
Dear Author(s),
This document is divided into sections in which you can add your comments to the video and voiceover.   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: Conpokal (Near Simultaneous Laser Scanning Confocal and Atomic Force Microscopy (Conpokal) on Live Cells)
Date: September 10, 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

	1.
	1:26
	Onscreen text says: e.g., use stereomicroscope or handheld spyglass
	Text should say (italicize e.g.): e.g., use stereomicroscope or handheld spyglass

	2.
	2:25-2:28
	No onscreen text is present
	Text should say: LUTs being adjusted

	3.
	4:12
	Onscreen text says: Note data for later analysis
	Text should say: Note calibration parameters and outputs for later analysis

	4.
	5:20
	No onscreen text is present
	Text should say: Setting the dwell time too high can increase photobleaching

	5.
	5:42
	Onscreen text says: See in appropriate format and location
	Please remove this text and replace with: Adjust the focus with the microscope knob or the computer mouse
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Other comment: Would it be possible to include the same blue text box in the confocal video comments and representative results video comments as there are in the AFM video comments, where available?

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 or a web link. 

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	1.
	1:01
	Original Script Text:

“Before beginning the analysis, select an appropriate AFM (A-F-M) cantilever for the desired data collection and use gloves, the AFM chip mounting stage, tweezers, and a small screwdriver to mount the tip into the cantilever glass block.”
	2.1
	Rewritten Script Text:

““Before beginning the analysis, select an appropriate AFM (A-F-M) cantilever for the desired data collection and use gloves, the AFM chip mounting stage, tweezers, and a small screwdriver to mount the chip into the glass block.”

	2.
	1:19
	Original Script Text:

“Use the screwdriver to tighten the screw until the tip is snug against the glass block
and use a lens to check that the tip is oriented correctly.”
	2.3
	Rewritten Script Text:

“Use the screwdriver to tighten the screw until the chip is snug against the glass block and use a lens to check that the chip is oriented correctly.”

	3.
	1:29
	Original Script Text:

“When the tip has been properly oriented, place the glass block into the AFM head in
the proper orientation and lock the glass block into place”
	2.4
	Rewritten Script Text:

“When the chip has been properly oriented, place the glass block into the AFM head in
the proper orientation and lock the glass block into place”

	4.
	1:40
	Original Script Text:

“After locating the bottom of the calibration dish by brightfield confocal microscopy, use the AFM system z stepper motor control panel to move the AFM cantilever 2000 microns above the sample.”
	2.5
	Rewritten Script Text:

“After locating the bottom of the calibration dish by brightfield microscopy, use the AFM system z stepper motor control panel to move the AFM cantilever 2000 microns above the sample.”

	5.
	Video cue: 1.54-2.15

Audio cue: 1.55-2.06

	Modifying audio cues and video cues (voice over language is correct)
	2.8
	The voice over from 1:55-2:06 should be applied to the video cue that occurs from 1.54-2.15.

Video cue: 1.54-2.15
Audio cue: 1.55-2.06

Voice over should use some of shotlist step 2.8, "Using brightfield illumination and the z-stepper motor control panel, slowly lower the AFM chip to the bottom of the glass dish in steps of 100 to 200 microns to avoid crashing the AFM tip into the Petri dish."

	6.
	Video cue: 2.15-2.25

Audio cue: 2.07-2.14
	Modifying audio cues and video cues (voice over language is correct)
	2.8
	The voice over from 2.07-2.14 should be applied to the video cue that occurs from 2.15-2.25.

Video cue: 2.15-2.25
Audio cue: 2.07-2.14

Voice over should use some of shotlist step 2.8, "Watch for a shadow to appear in the microscope software view, which indicates that the AFM tip is getting closer to the bottom of the dish."

	7.
	Video cue: 2.25-2.41

Audio cue: 2.38-2.43
	Modifying audio cues and video cues (voice over language is correct)
	2.10
	The voice over from 2.38-2.43 should be applied to the video cue that occurs from 2.25-2.42.

Video cue: 2.25-2.41
Audio cue: 2.38-2.43

Voice over should use shotlist step 2.10, "Continue using small steps to lower the AFM tip until the tip is mostly in-focus."

	8.
	Video cue: 2.41-2.45

Audio cue: 2.15-2.36
	Modifying audio cues and video cues (voice over language is correct)
	2.9
	The voice over from 2.15-2.36 should be applied to the video cue that occurs from 2.41-2.56. (Please note, we recognize that the time it takes to say the audio cue is not as long as the video cue. We observe that it will be most helpful to explain moving the manual micrometers at the time when it is done, which occurs at 2:42-2:45, which is why we prefer this audio cue to overlap with the video cue. Please adjust this as you see necessary.)

Video cue: 2.41-2.45
Audio cue: 2.15-2.36

Voice over should use shotlist step 2.9, "Locate the manual micrometers that control x-y or in-plane motion of the AFM head on the instrument platform. As the shadow from the AFM cantilever becomes darker and the shape becomes sharper, use the manual micrometers to correct the AFM head and adjust the position of the AFM cantilever within the field of view. At this time, the look up tables may need to be adjusted."

	9.
	4:52
	Original Script Text:

“Turn on one or multiple laser lines to excite and image those features in the sample
and set the gain to a value that optimizes the sample fluorescence but limits the amount of noise.”
	3.2
	Rewritten Script Text:

“Select one or multiple laser lines to excite and image those features in the sample and set the gain to a value that optimizes the sample fluorescence but limits the amount of noise.”

	10.
	5:04
	Original Script Text:

“Adjust the laser power to avoid saturated pixels while maximizing the dynamic range
and set the pinhole size to 1 Airy unit to maximize the resolution for the optical sectioning.”
	3.3
	Rewritten Script Text:

“Adjust the laser power to avoid saturated pixels while maximizing the dynamic range and set the pinhole size to about 1 Airy unit to maximize the resolution for the optical sectioning. If needed, adjust the values based on the sample brightness.”

	11.
	5:15
	Original Script Text:

“To set the pixel dwell time, begin with a 2-microsecond dwell time and adjust to
reflect the sample brightness as needed.”
	3.4
	Rewritten Script Text:

“To set the pixel dwell time, begin with about a 2-microsecond dwell time and adjust to reflect the sample brightness as needed.”

	12.
	5:41
	Original Script Text:

“Use the focus knob to zoom in and out to locate the optimal field of view in the
sample and use the Capture button to capture images. Using the panel which
controls the pixel size via the Nyquist option, reduce the area size of the scan to only
envelop a single cell.”
	3.7
	Rewritten Script Text:

“Use the focus knob to locate the focal plane representing the sample’s features in its clearest form, the scan button to begin data collection, and the capture button to capture a 2-dimensional image. Using the panel which controls the pixel size via the Nyquist option, reduce the area size of the scan to only envelop a single cell.”

	13.
	6:15
	Original Script Text:

“If a priori knowledge of the sample’s thickness exists, select the brightest, sharpest middle plane to define the volume and set the top to half the sample thickness above the middle plane and the bottom to half the thickness below the middle plane.”
	3.9
	Rewritten Script Text:

“Alternatively, if a priori knowledge of the sample’s thickness exists, select the brightest, sharpest middle plane, by adjusting the focus, to define the volume and set the top to half the sample thickness above the middle plane and the bottom to half the thickness below the middle plane, then select the appropriate step size.”

	14.
	6:43
	Original Script Text:

“At the end of the analysis, wear gloves while removing the AFM chip holder and
place the holder into the mounting station.”
	4.1
	Rewritten Script Text:

“At the end of the experiment, wear gloves while removing the glass block and place it into the mounting station.”

	15.
	7:38
	Original Script Text:

“In this image, black pixels appeared at the apex of the cell, indicating that the AFM
piezo was out of range due to a large cell height.”
	
	Rewritten Script Text (pronunciation):

“In this image, black pixels appeared at the apex of the cell, indicating that the AFM piezo (pronounced pee-ay-zow, the Google pronunciation at this link is accurate) was out of range due to a large cell height.”
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