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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: A Syngeneic Mouse B-Cell Lymphoma Model for Pre-Clinical Evaluation of CD19 CAR T Cells
Date: 12/09/18
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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	1:21-1.29
	Order of shots incorrect, 

	Please adjust in line with request for the order of protocol steps 2.2.1-2.2.3 in protocol section below:

Shot starting at 1.21 should be moved to 1.43

Narration will also require a slight change with “the next day” being associated with the first shot of this sequence of 2.2.1-2.2.3
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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.
	1.21-2.05
	Narration will also require a slight change 
“the next day” is currently associated with a shot that needs to be moved to a slightly later part of the sequence
	2.2.1-2.2.3
	“the next day” should be associated with the shot moved to the first shot of this sequence of 2.2.1-2.2.3 
(according to the request for the change in order in the text section below) 

	2.
	2:26-2:31
	Narration text missing 
	3.2.2
	Homogenise spleen with minimal force using a micro-pestle

	3.
	6.50
	Sequence added and needs narration

	5.1.3
	Following on from “treat the plates as outlined in the text protocol”

Please add:

Repeating steps 6.2 to 6.5 

	4.
	11.20
	“systematic A20 lymphoma”
	7.4
	Mispronunciation. Should be “systemic A20 lymphoma”
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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.
	2.2.1-2.2.3
	Order of steps needs changing

Day 2: Transfection of Plat-E retroviral packaging cell line
1. Remove DMEM media from the 15 cm2 dishes and replace with 12 mL of transfection solution 1.
CAUTION When changing the media, the 15 cm2 dishes can dry at the center. This can cause substantial death of transfected Plat-E cells. Work swiftly and remove media from just 1-2 plates at a time.

2. Prepare 20.4 μg of pcl-Eco packaging vector DNA, 39.6 μg of plasmid DNA encoding retroviral CAR construct and 150 μL of 1 M CaCl2 to final volume of 3 mL transfection solution 2 per 15 cm2 dish.

3. Vortex for 10 s and rest for 5 min. Add 3 mL transfection solution 2 containing DNA and CaCl2 to each 15 cm2 dish drop-wise, evenly across each plate. Gently rock plates with a side to side motion for 10 s. Incubate at 37 °C, 5% CO2 overnight.


	Please change to:
Day 2: Transfection of Plat-E retroviral packaging cell line
1. Prepare 20.4 μg of pcl-Eco packaging vector DNA, 39.6 μg of plasmid DNA encoding retroviral CAR construct and 150 μL of 1 M CaCl2 to final volume of 3 mL transfection solution 2 per 15 cm2 dish to be transfected. Vortex for 10 s and rest for 5 min
2. Remove DMEM media from the 15 cm2 dishes and replace with 12 mL of transfection solution 1.
CAUTION When changing the media, the 15 cm2 dishes can dry at the center. This can cause substantial death of transfected Plat-E cells. Work swiftly and remove media from just 1-2 plates at a time.

3. Add 3 mL transfection solution 2 containing DNA and CaCl2 to each 15 cm2 dish drop-wise, evenly across each plate. Gently rock plates with a side to side motion for 10 s. Incubate at 37 °C, 5% CO2 overnight.

	2.
	Discussion
	It is therefore essential to utilize ex vivo and xenogeneic models to corroborate the results.
	Please remove unnecessary use of “the”
It is therefore essential to utilize ex vivo and xenogeneic models to corroborate results.

	3.
	Discussion
	In summary, the syngeneic lymphodepletion and lymphoreplete model of lymphoma recapitulate the patients 
	Please change lymphodepletion to “lymphodepleted” and remove unnecessary use of “the”
In summary, the syngeneic lymphodepleted and lymphoreplete model of lymphoma recapitulate patients 
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