Plates, rigid
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test antibody that can be distinguished fromthe sane

di lution of negative control .sanple, based upon
weahewrobzsece val ues. Cenerally, the limt of PCT/IB2005/002793

differentiati on between the two results is an

absor bance of 0.25 absorbance units or nore (depending

on sanple to sanple variability in the assay). EXAMPLE

' [ 0 |bod Spe |C|ty by I nhibjtion
AN PR SIOARE, HhuBhie e Shipte bR iR &€ties 39 8hqvn in Table 2 below, 50
ul/wie jof Sigedilutest sammpée Wéqoitramfmed ltd Hiet doonesiBhtlifia walls lof teeantigen coated “U”
plata3X TP blabRsvele B ibaaTin Aehsi chEBEEﬁBNhSJ}‘ aﬂ:oohwéhﬁl:&%e
The appropriate target hornone pepti I'n this case
pepti de(s) expressing progastrin epitope(s), mere
Adﬁhﬁs as morkln stocks of 1 mmol/m (1000 . The
T bi LA QFH% 6 SYELE PIMEE FIISASKITEP om t he
morklng stock solution, at dilution ratios from1:2 to
0, |yt el dyng t of.al df, 8 17 gitotions endin
1éthe ayitt o% th pla{%. 3?epcrgt|cAOof :aﬁgle P2 Sample
lutijon: A sefies pf tijtrat|ons |of the sanple were Dilution
bne prior|{to the iphibijtion| assay to|establish tlhe
lutijon of the antf body sanple at 50% mexi fra
ndi ng. Thesampl e s tthen prepared to 2X the 50%
ndi ng concentratijon, flor mxing with equal vol unes
peptidel inhjhit and with bufffer as a cpntrolj i

1
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Abbrdeterm ned by subtract i ng t he percent binding from
7989895 he t est sanples for use in this assay can be

Pos. S . culture supernatant, ascites fluid,

> O?B§P¥T%$$¥&gﬁ@ﬁﬁ%ed anti body (Ab). For Abs agai nst

Neg. t=atrgifieditich@@on@blnampldian the amno term nus of
progastrin, the appropriate target hornone antigen and

TSl{Rﬁﬁﬁqbﬁﬁmaprused An unrel ated peptide inhibitor

shoul d be included as a negative control. EXAVPLE 6.

ANTEBODYIDEUBSTION RUNGENT: %Rﬁ)tﬁ%lﬁﬂ@ﬁ of Agiit Iﬁéﬁ)(al%fle Phosphatase

Cony%g 4e§<§‘§ T};}%(a%}f 1 y ?%%%n&' R Ainiang 5 g nfa;] assay was required.
Plateg, pgrea vpsherl zﬁ‘édiefcé#be @b@‘jpp eSGuniwspedithe &AtM A;R/ setuti@A(Anti-Ig-Alkaline
PhospHatast &ogjeigatartd. ofen tdsttig taake AHPp tﬁrhﬁat?o@ﬂi%s F8abbfthti- Mouse 1eG

(I—I+L?i [2361inl ﬁ;ﬁﬂﬁa@%@%ﬁ%&ﬂwéﬂﬁ&g? @0 &very R i MR IE ! S\t and incubated at

usi on
Ao \BOULF r om f usi on 491 were

room igsapgEaiute i H(q majst
To dﬁ{t&ﬁ tdﬁ&l'l”f BL’[HR an{l?Pr %(sgglgtsélag} Q) {11nzd EE%B s%émes ot?ner t'}@nb rriou(s)én an anti-Ig-

ccﬂwgﬁ&@ﬂﬁlbﬁ P?fid-thﬂl)ls prRcifRSpr the sprojgs dlat wendecaithe test seeun (e.g., human
anti-poygatttia aebbdies ok cE&%t‘&d' Wit an \&ﬂﬁﬂﬂhﬁntIEGu@F ¢ ﬁ’tr -‘dsed at the dilution

establ'is‘?’m@@ E&r Bh 'lotrgfllléa?elllt% %%Qi{lﬁ/ V\F\%ﬂgarcg E?‘g P?ﬁaﬁgea I[I)Itf igrum should be

ObMHWE#FWH ﬁmERQ%ﬁWéa%teﬁﬁiﬁﬁumhe fol | owi ng peptides as
inhibitors: hProGastrin(l-9)-PC,
hProGastrin(6-14)-PPC, hProGastrin(72-80)-PPC, human
GL7, human G34, human GL7-d yci ne extended and
| ut ei ni zi ng hornone rel easi ng hornone (LHRH) as a
negative control. The resuljs of these tests are given
in Table 3. As the Table shows, all of the MAb were of
the gd@ subclass, with the exception of antibodies
491-2 and 495-2, both of which were of the |IgQ&a




subcl ass. The Tabl e al so shows that each of the

i ndi vi dual MAbs was specific for the epitope used for
wonmseszabi on. Thus, all of the 490 series MALDBCTWEB®05/002793

specific for the progastrin epitope sequence 1-9; al

of the 491 series MAbs were specific for the

progastrin epitope sequence 6-14; and, all of the 495

e specific for the progastrin epitop
sUBSER 3% SOLIMENE rHESED wabltss -eibenay BApwaBice WMok as Phosphatase
Substr_eﬁt ’Eabfim&&;gmd 06 (EpdNPP) Sigmoscrmienl [Tag8s Touis, MO)) were removed
fromth O REeF @hd taﬁ@@vfcisﬁrﬁﬁﬁr? t FIOR &Hg‘%&nﬁbt Iil%rneﬁ;ateg#1 géfg?e use, a 1 mg/ml

e. g, asna cites
solufeprdpsNBh 36 snatedty aglmeism et 5 R s il o ubstate buffer a
roomt fegmpgeature. tEavhr S-Uﬂlaqut afr subﬁtrastél edlutlelh Iveas fsuffivient dbr one assay plate.

Subsirht® $bR8on 8§ sthrelABHE daik (A@aqt eri zati on of MAbs from
Fusi ons 490, 491 and 495. EXAMPLE 7. Synthesis of

SUBBTRAdE ADDIHON:0fhitss Wret ensredes Stanided osove SRS)alll wélls, beginning with
colurYle &S WoeiREL %E SFNPE §5fuﬁbﬂl fvpa\éﬁgﬁ‘ﬂ%‘g@lﬁ@é dd with anB (or 12) channel

dermonstrate t uti| two progastrin

multWWPH%IW%Wgymmél zed by solid phase peptide
MONBHRIRE REAEIGORY nfl{%ecfekfé’logﬁéﬁgﬁgl%eg%ﬁ?%/tg g%l\gﬁmén Yv% S R%pseg after 10-15

. I n conmon conmmercial’ usa
minugdsi | | ed in the art. Progastrl n SRS 1 was synt hesi zed

ORREACPEN, PP Bty B 0l Bl vt v
the 8 (@1; E%)\,ﬁ of pingéeyr Ehe NpPHgabrion was adde ®SPells in the same order, and
with iecogmsd fulnEth ds 86 subdthdte aotutieh das dddsad Uﬂi&&a@énti W@re) gently mixed by

Cﬂe@ﬁymaﬂﬁlg‘m‘?ﬁtﬁﬁ P%S(%F%DPG?RSAEDEN (SEQ D NO 14

Was 2535.1, and the purity of
MEASURE ABSORIEANEE: Jheahtee !df@wa&%z(a W intEe 36 & e e, HlteEIISA reader

- S e
DATW&HQ?JY"SIQ @B@aﬁtlkﬂﬁ Eteﬁj ef bad sthg Fa &&M Sagg [ ©Fhe absorbance

obtalg%{ ﬁ(% egg#i &alggldaugﬁsc R g{z OR eﬁif) é)bcf g?ﬁée;r scale against (P/Sﬂutlon) on the
abscig@Qkp/RLcPRCERRPGRROABDEN NS HoBitiNOstahidrd, ofhesemddsg gfaph scale. By
plottiBiife RO& @ﬁth%ﬁut&ﬂﬁ Ahettiterdbld BereRY BirdflyUn thdixSaxis. Occasmnally,

A T R
valueafere gxchigigd diomthrmsprvan dhetitsy a6 @athrﬁe@RSls Refstrited as the final dilution of
test aftiBEdY thafca0ms tikfinpuished Frahl Mei sﬁﬁe Qﬁ'l@h&ﬁ bf ﬁégaﬂ% B&ﬂﬁ)l sarnple based

upon(dbgg%gr?c%w Ereﬁe?algfc‘ IR 11 1}}15 g%]tlgﬁorh E%Ttgvr & e v{ro fesults is an

prog ast r| n
absor, ?llf@ 251 a@ﬂé@nﬁ BRiEer mﬁrebﬁdep@gmgmn sanaplelso samapie ygriability in the
assayiiuman pI asma, by using nonocl onal and/or polycl onal

anti bodies directed to the NNterm nus or the
EXAMPREE & Reteraiination ﬁaﬂﬁlbﬂﬂlb’aﬁpewﬁmy: by dnhibisiom BEISA

rogas ntht S bei assaye Al ternatively,

The BaRdnaaed Bhirhe EXBuPlPOHaR 1aNOV S0y B PRtds PNEaHELISA with the
exceptions describsl bmlow.o t he C-terminus of the nol ecul e can be

used in _conmbination with a mpnocl onal anti boo_la%_ ] )
PREW@H% QoY RBIEORe riersipropriate darggidiopmena nepHdes inthis ¢pse peptide(s)
expressihg prolgestrie spisqgic(s),ehvste plepafeddak evdtkiag istogks éN! wbehAl (1000 uM). The
inhibRBh EkHYE sdrRk vﬁa@ ?axte? "R rk&gesm@g%l'uﬁbﬁll % dﬁlféﬁg?{}atlos from 1:2

rogastrin ormto

to1: @ny‘ggﬁq%ﬁotaggESQ ‘Allhit’é’ﬁs denepding Qnglfr e og,fhetpfl@e ‘m cro
Prepa otn Iﬁbarﬁ*%lggljlg%iy @t %[ éﬂéglﬁefg(ﬂ%i?)gg @f tge LI Sé/i'\e pcione prior to the
inhib WPl%ﬁ%ﬁthocf‘éﬁPllﬂb dlllylil%ﬁ ithe ptibedy sempla aéé@?/umamwétbmdmg The

buffer (20rM pH 8.0, containing 0.1% sodi um azi de).

The concentration of affinity purified Mab in the

coating solution was preferably about 5 ng/ni. 100 nL

of Mab solution is added pe?2 wel |, and coating was

allowed to




proceed overnight at 4Cin a humdified seal ed box.
Plates were coated with affinity purified 490- 1 Mab
woaoostodmsdet ecti on of progastrin 1-80, using SRSI/AB1005/002793

establish a standard curve in the assay. Plates were

coated with affinity purified 491-1 Mab for the

detection of progastrin 6-80, using SRS 2 to establish

a standard curve_in the assay. 2. Plate washing: The
sample,was then sespater it 28dhe S0%mindiee eongentirbianGigr mdxing sithegual volumes of
peptid® nhibitopeand weikh puifiarsasaal derdrod il tHehinhibitbomDawsaly, The Samplsmixture was

incubfa¥edl i 2YRSist GRAMEE ﬁ)raafﬂgf&ﬂﬁ(atésf %%iﬁﬁtef QH&‘V\E}%E %gd?df tgrthc\eM\avashed coated

eneral l.y, thr or ur es total., S L
ELIS3 B35 e mﬁ&@@tﬁgf@ purrapately 1owss if p PRIy et hgpercent binding
was detetnOnei3ffdinstbel iabsoriednce réadings Gdbiradted dont tierbackgrout) by dividing the
absoidhace Idbtdifd KorhQRd sarﬁ’;hl@tvﬁth\’\ﬁﬁﬂt%b\ﬁﬁié MRoBHQBHSRed Fom the sample

P| at [, ing: Blocking huffer contal ni.n rotein and. ..
consl, e ST D, S 51, BRI S hon s
deterprned iy gublracting ke pereenbbinging om@O% L/ wel 1), and t he

| ates re incybated for, 1 hour .roomtenperature . .
The By SamRlgRe i dop dh o RSse3- il besseiMab h gl plfors gppeEaEagt, ascites fluid,
or affwitypyifeed antibedyy (AQ. ifor tAbis sgdiostrtargdt anfigensl etharttlan the amino terminus
of préRRHAMI a?ﬂﬁ‘ipﬁht‘é Qértggﬂ hfsndWHige) e Bllitadr SkEd PR unreéated peptide
inhib3BOYE: dR%ierg%@te S an%l%r ds é@uch as, for instance, SR
1By Peindudidias anepvE Bt rin forns; or, negative

I j Vi ' <O as
EXaN ultazabr‘?gggﬂ(%?#o geﬁ)e}ﬁgt% §eo"t§75[{13 aagln asrl%%{:fﬁ} ebg Hﬁ{'lﬁg‘t he
The dn€isir6gasfrint MiAD de¥aitiell én ERiRi1d 1 gR4D03, BRGDIPL BRBN P a@Exatple 3 (F495)
e SHRSEELA o8 4t MnBi 1 S 0T A0l P vas e
same s dhag dggerippd gg@)éa};n;g@ﬁ } Bpoyghod. BBys, WA /frpiaisien 490 were tested against
hProGasylig(ip$l)iPC-BBAPMAHY from Wasibn 91 ferp . teFbd agaihstt iF96Gastrin(6-14)-PPC-

?jﬁﬁéﬁ?ﬁ%ﬁﬁ%ﬁ A%)Sve '\gf@l‘é Restid! alg?eié%t%?g%ﬂﬁg? O)Ef'lecr-gg%. Isotypes were

-8

to pro s
OQEﬁwla Ui WQ%ICIBGI%? Se?ﬂ‘éda&b’faibh’é pntiiiouselg reagents were
specifio rfo:lembufat antibodwa sotipeer Rpaulibityywapeduteratinadobyathstaetiet df Example S,
usingC UhY foiidWil KpWHesC ORC &t iﬁ;ré:o'i‘@gﬁi‘;agﬁfn 09%bE! NyFR68aiin(6-14)-PPC,

he.f t e, assa ,, the anda rye having.the

hProG e 0L ERC: TG 70 i Go1e Pt SE -G B Syhdedpnd loteinizing
hormaseefeldasiog hewmne {L HRHA) maa gegatiFocontrobgast ri n (ei t her

1éﬁo or. 6-80), the useful progastrin concentration
The tegi§eof Shese festu@s £VaRdl Tgblset af's ¥he Tehile sy 2 idhe MAb were of the
IgG1(sabdass, withp Metaxcépeon jof tntitakizs ¥91-0Gmd NO5-C; Bathef whddhumee f the IgG2a
subclSRN THE TA6RIFHEHRY tH4p éagﬁ):?tﬂéa}ﬁ&ig %llfﬂl&leWaggpe%ﬁfc' i%ls‘lih@fepitope used

.reference an d, .su as, a_1: i lut1on ries. It . .
for iRAURIZEROT. 1y il Py 1o Sl iies AR 0Ve3S, SBRPHe fiti e Jregpstrin epitope
sequeanel 11%; elli Siton42laserise MAbadwerg spedifi¢ fardho progastdn epitbsysequence 6-14;
and, 8 bEHRI4BNsefibs MAKY Wi SBciBALRTRE Efo%astlﬁil% %Eité}i{ stegﬁence 72-80. These

selection a h articul a b for we oating.or ., .
Mabe e SEibatianlsoior Ra omkR o6 D8ngt bnd Dioutst Diogiguhn biological test
samptej ecomsintiiess ieithern o b f{lulidsf (eeg..s plasihe, Gwhpmctasoitespfsaliva, etc.) and in tissue
specifiRAy, MBp S bspsy 3p&idat SMFormhinEsshé o ARk drodtidin, B Sof BB cells from such
ﬁwu@t%§§ paranmeters that can be nodified to suit the

PEqUIT ement s of the assay. The appropriate sensitivity

and precision over the required range can be readily

determ ned by those of ordinary skill in the art

wi t hout undue experinmentation. 5. Addition of

conj ugate: Fol |l owi ng washi ng, assay buffer containing

nonocl onal or pol yclonal antibody specific for the

C-termnus of the progastrin formto be assayed

(conjugated with an enzyne | abel), was added to each

well. In the case of this exanple, MAbs against the

C-termnal end of progastrin were affinity purified

then coupled to horse radis%3peroxidase (HRP). The



MAbs were shown to retain binding to the C term nal
end of progastrin and to have HRP activity. Separate

woamjeigzases were nmade with each of the four
t hrough 458-4. For the purposes of this test,

t he

conj ugates were used separately and not m xed. The
conjugates were used at a 1:2000 dilution of the stock

sol ution of 630 ng/ni,

and 100 m was added per well.

TABIIR3 €hatdctstization of MASrbm Misime 4d0,a191 aad 95,

Ve b6 TABR03/002793

tepperature (nomnally #22 0C) for at Teast 1 hour. ©.
Addi t i on |dindpains | AatibodyThe Perebimtdnhibition wagi2Sdnmsomolar Peptide
desscrj bed above, 100 nL _af TMB Sol gt i on &g’i efce)
Spemﬁmg/ubslﬁugt sOftEFt i &SSdyel (thsoEqdioGe | 17 Redét | 6134 | LHRH
were allgwed to proceed 30 then di90| m_ of
stiop sol ytion of|0.2M I—|ZS%3,9 6% th 0 each wel|.
Exjanpl es |of suitable enzyne substr at8@s for use ip
deve mgnt,_of the detecti co cund iincl ude
Progastrig; L&Eﬁ%@ﬁ&p%ﬁ%&-&ﬁ L i%e lnHbsphdt age O 0 0
Lo | ot r3nel 1 hepg ' it Aeafu )l aggte 6 TIEY Tor herseradhen o
agcT. LA~ CUT|UI |9 ] VAl U'JIIU]H. LI Y A
N Absqr9b@nce3b{@008 517 gado@t] 450 Inmyin thelcase 06 0
terminalTl\BS’ or [at 405 nmrn the cage of [p-Tm ‘rupn-‘rrol) S
I ndi40844i Ve 300000 he agount| o0 gr ogast rg n|preesenty i h pheg o
end) test sanple, andithe actlual doncentration can be
deft é9RiSnad 16000 endilglgl absd®¥banc® of @ he tlest Hanpl @ 0
agai nst_ g andard_curve generated w th known
coaégalﬁ;gi_i@g&a&fil or 24 Ohilnsy 4 andd dl cQrve 0 0
eney d w aut hent i g gastrijn. 7. |Readi ng: Mhen
g .Eﬁ&grl\i\g’g@%y Q!T Ra vvgéé)dféﬂ f%ee[?t he%gi ng' ARS 0
measighRd |Ush o 8 Mg PP!ag g reagler/ spe¢t roopwo ongt 0
8 Data Processifg: - The @assay Ssrgnats obtarfred—w-th
Progastriknow9 19t aneg,aospl agGong of t|heoSRS ¢ of fy opapt ri nh 0
fogrmwere used tp constrjuct a calibratifon cparve
6-1 (N (sji d@dd2 vs10,000hcenigGRei gn)0 ThE0cal ir atilon| cOrve Gag 0
term usled tao i|nterpol ate congentrati ons of the gastrin
har M8h8 flor@40h | ed&GLanpl @s.| BoawPLE 9. 0 0 0 0
region)| nm noenzynonetrj c Assay Desilgned|{to Mpasureg
Prlogastrifn 1-80 [The resdlts of the assay fof
Progastrigr|n #8Q1ly j|n38.089) ar d2Ghovn 9 n [Tdbl ¢ hé genéral 0 0
et flo s gre, describbed in ample 8. 1In
72-80 U@&% 59@&;4@%@% t 94 [wilh ﬂm hi WB'OLL[ of 0
(c Mib 4480 3’36,366' oGP [the N ter il lend pfy | o | g
terminalpr ogastrift me—getrectri on—Ccoffj ugage—useta—was—van
495490 HRP ¢o0d¢gRt GAS |t he dat@ shyw, SBS L vas| o 0
end) d tect ed at concentratl ns down t¢ 100 wher elas the
ctosety—retated—SRS2—was—det-ected—onl ‘y t+6—100—nM

Ther ef or e,

the working range of this assay for

progastrin 1-80 woul d be bel ow 100 nM and above 10

EXAMPLEh@. neSpithests cafhtRrogaspeipt Sderogatet MeferkhcavaStafidirds (SRS) for
strates that the

MeadlbReh &t :Prz%iasﬁ'iﬁ

progastrin

are wy

Progel\éﬁﬁls

pr

Mab 491- 1,
progastrin (am no acids 6-14).
used was Mab 495-1- HRP conj
SRS 2 was detected at conce

)62‘1’,

pe UsS

thtboselsmﬂsﬁélmf

(0]

Rinfurfba

e

o assay for
To dém&tratthths uglkgrafl SRtw6 peeaBhHiat SR péptidbewdiel dynthési@dd by solid phase

e

dE RS IfEbalth

brogast TN

progastrin

WHonetric Assay Designed to

P 6-80_ Th yl t
S35 RS IR S
The H*f'egaﬁmsSR%il Pephids had Sy fcélpéllftﬂe%@lﬁub% dpiogastim i -e (RGGRR) — progastrin

72-80]hiTheta@iifio adl®bdcie®@r of thdpéptide WabNS WKIPRSGQPHBGPPGRRSAEDEN (SEQ
specific for the N term nal

The detection conjugate

at e.

of the

ct af}ﬂ@u

regi on of

As the data show,

t he absorbance at this concentrati on was above

basel i ne,

A NN

oA

——y

the assay coul d detect
wher eas the cl osely related SRS 1 was detected only to

Y

"

| ess than 100 pM;

rati ons down tol00 pM (as

(Trgtg%\gmermal usage and

@gﬁi %é{nan progastrin 1-80.




wor ki ng range of this assay for progastrin 6-80 would

be bel ow 100 nM and above 10 pM The negative contr ol
woepisiodmsGast rin 17 was not detected. This exaRpiIraB2005/002793

denonstrates that the progastrin Mab can be used to

assay for progastrin 6-80. This exanple al so

denonstrates the utility of SRS 2 for neasuring

o ROHR o 3 i S 558 bl DTS a5 i e

O‘V(f‘éihenSB%@deHPhﬁpl i cations Despite sharing specificity

neltop di fferent Mabs against a given
P mgé’-ﬁtr‘{lg%% %\1/%(98 sized for pproingan gssay 6o ﬁﬁﬁ%@nd AUaNHiEE hymen progastrin 6-80.
The gppgastrian SBSSs2 p'lébude, had ehdvibBowingt stinetues n]pafga@tnhoﬁ 14 — (PPGGPP) —
proghéifthr  aotdofi ty i nmgachygigseu @ncgeqct neg ordes 1t fi &%‘ude was:

SQ@?A%}F%&%%@?F@%@% (S SoNaiire Henows: 9f2§a§s{w§m was 2432.4,

and mrlg’pl,féhlﬁ peptiderwas lgecar thanrBioPaivheniested bp HOBASL 1 i n

their ability to serve as astrin
EX“E@’ E@{ 8.oNmEHRoBREmAm s thic, Assay Wil ﬂg’rregfmmn MARyand Progastrin
SRSfReptideotypdMeasune Bragaptrivi de an optimal fornul ation. The
The ﬂﬂfo@sﬁﬁg ADIRRAI rﬁ&ﬁbfdsr(ﬁﬁﬂﬁﬂcgenkﬁnslﬁ@trllg lé@%},j &Qlle'u\é%ag)scﬁ@fmme free (non-

astrin é g
comjal %;eéigthg agé)aqgﬁg 1n$1hg pr Elgpq,ﬁ Hré)gasérr% 6807 Aregsat i biological fluids such as
humgst plgsrsa, by rusing mangclooallgREor Fo]grclowkmtlhqﬂhm directetl o the %téﬁmnus or the

C-teingihiid 684he %ﬂlcﬁ&k nRQulk f&ﬁ'@gﬁ lto"ghéi‘ru‘{\'ﬁ{a? id §é?{1)%‘5§gy Alternat1vely,
oL A TR et By e s

molecye can bp uspst igsombinetien @’ltMQUQQHQNb)nﬁbMtMyj directed to the C-terminus or to

the NVeirin@@ oOghie @olécale fesREtivedy.t hOse skilled in the art, by
enpl oyi ng our uni que conponents in conjunction W|th

1. BlatenEpating:| Wniibady atleaivei fos tiat Nkymisie ps .thel pasiculeféiiman progastrin
mole@ﬁlaivﬁsbm"tg%e]teitéﬂ' %!QEba‘téh %heoiﬁﬁﬁ%ﬁ{c%ty tﬁ ﬁl sfitface of the micro

WCH%? egts pl%%b WC% ogtﬁ:F ? E M@ atg (cgt Sflp] test plates were used

and the @ntlwyfqoaﬁntg sedwiondm prapated i yodlimemrate bmﬂen@OﬁM $AI 8.0, containing
0.1%agadinGtazided tEHeO&IncaitatioR bl rb?ﬁﬁ’i%ﬁ%ﬁﬁﬁ&f K?a‘bsf?l) thPéBa solution was

prei‘e?%?ol;‘;i gﬁ’o‘iﬁ {52%%?? qg@ BLLN?EY? 1@@&%&%& gg coatmg was allowed to
proc m@ﬁ pifl°dn g@l}mqnh@ecﬁ sagleddbor o Platgsfvedre matgieslvlth affinity purified 490-
1 Me(bFﬂoetheebeteaﬁﬁh eff progabirid 1430 Qlsiipl S¥ES DyH Eﬁﬁbhsﬁ Ql sltsﬁ&\i’hlﬂg:ul'xréQn the assay.

Plated We?é:éda&ﬁ 1Ln U 1m't)¢€ur¥ﬁe%ihl9§] ri MPB ?or]&ff‘? ? ll!%cttllog ﬁ? prﬁ)gg&lirm 6-80, using SRS
2 to eﬁfﬁ i‘%}ha FiRn Rhgrghinghe s53%aNnd the final pr ot ei n

s de m ned b 80, measur,
2 PEIORRDIAR, TR0 oA R P B TSR A pr e
was gddeqpyl thep mgnqwqé Phisrwash Evcle wak (epepte@pymany times\hs equired; generally,
threepar fdfut Gaish@ntotal.heWHRPbaffet wad P20 M' te’i%ﬁffé’ﬂ t0}’009f7M potassium
efﬁ
BB

chlor Eﬁ%@gmg7%{1ﬁ1§}géﬁiﬁ@ %ﬁl?’[%llél gﬂtqna}? 8§5g Plate washing

may ‘E‘l%fé?fe -and all were found to be active. Final

3. PRANBRLAE b pulrdhon Bifing BT B SrutBert (o msElp 14 Titon X-100
in coapimg hufier) was Jad@q;i(teéhq rnlctmtyehlmﬁi‘o B péhvslhoandithe plates saye iharbated for 1
hour prrog@sémpdratute 18 adSERJfi¥@Box. WateS weRSEré PR A de?atga(ﬁ"ég]bt%mmately

o ' SRS 1 and in Exanple 10 using SRS Each
4
Cl? M§Z@% MAb- HRP conj ugates were tested separately in

4. Sanpk aﬁﬁ stdiflakd dﬂdl'tIGHalle Wa§l§edda%td%§&fb95‘ ab&RY %‘fe?ence standards

for ture HRP con ates we
(such & fr3fsean cﬁo%ggﬁr %B‘Srbg (P& W%Wﬁ PR KOTEls] (b jigeREve cantrol peptide

the assay to detect SRS 2 (for progastrin 6-80),

wherein the plate was coated with MAb 491-1 and SRS 2

was t hereby captured, the optinmal conjugate for

detection of the captured 2 was 495-1-HRP. This

can be seen in Table 6,

p—l




wherein 458-1-HRP detected SRS 2 at a concentration of
100 pM The other three conjugates were | ess

wehbmus2ose, detecting SRS 2 to 1 nM Thus, thePCT/IB2005/002793
495- 1- HRP conj ugate woul d be used as the detection
reagent in the inmmunoenzynonetric assay for progastrin
6-80, using SRS 2, as run under the conditions of this

. E 6:; i.son of MAb 495- HRP conj ugat es .
such R 17) Sk Eonurd B ER B BENCASS MaRAard urvess Ja the tests of this
exampe, S | 484 2iwere psPsiediat arconesmthition vElteubbtad diete®en00 fM in 1:10
dilutidnesdiiesir T4 S;talrﬂ’ﬁdé/i%d @é%ﬂjsééiﬁﬁlE:?ZVﬁoi‘@gtt%P%t@? gng Ql%gﬁg dufter &35 Bsa, 0.1%

. . st rin 180, )
bovnlre S r@g}lﬁﬁ;reﬂ%%e%?%ewﬂ%@#ﬁlﬁP ng SPUHIRE WE theR @dded Fo each well (100
pL/ aggl_e regepesvas @lowrdiy proneeddbt L hobisE® rddre téropdratuteni) a humidified
box.hybri domas were deposited with the American Type

Cul ture Collection (ATCC5 Manassas, VA) on Septenber
The eptimloaptisan conpgniratiomrewarodetarnpnadby pagraubl A&ehdird\asive using known
concas&itignNEer mogRaH SIS BEHHE §ornt> Eaabeﬁajsga}gd Zhe SRS g%fg? ﬁgx;ingl the required

R AT I R e A
or 6-40) ith e ful uegssirincongenieation Tangs 1ef ithe lINBPRRERATEENY Bm background
(abolREFERENCEEss) e abp@tci (f0i vt | Gféf%te@facéugfzyga?ebgpﬁgrﬁgi&f] bg:ﬁging a narrower
. : ef ¢ :

it S G Re, WOF o o F BN R s,

It wikt el ineiddRisely\btbghisedthai AR sérgitilvitr%nﬁ’@?ér%?sﬁ&{ %@éﬁr%g@g&if‘ygmodiﬁed or
enhartﬁ'@r%tei %ﬁ;ql%{:ahip@tog Z)éllse? %%s'tay E):a%gleléeg% fsp&h g%%(z é&}pyt:ion of the particular Mab for
well %og,gipg Phios gnayme) labelling: theeconsentmtion of asAgents,-the’ ¢dposition of buffers, the
selectidh: GF phzyntersubhtyaté @?st@ﬁﬁ,etﬁlé* qgctﬂgﬁéar{: gg‘?gﬁé}“@‘g%gcf%?%&fm that can be

. - C . . .

modﬁ&ﬁ}oﬁuﬁt&?ﬁ%qnhgfngéﬁ? 'é)Pglgzagﬁeys :@eaa'ppmlp@os 9s1%y1W&q4§re01510n over the
requite giPBE can %q-ﬁgadgyo%wqu_by ietise pfrastlivanyl skithda chel lattgwithout undue
experimemationone of clains 1 or 2, wherein the nolecule is

antibody. 4. The progastrin-binding nolecule
5. A ‘giéiBF &f sepitigatan Folawingfwashimgnassdy buffe conthiaigi mordeRnal or polyclonal

antibodyl gevifie fbs ik Cuaathenat thiégirg%g}h f.’oﬁm t;ggﬁeaassa%eﬁie(cg?jugated with an
enzynQ% g‘??}ét\g&s{hgﬁgdqgﬁ%gl? g\%?:Ll.eﬁﬁ i gasel 8{#‘1@ %{gmgles%lpseag@}pgq the C-terminal
end OErW?%afasv. were affieity purdfest then -colipled iy howk eedible paosidash (IRP).  The
MAbs wemrshown eo tiain biiding 1 thoCernihgle8l b bR adfth LHE %Blfhdvé lH’iRP activity.
SeparARFORubAL BEL hpad Xvith7eagﬂ-§f%1? :f;cglgi\%%b%MgS%gﬁ ﬁ%ﬁg For the purposes

of thi?rg%ﬁ;[ﬁ% g jlé‘g%{qasg%gg rllzggdogepﬁmtquﬁ énd et mowgd. The con@ugates were used at a
1:200 dilgie of the ionkisoigtiombe63ll gy/ats andi 0m utvastAMe®P& Will. The reaction

i ' i, aho i bod a
ves B kot Sy RSB ATIIL L R
6. Adilitiemiof substritehUHY wells WerBDRRREP AR de@RbLP APV hal J00 pL of TMB

Solutigf k}‘i@ﬂi:&%&éf@%ﬁ?@%‘d{%? g ! hlalli]. 1%9&%4%@ \?f%ﬁ ggl{:)wﬁgqo proceed for
30 miﬁﬁ@g%ﬂ%ﬁ 1} kL ofi Som solypiest of A-2M éESQt isoadigd 56 redsh weH. Examples of
suitablgpenzype substoadesoort e in development of the detection compound include nitro-
phenylphosphate for alkaline phosphatase or tetramethylbenzidine sulfonate (TMBS) for
horseradish peroxidase. The degree of color development, read as Absorbance Units (AU, read at
450 nm in the case of TNBS, or at 405 nm in the case of p-nitrophenol) is indicative of the amount
of progastrin present in the test sample, and the actual concentration can be determined by reading
absorbance of the test sample against a standard curve generated with known concentrations of
SRS or against a standard curve generated with authentic progastrin.
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nonocl onal anti body produced by the hybridoma 490-1.

11. A nonocl onal antibody that selectively binds an
wepbicopzsni t hi n t he ami no aci d sequence SQQPDAPLCGIESBRLD02793

IDNO 7). 12. The nonocl onal antibody of claim11,

wherein the anti body binds the epitope bound by the

nmonocl onal anti body produced by the hybridoma 491-1.

é d{;\ rmnw%leonal ant i body thait sel ectively binds an
7. Repdingse Wbemi syToprnt A85ay0 signsl gwas glieiaed tesRRigptDrRS (asagyred using a
micrdpt&@ad&)spedrbphdiometsnnocl onal anti body of clai m 13,
wherein the anti body binds the epitope bound by the
8. DahBrocssrang: adhe Besay signalgnbtainagywith knewn standaid solutions of the SRS (or

progasfin) folth. Werp aured tofcdm@mm:amaibracmm b@ete §Signdl OVEdrdoGibehtration). The
0
cahbltawgn %rv%o&gs éd R) ﬂ{t&éo%?e ?ﬁ{atgﬁj%% oggloltf ch? % gcl ﬁstonglﬁrée form in test

i sting o an an
SamPNLSt erm nus of progastrin at an epitope within the
am no acid sequence of SEQ ID NO 6, an antibody that
EXAMEPIEE O \minyurivenzjgnarhetrid-AssayDesignaf tojvieapase Piogastrinahy80

The &mlfsmhwagsay @ortﬂ?sgaamnnp.s@%kéﬂsrﬁﬁqluﬁ 1@& %leel%rai%etﬁods for this

assayoa\xe ?58 Egc{ 1Iub£% ﬁ]lp k&ﬁ Iélptﬁ] g%si, ellsmfeﬁe f:q)?éedta afflglety@umﬁed Mab 490-1,
specifie e‘@retheél stmBEPndD et 6TheTdatectigh conjugae ugd-vias Mab 495-1-HRP

conjugfE CA ARE B5E |ch5w NRS Pl @&B8tkd afl doncditritiBYPAdwwPIRI PV Iwhereas the

PTA- id 331\71
clos;f}é.‘lr%dégﬁsgs g\fa(s) rﬁie’c%ed g:llxt% 1@(22@( e%-g%rﬁat?%gv élaﬁgtgagge of &us assay for
progastsiiplr8P tvoghl eoblew 4 0% gVh and BoeveopMa rfihie meghfiveiconingl peptide Gastrin

17 wasgot dbtecled fnils]exhlﬁplblﬁenﬁﬁﬁra%esﬁh@tﬁﬁ@ﬁﬁ;@hétﬁ@Ma\b can be used to assay for
proga@ﬁ&epggglﬁ Va:&'aﬁl:pﬁar a%l%()zger@brﬁt}?tggﬁ?e {tf @% gﬁg nipe%sé gﬁancﬂm? molecule for

e nonoc
measping RIS iLIEA PHELE A ant | body, a human ant | body or a
humani zed anti body. 21. A progastrin inmunoassay,
TABEEMr Assap doragrogiiteindir80y a sanple to be assayed for
progastrin; | b) contactlng the sanple with a nonocl onal

antFapsidy t hat speci fAbsor anqguwgesdbw@ﬂndnsub@wtmes

P T od SST). Y52 TR0 Gasriny

..... v B e Y
gI y% uﬁ,lextended gas n- 34 (334 €] )(}) 42undel sui tabN,aT
condirtrons—tor—antitbody—bifding allu aH-owing—any
progagvri n present Ngq forma progggssi n- mpnocl onalNt
anti body colpl ex; and c) detecting the preSence or
absi®0aMof t{he pro@@siri n- ronocl oed09ant i body corguiodx;
and/or _detefmning the anount of progastrin-nonoclonal
ant 168y conpl ex i d.678e sanpl e by ah i munodet ectGGfd

rret o% 22. | The pr'%%g trin|inmunoassay ac¢ording to

herein monocl onal anYi hnd\/ sel ect iWy

bi t ope withi,n the amno dsetuence
'—_S*A@ ﬁh_L"l:f‘)El [mY 42\ ‘L %Iz qn_f hp

RO (P T TNO—07); n*cpl LU'JU wH-hi—t-he f')uu Re
aci fig pepuence SQQPRAREG (SEQ 1D N@gpg) . of an epitgpe
W thir i the T Mo acri 0 Sequence GRRSAEDEN

8). 1M The| progastrd n i nmunoassayNgccording to amoi
one of claips 2 1 or 22, wherein the nono¢l onal
ant100ddy bi Hds t he ebitopelbound b¥WE he npnocl on#015
ant i body produced by a hybridoma selected fromthe
EXANHGdp 180 Hamanpengy gromesige a}ssaafdaesaglwﬁdo Mggsyre Progastrin 6-80
The results of the assay for progastrin 6-80 are shown in Table 5. The general methods for this
assay are described in Example 8. In this test, wells were coated with affinity purified Mab 491-1,
specific for the N terminal region of progastrin (amino acids 6-14). The detection conjugate used

was Mab 495-1-HRP conjugate. As the data show, SRS 2 was detected at concentrations down to
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24. The progastrin i munoassay according to any one of
claims 2 1 to 23, wherein the i munodetection nethod
woO0@n3zsayne- | i nked i mmunosor pti on assay ( ELI BAr/IB205/002793

radi oi munoassay (Rl A), an i mmunohi stochem stry (I HC)

assay, an inmmunofl uorescence (IF)assay, an

aggl utination assay, a western blot assay, a dot bl ot

assay, a_slot blot assay or_ a surface plasnon
100 i 73 he, AbSOrRRCE At i CRRteRBRHionwesxaliave Rgerlias. e A5YSPRY detect less
than &0@akhy Wherpathvtobebelyi rebtedleSRS 1 cwasdddtdotadl ortly 2o b0 udMt Therefore, the

workin rfEﬁgesdfchls §a%?§ Efsu?rpgﬁge%ﬁhd 8t le'bRigﬂﬁ)t ﬂMnaﬂdqab%ve 10 pM. The

%{& g rom ({ elflﬁat I ent
negatb"&ﬂg 50 d’ePH Wsofisfgtedied n T cxamp)! Fe W‘%nﬁtrates that the
progastrin Mabelan dfe wred dasissay rfor progageinys-80.0fThisi olaogplecalko demonstrates the

utlht}fMBI@BQ&”&%%@rn@prﬁ@a[sﬁnﬁ@@@r°| individuals, or with a
reference standard. 26. A net hod of prevention or

TABLEcat Away fof p gﬁsihr&-%(} pronot ed di sease or condition
conprisin adm nisteri n%st he phar maceuti cal
corrpo!;’PlPﬁl cl ai m 1@bserbaneeVpkues (hackgrouad shbiracted)

27 0 of noni t a gastrin ted di sease
QHFSF AfAn @_palggg? gnmrl Si nﬁiggo i ni ngqaﬁ fxin 17
I eveI liﬂf I.W st rin '6‘ & sanpl e of as%,?l ogl Eal fl ubﬂoz

froanm o AN £ oy A A

||Uﬂ|a‘patltut 5uf%€nnﬁg‘1| o —at—F+Sk—ot
gast rijpyyonotied di seggps or gonditiopzsf a fiirst tigggs
oint; determmning the evel jof progastrimn ijm one or
more shpM es of the bd.oimgi cal fl ui d2.fjazbm t He pati empo2
at different tjine points; and thereby nonitdring the

gast r i wMonotied di se®80 or dondi ti oh856@8. A kit for0.002

performng an (i Mmunoass conpri si ng_a_ nmonogl onal
hnt i bAlaMnar lsel oot i G008 bidds arogh8tin luherei n0.001

Lhe moj ggpl e does not g 9V9f,§52'd”;3&56ﬁ7mm 0.013

yast T 11m— o= (S99, ul ‘yl\zl LA 7 ¥ AoTT T I I
7- A yjeo g1 9! Yci ne- exg gayled dastrin-gge434- a y) and
surtabte contarner. 29 A surt Ugdl e reterencg standard

(SRS) 1opmcul € consi stigng essgenti al | ywpf a pepti de 0,001
chain of fromjabout 10 to abdqut 35 am no aci[ds,
wher ei hpMhe SFJ’S nol ecule conpri ses i Milinom ni ¢ of e&01s
of at least two epitopes present in a protein of

NT: Nejtesiedst  of greater than about 50 amino acids. 30. The

e S A A i 7
Despi?@ﬁfahﬁg sm{ﬁ'@cs}%toe[ 1%rp QOSpargQiﬁF{raS%}?en Shope may differ in
% ar gg?\n ec

their B%,rg%%g'???gl asagg%l S:/ a}emggtgqnsc t q,\mna;?eredsfog their activity in
each sireurhstarice, peptderi¢hat 3k MaAle veithr Dmgaaleparmalmeclm selected for use in a

pamoataarasﬁmqu&lsR%sre%he@él cenﬁﬁaegsaanlgtg;v m@snépeeme fof th%'@témmal end of

pmgagtﬁllnr oddé%re ?‘eftg?‘% n%béf;1 1Y 3?1 d3Fd° (&R SE Oﬁ’?ﬁtré% u fi%te‘ﬁ’é’go raaphﬁdles in the
immupgenzyoneticrssayl far progrin andamovidmen eptimal rfempéqttomd e

none cursor .i s prog astr n. 34.A netho
The CGF"&H%?IH&’? @eagergaaaﬁw AR5 Y Pragpstan %‘Sfﬁt@fi i Gcanmple 8) is
a Mab direntesdgaist the €atemingliead epibapetof pobgastiin dinkexi tdIRP. Four Mabs specific

for ﬂféoﬂméﬂrﬁﬁd'] @nd eEJith%I oPRde @Rt GRRMisERIHMRLlohiNE HTL RRbn number 495,

descrﬁ)ﬁg‘g%(ge Wo\gesrg baﬂ%] gf%ts %u&g% g gnal g}%ﬂgpeare }—Iﬂ conjugates of
these JAbs guie éolhnvedrmﬁbedmelmﬁmdh@raag}mmﬂelm o thorast, dyiamploying our

umqu@so‘éﬁﬁbbh&ﬁé th Mnjlﬁlcﬁ&pwwﬂecoﬁﬁﬁérﬂa@} ai‘zd"lﬁﬁleel@@lﬂt k@ sfeﬁs Thus, each of
MAD ?l?g gtthrangﬁ‘?é@gﬁgs%g?)rﬁt?%ﬂon‘géuc]ed ?%%scgn%@ﬁ prlce (as Eiescrlbed in Mishell

i nterest.35. The method according to claim 34, wherein
the signal generated in the inmunoassay with a
standard anmount of a surrogate reference standard
(SRS) nol ecule is conpared th the signal generated
in the i Mmunoassay with a sanple conprising an unknown
anmount of the protein of interest.




36. The nethod according to any one of clains 34 or

35, wherein the signal generated in the i munoassay
waoi20ds/0a2980 andar d anount of a surrogate refereneeT/1B2005/002793

standard (SRS) nol ecule is conpared with the signal

generated in the i nmunoassay with a sanpl e conpri sing

a known anmount of the protein of interest. 37. The

hod accqrding to any one of clajnms 34 t 6,
and éﬁ){&l,eq p{eﬁgg}.m"‘[%ﬁdggsgg%/p pisa MAR HE); pﬁ%ﬁg@é‘luld was confirmed by direct
bindingBLEYS agzpmst the talgsmntlgﬁi_]h]BAﬁastﬂn(ﬁadOMR@hBﬁm,&&alysscrlbed above.
(RIA), an inmmunohistochem stry (I1HC_ assay
MADbS rrifigFof 3Bt speHicsd (fram Hes agcitean H’g‘glh}’t A rchaergatpgraphy over

hPro@astts(72430)-BPOtlinksd aysulﬁhdlogelfxiPC&rca’)&ﬁd%lute’ﬂ witk blyelnetbuffer, following
the dﬁé&%ﬁs gupgg @%t%qgee%@%:@%ﬂﬁﬁh S@\M& %vegeef\ftﬁ&] ﬁﬂllﬁed rl?,g diafiltration in

an Amjeop ?tgaﬁlonmgr @drhe feal @F%@le|0ﬂnq9ntratmnewwtqr@n@déwmzsod@easurement
Each hud'rthe fieir gurified &Ab gecphariomnwap cajugassal to ZRP uﬁng thePloct EZ-Link™

Plus REC ARG ﬂ&lﬂcgtlér[‘ ¥nPiRPGhd Eﬁt?geﬁ%l .'Q:u%ﬁy [} c njugate was
chectd sy difert, Snding G LR SRt heFRBCG ﬂfl@?—:@)- ﬁarsﬁeantlgen and all
were SRS1dtel be atteve. sFiel eatcentrationsnof e ﬁmowpnjuga‘tes wbreng:tcat 0.63 to 0.68

mg/dIRrogastrin |-9J-[progastrin 72-80]
( SWKPRSQQPGRRSAEDEN , SEQ ID NO 10); [progastrin

To céinfadd thepredfgasance of ﬂﬁ -8 MABRDARN CERERSAREM MG zymometric assay
for pIIO in, 4fld assh Wﬁgﬁﬁlta{s' dRsdyibdd u%ﬁl’\%%lé(g[tﬂf 986 { b Z?E)&erple 10 using

SRS ©; g Eﬁ A bR o nebaics R SR SPRARAE PLfch S e individual

assayb,BNGleteL8pn re{qgaxﬁgi@tqaptmred SRS 1 and 2. The MAb-HRP conjugates were used at
1:20d0- &lmﬁhm@m}@ Moé?{ Sohids] AhAH8%Edal No HRiBPERS 2 (for progastrin 6-80),

Whef%ﬁ BRI Vi GOt Eb o487 ead, Sks o ol FEPoy sgrtpesy the optima
conjuzte 8o} desaRPDAPIhERROBRRCARS AEPENAISHGIRD) NKhis can be seen in Table 6,
wheré;ﬁ%Sﬁ\ﬂtHRP deQ83d YRRt b Refioehtr&AdhAT 100 51\/9 nl"lﬁpcﬁhér‘%l%@& conjugates were

s GG et o) NE Uil g Sl Tl e wed o e

detecprprp reagentijethe immanegnzrapmetricpgsay fagprpgasyin 6-84,13ing SRS 2, as run under

the cad@vnk dathioanMaipe. . Apht on corporation Application
Project <120> Title : Monocl onal antibodies to

TABpEo§ast €ompanigor ofpMiAl ¢R8HRE nemnjugatghasnDe@eGo Riérgents in the
Imm GR6en2PinbpRbRRAy for Prédastihisynt Fi | i ngDate @ - -

Sequence <ZI3> Urgani smName : huaman
SRS 2 Peptide Absorbance Values (background subtracted)
Concentration 495-1- 495-2- 495-3- 495-4-HRP
HRP HRP HRP
100 yM 3.407 0.788 3.220 0.809
10 uM 2.324 0.855 1.437 0.671
1uM 2.721 0.977 1.117 0.582
100 nM 1.856 0.814 0.857 0.571
10 nM 1.431 0.359 0.470 0.254
1nM 0.462 0.012 0.096 0.029
100 pM 0.053 0 0.007 0.003
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<400> PreSequenceString : MJRLCVYVLI FALALAAFSE
ASVKPRSQQP DAPLGTGANR DLELPW.EQQ GPASHHRRQL 60
WGOR06RBSVA DPSKKQGPW. EEEEEAYGWM DFGRRSAEDE NP@©1B2005/002793
<212> Type : PRT <211> Length : 101 SequenceNane :
Human preprogastrin (SEQ ID No 1) SequenceDescri ption
Sequence <213> Organi smName : Human <400>

) ,. reSeguence r| n E EEEEE._AY 17 <212> Type :
Simi syg_i I\greL 49 wh@?C?;e@ %a%tw@%legted in the SRS 1

assay deit piogasBin 1¢ ﬁE@el’r[Dthﬁl)g tﬁeq;upamﬁlﬂ}e&)tf nthUPHN-HRP conjugate in these
assa%gequence <213> Organi snmName : Human <400>

reSequenceString : EGPW.EEEEE AYGWDFG 18 <212> Type

PRT <211> Length : 18 SequenceNane : Human G 7-gly

gption : Sequence <213>
?&b@%ﬁiDéﬁﬂ& 6]92,8181?; PreSequenceString :
The EIWHWIMB?%EQB QB R e AlYE¥cad T ypé1@attuly @B 1lection (ATCC,
Man% g,(?éé E{" " b@r Sequencel\lama : Human gastrin
4 5 D equenceDescrl ption : Sequence
1. Hz&l&musman{)/manm%m b FBUTRGas Q0% o Ph &l et PTA% 8.
LGPQGPPHL VADPSKKEGP W.EEEEEAYG WWDFG 35 <212> Type :
2. HetiRfoma #93-1lpprodyicing MAD 491-1 was assigned accession number PTA-6190.

3. Hybridoma 495-1 producing MAb 495-1 was assigned accession number PTA-6191.

INCORPORATION BY REFERENCE

The specifications of the U.S. patents and the texts of each of the references cited herein are hereby
incorporated by reference in their entireties.

30



SequenceNane : Human gastri n G34-gly (SEQ I D No
5) Apht on 0083. Wr kFi | e. t xt SequenceDesc p' ption :
weems@zaso <213> organi smNane : Hunan <400> PCT/IB2005/002793

PreSequenceString : SWKPRSQQP 9 <212> Type : PRT <211>

Length : 9 SequenceNanme : progastrin (SEQ ID No 6)

SequenceDesc p 'ption : Sequence <213> Organi smNane :

Human <400> PreSequenceString : SQQPDAPLG 9 <212> Type
What isRRImePit1> Length : 9 SequenceName : progastrin (SEQ

I . 7 r Lt o D8 < > ani
L i RIS PSRRI BL 1 GRSt doss v
bind ggsfrin: 1 TGHd): gapirir-340434). glypige-pxtended sagftiarid ERbELY), or glycine-extended
gastrin-D6344G1y). (SEQ | D No 8) SequenceDescription :

Sequence <213> organi smNanme : Conpl etely Artificial

2 TGS L e TR BB g
eDes

antibf{@véyd@ga cription : Feature Sequence: |inker

ﬁept ide (SEQ ID NO 9): <221> FeatureKey : PEPTI DE
3. The progastrin-binding molecule according to any one of claims 1 or 2, wherein the molecule is

an antibody.

4. The progastrin-binding molecule according to any one of claims 1 to 3, wherein the molecule is
a monoclonal antibody.

5. The progastrin-binding molecule according to any one of claims 1 to 3, wherein the molecule is
a single chain antibody.

6. The progastrin-binding molecule according to any one of claims 1 to 5, wherein the antibody is
a mammalian antibody.

7. The progastrin-binding molecule according to any one of claims 1 to 6, wherein the mammalian
antibody is a murine antibody.

8. The progastrin-binding molecule according to any one of claims 1 to 6, wherein the mammalian
antibody is a chimeric human/mouse antibody, a human antibody or a humanized antibody.

9. A monoclonal antibody that selectively binds an epitope within the amino acid sequence
SWKPRSQQP (SEQ ID NO: 6).

10.The monoclonal antibody of claim 9, wherein the antibody binds the epitope bound by the
monoclonal antibody produced by the hybridoma 490-1.

11.A monoclonal antibody that selectively binds an epitope within the amino acid sequence
SQQPDAPLG (SEQ ID NO: 7).

12.The monoclonal antibody of claim 11, wherein the antibody binds the epitope bound by the
monoclonal antibody produced by the hybridoma 491-1.

13.A monoclonal antibody that selectively binds an epitope within the amino acid sequence
GRRSAEDEN (SEQ ID NO: 8).

14.The monoclonal antibody of claim 13, wherein the antibody binds the epitope bound by the
monoclonal antibody produced by the hybridoma 495-1.
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<222> LocationFrom: 1 <222> LocationTo : 6 O her
information : CDSJoin : No Sequence <213> organi
wenrdsma2980 Human <400> PreSequenceString : SWKPRSQIBLB05/002793

RRSAEDEN 18 <212> Type : PRT <211> Length : 18

SequenceNane : progastrin (SEQ ID No 10)

SequenceDescri ption : Sequence <213> organi snmNane :

Human <400> PreSequenceString : S DAPLGG RRSAEDEN 18
15.A<pgg§>ofmcl_on¢ll:@pﬁg%§gs, cB@HGQi%g two %ﬁ{eoeﬁltibocﬁes sel%ecte'g from the group
consiSdgBoMr &ftibbay thet sextivelycidiNinthe N-feeaizas of progeSfiQat Bn Mpitope within

the aﬂa@ﬂﬁu%gﬂ Qid}g%%%fagﬂ%e %??ﬁ%ﬁi%@ys \ﬁ{z?_:)%Iechvg@rﬂinm@%teminus of

ProgasiEiat A paNiope) AHee acig 49 af B 0:5pand an antibody that
selectbealy binde Nzt termjnue gfiptogastri 8EQ dpdopdOwitizin the amino acid sequence of SEQ
D N8eguenceDescri ption : Sequence <213> O gani smNane :

Human <400> PreSequenceString : SWKPRSQQPP GRRSAEDEN

oy S A PR oo

Sequence
17. The hiybeidoma 491-1 (ATCC Accession No. PTA-6190).

S

18. The hybridoma 495-1 (ATCC Accession No. PTA-6191).

19. A pharmaceutical composition comprising a monoclonal antibody of any one of claims 1 to 14,
and a pharmaceutically acceptable carrier.

20.A pharmaceutical composition of claim 19, wherein the monoclonal antibody is a chimeric
human/mouse antibody, a human antibody or a humanized antibody.

21. A progastrin immunoassay, comprising

a) obtaining a sample to be assayed for progastrin;

b) contacting the sample with a monoclonal antibody that specifically binds progastrin, but does
not bind gastrin-17(G17), gastrin-34(G34), glycine-extended gastrin-17(G17-Gly), or glycine-
extended gastrin-34(G34-Gly), under suitable conditions for antibody binding and allowing any
progastrin present to form a progastrin-monoclonal antibody complex; and

¢) detecting the presence or absence of the progastrin-monoclonal antibody complex; and/or
determining the amount of progastrin-monoclonal antibody complex in the sample by an
immunodetection method.

22.The progastrin immunoassay according to claim 21, wherein the monoclonal antibody
selectively binds an epitope within the amino acid sequence SWKPRSQQP (SEQ ID NO: 6), an
epitope within the amino acid sequence SQQPDAPLG (SEQ ID NO: 7), or an epitope within the
amino acid sequence GRRSAEDEN (SEQ ID NO: 8).

23.The progastrin immunoassay according to any one of claims 21 or 22, wherein the monoclonal
antibody binds the epitope bound by the monoclonal antibody produced by a hybridoma selected
from the group consisting of 490-1, 491-1 and 495-1.

24.The progastrin immunoassay according to any one of claims 21 to 23, wherein the
immunodetection method is an enzyme-linked immunosorption assay (ELISA), a
radioimmunoassay (RIA), an immunohistochemistry (IHC) assay, an immunofluorescence (IF)

32



<213> Organi smNanme : Human <400> PreSequenceString :
SWKPRSQQPP GGPPGRRSAE DEN 23 <212> Type : PRT <211>
woaemgton2980 23 SequenceNane : progastrin ( SEQ | DrSo/IB20)5/002793
SequenceDescri ption : Sequence <213> Organi snmNane :
Human <400> PreSequenceString : SQQPDAPLGP PGGPPGRRSA
EDEN 24 <212> Type : PRT <211> Length : 24
Seque Na . progastrin (SEQ I D No
eSS RGBS 6 eriellab e £2ie8 Db 2 Sanigbassay or a surfuce
plasnhbmmsistad@0detdetiebagthedceSt ri ng : SWKPRSQQPP C H <212>
Type : PRT <211> Length : 11 SequenceNane : progastrin

25.A( %@OHD)MM%I@SIH%GQ lg%gkﬁﬁ SRbte@!diRAse 013%81%@&{3 i alpatient, comprising
L8 OO> P Seg)uen
coter G RRRAIE 4 CEprpatH s somplero oo

2|8 ltlh ﬁ:on*gthe patient and comparing

the 1o g€ praspsinie in the saepde wiith thekoel DF Nwgdstiin in a sample of biological fluid

from 986 bEMOAIRRED] Rliviilals, IAUEN feferercbItan@i@ani snName
Human <400> PreSequenceStn ng : SQQPDAPLGP PC 12Aphton

26. AOR8Rod \é?rﬂf@ehﬁor{ 3t usaden YR %astrlﬁ> %Iomgt%&' Tisk AL, cohdljflon comprising

administering the pharmaceutical composition of claim 19 to a patient in need thereof,

27.A method of monitoring a gastrin-promoted disease or condition in a patient, comprising
determining the level of progastrin in a sample of a biological fluid from a patient suffering from or
at risk of a gastrin-promoted disease or condition at a first time point; determining the level of
progastrin in one or more samples of the biological fluid from the patient at different time points;
and thereby monitoring the gastrin-promoted disease or condition.

28. A kit for performing an immunoassay comprising a monoclonal antibody that selectively binds
progastrin, wherein the molecule does not bind gastrin-17(G17), gastrin-34(G34), glycine-extended
gastrin-17(G17-Gly), or glycine-extended gastrin-34(G34-Gly) and a suitable container.

29. A surrogate reference standard (SRS) molecule consisting essentially of a peptide chain of from
about 10 to about 35 amino acids, wherein the SRS molecule comprises immunomimic of each of
at least two epitopes present in a protein of interest of greater than about 50 amino acids.

30.The surrogate reference standard (SRS) molecule according to claim 29, wherein the protein of
interest is a peptide hormone or a peptide hormone precursor.

31.The surrogate reference standard (SRS) molecule according to any one of claims 29 or 30,
which is a synthetic peptide.

32.The surrogate reference standard (SRS) molecule according to any one of claims 29 to 31,
which is a recombinant peptide.

33.The surrogate reference standard (SRS) molecule according to any one of claims 29 to 32,
wherein the peptide hormone precursor is progastrin.

34.A method of standardizing a sandwich immunoassay for an protein of interest of greater than
about 50 amino acids comprising a first and a second epitope, the method comprising detecting or
measuring a signal generated in the immunoassay with a standard amount of a surrogate reference
standard (SRS) molecule consisting essentially of a peptide chain of from about 10 to about 35
amino acids comprising immunomimics of the first and second epitopes of the protein of interest.
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sequenceNane : progastrin (SEQ 1 D NO 18)
sequenceDescri ption : Sequence <213> organi smNane :
wolznwr329800> Presequencestring : SQQPDAPLG 9 <PA2ABIYype2793

: PRT <211> Length : 9 SequenceNane : progastrin (SEQ

I D NO 19) SequenceDescription : Sequence <213>

organi smNane : Human <400> Presequencestri ng :

CPPGRRSAED 12 <212> Typ PRT <211>
35. T]@fea‘{fgﬁ) A5 {}!.g tﬁr"(]?g‘é‘s%q” \%z/]hef%g@q ) gggsrateg n the 1mmunoassay with a
standBest) areoure R s surpighioreferddee Lsandmrd(SRS} nfolgralel isroderpered with the s1gna1

e <
st MER BN o S e o o

mter‘TSb No 21) SequenceDescription :

36.The method according to any one of claims 34 or 35, wherein the signal generated in the
immunoassay with a standard amount of a surrogate reference standard (SRS) molecule is
compared with the signal generated in the immunoassay with a sample comprising a known
amount of the protein of interest.

37.The method according to any one of claims 34 to 36, wherein the immunoassay is an enzyme-
linked immunosorption assay (ELISA), a radioimmunoassay (RIA), an immunohistochemistry
(IHC) assay, an immunofluorescence (IF) assay, an agglutination assay, a western blot assay, a dot
blot assay, a slot blot assay or a surface plasmon resistance detection method.

38.The method according to any one of claims 34 to 37, wherein the protein of interest is a peptide
hormone or a peptide hormone precursor.

39, The method according to any one of claims 34 to 38, wherein the peptide hormone precursor is
progastrin.

40.The method according to any one of claims 34 to 39, wherein the SRS molecule is selected
from the group consisting of [progastrin 1-9]-[progastrin 72-80] (SWKPRSQQPGRRSAEDEN,
SEQ ID NO: 10); [progastrin 6-14]-[progastrin 72-80] (SQQPDAPLGGRRSAEDEN, SEQ ID NO:
11); [progastrin 1-9]-Gly-Gly-[progastrin 72-80] (SWKPRSQQPGGGRRSAEDEN, SEQ ID NO:
12); [progastrin 1-9]-Pro-[progastrin 72-80] (SWKPRSQQPPGRRSAEDEN, SEQ ID NO: 13);
[progastrin 1-9]-Pro-Gly-Gly-Pro-Pro-[progastrin 72-80] (SWKPRSQQPPGGPPGRRSAEDEN,
SEQ ID NO: 14); and [progastrin 6-14]-Pro-Pro-Gly-Gly-Pro-Pro-[progastrin 72-80]
(SQQPDAPLGPPGGPPGRRSAEDEN, SEQ ID NO: 15).
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