
ENCODE DCC Antibody Validation Document
Date of Submission

Antibody 
Description: 
 

Species Target

Validation Method #1

Email:Name:

Antibody Name: Target:

Lab

Company/
Source:

Species Host

Lot NumberCatalog Number, database ID, laboratory 
 

Validation Method #2

Purification 
Method

Polyclonal/ 
Monoclonal

Reference (PI/
Publication 
Information)

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

Histone Name AA modified AA Position Modification

Target 
Description: 
 

Vendor URL:

initiator:adamslb@mail.nih.gov;wfState:distributed;wfType:email;workflowId:abb7b355221f86429e28cccb244c3cd5



Validation #1 
Analysis

Insert Validation Image (click here)



Validation #2 
Analysis

Insert Validation Image (Click here)


ENCODE DCC Antibody Validation Document
Please complete the following for antibodies to histone modifications:
if your specifications are not listed in the drop-down box, 
please write-in the appropriate information
8.2.1.3144.1.471865.466429
	DateTimeField1: 2011-09-19
	TextField1: Synthetic peptide: TTNPKPNKALKVKKEA conjugated to KLH by a C-terminal Cysteine residue linker, corresponding to amino acids 2-17 of Human MAFK
	TextField1: Small Mafs behave as transcriptional repressors when they dimerize among themselves and transcriptional activators by dimerizing with other basic-zipper proteins and recruiting them to specific sites. NFE2 consists of a heterodimer containing an 18-kD Maf protein (MafF, MafG, or MafK) and p45.  
	DropDownList1: Human
	DropDownList2: Immunoprecipitation
	TextField4: sglandt@stanford.edu
	TextField5: Stephen Landt
	TextField6: Anti-MAFK antibody (ab50322)
	TextField7: MafK/NF-E2 p18
	DropDownList3: Snyder
	TextField8: Abcam
	DropDownList8: Rabbit
	TextField10: 904274
	TextField11: ab50322
	DropDownList11: ChIP
	DropDownList9: Other Purification Method
	DropDownList10: Polyclonal
	TextField12: http://www.abcam.com/MAFK-antibody-ab50322.html
	DropDownList4: 
	DropDownList5: 
	DropDownList6: 
	DropDownList7: 
	TextField2: A: Immunoprecipitation was performed on nuclear lysates from HepG2 cells using antibody ab50322 against MafK/NF-E2 p18. Lane1: Nuclear lysate.  Lane 2: Unbound material from immunoprecipitation with ab50322.  Lane 3: Bound material from immunoprecipitation with ab50322.  Lane 4:  Bound material from control immunoprecipitation with rabbit IgG.  Arrow indicates band of expected size (18kD) that is highly enriched in the specifically immunoprecipitated fraction.  Left panel contains a shorter exposure to emphasize the identity of the expected band while right panel is overexposed to emphasize that all bands other than the expected band are present in the non-immunoprecipitated flowthrough lane (lane 2).  Note that ~6x more material is loaded in lanes 3 and 4, which explains the enrichment of the expected product in the immunoprecipitated fraction relative to the input nuclear lysate in lane 1.B:  Western blots on nuclear lysates from cell lines GM12878 (Lane1), K562 (Lane2), HeLaS3 (Lane3), and HepG2 (Lane4).COMMENT:  While we observe multiple bands in the Western blots for all cell lines, we see that only the expected band is immunoprecipitated specifically and efficiently.  Furthermore, because we have performed ChIP-Seq with a second antibody recognizing an independent epitope and our results show a very high level of agreement (see second validation), we feel this antibody is  of high quality.
	ImageField1: /9j/4AAQSkZJRgABAQEAAAAAAAD//gAMQXBwbGVNYXJrCv/bAIQABwUFBgUFBwYGBggHBwgKEQsK=
	TextField9: Validation 2:  ChIP-Seq with alternate antibody: Santa Cruz sc-477Epitope: Rabbit polyclonal, epitope maps to the C-terminus of MafK/NF-E2 p18 of mouse originBackground/Comparison:  The small Maf family of proteins consists of three small, highly similar proteins- MafF, MafG, and MafK.  An alignment of the three is shown here.  Due to the high degree of similarity between these factors, we have used two antibodies to different regions of the MafK protein to cross-validate our ChIP-Seq results.  The epitope for sc-477 is indicated in red and the immunogen for ab50322 is indicated in yellow.The lists of peaks called by PeakSeq obtained from the two ENCODE-submitted biological replicate experiments done for each antibody in HepG2 cells were compared to one another.  Comparisons were made using standard ENCODE replicate comparison parameters (the top 40% of each list of peaks for a given false discovery rate (Q-value) were compared to the entire list peaks obtained with the other antibody and the reciprocal comparison was also made).   Comparisons were made for Q-values of .01 and .001 and the results are shown in the accompanying table.  In each case, the degree of overlap between peak lists exceeds 97%.  Thus, these antibodies are considered validated by this criteria.   
	ImageField2: /9j/4AAQSkZJRgABAQEAAAAAAAD//gAMQXBwbGVNYXJrCv/bAIQABwUFBgUFBwYGBggHBwgKEQsK	EmailSubmitButton1: 



