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5 Prime I

3 Prime Y
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Molecular Weight(mw) 527.53

Carboxytetramethylrhodamine (TAMRA) is a fluorescent dye that is a derivative of rhodamine, and is used to label
oligonucleotides at the 5' or 3' ends, or internally. TAMRA has an absorbance maximum of 565 nm and an emission
maximum of 580 nm. TAMRA-modified oligonucleotides play a particularly important role in both fluorescence resonance
energy transfer (FRET) and real-time PCR applications.

FRET is a distance-dependent interaction between two dye molecules in which excitation is radiationlessly transferred from
one dye (the donor) to the second dye (the acceptor), due to spectral overlap. Because the efficiency of the energy transfer is
extremely sensitive to the distance between the molecules (varying as the inverse sixth power of that distance) (1), FRET can
be used to study biological phenomena that produce changes in molecular proximity (2). For oligonucleotides slated for use in
FRET application, a common donor-acceptor pair is 6-FAM (donor) / TAMRA (acceptor), due to their good spectral overlap.
As the donor, 6-FAM is excited at 492 nm and transfers this energy to TAMRA, which then emits light at 580 nm. FRET oligo
probes are widely used to monitor biochemical reactions, particularly in in vivo studies (3).

Besides being used as a FRET fluorophore, TAMRA also can be used as a FRET-based quencher moiety in real-time PCR
probes such as TaqMan probes (4), Scorpion primers (5) and Molecular Beacons (6). For such probes, 6-FAM is used as the
reporter moiety, and its emission at 521 nm is monitored. When 6-FAM and TAMRA are in close proximity, the former's
fluorescence at 521 nm is quenched by the latter. After sufficient spatial separation of the two dyes during the course of the
assay, 6-FAM's fluorescence is no longer quenched, and its fluorescence signal becomes observable.

TAMRA also can be used to label DNA oligos for use as hybridization probes in a variety of in vivo and in vitro research or
diagnostic applications, as well as for structure-function studies of DNA, RNA, and protein-oligonucleotide complexes. Oligos
labeled with TAMRA at the 5' end can be used as PCR and DNA sequencing primers to generate fluorescently-labeled PCR,
sequencing or genetic analysis (AFLP or microsatellite) products.

Note that, because TAMRA is in the form of an NHS ester, the oligo first must be synthesized with an Amino C6 Linker (for
the ends) or the Amino C6 version of the base phosphoramidite (for internal labeling). The TAMRA-NHS ester is then
manually attached to the oligo through the amino group in a separate reaction post-synthesis.
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