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Dear Editor, 

Please find attached a manuscript entitled “C-section of preclinical Animal Model of chorioamnionitis Triggered by Group B Streptococcus (GBS)”. 
Thanks for taking the time to read this manuscript. I would thank you and the reviewers for all the useful feedback and comments. 

With full of agreement with you, we provided the requested information in the text. 
Here are detailed points explaining all the comments from the Editor and the r reviewers.

All authors have read and approved this submission. All authors disclose no source of conflict of interest.
Thank you very much in advance for the attention you will pay to our work.

Sincerely,

Taghreed Ayash, PhD
McGill University, Canada







Editorial comments:
Changes to be made by the Author(s):

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
· The requested information was provided

2. Please clarify the corresponding author for this study as the names are different in the Editorial Manager and the main manuscript.
·  The requested information was provided

3. Please revise the text within protocol steps 4.5, 4.9, 4.10, and lines 260-263 and lines 304-329 to avoid plagiarized text.
· The requested information was provided						

4. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
· The requested information was provided

5. Please format in-text journal references to appear as numbered superscripts after the appropriate statement(s). Also, please remove citations from the abstract.
· The requested information was provided

6. Since JoVE is a methods journal, please revise the Introduction to include all the following:
a) The advantages over alternative techniques with applicable references to previous studies
b) A description of the context of the technique in the wider body of literature
c) Information to help readers to determine whether the method is appropriate for their application.

· The authors appreciate these comments, however, much of the requested information has been provided in the ‘modifications and troubleshooting of the method’ and ‘limitation of the methods and significance of the method with respect to existing/alternative methods’ sections. In order to avoid repetition, authors do not wish to include this information in the introduction. 

7. 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 (e.g., Criterion, BD Biosciences, falcon, Becton Dickinson, CHROMID Strepto B, BioMerieux, Lithium Heparin Gel Separator Tubes, Becton Dickinson, Sigma Aldrich, Thermo Scientific).
 
- The requested information was provided

8. Please convert centrifuge speeds to centrifugal force (x g) instead of revolutions per minute (rpm). Please mention the centrifugation temperature throughout.
 
- The requested information was provided

9. Please abbreviate milliliter as mL throughout the manuscript.
-The requested information was provided

10. 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.). Any text that cannot be written in the imperative tense (e.g., provide extraneous details, optional steps, or recommendations) may be added as a “Note.”

- The requested information was provided

11. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed? Readers of all levels of experience and expertise should be able to follow your protocol. Alternatively, add references to published material specifying how to perform the protocol action.
Line 110: Please abbreviate ip at the first-time use.
 
· The requested information was provided

Line 112, 113: Please move these lines to Acknowledgements.
 
· The requested information was provided

Line 123: Please specify the needle gauge and length
 
· The requested information was provided

Step 4: Please specify if sterile conditions are used during the surgery.
· The requested information was provided

Line 164: Please specify the instrument used to make the incision and how big is the incision.
· The requested information was provided

Line 165: Please specify how the depth of anesthesia is confirmed and specify the use of vet ointment on eyes to prevent dryness while under anesthesia.

· The requested information was provided

Line 173: Please specify the primer used for PCR.
 
· The requested information was provided, see line 213

Line 184: Please specify the euthanasia method.
· In full agreement we added few sentences for the requested information see line 208
Line 224: Please correct the typo: “TNF-□”
 
· The requested information was provided

12. Please insert single-line spacing between individual steps and sub-steps in the Protocol. Please highlight no more than 3 pages of the protocol (including headings and spacings) that identify all the essential action steps to be filmed as a video. Please highlight complete sentences in the protocol and ensure that the highlighted steps form a cohesive narrative with a logical flow. Also it should be in line with the Title of the manuscript.
- The requested information was provided

13. Please include all the Figure Legends together at the end of the Representative Results in the manuscript text.

-The requested information was provided

14. Figure 6, 7: Please use JoVE format for numeric labels. For example, use 0.001 instead of .001, 0.50 instead of .50, etc.
15. Figure 7: please remove the label ‘g’ from the figure.
16. Please upload each figure individually in the Editorial Manager. Please ensure a high resolution for each figure.
17. Please number your bibliography references in the order of their appearance in the manuscript text. Please ensure that the references appear as the following: [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage (YEAR).] For more than 6 authors, list only the first author then et al. Please do not abbreviate Journal names 
· The requested information was provided  
____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript summary
1.Line 111: please include how many CFU were used to induce the chorioamnionitis. It would be important as well to address possible effects found on lower and higher amount of inoculated GBS.
· The requested information was provided

2.Authors have accurately stated the method limitations, appointing differences between rodents and humans. However, immunological differences were not addressed. Authors should at least cite them as they did with other variances.
· The requested information was provided, see line 403

Reviewer #2:
Manuscript summary:
The manuscript by Ayash et al., entitled, "Preclinical Animal Model of chorioamnionitis Triggered by Group B Streptococcus" is a methods paper which outlines the utility of a Lewis rat model of GBS intraperitoneal injection and invasive infection during pregnancy. The manuscript is well-written and outlines important experimental procedures for this model. There are a few concerns that detract from the enthusiasm this Reviewer has for the manuscript.

Major critiques:
Intraperitoneal injection of the rat does not adequately mimic ascending vaginal infection, which is likely the more common route of infection by GBS (which frequently colonizes the rectovaginal cavities). There have been several manuscripts recently using a pregnant mouse model of ascending GBS vaginal infection which the authors do not mention (see below). It would be helpful to discuss the advantages of the rat model and the limitations with respect to these models. For example, genetic and immunological tools are likely more prevalent with the mouse models than the rat models.
Randis TM, Gelber SE, Hooven TA, Abellar RG, Akabas LH, Lewis EL, Walker LB, Byland LM, Nizet V, Ratner AJ. Group B Streptococcus β-hemolysin/cytolysin breaches maternal-fetal barriers to cause preterm birth and intrauterine fetal demise in vivo. J Infect Dis. 2014 Jul 15;210(2):265-73. doi: 10.1093/infdis/jiu067.
Noble K, Lu J, Guevara MA, Doster RS, Chambers SA, Rogers LM, Moore RE, Spicer SK, Eastman AJ, Francis JD, Manning SD, Rajagopal L, Aronoff DM, Townsend SD, Gaddy JA. Group B Streptococcus cpsE Is Required for Serotype V Capsule Production and Aids in Biofilm Formation and Ascending Infection of the Reproductive Tract during Pregnancy. ACS Infect Dis. 2021 Sep 10;7(9):2686-2696. doi: 10.1021/acsinfecdis.1c00182.

· The requested information was provided, see line 385
“In studies by Randis et al and Nobel et al., authors describe a novel model of ascending GBS infection in pregnant mice…”


Harrell MI, Burnside K, Whidbey C, Vornhagen J, Adams Waldorf KM, Rajagopal L. Exploring the Pregnant Guinea Pig as a Model for Group B Streptococcus Intrauterine Infection. J Infect Dis Med. 2017 Sep;2(2):109. doi: 10.4172/2576-1420.1000109.
· The requested information was provided, see line 412
“An attractive model is the guinea pig due to similarities to human pregnancy, including comparable progesterone levels, placental structure, sensitivity to pathogens and length of gestation..”


Why did the authors choose intraperitoneal inoculation instead of intrauterine?
· The requested information was provided (p18).

Minor critiques:

Line 189: Please capitalize the abbreviation "ip" and write the entire word before using the abbreviation.

· The requested information was provided

Line 224 (and throughout the manuscript): The abbreviation for tumor necrosis factor alpha has not formatted correctly (there is a box present for the latin character).

· The requested information was provided

In the introduction, the authors mention the importance of their model for studying FIRS, but they do not discuss how FIRS has been assessed in this model. It would be helpful to include that.
 
· In full agreement we provided the requested information, see line 69 “GBS infection has been shown to lead to a higher inflammatory response in fetal blood and placental..”
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