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Antibody Name: [Anti-NRF1 antibody (ab55744) Target: |NRF1 (EntrezGene ID 4899)
Company/ Abcam
Source:
Catalog Number, database ID, laboratory ab55744 Lot Number |GR27905

Antibod Reacts with Human
D” 0o t?’ _|Immunogen: Recombinant fragment: TQAQLRAFIP EMLKYSTGRG KPGWGKESCK PIWWPEDIPW

ESCrPUON: | ANVRSDVRTE EQKQRVSWTQ ALRTIVKNCY KQHGREDLLY AFEDQ, corresponding to amino acids 201-286 of
Human NRF1

This gene encodes a protein that homodimerizes and functions as a transcription factor which activates the
expression of some key metabolic genes regulating cellular growth and nuclear genes required for
respiration, heme biosynthesis, and mitochondrial DNA transcription and replication. The protein has also
been associated with the regulation of neurite outgrowth. Alternate transcriptional splice variants, which

Target
Description:

Species Target |Human Species Host [Mouse
Validation Method #1 |[Immunoblots Validation Method #2 |Motif Enrichment
Purification . Polyclonal/
Method Protein A/G Monoclonal Monoclonal
Vendor URL: Ihttp://www.abcam.com/NRF1-antibody-ab5
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Please complete the following for antibodies to histone modifications:
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Comment: We observe one major band in all cell lines assayed that is approximately consistent with the
size expected for NRF1 (55kD). Therefore, ab55744 meets this criterion for validation.
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Antibody ab55744 (NRF1)
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Western blot using ab55744 against NRF1. Lanes contain nuclear lysates from GM12878 cells (Lane 1), K562 cells (Lane 2), and HelLa S3 cells
(Lane 3).



Calculations were done by Pouya Kheradpour using a collection of known motifs available at
http://www.broadinstitute.org/%7Epouyak/motif-disc/human/. Table 1 shows the fold-enrichments,
enrichment p-values and fraction of peaks which contain the motif. The motif which produced the
largest value for each criterion is shown in Table 1.

Motifs were identified using a matching stringency corresponding to 4-6 (6-mer). Peaks identified by
IDR (1% cutoff) were used in the analysis and +/-50bp from peak centers were considered.
Enrichments are for a given motif vs. a background consisting of +/- 50bp from the centers of all
Dnasel hypersensitive peaks. Repeat mask/simple repeats from UCSC and all gencode v7 exons
(including non-protein coding genes) were excluded from the analysis. Comparison to shuffle motifs
were used to correct for compositional bias. Enrichment is the corrected # of motifs in ChIP
peaks/corrected # of motifs in DNasel peaks.

Validation #2
Analysis

The current ENCODE standard calls for >4-fold enrichment and >10% motif representation for this
criteria to be used for validation. The 5 Nrf1 datasets presented here significantly exceed these
thresholds and the antibody is considered validated.
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- Table 1. Nrf1 motif enrichment.

Cell Line Motif Enrichment Enrichment p-value Fraction of peaks
(log2) (-log10) containing motif
GM12878 3.35792 1875.84 0.492133
H1-hESC 3.65494 1960.44 0.577306
HelLa S3 3.78334 1359.18 0.624064
HepG2 3.91631 1074.85 0.659108
K562 3.63299 1654.7 0.546256

Figure 2. Motif consensus sequences and position weight matrices for highly enriched Nrf1 motif.

NRF1_known1

CcC.T0CCA

>Nrfl_knownl Nrf-1_ transfac_M00652 -

Position/ A C G T

Consensus = - - -
C 0.000000 1.000000 0.000000 0.000000
G 0.142857 0.000000 0.857143 0.000000
C 0.000000 1.000000 0.000000 0.000000
R 0.571429 0.000000 0.285714 0.142857
T 0.000000 0.000000 0.000000 1.000000
G 0.000000 0.000000 1.000000 0.000000
C 0.000000 1.000000 0.000000 0.000000
G 0.000000 0.000000 1.000000 0.000000
C 0.000000 1.000000 0.000000 0.000000
R 0.571429 0.000000 0.428571 0.000000
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