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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: In Vivo Direct Reprogramming of Resident Glial Cells into Interneurons by Intracerebral Injection of Viral Vectors
(JoVE Protocol 59465)
Date: 06 May 2019
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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.
	00:12
	The image shown during this interview doesn’t fit well with what is being said. 
	Please replace the image with a biocytin-filled cell by pictures from image 3E-H.

	2.
	4:25
	The square indicating the protein band is placed in the wrong level.
	In the square that you inserted we would like to write: ”location for needle insertion”. We then would like to insert another square located on the thin white layer (visible in the picture but not big as the grey layer) and write: “Protein band”. 

	3.
	7:08
	Narration should remain as it is but we would like to take away few seconds of the shot as the drill is shaking and it´s not optimal for the real experiment
	We would like to make the video ending here at 7:08 and starting again at minute 7:14.

	4.
	9:20
	This shot was not the final shot we wanted to include.
	We would like to replace the shot by the one that refers to point 5.2.1 but was filmed as last (it is almost at the end, before the interviews)

	5.
	9:30
	We would like to remove step: 5.2.2
	Please remove this close-up step: 5.2.2

	6.
	10:20
	In step 5.4.4., the photo of a green fluorescent cell is not shown. 
	Please, add Photo of the green fluorescent cell. 

	7. 
	11:47
	We would like to replace the figures shown in step 6.4.1. by different ones.
	We would like to remove Fig. 2F and replace with Fig. 3.A-D.

	8.
	11:55
	We would like to add an extra step (6.4.2.)
	Please add Fig. 3E here. 

	9.
	12:18
	The image shown during this interview don’t fit with what’s being said. 
	Please replace the image with the image in Figure 3E, followed by the trace in Figure 3B. 


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.
	4:49
	“Elusion” is wrong. We meant “elution”.
	3.3.2
	Rewritten: “Iodixanol elution”

	2.
	06:20
	We would like to introduce a sentence that was not present in the script.
	
	“Administer appropriate analgesia at the beginning of the surgery”

	3.
	08:27
	You request in the video to add narration
	
	“Then, carefully suture the incision and remove the animal from the stereotaxic frame. Monitor the animal in a post-operative station until consciousness is regained. Animals are kept for up to 12 weeks after virus injection to allow resident glia to reprogram into mature neurons”

	4.
	9:59
	We would like to explain that the tissue section is transferred to the recording chamber for electrophysiological recordings before 
	5.4
	Add: After transferring one tissue section to a recording chamber for electrophysiology, mount the glass pipette on the recording electrode 

	5.
	10:10
	It is not explained that the cell that you are approaching is a reprogrammed cell. 
	5.4.4.
	Change into: “Then slowly approach a reprogrammed cell with the pipette” 

	6.
	10:16
	After the previous section, we’d like to add the following. 
	5.4.4.
	Add: “Check that the cell is GFP positive before patching” 

	7.
	10:21
	We need to explain that the cell is then patched before the recordings. 
	5.5
	Add voice: “When the cell is patched, maintain the cell (in current-clamp) from -60 to -70 mV”

	8.
	10:38
	We want to explain that the induction of action potentials is indicative of a successful reprogramming. 
	
	After the narration “… to induce action potentials” Add: ” This is indicative of a neuronal maturation and successful reprogramming.” 

	9.
	11:36
	
	Change the words repetitive firing
	To post-synaptic activity

	10.
	11:42
	6.3
	Change the words post synaptic activity
	To repetitive firing

	11.
	11:47
	We would like to replace Fig. 2F by another one (Fig. 3 A,B,C,D)
	6.4
	In 6.4, replace by “A more detailed analysis revealed several distinct firing patterns, where the majority of cells show fast spiking activity similar to parvalbumin interneurons. 

	12.
	11:55
	Please add Fig. 3E here. 
	
	Add: “Immunohistochemical analysis at 12 weeks further showed co-expression of the reporter GFP and the parvalbumin.


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.”

	
	
	We will upload new manuscript and new table of materials with changes highlighted in red
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