Dear Vineeta Bajaj,

Many thanks for considering our manuscript “Genetic Engineering of Dictyostelium discoideum Cells Based on the Selection and Growth on Bacteria
” for publication. Your comments were very informed. We now submit a revised version of the manuscript with changes made in response to your comments.

Yours sincerely,
Peggy Paschke

1. The editor has formatted the manuscript to match the journal&#39;s format. Please retain the same.

We have retained the same file and changed the protocol regarding the suggestions made by the editor. 

2. Please address all the specific comments marked in the manuscript.

We have addressed the points made within the manuscript and added citation where requested and changed the style of the protocol to match the JOVE requirements. We have slightly changed the structure of our discussion to make our points more clear. 
In general we feel, that we address all questions required for a method journal. The limitations of our protocol is clearly the need to re-create already existing plasmids, due to the special requirements of promoter sequences needed for expression in bacterial grown D. discoideum cells as stated in the discussion.  Especially the fact that commonly used selectable marker blasticidin does not work in our conditions is a huge disadvantage and can just be overcome with the recreation of new knock- out plasmids, as we have mentioned as well.  The main future perspective it to combine the CRISPR/Cas9 technology with our transfection protocols. It would solve the problems arising from the lack of workability of Blasticidin and the need the recreate knock-out constructs. Additionally the perspective to quickly knock-out genes in fresh wild-type isolates is very tempting. As mentioned in another paragraph the possibility to rule out syntetic phenotypes which are result of different axenic backgrounds is another perspective for future directions. Mentioned should be also the possiblity to investigate uncorrupted moltility/chemotaxis since high levels of macropinocytosis are not a requirement anymore for cell transfection and maintenance. 
Due to great simplicty of our protocol the only critical step is the electoporation. 

3. For the protocol section, please remove redundancy make the steps as crisp as you can providing all specific details with respect to your experiment.

Redundant steps have been removed.

4. We cannot have a non-numbered step or paragraph in the protocol section. Every step should bnumbered. e.g., 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary.

That should realised now by now.

6. The Protocol should contain only action items that direct the reader to do
something. Also, every step should be in imperative tense as if directing someone
how to perform your experiment.

All steps lacking imperative have been removed are have transformed into direct commands.

7. Once formatted please ensure that the highlight is no more than 2.75 pages in
length including heading and spacing and the total protocol length do not exceed 10 pages.

We have checked the length of highlighted protocol. It should including spaces excatly math the requirement of 2.75 pages.

8. Please reword lines 98-101 as it matches with the previously published
literature. In compliance with data protection regulations, please contact the
publication office if you would like to have your personal information removed from the database.

[bookmark: _GoBack]The passage has been reworded.  W have stated as well if parts of a pre-published figure or table were used. That is confirm with the PLOS One policies (https://www.plos.org/license).
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