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Suppl. Fig. 1 Alpha-synuclein is expressed in the
majority of organs in wild type and (Thyl)-
h[A30P]aSyn transgenic mice.

Immunohistochemical detection of human aSyn
(clone LB509 monoclonal antibody) in (Thyl)-
h[A30P]aSyn transgenic mice or of endogenous
murine aSyn in wild type mice (synl monoclonal
antibody) in various organs. Note the typical dot-
like structures of the human aSyn in the trans-
genic mice reminiscent of neuritic inclusions and
the very low expression of endogenous murine
aSyn in the wild type mice. The pronounced
brownish staining in the spleen is due to the
abundant iron which is exposed by the chromo-
genic staining method. Note, thymocytes in the
spleen do not stain for human aSyn supporting
the selectivity of the expression of the transgenic
human aSyn under the modified Thy1.2 cassette,
e.g., not expressed in thymocytes [41], n = 3 per
group. Scale bar: 20 pm.
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Suppl. Fig. 2 Alpha-synuclein accumulation co-localizes with ENS and Iba-1 positive macrophages upon DSS colitis in aSyn transgenic
mice.

A, BImmunofluorescence image of aSyn staining (clone 211; human aSyn specific, detecting both normal aSyn and pathological/abnormal
aSyn inclusions containing the respective epitope) in colonic region of (Thy1)-h[A30P]aSyn transgenic mice on water (A) or after acute
DSS colitis (2.5%) (B). Note the small, dotted structures of the typical aSyn inclusions in the submucosal plexus (arrow heads) and the
large features of immunoreactivity which localize to infiltrating leukocytes (arrows; identified by their typical cellular morphology). Scale
bar: 100 um. C 2D stacks and close-up of confocal images co-localizing aSyn (red) with the macrophage marker Iba-1 (green) in the colon
of a (Thy1)-h[A30P]aSyn transgenic mouse after DSS colitis. Note the dotted structures of the typical aSyn inclusions in the submucosal
plexus (arrow heads). Scale bar: 40 pm and 13 um for the close-up. D Quantification of numbers of Iba-1/aSyn-double positive macro-
phages (n = 3 per group; mean and S.E.M.).

freeneuropathology.org

Copyright: © 2021 The author(s). This is an open access article distributed under the terms of the Creative Commons Attribution 4.0 International License (https://creativecommons.org/licenses/by/4.0/),
which permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited, a link to the Creative Commons license is provided, and any changes are
indicated. The Creative Commons Public Domain Dedication waiver (https://creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.



https://doi.org/10.17879/freeneuropathology-2021-3326
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/publicdomain/zero/1.0/

Free Neuropathology 2:13 (2021) Stefan Grathwohl et a/
doi: https://doi.org/10.17879/freeneuropathology-2021-3326 supplementary material: page 3 of 4

>
3

n.s.

1

0 i
DSS Water DSS Water DSS

Wt aSynTg aSyn Tg
Cx3cr1-def

w
o

£
o

Area covered by
leukocytes (%)
N
o

Murine aSyn mRNA

* C
o e e
PIORWAS ()00 ﬂ
g *

w
>
]

aSyn/NSE mRNA levels
o
2 :
1
>
1

Human aSyn mRNA

Op @,
o g
o] d §

K>

8

=
N
1
&
[N
1

[e]

aSyn/NSE mRNA levels
o
®

0.4 0.4
0.0 T T T T 0.0 T T T T
Water DSS Water DSS Water DSS Water DSS
aSyn Tg aSynTg aSyn Tg aSyn Tg
Cx3cr1-def Cx3cr1-def

Suppl. Fig. 3 mRNA expression of endogenous murine and transgenic human aSyn in the colon is unchanged after acute DSS colitis.

A Administration of DSS (acute 5%) induces leukocyte infiltration in wild type, (Thy1)-h[A30P]aSyn transgenic (aSyn Tg) and Cx3crl-defi-
cient (Thy1)-h[A30P]aSyn transgenic mice (aSyn Tg Cx3crl-def) (Two-way ANOVA with Tukey post hoc test; covariates genotype and
treatment paradigm). Expression levels of endogenous murine (B) or transgenic human aSyn (C) mRNA were normalized to mRNA levels
of the neuronal marker neuron specific enolase (NSE) to correct for potential neuronal loss (n = 5-8 per group; mean and S.E.M.).
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Suppl. Fig. 4 DSS colitis induced accumulation of aSyn in submucosal plexus of (Thy1)-h[A30P]aSyn transgenic mice remains stable long
after recovery.

A 4-week chronic DSS paradigm was performed with (Thy1)-h[A30P]aSyn (aSyn Tg) and (Thy1)-h[A30P]aSyn crossed with Cx3crl-def mice
(aSyn Tg Cx3crl-def). After recovery for 2 months and thus analysis at the age of 6 months, (A) the colon was inspected for signs of
inflammation (area covered by leukocytes) and, (B) amount of aSyn inclusions (area containing aSyn inclusions), n = 6-8 per group. Sta-
tistical analyses were performed using two-way ANOVA with Tukey post hoc testing, covariates genotype and treatment paradigm.
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Aged up to 9 months (6 months post a 3-week chronic increasing dose DSS colitis paradigm at the age of 3 months)
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Suppl. Fig. 5 Minor to no detectable aSyn pathology in the brain of a 9-month-old (Thy1)-h[A30P]aSyn transgenic mouse six months
after a 23-days chronic DSS colitis insult at young age.

A 23-day chronic DSS paradigm ‘increasing dose’ (see Fig. 1) was performed with 3-month-old (Thy1)-h[A30P]aSyn transgenic mice. After
recovery and further aging under normal conditions, various brain regions were analyzed for proteinase K-resistant pSer129-aSyn immu-
noreactivity (pathological/abnormal pSer129-positive features; note the only rarely observable neuritic and punctate inclusion-type mor-
phology) Shown are representative images from one 9-month-old mouse. Scale bar: 500 um.
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