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€\ (57) Abstract: The invention provides homogeneous assay methods for nucleic acid hybridization, detection and evaluation. The
a assay includes obtaining signals from a test sample both before and during the application of a voltage to the test sample and cor-
W relating the signals, each of which is indicative of the binding affinity of the probe and the target to each other. The assay enables

~ determining an extent of matching between the probe and the target, as the voltage can be calibrated so as to destabilize signifi-
cantly any hybridization except perfectly complementary hybridization. The signals whose magnitude is correlated with binding
affinity can be electrical conductance and/or fluorescent intensity. Preferably, both signal pairs are measured and compared so as to
enhance the reliability of the assay. The assay can detect specific hybridization between single-stranded probes and non-denatured
double-stranded targets to form triplexes, thus obviating the need to denature the targets. The assay methods can also be applied to
duplex hybridization complexes.



relating the signals, each of which is indicative of the binding affinity
of the probe and the target to each other. The assay enabl es deternining

an extent of matching between the probe an
be calibrated so as (o desyghiA3sagniqs- caln‘lllllllliﬂlllﬁhllﬂllllﬂwbl IIIIIlIHIIIzHHHIIIIIthﬁlﬂiHIIcept

per f ecty—eorpteren y
correlated with blndlng afflnlty can be eIectrlcaI conductance and/or
fIuorescen@eWMEem@mmyﬂwmmeﬁerébwvmhbe@h1@1 eller f@ém&r@“ﬁeﬁgﬂﬂéﬁmdﬁ&hﬂ
conparedC@@”dei@éeéﬁﬁé%@enﬂ%éWWé¥V§WfWit ;ms 1 Yf‘ &??ﬁ?ﬂcgﬁ@m
det ect sp&EYFY€ hybri di zati on between siH§f t'ahded e ed“Ghd

non- de@gtsatedthubklasbabanshtmndedseirar gats to for m t r| pI exes t hus obvi ati ng
the need to denature the targetg3hfrezassay nmet hods can al so be applied to

dupl ex hybridi zati on conpl exes.




