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To identify the molecular mechanism that underlies the necrotic process of
leukemia cells with new peptide Tat-Raml3, we carried out the identification of Tat-Raml3
peptide-binding proteins by several approaches.

First, we prepared the Raml3-peptide agarose and tried to pick up the Raml3 binding protein from the
Jurkat-T cell lysate. 2D PAGE analysis revealed that the major-specific spot was observed as
approximately 50 kDa. Next, we transfected the shRNA library plasmid into Jurkat-T cells and
prepared the surface membrane/nuclear protein knockdown cells. These cells were treated with
Tat-Raml3 peptide and collected survived cells. DNA sequencing analysis gave us several
high-frequency molecules and real-time PCR analysis revealed the STAP-2, a signal-transducing
adaptor 50 kDa protein, is expressed in the Tat-Raml3-sensitive leukemia cells.
These data suggest that STAP-2 may a key molecule of Tat-Raml3-inducing necrotic cell death.
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[1]Tat-Ram13: GRKKRRQRRR-GG-RRQHGQLWFPEGF
[2]LC-Biotin-Tat-Ram13(Bpa): LC-Biotin-GRKKRRQRRR-GG-RRQHGQLW-Bpa-PEG
[3]Ram13: GG-RRQHGQLWFPEGF
[4]mRam13: GG-RRQHGQLAAAEGF
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Gene Protein MW ( Da) Localization
DPEP2 Dipeptidase 53,365 plasma membrane, extracellular
ANF160 E3 ubiquitin-protein ligase listerin 200,552 cytosol, nucleus
KIAAO8S5 Uncharacterized protein KIAADBSS 60,525 cytosol, nucleus
cCDess C““‘“":\g’;glzg‘dﬁ“’;ﬁ‘f’%mfa“”'3 11,731 mitechondria
DomM3Z Dom-3 homolog Z 44,929 nucleus, cytosol, membrane
HMGNA High m°:::|:i’2“:’s:;‘r';°é::j; Hindlog 9,539 nucleus
STAP2 Signal-transducing adaptor protein2 44,854 plasma membrane, cytosol
HOXA6 Homeobox protein Hox-A6 26,339 nucleus
TCP11L1 T-complex protein 11-like protein 1 57,035 cytoskeleton
TCP10 T-complex protein 10A homolog 38,267 nucleus, cytosol
KCMF1 E3 ubiquitin-protein ligase KCMF1 41,945 cytosol, nucleus, extracellular
PLK151 Centrosomal protein kizuna 75,111 cytoskeleton
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