The authors thank the editorial manager and the reviewers for their comments. The authors answered the questions in a point-by-point rebuttal (see below). Changes in the revised manuscript are highlighted in red.

Editorial comments:
1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached file for revision.
2. Please address all specific comments marked in the manuscript.
Comments:
We have changed the title in “Fluorescent leakage assay to investigate membrane destabilization by cell-penetrating peptide”.
Lines 55-58: We changed the sentence as required.
Lines 116-117: We removed highlight.
Line 139: We are sorry but there is no specific technic to check MLV formation. Only the use of electronic microscopy could give some information but cannot be routinely applied.
[bookmark: _GoBack]Line 155: We added the abbreviation of polytetrafluoroethylene in parentheses (PTFE).
Lines 171-174: We have split the point for a better understanding and detailed the extrusion step:
1.13.	Replace the 1 mL HEPES buffer with the MLV sample.
1.14.	Perform extrusion by passaging the MLV sample from one syringe to the other through the polycarbonate membrane at least 21 times to obtain uniform LUVs.
Line 201: ANTS and DPX are described in point 1.5. In addition we explained the yellow color of the ANTS/DPX mixture both in the point 1.5 and in the point 2.8.
Line 306: We removed the word PTI corresponding to the trademark PTI Serlabo of the fluorimeter.
Line 429: We changed some points in the discussion (see responses to reviewer 1)
3. Please address all reviewers' comments as well.
We have addressed questions/suggestions of reviewer 1 (see below).
4. Once done please ensure that the highlight is no more than 3 pages including headings and spacings.
We have checked the highlighted parts of the manuscript.

Reviewers' comments:
Reviewer #1: 
The manuscript has been improved.
Still, I do not agree with the title. Again, the method is useful to study membrane permeability and integrity, not peptide-membrane interaction.
Of course, the presence of leakage implies that the peptide interacted with the membrane, but the opposite is not true: interaction is also possible without leakage, and this was even stated by the authors in their response:
"ii- the CPP could interact at the surface of the LUVs without any membrane perturbation then no leakage"
Authors also state: "Therefore, we are convinced that the described leakage experiment is a suitable assay to indirectly identify peptide-lipid interactions."
Indeed, it is an INDIRECT method: if there is leakage, there is interaction. But, the absence of leakage means nothing. Title is misleading, as well as the description of the usefulness of the described assays. This has to be changed.
Comment: We have changed the title of the manuscript and the usefulness of the described assay
Lines 356-358: “Although this scheme displays a test with free peptides, the advantage of the system lies in the ability to also test cargo-conjugated peptides, peptide-based nanoparticles or other biopolymers which are suspected to destabilize lipid membranes.”
Lines 430-433: “The present fluorescence leakage assay consists in a simple and fast method to address membrane destabilization by cell-penetrating peptide. Easy to do, it also enables an indirect comparison between different membrane-interacting peptides or other membrane-interacting molecules.”
Lines 459-462: “Although the fluorescence leakage assay might provide a fast comparison in membrane-destabilization by CPPs, it is however limited in the interpretation of peptide-membrane interactions since some peptides are able to interact with lipid bilayer without inducing any membrane disturbance or leakage.”

LUVs fusion rate depends on LUVs concentration and composition, as well as on ionic strength. Some LUVs suspensions remain stable for long time-periods (in the author hands and in the hands of all persons), but some do not. Since the manuscript points to describing a general method, it is mandatory to include a DLS assay as control before using a stored LUV´s suspension.
Comment: We modified the note in point 2.14. with regard to LUVs stability.
[bookmark: _Hlk54177141]Lines 221-223: “NOTE: As LUVs stability might depend on LUVs concentration and composition, as well as on ionic strength, the size of the LUVs should be controlled using a dynamic light scattering (DLS) instrument (see section 4. Characterization of LUV Size and Homogeneity) before each test.”

Reviewer #2:
The authors have responded to the critiques with additional references and changes. From my perspective, it is ready to be accepted. But please see Reviewer 1's comments as he/she had the most number of issues with the premise of the study.
Comment: Please check our comments to reviewer 1.

Reviewer #3: 
The authors have properly addressed the concerns that I have raised.
2

