Reviewer 1:

Summary

Suzy Comhair et al. present a detailed protocol for the isolation of endothelial cells from human lung explants without the need for FACS sorting or the use of magnetic beads. This protocol will be a valuable asset to the scientific community with access to human lung tissue, especially coming from a lab that is well established in isolating human pulmonary cells.

Minor concerns and comments to the authors

1) This manuscript contains countless spelling and grammatical mistakes, especially in the “long abstract” that should be easily fixed by careful review from the authors. 

Response:  Thank you.  We have corrected the spelling and grammatical mistakes in the revised protocol.

2) Overall I recommend rephrasing certain sections to a more professional language (i.e. instead of “do this 2 times”, write: repeat twice). 

Response: Thank you, we have rephrased sections to reflect more professional language.

3) The table of “specific reagents and equipment” is incomplete and missing several reagents mentioned in the text. In addition several abbreviations are never defined (ie. ECGS, and P/S/F).

Response: Thank you, we have defined all abbreviations and added all missing reagents in the table.

4) For clarity I recommend using abbreviations, like mg and ml, instead of spelling out these units under the “Flow cytometric analysis” section and under “Coating Culture plates”. 

Response: Thank you, we have used abbreviations instant of spelling out the units

5) Usually uptake of dil-acetylated LDL is done prior to fixing the cells with paraformaldehyde which distinguishes it from “regular” antibody staining performed post-fixing. Here, however, it is listed as a post-fix step. Please clarify this point. Fibroblasts can also uptake acetylated LDL at longer incubation periods, so it will be helpful to list a concentration for the LDL used as well as a specific time period of incubation.

Response: Thanks for finding this error in the manuscript.  The acetylated LDL is added before fixing the cells.  The concentration is 15ug/ml and incubation is for 20 min. We have corrected this in the revised manuscript.

6) Including the source of your VWR and CD31 antibody would be helpful

Response: Thank you, we added the sources of the antibodies in the text.

7) The authors state that this protocol “appears to give a relative pure population” of cells, are there any rough percentages available? maybe from the flow cytometry data? 

Response: Table 1 in the manuscript demonstrated that the expression of CD31 increased during passage. At passage 5, FACS analysis shows that more than 95% of the endothelial cells express CD31.

         8)
How many passages or doubling times can these cells be used for? 



Response: The pulmonary arterial endothelial cells can be used between passage 5 and passage 8 when sub-culture occurs by a ratio 1 to 5 in 100 mm tissue culture plates. 

Reviewer 2:

1) There are considerable spelling and grammar errors, making the composition of poor quality.  More rigorous composition is needed and this should be systematically read and corrected.
Response: Thank you.  We have corrected the spelling and grammatical mistakes in the revised protocol.

2) The authors should provide information about the patient source of the material since they clearly are not dealing with “normal” lung and this needs to be considered in the interpretation of results.

Response:  This method of culture is useful to retrieve cells from diseased or donor lungs not used in transplant.  We clarified this in the revised protocol.
2)
Antibiotics used should be specified.  Cell culture dish source should be identified.  Are the sources of the immunofluorescent stains adequately identified ?

Response: Thank you. The antibiotics and culture dish source are specified in the revised manuscript.  The sources of the immunofluorescent stains are adequately identified.

3)
Some evidence needs to be referenced about known specificity of vWF and CD31 for endothelial cells. 

Response: Thank you. We have added 2 references.

Asosingh K, Swaidani S, Aronica M, Erzurum SC (2007) Th1- and Th2-dependent endothelial progenitor cell recruitment and angiogenic switch in asthma. J Immunol 178: 6482-6494.

Xu W, Koeck T, Lara AR, Neumann D, DiFilippo FP, et al. (2007) Alterations of cellular bioenergetics in pulmonary artery endothelial cells. Proc Natl Acad Sci U S A 104: 1342-1347.

4)
Authors should be listed in same order as they are under title.



Response: Thank you. We have made the changes.

