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Name: Email:
Lab
Antibody Name: [BACH1 Target: |Bach1 EntrezGenelD:571
Company/ Santa Cruz Biotechnology Inc.
Source:
Catalog Number, database ID, laboratory 5c-14700 Lot Number |E1503

BACHT1 (C-20) is an affinity purified goat polyclonal antibody raised against a peptide mapping near the

Antibody C-terminus of BACH1 of human origin.

Description:

Target This gene encodes a transcription factor that belongs to the cap'n'collar type of basic region leucine zipper

Description: factor family (CNC-bZip). The encoded protein contains broad complex, tramtrack, bric-a-brac/poxvirus and
" |zinc finger (BTB/POZ) domains, which is atypical of CNC-bZip family members. These BTB/POZ domains

facilitate protein-protein interactions and formation of homo- and/or hetero-oligomers. When this encoded

Species Target |Human Species Host [Goat

Validation Method #1 |Immunoblots Validation Method #2 [IP-Mass Spec
Purification . Polyclonal/

Method Other Purification Method Monoclonal Polyclonal

Vendor URL: http://www.scbt.com/datasheet-14700-bach

Reference (PI/
Publication
Information)

Please complete the following for antibodies to histone modifications:
ifyour specifications are not listed in the drop-down box,
please write-in the appropriate information

Histone Name AA modified AA Position Modification




Comment: In an immunoblot probed with sc14700, we observe a major band consistent with the
expected size of Bach1 (82kD) cell line K562 (lane 2). This band is absent from cell lines GM12878 and
HepG2, and is present in lower levels in HelLa S3 cells. This band is specifically immunoprecipitated from
K562 cells (see second validation documentation). Mass spectrometry analysis verified the presence of
Bach1 as the major component of this band. Therefore, sc14700 meets this criterion for validation.

Validation #1
Analysis

Insert Validation Image (click here)
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A. Western blot using sc14700 . Lanes contain nuclear lysates from GM12878 cells (Lane 1), K562 cells (Lane 2), HeLa S3 cells (Lane 3), and HepG2 cells (Lane 4).



Validation #2
Analysis

Immunoprecipitation of Bach1 from K562 cells using sc14700. Lane 1: input nuclear lysate, Lane 2:
material immunoprecipitated with ab87525, Lane 3: material immunoprecipitated using control IgG.
Band A was excised from the gel and subject to analysis by mass spectrometry.

IP followed by mass spectrometry: Briefly, K562 whole cell lysates were immunoprecipitated using
sc14700, and the IP fraction was loaded on a 10% polyacrylamide gel (NuPAGEL Bis-Tris Gel) and
separated with an invitrogen NuPAGE electrophoresis system. The gel was silver-stained, gel
fragments corresponding to the bands indicated were excised and destained using the SilverSNAPO
Stain for Mass Spectrometry (Pierce). Then proteins were trypsinized using the in-gel digestion
method. Digested proteins were analyzed on an LTQ-Orbitrap (Thermo Scientific) by the
nanoLC-ESI-MS/MS technique. Peptides were identified by the SEQUEST algorithm and filtered with a
high confidence threshold (Protein false discovery rate < 1%, 2 peptides per protein minimum).

We report 19 proteins identified in band A, where the majority of signal detected by Western blot is
located. Bach1 is the most abundant of these (23 peptides) and is not detected in the IgG specificity
control. Only 3 other proteins are specifically immunoprecipitated and none are predicted
sequence-specific DNA-binding proteins.

Based on these observations, the major band is likely due to the presence of immunoprecipated
Bach1 and sc14700 meets the ENCODE standard for validation by this criterion.

Insert Validation Image (Click here)
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Immunoprecipitation/Mass spectrometry
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Name of Protein
Transcription regulator protein BACH1
X-ray repair cross-complementing protein 5

Putative pre-mRNA-splicing factor ATP-dependent RNA helicase DHX15

Heat shock protein HSP 90-beta
Isoform 2 of Heterogeneous nuclear ribonucleoprotein M

cDNA FLJ54020, highly similar to Heterogeneous nuclear ribonucleoprotein U

Isoform 1 of Heat shock protein HSP 90-alpha
Isoform 5 of Interleukin enhancer-binding factor 3
Isoform 1 of Nucleolar RNA helicase 2
Stress-70 protein, mitochondrial
ATP-dependent RNA helicase DDX18
BEN domain-containing protein 3
Isoform 1 of Heterogeneous nuclear ribonucleoprotein R
Isoform 2 of Heterogeneous nuclear ribonucleoprotein R
HSPAS protein
Nucleolar protein 11
Isoform A of Lamin-A/C
Probable ATP-dependent RNA helicase DDX5
Isoform 3 of Probable ATP-dependent RNA helicase DDX17

Count of Peptides Ratio (BACH1/IgG Control)
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