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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: siRNA Electroporation to Modulate Autophagy in Herpes Simplex Virus Type 1-Infected Monocyte-Derived Dendritic Cells
Date: 09/18/2019
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 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.
	0:41-0:50
	Video shows Alexandra Düthorn and onscreen text (as well as voice) says Petra Mühl-Zürbes. 
	Please change the video shots for the two demonstrating talents. (Talent on microscope is Alexandra Düthorn, talent on clean bench is Petra Mühl-Zürbes)

	2.
	1:03-1:07
	Video showing talent pipetting iDC cell suspension.
	Please also include one video shot showing rinsing the cells from the bottom of the flask. (c.f. 1:19-1:21)

	3.
	1:57
	Onscreen text: “INFECTION PROCEDURE OF DCS WITH HSV-1…”.
	Please change into “INFECTION PROCEDURE OF DCs WITH HSV-1…” (remove capital letter DC“s”)

	4.
	2:40-2:44
	Talent pipetting something into 2 mL tube.


	Has to be deleted - we don’t know which step is shown. 

Step of inoculation (3.3.1) is shown subsequently (2:44-2:50), i.e. the HSV-1 stock tube and the transfer of the inoculum into the 2 mL tube. The video shot from 2:40-2:44 should be deleted. Please also include onscreen text “HSV-1” at 2:40.

	5.
	2:47-2:50
	Voice saying “Add the respective volume of MNT buffer as a mock control.”
	Please include the shot (step 3.3.2), in which talent is pipetting MNT buffer into the 2 mL tube. Please also include onscreen text “MNT” at 2:47.

	6.
	4:13
	Onscreen text: “… ELECTROPORATION OF IDCS USING…”.
	Please change into “…ELECTROPORATION OF iDCs USING…” (remove capital letters)

	7.
	6:02-6:09
	Video shot is first showing talent closing the Western blot apparatus (6:02). At 6:05 the shot shows talent loading the SDS-PAA gel.
	Please change the order of these shots. ( Please show first loading of the SDS-PAA gel. Please show afterwards: talent closing the Western blot apparatus.

	8.
	6:17
	Onscreen text: “…HSV-1-INFECTED IDCS AND MDCS”.
	Please change into “…HSV-1-INFECTED iDCs AND mDCs” (remove capital letters)

	9.
	6:36
	Onscreen figure does not highlight the expression analysis of CD11c (since it was missing in the ShotList description of this figure)
	Please individually highlight the CD11c histogram-overlay at 6:36. See voice comment “7.”.

	10.
	6:50
	Onscreen figure only highlights iDC panel.
	Please remove red box highlighting the iDC panel, since GFP expression in both iDCs and mDCs is described.

	11.
	6:54-7:01
	Onscreen figure only highlights mDC panel and flow cytometric analyses.
	Please highlight the GFP panels of both iDC and mDC microscopic pictures as well as the flow cytometric analyses (beginning at 6:54).

	12.
	7:45-7:50
	Onscreen only shows infected electroporated iDCs (Figure 4D).
	Please include figure 4A to demonstrate the efficient knockdown of FIP200. (was not included in our “ShotList”, but has to be added)

	14.
	7:50-7:55
	
	Please highlight the “p62” panel when voice is saying “also causes a strong decrease in autophagic flux in HSV-1-infected iDCs”.

	15.
	8:09-8:13
	Onscreen shows figure 2.
	Please show figure 4 (A-D) instead, as this figure summarizes the first conclusion said by Linda Grosche.


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.
	general
	Please adjust volumes of Alexander Steinkasserer and Linda Grosche to the video’s explanation voice.
	
	

	2.
	2:40-2:46
	“For infection studies, inoculate the cells with HSV-1 virions at a multiplicity of infection of 2.”
	3.3
	Step of inoculation (3.3.1) is shown subsequently (beginning at 2:44-2:50), i.e. the HSV-1 stock tube and the transfer of the inoculum into the 2 mL tube. ( see also video comment “4.” 

	3.
	4:54-4:59
	 “Transfer 100 microliters of the cell suspension into the respective cuvette”. (Shot 4.3.2 is showing the transfer of siRNA into the cuvette.)
	4.3 (see revised version 081919)
	“Add 75 picomoles of either FIP200-specific (pronounce ‘fip-two hundred’) or scrambled siRNA to 4-millimeter electro cuvettes and …”.

· Change the voice of this step with the voice of the following step

	4.
	5:00-5:06
	“Add 75 picomoles of either FIP200-specific (pronounce ‘fip-two hundred’) or scrambled siRNA to 4-millimeter electro cuvettes”. (Shot 4.3.1 is showing the transfer of iDCs into the cuvette.)
	4.3 (see revised version 081919)
	“… transfer 100 microliters of the cell suspension into the respective cuvette.”

	5.
	5:54-5:56
	Pause of voice. (please delete)
	4.6
	Please mention the following step when the talent transfers the cells into the flow cytometry tubes: “Use 500,000 cells to assess maturation status and cell viability.” Starting at 5:54.

	6.
	5:56-6:08
	Please adapt the voice to the video shot showing the respective step.
	4.6
	“…, [talent transferring cell suspension into 1.5mL tubes] use 1 million cells for Western blot analysis [insert pause of voice: when showing gel loading] to verify FIP200-specific knockdown efficiency [when showing the blotting apparatus]” 

	7.
	6:36
	Video will be adapted to also highlight CD11c expression at this time point.
	5.1
	Please say “The cells were stained for CD11c, which serves as a highly expressed general marker for DCs.”


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
	“siRNA Electroporation to Modulate Autophagy in Herpes Simplex Virus Type-1-Infected Monocyte-Derived Dendritic Cells”
	“siRNA Electroporation to Modulate Autophagy in Herpes Simplex Virus Type 1-Infected Monocyte-Derived Dendritic Cells” 

Please remove the hyphen between “type” and “1”. 

	2.
	4.3
	“Transfer 100 µL (6x106 cells) of the cell suspension into 4 mm electro cuvettes and either add 75 pmol of FIP200-specific siRNA or 75 pmol of scrambled siRNA, as a control.”
	“Transfer either 75 pmol of FIP200-specific siRNA or 75 pmol of scrambled siRNA, as a control, into 4 mm electro cuvettes and add 100 µL (6x106 cells) of the cell suspension.”
(We uploaded this revised version of the final manuscript.)
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