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Supplementary Figure S1. Preliminary characterization of the melatonin (MLT) effects
on experimental colitis. Intestinal inflammation was induced by exposure to 3% dextran
sulfate sodium (DSS) in drinking water for 10 days. Mice were treated with MLT (10
mg/Kg) by gavage, daily, from day 3 to 15 and followed until day 36 (A, first
experimental protocol).). In (B), variation in body weight related to the first day of MLT
treatment. (C) Disease clinical score throughout the experimental period. * p < 0.05.
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Supplementary Figure S2. Gating strategies used to analyze regulatory T cells and
intracellular cytokines, stained for flow cytometry acquisition. Lymphocytes were
delineated according to size (FSC) and granularity (SSC) parameters, followed by CD3
and CD25 gating to assess the regulatory profile. The intracellular expression of Foxp3
was evaluated in CD3"CD25 and CD3"CD25" cells by histogram analyzes. CD3* and
CD4* T lymphocytes were gated for quantification of the intracellular cytokines I1L-10
and IL-4, according to the SSC x cytokine parameters.



200k 4 2506 7 €03 (Tota)
] b 373

20k 250K = 250K = CDOL+CD44+ (TCM)
i 3 821

COB2L COM(TEM)
807

1 conLCDH (NAVE)
] o7

ol "
T L R R ICs RRRIL B

° II)‘ "w

Comp-BVS10-A - CO44

Comp-BV510-A :: CD44

Supplementary Figure S3. Gating strategies used to analyze memory T cells, stained for
flow cytometry acquisition. Lymphocytes were delineated according to size (FSC) and
granularity (SSC) parameters, followed by CD3 gating. For cell subpopulations, the CD4
X CD8 dot plot was used. CD44 expression was then evaluated in the CD62L"* and
CD62L" population, to define central memory T cells (TCM, CD4*CD62L*CD44" or
CD8'CD62L"CD44%) and effector memory T cells (TEM, CD4"CD62L"CD44" or
CD8*CD62L CD44").



