MSD® Phospho-Histone H3 (Ser10) Assay
Whole Cell Lysate Kit

For quantitative determination in human, mouse, and rat whole cell lysate samples
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Phospho-Histone H3 (Ser10)
Assay: Whole Cell Lysate Kit

Kit size
1 plate K150EWD-1
5 plates K150EWD-2
20 plates K150EWD-3

Phospho-Histone H3 (Ser10)
Whole Cell Lysate Set

200pg | C10EW-1
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Histone H3, along with H2a, H2b, H1/H5, and H4, is one of the five main classes of histones, which are found in the nucleus of
eukaryotic cells, and are the main building blocks of chromatin. Histone H3 has an amino terminal tail and post-translational
modification of this tail—an epigenetic modification—is involved in chromatin relaxation and transcriptional regulation.! Histones
undergo many different types of post translational modifications, such as acetylation, methylation, phosphorylation, ubiquitylation, and
sumoylation.? These modifications can change the chromatin structure and allow for binding of transcription factors to the DNA?
Acetylation of lysine residues on histones is frequently associated with actively transcribed regions of the genome, whereas methylation
of lysine is seen both at transcribed and transcriptionally repressed areas of the genome.* Epigenetic modifications, of which histone
post-translational modification is one example, have been shown to play a role in cancer, embryonic stem cell function, and mammalian
development.®

The MSD Phospho-Histone H3 (Ser10) Assay is available on 96-well 4-Spot plates. This datasheet outlines the performance of the
assay.

Typical Data

Representative results for the Phospho-Histone H3 (Ser10) Assay are illustrated below. The signal and ratio values provided below are
example data; individual results may vary depending upon the samples tested. Western blot analyses of each lysate type were performed
with phospho-Histone H3 (Ser10) and total Histone H3 antibodies and are shown below for comparison.

Growing Hela cells (negative) were treated with nocodazole ( 1ug/mL; 19 hours) and calyculin A (50 nM; final 30 minutes) (positive).
Whole cell lysates were added to MSD MULTI-SPOT 4-Spot plates coated with an anti-total Histone H3 antibody on one of the four
spatially distinct electrodes per well. Phosphorylated Histone H3 was detected with anti-phospho-Histone H3 (Ser10) antibody
conjugated with MSD SULFO-TAG™ reagent.
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Fig. 1: Sample data generated with the MULTI-ARRAY® Phospho-Histone H3 (Ser10) Assay. Increased signal is observed with the
titration of pHistone H3 positive cell lysate. Signal for negative lysate remains low throughout the titration. The Phospho-Histone H3
(Ser10) 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 pHistone H3 positive and negative Hela cell lysates using the MULTI-ARRAY Phospho-Histone H3 (Ser10) Assay are presented below.

Positive Negative
Average Signal StdDev %CV Average Signal StdDev %CV
0 228 9 3.7 231 15 6.3
0.16 2445 115 47 269 15 5.5 9.1
0.31 4881 767 15.7 299 7 2.2 16
0.63 9006 855 9.5 332 7 2.1 27
1.3 16194 543 3.4 34 18 5.2 47
2.5 25663 399 16 451 42 9.3 57
5.0 34552 230 0.7 575 36 6.3 60
10 37864 903 2.4 676 31 46 56
MSD Advantage

> Multiplexing: Multiple analytes can be measured in one well using typical sample amounts of 25 ug/well 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 signal (light)

Simple protocols: Only labels near the electrode surface are detected, enabling no-wash assays

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

High sensitivity and precision: Multiple excitation cycles of each label enhance light levels and improve sensitivity
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For a complete list of products, please visit our website at www.mesoscale.com
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