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A.  Western blot using antibody NB600-1263. 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 SIN3A from K562 cells using 
NB600-1263.  Lane 1: input nuclear lysate, Lane 2:  unbound material from immunoprecipitation with NB600-1263, Lane 3: 
material immunoprecipitated with NB600-1263, Lane 4: material immunoprecipitated using control IgG.  Arrow indicates 
specifically immunoprecipitated band. 
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mSIN3A (NB600‐1263) 

Lane 1              2             3 

Lane 1 Input lysate 
Lane 2 Bound material from IP 
Lane 3 Bound material from IP            

using non-specific IgG 

NB600‐1263 (SIN3A) 
Immunoprecipitation/ Mass spectrometry 

 

Band A 
Band B 



Spectrum Name of Protein Peptide count Ratio(Sin3A/IgG control)
Sin3A_Band A Paired amphipathic helix protein Sin3a 122 NOT IN CONTROL IP
Sin3A_Band A Isoform I of AT-rich interactive domain-containing protein 

4A 42 NOT IN CONTROL IP
Sin3A_Band A Isoform 1 of AT-rich interactive domain-containing protein 

4B 38 NOT IN CONTROL IP
Sin3A_Band A Isoform 2 of DNA topoisomerase 2-alpha 34 3.4
Sin3A_Band A Isoform 1 of Histone deacetylase complex subunit 

SAP130 23 NOT IN CONTROL IP
Sin3A_Band A ATP-dependent RNA helicase A 20 3.333333333
Sin3A_Band A Isoform Beta-1 of DNA topoisomerase 2-beta 15 2.5
Sin3A_Band A Matrin-3 7 NOT IN CONTROL IP
Sin3A_Band A Splicing factor 3B subunit 1 6 3
Sin3A_Band A cDNA FLJ59523, highly similar to Scaffold attachment 

factor B 4 2
Sin3A_Band A Scaffold attachment factor B2 4 1.333333333
Sin3A_Band A 116 kDa U5 small nuclear ribonucleoprotein component 

isoform b 3 NOT IN CONTROL IP
Sin3A_Band A cDNA FLJ61347, highly similar to General transcription 

factor II-I 3 NOT IN CONTROL IP
Sin3A_Band A FACT complex subunit SPT16 3 0.6
Sin3A_Band A SWI/SNF-related matrix-associated actin-dependent 

regulator of chromatin subfamily A member 5 3 0.75
Sin3A_Band A apoptotic chromatin condensation inducer in the nucleus 

isoform 3 2 NOT IN CONTROL IP
Sin3A_Band A Centromere protein C 1 2 NOT IN CONTROL IP
Sin3A_Band A Isoform 1 of U5 small nuclear ribonucleoprotein 200 kDa 

helicase 2 2
Sin3A_Band A Isoform 2 of Cell division cycle and apoptosis regulator 

protein 1 2 NOT IN CONTROL IP
Sin3A_Band A N-acetyltransferase 10 isoform b 2 NOT IN CONTROL IP
Sin3A_Band A Putative uncharacterized protein NUP160 2 NOT IN CONTROL IP

Sin3A_Band B Paired amphipathic helix protein Sin3a 48 NOT IN CONTROL IP



Sin3A_Band B Isoform 1 of AT-rich interactive domain-containing protein 
4B 15 NOT IN CONTROL IP

Sin3A_Band B Isoform I of AT-rich interactive domain-containing protein 
4A 15 NOT IN CONTROL IP

Sin3A_Band B Isoform 2 of Heterogeneous nuclear ribonucleoprotein M 11 1.571428571
Sin3A_Band B Transducin beta-like protein 3 11 0.733333333
Sin3A_Band B ATP-dependent RNA helicase A 9 1.125
Sin3A_Band B X-ray repair cross-complementing protein 5 8 2
Sin3A_Band B Isoform 1 of Histone deacetylase complex subunit 

SAP130 7 NOT IN CONTROL IP
Sin3A_Band B Isoform 1 of Nucleolar RNA helicase 2 7 0.538461538
Sin3A_Band B NOP2 protein 7 0.777777778
Sin3A_Band B Putative pre-mRNA-splicing factor ATP-dependent RNA 

helicase DHX15 6 0.857142857
Sin3A_Band B WD repeat-containing protein 3 6 1
Sin3A_Band B cDNA FLJ59435, highly similar to Homo sapiens outer 

dense fiber of sperm tails 2 (ODF2), transcript variant 2, 
mRNA 5 NOT IN CONTROL IP

Sin3A_Band B Isoform 1 of Interleukin enhancer-binding factor 3 5 0.625
Sin3A_Band B Seipin 5 1.25
Sin3A_Band B WD repeat-containing protein 43 5 2.5
Sin3A_Band B Deoxynucleotidyltransferase terminal-interacting protein 

2 4 0.8
Sin3A_Band B Isoform 1 of Heterogeneous nuclear ribonucleoprotein R 4 1.333333333
Sin3A_Band B Matrin-3 4 0.444444444
Sin3A_Band B U3 small nucleolar RNA-associated protein 14 homolog A 

isoform 2 4 0.5
Sin3A_Band B ATP-dependent RNA helicase DDX18 3 0.428571429
Sin3A_Band B Heat shock protein HSP 90-beta 3 0.5
Sin3A_Band B Isoform 2 of Cell division cycle and apoptosis regulator 

protein 1 3 NOT IN CONTROL IP
Sin3A_Band B Isoform 2 of Protein LAS1 homolog 3 0.75
Sin3A_Band B Isoform A of Lamin-A/C 3 0.230769231
Sin3A_Band B Nucleolar protein 11 3 0.75



Sin3A_Band B Ribosomal RNA upstream binding transcription factor 
(Fragment) 3 1.5

Sin3A_Band B RNA-binding protein 28 isoform 2 3 0.428571429
Sin3A_Band B testis-expressed sequence 10 protein isoform 2 3 0.75
Sin3A_Band B WD repeat-containing protein 36 3 0.75
Sin3A_Band B Complement protein C4B frameshift mutant (Fragment) 2 1
Sin3A_Band B FACT complex subunit SSRP1 2 1
Sin3A_Band B Histone deacetylase 1 2 NOT IN CONTROL IP
Sin3A_Band B Isoform 1 of Heat shock protein HSP 90-alpha 2 0.4
Sin3A_Band B Isoform 1 of Splicing factor 3B subunit 3 2 0.222222222
Sin3A_Band B Isoform 2 of DNA topoisomerase 2-alpha 2 0.2
Sin3A_Band B Isoform 2 of Transcription intermediary factor 1-beta 2 NOT IN CONTROL IP
Sin3A_Band B Isoform 3 of Nuclear valosin-containing protein-like 2 2
Sin3A_Band B Isoform Long of Splicing factor, proline- and glutamine-

rich 2 0.666666667
Sin3A_Band B Periodic tryptophan protein 2 homolog 2 0.5
Sin3A_Band B Probable ATP-dependent RNA helicase DDX10 2 1
Sin3A_Band B Protein AATF 2 2
Sin3A_Band B Ribosome biogenesis protein BOP1 2 0.666666667
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	TextField1[0]: Immunogen: Synthetic peptide: MKRRLDDQESDVYAAQQRR, corresponding to amino acids 1-19 of Mouse mSin3A.
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	TextField1[1]: Mammalian Sin 3 (mSin 3) is a 150 kDa protein closely related to the yeast SIN3 repressor protein involved in the transcriptional repression of many genes. There are two mammalian isoforms, mSin 3A and mSin 3B. Containing 4 paired amphipathic helix domains (PAH domains), mSin 3A and mSin 3B have been shown to directly interact with several other transcriptional repressor proteins including HDAC 1, HDAC 2, RbAp 46, the methyl CpG binding protein MeCP 2, the Mad/Max heterodimer, and the corepressors silencing mediator of retinoic acid & thyroid hormone receptor (SMRT) and nuclear receptor corepressor (N-CoR).
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	TextField2[0]: Comment: In Western blots, a major band of the expected size of SIN3A (~145kD) is observed in cell lines GM12878, K562, HeLa S3, and HepG2 (Panel A).  This band is efficiently and specifically immunoprecipitated from K562 nuclear lysates (arrow, Panel B).  We note that additional bands are present, particularly in cell line K562 and HepG2, but these are significantly less abundant (see Panel B) and can be identified as SIN3A by mass spectrometry (see validation #2).  Therefore, NB600-1263 meets this criterion for validation.
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	TextField9[0]: Immunoprecipitation of SIN3A from K562 cells using NB600-1263.  Lane 1: input nuclear lysate, Lane 2: material immunoprecipitated with ab87525, Lane 3: material immunoprecipitated using control IgG.  Bands A and B were 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 NB600-1263, 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).

Because multiple bands were observed in Western blots, we isolated two bands from the gel.  From the more intense upper band (band A), we identified 21 proteins, 12 of which were absent from the control immunoprecipitation.  Among all proteins,  SIN3A was by far the most abundant (represented by 122 peptides).  The next three most abundant specifically immunoprecipitated proteins (ARID4A, ARID4B, and SAP130, highlighted in blue) are known interaction partners of SIN3A (Fleischer TC, Yun UJ, Ayer DE Mol Cell Biol 23 (10): 3456–67. 2003).  In the less intense lower band,  we identified 43 proteins, of which only 8 were absent in the control immunoprecipitation.  SIN3A was again by far the most abundantly identified protein (48 peptides) and the next three most abundant proteins were known interaction partners.   

Based on the identification of SIN3A in all detectable bands and the absence of specifically immunoprecipitated chromosomal binding proteins, NB600-1263 meets the ENCODE standard for validation by this criterion.
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