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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.
	Abstract

	Within the same patient, absence of NKG2D ligand (NKG2DL)

	Within the same patient, absence of NKG2D ligands (NKG2DL)


	2.
	Abstract
	These methods can be used to separate viable NKG2DL negative cellular subpopulations with putative cancer stem cell properties from NKG2DL positive bulk leukemic cells.

	These methods can be used to separate viable NKG2DL negative cellular subpopulations with putative cancer stem cell properties from NKG2DL positive non-LSC.


	3.
	Introduction 
	This process is tightly regulated via a complex repertoire of activating receptors—such as natural cytotoxicity receptors (NCRs), NKG2D and CD16—and
	 This process is tightly regulated via a complex repertoire of activating receptorsSPACE—such as natural cytotoxicity receptors (NCRs), NKG2D and CD16—SPACEand


	4.
	Introduction
	The NKG2DL family comprises eight known molecules among which the two MHC I chain-related molecules A and B (MICA and MICB6) and the cytomegalovirus UL16-binding proteins 1–6 (ULBP1-67). 

	The human NKG2DL family comprises eight known molecules among which the two MHC I chain-related molecules A and B (MICA and MICB6) and the cytomegalovirus UL16-binding proteins 1–6 (ULBP1-67). 


	5.
	1.2
	Quickly spin down the NKG2D-Fc powder.

	Quickly spin down the 50µg of lyophilized NKG2D fusion protein.


	6.
	1.5
	Incubate the antibody/biotin solution at a controlled RT for 24 h. The fusion protein is now ready to use.

	Incubate the fusion protein/biotin solution at a controlled RT for 24 h. The fusion protein is now ready to use.


	7.
	4.2
	NOTE: Optionally, prior to staining, the cells can be incubated with an FcR-blocking agent.

	NOTE: Optionally, prior to staining, the cells can be incubated with a blocking agent (e.g. hIgG (1µg/ml) for 30 min at RT or FcR-blocking agent).

	8.
	4.6
	Incubate the cell suspension for 15 min at RT or 30 min at 4 °C.


	Incubate the cell suspension for 25 min at RT or 50 min at 4 °C.



	9.
	4.10
	Prepare a master mix using Streptavidin-PE (see Table 1 for dilutions) so that cells are resuspended in a final volume of 50 µL.


	Prepare a master mix using Streptavidin-PE (see Table 1 for dilutions) so that cells are resuspended in a final volume of 50 µL.

NOTE: Add selection antibodies for your cell type of interest as e.g. CD33, CD34…. for AML

	10.
	Figure 1
	Finally, living cells are selected based on their negativity for PercP-Cy5.5 (7AAD, X-axis) vs their size (Y-axis).

	Finally, living cells are selected based on their negativity for PercP-Cy5.5 (7AAD, X-axis) vs their granularity (Y-axis).


	11.
	Figure 1
	Flow cytometry plot showing positive and negative events for CD34 (APC, Y-axis) vs NKG2DL (PE, X-axis).

	Flow cytometry plot showing positive and negative events for CD34 (APC, Y-axis) vs NKG2DL (PE or AlexaFluor488, X-axis).


	12.
	Figure 2
	Of note, a single cell can express multiple NKG2DL antibodies.

	Of note, a single cell can express multiple NKG2DL antibodies.


	13.
	Discussion
	In AML, NKG2DL- but not NKG2DL+ leukemic subpopulations possess clonogenic and in vivo leukemia-initiating capacities. Future research will show whether absence of NKG2DL surface expression can also be used as a tool to enrich stem cells in other cancer types.

	In AML, NKG2DL negative but not NKG2DL positive leukemic subpopulations possess clonogenic and in vivo leukemia-initiating capacities. Future research will show whether absence of NKG2DL surface expression can also be used as a tool to enrich stem cells in other cancer types.


	14.
	Discussion
	We have previously shown that absence of NKG2DL expression provides a novel tool to identify LSCs in this subgroup of CD34 negative AML.

	We have previously shown that absence of NKG2DL surface expression provides a novel tool to identify LSCs in this subgroup of CD34 negative AML.


	15.
	Discussion
	The protocol we present here uses only a limited number of surface markers, which can be extended according to the experimenter’s need, for example, by addition of CD33 or other potential LSC markers19.

	The protocol we present here uses only a limited number of surface markers, which can be extended according to the experimenter’s need, for example, by addition of CD33 or other potential LSC markers19.


	16.
	Discussion
	While providing insight into the surface presence of NKG2DL, this method does not provide information about the intracellular levels of NKG2DL, their trafficking or regulation, and other assays should therefore be performed to gain further knowledge on such questions.

	While providing insight into the surface presence of NKG2DL, these methods does not provide information about the intracellular levels of NKG2DL, their trafficking or regulation, and other assays should therefore be performed to gain further knowledge on such questions.
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