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Search title           : Mascot Search for gb_20100919_LTQ_Bowling_E2A-1.mgf
MS data file           : gb_20100919_LTQ_Bowling_E2A-1.mgf
Database               : Sprot_Human_Myers Human_Myers-201010 (40408 sequences; 22460772 residues)
Timestamp              : 28 Oct 2010 at 16:46:39 GMT
Enzyme                 : Trypsin
Variable modifications : Carbamidomethyl (C),Oxidation (M)
Mass values            : Monoisotopic
Protein Mass           : Unrestricted
Peptide Mass Tolerance : ± 0.45 Da (# 13C = 1)
Fragment Mass Tolerance: ± 0.8 Da
Max Missed Cleavages   : 3
Instrument type        : Default
Number of queries      : 2089

Protein hits           :
 HSP7C_HUMAN  Heat shock cognate 71 kDa protein OS=Homo sapiens GN=HSPA8 PE=1 SV=1
 HSP71_HUMAN  Heat shock 70 kDa protein 1A/1B OS=Homo sapiens GN=HSPA1A PE=1 SV=5
 DDX3X_HUMAN  ATP-dependent RNA helicase DDX3X OS=Homo sapiens GN=DDX3X PE=1 SV=3
 HNRPM_HUMAN  Heterogeneous nuclear ribonucleoprotein M OS=Homo sapiens GN=HNRNPM PE=1 SV=3
 GRP78_HUMAN  78 kDa glucose-regulated protein OS=Homo sapiens GN=HSPA5 PE=1 SV=2
 HS71L_HUMAN  Heat shock 70 kDa protein 1-like OS=Homo sapiens GN=HSPA1L PE=1 SV=2
 XRCC6_HUMAN  X-ray repair cross-complementing protein 6 OS=Homo sapiens GN=XRCC6 PE=1 SV=2
 HS90B_HUMAN  Heat shock protein HSP 90-beta OS=Homo sapiens GN=HSP90AB1 PE=1 SV=4
 TRAP1_HUMAN  Heat shock protein 75 kDa, mitochondrial OS=Homo sapiens GN=TRAP1 PE=1 SV=3
 HSP76_HUMAN  Heat shock 70 kDa protein 6 OS=Homo sapiens GN=HSPA6 PE=1 SV=2
 GRP75_HUMAN  Stress-70 protein, mitochondrial OS=Homo sapiens GN=HSPA9 PE=1 SV=2
 ECHA_HUMAN  Trifunctional enzyme subunit alpha, mitochondrial OS=Homo sapiens GN=HADHA PE=1 SV=2
 HS90A_HUMAN  Heat shock protein HSP 90-alpha OS=Homo sapiens GN=HSP90AA1 PE=1 SV=5
 K2C1_HUMAN  Keratin, type II cytoskeletal 1 OS=Homo sapiens GN=KRT1 PE=1 SV=6
 RBM14_HUMAN  RNA-binding protein 14 OS=Homo sapiens GN=RBM14 PE=1 SV=2
 SYWC_HUMAN  Tryptophanyl-tRNA synthetase, cytoplasmic OS=Homo sapiens GN=WARS PE=1 SV=2
 DDX17_HUMAN  Probable ATP-dependent RNA helicase DDX17 OS=Homo sapiens GN=DDX17 PE=1 SV=1
 SYRC_HUMAN  Arginyl-tRNA synthetase, cytoplasmic OS=Homo sapiens GN=RARS PE=1 SV=2
 K1C9_HUMAN  Keratin, type I cytoskeletal 9 OS=Homo sapiens GN=KRT9 PE=1 SV=3
 NOG1_HUMAN  Nucleolar GTP-binding protein 1 OS=Homo sapiens GN=GTPBP4 PE=1 SV=3
 GUAA_HUMAN  GMP synthase [glutamine-hydrolyzing] OS=Homo sapiens GN=GMPS PE=1 SV=1
 IF2B1_HUMAN  Insulin-like growth factor 2 mRNA-binding protein 1 OS=Homo sapiens GN=IGF2BP1 PE=1 SV=2
 DDX5_HUMAN  Probable ATP-dependent RNA helicase DDX5 OS=Homo sapiens GN=DDX5 PE=1 SV=1
 CMC2_HUMAN  Calcium-binding mitochondrial carrier protein Aralar2 OS=Homo sapiens GN=SLC25A13 PE=1 SV=2
 URP2_HUMAN  Fermitin family homolog 3 OS=Homo sapiens GN=FERMT3 PE=1 SV=1
 PYRG1_HUMAN  CTP synthase 1 OS=Homo sapiens GN=CTPS PE=1 SV=2
 HS904_HUMAN  Putative heat shock protein HSP 90-alpha A4 OS=Homo sapiens GN=HSP90AA4P PE=5 SV=1
 ODP2_HUMAN  Dihydrolipoyllysine-residue acetyltransferase component of pyruvate dehydrogenase complex, mitochondrial OS=Homo sapiens GN=DLAT PE=1 SV=3
 ANM5_HUMAN  Protein arginine N-methyltransferase 5 OS=Homo sapiens GN=PRMT5 PE=1 SV=4
 MOES_HUMAN  Moesin OS=Homo sapiens GN=MSN PE=1 SV=3
 RBP56_HUMAN  TATA-binding protein-associated factor 2N OS=Homo sapiens GN=TAF15 PE=1 SV=1
 TCPG_HUMAN  T-complex protein 1 subunit gamma OS=Homo sapiens GN=CCT3 PE=1 SV=4
 SYK_HUMAN  Lysyl-tRNA synthetase OS=Homo sapiens GN=KARS PE=1 SV=3
 POTEE_HUMAN  POTE ankyrin domain family member E OS=Homo sapiens GN=POTEE PE=1 SV=3
 PYRG2_HUMAN  CTP synthase 2 OS=Homo sapiens GN=CTPS2 PE=1 SV=1
 FUS_HUMAN  RNA-binding protein FUS OS=Homo sapiens GN=FUS PE=1 SV=1
 NXF1_HUMAN  Nuclear RNA export factor 1 OS=Homo sapiens GN=NXF1 PE=1 SV=1
 ZN326_HUMAN  Zinc finger protein 326 OS=Homo sapiens GN=ZNF326 PE=1 SV=2
 NOP56_HUMAN  Nucleolar protein 56 OS=Homo sapiens GN=NOP56 PE=1 SV=4
 RADI_HUMAN  Radixin OS=Homo sapiens GN=RDX PE=1 SV=1
 DDX21_HUMAN  Nucleolar RNA helicase 2 OS=Homo sapiens GN=DDX21 PE=1 SV=5
 TFE2_HUMAN  Transcription factor E2-alpha OS=Homo sapiens GN=TCF3 PE=1 SV=1
 FIP1_HUMAN  Pre-mRNA 3'-end-processing factor FIP1 OS=Homo sapiens GN=FIP1L1 PE=1 SV=1
 MTA2_HUMAN  Metastasis-associated protein MTA2 OS=Homo sapiens GN=MTA2 PE=1 SV=1
 GT251_HUMAN  Procollagen galactosyltransferase 1 OS=Homo sapiens GN=GLT25D1 PE=1 SV=1
 IF2B3_HUMAN  Insulin-like growth factor 2 mRNA-binding protein 3 OS=Homo sapiens GN=IGF2BP3 PE=1 SV=2
 LRC47_HUMAN  Leucine-rich repeat-containing protein 47 OS=Homo sapiens GN=LRRC47 PE=1 SV=1
 PABP1_HUMAN  Polyadenylate-binding protein 1 OS=Homo sapiens GN=PABPC1 PE=1 SV=2
 DHX9_HUMAN  ATP-dependent RNA helicase A OS=Homo sapiens GN=DHX9 PE=1 SV=4
 EZRI_HUMAN  Ezrin OS=Homo sapiens GN=EZR PE=1 SV=4
 ABCF2_HUMAN  ATP-binding cassette sub-family F member 2 OS=Homo sapiens GN=ABCF2 PE=1 SV=2
 ENPL_HUMAN  Endoplasmin OS=Homo sapiens GN=HSP90B1 PE=1 SV=1
 SYG_HUMAN  Glycyl-tRNA synthetase OS=Homo sapiens GN=GARS PE=1 SV=2
 SRPR_HUMAN  Signal recognition particle receptor subunit alpha OS=Homo sapiens GN=SRPR PE=1 SV=2
 RPN1_HUMAN  Dolichyl-diphosphooligosaccharide--protein glycosyltransferase subunit 1 OS=Homo sapiens GN=RPN1 PE=1 SV=1
 HNRPQ_HUMAN  Heterogeneous nuclear ribonucleoprotein Q OS=Homo sapiens GN=SYNCRIP PE=1 SV=2
 SRP68_HUMAN  Signal recognition particle 68 kDa protein OS=Homo sapiens GN=SRP68 PE=1 SV=2
 PESC_HUMAN  Pescadillo homolog OS=Homo sapiens GN=PES1 PE=1 SV=1
 VATA_HUMAN  V-type proton ATPase catalytic subunit A OS=Homo sapiens GN=ATP6V1A PE=1 SV=2
 TBC15_HUMAN  TBC1 domain family member 15 OS=Homo sapiens GN=TBC1D15 PE=1 SV=2
 AMPB_HUMAN  Aminopeptidase B OS=Homo sapiens GN=RNPEP PE=1 SV=2
 AAAT_HUMAN  Neutral amino acid transporter B(0) OS=Homo sapiens GN=SLC1A5 PE=1 SV=2
 H90B3_HUMAN  Putative heat shock protein HSP 90-beta-3 OS=Homo sapiens GN=HSP90AB3P PE=5 SV=1
 ADAS_HUMAN  Alkyldihydroxyacetonephosphate synthase, peroxisomal OS=Homo sapiens GN=AGPS PE=1 SV=1
 K22E_HUMAN  Keratin, type II cytoskeletal 2 epidermal OS=Homo sapiens GN=KRT2 PE=1 SV=2
 POTEJ_HUMAN  POTE ankyrin domain family member J OS=Homo sapiens GN=POTEJ PE=3 SV=1
 KIFC1_HUMAN  Kinesin-like protein KIFC1 OS=Homo sapiens GN=KIFC1 PE=1 SV=2
 SCFD1_HUMAN  Sec1 family domain-containing protein 1 OS=Homo sapiens GN=SCFD1 PE=1 SV=4
 K1841_HUMAN  Uncharacterized protein KIAA1841 OS=Homo sapiens GN=KIAA1841 PE=2 SV=2
 ACSL3_HUMAN  Long-chain-fatty-acid--CoA ligase 3 OS=Homo sapiens GN=ACSL3 PE=1 SV=3
 LRC40_HUMAN  Leucine-rich repeat-containing protein 40 OS=Homo sapiens GN=LRRC40 PE=1 SV=1
 SYFB_HUMAN  Phenylalanyl-tRNA synthetase beta chain OS=Homo sapiens GN=FARSB PE=1 SV=3
 ATD3A_HUMAN  ATPase family AAA domain-containing protein 3A OS=Homo sapiens GN=ATAD3A PE=1 SV=2
 ATD3B_HUMAN  ATPase family AAA domain-containing protein 3B OS=Homo sapiens GN=ATAD3B PE=1 SV=1
 SRC8_HUMAN  Src substrate cortactin OS=Homo sapiens GN=CTTN PE=1 SV=2
 KHDR1_HUMAN  KH domain-containing, RNA-binding, signal transduction-associated protein 1 OS=Homo sapiens GN=KHDRBS1 PE=1 SV=1
 ACTA_HUMAN  Actin, aortic smooth muscle OS=Homo sapiens GN=ACTA2 PE=1 SV=1



 SYDM_HUMAN  Aspartyl-tRNA synthetase, mitochondrial OS=Homo sapiens GN=DARS2 PE=1 SV=1
 MTA1_HUMAN  Metastasis-associated protein MTA1 OS=Homo sapiens GN=MTA1 PE=1 SV=2
 F184A_HUMAN  Protein FAM184A OS=Homo sapiens GN=FAM184A PE=2 SV=3
 IL20_HUMAN  Interleukin-20 OS=Homo sapiens GN=IL20 PE=1 SV=2
 PCKGM_HUMAN  Phosphoenolpyruvate carboxykinase [GTP], mitochondrial OS=Homo sapiens GN=PCK2 PE=1 SV=3
 RHG28_HUMAN  Rho GTPase-activating protein 28 OS=Homo sapiens GN=ARHGAP28 PE=2 SV=2
 FAKD5_HUMAN  FAST kinase domain-containing protein 5 OS=Homo sapiens GN=FASTKD5 PE=1 SV=1
 EI24_HUMAN  Etoposide-induced protein 2.4 homolog OS=Homo sapiens GN=EI24 PE=1 SV=4
 TCPW_HUMAN  T-complex protein 1 subunit zeta-2 OS=Homo sapiens GN=CCT6B PE=1 SV=4
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	TextField1[1]: Heterodimers between TCF3 and tissue-specific basic helix-loop-helix (bHLH) proteins play major roles in determining tissue-specific cell fate during embryogenesis, like muscle or early B-cell differentiation.

Entrez gene ID 6929; 67 kDa
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	TextField2[0]: Western blot protocol:
Whole cell lysate was immunoprecipitated using primary antibody, and the IP fraction was loaded on a 12% acrylamide gel and separated with a Bio-Rad PROTEAN II xi system. After separation, the samples were transferred to a nitrocellulose membrane with an Invitrogen iBlot system.  Blotting with primary (same as that used for IP) and secondary HRP-conjugated antibodies was performed on an Invitrogen BenchPro 4100 system. Visualization was achieved using SuperSignal West Femto solution (Thermo Scientific). 

Results: Band of expected size (~67 kDa) visualized, representing strongest signal in the lane. 

Figure legend: IP-western with sc-349 in whole cell lysate (WCL) of K562; PM=protein marker. TCF3 band is indicated.
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	TextField9[0]: IP followed by mass spectrometry:
Briefly, K562 whole cell lysate was immunoprecipitated using primary antibody, and the IP fraction was loaded on a 12% acrylamide gel and separated with a Bio-Rad PROTEAN II xi system. Gel was stained with Coomassie Blue in order to visualize marker bands. Gel fragments corresponding to the bands indicated above in the western blot image were excised and sent to the University of Alabama at Birmingham Cancer Center Mass Spectrometry/Proteomics Shared Facility. There the samples were run on an LTQ XL Linear Ion Trap Mass Spectrometer by LC-ESI-MS/MS. Peptides were identified using MASCOT tandem mass spectra analysis, with probability based matching at p < 0.05. 

As per ENCODE data standards, all MASCOT results are attached (ENCODE_HAIB_TCF3_sc349_08252011_MassSpec.pdf), including common contaminants. Target protein is listed in bold font in the ~67 kDa band sample.  
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