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SAB2100398 (CEBPZ)
Immunoblot/immunoprecipitation
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A. Western blot using SAB2100398. 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 CEBPZ from K562 cells using SAB2100398. Lane 1: input nuclear lysate, Lane 2: unbound

material from immunoprecipitation with ab87525, Lane 3: material immunoprecipitated with ab9263, Lane 4: material immunoprecipitated using
control IgG.
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SAB2100398 (CEBPZ)
Immunoprecipitation/Mass spectrometry
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Spectra
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Name of Protein

CCAAT/enhancer-binding protein zeta

ATP-dependent RNA helicase A

FACT complex subunit SPT16
Deoxynucleotidyltransferase terminal-interacting protein 2
Isoform A of Lamin-A/C

ATP synthase subunit alpha, mitochondrial
CCAAT/enhancer-binding protein zeta

Nucleolar protein 58

Heterogeneous nuclear ribonucleoprotein L

Isoform 1 of Heterogeneous nuclear ribonucleoprotein R
h/ACA ribonucleoprotein complex subunit 4 isoform 2
Histone deacetylase 1

Insulin-like growth factor 2 mRNA-binding protein 1
ATP synthase subunit beta, mitochondrial
Heterogeneous nuclear ribonucleoprotein H

Probable ATP-dependent RNA helicase DDX5
Heterogeneous nuclear ribonucleoprotein K
Nucleolar protein 56

Pre-mRNA-processing factor 19

Eukaryotic initiation factor 4A-llI

Putative uncharacterized protein HNRNPD
ATP-dependent RNA helicase A

cDNA FLJ45706 fis, clone FEBRA2028457, highly similar to Nucleolin

Histone deacetylase 2

Isoform 2 of Putative oxidoreductase GLYR1

RSL1D1 protein

Splicing factor 3A subunit 3

Stress-70 protein, mitochondrial

cDNA FLJ58049, highly similar to RNA-binding protein FUS
Isoform 1 of Cirhin

Isoform 2 of Heterogeneous nuclear ribonucleoprotein Q
Isoform 4 of Heterogeneous nuclear ribonucleoprotein Q
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Isoform Long of Heterogeneous nuclear ribonucleoprotein U
Lamin-B2

U3 small nucleolar RNA-associated protein 18 homolog
U3 small nucleolar RNA-associated protein 6 homolog

U3 small nucleolar RNA-interacting protein 2

Zinc finger protein with KRAB and SCAN domains 4
ATP-dependent RNA helicase DDX39

cDNA FLJ50996, highly similar to 60S ribosomal protein L4
DDB1- and CUL4-associated factor 13

Heterogeneous nuclear ribonucleoprotein F
Heterogeneous nuclear ribonucleoprotein G

Nucleolar complex protein 4 homolog

Isoform 2 of Guanine nucleotide-binding protein-like 3
Isoform 3 of Probable ATP-dependent RNA helicase DDX17

Putative pre-mRNA-splicing factor ATP-dependent RNA helicase DHX15

U3 small nucleolar RNA-associated protein 15 homolog
Cell growth-regulating nucleolar protein

Isoform 1 of Erlin-2

Lamin-B receptor

probable ATP-dependent RNA helicase DDX47 isoform 2
Ribosome biogenesis regulatory protein homolog

59 kDa protein

60 kDa heat shock protein, mitochondrial

Isoform 2 of Nucleolar RNA helicase 2

Isoform 2 of Very long-chain specific acyl-CoA dehydrogenase, mitochond

Putative uncharacterized protein DDX56
SNW domain-containing protein 1

43 kDa protein

Erlin-1

histone-binding protein RBBP4 isoform c
Isoform 1 of RuvB-like 1

Leucine-rich repeat-containing protein 15
Nuclease-sensitive element-binding protein 1
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Trifunctional enzyme subunit beta, mitochondrial
ATP-dependent RNA helicase DDX3X

ATPase family AAA domain-containing protein 3A isoform 3

Isoform 1 of Torsin-1A-interacting protein 1

Isoform Short of TATA-binding protein-associated factor 2N

Pyruvate kinase

60S ribosomal protein L3 isoform b

Bystin

Cytochrome b-c1 complex subunit 2, mitochondrial
Isoform 1 of Core histone macro-H2A.1

Isoform 3 of Core histone macro-H2A.1

ornithine aminotransferase, mitochondrial isoform 2
Putative uncharacterized protein HNRNPAB
Ribosomal RNA processing protein 1 homolog A
TUBBG6 protein

73 kDa protein

Isoform 1 of RNA-binding protein 14

Isoform 1 of Splicing factor 3B subunit 3

Lamin-B1

probable ATP-dependent RNA helicase DDX52 isoform b
Replication protein A 70 kDa DNA-binding subunit
T-complex protein 1 subunit gamma isoform c

cDNA FLJ53912, highly similar to Zinc finger protein 512
Interleukin enhancer-binding factor 2

Isoform 2 of Polyadenylate-binding protein 2
Isoform 5 of Interleukin enhancer-binding factor 3
Phosphoglycerate dehydrogenase

Putative uncharacterized protein KRT34
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	form1[0].#subform[2].TextField9[0]: Immunoprecipitation of CEBPZ from K562 cells using SAB2100398.  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, K562 whole cell lysates were immunoprecipitated using SAB2100398, and the IP fraction was loaded on a 10% polyacrylamide gel (NuPAGEｨ 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ｨ 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 only 4 proteins identified in band A, where the majority of signal detected by Western blot is located.  CEBPZ is the most abundant of these (14 peptides) and is the only predicted sequence-specific DNA-binding protein.   We also note that CEBPZ is found in the control immunoprecipitation, but CEBPZ is known to be abundant and is present at much higher levels in the specific immunoprecipitation relative to the control (3.5 fold enrichment; in comparison the other two proteins identified in this band from both samples are 4-13 fold enriched in the control immunoprecipitation).



We also tested a lower band which contained a minor fraction of the signal seen in the Western blots.  

We identify 89 proteins in band B and CEBPZ was the third most abundant of these (15 peptides) and the most abundant protein highly enriched in the specific immunoprecipitation.  



Based on these observations, all major bands are likely due to the presence of immunoprecipated CEBPZ and SAB2100398 meets the ENCODE standard for validation by this criterion.




