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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 
Have fun!
Protocol Name: Robust Ligature-Induced Model of Murine Periodontitis for the Evaluation of Oral Neutrophils
Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.
	
	Time code
	Comment
	Requested Change

	1.
	0:18 to 0:21
	Video shows extra manipulation of the suture not useful for placement
	Remove 

	2.
	0:59 to 1:04
	Video shows graduate student 
	Remove but narration of student name can remain

	3.
	1:45 to 1:50
	Video shows failed attempt at placing suture and is not useful for demonstrating ligature placement
	Remove


Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	1.
	1:51
	Original Script Text:

“…install a sterile 5-0 braided silk suture….
	2.2
	Rewritten Script Text:
“install a sterile 5-0 or smaller braided silk suture…

	2.
	1:51
	Pronunciation of “gingival”
	2.2
	See pronunciation here: https://www.merriam-webster.com/dictionary/gingiva?pronunciation&lang=en_us&dir=g&file=gingiv04

	3.
	2:14
	Pronunciation of “gingival”
	2.3
	See pronunciation here: https://www.merriam-webster.com/dictionary/gingiva?pronunciation&lang=en_us&dir=g&file=gingiv04

	4.
	2:21
	Original Script Text: 

“…below its height of the contour, and…”
	2.4
	Rewritten Script Text:
“…below its height of contour, and…”

	5.
	2:35
	Original Script Text: 

“…knot and trim it as close as possible.”
	2.5
	Rewritten Script Text:
“…knot and trim the tails as short as possible.”

	6.
	2:38
	Pronunciation of “gingival”
	2.5
	See pronunciation here: https://www.merriam-webster.com/dictionary/gingiva?pronunciation&lang=en_us&dir=g&file=gingiv04

	7.
	4:53
	Original Script Text: 

“zero point five to one million cells….”
	3.5
	Script is written in scientific notation and is correct. Narrator should read:

“five hundred thousand to one million cells….”

	8.
	4:58
	Original Script Text: 

“…of buffer and transfer cells to FACS tube”
	3.5
	Rewritten Script Text:
“of FACS buffer and transfer cells to a FACS tube”

	9.
	5:40
	Original Script Text: 

“Dump supernatant and gently blot opening of FACS tube.”
	4.2
	Rewritten Script Text:
“Dump the supernatant and gently blot the opening of the FACS tube.”

	10.
	6:12
	Original Script Text: 

“…as well as an oral rinse and recovered ligatures from a mouse with…”
	5.1
	Rewritten Script Text:

“…as well as an oral rinse and recovered ligature from a mouse with.”


Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Abstract
	The main advantages of studying the pathophysiology of periodontal disease utilizing murine models are highlighted by the reduced cost of animals, array of genetically modified strains, the vast number of analyses that can be performed on harvested soft and hard tissues. 
	The main advantages of studying the pathophysiology of periodontal disease utilizing murine models are highlighted by the reduced cost of animals, array of genetically modified strains, and the vast number of analyses that can be performed on harvested soft and hard tissues. 

	2.
	Abstract
	This minimizes the amount of tissue available for subsequent analyses and increases the number of animals required for the study.
	This minimizes the amount of tissue available for subsequent analyses and increases the number of animals required for the study.

	3.
	Abstract
	This protocol describes the precise manipulations required to place extended molar ligatures with improved retention and usage of a novel rinse protocol to recover oral neutrophils in mice with an alternative approach that mitigates the aforementioned technical challenges.
	This protocol describes the precise manipulations required to place extended molar ligatures with improved retention and usage of a novel rinse technique to recover oral neutrophils in mice with an alternative approach that mitigates the aforementioned technical challenges.

	4.
	Introduction
	This places a particular spotlight on the means through which PD influences one of the leading characters of the innate immune system [i.e., the polymorphonuclear granulocyte (PMN), or neutrophil] from local and systemic perspectives
	This places a particularly bright spotlight on the means through which PD influences one of the leading characters of the innate immune system, namely the polymorphonuclear granulocyte (PMN), or neutrophil, from both local and systemic perspectives

	5.
	Introduction
	Here, they are subsequently expelled from the gingival sulcus into the oral cavity in the form of gingival crevicular fluid.
	Here, they are subsequently expelled from the gingival sulcus into the oral cavity as a component of the gingival crevicular fluid.

	6.
	Introduction
	Finallu, as PMNs coordinate destruction of the periodontium in PD, a novel methodology to recover oral neutrophils in a manner analogous to humans is also presented.


	Finally, as PMNs coordinate destruction of the periodontium in PD, a novel methodology to recover oral neutrophils in a manner analogous to humans is also presented.



	7.
	Protocol 1.5.3
	Wrap the proximal suture segment around M1, below its height of the contour, and insert it between the contact of M1 and M2.


	Wrap the proximal suture segment around M1, below its height of the contour, and insert it between the contact of M1 and M2. 


	8.
	Protocol 1.5.4
	NOTE: Steps 2.4.1–2.4.4 can be repeated on the contralateral side, if required.


	NOTE: Steps 1.4.1–1.4.4 can be repeated on the contralateral side, if required.



	9.
	Protocol 1.5.4
	Tie the ends of the suture with a surgeon’s knot and trim it as close as possible to the knot.
	Tie the ends of the suture with a surgeon’s knot and trim the tails as short as possible.

	10.
	Protocol 1.7
	NOTE: Mashed chow decreases the forces required for mastication, reducing pain associated with mastication and aids in preventing premature loss of the installed ligature.
	NOTE: Mashed chow decreases the forces required for mastication thereby reducing pain associated with feeding, and aids in preventing premature loss of the installed ligature.



	11.
	Protocol 2.3
	Repeat step 3.2 2x and place each rinse in a single 15 mL conical polypropylene sterile test tube.
	Repeat step 2.2 2x and place each rinse in a single 15 mL conical polypropylene sterile test tube.

	12.
	Representative Results (Figure 1)
	Access to the oral cavity is achieved by holding the mandible in a depressed position by placing mild traction on maxillary and mandibular incisor dentition.
	Access to the oral cavity is achieved by holding the mandible in a depressed position by placing mild traction on the maxillary and mandibular incisor dentition.

	13.
	Discussion
	Further measures must also be instituted to develop periodontitis, as these mice are resistant to ligature-induced periodontitis in the absence of bacterial accumulation
	Further measures must also be instituted to develop periodontitis, as these mice are resistant to ligature-induced PD in the absence of bacterial accumulation
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