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            Abstract
The internal organization of eukaryotic cells into functionally specialized, membrane-delimited organelles of unique composition implies a need for active, regulated lipid transport. Phosphatidylserine (PS), for example, is synthesized in the endoplasmic reticulum and then preferentially associatesâ€”through mechanisms not fully elucidatedâ€”with the inner leaflet of the plasma membrane1,2,3. Lipids can travel via transport vesicles. Alternatively, several protein families known as lipid-transfer proteins (LTPs) can extract a variety of specific lipids from biological membranes and transport them, within a hydrophobic pocket, through aqueous phases4,5,6,7. Here we report the development of an integrated approach that combines protein fractionation and lipidomics to characterize the LTPâ€“lipid complexes formed in vivo. We applied the procedure to 13 LTPs in the yeast Saccharomyces cerevisiae: the six Sec14 homology (Sfh) proteins and the seven oxysterol-binding homology (Osh) proteins. We found that Osh6 and Osh7 have an unexpected specificity for PS. In vivo, they participate in PS homeostasis and the transport of this lipid to the plasma membrane. The structure of Osh6 bound to PS reveals unique features that are conserved among other metazoan oxysterol-binding proteins (OSBPs) and are required for PS recognition. Our findings represent the first direct evidence, to our knowledge, for the non-vesicular transfer of PS from its site of biosynthesis (the endoplasmic reticulum) to its site of biological activity (the plasma membrane). We describe a new subfamily of OSBPs, including human ORP5 and ORP10, that transfer PS and propose new mechanisms of action for a protein family that is involved in several human pathologies such as cancer, dyslipidaemia and metabolic syndrome.
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                    Figure 1: Recombinant Osh6/Osh7 bind and specifically transfer PS in vitro.[image: ]


Figure 2: In vivo, Osh6/Osh7 transport PS from the ER to the PM.[image: ]


Figure 3: Structure of the Osh6â€“PS complex.[image: ]


Figure 4: Osh6/Osh7 are the first representatives of a PS-binding OSBP subfamily conserved in humans.[image: ]
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