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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Affiliation
	Centre de Recherches de Biologie cellulaire de Montpellier, CRBM-CNRS, UMR-5237, University of Montpellier
	PHYMEDEXP, INSERM U1046 - CNRS UMR 9214 - University of Montpellier

	2
	Emails of the authors
	Karidia Konate 
(karidia.konate@crbm.cnrs.fr)

Quentin Seisel 
(quentin.seisel@live.fr)

Eric Vivès 

(eric.vives@umontpellier.fr)
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	Karidia Konate 
(karidia.konate@inserm.fr)

Quentin Seisel 
(quentin.seisel@live.fr)

Eric Vivès 

(eric.vives@umontpellier.fr)

Prisca Boisguérin 
(prisca.boisguerin@inserm.fr)

	3
	Email Address of Corresponding Author:
	Sébastien Deshayes
(sebastien.deshayes@crbm.cnrs.fr)
	Sébastien Deshayes
(sebastien.deshayes@inserm.fr)

	4
	Introduction
	Lines 1-2 say “After their discovery in the nineties, cell-penetrating peptides (CPPs) were developed to promote an efficient cellular delivery of cargoes through the plasma membrane 1,2.”
	After their discovery in the nineties, cell-penetrating peptides (CPPs) were developed to promote an efficient cellular delivery of cargoes through the plasma membrane 1,2.
Remove space before the references.

	5
	Introduction
	Lines 4-6 say “However, further investigations revealed that these first observations mainly came from fluorescence overestimation due to the experimental artefact and/or to fixation protocols using methanol leading to strong CPP adherence to the cell membrane and then to internalization of the CPP-dye complex into cells3.”
	However, further investigations revealed that these first observations mainly came from fluorescence overestimation due to the experimental artefact and/or to fixation protocols using methanol leading to strong CPP adherence to the cell membrane and then to internalization of the CPP-dye complex into cells3.

	6
	Introduction
	Lines 19-20 say “Among them, large unilamellar vesicles (LUV) constitute an appropriate membrane mimicking model to study peptide/membrane interactions as being a key point in the internalization process.”
	Among them, large unilamellar vesicles (LUVs) constitute an appropriate membrane mimicking model to study peptide/membrane interactions as being a key point in the internalization process.

	7
	1.
	Step 2 says “Based on 4 µmole of DOPC, 4 µmole of SM, and 2 µmole of Chol.”
	Please correct to “Based on 4 µmol of DOPC, 4 µmol of SM, and 2 µmol of Chol,.”

	8
	1.
	Step 7 says “Subject the vesicles to five freeze/thaw cycles.”
	Please insert: “Subject the vesicles to five freeze/thaw cycles to obtain unilamellar vesicles”.

	9
	1
	Step 14 says “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”.
	Please insert: “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 of same size.”

	10
	2
	Step 5 says: “Close the tap once the dead volume of solvent above the column is minimized (<100 µL) but sufficient to avoid any drying of the silica.”
	Please replace: Close the tap once the dead volume of solvent above the column is minimized (<100 µL) but sufficient to avoid any drying of the cross-linked dextran gel.

	11
	2
	Step 7 says “Subject the vesicles to five freeze/thaw cycles.”
	Please insert: “Subject the vesicles to five freeze/thaw cycles to obtain unilamellar vesicles”.

	12
	2
	Step 8 says: “Elute approximately 2 mL of HEPES buffer 2 (do not forget to regularly fill the top of the column to avoid drying the silica): the free yellow ANTS and DPX solution migrates slower than the liposomes.3
	Please replace: Elute approximately 2 mL of HEPES buffer 2 (do not forget to regularly fill the top of the column to avoid drying the cross-linked dextran gel): the free yellow ANTS and DPX solution migrates slower than the liposomes.

	13
	2
	Step 9 says: “After 1 mL of eluted volume, start collecting purified LUVs in tubes (1.5 mL).”
	Please delete: “After 1 mL of eluted volume, Start collecting purified LUVs in tubes (1.5 mL).

	14
	2
	Step 14 says: “The LUVs can then be stored for a week at 4 °C.

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.
	Please delete: The LUVs can then be stored for a week at 4 °C.

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.

	15
	3
	Step 4 says: Use the pure color reagent as blank condition (Blank). Add 20 µL of LUVs sample (Test) or 20 µL of standard solution of known choline concentration (Standard).
	Please delete: Use the pure color reagent as blank condition (Blank). Add 20 µL of LUVs sample (Test) or 20 µL of standard solution of known choline concentration (Standard).

	16.
	6.
	Step 2 says “Dilute LUVs in 1 mL HEPES buffer 2 to a final concentration of 100 µM.”
	Please correct to “Dilute LUVs in 1 mL HEPES buffer 2 to a final concentration of 100 µM in a quartz fluorescence cuvette.”

	17
	7
	Step 5 says: Calculate the average and standard deviation for values obtained with different LUVs preparation (n ≥ 2) for the same condition.
	Please delete: Calculate the average and standard deviation for values obtained with different LUVs preparation (n ≥ 2) for the same condition.

	18
	Results
	Moreover, these interactions might occur whatever the strategy of cargoes delivery (nanoparticles versus conjugates).
	Please put the word “versus” in italic: Moreover, these interactions might occur whatever the strategy of cargoes delivery (nanoparticles versus conjugates).

	19
	Discussion
	However, it is also possible to include a more accurate measurement of LUVs concentration by determining the total phosphorus content by acid digestion as described by Rouser and colleagues27 or by Bartlett28 or by colorimetric method using ammonium ferrothiocyanate complexing phospholipids29.
	Please delete: However, it is also possible to include a more accurate measurement of LUVs concentration by determining the total phosphorus content by acid digestion as described by Rouser and colleagues27 or by Bartlett28 or by colorimetric method using ammonium ferrothiocyanate complexing phospholipids29.

	20
	Discussion
	For example, the investigation of WRAP internalization revealed a balance between different mechanisms to enter the cells (endocytosis vs direct translocation) and the fluorescence leakage assay, associated to other methods, has contributed to support a direct penetration process.
	Please change “vs” for “versus”: For example, the investigation of WRAP internalization revealed a balance between different mechanisms to enter the cells (endocytosis versus direct translocation) and the fluorescence leakage assay, associated to other methods, has contributed to support a direct penetration process.

	21
	References
	Reference 34 says: Hassane, F. S. et al. Insights into the cellular trafficking of splice redirecting oligonucleotides complexed with chemically modified cell-penetrating peptides. Journal of Controlled Release: Official Journal of the Controlled Release Society. 153 (2), 163-172 (2011).
	Please delete: Hassane, F. S. et al. Insights into the cellular trafficking of splice redirecting oligonucleotides complexed with chemically modified cell-penetrating peptides. Journal of Controlled Release: Official Journal of the Controlled Release Society. 153 (2), 163-172 (2011).

	22
	Materials
	-
	Add: “quartz fluorescence cuvette - Hellma - 109.004F-QS”

	24
	Materials
	
	Add: “Glass syringe – Hamilton – 705N”
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