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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: Agrobacterium-Mediated Immature Embryo Transformation of Recalcitrant Maize Inbred Lines Using Morphogenic Genes (60782)
Date: January 21, 2020

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 (highlight in bold)

	1.
	0:11
	Alicia Masters- Iowa State University
	Alicia Masters- Corteva Agriscience & Iowa State University

	2.
	0:28
	MJ Kang
	Minjeong Kang

	3.
	0:40
	Three components are highlighted: red triangle at the left side, blue arrow, and purple arrow. 
	Only two components should be highlighted: blue arrow, and purple arrow.

	4.
	0:40
	Weak highlight effect
	Please enhance the highlight effect. 

	5.
	0:41-0:42
	Two components are highlighted: green arrow and red triangle at the right side.
	Two different components should be highlighted: green arrow and pink arrow.

	6.
	0:41-0:42
	Weak highlight effect
	Please enhance the highlight effect. 

	7.
	0:43
	One component is highlighted: red arrow.
	Three components should be highlighted: red triangle at the left, red arrow and red triangle at the right.

	8.
	0:43
	Weak highlight effect
	Please enhance the highlight effect. 

	9.
	0:52-0:54
	Circular molecule excised.  Both circular and linear molecule present. 
	Fade out the circular molecule after the excision.  Only the linear molecule should be present.  While fading the circular molecule, move the linear molecule to the center of image.

	10.
	2.33
	Embryo on the ruler
	Fade in a red circle around the embryo at the right side of the image.

	11.
	3:03
	Talent discarding water 
	Switch to footage 3:05 here. Talent pouring water. 

	12.
	3:05
	Talent pouring water 
	Switch to footage 3:03 here. Talent discarding water. 

	13.
	4:05
	Too bright 
	Adjust brightness of the footage

	14.
	4:08
	Text at center and fonts too small
	Move text to left and enlarge fonts (fonts should be same size as the rest in the video)

	15.
	4:28
	Text: Optimal OD: 0.35 – 0.45
	Change to: Optimal OD550: 0.35 – 0.45 

	16.
	4:51
	Too bright 
	Adjust brightness of the footage

	17.
	5:11
	Contrast of the image at the right is too high, which distorted the image 
	Replace with the original image. Do not adjust contrast. Please do the same as you did for the image at 5:15.  

	18.
	5:29
	Looks like the embryo is pinched with the forceps, this is not good
	Replace with better footage of embryo being lifted from bottom without forceps closing if available

	19.
	5:33
	Contrast of the image at the right is too high, which distorted the image. 
	Replace with the original image. Do not adjust contrast. Please do the same as you did for the image at 5:15.  

	20.
	5:37
	Incubator setting 21 oC 
	Wrong temperature. Replace an incubator reading at 26 oC (it should be footage of 3.16.3). 

	21.
	5:42
	Wrong spelling: “Bright filed”
	Replace with a new image with corrected word “Bright field”.

	22.
	7:45
	Fonts too small
	Enlarge fonts as shown in 7:42.

	23.
	8:30 to 8:43
	Figure with no animation 
	Use the PPT (6-4-1to3_animation Figure 1b) provided early or reuse part of the animation shown early (0:40 – 0:54)

	24.
	9:34
	MJ Kang
	Minjeong Kang
Move the text to the right

	25.
	10:00
	Alicia Masters- Iowa State University
	Alicia Masters- Corteva Agriscience & Iowa State University

	26.
	10:06
	No Acknowledgements from authors
	Add Acknowledgements (PPT file 7-5-1_Acknowledgements)





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)

	1.
	
	The voice volume of the talents is much lower than narration voice 
	
	Is it possible to increase the talent voices or adjust the narration voice?

	2.
	0.03
	[bookmark: _GoBack]Alicia’s first few words does not sound normal (chuckling?)
	1.1
	Please use another footage for voice, if available

	3.
	2:31
	Original Script Text: 

“Then use the ruler or a caliper to measure the longitude of the embryo.
	2.9
	Rewritten Script Text:
“Then use the ruler or a caliper to measure the length of the embryo.

	4.
	5:07
	Original Script Text: 

“And aspirate the excess agrobacterium suspensions”
	3.13
	Rewritten Script Text:

“And aspirate the excess agrobacterium suspensions”. (delete s, should be singular)

	5.
	5:27-5:30
	Original Script Text:

“The next morning, carefully transfer about 30 infected embryos scutellum side up 
	3.16.1
	Rewritten Script Text:

“The next morning, carefully transfer infected embryos onto resting medium 605T. Place about 30 embryos per plate, 

	5.
	5:33
	Original Script Text:

“onto resting medium 605T per plate
	3.16.2
	Rewritten Script Text:

“scutellum side up.”

	7.
	6.19
	Pronunciation of “imazapyr”
	4.2
	Pronounced “i-maza-pir”

	8.
	9:08
	“Healthy, vigorous growing shoots”
	6.7
	“Healthy, 
vigorous, 
growing shoots.” 
Add a comma/pause between vigorous and growing




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 
Original Text:
	Requested Change (highlight in bold)
Revised Text:

	1.
	Introduction
	More importantly, conventional maize transformation protocols possess a much larger limitation, such that only a limited number of maize genotypes can be transformed5,6.
	More importantly, conventional maize transformation protocols possess a much larger limitation, such that is, only a limited number of maize genotypes can be transformed5,6.

	2.
	Introduction
	… the heat-induced cre-loxP recombination system was built in the T-DNA to remove morphogenic genes …
	… the heat-induced cre-loxP recombination system was built into the T-DNA to remove morphogenic genes …

	3.
	2.3.
	As ear shoots emerge, cover them with a shoot bag as to prevent uncontrolled pollination from occurring.
	As ear shoots emerge, cover them with a shoot bag as to prevent uncontrolled pollination from occurring.

	4.
	2.13.
	Use a spatula (with a ruler) to remove the embryo as described in step 4.7.
	Use a spatula (with a ruler) to remove the embryo as described in step 4.6 4.7.

	5.
	3. Note
	LBA4404(Thy-) is an auxotrophic strain that needs thymidine supply in the growth media.
	LBA4404(Thy-) is an auxotrophic strain that needs thymidine supplied in the growth media.

	4.
	3.4. Note
	… while in the areas with visible colonies the Agrobacteria are in the proper growth phase for infection.
	… while in the areas with visible colonies the bacteria are in the proper growth phase for infection.

	
	4.3.
	Disinfection solution is 1.8 L of 20% commercial bleach (1.65% sodium hypochlorite) and a couple of drops of 0.1% Tween 20.
	Disinfection solution is 1.8 L of 20% commercial bleach (1.65% sodium hypochlorite) and a couple of drops of 0.1% surfactant Tween 20.

	5.
	4.4.1.
	1. It is important that the ears be completely submerged in the bleach solution for 20 min. Move the ears carefully around in the bleach solution occasionally to dislodge air bubbles.
	1. NOTE: It is important that the ears be completely submerged in the bleach solution for 20 min. Move the ears carefully around in the bleach solution occasionally to dislodge air bubbles.

	6.
	4.10.
	This can be achieved by tipping the plate to about a 45° angle and quickly pouring the tube contents onto the plate.
	This can be achieved by tipping placing the plate on the bench to about a 45° angle and quickly pouring the tube contents onto the plate.

	7.
	4.12.
	Incubate the plates at 26 °C in the dark.
	Incubate the plates at 26 – 28°C in the dark.

	8.
	5.1.
	… and place in the 26 °C dark incubator for 1-2 h.
	… and place in the 26 – 28°C dark incubator for 1-2 h.

	9.
	5.1.1.
	1. If unable to attain 70% humidity in an incubator, add a double layer of autoclaved paper towels to the bottom of the plate box and soak with autoclaved water to maintain humidity within the box. Return the plates to the box on top of the paper towels and seal the lid before placing at 45 °C. Use a small digital hygrometer/thermometer to monitor the temperature and humidity.
	1. NOTE: If unable to attain 70% humidity in an incubator, add a double layer of autoclaved paper towels to the bottom of the plate box and soak with autoclaved water to maintain humidity within the box. Return the plates to the box on top of the paper towels and seal the lid before placing at 45 °C. Use a small digital hygrometer/thermometer to monitor the temperature and humidity.

	10.
	5.2
	When transferring, remove coleoptiles using fine tip forceps or surgical scissors, if present.
	When transferring, remove coleoptiles, if present, using fine tip forceps or surgical scissors, if present.

	
	5.5
	
	Add: Note: Carefully remove any callus pieces associated with the plantlet to ensure it is in good contact with the medium. 

	11.
	5.7
	Then transplant individual plant into a 3 in2 (~19 cm2) pot containing a pre-wetted soilless substrate.
	Then tTransplant individual plants into a 3 in2 (~19 cm2) pots containing a pre-wetted soilless substrate.

	12.
	Representative results
	W22 produced the highest imazapyr-resistant shoots, …
	W22 produced the highest frequency of imazapyr-resistant shoots, …

	13.
	Figure 1
	Current size on the PDF file is too small.
	Enlarge Figure 1.

	14.
	Figure 2
	Current size on the PDF file is too large.
	Reduce Figure 2. 

	15.
	Figure 3
	Current size on the PDF file is too large.
	Reduce Figure 3. 

	16.
	Figure 4
	Current size on the PDF file is too small.
	Enlarge Figure 4. 

	17.
	Disclosure
	The authors Morgan McCaw, Minjeong Kang, Jacob Zobrist, and Kan Wang have nothing to disclose.
	The authors Minjeong Kang, Morgan McCaw, Minjeong Kang, Jacob Zobrist, and Kan Wang have nothing to disclose.

	18.
	Acknowledgements
	… by Predictive Plant Phenomics (P3) Program to J.Z.,…
	… by Predictive Plant Phenomics (P3) Research Traineeship Program (National Science Foundation Grant DGE-1545453) to J.Z., …

	19.
	References
	Ref 7, 9, 15. Journal title: Plant Cell
	Ref 7, 9, 15. Journal title: The Plant Cell
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