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    SUMMARY
Mitochondria are dynamic organelles essential for cell survival whose structural and functional integrity rely on selective and regulated transport of lipids from/to the endoplasmic reticulum (ER) and across the mitochondrial intermembrane space. As they are not connected by vesicular transport, the exchange of lipids between ER and mitochondria occurs at sites of close organelle apposition called membrane contact sites. However, the mechanisms and proteins involved in these processes are only beginning to emerge. Here, we show that the main physiological localization of the lipid transfer proteins ORP5 and ORP8 is at mitochondria-associated ER membranes (MAMs) subdomains, physically linked to the MIB/MICOS complexes that bridge the two mitochondrial membranes. We also show that ORP5/8 mediate non-vesicular transport of phosphatidylserine (PS) lipids from the ER to mitochondria by cooperating with the MIB/MICOS complexes. Overall our study reveals a novel physical and functional link between ER-mitochondria contacts involved in lipid transfer and intra-mitochondrial membranes contacts maintained by the MIB/MICOS complexes.

Competing Interest Statement
The authors have declared no competing interest.
Footnotes
	This revised version includes a large set of new data supporting our original conclusions. The amount of new work included is reflected by the increase in figure numbers (the manuscript now is composed by 9 supplementary figures, that support the 7 main figures) and slight changes in authorship positions (Cardoso*, Rochin*, et al. *co-first authors).
We have addressed the residual localization of ORP5/8 at MAM in cells where the MIB component SAM50 was depleted, showing that SAM50 regulates their targeting at ER-mitochondria contacts. We have further investigated the specificity of ORP-MIB interaction and regulation, showing that SAM50 additionally regulates ORP5/8 specific interaction at MAMs and also with other components of the MIB complex. Moreover, we have clarified (and better explained in the text) some aspects related to MIB/MICOS function as a membrane bridging complex rather than a lipid transfer machinery, improved the introduction (also by adding more recent references and details) and shortened the result and discussion sections.
We have also provided key controls of PS-to-PE conversion and lipidomic analysis on purified mitochondria, adding a significant evidence that we truly measure mitochondrial PE synthesis via the PISD reaction and confirming the specific role of ORP5/8 in PS transport at ER-mitochondria contact sites.
Additionally, we have shown that the ORP5/8 antibodies used in this study are highly specific, by providing additional comparative quantifications (for both IF and WB) and by showing entire WB gels where specific bands corresponding to ORP5 and ORP8 can be clearly observed. We have also added new electron microscopy controls to further confirm the specific localization of ORP5 and ORP8, and not of other ER-mitochondria contact sites proteins, at cristae junctions and more detailed explanations of the methods used for EM quantifications in the text.
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