MSD® Phospho-c-Jun (Ser63)

Whole Cell Lysate Kit

For quantitative determination in human, mouse, and rat whole cell lysate samples
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¢-Jun is a proto-oncogene encoding for proteins that either homodimerize or heterodimerize with members of the c-Fos protein family
to form the transcription factor Activator Protein-1 (AP-1). Activation of transcription through c-Jun is mediated by SAPK/INK. In
response to cellular exposure to growth factors, cytokines, cellular stress, or damaging agents, upstream phosphorylation events in the
MAPK pathway result in the phosphorylation of SAPK/INK. SAPK/JNK binds to ¢- Jun on its delta domain and phosphorylates it on
serines 63 and 73, located in its transactivation domain. Both the delta and transactivation domains of c-Jun are located near the N-
terminus, whereas the DNA-binding and dimerization domains are located near the C-terminus of the protein. The dimerization domain
contains a leucine zipper motif that mediates the formation of homo- and heterodimers with Jun and Fos proteins to form AP-1. The
AP-1 transcription factor complex binds to TPA response elements on DNA and regulates the expression of genes involved in cellular
growth, signaling, differentiation, and apoptosis.

The MSD Phospho-c-Jun (Ser63) Assay is available on 96-well 4-spot plates. This datasheet outlines the performance of the assay.
Typical Data

Representative results for the Phospho-c-Jun (Ser63) Assay are illustrated below. The signal and ratio values provided are examples;
individual results may vary depending upon the samples tested. Western blot analyses of each lysate type were performed with
phospho-c-Jun and total c-Jun antibodies and are shown for comparison.

Serum starved NIH 3T3 cells (negative) were harvested 15 minutes after UV irradiation (40 md/cm?) (positive). Whole cell lysates were
added to MSD MULTI-SPOT® 4-spot plates coated with anti-phospho-c-Jun (Ser63) antibody on one of the four spatially distinct
electrodes per well. Phosphorylated c-Jun was detected with anti-total c-Jun antibody conjugated with MSD SULFO-TAG™ reagent.
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Fig. 1: Sample data generated with the Phospho-c-Jun (Ser63) Assay. Increased signal is observed with the titration of pc-Jun positive
cell lysate. Signal for negative lysate remains low throughout the titration. The Phospho-c-Jun (Ser63) assay provides a quantitative
measure of the data obtained with the traditional Western blot.

000



MSD Phosphoprotein Assays

Lysate Titration

Data for pc-Jun positive and negative NIH 3T3 cell lysates using the Phospho-c-Jun (Ser63) assay are presented below.

Positive Negative
Average Signal StdDev %CV Average Signal StdDev %CV
0 430 8 2.0 439 12 2.7
0.63 1337 6 0.4 448 14 3.2 3.0
2.5 4022 86 2.1 533 89 16.7 75
10 11628 271 2.3 561 3 05 21
MSD Advantage

> Multiplexing: Multiple analytes can be measured in one well using typical sample amounts of 25 pg/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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