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	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. 
	Author list
	List ‘J.C. Ashworth1, R.L. Morgan1, K. Lis-Slimak1, S. Jones1, K. Spence2, C. E. Slater1, J. L. Thompson1, A. M. Grabowska1, R.B. Clarke2, G. Farnie3, C. L. R. Merry1’
	Please add K.A. Meade ‘J.C. Ashworth1, R.L. Morgan1, K. Lis-Slimak1, K. A. Meade1, S. Jones1, K. Spence2, C. E. Slater1, J. L. Thompson1, A. M. Grabowska1, R.B. Clarke2, G. Farnie3, C. L. R. Merry1

	2.

	Introduction
	Sentence reading “There are also some very elegant, multi-component gel systems, which expert have used to great effect.”
	Please correct to ““There are also some very elegant, multi-component gel systems, which experts have used to great effect.”

	3.
	Introduction
	Sentence reading “This protocol describes a method for creating fully defined 3D culture models, allowing the roles of the ECM in the development and disease to be modeled in vitro.”
	Please correct to “This protocol describes a method for creating fully defined 3D culture models, allowing the roles of the ECM in development and disease to be modeled in vitro.”

	4. 
	1.2
	Step says “Use a mass (in mg) of 1.25x as the desired final peptide gel concentration (in mg/mL, Table 1).”
	Please correct to “Use a mass (in mg) of 1.25x the desired final peptide gel concentration (in mg/mL, Table 1).”

	5.
	5.5
	The note after this step reads “NOTE: When mixing, reverse pipetting using a P1,000 set at 200 μL”
	Please correct to “NOTE: When mixing, reverse pipetting using a P1000 set at 200 μL”

	6.
	5.7
	Step says “Add 200 μL of media to each well of the 96 well plate, or 1 mL to the outside of the cell culture insert with a few drops on the top of the gel. Incubate at 80 °C in 5% CO2 and a humidified atmosphere.”
	Please correct to “Add 200 μL of media to each well of the 96 well plate, or 1 mL to the outside of the cell culture insert with a few drops on the top of the gel. Incubate at 37 °C in 5% CO2 and a humidified atmosphere.”

	7.
	6
	Initial note reads “This method is only applicable where the peptide gels are seeded into 24 well plate inserts, or similar formats in which the gel is supported above a cell monolayer.”
	Please correct to: “This method is only applicable where the peptide gels are seeded into 24 well plate inserts, or similar formats in which the gel can be supported above a cell monolayer.”

	8.
	6.7
	Step reads “Regularly prepare fresh feeder layers to avoid over confluence, and peptide gels transferred to these new wells following the same method as above.”
	Please correct to: “Regularly prepare fresh feeder layers to avoid over-confluence, and transfer peptide gels to these new wells following the same method as above.”

	9.
	8.4
	Step reads “Add a few drops of the staining solution to the gels, making sure each is well-covered.”
	Please correct to “Carefully remove PBS from each gel and replace with a few drops of the staining solution, making sure each gel is well-covered.”

	10.
	10.4
	Note after this step reads “NOTE: The gel should not sink into the agar. If it does, remove the gel and wait a few more seconds until the agar/gelatin has solidified more and try again.”
	Please correct to: “NOTE: The gel should not sink into the agar. If it does, remove the gel and wait a few more seconds until the agar has solidified more and try again.”

	11.
	10.5
	Note after this step reads “NOTE: The protocol can be paused here, store embedded gels at 4 °C in 1x PBS for up to 2 weeks.”
	Please correct to “NOTE: The protocol can be paused here, store embedded gels at 4 °C in 1x PBS for up to 4 weeks.”

	12.
	Figure 3A
	Caption reads: “(A) Human mammary fibroblast cell line HMFU19 requires collagen additions to restore an elongate morphology in a 6 mg/mL peptide gel, shown with pure basement membrane matrix (e.g., Matrigel) and 1.5 mg/mL rat tail collagen I gel for comparison, scale bar 50 µm”
	Please correct to: “(A) Human mammary fibroblast cell line HMFU19 requires collagen additions to restore an elongate morphology in a 6 mg/mL peptide gel, shown with pure basement membrane matrix (e.g. Matrigel) and 1.5 mg/mL rat tail collagen I gel for comparison, scale bar 50 µm”

	13.
	Table of materials
	Please see attached document. (Figure links need updating after figures re-arranged in response to reviewers’ comments).
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