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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: Visualizing Protein Kinase A Activity In Head-Fixed Behaving Mice Using In Vivo Two-Photon Fluorescence Lifetime Imaging Microscopy
Date: April 10th 2019
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	1*
	Bart C. Jongbloets
	Vollum Institute
	jongbloe@ohsu.edu

	
	
	Oregon Health & Science University
	

	
	
	
	

	2*
	Lei Ma
	Vollum Institute
	malei@ohsu.edu

	
	
	Oregon Health & Science University
	

	
	
	
	

	3
	Tianyi Mao
	Vollum Institute
	mao@ohsu.edu

	
	
	Oregon Health & Science University
	

	
	
	
	

	4
	Haining Zhong
	Vollum Institute
	zhong@ohsu.edu


	
	
	Oregon Health & Science University
	

	
	
	
	

	
	
	
	


* ​​​​these authors contributed equally.
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

	1.
	1:47
	Yellow highlight of the center hole has a polygon extending out of the circle
	Remove the polygon and only show the yellow circle

	2.
	3:18
	There is no reference to the microscope setup text, whereas there is for the cranial window installation.
	Add text “See text for 2pFLIM microscope setup details”

	3.
	4:11
	Panel labels are missing for ‘A’ and ‘B’, however the dashed rectangle is labelled with ‘B’
	Return to original source material which had the panels labelled. If no labels are preferred by the editors we provide a non-labeled version (“step3-5-2_nonlabeled.pdf”, uploaded on “2019-04-08 22:23:54“). In that case a semi-transparent polygon, connecting the right corners of the dashed rectangle and the left corners of the right panel, should be added as an animation to indicate that the dashed-rectangle is related to the right panel.

	4.
	5:02
	The image appearing at the right is speed-up. This great but requires a disclaimer that the display has been speed-up
	Add text “Display at 2x speed” or use correct speed-up factor if a different speed-up factor has been used.

	5.
	6:03 – 6:32
	In the lower left panel a neuron appears (blue soma with processes arising from it), which during forced locomotion becomes red. A flashing circle (no fill) around that lower left neuron soma (the computer mouse point at this soma at timepoint 6:20), throughout this scene, would aid the viewer to pay attention to the changes in color occurring between stationary and forced locomotion.
	Add a flashing circle (no fill) around the lower left neuron soma (the computer mouse points at this soma at timepoint 6:20), throughout this scene.

	6.
	8:52
	The blue outline of the rectangle in the legend of the right-most graph is lacking after video editing
	Recover the light blue outlined rectangle in the right-most graph (rectangle left of “field of view FLIM” (as figure 3B right-most graph legend)

	7.
	9:15
	Y-Axis label is truncated after video editing
	Recover y-axis label “basal lifetime (ns)” as one line left to the axis tick labels. (as original figure 3E)

	8.
	10:02 – 10:13
	The video shown is not relevant to the statement itself
	Remove the video of the FLIMview and only show the head-shot of Lei Ma



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)

	1.
	3:51 and remainder text;

4:48, 4:35, 4:43, 
6:19,
6:39,
7:52,
8:52
	Original Script Text:
“and place the motorized treadmill under the or 2pFLIM objective [2]”
	3.3, 3.6, 3.7, 3.8, 3.13, 4.1, 
4.6,
5.1
	Pronunciation 
“two - P - flim” pronounce as one word

	2.
	5:24 and remainder text; 
6:43
	Original Script text:
“open the images in FLIMview“
	3.9* not yet audible,

4.1
	Pronunciation 

“flim - view” pronounce as one word

	3.
	7:13
and remainder text; 7:41,

8:28
	Original Script text:

“a group that combines the data from each added FLIM image“
	4.3,
4.5,
4.9
	Pronunciation 

“flim” pronounce as one word

	4.
	7.25
and remainder text;

7:58,
8:29,
9:24
	Original Script text:
“of interest around a t-AKAR-alpha-positive soma”
	4.4,
4.7,
4.9,
5.4
	Pronunciation 

“t – acar - alpha” pronounce as one word



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)

	1.
	Nan
	All ‘in vivo’, ‘in vitro’, and ‘in utero’ should be italicized throughout manuscript
	in vivo, in vitro, in utero

	2.
	2.1
	Diameter symbol missing, instead ‘F’ is shown
	Replace ‘(F = 200 mm)’ for ‘(Ø = 200 mm)’

	3.
	5.8
	Reorder sentences “Activate the 2pFLIM PMT by switching on the hardware command voltage control. Eliminate any incoming light other than the emitted light from the brain tissue. Switch off the epi-illumination light source and close the enclosure of the 2pFLIM rig.“
	Replace for “Eliminate any incoming light other than the emitted light from the brain tissue. Switch off the epi-illumination light source and close the enclosure of the 2pFLIM rig. Activate the 2pFLIM PMT by switching on the hardware command voltage control.”



	4.
	5.11
	Wrong step reference ”… by repeating the z-stack acquisition using settings determined in step 5.9” should be step 5.10
	Replace “step 5.9” for “step 5.10”

	5.
	6.11
	Add multiplicative between parentheses: “This will define the image used to calculate baseline lifetime (LT0)”
	Replace “image” for “image(s)”

	6.
	Figure 2; representative results
	Wrong figure is used. Top view schematic in panel A should contain “rotary encoder” instead of “rotation sensor”
	Use correct figure as already been uploaded by Bridget Colvin and is named “JoVE_figure2 (1).pdf” uploaded on “2019-02-22 16:23:53”

	7.
	Figure 3; representative results
	In panel B most left histogram: the black outlines of the first 5 bins in the histogram to the right of the first dashed line are missing. Those black outlines are present in the uploaded JoVE_figure3.pdf
	Use correct figure as already uploaded “JoVE_figure3.pdf” on “2019-02-11 22:19:03“

	8.
	Materials list
	Wrong reference to rotary encoder. We have uploaded new version of the material list
	Use correct material list files “JoVE_Materials_v4.xls” “2019-04-08 22:23:54“
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