ZAP-70 [pY315/pY319]
ABfinity™ Recombinant

& Invitrogenr

Rabbit Monoclonal Antibody - Purified

Catalog no. 700177

(See product label for lot information)

Clone/PAD: 4H16L19
Isotype: IgG
Gene ID: 7535
Protein Acc. No.: P43403
Qty: 100 ug
Volume: 200 pl
Concentration: 0.5 mg/ml

Formulation
PBS + 0.09% sodium azide

Immunogen
A peptide corresponding to amino acids
311-323 of P43403.

Immunogen sequence
DTSV[pY]ESP[pY]SDPE

Reactivity

This antibody reacts with Human ZAP-70
[pY315/pY319]. Based on sequence
similarity, reactivity to orangutan,
chimpanzee, Rhesus monkey, bovine, and
Xenopus is expected.

Specificity

This antibody is specific for pY315/pY319
and does not recognize non-
phosphorylated ZAP-70 protein.

Storage
2-8°C for up to 1 mo, -20°C for long term
storage. Avoid repeated freezing and
thawing.

2 Expiration Date

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

Validated Applications:

Species Test Material Concentration

Western Blotting human Jurkat 0.5-2 ug/ml
Immunofluorescence human Jurkat 1-3 pg/ml
Flow Cytometry human Jurkat 1-3 pg/test

Background

Zeta-associated protein (ZAP-70), a 70 kDa member of the Syk tyrosine
kinase family, plays a central role in lymphocyte activation and development,
and is implicated in several immune disorders (1-3). Upon T-cell antigen
receptor (TCR) engagement, ZAP-70 is phosphorylated on tyrosines 292,
315 and 319 in the interdomain B, located between the SH2 and kinase
domains (4,5). Phosphorylation of both tyrosines 315 (a Vav-binding site) and
319 (a Lck binding site) enhances ZAP-70 function in mediating lymphocyte
signaling, while tyrosine 292 terminates the transient activation of ZAP-70
and attentuates lymphocyte signaling (6,7). Phosphorylation of tyrosines 315
and 319 plays an important role in mediating the positive and negative
selection of T cells in thymus (8). TLR9-activated B-cells display elevated
ZAP-70 expression levels which correlate with sustained PKB induction (9).
Additionally, (-)-epigallocatechin gallate (EGCG), a major catechin found in
green tea, binds directly to ZAP-70 resulting in caspase-mediated apoptosis
in Jurkat cells (10).
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Alexa Fluon® 438 Fluorescence

Flow cytometry of Jurkat cells labeled with rabbit anti-ZAP-70
[pY315/pY319] (Cat. No. 700177).

Jurkat cells were fixed and permeabilized using FIX & PERM®
reagents (Cat. No. GAS004). Cells were then stained with 2 pg/test anti-
ZAP-70 [pY315/pY319] followed by Alexa Fluor® 488 goat anti-rabbit
Ig [Cat. No. A11008] (gray trace). Pre-incubation with the
phosphopeptide used as an immunogen decreased the signal (red trace)
while pre-incubation with non-phosphopeptide had no effect (blue
trace). Note that blue and gray traces are nearly identical.
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Western blot of Jurkat lysates labeled with rabbit anti-ZAP-70
[pY315/pY319] (Cat. No. 700177).

Rabbit anti-ZAP-70 [pY315/pY319] (1 pg/ml) was used to label ZAP-
70 [pY315/pY319] in serum starved, H202 treated Jurkat lysates. Pre-
incubation with the phosphopeptide used as an immunogen eliminated
the signal (lane 3) whereas pre-incubation with the non-phosphopeptide
did not (lane 2).

.

Immunocytochemistry of Jurkat cells labeled with rabbit anti-ZAP-
70 [pY315/pY319] (Cat. No. 700177).

Jurkat cells were either untreated (top left) or treated with H,O, (top
right, bottom) and labeled with rabbit anti-ZAP-70 [pY315/pY319] (2
pg/ml). Alexa Fluor® 488 goat anti-rabbit (Cat. No. A11008) at 1:1000
was used as secondary antibody. Pre-incubation of treated cells with
phosphopeptide immunogen decreased signal (bottom right) while pre-
incubation with non-phosphopeptide did not (bottom right). Nucleus is
stained with Hoescht (blue), AF488 signal (ZAP-70 [pY315/pY319],
green).
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