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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:
Minimally Invasive Embryo Transfer and Embryo Vitrification at the Optimal Embryo Stage in Rabbit Model

Date:
20/03/19

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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	Ximo 
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	Department of Animal Science, Institute for Animal Science and Technology (ICTA), Universitat Politècnica de València (UPV)
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	2
	Francisco 

Marco-Jimenez
	Department of Animal Science, Institute for Animal Science and Technology (ICTA), Universitat Politècnica de València (UPV)
	fmarco@dca.upv.es

	3
	Maria Pilar 

Viudes-de-Castro
	Animal Technology and Research Center (CITA), Instituto Valenciano de Investigaciones Agrarias (IVIA)
	viudes_mar@gva.es

	4
	Jose Salvador Vicente
	Department of Animal Science, Institute for Animal Science and Technology (ICTA), Universitat Politècnica de València (UPV)
	jvicent@dca.upv.es


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.
	00:11
	Onscreen text says Universitat Politécnica de Valencia  
	Text should say Universitat Politècnica de València

	2.
	00:30
	Onscreen text says Universitat Politécnica de Valencia  
	Text should say Universitat Politècnica de València

	3.
	00:50
	Onscreen text says Universitat Politécnica de Valencia  
	Text should say Universitat Politècnica de València

	4.
	1:29
	
	To avoid confusion, it is important to see how base medium are first aspired from the large petri-dish before to the vitrification medium placed in the second wall of the NUNC plate.

	5.
	3:39
	Onscreen text says Anesthesia: xylazine 5 mg/kg + buprenorphine hydrochloride 0.03 mg/kg i.m. + ketamine hydrochloride 35 mg/kg i.v.
	Text should say:

Anesthesia: xylazine 5 mg/kg i.m. + buprenorphine hydrochloride 0.03 mg/kg i.m. + ketamine hydrochloride 35 mg/kg i.v.

	6.
	4:07
	Onscreen text says Intra-abdominal pressure should be 8-12 mmHg w/ CO2
	Text should say Intra-abdominal pressure should be 8-12 mmHg  CO2

	7.
	4:30
	Onscreen text says Do not progress far into oviduct of induce hemorrhage of oviduct
	Text should say Do not progress far into oviduct to avoid hemorrhages

	8.
	4:46
	Onscreen text says ET other side of uterus as experimentally appropriate
	Text should say Perform additional ET in the other side of uterus if it is experimentally required

	9.
	
	
	


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.
	1:56
	Then close the open end of the ministraw with a straw plug, plunge the ministraw directly into liquid nitrogen to achieve vitrification, and store the ministraw in a nitrogren dewar for nitrogen.
	2.5
	Then close the open end of the ministraw with a straw plug, plunge the ministraw directly into liquid nitrogen to achieve vitrification, and store the ministraw in a liquid nitrogren dewar.

	2.
	2:20
	Immediately remove the ministraw and cotton plugs and use a coupled syringe to expel the ministraw contents into a plate containing 25 °C-base medium supplemented with 0.33 M sucrose solution for 5 minutes. 

	2.8
	Immediately remove the ministraw and cotton plugs and use a coupled microdispenser to expel the ministraw contents into a plate containing 25 °C-base medium supplemented with 0.33 M sucrose solution, in which embryos must remain during 5 minutes. 


	3.
	4:40
	Gently depress the catheter plunger to release the embryos into the oviduct. Both air bubbles must exit the catheter.

	3.11
	Gently depress the catheter plunger to release the embryos into the oviduct. Both air bubbles must exit from the catheter.


	4.
	5:00
	Cleanse the trocar incision with povidone iodide solution and close the wound with a plastic dressing.

	3.14
	Clean the trocar incision with chlorhexidine solution and close the wound with a micronized aluminum and a plastic dressing.


	5.
	5:12
	Then treat the animal with the appropriate antibiotics and analgesics and monitor the animal until full recumbency
	3.15
	Then treat the animal with the appropriate antibiotics and analgesics and monitor the animal until full recovery.

	6.
	
	
	
	


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.
	1.4.22
	Step says “Cleanse the incision made by the trocar with povidone iodide solution. Close the incision made by the trocar with a plastic dressing.”
	Please correct to “Clean the incision made by the trocar with chlorhexidine solution. Close the incision made by the trocar with a micronized aluminum and a plastic dressing.”

	2.
	2.3.1
	Step says “Couple the closed end of 0.125 μL ministraw with the appropriate 1 mL syringe.”
	Please correct to “Couple the closed end of 0.125 μL ministraw with the appropriate microdispenser (e.g. Captroll III®).”

	3.
	2.7.4
	Step says “With a coupled syringe, expel all the ministraw content into a plate containing 0.33 M sucrose solution at 25 °C in BM for 5 minutes.

NOTE: This step must be done quickly in order to reduce embryo exposure to the vitrification solution.”
	Please correct to “With a coupled microdispenser, expel all the ministraw content into a plate containing 0.33 M sucrose solution at 25 °C in BM for 5 minutes.

NOTE: This step must be done quickly in order to reduce embryo exposure to the vitrification solution.”

	4.
	0
	Step says “All experimental procedures used in this study were performed in accordance with Directive 2010/63/EU EEC for animal experiments and reviewed and approved by the Ethical Committee for Experimentation with Animals of the Polytechnic University of Valencia, Spain (research code: 2015/VSC/PEA/00170).
	Please correct to “All experimental procedures used in this study were performed in accordance with Directive 2010/63/EU EEC for animal experiments and reviewed and approved by the Ethical Committee for Experimentation with Animals of the Universitat Politècnica de València, Spain (research code: 2015/VSC/PEA/00170). XGD, FMJ, MPVC and JSV holds an authorization certificate issued by the Valencian governmental administration to experiment on animals. XGD is authorized to in situ supervise the welfare and care of the animals during the experiment.

	5.
	Acknowledgments
	Step says “This work was supported by funds from the Ministry of Economy and Competitiveness of Spain Research Programme (AGL2014-53405-C2-1- P) and Generalitat Valenciana Research Programme (PrometeoII 2014/036). English text version revised by N. Macowan English Language Service.”

	Please correct to “This work was supported by funds from the Ministry of Economy and Competitiveness of Spain (AGL2017-85162-C2-1-R) and Generalitat Valenciana Research Programme (PrometeoII 2014/036). English text version revised by N. Macowan English Language Service.”
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