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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: In Situ Microscopy for Real-time Determination of Single-cell Morphology in Bioprocesses
Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
	Affiliation
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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.
	4:54 to 5:07
	A zoom in has been done for capture “57823_4.3.2”.
	Please show all the graph (zoom out) between 4:54 to 5:07

	2.
	5:10
	Onscreen text says: „ON-LINE (BY-PASS) MEASUREMENT”
	Text should say: “ON-LINE MEASUREMENT”

	3.
	5:35 to 5:40
	This part can be cut out.
	The inoculation of the culture can start then earlier, at 5:35 (and until 5:40). Only show 5 seconds of the actual video (in between 5:40 and 5:45).

	4.
	5:47 to 5:50
	Remove the video showed in between 5:45 and 5:50 

	Show the following parts (then starting at 5:40 according to the comment above), one after the other, while saying: “The monitoring provides online data of cell sizes and shapes of different cell morphologies during the entire fermentation. The real-time results can be formatted in various ways and also be exported for further analysis.” (around 12sec)
Capture 57823_5.2.3_start_2h ( from (and including) 00:06 to 00:10 (and including)
Capture 57823_5.2.3_timestamp_8h (
From (and including) 00:09 to 00:13 (and including)
Capture 57823_5.2.3_timestamp_12h (
From (and including) 00:11 to 00:15 (and including)



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.
	5:45 
	Original Script Text: 

delete this:

…”until image acquisition is ended by pushing the stop button” 

	
	Rewritten Script Text:

After: “… and automatically identifies them for analysis.” continue with a new sentence:

“The monitoring provides online data of cell sizes and shapes of different cell morphologies during the entire fermentation. The real-time results can be formatted in various ways and also be exported for further analysis.” (around 12sec)




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.     ( There are major structural changes, since the order of some sections have been changed by the Jove Editor – we, the authors, have rearranged the order partly according to the Video sequence order.
	
	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.
	Introduction
	Step says “Therefore, the light originates from the opposite side of the camera9.”
	Please correct to “Therefore, the light originates from the opposite side of the camera9
 and its intensity can be adjusted.”

	2.
	PROTOCOL
NOTE:
	Step says “A detailed description of tools and steps is given in the corresponding manual.”
	Please correct to “A detailed description of tools and steps is given in the corresponding probe manual from SOPAT GmbH.”

	3.
	1.1
	Step says “In this case, choose 65 g L-1 of dry "biomass concentration for S. cerevisiae cultivations.”
	Please correct to “In this case, 65 gL-1 of dry biomass concentration was chosen for S. cerevisiae cultivations.”


	4.
	2.2
	Step says “Open the graphical user interface Probe Controller in the dashboard.”
	Please correct to “Open the graphical user interface Probe Control in the SOPAT dashboard.”


	5.
	2.4
	Step says “Open the tab Probe control and adjust the desired stroboscope intensity according to step 1.”
	Please correct to “Press the Play button to start streaming (Live View).”



	6.
	2.5 
	Step says “Press the Play button to start streaming (Live View).”
	Please correct to “Clean the measurement gap by spraying ethanol into the gap and carefully wipe any dust or dirt with an optical paper. Check that the glass of the sensor is free of particles with the Live View in the CamControl.

Note: Particles and dust disturb measurements and the automatic cell identification.”

	7.
	2.6
	Step says “Clean the measurement gap by spraying ethanol into the gap and carefully wipe any dust or dirt with an optical paper. Check that the glass of the sensor is free of particles with the Live View in the CamControl.
NOTE: Particles and dust disturb measurements and the automatic cell identification.”
	Please correct to “Place a dry optical paper in the measurement gap. Open the tab Probe control and adjust the stroboscope intensity in order to visualize the paper. Turn the binding screw until the single fibers of the paper are clearly seen.”


	8.
	2.7
	Step says “Place a dry optical paper in the measurement gap and move the focus manually. Turn the binding screw until the single fibers of the paper are clearly seen.”
	Please correct to “Fill a tube with culture broth. Dip the microscope in the culture broth so that the gap is fully covered with cell suspension. Open the tab Probe control and adjust the desired stroboscope intensity according to section 1. Focus on the cells by fine-tuning the focus binding screw. The focus must not be changed anymore during the experiment.

Note: 5-6 mL are added to a 50 mL conical centrifugal tube to float the measuring gap sufficiently.”

	9.
	2.8
	Step says “Fill a tube with culture broth. Dip the microscope in the culture broth so that the gap is fully covered with cell suspension and focus on the cells by fine-tuning the focus binding screw. The focus must not be changed anymore during the experiment.
NOTE: 5-6 mL of culture broth are added to a 50 mL conical centrifugal tube to float the measuring gap sufficiently.”
	Please correct to “Define the number of frames per time point [-] in the user interface in the menu Triggering in the GUI Frames per trigger. Set the number of frames to 200 frames per trigger.

Note: The number of frames can be reduced to the lowest value, which is necessary for a statistical reliable result. This depends on the sample size required to obtain a representative morphological cell size distribution (see also section 5).”


	10.
	2.9
	Step says “Define the number of frames per time point [-] in the user interface in the menu Triggering in the GUI Frames per trigger. Set the number of frames to 200 frames per trigger.
NOTE: The number of frames can be reduced to the lowest value, which is necessary for a statistical reliable result. This depends on the sample size required to obtain a representative morphological cell size distribution (see also step 5).”
	Please correct to “Define the frame rate [Hz] in the menu Triggering in the GUI Frame rate. Choose a frame rate that guarantees that moving particles from a previous frame will not appear in the following frame.

Note: This can be proven with a test trigger with 200 frames. Inspect the images for particles, which are captured repeatedly. If this is the case, decrease the frame rate. For off line measurements, 1 Hz is recommended.”


	11.
	2.10
	Step says “Define the frame rate [Hz] in the menu Triggering in the GUI Frame rate. Choose a frame rate that guarantees that moving particles from a previous frame will not appear in the following frame.
NOTE: This can be proven with a test trigger with 200 frames. Inspect the images for particles, which are captured repeatedly. If this is the case, decrease the frame rate. For off line measurements, 1 Hz is recommended.”
	Please correct to “Set the directory, in which the acquired images will be saved, in the menu General.”

	12.
	2.11
	Step says “Set the directory, in which the acquired images will be saved, in the menu General.”
	Please correct to “Perform an image acquisition by activating the Start image trigger acquisition button. Move the tube with culture suspension gently up and down to induce a flow through the measuring gap.”

	13.
	2.12
	Step says “Perform an image acquisition by activating the Start image trigger acquisition button. Move the tube with culture suspension gently up and down to induce a flow through the measuring gap.”
	Please correct to “Repeat step 2.5 after each measurement.” 



	14.
	2.13
	Step says “Repeat step 2.6 after each measurement.”
	Please correct to “Check the acquired images. Cells have to be sharp enough for annotation. Inspect the images for particles, which are captured repeatedly. If this is the case, decrease the frame rate.”

	15.
	2.14
	Step says “Check the acquired images. Cells have to be sharp enough for annotation. Inspect the images for particles, which are captured repeatedly. If this is the case, decrease the frame rate.”
	Please correct to “Save the settings by selecting the following pathway: C:\Program Files\SOPAT GmbH\monitoringPrograms\camcontrol, and press Save.”


	16.
	2.15
	Step says “Save the settings by selecting the following pathway: C:\Program Files\SOPAT GmbH\monitoringPrograms\camcontrol, and press Save”
	This point can be deleted.

	17.
	4.2
	Set the amplitude of the confidence interval or the desired accuracy in relation to the expected variance of measurements.
	Set the amplitude of the confidence interval or the desired accuracy in relation to the expected variance of measurements (e).

	18.
	3
	Point 3 is about ( On Line (By-Pass) or In Line Measurement
	Point 3 is about ( Particle identification


	19.
	4
	Point 4 is about ( Particle Identification
	Point 4 is about ( Sample size quantification


	20.
	5
	Point 5 is about ( Sample Size Quantification
	Point 5 is about ( On line (by-pass) or in line measurement
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