A specific binding assay nethod particularly useful for neasuring |igands
having a w de concentration range has been di scovered conprising contacting
a liquid sanple containing a ligand to be nmeasured with a first receptor
Rlerr] specific.for the ligand, R err] being inmobilized on a

wat er -i nsol ubl e substrate; a |abel ed, unbound second receptor R2 specific
for the ligand; and (iii) an unlabel ed, unbound third receptor R3
specific¢ for the ligand, wherein R2 anggR3 are present in a ratio of
Rlerr]: R err] of fromabout 1:50 to about 1:1000 and R3 is the sane as
Rlerr], Rerr], or a mxture thereof, to obtain a water- insoluble conpl ex
of Rlerr], ligand, and R[e%&h' b) separating the water-insoluble conplex
fromthe liquid sanple and™E8P g"%&\g‘? mﬁ&é% Eﬁgasuring ei ther the
anount of R err] associated w he. G bl e conpl ex or the anpbunt
of unreacted R2 as an indication of the anbunt of the ligand in the sanple.
An anal ytical elenent has al so been digs Y&/, conpri sing a porous
spreadi ng zone and in the porous spreatt™tg-2zone, or a different zone, a
first receptor Rlerr] sphcspecifibctbindinggnass&yenethbei pgrtbvvbakliged on a
wat er - i nsol ub| t gyl r . I , 2 U nd second receptor
R2 specific fg$§?ﬁ§il#ggn@%§3§ggg 3%?%%§?e§?$£ﬁgoﬁn§9§§ird receptor R3
specific for tRenfepbrationerangeRaandedy diecpvesedt compaisango of R2: R3
of from about doRfateigoutiiqdfQ0samplle RéohEaiRengar®ld§afiCEbl peRlErr],

or a mxture thereof. . , s
measured with a first receptor Ry specific for the

ligand, Rj; being immobilized on a water-insoluble
substrate; a labeled, unbound second receptor R
specific for the ligand; and (iii) an unlabeled,
unbound third receptor R3 specific for the ligand,
wherein Rz and R3 are present in a ratio of Ry:R3 of
from about 1:50 to about 1:1000 and R3 is the same as

.R1, Rz, or a mixture thereof, to obtain a water-
insoluble complex of Ry, ligand, and Rp; (b}
separating the water-insoluble complex from the liquid
sample and unreacted Rp; and (c) measuring either the
amount of Ry associated with the water-insoluble
complex or the amount of unreacted Ry as an indication
of the amount of the ligand in the sample.- An
analytical element has also been discovered comprising
a porous spreading zone and in the porous spreading
zone, or a different zone, a first receptor Rj specific
to the ligand, R being immobilized on a water-
insoluble particulate substrate; a labeled, unbound
second receptor Ry specific for the ligand; and an
unlabeled, unbound third receptor R3 specific for the
ligand, wherein Ry and R3 are present in a ratio of
Ry:R3 of from about 1:50 to about 1:1000, and R3 is the
same as Ry, Rp, or a mixture thereof. :

(no drawing to accompany abstract)



