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We would like to thank the editorial staff of JoVE for their beautiful construction of the manuscript and the accompanying video.  As prepared, these materials will greatly help the scientific community to perform similar experiments, but we have a few errors as listed below.  We also request that another proof is sent for editing.  We found a few mistakes that we have reported in the past and would like to confirm that upon this second editing opportunity, the changes are made. 
Protocol Name: Quantitative Fluorescence In Situ Hybridization (FISH) And Immunofluorescence (IF) of Specific Gene Products in KSHV-Infected Cells
Date: 6/30/19
Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	2
	Joan Steitz
	
	Correct email to 
Joan.steitz@yale.edu

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	3:22
	Audio is correct but the video has been switched with the 3:29 step. 
	The video of shots 2.14.1 and 2.13.2 were done out of order during the filming process.  In our post-shot revisions, we stated that this happened and asked for the video portions to be switched.  In the final assembly of the film, the visual portions are still in the incorrect order.  It is apparent because when the narrator says 25(C for the 1x SSC incubation, the film shows the samples on ice and the same for formaldehyde incubation on ice, the film shows the samples on the bench at room temperature.  

	2.
	3:29
	Audio is correct but the video corresponds to step 3:22 and needs to be switched. 
	See above

	3.
	2:49
	“Replace hybridization solution” video and audio should be removed
	This is repeated for some reason and comes too early.  The hyb solution with the oligonucleotides is added after the solution has been denatured (described at 2:54).  The addition of the hyb solution with the oligonucleotides to the cells is again described at 3:00.  

	4.
	2:57
	Video of denaturing oligonucleotides
	The video shows suspension of oligonucleotides in water.  I remember shooting a segment of putting the test tube in the 95’C incubator.  Could the video be replaced with that shot?  At the moment, the video does not correspond to the narration. 
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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.
	2:49
	“Replace hybridization solution” video and audio should be removed
	2.10.3
	This is repeated for some reason and comes too early.  The hyb solution with the oligonucleotides is added after the solution has been denatured (described at 2:54).  The addition of the hyb solution with the oligonucleotides to the cells is again described at 3:00.

	2.
	Throughout, ex: 2:45
	Oligonucleotides
	
	Oligonucleotides is pronounced strangely throughout the video. 
Ol –eee go- nucleootides.  There is a missing emphasis on the ‘go’ part.  
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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.
	Discussion last sentence of third paragraph
	Citation is to reference 8. 
	It should be to reference 15.

	2.
	2.1
	3-end labeling
	3’-end labeling. The prime symbol is missing on both the pdf and the online version. 

	3.
	3.5
	Remove the prehybridization solution and then add hybridization solution containing the labeled oligonucleotides to the cells.


	Move this sentence to be the first sentence of step 3.7.  

	4.
	3.11
	Fix with pre-chilled 4% paraformaldehyde/1x PBS for 10-15 min at 4 °C 
	Change paraformaldehyde to formaldehyde.  They are the same but I want to be consistent with the reference to the chemical. 

	5.
	Acknowledgements
	Figures 1-4 and Table 1 were reproduced with permission


	There is no fourth figure.  So “Figures 1-3”

	6.
	Table of Materials 
	It is not present in the pdf version of the paper.  Checked the table online and it looks good. 
	

	7.
	Title and title in citation
	In Situ Hybridization (FISH) And Immunofluorescence (IF)
	In Situ Hybridization (FISH) Aand Immunofluorescence (IF)
‘and’ should be lowercase

	8.
	Introduction, Second paragraph
	western blotting
	‘Western’ should be capitalized. 

	9.
	Protocol 1.2
	To insure binding specificity
	Change ‘insure’ to ‘ensure.’ 
To insure ensure binding specificity

	10.
	Protocol 2.1
	(e.g., DIG or the fluorophore) gets caught or is unable able to enter the active site of a DNA polymerase.  

	Delete ‘able.’
(e.g., DIG or the fluorophore) gets caught or is unable able to enter the active site of a DNA polymerase.

	11.
	Protocol Step 3.2
	phosphate buffered saline  

	· Phosphate-buffered saline  
Insert hyphen

	12.
	Protocol 3.3
	mindful of the higher oxidation- rate of imperfectly sealed slides (i.e. decreased storage- life).  

	mindful of the higher oxidation rate of imperfectly sealed slides (i.e. decreased storage life).  
Remove the two hyphens

	13. 
	Protocol 3.5
	to the oligonucleotides to bring the denaturation-volume to 10 μL  

	Remove hyphen 

· to the oligonucleotides to bring the denaturation volume to 10 μL  


	14. 
	Protocol 4.2
	Remove line space after Protocol Step 4.2 and before Step 4.3
	

	15. 
	Protocol 4.3.4
	create a box-whisker plot.  

	Remove hyphen

create a box whisker plot.  


	16. 
	Figure Legend 2
	FISH controls for the calculation- method 

	Remove hyphen

FISH controls for the calculation method 


	17. 
	Figure 2C
	Formatting Issue.  There is an extra space between two letters.  Fluo r
	Fluo r to Fluor

	18. 
	Figure 3D
	Formatting Issue.  There is an extra space between two letters.  Fluo r
	Fluo r to Fluor

	19. 
	Discussion Second Paragraph
	At this time, a clear boundary-marker 

	Remove hyphen 

At this time, a clear boundary marker 


	20. 
	Discussion paragraph 1 and 3
	Change mention of manuscript to report
	The protocol described in this manuscript report
The major hurdle for the protocol detailed in this manuscript report is the 

	21. 
	Discussion Fourth Paragraph
	for such software-a challenge for future development 

	Change hyphen to a dash. 

for such software – a challenge for future development 


	22. 
	Unnecessary capitalization of citation title 
	Ref. 1, 15, 17, 18
	

	23. 
	Unnecessary italicization of citation title
	Ref 8, 10, 12, 17, and 18
	


[image: image1.png]