
HAK21140

p62/KEAP1/NRF2 Pathway Antibody Sampler Kit

Contains  Product Quantity Applications Species  reactivity MW(k Da)
Heme Oxygenase 1 (HO-1) [HA721854] 20µl WB, IF-Cell , IHC-P H, M 33 kDa
NQO1 [ET1702-50] 20µl WB, IP, FC, IHC-P H, M 31 kDa
SQST M1 /  p62 [HA721171] 20µl WB, IHC-P, IF-Cell , FC, IF-T issue, IHC-Fr H, M, R 48 kDa
Phospho-SQST M1 /  p62 (S349) [HA723050] 20µl WB, IF-Cell , IHC-P H, M 48 kDa
MAP1LC3A [ET1609-26] 20µl WB, IF-Cell , FC, IP H, M, R 14 kDa
Keap1 [HA721525] 20µl WB, IHC-P, FC H, M, R 70 kDa
Nrf2 [HA723302] 20µl WB, IF-Cell , ChIP H, M, R 68 kDa
HRP-Goat Anti-Rabbit  IgG (H+L) [ha1001] 100µl WB, ELISA, IHC-P Rab

Des cription: The p62/KEAP1/NRF2 Pathway Antibody Sampler Kit  provides  an economical
means  of detect ing the non-canonical mechanis m of NRF2 activation involving
autophagy. The kit  includes  enough antibodies  to perform two wes tern blot
experiments  with each primary antibody.

Storage Buffer: 1*TBS (pH7.4), 0.05% BSA, 40% Glycerol. Pres ervative: 0.05% Sodium Azide.

Storage Ins truction: Store at  +4℃ after thawing. Aliquot s tore at  -20℃. Avoid repeated freeze /  thaw
cycles .

Background The cap ’n’ collar (CNC), leucine zipper (bZIP) trans cript ion factor NRF2 (als o
called nuclear factor erythroid 2-related factor 2 (NFE2L2)) is  the mas ter regulator
of the cellular antioxidant  res pons e, regulat ing the expres s ion of over 200 genes
that  contain antioxidant  res pons e elements  (AREs ) in their regulatory regions  by
heterodimerizing with s mall MAF proteins  . Under normal condit ions , KEAP1 binds
to and targets  NRF2 for ubiquit ination-dependent proteas omal degradation. Upon
oxidative s tres s , KEAP1 is  modified on s ome s ens or cys teines , affect ing its
conformation and thus  interfering its  binding to NRF2, allowing newly s ynthes ized
NRF2 to accumulate and trans locate to the nucleus  to act ivate its  target  genes ,
including HO-1 (heme oxygenas e 1) and NQO1 (NAD(P)H:quinone oxidoreductas e
1) . Another mode of NRF2 regulat ion involves  the autophagy adapter protein p62
(or s eques tos ome 1 [SQSTM1]) in a KEAP1-dependent but  cys teine-independent
manner, the s o called non-canonical pathway. This  proces s  may als o require
autophagy protein LC3.

Databas e l inks : UniProt  ID: P09601, P14901, P15559, Q64669, P05982, Q13501, Q64337, O08623,
Q13501, Q64337, Q9H492, Q91VR7, Q6XVN8, Q14145, Q9Z2X8, P57790, Q16236,
Q60795, O54968

https://www.uniprot.org/uniprot/P09601
https://www.uniprot.org/uniprot/P14901
https://www.uniprot.org/uniprot/P15559
https://www.uniprot.org/uniprot/Q64669
https://www.uniprot.org/uniprot/P05982
https://www.uniprot.org/uniprot/Q13501
https://www.uniprot.org/uniprot/Q64337
https://www.uniprot.org/uniprot/O08623
https://www.uniprot.org/uniprot/Q13501
https://www.uniprot.org/uniprot/Q64337
https://www.uniprot.org/uniprot/Q9H492
https://www.uniprot.org/uniprot/Q91VR7
https://www.uniprot.org/uniprot/Q6XVN8
https://www.uniprot.org/uniprot/Q14145
https://www.uniprot.org/uniprot/Q9Z2X8
https://www.uniprot.org/uniprot/P57790
https://www.uniprot.org/uniprot/Q16236
https://www.uniprot.org/uniprot/Q60795
https://www.uniprot.org/uniprot/O54968
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Images

Fig1: Wes tern blot  analys is  of NQO1 on different  lys ates
with Rabbit  anti-NQO1 antibody (ET1702-50) at  1/2,000
dilut ion.

Lane 1: HCT 116-s i NT cell lys ate
Lane 2: HCT 116-s i NQO1 cell lys ate

Lys ates /proteins  at  10 µg/Lane.

Predicted band s ize: 31 kDa
Obs erved band s ize: 31 kDa

Expos ure t ime: 16 s econds ;  ECL: K1801;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1702-50) at  1/2,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

Fig2: Immunohis tochemical analys is  of paraffin-embedded
human breas t  cancer t is s ue with Rabbit  anti-NQO1
antibody (ET1702-50) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1702-50) at  1/1,000 dilut ion
for 1 hour at  room temperature. The detection was
performed us ing an HRP conjugated compact  polymer
s ys tem. DAB was  us ed as  the chromogen. Tis s ues  were
counters tained with hematoxylin and mounted with DPX.
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Fig3: Applicat ion: IHC-Fr

Species : Mous e

Site: Cerebral cortex

Sample: Frozen s ection

Antibody concentrat ion: 1/500

Antigen retrieval: The s ection was  pre-treated us ing heat
mediated antigen retrieval with s odium citrate buffer (pH
6.0) for about 2 minutes  in microwave oven.

Fig4: Applicat ion: IF-t is s ue

Species : Mous e

Site: Liver

Sample: Paraffin-embedded s ection

Antibody concentrat ion: 1/500

Fig5: Immunohis tochemical analys is  of paraffin-embedded
human colon cancer t is s ue with Rabbit  anti-SQSTM1 /  p62
antibody (HA721171) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with s odium citrate buffer (pH 6.0) (high pres s ure)
for 2 minutes . The t is s ues  were blocked in 1% BSA for 20
minutes  at  room temperature, was hed with ddH O and PBS,
and then probed with the primary antibody (HA721171) at
1/1,000 dilut ion for 1 hour at  room temperature. The
detection was  performed us ing an HRP conjugated compact
polymer s ys tem. DAB was  us ed as  the chromogen. Tis s ues
were counters tained with hematoxylin and mounted with
DPX.
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Fig6: Wes tern blot  analys is  of Phos pho-SQSTM1 /  p62
(S349) on different  lys ates  with Rabbit  anti-Phos pho-
SQSTM1 /  p62 (S349) antibody (HA723050) at  1/2,000
dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: HeLa treated with 2μM MG-132 for 18 hours  cell
lys ate
Lane 3: NIH/3T3 cell lys ate
Lane 4: NIH/3T3 treated with 10μM MG-132 for 8 hours  cell
lys ate
Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 48 kDa
Obs erved band s ize: 62 kDa

Expos ure t ime: 11 s econds ;  ECL: K1801;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA723050) at  1/2,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

Fig7: Immunocytochemis try analys is  of HeLa cells  t reated
with 2μM MG-132 for 18 hours  labeling Phos pho-SQSTM1 /
p62 (S349) with Rabbit  anti-Phos pho-SQSTM1 /  p62 (S349)
antibody (HA723050) at  1/5,000 dilut ion.

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  s erum for 1 hour at  room
temperature. Cells  were then incubated with Rabbit  anti-
Phos pho-SQSTM1 /  p62 (S349) antibody (HA723050) at
1/5,000 dilut ion in 1% BSA in PBST overnight  at  4 ℃. Goat
Anti-Rabbit  IgG H&L (iFluor™ 488, HA1121) was  us ed as
the s econdary antibody at  1/1,000 dilut ion. PBS ins tead of
the primary antibody was  us ed as  the s econdary antibody
only control. Nuclear DNA was  labelled in blue with DAPI.

Beta tubulin (HA601187, red) was  s tained at  1/100 dilut ion
overnight  at  +4℃. Goat Anti-Mous e IgG H&L (iFluor™ 594,
HA1126) was  us ed as  the s econdary antibody at  1/1,000
dilut ion.
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Fig8: Wes tern blot  analys is  of MAP1LC3A on different
lys ates  with Rabbit  anti-MAP1LC3A antibody (ET1609-26)
at  1/1,000 dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: HeLa treated with 50μM Chloroquine for 18 hours
cell lys ate
Lane 3: C2C12 cell lys ate
Lane 4: C2C12 treated with 50μM Chloroquine for 18 hours
cell lys ate
Lane 5: C6 cell lys ate
Lane 6: C6 treated with 50μM Chloroquine for 18 hours  cell
lys ate

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 14 kDa
Obs erved band s ize: 14/16 kDa

Expos ure t ime: 3 minutes ;  ECL: K1801;
4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1609-26) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

Fig9: Immunocytochemis try analys is  of C6 cells  labeling
MAP1LC3A with Rabbit  anti-MAP1LC3A antibody
(ET1609-26) at  1/100 dilut ion.

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  s erum for 1 hour at  room
temperature. Cells  were then incubated with Rabbit  anti-
MAP1LC3A antibody (ET1609-26) at  1/100 dilut ion in 1%
BSA in PBST overnight  at  4 ℃. Goat Anti-Rabbit  IgG H&L
(iFluor™ 488, HA1121) was  us ed as  the s econdary
antibody at  1/1,000 dilut ion. PBS ins tead of the primary
antibody was  us ed as  the s econdary antibody only control.
Nuclear DNA was  labelled in blue with DAPI.

Beta tubulin (HA601187, red) was  s tained at  1/100 dilut ion
overnight  at  +4℃. Goat Anti-Mous e IgG H&L (iFluor™ 594,
HA1126) was  us ed as  the s econdary antibody at  1/1,000
dilut ion.
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Fig10: Immunohis tochemical analys is  of paraffin-embedded
rat  kidney t is s ue with Rabbit  anti-Keap1 antibody
(HA721525) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with s odium citrate buffer (pH 6.0) (high pres s ure)
for 2 minutes . The t is s ues  were blocked in 1% BSA for 20
minutes  at  room temperature, was hed with ddH O and PBS,
and then probed with the primary antibody (HA721525) at
1/1,000 dilut ion for 1 hour at  room temperature. The
detection was  performed us ing an HRP conjugated compact
polymer s ys tem. DAB was  us ed as  the chromogen. Tis s ues
were counters tained with hematoxylin and mounted with
DPX.

Fig11: Wes tern blot  analys is  of Nrf2 on different  lys ates
with Rabbit  anti-Nrf2 antibody (HA723302) at  1/2,000
dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: HeLa treated with 2μM MG-132 for 18 hours  cell
lys ate
Lane 3: C6 cell lys ate
Lane 4: C6 treated with 25μM MG-132 for 4 hours  cell
lys ate

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 68 kDa
Obs erved band s ize: 100 kDa

Expos ure t ime: 2 minutes ;  ECL: K1801;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA723302) at  1/2,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃ overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.
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Fig12: Immunocytochemis try analys is  of MEF cells
untreated /  t reated with 2μM MG-132 for 18 hours  labeling
Nrf2 with Rabbit  anti-Nrf2 antibody (HA723302) at  1/100
dilut ion.

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  s erum for 1 hour at  room
temperature. Cells  were then incubated with Rabbit  anti-
Nrf2 antibody (HA723302) at  1/100 dilut ion in 1% BSA in
PBST overnight  at  4 ℃. Goat Anti-Rabbit  IgG H&L
(iFluor™ 488, HA1121) was  us ed as  the s econdary
antibody at  1/1,000 dilut ion. PBS ins tead of the primary
antibody was  us ed as  the s econdary antibody only control.
Nuclear DNA was  labelled in blue with DAPI.

Beta tubulin (HA601187, red) was  s tained at  1/100 dilut ion
overnight  at  +4℃. Goat Anti-Mous e IgG H&L (iFluor™ 594,
HA1126) was  us ed as  the s econdary antibody at  1/1,000
dilut ion.

Fig13: Chromatin immunoprecipitat ions  were performed
with cros s -linked chromatin from MEF cells  t reated with
10μM MG-132 for 8 hours  with Nrf2 (HA723302) or Normal
Rabbit  IgG according to the ChIP protocol. The enriched
DNA was  quantified by real-t ime PCR us ing indicated
primers . The amount of immunoprecipitated DNA in each
s ample is  repres ented as  s ignal relat ive to the total amount
of input  chromatin, which is  equivalent  to one.

Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR
THERAPEUTIC USE”.
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