1 Method and systemfor stabilization of arachidonic
acid for use in platelet function assay BACKGROUND
OF THE INVENTION 1. Field of the Invention The present
invention is directed to net hods and systens for
stabilizing arachidonic acild (AA), and nore
particularly to nethods and systens for stabilizing AA
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Helena Laboratories (Beaumont, Tex.) a manufacturer of platelet aggregometry
systems for laboratory use provides educational literature that suggests the
appropriate aggregating agent depending upon the purpose of the test. For assessing



O 2 the effects of aspirin on platelet function,

Hel ena Laboratories states, "The arachidonic acid

pl atel et aggregation assay is the only practical way
to nonitor the effects of gspPrin therapy, now widely
used to prevent strokes and heart attacks." Helena
Laboratories, Evaluation of Platelet Function Wall
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Another aspect of the autoxidation of arachidonic acid, of particular relevance to its
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mat eri al nust be stored in a sealed inert anpoul e at
-20.degree. C. and used imedi ately upon opening. In
the clinical setting there is often little advance
notice of the need to run g p&rticular test and the
necessity to manage the anmount of material to thaw
and t he subsequent use of the material in a tinely
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Application of Cationic Propyl Gallate as |Inducer of
Thronbocyte Aggregati on For Eval uation of
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After the sanple has been conbined with the reagents,
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i nvention. In one enbodi ment, the kit includes a bl ood
vial, a buffer that nmaintains the pH and salt
concentration of the bl ood sanple assessed within
ranges suitable for platel % sedi at ed aggl utination
of the solid surface and sﬁg | polyneric beads coated
Mﬁth platelet GPlIb/1lla receptor Ilgand. The buffer
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coated with a corrpound that results in a specific
EXMPLENAL i on of platelets, to forman assay nmedi um

The conpound is an antibody to a platelet receptor
Iaadpédii¢ bhbodimenecttht prestitgavetsion, watassay foeplatela durfatiom
ablivify RREfductddig WaoR! bledt sabgky frdfEpatiennoclerpoalg treatment
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a%pxglhc gg@ﬁff@'}r‘cfolncof ?J‘fa{tgets to form an assay medium. The compound is an
antibody to a platelet receptor and GPIIb/Illa receptor ligands. The particles of the
particle reagent have one or more infrared dyes incorporated therein. The
combination is subjected to agglutination conditions and incubated at a temperature




(RGD) sequence, and other peptides or peptidom netics
that mmc this sequence. The particles have one or
nore infrared dyes incorporated therein. The

combi nation is subjected tgzagfl utination conditions.
The mediumis irradiated wwth light in the infrared
region using the Utegra.RTM System The transm ssion
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receptor |igands. The particles have one or nore
infrared dyes incorporated therein. The conbi nation
IS subjected to agglutination conditions. The nmedi um
is irradiated with light in the infrared region using
the Utegra.RTM System The transm ssion of infrared
light fromthe assay m xture is determ ned where the
| evel of transmission is related to platelet function
activity. EXAMPLE 4 In a specific enbodi nent of the
present invention, an assay for platelet function
activity is conducted on a whole bl ood sanple froma
patient undergoing treatnent wth aspirin. The sanple
is conbined in a suitable container, e.g., reaction
cuvette, wth a reagent that includes particles
coated with a conpound that results in a 13 specific
agglutination of platelets, to forman assay nedi um
The conpound is an antibody to a platelet receptor
and GPlIIb/lIlla receptor ligands. The particles have
one or nore infrared dyes incorporated therein. A
buffer is provided and the pHis is about 2 to about
11. The conbination is subjected to agglutination
conditions. The nediumis irradiated with light in
the infrared region using the Utegra.RTM System
The transm ssion of infrared |ight fromthe assay

m xture is determ ned where the | evel of transm ssion
is related to platelet function activity. EXAMPLE 5 In
a specific enbodi nrent of the present invention, an
assay for platelet function activity is conducted on
a whol e bl ood sanple froma patient undergoi ng
treatment wth aspirin. The sanple is conbined in a
suitabl e container, e.g., reaction cuvette, wth
utilizing a reagent that includes particles coated
with a conpound that results in a specific
agglutination of platelets, to forman assay nedi um
The conpound is an antibody to a platelet receptor
and GPlIIb/Illa receptor ligands. The particles of the



particle reagent have one or nore infrared dyes
i ncorporated therein. The volunme of the assay nedi um
i's about 25 to about 500 miggobiters. The conbination
is subjected to agglutination conditions. The nmedi um
isirradiated with Iight in the infrared region using
the Utegra.RTM System The transm ssion of infrared -
light fromthe assay mxture is determ ned where the
GRS of transmission is related to pl atel et function
activity. EXAMPLE 6 In a specific enbodi mrent of the
present invention, an assay for platelet function
Véloatt iiss¢laiyneddgs:conduct ed on a whol e bl ood sanple from a
patient undergoing treatnment wth aspirin. The sanple
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present invention, an assay for platelet function
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11. The method of claim 3, wherein the compound is coated on the particles.



15 Cainms Wiat is clainmed is: 1. A nethod for
determning platelet inhibition in a whol e bl ood
sanple froma person treated with the anti-platelet
agent, aspirin, conprising: providing wwthin a single
use assay devi ce packagi nglé | yophilized assay reagent
that contains arachidonic acid at a sufficient
concentration to activate platelets fromthe whole

bl cod sa and_an ant.i oxi dant t hat

13,Fhecnstbon pLelans LrHErsin dpa cadinnd SaopFddndne bRGelsspy
covalent pegcment-h activati on, wherein said single use
assay devi ce packagi ng furt her conpri ses an oxygen
13Eerhethod of driead swhereinmertio efimiolesnlive Af compaundup Rgticles is
coeitiagimtheaftactaneht of nplezules of ewspounddo itheepartaglel wher ei n
said single use assay device can be stored at room

14 erREh&hSY 6f §18im 3 wh&aintthé partielesBaMetiockat dreas offhdsormign.
sai d whol e bl ood sanple with said assay reagent within
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S I n sal he net hod of claim1,
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FESUHBd of claim 1, wherein the | yophi |i zed assay
reagent includes particles coated wth_ a conpou
17 iEhe metbod pEclpim 3, whereinithe pargglen tichideiab lragiong|dye gfaét s
alsorbshie theeinfrackdof cl ai m 3, wherein the conpound is
selected froman antibody to a platelet receptor and
18P Hhéthb@ of ela@pil pwhéreigamdsnount offsaenpiesdubyedfis ahomi B 4] to
sebeein the GPlIb/I11a receptor ligand is selected
from fibrinogen, nonoclonal antibody 10E5, nonocl ona
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mgedivfhe et hod of claim 3, mhereln t he partlcles are
SI zed fromabout 0.1 mcrons and about, 20 m crons.
2ThEhevsethod obelaim 4P nvicreinibs equeorhaediym ingludes %Irl%asg?%d
biiffern about 0.1 microns to about 10 microns. 8. The
met hod of claim 3, wherein the particles are sized
2D 1 i @bl of clalme RO whereina phirof the taljagpu8 niddiurn isabo8t 2 The
apBithad of claim 3, wherein the particles have a
density of about 0.7 to about 1.5 g/m. 10. The

| agefg et%()fl o éfgﬁh 31, Yh&ek Jpi BFth@aaﬁﬁécﬁfs @ﬁedﬁ’&tﬁ is about 4 to
1onali ze

functionalizabl'e to covalently
11. The et hod of cl ai m 3, V\,herel n the corrpound

is coated_on the icles
d9he
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25. The method of claim 19, wherein a volume of the aqueous medium is about 75
to about 250 microliters.

26. The method of claim 19, further comprising: incubating the sample and the
aqueous medium to agglutinate the particles.

27. The method of claim 26, further comprising: measuring the agglutination of the
particles to determine platelet function activity.

28. The method of claim 26, wherein the sample and the aqueous medium are



13. The nmethod of claim3, wherein a ratio of

nmol ecul es of conpound to particles is controlled in

the attachnment of nol ecul es of conpound to the

particle. 14. The nethod of,¢cl@aim 3, wherein the
particles have bl ocked areas’ of adsorption. 15. The

nmet hod of claim 3, wherein the particles include a
.Japel . 16. The nethod of ~ed aim 15, wherein the |abe
n}cggaje%ﬁ SEPPFREgeP ?tq%% 2gUr pose of detection. 17.

The met hod of plgin13,. erein the1ﬁarticles i,ncl ude
28+ Theangthod aeclae @h%}%erel\gkg]%%?aﬁb"l‘? #nd the aqyRops Pegium gre
ineybated et roigmperagyrg ofrphout Rle A8 & an anount of sanpl e

anal yzed is about 30 I to 5000 .tl. 19. The nethod of
36] Hierm&thodhecleinm 27 Hertbeohwprisingt ewnpasig® meéasuredaqueous
ap@diingtion o2 €he phlnkiclesddaidt aftandaad of kiGywmpletelst furstipo betivity.
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eln a pH of the aqueous nediumis about 2 to
about 11. 23. The nethod of claim 21, wherein a pH of
t he aqueous nmediumis about 4 to about 9. 24. The
met hod of claim 19, wherein a volunme of the aqueous
mediumis about 25 to about 500 mcroliters. 25. The
nmet hod of claim 19, wherein a volunme of the aqueous
mediumis about 75 to about 250 microliters. 26. The
met hod of claim 19, further conprising: incubating the
sanpl e and the aqueous nediumto agglutinate the
particles. 27. The method of claim 26, further
conprising: neasuring the agglutination of the
particles to determ ne platelet function activity. 28.
The nmet hod of claim 26, wherein the sanple and the
aqueous nediumare 17 0 incubated at a tenperature of
at least 250. 29. The nethod of claim 26, wherein the
sanpl e and the aqueous nediumare incubated at a
tenperature of about 30 - 40 C. 30. The nethod of
claim 27, further conprising: conparing a nmeasured
aggl utination of the particles against a standard of
known platelet function activity. 31. The nethod of
claim 27, wherein agglutination of the particles is
detected as an increase in transm ssion of infrared
i ght through the sanple.



