Anti-Pl 3 Kinase p85 alpha Antibody [SU04-07] ¢
ET1608-70

Product Type: Recombinant Rabbit monoclonal 1gG, primary antibodies

Species reactivity: Human, Mouse, Rat

Applications: WB, IF-Cell, IF-Tissue, IHC-P, FC

Molecular Wt: Predicted band size: 84 kDa

Clone number: Su04-07

Description: Phosphatidylinositol 3-kinase (Pl 3-kinase) phosphorylates the 3' OH position of the inositol

ring of inositol lipids and is composed of p85 and p110 subunits. Pl 3-kinase p85 lacks PI 3-
kinase activity and acts as an adapter, coupling p110 to activated protein tyrosine kinase.
Two forms of p85 have been described (p85a and p85p), each possessing one SH3 and two
SH2 domains. PI 3-kinase p85a, also known as GRB1, phosphatidylinositol 3-kinase
regulatory 1 or p85, is a 724 amino acid protein that exists as four alternatively spliced
isoforms. Involved in insulin metabolism, defects in the Pl 3-kinase p85a gene have been
linked to insulin resistance. Pl 3-kinase p85a is polyubiquitinated in T-cells by Cbl-b, and
has multiple phosphorylated amino acid residues, including a phosphorylated tyrosine
residue at position 467.

Immunogen: Synthetic peptide within C-terminal human Pl 3 Kinase p85 alpha.

Positive control: MCF-7 cell lysate, Raiji cell lysate, Hela, MCF-7, HepG2, NIH/3T3, human liver carcinoma
tissue, human kidney tissue, mouse kidney tissue, mouse heart tissue.

Subcellular location: Cytoplasm, membrane, nucleus.

Database links: SwissProt: P27986 Human | P26450 Mouse | Q63787 Rat

Recommended Dilutions:

WB 1:1,000-1:2,000
IF-Cell 1:50-1:200
IF-Tissue 1:50-1:200
IHC-P 1:50-1:1,000
FC 1:50-1:100
Storage Buffer: 1*TBS (pH7.4), 0.05% BSA, 40% Glycerol. Preservative: 0.05% Sodium Azide.
Storage Instruction: Store at +4°C after thawing. Aliquot store at -20°C or -80°C. Avoid repeated freeze / thaw
cycles.
Purity: Protein A affinity purified.
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Applications:WB=Westernblot IHC-P=Immunchistochemistry (paraffin}) IF-Cell=lImmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipilation


https://www.uniprot.org/uniprot/P27986
https://www.uniprot.org/uniprot/P26450
https://www.uniprot.org/uniprot/Q63787
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Fig1: Western blot analysis of Pl 3 Kinase p85 alpha on different
lysates with Rabbit anti-PI 3 Kinase p85 alpha antibody (ET1608-
70) at 1/1,000 dilution.

Lane 1: Raji cell lysate

Lane 2: NIH/3T3 cell lysate

Lane 3: C6 cell lysate

Lane 4: Mouse brain tissue lysate

Lysates/proteins at 20(cell lysate),40(tissue lysate) pg/Lane.

Predicted band size: 85 kDa
Observed band size: 85 kDa

Exposure time: 2 minutes;
4-20% SDS-PAGE gel.

Proteins were transferred to a PVDF membrane and blocked with
5% NFDM/TBST for 1 hour at room temperature. The primary
antibody (ET1608-70) at 1/1,000 dilution was used in 5%
NFDM/TBST at 4°C overnight. Goat Anti-Rabbit IgG - HRP
Secondary Antibody (HA1001) at 1/50,000 dilution was used for 1
hour at room temperature.

Fig2: ICC staining of Pl 3 Kinase p85 alpha in Hela cells (red).
Formalin fixed cells were permeabilized with 0.1% Triton X-100 in
TBS for 10 minutes at room temperature and blocked with 1%
Blocker BSA for 15 minutes at room temperature. Cells were
probed with the primary antibody (ET1608-70, 1/50) for 1 hour at
room temperature, washed with PBS. Alexa Fluor®594 Goat anti-
Rabbit IgG was used as the secondary antibody at 1/1,000
dilution. The nuclear counter stain is DAPI (blue).

Fig3: ICC staining of Pl 3 Kinase p85 alpha in MCF-7 cells (red).
Formalin fixed cells were permeabilized with 0.1% Triton X-100 in
TBS for 10 minutes at room temperature and blocked with 1%
Blocker BSA for 15 minutes at room temperature. Cells were
probed with the primary antibody (ET1608-70, 1/50) for 1 hour at
room temperature, washed with PBS. Alexa Fluor®594 Goat anti-
Rabbit IgG was used as the secondary antibody at 1/1,000
dilution. The nuclear counter stain is DAPI (blue).
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Fig4: ICC staining of Pl 3 Kinase p85 alpha in HepG2 cells (red).
Formalin fixed cells were permeabilized with 0.1% Triton X-100 in
TBS for 10 minutes at room temperature and blocked with 1%
Blocker BSA for 15 minutes at room temperature. Cells were
probed with the primary antibody (ET1608-70, 1/50) for 1 hour at
room temperature, washed with PBS. Alexa Fluor®594 Goat anti-
Rabbit 1IgG was used as the secondary antibody at 1/1,000
dilution. The nuclear counter stain is DAPI (blue).

Fig5: ICC staining of PI 3 Kinase p85 alpha in NIH/3T3 cells
(red). Formalin fixed cells were permeabilized with 0.1% Triton X-
100 in TBS for 10 minutes at room temperature and blocked with
1% Blocker BSA for 15 minutes at room temperature. Cells were
probed with the primary antibody (ET1608-70, 1/50) for 1 hour at
room temperature, washed with PBS. Alexa Fluor®594 Goat anti-
Rabbit 1IgG was used as the secondary antibody at 1/1,000
dilution. The nuclear counter stain is DAPI (blue).

Fig6: Immunohistochemical analysis of paraffin-embedded human

liver carcinoma tissue using anti-Pl 3 Kinase p85 alpha antibody.

The section was pre-treated using heat mediated antigen retrieval

with Tris-EDTA buffer (pH 8.0-8.4) for 20 minutes.The tissues

were blocked in 5% BSA for 30 minutes at room temperature,

washed with ddH20 and PBS, and then probed with the primary

7 antibody (ET1608-70, 1/50) for 30 minutes at room temperature.

uss ot The detection was performed using an HRP conjugated compact

AR R " # polymer system. DAB was used as the chromogen. Tissues were
Bt o7 WG INLES LY counterstained with hematoxylin and mounted with DPX.

@ . Fig7: Immunohistochemical analysis of paraffin-embedded human
SEC kidney tissue using anti-Pl 3 Kinase p85 alpha antibody. The
¥y S section was pre-treated using heat mediated antigen retrieval with
A R Tris-EDTA buffer (pH 8.0-8.4) for 20 minutes.The tissues were
\ : - blocked in 5% BSA for 30 minutes at room temperature, washed
* | ’ . 3 with ddH20 and PBS, and then probed with the primary antibody
e LB E 5 (ET1608-70, 1/50) for 30 minutes at room temperature. The
% ‘ 2 N : detection was performed using an HRP conjugated compact
%l - polymer system. DAB was used as the chromogen. Tissues were

; A g counterstained with hematoxylin and mounted with DPX.
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7% Fig8: Immunohistochemical analysis of paraffin-embedded mouse

o kidney tissue using anti-PI 3 Kinase p85 alpha antibody. The

s A J section was pre-treated using heat mediated antigen retrieval with

' Tris-EDTA buffer (pH 8.0-8.4) for 20 minutes.The tissues were

blocked in 5% BSA for 30 minutes at room temperature, washed

. with ddH20 and PBS, and then probed with the primary antibody

. R o (ET1608-70, 1/50) for 30 minutes at room temperature. The

by detection was performed using an HRP conjugated compact

polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

e g - P~ Fig9: Immunohistochemical analysis of paraffin-embedded mouse

e T s T heart tissue using anti-Pl 3 Kinase p85 alpha antibody. The
. B W R section was pre-treated using heat mediated antigen retrieval with
S 2 Y S Tris-EDTA buffer (pH 8.0-8.4) for 20 minutes.The tissues were

P SR R, O blocked in 5% BSA for 30 minutes at room temperature, washed
L wae T N L3, with ddH20 and PBS, and then probed with the primary antibody
e o \ : (ET1608-70, 1/50) for 30 minutes at room temperature. The
T R S ; SN detection was performed using an HRP conjugated compact
: s RS polymer system. DAB was used as the chromogen. Tissues were

PR ; counterstained with hematoxylin and mounted with DPX.

Counts

800

Fig10: Flow cytometric analysis of Pl 3 Kinase p85 alpha was
done on HepG2 cells. The cells were fixed, permeabilized and
stained with the primary antibody (ET1608-70, 1/50) (red). After
incubation of the primary antibody at room temperature for an
hour, the cells were stained with a Alexa Fluor 488-conjugated
81 Goat anti-Rabbit IgG Secondary antibody at 1/1000 dilution for 30
minutes.Unlabelled sample was used as a control (cells without
incubation with primary antibody; black).
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Fig11: Immunohistochemical analysis of paraffin-embedded human

s s brain tissue with Rabbit anti-Pl 3 Kinase p85 alpha antibody

SUel s 9w (ET1608-70) at 1/200 dilution.
- N s The section was pre-treated using heat mediated antigen retrieval
: S S e 1~ e with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
3 g ‘; by e blocked in 1% BSA for 20 minutes at room temperature, washed
R n P e with ddH20 and PBS, and then probed with the primary antibody
W me Rt - bl (ET1608-70) at 1/200 dilution for 1 hour at room temperature. The
N “ v -:;‘ : : , detection was performed using an HRP conjugated compact
R B polymer system. DAB was used as the chromogen. Tissues were

counterstained with hematoxylin and mounted with DPX.
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Fig12: Immunohistochemical analysis of paraffin-embedded human
a2 -, S0 L. lung tissue with Rabbit anti-Pl 3 Kinase p85 alpha antibody
Je gt g,”,aé,j W ray s (ET1608-70) at 1/1,000 dilution.

- ,z Ll 3 ,-_"‘""‘. ; : : The section was pre-treated using heat mediated antigen retrieval
Lo with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
R Nueas 3 - 6 'f} ' blocked in 1% BSA for 20 minutes at room temperature, washed
edine -+ G with ddH20 and PBS, and then probed with the primary antibody
’ X ; ,'-31-\-' (ET1608-70) at 1/1,000 dilution for 1 hour at room temperature.
; e >, The detection was performed using an HRP conjugated compact
P ' polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

Fig13: Immunohistochemical analysis of paraffin-embedded mouse
TENE e de 3% lung tissue with Rabbit anti-Pl 3 Kinase p85 alpha antibody
‘ 'y (ET1608-70) at 1/1,000 dilution.

£y The section was pre-treated using heat mediated antigen retrieval

. : ‘ with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were

3o Tt ) S blocked in 1% BSA for 20 minutes at room temperature, washed

¥ 5 YL A T with ddH20 and PBS, and then probed with the primary antibody

1;. [k ;,' {':' i;,. ,3 (ET1608-70) at 1/1,000 dilution for 1 hour at room temperature.

N, IS 1 The detection was performed using an HRP conjugated compact

’ U TS - polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

Fig14: Immunohistochemical analysis of paraffin-embedded rat
ot /A 5 . L9 T lung tissue with Rabbit anti-Pl 3 Kinase p85 alpha antibody
N e SR Y L. (ET1608-70) at 1/1,000 dilution.

: The section was pre-treated using heat mediated antigen retrieval
: with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were

2 \ A blocked in 1% BSA for 20 minutes at room temperature, washed
e with ddH20 and PBS, and then probed with the primary antibody

=) ol (ET1608-70) at 1/1,000 dilution for 1 hour at room temperature.

f’ . (A0 The detection was performed using an HRP conjugated compact

polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR THERAPEUTIC USE”.
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