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Source:
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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

Validation #1 BenchPro 4100 system. Visualization was achieved using SuperSignal West Femto solution (Thermo
Analysis Scientific).

Results: Band of expected size visualized, representing strongest signal in the lane.

Figure legend: IP-western with sc-33759 in whole cell lysates of human ES cells. NANOG band is
indicated, as is heavy chain of IgG.
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Insert Validation Image (click here)




IP followed by mass spectrometry:

Briefly, human ES 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. A gel fragment corresponding to
the band indicated above in the western blot image was excised and sent to the University of
Alabama at Birmingham Cancer Center Mass Spectrometry/Proteomics Shared Facility. There the
sample was 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, including common contaminants.
Target protein is listed as hit 5, highlighted in bold font.
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1

>Trypsinogen n=1 Tax=Sus scrofa ReplD=C5IWV5_PIG

>Trypsin n=1 Tax=Sus scrofa RepID=TRYP_PIG

2

>Keratin, type | cytoskeletal 10 n=1 Tax=Homo sapiens RepID=K1C10_HUMAN

>keratin, type | cytoskeletal 10 n=1 Tax=Homo sapiens ReplD=UPI00017BCE7F

3

>Keratin, type Il cytoskeletal 1 n=1 Tax=Homo sapiens ReplD=K2C1_HUMAN

4

>Keratin, type Il cytoskeletal 2 epidermal n=1 Tax=Homo sapiens ReplD=K22E_HUMAN

5

>Nanog homeobox, isoform CRA_a n=1 Tax=Homo sapiens ReplD=D3DUU4_HUMAN

>Putative homeobox protein NANOGP8 n=1 Tax=Homo sapiens RepID=NANP8_HUMAN

>PREDICTED: similar to Nanog homeobox isoform 2 n=1 Tax=Homo sapiens ReplD=UPI0000EE6829

6

>Serum albumin n=1 Tax=Bos taurus Rep|D=ALBU_BOVIN

>Serum albumin precursor (Allergen Bos d 6) (BSA). n=1 Tax=Bos taurus RepID=UPI000179EC85

7

>Keratin, type | cytoskeletal 9 n=1 Tax=Homo sapiens RepIlD=K1C9_HUMAN

8

>Dermcidin isoform 2 n=1 Tax=Homo sapiens RepID=A5JHP3_HUMAN

>DCD-1 n=3 Tax=Euarchontoglires RepID=DCD_HUMAN

9

>cDNA FLJ78387 n=1 Tax=Homo sapiens RepID=A8K008_HUMAN

>lg gamma-1 chain C region n=1 Tax=Homo sapiens RepID=IGHG1_HUMAN
>|g gamma-2 chain C region n=1 Tax=Homo sapiens RepID=IGHG2_HUMAN
>|g gamma-4 chain C region n=1 Tax=Homo sapiens RepID=IGHG4_HUMAN
>Anti-RhD monoclonal T125 gamma1 heavy chain n=1 Tax=Homo sapiens Rep|D=Q5EFE5_HUMAN
>|GH@ protein n=1 Tax=Homo sapiens RepID=Q6GMX6_HUMAN
>Putative uncharacterized protein DKFZp686C15213 n=1 Tax=Homo sapiens RepID=Q6MZU6_HUMAN
>Putative uncharacterized protein DKFZp686C11235 n=1 Tax=Homo sapiens RepID=Q6MZV7_HUMAN
>Putative uncharacterized protein DKFZp686M24218 n=1 Tax=Homo sapiens Rep|D=Q6MZX7_HUMAN
>Putative uncharacterized protein DKFZp686P15220 n=1 Tax=Homo sapiens Rep|D=Q6N089_HUMAN

>Putative uncharacterized protein DKFZp686104196 (Fragment) n=1 Tax=Homo sapiens RepID=Q6N093_HUMAN



>|GG1 MCG INTACT ANTIBODY (HEAVY CHAIN) n=1 Tax=Homo sapiens RepID=UPI00001125A4
>|lmmunoglobulin heavy chain C gene segment n=1 Tax=Homo sapiens Rep|D=UPI1000173A69D
>|lmmunoglobulin heavy chain C gene segment n=1 Tax=Homo sapiens Rep|D=UPI1000173A69E
>|G GAMMA-1 CHAIN C REGION n=1 Tax=Homo sapiens Rep/D=UP1000195C290
>PREDICTED: similar to immunoglobulin lambda-like polypeptide 1 n=1 Tax=Homo sapiens RepID=UPI0001A5EB10

10

>52 kDa Ro protein n=1 Tax=Homo sapiens RepID=R052_HUMAN

11

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

12

>Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=PIDD_HUMAN

>|soform 2 of Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=Q9HB75-2
>|soform 3 of Leucine-rich repeat and death domain-containing protein n=1 Tax=Homo sapiens RepID=Q9HB75-3

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