BD™ Phosflow
Technical Data Sheet
PE Mouse anti-IRS-1 (pY896)

Product Information

Material Number: 558440
Size: 50 tests
Vol. per Test: 20 ul
Clone: K9-211
Immunogen: Phosphorylated Human IRS-1 Peptide
Isotype: Mouse (BALB/c) IgG2a, ©
Reactivity: Confirmed: Human
Predicted: Mouse, Rat
Storage Buffer: Aqueous buffered solution containing BSA and <0.09% sodium azide.
Description

The IRS (/nsulin Receptor Substrate) proteins IRS-1, IRS-2, IRS-3, and IRS-4 are major substrates of the insulin receptor and the insulin-like
growth factor-1 (IGF-1) receptor tyrosine kinases. IRS proteins contain an N-terminal pleckstrin homology (PH) domain, a
phosphotyrosine-binding (PTB) domain, and multiple tyrosine phosphorylation sites in the C-terminus. The IRS-1 protein is widely expressed
and, along with IRS-2, mediates somatic growth and carbohydrate metabolic responses to insulin. Following insulin receptor ligation, IRS-1
binds to the juxtamembrane region of the receptor via the PH and PTB domains and is tyrosine phosphorylated, which facilitates its interaction
with SH2 domain-containing signaling proteins. Specifically, the phosphorylated tyrosine 896 (pY896) of human IRS-1 is a major binding
site for the GRB2 (Growth-factor Receptor-Bound protein 2) adaptor protein. After IRS-1 activation, negative and positive feedback regulates
dephosphorylation of its tyrosine sites, which ultimately regulates the magnitude and/or duration of the downstream pleiotropic responses to
insulin and IGF-1.

The K9-211 monoclonal antibody recognizes pY896 of human IRS-1. The orthologous phosphorylation sites of mouse and rat IRS-1 are
Y891 and Y895, respectively.

Analysis of IRS-1 (pY896) in transformed human
epithelial cells. Serum-starved 293 fetal kidney cells were
o either stimulated for 2 minutes with 100 nM IGF-I (Cat. No.
[0) 354037, shaded histogram) or unstimulated (open
Q histogram). The cells were fixed (BD™ Phosflow Fix Buffer
E 1, Cat. No. 557870) for 10 minutes at 37 °C, then
=) permeabilized (BD™ Phosflow Perm Buffer Ill, Cat. No.
Z 558050) on ice for at least 30 minutes, and then stained with
= PE Mouse anti-IRS-1 (pY896). Flow cytometry was
8 performed on a BD™ FACSCalibur flow cytometry system.
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PE IRS-1 (pY896)

Preparation and Storage

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.

Application Notes

Application

|Intracellular staining (flow cytometry) Tested

Suggested Companion Products

Catalog Number Name Size Clone
557870 Fix Buffer I 250 ml (none)
558050 Perm Buffer I11 125 ml (none)
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Product Notices
1. Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols.

2. This reagent has been pre-diluted for use at the recommended Volume per Test. We typically use 1 x 1076 cells in a 100-pl experimental

sample (a test).

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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