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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: Ex Vivo Perfusion of the Rodent Placenta (JoVE 59412)
Date: 5/1/19
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.
	2:27-3:06
	Wrong location
	Move scene to before 2:22-2:27

	2.
	4:22-4:25
	“Prepare effluent…”
	Delete – necessary at end of protocol

	3.
	4:29-4:34 
	“Open stop cocks…”
	Move scene to before 4:27-4:29 (peristaltic pump)

	4.
	4:38
	Onscreen equipment reads “-0.01”
	Blur red numbers in background

	5.
	5:21-5:26
	“Then collect samples…”
	Delete – repeated in next statement
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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.
	4:17
	“To catch the effluent at each time point”
	3.5.1
	“To catch the effluent that will emerge during the course of the procedure”

	2.
	4:27
	“Turn on the peristaltic pump”
	3.5.2
	“Turn on on the peristaltic pump, pressure controller, and pressure monitor and slowly increase the pressure to 80 mm Hg read on the pressure monitor. Slowly open the stopcock to permit fluid flow to the uterine artery”
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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.
	3.3
	“Using a surgical scissor, excise away”
	“Using surgical scissors, excise away”

	2.
	3.4
	“Gently push a dissecting pin through the uterine horn into the silicone rubber, with the ovary side to the left and vaginal side to the right to visualize the uterine vasculature. This will stabilize the uterus and prevent movement of the tissue during dissection. Select a maternal-placenta-fetal unit central to the horn and ligate the uterine artery and vein with surgical scissors.
NOTE: Selection of the maternal-placenta-fetal unit should be based on the length of the uterine artery segment on either side of the arcuate artery. Longer segments will permit more successful cannulation. The entire placental unit including the uterine muscle, placenta, amniotic sac, fetal pup, umbilical cord, and the supporting vasculature may be cut and removed. The uterine muscle can be retracted by pulling it to the side; it is important to leave it intact but pull it away from covering the fetal pup.”
	“Gently push a dissecting pin through the uterine horn into the silicone rubber, with the ovary side to the left and vaginal side to the right to visualize the uterine vasculature. This will stabilize the uterus and prevent movement of the tissue during dissection of the fetal compartment. Select a maternal-placenta-fetal unit central to the horn and ligate the uterine artery and vein with surgical scissors. Cut the uterine muscle proximal and distal to the selected placenta and fetus. The uterine muscle can be retracted by pulling it to the side; it is important to leave it intact but pull it away from covering the fetal pup.
NOTE: Selection of the maternal-placenta-fetal unit should be based on the length of the uterine artery segment on either side of the arcuate artery. Longer segments will permit more successful cannulation.”

	3.
	Add 3.9
	n/a
	“The entire placental unit including the uterine vasculature, uterine muscle, placenta, and umbilical cord, may be cut and removed.”

	4.
	4.1
	“Maintaining the correct orientation of uterine artery anatomical blood flow, place the placental unit (composed of the uterine vasculature, uterine muscle, placenta, and umbilical cord) into the modified isolated vessel chamber filled with warm, oxygenated PSS.”
	“Maintain anatomical blood flow retaining correct distal-to-proximal orientation of uterine artery, place the placental unit (composed of the uterine vasculature, uterine muscle, placenta, and umbilical cord) into the modified isolated vessel chamber filled with warm, oxygenated PSS.”

	5.
	4.3
	“NOTE: Two-tie loops may be necessary; however, a single tie loop allows for greater adjustment.”
	“NOTE: Two-tie loops (knot) may be necessary; however, a single tie loop allows for greater adjustment.”



	6.
	4.7
	“Place small weighing boats under the distal cannulation of maternal uterine artery and the needle cannulation of fetal umbilical vein to catch the effluent that emerges at each 10-minute time point. Suction up the effluent by a pipette and save it in a correspondingly labeled microcentrifuge tube.”
	“Place small weighing boats under the distal cannulation of maternal uterine artery and the needle cannulation of fetal umbilical vein to catch the effluent that will emerge during the procedure.”

	7.
	4.8
	“Turn on the peristaltic pump and open the stopcock to permit fluid flow through the tubing toward the placenta. Slowly increase the pressure to 80 mm Hg and watch for leaks inside the chamber and around the ties.
NOTE: If the peristaltic pump is running at a high speed, re-evaluate the proximal uterine cannulation and ties for fluid leaks. If identified, leaks must be remedied. Also note, while the mean uterine artery pressure will remain constant (set to 80 mmHg), the fluid flow rate may be variable depending on the vascular and placental physiological responses. Quantification of the fluid flow may be identified as an experimental variable in response to xenobiotic exposure.”
	“Turn on the peristaltic pump, pressure controller, and pressure monitor and open the stopcock to permit fluid flow through the tubing toward the pressure transducer, but not yet to the placenta. Slowly increase the pressure to 80 mm Hg.”

	8.
	4.9
	“Turn the stopcock to permit fluid flow into the umbilical artery. Set the pressure to approximately 50 mmHg, which can be implemented with a peristaltic pump (Figure 3) or a gravity-fed system.”
	“Slowly turn the stopcock to the placenta to open and watch for leaks inside the chamber and around the ties.
NOTE: If the peristaltic pump is running at a high speed, re-evaluate the proximal uterine cannulation and ties for fluid leaks. If identified, leaks must be remedied. Also note, while the mean uterine artery pressure will remain constant (set to 80 mmHg), the fluid flow rate may be variable depending on the vascular and placental physiological responses. Quantification of the fluid flow may be identified as an experimental variable in response to xenobiotic exposure.”

	9.
	4.10
	“Refill all reservoirs (uterine, umbilical, and superfusate reservoirs to maintain fluid volume throughout the experiment.”
	“Turn the stopcock to permit fluid flow into the umbilical artery. Set the pressure to approximately 50 mmHg, which can be implemented with a peristaltic pump (Figure 3) or a hydrostatic column.”

	10.
	4.11
	n/a
	“Refill all reservoirs (uterine, umbilical, and superfusate) to maintain fluid volume throughout the experiment.”

	11.
	5.1
	After cannulation and initiation of the PSS perfusion, let tissues equilibrate for 30 min to allow the vasculature to adjust to the new fluid flow.
	“After cannulation and initiation of the PSS perfusion, let tissues equilibrate for 30 min to allow the vasculature to adjust to the new fluid flow. Suction up the effluent by a pipette and save it in a correspondingly labeled microcentrifuge tube.”
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