Editorial comments:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure no spelling or grammar issues.
Authors: We used copyediting services to revise the grammar and spelling issues in the manuscript.
2. Please provide at least 6 keywords or phrases.
Authors: We provided the keywords
3. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
Authors: We revised the text to avoid these personal pronouns.
4. 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: Affi-Gel, etc.
Authors: There is no commercial language in the manuscript
5. 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.
Authors: We verify the protocol is written in the imperative tense. We also included the use of personal protection where is necessary.
6. Line 73: Please add “Hamilton and Hamburger, 1951” in the references and cite the corresponding reference number here.
Authors: We included it in the reference list. 
7. Please 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.
Authors: Essential steps are highlighted in yellow in the manuscript
8. 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].”
Authors: The figures presented in Figure 1B corresponded to the figure of our article published in PlosOne under the Creative Commons Attribution (CC BY) license. Reference 23 is licensed under CC BY by Jesus Chimal-Monroy.  Figure 1C corresponded to figure of our article published in Journal of Developmental Biology under (CC BY) license. Reference 23 is licensed under CC BY by Jesus Chimal-Monroy
9. As we are a methods journal, please ensure that the Discussion explicitly covers the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique

Authors: The Discussion section includes these points. 

10. Please 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.
Authors: Citations are according to your comment.
11. Figure 1: Please consider adding a scale bar to the images in the panel.
Authors: Scale bars were included in the figure.
12. Please ensure that the Table of Materials includes all the essential items (reagents, chemicals, equipment, instruments, etc.) used in this study and sort the table in alphabetical order.
Authors: The table of materials includes the essential items and is sorted in alphabetical order.
____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The authors describe how to apply beads soaked with proteins or other drugs to the chicken hind limb. The authors give a short description of what is needed and necessary for the procedure and show examples of the induction of additional digits as results. They discuss the advantages of disturbing morphogenesis at specific time points and tissue positions to be able to evaluate the effect of different concentrations of a protein/drug or the effects of different proteins/drugs.
The method can be applied to other structures, tissues and animals to study the effect of excess proteins or drugs or blocking of those on the development of cell types and or tissue morphogenesis.
I am looking forward to the video.

Major Concerns:
[bookmark: _Hlk84232547]1. I have a question and suggestion concerning the data in the pictures. The authors show the result of two 4d treatments with TGFß1 in Figure 1B and D. The additional digit in Fig 1B looks longer than the one in 1D. The difference could be due to the concentration or the release of the TGFß1 in a certain time period, I assume. This a nice example that there can be variations in the results as the authors mention in their discussion (line 215). The authors should mention this effect as an example and discuss it. Since, it also means that the concentration of protein on the beads that spreads to the environment is not really controllable. Therefore, slight variations in the size of the beads might be not significant.
Authors: Thank you for your observation. However, the treatment shown in figure 1D is for four hours, not four days, as figure 1B shows. It is specified in the figure legend. Nevertheless, we included in the Discussion that variations in the size of beads may not affect the results. Please see the text highlighted in cyan
2. The authors describe the application of a bead on an embryonic chick hindlimb. They point out -in introduction and abstract and in their final conclusion- that the method can be used in other systems and animals, with which I agree. However, I found it a bit irritating that the publication they cite on the importance of correct patterning and morphogenesis during development is their own publication on cell fate decisions in chick limb development. The theory that different concentrations of a single molecule can instruct distinct cell types goes back to the mid of last century and there are maybe other more general review articles to cite, like Stapornwongkul, 2021, Rogers 2011, Irizarry, 2021, Capek 2019, Vargessib 2020, to name a few.
Authors: We agree with your comment. We added the references you suggested. 
3. The protocol description has a lot of 'notes' and some are repetitive. This could be changed by moving the similar notes just to the end of the paragraph on how to prepare the beads. Some other notes could actually be included into the description.
Authors: We revised the notes and included them in the protocol. 

Minor Concerns:
line 72-73 describes the incubation of the chick egg. I assume, the authors incubate the egg with the pointed end at the bottom and the rounder end that contains the air bubble on the top. The other possibility used with chick egg experiments is to lay the eggs on the long side without rotating them regularly. Thus, the embryo can always be found at the top of the egg. The authors should include a more detailed describtion which part of the egg is up or down in the instruction in 1.1.
Authors: We agree with your comment. We included more details in all steps of the protocol.

line 17: '..here we presented…' might be better 'we present'
line 18: suggest ..can be used in any experimental animal model.
line 27: the authors talk about 'soaked beads in proteins or drugs' e.g. in the abstract. I suppose they mean beads soaked in proteins or drugs?
line 37: suggest how cell fate is determined.
line 51: What do the authors mean with '..Following the same..?' protocol, method, strategy??
line 73: the Hamburger & Hamilton citation is missing in the reference list.
line 96, 104, 134,136,139: ..wash twice in PBS 1x. do you mean in 1x PBS instead e.g. 10x PBS? Is 1x really necessary, if it is 1x. I would assume, if I read PBS that it is 1x PBS.
line 104: .suggest: remove as much of the excess PBS from the beads as possible. Then soak them in the…
line 118: 'place and fix parafilm in a 45 mm petri dish until cover the bottom'? I am not sure I understand that instruction.
line 126: 'Incubate in the beads…' do you mean: incubate the beads?
line 126: 'for 20 min in mild agitation..' suggest: slowly shaking
line 157: suggest: microscope using the tip of the forceps.
[bookmark: _Hlk84089771]line 160: suggest: It is imperative to control during the entire experiment that the beads to not dry out.
line 167: '.. and return to the incubator..' whom the egg/s? ☺ suggest: … return the eggs to the incubator until they have reached the required stage/age.
line 168: 'Repeat this procedure to perform as many as desired manipulated embryos…' suggest: repeat the procedure till the required number of manipulated embryos has been reached.
line 196: suggest: ..is to be able to control time and location of the bead.
line 200: suggest:…interdigital tissue of embryonic limbs at HH28..
line 202: suggest: …organizes into a digit?
line 207: '…can be potentially studied in the same region …'. suggest: can be all studied in the same region?
line 207: 'However, placing chemical- or proteins-soaked beads in distinct embryonic regions or cell cultures depends on the interest of researchers.' do the authors mean: Which region depends on …The interest of the researcher/s can determine
line 210: soaked beads dry… suggest: not to let soaked beads dry/dry out
line 213: suggest: 1000 times higher concentrated than
line 214: suggest: an inconvenience of this method is..
line 215: suggest: unknown as well as the velocity…
line 217: ..limited to the imagination…I would put it a bit more positive, like:
depend on the imagination…

Authors: We really appreciated all your suggestions. We included all of them in the text. Please see the text highlighted in cyan. 

Reviewer #2:
Manuscript Summary:
The manuscript describes in a nice detail a very well-known but rarely well described technique of beading developing chick. The description is detailed and permits anyone to reproduce it

Major Concerns:
None
Minor Concerns:
I would like to see the video before giving the final approval

Authors: We appreciate your comment. Thank you.

Reviewer #3:
Manuscript Summary:
The authors of this manuscript used the chick embryo limb as an experimental model to present step by-step preparing and implanting soaked beads into the interdigit at stage 28 (5.5 days). Authors claimed that this tool protocol can be applied in any experimental animal model in vitro and/or in vivo to study induction, differentiation, cell death, and patterning.

Major Concerns:
None

Minor Concerns:
Line 55: add the refence of Abu-Elmagd et al., 2015 since in this study beads were soaked in FGF proteins and a 2nd limb bud was successfully generated. 
Line 102: Please mention here how the beads was measured individually
Line 111: Also, the dish can be covered with parafilm to avoid evaporation.
Line 129: How you do this? Is it by wrapping the dish with foil?
Line 136: Mention why you do this PBS wash before implantation? Is it to remove the excess of the soaked reagent?
Line 167: Change to: and return the operated and sealed egg to the incubator…

Authors: We really appreciated all your suggestions. We included all of them in the text. Please see the text highlighted in cyan. 

-In the Table of the Materials, Sigma has discontinued Heparin beads (Cat. No. : H-5263, please have a look at their website), where authors obtained these beads from ?
Authors: Thanks for the observation. Heparin Sepharose (ab193268) from Abcam is now included in the Table of Materials.



