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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 Monitoring of Transiently Formed Molecular Chaperone Assemblies in Bacteria, Yeast and Human Cells

Date: 06-08-2019
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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.
	1:02
	Onscreen text displays as HELA cells  
	Text should be corrected to HeLa cells

	2.
	1:10
	Shot used is of step 2.1.4 – while the step of the protocol/audio is of step 2.1.2
	Please change shot to shot made for step 2.1.2.

	3.
	1:21
	Audio is at step 2.1.4 of the protocol, while shot shown is of 2.1.3.
	Please change to shot 2.1.4 (Shot mentioned in comment above is fine here)

	4.
	2:35
	Onscreen text displays as S.CEREVISIAE
	Text should be corrected to S. cerevisiae

	5.
	5:06
	The shot shown is from step 2.2.1 – we made different shots for the steps during the PLA phase of the protocol from 4.1.2
	Please change shot shown to shot 4.1.2. (shot is used correctly at 4.3.2 and 4.4.2)

	6.
	5:26
	Same as above: The shot shown is from step 2.2.1 – we made different shots for the steps during the PLA phase of the protocol from 4.1.2
	Please change shot shown to shot 4.2.2 (shot is used correctly at 4.3.2 and 4.4.2)
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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.
	1:13 
	Add 100 microliters of sterile and filtered 0.01% poly-L-lysine to each well
	2.1
	Add 100 microliters of sterile and filtered 0.0001% poly-L-lysine to each well

	2.
	3:03
	Original script text: “Then, add 550 microliters of 37% paraformaldehyde for a final concentration of 4%”
	3.2
	Then, add 550 microliters of 37% formaldehyde for a final concentration of 4%

	3.
	3:33
	Meanwhile, prepare the diagnostic slides by adding 100 microliters of 0.01% poly-L-lysine solution to each well each well
	3.4
	Meanwhile, prepare the diagnostic slides by adding 100 microliters of 0.0001% poly-L-lysine solution to each well

	4.
	4:14
	To digest the cell wall, pellet the cells again and resuspend the cells in 250 microliters of freshly prepared Lyticase (pronounce like this) solution
	3.6
	To digest the cell wall, pellet the cells again and resuspend the cells in 250 microliters of freshly prepared Lyticase (pronounce like this: lyt-ic-ase) solution
Please pronounce lyticase as indicated in the hyperlink
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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
	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.
	1.1
	Step says: Prepare the following materials: PBS (137 mM NaCl, 2.7 mM KCl, 10 mM Na2HPO4, 1.8 mM KH2PO4), pH 7.4; DMEM, supplemented with 10% FCS and 1% Pen-Strep; 4% paraformaldehyde in PBS*; 0.5% Triton-X100 in PBS; TBS-T (150 mM NaCl, 20 mM Tris, 0,05% Tween), pH 7.4; 0.01% sterile poly-L-Lysine solution, sterile; 10-well diagnostic slides; a humid chamber; tissue paper; and Coplin slide-staining jars.
	Please change to: Prepare the following materials: PBS (137 mM NaCl, 2.7 mM KCl, 10 mM Na2HPO4, 1.8 mM KH2PO4), pH 7.4; DMEM, supplemented with 10% FCS and 1% Pen-Strep; 4% paraformaldehyde in PBS*; 0.5% Triton-X100 in PBS; TBS-T (150 mM NaCl, 20 mM Tris, 0,05% Tween), pH 7.4; 0.0001% sterile poly-L-Lysine solution; 10-well diagnostic slides; a humid chamber; tissue paper; and Coplin slide-staining jars.

	2.
	1.1.1
	Step: Prepare a humid chamber by covering the bottom of a closed box with wet tissues. Place the humid chamber at 37 °C before starting the experiment, to ensure that the chamber temperature is at 37 °C while incubating the enzymatic reactions.


	This step should be step 1.2, instead of 1.1.1. All subsequent steps should be changed after that as well (So 1.2 -> 1.3 , 1.3 -> 1.4, etc.)

	3.
	1.2
	Step says: Dissociate adherent cells are dissociated using 0.05% Trypsin-EDTA
	Please change to: Dissociate adherent cells using 0.05% Trypsin-EDTA

	4.
	1.2
	Step says: After addition of DMEM to dissociated cells, count 
	Please change to: After addition of fresh DMEM to dissociated cells, count 

	5.
	1.4
	Step says: Add 100 µL of sterile filtered 0.01% poly-L-lysine
	Please change to: Add 100 µL of sterile filtered 0.0001% poly-L-lysine

	6.
	1.4
	Step says: Wash away excess poly-L-lysine by washing each well 3X with 50 µL sterile water.
	Please change to: Wash away excess poly-L-lysine by washing each well 3x with 50 µL sterile water.

	7.
	1.7 
	Step says: Remove medium by placing tissue paper at the edge of the well
	Please change to: Remove medium by placing a tissue paper at the edge of the well

	8.
	2.1 
	1. Step says: Prepare the following materials: 100 mM KPO4, pH 6.5, referred to as Wash Buffer; 37% formaldehyde; 4% paraformaldehyde in 100 mM KPO4, pH 6.5; 1.2 M sorbitol in 100 mM KPO4, pH 6.5; lyticase solution (500 µg/mL lyticase, 20 mM β-mercaptoethanol, 100 mM KPO4, pH 6.5); 0.01% poly-L-Lysine solution; 1% Triton-X100 in 100 mM KPO4, pH 6.5; 10-well diagnostic slides; a humid chamber (prepared as in step 1.1.1); tissue paper; and Coplin slide-staining jars.
NOTE: To ensure optimal fixation efficiency, paraformaldehyde solutions should be prepared fresh before every experiment.


	1. Please change to: Prepare the following materials: 100 mM KPO4, pH 6.5, referred to as Wash Buffer; 37% formaldehyde; 4% paraformaldehyde in 100 mM KPO4, pH 6.5; 1.2 M sorbitol in 100 mM KPO4, pH 6.5; lyticase solution (500 µg/mL lyticase, 20 mM β-mercaptoethanol, 100 mM KPO4, pH 6.5); 0.0001% poly-L-Lysine solution; 1% Triton-X100 in 100 mM KPO4, pH 6.5; 10-well diagnostic slides; a humid chamber (prepared as in step 1.1.1); tissue paper; and Coplin slide-staining jars.
NOTE: To ensure optimal fixation efficiency, paraformaldehyde solutions should be prepared fresh before every experiment.



	9.
	3.1
	1. Step says: Prepare the following materials: PBS-T (140 mM NaCl, 2 mM KCl, 8 mM K2HPO4, 1.5 mM KH2PO4, 0.05% Tween-20), pH 7.4; lysozyme solution (2 mg/mL lysozyme, 25 mM Tris-HCl pH 8.0, 50 mM Glucose, 10 mM EDTA); 0.01% poly-L-Lysine solution; 99% ice-cold methanol; 99% room temperature methanol; 99% acetone; 10-well diagnostic slides; a humid chamber (prepared as in step 1.1.1); tissue paper; and Coplin slide-staining jars.


	1. Please change to Prepare the following materials: PBS-T (140 mM NaCl, 2 mM KCl, 8 mM K2HPO4, 1.5 mM KH2PO4, 0.05% Tween-20), pH 7.4; lysozyme solution (2 mg/mL lysozyme, 25 mM Tris-HCl pH 8.0, 50 mM Glucose, 10 mM EDTA); 0.0001% poly-L-Lysine solution; 99% ice-cold methanol; 99% room temperature methanol; 99% acetone; 10-well diagnostic slides; a humid chamber (prepared as in step 1.1.1); tissue paper; and Coplin slide-staining jars.



	10.
	3.4
	Step says: Approximately 15 min before cells reach an OD600 of 0.4, prepare poly-L-lysine coated slides by adding 100 µL of 0.01% poly-L-lysine to each well. Incubate the slides for 30 min at room temperature.


	1. Please change to: Approximately 15 min before cells reach an OD600 of 0.4, prepare poly-L-lysine coated slides by adding 100 µL of 0.0001% poly-L-lysine to each well. Incubate the slides for 30 min at room temperature.



	11.
	4.6
	1. Step says: During the wash steps, dilute 5x secondary antibody probes, anti-rabbit PLUS & anti-mouse MINUS (the species specificity of the probes depends on the primary antibodies used), in Antibody Dilution Buffer. Prepare 40 µL antibody solution per well.


	1. Please change to: During the wash steps, dilute 5x secondary antibody probes, anti-rabbit PLUS & anti-mouse MINUS (the species specificity of the probes depends on the primary antibodies used), in Antibody Dilution Buffer. Prepare 40 µL of antibody solution per well.



	12.
	4.7 
	1. Step says: Add 40 µL of Secondary Antibody solution to each well. Incubate for 60 min at 37 °C in a humid chamber.


	Please change to: Add 40 µL of secondary antibody solution to each well. Incubate for 60 min at 37 °C in a humid chamber.

	13.
	4.17
	1. Step says: If imaging, immediately incubate DAPI containing Mounting Medium for 10–15 min, while protected from light. If not, store the slides at -20 °C for up to 1 week, protected from light.

2. 
	Please change to:

2. If imaging, immediately incubate DAPI containing mounting medium for 10–15 min, while protected from light. If not, store the slides at -20 °C for up to 1 week, protected from light.
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