MULTI-SPOT™ ERK-STAT3 Phosphorylation Cascade Assay

Detection of Phosphorylated STAT3, ERKT/2 and MEKT/Z in Whole Cell Lysate Samples
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MULTI-SPOT™ ERK-STAT3 Phosphorylation Cascade Assay

Detection of Phosphorylated STAT3, ERKT/2 and MEKT/Z in Whole Cell Lysate Samples

40,000 -1 Positive
35,000 —{  po— Negative MSD MULTI-SPOT 96-Well 4-Spot Plate K
g 30,000 7 pTyr705 pThr202/pTyr204 — SULFO TAG™ antibody
= 25,000 pSTAT3 - pERKI
= | SThrI85/piyrI 87 _
é 20,000 P pERKFI)/YZ Pontwe/Negatwe cell lysate
15,000 -
10,000 —— (apture antibody
5,000 Ser2l7/22|
0 ppMEKl/z
0 |0.3|0.6|l.3|2.5| 5 ||0|20| 0 |0.3 0.611.312.51 5 [10120] 0 10.310.61.312.5] 5 [10{20 N
pSTAT3 pERKI/2 pMEKI/2 . Traditional Western
Lysates [LLg] Jurkat cells were treated with LY294002 (50 WM; Pos  Neg
- — 25 'h-r)(negatlve) or with PMA (200 nM; I5 min) pSTAT3
Lysaes (1g) [FRSERRRNSIT VSRRVl P\ | (positive). Whole cell lysates were added to MSD
0 148 | U5 [ 10 | 129 | 1 5 :
S AU B TR INCA IES A S MUI'.TI-SPOT 4-Spot Plates coated with pERKI/Y
0.6 2 | 12 | 3 | 400 | 4 | LI anti-total-STAT3, anti-total-MEK1/2, and
BT e T e T3 13| anti-phospho-ERKI/2 antibodies on three of the pMEKI/2 -
5 30 | 8 3| 260 | 18 7 12 ; it
> A A T B A o F four spatially distinct electrodes per well. 20 g Iyste per lane
20 s | 9 | 71 | an | s4 | 12 | 09 Phosphorylated STAT3, MEK1/2, and ERKI/2 were
188 | 8 4 | 180 | 38 | 21 . .
T s T or T e T3 | T 7 | 39 detgcted with antl-phospho-STATB, MSD Experimental
e R B anti-phospho-MEK1/2, and anti-total-ERK1/2 , }
0 . A oy . 0s eg
PERKI/2 25 4824 | 94 | 2 | 34 | s | 149 | antibodies labeled with MSD SULFO-TAG reagent.
5 6411 | 214 | 3 | 216 | 34 | 12 | 232
10 1291 | 223 | 3 | 260 | 28 | 11| 280
e i o B 1t Size 52400 516000
03 [ ans | 19 | 4 | 6o | 10 | 2 | 19 | plate KISIT6D-1  KIII16D-1 > g e por el
0.6 8886 | 789 | 9 | 624 | 10 1 | 142
MEKL/2 13 15206 | 1321 | 9 | 558 | 4l 7| 213 5 plates KISIT6D-2 KIT1T6D-2
' 25 [3298] 388 | 2 | 53 | 61 | 11| 429 | |20 plates KISII6D-3  KI1116D-3 ® 9 0
5 3,31 | 880 | 3 | 519 | 28 5 | 556
0 s e T 5 e |50 - 20 plates (Base) KISI16A-3  KII116A-3
20 36,868 | 1,531 | 4 659 | 103 16 | 559 Meso Scale Discovery

A division of Meso Scale Diagnostics, LLC.

20017-v1-2007Feb Page 2 www.mes-seale.com



