MSD® Total JNK Assay

Whole Cell Lysate Kit

For quantitative determination in human whole cell lysate samples
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The ¢-Jun N-terminal kinase (JNK) family of kinases, also known as SAPK (stress-activated protein kinase) and MAPK8 (mitogen-
activated protein kinase-8), are encoded by three genes (JNK 1-3) that produce more than 10 isoforms. Inflammatory cytokines and
cellular stresses such as UV light and osmotic shock lead to JNK activation through the intercellular signaling cascade including Ras
and Rac, MEKK1, and MKK4 or MKK7. JNK is fully activated by phosphorylation on threonine 183 and tyrosine 185 by MKK4 and
MKK?7. Activated JNK in turn phosphorylates the transcription factors c-Jun, ATF-2, and Elk-1, thereby regulating gene transcription.
JNK is involved with the function of the mitochondrial apoptotic pathway, mediating the release of cytochrome ¢ and the
phosphorylation of Bim and Bmf. JNK also affects expression of many cytokine genes, as well as playing a role in tumor development,
embryonic morphogenesis, and cell survival.
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The MSD Total JNK Assay is available on 96-well 4-Spot plates. This datasheet outlines the performance of the assay.
Typical Data

Representative results for the Total JNK 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-JNK (Thr183/Tyr185) and total JNK antibodies and are shown below for comparison.

Growing HEK293 cells were treated with rapamycin (1 uM; 3 hours) (negative). Serum deprived HEK293 cells were harvested
30 minutes after UV irradiation (40 mJ/cm?) (positive). Whole cell lysates were added to MSD MULTI-SPOT® 4-Spot plates coated with
anti-total JNK antibody on one of the four spatially distinct electrodes per well. Total JNK was detected with anti-total JNK antibody
labeled with MSD SULFO-TAG™ reagent.
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Fig. 1: Sample data generated with the MULTI-ARRAY® Total JNK Assay. Increased signal is observed with the titration of both pJNK
positive and negative cell lysates. The Total JNK 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 pJNK positive and negative HEK293 cell lysates using the MULTI-ARRAY Total JNK Assay are presented below.

Lysate Positive ega
({Lg) Average Signa dD % Average Signa dD % b
0 60 13 221 80 14 171
0.31 1724 130 7.5 1981 76 3.8 09
0.63 2676 108 41 3034 332 10.9 09
1.3 4040 377 9.3 5019 551 11.0 08
25 5602 343 6.1 7644 462 6.0 0.7
5.0 8689 302 35 11523 640 5.6 0.8
10 13883 455 3.3 18111 1252 6.9 0.8
20 20117 2700 134 28539 1864 6.5 0.7
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

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