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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Abstract
	Section says “embedded in an extracellular matrix (ECM) can be maintainedfor long-term “
	Please correct to “embedded in an extracellular matrix (ECM) can be maintained long-term”

	2.
	Abstract
	Section says “derived from intestinal organoids, comprising mature and differentiated cell types”
	Please correct to “derived from intestinal organoids, comprised of mature and differentiated cell types”

	3.
	Representative results, Paragraph 5
	Section says “causes retention of the apicobasal polarity in a manner similar to basement membrane matrix medium-embedded organoids”
	Please correct to “causes retention of the apicobasal polarity in a manner similar to ECM-embedded organoids”


	4.
	Figure 1 legend, panel D
	Section says “after basement membrane matrix medium removal and subsequent suspension culture”
	Please correct to “ after ECM removal and subsequent suspension culture”

	5.
	Supplemental Figure 1 legend
	Section says “ morphologies maintainedin suspension 5 days after basement membrane matrix medium removal”
	Please correct to “ morphologies maintained in suspension 5 days after ECM removal ”

	6.
	Supplemental Figure 2 legend
	Section says “of incomplete basement membrane matrix medium removal and failure to”
	Please correct to “of incomplete ECM removal and failure to”

	7.
	Introduction, paragraph 6
	 section says ” Here, we describe a modified protocol based on the recently published one by the Amieva lab22”
	please correct to ”Here, we describe a modified protocol based on the recent work by the Amieva lab22


	8.
	Protocol,
polarity inversion step 1
	section says” basement membrane matric medium dome”
	please correct to ”extracellular matrix dome”

	9.
	Protocol,
polarity inversion step 1
	section says ”to the beginning the inversion protocol”
	change to” to beginning the inversion protocol”

	10.
	Protocol,
polarity inversion step 1.2
	NOTE says “ previously cultured under standard basement membrane matrix medium dome conditions”
	please correct to “ previously cultured under standard ECM dome conditions”

	11.
	Protocol,
polarity inversion step 8
	section says ”Take care not to disrupt and fragment the organoids”.
	Change to ”Take care not to disrupt or fragment the organoids”.

	12.
	representative results paragraph 3
	section says”Intestinal organoids cultured in basement membrane matrix medium”
	Intestinal organoids cultured in ECM domes

	13.
	representative results paragraph 4
	  Section says ”localization of the nuclei (toward the lumen of the organoid”
	 Change to ”localization of the nuclei toward the lumen of the organoid”

	14.
	representative results paragraph 6
	 Section says ”culture within 7 days of seeding, and the”
	Change to ”culture within 7 days of seeding and the”

	15.
	Protocol Polarity inversion Section 1.2 Note:
	Section says” cultured under standard basement membrane matrix medium dome conditions
	Change to ” cultured under standard ECM dome conditions ” 

	16.
	Protocol Monolayer Section 2.1.3
	Section says: “2% basement membrane matrix coating solution ”
	Change to: “2% ECM coating solution”

	17.
	Protocol Monolayer Section 2.1.3.1
	Section says: “Thaw basement membrane matrix medium on ice
	Change to: “Thaw ECM on ice”

	18.
	Protocol Monolayer Section 2.2.2
	Section says: “Aspirate all medium from the organoid cultures without disturbing the basement membrane matrix dome.
	Change to: “Aspirate all medium from the organoid cultures without disturbing the ECM dome” 

	19.
	Protocol Monolayer Section 2.2.10 Note:
	Section says: “Some residual basement membrane matrix medium
	 Change to: “Some residual ECM ”

	20.
	
Protocol Monolayer Section 2.2.11

	Section says: “amount of basement membrane matrix medium remains
	Change to: “amount of ECM remains ”

	21.
	Protocol Monolayer Section 2.2.19

	Section says: “remove the excess basement membrane matrix solution from each well
	Change to: “remove the excess ECM solution from each well ”

	22.
	Table. Comments for Matrigel
	Section says: “For maintenance and establishment of organoid lines.
	Change to: “Extracellular matrix (ECM) for the establishment of organoid lines ”

	23.
	representative results paragraph 4
	Section says: “This localization is in stark contrast with that observed in intestinal organoids cultured in basement membrane matrix medium. Basement membrane matrix medium-embedded organoids stained for nuclei (DAPI)”
	Change to: “This localization is in stark contrast with that observed in intestinal organoids cultured in ECM. Extracellular matrix embedded organoids stained for nuclei (DAPI),”

	24.
	representative results paragraph 5
	[bookmark: _GoBack]Section says: “Complete removal of basement membrane matrix medium is required to obtain efficient polarity inversion…..suspension cultures surrounded by basement membrane matrix medium residues, shows a cystic morphology …...confirming that incomplete basement membrane matrix medium removal causes retention ….similar to basement membrane matrix medium-embedded organoids.”
	Section says: “Complete removal of ECM is required to obtain efficient polarity inversion…..suspension cultures surrounded by ECM residues, shows a cystic morphology …...confirming that incomplete ECM removal causes retention ….similar to ECM-embedded organoids.”
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