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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.
	Note after 1.1.3
	Step says “Cas9 KI mice were used as donor mice. Ensure that the Cas9 KI mice are on a C57Bl/6 background (and are expressing the CD45.2 allele) when using C57Bl/6-Ly5.1 Pep Boy mice (expressing the CD45.1 allele) as recipients, so that donor and recipient cells can be tracked.”
	Please correct to “Cas9 KI mice were used as donor mice. Ensure that the Cas9 KI mice are on a C57Bl/6 background (and are expressing the CD45.2 allele) when using C57Bl/6-Ly5.1 Pep Boy mice (expressing the CD45.1 allele) as recipients, so GvHD is avoided and to track donor and recipient cells.”

	2.
	1.3
	Step says “Use same sex donor and recipient mice that are 8-12 weeks old.”


	Please correct to “Use same sex donor and recipient mice at 8-12 weeks of age.”

	3.
	Note after 2.7
	Step says “Using 30 donor mice (12 weeks old) will yield 200-300 × 106 cells.”
	Please correct to say ” Using 30 donor mice (12 weeks old) will yield 200-300 × 106 cells on average.”

	4.
	3.6
	Step says “Apply the cell suspension onto the LS column. Wash with 3 x 3 mL of MACS buffer.”
	Please correct to say “Apply the cell suspension onto the LS column. Wash 3 times with 3 mL of MACS buffer.”

	5.
	Note after 3.9
	Step says ”NOTE: Using 30 donor mice (12 weeks old) should yield 100-180 × 106 cells.”
	Please correct to say ”NOTE: Using 30 donor mice (12 weeks old) will yield 100-180 × 106 cells on average.”

	6.
	3.12
	Step says “Re-suspend the cells to obtain 108 cells in 500 µL of MACS buffer”


	Please correct to say “Re-suspend up to 108 cells in 500 µL of MACS buffer”

	7.
	4.6
	Step says ”Transfer 50,000 LSK cells in 500 µL of medium (5 wells from the 96-well plate in step 4.2) to each retronectin-coated well of the 24-well polystyrene plate from step 4.4.Use an additional 100 µL of LSK medium per 5 wells to rinse and collect any extra cells remaining in the 96-well plate. Ensure that 600 µL is the volume per well in the 24-well plate following this step (5 × 100 µL wells from the 96-well plate + 100 µL used to wash those 5 wells).
NOTE: After transferring, look under a microscope to confirm that all cells were collected. Use LSK medium to collect cells that were not transferred to minimize cell loss from this small population.

“
	Please correct to “”Transfer 50,000 LSK cells in 500 µL of medium (5 wells from the 96-well plate in step 4.2) to each retronectin-coated well of the 24-well polystyrene plate from step 4.4. Use an additional 100 µL of LSK medium per 5 wells to rinse and collect any extra cells remaining in the 96-well plate. You will have 600 µL per well in the 24-well plate following this step (5 × 100 µL wells from the 96-well plate + 100 µL used to wash those 5 wells).
NOTE: After transferring, look under a microscope at the now empty 24 well plate to confirm that all cells were collected. Use LSK medium to collect cells that were not transferred to minimize cell loss from this small population.

“

	8.
	6.3
	Step says “Pellet the cells at 300 × g for 10 min. Resuspend them in Hank's balanced salt solution: 10,000 or more cells per mouse in 200 µL.

“
	Please correct to “Pellet the cells at 300 × g for 10 min. Resuspend them in Hank's balanced salt solution: 5,000 or more cells per mouse in 200 µL.

“

	9.
	7.2.2
	Step says “Once the mice are under anesthesia, administer DPBS (without calcium and magnesium) enema to prepare the colon for endoscopy.”
	Please correct to “Once the mice are under anesthesia, administer a DPBS (without calcium and magnesium) enema to prepare the colon for endoscopy.”

	10.
	7.2.3
	Step says “After enema and while under anesthesia, move the mouse to the nose cone of the anesthesia machine.”
	Please correct to “After an enema and while under anesthesia, move the mouse to the nose cone of the anesthesia machine.”

	11.
	7.2.4
	Step says “Gently insert the endoscope into the colon, slowly advance to the proximal colon while keeping the camera centered and the colon inflated with air (using either the included air pump or attach a tube/syringe to manually inflate), then slowly withdraw the endoscope, and collect a video and images at 3 cm, 2 cm, and 1 cm from the anus.

“
	Please correct to “Gently insert the endoscope into the colon, slowly advance to the proximal colon while keeping the camera centered and the colon inflated with air (using either the included air pump or attach a tube/syringe to manually inflate), then slowly withdraw the endoscope and collect a video and images at 3 cm, 2 cm, and 1 cm from the anus.

“

	12.
	7.3
	Step says “Day 7: Euthanize all mice by isoflurane overdose or CO2 chamber, and collect as much blood as possible by cardiac puncture for serum. Weigh the spleen for flow cytometry, and collect the colon for histopathology.”
	Please correct to “Day 7: Euthanize all mice by isoflurane overdose or CO2 chamber, and collect as much blood as possible by cardiac puncture for serum. Weigh the spleen to measure splenomegaly and collect for flow cytometry, and collect the colon for histopathology.”
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