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:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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.
	00:01-00:10
	The affiliations are staggered 
	Should be 

“1Department of Cell and Molecular Biology, Feinberg School of Medicine, Northwestern University
2IKERBASQUE, Basque Foundation for Science”
DONE



	2.
	00:33-00:46
	Both movie examples are neurons. We would like to have one movie for S2 cells and one movie for neurons.
	The order could be: Figure 1B( Movie 2 (50838_Gelfand_Movie2 as we uploaded into the system)( Figure 4A( Movie 5 (50838_Gelfand_Movie 5 as we uploaded into the system) DONE

	3.
	04:35-04:36
	The shoot showing one vial empty and one vial with flies is slightly misleading.
	Skip that two vial-shooting and just show the 4h timer shooting. DONE



	4.
	05:45-05-47
	The order of adding commercial bleach and 95% EtOH is flipped.
	The order should be first adding Commercial bleach, and then adding 95% EtOH. DONE


	5.
	00:01-00:10, 
01:47-01:50, 
03:32-03:35
	“Drosophila” in the text should be italic.
	Should be “Drosophila” in all three scenes.

DONE
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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.
	00:28-00:29
	“…so that there is no transport on them” is not clear
	Abstract/Introduction
	Should be “… so that there is no organelle transport on them” VO REDO ORDERED

	2.
	02:53-02:54
	Should be “add 1 ml growth medium …” instead of “add 2 ml growth medium…”
	1.2.2
	Should be “…Add 1 ml growth medium (for example Insect-Xpress) into a 35 mm tissue culture dish with ConA-coated coverslip, and gently transfer ~1x105 cells.” VO REDO ORDERED

	3.
	03:22-03:25
	The statement “so that the cells attach to the ConA” is not correct.
	1.2.3
	Should be “CytoD depolymerizes the actin filaments and induces process formation, which would occur after 2 hours at 25 degree Celsius” VO REDO ORDERED

	4.
	03:57-03:59
	The statement “to collect embryos for the neuron preparation” is not correct”.
	2.2.1
	Should be “before embryo collections for the neuron preparation”. VO REDO ORDERED

	5.
	04:17-04:18
	“and discard the old vial” is not clear
	2.2.3
	Should be “and discard the pre-collection vial”. VO REDO ORDERED

	6.
	04:45-04:47
	“After 4 hours, the embryos will be at developmental stages 9 and 11” is not clear
	2.2.4
	Should be “After 4 hours, the embryos will be at developmental stages 9 to 11” VO REDO ORDERED
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VO REDOS ORDERED ON 10/02/13

P2  The next steps are to plate the cells on ConA-coated coverslips and de-polymerize the actin filaments  so that there is no organelle transport on them.   (0:28, rewrite)
2.8 Add 1 ml growth medium (for example Insect-Xpress) into a 35 mm tissue culture dish with ConA-coated coverslip, and gently transfer ~1x105 cells. (2:53, new sentence)
2.10b CytoD depolymerizes the actin filaments and induces process formation, which would occur after 2 hours at 25 degree Celsius. (3:22, new sentence)
3.2 Keep young adult flies in apple juice agar vials supplemented with dry yeast for one or two days before embryo collections for the neuron preparation. (3:57, rewrite)
3.4a Then, transfer the flies to a new apple juice agar vial and discard the pre-collection vial. (4:17, rewrite)
3.6a After 4 hours, the embryos will be at developmental stages 9 to 11-collect at
  least 10 of these embryos per preparation.  (4:45, rewrite)

 
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
	Author name
	We would like to put “Urko del Castillo” instead of “Urko del Castillo Rojo”
	DONE

	3.
	Affiliation
	Affiliation 2 is not correct.
	“2IKERBASQUE, Basque Foundation for Science” DONE

	4.
	Abstract
	A small modification in the sentence “The results obtained with S2 cells can be further applied to a more physiologically relevant problem of axonal transport in primary neurons cultured from dissociated Drosophila embryos”
	“The results obtained with S2 cells can be further applied to a more physiologically relevant system: axonal transport in primary neurons cultured from dissociated Drosophila embryos”
DONE

	5.
	1.1.3
	In “(0.5 mg/ml solution in dH20)”, 2 needs to be subscript
	“(0.5 mg/ml solution in dH20)”

DONE

	6.
	1.2.2
	Slight modification according to the video.
	“Count the cell density using a hemocytometer. Add 1 ml growth medium (for example Insect-Xpress) into a 35 mm tissue culture dish with ConA-coated coverslip, and gently transfer ~1x105 cells to the dish. This cell density is optimal for imaging because processes from different cells do not overlap.”

DONE

	7.
	1.2.3
	Slight modification according to the video.
	“In order to induce formation of processes, immediately after plating add 1ml medium with 5 µM CytoD to the dish (to the final concentration of 2.5 µM CytoD). Allow full development of processes by incubating the cells at least for 2 hr at 25ºC before imaging.”
DONE

	8.
	2.2.9
	The order of commercial bleach and 95% EtOH is flipped
	“a fresh 1:1 solution of commercial bleach and 95% ethanol”

DONE

	9.
	2.2.11
	A small modification according to the video
	“and gently mechanically dissociate dechorionated embryos using Kimble Chase disposable pellet pestles that have been sterilized by 70% ethanol (grind 10-15 times).”
DONE

	10.
	Table 1 
	The numbers 25-28 in the Description column are references
	DONE

	11.
	References 11
	We would like to update the reference information
	11. Lu, W., Fox, P., Lakonishok, M., Davidson, M. W. & Gelfand, V. I. Initial Neurite Outgrowth in Drosophila Neurons Is Driven by Kinesin-Powered Microtubule Sliding. Curr Biol. 23, 1018-1023, doi:10.1016/j.cub.2013.04.050 (2013).

	12.
	Throughout text
	 “Drosophila” should be italic
	DONE

	13.
	
	
	DONE


.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.
	Author name

(p1)
	We would like to put “Urko del Castillo” instead of “Urko del Castillo Rojo”
	DONE

	3.
	Affiliation
(p1)
	Affiliation 2 is not correct.
	Should be “2IKERBASQUE, Basque Foundation for Science” DONE

	4.
	Keywords (p1)
	“Empty value, issue” are not our keywords
	Delete “empty value” and ”issue” in the keywords

	5.
	Citation (p1)
	We would like to put “Urko del Castillo” instead of “Urko del Castillo Rojo”
	Should be “Lu, W., del Castillo, U., Gelfand, V. I. Organelle Transport in Cultured Drosophila Cells: S2 Cell Line and Primary Neurons.. J. Vis. Exp. (), e50838, doi:10.3791/50838 (2013).
NOT DONE

	6.
	Introduction (p1)
	“They are cultured at 25#C without CO2 and can be imaged for many hours at room temperature”. Here the symbol for Celseis is not right.
	Should be “They are cultured at 25°C without CO2 and can be imaged for many hours at room temperature”

NOT DONE

	7.
	Abstract (p1)
	A small modification in the sentence “The results obtained with S2 cells can be further applied to a more physiologically relevant problem of axonal transport in primary neurons cultured from dissociated Drosophila embryos”
	“The results obtained with S2 cells can be further applied to a more physiologically relevant system: axonal transport in primary neurons cultured from dissociated Drosophila embryos” DONE

	8.
	Protocol 1.1.3 (p2)
	In “(0.5 mg/ml solution in dH20)”, 2 needs to be subscript
	“(0.5 mg/ml solution in dH20)” DONE

	9.
	Protocol 1.2.2 (p2)
	Slight modification according to the video.
	“Count the cell density using a hemocytometer. Add 1 ml growth medium (for example Insect-Xpress) into a 35 mm tissue culture dish with ConA-coated coverslip, and gently transfer ~1x105 cells to the dish. This cell density is optimal for imaging because processes from different cells do not overlap.”

DONE

	10.
	Protocol 1.2.3 (p2)
	Slight modification according to the video.
	“In order to induce formation of processes, immediately after plating add 1ml medium with 5 µM CytoD to the dish (to the final concentration of 2.5 µM CytoD). Allow full development of processes by incubating the cells at least for 2 hr at 25ºC before imaging.”
DONE

	11.
	Protocol 2.2.9 (p2)
	The order of commercial bleach and 95% EtOH is flipped
	“a fresh 1:1 solution of commercial bleach and 95% ethanol” DONE

	12.
	Protocol 2.2.11
(p2)
	A small modification according to the video
	“and gently mechanically dissociate dechorionated embryos using Kimble Chase disposable pellet pestles that have been sterilized by 70% ethanol (grind 10-15 times). DONE


	13.
	Table 1 (p6)
	The numbers 25-28 in the Description column are references
	DONE

	14.
	References 11 (p7)
	We would like to update the reference information
	11. Lu, W., Fox, P., Lakonishok, M., Davidson, M. W. & Gelfand, V. I. Initial Neurite Outgrowth in Drosophila Neurons Is Driven by Kinesin-Powered Microtubule Sliding. Curr Biol. 23, 1018-1023, doi:10.1016/j.cub.2013.04.050 (2013). DONE

	15.
	Throughout the pdf
	All “Drosophila “ and “Drosophila melanogaster” should be italic
	DONE


