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Supplementary Figures

Myeloid - Liver

Supplementary Figure 1. Gating strategy. Gating strategy used to gate out liver and lung myeloid cells. Same gating
strategy is used for the different experiments. All gating was performed in FlowJo.
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Supplementary Figure 2. liver load. Measurement of parasitic liver load by the expression of luciferase 44 hours
after 1%t immunization (left panel) and after 2"¢ immunization (right panel) with LA-GAP SPZ.
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Houlder EL, Geurten FJA, Baalbergen E, Roestenberg M, Franke-Fayard B. Early Activation of Lung CD8" T cells After
Immunization with Live Plasmodium berghei Malaria Sporozoites. Pathogens and Immunity. 2025;10(2):46-68. doi:
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Supplementary Figure 3. Activation CD8* T-cells and DN T-cells histograms and expression over time. (A) Histogram
of Medium Fluorescence intensity (MFI) of different markers on CD8" T-cells in the liver. (B) Histogram of MFI of
different markers on CD8* T-cells in the lungs. (C) Histogram of MFI of different markers on DN T-cells in the liver.
(D) Histogram of MFI of different markers on DN T-cells in the lungs. Med in grey, SGE in grey, dead SPZ in purple,
SPZ in blue. (E) Percentage of different activation markers on CD8* T-cells over time (from 2 to 7 days after last
immunization) in liver and lungs. SGE injected mice in grey, SPZ injected mice in orange. (F) Percentage of different
activation markers on DN T-cells over time (from 2 to 7 days after last immunization) in liver and lungs. SGE injected
mice in grey, SPZ injected mice in green. Med n=14, SGE n=18, dead SPZ n=10, SPZ n=18, divided over 2 (dead SPZ)
or 3 (med, SGE, SPZ) experiments. Male mice in triangles and female mice in circles.
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Supplementary Figure 4. Cellular activation y& T-cells and NK-cells. Medium Fluorescence intensity (MFI) of
different markers used to calculate fold change compared with medium (med). For the med group, mean of all mice
per experiment was used. (A) Expression of different markers on y& T-cells in the liver and lungs. (B) Expression of
different markers on NK cells in the liver and lungs. In grey salivary gland extract (SGE) injected mice and in blue
sporozoite (SPZ) injected mice. Med n=14, SGE n=18, dead SPZ n=10, SPZ n=18, divided over 2 (dead SPZ) or 3 (med,
SGE, SPZ) experiments. Male mice in triangles and female mice in circles. Statistical significance between groups was
assessed by one-way ANOVA with multiple comparisons. *: P<0.05, **: P<0.005, ***: P<0.0005 and ****: P<0.0001.
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Supplementary Figure 5. Cellular activation myeloid and B-cells. Medium Fluorescence intensity (MFI) of different
markers used to calculate fold change compared with medium (med). For the med group, mean of all mice per
experiment was used. (A) Expression of different markers on macrophages in the liver and lungs. (B) Expression of
different markers on monocytes in the liver and lungs. (C) Expression of different markers on alveolar and interstitial
macrophages in the lungs. In grey salivary gland extract (SGE) injected mice and in blue sporozoite (SPZ) injected
mice. Med n=14, SGE n=18, dead SPZ n=10, SPZ n=18, divided over 2 (dead SPZ) or 3 (med, SGE, SPZ) experiments.
Male mice in triangles and female mice in circles. Statistical significance between groups was assessed by one-way
ANOVA with multiple comparisons. *: P<0.05, **: P<0.005, ***: P<0.0005 and ****: P<0.0001.
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Supplementary Figure 6. Cytokine expression. (A) Percentage of TNF* DN T-cells over time (time (from 2 to 7 days
after last immunization) in liver and lungs. Med in grey, SGE in grey, dead SPZ in purple, SPZ in blue. (B) Percentage
of TNF'CD8* T-cells after PMA/lono restimulation (yellow) or SPZ restimulation (pink) at 7 days after SPZ
immunization in liver and lungs. (C) Fold change compared with medium expression of IFNy and TNF on CD4* T-cells
in the liver and lungs after SGE (grey) or SPZ (blue) immunization. (D) Fold change expression of IFNy and TNF on
CD4* T-cells after PMA/lono (yellow) or SPZ (pink) restimulation in the liver and lungs compared with medium. (E)
Fold change expression of IFNy and TNF on y6 T-cells in the liver and lungs after SGE (grey) or SPZ (blue) immunization
compared with medium. (F) Fold change expression of IFNy and TNF on y& T-cells after PMA/lono (yellow) or SPZ
(pink) restimulation in the liver and lungs compared with medium. (G) Fold change expression of IFNy and TNF on
NK cells in the liver and lungs after SGE (grey) or SPZ (blue) immunization compared with medium. (H) Fold change
expression of IFNy and TNF on NK cells after PMA/lono (yellow) or SPZ (pink) restimulation in the liver and lungs
compared with medium. Medium Fluorescence intensity (MFI) of different markers used to calculate fold change
compared with medium (med). For the med group, mean of all mice per experiment were used. Med n=14, SGE
n=18, dead SPZ n=10, SPZ n=18, divided over 2 (dead SPZ) or 3 (med, SGE, SPZ) experiments. Male mice in triangles
and female mice in circles. Statistical significance between groups was assessed by one-way ANOVA with multiple
comparisons. *: P<0.05, **: P<0.005, ***: P<0.0005 and ****: p<0.0001.
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