1) Binding

Primer “One” is
bound covalently to
the surface of a
well. For reasons of
simplicity we have
named the primers
“One” and “Two".
In the actual assay
the bound oligonucleotide can be either the
“upstream” or the “downstream” primer
of an amplification sequence.

2) Additions of
Reagents

Buffer, nucleotides,
Taq polymerase,
Template, primer
“One” and primer
“Two" are added to
the liquid phase. In
the liquid phase the
ratio between primer “One” and primer
“Two"” should be 1:8.

3) Amplification
Amplification is
initiated in the
liquid phase. The
amplicons in the
liquid phase will
hybridize with the
bound primer mole-
cules. These primer
molecules will be extended by the Tag
polymerase.
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4) Two types of
Amplicon

After amplification
the well contains
two types of ampli-
con: Those in the
liquid phase and
those bound to the
well.

5) Denaturation
Amplicons in the
liquid phase are
removed by
washing. The
bound amplicons
are converted to
single-stranded
molecules (dena-
tured) by treatment with NaOH.

6) Detection

The single-stranded

molecules can be

detected by hybridi-

zation with a detec-

tion probe. When

“Elisa-like” pro-

cedures are used

for detection, the

result can be read in a colorimetric or
fluorometric 96 well plate reader.




