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Mucosal-associated invariant T (MAIT) cells are innate-like T-cells that recognize bacte-
rial riboflavin metabolites. They are present in human blood but are abundant at barrier
sites, including the liver, lungs, and kidneys, where they possess a CD69*/CD103+/~
tissue-resident phenotype. In renal tissue, MAIT cells likely defend against the ascend-
ing uropathogens responsible for urinary tract infections (UTIs), which are common,
especially among renal transplant recipients (RTRs). Nevertheless, the functional role
for MAIT cells in renal tissue and the influence of renal transplantation on MAIT cells
remains unclear. Using multiparameter flow cytometry and the MR1-tetramer, we charac-
terized MAIT cell phenotype and function in healthy renal tissue (n = 6), renal transplants
explanted after allograft failure (n = 14) and in blood from healthy controls (n = 20) and
RTRs before and 1-year after transplantation (n = 21). MAIT cells in renal tissue con-
stitute a distinct CD69+CD103*/~ population that displays typical phenotypic features of
tissue-resident T-cells and is skewed toward IL-2, GM-CSF, and IL-17A production upon
stimulation. The circulating MAIT cell population was not decreased in number in RTRs
pre- or post-transplantation. Tissue-resident MAIT cells in the kidney represent a func-
tionally distinct population. This shows how MAIT cells in the kidney may be involved
in the protection against microorganisms.
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Introduction

Mucosal-associated invariant T (MAIT) cells are innate-like T-cells
involved in the antibacterial and antifungal response by recogniz-
ing riboflavin metabolites. They comprise 0.1-10% of the T-cell
population in the peripheral blood and are abundant at barrier
sites such as the liver, lungs, intestine, stomach, and the female
genital mucosa [1-6]. MAIT cells are characterized by the expres-
sion of the semi-invariant Va7.2-Ja12/20/33 chain of the TCR,
which restricts them to the nonpolymorphic, MHC class I-related
protein MR1 [7-10]. MR1 presents unstable pyrimidine interme-
diates derived from the riboflavin biosynthesis pathway used by
most bacteria and some fungi, but not humans [11-13].

Until recently, MAIT cells were defined by expression of Va7.2*
CD161**, which may be unreliable due to CD161 downregu-
lating after antigen stimulation [14]. The development of the
MR1 tetramer enables the highly specific detection of MAIT cells
based on their TCR configuration [6, 15, 16]. Because MAIT cells
respond to a wide range of bacteria, among which Escherichia coli,
their importance to microbial immunity is increasingly recognized.
MAIT cells can accumulate at the site of infection and have been
proven to be protective in various experimental infection mod-
els [9, 17, 18]. In an experimental mouse model of urinary tract
infection (UTI), MAIT cells were shown to migrate to the bladder,
where they decreased the bacterial load [19]. Recently, MAIT cells
were also shown to reside in the human kidney. These cells were
found to express CD69 (a C-type lectin) and CD103 (the integrin
oF chain), marking them as tissue-resident T cells [5].

UTIs are among the most common infection worldwide [20,
21], and immunocompromised patients, such as renal trans-
plant recipients (RTRs) and patients with end-stage renal disease
(ESRD), are particularly vulnerable to UTIs [22, 23]. One of the
factors underlying this enhanced vulnerability for UTIs in RTRs
might be a decreased number of MAIT cells in circulation, as was
recently shown both in patients with ESRD and RTRs years after
transplantation [24-27]. However, little is known about the phe-
notype and function of (tissue-resident) MAIT cells in healthy
human kidneys or how they are affected by kidney transplanta-
tion.

Therefore, we performed an extensive phenotypic and func-
tional characterization of MAIT cells from healthy renal tissue,
explanted renal allografts, and from the circulation of healthy
individuals and RTRs before and 1-year after transplantation.
These analyses revealed that MAIT cells in renal tissue represent
a distinct CD69+CD103*/" tissue-resident population that display
the typical features of tissue-resident T-cells such as a decreased
percentage of cells expressing KLRG1 and an increased percent-
age of cells expressing CXCR6 compared to nontissue resident
(CD69~CD1037) cells. Upon stimulation, CD103™ kidney-derived
MAIT cells secrete IL-2, GM-CSF, and IL-17A, which indicates that
they exert local memory functions distinct from those of their
circulating counterparts. These findings fit with a role for tissue-
resident MAIT cells as the first line of defense against invading
pathogens.
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Results

MAIT cells in renal tissue constitute a tissue-resident
(CD69*+CD103+") population

First, we wanted to determine whether MAIT cells in renal tis-
sue comprise an equal share of the T-cell population compared
to the circulation. The percentage of MAIT cells within the T-cell
population appeared to be similar in renal tissue compared to the
circulation (respectively 0.51% [0.01-14.47%] vs. 0.94% [0.11-
6.30%], p > 0.05, Fig. 1A). Also, no differences were detected
between the transplant versus the healthy kidneys, the pretrans-
plantation versus the healthy blood samples and the pre- versus
post-transplantation blood samples (Fig. 1A, Supporting informa-
tion Fig. S4 and S5). The MAIT cell population in both renal tis-
sue and blood consists of predominantly CD8*CD4~ (CD8+) and
CD8~CD4~ (double-negative, DN) MAIT cells with a much smaller
population of CD8+tCD4" and CD8CD4" MAIT cells. However,
the distribution of these subsets differed according to anatomical
compartment. The proportion of DN MAIT cells was higher in renal
tissue than in circulation (27.2% [4.03-66.7%] vs. 13.9% [0.83-
42.2%], p < 0.001), with a significant decrease in the proportion
of CD8" MAIT cells (59.9% [26.7-92.0%] vs. 79.0% [53.8-95.5%],
p =0.001) (Fig. 1B). However, the proportion of CD8+ MAITs was
higher in the transplant compared to the healthy kidney samples
(63.7% [31.3-92.0% vs. 40.7% [26.7-80.3%], p = 0.04) (Fig. 1B).
Interestingly, the proportion of circulating DN MAITs cells was
significantly greater in the pretransplantation samples compared
to the healthy controls (22.5% [1.13-43.3%] versus 9.31% [4.13-
25.8%], p = 0.032), combined with a lower proportion of CD8%
MAIT cells (70.3% [44.7-94.5%] vs. 81.7% [60.6-93.3%], p =
0.04). Comparison of the pre- and post-transplant blood samples
showed no significant differences in the proportion of CD8" and
DN MAIT cell populations, except for a significant increase in the
small CD8~CD4* population (Fig. 1B).

Next, we investigated the expression of CD161, a C-type lectin
used to identify MAIT cells prior to the use of the MR1 tetramer
[28]. While the vast majority of MAIT cells expressed this cell sur-
face molecule, the percentage of CD161" MAIT cells was lower
in renal tissue than in circulation (80.8% [40.0-97.4%] vs. 95.5%
[40.3-99.5%, p < 0.001) (Fig. 1C). No other differences were
observed. We next examined the proportion of MAIT cells display-
ing a tissue-resident phenotype, as defined by CD69 and/or CD103
expression. While CD69 is ubiquitously expressed on T cells early
after activation, tissue-resident cells constitutively maintain CD69
expression even under steady state conditions [29]. A substantial
proportion of the kidney-derived MAIT cell population expressed
CD69* CD103* and no difference was observed between the
transplant and healthy samples (Fig. 1D). There were four kidneys
with a relative high amount (>45%) of CD69" CD103™ MAIT cells.
Interestingly, these four patients had all suffered from recurrent
UTIL

As expected, in peripheral blood samples, the percentage of
CD103* MAIT cells was negligible in all subjects (Fig. 1D). CD69

www.eji-journal.eu



Eur. J. Immunol. 2020. 50: 1783-1797 Transplantation and tolerance

>

2 100+ :
2 8o Pooe O Healthy PBMCs (n=20)
§“ § : ° RTRs pre-transplantation PBMCs (n=21)
£ 60+ < P O RTRs post-transplantation PBMCs (n=21)
g 40— g e @ Healthy kidney MNCs (n=6)
= = E ® TXkidney MNCs (n=14)
a 20 ° e ¢
o it 2
2 0 =S
B * %%k * k%
—— —_——
100 . 100 , 100 . 100 - ,
E & TR e E ; E i E E
< 80-{® . I 80 ; < 80 ; < 80 ;
s g 7 P £ 60+ e * 5 60— i 5 60 i
3 RO | 120 3 : 3 :
g - s Bk B ML Sk DEES B S z
8 20+ P O 204 @ —sied® 8204 o i . S 201 E
) : R % 3 i % £ § e &' ES ; o
0 . 0 2 . . 0- 012 L=l a0 o
C *kk
—
100 ? =i ol
E 80— Lt |
g =g
% 60— ° 4
— 1 °
= 40 o Pt
O '
x 20 :
0 H
D %%k dede ke % kk
—= = —— ——
L 100 100 : 100 ; i 100 ,
< z : 2 : :
= 80— = 80 : S go- : S go- Pt
S £ : £ e, °° £ ' ]
8 60 & 60— E 3 60 e ¢ 8 60 :
8 40- 5 40- § S 40- Lot 3 40 T
3 ) ' e ® o' o] ' oo
Q 20 2 20 : 2 20 %t 8 204 12852
9 9 N 9 P O R M
E S R les—g it X h R lemsG=a: &

Figure 1. MAIT cells in renal tissue constitute an equal share of the T-cell population compared with those in circulation and display a tissue-
resident phenotype. (A) Scatterplots of the percentage of CD3" cells in the lymphocyte gate and the percentage of MAIT cells within the CD3
population and scatterplots of the expression of (B) CD4 and CD8, (C) CD161, and (D) CD69 and/or CD103 on MAIT cells in healthy PBMCs, RTRs
pretransplantation PBMCs, paired PBMCs post-transplantation, healthy kidney MNCs, and TX kidney MNCs. The following statistical comparisons
were made: kidney MNCs (both healthy and TX) versus PBMCs (healthy and RTRs post-transplantation) (Mann Whitney U-test); healthy kidney
versus TX kidney MNCs (Mann Whitney U-test); RTRs pretransplantation versus healthy PBMCs (Mann Whitney U-test); RTRs pre- versus post-
transplantation PBMCs (Wilcoxon signed rank test). The horizontal dash represents the median. Only significant p-values are displayed: *p <
0.05, *p < 0.01, *™*p < 0.001. Data shown represent nine flow cytometry experiments with n = 2, 4, 9, 2, 21, 10, 16, 15, and 12 donors. Data from
82 unique individuals are shown. RTRs: renal transplant recipients; PBMCs: peripheral blood mononuclear cells; MNCs: mononuclear cells; TX:
transplant.

was expressed by circulating MAIT cells and the percentage of In summary, the MAIT cells present in renal tissue represent
MAIT cells expressing CD69 was significantly higher in RTRs, both  an equal part of the total T-cell pool found in human kidneys and
pretransplantation compared to healthy controls and also post-  circulating blood. Renal MAIT cells are more likely to display the
transplantation when compared to pretransplantation (Fig. 1D). DN phenotype and a substantial proportion express CD69, with
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or without coexpression of CD103, characteristic of the profile
associated with T-cell tissue residency.

MAIT cells in renal tissue differ phenotypically from
circulating MAIT cells

Circulating MAIT cells generally express CD27 and CD28 [30]. To
determine whether this was also the case for MAIT cells in the
kidney, we evaluated the expression of these markers in addition
to CCR7 and CD45RA. This combination of markers, in the gen-
eral CD8" T-cell pool, is indicative of T-cell differentiation [31—
34]. MAIT cells in the kidney and the circulation predominantly
displayed a CD45RA~CCR7~-CD28" phenotype with or without
CD27 coexpression (Fig. 2A). Interestingly, in renal tissue, the
percentage of MAIT cells with a CD27"CD45RA~CCR7~CD28"
phenotype was lower than the circulating population, while there
was a significant increase in the proportion of MAIT cells display-
ing a CD45RA~CCR7 CD28~ phenotype, either with or without
coexpressing CD27 (Fig. 2B). Thus, the proportion of MAIT cells
that had lost their expression of CD28 with or without the simul-
taneous loss of CD27 was higher in the kidney than in circulation.
There were no differences between the transplants and healthy
kidney samples, while in circulation, there was a marked decline
in cells with a CD27+tCD45RA~CCR7~CD28" phenotype in the
post- compared to pretransplantation samples (Fig. 2B).

Since in the overall CD8+ T-cell pool, loss of CD28 generally
associated with a cytotoxic phenotype [34], we wondered whether
this would also be true for MAIT cells in the kidney. Therefore, we
evaluated the expression of markers that normally fit distinct func-
tional profiles of af T-cells, such as interleukin-7 receptor a-chain
(IL-7Ra), which is frequently expressed on CD277CD28" CD8 T
cells and is lost during differentiation toward a more cytotoxic
memory profile [31], and killer cell lectin-like receptor subfamily
G member 1 (KLRG1), which is an inhibitory TCR specific to differ-
entiated cytotoxic T cells [35, 36]. In renal tissue, the percentage
of MAIT cells expressing IL-7Ra was lower compared to in circu-
lation (80.9% [40.6-95.7%] vs.99.6% [72.6-100.0%], p < 0.001).
However, the percentage of MAIT cells expressing KLRG1 was also
lower in the kidney (58.6% [2.10-93.4%] vs. 97.2% [30.4-99.7%],
p < 0.001, Fig. 3A). There were no differences noted in the expres-
sion of these markers between the healthy and transplant kidney
samples or in circulation between the pretransplantation RTRs
(upon sample collection ESRD) and healthy controls or between
the RTRs pre- and post-transplantation. Thus, no effects of ESRD
or transplantation were found in either the renal or circulating cell
populations.

Next, we compared the expression of T-box transcription factor
(T-bet) and eomesdermosin (Eomes), which regulate the expres-
sion of several molecules associated with cytotoxic cellular phe-
notypes (e.g., serine protease granzyme B) [32, 34]. A substantial
proportion of the MAIT cell population in the kidney expressed
T-bet, which was not different when compared to the circulat-
ing population (Fig. 3B). However, the proportion of MAIT cells
expressing Eomes was significantly lower in renal tissue than in

© 2020 The Authors. European Journal of Immunology published by
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the circulating population (81.0% [22.2-99.0%] vs. 93.5% [52.5-
99.4%], p = 0.002, Fig. 3B). In contrast to what would be expected
from a larger CD28-negative population and substantial T-bet
expression, granzyme B was only expressed in a small subpop-
ulation of renal MAIT cells, which was similar in size to the sub-
population observed in circulation (Fig. 3B). Neither ESRD nor
transplantation affected the expression of these markers in MAIT
cells regardless of localization.

Next, we evaluated the expression of chemokine receptors
CXCR3 and CXCR6, which allow cells to migrate to distinct
anatomic compartments such as the kidney [25, 37-41]. The per-
centage of MAIT cells expressing CXCR6 was lower in renal tissue
compared with the circulating population (78.6% [58.3-99.2%]
vs. 89.1% [36.0-98.5%], p = 0.045, and 46.7% [3.97-93.4%] vs.
73.6% [14.2-99.2%], p = 0.03, respectively), while the percentage
of MAIT cells expressing CXCR3 was higher in the kidney (87.3%
[54.5%-99.0%] vs. 11.8% [1.82%-77.7%], p < 0.001) (Fig. 3C).
Again, the expression of these markers was not affected by ESRD
or transplantation. Finally, we investigated expression of Ki-67, a
marker of actively dividing cells [42]. Ki-67 was expressed by a
low but significantly higher number of MAIT cells in renal tissue
compared to the circulating population, reflective of the presence
of more actively cycling MAIT cells in the kidney (2.27% [0.63-
19.9%] vs. 0.43% [0.13-3.61], p < 0.001, Fig. 3D). The expression
of Ki-67 in MAIT cells was not affected by ESRD or transplantation
in either compartment.

In summary, MAIT cells predominantly expressed a
CD27+/~CD45RA~CCR7-CD28"IL-7Ra*KLRG1" profile. How-
ever, a distinct CD27/~CD45RA~CCR7~CD28~ subpopulation
was detected in the kidney that was virtually absent in circu-
lation. Relative to their circulating counterparts, kidney-derived
MAIT cells were less likely to express IL-7Ra, KLRG1, and CXCR®6,
and more likely to express CXCR3 and Ki-67. This expression pat-
tern was not affected by ESRD or renal transplantation in either
compartment.

Tissue-resident MAIT cells display a distinct
phenotype

Analysis of the tissue-resident populations revealed that, among
CD697CD103*/~ MAIT cells, the proportions of the CD8* and DN
populations were similar to the nontissue resident CD69~CD103~
MAIT population. Even though the proportion of CD8~CD4" MAIT
cells was generally small, expression of CD69+CD103*/- was asso-
ciated with relatively fewer CD8 CD4" MAIT cells compared to
CD69~CD103~ MAIT cells (Fig. 4A). CD69+CD103+/- MAIT cells
predominantly displayed the CD27~CD45RA~CCR7~CD28" pro-
file and only a few CD69*CD103*/- MAIT cells expressed the cos-
timulatory molecules CD27 and CD28 (Fig. 4B and 4C).

The core signature of human tissue-resident T-cells gen-
erally includes low expression of KLRG-1 and/or Eomes,
low/intermediate amounts of T-bet and high levels of CXCR6
[43-46].

www.eji-journal.eu
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Figure 2. Most MAIT cells display a CD45RA~CCR7~CD28* expression pattern with or without coexpression of CD27. (A) Heatmap of the expression
of CD27/CD45RA/CD28/CCR7 on MAIT cells from healthy PBMCs, RTRs pretransplantation PBMCs, paired PBMCs post-transplantation, healthy
kidney MNCs, and TX kidney MNCs. (B) Scatterplots and statistical analysis of expression patterns with a median abundance of >5 % in at
least one of the study groups from heatmap (A). The following statistical comparisons were made: kidney MNCs (both healthy and TX) versus
PBMCs (healthy and RTRs post-transplantation) (Mann Whitney U-test); healthy kidney versus TX kidney MNCs (Mann Whitney U-test); RTRs
pretransplantation versus healthy PBMCs (Mann Whitney U-test); RTRs pre- versus post-transplantation PBMCs (Wilcoxon signed rank test). The
horizontal dash represents the median. Only significant p-values are displayed: *p < 0.05, *p < 0.01, **p < 0.001. Data shown represent five flow
cytometry experiments with n = 21, 10, 16, 15 and 12 donors. Data from 74 unique individuals are shown. RTRs: renal transplant recipients; PBMC:
peripheral blood mononuclear cells; MNC: mononuclear cells; TX: transplant.
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Figure 3. MAIT cells in renal tissue phenotypically differ from circulating MAIT cells. Scatterplots of the percentage of MAIT cells expressing of
(A) IL-7Ra and KLRG1 (B) T-bet, eomes, granzyme B, and ki-67 (C) CXCR3 and CXCR6 in healthy PBMCs, RTRs pretransplantation PBMCs, paired
PBMCs post-transplantation, healthy kidney MNCs, and TX kidney MNCs. The following statistical comparisons were made: kidney MNCs (both
healthy and TX) versus PBMCs (healthy and RTRs post-transplantation) (Mann Whitney U-test); healthy kidney versus TX kidney MNCs (Mann
Whitney U-test); RTRs pretransplantation versus healthy PBMCs (Mann Whitney U-test); RTRs pre- versus post-transplantation PBMCs (Wilcoxon
signed rank test). The horizontal dash represents the median. Only significant p-values are displayed: *p < 0.05, *p < 0.01, **p < 0.001. Data shown
represent nine flow cytometry experiments with n = 2, 4, 9, 2, 21, 10, 16, 15, and 12 individuals. (A) A total of 79 unique individuals are shown
(healthy PBMC = 20, RTRs pre-/post- transplantation = 21, healthy kidney = 5, and TX kidney = 12). (B) A total of 76 unique individuals are shown
(healthy PBMC = 20, RTRs pre-/post-transplantation = 21, healthy kidney = 3, and TX kidney = 11). (C) A total of 80 unique individuals are shown
(healthy PBMCs = 20, RTRs pre-/post-transplantation = 21, healthy kidney = 4, and TX kidney = 14). RTRs: renal transplant recipients; PBMCs:
peripheral blood mononuclear cells; MNCs: mononuclear cells; TX: transplant.

Also, in our analysis, the percentage of cells expressing CXCR6
was higher among CD69*CD103*/ populations (Fig. 4D). The
percentage of MAIT cells expressing KLRG1 was indeed lower
among renal-derived CD697CD103" cells compared to either
CD697CD103~ or CD69-CD103~ MAIT cells, yet there was no
significant difference when comparing the CD697CD103~ and
CD69~-CD103~ populations (Fig. 4E). For Eomes, and also for
IL-7Ra, only expression of CD103 correlated with a decreased
percentage of MAIT cells expressing these markers (Fig. 4E).
In contrast to what is generally accepted for tissue-resident T-
cells, the percentage of cells expressing T-bet was higher among
CD697CD103~ cells than among CD69~CD103~ MAIT cells while,
in the CD697CD103™ population, the percentage of cells express-
ing T-bet was lower than in the CD69"CD103~ population
(Fig. 4E). No significant differences were found regarding the per-

© 2020 The Authors. European Journal of Immunology published by
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centage of cells expressing CD161, CXCR3, granzyme B, or Ki-67
(Fig. 4D and 4E).

In summary, CD69tCD103%/- MAIT cells predominantly
displayed a  CD27 CD45RA~CCR7 CD28~ phenotype.
CD697CD103*~ MAIT cells more often expressed CXCR6
than CD69-CD103~ MAIT cells, while IL-7Ra, KLRG-1, and
Eomes were less frequently expressed.

MAIT cells in renal tissue are more often
polyfunctional than circulating MAIT cells
Next, we evaluated the functional profile of MAIT cells by stimu-

lating them with PMA-ionomycin. After stimulation, the percent-
age of MAIT cells producing TNFa, IL-2, granulocyte-macrophage

www.eji-journal.eu
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colony-stimulating factor (GM-CSF), or interleukin 17A (IL-17A)
was significantly higher in renal tissue compared to the circulation
(Fig. 5A). A substantial proportion of the MAIT cell population pro-
duced interferon y (IFNy), which did not differ between MAIT cells
in the kidney and those in circulation. MAIT cells were also signifi-
cantly more often polyfunctional in renal tissue than in circulation,
with a higher average number of different cytokines produced by
each MAIT cell compared to the circulating population (Fig. 5B).
TNFa and IFNy were often produced simultaneously with or with-
out the concomitant production of GM-CSF. The functional combi-
nations of cytokines produced by MAIT cells also differed between
the kidney and the circulation (Supporting information Fig. S6).
The percentage of MAIT cells that produced TNFa, IFNy, IL-2, GM-
CSF, or IL-17A and the average number of cytokines produced did
not vary significantly between healthy and transplanted kidneys
or between healthy and pretransplantation blood samples. In con-
trast, the percentage of circulating MAIT cells producing TNFa
was higher prerelative to post-transplantation, while there was no
difference between the pre- and post-transplantation samples in
the proportion of cells producing IFNy, IL-2, GM-CSF, or IL-17A
or in the average number of functions (Fig. 5A and 5B).

In summary, after stimulation with PMA-ionomycin, the per-
centage of MAIT cells producing TNFa, IL-2, GM-CSF, or IL-17
was higher in renal tissue than in circulation and the former were
also more often polyfunctional.

CD103+ MAIT cells favor an IL-2, GM-CSF, and
IL-17-producing profile

Since CD69 is also upregulated during immune activation [47],
only CD103 was used to identify tissue-resident MAIT cells. A com-
parison of CD103+ cells to CD103- cells revealed that the propor-
tion of CD103" MAIT cells producing TNFa or IFNy poststimu-
lation was lower compared to CD103~ MAIT cells. Instead, the
percentage of CD103+ MAIT cells producing IL-2, GM-CSF, or IL-
17A was higher compared to their CD103~ counterpart (Fig. 6A).
There were no significant differences in the average number of
cytokines produced (Fig. 6B), yet the combinations of cytokines
produced differed significantly (Supporting Information Fig. S7A
and S7B).

In summary, CD103" MAIT cells in the kidney preferentially
adopted an IL-2, GM-CSF, and IL-17A-producing fate.

Discussion

Using the MR1 tetramer, which enables distinguishing MAIT cell
populations based on TCR specificity, we evaluated the phenotype
and function of MAIT cells in renal tissue relative to their circu-
lating counterparts. Kidney-derived MAIT cells represent a dis-
tinct, tissue-resident population that, as expected, differed from
the MAIT cells found in circulation. First, in the kidney, the pro-
portion of DN MAIT cells was higher than in circulation. Also,
relatively more DN MAIT cells were seen in circulation before

© 2020 The Authors. European Journal of Immunology published by
Wiley-VCH GmbH
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and after transplantation. Previous studies have pointed out that
MR1-dependent stimulation, similar to our results after nonspe-
cific stimulation with PMA-ionomycin, results in the downregula-
tion of the CD8-receptor and that DN MAIT cells in fetal tissues are
more mature than CD8" MAIT cells [48]. Therefore, it has been
suggested that DN MAIT cells are likely derived from the CD8%
MAIT cell pool and more developmentally mature.

MAIT cells expressed CD161 less frequently in the kidney com-
pared to in circulation. CD161 is downregulated following antigen
stimulation [49], similar to IL-7Ra, which was also less frequently
expressed by MAIT cells in the kidney. Taken together, these data
suggest that MAIT cells in the kidney were recently exposed to
their cognate antigen. The percentage of cells expressing CD28,
a costimulatory molecule lost upon differentiation into the cyto-
toxic fate [34], was also lower among MAIT cells from the kidney.
However, this did not correspond to an increased proportion of
cells expressing the cytotoxic marker granzyme B. The percentage
of MAIT cells expressing KLRG1 was lower in the kidney than in
circulation but, since TGF-8 downregulates KLRG1, its ability to
serve as a marker of T-cell differentiation in tissues expressing
high levels of TGF-B has been questioned [36].

A more in-depth analysis of the CD69+CD103"/~ populations
revealed that these cells differed from CD69~CD103~ MAIT cells.
CD69CD103~ MAIT cells in the kidney largely resembled the cir-
culating population, while CD69+CD103+/- MAIT cells appeared
to constitute a distinct population with characteristics consistent
with other tissue-resident memory T-cell populations, such as high
CXCR3, and CXCR6 expression levels and low IL-7Ra, KLRG-
1, and Eomes expression levels [43-45, 50]. CXCR6 was also
expressed by MAIT cells in peripheral blood but less frequently
among the CD69~CD103~ MAIT cells in the kidney. This pattern
of CXCR6 expression was also observed in brain CD69*CD103+/
and CD69-CD103~ T-cells [44]. Chemokine receptors, such as
CXCR6, are involved in trafficking and positioning T-cells within
tissues using chemokine gradients and adhesion molecules [51].
The downregulation of this receptor likely follows engaging its
respective chemokine target and it is possible that only cells lack-
ing CXCR6 can egress into circulation.

The frequency of MAIT cells that secrete IL-2, GM-CSF, or IL-
17A in response to PMA-ionomycin stimulation was generally low
in circulation and comparatively high in renal tissue; furthermore,
the latter more often produced combinations of different cytokines
and, therefore, are more polyfunctional. CD69 could no longer be
used as a reliable marker of tissue residency in these experiments
since its expression can be upregulated by immune activation.
Nevertheless, distinguishing MAIT cell populations according to
CD103 expression revealed that CD103™ MAIT cells favor an IL-2,
GM-CSF, and IL-17A-producing profile. These cytokines are pro-
duced by other tissue-resident T-cells [43, 44] and while data on
the function of tissue-resident MAIT cells are scarce, those in the
human oral mucosa also produce IL-17 [52]. Furthermore, MAIT
cells residing in the human female genital tract are also biased
toward IL-17 (and IL-22) production [4]. In these studies, pro-
duction of IL-2 and GM-CSF was not evaluated. IL-2, GM-CSF,
and IL-17A stimulate the proliferation of lymphocytes and the
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recruitment of monocytes and neutrophils [53-56]; their rapid
production in response to immune insult illustrates the functional
diversification of tissue-resident MAIT cells from their circulating
counterparts.

These features suggest that MAIT cells in the kidney serve as
the first line of defense against ascending uropathogens. Local
protection provided by tissue-resident T-cells against invading
pathogens has been demonstrated in a variety of other barrier
tissues [57, 58]. In the current study, the kidneys from four
participants contained a substantially higher proportion of
CD697CD103" MAIT cells. In these four participants, the cause
of transplant failure reported by their nephrologists was recurrent
UTTs, suggesting that this infection contributes to the development
or persistence of the CD697CD103+ MAIT cell population in the
kidney.

In circulation, the number of MAIT cells was not decreased
pre- or 12-months post-transplantation. This is in contrast with
studies that describe fewer circulating MAIT cells in patients on
dialysis and also after transplantation compared to healthy con-
trols [24, 25]. This may be explained by methodological differ-
ences, since, in one study [24], MAIT cells were not identified
based on TCR specificity but by the expression of CD3, CD161,
and TCR Va7.2 chain, and, in the other study [25], only CD8"
circulating MAIT cells were analyzed. In both the latter and
the present study, the activation state of circulating MAIT cells,
assessed by CD69 expression [25] was elevated, both pre- and
post-transplantation. This may be a consequence of more frequent
infections in these patients. Furthermore, post-transplantation, we
found that a decreased percentage of circulating MAIT cells was
producing TNFq, potentially due to the use of immunosuppressive
agents [59]. Nevertheless, in the current study, there was no evi-
dence to suggest that a decreased number or the impaired function
of circulating MAIT cells are responsible for the frequent infections
observed in RTRs both before and after transplantation. Neither
did we find a difference in the abundance of MAIT cells in the
transplant versus the healthy kidneys. In this prospect, it should
be noted that we were only able to evaluate the percentage of
MAIT cells within the T-cell population and not absolute MAIT cell
numbers. Furthermore, the percentage of MAIT cells could also
be diluted by the influx of alloreactive T-cells. Most transplants
were removed after the immunosuppression was already tapered
down to a minimum. Therefore, the lack of difference between
the amount of MAIT cells between transplant versus healthy kid-

o
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neys should be interpreted with caution. In addition to this, it is
currently unclear whether MAIT cells may also play a role in non-
microbiological immune-mediated pathology in the kidney; it has
been suggested that MAIT cells contribute to the fibrotic process
of CKD [5].

In summary, circulating MAIT cells collected from RTRs before
and after transplantation were not decreased in number but
assumed a DN phenotype more often than those from healthy con-
trols in addition to showing signs of recent activation. The MAIT
cells present in human renal tissue represent a distinct tissue-
resident cell population with a CD27-CD45RA~CCR7 CD28~
phenotype and a capacity to produce IL-2, GM-CSF, and IL-17A
that is more potent than circulating MAIT cells. Taken together,
the findings described here suggest that these tissue-resident MAIT
cells serve to recruit monocytes and neutrophils to the kidney upon
injury or immune insult and, as such, may contribute to the pro-
tection of the kidney against invading microorganisms.

We have shown several differences between MAIT cells in the
kidney and MAIT cells from the circulation, which requires further
study. Elucidation of the exact functional role of MAIT cells in the
kidney might help us to understand the pathogenesis of recurrent
UTI, which at this moment remains a significant clinical problem.

Methods
Patients and samples

Samples were obtained from the Biobank Renal Diseases of the
Amsterdam UMC location AMC. In this Biobank, patient samples,
such as blood and renal tissue (residual tissue after transplantec-
tomy), are collected and stored from healthy living kidney donors
and RTRs that are followed before and after renal transplantation.
This study was conducted according to the principles outlined in
the Declarations of Helsinki and Istanbul and all participants pro-
vided written informed consent prior to enrollment in the Biobank.
Additionally, residual tissue from patients who underwent tumor
nephrectomy (renal tissue distant from the tumor) was donated by
the Department of Pathology and also stored in the Biobank. These
tissues were processed anonymously according to the Federation
of Dutch Medical Scientific Societies’ Code of Conduct (Human
Tissue and Medical Research: Code of Conduct for Responsible
Use, 2011 www.federa.org).

<
Figure 4. Tissue-resident MAIT cells display a distinct phenotype. (A) Scatterplot of the expression of CD4 and/or CD8 on CD69- and
CD103-expression-defined MAIT cell populations from kidney MNCs. The horizontal dash represents the median. (B) Heatmap of the
CD27/CD45RA/CD28/CCR7 expression pattern of CD69-CD103~, CD697CD103~, and CD69*CD103" MAIT cell populations from kidney MNCs. (C)
Scatterplots of expression patterns with a median abundance of >5 % in at least one of the study groups from heatmap. (B) Lines connect measure-
ments within one individual. Scatterplots of the percentage of cells expressing (D) CD161, Ki-67, CXCR6, and CXCR3 (E) IL-7Ra, KLRG1, eomes, T-bet,
and granzyme B among CD69-CD103~, CD69"CD103~, and CD69*"CD103* MAIT cell populations from kidney MNCs. Lines connect measurements
within one individual. (A,C,D,E) A statistical comparison was made to evaluate differences between the three (CD69-CD103~, CD69"CD103~, and
CD69"CD103%) populations (Friedman). In case of a significant difference (indicated by the * in red), a post-hoc Wilcoxon signed rank test was
performed. Only significant p-values are displayed: *p < 0.05, *p < 0.01, **p < 0.001. A and D: Data shown represent five flow cytometry experi-
ments withn =2, 4,9, 2, and 12 individuals. A total of 17 unique individuals are shown (healthy kidney = 4 and TX kidney = 13) (one sample did
not contain sufficient CD69"CD103" MAIT cells for analysis). B, C, and E: data shown represent one experiment with n = 10 unique individuals
(healthy kidney = 3 and TX kidney = 7) (one sample did not contain sufficient CD69"CD103+ MAIT cells for analysis (represented by x in B). PBMCs:
peripheral blood mononuclear cells; MNCs: mononuclear cells; TX: transplant.

© 2020 The Authors. European Journal of Immunology published by
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Figure 5. MAIT cells in renal tissue are more often polyfunctional after stimulation with PMA-ionomycin than circulating MAIT cells. (A) Scat-
terplots of the percentage of TNFa-, IFNy-, IL-2-, GM-CSF-, or IL-17A-producing MAIT cells from healthy PBMCs, RTRs pretransplantation PBMCs,
paired PBMCs post-transplantation, healthy kidney MNCs, and TX kidney MNCs after stimulation with PMA and Ionomycin. (B) Graph of the
median percentage of MAIT cells (Y-axis) producing the stated number of cytokines (X-axis) and scatterplot of the average number of cytokines
produced by MAIT cells from healthy PBMCs, RTRs pretransplantation PBMCs, paired PBMCs post-transplantation, healthy kidney MNCs and TX
kidney MNCs after stimulation with PMA and Ionomycin. The following statistical comparisons were made: kidney MNCs (both healthy and TX)
versus PBMCs (healthy and RTRs post-transplantation) (Mann Whitney U-test); healthy kidney versus TX kidney MNCs (Mann Whitney U-test);
RTRs pretransplantation versus healthy PBMCs (Mann Whitney U-test); RTRs pre- versus post-transplantation PBMCs (Wilcoxon signed rank test).
The horizontal dash represents the median. Only significant p-values are displayed: *p < 0.05, **p < 0.01, **p < 0.001. RTRs: renal transplant recip-
ients; PBMCs: peripheral blood mononuclear cells; MNCs: mononuclear cells, TX: transplant. Data shown are representative of eight independent
flow cytometry experiments with n = 3, 8, 9, 10, 12, 12, 7, and 12 individuals per experiment. A total of 72 unique individuals are shown.

Peripheral blood mononuclear cells (PBMCs) and transplant renal tissue (n = 14) was obtained from explanted

renal allografts after transplant failure. These samples are further

Blood samples were obtained once from healthy controls (living
kidney donors prior to surgery, n = 20) and twice from RTRs
(before and 1-year after transplantation, n = 21). Characteristics
of the participants in this study are displayed in Table 1. PBMCs
were isolated from sodium heparin blood by standard density gra-
dient centrifugation and subsequently cryopreserved until the day
of analysis.

Renal tissue
Healthy renal tissue samples (n = 6) were obtained from kidneys

that were surgically removed due to renal cell carcinoma (distant
nontumorous tissue from the contralateral pole of the kidney)

© 2020 The Authors. European Journal of Immunology published by
Wiley-VCH GmbH

referred to as healthy and transplant kidney samples, respectively.
Slices of kidney cortex were chopped into 1-mm cubes with the
Mcllwain Tissue Chopper (Ted Pella, Redding, CA, USA), trans-
ferred to 50 mL tubes and washed with cold PBS until no blood was
visibly present and the supernatant was clear. Preheated (37°C)
digestion medium was added, 40 mL per 10 g of tissue (DNAse I
type IV [50 KU/mL] (Sigma Aldrich, Zwijndrecht, Netherlands),
collagenase type IV (0.5 mg/mL) (Wortington Biochemical, Lake-
wood, NJ, USA), BSA (60 mg/mL) (Sigma Aldrich), 20 pL/mL
fetal calf serum (FCS, VWR International BV, Amsterdam, Nether-
lands), TRIS (0.025 M) (Merck BV, Amsterdam, Netherlands),
penicillin streptomycin (Biochrom GMBH, Berlin, Germany) in
HBSS (Westburg BV, Leusden, Netherlands)), and incubated in a
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Figure 6. CD103* MAIT cells favor an IL-2, GM-CSF, and IL-17-producing profile. (A) Scatterplot of the percentage of TNFa-, IFNy-, IL-2-, GM-CSF-,
or IL-17A-producing MAIT cells within CD103-negative and CD103-positive MAIT cell populations from kidney MNCs after stimulation with PMA
and Ionomycin. (B) Graph of the median percentage of MAIT cells (Y-axis) producing the stated number of cytokines (X-axis) and scatterplot of
the average number of cytokines produced by CD103-negative and CD103-positive MAIT cells from kidney MNCs after stimulation with PMA and
Ionomycin. Wilcoxon signed rank test was used for statistical comparison. Only significant p-values are displayed: *p < 0.05, *p < 0.01, ***p < 0.001.
Data shown are representative of two independent flow cytometry experiments with n = 7 and 12 individuals per experiment. A total of 16 unique
individuals are shown (healthy kidney = 3 and TX kidney = 13) (two samples did not contain sufficient CD103+ MAIT cells for analysis and one

sample did not contain sufficient CD103- MAIT cells for analysis).

shaker for 20 min at 37°C. The warm suspension was transferred
to a C-tube (Miltenyi, Bergisch Gladbach, Germany) and subjected
to the M_spleen_04.01 program on the GentleMacs (Miltenyi). The
digestion medium was deactivated with cold PBS and the resulting
cell suspension passed through a cell strainer to obtain a single
cell suspension, which was subjected to standard density gradient
centrifugation according to manufactures protocol (Lymphoprep,
Abbott Diagnostics Technologies AS, Oslo Norway). The isolated
mononuclear cells (kidney MNCs) were cryopreserved until the
day of analysis.

Cryopreservation

The isolated mononuclear cells (kidney MNCs and PBMCs) were
cryopreserved in IMDM supplemented with 20% FCS, 0.00036
v/v% B-mercaptoethanol and 5% DMSO.

Flow cytometry

We used the fluorescently-labeled 5-OP-RU MR1-tetramer (NIH,
Bethesda, MD, USA [16]) in conjunction with 16-color flow cytom-
etry to identify and characterize MAIT cells in PBMC and kid-
ney MNC samples. Measurements were performed on an LSR-
Fortessa flow cytometer (BD Biosciences). For each sample, 2 x
10° PBMCs or 0.5 x 10° to 10 x 10° kidney MNCs were analyzed.
The volume of each staining reaction was relative to the num-
ber of cells and antibody concentration kept constant. Cells were
incubated with the BV421-labeled human MR1-tetramer 5-A-RU

© 2020 The Authors. European Journal of Immunology published by
Wiley-VCH GmbH

complex or human MRI1-tetramer-6-FP complex as the negative
control for 30 min at 4°C in the dark, after which the surface
antibodies (Supporting information Table S1) were added for 30
min under the same conditions. Dead cells were excluded using
the fixable viability dye eFluor780, eFluor455UV, or viability dye
eFluor506 (eBioscience Inc., Thermo Fisher Scientific, San Diego,
CA, USA). Monoclonal antibodies with intracellular targets (Sup-
porting information Table S1) were added after the fixation and
permeabilization of the cells using the FoxP3/Transcription Fac-
tor Staining Set (eBioscience Inc.). Published methods for flow
cytometry and cell sorting for immunological purposes were fol-
lowed [60]. The gating strategy used for the phenotypic analysis
can be found in Supporting information Fig. S1.

The effect of the digestion method used to isolate mononu-
clear cells from kidney on expression of markers on MAIT cells
was evaluated on freshly isolated PBMCs. The only marker that
was affected by the digestion was CCR6. Therefore, CCR6 was
excluded from further analyses (Supporting information Fig. S2).

Tissue sample limitations resulted in the exclusion of some
samples from some panels. Samples were only analyzed when they
contained over 50% live cells within the lymphogate, as assessed
by a viability dye, and MAIT cells were only characterized if their
total cell count exceeded 15.

Stimulation assay

MAIT cells were stimulated as previously described [47, 61].
PBMCs and kidney MNCs were thawed in the presence of

www.eji-journal.eu
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Table 1. Demographics. Characteristics of the participants in this study

Eur. J. Immunol. 2020. 50: 1783-1797

Healthy kidneys  Kidney Healthy donors RTRs pre- RTRs post-
transplants transplantation transplantation
n==6 n=14 n=20 n=21 n=21
Sex, men (%) 50% 67% 55% 71% 71%
Age in years, median 70.4 [57-78] 48 [22-71] 55.8 [37-71] 60 [30-74] 60 [30-74]
[range]
Diabetes mellitus (%) Unknown 28.6% 0% 38.1% 47.6%
Original renal disease of N/A N/A
the allograft recipient (%)
-FSGS 21.4% 4.8%
-Renovascular 21.4% 71.5%
-SLE 14.3% -
-IgAN 7.1% 4.8%
-ADPKD 14.1% 4.8%
-Polyarthritis nodosa 7.1% -
-Congenital anatomical 7.1% 4.8%
abnormality
-Idiopathic membranous 7.1% -
glomerulopathy
-Alport syndrome - 4.8%
-Unknown - 4.8%
Cause of transplant failure N/A N/A N/A N/A
as reported in the medical
file (%)
-RUTI 35.7%
-Rejection 42.8%
-ATN 14.3%
-BK 7.1%
Months since renal N/A 48 [0.3-120] N/A N/A 11.0 [8.0-14.0]
transplantation, median
[range]
Number of N/A 1.5 [1-4] N/A N/A 3[2-3]
immunosuppressive

agents at time of sample
collection, median [range]

ADPKD, autosomal dominant polycystic kidney disease; ATN, acute tubular necrosis; BK, polyomavirus BK-induced nephropathy; FSGS, focal
segmental glomerulosclerosis; IgAN, IgA nephropathy; N/A, not applicable; RTRs, renal transplant recipients; RUTIL: recurrent urinary tract infection;

SLE: systemic lupus erythematosus.

DNAse I (200 KU/mL), washed, and allowed to recover
overnight in untreated, round-bottom, 96-well plates (Corning)
in culture medium (RPMI supplemented with 10% FCS and
penicillin streptomycin) at a concentration of 20 x 10%/mL
(100 nL/well).

The next morning, phorbol 12-myristate 13-acetate (PMA, 10
ng/mL; Sigma Aldrich) and ionomycin (1 wg/mL; Sigma Aldrich)
were added to stimulate the cells. Medium alone was added as
the negative control. All incubations were performed in culture
medium in the presence of «CD28 (clone 15E8; 2 pg/mL), aCD29
(clone TS 2/16; 1 pg/mL), brefeldin A (10 pg/mL, Invitrogen);
and GolgiStop (BD Biosciences) in a final volume of 200 pL for
4 h at 37°C and 5% CO,.

Subsequently, the cells were incubated for 30 min with PE-
and BV421-labeled 5-OP-RU-MR1-tetramers, after which the sur-
face antibodies (Supporting information Table S2) were added

© 2020 The Authors. European Journal of Immunology published by
Wiley-VCH GmbH

for 30 min under the same conditions. Dead cells were excluded
using eFluor780. Monoclonal antibodies for intracellular staining
(Supporting information Table S1) were added after fixation and
permeabilization of the cells using the Cytofix/Cytoperm Reagent
Set (BD Biosciences). Cells were washed twice and analyzed on
an LSRFortessa flow cytometer. The gating strategy used in the
functional analysis can be found in Supporting information Fig.
S3. Results from the negative controls (medium alone) are dis-
played in Supporting information Fig. S3. To determine the poly-
functionality of MAIT cells, the average number of functions of
each MAIT cell population was calculated using the following for-
mula: (([percentage of cells producing 1 cytokine]*1) + ([per-
centage of cells producing 2 cytokines]*2) + ([percentage of
cells producing 3 cytokines]*3) + ([percentage of cells pro-
ducing 4 cytokines]*4) + ([percentage of cells producing all 5
cytokines]*5))/100.

www.eji-journal.eu
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Data analysis

Renal MAIT cells from the kidney samples (both transplant and
healthy) were compared to the circulating MAIT cells from the
blood samples (healthy controls and 1-year post-transplantation).
Only the post-transplantation samples were included in this anal-
ysis to avoid including each RTRs twice. Furthermore, renal tissue
from the transplants explanted after allograft failure was com-
pared to healthy renal tissue. To determine the impact of ESRD
on circulating MAIT cells, pretransplantation blood samples were
compared to blood samples from healthy controls. To assess the
effect of the transplant and transplantation procedure, pretrans-
plantation blood samples were compared to the 12-month post-
transplantation samples. Data were analyzed using FlowJo version
10 (FlowJo, Ashland, OR, USA). All graphs and figures were cre-
ated using Graphpad Prism version 8.00 for Windows (GraphPad
Software, La Jolla, CA, USA). Data were analyzed for statistical
significance using IBM’s SPSS software version 23. The normality
of the distribution was evaluated for each variable. For positive,
right-skewed variables, the data were log transformed and then
checked for improvement. Since most variables remained non-
normally distributed, the nonparametric Mann Whitney-U test was
used to determine significance. To compare paired samples, either
the Wilcoxon signed rank test (comparison of two groups) or the
Friedman test (comparison of three groups) was used. p-values
<0.05 were considered statistically significant.
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