
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 Two-photon Imaging of Cortical Neurons in Neonatal Mice
Date: Sept. 4th, 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.
	
	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.
	0:07
	Onscreen text says Hidenobu Mizunome 
	Text should say 
Hidenobu Mizuno

	2.
	0:54
	
	Please remove 0:54 because it looks the pup moves after skin removal

	3.
	4:26-4:33
	
	Please remove 4:26-4:33 because the movie does not correspond to the narration.
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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.
	4:42
	Original Script Text: 

“Set the software to acquire z-stack images at 1.4-micron intervals. For layer 4 neuron imaging, set the z-width to between 150 and 200 microns to image the entire dendritic morphology. Use slow scanning and averaging to get clear images showing the neuronal morphology.  Range should be 150 to 300 microns”
	4.7
	Rewritten Script Text:

“Set the software to acquire z-stack images at 1.4-micron intervals. For layer 4 neuron imaging, set the z-width to between 150 and 300 microns to image the entire dendritic morphology. Use slow scanning and averaging to get clear images showing the neuronal morphology.”

	2.
	5:07
	Original Script Text: 

“This image shows representative Z-stack time-lapse images of the layer four cortical neurons of a P5 pup. The arrowhead indicates the neuron to be analyzed. Neurons with blurred dendrites should be removed from the analysis.”
	5.1
	Rewritten Script Text:

“This image shows representative Z-stack image of the layer four cortical neurons of a P5 pup. The arrow indicates the neuron to be analyzed. Neurons with blurred dendrites should be removed from the analysis.”

	3.
	5:25
	Original Script Text: 

“This image shows higher magnification time-lapse images of the indicated neuron in the prior image. Blue arrowheads indicate dendritic tips, and the small, white arrowheads indicate the axon of a neighboring cell.”
	5.2
	Rewritten Script Text:

“This image shows higher magnification image of the indicated neuron in the prior image. Blue arrowheads indicate dendritic tips that will be retracted at the next time point, and the small, white arrowheads indicate the axon of a neighboring cell.”

	4.
	5:38
	Original Script Text: 

“The dendritic tips are retracted after 4.5 hours, and elongated dendritic tips, indicated by yellow arrowheads, are visible”
	5.3
	Rewritten Script Text:

“After 4.5 hours, the dendritic tips with blue arrowheads are retracted and dendritic tips with yellow arrowheads are elongated.”
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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.
	DISCUSSION　Limitations of the method: 2nd paragraph, last sentence 
	Original Text: 

“In the case of our imaging of layer 4 neurons in the somatosensory cortex, we confirmed a normal increase in total dendritic length and acquisition of orientation bias of dendritic projections of spiny stellate neurons5 (also in Nakazawa et al., submitted).”
	Rewritten Text: 

“In the case of our imaging of layer 4 neurons in the somatosensory cortex, we confirmed a normal increase in total dendritic length and acquisition of orientation bias of dendritic projections of spiny stellate neurons5,20.”

	2.
	DISCUSSION　Limitations of the method: 4th paragraph, 2nd sentence
	Original Text: 

“Recently, we have succeeded in 72-hour time-lapse imaging by improving the protocol (Nakazawa et al., submitted).
	Rewritten Text: 

“Recently, we have succeeded in 72-hour time-lapse imaging by improving the protocol20.

	3.
	REFERENCES
	
	20. Nakazawa S., Mizuno H., Iwasato T. Differential dynamics of cortical neuron dendritic trees revealed by long-term in vivo imaging in neonates. Nature Communications. 9, (1), 3106 (2018).
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