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Western Blot analysis of nuclear extracts from GM12878,
K562, HelaS3 and HepG2 using anti BRCA1 antibody from
Bethyl Labs (A300-000A). Expected protein band 207.7 KDa
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Immunoprecipitation assay (IP) + mass spectrometry assay

MW BRCA1 (A300-000A) (R) 207.7 kD
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Spectrum Name of Protein Count of Peptides| Ratio(BRCA1/IgG Control)
BRCA1 Band A |Isoform 1 of DNA-dependent protein kinase catalytic subunit 8 NOT IN CONTROL IP
BRCA1 Band A |Isoform 2 of DNA-dependent protein kinase catalytic subunit 8 NOT IN CONTROL IP
BRCA1l Band A |BRCA1 protein 7 NOT IN CONTROL IP
BRCA1 Band A |similar to protein kinase, DNA-activated, catalytic polypeptide 7 NOT IN CONTROL IP
BRCA1 Band A |IRIS 6 NOT IN CONTROL IP
BRCA1 Band A |Isoform 1 of Breast cancer type 1 susceptibility protein 6 NOT IN CONTROL IP
BRCA1 Band A |Isoform 2 of Breast cancer type 1 susceptibility protein 6 NOT IN CONTROL IP
BRCA1 Band A |Isoform 4 of Breast cancer type 1 susceptibility protein 6 NOT IN CONTROL IP
BRCA1 Band A |Isoform 1 of Cell division cycle and apoptosis regulator protein 1 5 NOT IN CONTROL IP
BRCA1 Band A |Isoform 2 of Cell division cycle and apoptosis regulator protein 1 5 NOT IN CONTROL IP
BRCA1 Band A |cDNA FLJ54020, highly similar to Heterogeneous nuclear ribonucleoprotein U 4 0.666666667
BRCA1 Band A |HNRPU protein 4 0.666666667
BRCA1 Band A |Isoform 1 of Nucleolar RNA helicase 2 4 NOT IN CONTROL IP
BRCA1 Band A |Isoform 2 of Nucleolar RNA helicase 2 4 NOT IN CONTROL IP
BRCA1 Band A |lIsoform Long of Heterogeneous nuclear ribonucleoprotein U 4 0.666666667
BRCA1 Band A |Isoform Short of Heterogeneous nuclear ribonucleoprotein U 4 0.666666667
BRCA1 Band A |Nuclear pore complex protein Nup205 3 NOT IN CONTROL IP
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A band of ~207kD is detected by Western blotting with A300-000A in K562 and HelaS3 nuclear lysates.
	form1[0].#subform[2].TextField9[0]: ￼￼Immunoprecipitation of BRCA1 from K562 cells using A300-000A. Lane 1: input nuclear lysate, Lane 2: material immunoprecipitated with A300-000A, Lane 3: material immunoprecipitated using control IgG. Bands A was excised from the gel and subject to analysis by mass spectrometry.
IP followed by masspectrometry: Briefly, protein was immunoprecipitated from K562 whole cell lysates using A300-000A, 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 11 proteins identified in band A, although 3 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, BRCA1 and its isoforms 1, 2 and 4 are the most abundant (25 peptides).
Based on these observations, this band is likely due to the presence of immunoprecipitated BRCA1 and A300-000A meets the ENCODE standard for validation by this criterion.


