
 

 

15 B Constitution Way · Woburn, MA 01801 · Phone: 1.800.200.5459 · Fax: 781-939-6963 · www.mblintl.com 

RESEARCH USE ONLY

POLYCLONAL ANTIBODY 

Anti-Vinculin [pTyr1065] Phosphospecific Antibody, 
Unconjugated  

Code No.                 Isotype:                      Quantity:           
AT-2029                   Rabbit IgG                      100μL  
                      

 
BACKGROUND: Vinculin is an ubiquitously expressed cytoskeletal protein 

(~130 kDa) involved in cell adhesion and cell migration. 
The vinculin protein consists of a globular head domain 
connected to an elongated tail region by a proline-rich 
domain. The head region contains binding sites for two 
cytoskeletal proteins, α-actinin and talin, as well as a 
binding site for the tail region of vinculin itself. The tail 
region contains binding sites for actin, the cytoskeletal 
protein, paxillin, and PI(4,5)P2. In the inactive state the 
head region of vinculin is bound to the tail region, 
resulting in inaccessibility of the other protein binding 
sites. Binding of PI(4,5)P2 releases the head-tail 
interaction allowing binding of other proteins to vinculin. 
These regulatory events play an important role in the 
formation, maintenance, and breakdown of focal 
adhesions that occur during cell adhesion and migration. 
In addition to these protein binding sites, the head and tail 
regions of vinculin have multiple potential 
phosphorylation sites. Phosphorylation of vinculin at 
pY1065 is c-Src dependent. This has been observed in 
vitro and in activated platelets. Phosphorylation of 
vinculin on tyrosine residue 1065 has been shown to 
affect head-tail interactions and play a role in cell 
spreading; however, it does not affect the interaction 
between vinculin and actin or cellular localization  

 
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 a region of 
human vinculin that contains tyrosine 1065. The sequence 
is conserved in mouse and chicken. 

  
PURIFICATION: Purified from rabbit serum by epitope-specific affinity 

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 vinculin.   

 
SPECIFICITY: Chicken and human vinculin. Mouse vinculin (100% 

homologous) has not been tested, but is expected to react.   
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APPLICATIONS:  The antibody has been used for Western blotting 

applications following immunoprecipitation. For Western 
blotting applications, we recommend using the antibody 
at a 1:1000 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), 2-8oC is sufficient. 

  
POSITIVE CONTROL: COS cells co-transfected with activated Src and 

His-tagged chicken vinculin cDNA were treated with 
vanadate for 24 hr. 
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 Peptide Competition 
 Lysates were prepared from COS cells co-transfected with activated 

Src and His-tagged chicken vinculin cDNA which were either 
untreated (1 and 6) or treated with vanadate for 24 hr (2-5 and 7-10). 
Following immunoprecipitation of vinculin with an anti-His 
monoclonal antibody, proteins were resolved by SDS-PAGE on an 
8% polyacrylamide gel and transferred to PVDF. Membranes were 
blocked with a 5% BSA-TBST buffer for one hour at room 
temperature and incubated with vinculin [pY1065] antibody for two 
hours at room temperature in 3% BSA-TBST buffer, following 
prior incubation with: no peptide (1, 2), the non-phosphopeptide 
corresponding to the immunogen (3), a generic 
phosphotyrosine-containing peptide (4), or, the phosphopeptide 
immunogen (5). After washing, membranes were incubated with 
goat F(ab’)2 anti-rabbit IgG HRP conjugate in 3% BSA-TBST 
buffer, and bands were detected using the Pierce SuperSignal™ 
method. The blot was reprobed with an antibody against total 
vinculin to show equal loading (6-10). The data show that only the 
peptide corresponding to vinculin [pY1065] blocks the antibody 
signal, thereby demonstrating the specificity of the antibody. In 
addition, no competition was observed following incubation with 
peptides corresponding to vinculin [pY100 or pY882] (not shown). 


