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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.
	First page, Authors
	Maria Virginia Giolito1, Léo Claret1, Carla Frau1, Michelina Plateroti1
	Maria Virginia Giolito1,#, Léo Claret1,#, Carla Frau1, Michelina Plateroti1,#

	2.
	First page, authors affiliation
	1 Centre de Recherche en Cancérologie de Lyon, INSERM U1052, CNRS UMR5286, Université de Lyon, Université Lyon 1, Centre Léon Bérard,

Département de la recherche
	Add information of the new affiliation

# UMR-S1113 – IRFAC INSERM, Université de Strasbourg.
Corresponding author contact Email: plateroti@unistra.fr

	3.
	Step 3.5
	Centrifuge the cell suspension at 1,200 × g for 3 min.
	Centrifuge the cell suspension at 1,200 × g for 5 min.

	4.
	Step 3.10
	Observe the plate under the microscope to verify that the cells are evenly distributed among themicrowells.


	Observe the plate under the microscope to verify that the cells are evenly distributed among the microwells.

	5.
	4.2

	Using a serological pipette, remove half of the culture medium (1 mL) from eachwell.

	Using a serological pipette, remove half of the culture medium (1 mL) from each well.


	6.
	Step 4.4
	Place a 37 µm reversible strainer (or a 40 µm standard strainer) on the top of a 50 mL conical tube to collect the spheroids.”


	Place a 37 µm reversible strainer (or a 40 µm standard strainer) on the top of a 15 mL conical tube to collect the spheroids.”



	7.
	Step 4.8
	Observe the plate under the microscope to ensure that all spheroids have been removed from the wells. Repeat the wash if necessary (steps 1.4.6-1.4.7).”


	Observe the plate under the microscope to ensure that all spheroids have been removed from the microwells. Repeat the wash if necessary (steps 1.4.6-1.4.7).”



	8.
	Step 4.9
	Invert the strainer, and place it on a new 50 mL conical tube. Collect the spheroids by washing the strainer with DMEM/basement membrane matrix medium.”
	Invert the strainer, and place it on a new 15 mL conical tube. Collect the spheroids by washing the strainer with DMEM/basement membrane matrix medium.”

	9.
	Protocol 

4. RNA extraction, reverse transcription polymerase chain reaction (RT-PCR), and quantitative RT-PCR (qRT-PCR)
	Step 4. After reverse transcription, perform a PCR analysis on 1 μg of cDNA to amplify a housekeeping gene with primers located in different exons.


	After reverse transcription, perform a PCR analysis on 1 μL of cDNA to amplify a housekeeping gene with primers located in different exons.



	10.
	Protocol: 

4. RNA extraction, reverse transcription polymerase chain reaction (RT-PCR), and quantitative RT-PCR (qRT-PCR)
	Step 4. Perform qPCR amplification on 4 μg of previously diluted cDNA (1:20 in RNAse-free double-distilled water) by using primers specific for the genes of interest.


	Perform qPCR amplification on 4 μL of previously diluted cDNA (1:10 in RNAse-free double-distilled water) by using primers specific for the genes of interest.



	11.
	Representative results
	Surprisingly, activated caspase 3 was observed in very few cells in the spheroids at both D3 and D5 (Figure 4 , left panels) over longer periods of time (data not shown).


	Surprisingly, activated caspase 3 was observed in very few cells in the spheroids at both D3 and D5 (Figure 4, left panels) and over longer periods of time (data not shown).



	12.
	Representative results 
	The expression pattern of β-catenin was also evaluated in paraffin sections. Interestingly, high levels ofb-catenin was also evaluated in paraffin sections. Interestingly, high levels of β-catenin expression were observed at each time-point with clear membrane-bound and cytoplasmic staining (Figure 4 , right panels).
	The expression pattern of β-catenin was also evaluated in paraffin sections. Interestingly, high levels ofb-catenin was also evaluated in paraffin sections. 
Interestingly, high levels of β-catenin expression were observed at each time-point with clear membrane-bound and cytoplasmic staining (Figure 4 , right panels).
After correction must be: The expression pattern of β-catenin was also evaluated in paraffin sections. Interestingly, high levels of β-catenin expression were observed at each time-point with clear membrane-bound and cytoplasmic staining (Figure 4 , right panels).

	13.
	Representative results
	Membrane-bound β-catenin participates in cell-cell adhesion by binding to E-cadherin31.
	It is worth noting that membrane-bound β-catenin participates in cell-cell adhesion by binding to E-cadherin31.

	14.
	Representative results
	Cluster of differentiation (CD)133 and CD44 characterize cancer cell populations including CSCs7, 33, 34 and are also expressed by SCs in the normal intestine and colon33, 34, 35. Clusters of CD133-positive cells were mainly localized on the external surface of the spheroids at each time-point (Figure 6A, left panels).


	Cluster of differentiation (
CD)
133 and CD44 characterize cancer cell populations including CSCs7, 33, 34 and are also expressed by SCs in the normal intestine and colon33, 34, 35. Clusters of CD133-positive cells were mainly localized on the external surface of the spheroids at each time-point (Figure 6A, left panels).
After correction must be: CD133 and CD44 characterize cancer cell populations including CSCs7, 33, 34 and are also expressed by SCs in the normal intestine and colon33, 34, 35. Clusters of CD133-positive cells were mainly localized on the external surface of the spheroids at each time-point (Figure 6A, left panels).

	15.
	Representative results
	First, the efficacy of the treatments in inducing cell death was examined by incubating the spheroids with a fluorescent nucleic acid stain that specifically enters dead cells26.
	First, the efficacy of the treatments in inducing cell death was examined by incubating the spheroids with a fluorescent nucleic acid stain that specifically enters into dead cells26.

	16.
	Figure 2B
	Change Figure 2
	Include new supplied Figure 2

	17.
	Legend Figure 4.


	Figure 4: Caco2 spheroid characterization by immunolabeling. Immunostaining of spheroids for proliferation marker, proliferating cell nuclear antigen (PCNA, red), and cell death marker, activated caspase 3 (green) (left panels) and for bcatenin (red) (right panels) at the indicated times. Images show merged labeling of PCNA (red), activated caspase 3 (green), and nuclei (blue) or of β-catenin (red) and nuclei (blue). White arrows point to cells or groups of cells expressing high levels of b-catenin. Images were taken with a 20x objective. Scale bar: 5 μm.
	Figure 4: Caco2 spheroid characterization by immunolabeling. Immunostaining of spheroids for proliferation marker, proliferating cell nuclear antigen (PCNA, red), and cell death marker, activated caspase 3 (green) (left panels) and for -catenin (red) (right panels) at the indicated times. Images show merged labeling of PCNA (red), activated caspase 3 (green), and nuclei (blue) or of β-catenin (red) and nuclei (blue). White arrows point to cells or groups of cells expressing high levels of -catenin. Images were taken with a 20x objective. Scale bar: 5 μm.



	18.
	Discussion
	Second, similar to organoids, it may be difficult to maintain spheroids for a very long time in culture. In addition, it may not be feasible to replicate spheroids by simple fragmentation through a micropipette tip15.
	Second, contrariwise to organoids, it may be difficult to maintain spheroids for a very long time in culture. In addition, they cannot be replicated by simple fragmentation through a micropipette tip15.
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