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Cambridge, MA 02140
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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: 59043
Date: 22.03.2019
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.
	01:08/09
	No action happens on the video
	Shorten this sequence and only show the actual toe pinch

	2.
	03:20
	Intravenous injection of cell suspension
	Show injection of the whole volume

	3.
	03:33
	Onscreen text: Euthanasia: CO2 asphyxiation
	We would recommend to blend in this text already at 03:23 when the mouse with the opened thorax appears

	4.
	03:35/36
	No action
	This seconds could be removed from the video

	5.
	03:42
	Lung perfusion
	Is it possible to show color change of the lung?

	6.
	03:52 – 04:04
	Removing glands
	Is it possible to include 3.5.2 and 3.5.3 when the whole sequence is accelerated?

	7.
	04:18
	
	Cut is too obvious!

	8.
	04:54
	Onscreen text
	Please write onscreen text straight

	9.
	05:14 – 05:15
	Removing of the closed tube
	Please remove this scene

	10.
	05:42 – 05:45
	No action on the video
	Maybe show light-sheets illuminating the lung sample?

	11.
	06:13
	Merging of left and right light-sheet
	Please also show the end of merging the light-sheets. The actual process of merging is almost completely left out.

	12.
	06:13 – 06.15
	Setting the start point
	Please slow this down 

	14.
	06:23 – 06:29
	Pointer jumping a lot
	Please minimize cuts, maybe show whole accelerated sequence?

	15.
	06:33 – 06:35
	Opening of the post-imaging software
	Maybe show opening instead of showing no action in the end?

	16.
	06:53 – 06:59
	Display adjustments
	Please slow down display adjustments and use the time from 07:00 – 07:03 where no action is shown for narration

	17.
	07:56
	Text/ Headline appears
	”+” should be superscribt: “CD4+”

	18.
	07:59

08:14
	Histograms are shown
	Please change axis labeling (count instead of SSC-A), see changed figure 1

	19.
	08:37

09:12-09.15
	Highlighting
	We would appreciate a highlighting similar to 08:19 instead of marking it blue.

	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.  

	
	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.
	02:37
	“At the end of the incubation, arrest the labeling reaction with 5 volumes of RPMI (R-P-M-I) medium supplemented with 10% FBS for 5 minutes on ice [1] followed by three washes in medium alone [2].”

	2.6
	2.6 “At the end of the incubation, arrest the labeling reaction with 5 volumes of RPMI (R-P-M-I) medium supplemented with 10% FBS for 5 minutes on ice [1] followed by three washes in medium alone [2].”


	2.
	05:14/15
	“After complete dehydration, transfer the sample into ethyl cinnamate for an overnight incubation [1] at room temperature at 31 rotations per minute until the tissue appears translucent [2].”

	3.11
	“After complete dehydration, transfer the sample into ethyl cinnamate for an overnight incubation [1] at room temperature at 31 rotations per minute until the tissue appears translucent [2].”

	3.
	07.24
	“To quantify the labeled cells within a defined lung cube, open add new spots in the toolbar, click skip automatic creation, edit manually and select the 640 nm channel.”
	5.3
	Please do not make a break between “skip automatic creation” and “ edit manually”

	4.
	07:34/35
	To quantify the labeled cells within a defined lung cube, open add new spots in the toolbar, click skip automatic creation, edit manually and select the 640 nm channel. Set the radius scale to 10.00 µm and, under edit, shift-click with the left mouse button to individually mark each fluorescing cell with a dot. The overall number of counted cells will be displayed in the statistics [1]. Please move 5.4 before 5.3


	5.3
	To quantify the labeled cells within a defined lung cube, open add new spots in the toolbar, click skip automatic creation, edit manually and select the 640 nm channel. Set the radius scale to 10.00 µm, click select and, under edit, shift-click with the left mouse button to individually mark each fluorescing cell with a dot. The overall number of counted cells will be displayed in the statistics [1]. Please move 5.4 before 5.3
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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.
	Title
	“…In vivo…”
	Please write with a capital “…In Vivo…”

	2.
	Introduction; 2nd paragraph; line 15
	“Transwell system”
	Without a capital “transwell system”

	3.
	Legend of Figure 1
	“…inhalation of papain (50 &#181;g/mouse)..”
	Please correct “…inhalation of papain (50 µg/mouse)…”

	4.
	Legend of Figure 2
	Last sentence: “BAL cells of the adoptively transferred mouse are displayed in red, BAL cells of a non-transferred control mouse in grey.”
	Please delete the entire sentence.

	5.
	Discussion; last sentence
	“…combination of in vivo fluorescence cell labeling…”
	Please insert: “In summary, the here introduced combination of in vivo homing of fluorescently labeled primary human immune cells and subsequent light-sheet fluorescence microscopy is able to reliably identify, quantify and localize lung accumulated human immune cells in an experimental mouse model of pulmonary inflammation.”


	6.
	Representative results
	“…CD4+ T cell purity &gt; 95%...”
	Please correct: “…CD4+ T cell purity > 95%...”

	7.
	Enumeration in general
	e.g. 

1. Anesthetize mice by intraperitoneal injection of ketamine/xylazine.

1. Prepare ketamine/xylazine solution in PBS…
2. Inject the first mouse with 8 µL/g bodyweight …
	Please take over the enumeration of the PDF script “59043-R1” also to the online text, since in the online text in its current form it is not possible to refer to a specific step in the protocol and all references in the text are wrong in its current form (e.g. references in step 1.3). See the following example:

 1.1 Anesthetize mice by intraperitoneal injection of ketamine/xylazine.

1.1.1 Prepare ketamine/xylazine solution in PBS…,

1.1.2 Inject the first mouse with 8 µL/g bodyweight

	8.
	2.1.2
	“carefully add 12 ml of Ficoll-medium …”
	Please correct: “carefully add 10 ml of Ficoll-medium …”

	9.
	4. 
	“Prepare lung tissue for light-sheet microscopy”
	Please insert: “Prepare lung tissue for light-sheet fluorescence microscopy”

	10.
	5.2.5
	“…advanced measurement….”
	Please delete: “…advanced measurement….”

	11.
	5.2.5.1
	“5.2.5.1 To further increase image quality, use the dynamic focus operation. This allows to move the focus in x-direction during image acquisition.”
	Write “OPTIONAL” instead of enumeration “5.2.5.1”.

	12.
	6. NOTE
	“Please see Table of Materials for details on the post-imaging software for 3-D analysis”
	Without spacer: “Please see Table of Materials for details on the post-imaging software for 3-D analysis”

	13.
	Legend of Figure 2
	“…mean &plusmn; SEM…”
	Please correct: “…mean ± SEM…”

	14.
	4.4.2
	“Seal the junction between the inserted catheter and the trachea”
	Please insert: “Seal the junction between the inserted catheter and the trachea using a needle holder.”
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