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Anti-SRC Family (phospho Y418) antibody [EP503Y] ab40660
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fisi ik % AR EHIK[EP503Y] to SRC Family (phospho Y418)

Bx Rabbit

®Ei This antibody recognises Lyn phosphorylation on Tyrosine 396.BLAST analysis show 100%
homology with Hek (pY410) and Lck (pY393), and 92% homology with Src (pY418), Fyn (pY419)
and Yes (pY425) Therefore, the antibody may cross-react with these proteins.

2 WA A 5& A F: WB, Flow Cyt (Intra), ICC/IF, ELISA

i & Bt 5 | Ri: Mouse, Rat, Human

RER Synthetic peptide within Human SRC Family aa 350-450 (phospho Y418). The exact sequence is
proprietary.

Database link: P07948
(Peptide available as ab202645)

[ P WB: HeLa and C6 cell lysates treated with pervanadate. ICC/IF: HeLa cells treated with
pervanadate. Flow Cyt (intra): HeLa cells treated with pervanadate.

LA This protein is known to be similar in amino acid sequence to HCK (P08631), LCK (P06239),
FYN (P06241), YES1 (P07947), and SRC (P12931). Therefore, cross-reactivity with these
homologous proteins may be observed. We would be happy to provide immunogen alignment
information upon request.

This product is a recombinant monoclonal antibody, which offers several advantages including:
- High batch-to-batch consistency and reproducibility

- Improved sensitivity and specificity

- Long-term security of supply

- Animal-free production

For more information see here.

Our RabMAb® technology is a patented hybridoma-based technology for making rabbit
monoclonal antibodies. For details on our patents, please refer to RabMAb® patents.
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FHiiHA Shipped at 4°C. Upon delivery aliquot and store at -20°C. Avoid freeze / thaw cycles.
FHB®E pH: 7.20

Preservative: 0.01% Sodium azide
Constituents: 50% Glycerol (glycerin, glycerine), 0.05% BSA, 49% PBS
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WB (2) 1/1000 - 1/10000. Detects a band of approximately 56 kDa
(predicted molecular weight: 61 kDa).
Induction of cells with Pervanadate: Prepare 500mM stock
Sodium Orthovanadate in PBS. To make 100mM (100x)
Pervanadate Na3VO4 right before experiment, add 400ul
500mM Sodium Orthovanadate to 1560ul H20 and then 40ul
H202, vortex and incubate at room RT for 5-10min. Cells are

Flow Cyt (Intra) 1/50.
ab172730 - Rabbit monoclonal IgG, is suitable for use as an
isotype control with this antibody.

ICC/IF Use at an assay dependent concentration.
ELISA Use at an assay dependent concentration.
Bir
Xt SRC Family Negative Regulatory Phosphorylation Site belongs to the protein kinase superfamily,

Tyr protein kinase family, SRC subfamily. It contains one protein kinase domain, one SH2 domain
and one SH3 domain. It may serve as part of a signaling pathway coupling the Fc receptor to the
activation of the respiratory burst and may also contribute to neutrophil migration and may
regulate the degranulation process of neutrophils. SRC Family Negative Regulatory
Phosphorylation Site is expressed predominantly in cells of the myeloid and B lymphoid lineages.
There are two named isoforms.

2 ha 5E fi1 Isoform 1: Membrane; Lipid anchor. Isoform 2: Membrane; Lipid anchor. Cytoplasm.
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Immunocytochemistry/Immunofluorescence analysis of HelLa cells
(untreated and treated with 1mM pervanadate for 15 minutes)
labelling SRC Family (phospho Y418) with purified ab40660 at
1/250. Cells were fixed with 4% paraformaldehyde and
permeabilized with 0.1% Triton X-100. ab150077, an Alexa Fluor®
488-conjugated goat anti-rabbit IgG (1/1000) was used as the
secondary antibody. DAPI (blue) was used as the nuclear
counterstain. ab7291, a mouse anti-tubulin (1/1000) and
ab150120, an Alexa Fluor® 594-conjugated goat anti-mouse lgG

(1/1000) were also used.

Control 1: primary antibody (1/250) and secondary antibody,

Immunocytochemistry/ Immunofiuorescence - Anti- ab150120, an Alexa Fluor® 594-conjugated goat anti-mouse IgG
SRC Family (phospho Y418) antibody [EP503Y] (111000).
(ab40660)

Control 2: ab7291 (1/1000) and secondary antibody, ab150077, an
Alexa Fluor® 488-conjugated goat anti-rabbit IgG (1/1000).

Intracellular Flow Cytometry analysis of HelLa cells (treated with

0

1mM pervanadate for 30 minutes)labelling SRC Family (phospho
Y418) with purified ab40660 at 1/80 (red). Cells were fixed with 4%
paraformaldehyde. A FITC-conjugated goat anti-rabbit IgG (1/500)

was used as the secondary antibody.

Counts

Black - Isotype control, rabbit monoclonal IgG with pervanade

Copyright{C) 2015 Abcam plc

treated HelLacells.

Blue - Unlabelled control, pervanadate treated HelLa cells without

i incubation with primary and secondary antibodies.

LR phosplio Y6, - Hexa Fluor 488 {52000 BF) Red - Pervandate treated HelLa cells with ab40660

Flow Cytometry (Intracellular) - Anti-SRC Family Green - Untreated HeLa cells labelled with ab40660.
(phospho Y418) antibody [EP503Y] (ab40660)
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12 All lanes : Anti-SRC Family (phospho Y418) antibody [EP503Y]

FR R~ (ab40660) at 1/2000 dilution (purified)
150 kDa =
100 kD@ =
75 kD2 == Lane 1 : Untreated HeLa whole cell lysate
50 kDa = W} sRC Family (phospho Y418) Lane 2 : Pervanadate treated HeL.a whole cell lysate
. 37kDa =
j 25 kDa = Lysates/proteins at 10 pg per lane.
© 20 kDA -
_¢ 15 kD@ ==
£ 10KDa = Secondary
£ ~— Lyn (ah32398)
3 WS s =— GAPDH (ab181602) All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000
Pervanadate: - +

dilution

Westem blot - Anti-SRC Family (phospho Y418)
antibody [EP503Y] (ab40660) Predicted band size: 61 kDa

Observed band size: 56-59 kDa

Exposure time: 3 seconds

Blocking and dilution buffer: 5% BSA/TBST.
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12 3 4 5 B All lanes : Anti-SRC Family (phospho Y418) antibody [EP503Y]

fggg% = (ab40660) at 1/1000 dilution (purified)
50kDa == | S — B
37TKD3 m=
) Lane 1 : Pervanadate treated Jurkat cell lysate with Lyn non-
25KD3 == =
T : phospho peptide
o Lane 2 : Pervanadate treated Jurkat cell lysate with Lyn (pY396)
— 5 phospho peptide
- Lane 3 : Pervanadate treated Jurkat cell lysate with Lck non-
Lyn non-phospho peptide . + - = - - -
Lyn (nY306) phospho peptide: - + - - 5 phospho peptide
Lck non-phospho peptide: - - + - . N
h ide: - - - + = . )
e & T & 2 & Lane 4 : Pervanadate treated Jurkat cell lysate with Lck (pY393)
Src (pY418) phospha peptide: - E : 3 I phospho peptide
Westem blot - Anti-SRC Family (phospho Y418) Lane 5 : Pervanadate treated Jurkat cell lysate with Src non-
antibody [EP503Y] (ab40660) phospho peptide
Lane 6 : Pervanadate treated Jurkat cell lysate with Src (pY418)
phospho peptide
Secondary
All lanes : Peroxidase-conjugated goat anti-rabbit IgG (H+L) at
1/1000 dilution
Predicted band size: 61 kDa
Observed band size: 56-59 kDa
Exposure time: 3 minutes
Blocking and dilution buffer: 5% NFDM/TBST.
1 2 All lanes : Anti-SRC Family (phospho Y418) antibody [EP503Y]
250 kDa = (ab40660) at 1/1000 dilution (purified)
150 kDQ =
100 kD =—
TG kD@ w

Lane 1 : Untreated C6 whole cell lysate
- } SRC Family (phospho Y418)

. 90kDa = Lane 2 : Pervanadate treated C6 whole cell lysate
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o 20 KDA w— Lysates/proteins at 10 ug per lane.
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All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

Pervanadate: - + o
dilution

Westem blot - Anti-SRC Family (phospho Y418)
antibody [EP503Y] (ab40660) Predicted band size: 61 kDa

Observed band size: 56-59 kDa
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Immunocytochemistry/ Immunofluorescence - Anti-
SRC Family (phospho Y418) antibody [EP503Y]
(ab40660)
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ELISA - Anti-SRC Family (phospho Y418) antibody
[EP503Y] (ab40660)

Exposure time: 1 second

Blocking and dilution buffer: 5% BSA/TBST.

ICC/IF image of unpurified ab40660 stained PC12 cells. The cells
were 4% formaldehyde fixed (10 min) and then incubated in
1%BSA / 10% normal goat serum / 0.3M glycine in 0.1% PBS-
Tween for 1h to permeabilise the cells and block non-specific
protein-protein interactions. The cells were then incubated with the
antibody (ab40660, 5ug/ml) overnight at +4°C. The secondary
antibody (green) was Alexa Fluor® 488 goat anti-rabbit IgG (H+L)
used ata 1/1000 dilution for 1h. Alexa Fluor® 594 WGA was used
to label plasma membranes (red) at a 1/200 dilution for 1h. DAPI

was used to stain the cell nuclei (blue) at a concentration of 1.43uM.

Direct ELISA antibody dose-response curve using unpurified
ab40660 at 0-1000 ng/ml. Antigen concentration of 1000 ng/mL. An
alkaline phosphatase-conjugated goat anti-rabbit IgG

(H+L) (1/2500) was used as the secondary antibody.
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Why choose a
recombinont cntibody?

@ O

Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-SRC Family (phospho Y418) antibody
[EP503Y] (ab40660)

Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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