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Date of Submission |Aug 30,2011 ‘

Name: |Florencia Pauli Email: |fpauli@hudsonalpha.org

Lab Myers

Antibody Name: [IRF9_(SC-496) Target: |IRF9

Company/

Source: Santa Cruz Biotechnology

Catalog Number, database ID, laboratory 496 Lot Number |K1302

Antibody
Description: |Rabbit polyclonal, epitope mapping at the C-terminus of IRF9 of human origin.

Interferon regulatory factor 9. Transcription regulatory factor that mediates signaling by type I IFNs (IFN-

Target alpha and IFN-beta). Molecular weight ~48 kDa.

Description:

Gene Entrez ID 10379

Species Target |Human Species Host [Rabbit

Validation Method #1 |Western Blot Validation Method #2 [IP-Mass Spec
Purification Polyclonal/

Method Monoclonal

Vendor URL: http://www.scbt.com/datasheet-496-

Reference (PI/
Publication
Information)

Please complete the following for antibodies to histone modifications:
ifyour specifications are not listed in the drop-down box,
please write-in the appropriate information

Histone Name AA modified AA Position Modification



initiator:adamslb@mail.nih.gov;wfState:distributed;wfType:email;workflowId:abb7b355221f86429e28cccb244c3cd5


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 Il 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
Validation #1 Scientific).

Analysis
Results: Band of expected size visualized (~48 kDa), representing strongest signal in the lane. Lower
band also visualized. Both bands tested by IP-mass spec.
Figure legend: IP-western with sc-496 in whole cell lysate (WCL) of GM12878 and Hela; PM=protein
marker. IRF9 band is indicated.
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Insert Validation Image (click here)




IP followed by mass spectrometry:

Briefly, GM12878 whole cell lysates were immunoprecipitated using primary antibody, and the IP
fraction was loaded on a 12% acrylamide gel and separated with a Bio-Rad PROTEAN Il 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
Validation #2 Alabama at Birmingham Cancer Center Mass Spectrometry/Proteomics Shared Facility. There the
Analysis samples were run on an LTQ XL Linear lon Trap Mass Spectrometer by LC-ESI-MS/MS. Peptides were
identified using SEQUEST tandem mass spectra analysis, with probability based matching at p < 0.05.

As per ENCODE data standards, all SEQUEST results are attached
(ENCODE_HAIB_IRF9_sc496_08252011_MassSpec.pdf), including common contaminants. Target
protein is listed as hit 9a in the ~48 kDa band.
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15 entries (4 single hits) retrieved from
/home/TPP/tpp/20110218_Bowling/int-gb_20110218_LTQ_Bowling_IRF9-sequest.prot.xml

* corresponds to peptide is_nondegenerate_evidence flag
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UniRef100_P19474 1.0000
confidence: 1. coverage: 31.. num unique p: tot indep spec share of spect subsumed entries: 2
>52 kDa Ro protein n=1 Tax=Homo sapiens RepID=R052_HUMAN Length: 475aa

UniRef100_C5IWV5 UniRef100_P00761 1.0000

confidence: 1. max coverage num unique p tot indep spec share of spectrum id's: 6.30%

>Trypsinogen n=1 Tax=Sus scrofa RepID=C5IWV5_PIG Length: 246aa
>Trypsin n=1 Tax=Sus scrofa RepID=TRYP_PIG

UniRef100_P13645 UniRef100_UPIO0017BCE7F 1.0000

confidence: 1. max coverage num unique p: tot indep spec share of spect subsumed entries: 2

>Keratin, type I cytoskeletal 10 n=1 Tax=Homo sapiens RepID=K1C10_HUMAN Length: 584aa
>keratin, type I cytoskeletal 10 n=1 Tax=Homo sapiens RepID=UPIO0017BCE7F

UniRef100_P35527 1.0000
confidence: 1. coverage: 17..num unique p tot indep spec share of spectrum id's: 8.61%
>Keratin, type I cytoskeletal 9 n=1 Tax=Homo sapiens RepID=K1C9_HUMAN Length: 623aa

UniRef100_P04264 1.0000
confidence: 1. coverage: 14. num unique p: tot indep spec share of spect subsumed entries: 1
>Keratin, type II cytoskeletal 1 n=1 Tax=Homo sapiens RepID=K2C1_HUMAN Length: 644aa

UniRef100_Q00978 1.0000
confidence: : coverage: 12 num unique tot indep spe¢ share of spe subsumed entries: 2
>Interferon regulatory factor 9 n=2 Tax=Homo sapiens RepID=IRF9_HUMAN Length: 393aa

UniRef100_P62805 UniRef100_UPI000186CBA9 UniRef100_UPIO00186CBAA UniRef100_UPIO00186DE6C 0.9838

confidence: 0. max coverage num unique p: tot indep spec share of spectrum id's: 0.77%

>Histone H4 n=46 Tax=Bilateria RepID=H4_HUMAN Length: 103aa
>histone H4, putative n=1 Tax=Pediculus humanus corporis RepID=UPI000186CBA9

>histone H4, putative n=1 Tax=Pediculus humanus corporis RepID=UPI000186CBAA

>histone H4, putative n=1 Tax=Pediculus humanus corporis RepID=UPI000186DE6C

UniRef100_P35908 1.0000
confidence: 1. coverage: 8.3 num unique p tot indep spec share of spectrum id's: 3.10%
>Keratin, type II cytoskeletal 2 epidermal n=1 Tax=Homo sapiens RepID=K22E_HUMAN Length: 639aa

UniRef100_AON5G3 UniRef100_A2NUT2 UniRef100_C6KXN3 UniRef100_Q6GMW3 UniRef100_Q6GMX4 UniRef100_Q6IPQO
UniRef100_Q6PIQ7 UniRef100_Q6PIGO UniRef100_Q8N355 UniRef100_Q8N5F4 UniRef100_Q96ID0 UniRef100_UPIO000112C31
UniRef100_UPIO00158A17D UniRef100_UPIO001AS5EC47 UniRef100_UPIOO01BEF2DB UniRef100_UPIO001D63C0OB 0.9988
confidence: 0. max coverage num unique p tot indep spec share of spectrum id's: 0.61%

>Rheumatoid factor G9 light chain (Fragment) n=1 Tax=Homo sapiens RepID=A0N5G3_HUMAN Length: 121aa
>Lambda-chain (AA -20 to 215) n=1 Tax=Homo sapiens RepID=A2NUT2_HUMAN

>Cyclosporin A transporter 1 (Fragment) n=1 Tax=Homo sapiens RepID=C6KXN3_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q6GMW3_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q6GMX4_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q6IPQ0_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q6PIQ7_HUMAN

>Putative uncharacterized protein n=1 Tax=Homo sapiens RepID=Q6PIJG0_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q8N355_HUMAN

>IGL@ protein n=1 Tax=Homo sapiens RepID=Q8N5F4_HUMAN

>Amyloid lambda 6 light chain variable region SAR (Fragment) n=1 Tax=Homo sapiens RepID=Q96]JD0_HUMAN
>BENCE-JONES PROTEIN RHE (LIGHT CHAIN) n=1 Tax=Homo sapiens RepID=UPI0000112C31

>Bence Jones KWR Protein - Immunoglobulin Ligh n=1 Tax=Homo sapiens RepID=UPI000158A17D

>PREDICTED: hypothetical protein XP_002348153 n=1 Tax=Homo sapiens RepID=UPIO001A5EC47

>Fab 537-10D, light chain n=1 Tax=Homo sapiens RepID=UPIO001BEF2DB

>Antibody PG9 light chain n=1 Tax=Homo sapiens RepID=UPI0001D63C0B

UniRef100_A8K008 UniRef100_P01857 UniRef100_P01860 UniRef100_Q5EBM2 UniRef100_Q5EFES UniRef100_Q6GMX6
UniRef100_Q6MZQ6 UniRef100_Q6MZV7 UniRef100_Q6N030 UniRef100_Q6N089 UniRef100_Q6N094 UniRef100_Q6N095
UniRef100_Q6N096 UniRef100_Q6N097 UniRef100_Q7Z351 UniRef100_Q86TT2 UniRef100_Q8NF17 UniRef100_UPIO0001125A4
UniRef100_UPI000173A69D UniRef100_UPI0O00173A69E UniRef100_UPIO00173A69F UniRef100_UPI000195C290 1.0000
confidence: 1. max coverage num unique p tot indep spec share of spectrum id's: 1.86%

>cDNA FL]78387 n=1 Tax=Homo sapiens RepID=A8K008_HUMAN Length: 472aa
>Ig gamma-1 chain C region n=1 Tax=Homo sapiens RepID=IGHG1_HUMAN



>Ig gamma-3 chain C region n=1 Tax=Homo sapiens RepID=IGHG3_HUMAN

>Putative uncharacterized protein n=1 Tax=Homo sapiens RepID=Q5EBM2_HUMAN

>Anti-RhD monoclonal T125 gammal heavy chain n=1 Tax=Homo sapiens RepID=Q5EFE5_HUMAN
>IGH@ protein n=1 Tax=Homo sapiens RepID=Q6GMX6_HUMAN

>Putative uncharacterized protein DKFZp686G11190 n=1 Tax=Homo sapiens RepID=Q6MZQ6_HUMAN
>Putative uncharacterized protein DKFZp686C11235 n=1 Tax=Homo sapiens RepID=Q6MZV7_HUMAN
>Putative uncharacterized protein DKFZp686115212 n=1 Tax=Homo sapiens RepID=Q6N030_HUMAN
>Putative uncharacterized protein DKFZp686P15220 n=1 Tax=Homo sapiens RepID=Q6N089_HUMAN
>Putative uncharacterized protein DKFZp686001196 n=1 Tax=Homo sapiens RepID=Q6N094_HUMAN
>Putative uncharacterized protein DKFZp686K03196 n=1 Tax=Homo sapiens RepID=Q6N095_HUMAN
>Putative uncharacterized protein DKFZp686115196 n=1 Tax=Homo sapiens RepID=Q6N096_HUMAN
>Putative uncharacterized protein DKFZp686H20196 n=1 Tax=Homo sapiens RepID=Q6N097_HUMAN
>Putative uncharacterized protein DKFZp686N02209 n=1 Tax=Homo sapiens RepID=Q72351_HUMAN
>Full-length cDNA clone CSODI019YF20 of Placenta of Homo sapiens (human) (Fragment) n=2 Tax=Homo sapiens RepID=Q86TT2_HUMAN
>FLJ00385 protein (Fragment) n=1 Tax=Homo sapiens RepID=Q8NF17_HUMAN

>IGG1 MCG INTACT ANTIBODY (HEAVY CHAIN) n=1 Tax=Homo sapiens RepID=UPI00001125A4
>Immunoglobulin heavy chain C gene segment n=1 Tax=Homo sapiens RepID=UPI000173A69D
>Immunoglobulin heavy chain C gene segment n=1 Tax=Homo sapiens RepID=UPI000173A69E
>Immunoglobulin heavy chain C gene segment n=1 Tax=Homo sapiens RepID=UPI000173A69F

>IG GAMMA-1 CHAIN C REGION n=1 Tax=Homo sapiens RepID=UPI000195C290

UniRef100_P02769 1.0000
confidence: 1. coverage: 4.4 num unique p: tot indep spec share of spect subsumed entries: 1
>Serum albumin n=1 Tax=Bos taurus RepID=ALBU_BOVIN Length: 607aa

UniRef100_B4DMJ6 UniRef100_P36578 UniRef100_Q53G74 UniRef100_Q59GY2 UniRef100_UPIO001AE68FD 0.9871

confidence: 0. max coverage num unique p: tot indep spec share of spect subsumed entries: 2

>cDNA FL1J50996, highly similar to 60S ribosomal protein L4 n=1 Tax=Homo sapiens RepID=B4DMJ6_HUMAN Length: 414aa
>60S ribosomal protein L4 n=1 Tax=Homo sapiens RepID=RL4_HUMAN

>Ribosomal protein L4 variant (Fragment) n=1 Tax=Homo sapiens RepID=Q53G74_HUMAN

>Ribosomal protein L4 variant (Fragment) n=1 Tax=Homo sapiens RepID=Q59GY2_HUMAN

>UPIO001AE68FD related cluster n=1 Tax=Homo sapiens RepID=UPI0001AE68FD

UniRef100_B4DEI8 UniRef100_Q14CN4 UniRef100_Q14CN4-2 UniRef100_Q3SY84 UniRef100_Q7RTS7 UniRef100_Q86Y46
UniRef100_Q86Y46-2 UniRef100_UPIO0019912E7 0.9537

confidence: 0. max coverage num unique p tot indep spec share of spectrum id's: 0.39%

>cDNA FLJ60438, highly similar to Homo sapiens keratin protein K6irs (K6IRS2), mRNA n=1 Tax=Homo sapiens Rep Length: 469aa
>Keratin, type II cytoskeletal 72 n=1 Tax=Homo sapiens RepID=K2C72_HUMAN

>Isoform 2 of Keratin, type II cytoskeletal 72 n=1 Tax=Homo sapiens RepID=Q14CN4-2

>Keratin, type II cytoskeletal 71 n=1 Tax=Homo sapiens RepID=K2C71_HUMAN

>Keratin, type II cytoskeletal 74 n=1 Tax=Homo sapiens RepID=K2C74_HUMAN

>Keratin, type II cytoskeletal 73 n=1 Tax=Homo sapiens RepID=K2C73_HUMAN

>Isoform 2 of Keratin, type II cytoskeletal 73 n=1 Tax=Homo sapiens RepID=Q86Y46-2

>keratin, type II cytoskeletal 72 isoform 2 n=1 Tax=Homo sapiens RepID=UPI00019912E7

UniRef100_Q9HB75 UniRef100_Q9HB75-2 UniRef100_Q9HB75-3 UniRef100_Q9HB75-4 0.9891

confidence: 0. max coverage num unique p tot indep spec share of spectrum id's: 0.86%

>Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=PIDD_HUMAN Length: 910aa
>Isoform 2 of Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=Q9HB75-2

>Isoform 3 of Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=Q9HB75-3

>Isoform 4 of Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=Q9HB75-4

UniRef100_Q2M1Z1 UniRef100_Q8N3N3 UniRef100_Q9UHC1 UniRef100_Q9UHC1-2 UniRef100_UPIO0001AE6A4 UniRef100_UPIOO001AEEEQ
0.9891

confidence: 0. max coverage num unique p: tot indep spec share of spectrum id's: 0.46%

>MutL homolog 3 (E. coli) n=1 Tax=Homo sapiens RepID=Q2M1Z1_HUMAN Length: 1429aa

>Putative uncharacterized protein DKFZp762L056 (Fragment) n=1 Tax=Homo sapiens RepID=Q8N3N3_HUMAN

>DNA mismatch repair protein MIh3 n=1 Tax=Homo sapiens RepID=MLH3_HUMAN

>Isoform 2 of DNA mismatch repair protein MIh3 n=1 Tax=Homo sapiens RepID=Q9UHC1-2

>mutL homolog 3 isoform 2 n=1 Tax=Homo sapiens RepID=UPIO0001AE6A4

>mutL homolog 3 isoform 1 n=1 Tax=Homo sapiens RepID=UPIO0001AEEEQ
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Results: Band of expected size visualized (~48 kDa), representing strongest signal in the lane. Lower band also visualized. Both bands tested by IP-mass spec.

Figure legend: IP-western with sc-496 in whole cell lysate (WCL) of GM12878 and HeLa; PM=protein marker. IRF9 band is indicated.
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