Anti-Phosphothreonine Antibody [PSH14-34] - BSA and Azide fre*
HA751516

Product Type: Recombinant Rabbit monoclonal 1gG, primary antibodies

Species reactivity: Human, Mouse, Rat, Species independent

Applications: WB, IHC-P, IF-Cell, IP, ELISA

Clone number: PSH14-34

Description: Phosphorylation of threonine residues is associated with many growth factors and oncogene

protein kinases, and is important for cell signaling in activation, proliferation and
differentiation. Protein phosphorylation and dephosphorylation are basic mechanisms for the
modification of protein function in eukaryotic cells. Phosphorylation is a rare post-
translational event in normal tissue, however, the abundance of phosphorylated cellular
proteins increases several fold following various activation processes which are mediated
through phosphotyrosine, phosphoserine or phosphothreonine (p-tyr/p-ser/p-thr). Many
signal transduction pathways, such as the EGF, PDGF and insulin receptor systems, contain
tyr/ser/thr kinase which phosphorylate specific tyr/ser/thr residues upon binding of ligands
to their receptors. T cell antigen receptor complex or the receptors for some hemopoietic
growth factors may stimulate these phosphorylation associated kinases, and cells
transformed by viral oncogenes contain elevated levels of phosphorylated tyr/ser/thr. An
understanding of transformation by oncogenes and mitogenic processes of growth factors
depends on the identification of their substrate and a subsequent determination of how
phosphorylation affects their properties. Studies on the role of phosphorylated proteins have
been hampered by their low abundance and the problem of distinguishing the various types
of phosphorylated proteins. The most common procedure is to label intact cells or small
tissue fragments with 32P and subsequently to isolate 32P labeled proteins by conventional
biochemical methods. In order to identify the specific amino acids that undergo
phosphorylation, additional long and tedious procedures for phosphoamino acid analysis are
required. Immunoblotting of cellular proteins with antibodies directed against phosphoamino
acids is advantageous as it does not involve 32P labeling, and can therefore be employed to
monitor alterations in phosphorylation of specific proteins as they occur in intact organs or
the whole animal.

Positive control: Hela treated with 100nM Calyculin A for 30 minutes cell lysate, NIH/3T3 starved for 24
hours then treated with 100nM Calyculin A for 30 minutes cell lysate, PC-12 starved for 24
hours then treated with 100nM Calyculin A for 30 minutes cell lysate, human gastric cancer
tissue, human prostate tissue, human colon tissue, human liver tissue, human testis tissue,
mouse prostate tissue, mouse colon tissue, mouse liver tissue, mouse testis tissue, rat colon
tissue, rat liver tissue, rat testis tissue, HelLa, NIH/3T3, PC-12.

Recommended Dilutions:

WB 1:5,000

IHC-P 1:1,000-1:8,000

IF-Cell 1:50,000

IP 1-2pg/sample
Storage Buffer: 1*PBS (pH7.4).
Storage Instruction: Store at +4°C after thawing. Aliquot store at -20°C. Avoid repeated freeze / thaw cycles.
Purity: Protein A affinity purified.
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Fig1: Western blot analysis of Phosphothreonine on different
lysates with Rabbit anti-Phosphothreonine antibody (HA751516)
at 1/5,000 dilution.

Lane 1: Hela cell lysate (20 ug/Lane)
Lane 2: Hela treated with 100nM Calyculin A for 30 minutes cell
lysate (20 ug/Lane)

Observed band size: Mutiple kDa
Exposure time: 59 seconds; ECL: K1801;
4-20% SDS-PAGE gel.

Proteins were transferred to a PYDF membrane and blocked with
5% NFDM/TBST for 1 hour at room temperature. The primary
antibody (HA751516) at 1/5,000 dilution was used in primary
antibody dilution (K1803) 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: Western blot analysis of Phosphothreonine on different
lysates with Rabbit anti-Phosphothreonine antibody (HA751516)
at 1/5,000 dilution.

Lane 1: NIH/3T3 cell lysate

Lane 2: NIH/3T3 starved for 24 hours then treated with 100nM
Calyculin A for 30 minutes cell lysate

Lane 3: NIH/3T3 starved for 24 hours then treated with 100nM
Calyculin A for 30 minutes cell lysate, then the membrane treated
with App for 1 hour

Lane 4: NIH/3T3 cell lysate

Lane 5: NIH/3T3 treated with 1mM Sodium orthovanadate for 30
minutes cell lysate

Lysates/proteins at 20 ug/Lane.
Observed band size: Mutiple kDa

Exposure time: 20 seconds; ECL: K1801;
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 (HA751516) at 1/5,000 dilution was used in primary
antibody dilution (K1803) 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.
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Fig3: Western blot analysis of Phosphothreonine on different
lysates with Rabbit anti-Phosphothreonine antibody (HA751516)
at 1/5,000 dilution.

Lane 1: PC-12 cell lysate
Lane 2: PC-12 starved for 24 hours then treated with 100nM
Calyculin A for 30 minutes cell lysate

Lysates/proteins at 20 pg/Lane.
Observed band size: Mutiple kDa

Exposure time: 6 seconds; ECL: K1801;
4-20% SDS-PAGE gel.

Proteins were transferred to a PVYDF membrane and blocked with
5% NFDM/TBST for 1 hour at room temperature. The primary
antibody (HA751516) at 1/5,000 dilution was used in primary
antibody dilution (K1803) 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.

Fig4: Immunohistochemical analysis of paraffin-embedded human
gastric cancer tissue untreated / treated with App with Rabbit anti-
Phosphothreonine antibody (HA751516) 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
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/1,000 dilution for 1 hour at room temperature.
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.

Fig5: Immunohistochemical analysis of paraffin-embedded human
prostate tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) 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
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/1,000 dilution for 1 hour at room temperature.
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.
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Fig6: Immunohistochemical analysis of paraffin-embedded human
colon tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/3,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/3,000 dilution for 1 hour at room temperature.
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.

Fig7: Immunohistochemical analysis of paraffin-embedded human
liver tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.

Fig8: Immunohistochemical analysis of paraffin-embedded human
testis tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.
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Fig9: Immunohistochemical analysis of paraffin-embedded mouse
prostate tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) 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
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/1,000 dilution for 1 hour at room temperature.
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.

Fig10: Immunohistochemical analysis of paraffin-embedded mouse
colon tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.

Fig11: Immunohistochemical analysis of paraffin-embedded mouse
liver tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/3,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/3,000 dilution for 1 hour at room temperature.
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.
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Fig12: Immunohistochemical analysis of paraffin-embedded mouse
testis tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/3,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/3,000 dilution for 1 hour at room temperature.
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.

Fig13: Immunohistochemical analysis of paraffin-embedded rat
colon tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.

Fig14: Immunohistochemical analysis of paraffin-embedded rat
liver tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.
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Fig15: Immunohistochemical analysis of paraffin-embedded rat
testis tissue with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/8,000 dilution.

The section was pre-treated using heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0) for 20 minutes. The tissues were
blocked in 1% BSA for 20 minutes at room temperature, washed
with ddH20 and PBS, and then probed with the primary antibody
(HA751516) at 1/5,000 dilution for 1 hour at room temperature.
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.

HA723628
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Fig16: Indirect ELISA analysis of Phosphothreonine.

Fig17: Immunocytochemistry analysis of HelLa cells untreated /
treated with 100nM Calyculin A for 30 minutes labeling
Phosphothreonine with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/50,000 dilution.

7 Cells were fixed in 4% paraformaldehyde for 15 minutes at room

temperature, permeabilized with 0.1% Triton X-100 in PBS for 15

minutes at room temperature, then blocked with 1% BSA in 10%

negative goat serum for 1 hour at room temperature. Cells were

MERG<ED then incubated with Rabbit anti-Phosphothreonine antibody

: (HA751516) at 1/50,000 dilution in 1% BSA in PBST overnight at
o 4 °C. Goat Anti-Rabbit IgG H&L (iFluor™ 488, HA1121) was used

as the secondary antibody at 1/1,000 dilution. PBS instead of the

primary antibody was used as the secondary antibody only
control. Nuclear DNA was labelled in blue with DAPI.

Untreated

Beta tubulin (HA601187, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse 1gG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.
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Fig18: Immunocytochemistry analysis of NIH/3T3 cells untreated /
starved for 24 hours then treated with 100nM Calyculin A for 30
minutes  labeling  Phosphothreonine  with  Rabbit  anti-
Phosphothreonine antibody (HA751516) at 1/50,000 dilution.

Cells were fixed in 4% paraformaldehyde for 15 minutes at room
temperature, permeabilized with 0.1% Triton X-100 in PBS for 15
minutes at room temperature, then blocked with 1% BSA in 10%
negative goat serum for 1 hour at room temperature. Cells were
then incubated with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/50,000 dilution in 1% BSA in PBST overnight at
4 °C. Goat Anti-Rabbit IgG H&L (iFluor™ 488, HA1121) was used
as the secondary antibody at 1/1,000 dilution. PBS instead of the
primary antibody was used as the secondary antibody only
control. Nuclear DNA was labelled in blue with DAPI.

Beta tubulin (HA601187, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse 1gG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.

Fig19: Immunocytochemistry analysis of PC-12 cells untreated /
starved for 24 hours then treated with 100nM Calyculin A for 30
minutes  labeling  Phosphothreonine  with  Rabbit  anti-
Phosphothreonine antibody (HA751516) at 1/50,000 dilution.

Cells were fixed in 4% paraformaldehyde for 15 minutes at room
temperature, permeabilized with 0.1% Triton X-100 in PBS for 15
minutes at room temperature, then blocked with 1% BSA in 10%
negative goat serum for 1 hour at room temperature. Cells were
then incubated with Rabbit anti-Phosphothreonine antibody
(HA751516) at 1/50,000 dilution in 1% BSA in PBST overnight at
4 °C. Goat Anti-Rabbit IgG H&L (iFluor™ 488, HA1121) was used
as the secondary antibody at 1/1,000 dilution. PBS instead of the
primary antibody was used as the secondary antibody only
control. Nuclear DNA was labelled in blue with DAPI.

Beta tubulin (HA601187, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse 1gG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.

Hangzhou Huaan Biotechnology Co., Ltd.

Orders:0086-571-88062880

Technical:0086-571-89986345 Service mail:support@huabio.cn www. huabiogn

Applications:WB=Weslern blot IHC-P=Immunohistochemistry (paraffin) IF-Cell=lmmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipitation



HA751516 - Page 9

|

|

phosphothreonine

~multiple bands

phosphothreonine

~multiple bands

Fig20: Phosphothreonine was immunoprecipitated from 0.2 mg
NIH/3T3 starved for 24 hours then treated with 100nM Calyculin A
for 30 minutes cell lysate with HA751516 at 2 pg/10 ul beads.
Western blot was performed from the immunoprecipitate using
HA751516 at 1/5,000 dilution. HRP Conjugated Anti-Rabbit 1gG for
IP Nano-secondary antibody at 1/5,000 dilution was used for 1
hour at room temperature.

Lane 1: NIH/3T3 starved for 24 hours then treated with 100nM
Calyculin A for 30 minutes cell lysate (input)

Lane 2: HA751516 IP in NIH/3T3 starved for 24 hours then
treated with 100nM Calyculin A for 30 minutes cell lysate

Lane 3: Rabbit 1gG instead of HA751516 in NIH/3T3 starved for
24 hours then treated with 100nM Calyculin A for 30 minutes cell
lysate

Blocking/Dilution buffer: 5% NFDM/TBST
Exposure time: 20 seconds; ECL: K1801

Fig21: Phosphothreonine was immunoprecipitated from 0.2 mg
PC-12 starved for 24 hours then treated with 100nM Calyculin A
for 30 minutes cell lysate with HA751516 at 2 pg/10 pl beads.
Western blot was performed from the immunoprecipitate using
HA751516 at 1/5,000 dilution. HRP Conjugated Anti-Rabbit IgG for
IP Nano-secondary antibody at 1/5,000 dilution was used for 1
hour at room temperature.

Lane 1: PC-12 starved for 24 hours then treated with 100nM
Calyculin A for 30 minutes cell lysate (input)

Lane 2: HA751516 IP in PC-12 starved for 24 hours then treated
with 100nM Calyculin A for 30 minutes cell lysate

Lane 3: Rabbit IgG instead of HA751516 in PC-12 starved for 24
hours then treated with 100nM Calyculin A for 30 minutes cell
lysate

Blocking/Dilution buffer: 5% NFDM/TBST
Exposure time: 25 seconds; ECL: K1801
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