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Validation

No statistical methods were used to predetermine sample sizes. Samples sizes were determined based on previous relevant studies (Ramirez,
J., Nat Commun, 2015; Kumar, S.,Science, 2010) about observing the development of the parasites in mice and mosquito, quantitative real-
time PCR analysis, gene silencing, Immunofluorescence analysis, Western blot analysis and flow cytometry. Samples sizes adopted in this study
were sufficient for detecting robust effects.

No samples or animals were excluded from the analysis.

All observing the development of the parasites in mice and mosquito, quantitative real-time PCR analysis�gene silencing,
Immunofluorescence analysis, Western blot analysis, flow cytometry and in vitro experiments were performed over at least 2-3 independent
replicates. The study effects were all successfully replicated in the experiments.

For all experiments, samples were randomized where appropriate for data collection and analysis.

In the studies, investigators were blinded to groups allocation during data collection and analysis.

The immunostaining, western blot and flow cytometry were performed with the following antibodies: Anti-CSP-N, anti-CSP-C, anti-
CSP-repeat-region, and anti-TEP1 were synthesized by GeneCreate Biotech (G1061, G1062, G1080, G1052, rabbit polyclonal
antibody ,Wuhan, China), anti-P. yoelii HSP70 and anti- A. stephensi S7 rabbit polyclonal antibody (pCzn1 and pet B2M expression
vector, E. coli Arctic-ExpressTM), Cy3-labeled and Alexa 488-conjugated goat anti-rabbit IgG, Alexa 647-conjugated goat anti-mouse
IgG (Beyotime Biotech, A0516,Lot#062521211011, A0423, Lot#031221210921, A0473, Lot#041221210915), anti-nitrotyrosine
mouse monoclonal antibody (Abcam, ab7048,Lot#GR3287297-1), horseradish peroxidase labeled goat anti-rabbit IgG (Zhongshan
Golden Bridge Biotechnology, ZB-2301, Lot#205001023).

The application and specificity of all the antibodies are validated by the companies. The primary antibodies: Anti-CSP-N, anti-CSP-C,

anti-CSP-repeat-region, anti-TEP1�anti-P. yoelii HSP70 and anti- A. stephensi S7 were rabbit polyclonal antibodies that were
validated by Western Blot and ELISA, and were diluted in PBS with 1:200 for the immunostaining and 1:1000 for the flow

cytometry�with 1:5000 for western blot. anti-nitrotyrosine�cat NO. ab7048,is a mouse monoclonal antibody that reacts with
nitrotyrosine, and is tested for use in Immunohistochemistry. Please visit the company’s website for details. https://www.abcam. cn/
nitro-tyrosine-antibody-hm11-ab7048.html.




