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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: Quantification of three DNA Lesions by Mass Spectrometry and Assessment of Their Levels in Tissues of Mice Exposed to Ambient Fine Particulate Matter
Date: May 10th, 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.
	1:46
	It seems that the solution is being dispensed into the styrofoam box. There is a tube inside the box with ice. We shot scenes for the tube to appear.
	The scene should show the tube inside the styrofoam box.

	2.
	2:23
	The pipette tip was discarded on the bench. 
	Please, do not show this part of the scene.


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.
	3:32
	The three tubes show the remaining chloroform solution after the transfer of the upper phases to new tubes.
	2.8
	The sentence “and transfer the upper phases to new tubes” should be finished in the previous scene (2.8.4).

	2.
	3:33
	The three tubes show the remaining chloroform solution after the transfer of the upper phases to new tubes.
	2.9
	Show this scene together with the text: “Repeat the wash of the upper phase with the chloroform solution two more times”.

	3.
	3:35
	The scene corresponds to the text: “Then, add 8 milliliters of absolute ethanol and 0.4 milliliters of a 5-molar sodium chloride solution to precipitate the DNA”


	2.9
	The text “Then, add 8 milliliters of absolute ethanol and 0.4 milliliters of a 5-molar sodium chloride solution to precipitate the DNA” should begin with this scene (2.9.2).

	4.
	7:26
	Move to this time the first chromatogram of the scene at 7:46 min. Text: “After 16 minutes, check the chromatogram to ensure the 8-oxodGuo standard elutes from column A”
	4.5
	Please, move this scene to 7:26 min, together with the text. The figure (chromatogram) that is shown at 7:51 min should be removed from the scene, as it does not correspond to the text.
Text: “After 16 minutes, check the chromatogram to ensure the 8-oxodGuo standard elutes from column A”

	5.
	7:51
	Please, move this chromatogram forward. It does not correspond to the text here. Move to 8:14 min, after the chromatogram shown at 8:12 - 8:13 min.

	
	

	6.
	7:54
	The text: “During the 16 to 32 minutes interval, switch the valve to the position allowing connection between the column A and the column B” is not accompanied by the corresponding figure.
	4.5
	Please, add the figure (item 4.5.3):
Figure 2 – Video editor: emphasize Figure 2B, and the red lines. Put TEXT: 16-32 min on Figure 2B.

The figure can be followed by the figure presented on the video. Item 4.6.2.

The text corresponding to the figure at item 4.6.2 is: “Close the valve at 32 minutes [1] to use the gradient of the binary pump to elute 8-oxodGuo from the second column to get a sharp chromatographic peak”.


	7.
	8:04
	Original Script Text:

“Close the valve at 32 minutes to use the gradient of the binary pump to elute 8-oxodGuo from the second column to get a sharp chromatographic peak”.

	4.6
	Rewritten Script Text:

“Close the valve at 32 minutes to elute 8-oxodGuo from the second column and get a sharp chromatographic peak”.

	8.
	10:13
	Please, use at this time the same figure used at 9:23 – 9:50 min, emphasizing the last column for the three lesions.
	5.4
	Please, replace the scene by the figure used at 9:23 – 9:50 min, emphasizing the last column for the three lesions.

	9.
	11:16
	Please, do not emphasize the second part of peaks after 30 min. Instead, show the first two chromatograms of figure 4.
	6.3
	6.3.2. Figure 4– Video editor: show the first and second images only. Emphasize the peaks at 36 min.


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
	The sentence: “Polyunsaturated fatty acids are other important targets of highly reactive oxidants, such as OH, which initiate the process of lipid peroxidation1,12 ”.
	Please correct to “Polyunsaturated fatty acids are other important targets of highly reactive oxidants, such as ●OH, which initiate the process of lipid peroxidation1,12 ”.

	2.
	3.1.1
	Step says “Adjust the final volume to 200 µL with ultrapure water, subtracting the volumes of enzymes to be used on step 3.3.1.”
	Please correct to “Adjust the final volume to 200 µL with ultrapure water, subtracting the volumes of enzymes to be used on step 3.2.1.”

	3.
	3.1.2
	Step says “Adjust the final volume to 100 µL with ultrapure water, subtracting the volumes of enzymes to be used on step 3.3.2.”
	Please correct to “Adjust the final volume to 100 µL with ultrapure water, subtracting the volumes of enzymes to be used on step 3.2.2.”

	4.
	3.5
	Step says “Samples from step 3.3.1:….”
	Please correct to “Samples from step 3.2.1:….”

	5.
	3.6
	Step says “Samples from step 3.3.2:….”

	Please correct to “Samples from step 3.2.2:….”

	6.
	10.3
	Step says “NOTE: To calculate the amount of dGuo in the samples used for 8-oxodGuo analysis, just multiply the amount (nmol/µL) obtained in step 10.2.2 by 10.”
	Please correct to “NOTE: To calculate the amount of dGuo in the samples used for 8-oxodGuo analysis, just multiply the amount (nmol/µL) obtained in step 10.2.2 by 50.

	7.
	10.3
	Step says “NOTE:………The amounts (nmol/µL) obtained in step 10.2.2 should be multiplied by 22.864 to obtain the correct values.”
	Please correct to “NOTE:………The amounts (nmol/µL) obtained in step 10.2.2 should be multiplied by 114.32 to obtain the correct values.”

	8.
	Representative results
	The sentence: “Representative chromatograms from HPLC-ESI-MS/MS analyses for quantification of 8-oxodGuo, 1,N6-dAdo and 1,N2-dGuo in mice tissue DNA samples are….”
	Please correct to “Representative chromatograms from HPLC-ESI-MS/MS analyses for quantification of 8-oxodGuo, 1,N6-(dAdo and 1,N2-(dGuo in mice tissue DNA samples are….”

	9.
	Representative results
	The sentence: “The normal 2'-deoxynucleosides were not present in the analyses of 1,N6-dAdo and 1,N2-dGuo, as they were eliminated in the solid phase extraction procedure.”
	Please correct to “The normal 2'-deoxynucleosides were not present in the analyses of 1,N6-(dAdo and 1,N2-(dGuo, as they were eliminated in the solid phase extraction procedure.”

	10.
	Representative results
	The sentence: “Typical linear calibration curves for quantification of 8-oxodGuo, 1,N6-dAdo and 1,N2-dGuo are shown….”
	Please correct to “Typical linear calibration curves for quantification of 8-oxodGuo, 1,N6-(dAdo and 1,N2-(dGuo are shown…..”

	11.
	Representative results
	The sentence: “supplemented with 10 fmol of 1,N2-dGuo was 14.01%, and supplemented with 1 fmol of 1,N6-dAdo was 16.66%.”
	Please correct to “supplemented with 10 fmol of 1,N2-(dGuo was 14.01%, and supplemented with 1 fmol of 1,N6-(dAdo was 16.66%.”

	12.
	Representative results
	The sentence: “The limits of quantification (S/N = 10) for the standards injected on-column were 25 fmol for 8-oxodGuo, 0.3 fmol for 1,N6-dAdo, and 1 fmol for 1,N2-dGuo34.”
	Please correct to “The limits of quantification (S/N = 10) for the standards injected on-column were 25 fmol for 8-oxodGuo, 0.3 fmol for 1,N6-(dAdo, and 1 fmol for 1,N2-(dGuo 34.”

	13.
	Representative results
	The sentence: “The methods were applied to the quantification of 8-oxodGuo, 1,N2-dGuo and 1,N6-dAdo in lung, liver, and kidney…”
	Please correct to “The methods were applied to the quantification of 8-oxodGuo, 1,N2-(dGuo and 1,N6-(dAdo in lung, liver, and kidney…”

	14.
	Discussion
	The sentence: “The main limitation for detection of 1,N6-dAdo and 1,N2-dGuo in DNA is the method…”
	Please correct to “The main limitation for detection of 1,N6-(dAdo and 1,N2-(dGuo in DNA is the method…”

	15.
	Discussion
	The sentence: “The lowest levels of 1,N2-dGuo in DNA, quantified by…”
	Please correct to “The lowest levels of 1,N2-(dGuo in DNA, quantified by…”

	16.
	Discussion
	The sentence: “The levels of 1,N6-dAdo detected in this study34 fall within…”
	Please correct to “The levels of 1,N6-(dAdo detected in this study34 fall within…”

	17.
	Discussion
	The sentence: “Similarly, the 1,N2-dGuo levels quantified here34 are consistent with…”
	Please correct to “Similarly, the 1,N2-(dGuo levels quantified here34 are consistent with…”

	18.
	Table 2 – 5th line
	1,N2-εdGuo/108 dGuo
	Please correct to 1,N2-εdGuo/108 dGuo
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