This document includes the following Supplementary Material:

e Figure S1: Graphs of the left hemi-cerebellum weight (a) and the proportion between the left
hemi-cerebellum weight respect to the total body weight (b) in the short- (~P12), medium-
(P20) and long-term (P30).

e Figure 52: Micrographs of detailed marker-based characterization of microglia in the
cerebellum of untreated PCD and OEA-treated PCD mice at P30.

e Table S1: Comparisons and specific p-values from hemi-cerebellar weight and relation to the
total body weight.

e Supplementary Information: Specificity and efficiency analyses of qPCR primers
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Figure S1. (a, b) Graphs of the left hemi-cerebellum weight (a) and the proportion between the
left hemi-cerebellum weight respect to the total body weight (b) in the short- (~P12), medium-
(P20) and long-term (P30). Analysis of left hemicerebellum weight revealed differences, in the short
term, between WT untreated mice and WT mice 3 and 24 hours after OEA treatment, with the weight
being lower in mice 24 hours after OEA treatment (WT: 49 + 3 mg; 3 hours: 49 + 3 mg; 24 hours: 37 +
2 mg). At P20 and P30 (i.e,, medium and long term) differences were found between WT animals
and the two experimental groups of PCD mice, with the weight of the mutants being less (P20, WT:
61 + 3 mg, PCD: 35 + 1 mg, PCD+OEA: 40 + 2 mg; P30, WT: 45 + 3 mg, PCD: 33 + 2 mg, PCD+OEA: 33
+ 3 mg). However, when the ratio of hemicerebellum weight to total body weight was analyzed,
differences were only detected between the groups 3 and 24 hours after treatment in the short term,
with the percentage being lower after 24 hours (WT: 0.79 + 0.04%, 3 hours: 0.80 + 0.07%, 24 hours:
0.58 + 0.04%). Regarding the medium term, differences were found between WT and untreated PCD
mice, the percentage being lower in mutants compared to the wild type (WT: 0.82 + 0.06%, PCD: 0.49
+ 0.04%, PCD+OEA: 0.69 + 0.05%). Concerning long-term analysis, differences were limited to WT
vs. OEA-treated PCD mice at P30, with the percentage being higher in those PCD mice treated with
OEA (WT: 0.37 + 0.02%, PCD: 0.44 + 0.03%, PCD+OEA: 0.51 + 0.03%). Due to the non-anorexigenic
effect on the total body weight reported for the dose of OEA used in our study (Pérez-Martin, et al.,
2021), these results suggest that the weight of the hemicerebellum of OEA-treated PCD mice was
greater than their total body weight; that is, cerebellar atrophy in these treated animals was lower
than in the untreated mice. n=6 animals per experimental group. One-way ANOVA followed by

Bonferroni’s post hoc test. * p < 0.05; ** p <0.01



Figure 52
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Figure S2. Micrograph of detailed marker-based characterization of microglia in the cerebellum
of untreated PCD and OEA-treated PCD mice at P30. At the top, immunolabeling for Ibal (red) and

CD45 (green), i.e., reactive microglial cells. In the center, immunolabeling for Ibal (red) and CD16/32



(green), i.e., proinflammatory microglial cells. At the bottom, immunolabeling for Ibal (red) and

CD206 (green), i.e., neuroprotective or tissue reparative microglial cells. Scale bar: 20 pm.



Table S1. Comparisons and specific p-values from hemi-cerebellar weight and relation to the total
body weight.

Variables Comparisons p-values
WT vs. WT 3H Post-OEA 1.000
Hemi-cerebellar weight ~P12-P13 W1 vs. W 24H Post-OBA 0-036
WT 3H Post-OEA vs. WT 24H Post- 0.039
OEA

WT vs. PCD <0.001

Hemi-cerebellar weight P20 WT vs. PCD+OEA <0.001
PCD vs. PCD+OEA 0.521
WT vs. PCD 0.019
Hemi-cerebellar weight P30 WT vs. PCD+OEA 0.023
PCD vs. PCD+OEA 1.000
WT vs. 3H Post-OEA 1.000
Hemi-cerebellum/ Total Body weight WT vs. WT 24H Post-OEA 0.061

~P12-P13 WT 3H Post-OEA vs. WT 24H Post-

OFA 0.046
WT vs. PCD 0.004
Hemi-cerebellum/ Total Body weight P20 WT vs. PCD+OEA 0.451
PCD vs. PCD+OEA 0.081
WT vs. PCD 0.472
Hemi-cerebellum/Total Body weight P30 WT vs. PCD+OEA 0.029
PCD vs. PCD+OEA 0.477

Bold values indicate statistical significance at the p <0.05.



Supplementary Information. Specificity and efficiency analyses of qPCR primers

Gene Bdnf

MGI/NCBI ID 88145/12064
Forward primer GTGGTGTAAGCCGCAAAGA

Reverse primer AACCATAGTAAGGAAAAGGATGGTC
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' |
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http://www.informatics.jax.org/marker/key/537
https://www.ncbi.nlm.nih.gov/gene/12064

Gene Cox2 (Ptgs2)

MGI/NCBI ID 977798/19225
Forward primer GGTCATTGGTGGAGAGGTGTA
Reverse primer TGAGTCTGCTGGTTTGGAATAG

Job name Job 3 FCOX2.2
4 |
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https://www.ncbi.nlm.nih.gov/gene/19225

Gene Gap43

MGI/NCBI ID 95639/14432
Forward primer GCTGGTGCATCACCCTTCT
Reverse primer TGGTGTCAAGCCGGAAGATAA

Job name Job 1: FGAP3_1
I’ |
Species B Mouse (Mus musculus)
Assembly GRCm38
Search type BLASTN (NCBI Blast)
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Results table
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http://www.informatics.jax.org/marker/key/8980
https://www.ncbi.nlm.nih.gov/gene/14432

Gene Ifny

MGI/NCBI ID 107656/15978
Forward primer CAGCAACAGCAAGGCGAAAAAGG
Reverse primer TTTCCGCTTCCTGAGGCTGGAT

Job name Job3:FIFNg_5
4l
Species BA Mouse (Mus musculus)
Assembly GRCm38
Search type BLASTN (NCBI Blast)
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MGI/NCBI ID 96543/16176
Forward primer TGCTCATGTCCTCATCCTGGAAGG
Reverse primer TCGCAGCAGCACATCAACAAGAG

Job name Job 3: FIL-1B_2
s |

Species B Mouse (Mus musculus)

Assembly GRCm38

Search type BLASTN (NCBI Blast)
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Search type BLASTN (NCBI Blast)

[ oo J e

Results table

Show [EIR entries de columas (2 hidden) .
Genomic Location Overlapping Gene(s) Orlentation Query start Query end Length Score v Eval %ID
2:129367984-129368007 (sequence! 111b Forward 1 24 480 2e04
2:24873612-2487362! Ehmt1 Forward 6 2 341 34

Forward 3 19 341 34
Standard Curve IL1b_2
390
| ]
3|35
380
375
370
3635
360
355
-
© 350
345 L
340
335
330
325
L]
320
35
u
30
01 [ T Tod o4 s o = 00 0 1000
Quantity
Target: IL1B_2 Slope: -3.51 Y-Inter: 38.52 g% 0.979 Eff%: 92708 Error: 0.192
Meiting Curve Plot IL1B_2
10
08
=
&
I
= 06
£
&
5
&
04
02
———
—
5.0 70.0 750 80.0 850 0.0 5.0

Temperature (°C}

10


http://www.informatics.jax.org/marker/key/10381
https://www.ncbi.nlm.nih.gov/gene/16176

MGI/NCBI ID 96559/16193
Forward primer GAGGATACCACTCCCAACAGACC
Reverse primer AAGTGCATCATCGTTGTTCATACA

Job name Job 5: FIL6_3
I |

Species B Mouse (Mus musculus)

Assembly GRCm38

Search type BLASTN (NCBI Blast)
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http://www.informatics.jax.org/marker/key/10405
https://www.ncbi.nlm.nih.gov/gene/16193

Gene Nos (Nos2)

MGI/NCBI ID 97361/18126
Forward primer CTTTGCCACGGACGAGAC
Reverse primer AACTTCCAGTCATTGTACTCTGAGG

Job name

Species
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Search type
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https://www.ncbi.nlm.nih.gov/gene/18126

MGI/NCBI ID 97175/17756
Forward primer GCTGTAGCAGTCCTGAAAGGTG
Reverse primer CTTCCTCCACTGTGGCTGTTTG

Job name Job 1: F MAP2_8
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http://www.informatics.jax.org/marker/key/11604
https://www.ncbi.nlm.nih.gov/gene/17756

MGI/NCBI ID 1914300/67050
Forward primer GCTGCCAAAGAAGGACACGACA
Reverse primer GGCAGGCTATTGCTCATCACAG

Job name Job 5: F NFKB_3
|
Species BA Mouse (Mus musculus)
Assembly GRCm38
Search type BLASTN (NCBI Blast)
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http://www.informatics.jax.org/marker/key/51030
https://www.ncbi.nlm.nih.gov/gene/67050

Gene Ppara

MGI/NCBI ID 104740/19013
Forward primer ATGCCAGTACTGCCGTTTTC
Reverse primer TTGCCCAGAGATTTGAGGTC

Job name Job 9 FPPAR.alpha_6
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Search type
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http://www.informatics.jax.org/marker/key/25000
https://www.ncbi.nlm.nih.gov/gene/19013

Gene Tnfa

MGI/NCBI ID 104798/21926

Forward primer GCTTGTCACTCGAATTTTGAGA
Reverse primer ATGTCTCAGCCTCTTCTCATTC
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http://www.informatics.jax.org/marker/key/25061
https://www.ncbi.nlm.nih.gov/gene/21926

