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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: Primary Cell Culture of Purified GABAergic or Glutamatergic Neurons Established Through Fluorescence-Activated Cell Sorting
Date: 01/05/19
Authors and Affiliations

Please fill in any missing author information not included in the video.
	Order
	Author
	Affiliation
	Email

	At time 0:01
	there is an error in the first affiliation: needs space between “fürIntegrative”, should be “für Integrative”.
Also a space is required between “Cellsorting” in the second affiliation, needs to be “Cell Sorting” 
	
	

	
	
	
	

	
	
	
	

	
	Paul Turko
	Institut für Integrative Neuroanatomie, Charité, Universitätsmedizin Berlin
	paul.turko@charite.de


	
	
	
	

	
	
	
	

	
	Imre Vida
	Institut für Integrative Neuroanatomie, Charité, Universitätsmedizin Berlin
	imre.vida@charite.de


	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	0:35
	
	To clarify from which animals the cells came from, text above the TdTomato cell panel should read “"Glutamatergic neurons
from NexCre;Ai9 mice". Above the Venus cell panel:
"GABAergic neurons
from VGAT-Venus mice"

	2.
	0:44
	Text says II. Coating Glass Coverslips. However, in the written protocol the coating glass is section 1. Should these numbers match? (this is the same for the other section titles)

	

	3.
	04:18
	On screen, currently petri dishes are filled with buffer.
	Before this, please show the fluorescent images of VGAT Venus and NexCre;Ai9 animals (from fig 1a) so that the animals are correctly introduced See audio comment 7.

	4.
	4:30
	Currently, text “Transgenic NexCreAi9 or VGAT venus” is shown
	If animals are introduced in the above step, this text is not required. 

	5.
	6:38
	The cell pellet is important and is formed after centrifugation.
	Would it be possible to get an arrow and text showing the cell pellet formed at the bottom of the conical tube. “cell pellet” 

	6.
	7:32
	Currently the animals shown alongside the narration. However, they should be introduced before the dissection.
	Please show Venus and TdTomato cells (from the left 2 panels of figure 1C) instead. 

	7.
	8:56
	Confluent layer of glia are shown
	Text should say: “confluent glial layer” 

	8.
	8:56-9:02
	Glial cells being added to culture inserts (over shoulder shot). However, it’s not easy to see the cell culture inserts in this scene.
	Instead, maybe show figure 4 C (left) and B (right) to better illustrate the co-culture procedure, then show the confluent glial layer.

After, please use (side shot) from 9:09 to show the glia being added to the inserts. See audio comment 13 change suggestion

	9.
	9:58
	As the age of the cultures is not mentioned in the narration, it might be better to have it as text. 
	Please add text: “DIV13” at bottom left of black and white TdTomato cells. Please add “DIV14” at bottom left of black and white Venus cells, to indicate age of cultures. 
Similar to video comment 1 (see above) – could we get “Glutamatergic neurons” above the TdTomato panel and “GABAergic neurons” above the VGAT Venus panel. 

	10.
	10:11
	Image quality appears poor in this figure (cells look blurry).
	If the quality cannot be improved, could we please shrink down the image so that the cells are less blurry. 

	11.
	10:15
	Glutamatergic animation comes on, but with the incorrect narration. The narration currently talks about GABAerigc neurons when the glutamatergic synaptic trace is animated. 
	Please switch around GABAergic and glutamatergic neurons and their synaptic traces. So that the GABAergic trace appears when the narrator says that “only GABAergic neurons have synaptic transmission”

	12.
	10:27
	
	Please show figure 4D and 4E together, then show figure 4F. See audio comment 15

	14.
	10:32
	On screen, coverslips are being separated. However, it’s the agitation of the coverslips in the PLL solution that is discussed (shown at 1:26).
	However, it’s the agitation of the coverslips shown at 1:26 that is most important. Please show a few seconds of agitation (time ocde 1:26) and then briefly the separation of the coverslips. 

	15.
	10:41
	On screen, Fig 2 C currently shown
	Please instead show figure 4 D and E
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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.
	1:21
	Current narration: 

Place 100 sterile round 12 milliliter coverslips 
	1.2.
	Should say “place 100 sterile round 12 millimeter glass coverslips…”

	2.
	2:06
	Current audio says: “Carefully separate the coverlips and leave to dry”
	1.5
	Should say “Remove excess water, and then transfer the coverslips to the sterile tissue paper.” 

	3.
	2:17
	
	1.5
	The audio “Carefully separate the coverlips and leave them to dry” – this text should come at 2:18 as the coverslips are being separated on the tissue paper. 

	4.
	2:31
	
	1.6
	“Plates can be stored in an incubator until required”.

	5.
	3:09
	On screen, the buffer and BSA tube is inverted. 
	2.3
	“invert tube to help the BSA to dissolve”

	6.
	4:03
	Current text: “lay out the scissors, forceps, scalpel and spatula” However, this does not fit with the order of the tools as they laid out. 
	2.2
	Corrected text: “lay out the scalpel, scissors, forceps and spatula”

	7.
	04:18
	On screen, petri dishes are filled with solution. However, just before this it would be good to introduce the fluorescent animals that will be dissected. 
	2.4
	Here it would be good to introduce the fluorescent animals
Suggested audio (from protocol): “Collect transgenic NexCre;Ai9 or VGAT Venus mouse pups that are to be dissected. Use a fluorescent lamp with appropriate excitation and emission filters to discriminate fluorescent pups from wild type littermates. See video comment 3.


	8.
	04:33
	Currently audio says: “then separate the hippocampus and cortex”
However, on screen the cerebellum and hemispheres are separated first.
	3.2
	Should say “First, dissect away the cerebellum and separate the 2 hemispheres.

	9.
	04:36
	Move the audio ““then separate the hippocampus and cortex” to 4:36, when the hippocampus and cortex are being dissected. 
	3.3
	“then, carefully separate the hippocampus and cortex from each hemisphere” 

	10.
	04:56
	Currently, audio says “chop the tissue into small pieces” However, further elaboration of the technique might be more informative
	3.4
	Instead audio should say: 

“use the flat edge of a scalpel blade to carefully chop the tissue, in a criss-cross motion, until the tissue is in small pieces”

	11.
	6:56
	On screen, tissue is being triturated. 
	3.4
	Audio should say: 

“triturate the tissue twenty times to ensure complete re-suspension”

	12.
	7:08
	Currently audio says: “prepare the collection tubes”
	3.6
	To make it more clear “Prepare cell-sorting collection tubes by pipetting 300ul of complete hibernate A media to the required number of poly-propylene tubes”

	13.
	9:02
	Currently audio says “passage glial cells to the required number of cell culture inserts”
	
	Audio instead should say:

“passage glial cells to the required number of cell culture inserts; do this by plating 40,000 glial cells in a 500ul droplet complete NBA medium” See video comment 8

	14.
	9:28
	Culture inserts have 500ul of media in them. 300ul of this media should be removed before the cultures are returned to the incubator. This step was not filmed, but can be simply stated. 
	5.9
	Please have audio add: 
“remove excess media from the culture inserts and return plates to the incubator for culturing”

	15.
	10:27
	A figure showing the effect of glial co-culture on the neurons should be shown here. See video comment 12
	
	Please add the audio:

“Importantly, culturing purified neurons with glial cells improves neuron growth and survival; as well as promoting synaptic transmission in glutamatergic cultures”. See video comment 12
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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.
	Abstract
	3rd line from bottom says “gene manipulations”
	Please correct to “genetic manipulations”

	2.
	Figure legend 3
	Currently “E) andVenus”
	Should be “E) and Venus”

	3.
	Discussion 
	Line 3 – currently “…containing specific neuronal types with a defined neurochemical identity”
	Please delete part “with a defined neurochemical identity.”

	4.
	Discussion paragraph 2 – last line
	Currently “Our hope is that by publishing a protocol, that others can follow, further insights can be made into how neurons and glia interact to promote the formation of neuronal networks.”
	Please change to “By publishing this protocol we hope that others can make further insights into the important interactions between neurons and glial cells”. 

	5.
	Discussion paragraph 3 – line 3
	Currently “Venusmice13”
	Should be “Venus mice13”

	6.
	Discussion paragraph 3 – line 4
	Currently “NexCre9, and Ai9 reporter…”
	Should be “NexCre9 and Ai9 reporter…”

	7.
	Discussion paragraph 4, line 12
	Currently “Stock solutions open for long periods or media, aliquoted into conical tubes, tend to become more alkaline over time.
	Should be “Stock solutions open for long periods, particularly media aliquoted into conical tubes, tend to become more alkaline over time.

	8.
	Discussion paragraph 5, line 1
	Currently “In the majority of our experiments, we produced purified cultures from a single animal.”
	Should be “In the majority of our experiments we produced purified cultures from a single animal.”

	9.
	Step 2.3.6
	Currently: Aliquot 48.5 mL of low fluorescence media to a 50 mL conical tube. Add B27, Glutamax and Pen-Strep to the solution. Shake the solution well, then filter-sterilize and label as “complete media” (with date and initials). Incubate at 37 °C in a water bath.
	Should be: Aliquot 48.5 mL of Hibernate A low fluorescence media to a 50 mL conical tube. Add B27, Glutamax and Pen-Strep to the solution. Shake the solution well, then filter-sterilize and label as “Hibernate A complete media” (with date and initials). Incubate at 37 °C in a water bath.

	10.
	Step 2.4.5
	Currently “…the sieve with a sterile glove to start the flow.
This important step prevents clogging of the cell sorter.”
	Should be “…the sieve with a sterile glove to start the flow.
This important step prevents clogging of the cell sorter.” Please delete line break so that “The important” is not a new paragraph.

	11.
	Step 2.4.6
	
	“For collecting neurons after sorting, prepare collection tubes…”

	12.
	4.6
	Currently “For short experiments (<16 days), feeding at the above density is not necessary. When plating more cells more frequent feeding, intervals may be required (see discussion).
	Should be “For short experiments (<16 days), feeding at the above cell density is not necessary. When plating a greater density of cells more frequent feeding intervals may be required (see discussion).
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