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Bridge-It™ cAMP Fluorescence Assay

Easy - Fast - Sensitive - Flexible
Suitable for Use With Adherent and Non-Adherent Celis
Adaptable to Low- and High-Throughput Testing Formats

Sequence-Specific DNA Binding Proteins

Eukaryotic cells contain an estimated 3,000 sequence-specific DMA binding proteins. These important proteins, acting either with or without a
spacific small molecule co-regulator (ligand), control all aspects of genomic DNA activity including gene expression, DMA replication, and DMA
repair. Mediomics is applying its novel fluorescence assay platform to develop assays usaful for rapidly and sensitively quantifying the activity of
both DMA binding proteins and their small moleculs ligands.

Mew Fluorescence Platform For Measuring Sequence-Specific DNA Binding Proteins And
Their Ligands

The commen property of all saquence-specific DMNA binding proteins is their ability to bind with high affinity and specificity to a DNA duplex
containing a unigus nucleotide sequence, i.e., the DNA binding site for the protein. Madiomics' assay platferm relies on this common charactaristic.
A DMA duplex containing the sequance-spacific DNA binding site for a given target protein

is split into two DMA "half-site" duplexes each having a short single-strandad owvarhand. ' .‘. Ligand
Thesa single-stranded extensions are short enough so that in the absence of the target \ _
protein little spontaneous re-association occurs. When the target protein is present,
hewever, its high affinity for the full-length DNA sequance will drive the re-association of the
two half-site DMA duplexes. This re-association can be sensitively detected by
incorporating appropriate fluorescence probes into each of the two DMNA half-sites. The
prasence of the DMNA binding protein is detected as a quenching of the flucrescence signal.
A simple variation of this basic platforn design allows a DMNA binding protein to function as
a sensitive biosansor for its specific ligand as shown in the schematic.
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Bridge-It™ Cyclic AMP Assay
Adenosine-3', 5'-cyclic monophosphate (cAMP) is an impeortant sacond messanger which is invelved in the medulation of numercus biological
processes. The measurement of cAMP is especially important in new drug discovery since cAMP levels are closaly relatad to the activity of ona of
tha major targets for new drug discowvery, the G protein-coupled receptors (GPCR). The Bridge-It™ fluorescence cAMP assay is basad on the novel
asaay platferm design describad above. Basically CAP protein, a bacterial DNA binding protain whosa DMA binding activity depends upon the
prasence of cAMP is used as a highly spacific bicsensor for detacting and measuring cAMP levals in test samples. Mediomics has dasigned two
cAMP products for usar flaxibility and convenience - tha Bridge-It™ cAMP designer assay and the Bridge-It™ cAMP all in one assay. Thase Kits
may ba used to measure cAMP in cultured adherent and non-adherent calls. The Bridge-B™ designer assay is parformed in black 96-wall
microplates. It is the prefarred method for routing laboratory uss in ressarch studies that involvas cell manipulations such as preparation of pallsts,
athanol extraction of cells, or the testing of attachad cell monolayers. The Bridge-It™ cAMP all in one assay is intended to be usaed with a black
384-well microplata. This design is primarily suited for usa by large laboratories that routinely evaluate largs numbers of biclogical test samplaes or
perorm high-throughput screening for new drug discovery.

Bridge-It™ cAMP Assays - Selectivity, Sensitivity and Performance Characteristics

The Bridge-t™ cAMP assay is highly specific. ATR, AME, [ 7778777 = | (ecommenda:

and cGMP have all been tested for sslectivity using the designer G5-well Enh (0.5 pmoliwell in 100 LI wal.)
cAMP assay. Mo response was detected using the Bridge- all in one 38d-well Sni (100 fmoliwell in 20 JI val.)
It™ cAMP assay with any of these compounds within the - )
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concentration range that would be expected to occur in
"real life" samples (i.e., millimolar range for AMP and ATR,
and micromolar range for ¢cGMP). The sensitivity and
performance characteristics of the Bridge-H™ cAMP
designer and the Bridge-1t™ all in one assay products

are presanted in the Table and Figuras.
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Exampie of Bridge-it™ cAMP designer Assay for Suspended Cells
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Exampie of Bridge-if™ cAMP for Attached Cells

The Bridge-It™ cAMP all in one and designer assays also allow for the stimulation and o

measurement of GAMP in adherant monolayer calls attached to the walls of a tissua oulture Er i UM dhonions 0 mababel T mll
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