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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Abstract
	It says:

“Here, the establishment of intestinal organoid-derived epithelial monolayers has been demonstrated along with methods to measure epithelial barrier integrity, permeability, transport, viability, as well as antimicrobial protein and cytokine secretion by histology.”
	Please change to: 

“Here, the establishment of intestinal organoid-derived epithelial monolayers has been demonstrated along with methods to measure epithelial barrier integrity, permeability and transport, antimicrobial protein secretion, as well as histology.”

	2.
	1.1.1.
	It says:

“Store it in the refrigerator at 4 °C for at least 4 weeks.”
	Please change to: 
“Can be stored in the refrigerator at 4 °C for at least 4 weeks.”

	3.
	1.6
	Step 1.6 is a substep of step 1.5
	Please change step 1.6 to step 1.5.1

	4.
	Step 2.1
	It says:
“NOTE: Let BM reach RT, and keep a 10 mL aliquot, warmed to 37 °C, ready before starting the procedure of thawing one cryovial containing frozen organoids.”
	Please change to:
“NOTE: Let BM reach RT, and keep a 12 mL aliquot, warmed to 37 °C, ready before starting the procedure of thawing one cryovial containing frozen organoids.”

	5.
	2.2.6
	It says: 
“If the organoids are still not disrupted, add 25% v/v cell dissociation reagent (see the Table of Materials) to the suspension.”
However, this cell dissociation reagent (TrypLE) is different from the one used in step 3.3.1 / 3.3.4 (Accutase). As the enzymatic activity levels and recommended volumes are different it is very important to make a distinction between these two reagents.
	Proposed change:
Cell dissociation reagent 1 (TrypLE)

Cell dissociation reagent 2 (Accutase)

and also renaming them in the comments of the Table of Materials

	6.
	2.3.1
	It says:
“In step 2.2.7, resuspend the organoids in 1-1.5x the starting volume of IEM/ECM”
	Please change to:
“In step 2.2.8, resuspend the organoids in 1-1.5x the starting volume of IEM/ECM”

	7.
	3.1
	It says:
“Use high-throughput system (HTS) membrane inserts for both sizes as these contain an integral tray with the membrane inserts and a receiver plate. For the 24-well format, use plates with separate removable membrane inserts.”
	Please change to:

“Use high-throughput system (HTS) membrane inserts for both sizes as these contain an integral tray with the membrane inserts and a receiver plate. For the 24-well format, the use of plates with separate removable membrane inserts is also possible.”

	8.
	3.3.5
	It says: 

If needed, continue the digestion by repeating steps 3.3.4-3.3.5 until the mixture looks similar to Figure 3B.
	Please change to:

If needed, continue the digestion by repeating steps 3.3.4-3.3.5 (do not increase volume of cell dissociation reagent) until the mixture looks similar to Figure 3B.

	9.
	4.1
	It says:
 Increase in TEER after differentiation because of increased cellular interaction at tight junctions can be measured using a manual TEER meter (for 24-well plates containing membrane inserts) or an automated TEER measurement robot (for HTS 24- and 96-well plates containing membrane inserts).
	Please change to:
 Increase in TEER after differentiation because of increased cellular interaction at tight junctions can be measured using a manual TEER meter (for (HTS) 24-well plates containing membrane inserts) or an automated TEER measurement robot (for HTS 24- and 96-well plates containing membrane inserts).

	10.
	4.2.1
	It says:
NOTE: Lucifer Yellow is light-sensitive. Prepare dilutions in dark 1.5 mL sterile tubes with the biosafety cabinet light switched off.
	Please change to:
NOTE: Lucifer Yellow is light-sensitive. Prepare dilutions in dark 1.5 mL sterile tubes and perform all steps with the biosafety cabinet light switched off.

	11.
	4.2.5
	It says:
After 60 min incubation, transfer 100 µL of each basolateral well from the plate containing the membrane inserts (step 4.2.3) in triplicate to the 96-well transparent plate. 
	Please change to:
After 60 min incubation, remove the membrane inserts and transfer 100 µL from each basolateral well (step 4.2.3) in triplicate to the 96-well transparent plate. 

	12.
	4.2.7 / 4.2.8
	Formulas in 4.2.7 and 4.2.8 are not in the same format
	Papp (cm/s) in step 4.2.7 should be on the same height as in 4.2.8.

	13.
	4.3.9.2
	No space between “the monolayer.” and “Cut the…”
	Please add a space between “the monolayer.” and “Cut the …”

	14.
	4.4.1
	It says:
Measure lysozyme levels in the apical supernatant of ileal monolayers (see Figure 6D).
	Please change to:
Measure lysozyme levels in the apical supernatant of ileal monolayers (see Figure 6D) using the kit listed in the Table of Materials.

	15.
	5.1.1.1
	It says:

1. NOTE: Approximately 9 wells of a 6-well culture plate with organoid density represented in Figure 3A are needed to seed a full 96-well plate with membrane inserts. In step 3.2.1, precoat the membranes with 67 µL of 40x diluted ECM in DPBS (with Ca2+ and Mg2+).

These are two separate steps.


	Please change to:

1. NOTE: Approximately 9 wells of a 6-well culture plate with organoid density represented in Figure 3A are needed to seed a full 96-well plate with membrane inserts. 

2. In step 3.2.1, precoat the membranes with 67 µL of 40x diluted ECM in DPBS (with Ca2+ and Mg2+).



	16.
	Representative results
	It says:

Monolayers in all medium conditions are impermeable to Lucifer Yellow (0.45 kDa), while an increase in apparent permeability (Papp) can be seen when the monolayers were purposely scratched (Figure 6C). 
The updated figure does not show permeability.
	Please change to:
Monolayers in all medium conditions show a low apparent permeability (Papp) to Lucifer Yellow (0.45 kDa). 
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