Rabbit (polyclonal)
Anti-Lck [pY°®]
Phosphospecific

Antibody, Unconjugated

Catalog no. 44850G

(See product label for lot information)

Clone/PAD: pAb

Isotype: Rb 1gG

Gene ID: LCK

Qty: 10 mini-blot size
Volume: 100 uL

Formulation

Rabbit polyclonal immunoglobulin in
Dulbecco’s Ehosphate buffered saline
(without Mg** and Ca**), pH 7.3 (+/- 0.1),
50% glycerol with 1.0 mg/mL BSA (lgG,
protease free) as a carrier.

Preservative

0.05% sodium azide (Caution: sodium
azide is a poisonous and hazardous
substance. Handle with care and dispose of

properly.)

Validation
See www.invitrogen.com/antibodies for protocols
Validated for use in Western Blot.

Reactivity

Human Lck. This antibodby is expected to
react with Mouse Lck [pY °5l 100%
homology), chicken Lck [pY>*] (91.7%
homology), Hck [pY®#] (75% homology)
and Lyn [pY°%] (83.3% homology), but
have not been tested.

Immunogen

Synthetic phosphopeptide from human Lck
containing tyrosine 505 (based on Swiss
Protein database, accession number
P06239). The sequence is conserved in
mouse.

Storage

Store at —20°C. We recommend a brief
centrifugation before opening to settle vial
contents. Then, apportion into working
aliquots and store at —20°C. For shipment
or short-term storage (up to one week), 2-
8°C is sufficient.

Expiration Date
Expires one year from date of receipt when
stored as instructed.

@ Invitrogenr

Background

Lck (p56'Ck), a member of the Src family of non-receptor tyrosine protein
kinases, is expressed predominantly in T-cells. Lck function is critical for both
T-cell development in the thymus and activation of mature T-cells in the
periphery by antigen. The activity of Lck is regulated by phosphorylation of
multiple sites, primarily the two conserved residues, tyrosines 394 (equivalent
to 418 in Src) and 505 (equivalent to 529 in Src). When phosphorylated,
carboxy-terminal Tyr-505 associates intramolecularly with the SH2 domain in
the amino-terminal half of the protein, stabilizing Lck in a conformation that,
biologically, is relatively inactive. In the absence of phosphorylation at Tyr-
505, intramolecular binding of the carboxyl terminus to the SH2 domain does
not occur, and Lck exhibits increased activity in vivo.

Applications
The antibody has been used in Western blotting.

Application Use

For 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.

Test Material
Full length untagged recombinant human Lck protein.

Purification

Purified from rabbit serum by sequential epitope-specific
chromatography. The antibody has been negatively preadsorbed
using i) a non-phosphopeptide corresponding to the site of
phosphorylation to remove antibody that is reactive with non-
phosphorylated Lck, and ii) a generic tyrosine phosphorylated peptide
to remove antibody that is reactive with phosphoserine (irrespective of
the sequence). The final product is generated by affinity
chromatography using a Lck-derived peptide that is phosphorylated at
tyrosine 505.
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Peptide Competition

Full length untagged recombinant human Lck protein added to
background cell extracts were resolved by SDS-PAGE on a 10% Tris-
glycine gel and transferred to nitrocellulose. The membrane was
blocked with a 5% BSA-TBST buffer for one hour at room temperature,
and then incubated with the Lck [pY®®] antibody in a 1% BSA-TBST
buffer for two hours at room temperature, following prior incubation
with: the phosphopeptide immunogen (1), the non-phosphopeptide
corresponding to the phosphopeptide immunogen (2), the non-
phosphopeptide derived from the corresponding region of Src (3), a
generic phosphotyrosine-containing peptide (4), no peptide (5) or the
phosphopeptide derived from the corresponding region of Src (6). After
washing, the membrane was incubated with goat F(ab’), anti-rabbit 1gG
alkaline phosphatase conjugate (Cat. # ALI4405) and signals were
detected using the Tropix WesternStar™ detection method. The data
show that only the phosphopeptide corresponding to Lck [pY>%] blocks
the antibody signal, demonstrating the specificity of the antibody.
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