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Small molecule—based inhibition of MEK1/2 proteins dampens inflammatory responses to
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Running title: Targeting MEK1/2 Prevents Malaria Pathogenesis
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FIGURE S1. Analysis of the effect of inhibiting MEK1/2 signaling on the phagocytic uptake of
malaria parasite-infected red blood cells in PbA-infected mice. Shown is the analysis of spleen and
liver neutrophils (peripheral mononuclear cells, PMNs) and macrophages (M¢s) that phagocytosed
CFSE-labeled IRBCs in vehicle-treated (PbA) and PD-treated (PbA-PD) mice (results are given in
Fig. 4). The strategies for gating spleen and liver cells are shown in Fig. 44 and Fig. 4C, respectively.
Cells from uninfected mice, which were not administered with CFSE-labeled IRBCs, were analyzed as
controls. The extent of phagocytic uptake of IRBCs by spleen and liver PMNs and M¢ subsets are
shown in Fig. 4, B and D. MM, marginal zone M¢s; MMM, marginal zone metallophilic M¢s; RPM,
red pulp M¢s: InfM¢, inflammatory macrophages.
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FIGURE S2. Analysis of the effect of targeting MEK1/2 signaling inhibition on the expression of
phagocytic receptors in PbA-infected mice. At 5-day pi, the spleen and liver cells were stained with
antibodies against phagocytic receptors and markers proteins, and analyzed by flow cytometry. The
gating strategies for analyzing the cells are shown in Fig. 44 and Fig. 4C. Cells from uninfected mice
were analyzed as controls. MM, marginal zone M¢s; MMM, marginal zone metallophilic M¢s; RPM,
red pulp M¢s: InfM¢, inflammatory macrophages. Shown are the analysis of phagocytic receptor
expression by spleen (Fig. S24) and liver (Fig. S2B) neutrophils (PMNs) and macrophages (M¢s) in
control and PD-treated PbA-infected mice. The data are presented in Fig. 4, E and F.
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FIGURE S3. Analysis of the effect of targeting MEK1/2 on malaria-induced cytokine responses
by spleen DCs. Cytokine-producing DCs in vehicle-treated and PD-treated PbA-infected mice were
analyzed. Spleen cells from mice at 3-day and 5-day pi were stained for surface marker proteins and
intracellular  cytokines, and analyzed by flow cytometry. The gating strategy of
CD11c"MHCI"CD8a" and CD11c"MHCII™CD8a” DC subsets is shown in Fig 6B. The results are
shown in Fig. 6, C and D.
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FIGURE S4. Analysis of the effect of ERK1/2 signaling inhibition on T cell responses in PbA-
infected mice. Spleens cells from control and PD-treated mice at 4-day (Fig S44) and 6-day (Fig S4B)
pi were stained with antibodies against surface markers, fixed, stained with the antibodies against
indicated proteins, and analyzed by flow cytometery. Spleen cells from uninfected mice were analyzed
as controls. Shown are the analysis of cytokine-, T-bet-, and granzyme B-expression by CD4 and CDS8
T cells. The gating strategy of CD4 and CD8 T cells and the results are shown in Fig. 94-C.
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FIGURE S5. Analysis immune cells infiltrated to the brains of ERK1/2 targeted PbA-infected
mice. Cells from the brain-homogenates of control and PD-treated mice PbA-infected mice at 6-day pi
were stained with antibodies against the indicated surface markers, chemokine receptors, CDI11a
(LFA-1), and granzyme B. The cells were analyzed by flow cytometry; cells stained with isotype
antibodies or FMO staining were used as controls. The results are presented in Fig. 11, 4, £ and F. The
gating strategy (panel A) and percent chemokine receptor-, CD11a- and granzyme B-expressing cells
infiltrated to the brain of untreated and PD-treated are shown (panel B).



