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Antibody 1277-1 (ELK1) Immunoblot/
immunoprecipitation 
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A.  Western blot using 1277-1. Lanes contain nuclear lysates from GM12878 cells (Lane 1), K562 cells (Lane 2), HeLa S3 cells (Lane 3), and 
HepG2 cells (Lane 4).   B.  Immunoprecipitation of ELK1 from K562 cells using 1277-1.  Lane 1: input nuclear lysate, Lane 2:  unbound material 
from immunoprecipitation with AF4185, Lane 3: material immunoprecipitated with 1277-1, Lane 4: material immunoprecipitated using control IgG.  
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1277‐1 (ELK1) Immunoprecipitation/ 
Mass spectrometry 
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Lane 1 Input lysate 
Lane 2 Bound material from IP 
Lane 3 Bound material from IP            

using non-specific IgG 

Band A 



Spectrum Name of Protein Peptide count Ratio(ELK1/IgG control)
ELK1_Band A Isoform 1 of Serum albumin 9 4.5
ELK1_Band A Heat shock 70 kDa protein 1A/1B 6 NOT IN CONTROL IP
ELK1_Band A Tubulin, beta 6 1
ELK1_Band A Interleukin enhancer-binding factor 2 5 0.625
ELK1_Band A Isoform 1 of ETS domain-containing protein Elk-1 5 NOT IN CONTROL IP
ELK1_Band A Putative uncharacterized protein 5 NOT IN CONTROL IP
ELK1_Band A Alpha-2-macroglobulin 4 NOT IN CONTROL IP
ELK1_Band A cDNA FLJ54533, highly similar to Heterogeneous 

nuclear ribonucleoprotein H 4 0.571428571
ELK1_Band A Elongation factor 1-alpha 1 4 4
ELK1_Band A Protein S100-A9 4 NOT IN CONTROL IP
ELK1_Band A cDNA FLJ53910, highly similar to Keratin, type II 

cytoskeletal 6A 3 0.214285714
ELK1_Band A cDNA FLJ55805, highly similar to Keratin, type II 

cytoskeletal 4 3 3
ELK1_Band A cDNA FLJ60647, highly similar to Keratin, type II 

cytoskeletal 6B 3 0.3
ELK1_Band A Eukaryotic initiation factor 4A-III 3 0.75
ELK1_Band A Heat shock 70kDa protein 1-like variant 3 NOT IN CONTROL IP
ELK1_Band A Hemopexin 3 NOT IN CONTROL IP
ELK1_Band A Heterogeneous nuclear ribonucleoprotein G 3 1
ELK1_Band A Heterogeneous nuclear ribonucleoprotein K 3 0.75
ELK1_Band A Isoform 1 of Alpha-1-antichymotrypsin 3 NOT IN CONTROL IP
ELK1_Band A Isoform 1 of Alpha-1-antitrypsin 3 NOT IN CONTROL IP
ELK1_Band A Isoform 2 of Keratin, type II cytoskeletal 80 3 3
ELK1_Band A Isoform 3 of Glial fibrillary acidic protein 3 3
ELK1_Band A Keratin, type II cytoskeletal 8 3 0.75
ELK1_Band A TUBA1B protein 3 0.75
ELK1_Band A cDNA FLJ50996, highly similar to 60S ribosomal 

protein L4 2 NOT IN CONTROL IP
ELK1_Band A Heterogeneous nuclear ribonucleoprotein F 2 0.333333333
ELK1_Band A Isoform 3 of Keratin, type I cytoskeletal 13 2 0.666666667
ELK1_Band A Peptidyl-prolyl cis-trans isomerase FKBP4 2 NOT IN CONTROL IP



ELK1_Band A Polymeric immunoglobulin receptor 2 NOT IN CONTROL IP
ELK1_Band A Ribosome biogenesis regulatory protein homolog 2 0.5
ELK1_Band A TDP43 2 1
ELK1_Band A U3 small nucleolar RNA-associated protein 15 

homolog 2 1
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	TextField1[0]: A synthetic peptide corresponding to residues in C-terminus of human ELK-1 
was used as immunogen. The antibody does not cross-react with other ETS family 
members. 
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	TextField1[1]: Elk-1 is a transcription factor that is part of the ets oncogene superfamily (1). 
Elk-1 forms a ternary complex with the serum response factors, SRE and SRF, mediating 
gene activity in response to serum and growth factors (2). Activation by several mitogen- 
activated protein kinases (Erk1 and Erk2) mediates the immediate early responses of the c- 
fos promoter to growth factors and other stimuli (3,4). Serines 383 and 389 in the C-terminal 
region are the preferred sites for phosphorylation-induced activation. 
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	TextField2[0]: Comment: We observe one major band of ~65kD in all cell lines assayed (Panel A).  This band is immunoprecipitated from K562 cells at very high efficiency and is absent in an IgG control immunoprecipitation. (Panel B and second validation assay).   The major band migrates somewhat slower than predicted for ELK1 (~44kD), but this is generally observed with ELK1 (see product literature for this and other commercially available antibodies).  Moreover, this band was confirmed to contain ELK1 by mass spectrometry (see second validation assay).  Therefore, 1277-1 meets this criterion for validation.
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	TextField9[0]: Immunoprecipitation of ELK1 from K562 cells using 1277-1.  Lane 1: input nuclear lysate, Lane 2: material immunoprecipitated with 1277-1, 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, protein was immunoprecipitated from K562 whole cell lysates using 1277-1, and the IP fraction was loaded on a 10% polyacrylamide gel (NuPAGE 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 32 proteins identified in band A, although 20 of these are also present in a control immunoprecipitation and are thus likely to present due to non-specific association with the IP matrix.  Of the specifically immunoprecipitated proteins, ELK1 is the second most abundant (5 peptides) and is the only one known to be chromosome-associated.

Based on these observations, this band is likely due to the presence of immunoprecipitated ELK1 and 1277-1 meets the ENCODE standard for validation by this criterion.
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