Response to editorial and reviewers’ comments

Editorial comments:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
We have carefully proofread the manuscript.

2. Please confirm the filming location- Tübingen or Konstanz.
The filming will take place in Konstanz.

3. Please revise the following lines to avoid previously published work: 176-177, 180-184,
We have revised the text.

4. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
We have removed personal pronouns wherever possible.

5. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials.
For example: Narishige M-152, etc.
The commercial language has been removed from the text.

6. Please include an ethics statement before your numbered protocol steps, indicating that the protocol follows the animal care guidelines of your institution.
According to the EU council directive 2010/63/EU for the protection of vertebrate animals, only experiments on freely feeding larvae are considered “Research on Animals”. This definition does not apply to our experiments using early zebrafish embryos, which cannot freely feed. Similar to several other JoVE papers that also focus on early zebrafish embryos (http://www.jove.com/video/3780/simple-microfluidic-devices-for-vivo-imaging-c-elegans-drosophila, http://www.jove.com/video/51119/multilayer-mounting-for-long-term-light-sheet-microscopy-of-zebrafish, http://www.jove.com/video/51138/rapid-efficient-zebrafish-genotyping-using-pcr-with-high-resolution, https://www.jove.com/de/v/52266/measuring-protein-stability-living-zebrafish-embryos-using), we therefore do not include an ethics statement before the numbered protocol section.

7. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” However, notes should be concise and used sparingly. Please include all safety procedures and use of hoods, etc.
We have changed the text accordingly.

8. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action.
We have added more information as requested and would like to point out that the reviewers stated that “This manuscript is very carefully written with attention to detail, […]” and that “Overall the description of the tool is clear […]”.

9. Line 172-174: Please specify how many embryos are used. Is there any specific proportion between the number of embryos and the volume of pronase used?
We have added the requested details.

10. Line 187-190: How much mRNA encoding the fluorescently tagged protein is injected into the embryo.
The amount of mRNA varies depending on the experiment, but we have added a range that is generally used.

11. Line 214: Please specify at what magnification is the image acquired.
This detail has been added to the legend of Figure 4.

12. Please include a one-line space between each protocol step and then highlight up to 3 pages of the Protocol (including headings and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. Remember that non-highlighted Protocol steps will remain in the manuscript, and therefore will still be available to the reader.
We have made the suggested changes.

13. Please do not use the &-sign or the word “and” when listing authors in the references. Authors should be listed as last name author 1, initials author 1, last name author 2, initials author 2, etc. Title case and italicize journal titles and book titles. Do not use any abbreviations. Article titles should start with a capital letter and end with a period and should appear exactly as they were published in the original work, without any abbreviations or truncations.
We have made the requested changes.

14. Please sort the Table of Materials in alphabetical order.
We have sorted the Table of Materials alphabetically.

Reviewer #1:

Manuscript Summary:
The manuscript described how to set up a transplantation device for zebrafish embryological studies.

Major Concerns:
N.A.

Minor Concerns:
This manuscript is very carefully written with attention to detail, which is very helpful to readers who are interested to do transplantation studies using zebrafish embryos. Minor suggestion to figure 1: Since this is a technical protocol to demonstrate how a easy-to-use device for transplantation, in addition to the drawing, some microscopic images of the action of transplantation needle penetrating the embryos during "extirpating cells from donor", "taking fluorescent cells from donor" and "transplanting fluorescent cells into host" will help reader to get a clear picture of how such transplantation device operate.
We have added microphotographs of the transplantation procedure (new Figure 1D). The other steps will be shown in more detail in the accompanying video.

Reviewer #2:

Manuscript Summary:
The authors describe a simple tool for transplanting cells in zebrafish embryos that uses air pressure rather than oil to control the movement of cells in the pipette. They then show how this tool can be used for several different experimental approaches common in the field: generating genetic chimeras, transplanting germ cells and transplanting cells ectopically expressing a signaling molecule. Overall the description of the tool is clear, and the work is valuable if it encourages more researchers to use these powerful approaches in the zebrafish.

Major Concerns:
It is not always clear when embryos should be dechorionated. Clearly for the ectopic expression experiments the authors propose dechorinating at the 1-cell stage (though this isn't strictly necessary). They should be clearer about when embryos should be dechorionated for the other approaches.
We now explicitly point out the stages at which the embryos should be dechorionated.

A photograph should be included in the figures of the transplantation device mounted into a micro manipulator, because it isn't clear how this would look.
[bookmark: _GoBack]A photograph of the setup has been added (new Figure 1B).

The "representative results" section should be expanded on by the addition of some numbers to give a sense of how efficient the approaches could be. For example, how many host embryos have primordial germ cells using this method?
We had previously mentioned the percentages of successful transplantations per donor embryo, but we now point this out more clearly with a specific example. 

