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POLYCLONAL ANTIBODY 

Anti-Insulin Receptor (IR) [pTyr972] Phosphospecific Antibody, 
Unconjugated 

   
Code No.                 Isotype                           Quantity 
AT-2004                   Rabbit IgG                       100 μL  
        

 
BACKGROUND: Biological actions of insulin are mediated by the insulin 

receptor (IR), a receptor tyrosine kinase that regulates 
multiple signaling pathways through activation of a 
series of phosphorylation cascades. The IR is a 
heterotetrameric protein consisting of two 
ligand-binding α subunits and two β subunits that each 
contain a tyrosine kinase domain. Insulin binding to the 
extracellular domain leads to autophosphorylation and 
internalization of the receptor, and activation of the 
intrinsic tyrosine kinase activity, which allows 
appropriate substrates to be phosphorylated. Tyrosine 
972 is in the juxtamembrane Asn-Pro-Glu-Tyr (NPEY) 
motif. Phosphorylation of IR tyrosine 972 is required for 
the binding and/or phosphorylation of the adapter 
protein Shc, the PTB domain, IRS-1, PI3 kinase, and the 
Suppressor of Cytokine Signaling (SOCS). 

 
PRODUCT: Rabbit polyclonal immunoglobulin in Dulbecco’s 

phosphate buffered saline (without Mg2+ and Ca2+), pH 
7.3 (+/- 0.1), 50% glycerol with 1.0 mg/mL BSA (IgG, 
protease free) as a carrier, 0.05% sodium azide. 

    
IMMUNOGEN: The antiserum was produced against a chemically 

synthesized phosphopeptide derived from the region of 
the human insulin receptor that contains tyrosine 972, as 
numbered according to Ebina, et al. (tyrosine 960 
according to Ullrich, et al.). The sequence is conserved in 
mouse and rat. 

 
PURIFICATION: Purified from rabbit serum by sequential epitope-specific 

chromatography. The antibody has been negatively 
preadsorbed using a non-phosphopeptide corresponding 
to the site of phosphorylation to remove antibody that is 
reactive with non-phosphorylated insulin receptor (IR). 
The final product is generated by affinity chromatography 
using an IR-derived peptide phosphorylated at tyrosine 
972 

  
SPECIFICITY: Human and mouse IR. Rat (100% homologous) IR has 

not been tested, but is expected to react. IGF1R [pY950] 
(75% homologous) has been shown to cross-react in some 
cell systems. 

 
APPLICATIONS:  The antibody has been used in Western blotting. For 
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Western blotting applications, we recommend using the 
antibody at a 1:1000 starting dilution. The optimal 
antibody concentration should be determined empirically 
for each specific application.  

 
STORAGE:   Store at −20oC. We recommend a brief centrifugation 

before opening to settle vial contents. Then, apportion 
into working aliquots and store at −20oC. For shipment or 
short-term storage (up to one week), store at 2-8oC. 

 
POSITIVE CONTROL USED: CHO-T cells transfected with a human insulin receptor 

vector + insulin. 
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 Antibody-Peptide Competition  
 Extracts of CHO-T cells transfected with an insulin 

receptor-containing vector and left unstimulated (1) or stimulated 
with 50 nM insulin for 5 minutes (2-5) were resolved by 
SDS-PAGE on a 10% Tris-glycine gel and transferred to PVDF. 
The membrane was blocked with a 5% BSA-TBST buffer for one 
hour at room temperature, then incubated with the IR [pY972] 
antibody for two hours at room temperature in a 3% BSA-TBST 
buffer, following prior incubation with: no peptide (1, 2), the 
non-phosphorylated peptide corresponding to the phosphopeptide 
immunogen (3), a generic phosphotyrosine-containing peptide (4), 
or the phosphopeptide immunogen (5). After washing, the 
membrane was incubated with goat F(ab’)2 anti-rabbit IgG HRP 
conjugate (Cat. # ALI4404) and signals were detected using the 
Pierce SuperSignal™ method. The data show that only the 
phosphopeptide corresponding to IR [pY972] completely blocks the 
antibody signal, demonstrating the specificity of the antibody. The 
data also show up-regulation of the signal upon stimulation with 
insulin in this cell system.  

 
 

 
  

 


