Rebuttal

Editorial comments:
Please see below for changes made to the revised manuscript

Comment 1. The manuscript needs thorough proofreading. Please proofread well for any grammar or spelling issues. 
Substantial revisions have been done to address the issue

Comment 2. Please make the title crisp. Maybe
Processing delicate tissues for scanning election microscopy?
Or processing embryo, eggshell and fungal culture samples for scanning electron microscopy?
The title has been changed using the later suggestion made by the editor.

Comment 3. We can only have 6-12 keywords. 
Modified to include 11 keywords.

Comment 4. Please bring out clarity in the Introduction with respect to all of the following: 
a) A clear statement of the overall goal of this method
b) The rationale behind the development and/or use of this technique
c) The advantages over alternative techniques with applicable references to previous studies
d) A description of the context of the technique in the wider body of literature
e) Information to help readers to determine whether the method is appropriate for their application
So basically, why is SEM study required, what are the different ways of doing so, what are the limitations of the prevailing methods, why specific method suggested for specific type of material, are these methods previously known and citations if any, have these been used only for the samples mentioned by you or something else as well, what are the changes in your protocol. 
Please include citations where ever applicable.
Comment 5, 6 & 7. Citation?
Comment 8. Any citation why this is recommended? 
The introduction is extensively revised to address all the suggestions in comments 4-8. Corresponding citations were added to the reference listing.

Comment 9. Protocols should only be made up of actions steps in imperative tense, describing all specific details related to the steps. 
Notes can be used for providing extraneous details, optional steps, or recommendations that are not critical to a step
We cannot have paragraph of text in the protocol section. Each step should not have more than 2-3 action steps. 
Please make the steps crisper and remove redundancy throughout.  Please write exactly how you would perform your experiment detailing all the steps of your protocol as discrete action steps.
All the suggestions were taken care, please see below for details 

Comment 10. So, the bedding medium is different than vermiculite and peat moss? 
Bedding medium consists of vermiculite and peat moss mix (1:1). To clarify, the sentence in step 1.1 is modified as “bedding medium prepared with a moist mixture of vermiculite and peat moss (1:1)”.

Comment 11. Is this vermiculite and peat moss mix? Please bring out clarity. 
The dirt is not the bedding media but the nesting soil. This is clarified in step 1.2 as “Gently remove the soil from the nest to uncover the eggs”.

Comment 12. Converted to a note, please check. 
Change is acceptable

Comment 13. Do you burry it half or fully? Incubate at what temp? Please write exactly how you perform your experiment. 
Reworded the entire step to make it crisp. Please check. 
Eggs need to be buried half into the bedding medium. Step 1.3 is revised to include this information along with a sequential description of the incubation process.

Comment 14. Need more details on how to do this part. Please include all the actions.
[bookmark: _GoBack]A detailed description of isolating a turtle embryo is added in steps 1.4 to 1.6. A note section included providing information on how to identify the position of the embryo from the exterior. 

Comment 15. In a dish? Can you visually differentiate 12, 13, 18 stage embryo? Do you place all of them together or differenty? How many embryos are collected?
Yes, the staging of embryos for any species can be done even when placed together in the same dish by observing the developmental landmarks within the embryos. The staging for painted turtle is done using the staging series provide in Cordero et al., 2014. This information was added in the note section following step 1.3. Each egg will be opened individually to fix the embryos, so once the embryo is transferred in the Petri dish with PBS, the stage will be identified by comparing the morphological attributes to the staging series.

Comment 16. In which container and how? 
Embryos are fixed in clear 12-well plates, this is also added to the table of materials

Comment 17. How will you ensure this visually?
Completely fixed specimens will appear white, this has been added within parenthesis to the step 1.7.

Comment 18. Do you take the embryo out or drain the liquid from the container and add PBS to it? All these are important details filming. 
Transferring specimens to a series of solvents during processing was done by using Netwell polystyrene inserts with polyester mesh bottoms designed for 12-well plates. This is added as a note next to step 1.7 and the item is listed in the table of materials.

Comment 19. Again this is not a step and hence its been converted to a note instead.
Agreed on the change

Comment 20. Please convert this to a note instead. 
Revised as suggested

Comment 21. Like what?
All the alternative techniques were numbered in step 1.14, this step was included to R1 to address the review’s comment.

Comment 22. Does this need to be in quotes? 
Term ‘flexible’ was removed in the current version of the manuscript, so no quotes needed.

Comment 23. Please make different step or substeps. 
The line specified is made as a different step.

Comment 24. How?
Fungal samples were dried in a critical point dryer (the method is called as critical point drying), this is what been mentioned in the title of step 3

Comment 25. We cannot have paragraph of text. Please consider making substeps. 
All steps should be action steps describing how to do the procedure. Also please provide citations for each of the method used. 
All the paragraphs within the protocol section are divided into sub-steps, each step now does not contain more than 3 action steps.

Comment 26. Prepare how? How much media per plate? Do you autoclave?
Step 3.1.1 and 3.1.2 along with a note section in between have been included to detail the preparation of PDA plates. The materials were also added to the table of materials.

Comment 27. Please expand during first time use and keep using the abbreviation throughout. 
Expansion for CPD added to introduction ‘line 121’ where the abbreviation was used for the first time.

Comment 28. 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].”
All the images presented in the manuscript are findings from our recent research; no images were used from any work published earlier.
[bookmark: _Hlk506304913]
Comment 29. As we are a methods journal, please revise the Discussion to explicitly cover 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
Some of the details can move to the introduction section to introduce the techniques used. 
Several sections were removed from discussion and added to the introduction section. All the description seen in the current version explains the reasoning behind the claims made by the authors and to address the reviewer’s comments.
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