
HA751192
Anti-M ET T L14 Antibody [PSH07-85] - BSA and Azide free

Product Type: Recombinant Rabbit monoclonal IgG, pr imary antibodies

Species reactivity: Human, Mouse, Rat, Monkey

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

Molecular Wt: Predicted band size: 52 kDa

Clone number: PSH07-85

Descript ion: The METTL3-METTL14 heterodimer forms a N6-methy ltransferase complex that methy lates
adenosine residues at the N(6) position of some mRNAs and regulates the circadian clock,
differentiation of embryonic stem cells and cortical neurogenesis. In the heterodimer formed
with METTL3, METTL14 constitutes the RNA-binding scaffold that recognizes the substrate
rather than the cataly tic core. N6-methy ladenosine (m6A), which takes place at the 5'-
[AG]GAC-3' consensus sites of some mRNAs, plays a role in mRNA stability  and processing.
M6A acts as a key regulator  of mRNA stability  by promoting mRNA destabilization and
degradation (By similar ity ) . In embryonic stem cells (ESCs), m6A methy lation of mRNAs
encoding key naive plur ipotency-promoting transcr ipts results in transcr ipt destabilization
(By similar ity ) . M6A regulates spermatogonial differentiation and meiosis and is essential for
male fer tility  and spermatogenesis (By similar ity ) . M6A also regulates cortical neurogenesis:
m6A methy lation of transcr ipts related to transcr iption factors, neural stem cells, the cell cycle
and neuronal differentiation dur ing brain development promotes their  destabilization and
decay, promoting differentiation of radial glial cells (By similar ity ) .

I mmunogen: Recombinant protein within human METTL14 aa 1-150.

Posit ive control: A431 cell lysate, Raji cell lysate, PC-12 cell lysate, COS-1 cell lysate, Mouse testis tissue
lysate, Rat testis tissue lysate, A431, human kidney tissue, human lung tissue, mouse testis
tissue, rat kidney tissue, rat lung tissue, rat testis tissue.

Subcellular location: Nucleus.

Database links: SwissProt: Q9HCE5 Human | Q3UIK4 Mouse
Entrez Gene: 295428 Rat

Recommended Dilut ions: 
  WB
  I F-Cell
  I HC-P
  FC
  I P

1:5,000
1:100
1:200-1:1,000
1:1,000
1-2μg/sample

Storage Buffer: 1*PBS (pH7.4).

Storage I nstruction: Store at +4℃  after  thawing. Aliquot store at -20℃ . Avoid repeated freeze / thaw cycles.

Purity: Protein A affinity  pur ified.

https://www.uniprot.org/uniprot/Q9HCE5
https://www.uniprot.org/uniprot/Q3UIK4
https://www.ncbi.nlm.nih.gov/gene?cmd=Retrieve&dopt=Graphics&list_uids=295428
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I mages

Fig1:  Western blot analysis of METTL14 on different lysates with
Rabbit anti-METTL14 antibody (HA751192) at 1/5,000 dilution.

Lane 1: A431 cell lysate (20 µg/Lane)
Lane 2: Raji cell lysate (20 µg/Lane)
Lane 3: PC-12 cell lysate (20 µg/Lane)
Lane 4: COS-1 cell lysate (20 µg/Lane)
Lane 5: Mouse testis tissue lysate (40 µg/Lane)
Lane 6: Rat testis tissue lysate (40 µg/Lane)

Predicted band size: 52 kDa
Observed band size: 60 kDa

Exposure time: 30 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 (HA751192) at 1/5,000 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 A431 cells labeling
METTL14 with Rabbit anti-METTL14 antibody (HA751192) at
1/100 dilution.

Cells were fixed in 4%  paraformaldehyde for  15 minutes at room
temperature, permeabilized with 0.1%  Tr iton 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-METTL14 antibody (HA751192) at
1/100 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:  Immunohistochemical analysis of paraffin-embedded human
kidney tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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.

Fig4:  Immunohistochemical analysis of paraffin-embedded human
lung tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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.

Fig5:  Immunohistochemical analysis of paraffin-embedded mouse
testis tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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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Fig6:  Immunohistochemical analysis of paraffin-embedded rat
kidney tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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 rat lung
tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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
testis tissue with Rabbit anti-METTL14 antibody (HA751192) 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 (HA751192) 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 A431 cells labeling METTL14.

Cells were fixed and permeabilized. Then stained with the pr imary
antibody (HA751192, 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:  METTL14 was immunoprecipitated from 0.2 mg A431 cell
lysate with HA751192 at 2 µg/10 µl beads. Western blot was
performed from the immunoprecipitate using HA751192 at 1/5,000
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: A431 cell lysate ( input)
Lane 2: HA751192 IP in A431 cell lysate
Lane 3: Rabbit IgG instead of HA751192 in A431 cell lysate

Blocking/Dilution buffer : 5%  NFDM/TBST
Exposure time: 1 minute; ECL: K1801

Fig11:  Western blot analysis of METTL14 on different lysates with
Rabbit anti-METTL14 antibody (HA751192) at 1/5,000 dilution.

Lane 1: HEK-293-parental cell lysate
Lane 2: HEK-293-METTL14 KD cell lysate

Lysates/proteins at 10 µg/Lane.

Predicted band size: 52 kDa
Observed band size: 60 kDa

Exposure time: 14 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 (HA751192) at 1/5,000 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.
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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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