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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   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:
Date:
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.
	Page 4, section 1 Chip design for adherent and floating cells 2D co-cultures; Note text
	The Note text says loading step 1.2.5
	Please correct to step 2.5

	2.
	Page 4, section 1 Chip design for adherent and floating cells 2D co-cultures; Note text
	Text says 
target cell interactions24,
	Please correct to 
target cell interactions24.

	3.
	2.4
	Step says 
Slowly apply 1 × 105 cells 
	Please correct to 
Slowly apply 1 × 105 cancer cells


	4.
	Step 2.5
	Step says
 On the right side gently pipet 1 × 106 PBMC 
	Please correct to
 On the right side gently pipet 1 × 106 PBMCs

	5.
	Page 6 PART 3 Time-lapse acquisition of unlabeled cancer and immune cells 
NOTE text
	Text says 
(see Figure 1A for 2D chip and Figure 4A for 3D chip.

	Please correct to 
(see Figure 1A for 2D chip and Figure 4B for 3D chip.

	6.
	4.2.1
	Step says
 Fill Unit of length, Pixeldimensions and Frame interval boxes.
	Please correct to
 Fill Unit of length, Pixel dimensions and Frame interval boxes.

	7.
	4.2.2
	Step says
to perform the calibration etc…
	Please convert
4.2.2 step in a note of 4.2.1

	8.
	4.4.1
	Step says

 Revise/confirm the dimensionality etc…
	Please add following sentence:  

With image stack selected, start Trackmate (Plugins>Tracking). Revise/confirm the dimensionality etc….

	9.
	4.4.2
	Step says ….., by drawing a closed area over the active image and then press the 
	Please modify in: ….., by drawing a closed area over the active image, and then pressing the

	10.
	4.4.2
	Step says To extract global immune migration paths, select rectangular regions respectively on the right side of microchannels (central chamber, Figure 1F) and on the left (tumor chamber, Figure 1E).
	Step says To extract global immune migration paths, select rectangular regions respectively on the right side of microchannels area (central chamber, Figure 1E) and on the left one (tumor chamber, Figure 1D).

	11.
	4.4.4
	Step says
Perform manual tracking of the cell trajectories right ….. 
	Please write this text as a note

	12.
	4.5.3
	Step says 
Mistakes during the detection will have a considerable impact on the linking process. Other unwanted detectio


	Please add sentence starting with Mistakes as NOTE


	13
	4.6
	Step says These settings may vary depending on experimental and acquisition imaging modalities (e.g., FOV, objective magnification, bright-field or fluorescent im
	Please add sentence starting with These settings as NOTE



	14
	4.8
	Step says
Filter on spots'' panel (Figure 2C).
	Please correct to 
Set filters on spots panel (Figure 2C)

	15
	4.8.2
	Step says Tracker selection……
	-Convert this step into step 4.9 and 4.9.1
-Convert step 4.8.3 into step 4.9.2

-Convert step 4.8.4 into step 4.9.3

	16
	4.8.3 


	Step says Two-track links
	This sentence is a NOTE

	17
	4.8.4
	Step says These parameters …
	This sentence is a NOTE



	18
	4.10 4.11
	
	Convert these steps into 
4.10, 4.10.1 and 4.10.2

	19
	4.11
	Step says As a strategy try to filter out, based on the number of spots they contain….
	The text was previously inserted in a note in the original revision.
Please modify the sentence to:

To remove short paths, try to filter out, based on the number of spots they contain.

	20
	4.14
	Step says ….to generate three text files (Figure 3C). 
	Please add (Figure 3C and 3F)

	21
	4.16 
	Step says….. The ''Load TrackMate file'' command
	Please add The ''Load TrackMate file'' command (Plugins> Tracking)…

	22
	4.16
	Step says … TIP: "N-spots vs time"
	Please modify TIP: "Plot N-spots vs time"

	23
	Section 2 Note text
	Note text says Preferential migration of immune cells towards the two hydrogel compartments hosting tumoral cells …
	Please modify tumoral cells to tumor cells

	24
	Section 2 

1.2
	Step says Resuspend A375 human melanoma cells, stained with live-compatible PKH67 Green Fluorescent Cell Linkerin matrix solution 

…….
NOTE: Match the Lot # on the bottle spec sheet. 
	Please modify and add a space…

Resuspend A375 human melanoma cells, stained with live-compatible PKH67 Green

Fluorescent Cell Linker  in matrix…

 Please modify 

Note: Match the Lot # on the matrix bottle spec sheet. 

	25
	Section 2

Step 1.11
	Step says refer to step 1.2.7, in step 1.
	Please correct to: 

refer to the note in step 2.7, in section 1.

	26
	Section 2

Step 2.1
	The NOTE text says….  Here images were captured by an EVOS-FL fluorescence microscopeafter cell loading (0 h), after 4
	Please add a space:

by an EVOS-FL fluorescence microscope after…


	27
	Section 2
Step 2.2.1
	Step says Check that Edit Options Conversions is set to scale when converting.
	Check that Edit > Options> Conversions is set to scale when converting.

	28
	Section 2

Step 2.3.1

Step 2.3.2 
	Preprocessing raw data via cleaning-up of noise and artifacts. 

1.Go to Process > Subtract Background ……

2.Pick the Preview box for trial and error procedure to yield optimal results. Too small values may incorrectly remove structures of interest. In Brightness&Contrast command drag Minimum/Maximum sliders to ……


	Please replace to:  

1.Go to Process > Subtract Background …… Pick the Preview box for trial and error procedure to yield optimal results. Too small values may incorrectly remove structures of interest.

2.In Brightness&Contrast


	29
	Results
	Text says

-  tseveral chemotaxis parameters are computed
- The latter values represent a measurement of the cell efficiency of a cell to migrate in the direction given chemotactic stimuli. After reaching the left chamber, a fraction of leukocytes with an increasing density over 24-48 h exhibited a long-term …
	Please correct to
-several chemotaxis parameters are

 - The latter values represent a measurement of the cell efficiency of a cell to migrate in the direction given chemotactic stimuli. After reaching the left chamber, a fraction of leukocytes with an increasing density over 24-48 h exhibited long-term …

	30
	Figure 1 legend
	Legend says
 (B) Details of the narrow microgrooves bridge, showing the dimensions tailored to cancer cells and PBMCs size. C) 3D CAD of chip consisting of three main cell culture areas connected by microgrooves.
	Please correct in: 

B) 3D CAD of chip consisting of three main cell culture areas connected by microgrooves.

C) Details of the narrow microgrooves bridge, showing the dimensions tailored to cancer cells and PBMCs size.

	31
	Figure 2 legend
	Legebd says 

B) Upper panel: Screenshot of Trackmate image calibration menu. 

-C)
	Please correct to:

B) Upper panel: Screenshot of Trackmate ‘’Spots detection ‘’menu.

C)

	32
	Figure 3 legend
	Legend says
 A-C) Screenshots of Trackmate menus corresponding to detector selection for track building, track filtering, and to display menus for exporting final data.
	Please correct to: 
A-C) Screenshots of Trackmate menus for tracks building, tracks filtering, and for exporting final data.

	33
	Figure 4 legend
	Legend says
 A) Examples of micro-structured silicon master. Stamps for PDMS were patterned in SU-8 negative resist in a cleanroom facility equipped with e-beam and optical lithography. B) Polydimethylsiloxane (PDMS) replicas 
	Please correct to:

A) Example of a micro-structured silicon master. Stamps for PDMS were patterned in SU-8 negative resist in a cleanroom facility equipped with e-beam and optical lithography. B) PDMS replicas

	34
	Figure 5 legend
	Legend says 
 Lower panel: 4X Phase-contrast image of the assembled co-culture at 0h is shown in lower panel. Scalebar, 200 µm. 
	Please correct to:

Lower panel: A 4X Phase-contrast image of the assembled co-culture at 0h is shown. Scalebar, 200 µm. 



	35
	Figure 6 legend
	Legend says 
(80 µm on in diameter)
	Please correct to:
(80 µm in diameter)



	36
	Supplementary Movie 1 legend
	HTML version says Microphotographs ……by means of a smart Microscope into a standard cell culture incubator
	Please replace with Microphotographs ……by means of a compact microscope placed into a standard cell culture incubator
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