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METHOD AND SYSTEM FOR STABI LI ZATI ON OF ARACHI DONI C
ACI D FOR USE I N PLATELET FUNCTI ON ASSAY BACKGROUND OF
wokB6NSENTI ON Fi el d of the Invention: The preBemtUs2006/014136

invention is directed to nethods and systens for

stabi lizing arachidonic acid (AA), and nore

particularly to nethods and systens for stabilizing AA
METHOBD ANDJS¥STEM POR STABILIAATION Qs ARACBIRBONIGACID FOR USE

of the Rel ated ANIPLATECBETOFUNCTIONASISAY in

manmmal i an physiology is extraordinarily diverse, but

their primry BAEKGROUND OFTHEINVENEIGI S. | n many

situations, an evaluation of the ability of blood to

Field of He InveAsh:red, a paraneter that is frequently

controlTed by the ability of platelets to adhere

a'TﬂéQJ’reé’&ﬁﬁﬁ\%ﬂt%n ildirebterf ®SthetHdaer#idsysteins fohstabilizing
assessnment of the adhesive functions of platelets. For

arachigenippeid (&@ésam@n@r@fpar&wa@xto meihastfeanghsystemstfor stabilizing AA

bl ock, or pronote, clot
ina S?%F?%ﬁéte% H&)S%'%JH%SS det ect defl ciencies in
pl atel et function prior to surgical procedures. Al so

DescriptiombethesRelateceett uati ng t he ef fecti veness of a
platel et inhibitor that is being tested as a new drug

odNeaRE OTARIETE I BPaEE Ry p RS ' OBy e, but their

pnma?;’:\m@g@ ﬂ?ﬁr‘o?ncﬁfngf REPBBRSIS IANHafg! 'éft@atfd?fso aareWaﬁratﬁ@hxbf the ability
| sease. Evi dence suggests that significant platelet

of blODdriOtdeinS desiredia pal_;an@atestfmtulafreﬁ@emfésmgaleddowmeu ahilgy of

platel%g fé) é%&fetrg gdé(ﬁ%ed%ég?ﬁgl e(?ﬁ'h régﬂ, ?ﬁerﬁﬂ%gt {s etﬁ a%s&‘%ﬂﬁla%t of the

adhesivbtfgnstoherApyatslstslr POrexamprs), québiond oﬁlhtzﬁbsthﬁﬁlaﬂetvﬂwether to
of aspirinin ACSis due in part to its ability

adminigtarisirugs fies wilb Rigsk. apPOMEte) clok fsmatiop. eaw@etfmré@ gptact

deflc@ﬂg eEQﬁya%e'Iﬁg R iBf(il‘ gbgnzrr T(ygﬂ@n%g ?E&S%ﬁ{eglt 'efﬁ?) HintdiEst is

'evaluaggg elgaeffectmemeastoélarpla’@m inlwibilesthat t,wbelhg téstediasa oéw drug or

. | atelets to on not In,vitro tel et
s boRggicd R ores CRECRLERATISI M HERHBRL used (o assess
the in vivo ability of platelets to formthe

aggsRedl réﬁi@hﬂﬂa&@aékels?rrb@h}th@9&%@e§|s%ﬂt§rombb313 and
this tec n| dque an anti-coagul ated whole bl ood s

-acute eorosatyraterystiseanger Evidenegpeggests that S|gn|flcant platnﬁa’t function
“variability exists in the response to various anti-platelet agents. In particular, aspirin is

‘widely used for its anti-platelet effects in patients with acute coronary syndromes (ACS).

The clinical benefits of aspirin in ACS is due in part to its ability to inhibit thromboxane
A2 (TXA2), known to cause platelet aggregation, by the irreversible acetylation of the
cyclo-oxygenase 1 (COX-1) enzyme.

Platelet aggregation is a term used to describe the binding of platelets to one
another. In vitro platelet aggregometry is the laboratory method used to assess the in
vivo ability of platelets to form the aggregates leading td a primary hemostatic plug. In
this technique an anti-coagulated whole blood sample is centrifuged under multiple
conditions to create both a platelet-rich plasma (PRP) and platelet-poor plasma (PPP)

sample. An aggregating agent is then added to the PRP and aggregation of platelets
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conditions to create both a platelet-rich plasm (PRP)
and pl atel et-poor plasnma (PPP) sanple. An aggregating
wageamst11ss4t hen added to the PRP and aggregat i oRCOfUS2006/014136
pl atel etsnonitored optically while in parallel wth
this, a separate optical neasurenent is made using the
PPP sanpl e. The percent aggregation is then determ ned
monifgyed,gptieallyrwiileiprparabel vgth &ss teheepagte @@g:aégmasumement is made

I e P
using G550 BE L b o Ryt T ETTLEIRAREL by g or o PP
chanmel|aisethet1 0090 agg rewRition refeitrcd Idvel td edmpaidwith e PRP channel.
provi des educational literature that suggests the

o bt Sh et mrtalLba ST enbYel Gadeielgagoregometry
SySteSIoE ROl B0 HR e EM R onaF 8RRt Bk BLOBPFS, tho appropriate

st ates, et aggre
aggre@@@ag aggnt Hepmﬂllyg pipaoatthe eplurpmqe ofdthedest dfortdesessihgdhs effects of

e g SR B ol S0 P Db STt
aggre@bﬂbﬁ'a%%aﬁ%ﬂfel SHly Yhddticehak té Sforifor tl’?é éﬁ@bt@%'a%pﬁﬁi Werapy,

is a fatt acid present in the granul es and nbr anes

now vgiflely iR 9 prevert sfrokesrandsheart abpels! éielem@i_aborat@mes

Evalu%éﬁ@ﬁ’lé%!et 'T—"uhﬁg%r? W%&HSH \%é %§ hﬁé@ﬁiﬁy\é 2c! o Aty ty acid

presept Bcthecgranplgsdfid méhbrapge OfJHQMaﬁCp‘m@TMS Rharb@@' NJD Piztelet lipids.
QSZ.Mlsllbeaedfrom hol i pids and, in the
Co[lgr@ré Jirsh He & hignaost aSIS(anCM.hllombOSlS Basic

DrlnCIb%%oéﬁboélﬁﬁc?é PPt Q&? @%ﬁz@’ﬁ@meﬁeﬁgwﬂ& ; Philadelphia 1982. It

pr oSt agl andl N n quic
is llbetra’r&défcun o spbolipids and) iartie rprdeﬁe(r%—iﬁ)thmrmymemydlu-oxygienase
ted to thronboxane, A2 potent inducer
one (GERE] afctrbien iR origas N FnspPaupids Arastadiandin G2 (PGG).
PGGAS Rhéh Guitkil RARif8nEQ P provisg hAdin S evé‘@g‘;\&h@ﬁdh ﬁ'jrﬁqs converted
gen consunption, thus precluding all sSubsequent
to thr@véﬁx@m da@ w@enhngua@r@fmlaf@@ra@@aegaimn Bygestion efwspirin or

ssprfsob bRt o EShBle g ok eREh 955 S GERHALR s

precluatingl all stséq@nt@vBhw leading: tdGtatell @xgrédationt rBye A, Lewis Y,
addj tion of ar achl don| c aC| dto norrml pl at el et rich
O'Graglyak kffect @ 5 e Bladelabhaaaregation response to

a et aggregation.
—,m”%’%]%a—ara"hw d "E?r a%g%bﬂﬁ?achlg’dﬁfg? aci d nmetabolites and

the interactions between platelets and bl ood vessel
wHil Vitto aduitemgofarkehid80i: dcid 42 nonvslplatdbetaiokr plasmatresults in a

s B B BB b PSR S
Monc&tih 19, Mane, JFREAkaichitiond 4418 'métabSlite &ind\he liltepaltions \between

abnornmal ity
platelets and blood vessel walls. N Eng J Med 300:1142, 1979. However, in the

presence of aspirin or aspirin-containing compounds, these reactions are absent.
Ingerman CM, Smith JB, Shipiro S, Sedar A, Silver A, Silver MJ:Hereditary abnormality
of platelet aggregation attributable to nucleotide storage pool deficiency, Blood 52:332,

1978.

The challenge with the use of arachidonic acid in clinical settings is the relatively
unstable nature of the compound. When exposed to oxygen, arachidonic acid
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of platelet aggregation attributable to nucleotide
storage pool deficiency . Blood 52:332, 1978. The
wohedeliessge Wi th t he use of arachi donic aci d i nPcriuse@al14136

settings is the relatively 8instable nature of the

conpound. When exposed to oxygen, arachidonic

aci dunder goes a process call ed autoxi dati on.
undergees,a Bcesh crled artoxidatipnd Autasidatian is gerenaliypdefined as a

i t I i ent .

chem GEea AP Bat ubRHT ke BESR At Ao 1o W ERks bgpyash gtmospheric

oxygerpand ancrgenicranmsxait | €smehori Bramplesxdfdhé isdfoxidation phenomena
[ of fruit, rusting of netal,

henonena e.the brownin )
are thehroniing eﬁfiH@rr&ﬁt'% obmetalBad the dagenaratinn b kikkarirsaducts.
: ; . i | o at .
At SRR AT SORGEnREL oy i RISS 4 Rl BAAFAIR opica
laboraterys tise eataabidoBbGadid isstarediat 129°C inrsealdeinetrampovies and once

t hawed, recomrended to be used within 24 hours.
thaweér, gReQIRMANded tgg}%ugpe\é(ttgmp%bgu@ﬂo&ggwg,gl_drlch Data Sheets A9673

ol ' ; h L L ;
e 4181 LSty 57 AN PR LS8 vepon
arachinarie aaid bntstgalirethet matatial must beadterkd ineax sealep indreaatpoule at -

o~ 200C and used | di atel y, upon opening. In the ]
20°C A Bl mEEE Tty binah SPRYingF (B4R clvicel sl Berads piten litl
. t i . i

B gD rAnGRart Bl foct 2Pl B RS B Tahbde he
amousiibb eqderial to shawandribe sabsequentiuseafithewhaterialiner timely manner is
both ‘f{ﬁﬁg currbers&re and tinme consum ng. Another aspect of
0 AFPE% 34¢ 18I GINSHABH doni ¢ aci d, of particular

rel evance to its use as a platelet activator, is that

t Amother\dspeceoft thsisiadtidatict opaeRiddd sciaCothatagsiaPRilevance to
necessari Ié create the same by-products as in vivo

its us@ s hplatrlebaelviators isibat Hiseex ke gutexdationsehaashidonic acid does
] t pim N ) o
not neeeRE AR DR b pfdiets S VB RGRMF b i flgcases can
producbestatblééx;&-;sroﬁﬁct&sth'at inim}&?'DXAZf aJSE)ledJﬁ/ar‘ianﬂidOﬁkmdidjl #tat had
spi.ri,n was havi ng no effect on platelet aggregation.

degradRd 15 {his HeeTo SDrTaNIAFSEEE HiceTonts o6 ARBENBYoUId dalsely
s e G R L TN

Instead, what is nore typically done is to utilize

i hhe Biutevdationphenranens eouldda peaventad bathe ttalmxelusian of

orvsd 5 AL SRS Bl SORGEA AR e, what

- more dpicatlyctiirieois terugilize inisiiars lfhdti dedrsasy tharvieletos pdtk or prolong the

i Preventive inhibitors decrease the rate of )
induction BRYIgg: Fgvaypr sapplate Araventian eflawoydation is unlikely. Substances

that can suppress autoxidation are termed inhibitors or antioxidants. Preventive
inhibitors decrease the rate of autoxidation by suppressing the rate of initiation
reactions. Antioxidants in the true sense are substances that can inhibit propagation
steps; that is, they interrupt autoxidation chain reactions because after giving up their
electron they are still in a stable configuration. Antioxidants are commonly used in food
preservation to keep foods from becoming rancid, browning, or developing black spots.
Antioxidants also minimize the damage to some essential amino acids and the loss of

some vitamins. The two common types of antioxidants used in foods are acids and
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reactions. Antioxidants in the true sense are

subst ances that can inhibit propagati on steps; that
WO200stthEsa4 i nt errupt aut oxi dation chain reacti ORET/US2006/014136

because after giving up the#¢r electron they are still

in a stable configuration. Antioxidants are conmonly

used in food Ereservatl on to keep foods from becom ng

PheneligGoraPOWIG AN ¥nples efeacid aptlwgd@mfﬁcﬂ{ew@omlc and citric acids, while
ool A St 0 I, 08 2B,

THBR HaumvamccGiymine.t ypes of anti oxi dants used in foods are
aci ds andphenol i ¢ conpounds. Exanples ofdaC|d
apt i oxi da scor bi.c and aci ds,. whi |
" Bergise obfa Qlfuly Wbt handin, BAsingatplateistfunction
anaIy‘z"@n%llﬂ’f’@’itR,J lﬁilleQ%'rééHl@omE'é%% toFHERaNS ﬁg?@é%sggﬁé@’tbsgspmn.
of ficulty wwth storage and h I ng,
Instead |aystmms blk@tm @adé lBrahrnngrPI%\%dIOjD@or Elateletwmks@x udd aes

combfi I%B:Q}Oﬁlqtcﬁ:gélg vatgg,ss§ ugg A I@%%)q;e\nlggt ese@gyg?qe@éDP),collagen and
eplneBﬁﬁnéO%éke QY stehdd ROREVEN K/ ShAP® pBoF 8 Q[.f)ecificity to the

atel et activators such as adenosi ne di os
detecflgmu)p)‘ aspigio| mm)@erﬁd Phatelsd furegsion siece ﬁw&mtwhoe mgomsts are not

ovec U Iy BB e 300 SRR VB S Snapin

AssayS Ué@@ chtienie p?@éyl \gétlét%r(cﬁ’@)rﬁssﬁw% pﬂét%lé’t%&;oﬁ&‘f CicbFatRates

pat hway targeted by aspirin. The i
platelﬁ@cmh@ausn@gth %%H_(Dfomm%ﬁ bowm@gayud@sma@dn‘nmtm

pnos i B0 B¢ uE POy AholliCMh Bl e oPBRLS v ShGbp aptvaton
of plate)ehsdalm@tm; pathivayasigbtéd B dshiind oK dtRil dAp@iafion of
Catiods (?__)has e"en shovvn to provide a sen3|t|ve ad seC| f1ce

uq:emf THirambocyie paateaat al
Eﬁectﬂ%ﬁ'e%? i éﬁ'ﬁgé éfégah]qﬁt, i‘%lragyApﬂ:IL% a@@g ?)fé c%\gatgb(g\gg??r is that when

used Fovh@edload versusfPREPftee ebumtmoﬂma’e@i‘étsa‘QWSemB@tent

a The i tatlo of cPG however is that when
prosulfeBly e i Hewrecd Bb0 el s ifemkindine cagenc ShAGHP of
platelets is |less conS|stent presunebly due to the red

bA‘?QﬁldCfﬂbieleﬁ fehERH agdhyt l’ﬂ'% feRehfyp béeﬁ '&%K/g%gev e%rf&f”sgjescnbed in

atel et function assay has recent| Yy been

U.S. '%ﬁ@n’i Noded 68 1984 The assay @aﬁegmmnaﬂoglywmemm(a@P)lwwa receptor

ook TSRUBETRER AbUE A BHBEL S b ke SRoEh comred wi
a GPISbmllaI ligamidystuzhi a5 filsradsenorals WHeh tﬁe (Bélaljb/dré lcdntdcddith whole
as fibrjnogen results when the beads are

blood &SH’E%%'{‘@ Plalplats WibiasthrissiCEH R Ha eeRpiprsdhat atesneli kincked.
Failur@$ bYghafald hbRatdd SittGTamIR St thd¥piRs/AIRkepto?s k§ Hecome

activated and/or blockade of the GPlIb/llla receptors. In a preferred embodiment, the
addition of a platelet activator like arachidonic acid, results in an assay that is rapid and
convenient enough to be performed at the bedside and that results in agglutination of
the small polymeric beads within a convenient, known period of time if the activation
receptors are not blocked. The assay includes the ability to transfer blood to be tested

from a collection container to an assay device without opening the collection container.
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Failure to agglutinate indicates either failure of the
GPlIb/lIlla receptors to becone activated and/ or
wohowkiaska4 of the GPlIb/lI1la receptors. In a preCemusede/14136
enbodi nent, the addition of5Sa platelet activator |ike
arachidonic acid, results in an assay that is rapid

and conveni ent enough to be perforned at the bedside

ahfefaiga P%%%}qrsa @@cgfanaﬁ@w detegnining thanevel of platelet inhibition
: I v, n
in whil BI85, yc2RRhint L Bade FufR Bl SRyE e FIMBOREI kR Sdssay device
that capsmystbrex atdesnt tmnpémaltwre}fot manyanshiks. bl ood to be

tested froma collection container to an assay device

wi t hout opening th I [ i Qer.There is a

need for a nethod ng the | evel of

platelet inhibition in whole blood, due to aspirin

usseerdingly, mm@bﬁgbﬁhésﬁe%mhv&ﬁwmlstt@%ﬁé‘wéé$ﬁé‘thods and
devi ce that can be stored at roomtenperature for many

systemgfoh Epidyideigmining tetsvel ofipielet mwytlgn imwholsj leod pflue to

asplrlé)@gﬁgrérgﬁ/ﬁﬂta élﬂ%lgméeo%atc@rdhﬂhcﬂ%ééél cﬂgs{égltcgq%%? E}%‘? gan b stored at

room iterhpbratuefor mamyomhentisood, due to aspirin usage, wth
a single use arachidoni c based assay device that can
many nonths.

be, store omte eraturefor Thes
ahaSes RB cBHrahIE 5 Hife PRSP OB AFF SRNIEved in @ Method for
produ@H@j ﬁMQI@ uge SsIERtdcdsOofor Mé&gﬂ‘ﬁhﬁ%léﬂe@'f@né{ﬁﬁlo hllged assay

devices for neasuring platelet finction
reagegt dhgt @@ag@ﬁtaracfmdon@mtéahsufac@@h Cdmrdraatlondoanammally activate

N T T RN N C———

the oxud@ttdn tdte aﬁammbrr@agiarﬁutrd@é@m |ﬁt€ﬁeﬁé<hﬁiﬁtplét@lé’t Airkstion. An
of arachidonic acid but does not interfere with

oxygen ahsarier il suffsient sapasiywithianbersirgle wsernssay deyicerpackaging
creat&PRIfdrY emﬁdﬂrﬁ?ﬁthﬁﬂﬁh ol B%‘I(?(ﬁ Biaéfmg e?ep%a{al@%gé ggaled

Creates an I ne envi ronmen I'n"a short
time after package is sealed. In another enbodi nent of
t Imearpntbeeambbdirmmti afrthe epresa&m aayvaiﬂamhcan fbesayrdesigeiforgmeasuring

e B3 T SOt s Sl tgons o
introdetidH erttc@uﬁlé@lhto‘ﬁacﬁ cﬁheﬁé}'i@{néi’fof MleeplﬂFéift)abf E:B{agﬂ'fels A plurality of

channels. A plurality of reagents are i nclude
reagepts areripglydad. Eachoia laagent Isnpesitierest lat@se}bmateet:haﬁl'rlm The

B Aty BRI AT i AL 580 i aci

at a sofficieaitconteriration tomiaxiedlly stivateabiatdpdia! sh@bh andibfidant within a
nti OXI dant within a sane |yophilized assay reagent

same {ypphilized, rssay spagsntdhat '@ﬁiuncﬁﬁémo@X"ﬂﬂ@rhﬁ@é%ﬁfH@r@r@CbﬁiO@!C acid

and not interfere with platelet function.

In another embodiment of the present invention, a assay device for measuring
platelet function is provided and includes a lyophilized assay reagent that contains
arachidonic acid at a sufficient concentration to maximally activate platelets. An
antioxidant within a same lyophilized assay reagent reduces an oxidation rate of the
arachidonic acid and does not interfere with platelet function. An oxygen absorber is
provided with sufficient capacity within an assay device packaging. Packaging creates

an inert environment within a short period of time of the assay device.
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and not interfere with platelet function. In another
enbodi nent of the present invention, a assay device
woanoernessaur i ng platel et function is provi ded ardT/US2006/014136
includes a |lyophilized assay reagent that contains
arachidonic acid at a sufficient concentration to
maxi mal | actlvate pl at el ets An. antioxidant within a
DE AN i nE PREFERRED HWMBORIMENTS
rate of the arach| don| c aci d and does not interfere
WH E ElnBodimet o he ﬁt’es‘e@( HRAnB0R 0% Qgé\goﬁitﬁrnoo | f5&hidonic
sutfrcient capacity wthin an assa vice
acid IﬁadekZE}'l ag ansztlt«atgrmg nerasatieg immbitioerdf pdiatelet agyryation by

o ReREE S e ey b s,
blood@ﬁﬁﬁbwmomngﬂ?rth%@o?éfﬁ?ﬁﬂﬁ@é%@%ﬁ&oéﬂ@n@ﬁ%ﬁ employed to

invention, a conposition o I C aci
detergning theceffegtiveness of giti-pfatelet ﬁ‘maply invghiimghirbatrment affpatients with

N N S e e

with a/\Gﬁllbllthrédeﬁt@ﬁ%@‘ﬁd ahé @ﬂ&dﬂtlﬁ@l néa BAR r@éd@;’s@ﬁﬁﬁfdr @BR8ucting an
nposi tions may be enployed to determ ne the

ass%ioré'& elficaey of 6O%mtinbipitatesueh asappiiy. i nvol vi ng
treat ment of patients with aspirin. The above

ATt A Rodeit BompBRIiEA ifiay BprfBuREl cifbitedine
aforemegntlommac’ﬂ\&gemmpoemessamdypa‘rbclesomdonelenm:)canm&_aymetered
volarb B LR O B b & oSSR e Bl e it
the ly6pRMESS RSaddit. af &1 hll@neﬁaagﬁﬁés%rprs rﬁ@ﬁﬂﬁﬁ%dtdrfdhﬁﬂ'@ex of

particles. In one enbodiment, a metered vol ume of
platelgtaa@w@yw@l%at@daén oae erebediment yhwheleblood sample is combmed in a

cove 0N 558 SRR o8 it

appar@tusptr@tyejeaemtdyewfbls’c@r‘&ijnﬂ |o%itﬂ@b atsn\REh& BppAIai®O Ean thclude a
whol e, bl ood sarrplels Co in a cuvette or a

well forfieceiving thersamplgevigrerihe W%e"a‘tQﬂ’félﬁéﬁhﬁE dietilized grRgerteand other
reageh?saﬂﬁs%g)ggﬁ@%ﬁ’%r Qéasr‘égt e DEdiROR +lct§§geﬁtgrm?)‘:"¥>ex}apgugltJ.)tuffers

us can I nc
and/or gophilization Ist:atnlmm eanthihedilkiehe wel | contains the
| yophi li zed reagent and ot her reagents for conducting

bl[Fo 2% BMbioaEnt St hrmPibas AISH eFleluncan arectanic acid (AA)
antagbhlée. FbPera@pRiTaes sample n@%éﬁﬂﬁt& Bﬁénthﬁﬁjhg&ﬁg%e‘ét‘ment with

by an arachi doni c aci d (AA) antagonist. For e
aspiriphén saesInebegieptof therprespat invantiam decgobingtion émpravided in an

assay)%[ealum where the combination is the sample and a composition of AA with an
anti-oxidant stabilizer, including but not limited to ascorbic acid, and the like. The final
concentration of AA can be 0.5 to 10 mM, preferably, 0.75 to 2 mM and the final

concentration of ascorbic acid can be 1 to 30 mM, and preferably 5 to 15 mM.

A reagent can be utilized that includes particles coated with a compound that can
result in the specific agglutination of platelets, i.e., the agglutination of platelets by the
specific interaction between a receptor on the platelets and the compound on the
particles. Suitable compounds include, by way of illustration and not limitation,
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aspirin. In one enbodi rent of the present invention, a
conbination is provided in an assay nmedi um where the
woandsimst4kon i s the sanple and a conpositi on oPCAASMOGA14136
an anti-oxidant stabilizer,7including but not limted
to ascorbic acid, and the |ike. The final
. concentration of AA can be 0.5 to 10 nM preferably,
antiberlies tq g platelgt speenrtapand GPli/Biecesepiariligands, whicbmpay be a small

orgarfi holdie dFoifpe lidt pRart RiricRyRl BBtBady bP nidelCieid tat binds,

Comp%xte:s ar iniengcts vt Gla"lllbdFla re€sptots d>mtr'thehp|as¢l|@pélfr'face. Plateflet

.a uti natjon platelets, i.e., the a uti nation o

medislidadoetaation ofoe Rasisies tosulisarisn fnsCREDALareaeptors on the

surfaé& BPPI%%Ief%rbé'ﬁ&,eccg#gfeﬁlcﬁ'to?hé}%é nﬁ?r%%mtl e @Pﬂtpﬁla receptor
particles. Surta conpounds 1 nclude, by way o

ligandd bnihe paiticlesanSuitatile IGRTL/Hiai liganadstintdlodée ésrinogen, monoclonal

L ot e BN M TR R AR = SRS
(The BPOC ghvastigifsts! IR JauhalRWed®! 3809561 (@ 99@})dvcsmwinebrand factor,
bi nds, conpl exes or interacts wth GPlI'lb/I1] a

fibronegtiepritsesedin an@ ofhesdighads thatthaye. arParginine wlyeing-aspartic acid

[ [ t : el S n.the, .

(ROR3RRERH 8P ol pEBrBes bt BRBTdile OE ik s seqynce (Cook.
et al. domsef the Futurer19:$85 (T8@NRCOtvéridom hsurddl dfihidrést include

receptaor |igands on the particles. Suitable GPIIb/Illa
thromhlrgaﬁw@tqrﬁdgwomofqoy}armew, hersite PHAHO TR body 10ES

(Coller, et al., J. din. Invest. 72:325 (1983)),

SRS RSB L 8l Lot mcrons
and nphotase tham Bbonk2 immicronist dio veetembedichent tbe particiesiare about 0.1

TR S T e —
microfil dHcCleb 8 tisars SHOETS ti¢roAsk ThetpatticlePca8 o eotirthiBfy IEH% dh&pe, but are

19: 135 (1994,2). O her conpounds of interest include _
generally spbefcalwilhbunifersn diesvetats. ethe aartikesgmey heyarany, density, and in

one A AR RRLE gl U3he” s IEERO R Mgt b

1.5g/thaTnhabarticl@dmaycsranay nbhhave aemaegk 6RAke stiffifce, either positive or
articles are apout_0.1 mcrons to about 10 nicrons..
negativie, RrRfEFRRY BREBHYSreRbe PARICIomARY Iunetonalizegiorengfionalizable to
coval B30 TR QA 5Bl B eh Y bR e nirocty
generally spherical with uniformdianeters. The
pahe ipartiglesrmayhze eolith(e.de seimpyised md orgenia end ribardianisnpolymers or
a_densi pproxi mat i, n ter eneral | y. from abaut
ate)gof LGRS B 1 R PRo o BB Goar BT &1 iy Tl Peites (e 0.,
synthB88Y Suéh 85 PhBepRANigite of HafupSisuchl 4 E@SIIsPRfd bigéRelés). The solid
_negative, preferably negative. The particlées are
particlagrarei nswanally e@honeisn eitheirrdditiem pecendensation polymers, which are

readily dispersible in a liquid medium. Examples of suspendable particles include but

are not limited to, polymeric materials such as latex, lipid bilayers, oil droplets, cells and
hydrogels. Other particle compositions include but are not limited to, polymers, such as
nitrocellulose, cellulose acetate, poly (vinyl chloride), bolyacrylamide, polyacrylate,
polyethylene, polypropylene, poly(4-methylbutene), polystyrene, polymethacrylate,
poly(ethylene terephthalate), nylon, poly(vinyl butyrate), polysaccharides such as

dextrans and modified dextrans, etc.; either used by themselves or in conjunction with
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covalently bind or attach such nmenbers at their
surface, either directly or indirectly. The particles
woayochiessel i d (e.g., conprised of organic and PAODUG2M6/014136
polymers or latex), oil droplets (e.g., hydrocarbon,
fl uorocarbon, silicon fluid), or vesicles (e.qg.,
S ntheti su as phosphol i pids or natural such as
other t?ﬁalén §‘glﬁ’ewr§§bes caebes pelyatypene.irdlyacrdamide, homopolymers

and CEB{JWéré’ opataygﬁﬁ\%s &id 5 eag%? Lﬁééﬁ%@r&la‘f@ %ﬂéﬁﬂggg Baters and

nmer s are rea
amidess dilicone®aadyihe dikef suspendabl e particles include but
are not I|mtedto polyrreric mat eri al s such as | at ex,

of R o e 8 cohist 99 A% R elely o B coldBrt ftaSment o the
partlcldsm Ssh EovalOt e‘r’rf&'tﬁnerﬁ%ﬁ Bbsaébdrﬁﬁlfe@l'eh%ﬁﬁ@l’l known techniques,
| 1ul ose acetat e, gyr pChl ori de),
Y

comnmlx,aw@at&@dm@e Iﬁg[qt@r@; eR, mmetehylnameblllzed Enzymes,” Ichiro

v HRERRYBRAS, ) VLA MY LA RGOl P s

(1970poBy|\eﬂwdas menyivate hbope) theantfaeel sfake papitiamaand paRfunctional
nodi fied dextrans, etc ei ther used by thensel ves

or be sgpaweéﬁmeln&ppwwﬂmpﬂalﬂm Arittide variety offfenetianad groups are
availapfd bt & r?BeCiﬁébrﬁgrdQQHY WefdHal fdl’&éﬁ £ Vawo%n&éjrﬁ?x%m a

onopolyners a copolyners o Ives O

aldehydes, mmnihagrolps,ecyapargroups, aa‘thyleaetgronspamdmnydgﬁoups mercapto
Si i he conpound | s coated on the

arouns el B IRe” e oB) LB inGT 008 SRAEN ORI RRINGS to Surfaces i

well kR@WhigHES: an%blgﬁllfs@l‘é@é&mth@tlﬁéﬁﬁj% e€ %opg The attachment of the
acconpl i shed known t echni ques, nl'y

side ra@raberamay b&ldl{rﬁ@ﬂw by ahendras. m@e@;tlyftbrm@k‘ahpl ietermediacy of a

Ichiro sted Press
inking ST 11 BB BY HMidng, FRbadney Vo dgh? oBhieing o the
nature?éﬁth%%@e &hviber afid betHeyparéisleent i oned above, the

surface of the particle may be pol yfunctional or be

Cﬁlﬁ%bltg}]&f m@%@%ésp%#rcgrﬁ% r;dg&argérggldedgﬁo\gggﬁea/ ﬁ'lr tlh%tgtta%fhment of
the mbl‘é%GFeBfo"tgﬁﬂ) AJ:n‘ént‘E)tthQ Eﬂrtlcgé OPSNL A IRFmEA QHé(Wuh&ier of

acid roups, cyano groups
functl@ﬂajupd sutlay@mhyel sugia@arm‘ therparim:ﬂn 3 ag:rrmtqﬂed alydadjthalrlg ﬂh@ number

he, manner of arj.ety
of such e ucke: o T Stia the BitieY iATieuRtano i comismetion
ith thd bRICRHINGE thS ARt
Sy B SRS, i B o
adjustingsthierrancestiptiery obtheacomprumg ingiheuieactior m®hlgnrfootheaattach ment.
I|nk| ng group may vary w dely, dependi ng upon the

e ESﬁ@fe F«%g;e'?] gﬁ]d@&éﬁﬁ%ﬁ%%@%dth&@ﬁ@%ﬁ%g be tsated with a

sufficienramouhteof materiaé tablogk amead obadsorption on the particles. These
materials do not affect the functioning of the particles. The blocking materials include
but are not limited to, proteins such as bovine serum albumin, bovine gamma globulin,
and the like, polysaccharides such as dextran, and the like. In another embodiment,
which may be utilized in conjunction with the above, particles are employed wherein the
number of functionalized sites for attachment substantially reduce the adsorption area
on the surface of the particles.
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the nol ecul es of conpound to the particle. In one
enbodi nent, the nunber of functionalized sites on the
weoeundeaass4of the particle is controlled by adj usCrmng2dhe14136
nunber of such sites introduced on the surface of the
particle. Alternatively, or in conjunction wth the
recedlnq the ratio of nol ecules of conmpound to

pdheiRaric ﬁ%nyaa Eortniseot [abg!, kﬁy’fh@a ptiaehed thareto or incorporated

0
nero PRI 20,68 ) S OURRA el b AL BB o etecton
The laba ip oiter @t membentaf @rslgm‘l medmlaglsyslte‘m t Tha I1sbdlfis eapatle of
reas of adsorption on the

being e plar Slreth 86 aiacdyi AT '8BeRGin B¢ iSauepicias nonisotopid, usualy
non- léétBFFc' aRl RanYe 4 'Elgt Pﬁéﬂeﬁéﬁﬁ malesuld eﬁéhﬂgnﬁﬁéﬁeh?hfolecule a

i nclude but are n prot el ns such
catalyspvsunh aan mnamenamolwumlermd@aambn@farkmd:ahalys‘arm‘otrimdaer
like, po h as dextran, and the

coen%yﬁn%,n%fz[;(aSgﬁt%sg?#thgﬁ’dggﬁiwgrgr%@, g,amglliqrognig mq]leculfle amplifiable

_polynaekbtias sbatieiéd, arid@eaiave, particles are enpl oyed

wherei n the number of functionalized sites for
attachnment substanti al I%/ reduce the adsorption area on
t HeOR@ spgaeific mhadimeat of thedyesaet ipyentian, ke parficles contain one or

more BRth&Sarsor dﬁ?ﬁtheeuﬂfr%ha'ﬁ] §P5ﬁ1893§'lr{cflg({eebgctgﬁochli)rln,t hat

cor por at € mor'e
bactenayhlbmptmhd fmaropdigmetitipe slyesf beiﬁtcﬁmhuwmsmmylo@bab posphorins,

oo oGRS TPy Ve Sl e
CoppéR)- Eﬁ@ferﬁ@ﬁty@%tfaﬂ@é(@ﬁhéth?%nﬁ\ﬁa} ?Qﬂoﬂﬁ ht n§+ Cur?e and

non-i sotopi ¢, “and can uor esc

Vanady]etﬁtradﬁrtméyiéatrahls(d;mﬁtlwlammmt%%ﬂH }shiblaloa;gaame The
St T N R N R S—

with tlge papticl@afdhé liks. 9TRBSe APES el \Ebe ﬁiﬂ@'rpcﬁﬂa?éﬂ 8irectly into the particle
pol ynucl eoti de sequence, and the like. In one specifi

itself, doyghRofmernization v eassie adsasptionn Theslyeganay bbdeaded
mdwu%.?él{){a('(ijg égglﬁngﬁ é(]@'}g)agl{&?mbﬁﬁuoﬂ%& rQ lthrﬂltéAE%usW)r %t%rnatlvely, the

eri oc
dyes eyt e lirdel tortbpMataUnn coetldpatiomwith ltlﬁ@llﬂMﬁ? ,component such that

h
they i B31BRABL i e eaRPReLe S oo FRehod Used. the

d
B e

agglutinge uadehiaparaisdaicoaditings.
Vanadyl -tetra-tert-butyl-tetraki s(di nmethyl am no)-29H 3

Lt FE t%g% 8%1)%§Lﬂ1ﬁgr&t-rh$|%§?r { 'ecml %g%ﬁ trpﬁ yééo nm, particularly in

the raagabjflalbbut 750MBEJ hinl i Eor sﬁnﬁybleé Rethaagh ileleds 8Nfed BiBod cells, the
These dyes may be incorporated directly into the

light I%QF abeyt800 nm’+ 10 nm, which is the isobestic point for oxyhemoglobm and
reduced hemoglobin. The amount of dye employed with the particles varies with the
extinction coefficient of the dye in the light range of interest, the required sensitivity of
the assay, the size of the particles, the mode of binding of the dye to the particles,
compatibility of the dye with the particle matrix, and the like. The amount of dye
incorporated can be in the range of about 1 to 20 weight percent, more usually 5 to 15
weight percent. Suitable dyes include but are not limited to, phthalocyanines, and the

like. Metal free phthalocyanines absorb at approximately 700 nm (e=162,000). The
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itself, through pol ynerization or passive adsorption.
The dyes may be |l oaded individually (i.e
weoeeosansd4al | y) or in conbination (i.e., PCT/US2006/014136
si mul taneously). Alternativiély, the dyes may be |inked
to the bead in conbination with the |inking conmponent,
such t hat b&e do not | each fromthe surface.
metal, garaglgxes sOEt Be ahserptipnioRithasshederselpngenwavelength, most

h S
e 30 LB oS I oA SRRSIQEA Ui 8550 Ry g e
absorratemualp fonger Wavelergtiditharotie. mets fmtbaocmneb
light in the range of about 750 nm - 900 nm

f ab
P3SNt Il RS srnBE e e abe BthdlReyaaes
(metdlI@pﬁthamahlr%%ﬁWMelélldﬁébhmlééyén%éé)%ré %ﬁ@ﬁﬁééll&‘r very stable to

ol nt for oxyhenogl obin and reduced hénogl obi n

light %hﬂ@t o}' Waredppned &y aandensatiomper eptbaladinitilésin thetmesence of
an appRp e picl P oo hE bl vy BaflE ot ot hene

metalasbﬂ;alodyw“msmesbcﬂeé te qsppar¢Caand g WadadRim bV ) gie@agnesium
particles, conpatibility of the dye

dye to th
(Mg), \H'Q%&e’})egﬁ%PPP%m Zc%trl x, and the |ike. The amount of

dye incorporated can be in the range of about 1 to 20

VR 8hé sB@élﬁé ré?nbdm*n%ntléﬂﬁ‘l'e' iMventich %%ﬁ?ﬁggfé:dorﬂﬁ%;%ﬁicles with a

Sui tabl e dyes include but are not
flat ahger nmrwwnmu@sareaemploryedl iThese picedpartiges are prepared by

nconalh YL 6B AR s DRE LIRS HptBRmass d o0s nm
This restite & fat frexivam! mgndm@écﬁnﬁﬁ RicrdBess bstahgeWalelength
t he absorptl on to a nmuch shorter wavel ength, but “sone,

from 6808284 Mead absorb at much | onger wavel ength than the
net al free phthal ocyani nes. The conpl exes forned

b
CTHYSEMIE 18] bO SR EBIACH, SULBUL BELBRKINAIES avphreg where e
samptﬁ kagheem sabjey,t tcealy eﬁ‘eeibﬂr@mta)CIO)ghtaraagbmetapart'ﬁnwweaispmn The
cond nsation of o d|n|tr|I S|n

f d b
torm ¢ oBEr1pggS HFTagarbiee et o@xsﬂel PR hopb g so forth
The sdffifle cAn beeimhinBY 'di’r’écﬂ{/ of Pr?ay“[?é gﬁ(}ﬁ ?ﬁ)éaﬁ?éé‘@rﬁ invention has

besi des the copper (Cu)” and the
partlcnl@g,a@gphmﬁqm@)sanzplﬁs thargommfda pletﬂe’ﬂs (rﬂl)dlng hodyduids such as,

for ex*z'l f\grﬁcglgfﬁ?cgcgd ﬁ%legquﬁwgqmlgg 3{))('3 ff’gﬁ &8 bo | aL e pgsma and the

like. I@ﬂ'ﬁﬁmamﬂ)odTh@ﬂGthmnW@ﬁi@hthaﬁ eartianiar Qbﬁlﬁt@ﬁti@ﬂ tBXNhole blood
| ncorporat| n rrul tiple es that have distinct

Samplgss ot AHRUAERI W@rﬁ&m@@ apendoonihe Meire ofdbalsesple. or fluid
sampfelsaéﬂcﬁaé% ﬂHmeaé?ﬁ%Bbb%?ecf BROL! HE AR68REoANE" AHIENESually about

30 pl to 5000 pl preferably, about 100 to 300 ul. The term “sample” includes
unprocessed samples directly from a patient or samples that have been pretreated and
prepared in any convenient liquid medium, usually an aqueous medium (e.g., sodium

citrate).

Preferably, the medium for conducting the assays in accordance with the present
invention is an aqueous medium. Other polar cosolvents may also be employed in the

medium, usually oxygenated organic solvents of from 1-6, more usually from 1-4 carbon
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from 780-820 nm The sanple nay be any sol ution,
synthetic or natural, to be analyzed where the sanple
wbaasochiessa4 subj ect to an effect froma COX-1 anPagmse@b/14136
particularly aspirin. The tidrm sanpl e i ncl udes
bi ol ogi cal tissue, including body fluids, froma host,
orth. The sanple can be exam ned directly or

and sq. for i
atom%rdg}C'Hgmsraé?? peRtheihangiaslre. Wavally, isushieasolvents are present in

\ i j t i :

less (A obpH PO visRa ffte i nicho TRURNG T IGAR' R sk £ 30 weioht percent.
Addithally, Vairioad angillairne hetterials tzee fieqgehllypemplsyaet indhs nsethbd in

s pl as andtI}fIi e. I’j{yonee odi pent the ]
accorAnEe Wi ing loseptinvantion. Jes emRlerOuliTase aognalypresent in
the assHyhes; tstatili ?@tﬁg'

nat urgargfn{t he@gg#glsg&ll%e{}gff ul %gﬁg?ﬁéﬂéﬂﬁﬁniﬁ%ﬁ%ﬁag
compganentso agidiaciasts, ipadinylaryhroraiamicmsudactahts; badimgenbancers, e.g.,

| | u Q. to 5000 mM , preferably, about 100
pOlyaﬁg%ﬁﬁagmﬁ‘?ém "sanpl e" includes unprocessed
sanples directly froma .patient or sanples that have

bEhe pbt feiritkahestiamccnT ispai #@ rafgs R abe0Y2n6 @bbut 1 f\Yrdferably,
usual Iy an aqueous nedium (e.g.,

di um Y g sodi um
aboutdf i abeyt 9. pY afidvabrijersiay hedises trachiuediierdasiredra and
maint8fSR¥%SHH Guﬂﬁ%?ﬁé’%ﬁo&" Ilgﬁs{rgﬁv@Bﬁﬁgr%tinblwgmlq—ilgﬁs' BofHle,
aqueous medi um er polar cosolvents nay alsG be
phosphate osertionate;, fieis npatibital, ansthe like. o Theqratiewlanbgied @mployed is not

e I f f 1-6 I 1-4 .
crtca] 3 {aRURe BUTTRB TR BrE SRoTlernacherd dlhers Reertate.

circurkstaakéy., IﬁMe%M&ﬁEPE@%?%@rféd §r§<§ist;.li}t@ %I‘rl;t ata

about 70 wei ght percent, nore usu In |ess
concesi@tion 3 ahéugﬂt() i@ about baa1 Vi i gangrallysati asncentration of about
OO1I\/?nCi Ilary materials are frequently enployed in the
" nethod in accordance with the present invention. For

exanpl e, buffers are normally present in the assay

nEbé volunas of\essayamesiivahicai 22 sbduar 5 toeatisis HD0mroliers, usually

t he as conponents; surfactants, particularly
about%f—q %Pﬁtﬁ 22’@%?15“6@5%{35 -1 ASHS BAYRec@ Eed @ufin any Suitable
Iy I v L T [ .

conta Y SRR, iRl 5 St o o RIdg B s)foed with the
instrupnest &ratsiryingbouthedadsay anoune8suriray theussdayfresulés. NBilie beaction

used to achi.eve the desired.pH and nmaintain th H
contalfif et ShAECHIEI IS Scvaar Bkl Badar ot pisssnt
inventis *f @y IPOSISRARE ' i .
lnvenl [ ke.@q[hef part i_Qﬁrgﬁéggmyﬁtgnﬁpgigﬂ%%ﬁ&é?lépi?e(‘:g?ﬁlc'e
reagenbant éherilteh slalylizers madise fosth. may be preferred over

others in certain

The combination of sample and particle reagent is incubated under conditions for
agglutinating the particles. Moderate temperatures are normally employed for carrying
out the method. The temperature may be constant or may vary. Usually, a constant
temperature is employed during the reaction step. The temperature employed can be
about 10 to about 80°C, more usually, about 15 to about 45°C, preferably, theh
temperature is at least 25°C, more preferably in the range of about 30 to about 40°C,
usually about 37°C.
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ci rcunstances. I n sonme circunstances HEPES i s
preferred and is present at a concentration of about
w0 20N1$8a4 about 0. 001M but generally at a concearmarioemi4136
of about 0.01 M The vol undg2of assay nmedi um can be
about 25 to about 500 mcroliters, usually about 75 to

ljters. The assays may be carried out
lroﬁﬂ %’Huct Ag0litinglipRioh e p@ﬁ'ﬁlﬂéﬁﬁ&%qimlln@ﬁ@nddﬁf%lﬁmto the

presén%e%n‘éiWr’%%?uﬁ‘tr ofRErhe 88y fnhlﬂkz éa?nbigeq'h‘@ ,&%séﬂ&a of agglutlnatlon

i nstrunent for carrying out t and~ measur
may hédetrsiined edsualiysby 6beenve@c¢|i1mpmgmf HIewrtlulesathch would indicate
t.he initi cordance with

aoolufifatdh cBesiEratfern Fertonediabors, dhrintrides Msmve sgerarbio aid in
visua%ﬁé@ Ialgggﬂlhafléﬁ%‘? '&hﬁnﬁng%fﬂ“?e Hé%‘r&a‘i'hé@x?erﬁ‘?ﬁ‘%ﬁghtlﬂﬂﬂo? may be

, stabilizers nql SO f'or h. The conbi
measyegthsreciraphesemetioally cadudimatscalty U!Bahehbmmetdeally, and the like, by

obsof b B of S Rt SR BB BB e w\pﬁﬁﬁgﬁiﬁée

the nmethod. The tenperature may be constant or

vm § spbsifieldrybodimenn sf et proesnieihaéntich, ish @éﬁ%lyq}éﬁﬁlatelet function
the reaction step The tenperature enpl oyed can

act'V'fkyéS &ngyctfd Qrpa yiKle E@ﬁ@amﬁérqm @e3tignt spgargoly treatment with
asplrlﬁb% s‘b’?ﬂﬁe IQ Tr'r?c{)ﬁéﬁ I}hna Eﬂﬁﬁls%ﬂfﬁég % odb " %tlk)ﬁ%ﬁ(/ette with

C, npore e range o bou
flbrlnagmrccoaied 4da|rlycla$),cartd mé@oﬂmmwudreof AAfarag@ctdrbneudlthb ©rm an

t he rtiel es r d and is . related to t
assay MedBite Thedasi ol fS biricied SgRDbhaYa 00R o daprd airared dyes
incorpdiatee tﬁ%ﬁé]ﬁe T‘hfe astabinbtioRld &b é@t)édkis kﬁfn‘&‘tl?ﬁ‘iond ditions. Then,
visual |y c%%{o serving cl unpi g of artic

the m@giung is lﬁr@i ed vatjglughtumme ipfrareet esfgwrabrrjne teegismission 0é ihfrared

o R34 PR RS 50 Bt b e

plateléhmneM@abtnﬁfy aggl utination may be neasured
spectrophotonetrically, turbidinmetrically,

nfﬁhel opetri.cal l and the |ike by observing the rate
of NS RARIEINGHOR FRedium Beelactsd b hav highAREATPEeMAt n800 nm. The

ratio BetliBen tRle g Rﬁi?l'aflbﬁ n?ém%' a8k q&%@‘x&%ﬂ?gﬂ whole/ blood

I nvention, n assay pIateI Ion ac
absorptipirl goetidiemt shouldoﬂ)referbblgd)esgmatta thanmbaup4dtt 800 nm The

e R0 TIPS PG o Tl PRy o comtitort o
the aggivifidtion rWeBhlmﬁ eaﬂ'tﬁé’ﬁéﬁc&rﬂ?’ét%@l cﬁétﬁé 'a‘"gbﬁﬁrnaﬂﬁﬁ n‘ié’tﬁum in the

conposi tion of AA and ascorbic acid forman ass
assayaipilh The particles of the particl e r eagent have one
or nore infrared dyes

After the sample has been combined with the reagents, it can be heated to a
temperature above room temperature, but below that which would interfere with the
assay, so as to insure that the temperature can be controlled without adversely
affecting the assay result. Desirably, the temperature can be at least 25°, preferably in
the range of 30-40°C, more preferably about 37°C. The reaction medium is usually
gently agitated upon combining of the reagents with the sample and during the period of
the reaction. Agitation is sufficient to achieve and maintain homogeneity in the assay
samples. The total time of the readings from the zero time (time of mixing), may range

from about 10 sec. to 10 min., more usually about 30 sec. to 8 min., and preferably
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i ncorporated therein. The conbination is subjected to
aggl utination conditions. Then, the nediumis
wonrowdiist4ed with light in the infrared regi on. PTNAIS2006/014136
transm ssion of infrared lilght fromthe assay m xture
Is determ ned where the level of transmssion is

aboul B o'l 1Bk Sl PR LA o b v swgriont means.
particBRF9UIAPEN AgoritRAHBI ar Afarligiiae ]EIIRE M [tion to calibrators
aggl utination nedi um absorption coefficient anol1 vawo?e

and/opCeniiolgsbsor pti on coefficient shoul d preferably be
greater than about 4:1 at 800 nm The absorption ratio

f ' ‘ ' Cl h the ...
e eyt G fha s e RN OR rRtpleD i hedh etigigor the
sampleniesteah CEmé fevel ohagdlutiheticroglaytienedrparatesyalinst stahgard of
assa le. After the sanple has been conbined with
knows platbleh fisletieh activiesnUsabidie a5 wilihenpemaerackiosesiibrator,
ichl ; { I
wic AR ATRRIAIGY Sl O oot STIPALLI D by be
provideghabhe standardiduede.wi t hout adversely affecting the
assay result. Desirably, the tenperature can be at

85 i S g A i RSB i o

assaydenplatelapto@itasichnthae aBsEHEY RfU S Penammiitatibh BSerial No.
the sanpl e and eriod of -the reaction.

during the
097 £gitdiled Pataber#d, 1|c99§rﬁth€e S84cannbigatiem thearelevant disclosures of

whichﬁg‘?ﬂ&ﬂgb}g@&?\e}é]ﬁttﬁja@é/reﬁ@%r_pl es. The total time of

e readings from zero tinme (time of mxing), my
range from about 10 sec. to 10 min., nore usually.
abb@tibee sesays prefenabty masihd @refuetebinyaldevice 3@hibcallows the
to 3 mn. ,The d may be anal yzed by an onveni ent

reactiys RSN IP S BLoskat NGB ORAIE He Welah measures the
resultSBurast. af e ilsrudddif dap 42kat 'pPéTeFe_@f&ﬂitibﬁr@sgﬁéj@%gkbility of

_controls. The level of agglutination is an indi
activaggd platelpisdodiird fibtinegeronAaectivated pidteteie birahahd agglutinate

e t vel .agal.utinati.o be conmpared

B3l hed BErlRAE Bl IR HORL S P RE AGTRE" Flgeneral, an

instrument 10 ingasiks e nesulkt b@tﬁefééiéd?/ isidnle that EARRIRArd Bgdlutination.
calibrator, which may be perforned concomtantly 0Of

Preferahie th BStiyaa measyses ¢i asog ivoptes! Bienadrde iesapdiigination.
i EV Q. . o ti. 00
Suia ARSI 015, B B Bl SR T A b
spectppabinettec dlitegraBystera @ irstrutiestr(coeehdroially SvaiRssie fitom
Accun’?‘&%lcls,c érll ?)ri]egscirég)l ar'1\<|§) employed for rapid platelet function activity

measurements on normal samples), and the like.

The Ultegra® System instrument is a turbidometric based optical detection
system, that measures platelet induced aggregation as an increase in light
transmittance. The system consists of an analyzer, disposable cartridge and controls.
The cartridge contains reagents based on microparticle agglutination technology. The
quality control system includes an electronic control, two levels of assayed “wet”
controls (WQC), an in-cartridge humidity sensor, an in-packaging temperature indicator,

and a test for concurrence of two assay channels. The analyzer controls assay
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09/1 77,884 filed October 23, 1998 (the '884

application), the relevant disclosures of which are
wonoewripsssat ed herein by reference. The above aBeays2006/014136

preferably may be conductedd4in a device, which allows

the reactions in accordance with the present invention

to,occur i ch measures the results thereof. The

sequeiaing. GTak 'Sgﬁﬁ_’f 8%y {AmapABires eANQlS the eragenipemple eixing for
the reﬁgiréﬂWrﬁforﬁgtbgﬂiﬁg%m@&%rgggogmﬁeﬁ gfriét*%rn', BRYERs thS result and

activated p I'nd
perfompsbsmﬁd'@mmoeﬁm.eﬁopase ircthespresértreetivdarthe nesteastidge of the
systo b AR ULARSFine T S BB TSl e Sty attahed
GPIIbHas8E6ptapiyatd, AsdmPosifibs be habhyd ﬁ&%tﬁrgic{‘%éiayé'ﬁé‘buﬁer. The

. _heasures a change in optical signal
patierd $gNMnle ifaysusily atedbviole ideodi verick is autoodsically dispenséd from

. . : Ui : i c '

tho blghl 5AEE R IRoAE e ) IRe ARk i prigoc handing

requireddynhecisal] Thavateradtion i monitted BHthé G¥rarSabRofsithey
and enpl oyed for rapid platelet function activity

chara%@ﬁg%%w%ﬂclﬁgf e the i@g§ intgragt Wit theiplatetris the
cou b1 A Y TAEEI4 OB SHEE y Bb BIRLE P8 Shgrar

“analyzerd Ukredagg otingtitn isrdeasctat dsiin pfsadeinltheMansmission of infrared

. trangn}'attanc . The system consists of an analyzer, -
light thoyigBdae sample-t T hadeactinn ipatisoare amalwzechand tiggelated into “Aspirin
Resp&iidd Bhis ents based on microparticle agglutination
espt echnoﬁg’;{?\?@?‘he qual ity control systemincludes an
el ectronic control, two |evels of assayed "wet"
cleranadher gnigaliment df the araseint| irevetion da Kit is prosdded that includes in
i.n-p agi.ng t rature indicator, and a test f
packel BRI, R bR RRL e RaltE s WA covatonty
attachedfibrinbgeASSEVPESIIEN of A%\ af$ b3k rbRNESd! A%d BEREY }'he lyophilized
tenperature, controls the reagent-sanple mxing for
prepagaiienregyibeddesentdnicoigactien epniainer sush afegcedridge used in the

; Cld i r |t .and perfor

ntrufigh 6 S48 oo CheB Y 8,08 BB Ml AR5 8- oo may be
placed sthecautér walieobthet foar-austiteimricigatiRiedsn ahé wABRZEE Z8Re kit may

.preparation copprjsing particles with covalently
also inglydg p amate paleation GAtepebAndiogarftevice tosepeying euf the present
i i o, ‘ . i nl

b RS R BB 30 e ZHEGRAU o R or

conceatrations incslUjordoktherrsadefntsdhat s stamtiadlyaptingige itton sénditvity of a

det i.ntﬁ the cartridge by the analyzer, with no bl ood :
CemMiINAl? M ng required by the user. The interaction is

noni tored by the infrared absorbency characteristics

Q{Vg?l(;tfig?gbb'tﬁﬁ’éee,?ehe fsadeifts Bah bePlgSed M & afitight bRckAle in order to
maintain the activity of any reagents. The package may be, for example, a bag, pouch,
or the like fabricated from a material that is substantially non-permeable to moisture.
Such materials include, by way of example and not limitation, plastic, aluminum foil, and
the like. Furthermore, the package may contain a desiccant pouch and an oxygen
absorber to maintain a dry oxygen free environment. The oxygen absorber may be like
the Pharmakeep KC-20 from MGC or similar. The oxygen absorber should have an

absorption capacity in the range of 1 to 50 mL and ideally from 20 to 30 mL. For blood
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aggl utination of the particles is neasured through the
optical systemof the Utegra(tn) analyzer. The
wagoleutissaat i on is detected as an increase in tRET/US2006/014136
transm ssion of infrared liight through the sanple. The
reaction kinetics are analyzed and translated into

"Aspiri.n R its", ARU. In anoth nbodi ment
samplgs Ped gl S0 AW 1 AFIcle arpiarsgr pptia ¥ R, disfectant or

ster|l|%?rﬂgpp{a’éri|i§t3?ﬁdqs@ﬂﬁ'ﬁﬁ9?ﬁe ‘Rﬂ'méyﬂéfsPQHclﬁdé%%PB#dt?ré d standards.

on conprising particles wth covalently
attached fibri nogen, conposi tion of AA and ascorbic
adihe kitzgan ipalutierthe Teagents piscessany for eqraying iovh thmgsday of the

preseflt {&Mob 4 phE Bty e3P BRAT)afUoSkBbiSad Vel o Biar et
maintSirss 1@ pH BAd lspRdntbARStIGH 6PTeabbeA stampé@ asﬁc{fg@%ﬂtw ranges
cartri dge

. the outer wells of the four-we !
suitakip 4o plateletmedigiad aaglutinglion atthedwlid ssiaseansbsmatt potymeric
beadSCBRELy PR oPARISEL Sor a5 T il B0 P95 RBtion o
can conslist yolely gfrthe ibtéfefing coarpuaitionadndsalts o whichta kfiowh amount of
e reaaent S téa subst anti al | % optim ze

. he .
Waterég@éiﬂ@ P givedhefesdied pHTRN SoBHT nw@pf@@é'yﬁt&%m@@? alsgecomprise

an arﬁi@@gﬁlﬁltbﬁt. CRAbriCeMbBafRe At b &Fdr ik if—ﬂfﬁEQ?ﬂ@&ﬁido%gglant is citrate;

ordef to maintain the activity of any reagents.
a GP btk crcapiyr ligandfis fiberagen;esmall palymepicstadsaretgodyddridenitrile or

f i cat f ial..th ' bst anti.al |
caroel P BB SRR EE bR e B35 861 b suchps
fibrindgeh, 0§ cevashhEbaded & tHd edPsiibe BY Atddns ofd &6%dMiPbond
foil, and the like. Furthernore, the package may

betweaithe N-tarmaiags of the peplidsaas anadi-hydypesuegipisnideror carboxylate

arour B4 1€ s rlod B Gy B Rl AR s o
platelst attivator, Sbeh asyglA. absor ber shoul d have an absorption

capacity in the range of 1 to 50 m _ and ideally from
oodsa es the kit rmlgS al so

20 to 30 M... F I I
IrplaemipdmentoaReareaserer e ion. Aiad LesseRy reagent
contafHisd wpe@t;_ﬁaxt/ildea tﬁéteclfdd bé& sRffed 3 Fod Qeﬁlgegési[ﬂ;émor m?te%nths or

i
may al so i nclude cal i brators and standar The k
morecan i ncl ude the reagents necessary for carrying out
the assay of the present invention. In one enbodi nent,

the kit includes a bl oodyi buffer that maintains
the pH and salt concentrme%@t he bl ood sanpl e
assessed wthin ranges suitable for platel et nediated

atygh speoidit ieatbaefimeheobihiel sresent invention] ssnaddayifor prmsieCfunction
i telet GPlIlb/lIla receptor |i1gand

activit%ﬁg%guaggttpg d@gvn\g %/Bof%g@@pbﬁqr@p{’e fggm a patient undergoing treatment with
aspirin. The sample is combined in a suitable container, e.g., reaction cuvette, with a
reagent that includes particles coated with a compound that results in a specific
agglutination of platelets, to form an assay medium. The compound is an antibody to a
platelet receptor and GPlIb/llla receptor ligands. The particles have one or more
infrared dyes incorporated therein. The combination is subjected to agglutination
conditions. The medium is irradiated with light in the infrared region using the Ultegra®
System. The transmission of infrared light from the assay mixture is determined where

the level of transmission is related to platelet function activity.
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can consi st solely of the buffering conposition and
salts to which a known anmount of water is added to
waqi2vws/1tifsa4 desi red buffer solution. Optionally, PCiaSkiob/014136
can al so conprise an anti cdagul ant. In one enbodi nent,
the buffer is HEPES;, the anticoagulant is citrate; a
GPlIb/lIlla receptor ligand is fibrinogen; snall
pol ynmeri c beads are pol y@@l"ﬁbﬁ@i | e or carboxyl ated
pol ystyrene in which a peptide GPIIb/IIla receptor
i [ ' ent :
B DTy el R ARE st FON NG ot SREREET pldglet function
activityhis dendectedmrsa avhdlé dlquepsardplesinamanpatient undergoing treatment with
N 0X ccin de or carboxyl a roup on the bea )
aspily, MR RIESS COPIBRd 818 SHIABA CONAIBOK % 8 a AGUOG AV RYe, with a
reagém rﬂﬁ’éﬂ LISERER Pbﬁlcﬂ’ése&oét%ﬁ'v\y it Q%orrﬁit')%'ﬁd%a?re%ﬁlts i aQpRecific
enbodi nent o resent invention, a single use
agglufisetign péplgésietse (qunhan gssay Mmediury i Thedcarhpourdis areantibody to a

o B ARS8 oy AR B Bcoen,

monddivret ahtibed 2 MOES sSEwnbelondl ahtiddly ¢7FE NopnWalbraid Fadtsr,
conducted on a whol e bl ood sanpl'e froma patient

fibrongctiar YEPRECH: dgentdnthatitavearpaidinine theinempparticacid (RGD)
sequ@r%@'d?ﬁdotharﬁea s eﬁ%rﬁ@%?}ﬂ%%? tlﬁaéc%rmn&?ﬁlgtée%ﬂenc? The

étte I'ncT u articles'"coa
partiolés hae coepo mtttetninﬂaareldejyﬂstxacmnpoeateﬁeherfelm The combination is

. a |ntLo telet toforman ss medi um .
subje3f {8 setiuiition cidnsnotlie Teciimpirs feadiateAmulp bt T e infrared
regiofFtis|r/ ﬂhb'lﬂtég@é@%ﬁtehi oREand; %s &f lﬁhﬁﬁ#ﬁ?@ﬁi RO tI¥ assay

nore I nfrared dyes i ncorporate reln

mixtuge itpdletatminedi wheretthedeal Otf tb"aagmlsmmmest retated do gidteleh function
ac’que mediumis irradiated with light in the infrared
"egl on using the Utegra(r) System The transm ssion
of infrared light fromthe assay m xture is determn ned
where the level of transEXaMPHEIS related to platel et
function activity. EXAMPLE 2 In a specific enbodi ment
an assay for platelet

of the prese nvent i ,
£ e PeRTiGambadiians of STieieeent GHealol Aasaayar platpletiunction
actlvﬂé/r i9 'Boﬂd@é‘tbkj WI‘S}% BRIJMsrSRUGAE Whidht %Hdegd‘ng f8&tment with
IS co In a sultable con alne
aSplrmeétha amouut/@’tsaemplw ar‘ml;azedea@énut 80ad to ﬁeouqhem 300 pl. The
i cl.es éoate } results

h
sampB fscddn Egd T HSLiEblebe oA Ra it B avactian gty it Leeggent that
includBytdbatiities ToALPWRR WEbrhBo@it &2k IrbQels ih@ Specific agglutination of

platelets, to form an assay medium. The compound is an antibody to a platelet receptor
and GPlIb/llla receptor ligands. The particles have one or more infrared dyes
incorporated therein. The combination is subjected to agglutination conditions. The
medium is irradiated with light in the infrared region using the Ultegra® System. The
transmission of infrared light from the assay mixture is determined where the level of

transmission is related to platelet function activity.
EXAMPLE 4

In a specific embodiment of the present invention, an assay for platelet function

activity is conducted on a whole blood sample from a patient undergoing treatment with
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platel et receptor and GPIIb/Illa receptor |igands that
is selected from fibrinogen, nonocl onal anti body
waeQas/11samocl onal anti body c7E3, von W | ebr andctastms/o14136
fibronectin, vitronectin, ltrfgands that have an
argi nine glycine-aspartic acid (RG) sequence, and
ot her peptides or peptidomnetics that mmc this
aspirins etheesampleTiseopabined irea suitaklecrmntainens.g., iredcrtmnetmveyteswith a

R T T
aggluthaian lof BlHtelets, td @ rhnhA %%§Q¥ R IGR. UFHe,ngorh SquHseé’rﬁ %flbody toa
em ' The transm ssion

Syst i nfrared (g% rom-t
plateleh secgpton andiGlibdlldaeeepton igandter Ehe rwerti havg one or more

mfrareg%grﬁ?c%b?ﬁbté& g?)ejgﬁ e% b@ﬁspgs%&ﬁegfé‘rﬁi@e&ﬂg %{)c\)/ﬁtté’ to about

11. THewenbinationdsalsigated toragyfi@ireltieh donaitionen T medium isirradiated
conducted on a whol e bl ood sanple froma patient

with figh e Fgoinfigred esiorHeingithe Wiagra®rSysters. arhauiengmission of infrared
light fr@‘ﬁ"fﬁb%s@?@'rﬁﬁ%% F?ﬁ QH fnetBvikrd 3894 dﬂtrén%nﬁggoms related to
he sanp i's conbined 1n a suitable contalne
platelet actiooradtivinet t e, with a reagent that incl udes
particles coated with a conpound that results in a
speci fic agglutination %ﬁﬂlﬂﬂ:gl ts, to forman assay
medi um The conpound is dy to a platel et
receptor and GPIIb/Illa receptor Iigands. The -

Paatdpelcie dravediaimt of tipreseht MveRtoflyAs ab$,ofop plRéRE function
therein. The conbination is subjected to agglutination

activitycigandusies oA éNhﬁé@ iblgad %ampbafmrat%aawrttwndleg@nmg freafgent with
aspmn' ”fﬁ@&% feei%'cgb &‘91 g%%f’[%l e&{rﬁ‘él%{ heét e ctibp% cyvette, with

ransm s I on rare assay mx
utlllzmgsa r@agenmhadamoMcmseparheleb@oatecleth reacnpessnd that sesults in a

t t t MPLE 4 |
speific 3agEnalign b Blateists. & T 55 adSenmadivan: {incoraRowsd fyan
ant.boa};ffo Blopdteletteddyist éer‘G?ﬂFH/IYlbt écé@gg ﬂggh@é e‘#hﬁ@aﬁd@?bﬁhe

d sanple froma patient unde I'hg treat
partlclwem}ﬁ ihalve onghor nearepinérared dyesdincedparatenl thereinb(Tde volume of

e s 0B EC B i oAb Bt

agglutinBtién %@ﬂ@ﬂhth Faenédion isarafatéd aitallightin the ihRaB@ARgion using
medi um_ The conpound is an antibody to a
the Ultgggﬁ&%

Systanac épe drangmissipn 0hinfrarad ligbeisedrtheiagsay sixtnne is

L e S B e

about

EXAMPLE 6

In a specific embodiment of the present invention, an assay for platelet function
activity is conducted on a whole blood sampl.e from a patient undergoing treatment with
aspirin. The sample is combined in a suitable container, e.g., reaction cuvette, with
utilizing a reagent that includes particles coated with a compound that results in a
specific agglutination of platelets, to form an assay medium. The compound is an
antibody to a platelet receptor and GPIlIb/llla receptor ligands. The patticles of the
particle reagent have one or more infrared dyes incorporated therein. The combination
is subjected to agglutination conditions and incubated at a temperature of at least 25°.
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11. The conbination is subjected to agglutination
conditions. The nediumis irradiated with light in the
wonboeanssd4r egi on using the Utegra(r) System PO®US2006/014136
transm ssion of infrared light fromthe assay m xture
is determ ned where the level of transmssion is
related to platelet function activity. EXAMPLE 5 In_a
The mesipeuiis ircadiatbd avithelightd theniafigred eegion weingt therlltegia@saysiem.

oo bt bR TR L b BB e v

of transAi§4ibh s reT@@d&@mt@Iét%mml aityh a suitable
contai ner, e.g., reaction cuvette, with utilizing a

r eagent that |ncI udes parti.cl coated with a conpound
that results in a speci%@é&s—ﬁti nation of platelets,
to forman assay nedium The conpound is an anti body

lﬁfbgg?]%ﬂé %ﬂ)dﬁﬁé f%e g‘)?é’séﬁ_f 'lﬂ!\%rltlbhaaﬁ %%@Qi/ fbr platelet function

art art | C reagent have
actlwty @neonduated emawWhaieekniodq samiphe frppba am@ant eergﬁmgm@tment with

aspirin S b e € oAl A bRl oaRElr 28 o BB oi%e, i
utilizing®® %é{#éd’!@ﬁéﬁﬂcl@@@g bbhﬁil@s cdated ViEH & @bipountabattesdlts in a
in the infrared region using the Utegra(r)

SPeCIflcamletnmanmmofmlawmﬁ,s@ formem asmayanediun.ghhecognaung isan
antnbodﬁ@%g%g@%ﬂ?geé@g %ﬁgf@gﬁ ity ?‘@,fer&? @r{d‘évﬁ*ohﬁaoé%rtncl\%s o}f the

particler8ayBhthdvd on@os meﬁmfmmdwsmmrpofateh ¢heme@rs efibe combination

i nvention ssay for e nction activit 0
s subjadpriiR paaLERAIo OIS Bad LiEvBried Rom it o at Sast 25°.
The méﬂmrlg Wré‘&aferde\ﬁﬁﬂﬁg it iWithe uﬁ%?leﬂ'r@gloﬁm%lﬁgﬂfﬁé Blté§ra® System.
onbined 1n a suit e cont al ner, reacti on
The transmmm ofunfriared lightArorg tee aea@emlx’ml'eats datetroines where the level
artjcles c

of randggabiorie SR B hale ) CufIP S ty: R Rbliar PaBanpies o

detectd®sd HMindrB8sé RIPaRKEIHissoraer |ﬂﬂér‘é@ﬂ€§ht tirodghltaé ebfiple.
receptor and GPlIb/llla receptor |1gands. The

Jllgartl cles of the particle reagent have one or nore

he feregaing description 96 cETheg IMABISSThe Mentionhays: hesn P@Sented
o ur P AR IENER SR 5ecnts g o i

the invéntidh td letpredist iermsflisalosedr €dfviouslg) mgny meodifi¢atpma(and
System The transm ssion of Jnfra e

d
variationu) b RRRATEN 1 RiecwiaRarSa WAL S et dhis infshded hat the scope
of the |W&%Heﬁné§ by S FSHOWiRYy Blafths 8l theR equRalars! vity.
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In a specific enbodi nrent of the present invention, an
assay for platelet function activity is conducted on a
wohalea1fd400d sanple from a pati ent under goi ng PCEASE®AN14136
with aspirin. The sanple isl9conbined in a suitable
container, e.g., reaction cuvette, with utilizing a
reagent that includes particles coated with a conpound
that .results in a specific-agglutination of platelets,
Whatyig ﬁaé% assay nedium The compound is an anti body
to a platelet receptor andcGRipg/ 1|11 a receptor
i gands. The particles of The particle reagent have
one or nore infrared dyes incorporated therein. The
conmbi nation is subjected to agglutination conditions

agd i ngu ner | east. 25. The
mrerdi uchl 'ks?‘%|{Ir](|r%(raa1§|P gfe égfwgﬁﬁéﬁ%ﬁ;&ﬁﬁ%ﬁ]ﬁQSW'FE\Qed regi on
uprovidinges Ivbpleitired a3sayssagant e cohisdThohiforé acid at a
jnfrared light fromthe assay m xture is determ ned
sufficignt canesrirationdp astivateapiaialetsi on is related to platel et
Funeti PN . . _ ticl .
qalEhgan3tokidaKt Al o i BBnfzed ASsdiPfeddntfnd Feduces an
oxidatiog hatet dfrtbe ghadhidordampideand het interégreiwith plesalet funiction;of
enpodi nents of the invention_have been presented for
SRS ERsyBen GESPHar ML AL ARAGYAVITG & Snglgruse assay
devick MaRREGAGE Ande exhaustive or to linmt the invention to
the precise forns disclosed. Obviously, many
nekEatingaar ieg environenanawiibirs awehiort pesicalpyfdines foltowing packaging of
. ctit] illed inthis art. It is intended that
the SIEQ% L‘iséceo%%bg&%\@%é'i nventi on be defined by the foll ow ng
clainms and their equivalents. Wat is clained is:
CRAI M5The niethiet g dlior 1, elesreir the Ipbptiibiet adsecidag@nt is utilized

... comprising: providing a |lyophilized assay reagent that
with REiklss feakdalith acr Uiyl Bcapler lsand ci oni

concentration to activate platelets; utilizing an

agt i Oxwﬂé%et%a*af'&_laﬁm,'TErthéP@&hPhéiﬁg: assay reagent

that reduces an oxidation rate of t arachi doni c acid

antlizing airaagentdhat nwciuideplpartidcles coatect witma aompouridhipatiresults in
vagen absarber wi.th sufficient capacity within a

aSpegﬁlﬁég@'lﬁ@@%%?g\dg&%{\?ﬁe packagi ng; and creating an
inert environment within a short period of time
f 8] | owrhg npethsd @f BEIGI 3, itterdinileccomssorfbiRYscledtb 8 Eron? -an

. The method of claim1, wherein the Ilyophi lized assay
antibqay-dgemplatalel igceptas @nd GPIIb/llla receptor ligands.
5. The method of claim 4, wherein the GPlIb/lila receptor ligand is selected

from fibrinogen, monoclonal antibody 10E5, monoclonal antibody ¢7E3, von Willebrand
factor, fibronectin, vitronectin, ligands that have an arginine glycine-aspartic acid (RGD)

sequence, and other peptides or peptidomimetics that mimic this sequence.

6. The method of claim 3, wherein the particles are sized from about 0.1

microns and about 20 microns.

7. The method of claim 3, wherein the particles are sized from about 0.1

microns to about 10 microns.
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with particles coated with a GPlIb/llla receptor
l'igand. 3. The nethod of claim11, further conprising:
wawidei1assag a reagent that includes particles cearag2006/014136
with a conpound that result® in a specific
agglutination of platelets. 4. The nmethod of claim 3,
wherein the conpound is selected froman antibody to a
pl.at el recgpt.or nd I]b/llla re t or
P redSUMEod G iim Sanbetim i bSGBRsAreisided Boaprbaut 1
micrdn t%wm&eﬁﬁirﬁgtrﬁ@rcfr"som fibrinogen, nonocl onal
anti body 10E5, nonocl onal antibody c7E3, von
W1l ebrand factor, fibronectin, vitronectin, |igands

tBat hdhe mathedpimlaim gl wbern Hppariclosduve R@uslty of about 0.7

and ot her peptides or peptidom netics that
to ab889¥%8ﬁﬁl s sequence. 6. The nethod of claim3, wherein

the particles are sized fromabout 0.1 microns and
aldout Zhernethonisof claiml8ewhetdho theopardickismard, funblioredliged or

© th rticles ar jzed fromabout 0.1 mcrons to
functlggaufaabl@ W@Y%ﬁg?ﬁg'”ﬁhe met hod of claim 3, wherein the
particles are sized fromabout 1 mcron to no nore

than 8 THeGhethod & cldiff3"WwheRh fle Ed)rﬁ ﬁd |$£%€ét@ﬂ i particles.

particles have a density of about
1.59/mM_. 10. The nethod of cl a|m3 V\hereln t he
pé?t i clThe rmpthopafclaionil i wheredt tHeuermpowad iszegated on the particles

11. The nmethod of claim3, wherein
byco&ﬁ%ﬂi%ﬁ%%naghps coated on the particles. 12. The

nmet hod of claim 11, wherein the conpound is coated on

t H8. paﬂheohemokiwfmjmm gnwvhatdimahratioof nideculés ofredinpdund to
rati o of no Ies of conpound

partiqes Gtintoiied 1 Hecafachnpa ot Rolenules al sommawnddp 1he particle,
nmol ecul es of conpound to the particle. 14. The net hod

of14¢l arﬂﬁeane%@rcﬁ'd‘alhhg WAL RS pAtikRsHRVESEciRé LB as of
of adsorption. i 15. The nethod of claim3, wherein

adsorpienparti cl es i ncl ude a label. 16. The nethod of claim
15, wherein the label is a noiety used for the

15.  The method of claim 3, wherein the particles include a label.

16.  The method of claim 15, wherein the label is a moiety used for the

purpose of detection.

17.  The method of claim 3, wherein the particles include at least one dye that
absorbs in the infrared.

18.  The method of claim 1, wherein the sample is at least partially a solution.

19.  The method of claim 1, wherein the sample is a body fluid that includes
platelets.

20.  The method of claim 19, wherein an amount of sample analyzed is about
30 pl to 5000 i to 300 pl.

21.  The method of claim 19, wherein the sample is treated with a medium.



pur pose of detection. 17. The nmethod of claim 3,
wherein the particles include at | east one dye that
wahswribss4én the infrared. 18. The net hod of cl aCmMU$2006/014136
wherein the sanple is at |l edast partially a solution.
19. The nmethod of claim1l, wherein the sanple is a
body fluid that includes pIateIets. 20. The net hod of
m 19, wherej n agopunt of sa e anal yzed is
J5eSLR A 21 GBRBTHITE Medim 1,8 areadhizpusmedium.
claim19, wherein the sanple is treated with a

medi, UM méfd e st 29, \f\?hé‘#e"ﬁ 8 pblaV@2E6vBnt lg%sﬁﬁ%lﬂmhe

is a an aqueous medi um 23. The nethod of claim2
aquegm@Madiu™. pol ar co-sol vent is used with the aqueous
medium 24. The nethod of claim2 1, - wherein the

iu e

oAl USRS A olbiE] FRERN I enfin iSegP0BksPlne buter.
about 11. 26. The nethod of claim 24, wherein a pH of
t 2&6. medihermiethoabafudlaith 24, whengin 8.pH2for theeneditiinod ablout 2 to about
claim?2 1, wherein a volunme of the mediumis about 25

1. to about 500 mcroliters. 28. The nmethod of claim2 1,
wherein a volunme of the nediumis about 75 to about

2956, M qiel kit ofdflaimDE, WRERAHaPH 6f fePnddibim féJél'écSlﬁM to about
conmprising: incubating the sanple and the nediumto

9. agglutinate the particles. 30. The nethod of claim 29,
further conprising: nmeasuring the agglutination of the

PaLi Cheg rﬁ@th‘?)‘?itcf’(r c}?élﬂ?Zgl PhELR af%%e A tﬁé:ﬁe\ﬁ'g%rﬁ'i? %gout 25 to

1.” The net 9, Wher ei e sa
abouh®00 mic@litersncubat ed at a tenperature of at |east 25.
32. The nethod of claim 29, wherein the sanpl e and the

mé 408ﬁreemeﬁ1%%bgft c(?alma£1 A tgrre?nega\t/toﬂjrn%e %];‘ tr?e medlum is about 75 to

about 250 microliters.

29. The method of claim 21, further comprising:
incubating the sample and the medium to agglutinate the particles.

30. The method of claim 29, further comprising:

measuring the agglutination of the particles to determine platelet function activity.

31.  The method of claim 29, wherein the sample and the medium are

incubated at a temperature of at least 25°.

32.  The method of claim 29, wherein the sample and the medium are
incubated at a temperature of about 30-40°C.

33.  The method of claim 30, further comprising:
comparing a measured agglutination of the particles t against a standard of
known platelet function activity.

34.  The method of claim 30, wherein agglutination of the particles is detected

as an increase in transmission of infrared light through the sample.
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33. The nethod of claim30, further conprising:

conparing a neasured agglutination of the particles t
wageaicnsss4a st andard of known pl atel et functi onPCT/US2006/014136

activity. 34. The nethod of22cl ai m 30, wherein

agglutination of the particles is detected as an

increase in transmssion of infrared |ight through the

7 ot | O 2 R oY T AR RS UBCH A caRr ping:
Clémlirﬁ% #itd aaplﬁpep'fﬂg ﬁr‘sé}ﬁﬂa@ QHﬂlaecdrﬂer ; gcflﬁéd anﬁ@é fntroduction

coupl ed to each annel of the p
port eoiplatelioseacdmarl acbamdquttlye pluralépgé nhannceia;:ancbf a

PUPAA e aBaGe rach Bh TR aP RN P Bor g Sekprala dhyannel, the
pluralit9a@ e8dgdhatindtldihg! & yophAteddRshg réég@htélhalaccﬁﬂéﬁ‘scdrﬁaﬁldomc

concentration to maximally activate platelets, and

acid afra seificieah congeniraiioa teaneximadpeictivatedlatsiets, aedmantlomdant

i B L2825 e Bt

arachideriy adm/amnofm@éreermvafh platedefunctibe, assay device is
single use. 37. An assay device for neasuring platel et

fyncti L ng | hi |zed assa agent that
CORt ai AN Aot el 96, Whete 116 assay GGe ks single use,
concentration to maximally activate platelets; an

ayi oXisteddsal ddvidk @r%dr%@%éﬂél&qgnétﬁﬁﬁ)éohﬁﬁ&%
that reduces an oxidation rate of the arachidonic acid

afdyerhilizas asgay reagenhthat aoelains anmbtdomrc aciel abaysydficient
conc ?éfro%et'b %nda?lgfsfcltl%fe g%i&gc' ty within an assay

evi ce packagin gihg that creates an inert
e avii antioRieiaint @fithirhe samlyodmuzwasé’@/ reHend ehdt e6dWles an oxidation
claim 37, wherejin the assar¥ device i s single use.
rate of the arachidonic acid and not interfere with platelet function;
an oxygen absorber with sufficient capacity within an assay device packaging;
and .

packaging that creates an inert environment of the assay device.

38.  The device of claim 37, wherein the assay device is single use.



