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the fluorophore in the beads. Additional multiplexing is
achieved by building different immunoassays on different
size beads. The flow cytometer enables simultaneous
identification of bead types by size and fluorescence
intensity and provides a quantitative readout of the
fluorescence generated through binding of the biotinylated
detector antibodies to the captured antigen. In sandwich
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intensity of each bead in the FL-5
channel.

Single analyte drop in validation. Each antigen represented in the inflammation multiplex panel was spiked
individually into the assay at a concentration of 10ng/mL. The spiked analytes are indicated horizontally across
the top of the table. The readout assay is indicated down the left side of the table. The median fluorescence
intensity for each analyte under each individual spike in is provided. Increase in background fluorescence for
analytes other than the spiked analytes indicates potential cross-reactivity. The multiplex assays are further

within range of the individual assays included
in the inflammation multiplex panel.

FIGURE 4

Regulation of Chaperones and Client Proteins
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users to assemble custom panels as well as add their own
analytes. The software utilizes interpolation from point
to point, 4pL or 5pL standard curve fitting to report back
unknown values in a user customizable report.
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validate performance in biological matrices,
analytes were spiked into each matrix at
10ng/mL, serially diluted and run in the assay.
The percent recovery in each matrix at each
dilution is provided. Significant over or under
recovery would indicate matrix interference.

Representative dilutional linearity data for the

Spike and recovery matrix validation. Matrices were
spiked at low, medium and high concentrations
of analyte. Analyte recoveries were reported after
subtracting out any endogenous analyte. Significant
over or under recovery would
interference. Representative spike and recovery data

indicate matrix

cellular protein were diluted 4- to 16-fold into
assay buffer for Multibead analysis. Changes
in the levels of molecular chaperones and
client proteins are expressed as fold induction
relative to a non-heat shocked control sample.

Experiments were performed in 96-well filter plates and 01 pee2 IL-6 assay are provided as an example. for the IL-6 assay are provided as an example.
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