Anti-PCNA Antibody [A6-G11-R] ! 4

HA601172

Product Type:
Species reactivity:
Applications:
Molecular Wt:

Clone number:

Recombinant Mouse monoclonal IgG1, primary antbodies
Human, Mouse, Rat

WB, IHC-P, IF-Cell, IP

Predicted band size: 29 kDa

A6-G11-R

Description:

Immunogen:

Positive control:

Subcellular location:

Database links:

Recommended Dilutions:

WB
IHC-P
IF-Cell
IP

Storage Buffer:
Storage Instruction:

Purity:

Auxiliary protein of DNA polymerase delta and is involved in the confrol of eukaryotic DNA replication by
increasing the polymerase's processibility during elongation of the leading strand. Induces a robust stimulatory
efiect on the 3-5' exonuclease and 3-phosphodiesterase, but not apurinic-apyrimidinic (AP) endonuclease,
APEX2 aclivities. Has o be loaded onto DNAin order to be able o simulate APEX2. Plays a key role in DNA
damage response (DDR) by being conveniently posiioned at the replication fork to coordinate DNA replication
with DNA repair and DNA damage tolerance pathways. Acts as a loading platiorm to recruit DDR proteins that
allow conpletion of DNA replication after DNA damage and promote postreplication repair: Monoubiquitinated
PCNA leads to recruitment of franslesion (TLS) polymerases, while 'Lys-63'-linked polyubiquitination of PCNA is
involved in error-free pathway and employs recombination mechanisms to synthesize across the lesion.

Recombinant protein within human PCNA aa 1-261.

Hela cell lysate, HEK-293 cell lysate, HCT 116 cell lysate, K-562 cell lysate, RAW264.7 cell lysate, C2C12 cell
lysate, L6 cell lysate, mouse spleen fssue lysate, rat spleen fissue lysate, Hela, Raji cell lysate, NIH/3T3 cell
lysate, L-929 cell lysate, human liver fissue lysate, HepG2, human lymph node tissue, human melanoma tissue,
rat spleen fissue.

Nucleus

SwissProt P12004 Human | P17918 Mouse | P04961 Rat

1:1,000-1:5,000
1:2,000

1:100
1-2ug/sample

PBS (pH7.4), 0.1% BSA, 40% Glycerol. Preservatve: 0.05% SodiumAzide.
Store at +4°C after thawing. Aliquot store at-20°C.. Avoid repeated freeze / thaw cydles.

Protein Aaffinity purified.
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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/P12004
https://www.uniprot.org/uniprot/P17918
https://www.uniprot.org/uniprot/P04961
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Images

Fig1: Western blot analysis of PCNA on diflerent lysates with Mouse ant-PCNA
antbody (HA601172) at 1/20,000 dilution and competior's antbody at 1/1,000
dilution.

Lane 1: Hela cell lysate (15 pg/Lane)

Lane 2: HEK-293 cell lysate (15 ug/Lane)

Lane 3: HCT 116 cell lysate (15 ug/Lane)

Lane 4: K-562 cell lysate (15 pg/Lane)

Lane 5: RAW264.7 cell lysate (15 ug/Lane)

Lane 6: C2C12 cell lysate (15 pg/Lane)
HARD 117 Compstior C Lane 7: L6 cell lysate (15 pg/Lane)
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Exposure time: 11 seconds;
4-20% SDS-PAGE gel.

Proteins were tansferred to a PVDF membrane and blocked with 5%
NFDM/TBST for 1 hour at room temperature. The primary antibody
(HAB01172) at 1/20,000 dilution and compefitor's antbody at 1/1,000 dilution
were used in 5% NFDM/TBST at room temperature for 2 hours. Goat Ant-
Mouse IgG - HRP Secondary Antibody (HA1006) at 1/50,000 diluion was used
for 1 hour at room temperature.

Fig2: Immunocytochemistry analysis of HelLa cells labeling PCNA with Mouse
ant-PCNA antbody (HA601172) at 1/100 diluton.

Cells were fixed in 100% precooled metanol for 5 minutes at room
temperature, then blocked with 1% BSAin 10% negative goat serumfor 1 hour
atroomtemperature. Cells were then incubated with Mouse anti-PCNA anfibody
(HAB01172) at 1/100 dilution in 1% BSAin PBST overnight at4 ‘C. Goat Ant-
Mouse IgG H&L (iFluor™ 488, HA1125) was used as the secondary antibody
at 1/1,000 diluion. PBS instead of the primary antbody was used as the
secondary antbody only control. Nuclear DNAwas labelled in blue with DAPI.

Secondary antibody only control MERGED

beta Tubulin (ET1602-4, red) was stained at 1/100 dilution overnight at +4°C.
GoatAnti-Rabbit IgG H&L (iFluor™ 594, HA1122) were used as the secondary
antibody at 1/1,000 diluton.
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Fig3: Western blot analysis of PCNA on difierent lysates with Mouse anti-PCNA
antibody (HA601172) at 1/1,000 dilution.

Lane 1: HCT 116 cell lysate (20 ug/Lane)
Lane 2: HEK-293 cell lysate (20 pg/Lane)
Lane 3: Raji cell lysate (20 pg/Lane)
Lane 4: Hela cell lysate (20 ug/Lane)
Lane 5: K-562 cell lysate (20 pg/Lane)
Lane 6: NIH/3T3 cell lysate (20 ug/Lane)

Predicted band size: 29 kDa
Observed band size: 29 kDa

Exposure time: 1 minutes 2 seconds;
4-20% SDS-PAGE gel.

Proteins were fransferred to a PVDF membrane and blocked with 5%
NFDM/TBST for 1 hour at room temperature. The primary antibody
(HAB01172) at 1/1,000 diluion was used in 5% NFDM/TBST at4°C overnight
Goat Ant-Mouse IgG - HRP Secondary Antbody (HA1006) at 1/100,000
dilution was used for 1 hour at room temperature.

Figd: Western blot analysis of PCNA on difierent lysates with Mouse anfi-PCNA
antibody (HA601172) at 1/1,000 dilution.

Lane 1: NIH/3T3 cell lysate (20 pg/Lane)

Lane 2: RAW264.7 cell lysate (20 ug/Lane)
Lane 3: L-929 cell lysate (20 pg/Lane)

Lane 4: C2C12 cell lysate (20 ug/Lane)

Lane 5: Rat spleen fissue lysate (40 ug/Lane)
Lane 6: Mouse spleen tissue lysate (40 pg/Lane)
Lane 7: Humen liver fissue lysate (40 pg/Lane)

Predicted band size: 29 kDa
Observed band size: 29 kDa

Exposure fime: 7 seconds;
4-20% SDS-PAGE gel.

Proteins were tansferred to a PVDF membrane and blocked with 5%
NFDM/TBST for 1 hour at room ftemperature. The primary antbody
(HAB01172) at 1/1,000 dilufon was used in 5% NFDM/TBST at room
temperature for 2 hours. Goat Ant-Mouse IgG - HRP Secondary Antibody
(HA1006) at 1/50,000 dilution was used for 1 hour at room temperature.
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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: Immunocytochemistry analysis of HepG2 cells labeling PCNA with Mouse
anti-PCNAantbody (HA601172) at 1/100 dilution.

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 serum for 1 hour at room
temperature. Cells were then incubated with Mouse ani-PCNA anfibody
Secondary antibody only contol | MERGED (HA601172) at 1/100 dilution in 1% BSAin PBST overnightat4 °C. Goat Ant-
: Mouse IgG H8L (iFluor™ 488, HA1125) was used as the secondary antibody
at 1/1,000 diluion. PBS instead of the primary antbody was used as the
secondary antbody only control. Nuclear DNAwas labelled in blue with DAPI.

beta Tubulin (ET1602-4, red) was stained at 1/100 dilution overnight at +4°C.
GoatAnti-Rabbit IgG H&L (iFluor™ 594, HA1122) were used as the secondary
antibody at 1/1,000 diluon.

Fig6: Immunohistochemical analysis of parafin-embedded human lymph node
fissue with Mouse anti-PCNA anfibody (HA601172) at 1/2,000 dilution.

The section was pre-reated using heat mediated anfigen retrieval with sodium
cirate buffer (pH 6.0) for 2 minutes. The tissues were blocked in 1% BSAfor 20
minutes at room terrperature, washed with ddH20 and PBS, and then probed
with the primary anfibody (HAG601172) at 1/2,000 dilution for 1 hour at room
temperature. The detection was performed using an HRP conjugated compact
polymer systtm. DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

A

$%ueTi o =
S ¢
AN ]

R

W
-
%

Fig7: Immunohistochemical analysis of parafin-embedded human melanoma
fissue with Mouse anti-PCNA anfibody (HA601172) at 1/2,000 dilution.
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The section was pre-freated using heat mediated anfigen retrieval with sodium
cirate buffer (pH 6.0) for 2 minutes. The tissues were blocked in 1% BSA for 20
minutes at room terperature, washed with ddH20 and PBS, and then probed
with the primary antbody (HA601172) at 1/2,000 dilution for 1 hour at room
temperature. The detection was performed using an HRP conjugated compact
polymer systtm DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.
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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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Fig8: Immunohistochemical analysis of parafin-embedded rat spleen fissue with
Mouse ant-PCNA antbody (HA601172) at 1/2,000 dilution.

The section was pre-freated using heat mediated anfigen refrieval with sodium
citrate buffer (pH 6.0) for 2 minutes. The tissues were blocked in 1% BSAfor 20
minutes at room temperature, washed with ddH20 and PBS, and then probed
with the primary anfibody (HAG601172) at 1/2,000 dilution for 1 hour at room
temperature. The detection was performed using an HRP conjugated compact
polymer systtm DAB was used as the chromogen. Tissues were
counterstained with hematoxylin and mounted with DPX.

Fig9: Western blot analysis of PCNA on different lysates with Rabbit ant-PCNA
antibody (HA601172) at 1/5,000 dilution.

Lane 1: HeLa-si NT cell lysate
Lane 2: HeLa-si PCNA cell lysate

Lysates/proteins at 10 pg/Lane.

Predicted band size: 29 kDa
Observed band size: 29 kDa

Exposure time: 10 seconds;
4-20% SDS-PAGE gel.

Proteins were ftansferred to a PVDF membrane and blocked with 5%
NFDM/TBST for 1 hour at room temperature. The primary antbody
(HAB01172) at 1/5,000 diluion was used in 5% NFDM/TBST at4°C overnight
GoatAnt-Rabbit IgG - HRP Secondary Antbody (HA1001) at 1/100,000 dilution
was used for 1 hour at room temperature.

Fig10: PCNA was immunoprecipitated from 0.2 mg Hela cell lysate with
HABO1172 at 2 pg/25 pl agarose. Western blot was performed from the
immunoprecipitate using HAG01172 at 1/10,000 diluon. Ant-Mouse IgG for IP
Nano-secondary antbody (NBI0O2H) at 1/5,000 diluon was used for 1 hour at
roomtemperature.

Lane 1: HelLa cell lysate (input)
Lane 2: HAG01172 IP in HeLa cell lysate
Lane 3: Mouse IgG instead of HA601172 in HeLa cell lysate

Blocking/Dilution buffer: 5% NFDM/TBST
Exposure time: 24 seconds; ECL: K1801
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Fig11: PCNA was immunoprecipitated from 0.2 mg NIH/3T3 cell lysate with

Q&I_ HABO1172 at 2 pg/25 pl agarose. Western blot was performed from the

2'}')30 e - immunoprecipitate using HA601172 at 1/10,000 diluon. Ant-Mouse IgG for IP
1504 Nano-secondary antibody (NBIO2H) at 1/5,000 dilution was used for 1 hour at
100~ roomtemperature.
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Blocking/Dilution buffer: 5% NFDM/TBST
Exposure time: 5 seconds; ECL: K1802

Note: All products are “FOR RESEARCH USE ONLY ANDARE NOT INTENDED FOR DIAGNOSTIC OR THERAPEUTIC USE".
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