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PI3 Kinase Antibody Sampler Kit

Contains  Product Quantity Applications
Species
reactivity

MW(k Da)

Phospho-PI3K p85 (Y467) + PI3K p55 (Y199)
[HA721672] 20µl WB, IF-Cell H, M 84 kDa/55

kDa

PI 3 Kinase p85 alpha [ET1608-70] 20µl WB, IF-Cell , IF-T issue, IHC-
P, FC H, M, R 84 kDa

PI3 Kinase p110α [ET1606-36] 20µl WB, IF-Cell , IF-T issue, IP, IHC-P H, M 124 kDa
PI3 Kinase p110 beta [HA722474] 20µl WB, IHC-P, IF-T issue H, M, R 110 kDa
VPS34 [HA723229] 20µl WB H, M, R 102 kDa
PI 3-Kinase p110γ  [ER65965] 20µl WB, IHC, IF, ELISA H, M 120 kDa
HRP-Goat Anti-Rabbit  IgG (H+L) [HA1001] 100µl WB, ELISA, IHC-P Rab

Des cription: The PI3 Kinas e Sampler Kit  provides  an economical means  of s tudying PI3 kinas e
s ubunits  in cells . The kit  contains  enough primary and s econdary antibodies  to
perform two Wes tern blot  experiments  per primary antibody.

Storage Buffer: 1*TBS (pH7.4), 0.05% BSA, 40% Glycerol. Pres ervative: 0.05% Sodium Azide.

Storage Ins truction: Store at  +4℃ after thawing. Aliquot s tore at  -20℃. Avoid repeated freeze /  thaw
cycles .

Background Phos phoinos it ide 3-kinas e (PI3K) catalyzes  the production of
phos phatidylinos itol-3,4,5-triphos phate by phos phorylat ing phos phatidylinos itol
(PI), phos phatidylinos itol-4-phos phate (PIP), and phos phatidylinos itol-4,5-
bis phos phate (PIP2). Growth factors  and hormones  trigger this  phos phorylat ion
event, which in turn coordinates  cell growth, cell cycle entry, cell migrat ion, and
cell s urvival. PTEN revers es  this  proces s , and res earch s tudies  have s hown that
the PI3K s ignaling pathway is  cons titut ively act ivated in human cancers  that  have
los s  of function of PTEN . 
PI3Ks  are compos ed of a catalyt ic s ubunit  (p110) and a regulatory s ubunit .
Various  is oforms  of the catalyt ic s ubunit  (p110α, p110β, p110γ, and p110δ ) have
been is olated, and the regulatory s ubunits  that  as s ociate with p110α, p110β, and
p110δ  are p85α and p85β. In contras t , p110γ as s ociates  with a p101 regulatory
s ubunit  that  is  unrelated to p85. Furthermore, p110γ is  act ivated by βγ s ubunits  of
heterotrimeric G proteins .

Databas e l inks : UniProt  ID: P27986, P26450, P27986, P26450, Q63787, P42336, P42337, P42338,
Q3U4Q1, Q8BTI9, Q9Z1L0, Q8NEB9, Q6PF93, O88763, P48736, Q9JHG7

https://www.uniprot.org/uniprot/P27986
https://www.uniprot.org/uniprot/P26450
https://www.uniprot.org/uniprot/P27986
https://www.uniprot.org/uniprot/P26450
https://www.uniprot.org/uniprot/Q63787
https://www.uniprot.org/uniprot/P42336
https://www.uniprot.org/uniprot/P42337
https://www.uniprot.org/uniprot/P42338
https://www.uniprot.org/uniprot/Q3U4Q1
https://www.uniprot.org/uniprot/Q8BTI9
https://www.uniprot.org/uniprot/Q9Z1L0
https://www.uniprot.org/uniprot/Q8NEB9
https://www.uniprot.org/uniprot/Q6PF93
https://www.uniprot.org/uniprot/O88763
https://www.uniprot.org/uniprot/P48736
https://www.uniprot.org/uniprot/Q9JHG7
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Images

Fig1: Wes tern blot  analys is  of Phos pho-PI3K p85 (Y467) +
PI3K p55 (Y199) on different  lys ates  with Rabbit  anti-
Phos pho-PI3K p85 (Y467) + PI3K p55 (Y199) antibody
(HA721672) at  1/1,000 dilut ion.

Lane 1: NIH/3T3 cell lys ate
Lane 2: NIH/3T3 treated with 1mM s odium orthovanadate
for 30 minutes  cell lys ate

Lys ates /proteins  at  30 µg/Lane.
Predicted band s ize: 84 kDa
Obs erved band s ize: 55/85 kDa

Expos ure t ime: 3 minutes  10 s econds ;  ECL: K1801;
4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA721672) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  room temperature for 2 hours . Goat
Anti-Rabbit  IgG - HRP Secondary Antibody (HA1001) at
1/100,000 dilut ion was  us ed for 1 hour at  room temperature.

Fig2: Immunocytochemis try analys is  of NIH/3T3 cells
treated with or without 1mM Sodium orthovanadate for 30
minutes  labeling Phos pho-PI3K p85 (Y467) + PI3K p55
(Y199) with Rabbit  anti-Phos pho-PI3K p85 (Y467) + PI3K
p55 (Y199) antibody (HA721672) at  1/100 dilut ion.

Cells  were fixed in 4% paraformaldehyde for 20 minutes  at
room temperature, permeabilized with 0.1% Triton X-100 in
PBS for 5 minutes  at  room temperature, then blocked with
1% BSA in 10% negative goat  s erum for 1 hour at  room
temperature. Cells  were then incubated with Rabbit  anti-
Phos pho-PI3K p85 (Y467) + PI3K p55 (Y199) antibody
(HA721672) at  1/100 dilut ion in 1% BSA in PBST overnight
at  4 ℃. Goat Anti-Rabbit  IgG H&L (iFluor™ 488, HA1121)
was  us ed as  the s econdary antibody at  1/1,000 dilut ion.
PBS ins tead of the primary antibody was  us ed as  the
s econdary antibody only control. Nuclear DNA was
labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was  s tained at  1/100 dilut ion
overnight  at  +4℃. Goat Anti-Mous e IgG H&L (iFluor™ 594,
HA1126) was  us ed as  the s econdary antibody at  1/1,000
dilut ion.
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Fig3: Wes tern blot  analys is  of Phos pho-PI3K p85 (Y467) +
PI3K p55 (Y199) on different  lys ates  with Rabbit  anti-
Phos pho-PI3K p85 (Y467) + PI3K p55 (Y199) antibody
(HA721672) at  1/1,000 dilut ion.

Lane 1: 293T overexpres s  Src cell lys ate
Lane 2: 293T overexpres s  Src treated with 1mM s odium
orthovanadate for 30 minutes  cell lys ate
Lane 3: 293T overexpres s  Src cell lys ate, the membrane
treated with λpp for 1 hour
Lane 4: 293T overexpres s  Src treated with 1mM s odium
orthovanadate for 30 minutes  cell lys ate, then the
membrane treated with λpp for 1 hour

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 84 kDa
Obs erved band s ize: 55 kDa

Expos ure t ime: 28 s econds ;  ECL: K1801;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA721672) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  room temperature for 2 hours . Goat
Anti-Rabbit  IgG - HRP Secondary Antibody (HA1001) at
1/100,000 dilut ion was  us ed for 1 hour at  room temperature.

Fig4: Immunohis tochemical analys is  of paraffin-embedded
human brain t is s ue with Rabbit  anti-PI 3 Kinas e p85 alpha
antibody (ET1608-70) at  1/200 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1608-70) at  1/200 dilut ion for
1 hour at  room temperature. The detection was  performed
us ing an HRP conjugated compact  polymer s ys tem. DAB
was  us ed as  the chromogen. Tis s ues  were counters tained
with hematoxylin and mounted with DPX.
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Fig5: Immunohis tochemical analys is  of paraffin-embedded
human brain t is s ue with Rabbit  anti-PI3 Kinas e p110α
antibody (ET1606-36) at  1/50 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1606-36) at  1/50 dilut ion for 1
hour at  room temperature. The detection was  performed
us ing an HRP conjugated compact  polymer s ys tem. DAB
was  us ed as  the chromogen. Tis s ues  were counters tained
with hematoxylin and mounted with DPX.

Fig6: Immunohis tochemical analys is  of paraffin-embedded
human liver t is s ue with Rabbit  anti-PI3 Kinas e p110α
antibody (ET1606-36) at  1/50 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1606-36) at  1/50 dilut ion for 1
hour at  room temperature. The detection was  performed
us ing an HRP conjugated compact  polymer s ys tem. DAB
was  us ed as  the chromogen. Tis s ues  were counters tained
with hematoxylin and mounted with DPX.

Fig7: Immunofluores cence analys is  of paraffin-embedded
rat  colon t is s ue labeling PI3 Kinas e p110 beta with Rabbit
anti-PI3 Kinas e p110 beta antibody (HA722474) at  1/50
dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with s odium citrate buffer (pH 6.0) (high pres s ure)
for 2 minutes . The t is s ues  were blocked in 10% negative
goat  s erum for 1 hour at  room temperature, was hed with
PBS, and then probed with the primary antibody
(HA722474, green) at  1/50 dilut ion overnight  at  4 ℃,
was hed with PBS. Goat Anti-Rabbit  IgG H&L (iFluor™ 488,
HA1121) was  us ed as  the s econdary antibody at  1/1,000
dilut ion. Nuclei were counters tained with DAPI (blue).

2
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Fig8: Wes tern blot  analys is  of VPS34 on different  lys ates
with Rabbit  anti-VPS34 antibody (HA723229) at  1/5,000
dilut ion.

Lane 1: HeLa cell lys ate (20 µg/Lane)
Lane 2: PC-3 cell lys ate (20 µg/Lane)
Lane 3: C2C12 cell lys ate (20 µg/Lane)
Lane 4: C6 cell lys ate (20 µg/Lane)
Lane 5: Mous e heart  t is s ue lys ate (40 µg/Lane)
Lane 6: Mous e brain t is s ue lys ate (40 µg/Lane)
Lane 7: Rat  heart  t is s ue lys ate (40 µg/Lane)

Predicted band s ize: 102 kDa
Obs erved band s ize: 98 kDa

Expos ure t ime: 15 s econds ;  ECL: K1801;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA723229) at  1/5,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

Fig9: Wes tern blot  analys is  of PI 3 Kinas e p85 alpha on
different  lys ates  with Rabbit  anti-PI 3 Kinas e p85 alpha
antibody (ET1608-70) at  1/1,000 dilut ion.

Lane 1: Raji cell lys ate
Lane 2: NIH/3T3 cell lys ate
Lane 3: C6 cell lys ate
Lane 4: Mous e brain t is s ue lys ate

Lys ates /proteins  at  20(cell lys ate),40(t is s ue lys ate)
µg/Lane.

Predicted band s ize: 85 kDa
Obs erved band s ize: 85 kDa

Expos ure t ime: 2 minutes ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred 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 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.
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Fig10: Wes tern blot  analys is  of PI3 Kinas e p110α on
different  lys ates  with Rabbit  anti-PI3 Kinas e p110α
antibody (ET1606-36) at  1/1,000 dilut ion.

Lane 1: HepG2 cell lys ate
Lane 2: Hela cell lys ate
Lane 3: Jurkat  cell lys ate
Lane 4: NIH/3T3 cell lys ate
Lane 5: mous e brain t is s ue lys ate（20 µg/Lane）
Lane 6: mous e liver t is s ue lys ate（20 µg/Lane）

Lys ates /proteins  at  10 µg/Lane.

Predicted band s ize: 124 kDa
Obs erved band s ize: 110 kDa

Expos ure t ime: 3 minutes ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1606-36) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

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