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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: Preparation and Utilization of Freshly Isolated Human Detrusor Smooth Muscle Cells for Characterization of 9-Phenanthrol-Sensitive Cation Currents
Date: Dec. 16, 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.
	2:00
	
	Add Insert video1 (5 s) showing removal of mucosa (add script see 

	2.
	2:07 – 2:11
	
	Replace this with Insert video2 (4s) showing cutting into smaller pieces

	3:
	3:03 - 3:12
	
	Delete this segment

	4.
	3:31 - 3:47
	
	Delete this segment

	5.
	4:18 - 4:23 
	
	Replace with Insert Video3 showing firepolishing

	6.
	4:29 - 4:35 
	
	Replace with Insert Video4 showing dipping tip 

	7.
	4:57 - 5:57 
	
	Replace with Insert video5 (44 sec) showing patch clamp process (see audio comment 1 for script)

	8.
	6:43 - 6:54
	
	Replace with Insert video6 (17 sec): Mechanical and carbachol

	9.
	7:54 – 8:01
	
	Replace background video with Insert video7 (8 sec)
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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.
	4:57:5:57
	This refers to Insert video5 (see Video Comment #7)
Note: black is audio already recorded 

Red is new addition text

Strikethrough is deleted audio text

	
	(Script step 3.5, 0:00 min of to Insert video5 file): Use the micromanipulator to place it just under the surface of the extracellular solution so just the tip of the electrode is just submerged. 

(Script step 3.5 cont’d, 0:03 min): Then determine the electrode resistance using the membrane test window function of the commercial acquisition software and advance the electrode toward the cell of interest
(Script step 3.6, 0:09 min): When touching the cell surface with an electrode form a gigaseal by applying gentle rapid negative pressure to the electrode via tubing. This results in negative pressure at the tip of the electrode that pulls to the cell membrane into the electrode resulting in a successful gigaseal as confirmed by the Membrane test.
(Script step 3.7, 0:20 min): Allow 30-60 minutes for the amphotericin B to diffuse down the pipette and be inserted into the plasma membrane forming pores primarily selective to monovalent cations.

(Script step 3.7 cont’d, 0:22): Continue monitoring the gigaseal with the membrane test function.

(Script step 3.8, 0:30 min): When the patch perforation is optimum, cancel the capacitance transients by adjusting the dials for cell capacitance and series resistance on the amplifier.

(Script step 3.9, 0:40 min): Once the stable voltage-step cation currents are observed, record currents with the routing voltage-step protocol as described in the manuscript. Apply a compound or a physiological test condition to test by superfusion and record the responses for control and test condition as well as the wash-out. Record current with the routing voltage-step protocol as described in the manuscript



	2.
	1:51 – 2:11
	“Begin by examining the whole thickness urinary bladder specimen. Pin the specimen, mucosa facing upwards and serosa down onto a silicone enantiomer-coated 150-milimeter round dish filled with ice-cold DS and cut of several mucosa free detrusor smooth muscle of DSM pieces”
	Step 2.1
	“Begin by examining the whole thickness urinary bladder specimen. Pin the specimen, mucosa facing upwards and serosa down onto a silicone enantiomer-coated 150-milimeter round dish filled with ice-cold DS, and carefully remove all of  mucosa by sharp dissection. Cut of several mucosa free detrusor smooth muscle of DSM pieces”

Note: The text in red describes the step of Video Insert1   

	3.
	2:46
	“Discard DS leaving pieces leaving DSM pieces at the bottom of the tube”
	
	“Transfer DS with DSM pieces to a new tube and remove DS leaving DSM pieces at the bottom of the tube”
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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.
	1.3
	“Pin the urinary bladder specimen, mucosa facing upward and serosa down, onto a silicone enantiomer-coated (Table of Materials, Table of Materials) 150 mm diameter round dish filled with ice-cold DS (Figure 1B).
	Please delete one of “Table of Materials” as this is repeated.
The text should be 

“Pin the urinary bladder specimen, mucosa facing upward and serosa down, onto a silicone enantiomer-coated (Table of Materials) 150 mm diameter round dish filled with ice-cold DS (Figure 1B).”

	2.
	3.17.1
	“Record currents with a routine voltage-step protocol that involves holding DSM cells at -64 or -74 mV and stepping the voltage in 10 mV increments for 400 or 500 ms from -94 to +96 mV and returning to the holding potential”
	Please correct”…from -94 to +96 mV…” to “…from -94 to +96 or +106 mV…” 
The text should be

“Record currents with a routine voltage-step protocol that involves holding DSM cells at -64 or -74 mV and stepping the voltage in 10 mV increments for 400 or 500 ms from -94 to +96  or +106 mV and returning to the holding potential”

	3.
	Table 2
	The heading and content of table 2 are not lined up.

Table 2 content is before Table 1. 
	Please correct so that the heading/title of Table 2 and its content are adjacent to each other.

	4.
	Discussion
	“Papain and collagenase type II are most active in the temperature ranges encompassing normal body physiology67 68”
	Please correct “are most active” to “exhibit activity”
The text should be

“Papain and collagenase type II exhibit activity in the temperature ranges encompassing normal body physiology67 68”


	5.
	Acknowledgement 
	“This work was supported by NIH-R01DK106964 grant to Georgi V. Petkov.”
	Please add P20DK123971 to this sentence.
The text should be

“This work was supported by NIH-R01DK106964 and P20DK123971 grants to Georgi V. Petkov.”



	6.
	References
	Superscripts are not displayed for Ca2+, K+, H+, and Cl- in the titles of references
	Please have superscripts for “+” or “–“ in  Ca2+ , K+ , Cl-, and H+

	7.
	References
	Subscripts  are not displayed for [Ca2+]i , ICa, KCa , H+, and Cl- in the titles of references
	Please have subscripts for  “I” in [Ca2+ ]i , “Ca” in ICa, “Ca” in KCa for K+ , Cl-, and H+
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