
HA722267

Anti-KDM2B Antibody [PSH05-38]

Product Type: Recombinant Rabbit monoclonal IgG, pr imary antibodies

Species reactivity: Human, Mouse, Rat

Applicat ions: WB, IF-Cell, IHC-P, FC, IF-Tissue, IP, ChIP

Molecular Wt: Predicted band size: 150 kDa

Clone number: PSH05-38

Descript ion: This gene encodes a member of the F-box protein family  which is character ized by an
approx imately  40 amino acid motif, the F-box. The F-box proteins constitute one of the four
subunits of ubiquitin protein ligase complex called SCFs (SKP1-cullin-F-box), which function
in phosphory lation-dependent ubiquitination. The F-box proteins are div ided into 3 classes:
Fbws containing WD-40 domains, Fbls containing leucine-r ich repeats, and Fbxs containing
either different protein-protein interaction modules or  no recognizable motifs. The protein
encoded by this gene belongs to the Fbls class. Multiple alternatively  spliced transcr ipt
var iants have been found for  this gene, but the full- length nature of some var iants has not
been determined. As part of the ncPRC1.1 complex, KDM2B was found to be rapidly  and
transiently  recruited to sites of DNA damage in a PARP1- and TIMELESS-dependent manner
to promote mono-ubiquity lation of histone H2A on K119 with concomitant local decrease of
H2A levels and an increase of H2A.Z. These events promote transcr iptional repression at
DNA lesions, double strand break signaling, and homologous recombination repair. The
activ ity  of the ncPRC1.1 complex at DNA lesions was necessary for  the proper recruitment
of the two canonical PRC1 complexes (cPRC1.2 and cPRC1.4), defined by their  PCGF
subunits, MEL18 and BMI1 respectively. Therefore, recruitment of the ncPRC1.1 complex
represents an ear ly  and cr itical regulatory  step in homologous recombination repair.

I mmunogen: Recombinant protein within mouse KDM2B aa 681-920 / 1,309.
Posit ive control: HeLa cell lysate, HepG2 cell lysate, 293T cell lysate, NIH/3T3 cell lysate, C2C12 cell lysate,

PC-12 cell lysate, C6 cell lysate, human brain tissue lysate, mouse brain tissue lysate,
mouse colon tissue lysate, rat brain tissue lysate, HeLa, NIH/3T3, human brain tissue,
human colon tissue, mouse brain tissue, mouse skin tissue, rat brain tissue.

Subcellular location: Nucleus, nucleolus, Chromosome.
Database links: SwissProt: Q8NHM5 Human | Q6P1G2 Mouse

Entrez Gene: 304495 Rat
Recommended Dilut ions: 
  WB
  I F-Cell
  I HC-P
  FC
  I F-Tissue
  I P
  ChI P

1:2,000
1:2,000
1:200-1:1,000
1:1,000
1:50-1:200
1-2μg/sample
Use 5 μg for  25 μg of chromatin.

Storage Buffer: PBS (pH7.4), 0.1%  BSA, 40%  Glycerol. Preservative: 0.05%  Sodium Azide.
Storage I nstruction: Shipped at 4℃ . Store at +4℃  short term (1-2 weeks). It is recommended to aliquot into

single-use upon delivery. Store at -20℃  long term.
Purity: Protein A affinity  pur ified.

https://www.uniprot.org/uniprot/Q8NHM5
https://www.uniprot.org/uniprot/Q6P1G2
https://www.ncbi.nlm.nih.gov/gene?cmd=Retrieve&dopt=Graphics&list_uids=304495
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I mages

Fig1:  Western blot analysis of KDM2B on different lysates with
Rabbit anti-KDM2B antibody (HA722267) at 1/2,000 dilution.

Lane 1: HeLa cell lysate (20 µg/Lane)
Lane 2: HepG2 cell lysate (20 µg/Lane)
Lane 3: 293T cell lysate (20 µg/Lane)
Lane 4: NIH/3T3 cell lysate (20 µg/Lane)
Lane 5: C2C12 cell lysate (20 µg/Lane)
Lane 6: PC-12 cell lysate (20 µg/Lane)
Lane 7: C6 cell lysate (20 µg/Lane)
Lane 8: Human brain tissue lysate (40 µg/Lane)
Lane 9: Mouse brain tissue lysate (40 µg/Lane)
Lane 10: Mouse colon tissue lysate (40 µg/Lane)
Lane 11: Rat brain tissue lysate (40 µg/Lane)

Predicted band size: 150 kDa
Observed band size: 150 kDa

Exposure time: 25 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 pr imary
antibody (HA722267) at 1/2,000 dilution was used in 5%
NFDM/TBST at 4℃  overnight. Goat Anti-Rabbit IgG -  HRP
Secondary Antibody (HA1001) at 1/50,000 dilution was used for  1
hour at room temperature.

Fig2:  Immunocytochemistry  analysis of HeLa cells labeling
KDM2B with Rabbit anti-KDM2B antibody (HA722267) at 1/2,000
dilution.

Cells were fixed in 4%  paraformaldehyde for  20 minutes at room
temperature, permeabilized with 0.1%  Tr iton X-100 in PBS for  5
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-KDM2B antibody (HA722267) at
1/2,000 dilution in 1%  BSA in PBST overnight at 4 ℃ . Goat Anti-
Rabbit IgG H&L ( iFluor™ 488, HA1121) was used as the
secondary antibody at 1/1,000 dilution. PBS instead of the pr imary
antibody was used as the secondary antibody only  control.
Nuclear DNA was labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4℃ . Goat Anti-Mouse IgG H&L ( iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.
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Fig3:  Immunocytochemistry  analysis of NIH/3T3 cells labeling
KDM2B with Rabbit anti-KDM2B antibody (HA722267) at 1/2,000
dilution.

Cells were fixed in 4%  paraformaldehyde for  20 minutes at room
temperature, permeabilized with 0.1%  Tr iton X-100 in PBS for  5
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-KDM2B antibody (HA722267) at
1/2,000 dilution in 1%  BSA in PBST overnight at 4 ℃ . Goat Anti-
Rabbit IgG H&L ( iFluor™ 488, HA1121) was used as the
secondary antibody at 1/1,000 dilution. PBS instead of the pr imary
antibody was used as the secondary antibody only  control.
Nuclear DNA was labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4℃ . Goat Anti-Mouse IgG H&L ( iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.

Fig4:  Immunohistochemical analysis of paraffin-embedded human
brain tissue with Rabbit anti-KDM2B antibody (HA722267) at
1/200 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  (high pressure) for  2 minutes.
The tissues were blocked in 1%  BSA for  20 minutes at room
temperature, washed with ddH O and PBS, and then probed with
the pr imary antibody (HA722267) at 1/200 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 hematoxy lin and
mounted with DPX.

Fig5:  Immunohistochemical analysis of paraffin-embedded human
colon tissue with Rabbit anti-KDM2B antibody (HA722267) at
1/200 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  (high pressure) for  2 minutes.
The tissues were blocked in 1%  BSA for  20 minutes at room
temperature, washed with ddH O and PBS, and then probed with
the pr imary antibody (HA722267) at 1/200 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 hematoxy lin and
mounted with DPX.
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Fig6:  Immunohistochemical analysis of paraffin-embedded mouse
brain tissue with Rabbit anti-KDM2B antibody (HA722267) at
1/1,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  (high pressure) for  2 minutes.
The tissues were blocked in 1%  BSA for  20 minutes at room
temperature, washed with ddH O and PBS, and then probed with
the pr imary antibody (HA722267) 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 hematoxy lin and
mounted with DPX.

Fig7:  Immunohistochemical analysis of paraffin-embedded mouse
skin tissue with Rabbit anti-KDM2B antibody (HA722267) at 1/200
dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  (high pressure) for  2 minutes.
The tissues were blocked in 1%  BSA for  20 minutes at room
temperature, washed with ddH O and PBS, and then probed with
the pr imary antibody (HA722267) at 1/200 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 hematoxy lin and
mounted with DPX.

Fig8:  Immunohistochemical analysis of paraffin-embedded rat
brain tissue with Rabbit anti-KDM2B antibody (HA722267) at
1/1,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  (high pressure) for  2 minutes.
The tissues were blocked in 1%  BSA for  20 minutes at room
temperature, washed with ddH O and PBS, and then probed with
the pr imary antibody (HA722267) 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 hematoxy lin and
mounted with DPX.
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Fig9:  Flow cytometr ic analysis of HeLa cells labeling KDM2B.

Cells were fixed and permeabilized. Then stained with the pr imary
antibody (HA722267, 1/1,000) ( red) compared with Rabbit IgG
Isotype Control (green). After  incubation of the pr imary antibody
at +4℃  for  an hour, the cells were stained with a iFluor™ 488
conjugate-Goat anti-Rabbit IgG Secondary antibody (HA1121) at
1/1,000 dilution for  30 minutes at +4℃ . Unlabelled sample was
used as a control (cells without incubation with pr imary antibody;
black).

Fig10:  Flow cytometr ic analysis of NIH/3T3 cells labeling KDM2B.

Cells were fixed and permeabilized. Then stained with the pr imary
antibody (HA722267, 1/1,000) ( red) compared with Rabbit IgG
Isotype Control (green). After  incubation of the pr imary antibody
at +4℃  for  an hour, the cells were stained with a iFluor™ 488
conjugate-Goat anti-Rabbit IgG Secondary antibody (HA1121) at
1/1,000 dilution for  30 minutes at +4℃ . Unlabelled sample was
used as a control (cells without incubation with pr imary antibody;
black).

Fig11:  KDM2B was immunoprecipitated from 0.2 mg MDA-MB-231
cell lysate with HA722267 at 2 µg/10 µl beads. Western blot was
performed from the immunoprecipitate using HA722267 at 1/2,000
dilution. Anti-Rabbit IgG for  IP Nano-secondary antibody
(NBI01H) at 1/5,000 dilution was used for  1 hour at room
temperature.

Lane 1: MDA-MB-231 cell lysate ( input)
Lane 2: HA722267 IP in MDA-MB-231 cell lysate
Lane 3: Rabbit IgG instead of HA722267 in MDA-MB-231 cell
lysate

Blocking/Dilution buffer : 5%  NFDM/TBST
Exposure time: 10 seconds; ECL: K1802

Fig12:  Chromatin immunoprecipitations were performed with
cross- linked chromatin from MDA-MB-231 cells with KDM2B
(HA722267) or  Normal Rabbit IgG according to the ChIP protocol.
The enr iched DNA was quantified by real- time PCR using
indicated pr imers. The amount of immunoprecipitated DNA in each
sample is represented as signal relative to the total amount of
input chromatin, which is equivalent to one.
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