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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: Microfluidics Production of Lysolipid-Containing Temperature-Sensitive Liposomes
Date: 2020-01-27
Authors and Affiliations

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

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	0.0
	Capital letters
	Please capitalize only the first letter in the paper titles, authors’ name and institution

	2.
	0.0-0.004

01.05

02.46

04.50

05.55

07.16

09.06
	Black background with white titles
	Change Chapters page to white background with black text.
Avoid Block Capital Letters

	3.
	0.59
	Dr Amalia Ruiz is not showing in the video
	Dr Amalia Ruiz should show up following Dr Ma

	4.
	7:22
	 A textbox is showing in the graph the image
	Please remove the textbox
(I uploaded an extra figure without the textbox)

	5.
	7:36-9:03
	Black background with white text
	Change background to white and invert the white text into black

Avoid Block Capital Letters


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)

	1.
	7:22
	Original Script Text: 

“LTSL4 forms a gel-like viscous solution, illustrated by the large number of trapped air bubbles [1], while the preparation of LTSL10 results in the formation of a clear, non-viscous liquid [2]”


	6.1
	Rewritten script text

“Microfluidic production of LTSL4 results in a gel-like viscous solution, illustrated by the large number of trapped air bubbles [1], while the preparation of LTSL10 results in the formation of a clear, non-viscous liquid [2]”



	2.
	8:09
	Original Script Text:
“while annealing as-prepared, results in a significant increase in DOX encapsulation efficiency to a mean of 85% [2], indicating the success of the remote loading of DOX and the presence of the transmembrane pH gradient [3].”
	6.4
	Rewritten script text
“with annealing, LTSL10 prepared by microfluidics, results in a significant increase in DOX encapsulation efficiency to a mean of 85% [2], indicating the success of the remote loading of DOX and the presence of the transmembrane pH gradient [3].”
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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)

	1.
	Title 
	Microfluidics Production of Lysolipid-Containing Temperature-Sensitive Liposomes
	Change title to: Microfluidic production

	2.
	Introduction
	This is superior to traditional microfluidics hydrodynamic mixing devices.
	This is superior to traditional microfluidic hydrodynamic mixing devices, 

	3
	Introduction
	An 808 nm diode laser is used to irradiate the DOX/ICG-loaded LTSLs and successfully induce photothermal heating-triggered burst release of DOX within 5 min. 
	An 808 nm laser is used to irradiate the DOX/ICG-loaded LTSLs and successfully induce photothermal heating-triggered burst release of DOX within 5 min. 

	4
	Introduction
	Until now, the effect of residual ethanol presents during the microfluidics production of liposomes has not been well understood. 
	microfluidic

	5
	Introduction
	In the presented method,
we ensured the microfluidics-prepared LTSLs are nano-sized (100 nm) and uniform (dispersity < 0.2) by dynamic light scattering (DLS) 
	microfluidic

	6
	2.4
	Wrap the end of the heating tape to the syringes with the aqueous solution
	Wrap the end of the heating tape to the syringe with the aqueous solution

	7
	3.1
	Exchange external buffer to HEPES-buffered saline
	Exchange external buffer of LTSLs to HEPES-buffered saline

	8
	4.1
	Add 50 μL of liposomes solution (step 2.12) to 450 μL of deionized water in a disposable polystyrene cuvette, to achieve a final salt concentration of 10 mM, which is suitable for DLS measurements. 

	Add 50 μL of liposomes solution (step 2.12) to 450 μL of deionized water. 


	9
	6.7
	Calculate and plot the percentage of DOX released by interpolating the fluorescence intensity of each time points (I(t)), compared to the initial and fully released) value.
	Calculate and plot the percentage of DOX released by interpolating the fluorescence intensity of each time points (I(t)), compared to the initial (I(0)), and fully released (I(()), value.

	10
	7.4

	Mix 10 µL of the liposome with 10 µL of HBS and 20 µL of 1% (v/v) Triton X-100 solution in a black 96-well plate. Repeat for three wells. These wells correspond to the “before purification” DOX content.
	Switch on the laser and monitor the temperature every minute using a fiber optic temperature probe.

(Please notice the change in the order to match the filmed video- please use this rewritten text)

	11
	7.5
	Switch on the laser and monitor the temperature using a fiber optic temperature probe every minute.
	At 5 and 10 min, withdraw 10 µL of laser-irradiated liposomes from the clear 96-well plate at and mix with 190 µL of HBS for three wells in a black 96-well plate.
(Please notice the change in the order to match the filmed video- please use this rewritten text)


	12
	7.6
	Withdraw 10 μL of DOX loaded LTSL10-ICG (ICG= 10 μg/mL) solution from the clear 96-well plate at the time points of 5 min and 10 min and measure the DOX fluorescent intensity as described in steps 3.2.3 and 3.2.8.
	Mix 10 µL of the liposomes with 170 µL of HBS and 20 µL of 1% (v/v) Triton X-100 solution for three wells in a black 96-well plate. These wells correspond to the “100% released” DOX content. Measure the DOX fluorescent intensity and calculate the DOX release as described in step 6.7.
(Please notice the change in the order to match the filmed video- please use this rewritten text)

	13
	Figure 7,9,10
	Poor figures quality
	Please enhance the quality of the images. See New attached figures, if required.

	14
	Table 1 title
	Table title is below the table
	Place table 1 title above the table

	15
	Discussion 
	Since the equipment utilized in this protocol is commercially available off-the-shelf and the parameters are optimized, this approach is manageable for users without prior knowledge or microfluidic experience. 

	Since the equipment utilized in this protocol is commercially available off-the-shelf and the parameters are optimized, this approach is manageable for users without prior knowledge or microfluidics experience. 


	16
	Discussion
	Thus far, the microfluidics protocol offers continuous production of LTSL10 with drug loading capability. 

	our microfluidic
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