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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: Generation and On-Demand initiation of Acute Ictal Activity in Rodent and Human Tissue
Date: January 14, 2018
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.
Authors’ General Comment: None of the recommended changes were made from the Master Copy that was sent after filming. I recommend you see the Master Copy to make sense of all the video comments being made. Additionally, I used the words “step” and “shot” interchangeably through this document. 
	
	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.
	1:21
	The wrong shot is used for this scene (2.2.4).
	Just delete this scene (but save the shot for another scene: 2.3.3)

Note: I wrote down my recommended changes in the master copy, but they were ignored (perhaps they were too complicated?), so I suggest deleting this scene for brevity and simplicity.


	2.
	1:38 – 1:42
	This Scene is out of order, according to the Mastercopy (edits made after filming)
Note: Please review the master copy (with edits made after filming), all comments are in blue
	Switch scene 2.3.2 with scene 2.3.3.
So, the final order is now:

2.3.1 – transfer brain…

2.3.3. – cut coronal slice…

2.3.2 – remove excess tissue …


	3.
	1:43 – 1:52
	The wrong shot is being used for scene 2.3.3. 
	Use the scene for shot 2.2.4 (see comment #1 above), for the scene in shot 2.3.3

	4.
	3:34 
	The wrong shot is being used for scene (3.4.1)
It should show the glass electrode (on left side of the screen) being lowered into the brain tissue.

Instead, this scene is showing the optical fiber (on right side of the screen) being lowered into the brain tissue.
	Please look for the shot where the glass electrode (left side of the screen) is being placed into the tissue.  

I recommend listening to the audio recording of the video, and hearing the filmographer and author’s comments as scenes are being filmed.
Additionally:



	5.
	3:43 – 3:49
	Shot 3.4.2 would be better if moved after shot 3.5.1 
(due to the nature of the screen capture recordings).
	I have provided screen capture (~7 seconds) of the electrical activity after adding 4-AP [100 μM] for shot 3.4.2.
Place the screen capture for shot 3.4.2 after scene 3.5.1.

So, the final shot order is:

3.5.1 – Add 4-Ap to ACSF…

3.4.2. – Screen capture electrical activity….

	6.
	3:54
	Onscreen text says: 
4-AP: 4-AminoPyrimidine 
	Text should say: 
4-AP: 4-Aminopyrimidine [100 μM]
Note: The “p” should be lower case

	7.
	4:05
	This is not the best shot for this scene. 
Use a shot showing the optical fiber (on the right side of the screen) being lowered towards the brain slice.
	Use the video recording from 3:34 – 3:43 (incorrectly used for step 3.4.1) for this step (3.6.2). 
Note:
The scene from 3:34 – 3:43 shows the optical fiber being lowered towards the slice (see comment #4) 

	8.
	4:12
	This should be a split screen showing the scope shot of the optical fiber being placed over the tissue and the screen capture of the electrical activity being generated by the light pulse (i.e., the electrographic seizure-like event)
	Author’s Recommendation: Show 3.6.3. (a scope shot) on the left side of the split screen, and 3.6.4. (a screen video capture) on the right side of the split screen. 

Please set up the shot as if 3.6.3 and 3.6.4. was being filming at the same time; this means that the timing of when the blue light is applied (observed as a blue flash) in shot 3.6.3 should align in timing with when the blue pulse was delivered in 3.6.4 (observed in the screen capture of the software as the voltage step in (lower) channel “2”.
In shot 3.6.4, you should display the screen capture for the entire duration of the ictal event (~first 6 s of the video) while it’s occurring.
I have attached the screen capture titled “shot 3.6.4”. You will have to adjust the timing, speed, as the editor. If you want a version with more of the beginning trace e-mail me (Michael.chang@live.ca)

Note: the first 7 seconds of shot 3.6.4 is the same as shot 3.4.2 (for continuity purposes). 



	9.
	4:38 – 4:55
	Delete the interview style shot of author, Michael Chang, he simply repeats the narration used when presenting the screen capture of the software working.
	Delete the interview scene of author (Michael Chang) after shot 3.7.1 of the screen capture of seizure detection software



	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	14.
	
	
	

	15.
	
	
	

	16.
	
	
	

	17.
	
	
	

	18.
	
	
	

	19.
	
	
	

	20.
	
	
	


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.  
Author’s general comments: We should update all the narration to say “ictal-like events” instead of ictal events. 

This issue occurred because I copied the manuscript text into the script’s text. However, in the manuscript text, I mentioned that “ictal-like events are herein referred to as ictal events”. This statement isn’t made in the narration, so it can be a source for misunderstanding which only watching the video.
	
	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.
	3:40-3:41
	Pronunciation change of “2/3”. Should be 
pronounced as “2, 3”.
Original Script Text:
“Under the 20X stereo microscope, guide the recording glass electrode into the superficial cortical layer 2/3
 using manual manipulators”
	3.4.1
	Read Script Text as:

“Under the 20X stereo microscope, guide the recording glass electrode into the superficial cortical layer 2/3
 (pronounced “two, three”) using manual manipulators”

	2.
	3:49 – 3:57
	Original Script Text:
“To induce seizure-like activities, perfuse the brain slice with ACSF containing 4-AP at 100 µM”
	3.5.1
	Rewritten Script Text:

“To induce electrographic
 seizure-like activities, perfuse the brain slice with ACSF containing 4-AP at 100 µM?

	3.
	3:58
	Original Script Text:
“To generate seizure using optogenetic strategy on the brain slices from optogenetic mice”
	3.6.1
	Rewritten Script Text:

“To generate electrographic seizure-like events using an optogenetic strategy on the brain slices from optogenetic mice”

	4.
	4:55 - 
	pronunciation change of VGAT to “Vee-gat”.
Original Script Text:
The application of 100 µM 4-AP to good-quality 450 µm-sized cortical brain slices from a juvenile VGAT-channelrhodopsin mouse reliably induced recurrent ictal events within 15 minutes
	4.1.1
	Rewritten Script Text:

“The application of 100 µM 4-AP to good-quality 450 µm-sized cortical brain slices from a juvenile VGAT-channelrhodopsin (“VGAT” is pronounced “Vee-gat”) mouse reliably induced recurrent ictal-like events within 15 minutes.”

	5.
	5:23
	Original Script Text:
On average, 40% of the slices from each dissected preclinical brain successfully generated ictal events. Moreover, 83% of the dissected mice resulted in at least one brain slice that successfully generated ictal events. In brain slices with spontaneously occurring ictal events, the application of a brief 30 ms light pulse on the brain slice reliably triggered an ictal event that was identical in morphology [1-LM]. 

	4.2.1
	Rewritten Script Text:

On average, 40% of the slices from each dissected preclinical brain successfully generated ictal-like events. Moreover, 83% of the dissected mice resulted in at least one brain slice that successfully generated ictal-like events. In brain slices with spontaneously occurring ictal-like events, the application of a brief 30 ms light pulse on the brain slice reliably triggered an ictal-like event that was identical in morphology [1-LM].

	6.
	6:02
	Original Script Text:

Thus, regardless of which neuronal-subpopulation was activated, any brief synchronizing event in the isolated cortical neural network led to the onset of an ictal event [1-LM]. 

	4.4.1.
	Rewritten Script Text:

Thus, regardless of which neuronal-subpopulation was activated, any brief synchronizing event in the isolated cortical neural network led to the onset of an ictal-like event [1-LM]. 


	7.
	6:13
	Original Script Text: 
These ictal events were comprised of a sentinel spike 
	4.5.1.
	Rewritten Script Text
These ictal-like events were comprised of a sentinel spike 

	8.
	6:20
	Original Script Text: 

“and bursting activity toward the end”
	4.5.4.
	Rewritten Script Text

“and burst-like activity toward the end”
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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.
	1.2.3
	Originally Written as:
“Anesthetize the mouse with an intraperitoneal injection of sodium pentobarbital (55 mg/kg of body weight). Once the mouse is deeply anesthetized, as indicated by the absence of the toe pinch reflex, promptly use a new razor blade to decapitate the mouse in one swift movement.”
	Please correct to:
“Anesthetize the mouse with an intraperitoneal injection of sodium pentobarbital (55 mg/kg of body weight). Once the mouse is deeply anesthetized, as indicated by the absence of the toe pinch reflex, promptly use a vet-approved guillotine instrument to decapitate the mouse in one swift movement.”

	2.
	Results section (last paragraph; line 495)
	Add extra 2 sentences to the last paragraph 

Originally written as:

“Thus, regardless of which post-synaptic receptors were activated, a brief synchronizing event in the isolated human cortical neural network reliably triggered an ictal event.”
	Please update to:

“Thus, regardless of which post-synaptic receptors were activated, a brief synchronizing event in the isolated human cortical neural network reliably triggered an ictal event. The ictal events in this manuscript were detected using a user-friendly, MATLAB-based program that was specifically developed to detect and classify the various types of epileptiform events that occur in the in vitro and in vivo 4-AP cortical seizure models. The detection program is available for download from the Valiante Lab’s GitHub repository (https://github.com/Valiantelab/ChangValiante2018).”

	3.
	Acknowledgements Section
	Originally written as:

“We would like to thank Paria Baharikhoob, Abeeshan Selvabaskaran, and Shadini Dematagoda for their assistance in compiling the figures and tables in this manuscript. Figures 1A, 3A, 4A, and 6A are all original figures made from data published by Chang et al.16

.
	Please update to:

We would like to thank Liam Long for his assistance in filming the video manuscript. We would like to acknowledge Paria Baharikhoob, Abeeshan Selvabaskaran, and Shadini Dematagoda for their assistance in compiling the figures and tables in this manuscript. Figures 1A, 3A, 4A, and 6A are all original figures made from data published in Chang et al.16

.

	4.
	Figure 2
	The older version of the figure with errors is used (repeated insets iv x2)
	Please use the updated figure uploaded to the repository (Figure2 (1).tif)

	5.
	Legend for Figure 2
	There is a space missing between two works. (error in formatting)
“ii) a sentinelspike,” 
	Please update to:
“ii) a sentinel spike,” 

(enter a space between “sentinel” and “spike”)

	6.
	Legend for Figure 4
	Formatting error during conversion of .docx to .pdf

“i) This is an overviewof the LFP recording”
	Please update to:

“i) This is an overview of the LFP recording” 
(enter a space between “overview” and “of”)

	7.
	Legend for Figure 5
	Formatting error during conversion
“(A) These panels show the results of an adult (p56) VGAT-ChR2 mouse model with 1.5 mM 4AP topically applied to the exposed cortex.”
	Please update to:
“(A) These panels show the results of an adult (p56) VGAT-ChR2 mouse model with 1.5 mM 4-AP topically applied to the exposed cortex.”
(add a dash between “4” and “AP”).

	8.
	Table Legends for all the Tables (#1-5)
	The table legends are below the table (this is not standard convention).
	Please correct by placing the Table Legends above the table.

(Standard convention is to have table legends above the table. The table legends are currently all below the table and may be confusing, unless this is JoVE’s convention and style)
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�This should be read as “2 and 3”





My fault, I should have written it as it’s read “2 & 3”.


�This should be read as “2 and 3”





My fault, I should have written it as it’s read “2 & 3”.


�Better to indicate ‘electrographic’ seizure-like activities
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