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(57) ABSTRACT 

Compositions Suitable for use as signal generation compo 
nents of an immunoassay, and methods for their use. Accord 
ing to one aspect of the invention, the composition includes 
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a carrier having a coating of an aminodextran and a metal 
chelate incorporated therein. The metal chelate is present in 
the amount of at least 0.065uM per milligram of carrier, and 
the aminodextran coating density averaging at least about 45 
ug per milligram of carrier. In another aspect of the inven 
tion, carrier is dyed with a complex having the formula: 

wherein M is a metal selected from the group consisting of 
europium, terbium, dysprosium, Samarium, osmium and 
ruthenium; 

L1 is a ligand selected from the group consisting of DPP, 
TOPO, TPPO; 
L2 comprises a ligand having the formula 

Formula 1 

wherein R is one or more substituents, each substituent 
comprising an electron donating group; n=2-10; X=1-2; 
and y=2-4. 
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COMPOSITIONS FOR USE ASA SIGNAL 
GENERATION COMPONENT AND METHODS OF 

USING SAME 

FIELD OF THE INVENTION 

0001. The present invention relates generally to compo 
sitions useful as signal generation components in immu 
noassays. In particular, the invention relates to compositions 
that simultaneously provide a strong signal as well as an 
enhanced specificity for the analytes of interest. 

BACKGROUND OF THE INVENTION 

0002 Immunoassay reagents have functionality that can 
be broken down into two broad components: signal genera 
tion (also known as amplification) functionality, and ligand 
binding functionality. The signal generation functionality is 
required for detection of ligand binding to analyte, and the 
ligand binding functionality is the specificity of the reagent 
for the analyte. The ligand binding activity is accomplished 
by covalently attaching ligands to the particle Surface. 
Antibodies and Small haptens of biological significance, 
Such as thyroxin, are examples of common ligands. 
0003 Flourescent and chemiluminescent compositions 
have been widely used in signal generation components of 
immunoassays. A typical signal generation component 
includes a carrier, such as a latex particle, dyed with a 
flurosecent or chemiluminescent composition. In particular, 
metal chelates have been widely used as fluroscent and 
chemiluminescent dyes because of their generally large 
Stokes' shift, sharp emission peak and long emission wave 
length. Typically, the metal chelates are a complex formed of 
a metal. Such as europium, Samarium, or terbium, and 
ligands such as thiophenetrifluorobutanedione (TTA), napth 
yltriflurobutanedione (NTA), and 4, 7-diphenyl-1,10-phen 
athroline (DPP) trioctyl phosphine oxide (TOPO), triphenyl 
phosphine oxide (TPPO). Some commonly used metal che 
lates include Eu(TTA). DPP and Eu(NTA). DPP 
0004 Dyed carriers that are used to make assay reagents 
must have both the capability to provide signal generation, 
and the chemical functionality for covalent attachment of 
ligands. The process used to attach the ligands can be critical 
to the quality of the specificity of the ligand binding func 
tionality. The specificity of the ligands can be compromised 
in several ways by inappropriate choices of attachment 
chemistry. For example, if passive adsorption of the ligands 
occurs simultaneously with covalent attachment, the pas 
sively adsorbed ligands may come off of the carrier during 
the assay. The resulting free ligand will interfere with the 
assay and reduce its sensitivity. Another problem that can 
occur is the non-specific binding of the reagent to the other 
carrier, which leads to elevation of the immunoassay signal 
in the absence of analyte. 
0005 Ligands are often attached to polystyrene particles 
through carboxy groups that are attached directly to the 
surface of the particles. This approach can have both of the 
problems described above. The passive adsorption and non 
specific binding problems can be avoided by introducing one 
or more layers of immobilized hydrogel polymers, such as 
an aminodextran, between the polystyrene particles and the 
ligands. It is important for elimination of adsorption and 
nonspecific binding to have a continuous layer of these 
hydrogel polymers. 
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0006. However, the coating of particles that are dyed with 
conventional dyes such as Eu(TTA). DPP or Eu(NTA). DPP 
typically result in coating densities of aminodextran that are 
significantly less than optimal for preventing non-specific 
binding. The coupling density of the aminodextran is typi 
cally reduced by 40-50% from its maximum when these 
dyes are added at the optimum level for the chemilumines 
cent response of the reagent. Lower levels of dye give 
compositions that interfere less with the aminodextran coat 
ing process, but reducing the dye content also reduces the 
chemiluminescence necessary for a strong signal. 
0007 Accordingly, there remains a need in the art to 
provide a more optimal balance between the amplitude of 
the response signal and the specificity of the signal genera 
tion components in an specific binding assay. 

SUMMARY OF THE INVENTION 

0008. The compositions of the present invention provide 
signal generation components having an optimal balance 
between the reduction of non-specific binding while allow 
ing an improved response signal. 
0009. According to one aspect of the invention, a com 
position Suitable for use as a signal generation component in 
an immunoassay is provided. The composition includes a 
carrier having a coating of an aminodextran and dyed with 
a metal chelate. The metal chelate is present in the amount 
of at least 0.065 uM per milligram of carrier, and the average 
aminodextran coating density is at least about 45 lug per 
milligram of carrier. 
0010. A composition according to another aspect of the 
invention includes a carrier coated with an aminodextran 
and with a complex incorporated therein having the formula: 

0011 wherein M is a metal selected from the group 
consisting of europium, terbium, dysprosium, Samarium, 
osmium and ruthenium; 
0012 L1 is a ligand selected from the group consisting of 
DPP TOPO, and TPPO; 
0013 L2 comprises a ligand having the formula 

Formula 1 
O O 

wherein R is one or more substituents, each substituent 
comprising an electron donating group; and n=2-10, X=1-2 
and y=2-4. 
0014. According to another aspect of the invention, a 
method of detecting the presence or amount of an analyte in 
a test sample Suspected of containing the analyte is provided. 
The method comprises performing an immunoassay using 
the compositions of the present invention as a signal gen 
erating component. 
0015 The foregoing paragraphs have been provided by 
way of general introduction, and are not intended to limit the 
scope of the following claims. The presently preferred 
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embodiments, together with other aspects of the invention, 
will be best understood by reference to the following 
detailed description taken in conjunction with the accom 
panying drawings. 

BRIEF DESCRIPTION OF THE DRAWING 

0016 FIG. 1 is a schematic illustrating the synthesis of 
one embodiment of a metal chelate according to the present 
invention. 

0017 FIG. 2 is a schematic illustrating the synthesis of 
another embodiment of a metal chelate according to the 
present invention. 
0018 FIG. 3 is a graphical representation of aminodex 
tran concentration and response signal as functions of metal 
concentration for a prior art composition. 
0.019 FIG. 4 is a graphical representation of aminodex 
tran concentration and response signal as functions of metal 
concentration for compositions according to the present 
invention. 

DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENTS 

0020. The compositions of the present invention are 
useful as signal generation components in immunoassays. 
The compositions generally include a carrier coated with an 
aminodextran and have a metal chelate incorporated therein. 
The compositions provide strong response signals which 
allows for quantitative determinations of analytes of interest, 
while reducing errors caused by non-specific binding. 
0021 Carriers suitable for the present invention include 
Solid phase materials, typically a Support or Surface, that can 
have any one of a number of shapes, such as strip, sheet, rod, 
plate, well, tube, particle or bead. The material is usually of 
an organic or inorganic, Swellable or non-Swellable, porous 
or non-porous, magnetic or non-magnetic, water-insoluble 
material. The surface can be hydrophilic or capable of being 
rendered hydrophilic. The Solid Support includes inorganic 
powders such as silica, magnesium Sulfate, and alumina; 
natural polymeric materials, particularly cellulosic materials 
and materials derived from cellulose. Such as fiber contain 
ing papers, e.g., filter paper, chromatographic paper, etc.: 
synthetic or modified naturally occurring polymers, such as 
nitrocellulose, cellulose acetate, polyvinylchloride, poly 
acrylamide, crosslinked dextran, agarose, polyacrylate, 
polyethylene, polypropylene, poly(4-methylbutene), poly 
styrene, polymethacrylate, polyethyleneterephthalate, 
nylon, polyvinylbutyrate, etc.; either used by themselves or 
in conjunction with other materials; glass available as Bio 
glass, ceramics, magnetic materials, metals, and the like. 
Natural or synthetic assemblies Such as liposomes, phos 
pholipid vesicles, and cells can also be employed. 
0022. In one embodiment of the present invention, the 
carrier is a particle. "Particle', as used herein, encompasses 
spheres, spheroids, beads and other shapes as well. Suitable 
particles are typically at least 20 nm and not more than about 
20 um, usually at least about 40 nm and less than 10 um, 
preferably 0.1 to 10 um, more preferably, 0.1 to 5 um, and 
even more preferably 0.15 to 3 lum. The particle may be 
organic or inorganic, Swellable or non-Swellable, porous or 
non-porous, having any density, but preferably of a density 
approximating water, generally from about 0.7 to about 1.5 
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g/ml, preferably Suspendible in water, and composed of 
material that can be transparent, partially transparent, or 
opaque. The particles may be core-and-shell particles, such 
as particles with a magnetic core and a hard shell coating of 
polymerized monomer(s). The particles are preferably nega 
tive charged. The particles are preferably solid, e.g., polymer 
particles, metal Sols (particles comprised of a heavy metal 
Such as, e.g., gold or silver), glass particles, silicon particles, 
magnetic particles, dye crystallites. 

0023. One especially preferred particle is a latex particle. 
“Latex, as used herein, means a particulate water-Suspend 
ible water-insoluble polymeric material. The latex is fre 
quently a Substituted polyethylene Such as: polystyrene 
butadiene, polyacrylamide polystyrene, polystyrene with 
amino groups, poly-acrylic acid, polymethacrylic acid, acry 
lonitrile-butadiene, styrene copolymers, polyvinyl acetate 
acrylate, polyvinyl pyrridine, vinyl-chloride acrylate 
copolymers, and the like. Non-crosslinked polymers of 
styrene and carboxylated Styrene or styrene functionalized 
with other active groups such as amino, hydroxyl, halo and 
the like are preferred. Frequently, copolymers of substituted 
styrenes with dienes such as butadiene will be used. 
0024. The carriers according to the present invention are 
coated with one or more layers layers of an aminodextran. 
An aminodextran is a derivatized glucose polymer with 
amino groups having a molecular weight of about 10,000 to 
about 2,000,000, preferably about 500,000. Methods of 
preparing aminodextrans and coating carriers are known in 
the art. Suitable methods are described in U.S. Pat. No. 
5,707,877, columns 18-20, and U.S. Pat. No. 5,639,620, 
columns 21 and 22. 

0025. In one preferred method, aminodextran is coated 
on the carrier by covalent attachment of the amino group of 
aminodextran to the Surface carboxyl groups or other amine 
reactive functional group of the carrier. Such a method is 
described in provided in commonly-assigned and copending 
U.S. Ser. No. 10/220,623, filed Mar. 6, 2000 entitled “Car 
riers Coated with Polysaccharides. Their Preparation and 
Use, the entire disclosure of which is incorporated herein 
by reference. 
0026. The aminodextran coating improves the specificity 
of the carrier in specific binding assays and therefore 
improves the sensitivity of immunoassays. It has been 
discovered that the metal chelate of the present invention 
unexpectedly allows for coating of carriers with aminodex 
tran in the amount of at least about 45 ug per milligram of 
carrier in the presence of a dye concentration as high as at 
least 0.065 uM. According to one preferred embodiment of 
the present invention, the aminodextran coating is present in 
at least about 49 ug per milligram of carrier. 
0027. In one preferred embodiment of the invention, the 
carrier may be coated with a second layer comprising a 
polysaccharide, as described in U.S. Ser. No. 10/220,623. 
The polysaccharide may be covalently coupled to the ami 
nodextran layer by amine-reactive functional groups. In one 
preferred embodiment, the second layer comprises dextran 
aldheyde. 

0028. A metal chelate is incorporated into the carrier 
through a known process, Such as dyeing. The metal chelate 
allows for a fluorescent or chemiluminescent signal to be 
detected. The metal chelate is chosen such that relatively 
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higher concentrations of the metal chelate do not interfere 
with the binding of the aminodextran coating to the carrier. 
According to one embodiment of the present invention, the 
metal chelate is present in the amount of at least 0.065 uM 
per milligram of carrier, while the aminodextran average 
coating density is at least about 45 lug per milligram of 
carrier. In another embodiment of the invention the metal 
chelate is present in the amount of at least 0.065 uM and less 
than about 0.150 uM per milligram of carrier, more prefer 
ably about 0.079 uM to about 0.150 uM per milligram of 
carrier, and more preferably about 0.087 uM per milligram 
of carrier. In another embodiment of the invention, the metal 
chelate is present in the amount of about 0.110 uM to about 
135 uM. These concentrations of metal chelate and amino 
dextran have been found to provide a proper balance of 
response signal and component specificity for the analyte of 
interest. 

0029. According to one embodiment of the present inven 
tion, the metal chelate has the general formula 

0030 wherein M is a metal selected from the group 
consisting of europium, terbium, dysprosium, Samarium, 
osmium and ruthenium; 
0031 L1 is a ligand selected from the group consisting of 
DPP, TOPO, and TPPO; 
0032 L2 comprises a ligand having the formula 

Formula 1 

wherein R is one or more substituents, each substituent 
comprising an electron donating group; 

0033) n=2-10; 
0034 x=1-2; and 
0035) y=2-4. 
0.036 Suitable electron donating groups are those that 
make available extra negative charge to the perfluoralkyl 
groups. In one embodiment, the electron donating group R 
is selected from the group consisting of C to C alkyls, 
dialkylamines, ethers, thioethers, and aryl groups. 
0037. Without desiring to be bound by theory, it is 
believed that the metal chelates of the present invention are 
effective in allowing optimized amounts of amindoextran to 
coat the carrier because the metal chelates provide an 
unexpectedly stable complex relative to prior metal chelate 
dyes. The stability of the complex reduces the amount of the 
free metal, which is believed to inhibit the attachment of the 
aminodextran to the carrier. It is also believed that electron 
donating groups R further add to the stability of the complex 
by making available additional negative charge to the per 
fluoroalkyl groups of the ligands, thereby improving the 
ability of the perfluoralkyl group to bind to the metal in the 
complex. 
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0038 According to one particular embodiment of the 
invention, M is europium and the carrier is a latex particle. 
According to preferred embodiments of the invention, n=3 
or 7, and x=1 and y=3. 
0039. According to specific embodiments of the inven 
tion, L2 is selected from among the following formulas: 

Formula 2 
O O 

co's 
Formula 3 

F2n+Cn 

CnF2n+1 

Formula 4 

CnF2n+1 

Formula 5 

CnF2n+1 

O O 
Formula 6 

C. . CnF2n+1 
O O 

0040. In a preferred embodiment of the above described 
ligands, n=3 or n=7. In a preferred embodiment of the 
invention, the ligands L2 are 2-(1,1,1,2,2',3',3'-hep 
tafluoro-4,6-hexanedion-6'-yl)-naphthylene (NHA) and 4. 
4'-bis (1", 1", 1",2"2",3", 3"-heptafluroro-4", 6"-hexanedion 
6"-yl)-o-terphenyl (BHHT). 
0041. In a particularly preferred embodiment of the 
present, the metal chelate comprises Eu(NHA). DPP and 
Eu(BHHT). DPP, Generally, the metal chelates can be pre 
pared by combining the metal chloride with the desired ratio 
of metal ligand molecules in an organic solvent and Sufi 
cient base to take up the released hydrochloric acid. Suitable 
syntheses are illustrated in FIGS. 1-2, respectively. 
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0042. The metal chelate dyes of the present invention 
have been found to allow for a higher density of aminodex 
tran coating at relatively higher concentrations of the metal 
chelate dyes when compared to conventional dyes, as dem 
onstrated in the Comparative Examples below. At constant 
optimized dye concentrations, the metal chelates of the 
present invention generally will allow an aminodextran 
coating at about 45 to about 55 ug per mg beads compared 
to about 23 to about 35 ug per mg of bead for the conven 
tional dyes. Accordingly, the dyes of the present invention 
can be present in amounts Sufficient to give strong response 
signals as part of a signal generation component in a specific 
binding assay, while allowing the carrier to be coated with 
an aminodextran in an amount Sufficient to reduce the 
amount of non-specific binding. 

0043. The compositions of the present invention are 
Suitable for use as a signal generation component in specific 
binding assays. The compositions are suitable for any immu 
noassay in which a signal is measured in response to ligand 
binding to an analyte. Those skilled in the art will readily 
appreciate the compositions have wide utility in a number of 
assay formats. 

0044) In one embodiment of a specific binding assay 
according to the present invention, the signal generating 
component is used to perform Luminescent Oxygen Chan 
neling Immunoassay (LOCITM) as described in EP-A2-0 5.15 
194. In this method for the qualitative or quantitative deter 
mination of an analyte, at least one specific binding partner 
is bound to a carrier according to the present invention. A 
medium suspected of containing an analyte is treated under 
conditions such the analyte affects the amount of a sensitizer 
capable in its excited State of generating singlet oxygen and 
a chemiluminescent compound that can come into close 
proximity Such that singlet oxygen generated by said pho 
tosensitizer can activate said chemiluminescent compound, 
which Subsequently produces light, and measuring the light, 
the amount thereof being related to the amount of analyte in 
said medium. 

0045. In another embodiment, the LOCITM method, 
includes the steps of: (A) combining either simultaneously 
or wholly or partially sequentially (i) a medium suspected of 
containing the analyte; (ii) a first specific binding partner 
associated with a sensitizer capable in its excited State of 
generating singlet oxygen; and (iii) a second specific binding 
partner associated with a composition comprising a chemi 
luminescent compound, which is a Substance that undergoes 
a chemical reaction with singlet oxygen to form a metasta 
bile intermediate species that can decompose with the simul 
taneous or Subsequent emission of light; (B) allowing the 
formation of complexes comprising the first and the second 
specific binding partner, the complex formation brings the 
sensitizer into close proximity to the chemiluminescent 
compound, (C) activating the sensitizer to generate singlet 
oxygen; and measuring the amount of light emitted by the 
chemiluminescent compound, the light is directly or 
inversely proportional to the amount of analyte in the 
medium. The composition comprising the chemiluminescent 
compound can also comprise one or more fluorescent mol 
ecules which are excited by the activated chemiluminescent 
compound. The light emitted by said fluorescent molecules 
can be measured to determine the amount of analyte in the 
medium. 
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0046. In one embodiment of the invention using the 
LOCI method, the carrier may be dyed both with a metal 
chelate and an oxygen acceptor. The oxygen acceptor is a 
component that reacts with singlet oxygen to form a highly 
unstable product that rapidly decomposes into an excited 
state. The excess energy of the excited State is transferred to 
the dye by a Forster energy transfer that takes place in a few 
nanoseconds. The metal chelate dye then emits a photon of 
light that can be detected with a photon counter. Suitable 
oxygen acceptors are disclosed in U.S. Pat. Nos. 5,578.498 
and 5,811,311. One particularly preferred oxygen acceptor is 
C-28 thioxene, which has the following formula: 

S O 

Formula 7 

EXAMPLE 

Preparation of Single Generation Component 
0047. A mixture of 100 mL 10% solution of carboxylated 
latex beads (from Seradyn), 138 ml 1-methoxy-2-propanol, 
280 mL. D.I. water and 10 mL of 0.1 M NaOH is placed in 
a three-necked flask equipped with a mechanical stirrer and 
a thermometer. The mixture is brought to 80° C. with 
stirring. A separate Solution is then prepared with a 2 g of 
C-28 thioxene and 2.7 g Eu(NHA). DPP in 220 mL of 
1-methoxy-2-propanol, and the solution is heated to 80° C. 
with stirring until dissolved. The dye solution is then poured 
into the bead solution and stirred for 30 min. at 80° C. and 
then allowed to cool slowly to 40°C. The beads are then 
washed by diafiltration with 10% V/v ethanol in water 
adjusted to pH 10 with NaOH. The beads are then concen 
trated to about 20 mg/ml during the wash, and then stored at 
4° C. protected from light. 
0048. The aminodextran coating is then applied as fol 
lows. 1 mL of the dyed beads (-20 mg/ml) is mixed with 20 
mg/ml of hydroxypropylaminodextran (MW 500K) in 
0.05M MES/pH 6.0 in the presence of 3.8 mg/ml EDAC. 
After incubating this mixture for 16 hours at room tempera 
ture, (in the dark) the beads were washed once with 2 ml of 
0.05M MES/pH 6.0, then with 6 ml of 0.05M MES, 1.0M 
NaCl/pH 6.0. Finally the beads were resuspended in 1 ml of 
0.05M MES/pH 6.0 to yield the coated beads. Washing was 
performed by centrifugation method (using Sorval RC-5B 
Plus centifruge or Ependorf centrifuge-5415 C) and pellets 
were resuspended by Sonication (using Branson Sonifer 
450). 
0049. The dextran aldehyde layer may then be added as 
follows. 1 ml of the 20 mg/ml dextran aldehyde in 0.05M 
MES is mixed with 1 ml of the aminodextran coated 
chemiluminescent beads in the presence of 2 mg/ml 
NaBHCN. After incubating for 37° C. for 20 hours (in the 
dark), the beads were washed once with 4 ml and then with 
another 5 ml of MES buffer. The beads were resuspended in 
0.5 ml of 0.05MES, 0.4% Tween-20/pH 6.0 to yield about 40 
mg/ml of coated beads. 
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Comparative Example 1 

0050. A first set of latex particles were dyed with Eu 
(NTA), DPP and thioxene and coated with an aminodextran 
according to the methods described herein. Likewise, a 
second set of latex particles were dyed with Eu (NHA). DPP 
and thioxene and coated with an aminodextran. 

0051. For each of the compositions, the aminodextran 
coating densities and the chemiluminesence were simulta 
neously measured at several concentrations of the metal 
chelate. The aminodextran coating density was measured by 
a colorimetric test after being treated with anthrone and 80% 
Sulfuric acid. The chemiluminescence was measured as 
LOCI counts by a Envision-Alpha reader sold by Perkin 
Elmer. The data points for Eu (NTA). DPP are tabulated in 
Table 1 and shown graphically with curve fitting in FIG. 3. 
The data points for Eu(NHA). DPP are tabulated in Table 2 
and, for concentrations up to 0.094, are shown graphically 
with curve fitting in FIG. 4. 

TABLE 1. 

LOCI counts and aminodextran concentration as a 
function of europium concentration in E (NTA) DPP 

Aminodextran 
Eu coating (ug/mg LOCI signal, 

(mMoleg beads) beads) MM counts 

O.169 30 9.7 
O.O85 36 9.2 
O.042 45 6.7 
O.O21 55 2.8 
O.OOO 62 O.O 

0052) 
TABLE 2 

LOCI counts and aminodextran concentration as a 
function of europium concentration in Eu (BHHT)-DPP 

Eu Andex coating LOCI signal, 
(mMoleg beads) (ugmg beads) MM counts 

O.O2O 3.8 60 
O.O28 5.3 57 
O.O3S 6.6 55 
O.043 7.7 53 
O.OSO 8.6 51 
0.057 9.4 50 
O.06S 1O.O 49 
O.O72 1O.S 49 
O.O79 10.8 49 
O.O87 10.9 50 
O.O94 10.8 50 
O.O135* 10.8% 50: 

* results not shown in FIG. 4 

0053 As can be seen from FIG. 3, in the prior art 
composition, the aminodextran loading and the LOCI signal 
could not be simultaneously poised on a plateau for response 
with respect to composition. The response signal does not 
begin to plateau until about 0.085 mmoles Eu/gram of beads. 
At higher concentrations, the aminodextran coating concen 
tration is only at 36 ug/mg of beads, and continues to decline 
with increasing europium concentrations. 

0054. In contrast, as shown in FIG. 4, the compound 
according to the present invention begins to plateau both in 
terms of aminodextran concentration and LOCI signal with 
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as little as 0.065 um Eu/gram of beads. At this concentration, 
the average aminodextran coating concentration is 49 ug/mg 
beads. Furthermore, the concentration of aminodextrangen 
erally holds steady as the concentration of europium is 
increased. 

Comparative Example 2 
0.055 Latex beads from Seradyn were dyed with 0.171 
mmol of Europium dye and 0.303 mmol of C-28 thioxene 
per gram of bead for each of two conventional dyes, 
Eu(TTA). DPP and Eu(NTA). DPP and two dyes according 
to the present invention, Eu(BHHT). DPP and 
Eu(NHA). DPP. The beads were then coated with amino 
dextran as described herein. The densities of the aminodex 
tran was then determined, as well as the amplitude of its 
response signal. The data are tabulated on Table 3. 
0056 All of the signal generation components provided 
adequate signal, as measured by LOCI counts. However, the 
dyes of the present invention yield a significantly higher 
range of coating densities of aminodextran. 

TABLE 3 

Europium Complex Dyed Particles Aminodextran Coating Density 

Aminodextran 
coating densities 

Dye Type (ugmg bead) LOCI counts (MM) 

Eu(TTA). DPP 21-44 8.4–13.3 
Eu(NTA), DPP 30 47 6.8-9.6 
Eu(BHHT). DPP 63-69 99-10.3 
Eu(NHA). DPP 48–60 5.9-9.1 

0057. It should be readily understood by those persons 
skilled in the art that the present invention is susceptible of 
a broad utility and application. Many embodiments and 
adaptations of the present invention other than those herein 
described, as well as many variations, modifications and 
equivalent arrangements will be apparent from or reasonably 
Suggested by the present invention and the foregoing 
description thereof, without departing from the Substance or 
Scope of the present invention. 
0058 Accordingly, while the present invention has been 
described herein in detail in relation to specific embodi 
ments, it is to be understood that this disclosure is only 
illustrative and exemplary of the present invention and is 
made merely for purposes of providing a full and enabling 
disclosure of the invention. The foregoing disclosure is not 
intended or to be construed to limit the present invention or 
otherwise to exclude any such other embodiments, adapta 
tions, variations, modifications and equivalent arrange 
ments, the present invention being limited only by the claims 
appended hereto and the equivalents thereof. 

1. A composition Suitable for use as a signal generation 
component in an immunoassay, comprising: 

a carrier having a metal chelate incorporated therein, the 
carrier having a coating of an aminodextran, the metal 
chelate being present in the amount of at least 0.065 uM 
per milligram of carrier, the aminodextran coating 
density averaging at least about 45ug per milligram of 
carrier. 
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2. The composition of claim 1, wherein the metal chelate 
is present in the amount of about 0.065 uM to about 0.150 
uM per milligram of carrier. 

3. The composition of claim 1, wherein the metal chelate 
comprises an europium complex. 

4. The composition of claim 3, wherein the carrier com 
prises a latex particle. 

5-18. (canceled) 
19. A method of detecting the presence or amount of an 

analyte in a test sample Suspected of containing the analyte, 
the method comprising: 

combining (i) the test sample (ii) a first specific binding 
partner, the first specific binding partner associated 
with a sensitizer, the sensitizer capable in its excited 
state of generating singlet oxygen, and (iii) a second 
specific binding partner, the second specific binding 
partner associated with a signal generation component 
comprising the composition of claim 1: 

allowing the formation of complexes comprising the first 
and the second specific binding partner, the complex 
formation brings the sensitizer into close proximity to 
the signal generation component; 

activating the sensitizer to generate singlet oxygen; 

measuring the amount of light emitted by the signal 
generation component as a measure of the analyte. 

20. (canceled) 
21. A composition of claim 1, wherein the metal chelate 

has the formula: 

M (L1),(L2), 
wherein M is a metal selected from the group consisting 

of europium, terbium, dysprosium, Samarium, osmium 
and ruthenium; 

L1 is a ligand selected from the group consisting of DPP, 
TOPO, TPPO; 

L2 comprises a ligand having the formula 

2 

wherein R is one or more substituents, each substituent 
comprising an electron donating group: 

n=2-10; 

X=1-2; and 
y=2-4. 
22. The composition of claim 21, wherein each R is 

independently selected from the group consisting of C to C 
alkyls, dialkylamines, ethers, thioethers, and aryls. 

23. The composition of claim 21, wherein M comprises 
europ1um. 

24. The composition of claim 21, wherein n=3. 
25. The composition of claim 21, wherein x=1 and y=3. 
26. The composition of claim 21, wherein n=7. 
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27. The composition of claim 21, wherein L2 comprises 
O O 

28. The composition of claim 21, wherein L2 comprises 

29. The composition of claim 21, wherein L2 comprises 

( ) O O 
( ) ( ) CnF2n+1 

30. The composition of claim 21, wherein L2 comprises 

O O 

31. The composition of claim 21, wherein L2 comprises 

O O 

32. The composition of claim 21, wherein coating further 
comprises a second layer comprising a dextran aldehyde. 

33. The composition of claim 21, wherein the carrier 
further comprises an oxygen acceptor. 
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