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2 x 100 pg MSDLY0021
MAP Kinase Negative Cell Lysate
Cell lysate from growing Jurkat treated cells treated with 1 wM rapamycin for 3 hours to inhibit phosphorylation

2 x 100 yg MSDLY0052

MAP Kinase Positive Cell Lysate

Cell lysate from growing Jurkat cells treated with 50 nM calyculin A and 200 nM PMA for 15 minutes to stimulate
phosphorylation

2 mg/mL in MSD complete tris lysis buffer

2 vials (50 pL) negative lysate 2 vials (50 L) positive lysate

Following cell treatment, Jurkat cell lysates were prepared on ice in MSD complete lysis buffer. Cell debris was
cleared by centrifugation.

Lysates should be stored at <-70°C and thawed on ice for a limited amount of time prior to use. Once diluted, any
unused lysates should be discarded. If desired, lysates can be separated into single use aliquots and promptly refrozen
at <-70°C. The performance of the refrozen material should be determined by the user for each target.

Lysates have been tested for performance in Western blot and MSD MULTI-SPOT® assays.

MSD MULTI-SPOT Assay Results

The figure below illustrates typical lysate titrations for MSDLY0021 (negative) and MSDLY0052 (positive) using the MSD MAP Kinase Whole Cell
Lysate Kit. The results are presented as a ratio of the signals obtained with positive and negative lysates. In the MAP Kinase multiplex assay, the
signal ratios for pp38, pJNK and pERK1/2 all increase, to a point, as the amount of lysate increases. The representative results shown below are for
demonstration purposes only, individual results may vary depending upon experimental application.
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Traditional Western Blot Results
MSDLY0021 and MSDLY0052 whole cell lysates (20 ug each) were analyzed by Western blot with phospho-specific p38 (Thr180/Tyr182), JNK
(Thr183/Tyr185) and ERK1/2 (Thr202/204) antibodies.
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