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Fig. 1 Body weight and clinical score of MOG-induced EAE in female and male C57BL/6 mice

The body weight (a, ¢, €) were measured at day 0 after immunization, Data are x + s, ***P < 0.001, versus EAE (9 ), EAE (L). Mice were monitored

daily for clinical symptom and scored as described in section 1.2. Results expressed are the mean clinical score. ¥*P < 0.05, **P < 0.01 and ***P < 0.001

versus EAE (9 ), EAE (L) (Mann-Whitney U test), P < 0.001 (two-way ANOVA test). The data are from three independent experiments (x + s).
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Fig. 2 HE staining of paraffin sections of spinal cords isolated from Naive and EAE mice
(a) HE staining of paraffin sections of spinal cords isolated from naive and EAE mice on day 21 after immunization (left panels, original magnification x
4; middle and right panels, original magnification x 20). (b) Quantification of spinal cord infiltrates in the sections. Three animals from each group were
sacrificed and 10 sections of the spinal cord of each animal were analyzed. ***P < 0.001, versus Naive, *P < 0.001, versus EAE (9 ) (Student's ¢-test).
1: Naive(Q ); 2: Naive(J ); 3: EAE(Q ); 4: EAE(J).
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Fig. 3 Luxol fast blue staining of paraffin sections of spinal cords isolated from naive and EAE mice
(a) Luxol fast blue staining of paraffin sections of spinal cords isolated from naive and EAE mice on day 21 after immunization (left panels, original
magnification x 4; middle and right panels, original magnification x 20). (b) Quantification of spinal cord infiltrates in the sections. Three animals from
each group were sacrificed and 10 sections of the spinal cord of each animal were analyzed. ***P < 0.001, versus Naive, *P < 0.001, versus EAE (2 )
(Student's ¢-test). /: Najve(Q ); 2: Naive(d ); 3: EAE(Q ); 4: EAE(S).
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Fig. 4 CNS infiltration of pathogenic T cells
Total CNS infiltrations were isolated with 37%~ 70% Percoll™ from MOG-EAE mice on day 19 post-immunization and analyzed by flow cytometry.
(a) Representative FACS images of CD4" T cells in the CNS of EAE mice. (b) Statistical data of the FACS analysis which show the absolute number of
CD4" T cells in the CNS. (c) Representative FACS images of Ty-1 (IFN-y positive) and Ty-17 (IL-17 positive) cells in the CNS of EAE mice. (d)
Statistical data of the FACS analysis which show the absolute numbers of Tir1 and Ty~17 cells in the CNS. *P < 0.05, ***P < 0.001, versus EAE (9 )

(Student's ¢ test).
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Gender Influence on The Pathogenesis of EAE Induced
by MOG in C57BL/6 Mice"

WANG Ting-Ting, DU Chang-Sheng"™
(Shanghai Key Laboratory of Signaling and Disease Research, Laboratory of Receptor-based Bio-medicine,
School of Life Sciences and Technology, Tongji University, Shanghai 200092, China)

Abstract Multiple sclerosis (MS), an autoimmune disease of the CNS with prominent demyelination and axonal
degeneration, is more prevalent in women than men. EAE is a widely used animal model of MS for preclinical
therapy development. In this report, a 29 days observation of the EAE model induced by MOGs;35 in C57BL/6
mice was performed. From the clinical course, we found no significant difference between male and female mice in
the incidence and onset time, but males had a more serious disease score than that in females. And histological
examination of spinal cord was performed at day 21 post-immunization. Compared with male mice, female mice
had a dramatic increase of leukocyte infiltration in the spinal cord. Luxol fast blue staining also revealed enhanced
demyelination in male mice compared to female mice. The CNS leukocyte infiltration was also quantified by flow
cytometry analysis at day 19 post-immunization. The results again confirmed that the CD4" T cells accumulated in
the CNS of EAE mice were increased in male mice. We further quantified the number of Ty-1 and Ty-17 cells in
the CNS infiltrates and found that the absolute number of both Ty-17 and Ty-1 cells were significantly increased in
male mice. Taken together, these data indicate that sex difference exists in EAE induced by MOGsg;;35 in C57BL/6
mice, and this will provided useful indications for further studies on the selection of animals in the EAE model.
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