[image: image1.png]o
1 Alewife Center, Suite 200
Cambridge, MA 02140
JOURNAL OF tel. 617.401.7770, ext. 701
VISUALIZED EXPERIMENTS =~ WWW.JOVE.com






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: Detection and Monitoring of Tumor Associated Circulating DNA in Patient Biofluids
Date: 5/17/2019
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.
	0:53-0:55
	Text in video reads "Procedures involving human subjects have been approved by the Institutional Review Board (IRB) or at Children's National Health System.”
	This should read "Procedures involving human subjects have been approved by the Institutional Review Board (IRB) of the Children's National Health System.”

	2.
	2:37-2:42
	The PCR tube strip should not be transferred to the quantification instrument until the strip tube high-speed caps are added (2:42). The order of these scenes needs to be switched, so that the high-speed caps are placed on the strip tube BEFORE it is added to the quantification instrument.
	Please adjust the scenes so that 2:42, adding the high-speed caps to the strip tube, comes before the strip tube is placed into the quantification instrument (currently at 2:38).

	3.
	5:35-5:37
	The voice-over says “39.92%” 
	This should be “39.32%”, matching the text. (I have also added this comment to the audio section)

	4.
	6:22
	Here the mutant clusters for both the plasma (top panel) and negative control (bottom panel, left side) are highlighted in red to emphasize the mutation not being detected in the patient’s plasma. The negative control graph should not have the cluster highlighted in red (only the plasma samples on the top panel).
	Please remove the red highlighting from the negative control sample (bottom panel, left side) so that only the patient plasma samples (top panel) are highlighted in red
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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.
	5:35-5:37
	The voice-over says “39.92%” 
	Representative Results
	This should be “39.32%”, matching the text. 
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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.
	Page 6
	Representative Results Figure 1 is sideways in the Text
	Please change the Figure 1 in Representative Results so that it is right side up (I can re-upload the file if needed)

	2.
	Abstract
	“…readily available in a patient biofluids”
	“…readily available in patient biofluids” (remove “a”)

	3.
	Introduction paragraph 1, sentence 1
	“Due to the limitations in the availability of the tumor tissue for molecular analyses, there is a need for the development of…”
	“Due to limitations in the availability of tumor tissue for molecular analyses, there is a need for the development of…” (please remove “the” shown in red)

	4.
	Introduction paragraph 1
	“During the treatment, monitoring of the therapeutic response in DMGs…”
	“During treatment, monitoring of therapeutic response in DMGs…”
(please remove “the” shown in red)

	5.
	Introduction paragraph 2, sentence 1
	“To sensitively detect low allelic frequency mutations in cfDNA we employ a dPCR-based approach.”
	“To sensitively detect low allelic frequency mutations in cfDNA we employ a droplet digital PCR (dPCR)-based approach.”
dPCR needs to be defined upon first use, as it is in the uploaded manuscript.

	6.
	Introduction paragraph 2, sentence 3
	“Due to the high degree of the sample partitioning, at most only one to two DNA molecules can be present in each droplet.”
	“Due to the high degree of sample partitioning, at most only one to two DNA molecules can be present in each droplet.”
(Please remove additional “the”).

	7.
	Part 1, step 1.1
	“1. For this study, include patients that were diagnosed with a brain tumor radiographically.”
	“1. Patients included in this study were diagnosed with a brain tumor radiographically.”
Please correct to this wording, so this step fits with the subsequent steps (“No exclusion criteria were used. Specimens were collected and studied after obtaining informed consent from the patient or patient’s guardian.”)

	8.
	Part 2, step 7
	“7…. If an -80°C freezer is not available…”
	“7. If a -80°C freezer is not available…”

“An” should be replaced with “a”.

	9.
	Part 4, Step 2. 
	“NOTE: Lysis steps (4.5-4.8.2) of the extraction protocol differ between plasma/serum and CSF, but from step 4.9 on the protocol is identical for both types of biofluids”
	These steps no longer match with the PDF version. This should now read,

 “NOTE: Lysis steps (4.5-4.8) of the extraction protocol differ between plasma/serum and CSF, but from step 4.9 onwards the protocol is identical for both types of biofluids”

	10.
	Part 4, step 14 
	“14. Remove the 20 mL tube extender, being careful not to pass extenders over adjacent columns. Dispose of the extender. Remove the tube extender and discard. Do not pass tube extender of one column over a neighboring column, as this can cross-contaminate samples.”
	This step repeats the same instruction twice. It should be corrected to say:

“14. Remove the 20 mL tube extender, being careful not to pass the extender of one column over a neighboring column, as this can cross-contaminate samples. Dispose of the tube extender.”

	11.
	Part 9, Step 5
	“Turn on the drop generating instrument and the computer…”
	“Turn on the droplet-generating instrument and the computer…”

Throughout the rest of the text it is referred to as the droplet-generating instrument and should be corrected here. 

	12.
	Discussion
	“Here we have presented our method for detecting and quantifying the allelic frequency of tumor mutations in cfDNA from the patient liquid biopsy.”
	“Here we have presented our method for detecting and quantifying the allelic frequency of tumor mutations in cfDNA from patient liquid biopsy.”

Please remove “the” which does not fit here.
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