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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: Using CRISPR/Cas9 to Knock Out GM-CSF in CAR-T Cells
Date:  6/13/2019
Authors and Affiliations

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

	Order
	Author
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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.
	0:00
	Onscreen text says Division of Hematology, Mayo Clinic
	Onscreen text should include all superscripts:
1Mayo Clinic Medical Scientist Training Program, Mayo Clinic College of Medicine and Science
2Department of Immunology, Mayo Clinic
3Division of Hematology, Mayo Clinic

	2.
	2:16
	No green box when plasmid is spoken
	Place green box around “CART19 virus” vial (bottom left of three consecutive vials) when plasmid is spoken

	3.
	2:18
	Green box is around yellow vial when packaging vector is spoken
	Place green box around “gag pol tat rev” vial (bottom middle of three consecutive vials) when packaging vector is spoken

	4.
	2:20
	Green box is around CART19 virus when envelope vector is spoken
	Place green box around “VSV-G” vial (bottom right of three consecutive vials) when envelope vector is spoken

	5.
	2:22
	Green box is around gag pol tat rev when precomplexing reagent is spoken
	Place green box around yellow vial when precomplexing reagent is spoken

	6.
	2:24
	Green box is around VSV-G when transfection reagent is spoken
	Place green box around red vial when transfection reagent is spoken

	7.
	4:47
	Onscreen text says “V. GM-CSFk/o CART19 production”
	Text should say “V. GM-CSFk/o CART19 production”

Note:  k/o is superscript

	8.
	5:48-5:59
	Onscreen text says “CAR19 lentivirus from a 15-µg plasmid preparation”
	Onscreen text should say “CAR19 lentivirus at a MOI of 3”

	9.
	6:16
	Onscreen text says “VI. Results:  Successful Knockout GM-CSF in CAR-T Cells”
	Onscreen text should say “VI. Results:  Successful Knockout of GM-CSF in CAR-T Cells”

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	3:23
	“Under appropriate BSL-2+ (B-S-L-2-+) precautions, add fresh or frozen harvested virus to the stimulated T cells at a multiplicity of infection of 3.0 [2].”
	3.5
	“Under appropriate BSL-2+ (B-S-L-2-plus) precautions, add fresh or frozen harvested virus to the stimulated T cells at a multiplicity of infection of 3.0 [2].”
Note: Narrator says B-S-L-2-positive but should say B-S-L-2-plus.

	2.
	4:16
	“CAR-T cells-containing supernatant”
	
	“CAR-T cell-containing supernatant”

	3.
	5:42
	“In a BSL-2+ approved laboratory, to generate CAR-T cells, add CAR19 lentivirus and GM-CSF targeting CRISPR (crisper, one word) lentivirus to the stimulated T cells [2-TXT].”
	5.4
	“In a BSL-2+ (B-S-L-2-plus) approved laboratory, to generate CAR-T cells, add CAR19 lentivirus and GM-CSF targeting CRISPR (crisper, one word) lentivirus to the stimulated T cells [2-TXT].”
Note: Narrator says B-S-L-2-positive but should say B-S-L-2-plus.

	4.
	6:14
	On Day 3 and Day 5 for successfully transduced lenti-CRISPR-edited T cells carrying puromycin resistance [1], treat cells with puromycin dihydrochloride at a concentration of 1 microgram of puromycin per 1 million cells [2].


	5.5
	On Day 3 and Day 5 for successfully transduced lenti-CRISPR-edited T cells carrying puromycin resistance [1], treat cells with puromycin dihydrochloride at a concentration of 1 microgram of puromycin per milliliter [2].

	5.
	6:35, 6:43
	“Flow plots of CAR-T cell surface staining gated on live CD3+ cells, show that both wild type CART19 and GM-CSF knockout CART19 successfully, and in a similar fashion, express the CAR surface receptor in vitro.”
	6.2
	“Flow plots of CAR-T cell surface staining gated on live CD3+ cells, show that both wild type CART19 and GM-CSF knockout CART19 successfully, and in a similar fashion, express the CAR surface receptor in vitro.”

Note:  Script is correct (no changes), but the narrator said “surfacing stain” but should have said “surface staining” at around 6:35 and GM-CSF was incorrectly pronounced GSM-CSF and should be pronounced GM-CSF at around 6:43.
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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.     
Please see re-uploaded Microsoft Word document of the text for the majority of the corrections. Corrections needed in the proof but unavailable in the Microsoft Word form of the document are listed in the table below.
	
	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.
	Citation
	Sterner, R. M., Cox, M. J., Sakemura, R., Kenderian, S. S. Using CRISPR/Cas9 to Knockout GM-CSF in CAR-T Cells. J. Vis. Exp. (Pending Publication), e59629, In-press (2019).
	Sterner, R. M., Cox, M. J., Sakemura, R., Kenderian, S. S. Using CRISPR/Cas9 to Knock Out GM-CSF in CAR-T Cells. J. Vis. Exp. (Pending Publication), e59629, In-press (2019).

	2.
	Materials
	Olympus Vacuum Filter Systems, 500 mL, PES Membrane, 0.45uM, sterile 
Genesee Scientific 
25-228
	Nalgene Rapid-Flow Sterile Disposable Filter Units with CN Membrane, 0.45uM
Thermo Scientific Nalgene 
450-0045
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