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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: Laser Capture Microdissection of Mouse Embryonic Cartilage and Bone for Gene Expression Analysis
Date: 11/11/2019
Authors and Affiliations

Please fill in any missing author information not included in the video.
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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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	0:02-0:05
	There is only voice but no image of the speaker when the interview starts.
	Show the speaker’s image when the voice begins

	2.
	1:34-1:37
	The video should show transfer of the frozen sample (frozen block) into a bucket of dry ice, not the bath of dry-ice and methyl-2-butane. 
	Show transfer of frozen sample (frozen block) from methyl-2-butane bath onto dry ice. We believe this step was filmed.

	3.
	6:46-7:19
	Bones in Figure 1D are mislabeled. They should be labeled “PL” (palatine).
	Use revised Figure 1 supplied (Fig1_Revised.pdf).

	4.
	7:10
	All cartilages should be circled.
	Additional circles for “NS” in C, and for “CC”, “R” and “U” in E. (See “Video comment 4.pdf”)

	5.
	7:12
	All mineralized tissues should be circled.
	Additional circles for “PL” in revised Figure1D (See “Video comment 5.pdf”)

	6.
	7:40
	The numbers “10 10 4” are not significant because these amounts may vary depending on the amount of RNA required. The displaying numbers gives them too much emphasis.
	Remove the numbers “10 10 4”. Rewritten Script Text: “To obtain sufficient RNA for sequencing, pool 10 regions of Meckel’s cartilage, 10 regions of condylar cartilage or 4 regions of mandibular bone into three individual collection tubes, respectively”.

	7.
	7:52
	In the Figure 3D x-axis, “M” of “Meckel’s cartilage (E16.5) and “N” of “Nasal septum cartilage (14.5)” are clipped off. Also, the “E” in “Nasal septum cartilage (E14.5)” is missing.
	Use revised Figure 3D supplied (Fig3_Revised.pdf), and position figure to include the full labels of the x-axis.

	8.
	7:59
	Figure 4D does not show “the RNA integrity number measurements indicate high RNA quality.”
	Remove Figure 4D. Continue to show Figure 3C while saying “the RNA integrity number measurements indicate high RNA quality.”

	9.
	8:11
	Onscreen text says “M1 M2 M3” and “MC1 MC2 MC3”
	Under “M1 M2 M3” put “Mandibular bone”; Under “MC1 MC2 MC3” put “ Meckel’s cartilage”. (See “Video comment 9.pdf”)

	10.
	8:15
	The colors of the genes are not explained.
	Add legends on the right: “Osteoblast and osteocyte markers” in blue, “Osteoclast markers” in green, and “Chondrocyte markers” in red;
(See “Video comment 10.pdf)

	11.
	8:40
	There is only voice but no image of the speaker when the interview starts
	Show the speaker’s image when the voice begins

	
	
	
	


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)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	7:33
	Voiceover says “Meckel’s cartridges” instead of Meckel’s cartilages”.
	Results
	Change the pronunciation of “cartridges” to “cartilages”.
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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)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Introduction (PDF, Introduction, Paragraph 1, Line 1)
	“cartilage and bone”
	“cartilage, and bone”

	2.
	Introduction (PDF, Introduction, Paragraph 2, Line 2)
	“is sensitive to single cells”
	“is sensitive to the single cell level”.

	3.
	Protocol 2
	In the title “2.Cryosectioning for Laser Capture Microdissection”, use lower case “laser capture microdissection”.
	“2. Cryosectioning for laser capture microdissection”

	4.
	Protocol 3
	In the title “3. Sample preparation for LCM”, use “laser capture microdissection” instead of “LCM”.
	“3. Sample preparation for laser capture microdissection”

	5.
	Protocol 4.4.2
	Last sentence: “For example, Power =n 40, Aperture = 5, and Speed = 7 for cartilage tissue on a 12 μm section.” “n” should be deleted
	“For example, Power = 40, Aperture = 5, and Speed = 7 for cartilage tissue on a 12 μm section.”

	6.
	Representative Results (PDF, Representative Results, Paragraph 1, line 2)
	“Mouse embryos at E16.5 were dissected and embedded in a cryogenic mold with OCT

compound.”
	“Mouse embryos at E16.5 were dissected and embedded in cryogenic molds with OCT

compound.”

	7.
	Representative Results (PDF, Representative Results, Paragraph 3, Line 4)
	Add “sufficient” to “To obtain RNA for sequencing,”
	“To obtain sufficient RNA for sequencing, we pooled 10 regions of MC, 10 regions of condylar cartilage or 4 regions of mandibular bone into each collection tube as one sample, respectively.”

	8.
	Representative Results (PDF Representative Results, Paragraph 5, Line 5)
	“Gene coverage was analyzed with Picard (Figure 4D). Approximately 90% genes in all samples have

>1.25x coverage, indicating good quality of the libraries and sequencing data.”
	“Gene coverage was analyzed with Picard (Figure 4D), which indicated a good representation along the transcript from the 5’ to the 3’ end.”

	9.
	Figure 1D
	“MX” (maxilla) should be “PL” (palatine bone)
	Revise Figure 1D (Fig1_Revised.pdf) to indicate palatine (PL) bones rather than maxillary bones. 

	10.
	Figure 1D legend
	“(D) Cartilage primordium of presphenoid bone and maxillae. (E) Cartilage primordium of radius, cartilage primordium of ulna, and costal cartilage. C = condylar cartilage; CC = costal cartilage; CP = cartilage primordium of presphenoid bone; M = hemimandible; MC = Meckel’s cartilage; MX = maxilla; NS = nasal septum; R = cartilage primordium of radius; U = cartilage primordium of ulna.”
	“… (D) Cartilage primordium of presphenoid bone and palatine bone. (E) Cartilage primordium of radius, cartilage primordium of ulna, and costal cartilage. C = condylar cartilage; CC = costal cartilage; CP = cartilage primordium of presphenoid bone; M = hemimandible; MC = Meckel’s cartilage; MX = maxilla; NS = nasal septum; PL = palatine bone; R = cartilage primordium of radius; U = cartilage primordium of ulna.”

	11.
	Figure 2 legend
	“(A–C) Representative stained MC (A), condylar cartilage (B) and hemimandible (C; MC already isolated) in cryosection before LCM.”
	“(A–C) Representative stained MC (A), condylar cartilage (B), and hemimandible with MC already isolated (C) in cryosection before LCM.”

	12.
	Figure 3D
	“Nasal septum cartilage (14.5)” should be “Nasal septum cartilage (E14.5)”
	Use revised Figure 3 (Fig3_Revised.pdf) 

	13.
	Figure 3D legend
	“Nasal septum cartilage at 14.5” should be “Nasal septum cartilage at E14.5”
	Nasal septum cartilage at E14.5

	14.
	Figure 4D
	X axis legend “percent through gene” should be “Normalized position along transcript from 5’ to 3’ (%)”
	Use revised Figure 4 (Fig4_Revised.pdf) 

	15.
	Figure 4D legend
	More details to explain the plot
	Add “The plot indicates the relative average coverage along the transcript from 5' end (left) to 3' end (right).”

	16.
	Discussion (PDF, Discussion, Paragraph 1, Line 2)
	“in vivo” should be italicized.
	“Its advantages include rapid and precise capture of cells in their in vivo context,”

	17.
	Reference 16
	The title is incomplete. “Termine, J. D., et al., a bone-specific protein linking mineral to collagen. Cell. 26 (1), 99–105 (1981).”
	“Termine, J. D., et al., Osteonectin, a bone-specific protein linking mineral to collagen. Cell. 26 (1), 99–105 (1981).”

	18.
	Reference 45
	“Psychrophilic proteases dramatically reduce single-cell RNA-seq artifacts: a molecular atlas of kidney development.”
	“Psychrophilic proteases dramatically reduce single-cell RNA-seq artifacts: A molecular atlas of kidney development.”

	19.
	Representative Results, Paragraph 4, Line 5, 9 and 10; Paragraph 6, Line 1; Figure 5 legend, Line 2 and Line 3
	The formats of “P” for P value are not consistent. Following recently published JoVE articles (e.g. Jin, Y et al. J. Vis. Exp. 151, e59432, 2019), we decided to use “P” (upper-case, non-italic) for P value.
	Use “P” (upper-case, non-italic) for P value. 

Re-upload of the document (60503_R1_RE110919)
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