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Supplemental tables

Supplemental Table 1. Primer sets used for gene expression analysis by gPCR

Primer Sequence
18S CTT AGA GGG ACA AGT GGC G
ACG CTG AGC CAG TCAGTGTA
Chil3 (Ym-1) AAG CTC TCC AGA AGC AATCCTG
GAAGAATTGCCAGACCTGTGAC
Cxcll CCGAAGTCATAGCCACACTCAA
GCAGTCTGTCTTCTTTCTCCGTTAC
Cxcl2 CCA ACCACCAGGCTACAGG

GCG TCACACTCAAGCTCTG

111b

ATG GCAACT GTTCCTGAACTCAACT

CAGGACAGG TATAGATTCTTTCCTTT

1118

CAG GCCTGACATCTT CTG CAA

CTGACATGGCAGCCATTIGT

Mrcl (CD206)

AGG CTG ATT ACG AGC AGT GG

CGC CCAGTATCCATCCTTGC

Nos2 (iNOS) GCTTGG GTCTTGTTC ACT CC
GCA AGT GAA ATC CGA TGT GGC
Tafb GAG CCA GAA CGA GAAGTACCG
CCT CAAGAC GAG CAATTT CAT CA
Tnfa ATG AGC ACA GAA AGC ATG ATC CGC

CCAAAG TAGACCTGCCCGGACTC




Supplemental figures

>

-e- WT H,0 B

) _ 3 Ja187 H,0
2 101 3 Wross _EI —,
T = = Jg187DSS S 100 Yoo &
T > 5 2 * £
S > = 10 T
L o © * 1‘
2w ol 5 1Hemr % =
o > <>D<
= < 0.1 .
o\o - L) T T T T T T T I9 0-01 T \/' \
01234567 ™ \éﬂ\q,@’\q,
Day v
H,0 DSS

Supplemental Figure 1. (A) Changes in weight of WT and Ja/8” mice provided with
normal drinking water (H20 groups) or treated with 2% DSS (DSS groups) were normalised
to day 0. (B) Gut permeability of WT and Ja/8”- mice. FITC-dextran was administered by
oral gavage, and its levels in the serum was analysed in WT and Ja/8”- mice administered
with H20 or 2% DSS. n>5. Data represent mean = SEM. Student’s t test was performed.

These data were obtained from at least 2 independent experiments.
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Supplemental Figure 2. a-diversity of the gut microbiota in WT and Ja/ 87 mice. n>9. Data
represent mean £ SEM. These data were obtained from one experiment (2 independent

cages/group).
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Supplemental Figure 3. Local effects of DSS administration in WT and Ja/8"- mice. (A, B)
Expressions of genes in the colon were quantified by qPCR and expressed relative to WT
H20 controls. n>4. Lines represent medians, and Mann-Whitney U-test was performed.
Significance is represented by *p<0.05. These data were obtained from at least 2 independent

experiments.
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Supplemental Figure 4. Representative images showing tracking of iNKT cells in the liver
of Cxcr69™*mice. The use of MTrackJ plugin enabled the tracking of displacement of iINKT
cells in the liver of Cxcr69®*mice on H20 control, injected with a-GalCer i.p., or after 7 days
of 2% DSS. Bright green cells are iNKT cells; red lines represent paths. Scale bar represents

100 um.
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Supplemental Figure 5. Gating strategy used to examine leukocyte populations following

DSS-induced colitis. Mono: Ly6C" monocytes
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Supplemental Figure 6. Changes in leukocyte populations following DSS-induced colitis in
WT, Jal8" and Cd1d’ mice. (A-C) At day 7, leukocytes were isolated from colon of WT
and Ja18"- mice and stained with fluorochrome-conjugated antibodies against CD45, CD3,
Ly6C, and Ly6G. The proportion (of CD45" cells) of (A) Ly6G™ neutrophils, (B)
Ly6C*Ly6G™ monocytes, and (C) CD3" T cells were analysed by flow cytometry. (D) At day
7, total leukocyte numbers from colon of WT and Cd1d”’- mice were counted. (E) The
percentage (of CD45" cells) and (F) number of Ly6G™ neutrophils were analysed by flow
cytometry. n>2. Data represent mean = SEM. Student’s t test was performed. Significance is

represented by *p<0.05, **p<0.01, ***p<0.001 and ****p<0.0001. These data were obtained

from at least 2 independent experiments.



WT WT + NKT14

5 | Q1 Q2 5 | Q1 Q2
% Foas 1.20 % Foo2 0.042

INKT 1 _ INKT
10
0 ] i
Q3 Jo4 . a3
— 94.2 034232 97.6
GJ T T ™ T T T
l_ 10 10 0 10 10 10

Supplemental Figure 7. Representative plot showing depletion of CD4" Tetramer (Tet)*
INKT cells in the spleen of WT mice 7 days after NKT14 injection. The population is gated

from CD45" CD3* T cells
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Supplemental Figure 8. Effect of NKT14 treatment in WT mice on T cell populations over 7

days. (A) CD45" CD3" CD4" Tetramer (Tet)* NKT cells in the spleen and (B) blood, (C) all

T cells in the spleen and (D) blood, and (E) T cells that are Tet- in the spleen and (F) blood

were assessed at days 0, 3, 5, and 7 by flow cytometry. n>4. Data represent mean + SEM.

Student’s t test was performed. Significance (vs day 0) is represented by *p<0.05, **p<0.01,

***n<0.001. These data were obtained from at least 2 independent experiments.
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Supplemental Figure 9. Use of atropine superfusion in intravital imaging of colonic
neutrophils. (A) The colon of WT mice was superfused with increasing concentrations of
atropine, and blood perfusion rate was measured by fluorescent beads using spinning disk

confocal microscopy. (B) Extravascular neutrophils were quantified in LysMe¢FP mice

administered with or without NKT14. (C) The percentage of neutrophils in DSS-treated WT

mice with or without CD1d-blocking antibody was assessed by flow cytometry. n>3. Data
represent mean = SEM. Student’s t test was performed relative to (A) 0 M, (B) - NKT14
group, or (C) isotype control (a-1s0). No statistical significances were observed. These data

were obtained from at least 2 independent experiments.
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Supplemental Figure 10. Representative plot showing depletion of Ly6C+ Ly6G+
neutrophils in the spleen of WT and Ja/ 87 mice following injections of aLy6G and 7 days of

DSS treatment.
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Supplemental Movie 1. Multiphoton time-lapse video of LysMé™” mouse colon
microvasculature at baseline. There are minimal neutrophil-endothelial interactions, and few
cells outside of the vasculature and in the tissue. The time-lapse covers a period of 3 mins,

with approximately 15 s elapsed per second of movie.

Supplemental Movie 2. Multiphoton time-lapse video of LysMé™” mouse colon
microvasculature at day 7 post-DSS administration. Neutrophils are interacting with the
endothelium, resulting in increased rolling and adhesion. Additionally, there are also
increased extravascular neutrophils. The time-lapse covers a period of 3 mins, with

approximately 15 s elapsed per second of movie.
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