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sc-12984 (TAL1)
Immunoblot/immunoprecipitation
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Immunoprecipitation of TAL1 from K562 cells using sc129894. Lane 1: input nuclear lysate, Lane 2: unbound material from immunoprecipitation
with sc12984, Lane 3: material immunoprecipitated with sc12984, Lane 4: material immunoprecipitated using control 1gG.
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sc-12984 (TAL1) Immunoprecipitation/
Mass spectrometry
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Spectra Name of Protein Count of Peptides  Ratio (TAL1/IgG Control)
TAL1_Band A Vimentin 25 NOT IN CONTROL IP
TAL1_Band A ATP synthase subunit alpha, mitochondrial 12 NOT IN CONTROL IP
TAL1_Band A Eukaryotic initiation factor 4A-IlI 12 2.4
TAL1_Band A Interleukin enhancer-binding factor 2 10 NOT IN CONTROL IP
TAL1_Band A Tubulin beta-2C chain 10 NOT IN CONTROL IP
TAL1_Band A cDNA FLJ53012, highly similar to Tubulin beta-7 chain 8 NOT IN CONTROL IP
TAL1_Band A Tubulin beta-2A chain 8 NOT IN CONTROL IP
TAL1_Band A Heterogeneous nuclear ribonucleoprotein K 7 NOT IN CONTROL IP
TAL1_Band A Ribosome biogenesis regulatory protein homolog 7 2.333333333
TAL1_Band A U3 small nucleolar RNA-interacting protein 2 7 1.75
TAL1_Band A ATP synthase subunit beta, mitochondrial 6 NOT IN CONTROL IP
TAL1_Band A cDNA FLJ54533, highly similar to Heterogeneous nuclear ribonucleoprotein H 6 1
TAL1_Band A Heterogeneous nuclear ribonucleoprotein G 6 0.75
TAL1_Band A Isoform PP39-TAL1 of T-cell acute lymphocytic leukemia protein 1 6 NOT IN CONTROL IP
TAL1_Band A Tubulin beta-3 chain 6 NOT IN CONTROL IP
TAL1_Band A ATP-dependent RNA helicase DDX39 4 NOT IN CONTROL IP
TAL1_Band A cDNA FLJ58687, highly similar to Tubulin alpha-4 chain 4 NOT IN CONTROL IP
TAL1_Band A Isoform 3 of Core histone macro-H2A.1 4 NOT IN CONTROL IP
TAL1_Band A Nuclease-sensitive element-binding protein 1 4 NOT IN CONTROL IP
TAL1_Band A SS-B/La protein 4 NOT IN CONTROL IP
TAL1_Band A Heterogeneous nuclear ribonucleoprotein F 3 0.75
TAL1_Band A HRB2 variant B 3 NOT IN CONTROL IP
TAL1_Band A Ribosome biogenesis protein WDR12 3 NOT IN CONTROL IP
TAL1 Band A RNA binding motif protein, X-linked-like 1 3 0.6
TAL1_Band A DDB1- and CUL4-associated factor 13 2 NOT IN CONTROL IP
TAL1_Band A Elongation factor 1-alpha 2 NOT IN CONTROL IP
TAL1_Band A Isoform 1 of Heterogeneous nuclear ribonucleoprotein D-like 2 NOT IN CONTROL IP
TAL1_Band A Isoform 2 of LIM domain-binding protein 1 2 NOT IN CONTROL IP
TAL1=Band A Pre-mRNA-processing factor 19 2 1
TAL1_Band B Isoform B1 of Heterogeneous nuclear ribonucleoproteins A2/B1 25 0.961538462
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Isoform 3 of Core histone macro-H2A.1
Isoform A1-A of Heterogeneous nuclear ribonucleoprotein A1

Isoform PP39-TAL1 of T-cell acute lymphocytic leukemia protein 1

rRNA 2'-O-methyltransferase fibrillarin
Interleukin enhancer-binding factor 2
Isoform 2 of Nucleophosmin
Heterogeneous nuclear ribonucleoprotein G
Isoform 1 of Heterogeneous nuclear ribonucleoprotein D-like
Isoform 2 of Heterogeneous nuclear ribonucleoprotein H3
ELAV-like protein 1
MKI167 FHA domain-interacting nucleolar phosphoprotein
Putative uncharacterized protein HNRNPAB
Isoform 3 of Transformer-2 protein homolog beta
RNA binding motif protein, X-linked-like 1
Probable rRNA-processing protein EBP2
Brix domain containing 1
cDNA FLJ54752, highly similar to Poly(rC)-binding protein 2
Isoform 1 of Serpin B3
Junction plakoglobin
Poly(rC)-binding protein 1
Protein MAK16 homolog
Ribosome biogenesis protein BRX1 homolog
Tubulin beta-2C chain
Heterogeneous nuclear ribonucleoprotein AO
Isoform 4 of Heterogeneous nuclear ribonucleoprotein Q
RRP15-like protein
U5 small nuclear ribonucleoprotein 40 kDa protein
Complement C3 (Fragment)
Isoform 2 of Neuroguidin
Isoform Long of Transformer-2 protein homolog alpha
RNA 3'-terminal phosphate cyclase-like protein
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Serine/threonine-protein phosphatase PP 1-alpha catalytic subunit
Serpin B12
Tubulin beta-2A chain
Zinc-alpha-2-glycoprotein
Borealin
cDNA FLJ54533, highly similar to Heterogeneous nuclear ribonucleoprotein H
cDNA FLJ59138, highly similar to Annexin A2
Desmoglein-1
Elongation factor 1-alpha
Heterogeneous nuclear ribonucleoprotein F
Histone H1.5
Isoform 1 of UAP56-interacting factor
Isoform 2 of LIM domain-binding protein 1
Isoform DPI of Desmoplakin
Tubulin beta-3 chain
Vimentin
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	TextField1[1]: Implicated in the genesis of hemopoietic malignancies. It may play an important role in hemopoietic
differentiation. Serves as a positive regulator of erythroid differentiation (By similarity)
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	TextField2[0]: A single major band is observed in K562 nuclear lysates.  This  band is efficiently and specifically  immunoprecipitated. While this band migrates somewhat slower than expected (expected molecular weight of ~34kD), we note that this behavior has been reported (see product characterization literature for this antibody and others against TAL1 on manufacturer’s website) and that the  identity of this band was confirmed by mass spectrometry (see validation #2).  Therefore, sc12984 meets this criterion for validation.
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	TextField9[0]: Immunoprecipitation of TAL1 from K562 cells using sc12984.  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 sc12984, 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).



Because the major band seen by Westen blot may be a doublet, we isolated two bands from the gel.  From the upper band (band A), we identified 29 proteins, 21 of which were absent from the control immunoprecipitation.  Among these,TAL1 was represented by 6 peptides, ranking 9th on the list.  Other specifically immunopecipitated proteins in this band were not known to be chromatin associated (note that while Interleukin enhancer-binding factor 2 (ILF2) was identified specifically in this band, it was detected at significant levels in band B of the control immunoprecipitation).  From the lower band (band B), TAL1 was the second most abundant of 48 proteins (19 peptides identified) and was by far the most abundant protein absent from the control immunoprecipitation.   



Based on the identification of TAL1 in all detectable bands and the absence of specifically immunoprecipitated chromosomal binding proteins, sc12984 meets the ENCODE standard for validation by this criterion.






