Dear Author,

This document is divided into a number of sections in which you can add your comments to the video, voiceover, online text, and .pdf.   Please be aware that our policy is to do a single complementary 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, transparent, and where appropriate, specifically reference a time-point in the video or step in the written section.   

Have fun!

Project Name:   4188 - An optimized procedure for fluorescence-activated cell sorting (FACS) isolation of autonomic neural progenitors from visceral organs of fetal mice.. J. Vis. Exp. (), e4188, DOI: 10.3791/4188 (2012).
Date:  05/15/2012
Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	
	S.B. Skelton is an author but her name only appears on the author list and not in the initial video at 00:00.  Are only the names of those people who appear in the film shown on that initial video screen?
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


Video Comments:

Please fill in any comments you wish to make in the “comment” column and insert the time-code that references the video at the time of the mistake in the “time-code” column.   Also, please make suggestions to correct the mistake.   For example it is not enough to say that 0.25 mM Fluo-4 is incorrect.  You must suggest the correct concentration.   If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE VOICEOVER HERE.  PLEASE DO THIS IN THE NEXT SECTION.

	Time-code
	Comment
	Suggestion 

	1.
	00:01
	JoVE movie logo is not present at beginning of video
	Add JOVE movie logo as seen for http://www.jove.com/video/2912

	2.
	00:06
	“Vanderbilt University” is beneath the movie control bar the bottom of the small movie view window.
	Remove a line between author names and institution so that Vanderbilt University is visible at all times and not hidden by the movie control bar.

	3.
	00:11-
	No JoVE logo visible in upper left corner of movie
	Please add JoVE logo to upper left corner of storyboard as seen in http://www.jove.com/video/2912

	4.
	00:18-00:24
	Sketches of fetal organs are unlabeled and are shown in inappropriate positions
	At time point 00:18 diagram of fetal organs in embryo should have gut on right and urogenital tract on the left to be more anatomically correct. 
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 At timepoint 00:22,  make the organs slightly larger and move the two organs further apart from one another in the center of the view frame.   Add labels – “Intestine” above sketch on right of the gut and add label “Urogenital Tract” above sketch on left of the two organ systems.  
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	5.
	00:31-00:33
	There is only a single fetal intestine shown being dissociated in a dish.  The dissociation is performed in a conical tube and is never done on just one piece of tissue as a time as the yield of cells would be insufficient.
	Display 3 to 4 fetal intestines in the solution so that it is clear more than one is dissociated as a time.  Show the tissue pieces in the bottom ¼ of a conical tube, just zoom in so they can see them.  Really like the pipette action sucking up the cells and tissues though!

	6.
	01:17- 01:58
	Image is too zoomed out and microphone clipped to lab coats is distracting in image.
	Fill the frame and zoom in image so that microphone is not visible.  Placing the name line just below the chin of the individual, more analogous to what is seen in http://www.jove.com/video/2912
Presently the image looks like this:
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Need to Zoom in so microphone is not visible.  If necessary, make the name banner slightly smaller  and lower on the page so it does not occlude the speakers face.  Please zoom as below.  Please do this for all three speakers!
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	7.
	02:17-02:21
	Red arrow is pointing at a blood vessel behind the eye when it should be pointing towards the fluorescence above the eye and in the mid-brain
	Remove the big the red arrow – make it smaller and put two small arrows in place one pointing at the bright spot over the eye and one pointing at the bright area in the mid-brain.  See image annotated below:
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	8.
	02:39-04:14
	The field of view is too zoomed out.  Labels are definitely needed at several points in the video.
	Zoom in so that the dissection field fills the film field focusing on the area circled in the red below:
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	9.
	03:14
	The viewer may not be able to discern individual organs at this resolution. Labels are definitely needed at several points in the video.
	Add flash label to indicate heart/lungs at 03:13 – would be best Ideally it would help if another second or two of film was added at 0:313 just before the scene shifts since it cuts off right before the heart is clearly visible.  
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03:25 – flash label on liver which is seen as group of large red lobes on left of image.

03:41 – flash label on intestine at left and UGT at right

03:46 – small bit that is pulled off to the upper left is the spleen, flash label

03:51 – small bit to upper right is the pancreas, flash label 

04:13 – draw in a white to emphasize the sub-dissected intestine – use a white line, not red.  
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	10.
	04:32
	Length of time,temperature of centrifugation is slightly obscured by the movie control bar
	Move the white label indicating the parameters of the centrifugation (5 min, 210 x g, 4oC) up slightly so these are not obscured is the move bar is moused over.  

	
	4:33, 6:40, 7:25
	Video say 210 x g, but protocol says 210 rcf, does it matter that they aren’t written the same?
	Correct wording so that text shown on screen reads “210 rcf” at indicated points in the video:  04:33, 06:40, 07:25

	
	05:30
	Weird screen flash after samples go into water bath – there is a consistent screen flash right before the next scene is spliced in.  
	Fix it so it doesn’t do that.

	11.
	07:57 – 08:20
	Plots shown are from final sorted populations and what needs to be shown is a plot of the compensation parameters.
	Should show gates after parameters are set for compensation – Substitute image of gating plots.  Gating plots were filmed originally and are shown in movie at 8:27 but had lines in image due to refresh rate of the computer monitor.  We are providing a copy of compensated, single gate parameters that show this more clearly in an attached ppt file.  

	12
	08:23
	Incorrect text  on video – says “100 m” instead of 100(m
	Text should say 100(m and should be centered.

	13
	08:55
	Celiac ganglia are not labeled in fluorescent image in video
	Please add “cg” label back into center area as indicated on below screen shot.  
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	14.
	10:58
	Grey population actually overlaps with the green population but that is not evident when only single colors are shown.  
	Show gray and green population at same time but just make the green population gray.  I think we will need to have a conversation about this to clarify.  Some suggestions are below:
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	15.
	02:27, 
	Multiple points in the movie there is a yellow cast to the image that does not reflect actual lighting in the room.  
	Can you please make an effort to adjust the tones of the video at 02:27 (lab coat should be WHITE), 04:33 (lab coat should be white, it presently appears yellowish).  Please try to reduce yellow tones throughout filming of laboratory scenes.  

	16.
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Audio Comments:

This section is used to specify the changes that need to be made to the voiceover.   Please specify time code where each mistake in the voiceover occurs, your comment, the step in the script that needs to be changed, and the corrected text.  Please include the entire step from the script in last column with the corrected text in bold.  If there is a pronunciation change, please provide a phonetic pronunciation key.  

EX: 

Restinosis – (Reese-tin-oh-sis)
	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	1.
	3:37
	Confusing wording, weird pause…
	2.4
	…Then carefully dissect the hindgut away from the dorsal urethra and  remove the intestine from the urogenital tract…

	2.
	6:20
	Says we rinse sample tubes all at once, but this is done 1 tube at a time as we are done filtering that tube
	4.2
	Once the cell suspension has been filtered, rinse the sample tube with 1 ml of Quench 1:5 and filter any remaining cells. Then remove the membrane, being careful to prevent any unfiltered tissue samples from entering the tube

	3.
	9:59
	Incorrect narration – says tissue is not dissociated, but in reality these are imaged at the  halfway point in dissociation, as indicated in the corresponding figure legend.
	7.5
	Tissue dissociation to produce cell suspensions for flow sorting is a delicate balance between adequate enzymatic digestion and avoiding over-digestion that can result in low cell viabilities. These photomicrographs show lower Urogenital tract and intestinal tissues HALFWAY through the dissociation time.  

	4.
	11:11
	Extra word “by” – causes sentence to not make sense


	7.9
	Please fix narration.  Revise to state “The green population is from the gated “GFP+” area “and is comprised of single, viable cells that have excluded 7-AAD and that exhibit EGFP fluorescence.



	5.
	6:43
	Add “the” before pellet so it reads better
	5.3
	Please revise narration.  After pelleting the cell suspensions, aspirate the supernatant and resuspend the pellet in 1 ml of Quench 1:5. Then filter each cell suspension through a nylon mesh into 5 ml polystyrene tubes as just shown.

	6.
	10:44
	The levels of GFP are at high intensity (they are very bright) , but these cells are not very abundant, so probably better to break this sentence into two separate statements.  One about viability and one about intensity.  
	8.8
	Please revise narration.  “Appropriate dissociation and manual filtering produces flow cytometry profiles that typically exhibit greater than 90% viable cells.  And, those cells expressing the reporter in this viable population cells retain high intensity EGFP expression.”
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Text Protocol:

Please use this table to address changes that need to be made to the text.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol (major structural changes or more than 10 spelling or grammatical mistakes), we will require re-upload of the entire document.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	The reagent list that was provided at the end of the protocol right before the references is now nowhere in the final text?  
	This is critical so that others can make the required solutions.
	Add the reagent list back into the protocol as it was initially provided.  A copy of it has been added to the last page of this document.
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.PDF

Please use this table to address changes that need to be made to the pdf.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol, we will require re-upload of the entire document.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	The reagent list that was provided at the end of the protocol right before the references is now nowhere in the final text?  
	This is critical so that others can make the required solutions.
	Add the reagent list back into the protocol as it was initially provided

	3.
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Table of Reagents:  
	Reagent Name
	Vendor
	Catalog number
	Comments

	Accumax
	Sigma
(mfr:  Innovative Cell Technologies)
	A7089-100ML
	Store frozen in 1ml aliquots 

	DNase I
	Sigma
	D-4527
	Stored frozen at  -20oC 5mg/ml in 1xHBSS,

(Used in Quench, Quench 1:5)

	10X PBS pH 7.4
	Gibco
	70011-044
	Make up to 1x with tissue culture grade water then sterile filter

	10X HBSS w/o Ca or Mg
	Gibco
	14185-052
	Make up to 1x with tissue culture grade water then sterile filter

	Leibovitz's L-15 medium
	Gibco
	21083027
	

	Penicillin /Streptomycin 100X
	Gibco
	15140-133
	Store aliquoted at -20oC

	BSA
	Sigma
	A3912-100G
	Store aliquoted at -20oC, 100 mg/ml in water

	Biowhittaker 1M HEPES in 0.85% NaCl
	Lonza
	17-737E
	

	38µm NITEX Nylon Mesh Membrane
	Sefar America
	3-38/22
	Cut into ~3cm squares.  UV treat overnight to sterilize in the tissue culture hood.

	7-AAD
	Invitrogen
	A1310
	1mg/ml

	TRIzol LS
	Invitrogen
	10296-028
	

	5ml polystyrene tubes
	Falcon
	352058
	

	15ml conical tubes
	Corning
	430790
	

	Fine Dissecting Forceps
	Fine Science Instruments
	11251-30
	Dumont#5 forcep, Dumoxel, standard tip 0.1x0.06mm

	Dissecting Spoon
	Fine Science Instruments
	10370-18
	


