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This invention relates to i nprovenents in and

WO 00a731g1 t 0 assay methods for testing for PCT/GB2005/000328

transm ssi bl e spongiform encephal opathy (TSE) in
manmal i an subj ects. Spongi f orm encephal opat hies are a
group of degenerative neurol ogi cal di seases. Exanpl es
have been 10 found in a nunber of mammal i an species

i ncluding sheep (where it is known as scrapie), cows
(BSE) and humans (Creutzfel dt-Jakob di sease (CJD),
new variant CIJD (nv CJD) and kuru). It has been

reported that TSE froBh@riogwedesting be transmitted

under |aboratory conditions 15 to mammal s of anot her
species. This crossing of species, barriers by, the
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(tﬁﬁé]@gt%ﬁogf Mt Sk Tal PERImNas DeescB8di fendi hedads in
the Tnfective agent. PrP_is a natural] occurring
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after which the clinical symptoms of progressive
degeneratiénﬂof mental state, including aggressiveness
and lack of coordination, appear. Post mortems reveal a
chafacteristic pattern of vacuolation in brain tissue
due to the destruction of neural cells, and the
deposition of unusual protein fibres.

Although the form of the disease found in sheep has
been know for many years, spongiform encephalopathies
have come to gréater prominence following the appearance
of BSE in cattle and of nvCJD in humans.

It is believed that the causative agent of TSE is a
so-called "prion", that is an infective agent comprising
protein only and no nucleic acid. In TSE, one
particular protein (termed prion protein, PrP) has been
identified as the infective agent. PrP is a naturally
occurring qellulér protein that exists in two isoforms

which differ in their tertiary structure and as a result
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WD 2005/ 073731 PCT/ GB2005/ 000328 2 may be
di stingui shed by their response to enzynatic

walegsadasi on, e.g. by protei nase K Thus the nPCF/GB2005/000328

infectious isoformniPrP is wholly digested by
proteinase K while the infectious isoformiPrP is 5
degraded to | eave a det ect abt €2 pol ypepti de resi due
PrP27-30. The ami no acid sequences for many manmal i an
meﬁﬁx%e ghowhnanidshed ey Bheirf 5pseRafp| BOofnzymatic
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B R SR AR R Tk i et
fromP2a741%0proteol ytically digested brain tissue

sanpl e. Théh§m§H8ha@§§a¥e€ﬂ§hbégl?o%rﬂ&hgnﬁgﬁmaiygh'ﬁrP are
Ireland, uses the technology described 1n EP-B-6
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EP-B- 626613, 2. Y6 00 Yan LeSPSChLYSbYg WOLLenbbeey

comercl a assays sSuccess
i sdiagesthei Pesheelior oFSE nppenetaTEE bagedysnahllei ise of

Pagtt LHb@L ed Ofh PSR AYSnd NEE BBY29E30PEELPHIRY from a
ant e- nnrten1or whi ch do not require brain |ssue
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30 i nprovedsas yssdPusvyiealele f £ 66hORRE @8 peDLbl b,
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supectpasticdubethpdche Enfer assay uses two polyclonal
antibodies raised against immunogenic conjugates of
polypeptide sequences corresponding (i) to a section of
PrP27-30 and (ii) to a section of PrP outside the PrP27-
30 section. These sections are referred to in EP-B-
616613 as Vc and Va respectively.

While the commercial assays have met with some
success there is a continuing need for improved TSE
assays and in particular for assays that may be
performed ante-mortem or which do not require brain
tissue samples.

The present invention provides just such an
improved assay.

Thus viewed from one aspect the invention prbvides
an assay method for detecting infectious prion protein
in a sample from a mammalian subject, said method
comprising: obtaining a prion protein containing sample
from said subject; contacting said sample with an agent
which serves to digest non-infectious prion protein and

to partially digest infected prion protein to yield a
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conprising: obtaining a prion protein containing
sanple 35 fromsaid subject; contacting said sanple

wowak/0z313agent  whi ch serves to di gest non-i nfBPCL/GBa®S/000328

prion protein and to partially digest infected prion
protein to yield a WO 2005/ 073731 PCT/ GB2005/ 000328 3
prion protein pol ypeptide resixue; contacting the

di gested sanple with an antibody capable of binding to
a pricdry pepitieden hsolinsepthislanrami disd d setiuaticnd/ctle

g ekl (e 00y i bhpindisg to 2

-HQP]S%EF@P’CAIC%G (Hawlns( \rd)e (amerceua:pJF@t FEEIIRIVE y or.
absent 10 R2 is either Thr or Ser R3 is an am no
acid resi due selected fromdy, and Asn
R5( G Rt d depndenf 19 i & rG];&érBloFZS%Jr ]ﬁ? G{]§1 art‘ﬂ:p'
mﬁéﬁlﬁyéibfdﬁi@ﬂ@ss@kaGL@@—ﬁh@n@ﬁ&eI@@X4ﬂﬂk -K,5APheGly)
\?%) el ther Val or Met; and wherein one or nore
(s ue wi thin brackets may be present or absent
vvlth the proviso that if they are present they are

{eégggligﬁ the Lest, Ok %g% .in sequence); and

conjugates o sal ant1 body and said
erzoﬂSpreet:bﬁﬂf Thal ppefeirde resi due; characterized in

tﬁ@t1%h%nd§%§%b'Q@ld@Ee%aﬁﬁeC%%ﬂ%&%%QSf@@ﬂptﬂ§esSer and
cheni cal, bi ol ogi cal or biochem cal anplification,

espEti al I y preferably biochem cal or biol ogical
3mglebﬁcati@ﬂe &hch ﬂ@d@p&ﬁ@éﬁt?ﬁ spekéeshandor Ser;

ection of .the ampli speC| es.. Th t y
caprabite 28f 2BY RG] ﬁ‘&qg r\%q’ll S pr efléng‘t?ld %rgﬁﬂ 21,%?:’ L(?u and
ra@lsed agai nst an i mmunogeni ¢ conjugate of a

Sﬁth%t QFB Ey@%ﬁvogeM%E L0 1 A4 &%1%?%M%n%&'YE&QP&ESldues
erabl c¢” as describe ow)

va@eﬁhm |b§'ﬁa0]%%fm%y RSy t%b%ﬁfet C%thF]%célil%n
of 188 B Ore e DI MA K, | e present they are attached to

the rest of the peptide in sequence); and detecting
conjugates of said antibody and said prion protein
polypeptide residue; characterized in that the detection
of said conjugates comprises chemical, biological or
biochemical amplification, especially preferably
biochemical or biological amplification, of a detectable
species and detection of the amplified species.

The antibody capable of binding to Ve is preferably
an antibody raised against an immunogenic conjugate of a
synthetic polypeptide of amino acid sequence Vc (or more
preferably Vc' as described below), e.g. by vaccination
of a mammal therewith and collection of sera or Vc-
binding IgG.

The prion protein containing sample used in the
method of the invention may be a sample of any body
tissue, fluid or material which contains prion proteins,
e.g. muscle, tonsil, brain, blood, urine, faeces, etc.
The sample may also be blood, serum or plasma from blood

banks, blood products (e.g. coagulation factors), tissue
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The prion protein containing sanple used in the
nmet hod of the invention nay be a sanple of any body

wo e@soe373f l uid or material which contains pri oPCT/GB2005/000328

proteins, 35 e.g. nuscle, tonsil, brain, blood, urine,
faeces, etc. The sanple may al so be bl ood, serum or

pl asma from bl ood banks, blood products (e.qg.

coagul ation factors), tissue WD 2005/073731

PO @205/ 008BY8re ned R oepet aintog t HrEmablpg products
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Following digestion, the sample is contacted with
the Ve-binding antibody. This may be prepared as
described in EP-B-616613. Particularly preferably the
antibody is prepared using a conjugate of a polypeptide

of sequence
GQCGSHSQWNKPSKPKTNMKHVGC (Vc')

with an immunogenic carrier, e.g. tetanus toxoid,
ovalbumin, etc. Conjugation may be effected using a
standard linking agent, e.g. m-maleimido-benzoyl-N-
hydroxy sulphosuccinimide easter (SMBS), etc. The
antibody is preferably polyclonal. Standard antibody
production techniques may be used.

The Vc-binding antibody may be immobilized on a
gubstrate (e.g. a flat surface, optionally
superparamagnetic beads, rods, meshes, tubes, etc) using

conventional protein immobilization techniques.
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oval bum n, etc. Conjugation may be effected using a
30 standard |inking agent, e.g. mnal ei mdo-benzoyl -N

why@soxy3sul phosucci ni m de easter (SMBS), etc.PdHEB2005/000328

anti body is preferably polyclonal. Standard anti body
production techni qgues may be used. The Vc- bindi ng

anti body may be i mmobilized -orb a 35 substrate (e.g. a
flat surface, optionally superparanmagnetic beads,

r ikt e prsiess 1y ubre snomwt Hym hﬂgze@o‘fﬁ/gﬁmmw Prlotleedy may
I pohiddgation techni ques. WO 2005/ 073731

PCT/ GB2005/ 000328 - 5, Alternatively, a ,

non- i nroks |£Prz%<a&%-ﬁ%¢%go%rﬁ*rmyl%n§,he SRR OFrhetage
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assa t hod. wi epend .0 e [ A il .
or SRR I 195 ROTECBIRa et Loy i e Y e

t hes¢dcami que sied ececthique chehecadd Lot otloghtedl or

bi 1.C I3 f i ' ' ; l'ification
it&lgs la‘%tlt atﬁg&%g%é? g%?%@%g%&%leﬁmgal reaction
(e.g. BY hanbrrlawmlseicatiprnpyity Ehaneaal Sudstaneen-

n%id&?{éﬁiéé/l fct%}gi%é% ar%&%p&h cel.onvi rﬁa@m&ni Satalysed
use 0O generare a etecta e spec S, €. presence
orbxét%eq%mﬂoqam%s%n%d?%ﬂwﬁﬂa%fyt%%u tetende of

ansidiostyi qul osnpl edhentpp| ypepsédeto rgsheiete a detectable
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o A o 2t [ body: pr on pr ot ei n pol ypept | de

resi duédy 2ol ebrg it eanp Bif Hrdeheni thl LanpeaRt chitdbn

| tmi Srd®Unidatid ub@cheNgEd rd€ach | @cdetgblaNspecies

eni%.n%tléég?la%:t fé]%lgétt%ncnUd ei c gm d anplifica lot o

su s YerlBt LTI HE Rt [T

spece@ende. @ atbesmmealof which is indicative of the
presence of antibody:prion protein polypeptide residue
conjugates.

By biochemical amplification it is meant that a
biochemical reaction (e.g. an enzymatic reaction or a
nucleic acid amplification such as PCR) is used to
generate the detectable species (e.g. chemical
substance), the presence or absence of which is
indicative of the presence of antibody:prion protein
polypeptide residue conjugates.

The material which is amplified or which causes the
amplification to occur may be conjugated to the Vc-
binding antibody or to a further agent capable of
binding to the antibody:residue conjugates, e.g. a
second antibody. Where it is conjugated to the Vec-
binding antibody, its ability to function may be
unaffected by conjugation to the PrP27-30 or it may be
activated or deactivated by such conjugation. As a
result, unrgactéd antibody may or may not have to be

separated from antibody:residue conjugates. This is
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25 substance), the presence or absence of which is
i ndi cative of the presence of antibody:prion protein

w@eiogoesi de resi due conjugates. The material MIT/CB2008/000328

anplified or which causes the anplification to occur

may be conjugated to the Vc 30 binding antibody or to

a further agent capable of -biending to the

anti body: resi due conjugates, e.g. a second anti body.
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a3ty residue conjugates. Again this is
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40 TRY (R LSRG arfa AT (oSSt In
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1555 MMogE Sk, & 100, 1 00 CETRREN Y LA 1
used it is preferably the case that the different
components togethef create a different amplification
effect from that achievable with the single components
on their own, e.g. they may be catalysts (e.g. enzymes)
that catalyse different stages of a multistage reaction
or they may be viral agents having different effects on
the game or different target microorganisms.

Where a second binding agent is used in the assay
method of the invention this is preferably also an
antibody. However other binding agents may be used if
desired.

The term antibody as used herein, unless the
content dictates otherwise, may be an antibody as such
or a functional fragment (e.g. a Fab fragment) thereof,
a single chain antibody or an oligomeric antibody
construct. Such materials may be produced in
conventional fashion.

To avoid unnecessary false negatives, the assay
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conmponents together create a different anplification
effect fromthat achievable with the single conponents

wo@roosied7sl own, e.g. they may be catal ysts (e.gPCT/GB2005/000328

enzynmes) that catal yse different stages of a

nmul ti stage reaction 25 or they may be viral agents

having different effects on - the-sane or different

target mcroorgani sns. Wiere a second binding agent is
usesthaod tdl tss aynvert hod afse herefeenblpninhpsves testing

prgl;}?cgﬁp:lgn ac')f_gotl‘?Q of{@%lggﬂysam\@vf roﬁPﬁchhE‘th‘g This

S nmay be desired. The term anti body
asm@Sé@eh@¢@¢n00@ﬁ$@§%0@%b1Ycoﬁt%ntuﬁ%ﬁﬁa?@% Binding
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her eof

fragnent (e. a Fa
ch&fnt %h%l%%%? o?h%nP6?|§6ﬂ€+%% 2Rt B3y %goggﬁsg?ug?Pable
?u@ﬂ Bﬂﬁ@ﬁﬁ@JSongﬂrbeaﬁdﬁdﬁCﬁﬁﬁrR orofivepgnénnal thereof
ashi on. . To- ayoi d_unnecessar. th
SERSTe5t A0SO B U Do0328 05 B8P oot ar™
thentnbe@ie@nan¢s@e@ceibe@biy theolwbsr@bgreﬂg a
portlo Qe tle 95'9'% F?ff@aeeﬁﬁédf%ghﬁonBeVB -bIhBSng

one conventi . usin bi ndi ng
an@nbbh@@x b8 #oedesmnpPR- Pﬁ @h%e%Bﬁﬁe?%maﬂeBSElt%sts

5 LRaiby §u§§%etotbﬁepvg—51ﬂdiﬂ§ antibedyeshaitd bre

capabl e inding to iPrP and/ or niPprp g

th%Wé%?lO%X%BSEHebglaﬁﬁa@bgﬁ?Fbﬂn ﬁ%rtlgﬁr gg?l%%.

agphefémbbpdtﬁs aneidedgribed in ah'éal-bnﬂdangr entibody as

refe red e ' .

an&eﬁbﬂﬁdngeﬁ Wy on e01€£?g ggg%%ﬁgggﬁpphgﬁ'ﬁg aﬁglbody

anabognesrq1$edth9abb8blﬂdln@manpgbaéﬂegomﬂﬂﬁaﬁﬁeOf a
ﬁtﬁ %Qf%gégﬁfag'SESShQHosééﬁd Ea héﬁHEaVEY(or more

pre era used is a Va- ng antib g
aspraéerﬁ HYb%FmeSE§9§€FéPP§ B?%P@}abﬁygsugw gpocinition

anéfdeMarilu%alLStﬁeeewatﬁegnagabmtacamonnmﬂnsgeau er Va-
g%gaate of a synthetic polypeptide of amno acid

tBI9VAIPor nore

By a Va-binding antibody is meant one capable of

binding to a polypeptide of sequence

(Pro-Gly-Gly-Ry) -Trp-Asn-Thr-Gly-Gly-Ser-Arg-Tyr-Pro-Gly-
Gln-Gly-Ser-Pro-Gly-Gly-Asn-Arg-Tyr-Pro-Pro-Gln-Gly-
(Gly-Rg-Ry,-Txp) (Va)

wherein R, and Ry are each independently either Gly or
absent;

R, is either Gly or Thr; and wherein one or more
residues within brackets may be present or absent with
the proviso that if they are present they are attached
to the rest of the peptide in sequence.

This may be prepared as described in EP-B-616613.
Particularly preferably the antibody is prepared using a
conjugate of a polypeptide of sequence This may be
prepared as.desCribed in EP-B-616613. Particularly

preferably the antibody is prepared using a conjugate of
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preferably Val as described below, e.g. by
vaccination of a mammal therewith and coll ection of

w@e00d/0zd73va bi nding 1gG 20 By a Va-bi ndi ng anp€bos#gons600328

nmeant one capable of binding to a pol ypeptide of
sequence

(Pro- Gly A y-R8)-Trp-Asn-Thr=@y= G y- Ser-Arg- Tyr -
Pro-dy-

A -RplveRpt He- of ysesyer@a- Arg- Tyr-Pro-Pro-G@ n- G y-
25 (A y-R9-R10-Trp) (Va) wherein R8 and RO are each

or ST Y AP R Ro0el o0 | eoi dues within
brackets may be present or absent with the proviso.

thateh hf&(m@ﬁc??%ﬁfé ol 1Ny, aL ec%at EQEQSS%GE&&PS

r est of th € 1n Sequénce. prepaf ed
asotrRbM e d ¢1ﬁc EP- @om@m@lon PazY i kel af fgcbqa@fwabgya

th@t@ﬂiﬁa\l@dhﬁﬁlﬂgﬁe&gﬂéﬁg Usifg supd> CPREUGRE Ep8byais
poI $ g tide of sequence This may be prepared as

1h eplyecbapsis. %l%(ﬁ%{ﬁ a?mylbfa%f@?fa%wt%%
anﬁé; dothyqiss pﬁ@pab@dugédng a Conj ugate of WD

5283220@31 PCT/ é 05/ OOOB%E a pm%/%éf'%l gsemf?ﬁlsﬁve:

| mrmme:f@aablerto etgeat etlam Lsub]xmt dwitbval bherapeutic

lng a&%ﬁg{hgags‘%g?&%ﬁfﬁi Q&df‘s S%plﬁggera Ibe the

poatrytﬂlzsmr ah?%%d@rdn@mb%o@yc?ﬂm‘ﬁidﬁf t@%h@mqw@@ y

m%b’li?f? é@%eﬂ@ Whete S8R et&%h%ﬁ%ﬂ' SEhaseaynE eSHhhtion
osjtive, is preferable_to treat the subﬁgct

V\n‘i‘ ré”%‘?’rper%‘beh?ﬁf% OB gePit ARBRIF ST JaP]Y/% bi Hdi e case of
ardum0dyrsHhi shéayhdeapdet i @rintbisydgl DeeppsfaBybbe &

PR o it b vy 130 A BTV A R Lo e Py bRy
dexp atkf irhed i FvPre) n tzh@nnas@tmtmwrraﬂ gSEfetrdely by
trEﬂfH&%ﬂ&ﬁ é%“iﬁ%ﬁ@&éﬁ,ﬁéﬁ&?fﬁﬁﬁd “he CSF. Dosages may
be determined conventionally using TSE infected animal
models. Such therapeutic use forms a further aspect of
the present invention.
Viewed from a further aspect the invention provides
a kit for use in the assay method of the invention, said

kit comprising:

(1) a Ve-binding antibody;

(ii) optionally and preferably a Va-binding
antibody;

(iii) optionally and preferably proteinase K;

(iwv) a material capable of chemical, biological or

biochemical.amplification, preferably
biological or biochemical amplification, and
detection or of causing chemical, biological
or biochemical amplification, preferably
biological or biochemical amplification, of a
detectable species, said material optionally

being conjugated to antibody (i); and
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sel ected antibody (i.e. an anti-Vc or anti-Va anti body
as defined above). Admnistration is preferably by

w0 pjosori’en or infusion, e.g. into the CSF. DosBOEEBRw/000328

20 be determ ned conventionally using TSE infected
ani mal nodels. Such therapeutic use forns a further
aspect of the present inverti®m Viewed froma
further aspect the invention provides a kit for use
i n(the assayopeitwalby amd prakeirdlly tasbrugbiepg for the
conpri sing: {daheeadd no r@amﬂta@@agy, métmdopt i onal Iy

b

and prefera I ndl n ant i (i)
opt | onaW*PJyl éh%rré%%m Bt dARS KA 3pnEYYP§ @r other
gaééﬂé @?@@bi§ e£beaHTRla imwé€§m@@|wﬁfch 1s|1tself
i ochem ca i cati refera
o1 DeREHFEare arg) £7¢ catp bhe i SR Sharederahtet of -
cau5|ngrmaehmvahtlbnOWDglcmbw e deochepedafurther with
%f% 54000 PLET ELEDLYLD BL0! 00 G T Ohixl0F0RT C2
i Ca det ectab

i on e speC|es sald materia
optlonally belng conjugated to antibody (i); and WO
2005/ 073731 PCT/ GB2005/000328 - 9 (v) optionally and
preferably instructions for the performance of said

d Wiile the material (iv) nmay be an enzyne

or atbes peapabysioht is preferably a substance which

isitself 5 replicated in the anplification
procedure. The invention will now be described further
mnIhlti@Ieteaseetdlsheptnbhomsnggn@ppbopdmageEmahdeg such

di Srup@&ﬁe&1§§‘€?!}8 Eﬁega&?{é% él@d%hgﬁg{ﬁ ﬁéyﬁg pestle and

usi ng appropriate
horegeni Eag¢ obuba Boderedgenta beFaee b@mﬁgeﬁé§ﬁluhaﬁa may

15,cept 41-{ Byt HhectAr PY PHYSEidn CT UdRe heBEERAhBMYYERAL e
gample igs diluted to a working concentration in a

guitable buffer in readiness for Proteinase K digestion.

Example 2
Prion Protein Digestion

To distinguish iPrP from niPrP the detection systems
rely on the relative resistance of iPrP to digestion by
the enzyme proteinase K (PK) (see Kretzschmar, Clin Lab
Med. P109-128 (2003)). Typical conditions of PK
treatment would be, diluted homogenate sample split into
two equal portions and PK added to one portion and

incubated accordingly (e.g. for 30 mins at 37°C).

Example 3
Ve-Binding Antibody Addition

Serum or purified IgG are prepared from the blood of
animals immunised with Vc peptide conjugate vaccine.
These sera would then be diluted to a working

concentration, contacted with the PK digested
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be clarified by centrifugation. The tissue honpgenate
sanple is diluted to a working concentration in a

waiosad7el buf fer i n readi ness for Protei nase KPCT/GB2005/000328

digestion. 20 Exanple 2 Prion Protein Digestion To
di stinguish iPrP fromni PrP the detection systens
rely on the relative resist-aide -of i PrP to digestion
by 25 the enzyne protei nase K (PK) (see Kretzschnar
Chbmogabiskddsapple- 2p8 (pgubRfedTosroadingndi ticofs 6T 1
Pﬁohgeggngﬁtzg@égd be, diluted honbgenate sanple split

to two equal portions and PK added to one portion
and i ncubat ed accordingly (e.g. for 30 mns at 37C).
30 @mgl @ 3 Vc-Binding Antibody Addition Serum or
pur|f|- | 9G.ar.e_prepared fromthe blood of 35

| H e, O a pDeceCtio
onjugate vacci ne.

These sera mould then be diluted to a working

SOa s P L AR Pl T8 PLo 0 e e oo Y ine

s@npbhemn@alln@@bfmué@aoﬂ@ RE-afe OF, B upatiscyr  at
de%@ghar§xéﬁﬁﬁ%o%y5t%b%&ﬁbpé@p||th%a@xa%pﬂajwould be the
Detection”Si gnal anp i cation t Rl [l
r dgGPatiem ﬂfng?ln &%&P@chquggﬁ%%ué}é hntaﬁ é%Lﬁnar or
C&wl(%@%u@%h (%e@ontfafnk/) 1?rmromod1yc pectrs°qie smpdid iedainyl €he
e ubat.i
200,000 15 0608 1,00, 00.00 el o oo <o
am&p;lnsfel edhdiysH Ipezroadsﬁatseon(eofg Afid 7 Hsivat iat BhdEng) and
@%iﬁ%%ﬂiqgﬂ%ggfg%ﬁfgﬂ§§% Ladih REPH dased &tl-a

our detecti on using a
cﬁmmg':em albsgydangee oy dadPactyophofmg T
absor bance on a spectrophotoneter. Exanple 5

Example 5
Antibody Efficacy

Ve-binding and Va-binding polyclonal antibodies prepared
by animal immunization with antigenic conjugates of Vc'
and Va' respectively were contacted with brain
homogenate prepared as described above from CJD infected
and non-infected human brain with and without proteinase
K digestion. The samples were then subjected to Western
blot analysis and the results are shown in accompanying'
Figures 1 and 2. Figures 1 and 2 are for Va-binding and
Vc-binding antibodies respectively. In each Figure,
lane 1 is uninfected homogenate, lane 2 is PK treated
uninfected homogenate, lane 3 is infected homogenate,

and lane 4 is PK-treated infected homogenate.
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Anti body Efficacy 20 Vc-bi ndi ng and Va- bi ndi ng
pol ycl onal anti bodi es prepared by aninmal i nmmunization

WOWRa0k/023181 geni ¢ conj ugates of Vc¢' and Val resper/GBr@sp00328

were contacted with brain honogenate prepared as
descri bed above from CID i nfected and non-infected
human brain with and wi thout 1t otei nase 25 K

di gestion. The sanples were then subjected to Western
blditaisal ysis and the results are shown in
acconpanying Figures 1 and 2. Figures 1 and 2 are for
Va- bi ndi ng and Vc-bi ndi ng anti baodi es, respectlvgﬂé: I n

edoh Filgurssaametidds fan es@Sd o Ioug

%%I%%él&‘?ﬁltl’?% é’é?r%pl@ rﬁ&gﬁ l%d IJH?T%Q@%{K%tuHﬁit’tﬁ:dB dasid
|nece ormenae an ane | S -treate .
RS FRIFRAIHAE, Vb 73 PR BCRAEI005 S Lng
slahpl@ Eﬂm sdlid /krulﬁpmy Imﬁitcmbtfimg detiettgample with an
L Gt ST Rl U b b2 A LB, i an
a

r|S|ng alnlng prion
prmioenemrcmdaltm R tsigigle dmﬁtsardf%qnﬁ%dtrwn protein

tdng as gﬁﬁl&é@ﬁ ApAYetie Wi L5507 Vcﬁ‘;h’da(btlng
non- | ect| rion protein and t artfzk 3&
tg‘eﬁstdligﬁséa%osﬁj?ﬁlcﬁw Wit éth al‘ttol BB Fap irding
Prd &l phdBpydetddadesidugie mmtam 1=£leqd[m'10e Ve

dlgested sanple with an anti body capabl e of binding
to a polypeptide having the am no acid sequence Vc

( qCﬂéﬁGﬂ:ﬁ@’lﬁ*'ﬂ&p)@@l}GGﬂ.—IG@/l}G@/l}FEIRlRR? Higs-R;-Gln-Trp-
- n-T P
T e R R g ety s o

Rl(\Wie) either Ay or absent; R2 |s elther Thr or Ser;
R3 is an am no acid residue selected fromdy, Ser and
20 Asn; R4 and R are each independently either Asn or
Sefwheree i Bin igniedéhes 61 Ve@?dﬁ%%@l Cécted from Met,

Lay ardeilp@r Thr or Ser;
R; is an amino acid residue selected from Gly, Ser and
Asn;
R, and R; are each independently either Asn or Ser;
R¢ is an amino acid residue selected from Met, Leu and
Phe;
R, is either Val or Met; and wherein one or more residues
within brackets may be present or absent with the
proviso that if they are present they are attached to
the rest of the peptide in sequence); and detecting
conjugates of said antibody and said prion protein
polypeptide residue; characterized in that the detection
of said conjugates comprises chemical, biological or
biochemical amplification of a detectable species and

detection of the amplified species.

2. A method as claimed in claim 1 wherein said subject

is human, preferably animate.

3. A method as claimed in either of claims 1 and 2 for
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R7 is either Val or Met; and wherein one or nore
residues 25 within, brackets nmay be present or absent

wowaoks/oriter proviso that if they are present thegI/&Be005/000328

attached to the rest of the peptide in sequence); and
detecting conjugates of said antibody and said prion
protein polypeptide residue; 18haracterized in that
the detection 30 of said conjugates conprises _
chéatect ingi dhbgtehbusrrripnchepiedn anpbeiaeadi Whthf CID,
a detpstapl gyspeci es and detection of the anplified
species. 2. Anethod as clainmed in claim1l wherein
said subject 35 is human, preferably animate. 3. A
mei hod mskcet afsEdusd ehtties QEss&yanebhddast anfoon¥Oof
2005/ p73731_ PCT/ GB2005/ 000328 - 12 detecting

i nFERtTOUS BPion PRETerht aS@BRTAPEd%0i th CID, nvCID
or (Kuru. 4. A ¥ectbindingeannibddyassay net hod of any

one; 5 clgj 3 i ki 0 tsLBg. (1) a
VC?b?;ding aﬁ#?g%%?%£¥i?)§%§§%%%%?§y£§£%gégghding
anfibbly; (PpPEiooptlvrreyepnrasei Rase K, (iv) a

mag ey al capgblhge oF; gheshsabl e bbpl 8HEGAEAD! b1Blogical or
bi ochem cal anpljfication and_detection ar of causing .
chemical, biBleghestcat dBthEhrehionafpri FFEGEFOR" 0P ©
a det ect abl ecspethgscheni dal pebesiayicapt benalibyhbringl
conjugated to nti bod i)x an 5 (v pt.i y .
instructionsa?B?l%h%aB%?éo%ﬁa cge%?C£%%%§ % %gégg’ said
met hod. 5. Tiheteskadfopti®n#lbyndehgganonbodgted the

manuf act ur e i n or use in the treatnent
of 20 hunangﬁgé?ggg tEY éné

(v) optionally instructions for the performance of

said assay method.

5. The use of a iPrP binding antibody in the
manufacture of a medicament for use in the treatment of

human TSE.



