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Emah Anti-NRF1$i{A[EPR5554(N)] - ChIP Grade

fisi ik R EHIK[EPRS5554(N)] to NRF1 - ChIP Grade

Bx Rabbit

Z |0 A 5& A F: Flow Cyt (Intra), ChIP, WB, ICC/IF, IP, ChIC/CUT&RUN-seq, IHC-P, ChIP-sequencing

R R B % R : Mouse, Rat, Human

RER Synthetic peptide within Human NRF1 aa 350-450 (Cysteine residue). The exact sequence is
proprietary.
Database link: Q16656

PR R WB: MCF-7, HeLa and 293T cell lysates and human fetal heart, mouse heart, mouse brain, rat
heart and rat brain tissue lysates. IHC-P: Human gastric adenocarcinoma, human cervical
carcinoma and human skeletal muscle tissues. ICC/IF: HeLa and MCF-7 cells. Flow Cyt (intra):
293T cells. IP: 293T cell lysate. ChIP-Seq: HeL A cells.

P U B This product is a recombinant monoclonal antibody, which offers several advantages including:
- High batch-to-batch consistency and reproducibility
- Improved sensitivity and specificity
- Long-term security of supply
- Animal-free production
For more information see here.
Our RabMAb® technology is a patented hybridoma-based technology for making rabbit
monoclonal antibodies. For details on our patents, please refer to RabMAb® patents.

1531

B Liquid

FHiiHA Shipped at 4°C. Store at +4°C short term (1-2 weeks). Upon delivery aliquot. Store at -20°C long
term. Avoid freeze / thaw cycle.

FHBR Preservative: 0.01% Sodium azide
Constituents: 59% PBS, 40% Glycerol, 0.05% BSA

afi g Protein A purified
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IV AbVF it A
Flow Cyt (Intra) 1/10 - 1/150.
ab172730 - Rabbit monoclonal IgG, is suitable for use as an
isotype control with this antibody.
ChiP Use at an assay dependent concentration.
WB (2) 1/1000 - 1/10000. Predicted molecular weight: 54 kDa.
ICC/IF 1/50 - 1/100.
IP 1/10 - 1/100.
ChIC/CUT&RUN-seq Use at an assay dependent concentration. 5 ug
IHC-P 1/50 - 1/100. Perform heat mediated antigen retrieval before
commencing with IHC staining protocol.
See IHC antigen retrieval protocols.
ChlIP-sequencing Use 8ug for 107 cells.
Bir
Thke Transcription factor that activates the expression of the EIF2S1 (EIF2-alpha) gene. Links the

transcriptional modulation of key metabolic genes to cellular growth and development. Implicated

in the control of nuclear genes required for respiration, heme biosynthesis, and mitochondrial
DNA transcription and replication.

HEAK R Ubiquitously expressed with strongest expression in skeletal muscle.
FF 51 48 8L 1 Belongs to the NRF1/Ewg family.

AERE Phosphorylation enhances DNA binding.

21 a 58 fi1 Nucleus.
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ChIC/CUT&RUN sequencing - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)
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ChlP-sequencing - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)

ChIC/CUT&RUN was performed using a pAG-MNAse at a final
concentration of 700 ng/mL, 2 x 10*5 HeLa (Human cervix
adenocarcinoma epithelial cell line) cells and 5 pg of ab175932
[EPR5554(N)]. The resulting DNA was sequenced on the lllumina
NovaSeq 6000 to a depth of 10 million reads. The negative IgG
control ab172730 is also shown.

The ChIP data was conducted on chromatin prepared from HelLa
cells. Cells were fixed with 1% formaldehyde for 10 minutes. ChIP
was performed with 1077 HeLa cells and 8 pg of ab175932. ChIP
DNA was sequenced on the lllumina NovaSeq 6000 to a depth of

30 million reads.
Additional screenshots of mapped reads can be downloaded here.

The University of Geneva owns patents relevant to ChiIC (Chromatin

Immuno-Cleavage) methods.

Chromatin was prepared from HeLa cells. Cells were fixed with 1%
formaldehyde for 10 minutes. ChIP was performed with 107 HeLa
cells and 8 pg of ab175932 [EPR5554(N)]. ChlP DNA was
sequenced on the llumina NovaSeq 6000 to a depth of 30 million

reads.

Additional screenshots of mapped reads can be downloaded here.


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-517344-anti-nrf1-antibody-epr5554-n-chip-grade-chic-cut-and-run-sequencing.jpg
https://www.abcam.cn/ab172730.html
https://www.abcam.com/ps/Products/175/ab175932/Documents/anti-nrf1-antibody-epr5554-n-chip-grade-chic-cut-and-run-sequencing-v1a-ab175932 (website).pdf
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-479195-anti-nrf1-antibody-epr5554-n-chip-grade-chip-sequencing.jpg
https://www.abcam.com/ps/Products/175/ab175932/Documents/Anti-NRF1-antibody-EPR5554-N-ChIP Grade-protocol-book-v1-ab175932 (website).pdf
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Westem blot - Anti-NRF1 antibody [EPR5554(N)] -
ChlP Grade (ab175932)

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)

All lanes : Anti-NRF1 antibody [EPR5554(N)] - ChIP Grade
(ab175932) at 1/5000 dilution (purified)

Lane 1 : Mouse heart tissue lysate
Lane 2 : Mouse brain tissue lysate
Lane 3 : Rat heart tissue lysate

Lane 4 : Rat brain tissue lysate

Lysates/proteins at 20 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution

Predicted band size: 54 kDa
Observed band size: 68 kDa

Blocking and dilution buffer: 5% NFDM/TBST

Immunohistochemistry (Formalin/PFA-fixed paraffinrembedded
sections) analysis of human cevical carcinoma tissue

labelling NRF 1 with purified ab175932 at a dilution of 1/100. Heat
mediated antigen retrieval was performed using EDTA buffer pH 9.
ab97051, a HRP-conjugated goat anti-rabbit IgG (H+L) was used
as the secondary antibody (1/500). Negative control using PBS

instead of primary antibody. Counterstained with hematoxylin.


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257311-anti-nrf1-antibody-epr5554n-western-blot.jpg
https://www.abcam.cn/ab97051.html
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257357-anti-nrf1-antibody-epr5554n-immunohistochemistry.jpg
https://www.abcam.cn/ab97051.html
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Immunocytochemistry/ Immunofluorescence - Anti-
NRF1 antibody [EPR5554(N)] - ChIP Grade
(ab175932)
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NRF1 - Alexa Fluor® 488 (525/30 BP)

Flow Cytometry (Intracellular) - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)

Copyright{C) 2015 Abcam plc

Immunocytochemistry/Immunofluorescence analysis of MCF-7 cells
labelling NRF 1 with purified ab175932 at a dilution of 1/100. Cells
were fixed with 4% paraformaldehyde and permeabilized with 0.1%
Triton X-100. ab150077, an Alexa Fluor® 488-conjugated goat anti-
rabbit IgG (1/1000) was used as the secondary antibody. DAPI
(blue) was used as the nuclear counterstain. ab7291, a mouse anti-
tubulin (1/1000) and ab150120, an Alexa Fluor® 594-conjugated

goat anti-mouse IgG (1/1000) were also used.

Control 1: primary antibody (1/100) and secondary antibody,
ab150120, an Alexa Fluor® 594-conjugated goat anti-mouse IgG
(1/1000).

Control 2: ab7291 (1/1000) and secondary antibody, ab150077, an
Alexa Fluor® 488-conjugated goat anti-rabbit IgG (1/1000).

Intracellular Flow Cytometry analysis of 293T cells labelling NRF 1
with purified ab175932 at a dilution of 1/150 (red). Cells were fixed
with 80% methanol. A FITC-conjugated goat anti-rabbit IgG (1/500)
was used as the secondary antibody. Black - Isotype control, rabbit
monoclonal IgG. Blue - Unlabelled control, cells without incubation

with primary and secondary antibodies.


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257388-anti-nrf1-antibody-epr5554n-immunofluorescence.jpg
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ab7291.html
https://www.abcam.cn/ab150120.html
https://www.abcam.cn/ab150120.html
https://www.abcam.cn/ab7291.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257403-anti-nrf1-antibody-epr5554n-flow-cytometry.jpg
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ChIP - Anti-NRF1 antibody [EPR5554(N)] - ChIP
Grade (ab175932)
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Immunoprecipitation - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)
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Chromatin was prepared from Hela cells according to the Abcam
Dual X-ChlIP protocol. Cells were fixed with EGS for 30 minutes,
then formaldehyde for 10 minutes.

The ChIP was performed with 25 ug of chromatin, 5 ug of
ab175932 (red), and 20 pl of Protein A/G sepharose beads. 5 ug of
rabbit normal IgG was added to the beads control (gray). The
immunoprecipitated DNA was quantified by real time PCR (Sybr
green approach).

Primers and probes are located in the first kb of the transcribed
region.

*http://www.abcam.com/resources?
keywords=X%20ChIP%20protocol

ab175932 (purified) at a dilution of 1/50 immunoprecipitating NRF1
in 293T whole cell lysate.

Lane 1 (input): 293T whole cell lysate (10ug)
Lane 2 (+): ab175932 + 293T whole cell lysate.

Lane 3 (-): Rabbit monoclonal IgG (ab172730) instead of
ab175932 in 293T whole cell lysate.

For western blotting, VeriBlot for IP Detection Reagent (HRP)
(ab131366), was used for detection at 1/10,000 dilution.

Blocking buffer and concentration: 5% NFDM/TBST.

Diluting buffer and concentration: 5% NFDM /TBST.


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-15-anti-nrf1-antibody-epr5554-n-18-chromatin-immunoprecipitation-hela-human.jpg
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257417-anti-nrf1-antibody-epr5554n-immunoprecipitation.jpg
https://www.abcam.cn/ab172730.html
https://www.abcam.cn/ab131366.html
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ChIP - Anti-NRF1 antibody [EPR5554(N)] - ChiP
Grade (ab175932)

250 kDa ==
150 KD@ =

100 KD@
TG KkDa ==
50 kD@ e
37 kD@ ==

25 kD@ ==
20kDa =

16 kDQ =
10kDa =

Copyright (¢) 2015 Abcam ple

Westem blot - Anti-NRF1 antibody [EPR5554(N)] -
ChlP Grade (ab175932)

epyrig

Chromatin was prepared from NIH/3T3 treated with MG-132(2uM
16h) cells according to the Abcam Dual X-ChlIP protocol*. Cells
were fixed with EGS for 30 minutes, then formaldehyde for 10
minutes.

The ChIP was performed with 25 ug of chromatin, 5 ug of
ab175932 (red), and 20 pl of Protein A/G sepharose beads. 5 ug of
rabbit normal IgG was added to the beads control (gray). The
immunoprecipitated DNA was quantified by real time PCR (Sybr
green approach).

Primers and probes are located in the first kb of the transcribed
region.

*http://www.abcam.com/resources?
keywords=X%20ChIP%20protocol

Anti-NRF 1 antibody [EPR5554(N)] - ChIP Grade (ab175932) at
1/10000 dilution (purified) + HEK293 whole cell lysate at 20 ug

Secondary
Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/100000 dilution

Predicted band size: 54 kDa
Observed band size: 68 kDa

Blocking and dilution buffer: 5% NFDM/TBST


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-14-anti-nrf1-antibody-epr5554-n-18-chromatin-immunoprecipitation-nih-3t3-mouse.jpg
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257309-anti-nrf1-antibody-epr5554n-western-blot.jpg
https://www.abcam.cn/ab97051.html
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Westem blot - Anti-NRF1 antibody [EPR5554(N)] - Blocking and dilution buffer: 5% NFDM/TBST
ChlIP Grade (ab175932)

All lanes : Anti-NRF1 antibody [EPR5554(N)] - ChIP Grade
(ab175932) at 1/1000 dilution (unpurified)

Lane 1 : MCF-7 cell lysate

Lane 2 : Hela cell lysate

Lane 3 : Human fetal heart tissue lysate
Lane 4 : 293T cell lysate

Lysates/proteins at 10 ug per lane.

2 3 4
Westem blot - Anti-NRF1 antibody [EPR5554(N)] -
ChlP Grade (ab175932)

Predicted band size: 54 kDa


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-257310-anti-nrf1-antibody-epr5554n-western-blot.jpg
https://www.abcam.cn/ab97051.html
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-203024-anti-nrf1-antibody-epr5554n-western-blot.jpg

Immunocytochemistry/Immunofluorescence analysis of HeLa cells
labeling NRF1 with unpurified ab175932 at a dilution of 1/50.

Immunocytochemistry/ Immunofluorescence - Anti-

NRF1 antibody [EPR5554(N)] - ChIP Grade
(@b175932)

KDa ab175932 (unpurified) at a dilution of 1/10
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Immunoprecipitation - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)

Intracellular flow cytometric analysis of permeabilized 293T cells
labeling NRF 1 with unpurified ab175932 at a dilution of 1/10 (red)

compared to a negative control (rabbit IgG,green).

Counts

NRF1

Flow Cytometry (Intracellular) - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)


https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-203029-anti-nrf1-antibody-epr5554n-immunofluorescence.jpg
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-203033-anti-nrf1-antibody-epr5554n-immunoprecipitation.jpg
https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-203031-anti-nrf1-antibody-epr5554n-flow-cytometry.jpg
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-NRF1 antibody
[EPR5554(N)] - ChIP Grade (ab175932)

Why choose a
recombinant antibody?

@ O

Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

® O

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-NRF1 antibody [EPR5554(N)] - ChP Grade
(ab175932)

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of human skeletal muscle tissue labeling NRF1
with unpurified ab175932 at a dilution of 1/50.

Perform heat mediated antigen retrieval before commencing with

IHC staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of human gastric adenocarcinoma tissue labeling
NRF1 with unpurified ab175932 at a dilution of 1/50.

Perform heat mediated antigen retrieval before commencing with

IHC staining protocol.
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https://www.abcam.cn/ps/products/175/ab175932/Images/ab175932-203027-anti-nrf1-antibody-epr5554n-immunohistochemistry.jpg
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Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e \We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors


https://www.abcam.cn/abpromise
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