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Name: Email:
Lab
Antibody Name: |Anti-ZKSCAN1 Target: |ZKSCAN1 EntrezGenelD:7586
Company/ |..
Source: Sigma
Catalog Number, database ID, laboratory HPAO06672 Lot Number |A44630
. Zinc finger with KRAB and SCAN domain-containing protein 1 recombinant protein epitope signature tag
Antibody
o (PrEST)
Description:
T ‘ The ZKSCANT1 gene encodes a transcriptional regulator of the KRAB (Kruppel-associated box) subfamily of
Darge. tion: zinc finger proteins, which contain repeated Cys2-His2 (C2H2) zinc finger domains that are connected by
escription: conserved sequences, called H/C links (summarized by Tommerup and Vissing, 1995 (PubMed 7557990)).
Transcriptional regulatory proteins containing tandemly repeated zinc finger domains are thought to be
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Please complete the following for antibodies to histone modifications:
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Comment: In an immunoblot probed with HPA006672, we observe a major band consistent with the
expected size of ZKSCANT1 (63kD) in cell lines GM12878, K562, HeLaS3, and HepG2 (Panel A). We note
an additional significant band of ~60kD in K562, HeLas3, and HepG2 cells. However, while the 63kD
band is specifically immunoprecipitated from HepG2 cells, the 60kD band is not (Panel B). Mass
spectrometry analysis verified the presence of ZKSCAN1 as the major component of the primary band,
as well as of minor low molecular weight bands (see second validation). Therefore, HPA006672 meets
this criterion for validation.
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Analysis

Insert Validation Image (click here)




Antibody HPA006672 (ZKSCAN1)
Immunoblot/immunoprecipitation
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A. Western blot using antibody HPA0O06672 on nuclear lysates from cell lines GM12878 (Lane1), K562 (Lane2),
HelLaS3 (Lane3), and HepG2 (Lane4). B. Immunoprecipitation was performed on nuclear lysates from HepG2 cells
using antibody HPA006672. Lane1: Nuclear lysate. Lane 2: Unbound material from immunoprecipitation with
HPA006672. Lane 3: Bound material from immunoprecipitation with HPA006672. Lane 4: Bound material from control
immunoprecipitation with rabbit IgG. Arrow indicates band of expected size (63.6 kD) that is highly enriched in the
specifically immunoprecipitated fraction. Asterisk indicates signal due to IgG heavy chain from immunoprecipitation.



Validation #2
Analysis

Immunoprecipitation of ZKSCAN1 from K562 cells using HPA006672. Lane 1: input nuclear lysate,
Lane 2: material immunoprecipitated with ab87525, Lane 3: material immunoprecipitated using
control IgG. Band A, the most abundant band and consisent with the expected size of ZKSCANT,
along with minor bands B and C were excised from the gel and subject to analysis by mass
spectrometry.

IP followed by mass spectrometry: Briefly, K562 whole cell lysates were immunoprecipitated using
HPA006672, 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 SilverSNAP
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 21 proteins identified in band A. ZKSCANT1 is by far the most abundant of these (49
peptides) and is not detected in the IgG specificity control. ZKSCANT1 is also the most abundant
protein identifed in minor bands B (7 peptides) and C (10 peptides). Mass spectrometry identifies
ZKSCANT1 in levels that are consistent with the relative intensities of the bands in the immunoblot.

Based on these observations, the major band is likely due to the presence of immunoprecipated
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HPA006672 (ZKSCAN1)
Immunoprecipitation/Mass spectrometry
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Spectrum

Name of Protein

Count of
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Zinc finger protein with KRAB and SCAN domains 1
Putative uncharacterized protein CPSF6
Isoform A of Lamin-A/C
Nucleolar protein 56
Isoform 1 of Heat shock cognate 71 kDa protein
Stress-70 protein, mitochondrial
Heterogeneous nuclear ribonucleoprotein L
Insulin-like growth factor 2 mRNA-binding protein 1
Nucleolar protein 58
RSL1D1 protein
Histone deacetylase 2
cDNA FLJ54408, highly similar to Heat shock 70 kDa protein 1
Lamin-B1
Protein NPAT
Histone deacetylase 1
Isoform 1 of RNA-binding protein 14
Probable ATP-dependent RNA helicase DDX5
Putative pre-mRNA-splicing factor ATP-dependent RNA helicase DHX15
Isoform 1 of Heat shock protein HSP 90-alpha
Isoform 2 of Transcriptional repressor p66-alpha
X-ray repair cross-complementing protein 6

Zinc finger protein with KRAB and SCAN domains 1
Junction plakoglobin
Histone deacetylase 1
Histone deacetylase 2
Isoform 1 of Core histone macro-H2A.1
Isoform 2 of Telomere-associated protein RIF1

Zinc finger protein with KRAB and SCAN domains 1
cDNA FLJ77422, highly similar to Homo sapiens RNA binding protein,
autoantigenic (hnRNP-associated with lethal yellow homolog (mouse)),

transcript variant 1, mRNA (Fragment)
rRNA 2'-O-methyltransferase fibrillarin
Isoform 1 of Core histone macro-H2A.1
Protein NPAT
Emerin
Glyceraldehyde-3-phosphate dehydrogenase
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