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MAIT cells regulate NK cell-mediated tumor
Immunity
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The function of MRI-restricted mucosal-associated invariant T (MAIT) cells in tumor
immunity is unclear. Here we show that MAIT cell-deficient mice have enhanced NK cell-
dependent control of metastatic BI6F10 tumor growth relative to control mice. Analyses of
this interplay in human tumor samples reveal that high expression of a MAIT cell gene
signature negatively impacts the prognostic significance of NK cells. Paradoxically, pre-
pulsing tumors with MAIT cell antigens, or activating MAIT cells in vivo, enhances anti-tumor
immunity in B16F10 and EO771 mouse tumor models, including in the context of established
metastasis. These effects are associated with enhanced NK cell responses and increased
expression of both IFN-y-dependent and inflammatory genes in NK cells. Importantly, acti-
vated human MAIT cells also promote the function of NK cells isolated from patient tumor
samples. Our results thus describe an activation-dependent, MAIT cell-mediated regulation
of NK cells, and suggest a potential therapeutic avenue for cancer treatment.
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ARTICLE

ucosal-associated invariant T (MAIT) cells are uncon-

ventional T cells that express a semi-invariant T-cell

receptor (TCR) a-chain (Val9-Ja33 in mice, Va7.2-
Ja33/Ja12/Ja20 in humans) paired with a limited TCR B-chain
repertoire! 4. This TCR specificity restricts MAIT cells to anti-
gens presented by the non-polymorphic MHC class-I related
(MR1) molecule, which is highly conserved across mammals®-8.
The pathogenic and protective roles of MAIT cells in auto-
immune and inflammatory disease have been extensively
studied®~12 but their role in cancer is unclear. Although there are
currently no reports of tumor antigens presented by MRI to
MAIT cells!3-16, MAIT cells upregulate granzyme B and perforin
following activation®!7:18 and have the capacity to kill tumor cells
pulsed with the MAIT cell antigen 5-(2-oxopropylideneamino)-6-
p-ribitylaminouracil (5-OP-RU)', suggesting that MAIT cells are
capable of eliciting direct anti-tumor immune responses. Fur-
thermore, MAIT cells can be activated by inflammatory cyto-
kines, such as IL-12, IL-18, and TL1A2%-21, and express receptors
known to activate NK cells following interaction with their
respective ligands expressed on tumor cells, including DNAM-
12223 These observations suggest that MAIT cells may be acti-
vated within the tumor microenvironment (TME) through
alternative mechanisms to direct recognition of tumor antigens
and have the potential to detect tumor cells other than through
presentation of antigens by MR1. Upon activation, MAIT cells
have the potential to secrete cytokines predominantly associated
with both anti-tumor (e.g., IFN-y and TNF) and pro-tumor
activity (e.g., IL-17a, IL-22, and IL-13)%22.24, Therefore, although
it is plausible that MAIT cells may become activated within the
TME, their contribution to anti-tumor immune responses
remains unclear due to this diverse range of effector functions.

Human MAIT cells, characterized by expression of Va7.2 and
CD161%>, have been found within primary and metastatic lesions
in a range of tumor types. However, direct evidence of their role
in cancer is limited®. High infiltration of CD8TCD161% T cells is
associated with good prognosis across a large range of diverse
tumor samples, suggesting tumor-infiltrating MAIT cells may
correlate with favorable outcomes2. Numbers of circulating
MAIT cells are significantly reduced in patients with mucosal-
associated cancers, including colon and lung, and correlated with
increased MAIT cell infiltration in tumors?’-2%. Interestingly,
MAIT cells isolated from colorectal cancer (CRC) lesions and
liver metastases expressed lower IFN-y levels compared to
MAIT cells from healthy tissue?”-2%30, suggesting that their
function may be affected by the immunosuppressive TME. Fur-
thermore, CRC patients with high MAIT cell tumor infiltration
have a less favorable clinical outcome compared to patients with a
lower MAIT cell infiltration3!. Conversely, a study in patients
with hepatocellular carcinoma suggests that increased MAIT cell
infiltration correlated with an improved prognosis®2. Such
divergent observations have been observed across numerous
studies®, making it difficult to know whether MAIT cells play a
positive or negative role in anti-tumor immunity. This highlights
the need to investigate the functional role of MAIT cells in mouse
tumor models where they can be directly manipulated.

In this study, we investigate the function of MAIT cells in
murine tumor models, where we reveal a dichotomous role for
MAIT cells in anti-tumor immunity. MAIT cell-deficient (B6-
MAIT.,c MR1~/~) mice exhibit enhanced resistance to tumor
growth, suggesting an inhibitory role for MAIT cells in tumor
immunity. Conversely, MAIT cell activation and expansion via
exposure to free 5-OP-RU antigen or 5-OP-RU-pulsed tumor
cells enhances anti-tumor immunity. In both cases, these effects
are mediated by modulation of NK cell activity in an IFN-y-
dependent manner. Moreover, we provide evidence for a similar
function of MAIT cells in human cancer. Devising novel

strategies to enhance MAIT cell activation represents a potential
therapy for cancer, particularly those which originate in, or
metastasize to, tissues with high levels of MAIT cells, such as the
liver and lung.

Results

MAIT cell-deficient mice are protected against tumor growth.
To assess the potential role of MAIT cells in controlling anti-
tumor immunity, we utilized the congenic B6-MAIT_,; MR1 WT
mouse strain, which are reported to have increased numbers of
MAIT cells relative to wildtype C57BL/6 mice and thus the
numbers of MAIT cells in these mice are more similar to those
observed in humans®3. We utilized these mouse strains to
examine the potential role of MAIT cells in modulating lung
tumor metastasis. B6-MAIT. MRI1~/~ mice, which lack
MAIT cells, were significantly protected in an experimental
metastasis model involving intravenous inoculation of B16F10
melanoma cells, relative to B6-MAIT i MR1 WT mice (Fig. 1a).
In a distinct model involving subcutaneous growth of low dose
B16F10 melanoma cells, we again found that tumor growth was
significantly inhibited in B6-MAIT.,, MR1~/~ mice relative to
B6-MAIT i MR1 WT mice, leading to enhanced survival of
MAIT cell-deficient mice (Fig. 1b). These findings suggest that
MAIT cells play a pro-tumor role in both a lung metastasis and
subcutaneous model. Given these effects, we compared the
immune landscape in the lungs of B6-MAIT i MR1 WT and B6-
MAIT s MR1~/~ mice. As expected, we confirmed that B6-
MAIT,c MR1 WT mice had significantly increased numbers of
MAIT cells relative to C57BL/6 mice and B6-MAIT , MR1~/~
mice (Fig. 1c, d and Supplementary Fig. la). We observed a
threefold increase in MAIT cell numbers between B6-MAIT .,
MR1 WT mice and C57BL/6 mice as evaluated by MR1-5-OP-RU
tetramer staining, consistent with a previous report, which esti-
mated MAIT cell frequency based upon Val9-Ja33 mRNA
expression in these mice strains33. Comparison of other immune
subsets in the lungs of B6-MAIT,; MR1 WT and B6-MAIT
MR1~/~ mice revealed no differences in the numbers of y§
T cells, NKT cells, CD11bTLy6C* myeloid cells and both CD4*
and CD87 conventional af T cells (Tconv) (Fig. 1c, d). However,
there was a significant increase in numbers of NK cells in B6-
MAIT . MR1~/~ mice relative to B6-MAIT .« MRl WT mice
(Fig. le). Further analysis of this NK cell population revealed that
B6-MAIT, i, MR1~/~ mice exhibited an increased proportion
and absolute number of NK cells exhibiting the CD11b+CD27~
phenotype that marks an NK cell subset with enhanced cytotoxic
function (Fig. 1e)>+%. However, the expression of NK cell
receptors DNAM-1, CD96 and TIGIT, which contribute to NK
cell-mediated anti-tumor function3®, was similar on NK cells
from B6-MAIT., MR1 WT and B6-MAIT.., MR1~/~ mice,
while a slight decrease in NKG2D expression on NK cells
from B6-MAIT, i MR1~/~ mice was observed (Supplementary
Fig. 1b). This suggests that the lack of MAIT cells predominantly
affected NK cell numbers and maturation status. Using a more
comprehensive gating strategy to discriminate NK1.17 conven-
tional NK cells from ILC1s, we confirmed that these NK1.17 cells
expressed Eomes, confirming their identity as NK cells (Supple-
mentary Fig. 1c). Interestingly, this analysis also revealed that
MAIT cells isolated from the lung expressed DNAM-1 and CD96
(Supplementary Fig. 1d). Given this NK cell phenotype, we
investigated whether NK cells were responsible for the protected
phenotype of B6-MAIT MR1~/~ mice. We therefore assessed
B16F10 tumor metastasis in B6-MAIT_, MR1 WT and B6-
MAIT e MR1~/~ mice in the context of NK cell depletion using
anti-asialo GM-1 («tASGM1), after confirming that tASGM1 did
not deplete MAIT cells (Supplementary Fig. 1le). In this setting,
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the number of metastases were markedly increased following NK
cell depletion as expected based upon previous observations’.
Furthermore, following NK cell depletion B6-MAIT.,, MR1~/~
and B6-MAIT_ i MR1 WT mice exhibited a similar metastatic
burden following B16F10 tumor challenge, indicating that the
enhanced protection exhibited by B6-MAIT i MR1~/~ mice is
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NK cell dependent (Fig. 1f and Supplementary Fig. 1f). Similarly,
using the low dose of B16F10 in the subcutaneous model we also
observed NK cell-dependent anti-tumor immunity (Supplemen-
tary Fig. 1g). To investigate the mechanism by which Bé6-
MAIT s MR1~/~ mice were protected against B16F10 lung
metastasis, we investigated the phenotype of NK cells in tumor-
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Fig. 1 MAIT cell-deficient mice elicit enhanced NK cell-mediated anti-tumor immune responses. a 2 x 105 B16F10 tumor cells were injected i.v. into B6-
MAIT st MRT WT or B6-MAIT,se MR1=/~ mice. Lungs were harvested and the number of tumor metastases enumerated 14 days after inoculation. Data is
presented as mean + SEM of n= 26 (B6-MAIT,se MR1T WT) or n= 22 (B6-MAIT st MR1=/~) independent mice from four combined experiments, two-tailed
Mann-Whitney test. b 3 x 104 B16F10 tumor cells were injected s.c. into B6-MAIT .t MRT WT or B6-MAIT et MR1™/— mice and tumor size monitored. Data is
presented as mean + SEM of n =10 (B6-MAIT .t MRT WT) or n = 6 (B6-MAIT st MR1~/~) independent mice from a representative experiment of n= 2, Two-
way ANOVA. Survival was defined when tumor size exceeded 100 mm?2. Data is presented as mean = SEM of n=17 (B6-MAIT .t MRT WT) or n=13 (B6-
MAIT 2t MR1™/7) independent mice from two combined experiments, Log-rank (Mantel-Cox) test. ¢, d Representative flow cytometry plots (c) and absolute
numbers (d) of MAIT (CD45.2+CD19~TCRB+MR1-5-OP-RU-tetramert), y8 T (CD45.2+CD19~TCRydT), NKT (CD45.2+CD19~TCRB+aGalCer-tetramert),

myeloid (CD45.2+CD19-CD11b*Ly6C™), conventional T (Tconv; CD45.27CD19-TCRBH) and CD4+ and CD8* T cells in the lungs of indicated mice. Data is
presented as mean = SEM of n=7 (C57BL/6) and n=10 (B6-MAIT..st MR1 WT) independent mice from three combined experiments (MAIT cells), or n=6
(B6-MAIT st MRTWT) and n =5 (B6-MAIT .5t MR1~/~) independent mice from two combined experiments (y8 T cells, NKT cells), or n =11 independent mice
from three combined experiments (CD11b*Ly6C* myeloid cells), or n =11 (B6-MAIT..st MR1 WT) and n =10 (B6-MAIT,ss MR1~/~) independent mice from
three combined experiments (conventional T cells, CD4+ T cells, CD8™ T cells), two-tailed Mann-Whitney test. Numbers shown in MAIT cells panel indicate the
proportion of MAIT cells (red gate) from TCRB* gate (grey gate). e Absolute number and phenotype of NK cells (CD19~TCRB~NK1.1t) and CD11b/CD27

profile from lungs of B6-MAIT .t MR1T WT or B6-MAIT .t MR/~ mice. Data is presented as mean = SEM of n =19 (B6-MAIT.. MR1 WT) and n= 20 (B6-
MAIT .t MR1™/™) independent mice from five combined experiments, two-tailed Mann-Whitney test (left) and n=6 (B6-MAIT et MRT WT) or n=7 (B6-
MAIT .t MR1/=) independent mice from two combined experiments, Two-way ANOVA (right). f BI6F10 tumor cells were inoculated into B6-MAIT ..t MR1
WT or B6-MAIT .t MR1~/~ mice as per a and NK cells depleted with anti-asialo GM-1 (@ASGM1) on days -1 and 0. Data is presented as mean + SEM of n=8
(untreated B6-MAIT st MR1 WT), n =9 (untreated B6-MAIT st MR1™7), n = 6 (anti-asialo GM-1 treated B6-MAIT .t MRT WT) and n =5 (anti-asialo GM-1

treated B6-MAIT s MR1~/~) independent mice and is representative of two independent experiments, One-way ANOVA. *p < 0.05, **p < 0.01, ***p < 0.001,

Hkkk

p< 0.0001, ns = non-significant.

bearing mice at day 5 post-tumor challenge. This analysis
revealed that while NK cell numbers were significantly increased
in the lungs of B6-MAIT,,q MR1~/~ mice following tumor
challenge, this effect was not observed in B6-MAIT i, MR1 WT
mice (Supplementary Fig. 1h). Expression of the NK cell recep-
tors DNAM-1, CD96 and NKG2D, the degranulation marker
CD107a, and the cytokines IFN-y and TNF, were similar in NK
cells derived from tumor bearing B6-MAIT_,i MR1 WT and B6-
MAIT i MR1~/~ mice (Supplementary Fig. 1i). These results
suggest that the enhanced anti-metastatic response observed in
B6-MAIT.,c MR1~/~ mice is due to increased mature NK cell
numbers.

MAIT cell antigen pulsing of tumor cells reduces metastasis.
We next investigated the impact of MAIT cell activation on
tumor metastasis by pulsing tumor cells with the MAIT cell
antigen 5-OP-RU prior to intravenous inoculation (Fig. 2a). 5-
OP-RU pulsing significantly upregulated MR1 on B16F10 mela-
noma cells (Fig. 2b), suggesting the tumor cells were able to
present the 5-OP-RU antigen on their surface in an MRI-
dependent manner. Furthermore, the number and fold-change of
5-OP-RU-pulsed tumor cell metastases were much lower than
non-pulsed B16F10 tumors in B6-MAIT_, MR1 WT mice
(Fig. 2¢) and C57BL/6 WT mice (Fig. 2d). However, no reduction
in tumor metastases following 5-OP-RU pulsing was observed in
B6-MAIT.,. MR1~/~ mice (Fig. 2e), confirming the absolute
requirement for MAIT cells in this protective effect. Similar
results were obtained using a more stable but less potent 5-OP-
RU derivative (JYM?72, previously referred to as compound 1138)
pulsed onto B16F10 tumor cells (Supplementary Fig. 2a). In these
experiments, we also utilized a MSCV-cherry retroviral vector to
overexpress MR1 on B16F10 cells (B16F10cherryMR1) and
compared tumor growth to control B16F10 cells (B16F10cherry).
MRI1 overexpression resulted in an increase in cell surface MR1
expression, but did not significantly affect the extent of B16F10
metastases either in the presence or absence of antigen pulsing
(Supplementary Fig. 2a—c). This suggests that endogenous MR1
expression on B16F10 tumor cells is sufficient for the anti-tumor
response observed following pulsing with MAIT cell antigens. To
confirm this, we evaluated the effect of 5-OP-RU pulsing on the
metastasis of B16F10 tumor cells following CRISPR/Cas9-medi-
ated deletion of MRI1. Having verified successful knockout of

MRI1 on BI6F10 tumor cells (Supplementary Fig. 2d), we
observed that 5-OP-RU no longer exhibited an anti-tumor effect
(Fig. 2f), thus confirming the requirement for tumor-derived
MRI1 expression in this antigen-pulsing model. We also tested the
effect of 5-OP-RU pulsing in the breast adenocarcinoma cell line
E0771. In contrast to BI6F10 cells, MR1 was significantly less
upregulated in E0771 cells by 5-OP-RU (Fig. 2b), and accordingly
the metastases of E0771 cells were unaffected by 5-OP-RU pul-
sing (Fig. 2g). These experiments demonstrate that two inde-
pendent MAIT cell antigens, 5-OP-RU and JYM72, promote
MAIT cell-dependent anti-tumor immunity when pulsed onto
B16F10 tumor cells.

We next investigated whether the increased anti tumor
immunity observed following 5-OP-RU pulsing was a direct
mechanism, or an indirect mechanism involving downstream
effector cells. Given our previous data indicating a dependence on
NK cells in the protected phenotype of B6-MAIT ., MR1~/~
mice, we performed additional experiments where NK cells were
depleted using aASGM1. These experiments showed that there
was no protection due to 5-OP-RU pulsing of B16F10 tumor cells
following NK cell depletion (Fig. 2h), suggesting that MAIT cell-
mediated activation of NK cells was required for the protective
effect mediated by 5-OP-RU.

In vivo expanded MAIT cells inhibit tumor metastasis. Having
established that activated MAIT cells enhance anti-tumor NK cell
responses in the context of tumor cells presenting MAIT cell
antigens, we next examined whether activation and expansion of
MAIT cells could promote MAIT cell-mediated anti-tumor
immunity when the antigen was not directly targeted to the tumor
cells. To this end, 5-OP-RU was administered intranasally on days
0, 1, 2, and 4 prior to BI6F10 tumor challenge on day 7 (Fig. 3a).
5-OP-RU treatment increased the frequency and number of
MAIT cells within the lungs of B6-MAIT,; MR1 WT mice, with
a sevenfold increase by day 6 compared to untreated mice (Fig. 3b
and Supplementary Fig. 3a). 5-OP-RU treatment had little impact
on the proportion of MAIT cells that were CD4%, CD8T, or
double negative (DN), indicating that all subsets were expanded
equivalently (Supplementary Fig. 3b). Activated MAIT cells also
increased expression of the activation-associated protein, CD69,
and NK activation receptor, DNAM-1, while their expression of
the inhibitory ligand, CD96, was reduced (Fig. 3c). Having
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established that this treatment regimen successfully activated and
expanded MAIT cells, we next challenged B6-MAIT_,i; MR1 WT
and B6-MAIT.,, MR1~/~ mice with B16F10 tumors following
MAIT cell expansion. Strikingly, MAIT cell expansion provided
robust protection against B16F10 metastasis in B6-MAIT, MR1
WT mice (Fig. 3d), whereas no effect was observed in B6-MAIT
MR1~/~ mice treated with the same 5-OP-RU-mediated expan-
sion protocol (Fig. 3e), confirming the critical role of MAIT cells
in this effect. Similar results were achieved when B6-MAIT
MR1 WT mice were challenged with E0771 tumors, confirming
the effectiveness of MAIT cell expansion in multiple tumor
models (Fig. 3f). Importantly, this suggests that it is not necessary
for tumor cells to express MAIT cell antigens for MAIT cells to
exert anti-tumor immune responses. Remarkably, in a therapeutic
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model where E0771 tumors were administered prior to MAIT cell
expansion in B6-MAIT_,; MR1 WT mice, significant protection
was achieved (Fig. 3g, h). This therapeutic model highlights the
potential of stimulating MAIT cells as a viable therapy for
established cancers.

To investigate the mechanism of enhanced anti-tumor
immunity following 5-OP-RU-mediated expansion, we per-
formed gene expression analysis of lungs 5 days post 5-OP-RU
treatment. This analysis revealed an increased expression of genes
associated with MAIT cells, including Rorc, Il17a and Cxcr6
(Supplementary Table 1 and Supplementary Fig. 4a), consistent
with expansion of MAIT cells following 5-OP-RU treatment.
Analysis of differentially expressed genes against the mouse gene
atlas data repository revealed an enrichment in genes associated
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Fig. 2 Presentation of 5-OP-RU by tumor cells results in decreased metastasis in a MAIT and NK cell-dependent manner. a Schematic of experimental
setup. b Expression of MR1 in B16F10 and EO771 cells cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C. Data is representative of three
independent experiments. ¢ B16F10 cells were cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C and then 2 x 105 injected i.v. into B6-
MAIT st MRT WT mice. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean + SEM of n =15 independent mice per
group from two combined experiments, two-tailed Mann-Whitney test. d B16F10 cells were cultured with or without 10 pM of 5-OP-RU antigen for 4 h at
37°C and 2 x 10° were injected i.v. into C57BL/6 mice. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean = SEM of
n =27 (non-pulsed) and n = 26 (5-OP-RU-pulsed) independent mice from four combined experiments, two-tailed Mann-Whitney test. e B16F10 cells were
cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C and 2 x 10> were injected i.v. into B6-MAIT st MR1~/~ mice. Tumor metastases were
enumerated 14 days after inoculation. Data is presented as mean + SEM of n =12 (non-pulsed) and n =11 (5-OP-RU-pulsed tumor cells) independent mice
from one independent experiment, two-tailed Mann-Whitney test. Data from Fig. 1a non-pulsed groups also present in ¢ and e. f BI6F10 non-targeting
sgRNA and B16F10 MR1 sgRNA cells were cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C and 2 x 10° were injected i.v. into B6-
MAIT st MRT WT mice. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean £ SEM of n =9 (non-targeting sgRNA
non-pulsed), n =11 (non-targeting sgRNA + 5-OP-RU), n =10 (MR1 sgRNA non-pulsed) and n=5 (MR1 sgRNA + 5-OP-RU) independent mice and is
representative of two independent experiments, One-way ANOVA. g EO771 cells were cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C
and 5 x 10° were injected i.v. into B6-MAIT .t MRT WT mice. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean *
SEM of n=9 (non-pulsed) or n=13 (5-OP-RU pulsed) independent mice representing two combined experiments, two-tailed Mann-Whitney test. h
B16F10 cells were cultured with or without 10 pM of 5-OP-RU antigen for 4 h at 37 °C and 2 x 10° were injected i.v. into C57BL/6 mice. NK cells were
depleted with anti-asialo GM-1 (0dASGM1) on days -1 and O. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean =
SEM of n=13 (non-pulsed + «ASGM1) or n =12 (5-OP-RU-pulsed + «ASGM1) independent mice representing two combined experiments, two-tailed

Mann-Whitney test. **p < 0.01, ***p < 0.001, ns = non-significant.

with macrophages and NK cells, suggesting that MAIT cell
expansion led to subsequent macrophage and NK cell recruit-
ment, expansion and/or activation (Fig. 4a). To validate this, we
investigated the immune infiltrate in the lungs of B6-MAIT
MR1 WT mice by flow cytometry following intranasal expansion
of MAIT cells with 5-OP-RU. This analysis revealed that 5-OP-
RU mediated MAIT cell expansion resulted in increased numbers
of macrophages (F4/807CD64" myeloid cells), which also
exhibited an increased activation phenotype as shown by
enhanced expression of MHCII (Fig. 4b). Moreover, we
confirmed that 5-OP-RU-mediated MAIT cell expansion led to
an increase in the absolute number of NK cells, particularly the
mature CD11b+CD27~ subset in B6-MAIT.,; MR1 WT mice
(Fig. 4c). By contrast, the numbers of CD4" and CD8* T cells
were unaffected by intranasal expansion of MAIT cells with 5-
OP-RU (Fig. 4d). Notably, the increase in NK cells following 5-
OP-RU intranasal administration was not observed in B6-
MAIT.y MRI~/~ mice, confirming the requirement of
MAIT cells for this effect (Fig. 4c). A more comprehensive
analysis of NK cell phenotype in B6-MAIT,; MR1 WT mice
following 5-OP-RU administration revealed that NK cells
expressed significantly increased levels of NKG2D, Ki-67 and
KLRG1 (Fig. 4e), while other markers were unchanged. Given the
known role of NKG2D in the elimination of tumor cells,
including B16F103°, the increased expression of NKG2D on NK
cells following 5-OP-RU treatment may contribute to the
enhanced NK cell-mediated protection of these mice.

As NK cells were previously shown to be critical for the
protection against lung metastasis (Fig. 2h) and were expanded
post 5-OP-RU administration in B6-MAIT.;; MRl WT mice
(Fig. 4c), this led us to investigate the role of NK cell expansion in
the protective effect of intranasal 5-OP-RU antigen stimulation.
Similar to our results when tumor cells were pulsed with 5-OP-
RU (Fig. 2h), NK cell depletion with aASGM1 ablated the
protective effects of 5-OP-RU-mediated MAIT cell expansion
(Fig. 4f). This was also observed following treatment with the
NKI1.1 targeting antibody (Supplementary Fig. 5a), demonstrating
the important role for NK cells in mediating this effect. To
further confirm this NK cell-mediated anti-tumor response, we
also assessed the role of NK cells in MAIT cell-mediated tumor
inhibition using NKp46©re-Mcl-11°*P mice, which lack functional
NK cell development and reconstitution?, and C57BL/6 WT
control mice (Supplementary Fig. 5b). 5-OP-RU-mediated MAIT

cell expansion in these NKp46Cre-Mcl-119%P mice occurred to a
similar extent as C57BL/6 WT mice controls (Supplementary
Fig. 5¢), but this had no effect on B16F10 metastasis in these mice
that lack NK cells (Fig. 4g). Conversely, when conventional CD8+
T cells were depleted, the protective effects of 5-OP-RU-mediated
MAIT cell expansion were unaffected, suggesting CD8" T cells do
not contribute to this anti-tumor response (Supplementary
Fig. 5d). These results confirmed that MAIT cell-mediated
activation of NK cells results in enhanced anti-tumor immunity,
and that this does not require MAIT cell antigen presentation by
tumor cells.

MAIT cells enhance the anti-tumor function of NK cells in an
IFN-y-dependent manner. To determine the molecular basis
underlying the protective effects observed above, we isolated NK
cells and MAIT cells from PBS- versus 5-OP-RU-treated B6-
MAIT ¢« MR1 WT mice with and without BI6F10 tumor challenge
and performed RNA-seq. This analysis revealed that 5-OP-RU-
mediated expansion of MAIT cells led to the upregulation of several
genes associated with MAIT cell activation. Notably, we observed
increased expression of Ifng, Tnf and Gzmb (granzyme B), but
reduced expression of Il17a, by MAIT cells following 5-OP-RU-
mediated expansion (Supplementary Fig. 6a). To assess the impact
of MAIT cell activation on NK cells, we performed pathway analysis
on differentially expressed genes in NK cells isolated from lungs of
B6-MAIT_ MR1 WT mice treated with 5-OP-RU or PBS. Nota-
bly, IFN-y response and inflammatory response pathways were
prominent in this analysis, reflecting the activation of NK cells
following 5-OP-RU treatment (Fig. 5a, b). These pathways were also
enriched in NK cells isolated from tumor bearing B6-MAIT,; MR1
WT mice pre-treated with 5-OP-RU, highlighting that activation of
these pathways is potentially associated with reduced metastatic
burden. Additionally, genes associated with a type I IFN response
and oxidative phosphorylation were also increased following 5-OP-
RU activation (Fig. 5a and Supplementary Fig. 6b). Since type I
IFNs*! and oxidative phosphorylation*? are associated with
enhanced NK cell effector function, these data are also consistent
with enhanced activation of NK cells following MAIT cell stimu-
lation. Upregulation of genes associated with IFN-y and IFN-a in
NK cells post 5-OP-RU treatment was also consistent with
enrichment of genes associated with the GO term “cytokine-
mediated signaling pathway” following analysis of gene expression
in whole lung tissue with the same expansion protocol
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(Supplementary Fig. 4b, c). Given that this data suggested that IFN-  production from MAIT cells (Fig. 5¢), and this was observed at
y-mediated activation of NK cells occurred following 5-OP-RU  similar levels in all MAIT cell subsets (Supplementary Fig. 4d). By
treatment, we next assessed the source of IFN-y during this MAIT  contrast, cytokine production from conventional CD4* and CD8+
cell expansion protocol. Consistent with our RNA-seq analysis T cells was minimal after treatment with 5-OP-RU (Supplementary
(Supplementary Fig. 6a), we observed increased IFN-y and TNF  Fig. 4e). We next assessed the effect of IFN-y blockade on 5-OP-
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Fig. 3 MAIT cell expansion via 5-OP-RU treatment results in enhanced anti-tumor immunity. a Schematic of experimental setup. b Proportion and
absolute number of MAIT cells at day 6 post treatment following intranasal administration of 50 L of 233 pM 5-OP-RU or PBS at days O, 1, 2, and 4 in Bé-
MAIT st MRT WT mice. Data is presented as representative flow cytometry plots and mean + SEM of n =16 independent mice per group from four
combined experiments, two-tailed Mann-Whitney test. ¢ Expression of indicated cell surface markers on MAIT cells following intranasal treatment of mice
as per (a). Data is presented as mean = SEM of n =7 per group from two combined experiments, two-tailed Mann-Whitney test. d Following treatment of
mice as per (a). 2 x 10° B16F10 tumor cells were injected i.v. into B6-MAITc.st MRT WT mice. Tumor cell metastases were enumerated from lungs 14 days
post tumor inoculation. Data is presented as mean £ SEM of n =19 (non-treated) and n= 24 (5-OP-RU treated) independent mice from four combined
experiments, two-tailed Mann-Whitney test. e Following treatment of mice as per (a). 2 x 105 B16F10 tumor cells were injected i.v. into B6-MAIT s
MR1~/= mice. Tumor cell metastases were enumerated from lungs 14 days post tumor inoculation. Data is presented as mean + SEM of n=11 (non-
treated) and n = 8 (5-OP-RU treated) independent mice from two combined experiments, two-tailed Mann-Whitney test. f Following treatment of mice as
per (a). 5x10° EO771 tumor cells were injected i.v. into B6-MAIT..se MRT WT mice. Tumor cell metastases were enumerated from lungs 14 days post
tumor inoculation. Data is presented as mean + SEM of n =13 (non-treated) and n=14 (5-OP-RU treated) independent mice from two combined
experiments, two-tailed Mann-Whitney test. g Schematic of experimental setup for therapeutic model. h 5 x 105 EO771 tumor cells were injected i.v. into
B6-MAIT ¢ MRT WT mice on day O. Mice received 50 pL of 233 pM 5-OP-RU or PBS on days 2, 3, 4, and 6 and tumor cell metastases were enumerated
from lungs 14 days post tumor inoculation. Data is presented as mean £ SEM of n =6 (non-treated) and 7 (5-OP-RU treated) independent mice and is
representative of two independent experiments, two-tailed Mann-Whitney test. *p < 0.05, **p < 0.01, ***p <0.001, ****p < 0.0001, ns = non-significant.

RU-mediated protection. This revealed that IFN-y was critical for
the protective effect of 5-OP-RU treatment (Fig. 5d), which was
concomitant with reduced 5-OP-RU-mediated expansion of NK
cells following treatment with anti-IFN-y (Supplementary Fig. 6c).
Moreover, NK cells from 5-OP-RU pre-treated B6-MAIT i MR1
WT mice exhibited an activated phenotype as shown by increased
expression of genes associated with NK cell effector functions, such
as Ifng, Gzmb and Prfl (perforin), as well as increased expression of
the NK cell activation ligands, Cd226 (DNAM-1) and Ncrl
(NKp46) (Fig. 5e). These experiments highlight that activating
MAIT cells can enhance NK cell effector functions and suggest that
the combination of MAIT cell activation with therapies that pro-
mote NK cell activation may provide a novel approach to enhance
NK cell-mediated anti-tumor immunity.

Human MAIT-NK cell cross talk results in increased activation
of NK cells. To evaluate the effect of MAIT cells on NK cell-
mediated anti-tumor immunity in human cancer, we developed a
novel MAIT cell gene signature in order to investigate the
prognostic significance of MAIT cells using publicly available
TCGA datasets. To devise the signature, we performed differ-
ential gene signature analysis on MAIT cells versus 28 other
immune cell types isolated from peripheral blood, based on a
published dataset®3. The genes identified from this analysis
(Supplementary Table 2) were highly expressed in MAIT cells
relative to other cell types including conventional T cells and NK
cells (Supplementary Fig. 7a). Moreover, the ability of this gene
signature to identify MAIT cells was comparable to the ability of
a previously validated NK cell signature used to identify NK
cells** (Supplementary Fig. 7b), thereby indicating that this gene
signature can be used to evaluate the extent of MAIT cell infil-
tration in bulk tissues. We investigated the impact of the MAIT
cell signature score on the progression-free survival (PES) of
patients with cancers where high levels of NK cells correlated
with improved survival. The impact of a high NK score on
prognosis was most marked in skin cutaneous melanoma
(SKCM) and bladder cancer (BLCA) and in both these cancer
types a high MAIT cell signature correlated with an increased
NK cell signature and expression of CD3, CD8 and CD45
(Fig. 6a and Supplementary Fig. 8a) likely indicative of tumors
with high levels of immune cell infiltrate. While the MAIT cell
signature had no impact on PFS by itself (Supplementary
Fig. 8b), a high MAIT score significantly reduced the impact of a
high NK score on PFS (Fig. 6b). This suggests that, similar to the
murine data presented above, MAIT cells can suppress NK cell-
mediated anti-tumor immunity. Similar observations were found
in triple-negative breast invasive carcinoma (BRCA TNBC),

cholangiocarcinoma (CHOL) and liver hepatocellular carcinoma
(LIHC), where a high MAIT cell infiltration had a negative
impact on the outcome of patients with a high NK cell infiltra-
tion (Supplementary Fig. 8c). These results imply that MAIT-
cells may be detrimental to NK cell-mediated anti-tumor
immunity in these patient cohorts.

To investigate whether human MAIT cell activation could activate
human NK cells similar to our data in the murine system, we
cultured peripheral blood mononuclear cells (PBMCs) from healthy
donors in the presence or absence of 5-OP-RU. Stimulation of
PBMCs with 5-OP-RU resulted in significantly increased production
of IFN-y and TNF by NK cells and to a much lesser extent
conventional T cells (Fig. 6¢ and Supplementary Fig. 8d). To confirm
that this was a MAIT cell-mediated effect, we isolated NK cells and
Va7.2% cells (enriched for MAIT cells) from healthy donors and
cultured these cells alone or together in the presence or absence of 5-
OP-RU. Stimulation of NK cells alone with 5-OP-RU did not result
in increased production of IFN-y. However, stimulation of NK cells
cultured with MAIT cells and 5-OP-RU resulted in significantly
increased production of IFN-y by NK cells (Fig. 6d), confirming that
5-OP-RU-mediated stimulation of MAIT cells subsequently induces
potent activation of NK cells. To assess whether 5-OP-RU-mediated
activation of MAIT cells can prime NK cells for secondary
stimulation, PBMCs were activated in the presence or absence of
5-OP-RU overnight and stimulated with either anti-CD16 or IL-12
and IL-18. Activation of NK cells with either anti-CD16 or IL-12 and
IL-18 resulted in the production of IFN-y and TNF. Importantly, this
was significantly enhanced by prior stimulation of PBMCs with 5-
OP-RU (Supplementary Fig. 8e). Moreover, 5-OP-RU activation of
PBMCs led to enhanced cytotoxic function against K562 cells, a
known NK cell target®, inferring increased activation of NK
cell cytotoxic function following 5-OP-RU treatment (Fig. 6e and
Supplementary Fig. 8f). To investigate this in a patient context, we
examined this effect using immune cells isolated from primary
melanoma lesions. Owing to the low frequency of MAIT cells
observed within these particular tumors, MAIT cells isolated from
healthy donor PBMCs were added to melanoma samples with or
without 5-OP-RU stimulation (Fig. 6f, g). Notably, the addition of
MAIT cells and 5-OP-RU led to a significant increase in NK cell
activation as measured by expression of CD69, IFN-y and TNF
(Fig. 6f, g). This suggests that activated tumor-infiltrating MAIT cells
have the potential to enhance tumor-infiltrating NK cell function and
thus promote an anti-tumor response. Notably, 5-OP-RU had no
effect on NK cell function in the absence of exogenous MAIT cells,
confirming the specificity of this cross-talk response (Fig. 6f, g). Since
these effects were largely dependent on the addition of exogenous
MAIT cells, we further explored the extent of endogenous MAIT-NK
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cell axis using a melanoma sample identified to have a higher MAIT
cell frequency (0.78% of live cells, compared to <0.1% in Fig. 6f, g). 5-
OP-RU treatment significantly increased the number of IFN-y and
TNEF-positive NK cells, confirming that NK-MAIT cell cross talk can
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occur within a tumor context (Fig. 6h). Taken together, this data
suggests that in a patient setting MAIT cells can negatively impact
NK cell anti-tumor functions. However, activation of MAIT cells can
overcome this inhibition by enhancing NK cell function.
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Fig. 4 MAIT cell expansion results in enhanced NK cell activation and anti-tumor immunity. a B6-MAIT_,.; MR1T WT mice were treated as per Fig. 3a.
Lungs were harvested and RNA extracted from single-cell suspensions. Gene expression determined by Nanostring and differentially expressed genes with 5-OP-
RU treatment compared to PBS controls were compared to the mouse gene atlas. b Absolute number and activation of F4/80+CD64+ myeloid cells from B6-
MAIT st MRT WT mice treated as per Fig. 3a. Data is presented as mean £ SEM of n =5 mice per group from one independent experiment, two-tailed
Mann-Whitney test. ¢ Absolute number of NK cells from B6-MAIT . MRT WT and B6-MAIT .t MR1~/~ mice treated as per Fig. 3a (left) and CD11b and CD27
phenotype of NK cells in B6-MAIT st MRT WT treated with PBS or 5-OP-RU (right). Data is presented as mean £ SEM of n = 23 (non-treated B6-MAIT .5t MR1
WT), n=13 (5-OP-RU treated B6-MAITc.e MR1 WT), n =17 (non-treated B6-MAIT st MRT7) and n =7 (5-OP-RU-treated B6-MAIT st MR1)
independent mice from six combined experiments, One-way ANOVA (left). Data is presented as mean + SEM of n =7 independent mice per group from two
combined experiments, representative of five independent experiments two-way ANOVA (right). Data from Fig. Te. (left) also present in ¢. (left) present in d
Absolute number of conventional T (Tconv), CD4+ and CD8™ T cells from B6-MAIT .5t MR1 WT mice treated as per Fig. 3a. Data is presented as mean + SEM
of n =9 independent mice per group from two combined experiments, two-tailed Mann-Whitney test. e Expression of NKG2D, Ki67 and KLRG1 on NK cells from
B6-MAIT .t MRT WT mice treated as per Fig. 3a. Data is presented as mean = SEM of n =5 (PBS treated) and n = 4 (5-OP-RU treated) independent mice from
one independent experiment, two-tailed Mann-Whitney test. f B6-MAIT .t MR1 WT and B6-MAIT .t MR1~/~ mice were treated as per Fig. 3a. NK cells were
depleted with anti-asialo GM-1 (0dASGM1) on days 6 and 7 and 2 x 10° B16F10 cells were injected i.v. on day 7. Tumor metastases were enumerated 14 days after
inoculation. Data is presented as mean £ SEM of n =8 (non-treated B6-MAIT.s; MRT WT), n =11 (aASGM1 treated B6-MAIT .t MRT WT), n=12 (5-OP-RU
treated B6-MAIT .t MRT WT), n =11 (@ASGM1 and 5-OP-RU treated B6-MAIT . MRT WT), n = 5 (non-treated B6-MAIT .t MR1~7=), n =5 (aASGMT1 treated
B6-MAIT et MR1™/7), n=4 (5-OP-RU treated B6-MAIT .t MR1~/=) and n =5 (@ASGM1 and 5-OP-RU treated B6-MAIT,s; MR1~/~) independent mice from
two combined experiments, one-way ANOVA. g C57BL/6 and NKp46Cre-Mcl-119*P mice were treated as per Fig. 3a and 2 x 105 B16F10 cells were injected i.v. on
day 7. Tumor metastases were enumerated 14 days after inoculation. Data is presented as mean = SEM of n =10 (non-treated C57BL/6 and), n=10 (5-OP-RU

treated C57BL/6), n =14 (non-treated NKp46<re-Mcl-10%P) or n =15 (5-OP-RU treated NKp46<re-Mcl-19%P) independent mice from two combined
experiments, one-way ANOVA. **p <0.01, ***p <0.001, ***p <0.0001, ns = non-significant.

Discussion

While the role of MAIT cells in immunity to infection is well-
established, their contribution to anti-tumor immune responses
remains unclear. Some studies of MAIT cells in cancer patients
have suggested that increased MAIT cell numbers within tumors
is a negative prognostic factor, while others suggest that the
presence of MAIT cells correlates with improved survival®. Our
findings shed light on these paradoxical observations, revealing
that while under steady state conditions MAIT cells negatively
regulate NK cell maturation and NK cell-dependent anti-tumor
immune responses. By contrast, activated and expanded
MAIT cells promote anti-tumor immunity through IFN-y-
dependent activation of NK cells.

Our observations of MAIT cell-deficient mice being more
resistant to B16F10 lung metastasis and subcutaneous tumor
growth suggested that MAIT cells interfere with effective anti-
tumor immunity. As MAIT cell-deficient mice showed increased
NK cell number and enhanced maturation status, and the pro-
tective effect in MAIT cell-deficient mice was lost when NK cells
were depleted, we propose the existence of a MAIT-NK cell axis
that controls NK cell-mediated tumor immunity. Importantly, we
have also provided evidence that a similar MAIT-NK cell axis
may exist in humans given that a strong MAIT cell signature
abolished the otherwise improved prognosis associated with a
strong NK cell signature. The observation that MAIT cell-
deficient mice have enhanced NK cells is reminiscent of a pre-
vious report showing that NKT cell-deficient mice have increased
levels of MAIT cells#. It is possible that MAIT cells actively
control NK cell function via the production of inhibitory cyto-
kines or other factors, such as IL-13, which was recently shown to
be abundantly produced by MAIT cells following chronic
stimulation?4,

Importantly, despite the apparent suppressive role MAIT cells
naturally play in cancer, we have also shown that, paradoxically,
activation and in vivo expansion of MAIT cells can be harnessed
to promote NK cell-mediated anti-tumor immunity. NK cells
were critical effectors of this 5-OP-RU-mediated therapeutic
effect, but interestingly 5-OP-RU administration also led to an
increase in number and activation of macrophages. Although our
study does not exclude a direct role for macrophages in this anti-
tumor effect, our data more strongly point to a role for NK cells
given that effects were totally abrogated following NK cell

depletion. We therefore hypothesize that macrophages may
contribute to the therapeutic anti-tumor effect through
chemokine-mediated recruitment of NK cells as has been
reported previously?”.

Mechanistically, RNA-seq-based experiments showed that
MAIT cell activation led to an increase in NK cell genes asso-
ciated with an IFN-y response. The importance of IFN-y in these
MAIT- NK cell-mediated anti-tumor effects was supported by
MAIT cell production of IFN-y following in vivo activation, and
confirmed by the complete abrogation of protection following
IFN-y neutralization. This is reminiscent of previous studies
showing that activated CD1d-restricted NKT cells also promote
anti-tumor immunity via the activation of NK cells in an IFN-y-
dependent manner?® 4% In these studies IFN-y production by
NKT cells led to a subsequent activation of NK cells and in turn
increased secretion of IFN-y by NK cells themselves. It is possible
that a similar mechanism occurs following MAIT cell activation
whereby the effects of MAIT cell-derived IFN-y are subsequently
amplified by the production of IFN-y by NK cells or other
immune cells. Our observation that activated MAIT cells enhance
NK cell anti-tumor responses contrasts with a recent study, which
indicated that MAIT cell activation through 5-OP-RU pulsing of
tumor cells led to suppression of NK cell anti-tumor immunity°.
Reasons for these differences are not clear, however, we achieved
similar MAIT cell dependent activation of NK cells when 5-OP-
RU was presented by either tumor cell pulsing or via intranasal
delivery. Moreover, our observations were confirmed in B6-
MAIT_,c MR1 WT mice that have MAIT cell numbers more
equivalent to humans, and were not observed in B6-MAIT,,
MR1~/~ mice, which lack MAIT cells. In addition to the mouse-
based studies, we also showed that MAIT cell activation could
enhance NK cells derived from human tumors. Interestingly,
another recent study found that tumor-derived antigen pre-
sentation by MR1 to conventional T cells resulted in significant
anti-tumor activity>!. Taken together, this suggests that activating
MAIT cells may be a potential therapeutic strategy for the
treatment of cancer.

It is well accepted that effector functions of tumor-infiltrating
conventional T cells can be suppressed by the TME. Likewise,
human studies have shown reduced cytotoxic functions of
MAIT cells in mucosal-associated cancers??-31, Strategies to
overcome this decreased effector function are critical for effective
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immunotherapies. Excitingly, our data has revealed two distinct
avenues by which MAIT cells may be targeted for tumor
immunotherapy. If we can effectively deplete or block MAIT cells
in steady state, this may release MAIT cell inhibitory effects over
NK cells. Conversely, antigen-specific activation of MAIT cells in

cancer patients has the potential to reverse this diminished
effector response, and ultimately lead to improved NK cell-
mediated tumor rejection. Given that MAIT cells all exhibit the
same specificity in humans, and MR1 is a non-polymorphic
antigen presenting molecule that presents the same antigens in all
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Fig. 5 MAIT cell-mediated enhancement of NK cell anti-tumor function is IFN-y dependent. a, b B6-MAIT_..; MR1T WT mice were treated as per Fig. 3a.
5 x 105 B16F10 cells or PBS control were injected i.v. at day 6 and 12 h later lungs were processed. NK1.1+ NK cells were FACS sorted and RNA extracted for
subsequent 3’ RNA-sequencing analysis. Cells were harvested from three mice per group and data represented as technical duplicates. Heatmaps show
relative expression of genes in indicated pathways. a Differentially expressed genes were subject to hallmark pathway analysis. Indicated signatures were
significantly upregulated post intranasal 5-OP-RU treatment. b Heatmaps showing expression of indicated genes in pathways identified. € B6-MAIT .t MR1
WT mice were treated as per Fig. 3a. Expression of IFN-y and TNF from MAIT cells at indicated days post 5-OP-RU expansion. Data is presented as mean
+ SEM of n =5 independent mice per group from one independent experiment, one-way ANOVA. d C57BL/6 mice were treated as per Fig. 3a, inoculated
with 2 x10° B16F10 cells and received 250 pg of anti-IFN-y i.p. on day O and 1. Data is presented as mean * SEM of n=11 (non-treated and 5-OP-RU
treated) and n =10 (5-OP-RU + alFN-y treated) independent mice, from two combined experiments, one-way ANOVA. e Heatmaps showing expression
of indicated genes in pathways identified from Fig. 5b. *p < 0.05, **p < 0.01, ****p <0.0001, ns = non-significant.
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Fig. 6 Activated Human MAIT cells cross talk with NK cells leading to increased activation, cytokine production and cytotoxicity. a Correlation (cor)
between MAIT score and NK score as indicated for skin cutaneous melanoma (SKCM) and bladder carcinoma (BLCA). b Analysis of progression-free
survival (PFS) of SKCM and BLCA patients stratified into indicated cohorts based upon high or low expression of NK and MAIT cell related genes. ¢ PBMCs
were cultured for 16 h with IL-2 (20 IU/mL) in the presence or absence of 100 nM 5-OP-RU. Production of cytokines by CD3~CD561 NK cells determined
by flow cytometry. One donor (gray) was identified to have a low frequency of MAIT cells (0.80% CD19~CD3*+CD161+Va7.2% of live cells). Data is
presented as mean + SEM of triplicate cultures from 17 independent donors (IFN-y*) or triplicate cultures from 8 independent donors (TNF), two-tailed
Paired-t test. d Isolated NK cells and MAIT (Va7.21) cells were cultured for 16 h with IL-2 (20 IU/mL) in the presence or absence of 100 nM 5-OP-RU.
Production of cytokines by CD3-CD56% NK cells determined by flow cytometry. Each data point represents the mean + SEM of triplicate cultures from
nine independent donors (NK cells only) or triplicate culture from five independent donors (NK cells + Va7.2% cells), two-tailed Paired-t-test. e PBMCs
were stimulated as in (¢) and co-cultured with Cr>'-labeled K562 target cells. PBMC: tumor ratios (E:T ratio) are as indicated. Data is represented by mean
+ SEM of triplicate cultures from a representative experiment of n = 3. Percentage-specific lysis at 1:25 PBMCs: tumor targets. Data is represented by
mean = SEM of triplicate cultures from three separate donors, two-way ANOVA. f, g Tumor infiltrating lymphocytes from melanoma patients were cultured
with IL-2 (20 IU/mL) in the presence or absence of 100 nM 5-OP-RU with or without additional MAIT cells isolated from healthy donor PBMCs. Expression
of CD69 and percentage of IFN-y or TNF-producing NK cells (CD3-CD561) assessed by flow cytometry. Data is presented as mean + SEM of triplicate
cultures from three independent tumor samples, two-way ANOVA. h Tumor infiltrating lymphocytes from a melanoma tumor sample were cultured as in
() and expression of IFN-y and TNF on NK cells were assessed. Data is presented as mean £ SEM of triplicate cultures. *p <0.05, **p < 0.01, ***p < 0.0071,

****p < 0.0001, ns = non-significant.

individuals, these approaches present fewer obstacles than tar-
geting conventional MHC-restricted T cells that express highly
diverse TCRs and interact with highly polymorphic antigen
presenting molecules. In summary, our data reveals a critical
MAIT cell-NK cell axis, that can both inhibit and promote NK
cell-mediated immunity in different settings. The therapeutic
potential of these findings needs to be explored especially in
mucosal-associated cancers, which have high levels of NK and
MAIT cells®.

Methods

Cell lines and mice. The C57BL/6 mouse melanoma cell line B16F10 and the
human chronic myelogenous leukemia cell line K562 were obtained from ATCC.
The breast adenocarcinoma cell line E0771 was obtained from Prof. Robin
Anderson (Olivia-Newton John Cancer Centre Heidelberg, Victoria, Australia).
Tumor lines were verified to be mycoplasma negative by PCR analysis. MR1
overexpressing B16F10 cells were generated using the MSCV-cherry retroviral
vector®’. Tumor cells were grown in DMEM supplemented with 10% FCS, glutamax
and penicillin/streptomycin. For in vivo experiments, the indicated number of cells
were resuspended in PBS and injected subcutaneously (100 pL) or intravenously
(200 pL) into C57BL/6 WT, B6-MAIT e MR1 WT33, B6-MAIT , MR1~/~33 or
NKp46©re-Mcl-11°%P mice>2, which were all bred separately. All experiments used
sex-matched mice aged 6-12 weeks that were housed in PC2-specific pathogen-free
conditions at the Peter MacCallum Cancer Centre (Melbourne). Mice were assessed
for rapid-breathing or other signs of illness every 1-2 days. Subcutaneous tumors
were measured with callipers and survival was defined when tumor size exceeded
100 mm?. Lung metastases were individually counted with a dissection microscope.
Mice were euthanized via cervical dislocation or CO, asphyxiation at the end of the
experiment. All animal experiments were approved by the Animal Experimental
Ethics Committee (Peter MacCallum Cancer Centre; Protocol E582).

Antigens, antibodies, and recombinant cytokines. The MR1 ligands 5-(2-
oxoepropylideneamino)-6-D-ribitylaminouracil (5-OP-RU) and JYM72 were syn-
thesized following published procedures®®. The compounds were diluted in PBS
immediately prior to in vivo administration. Neutralizing antibodies for IFN-y
(H22), CD8 (YTS 169.4) and NK1.1 (PK136) were purchased from BioXcell (West
Lebanon, NH, USA). Anti-asialo GM-1 (¢ASGM1) was purchased from Wako
Chemicals (Richmond, VA, USA). Recombinant IL-2, IL-12, and IL-18 were
purchased from PeproTech (Rehovot, Israel). Additional information for anti-
bodies and reagents can be found in Supplementary Data 1.

Pulsing of tumor cells. Tumor cells were pulsed with 10 uM of 5-OP-RU or
JYM?72 for 3h in DMEM supplemented with 10% FCS, glutamax and penicillin/
streptomycin at 37 °C before i.v. injection into mice. Expression of MR1 was
assessed via flow cytometry to ensure presentation of antigen by tumor cells.

Intranasal expansion of MAIT cells. Mice were anaesthetized with xylazine and
ketamine prior to receiving 50 uL of 233 uM 5-OP-RU diluted in PBS into the nasal
cavity on day 0, 1, 2, and 4. Expansion of MAIT cells in the lung was subsequently
determined via flow cytometry analysis.

Analysis of lung-infiltrating immune subsets. Lungs were excised and digested
post-mortem with 1 mg/mL collagenase type IV (Worthington; Lakewood, NJ,
USA) and 0.01 mg/mL DNase (Sigma-Aldrich Pty Ltd, Sydney, NSW, Australia).
After digestion at 37 °C for 30 min at 120 rpm, red blood cells (RBCs) were lysed
using ACK lysis buffer and cells were passed through a 70 uM filter twice. Anti-
CD16/32 mAb (clone 2.4G2) was used to block Fc receptors prior to flow cyto-
metry staining.

Flow cytometry. For immunofluorescence staining, morphology of cells was
determined via FSC-A and SSC-A, doublets excluded via FSC-A and FSC-H and
dead cells excluded with Fixable-Yellow live/dead stain (Invitrogen, Carlsbad, CA,
USA). Human and mouse MRI tetramers were produced! >3. Biotinylated MR1-
5-OP-RU and control MR1-Ac-6FP monomers were tetramerized with streptavi-
din conjugated to PE (BD Pharmigen; San Jose, CA, USA). For intracellular
detection of IFN-y and TNF, cells were cultured for 4 h with 5 ng/mL PMA and 1
ug/mL Ionomycin in the presence of Golgi Plug and Golgi Stop (BD Pharmingen;
San Jose, CA, USA). Data were collected using a BD FACSymphony and analyzed
using FacsDiva v8 and Flow]Jo v10.2 (Treestar, Ashland, OR). A list of antibodies
used for flow cytometry is provided in Supplementary Table 3and gating strategies
are shown in Supplementary Fig. 9.

CRISPR/Cas9-mediated knockout of MR1. To generate the MR1 knockout
B16F10 cell line (B16F10 MR1 sgRNA), 37 pmoles sgRNA (Synthego) and 270
pmoles recombinant Cas9 (IDT) were incubated together for 10 min at room
temperature. sgRNA/Cas9 RNPs were electroporated into 3 x 10° B16F10 cells
using a Lonza SF Cell line kit and 4D-Nucleofector. MR1 knockout was confirmed
via flow cytometric analysis. Two sgRNAs were used for MR1 knockout (G1:
CGACAGUGUCACUCGACAGA, G2: AGGUACACUCAGCUGCUAAG).
B16F10 non-targeting sgRNA control cell lines were also generated (G1:
GCACUACCAGAGCUAACUQC).

Nanostring gene expression analysis. RNA prepared from whole lung tissue was
quantified and quality assessed using Tapestation analysis. Gene counts were
determined by Peter MacCallum Cancer Centre Advanced Genomic Core by
nCounter XT assay (Mouse Pan Cancer Immune Profiling; Nanostring technol-
ogies 115000142) and analyzed by nSolver 4.0 software as per manufacturer’s
instructions. All positively upregulated genes were tested in ENRICHR tool>% 5,
Top enriched genesets within the Mouse gene atlas®® and Gene Ontology (GO)
Biological process 2018 database®” were identified, including macrophage and NK
cell genesets®® and Cytokine mediated signaling pathway (GO:0019221). Heat-
maps for the top 100 most differentially expressed genes and genes from the
cytokine mediated signaling pathway were generated using the pheatmap R
package, using row-mean centered and scaled-gene expression of log2(normalized
counts + 0.5).

RNA-sequencing analysis. MAIT cells and NK cells were sorted with a BD
FACSAria, and RNA was isolated using a RNeasy mini kit (Qiagen) as per the
manufacturer’s instructions. RNA-seq libraries were prepared using the QuantSeq
3’ mRNA-seq Library Prep Kit for Illumina (Lexogen) as per manufacturer’s
instructions. Single-end, 75 bp RNA-seq short reads were generated using NextSeq
(Illumina, Inc., San Diego, CA). CASAVA 1.8.2 was used for base calling. Quality
of the data was assessed using RNA-SeQC v1.1.7°8. To analyze differential gene
expression, the data was quality trimmed using Cutadapt v1.6 to remove random
primer bias and 3’ end trimming was performed to remove poly-A-tail derived
reads and alignment performed using HISAT2 against the mouse reference genome

| (2021)12:4746 | https://doi.org/10.1038/541467-021-25009-4 | www.nature.com/naturecommunications 13


www.nature.com/naturecommunications
www.nature.com/naturecommunications

ARTICLE

mm]l0. The subread software package 1.6.4 was used to count the number of reads
per gene using gene definitions from Ensembl Release 96°°. Gene counts were
normalized using the Voom method in the Limma R package and converted into
log2 counts per million. Linear modeling using Limma was applied for differential
expression analysis between defined groups®. Adjusted p-values were computed
using the Benjamini-Hochberg method. All differentially expressed genes were
filtered for false-discovery rate (FDR) cutoff of 5% and fold-change cutoff >1.
Volcano plots were used to represent differential gene expression between groups.
Heatmaps for selected gene sets were generated using the pheatmap R package,
using row-mean centered and scaled-gene expression levels of log2(CPM + 0.5).
Rows were grouped by hierarchical clustering using Euclidean distance and
average-linkage. For gene set enrichment analysis (GSEA), all differentially
expressed mouse genes between NK cells in 5-OP-RU-treated mice against PBS
controls were ranked according to fold-change and the GSEA v3.0 software (http://
www.broad.mit.edu/gsea/) was used to test for enrichment to hallmark genesets in
the molecular signatures database (MSigDB)°!.

Isolation of peripheral blood mononuclear cells (PBMCs), NK cells,

MAIT cells, and cytotoxicity assays. Human buffy coats from healthy blood
donors were provided by the Australian Red Cross Blood Service with written
informed consent and approval from Melbourne Human Ethics Committee (01/
14). PBMCs were isolated via standard density gradient using Ficoll-paque Plus
(GE Healthcare; Chicago, IL, USA) and RBCs were lysed with ACK lysis buffer.
PBMCs were cultured in complete RPMI media with 20 IU/mL recombinant
human IL-2 with or without 100 nM 5-OP-RU. NK cells were isolated using the
human NK cell isolation kit (Miltenyi Biotec). MAIT cells were isolated via PE
conjugated anti-Va7.2 and anti-PE Microbeads (Miltenyi Biotec). PBMC killing
function was assessed in a 4h >!Cr-release assay against K562 targets at E:T
ratios (PBMCs: tumor targets) of 100:1, 50:1, 25:1, 12.5:1, 6.25:1, 3.13:1, 1.56:1,
0.78:1, and 0.39:1. Cytotoxicity was normalized to maximum killing for the
experiment.

MAIT and NK signature generation. To calculate a gene signature associated
with MAIT cells, RNA-Seq profiling of 29 different PBMCs were downloaded
from the Gene Expression Omnibus (Accession ID GSE107011). Differential
expression was performed using limma-voom between the MAIT cell group and
each other cell type. A MAIT cell gene set was calculated by selecting the genes
that had nominal p-value < 0.05 and log-fold-change > 0 against all other cell
types. For NK cells, an established gene set was used*4. KLRB1 was excluded from
the signatures due to being in both original gene sets. Signature scores were
calculated using the singscore R package®2. Heatmaps for GSE107011 were gen-
erated from gene-wise Z-scores of log-counts-per-million using the Complex-
Heatmap R package®.

Survival analysis. Samples were classified into “High” and “Low” categories for
MAIT and NK cell groups based on whether a sample had a signature score above
or below (respectively) the mean value of that cell type’s signature scores within
that TCGA cohort. Progression-free survival (PFS) endpoints were matched to
samples from an integrated TCGA pan-cancer clinical data resource®*.
Kaplan-Meier and Cox regression models on different subsets of the TCGA data
using the “survival” R package (version 3.1-8).

Preparation of melanoma biopsy cell suspension. Patients undergoing surgical
resection of melanoma metastases were enrolled in a prospective protocol after
approval from the Melanoma Research Victoria Human Research Ethics Com-
mittee (07/38). Melanoma Research Victoria performed the informed consent for
collection of samples for research purposes and all participants signed and agreed.
Melanoma TILs were prepared as previously described®>.

Statistical analysis. Figures were generated using GraphPad Prism v7 and 8
(GraphPad Software). Data was first tested for normal distribution. Statistical
differences were analyzed as stated in text. p <0.05 was considered significant.

Reporting summary. Further information on research design is available in the Nature
Research Reporting Summary linked to this article.

Data availability

The nanostring data, RNA-sequencing data and MAIT and NK cell signatures that
support the findings of this study have been deposited in GEO NCBI under the accession
codes GSE179140, GSE179139, and GSE107011, respectively. Hallmark datasets utilized
can be accessed via https://www.gsea-msigdb.org/gsea/msigdb/index.jsp. Source data are
provided with this paper.

Received: 28 July 2020; Accepted: 19 July 2021;
Published online: 06 August 2021

References

1.

10.

11.

12.

14.

15.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Porecelli, S., Yockey, C. E., Brenner, M. B. & Balk, S. P. Analysis of T cell
antigen receptor (TCR) expression by human peripheral blood CD4-8- alpha/
beta T cells demonstrates preferential use of several V beta genes and an
invariant TCR alpha chain. J. Exp. Med. 178, 1-16 (1993).

Tilloy, F. et al. An invariant T cell receptor alpha chain defines a novel TAP-
independent major histocompatibility complex class Ib-restricted alpha/beta T
cell subpopulation in mammals. J. Exp. Med. 189, 1907-1921 (1999).
Lepore, M. et al. Functionally diverse human T cells recognize non-microbial
antigens presented by. Elife 6, MR1 (2017).

Reantragoon, R. et al. Antigen-loaded MRI1 tetramers define T cell receptor
heterogeneity in mucosal-associated invariant T cells. J. Exp. Med. 210,
2305-2320 (2013).

Gold, M. C. et al. Human mucosal associated invariant T cells detect
bacterially infected cells. PLoS Biol. 8, 1000407 (2010).

Bourhis, L. L. et al. Antimicrobial activity of mucosal-associated invariant

T cells. Nat. Immunol. 11, 701-708 (2010).

Treiner, E. et al. Selection of evolutionarily conserved mucosal-associated
invariant T cells by MR1. Nature 422, 164-169 (2003).

Huang, S. et al. MR1 antigen presentation to mucosal-associated invariant

T cells was highly conserved in evolution. Proc. Natl Acad. Sci. USA 106,
8290-8295 (2009).

Godfrey, D. L, Koay, H. F., McCluskey, J. & Gherardin, N. A. The biology and
functional importance of MAIT cells. Nat. Immunol. 20, 1110-1128 (2019).
Howson, L. J., Salio, M. & Cerundolo, V. MR1-restricted mucosal-associated
invariant T cells and their activation during infectious diseases. Front.
Immunol. 6, 303 (2015).

Rouxel, O. & Lehuen, A. Mucosal-associated invariant T cells in autoimmune
and immune-mediated diseases. Immunol. Cell Biol. 96, 618-629 (2018).
Toubal, A., Nel, I, Lotersztajn, S. & Lehuen, A. Mucosal-associated invariant
T cells and disease. Nat. Rev. Immunol. 19, 643-657 (2019).

Corbett, A. J. et al. T-cell activation by transitory neo-antigens derived from
distinct microbial pathways. Nature 509, 361-365 (2014).

Eckle, S. B. et al. Recognition of vitamin B precursors and byproducts by
mucosal associated invariant T cells. J. Biol. Chem. 290, 30204-30211 (2015).
Kjer-Nielsen, L. et al. MR1 presents microbial vitamin B metabolites to
MAIT cells. Nature 491, 717-723 (2012).

Kjer-Nielsen, L. et al. An overview on the identification of MAIT cell antigens.
Immunol. Cell Biol. 96, 573-587 (2018).

Billerbeck, E. et al. Analysis of CD161 expression on human CD8+ T cells
defines a distinct functional subset with tissue-homing properties. Proc. Natl
Acad. Sci. USA 107, 3006-3011 (2010).

Kurioka, A. et al. MAIT cells are licensed through granzyme exchange to kill
bacterially sensitized targets. Mucosal Immunol. 8, 429-440 (2015).
Gherardin, N. A. et al. Enumeration, functional responses and cytotoxic
capacity of MAIT cells in newly diagnosed and relapsed multiple myeloma.
Sci. Rep. 8, 4159 (2018).

Ussher, J. E. et al. CD161++ CD8+ T cells, including the MAIT cell subset,
are specifically activated by IL-12+IL-18 in a TCR-independent manner. Eur.
J. Immunol. 44, 195-203 (2014).

Leng, T. et al. TCR and inflammatory signals tune human MAIT cells to exert
specific tissue repair and effector functions. Cell Rep. 28, 3077-3091 (2019). e3075.
Dusseaux, M. et al. Human MAIT cells are xenobiotic-resistant, tissue-
targeted, CD161hi IL-17-secreting T cells. Blood 117, 1250-1259 (2011).
Dias, J., Leeansyah, E. & Sandberg, J. K. Multiple layers of heterogeneity and
subset diversity in human MAIT cell responses to distinct microorganisms
and to innate cytokines. Proc. Natl Acad. Sci. USA 114, E5434-E5443 (2017).
Kelly, J. et al. Chronically stimulated human MAIT cells are unexpectedly
potent IL-13 producers. Immunol Cell Biol. 97, 689-699 (2019).

Fergusson, J. R. et al. CD161 defines a transcriptional and functional phenotype
across distinct human T cell lineages. Cell Rep. 9, 1075-1088 (2014).

Gentles, A. J. et al. The prognostic landscape of genes and infiltrating immune
cells across human cancers. Nat. Med. 21, 938-945 (2015).

Ling, L. et al. Circulating and tumor-infiltrating mucosal associated invariant
T (MAIT) cells in colorectal cancer patients. Sci. Rep. 6, 20358 (2016).
Won, E. J. et al. Clinical relevance of circulating mucosal-associated invariant
T cell levels and their anti-cancer activity in patients with mucosal-associated
cancer. Oncotarget 7, 76274-76290 (2016).

Sundstrom, P. et al. Human mucosa-associated invariant T Cells accumulate
in colon adenocarcinomas but produce reduced amounts of IFN-gamma. J.
Immunol. 195, 3472-3481 (2015).

Shaler, C. R. et al. Mucosa-associated invariant T cells infiltrate hepatic
metastases in patients with colorectal carcinoma but are rendered
dysfunctional within and adjacent to tumor microenvironment. Cancer
Immunol. Immunother. 66, 1563-1575 (2017).

Zabijak, L. et al. Increased tumor infiltration by mucosal-associated invariant
T cells correlates with poor survival in colorectal cancer patients. Cancer
Immunol. Immunother. 64, 1601-1608 (2015).

14 | (2021)12:4746 | https://doi.org/10.1038/s41467-021-25009-4 | www.nature.com/naturecommunications


http://www.broad.mit.edu/gsea/
http://www.broad.mit.edu/gsea/
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE179140
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE179139
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE107011
https://www.gsea-msigdb.org/gsea/msigdb/index.jsp
www.nature.com/naturecommunications

ARTICLE

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.
60.

61.

62.

63.

Zheng, C. et al. Landscape of infiltrating T cells in liver cancer revealed by
single-cell sequencing. Cell 169, 1342-1356 (2017). el316.

Cui, Y. et al. Mucosal-associated invariant T cell-rich congenic mouse strain
allows functional evaluation. J. Clin. Invest. 125, 4171-4185 (2015).
Chiossone, L. et al. Maturation of mouse NK cells is a 4-stage developmental
program. Blood 113, 5488-5496 (2009).

Fu, B. et al. CD11b and CD27 reflect distinct population and functional
specialization in human natural killer cells. Iimmmunology 133, 350-359 (2011).
Souza-Fonseca-Guimaraes, F., Cursons, J. & Huntington, N. D. The
emergence of natural killer cells as a major target in cancer immunotherapy.
Trends Immunol. 40, 142-158 (2019).

Beavis, P. A. et al. Blockade of A2A receptors potently suppresses the
metastasis of CD73+ tumors. Proc. Natl Acad. Sci. USA 110, 14711-14716
(2013).

Mak, J. Y. et al. Stabilizing short-lived Schiff base derivatives of 5-aminouracils
that activate mucosal-associated invariant T cells. Nat. Commun. 8, 14599
(2017).

Chan, C.J. et al. DNAM-1/CD155 interactions promote cytokine and NK cell-
mediated suppression of poorly immunogenic melanoma metastases. J.
Immunol. 184, 902-911 (2010).

Narni-Mancinelli, E. et al. Fate mapping analysis of lymphoid cells expressing the
NKp46 cell surface receptor. Proc. Natl Acad. Sci. USA 108, 18324-18329 (2011).
Rautela, J. et al. Loss of host type-I IFN signaling accelerates metastasis and
impairs NK-cell antitumor function in multiple models of breast cancer.
cancer. Immunol. Res. 3, 1207-1217 (2015).

Keppel, M. P., Saucier, N., Mah, A. Y., Vogel, T. P. & Cooper, M. A.
Activation-specific metabolic requirements for NK Cell IFN-gamma
production. J. Immunol. 194, 1954-1962 (2015).

Monaco, G. et al. RNA-seq signatures normalized by mRNA abundance allow
absolute deconvolution of human immune cell types. Cell Rep. 26, 1627-1640
(2019). e1627.

Cursons, J. et al. A gene signature predicting natural killer cell infiltration and
improved survival in melanoma patients. cancer. Immunol. Res. 7, 1162-1174
(2019).

House, 1. G. et al. Heterozygosity for the common perforin mutation, p.A91V,
impairs the cytotoxicity of primary natural killer cells from healthy
individuals. Immunol. Cell Biol. 93, 575-580 (2015).

Koay, H. F. et al. A three-stage intrathymic development pathway for the mucosal-
associated invariant T cell lineage. Nat. Immunol. 17, 1300-1311 (2016).
Morrison, B. E., Park, S. J., Mooney, J. M. & Mehrad, B. Chemokine-mediated
recruitment of NK cells is a critical host defense mechanism in invasive
aspergillosis. J. Clin. Invest. 112, 1862-1870 (2003).

Carnaud, C. et al. Cutting edge: cross-talk between cells of the innate immune
system: NKT cells rapidly activate NK cells. J. Immunol. 163, 4647-4650 (1999).
Godfrey, D. I, Le Nours, J., Andrews, D. M., Uldrich, A. P. & Rossjohn, J.
Unconventional T cell targets for cancer immunotherapy. Immunity 48,
453-473 (2018).

Yan, J. et al. MAIT cells promote tumor initiation, growth, and metastases via
tumor MR1. Cancer Discov. 10, 124-141 (2020).

Crowther, M. D. et al. Genome-wide CRISPR-Cas9 screening reveals
ubiquitous T cell cancer targeting via the monomorphic MHC class I-related
protein MR1. Nat. Immunol. 21, 178-185 (2020).

Sathe, P. et al. Innate immunodeficiency following genetic ablation of Mcll in
natural Killer cells. Nat. Commun. 5, 4539 (2014).

Eckle, S. B. et al. A molecular basis underpinning the T cell receptor
heterogeneity of mucosal-associated invariant T cells. J. Exp. Med. 211,
1585-1600 (2014).

Chen, E. Y. et al. Enrichr: interactive and collaborative HTML5 gene list
enrichment analysis tool. BMC Bioinforma. 14, 128 (2013).

Kuleshov, M. V. et al. Enrichr: a comprehensive gene set enrichment analysis
web server 2016 update. Nucleic Acids Res. 44, W90-W97 (2016).

Su, A. L et al. A gene atlas of the mouse and human protein-encoding
transcriptomes. Proc. Natl Acad. Sci. USA 101, 6062-6067 (2004).
Ashburner, M. et al. Gene ontology: tool for the unification of biology. The
Gene Ontology Consortium. Nat. Genet. 25, 25-29 (2000).

DeLuca, D. S. et al. RNA-SeQC: RNA-seq metrics for quality control and
process optimization. Bioinformatics 28, 1530-1532 (2012).

Zerbino, D. R. et al. Ensembl 2018. Nucleic Acids Res. 46, D754-D761 (2018).
Ritchie, M. E. et al. limma powers differential expression analyses for RNA-
sequencing and microarray studies. Nucleic Acids Res. 43, e47 (2015).
Mootha, V. K. et al. PGC-1alpha-responsive genes involved in oxidative
phosphorylation are coordinately downregulated in human diabetes. Nat.
Genet. 34, 267-273 (2003).

Foroutan, M. et al. Single sample scoring of molecular phenotypes. BMC
Bioinforma. 19, 404 (2018).

Gu, Z., Eils, R. & Schlesner, M. Complex heatmaps reveal patterns and correlations
in multidimensional genomic data. Bioinformatics 32, 2847-2849 (2016).

64. Liu, J. et al. An integrated TCGA pan-cancer clinical data resource to drive
high-quality survival outcome analytics. Cell 173, 400-416 (2018). e411.

65. Halse, H. et al. Multiplex immunohistochemistry accurately defines the
immune context of metastatic melanoma. Sci. Rep. 8, 11158 (2018).

Acknowledgements

The authors would like to acknowledge the assistance of the Animal Facility technicians
at the Peter MacCallum Cancer Centre and Prof. Olivier Lantz for the provision of B6-
MAITcast mice. This work was funded by Program Grants from the National Health and
Medical Research Council (NHMRGC; 1132373, 1113293, and 1140406) and a Cancer
Council Victoria grant (APP1143517). F.S.F.G received a grant #1158085 awarded
through the Priority-driven Collaborative Cancer Research Scheme and funded by Cure
Cancer Australia with the assistance of Cancer Australia. P.A.B. was supported by
National Breast Cancer Foundation Fellowship (ID# ECF-17-005, 2016-2020) and a
Victorian Cancer Agency Mid-Career Fellowship (MCRF20011, 2021-current). 1.G.
House is supported by a Victorian Cancer Agency Early Career Fellowship (ECRF20017).
P.K.D. is supported by an NHMRC Senior Research Fellowship (APP1136680). D.I.G.
and F.P.F. are supported by NHMRC Senior Principal Research Fellowships (1117766,
1117017). H.-F.K. is supported by an NHMRC ECF Fellowship (1160333); D.LG.,
H-FK., J.Y.W.M,, and D.P.F. are also supported by the Australian Research Council
CE140100011.

Author contributions

P.A.B, PX.D,, and D.I.G. conceived the idea. P.A.B., P.K.D., D.I.G., and H.-F.K. super-
vised the study. E.V.P., M.AA.-H,, K.S,, KL.T,, J.Lai, LGH,, J.Li, AX.Y.C, AJ.O.,, J.M,, AJ.
F,L.G., J.D.C, TRM,, ESF.G. performed the experiments. EV.P., SP.K, M.Z. analyzed
the data. AP, J.YYW.M, TRM, ES.FG, CJK, RM., RGR, N.D.H, ].M,, ].O.,, D.P.F,
P.J.N. contributed with key reagents. E.V.P., P.A.B.,, PX.D., D.LG,, and H.-F.K. wrote the
manuscript. All authors discussed the results and reviewed the manuscript.

Competing interests

J.M. and D.P.F. are named inventors on a patent application (PCT/AU2013/000742,
W02014005194) and J.Y.W.M., .M. and D.P.F. are named inventors on another patent
application (PCT/AU2015/050148, W02015149130) involving MRI1 ligands for MR1-
restricted MAIT cells owned by University of Queensland, Monash University and
University of Melbourne. A.P. current position is supported by Roche-Genentech. N.D.
H. is co-founder, shareholder, and advisor of o0NKo-Innate Pty Ltd. P.J.N. has research
funding from BMS, Roche Genentech, Compugen, and Allergan. F.S.F.G. is a consultant
and has funded research agreements with Biotheus Inc. P.K.D. declares the following
conflicts: research funding from Myeloid Therapeutics, Prescient Therapeutics and Juno
Therapeutics. P.A.B. declares the following conflicts: research funding from AstraZeneca,
Bristol-Myers Squibb, and Gilead Sciences. The remaining authors declare no competing
interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41467-021-25009-4.

Correspondence and requests for materials should be addressed to D.I.G., P.A.B. or P.K.
D.

Peer review information Nature Communications thanks the anonymous reviewer(s) for
their contribution to the peer review of this work. Peer reviewer reports are available.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in

published maps and institutional affiliations.
Open Access This article is licensed under a Creative Commons
BY Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© Crown 2021

| (2021)12:4746 | https://doi.org/10.1038/541467-021-25009-4 | www.nature.com/naturecommunications 15


https://doi.org/10.1038/s41467-021-25009-4
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/naturecommunications
www.nature.com/naturecommunications

	MAIT�cells regulate NK cell-mediated tumor immunity
	Results
	MAIT cell-deficient mice are protected against tumor growth
	MAIT cell antigen pulsing of tumor cells reduces metastasis
	In vivo expanded MAIT�cells inhibit tumor metastasis
	MAIT�cells enhance the anti-tumor function of NK cells in an IFN-γ-dependent manner
	Human MAIT-NK cell cross talk results in increased activation of NK cells

	Discussion
	Methods
	Cell lines and mice
	Antigens, antibodies, and recombinant cytokines
	Pulsing of tumor cells
	Intranasal expansion of MAIT�cells
	Analysis of lung-infiltrating immune subsets
	Flow cytometry
	CRISPR/Cas9-mediated knockout of MR1
	Nanostring gene expression analysis
	RNA-sequencing analysis
	Isolation of peripheral blood mononuclear cells (PBMCs), NK cells, MAIT�cells, and cytotoxicity assays
	MAIT and NK signature generation
	Survival analysis
	Preparation of melanoma biopsy cell suspension
	Statistical analysis

	Reporting summary
	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




