
Dear Dr. Bajaj,

We like to thank the editorial team and the reviewers for their comments, suggestions and patience. 

We have tried our best to modify the manuscript and the video in accordance with the suggestions and comments. 

Following are our answers to the comments, suggestions and queries made by the production team and the reviewers in a pointwise manner.

We now hope that the modified version of the manuscript and the video will be acceptable in its present form.
 

Editorial and production comments:
Text:
1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached file for revision.

Response: We have retained the style and format.

2. Please address all the specific comments marked in the manuscript.
Response: We have replied to all the comments mentioned in the document.

3. Please make the protocol text more homogenous to the video narration. However, please remember that there can be steps in the protocol text which are not presented/described in the video.
Response: We have tried to make the text more homogenous to the video narration.

4. Please address all the reviewers comments as well.

Response: We have responded to all the comments and suggestions of the reviewers below.

Video:
1. Please reduce the duration of the video below 15 mins by cutting unnecessary content or video clips. It seems the video has a lot of interview statements which can remove and only important interview statements can be used.
Response: We have reduced the duration to around 14:31 minutes.


2. Please change the representative result and data analysis title to Representative result only. 
Response: The title has been changed to Representative result.


Please do not include interviews in this section. This section should show all the representative results figures.
Response: The interview videos have been removed from representative results and rest have been reduced considerably.

3. All interview statements should be confined to the introduction and conclusion section only.
Response: We have kept the interview videos in introduction and conclusion mainly but a small part is there in protocol also.

4. Please change the discussion and conclusion section title to Conclusion only.
Response: We have made the changes.

5. Title Cards:
• 12:20 Please maintain the same style of the chapter title card.
Response: We have changed the style to match the rest of the video.

6. Audio Editing and Pacing:
• Audio levels are a little high. Please decrease the audio level and ensure audio level peaks average around -9 dB.
Response: The MacOS iMovie’s software doesn’t allow us to set average decibel levels. It has a 0-100 scale for audio clips. In the earlier version, the audio level was at 60, which we have now reduced to 45. In case this is also higher please arrange for an online meeting and let us know how can we take care of this problem.

7. Video Editing Content:
• 02:24 Please use the Cross dissolve properly. There seem to be a glitch between three shots
Response: We have made this change.

• 05:46 Please remove the animation on the title card.
Response: The animation has been removed.

• Please use cross dissolve on hard cuts to make the video look smooth.
Response: We have used cross dissolve in all video transitions now.


Once done please ensure that the video is no more than 15 min in length. Please upload the video at: https://www.dropbox.com/request/c1L7FPz2p9nLA43YsQ34?oref=e


Reviewers' comments:
Reviewer #1: 
Concerns: 

1. The authors have responded to most of my concerns, except for two. First, the obvious overexpression of their proteins (Points 7 and 8 in the responses).
Fig 6A is still the image showing extreme overexpression and mislocalization (e.g. the ER) of the proteins. The authors have now added a timeframe for their experiment, which is a 24-hr induction of protein expression, 3 days post infiltration. In my experience, this long timeframe, especially the 24 hrs induction for a transcription factor, will indeed lead to severe overexpression, as is visible in the image.
The authors address my criticism, that such overexpression will ALWAYS lead to positive interactions in a BiFC-assay, by reiterating that they have confirmed the interaction via yeast-two-hybrid assay, and that the positive interaction is therefore not an artifact caused by overexpression. This may well be true, and since the authors do not reveal the identity of their proteins, there is no way to confirm this. But this is beside the point I was trying to make: This protocol is supposed to show users how the experiment is properly performed. And as it is right now, it is teaching potential users to massively overexpress their proteins. And especially for a BiFC assay, this is a big problem. So even is the interactions shown here is indeed unaffected by the severe overexpression, it is still sending the wrong message to potential users.
Response: We have removed the 24 hrs time frame and replaced it with a more flexible (“at different time points”) expression. We have also added a cautionary note (see below and section 3.15 in the revised manuscript; modified regions are highlighted).
However, in our experience, the three-day incubation window works the best because at earlier time points there is a lot of autofluorescence (probably because of cell damage), and fluorescence from both CFP and YFP can be visualized from a very few numbers of cells. A similar incubation timeframe has also been suggested for tobacco and Arabidopsis agroinfiltration protocols by Goto-Yamada et al. (2018; DOI: ﻿10.1007/978-1-4939-7871-7_16) and Zhang et al. (2020; DOI: ﻿10.1016/j.xplc.2020.100028), respectively. In both these papers (like in many others) a 2-5 day post-agroinfiltration incubation time period has been recommended.
3.15 Check a small part of the agro-infiltrated leaf at different time points using a fluorescence microscope. When the fluorescence from both YFP and CFP are detectable in cells, proceed to the confocal microscope for BiFC-FRET FLIM assay. In our case, this analysis was carried out three days after agro-infiltration.

NOTE: Set the post-agroinfiltration period of incubation individually for every promoter and gene combination to avoid overexpression of chimeric proteins used in the BiFC-FRET FLIM assay. The overexpression of the partner proteins may lead to false positive interactions.

The second point concerns the negative control for BiFC. A good negative control is essential for a BiFC experiment, which I have criticized as lacking (Point 9). The authors have now included a proper negative control, but the data is only in an image for me (image 1B for reviewer), while the text says 'Data not shown' (line 350). Given how essential this negative control is for BiFC, I strongly believe that this should be part of the protocol.
Response: The image 1B (for reviewers) has now been added to the manuscript as Supplementary Figure 1. Please see line # 427-435 for Figure legend. The ‘Data not shown’ (Line #471) has been changed to ‘Supplementary Figure 1.’  
 appreciate the use of a scatter plot.
Response: We thank the reviewers for this suggestion. It is a helpful tool, and we have started to use it in other studies also.
Minor point: Reference 20 (Voinnet et al. 2003) is a retracted paper. I see that this change was requested by another reviewer, but a retracted paper must not be cited. An alternative would be http://dx.doi.org/10.1046/j.1365-313X.2003.01803.x which is one of the earliest uses of p19 as silencing suppressor.
We thank the reviewer for his suggestion. In fact we were also hesitating in citing the retracted paper. Reference 20 has been replaced with the suggested paper by Van Der Hoorn et al. (2003)


Reviewer #3: 

Major Concerns:
1. The helper plasmid for the Agrobacterium strain is missing. GV3101 is the chromosomal markers, but you still need a helper plasmid. This is a crucial error that should be addressed. If you have not been selecting for the helper plasmid then you might have been lucky as they are not thrown out soo fast, but it still happens.
Response: We are sorry to have missed out on this correction although we mentioned it in our response. The following has now been added at line #115 “The GV3101 strain has a disarmed Ti plasmid pMP90 (pTiC58DT-DNA) with gentamicin resistance.”
YFP "halves" is incorrect - the YFP is split non-symmetrically.
Response: YFP “halves” on pages 2 and 3 have now been changed to “parts”. See Line # 83 & 109.
Minor Concerns:
Here are my comments/notes on the PDF:
Page: 3: Author: reviewer Subject: Highlight "halves" Date: 13-Aug-21 18:24:18. parts- the section in non-symmetrical !!!
Response: YFP “halves” on pages 2 and 3 have now been changed to “parts”. See Line # 83 & 109.

Page: 4: Author: reviewer Subject: Highlight Date: 13-Aug-21 18:25:07
small q, (QY) can be used, if needed later.
Author: reviewer Subject: Highlight Date: 15-Aug-21 08:38:33
Author: reviewer Subject: Highlight Date: 15-Aug-21 08:42:28
Helper plasmid is missing...
pMP90 (GentR)? pMP90RK (GentR & KanR)? other.....?
the binaries are not mobilized without a helper plasmid ..
Response: ‘Quantum yield’ in line # 93 has been changed to ‘quantum yield (QY)’ 
Step 1.4: Line # 147: (pMP90 (GentR)) has been added


Page: 5: Author: reviewer Subject: Highlight Date: 15-Aug-21 08:41:10
write out - what is RO water?
Response (Step 2.2; Line # 158): ‘RO’ has been replaced with ‘deionized’, as it is essentially tap water filtered by using a combination of sedimentation and reverse osmosis (RO) filters.
Page 5: Author: reviewer Subject: Highlight Date: 15-Aug-21 08:43:13
line 3.8 is not clear. correct. 
Response: Step 3.8 has been changed to “3.8. Mix the cultures of appropriate BiFC and FRET partner containing strains so that the final O.D.  of each culture is 0.5 and that of p19 is 0.3 in a total volume of 2 mL.”
Page: 6: Author: reviewer Subject: Highlight Date: 15-Aug-21 08:45:04
specify the exact model and make here too, not just in the video - line 187: Make of specific microscope needs to be in title of step 5.
Response: JOVE guidelines do not allow the use of any commercial term. Therefore, make of the microscope etc. have not been added. However, these details are listed in “Table of materials”.
Page: 8
Author: reviewer Subject: Highlight Date: 15-Aug-21 08:53:18
extra space after URL
Response (Line # 389): The extra space after the URL has been removed. The line now reads as: “(https://huygens.science.uva.nl/PlotsOfData/; Figure 6C)27”

Page: 10
Author: reviewer Subject: Highlight Date: 15-Aug-21 08:53:58
remember: helper plasmid is missing.
Response: The name and a diagrammatic representation of the helper plasmid has been added in the figure.
Page: 11
Author: reviewer Subject: Highlight Date: 15-Aug-21 08:55:15
line 350: uppercase not needed in (Data not shown)
Response: (Data not shown) has been changed to (Supplementary Figure 1). And the data is shown therein.
Page: 15
Author: reviewer Subject: Sticky Note Date: 15-Aug-21 09:00:32
keep in mind that the YFPc is the last 4 b-strands of 13 aa each, and the YFPn is the rest of the protein.
I also kept saying halves for a long time...but that is inaccurate...the YFPn is a larger tag!
Response (Figure 2): As we could not see the original ‘sticky notes’ on the PDF, we assume that these comments were for Figure 1 or 2. In Figure 1, the YFPn is already shown as slightly larger than YFPc. In Figure 2 (Lower panel), YFPc now has been made smaller than the YFPn.

Page: 17
Author: reviewer Subject: Sticky Note Date: 15-Aug-21 09:01:54
Helper plasmid is missing.
What is going to mobilize your T-DNA into the plant cell? The majority of those are on the helper plasmid in GV3101.
Response: A representation of the helper plasmid pMP90 has been added in Figure 3.


Page: 18
Author: reviewer Subject: Sticky Note Date: 15-Aug-21 09:02:46
you could add an arrow or zappy thing that shows that energy moves from the CFP to the YFP...
or a glow maybe.... as an idea.
Response: Figure 4. Necessary changes have been made in the figure 1 and figure 4 Thank you for the comments.


Page: 19
Author: reviewer Subject: Sticky Note Date: 15-Aug-21 09:05:56
less confusing is the M on your blobby protein and the YFP next to the YFP... same thing for the CFP.
also the graph should be blue, it is a reduction in the lifetime of the CFP and not the YFP
(as well as the brightness of CFP goes down and YFP up - which you could also use even if that is not measured here).
Author: reviewer Subject: Sticky Note Date: 15-Aug-21 09:06:41
see comments about colors on the previous side....
CFP is reduced - should be blue..and then fainter blue.
Response: Thank you for these comments. The figures have been suitably modified.

