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Methylene blue maleimide modification is a post synthesis conjugation to thiol group. The thiol
group can be placed at the 5' and 3' and for internal positions a thiol dT C6 is used.
Methylene Blue (MB) NHS is a redox-active, heterocyclic aromatic dye that, when incorporated at the 5’ or 3’-end of an
oligonucleotide, enables the modified oligo’s use as an electrochemical (EC) probe for nucleic acid analysis. Currently, there
is considerable interest in using MB-modified oligonucleotides as aptamer probes for developing electrochemical DNA
sensors for selective and sensitive detection of specific biochemical targets (DNA, RNA, proteins, etc.) in complex samples
(for example, blood serum) (1,2). Such sensors are constructed by covalent attachment (typically through one or more thiol
groups) of the MB-modified DNA probes to the surface of a gold electrode. The binding of target to probe leads to changes in
the structural dynamics of the probe DNA that change the distance between the MB moiety and the gold surface. For
“signal-on” sensors, the MB moiety moves close enough to the gold surface to cause electron transfer between the two, and
generation of an electrochemical signal indicating presence of target in the sample (3). For “signal-off” sensors, the MB
moiety moves away from the gold surface, halting electron transfer between the two, with the subsequent loss of an
electrochemical signal indicating presence of target in the sample (4). Intensive work continues to move these systems
beyond proof of principle and towards commercial availability.
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