Editorial comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
We have proofread the manuscript. 
2. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
We are not using figures from previous publication.
3. Figure 4: Please define the scale bars in the figure legend.
We have defined the scale bars in the figure legend for Figure 4B, C and D.
4. Supplemental Movie: Please include a scale bar in the movie and define the scale in the legend. Please also include a title in the legend.
We have included a scale bar in the movie and defined the scale in the legend.
5. Table of Equipment and Materials: Please sort the items in alphabetical order according to the name of material/equipment.
We have sorted the items in the Table of Material in alphabetical order.
6. Please provide an email address for each author.
We have provided an email address for each author in the title page.
7. Please include a space between all numerical values and their corresponding units: 30 µm, 5 mm, 15 mL, 37 °C, 60 s; etc.
We have included a space as suggested.
8. Please include an ethics statement before your numbered protocol steps, indicating that the protocol follows the animal care guidelines of your institution.
We have included an ethics statement before the numbered protocol.
9. Please revise the protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
We have revised the protocol so any personal pronouns do not appear.
10. Please revise the protocol to contain only action items that direct the reader to do something (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.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion.
We have revised the manuscript so “could be,” “should be,” and “would be” do not appear in the protocol.
11. Protocol: Please refrain from using indentations.
We have fixed the indentations in the manuscript.
12. Please combine some of the shorter Protocol steps so that individual steps contain 2-3 actions and maximum of 4 sentences per step.
We have combined the shorter protocol steps as suggested.
13. After you have made all the recommended changes to your protocol (listed above), please highlight 2.75 pages or less 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.

14. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting.

15. Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.
We have highlighted the essential steps of the protocol.

16. Please do not abbreviate journal titles.
We have fixed the citations so there is no abbreviation in journal titles.

Reviewers' comments:
Reviewer #1:
Manuscript Summary:
In this manuscript, Ishimatsu et al., reported a new method for generation of size-reduced zebrafish embryos, which could be used for examination of the pattern-scaling ability during development of vertebrate. To achieve healthy and sized reduced zebrafish embryo, the authors sequentially removed blast cells and yolk, and confirmed that pattern scaling was occurred in somites and in the ventral part of developing spinal cord in manipulated embryos. Also, the authors optimized culture medium to improve the viability of embryos after surgery.
For the study of pattern scaling of vertebrate development, size reduction technique was previously developed in amphibian, which is not easy for application to genetic approach and for live-imaging of events progressed in the lateral side of embryos. However, this new method will make it possible to apply the genetics and live-imaging techniques to the study of pattern scaling of vertebrate development. Therefore, I would strongly recommend this new technique for publication in JoVE.

Major Concerns:
No major concern.

Minor Concerns:
Fish strain name should be described in 2.1.1 because genetic background possibly affect the efficiency of survival after surgery.
We have described fish strain in 2.1.1.

Line126: No sentence in 1.3.3
We have removed 1.3.3.

Line207: woundingand →wounding and
We have corrected this typo. 

Reviewer #2:
Manuscript Summary:
This manuscript details a protocol for reducing embryo size while preserving patterning to allow for scaling effect studies during patterning. Previous methods resulted in significant embryo lethality due to patterning and gastrulation defects caused in part by an abnormal cell to yolk ratio. The authors present a two-step method to first reduce the number of cells and then to reduce yolk volume. This new method can still result in significant numbers of abnormal embryos, but the authors share pointers for optimizing the yield of smaller and normally patterned embryos. Overall the protocol is clearly written.

Major Concerns:
No major concerns

Minor Concerns:
1) The section on somite scaling somewhat detracts from the protocol. This could be addressed by either removing the corresponding section and figure or setting it up better. As written it is not clear why there would be a scaling delay during segmentation since the PSM is not specified at the time that the embryo size is reduced, therefore, one might expect that without an additional manipulation the smaller embryo would have a smaller PSM to begin with, and thus should segment according to its smaller size from the beginning. Additional detail is needed here to set this up.
We have simplified the manuscript and the figures so the main claim of somite scaling is clearer and the delay gets less attention, as this is not the main point of this paper. 

2) The manuscript should be checked for consistency in nomenclature usage. For example, the names of genes, RNAs and transgenes should be italicized. This is followed in some places but not in others.
We have made the nomenclature usage consistent. 
