BD™ Phosflow

Technical Data Sheet
PE Mouse anti-PDPK1 (pS241)

Product Information

Material Number: 560092
Alternate Name: PDK1 (pS241), PKB Kinase (pS241)
Size: 50 tests
Vol. per Test: 20 ul
Clone: J66-653.44.17
Immunogen: Phosphorylated Human PDPK1 Peptide
Isotype: Mouse IgG1,
Reactivity: Confirmed: Human
Predicted: Mouse, Rat
Storage Buffer: Aqueous buffered solution containing BSA and <0.09% sodium azide.
Description

The serine/threonine kinase 3-Phosphoinositide-Dependent Protein Kinase-1 (PDPK1, also known as PDK1) contributes to the activation of
many important kinases in the insulin and IGF-1 signaling pathways. It acts downstream of phosphatidylinositol 3-kinase (PI3-kinase) to
phosphorylate residues in the activation loops of many cellular kinases, including protein kinase B (PKB/Akt), PKC isoforms, p70 S6 kinase,
and PDPK1 itself. The autophosphorylation of PDPK1 at serine 241 (S241) has recently been suggested to play a role in the regulation of
PDPKI1. It has been proposed that PDPK1 activity plays a key role in the regulation of various cellular events such as cell proliferation,
differentiation, and apoptosis.

The J666-653.44.17 monoclonal antibody recognizes the phosphorylated S241 in the activation loop of human PDPK1. The orthologous
phosphorylation site in mouse and rat PDPK1 is S244.
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Analysis of PDPK1 (pS241) in human peripheral blood mononuclear cells (PBMC). PBMC were either treated with

calyculin A plus okadaic acid for 30 minutes at 37°C or untreated. The cells were fixed with pre-warmed BD™ Phosflow
Lyse/Fix Buffer (Cat. No. 558049) for 15 minutes at 37°C and permeabilized with BD™ Phosflow Perm Buffer Il (Cat. No.
558050) on ice for 30 minutes. LEFT PANEL: The treated (solid line) and untreated (dashed line) PBMC were stained with PE
Mouse IgG1, « isotype control mAb MOPC-21 (Cat. No. 559320). RIGHT PANEL: The treated (solid line) and untreated
(dashed line) PBMC were stained with PE Mouse anti-PDPK1 (pS241). The data demonstrates that the phosphorylation of
PDPK1 is constitutive in all PBMC and that the level of phosphorylation increases when phosphatase activity is inhibited by

the treatment. Flow cytometry was performed on a BD™ FACSCalibur flow cytometry system.

Preparation and Storage
The monoclonal antibody was purified from tissue culture supernatant or ascites by affinity chromatography.

The antibody was conjugated with R-PE under optimum conditions, and unconjugated antibody and free PE were removed.
Store undiluted at 4°C and protected from prolonged exposure to light. Do not freeze.
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Conditions: The information disclosed herein is not to be construed as a recommendation to use the above product in violation
of any patents. BD Biosciences will not be held responsible for patent infringement or other violations that may occur with the
use of our products. Purchase does not include or carry any right to resell or transfer this product either as a stand-alone
product or as a component of another product. Any use of this product other than the permitted use without the express
written authorization of Becton Dickinson and Company is strictly prohibited.

For Research Use Only. Not for use in diagnostic or therapeutic procedures. Not for resale.
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Application Notes

Application

Intracellular staining (flow cytometry)

Routinely Tested

Recommended Assay Procedure:

This mAb was characterized by flow cytometry (Flow) and western blot analysis (WB) using these model systems:

Method Species Cells Treatment Fixation Perm buffer  Result

Flow Human Jurkat Calyculin A + Okadaic Acid Lyse/Fix or Cytofix 1 Up-regulation
Flow Human Jurkat Calyculin A + Okadaic Acid Lyse/Fix Torll Unsatisfactory
Flow Human PBMC Calyculin A + Okadaic Acid Lyse/Fix I Up-regulation
WwB Human Jurkat Calyculin A + Okadaic Acid 63 kDa
Suggested Companion Products

Catalos Number Name Size Clone
558049 Lyse/Fix Buffer 5X 250 ml (none)
558050 Perm Buffer 11 125 ml (none)
559320 PE Mouse IgGl, k Isotype Control 100 tests MOPC-21

Product Notices

1. Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols.

2. For fluorochrome spectra and suitable instrument settings, please refer to our Fluorochrome Web Page at www.bdbiosciences.com/colors.

3. Caution: Sodium azide yields highly toxic hydrazoic acid under acidic conditions. Dilute azide compounds in running water before discarding

to avoid accumulation of potentially explosive deposits in plumbing.

4. Source of all serum proteins is from USDA inspected abattoirs located in the United States.
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