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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: Isolation of Glomeruli and In Vivo Labeling of Glomerular Cell Surface Proteins
Date: 18.11.2018
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.
	00:02
	Lorenz Sellin 1
	Lorenz Sellin 1

	2.
	00:16
	Interview Statement Eva Königshausen is missing (1.2 in Shotlist)
	Please add the interview statement (see shotlist 1.2) 

	3.
	01:50
	2.6.2 from the shotlist Tissue being dissected was performed after 2.7.2
	Please insert this video step and add audio comments as indicated below

	4.
	04:06
	Talent places two kidney in the 10 cm culture dish.
	Please add shot 3.5.2 (Talent cutting kidneys) to the video (please see also audio comments)

	5.
	06:55
	Emphasis is wrong
	Please emphazise in 5.4 IP nephrin, WB anti-nephrin 1. Biotin, 2. Control (no band)

	6.
	07:15
	Emphasis is wrong
	Please emphazise in 5.6. IP anti-nephrin, WB streptavidin
1. Three bands below NTN 1d

2. One band below control



	7.
	07:53
	Emphasis is wrong
	Please emphazise in 5.9. IP anti-nephrin, WB streptavidin 1. Four bands below NTN 18d

2.four bands below control
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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.
	00:52
	“Make a median cut through the skin from the pelvis to the sternum and use tweezers and surgical scissors to remove the skin from the abdominal fascia.”
	2.2
	“Make a median cut through the skin from the pelvis to the sternum and use tweezers and surgical scissors to remove the skin from the abdominal fascia.”

	2.
	01:07
	“Cut the skin on both sides of the abdominal midline and mak a median cut through the abdominal muscle layer from the xiphoid to the bladder.”
	2.3.
	“Cut the skin on both sides of the abdominal midline and make a median cut through the abdominal muscle layer from the bladder to the xiphoid.”

	3.
	01:30
	“Using fine scissors, cut the hepatic-phrenic ligament and free the distal aorta from the fascia, fat, and other tissues.”
	2.6
	“Using fine scissors, cut the hepatic-phrenic ligament and free the distal aorta from the fascia, fat, and other tissues.”

	4.
	01:50
	“Clamp the vena cava and the aorta at the height of the bifurcation …”
	2.8.
	Please insert before from point 2.6.

“Free the distal aorta from the fascia, fat, and other tissue.” Continue with 2.8 “Clamp the vena cava and the aorta at the hight of the bifurcation and place another suture around the aorta distal of the renal arteries.”

	5.
	04:06
	“Place the kidneys in a 10-cm cell culture dish containing 15 mL of PBS plus calcium and magnesium and use a new double-edged blade to cut the kidneys into the smallest pieces possible.”
	3.5
	“Place the kidneys in a 10-cm cell culture dish containing 15 mL of PBS plus calcium and magnesium and use a new double-edged blade to cut the kidneys into the smallest pieces possible.”
Please see 4. Video comments, if 3.5.2 is added to the video please speak: 

“Use a new double-edged blade to cut the kidneys into the smallest pieces possible.”

	6.
	05:00
	“Then resuspend the pellet with slightly less than 1.5. mL of ice-cold PBS plus calcium and magnesium while vortexing and transfer the glomerular suspension into a new 2-mL tube.”
	3.9
	“Remove the supernatant. Then resuspend the pellet with slightly less than 1.5. mL of ice-cold PBS plus calcium and magnesium while vortexing and transfer the glomerular suspension into a new 2-mL tube.”

	7.
	06:11
	“Then collect the magnetic bead-purified glomeruli by centrifugation and resuspend the pellet in 1 mL of PBS plus calcium and magnesium for counting.”
	4.5
	“Then collect the magnetic bead-purified glomeruli by centrifugation and resuspend the pellet in 1 mL of PBS plus calcium and magnesium for counting.”
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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.
	Authors
	Name spelled wrong: Magdalena Woznowksi
	Please correct to “Magdalena Woznowski”

	2.
	Author affiliation
	1Department of Nephrology, Medical Faculty, Heinrich-Heine-University
	Please correct to: 1Department of Nephrology, Medical Faculty, Heinrich-Heine-University, Düsseldorf, Germany


	3.
	Author affiliation
	2III.Medical Clinic, University Hospital Eppendorf
	Please correct to: 2Institute of Cellular and Integrative Physiology, University Medical Center Hamburg-Eppendorf, Hamburg, Germany


	4.
	Citation
	....Woznowksi M.
	Please change to Woznowski

	5.
	6.2
	...at 15.000 x g
	Please change to 15,000 x g

	6.
	2.3
	Perform a median cut through the skin from the pelvis to the sternum and remove the skin from the abdominal fascia using tweezers and surgical scissors. Cut the skin on both sides in the middle of the abdomen with surgical scissors. 

	Please change to: Perform a median cut through the skin from the pelvis to the sternum and remove the skin from the abdominal fascia using tweezers. Cut the skin on both sides in the middle of the abdomen with surgical scissors. 


	7.
	6.9
	Afterwards, blot the gel for 2h at 200 mA on a nitrocellulose membrane. 


	Please change to:Afterwards, blot the gel for 2 h at 200 mA on a nitrocellulose membrane. 



	8.
	Results
	To investigate cell surface proteins of the glomerulus labeled by invivo biotin perfusion, immunoprecipitation of the biotin fraction of glomerular extracts is performed.
	Please change to: To investigate cell surface proteins of the glomerulus labeled by in vivo biotin perfusion, immunoprecipitation of the biotin fraction of glomerular extracts is performed.

	9.
	Discussion
	Sulfo-NHS LC-biotin is water soluble and cell-impermeable, if cell membranes are intact.
	Please change to: Sulfo-NHS-LC-biotin is water soluble and cell-impermeable, if cell membranes are intact.

	10.
	References
	5
em>5Swiatecka-Urban, A. Endocytic Trafficking at the Mature Podocyte Slit Diaphragm. Frontiers in Pediatrics. 5, 32 (2017).

	Please change to 5. Swiatecka-Urban, A. Endocytic Trafficking at the Mature Podocyte Slit Diaphragm. Frontiers in Pediatrics. 5, 32 (2017).

	11.
	2.8.
	Prepare a ligation (with a silk thread 4-0 to 6-0) around the aorta proximal of the renal arteries on the height of the adrenal gland with two fine tweezers. Tighten the ligation to abolish the blood flow with tweezers.


	Please reorder to 2.6., former 2.6 is then 2.7, former 2.7 is 2.8
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