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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.
	Introduction, first paragraph
	Paragraph says

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occur through several maturation stages, producing a CD4+ and a CD4- subsets. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situation of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.
	Please correct in 

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occurs through several maturation stages, producing a CD4+ and a CD4- subset. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situations of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.

	2.
	Introduction, first paragraph
	Paragraph says

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occur through several maturation stages, producing a CD4+ and a CD4- subsets. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situation of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.
	Please correct in 

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occurs through several maturation stages, producing a CD4+ and a CD4- subset. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situations of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.

	3.
	Introduction, first paragraph
	Paragraph says

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occur through several maturation stages, producing a CD4+ and a CD4- subsets. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situation of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.
	Please correct in 

iNKT cells undergo an agonist selection program resulting in the acquisition of an activated/ innate effector phenotype already in the thymus, which occurs through several maturation stages, producing a CD4+ and a CD4- subset. Through this program, iNKT cells acquire distinct T helper (TH) effector phenotypes, namely TH1 (iNKT1), TH2 (iNKT2) and TH17 (iNKT17), identifiable by the expression of the transcription factors T-bet, GATA3, PLZF, and RORγt, respectively. iNKT cells recognize a range of microbial lipids but are also self-reactive against endogenous lipids that are upregulated in the context of pathological situations of cell stress and tissue damage, such as cancer and autoimmunity. Upon activation, iNKT cells modulate the functions of other innate and adaptive immune effector cells via direct contact and cytokine production.

	4.
	3.2
	Step says

“Stain the cells with CD1d-tetramer-PE (mouse PBS57-

Cd1d-tetramer), according to the antibody titration in 50

μL of MB per 106 cells. Mix well and incubate for 30 min

in the dark on ice.”
	Please correct in 

“Stain the cells with CD1d-tetramer-PE (mouse PBS57-

CD1d-tetramer), according to the antibody titration in 50

μL of MB per 106 cells. Mix well and incubate for 30 min

in the dark on ice.”

	5.
	3.13
	Step says

“Check the Purification steps by FACS analysis. Samples

include: spleen ex-vivo, T cell enriched fraction, iNKT

positive fraction and iNKT negative fraction. Stain the

cells with: CD19-FITC, IAb-FITC, CD1d-tetramer -PE,

TCRβ -APC and DAPI.”
	Please correct in 

“Check the Purification steps by FACS analysis. Samples

include: spleen ex-vivo, T cell enriched fraction, iNKT

positive fraction and iNKT negative fraction. Stain the

cells with: CD19-FITC, IAb-FITC, CD1d-tetramer-PE,

TCRβ-APC and DAPI.”


	6.
	4.1.3
	Step says

“Remove the tube from the magnet and resuspend

the washed magnetic beads in the proper volume of

complete RPMI to have 5 x 105 iNKT cells in 1 mL.

Use this suspension to resuspend the centrifuged

iNKT positive fraction.”
	Please correct to 

“Remove the tube from the magnet and resuspend

the washed magnetic beads in the proper volume of

complete RPMI (RPMI 1640 medium, 10% heat-inactivated FCS, 1 mM sodium pyruvate, 1% Non-essential amino acids, 10 U/ml penicyllin and streptomycin, 50 μM β-Mercaptoethanol) to have 5 x 105 iNKT cells in 1 mL.

Use this suspension to resuspend the centrifuged

iNKT positive fraction.”

	7.
	Representative results, first paragraph
	Paragraph says

The protocol described in this manuscript enable to enrich iNKT cells from the spleen of iVa14-Ja18 transgenic mice through an immunomagnetic separation process summarized in Figure 1A. Total spleen T cells are first negatively selected by depleting B cells and monocytes, followed by iNKT cell positive immunomagnetic sorting with PBS-57 lipid antigen loaded CD1d tetramers, that enable to specifically stain only iNKT cells. This protocol yields about 2 x 106 of 95-98% pure iNKT cells from the spleen of a single iVa14-Ja18 Tg mouse. No or really few iNKT cells can be detected in the negative fraction (Figure 1B).
	Please correct in

The protocol described in this manuscript enables to enrich iNKT cells from the spleen of iVa14-Ja18 transgenic mice through an immunomagnetic separation process summarized in Figure 1A. Total spleen T cells are first negatively selected by depleting B cells and monocytes, followed by iNKT cell positive immunomagnetic sorting with PBS-57 lipid antigen loaded CD1d tetramers, that enable to specifically stain only iNKT cells. This protocol yields about 2 x 106 of 95-98% pure iNKT cells from the spleen of a single iVa14-Ja18 Tg mouse. No or really few iNKT cells can be detected in the negative fraction (Figure 1B).

	8.
	Representative results, third paragraph
	Paragraph says

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with

αCD3/αCD8 beads is inducing the downregulation of the

iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFNγ and IL4

after PMA/Ionomycin stimulation shown in Figure 3C.
	Please correct in

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with anti-CD3/CD28 beads is inducing the downregulation of the
iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFN-γ and IL-4

after PMA/Ionomycin stimulation shown in Figure 3C.

	9.
	Representative results, third paragraph
	Paragraph says

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with

αCD3/αCD8 beads is inducing the downregulation of the

iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFNγ and IL4

after PMA/Ionomycin stimulation shown in Figure 3C.
	Please correct in

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with

αCD3/αCD8 beads is inducing the downregulation of the

iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt-), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFNγ and IL4

after PMA/Ionomycin stimulation shown in Figure 3C.

	10.
	Representative results, third paragraph
	Paragraph says

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with

αCD3/αCD8 beads is inducing the downregulation of the

iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFNγ and IL4

after PMA/Ionomycin stimulation shown in Figure 3C.
	Please correct in

Figure 3A shows the iNKT cell purity along with the expansion

in vitro and the expression of the CD4 molecule. We

observed a diminishment in the percentage of TCRβ+ CD1dtetramer+

double positive cells: the strong activation with

αCD3/αCD8 beads is inducing the downregulation of the

iNKT cell TCR expression on the cell surface, and a double

negative population is appearing. The majority of expanded

iNKT cells were CD4- . Figure 3B shows a characterization

of the expression of lineage-specific transcription factors

PLZF and RORγt on enriched iNKT cells at day 0 and 14

days after the expansion. This staining enables to identify

the NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) phenotypes. Being mostly NKT1

and NKT2, the enriched iNKT cells show a TH0-like effector

phenotype. This phenotype is conserved after 14 days of

expansion as confirmed by the secretion of both IFN-γ and IL-4
after PMA/Ionomycin stimulation shown in Figure 3C.

	11.
	Figure 1 legend
	Legend says

Figure 1: iNKT cell enrichment. A) Schematic representation of the immunomagnetic separation protocol. B) Flow cytometry analysis of each enrichment step. Percentage of T cell frequencies are shown in the upper plots, gated on viable lymphocytes. While percentage of iNKT cell frequencies along each step are shown in the lower plots, gated on viable CD19- TCRβ+ lymphocytes. Staining on viable CD19- TCRβ+ lymphocytes with unloaded CD1d tetramer allow to correctly draw the iNKT cell gate. One representative experiment is shown.
	Please correct in

Figure 1: iNKT cell enrichment. A) Schematic representation of the immunomagnetic separation protocol. B) Flow cytometry analysis of each enrichment step. Percentage of T cell frequencies are shown in the upper plots, gated on viable lymphocytes. While percentage of iNKT cell frequencies along each step are shown in the lower plots, gated on viable CD19- TCRβ+ lymphocytes. Staining on viable CD19- TCRβ+ lymphocytes with unloaded CD1d tetramer allows to correctly draw the iNKT cell gate. One representative experiment is shown.

	12.
	Figure 2 legend
	Legend says

Figure 2: iNKT cell in vitro expansion. A) iNKT cell counts along iNKT cell expansion. One representative experiment is shown. B) Fold increase in iNKT cell number at day 7 and 14 after purification and activation. Means ± SD are shown. 

	Please correct in

Figure 2: iNKT cell in vitro expansion. A) iNKT cell counts along iNKT cell expansion. Three representative and independent experiments are shown. B) Fold increase in iNKT cell number at day 7 and 14 after purification and activation. Means ± SD are shown. 


	13.
	Figure 3 legend
	Legend says

Figure 3: Expanded iNKT cell characterization. A) Flow cytometry analysis of iNKT cell percentage and CD4 expression

along the expansion period. Upper plots are gated on viable lymphocytes. Lower plots are gated on iNKT cells (viable CD1dtetramer+

TCRβ+ lymphocytes). B) Phenotypiccharacterization of enriched (day 0) and expanded (day 14) iNKT cells. Plots

are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes). Cells were intranuclearly stained for transcription

factors with the Foxp3 Transcription Factor Staining Buffer Set. NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) subsets were identified, frequencies of each subset are shown in percentage. C) Cytokine

production by expanded iNKT cells at day 14. Plots are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes).

Cells were stimulated for 4 hours with PMA 25 ng/mL/Ionomycin 1 μg/mL, in the presence for the last 2 hours of Brefeldin

A 10 μg/mL. Cells were then fixed with PFA 2%, permeabilized with Permwash and then intracellularly stained for cytokine

production. Gating strategy was set on the non-activated control, left panel. One representative experiment is shown
	Please correct in

Figure 3: Expanded iNKT cell characterization. A) Flow cytometry analysis of iNKT cell percentage and CD4 expression

along the expansion period. Upper plots are gated on viable lymphocytes. Lower plots are gated on iNKT cells (viable CD1dtetramer+

TCRβ+ lymphocytes). B) Phenotypic characterization of enriched (day 0) and expanded (day 14) iNKT cells. Plots

are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes). Cells were intranuclearly stained for transcription

factors with the Foxp3 Transcription Factor Staining Buffer Set. NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) subsets were identified, frequencies of each subset are shown in percentage. C) Cytokine

production by expanded iNKT cells at day 14. Plots are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes).

Cells were stimulated for 4 hours with PMA 25 ng/mL/Ionomycin 1 μg/mL, in the presence for the last 2 hours of Brefeldin

A 10 μg/mL. Cells were then fixed with PFA 2%, permeabilized with Permwash and then intracellularly stained for cytokine

production. Gating strategy was set on the non-activated control, left panel. One representative experiment is shown

	14.
	Figure 3 legend
	Legend says

Figure 3: Expanded iNKT cell characterization. A) Flow cytometry analysis of iNKT cell percentage and CD4 expression

along the expansion period. Upper plots are gated on viable lymphocytes. Lower plots are gated on iNKT cells (viable CD1dtetramer+

TCRβ+ lymphocytes). B) Phenotypiccharacterization of enriched (day 0) and expanded (day 14) iNKT cells. Plots

are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes). Cells were intranuclearly stained for transcription

factors with the Foxp3 Transcription Factor Staining Buffer Set. NKT1 (PLZFlow RORγt), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) subsets were identified, frequencies of each subset are shown in percentage. C) Cytokine

production by expanded iNKT cells at day 14. Plots are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes).

Cells were stimulated for 4 hours with PMA 25 ng/mL/Ionomycin 1 μg/mL, in the presence for the last 2 hours of Brefeldin

A 10 μg/mL. Cells were then fixed with PFA 2%, permeabilized with Permwash and then intracellularly stained for cytokine

production. Gating strategy was set on the non-activated control, left panel. One representative experiment is shown
	Please correct in

Figure 3: Expanded iNKT cell characterization. A) Flow cytometry analysis of iNKT cell percentage and CD4 expression

along the expansion period. Upper plots are gated on viable lymphocytes. Lower plots are gated on iNKT cells (viable CD1dtetramer+

TCRβ+ lymphocytes). B) Phenotypiccharacterization of enriched (day 0) and expanded (day 14) iNKT cells. Plots

are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes). Cells were intranuclearly stained for transcription

factors with the Foxp3 Transcription Factor Staining Buffer Set. NKT1 (PLZFlow RORγt-), NKT2 (PLZFhigh RORγt- ), and

NKT17 (PLZFint RORγt+ ) subsets were identified, frequencies of each subset are shown in percentage. C) Cytokine

production by expanded iNKT cells at day 14. Plots are gated on iNKT cells (viable CD1d-tetramer+ TCRβ+ lymphocytes).

Cells were stimulated for 4 hours with PMA 25 ng/mL/Ionomycin 1 μg/mL, in the presence for the last 2 hours of Brefeldin

A 10 μg/mL. Cells were then fixed with PFA 2%, permeabilized with Permwash and then intracellularly stained for cytokine

production. Gating strategy was set on the non-activated control, left panel. One representative experiment is shown

	15.
	Discussion, third paragraph
	Paragraph says

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the

percentage of TCRβ+ CD1d-teramer+ double positive cells

(Figure 3A) can be explained by a natural downregulation

of the invariant NKT cell TCR from the cell surface after

activation. Moreover, the majority of expanded iNKT cells

did not express CD4 (Figure 3A): this may represent an

advantage in the context of an adoptive cell therapy, since

CD4- iNKT cells were found to be the most effective in

controlling tumor progression11 . Moreover, the observed

TH0-like effector phenotype (Figure 3C) is entirely coherent

with that observed in human iNKT cells after in vitro

expansion and restimulation8 , 12 , 13 , 14 , 15 . The expanded

cells are highly reactive in vivo and in vitro, thus useful

in contexts of iNKT cell-based adoptive immunotherapies.

Adoptive transfer of unmanipulated or expanded iNKT cells

prevents or ameliorates acute Graft-Versus-Host Disease

(aGVHD) leaving unaltered the Graft-Versus-Leukaemia

effect16 , 17 , 18 , 19 . Adoptively transferred human iNKT-cells

expanded in vitro with αGalCer alleviate xenogeneic aGVHD

and this effect is mediated by CD4- but not CD4+ cells20 .

Moreover, given that iNKT cells do not cause aGVHD, they

constitute the ideal cells for CAR immunotherapy without

need for deletion of their TCR and proved to have prolonged

antitumor activity in vivo8 , 15 . iNKT cells are currently

exploited in on-going and concluded clinical trials21 , 22 , 23 , 24 .
	Please correct in

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the

percentage of TCRβ+ CD1d-tetramer+ double positive cells

(Figure 3A) can be explained by a natural downregulation

of the invariant NKT cell TCR from the cell surface after

activation. Moreover, the majority of expanded iNKT cells

did not express CD4 (Figure 3A): this may represent an

advantage in the context of an adoptive cell therapy, since

CD4- iNKT cells were found to be the most effective in

controlling tumor progression11 . Moreover, the observed

TH0-like effector phenotype (Figure 3C) is entirely coherent

with that observed in human iNKT cells after in vitro

expansion and restimulation8 , 12 , 13 , 14 , 15 . The expanded

cells are highly reactive in vivo and in vitro, thus useful

in contexts of iNKT cell-based adoptive immunotherapies.

Adoptive transfer of unmanipulated or expanded iNKT cells

prevents or ameliorates acute Graft-Versus-Host Disease

(aGVHD) leaving unaltered the Graft-Versus-Leukaemia

effect16 , 17 , 18 , 19 . Adoptively transferred human iNKT-cells

expanded in vitro with αGalCer alleviate xenogeneic aGVHD

and this effect is mediated by CD4- but not CD4+ cells20 .

Moreover, given that iNKT cells do not cause aGVHD, they

constitute the ideal cells for CAR immunotherapy without

need for deletion of their TCR and proved to have prolonged

antitumor activity in vivo8 , 15 . iNKT cells are currently

exploited in on-going and concluded clinical trials21 , 22 , 23 , 24 .

	16.
	Discussion, third paragraph
	Paragraph says

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the

percentage of TCRβ+ CD1d-teramer+ double positive cells

(Figure 3A) can be explained by a natural downregulation

of the invariant NKT cell TCR from the cell surface after

activation. Moreover, the majority of expanded iNKT cells

did not express CD4 (Figure 3A): this may represent an

advantage in the context of an adoptive cell therapy, since

CD4- iNKT cells were found to be the most effective in

controlling tumor progression11 . Moreover, the observed

TH0-like effector phenotype (Figure 3C) is entirely coherent

with that observed in human iNKT cells after in vitro

expansion and restimulation8 , 12 , 13 , 14 , 15 . The expanded

cells are highly reactive in vivo and in vitro, thus useful

in contexts of iNKT cell-based adoptive immunotherapies.

Adoptive transfer of unmanipulated or expanded iNKT cells

prevents or ameliorates acute Graft-Versus-Host Disease

(aGVHD) leaving unaltered the Graft-Versus-Leukaemia

effect16 , 17 , 18 , 19 . Adoptively transferred human iNKT-cells

expanded in vitro with αGalCer alleviate xenogeneic aGVHD

and this effect is mediated by CD4- but not CD4+ cells20 .

Moreover, given that iNKT cells do not cause aGVHD, they

constitute the ideal cells for CAR immunotherapy without

need for deletion of their TCR and proved to have prolonged

antitumor activity in vivo8 , 15 . iNKT cells are currently

exploited in on-going and concluded clinical trials21 , 22 , 23 , 24 .
	Please correct in

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the

percentage of TCRβ+ CD1d-tetramer+ double positive cells

(Figure 3A) can be explained by a natural downregulation

of the invariant NKT cell TCR from the cell surface after

activation. Moreover, the majority of expanded iNKT cells

did not express CD4 (Figure 3A): this may represent an

advantage in the context of an adoptive cell therapy, since

CD4- iNKT cells were found to be the most effective in

controlling tumor progression11 . Moreover, the observed

TH0-like effector phenotype (Figure 3C) is entirely coherent

with that observed in human iNKT cells after in vitro

expansion and restimulation8 , 12 , 13 , 14 , 15 . The expanded

cells are highly reactive in vivo and in vitro, thus useful

in contexts of iNKT cell-based adoptive immunotherapies.

Adoptive transfer of unmanipulated or expanded iNKT cells

prevents or ameliorates acute Graft-Versus-Host Disease

(aGVHD) leaving unaltered the Graft-Versus-Leukaemia

effect16 , 17 , 18 , 19 . Adoptively transferred human iNKT-cells

expanded in vitro with αGal-Cer alleviate xenogeneic aGVHD

and this effect is mediated by CD4- but not CD4+ cells20 .

Moreover, given that iNKT cells do not cause aGVHD, they

constitute the ideal cells for CAR immunotherapy without

need for deletion of their TCR and proved to have prolonged

antitumor activity in vivo8 , 15 . iNKT cells are currently

exploited in on-going and concluded clinical trials21 , 22 , 23 , 24 .

	17.
	Discussion, third paragraph
	Paragraph says

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the

percentage of TCRβ+ CD1d-teramer+ double positive cells

(Figure 3A) can be explained by a natural downregulation

of the invariant NKT cell TCR from the cell surface after

activation. Moreover, the majority of expanded iNKT cells

did not express CD4 (Figure 3A): this may represent an

advantage in the context of an adoptive cell therapy, since

CD4- iNKT cells were found to be the most effective in

controlling tumor progression11 . Moreover, the observed

TH0-like effector phenotype (Figure 3C) is entirely coherent

with that observed in human iNKT cells after in vitro

expansion and restimulation8 , 12 , 13 , 14 , 15 . The expanded

cells are highly reactive in vivo and in vitro, thus useful

in contexts of iNKT cell-based adoptive immunotherapies.

Adoptive transfer of unmanipulated or expanded iNKT cells

prevents or ameliorates acute Graft-Versus-Host Disease

(aGVHD) leaving unaltered the Graft-Versus-Leukaemia

effect16 , 17 , 18 , 19 . Adoptively transferred human iNKT-cells

expanded in vitro with αGalCer alleviate xenogeneic aGVHD

and this effect is mediated by CD4- but not CD4+ cells20 .

Moreover, given that iNKT cells do not cause aGVHD, they

constitute the ideal cells for CAR immunotherapy without

need for deletion of their TCR and proved to have prolonged

antitumor activity in vivo8 , 15 . iNKT cells are currently

exploited in on-going and concluded clinical trials21 , 22 , 23 , 24 .
	Please correct in

During the cell culture, we usually check the purity and the

phenotype of expanded iNKT cells. The decrease in the
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