Anti-ENO1/ENO2 Antibody [PSH26-92] ¢

HA724657

Product Type:
Species reactivity:
Applications:
Molecular Wt:

Clone number:

Recombinant Rabbit monoclonal IgG, primary antibodies
Human, Mouse, Rat, Green monkey, Pig

WB, IF-Cell, IHC-P, FC(Intra)

Predicted band size: 47 kDa

PSH26-92

Description:

Immunogen:

Positive control:

Subcellular location:

Database links:

Recommended Dilutions:
WB
IF-Cell
IHC-P
FC(Intra)

Storage Buffer:

~
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Enolase 1,(ENO‘I{_, more commonly known as alpha-enolase, is a glycolytic enzyme
expressed in most tissues, one of the isozymes of enolase. Each isoenzyme is @ homodimer
composed of 2 alpha, 2 gamma, or 2 beta subunits, and functions as a glycolytic enzyme.
Alpha-enolase, in addition, functions as a structural lens protein (tau-crystallin) in the
monomeric form. Alternative splicing of this gene results in a shorter Isoform that has been
shown to bind to the c-myc promoter and function as a tumor suppressor. Several
pseudogenes have been identified, including one on the long arm of chromosome 1. Alpha-
enolase has also been identified as an autdantigen in Hashimoto encephalopathy. Gamma-
enolase, also known as enolase 2 (ENO2) or neuron specific enolase (NSE), is an enzyme
that in humans is encoded by the ENO2 gene. Gamma-enolase is a phosphopyruyate
hydratase. Gamma-enolase is one of the three enolase isoenzymes found in mammals. This
isoenzyme, a homodimer, is found in mature neurons and cells of neuronal origin. A switch
frocrjn a,ph? enolase to gamma enolase occurs in neural tissue during development in rats
and primates.

Synthetic peptide within human ENO1 aa 51-100 and human ENO2 aa 51-100.

HelLa (Human cervical adenocarcinoma cell) cell lysate, HEK-293 (Human embryonic kidney
cell) cell lysate, SH-SY5Y (Human neuroblastoma cell) cell lysate, Hep G2 (Human liver
cancer cell) cell lysate, MCF7 (Human breast cancer cell) cell lysate, RD (Human malignant
embryonal rhabdomyosarcoma cell) cell lysate, Jurkat (Human T-lymphoblastic cells) cell
lysate, COS-1 (African green monkey kidney fibroblast) cell lysate, NIH/3T3 (Mouse
fibroblast) cell lysate, C2C12 (Mouse myoblast) cell lysate, RAW264.7 (Mouse monocytic
macrophage leukemia cell) cell lysate, C6 (Rat glioma cell) cell lysate, PC-12 (Rat
pheochromocytoma cell (undifferentiated)) cell lysate, Mouse brain tissue lysate, Mouse
kidney tissue lysate, Mouse heart tissue lysate, Mouse liver tissue lysate, Mouse pancreas
tissue lysate, Rat brain tissue lysate, Rat kidney tissue lysate, Rat heart tissue lysate, Rat
liver tissue lysate, Rat pancreas tissue lysate, Pig brain tissue lysate, Pig cerebellum tissue
lysate, Pig spleen tissue lysate.

Cytoplasm, Cell membrane, myofibril, sarcomere, M line.

SwissProt; P06733 Human | P09104 Human | P17182 Mouse | P17183 Mouse | P04764
Rat| P07323 Rat

1:5,000
1:100
1:200-1:1,000
1:1,000

1*PBS (pH7.4), 0.1% BSA, 40% Glycerol, 0.2% Proclean 950.

Biotechnology Co.,Ltd.

/1
A rats

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

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/P06733
https://www.uniprot.org/uniprot/P09104
https://www.uniprot.org/uniprot/P17182
https://www.uniprot.org/uniprot/P17183
https://www.uniprot.org/uniprot/P04764
https://www.uniprot.org/uniprot/P07323
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Fig1: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1: HelLa (Human cervical adenocarcinoma cell) cell lysate
Lane 2: HEK-293 (Human embryonic kidney cell) cell lysate

Lane 3: SH-SY5Y (Human neuroblastoma cell) cell lysate

Lane 4: Hep G2 (Human liver cancer cell) cell lysate

Lane 5: MCF7 (Human breast cancer cell) cell lysate

Lane 6: RD (Human malignant embryonal rhabdomyosarcoma
cell) cell lysate

Lane 7: Jurkat (Human T-lymphoblastic cells) cell lysate

Lysates/proteins at 15 pg/Lane.
Exposure time: 4 seconds; ECL: K1801

Blocking: 5% NFDM/TBST, 1 hour at room temperature

Primary antibody: HA724657, 1/5,000 in primary antibody dilution
buffer (K1803), overnight at4 °C

Secondary antibody: Goat anti-Rabbit 1gG-HRP (HA1001),
1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

Predicted band size: 47 kDa
Observed band size: 47 kDa

Fig2: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1. COS-1 (African green monkey kidney fibroblast) cell
lysate

Lane 2: NIH/3T3 (Mouse fibroblast) cell lysate

Lane 3: C2C12 (Mouse myoblast) cell lysate

Lane 4: RAW264.7 (Mouse monocytic macrophage leukemia cell)
cell lysate

Lane 5: C6 (Rat glioma cell) cell lysate

Lane 6: PC-12 (Rat pheochromocytoma cell (undifferentiated)) cell
lysate

Lysates/proteins at 15 pg/Lane.
Exposure time: 4 seconds; ECL: K1801

Blocking: 5% NFDM/TBST, 1 hour at room temperature

Primary antibody: HA724657, 1/5,000 in primary antibody dilution
buffer (K1803), overnight at4 °C

Secondary antibody: Goat anti-Rabbit 1gG-HRP (HA1001),
1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

irtad hand ciza: A7 kNa
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Applications:WB=Westernblot IHC-P=Immunchistochemistry (paraffin}) IF-Cell=lImmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipilation
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Fig3: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1: Mouse brain tissue lysate
Lane 2: Mouse kidney tissue lysate
oymdi;‘\j‘fgz::\\:dqavo‘°‘° Lane 3: Mouse heart tissue lysate
o Lane 4: Mouse liver tissue lysate
Lane 5: Mouse pancreas tissue lysate
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oo —— | enotiENG2 Lysates/proteins at 20 pg/Lane.
* Exposure time: 4 seconds; ECL: K1801
"' e Blocking: 5% NFDM/TBST, 1 hour at room temperature

Primary antibody: HA724657, 1/5,000 in primary antibody dilution
buffer (K1803), overnight at4 °C

Secondary antibody: Goat anti-Rabbit 1gG-HRP (HA1001),
1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

Copyrght © HUABIO Limited

Predicted band size: 47 kDa
Observed band size: 47 kDa

Figd: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1: Rat brain tissue lysate
Lane 2: Rat kidney tissue lysate
et Lane 3: Rat heart tissue lysate
on LS Lane 4: Rat liver tissue lysate
Lane 5: Rat pancreas tissue lysate
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100 -|
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i [ —— Lysates/proteins at 20 pg/Lane.
. Exposure time: 4 seconds; ECL: K1801

25 -|

—_ Blocking: 5% NFDM/TBST, 1 hour at room temperature
- Primary antibody: HA724657, 1/5,000 in primary antibody dilution
buffer (K1803), overnightat4 °C
Secondary antibody: Goat anti-Rabbit 1gG-HRP (HA1001),

1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

Copyright © HUABIO Limited

Predicted band size: 47 kDa
Observed band size: 47 kDa
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Applications:WB=Westernblot IHC-P=Immunchistochemistry (paraffin}) IF-Cell=lImmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipilation
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Fig5: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1: Pig brain tissue lysate
v.,; Lane 2: Pig cerebellum tissue lysate
oS Lane 3: Pig spleen tissue lysate

250 -|
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100 -|

Lysates/proteins at 20 pg/Lane.

] PSSR pr— Exposure time: 4 seconds; ECL: K1801

25 -|

Blocking: 5% NFDM/TBST, 1 hour at room temperature
= Primary antibody: HA724657, 1/5,000 in primary antibody dilution
buffer (K1803), overnight at 4 °C
Secondary antibody: Goat anti-Rabbit IgG-HRP (HA1001),
1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

Predicted band size: 47 kDa
Observed band size: 47 kDa

Fig6: Western blot analysis of ENO1/ENO2 on different lysates
with Rabbit anti-ENO1/ENO2 antibody (HA724657) at 1/5,000
dilution.

Lane 1: His-tagged Human ENO1 recombinant protein

Bk Lane 2: His-tagged Human ENO2 recombinant protein
:o’“_a Lane 3: His-tagged Human ENO3 recombinant protein
S| eoneno: Lysates/proteins at 20 ng/Lane.
3- Exposure time: 3 minutes; ECL: K1801
1- Blocking: 5% NFDM/TBST, 1 hour at room temperature
ox is Tag Primary antibody: HA724657, 1/5,000 in primary antibody dilution
: :: (HAT722798)

buffer (K1803), overnightat4 C
Secondary antibody: Goat anti-Rabbit IgG-HRP (HA1001),
1/50,000 in 5% NFDM/TBST, 1 hour at room temperature

‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘‘

Predicted band size: 47 kDa
Observed band size: 47 kDa
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Applications:WB=Western blot IHC-P=Immunchistochemistry (paraffin} IF-Cell=Immunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytomelry IP=Immunoprecipilation
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Fig7: Application: Immunocytochemistry (IF-cell)

Species: Human
Sample: HeLa (Human cervix adenocarcinoma epithelial cell)

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
Permeabilization: 0.1% Triton X-100, 15 minutes at room

temperature.
Blocking: 1% BSA + 10% normal goat serum, 1 hour at room
temperature.

Secondary anibocy o gontol Mt o Antibody dilution buffer: 1% BSA in PBST.

Primary antibody: HA724657, 1/100, overnight at 4°C.

Secondary antibody: Goat Anti-Rabbit IgG (iFluor™ 488,
HA1121), 45 minutes at room temperature.

Counterstain: Beta tubulin (HA601187, Red), 1/100, overnight at
4°C. The nuclear counterstain was DAPI (Blue).

Subcellular localization consistent with literature. (PMID:
28525970)

Fig8: Application: Immunocytochemistry (IF-cell)

Species: Mouse
Sample: NIH/3T3 (Mouse fibroblast)

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
Permeabilization: 0.1% Triton X-100, 15 minutes at room

temperature.
Blocking: 1% BSA + 10% normal goat serum, 1 hour at room
temperature.

Secandary antizody only o £ Antibody dilution buffer: 1% BSA in PBST.

Primary antibody: HA724657, 1/100, overnight at 4°C.

Secondary antibody: Goat Anti-Rabbit IgG (iFluor™ 488,
HA1121), 45 minutes at room temperature.

Counterstain: Beta tubulin (HA601187, Red), 1/100, overnight at
4°C. The nuclear counterstain was DAPI (Blue).

Subcellular localization consistent with literature. (PMID:
28525970)

Hangzhou Huaan Biotechnology Co., Ltd.
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Applications:wB=Weslern blol IHC-P=Immunchistochemistry (paraffin} IF-Cell=Immunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytomelry IP=Immunoprecipilation
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Fig9: Application;: Immunocytochemistry (IF-cell)

Species: Rat
Sample: C6 (Rat glioma cell)

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
Permeabilization: 0.1% Triton X-100, 15 minutes at room

temperature.
Blocking: 1% BSA + 10% normal goat serum, 1 hour at room
temperature.

g &t Antibody dilution buffer: 1% BSA in PBST.

Primary antibody: HA724657, 1/100, overnight at 4°C.

Secondary antibody: Goat Anti-Rabbit IgG (iFluor™ 488,
HA1121), 45 minutes at room temperature.

Counterstain: Beta tubulin (HA601187, Red), 1/100, overnight at
4°C. The nuclear counterstain was DAPI (Blue).

Subcellular localization  consistent with literature. (PMID:
28525970)

Fig10: Application: Immunohistochemistry (IHC-P)

Species: Human
o e e ) Tissue: Brain
: Sample: Paraffin-embedded section

S i e R Antigen retrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
sl e b i minutes at 95°C.
SRl ey e S L
g Wash buffer: 1x TBST
S o ‘_‘g"* s Endogenous peroxidase blocking: 3% H O, 10 minutes at room
Yo temperature.
Gae e el Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room

temperature.
Primary antibody: HA724657, 1/200, 1 hour at room temperature.
Secondary antibody: HA1119, 20 minutes at room temperature.

Hangzhou Huaan Biotechnology Co., Ltd.
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Applications:wB=Weslern blol IHC-P=Immunchistochemistry (paraffin} IF-Cell=Immunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytomelry IP=Immunoprecipilation
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Fig11: Application: Immunohistochemistry (IHC-P)

Species: Human
Tissue: Pancreas
Sample: Paraffin-embedded section

Antigen refrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
minutes at 95°C.

Wash buffer: 1x TBST

Endogenous peroxidase blocking: 3% H O, 10 minutes at room
temperature.

Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room
temperature.

Primary antibody: HA724657, 1/1,000, 1 hour at room
temperature.

Secondary antibody: HA1119, 20 minutes at room temperature.

Fig12: Application: Immunohistochemistry (IHC-P)

Species: Mouse
Tissue: Brain
Sample: Paraffin-embedded section

Antigen refrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
minutes at 95°C.

Wash buffer: 1x TBST

Endogenous peroxidase blocking: 3% H O, 10 minutes at room
temperature.

Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room
temperature.

Primary antibody: HA724657, 1/1,000, 1 hour at room
temperature.

Secondary antibody: HA1119, 20 minutes at room temperature.

Hangzhou Huaan Biotechnology Co., Ltd.
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Applications:WB=Western blot IHC-P=Immunchistochemistry (paraffin} IF-Cell=Immunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipitation
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Fig13: Application: Immunohistochemistry (IHC-P)

Species: Mouse
Tissue: Pancreas
Sample: Paraffin-embedded section

Antigen refrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
minutes at 95°C.

Wash buffer: 1x TBST
Endogenous peroxidase blocking: 3% H O, 10 minutes at room

temperature.
Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room
temperature.
Primary antibody: HA724657, 1/1,000, 1 hour at room
temperature.

Secondary antibody: HA1119, 20 minutes at room temperature.

Fig14: Application: Immunohistochemistry (IHC-P)

Species: Rat
Tissue: Brain
Sample: Paraffin-embedded section

Antigen refrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
minutes at 95°C.

Wash buffer: 1x TBST

Endogenous peroxidase blocking: 3% H O, 10 minutes at room
temperature.

Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room
temperature.

Primary antibody: HA724657, 1/200, 1 hour at room temperature.
Secondary antibody: HA1119, 20 minutes at room temperature.

Hangzhou Huaan Biotechnology Co.,Ltd.
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Applications:wB=Western blot IHC-P=Immunohistochemistry (paraffin} IF-Cell=Immunofluorescence (Cell) IF-Tissue=lmmunofluorescence (Tissue) FC=Flow cylomelry IP=lmmunoprecipitation
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Fig15: Application: Immunohistochemistry (IHC-P)

Species: Rat
Tissue: Pancreas
Sample: Paraffin-embedded section

Antigen refrieval: Heat-mediated, Tris-EDTA buffer (pH 9.0), 20
minutes at 95°C.

Wash buffer: 1x TBST
Endogenous peroxidase blocking: 3% H O, 10 minutes at room
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e % a “.‘ﬁ‘;%\(.fa‘ r Blocking: 1% BSA + 10% normal goat serum, 10 minutes at room
temperature.
Primary antibody: HA724657, 1/1,000, 1 hour at room
temperature.

Secondary antibody: HA1119, 20 minutes at room temperature.

Fig16: Application: Flow Cytometry (Intra)

Species: Human
Sample: HeLa (Human cervix adenocarcinoma epithelial cell)

o
o
3

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
ﬂ Permeabilization: 0.1% Tween-20, 15 minutes at room
temperature.
Blocking: 1% BSA + 10% normal goat serum, 15 minutes at room
temperature.

j‘/kk Antibody dilution buffer: 1x PBS.
JIN Primary antibody: HA724657 (1/1,000, Red) compared with

102 108 104 105 108 107

ENOUENOZFLOMASE  cormomoeis Rabbit 1gG Isotype Control (HA722127, Green), 15 minutes at
room temperature.
Secondary antibody: Goat Anti-Rabbit 1gG (iFluor™ 488,
HA1121), 15 minutes at room temperature.

60 80

Count (%)

40

20

0
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Applications:WB=Western blot IHC-P=Immunohistochemistry (paraffin} IF-Cell=lImmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipitation
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Fig17: Application: Flow Cytometry (Intra)

Species: Mouse
Sample: NIH/3T3 (Mouse fibroblasts)

100 110

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
Permeabilization: 0.1% Tween-20, 15 minutes at room
temperature.

Blocking: 1% BSA + 10% normal goat serum, 15 minutes at room
temperature.

Antibody dilution buffer: 1x PBS.

Count (%)
60 80

40

20

0

e e e Primary antibody: HA724657 (1/1,000, Red) compared with
ENOUENOZFILOT 488 i Rabbit IgG Isotype Control (HA722127, Green), 15 minutes at
room temperature.
Secondary antibody: Goat Anti-Rabbit IgG (iFluor™ 488,
HA1121), 15 minutes at room temperature.

Fig18: Application: Flow Cytometry (Intra)

Species: Rat
Sample: C6 (Rat glioma cells)

100 110

Fixation: 4% Paraformaldehyde, 15 minutes at room temperature.
Permeabilization: 0.1% Tween-20, 15 minutes at room
temperature.

Blocking: 1% BSA + 10% normal goat serum, 15 minutes at room
temperature.

Antibody dilution buffer: 1x PBS.

Count (%)
40 60 80

20

0

) Primary antibody: HA724657 (1/1,000, Red) compared with
i — Rabbit 1gG Isotype Control (HA722127, Green), 15 minutes at
room temperature.
Secondary antibody: Goat Anti-Rabbit 1gG (iFluor™ 488,
HA1121), 15 minutes at room temperature.

ELISA Binding Assay of
HA724657 Antibody to different peptides

4
-o- ENO1 peptide

-& ENO2 peptide
-+ ENO3 peptide

Fig19: Application: Enzyme-Linked Immunosorbent Assay (ELISA)

©
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HA724657 can recognize both ENO1 and ENO2 peptides, but not
ENO3 peptide.

T T T ol J
100 101 102 103 104
Antibody Conc. ng/ml (HA724657)
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Applications:WB=Westernblot IHC-P=Immunchistochemistry (paraffin}) IF-Cell=lImmunofluorescence (Cell) IF-Tissue=Immunofluorescence (Tissue) FC=Flow cytometry IP=Immunoprecipilation
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Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR THERAPEUTIC USE".
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