Retinoid-Processing in the RPE: Protein Interactions
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and a QTOF2 mass spectrometer (Waters). Peptides were separated on a 75 ym x 5 cm A ITRAQ tags and IP and control digesls from adjacent gel bands, QoHIBs _Tubuiin aipha 489 3 498 by sses grster an individal proain masses s shown for ctopiasmic (Upper
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Blue Native‘ Gel E’i‘cl(UPhPfesva Béue'Na!g:Ege‘ 9‘:36"0_9’10'25\5 (BN'PAIGfE) Sepafalgg . CRALBP, RPE65, LRAT, RDH5, and RGR opsin co-precipitate from RPE microsomal fractions in two different detergents in amounts greater than background. The results support the interaction of these retinoid processing proteins in a complex.
ﬁ’g‘;‘m;"’;‘;gﬁz‘gy‘ :gn"j!‘r’;;‘:;z EN";‘L‘ZE acgf‘;zg“s":‘f"j:ro’g“e‘f‘"’uss‘:n’“gap:CC:;"";;WE . EBP50/NHERF1, ezrin and actin appear above background in some IPs from RPE microsomes and RPE cytoplasm. EBP50/NHERF1 binds to CRALBP through a PDZ sequence but with unknown function (Nawrot et al., 2004 I0VS 45, 393; ibid 2006 Photochem Photobiol 82, 1482). Binding of
PAGE™ Novex® 3-12% Bis-Tris Gels and NativeMark™ Protein Standards (Invitrogen). Gel EBPSO/NﬂERF1. ezrin and actin is regyla(ed by several factors including phosphorylanon gBretscher et al., 2002 Nat Rev Mol Cell Blg\ 3‘,586)' These proteins may have sg\ecuve interactions with visual cycle proteins.
bands were excised from the top to the bottom of the lane, proteins digested in ge/ with trypsin, . Co-migration of RPE visual cycle proteins in Blue Native gel electrophoresis as apparent high mass components further supports the likelihood that these proteins interact in a complex.
and proteins identified by LC MS/MS. . Additional studies are required to determine whether any of the other proteins identified in our proteomic analyses function in the visual cycle (e.g., actin).
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