Dear Author,

This document is divided into a number of sections in which you can add your comments to the video, voiceover, online text, and .pdf.   Please be aware that our policy is to do a single complementary 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, transparent, and where appropriate, specifically reference a time-point in the video or step in the written section.   

Have fun!

Project Name: Measuring the Osmotic Water Permeability Coefficient (Pf) of Spherical Cells: Isolated Plant Protoplasts as an Example

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


Video Comments:

Please fill in any comments you wish to make in the “comment” column and insert the time-code that references the video at the time of the mistake in the “time-code” column.   Also, please make suggestions to correct the mistake.   For example it is not enough to say that 0.25 mM Fluo-4 is incorrect.  You must suggest the correct concentration.   If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE VOICEOVER HERE.  PLEASE DO THIS IN THE NEXT SECTION.

	Time-code
	Comment
	Suggestion 

	
	An OVERVIEW (numbers are time points in the running video, unless indicated otherwise)
	
	

	1.
	00:13
	Animation: here missing a title “part I” before the animation starts (i.e., before the leaf and blade appear); this is unlike in all subsequent parts which start with “Part II.”, etc….
	Add a page with: “Part I. An overview” (or “Introduction”) 

	2.
	00:15 – 00:18 
	An indication is missing of an important step: peeling off of the lower epidermis before cutting the leaf pieces.
	a. Add a title to the image:

“Leaf pieces without lower epidermis”;
b. Have the leaf show  a darker patch from which the piece will be cut (the darker region: slightly larger than the piece, may have an irregular shape) ; 
c. Color similarly (darker) the cut leaf piece.  

	3.
	00:19 – 00:20
	Not clear what solution specifically these drops signify
	Add a title to the image with blue drops: 

“Isotonic solution”

	4.
	00:21-00:23
	Change of solution is most likely unnoticed (from blue to brownish)
	Add a title to the image of the bath: 

“Incubation in enzyme solution”

	5.
	00:24 -00:25
	Change of  solution is most likely unnoticed (brownish back to blue)
	Add a title: 

“Wash in isotonic solution”

	6.
	00:26 - 0:33
	To clarify what this green stuff is  - 
	Add a title: 

“Protoplasts”

	7.
	00:28 - 00:32
	Wrong kind of a tip is used on the pipettor here, when dealing with protoplasts –  a sharp one instead of one that has been clipped off 
	Redraw the tip to show a clipped-off tip end (flat end);  for proportions – see the real image in the video, at time point 3: 29

	8.
	00:37 
	Missing: the pasting of the cover slip onto a grease ring on the slide bottom – see video time point 4:12 (sorry, our fault).
Also: The pipette tip is shown wrongly smearing yellow color (the “glue”) on the dashed rectangular contour, which is the contour of the coverslip beneath, and not of the chamber itself.
	After the words “prepare the experimental chamber”,
insert voice (see the audio table below):“attach a coverslip to the bottom of the slide using silicon grease. Then…”. 
Accompany this by the appearance of the dashed rectangle on the slide (the slide should be shown first without this rectangle). 
Subsequently, while the voice says ”Then, coat the chamber bottom…”, show the sharp pipette tip smearing  yellow inside the central oval chamber.  

	9.
	00:43 – 00:50
	Same  as item  7 
	Same  as item  7 

	----------
	End of the overview
	--------------------------------
	------------------------------

	10.
	4:06
	[Script:3.1]  Mismatch of voice and image:  image precedes the voice: 

Take 3.1.5 MED, opening of the isotonic solution flow (the left valve turned to vertical) comes too early, coinciding wrongly with the voice talking about closing the hypotonic solution flow (central valve turned to horizontal).
This is confusing. 
	Two ways to try to solve this:

a. either show the closure of the central valve instead of the left valve (if 3.1.4 MED does contain it, but not shown here), or 
b. delay showing the opening  of the left valve (isotonic) until the voice starts saying “repeat for the isotonic solution”

	11.
	4:30-4:42
	[Script: 3.3] Mismatch of voice and image: the voice still continues: “use the pipette tip to spread….”, while the viewer already sees a syringe with a needle beginning to rinse.
	Delay showing the syringe with the needle until after the voice says: “wait for one to two minutes, rinse…”  

	12.
	5:30-5:33
	[Script:3.6.2]  The image shown is not appropriate (sorry, it’s us )
	Show instead LAB MEDIA X(1) (see the 3.6.2 file name of the image beneath the Table)

	
	5:34 – 5:42
	[Script: 3.7]  Mismatch of voice and image: the voice talks about details of recording while the images show perfusion – and a funny coincidence: the voice talks about 1 image per sec while the video shows 1 mL/min reading on the pump – confusing…
	Stall the LAB MEDIA X(1) (3.6.2)  while the voice says:  “Record a 60 –second video… …1 image per second, or 1 Hz”

	13.
	5:46 -5:48
	[Script: 3.7] Mismatch of voice and image (Cont.):
voice is delayed: opening of the left valve precedes the voice mention of start of flush with isotonic solution; a switch of solutions precedes the voice command “switch”. 
	Synchronize take 3.7.1 (the left valve is opened) with voice: “Start the recording with a 15-second wash of the isotonic solution”.
Synchronize take 3.7.2 (both hands turn valves) with voice:  “switch”

	14
	7:51-7:55
	[Script: 5.2]  Mismatch of voice and image: the voice is delayed after the images
	Stall the first image of the open right-hand valve (under the blue tubing) until the voice completes: 
“start the recording with 15 seconds of Indicator Dye,”  
 then synchronize take 5.2.2. (both hands on valves) with: “and then switch…” 

	15.
	9:32
9.34
	 [Script 5.8] Mismatch of voice and image: 
a. this image – 6 black columns and two red columns – stays  too briefly
b. this image –two red columns  – appears too fast
	a. This image should stay on until the voice finishes saying “multiplying the image sequential number by point one”

b. It should appear  only when the voice says: “Save the average time course…”

	16.
	9:44
	[Script 5.9] This image – a listing which includes the PfFit – and voice are synchronized,  BUT they start TOO FAST after the previous part
	Just remain silent for 2-3 sec while this image is on (stall the image if needed)
Then start the voice: 

“To compute…”

	17.
	9:59
	[Script 5.10] The image of the Indicator Dye panel and the voice do come together,  BUT TOO FAST after the previous part
	Just stall the image of 9:57, and after …”in the protocol text”, remain silent for 2-3 s.
Only then show the 9:59 image and say:  
“In the indicator fit panel…”

	18.
	10:34
	[Script 6.1] This image (6.1.1; a computer screen) is unecesssary
	*Remove (MED 6.1.1)
*The voice “the water permeability coefficient”  should coincide with start of SCREEN 6.1.2. 
*Synchronize “switch to the ‘Volume Fit’ panel”

with the pressing on the “VolumeFit” tab

	19.
	12:00
	[Script7.1.1]  we would like the image to have a title 
	Replace with a new Lab Media 7.1.1 provided 

X(2)

	20.
	12:28
	[Script 7.2] This image (7.2.1 LAB MEDIA (panel A of Fig 8,  

51652fig8highres.jpg)  --

lacks X axis labels&name
	A corrected NEW FIG 8 should replace the old Fig 8 and 51652NEWfig8highres.jpg should replace the old
51652fig8highres.jpg

	21.
	12:36
	[Script 7.2] This image (7.2.2 LAB MEDIA (panel B of Fig 8) 

51652fig8highres.jpg)  --

lacks X axis name
	A corrected NEW FIG 8 should replace the old Fig 8 and 51652NEWfig8highres.jpg should replace the old

51652fig8highres.jpg


X(1)   3-6-2-SCREEN_ProtoplastsAsSeenOnTheComputerScreenDuringRecording”. 
A NEW file in ppt format.
X(2)   7-1-1-LAB MEDIA_protoplasts-w-GFP_51652(fig7BASED)
A NEW file in ppt format.
Audio Comments:

This section is used to specify the changes that need to be made to the voiceover.   Please specify time code where each mistake in the voiceover occurs, your comment, the step in the script that needs to be changed, and the corrected text.  Please include the entire step from the script in last column with the corrected text in bold.  If there is a pronunciation change, please provide a phonetic pronunciation key.  

EX: 

Restinosis – (Reese-tin-oh-sis)

	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	1.
	00:18-00:21
	In P1
	PART A – 

Conceptual Narrative – 


	(*) Cut out a piece from a leaf without abaxial epidermis, and put it on an isotonic solution.

	2.
	00:21-00:23
	In P1
	PART A – 

Conceptual Narrative – 


	(*)  Transfer the pieces to an enzymatic solution and incubate for 20 minutes in 28 degrees Celsius.

	3.
	00:23-00:25
	In P1
	PART A – 

Conceptual Narrative – 
	(*) then, to a fresh isotonic solution.

	4.
	00:26-00:32
	In P1
	PART A – 

Conceptual Narrative – 
	(*) Collect the protoplasts-containing solution with a clipped-off tip.

	(*)  items 1-4  are newly added requests for voice-over during the quiet schematic overview


	5.
	00:37
	In P2 
SEE ITEM 8 in the VIDEO COMMENTS ABOVE

	PART A – 

Conceptual Narrative – 


	 “As a second step, prepare an experimental chamber: attach a coverslip to the bottom of the slide using silicon grease. Then coat the chamber bottom with a positive-charge-bearing ‘glue’ and fill the chamber with an isotonic solution.”

	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	6.
	1:13
	“Results are obtained showing….  based on numerical analyses.” This sentence (voice) implies that only one type of result is possible; 
but it is important to emphasize that this specific result is just an xample;
THIS IS WHY WE ASK TO MODIFY  THE READ TEXT
	PART A – 

Conceptual Narrative – 

P4

	 Based on the numerical analyses, results are obtained that show differences in Pf, induced, for example, by expression of different aquaporin genes. 


	End of overview

	7.
	2:23
	Unsuitable wording used: “place the squares” –  the pieces shown in reality aren’t squares!
	2.3
	Peel the abaxial, or lower, Arabidopsis leaf epidermis and cut the peeled leaf into squares of about 4x4 mm. Place the small pieces on the isotonic solution drops with the exposed abaxial side faced down and touching the solution.

	8.
	2:32 -2:43
	Mistake: 
 “7.5 mg” is a mistake, 

Also, the method of mixing shown is different from the voiced one
	2.4
	Next dissolve 5.7 mg of the enzyme mix in 165 µL of isotonic solution in a 1.5-mL tube and mix gently by pipetting for a minute or so until dissolved. Place several similar drops of the enzymatic solution in the same Petri dish.

	(Cont. on next page.)



	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	9.
	4:14
	This wording sounds now not so accurate (sorry – it’s us): “…onto the bottom of the chamber within the plexiglass slide”
	3.2
	Seal a coverslip, using silicone grease, to make a bottom for the chamber within the plexiglass slide.



	10.
	7:05

7:07

7:11
	Mismatch of voice and image: a. the image showing just the three black columns –  disappears too quickly. It should stay until the voice finishes saying: 

 “before sorting.”
b. the image showing 3 black columns plus one red – should start with voice: “One of these…”

and end with: “square micrometers (in red).”. 
c. The image showing one black and one red column should start simultaneously with “Each time course…”

	4.5
	“The analysis is done frame by frame; therefore in the case of more than one cell, sorting is needed to separate the lines belonging to each cell. Here, the three time courses are shown in an Excel sheet before sorting. 
One of these is shown after sorting, with the area values converted from pixels to square micrometers (in red).
 Each time course is then exported to a separate text file.

	(Cont. on next page.)


	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	11.
	9:05
	Wrong  wording: “around the new row of images” 
	5.7
	Draw a 1 pixel-high horizontal rectangle anywhere along the whole row of images and click ‘Analyze’ in the ImageJ main panel. Next click ‘plot profile’ in the dropdown menu.


	12.
	10:10
	Initialization of “width and t_half” is not  shown


	5.10
	In the ‘Indicator Fit' panel, import the data of the mean time course of the Indicator Dye transmittance. Enter manually the current experiment parameters. The initial guesses of the parameters ‘width’ and ‘t_half’ describing the time course of the Indicator Dye concen-tration also may be changed.

	(Cont. on next page.)


	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	13.
	10:52-
11:11 
11:22
	Mismatch of voice with the shown order of action;  
* The text for voice over has been rewritten here
* SHOW THE WHOLE VolumeFit PANEL, including the RUN button (SCREEN 6.2.3), SYNCHRONOUSLY with the WORDS “click run”

* Synchronize the words ”eyeball the interim figure” with the first appearance 

of the grid figure with the black-dotted line 
* then keep the synchronization between adjusting the delay value  in the panel and the voice
	6.2 
	Chose the model ‘Class’: start with II. The Pf parameters: Pf, SlopePf and Delay need to be initialized, for example, as shown, but other values are also possible. Mark ‘checks’ for all three parameters to be fitted. 
Click ‘Run’, then 
eyeball the interim figure 
and adjust the Delay parameter, if needed.




Text Protocol:

Please use this table to address changes that need to be made to the text.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol (major structural changes or more than 10 spelling or grammatical mistakes), we will require re-upload of the entire document.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	2.2 
	 “…cut the peeled leaf  into suares of about 4x4 mm, then place the squares…”
	Don’t change this idealized instructions, although in the video the wording has been adjusted to match the non-squared pieces shown…

	3.
	2.3
	[Scipt2.4]the enzyme  mixing method shown is not by tapping
	“mix gently by pipetting for a minute or so until dissolved.”

	4.
	3.2
	[Scipt2.4] the wording was inaccurate, possibly confusing
	“Seal a coverslip, using silicone grease, to make a bottom for the chamber within the plexiglass slide.”

	5.
	4.3
	[Script 4.5] The video script fortunately introduced this step relevant for two or more cells analyzed simultaneously. 
	A new step introduced now:
4.3) To separate the lines belonging to each cell (which – if two or more cells were analyzed simultaneously – will be intertwined, because the analysis is done frame by frame), in Excel, sort the saved data by the cell number column (‘object’). 
Step 4.3 becomes 4.4,  and is modified in the same vein: 
”Save the areas time course (for each cell sepa-rately) as a text file…”

	
	Step in Protocol
	Comment
	Suggestion

	6.
	5.6.2
	[Script 5.7] inappropriate choice of  a word:”across”
	change to: “anywhere along” 

	7.
	5.6.3
	Missing hyphen in “steady state”
	Correct to: “steady-state” 

	8.
	ACKNOWLEDGMENTS:
	To better conform to the style dictated by the funding agency
	Correct to: and to NM (Grant # 1312/12).

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	13.
	
	
	


.PDF

Please use this table to address changes that need to be made to the pdf.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol, we will require re-upload of the entire document.     

	
	Step in Protocol
	Comment
	Suggestion

	1.
	The text protocol itself
	Has various corrections as in the TEXT comments Table above,  +   corrections of affiliations of  FC and XD,   +  in acknowledgement
	Should be replaced with a new version

	2.
	Fig. 8 
	Is now amended
	Should be replaced

	3.
	Acknowledgements 
	Is now amended
	Should be replaced

	4.
	The Table of materials
	It is unreadable, as is, and  reviewers had  already complained about this. format
	Should be placed in a landscape layout, and its WIDTH - made to fit a single page HEIGHT.

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	13.
	
	
	


