MSD® Total Aurora A Kit

For quantitative determination in human whole cell lysate samples
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Aurora A kinase (AurA) is a cell cycle-regulated, serine/threonine protein kinase.' This member of the AUR family of kinases plays a critical role in
cell cycle progression” and associates with the centrosome and the spindle microtubules during mitosis.’ It also plays a critical role in various
mitotic events, such as mitotic spindle establishment; centrosome duplication, separation, and maturation; chromosomal alignment; spindle
assembly checkpoint; and cytokinesis.*

Interest in Aurora A has increased recently due to its overexpression and hyperactivation in a high percentage of tumors derived from breast, colon,
ovary, and other tissues.® Overexpression or amplification of Aurora A in culture drives transformation and aneuploidy and negatively regulates p53.
Loss of Aurora A leads to defective mitotic spindles and gross errors in chromosome segregation resulting in an increase in the levels of
chromosomal instability.

The MSD Total Aurora A assay is available on 96-well, 4-spot plates. This datasheet outlines the performance of the assay.

Typical Data

Representative results for the Total Aurora A Kit are illustrated below. The signal and ratio values provided are examples; individual results will vary
depending upon the samples tested. Western blot analyses of each lysate type are shown for comparison.

Growing Hela cell lysates (treatment A) and lysates from Hela cells treated with 1 pug/ml nocodazole for 19 hours and 50 nM calyculin A for the final
30 minutes (treatment B) were used to create a dilution series that was measured using the Total Aurora A assay. Whole cell lysates were added to
MSD MULTI-SPOT 4-spot plates coated with anti-total Aurora A antibody on one of the four spatially distinct electrodes in each well. Aurora A was
detected with anti-total Aurora A antibody conjugated with MSD SULFO-TAG.
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Figure 1. Sample data generated with Total Aurora A assay. Higher increased signal is observed with the titration of cell lysates with treatment A
than treatment B. The Total Aurora A assay provides a quantitative measure of the data obtained with the traditional Western blot.
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MSD Phosphoprotein Assays

Lysate Titration
Data for cell lysates using the Total Aurora A Kit are presented below.

(ug)/well Average Signal StdDev %CV Average Signal StdDev %CV
0 45 4 94 45 35 79
0.63 16934 168 1.0 2284 141 0.6
2.5 75489 1901 25 9670 1174 1.2
10 157331 6120 39 43245 46.7 0.1

For a complete list of products, please visit our website at www.mesoscale.com.

The MSD Advantage

> Multiplexing: Multiple analytes can be measured in one well using typical sample volumes of 25 L or less without compromising speed or performance

> Large dynamic range: Linear range of up to five logs enables the measurement of native levels of biomarkers in normal and diseased samples without multiple
dilutions

> Minimal background: The stimulation mechanism (electricity) is decoupled from the response (light signal), minimizing matrix interference

> Simple protocols: Only labels bound near the electrode surface are excited, enabling assays with fewer washes

> Flexibility: Labels are stable, non-radioactive, and conveniently conjugated to biological molecules
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