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AF4185 (MXI1) Immunoblot/immunoprecipitation 
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A.  Western blot using AF4185. Lanes contain nuclear lysates from HeLa S3 cells (Lane 1), K562 cells (Lane 2), GM12878 cells (Lane 3), and 
HepG2 cells (Lane 4).   B.  Immunoprecipitation of MXI1 from K562 cells using AF4185.  Lane 1: input nuclear lysate, Lane 2:  unbound material 
from immunoprecipitation with AF4185, Lane 3: material immunoprecipitated with AF4185, Lane 4: material immunoprecipitated using control IgG.  
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AF4185 (MXI1) 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 



Name of Protein Peptide 
Count

Ratio (MXI1/          IgG 
Control)

Band A MAX interactor 1 16 NOT IN CONTROL IP
Band A Isoform 1 of Core histone macro-H2A.1 16 0.89
Band A Isoform A1-A of Heterogeneous nuclear ribonucleoprotein A1 16 0.89
Band A cDNA FLJ59080, highly similar to Heterogeneous nuclear ribonucleoprotein A3 15 1.07

Band A
cDNA FLJ77422, highly similar to Homo sapiens RNA binding protein, autoantigenic 
(hnRNP-associated with lethal yellow homolog (mouse)), transcript variant 1, mRNA 

(Fragment)
14 1.17

Band A Isoform 2 of Nucleophosmin 13 1.30
Band A ELAV-like protein 1 10 2.00
Band A Putative uncharacterized protein HNRNPAB 10 1.67
Band A rRNA 2'-O-methyltransferase fibrillarin 10 1.11
Band A Serine/threonine-protein kinase 12 9 4.50
Band A Isoform 3 of Heterogeneous nuclear ribonucleoprotein H3 9 0.90
Band A MKI67 FHA domain-interacting nucleolar phosphoprotein 6 0.86
Band A Isoform 1 of Serpin B3 5 2.50
Band A Isoform 3 of Transformer-2 protein homolog beta 5 1.67
Band A Poly(rC)-binding protein 1 4 1.33
Band A Brix domain containing 1 4 0.80
Band A U5 small nuclear ribonucleoprotein 40 kDa protein 4 0.80
Band A Isoform 3 of Heterogeneous nuclear ribonucleoprotein D-like 4 0.67
Band A elongation factor 1-delta isoform 4 3 NOT IN CONTROL IP
Band A Histone H1.5 3 1.50
Band A cDNA FLJ59138, highly similar to Annexin A2 3 1.00
Band A Heterogeneous nuclear ribonucleoprotein A0 3 1.00
Band A RNA 3'-terminal phosphate cyclase-like protein 3 0.75
Band A Zinc-alpha-2-glycoprotein 3 0.75
Band A cDNA FLJ54752, highly similar to Poly(rC)-binding protein 2 3 0.43
Band A Isoform 1 of Arginase-1 2 NOT IN CONTROL IP

Band A Isoform 2 of Zinc finger protein Gfi-1b 2 NOT IN CONTROL IP
Band A Isoform 2 of Neuroguidin 2 2.00
Band A Putative uncharacterized protein IMP4 2 2.00
Band A SYNCRIP protein (Fragment) 2 0.67
Band A Protein MAK16 homolog 2 0.50



Band A Probable rRNA-processing protein EBP2 2 0.40
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	TextField1[0]: Produced in a goat immunized with purified, E. coli-derived, recombinant human Mxi1 (rhMxi1; aa 81 - 228; Accession # P50539). Human Mxi1 specific IgG was purified by human Mxi1 affinity chromatography.
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	TextField1[1]: Mxi-1 (Max interactor 1) is a 26 kDa member of the bHLH-leucine zipper family, Myc superfamily of transcription factors. It is a widely expressed transcriptional repressor that heterodimerizes with Max and blocks Max-Myc gene activation. Human Mxi-1 is 228 amino acids (aa) in length. It contains a DNA binding motif (aa 69 - 80) and a bHLH domain (aa 81 - 120). Over aa 81 - 228, human Mxi-1 is 95% aa identical to mouse Mxi-1.
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	TextField9[0]: Immunoprecipitation of MXI from K562 cells using AF4185.  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, protein was immunoprecipitated from K562 whole cell lysates using AF4185, 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 trysinized 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 28 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 remaining proteins, MXI1 is the most abundant (16 peptides) by a wide margin.

Based on these observations, all major bands are likely due to the presence of immunoprecipated MXI1 and AF4185 meets the ENCODE standard for validation by this criterion.
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