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Supplementary figure 1. mRNA expression of cell cycle related genes by aGalCer pretreated iINKT cells:
Tables show the calculated ratios of MRNA expression levels for the indicated markers in splenic INKT cells from
C57BL/6 mice injected one month earlier with 4ug aGalCer (aGC-pre) divided by the amount from /INKT cells from
C57BL/6 control (B6) mice. Expression of genes indicated in red was up-regulated more than two-fold in aGalCer
pretreated INKT cells compared to control iINKT cells. n.ex. = not expressed. mRNA values were averaged from two
independent experiments.
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Supplementary figure 2. LPS does not overcome the TCR hypo-responsiveness of aGalCer pretreated iNKT
cells:

Outline for the experiment depicted in Fig. 4C. 1ug aGalCer was injected i.v. into wild type mice (B6, 2nd row), mice
i.v. injected six weeks earlier with 4ug aGalCer (B6/aGC, 3rd row) or mice i.v. injected six weeks earlier with 4ug a
GalCer and two weeks earlier with 40ug LPS i.v. (B6/aGC/LPS, 4th row). Splenic INKT cells were analyzed 90 min
later for production of the indicated cytokines.
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Supplementary figure 3. Surface marker and mRNA expression by aGalCer pretreated /iNKT cells:

Splenic INKT cells from C57BL/6 control (B6) or C57BL/6 mice injected one month earlier with 4ug aGalCer (B6/aGC)
were stained for the indicated surface proteins (A-D). The numbers in the histograms denote either the geometric
mean values on iINKT cells or the percentage of positive cells within the depicted gate from the indicated mice. Where
both values are given the geometric mean refers to the cells inside of the depicted gate, with grey numbers indicating
B6 and black numbers indicating B6/aGC. Tables on the right (A-D) and in (E) and (F) show the calculated ratios of
mMRNA expression levels for the indicated markers in INKT cells from C57BL/6 mice injected one month earlier with 4
g aGalCer (aGC-pre) divided by the amount from /INKT cells from C57BL/6 control (B6) mice. For data presented in
(F) INKT cells were analyzed 90 min after a secondary i.v. injection of 1ug aGalCer. Expression of genes indicated in
green was down-regulated more than two-fold in aGalCer pretreated INKT cells compared to control INKT cells.
Genes indicated in red were up-regulated more than two-fold in aGalCer pretreated /INKT cells. n.ex. = not expressed.
For the histograms representative data from at least two independent experiments are shown for each panel. mMRNA
values were averaged from two independent experiments.
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Supplementary figure 4. Expression of CD4 and TCR on aGalCer pretreated iNKT cells:

(A) Expression of CD4 on iINKT cells and CD4* T cells from spleen from C57BL/6 control (B6) or C57BL/6 mice
injected one month earlier with 4ug aGalCer (B6/aGC). (B) Control B6 or B6/aGC mice were either left untreated
(unstimulated) or injected i.v. with 1ug aGalCer (stimulated), and the expression of Va14/ TCR was measured on
splenic INKT cells with CD1d/aGalCer-tetramers 16h later. ns = not significant. P g6 vs Bo/GC) = 0.017. These data
represent the summary data for the representative data shown in Fig. 5C and 5D respectively. Representative data

from at least three independent experiments are shown for each panel.
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Supplementary figure 5. aGalCer pretreated iNKT cells display a T, 1 - cytokine bias:

Splenic INKT cells from C57BL/6 control (B6) or C57BL/6 mice injected 4 - 6 weeks earlier with 4ug aGalCer (B6/a
GC) were re-challenged with 1ug aGalCer injected i.v. and 90 min later the expression levels of indicated cytokines
in splenic INKT cells were determined by intracellular staining. Expression levels of IFNy and IL-4 were determined
and the IFNy : IL-4 ratio was calculated. The graph summarized the medium results from 22 independent experi-
ments (2-5 mice/group) with lines connecting values from identical experiments. p g, . gg/uac) < 0-001. No influence of
the fluorochrome conjugated to the respective cytokine antibody used in different experiments was noticed on the
resulting IFNy : IL-4 ratio (data not shown).
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Supplementary figure 6. eGFP expression in //10°7° reporter mice labels cells expressing IL-10:

1110°F reporter mice were injected with 4ug aGalCer and were one month later re-challenged with 1ug aGalCer.
IL-10 expression of INKT cells was analyzed 16h later by e GFP expression and intracellular staining for IL-10
protein. The numbers in the dot-plots denote the percentage of cells in the respective quadrants. Quadrant settings
are based on //10°" control mice. Representative data from at least three independent experiments are shown.
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Supplementary figure 7. IL-10 is not required for induction of NKT10 cells:

(A) 1ug aGalCer was injected i.v. into wild type (B6) or //70”- mice or the same strains injected one month earlier
with 4ug aGalCer as indicated (B6/aGC and //710”/aGC). INKT cells were analyzed 90 min later for the expression of
the indicated cytokines (p(BG vs 1104 > 0.5 for all three cytokines). (B) Splenocytes from IL-10 receptor deficient (//10r")
mice injected one month earlier with 4ug aGalCer were stimulated with PMA and ionomycin in vitro for 4h in the
presence of protein transport inhibitors and then stained with aSlamf6 and alL-10 antibody. Representative data
from two independent experiments are shown.
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Supplementary figure 8. Background staining of IL-10 and IL10¢F";

(A) INKT cells from IL-10 deficient (//70”) or C57BL/6 (B6) mice were left untreated (unstimulated) or were stimu-
lated with PMA and ionomyecin in vitro for 4h in the presence of protein transport inhibitors (stimulated) and then
stained with anti-IL-10 antibody. Because IL-10 producing cells are rare in recently stimulated splenic INKT cells,
they are not visible in a histogram. (B) /INKT cells from IL-10 deficient mice (//10”") were stimulated with PMA and
ionomycin in vitro for 4h in the presence of protein transport inhibitors and then stained either with anti-IL-10
antibody (a-IL-10-Ab) or with an isotype control antibody (isotype). The short-term stimulation (1-4h) of INKT cells
did not cause changes in the FSC/SSC parameters or in the background staining and/or autofluorescence of mark-
ers not expressed by /INKT cells (data not shown). As the IL-10 background levels were identical under our in vitro
conditions, INKT cells from unstimulated C57BL/6 mice were used as negative control throughout. (C) Overlay of
INKT cells from untreated /707" and C57BL/6 mice. The numbers in the histograms denote the geometric mean
values. As the IL10%7" background levels were higher in iINKT cells from //70°F than from C57BL/6 mice, INKT cells
from unstimulated from //10°" mice were used as negative control throughout. Representative data from at least two
independent experiments are shown.
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Supplementary figure 9. NKT10 cells are distinct from NKT_, cells:

Expression of Bcl6 in (left panel) or CD127 on (right panel) splenic iINKT cells from C57BL/6 control (control, tinted) or
C57BL/6 mice injected six days (aGalCer-pre d6, dotted line) or 33 days (aGalCer-pre d33, solid line) earlier. The
numbers in the histograms denote the percentage of Bcl6* cells in the cells within the gate depicted in the histogram
or the geometric mean values for CD127 on iNKT cells. The numbers in the dot-plots denote the relative percentage
of cells in the respective quadrants. These data are representative data for the summary data shown in Fig. 7B.



Supplementary figure 10:
Sag et al.

A

(@

. = -
= 8 g 100 § 100 s 1o
3 S 5 5
- 5] o 80 o 80
z £ 5 5
5 2 60 2 60 o ¢ £ 6o
S 4 8 L 2 o
z g 40 3 a0 2 a0
2 = =
[ 1 g b4
o 2 h_ 20 Z 20 L] E 20
g 7] ° + ¥
N e b 1 F %5, Sler
0 20 40 60 80 5 0 20 40 60 80 = 0 20 40 60 80 = 20 40 60 80
days past «GalCer injection days past aGalCer injection days past aGalCer injection days past aGalCer injection
= 8 5 100 3 100
. 9 £ €
2 £ 604 5 5
g+ 2 : g w 3w
k-] 3 e ° S
= 3 E 404 £ 60 60y
X o 7]
£ z 2 2
o 2 = 8 40 o 8 a0 .
= a @ L]
] & 204 = =
o N X X
£ 14 ] Z 20 . Zz 204
z = % L ®
0-— T 0-— T T y y - o . ; ; ; g o T T T T
0 20 40 60 80 0 20 40 60 80 Bl 0 20 40 60 80 20 40 60 80
days past aGalCer injection days past aGalCer injection days past aGalCer injection days past aGalCer injection
B 40- 60- 00 100
g S S anl g
€ W $ g WM 2
3 El 3 3
o o 8 601 S 6o
g 20 £ £ g
Z 2 Zz 40 Z 40
o 10 El Y b
® 3 3 3
8 : @ g 20 T 20
o
0 2 4 e s S 0 & s > - - - - 0
0 20 40 60 80 0 20 40 60 80 20 20 60 80
[Cer injecti |Cer inecti L o
days past a.GalCer injection days past aGalCer injection days past «.GalCer injection days past oGalCer injection
00 100 60 60-
< 80 S 80 P °
3 3 T 40 8 409
8 6o S 60 A o
g < < <
Z 40 Z 40 Z Z
+ + 204 B 204
2 20 o ©° S
8 a 201 [=] a
o o 3}
01— v T v o 0 v r v v 0 T r v v
0 20 40 60 80 ) 20 40 60 80 0 20 40 60 80 20 40 60 80
days past aGalCer injection iniecti days past a.GalCer injection days past a.GalCer injection
days past aGalCer injection y ) y )]
100- 100 60- 100
g g 3o e SR s
% 80 S 80 o P = 804
2 3 T 404 2
E 60- ° E 601 s E 2 60
=
o
Z a0 Z 40l z D X 4
[4 > G 204 ° Q =
N ~ > P
a8 20 N 204 « ° © 204
o 8 3 w
ol v T v 0 . + 0 v T v T 0 v T v v
0 20 40 60 80 0 20 40 60 80 0 20 40 60 80 20 40 60 80
days past aGalCer injection days past aGalCer injection days past aGalCer injection days past aGalCer injection
60 100 100- 100
< 50 *_° 9 g S
B . L g £ o S g0
7] @2 2 z .
T 40 3 2 @
© o © 60- O 60 o 60
g 30 < g &
z Z 40 Z 404 2 0
+ 204 + L + +
5 - by e
g 104 T 201 L4 g 20+ E 201
£ =
3 20 40 60 80 0 L y y y y 7
0 20 40 60 80 20 20 60 80

Supplementary figure 10. Development of the aGalCer-induced changes over time:
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(A, B) Splenic INKT cells from C57BL/6 control (d0) or C57BL/6 mice or //10°F mice injected previously with 4ug a
GalCer (days indicated) were stained for the indicated surface and intracellular proteins. (C) Alternatively, mice were
re-challenged with 1ug aGalCer i.v. and the cytokine response by iINKT cells was determined 90 min later. For cytokines
detected by intracellular cytokine staining the intensity of the staining depended on the fluorochrome utilized. Therefore,
to make the values comparable, the values are presented as percentage of the cytokine response in the control mice
(d0) (% of control). The graphs in (A-C) summarize data from independent experiments with each data point represent-
ing the mean of one experiment.
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Supplementary figure 11. NKT10 cells regulate EAE in an IL-10 dependent manner:

Outline for the experiment depicted in Fig. 7B. Ja18" mice left untreated (Ja18” control) or injected with 5 x 108
splenic iINKT cells enriched from either C57BL/6 (Ja18"/wt INKT cells) or /107 mice (Ja18"/IL-10" iNKT cells).
These mice and C57BL/6 control mice were then challenged with MOG/CFA (s.c. d0) and pertussis toxin (i.v. d0 and
i.p. d2) to induce EAE. Furthermore, all mice were treated three times i.v. with aGalCer (dO, d4, d7) and disease
progression was scored daily from day eight onwards.



