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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: 61046
Date: 01-04-2020
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.
	1:50
	Pipette-loading take appears in a wrong moment within the protocol
	It should appear at the beginning of the surgery, just before applying eye ointment to the pregnant mouse (01:23), as well as the phrase “see text for pipette preparation details”. Convert Step in Shotlist 2.4.1 to 2.1.4.

	2.
	3:04
	After the colocation of that particular staple another loose staple was released from the stapler

	Show the collocation of a previous staple

	3.
	8:25
	The high magnification image is barely shown
	Show the high magnification image just for a couple of seconds more

	4.
	8:33 and 8:47
	The scheme of the coronal section displaying the neuronal populations labeled in strategy A is never completely shown, but is cut out of the displayed image at 08:33 and also when commenting the fluorescence photograph at 08:47
	Show the whole scheme at both timepoints to help the interpretation of the results

	5.
	8:36 and 8:42
	Yellow squares highlighting the targeted regions could be additionally used in the coronal section scheme mentioned in the previous comment 
	Highlight cortical hem (“one of its places of origin”) and somatosensory cortex depicted in the E17 scheme at the same time the electroporations used to target them at E11 and E13, respectively, are highlighted with yellow squares

	6.
	9:21
	Figure 2B: at the right side of the screen, two yellow squares are shown highlighting two different zones of the red central image, one in the hemisphere electroporated at E15 and another in the contralateral hemisphere
	Delete the yellow square displayed in the contralateral side (small square) and maintain the other one, so that it will be only highlighted the electroporated (right) hemisphere (the region where more red fluorescence is appreciable). Add a new yellow square and collocate it on the green map image, specifically at the same location where it is placed the one in the red map image (right hemisphere).


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.
	1:23
	As we would like to introduce here the take specified in point 2 of the video comments section to match the manuscript protocol, we need to do the same with its corresponding audio.
	Convert 2.4.1 to 2.1.4.
	Introduce at this timepoint the audio from the take situated between 1:50 and 1:55 in the first video draft. Convert step 2.4.1 to 2.1.4.

	2.
	4:41
	Original script says:
“ …Use a spatula to lift out the exposed brains.”

	4.1.3
	In the video forceps are used to release the exposed brain from the skull. Modify the script this way:
“ Use forceps or a spatula to lift out the exposed brains.”


	3.
	09:13
	Original Script Text: 

“In utero electroporation at embryonic day E13.5 using a BFP-expressing plasmid facilitates the labeling of upper-layer callosal projection neurons”
	7.3
	Rewritten Script Text:

“In utero electroporation at embryonic day 13.5 using a BFP-expressing plasmid facilitates the labeling of projection neurons across different cortical layers”

	4.
	09:24
	Original Script Text:

“A second electroporation in the contralateral side at embryonic day 15.5 targets the upper-layer callosal projection neuron subpopulation but not the lower-layer callosal projection neurons that develop at earlier stages”
	7.4
	Rewritten Script Text:

“A second electroporation in the contralateral side at embryonic day 15.5 targets the upper layer callosal projection neuron subpopulation but not the lower-layer projection neurons that develop at earlier stages”


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.
	Protocol, first paragraph 
	It is written:
 “The procedure herein described has been approved by the ethical committee in charge of experimentation and animal welfare of the Universidad de Valencia and adheres to the guidelines of the International….”
	Please correct this way:  
“The procedure herein described has been approved by the ethical committee in charge of experimentation, the animal welfare of the Universidad de Valencia and the Conselleria de Agricultura, Desarrollo Rural, Emergencia Climática y Transición Ecológica of the Comunidad Valenciana, and adheres to the guidelines of the International….”

	2.
	Protocol, 4. Tissue harvesting and sectioning. 2 Strategy B, 3.
	It is written: 
“Cut the diaphragm and open the rib cage to gain access to the heart and hold it using a hemostat. Make an incision in the right atrium with fine scissors”
	Please correct this way:  

“Cut the diaphragm and open the rib cage to gain access to the heart. Hold the rib cage using a hemostat and make an incision in the right atrium with fine scissors”

	3.
	Representative results, Strategy A first paragraph
	It is written: 
“CR-cells originated from the neuroepithelium at the edges of the pallium and migrated tangentially to populate the most superficial part of the cortex, the marginal zone17,18,19, whereas cortical projection neurons were generated in the proliferative zone of the cerebral cortex and migrated radially into the nascent cortical plate2”

	We do not understand why the original text has been edited and the past tense has been used to describe processes that occur regularly, as far as we know the present simple should be used. 
Please correct this way:  

“CR-cells originate from the neuroepithelium at the edges of the pallium and migrate tangentially to populate the most superficial part of the cortex, the marginal zone17,18,19, whereas cortical projection neurons are generated in the proliferative zone of the cerebral cortex and migrate radially into the nascent cortical plate20.”

	4.
	Representative results, Strategy A first paragraph
	It is written:
 “There was a temporal difference in the generation of both types of cells. CR-cells were generated at very early embryonic stages from E10.521,22 and cortical projection neurons that migrate by somal translocation were born from E12.5–E13.52”

	Use present simple.
Please correct this way:  

“There is a temporal difference in the generation of both types of cells. CR-cells are generated at very early embryonic stages from E10.521,22 and cortical projection neurons that migrate by somal translocation are born from E12.5–E13.523”

	5.
	Representative results, Strategy A first paragraph
	It is written:

“Using double in utero electroporation, the temporal gap between the surgeries allowed CR-cells, targeted at E11.5 in one of its places of origin (the cortical hem), …”
	Use present simple.
Please correct this way:  

“Using double in utero electroporation, the temporal gap between the surgeries allows CR-cells, targeted at E11.5 in one of its places of origin (the cortical hem),”

	6.
	Representative results, Strategy A first paragraph
	It is written:

“The leading processes of projection neurons expressing enhanced GFP (EGFP) profusely arborized in the marginal zone of the cortex and intermingled with the processes of CR-cells that expressed mCherry”

	Use present simple.
Please correct this way:  

“The leading processes of projection neurons expressing enhanced GFP (EGFP) profusely arborize in the marginal zone of the cortex and intermingle with the processes of CR-cells that express mCherry”


	7.
	Representative results, Strategy B first paragraph
	It is written:

“Callosal cortical projection neurons were present throughout the cerebral cortex, being more abundant in upper layers24”
	Use present simple.
Please correct this way:  

“Callosal cortical projection neurons are present throughout the cerebral cortex, being more abundant in upper layers24”

	8.
	Representative results, Strategy B first paragraph
	It is written:

“These neurons projected their axons through the corpus callosum and contacted projection neurons in the contralateral side, mostly located in layers II-III and layer V, but some cells were also present in other layers25,26,27”
	Please correct this way:  

“These neurons project their axons through the corpus callosum and contact their target cells, projection neurons located across the different layers of the contralateral cortex 25,26,27.”

	9.
	Representative results, Strategy B first paragraph
	It is written:

“Upper layer projection is evolutionarily newer than lower layer neurons and have been greatly expanded in primates28”
	Please correct this way:  

“Upper layer projection neurons are evolutionarily newer than lower layer neurons and have been greatly expanded in primates28”

	10.
	Representative results, Strategy B second paragraph
	It is written:

“This age was strategically chosen because it allowed not only targeting of a broad population of cortical projection neurons including many layer-V neurons, but also a considerable number of neurons located in upper layers (Figure 2C), basically covering all target areas of callosal projection neurons from contralateral hemisphere.”
	Please correct this way:  

“This age was strategically chosen because it allows not only targeting a broad cortical projection neuron population, including many layer-V neurons, but also a considerable number of neurons located in upper layers (Figure 2C), basically covering all target areas of callosal projection neurons from the contralateral hemisphere.”

	11.
	Representative results, Strategy B, second paragraph
	Text says:
“A second electroporation in the contralateral side at E15.5 targeted the upper layer callosal projection neurons subpopulation (expressing nEGFP and mtdTomato) (Figure 2A,B,D) but not the lower layer callosal projection neurons born at earlier ages.”
	Please correct to:

“A second electroporation in the contralateral side at E15.5 targeted the upper layer callosal projection neuron subpopulation (expressing nEGFP and mtdTomato) (Figure 2A,B,D) but not the lower layer projection neurons born at earlier ages.”

	12.
	Representative results, Strategy B, second paragraph
	Text says:
“Those upper layer targeted neurons sent their axons to the contralateral hemisphere with a characteristic arborization pattern (Figure 2C).”
	Please correct to:
 “Those upper layer targeted neurons send their axons to the contralateral hemisphere with a characteristic arborization pattern (Figure 2C).”

	13.
	Representative results, Strategy B, second paragraph
	Text says:
”High magnification analysis showed in detail the callosal axons innervating targeted projection neurons in the contralateral hemisphere (Figure 2E).”
	Please correct this way:         
“High magnification analysis shows in detail the callosal axons innervating targeted projection neurons in the contralateral hemisphere (Figure 2E).”

	14.
	Discussion sixth paragraph 
	It is written:
“For example, a neuronal promoter can be used to manipulate a candidate gene only in neurons and not in progenitors, hence preventing….”
	Please correct this way:  

“For example, a neuronal promoter can be used to manipulate a candidate gene only in neurons and not in neural stem cells, hence preventing…”

	15.
	Figure legend 1B
	Text says:

“Cells targeted in the cortical hem (red) migrated tangentially, populating the marginal zone of the neocortex. Labeled cells in the ventricular zone of the cortex generated cortical projection neurons (green) that migrated radially to enter the nascent cortical plate.”
	Please correct to:

“Cells targeted in the cortical hem (red) migrate tangentially, populating the marginal zone of the neocortex. Labeled cells in the ventricular zone of the cortex generate cortical projection neurons (green) that migrate radially to enter the nascent cortical plate.”

	16.
	Figure legend 1C
	It is written:

“Magnification of the area boxed in panel B displaying the somatosensory cortex and the two types of cells labeled after the double electroporation protocol”

	Please correct this way:  
“Magnification of the area boxed in panel B displaying the lateral cortex and the two types of cells labeled after the double electroporation protocol”

	17.
	Figure 1 and 2
	The quality of the figure is poor even in the larger version. Quality defects are evident in images, schemes and labels. Moreover, schematics have been modified in a way that some details are not longer visible. For example, the color of the neurons in the different hemispheres matching the labels are not visible, due to the thick object “outline lines” (stroke weight in Illustrator)
	Please use a better-quality version of the figure, without modifying the thickness of the objects “outline lines” on schematics to make clear the schematics and the correct visualization of the contacts among targeted cells.
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