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The study sample size was calculated with a confidence level of 95%, taking into account a previous census of ~5,603 subjects with recent
malaria infections in Buenaventura, 36 where the estimated prevalence of the Fy+ genotype (30%) and G6PD deficiency (12%) in the target
population indicated that only 1,479 subjects would be suitable for participation. Likewise, we estimated that only 3-10% of the subjects
(44-147) would volunteer for the trial based on previous studies in the same area. Citation 36: Vallejo, A. F. et al. High prevalence of sub-
microscopic infections in Colombia. Malar J 14, 201, doi:10.1186/s12936-015-0711-6 (2015).

As exclusion criteria, Volunteers were excluded if they had diseases or medical conditions that would alter the vaccine’s assessment or any
condition that could increase the risk of adverse outcomes. For the subject’s selection and enrollment, naïve volunteer’s group were excluded
from enrolment for the, 1) malaria history of having lived in an endemic area for the past 6 months, and 2) excluded from the semi-immune
group if they had negative IFAT (< 1:20) for P. vivax. In addition, Potential parasite donors were excluded from enrolment if 1) they had
negative IFAT (< 1:20) for P. vivax in screening tests, 2) if patients had chronic or acute disease, different from malaria by P. vivax; 3)
hemoglobin levels <9 g/dL at the time of recruitment, 4) having received antimalarial treatment before blood draw; 5) having a history of
disease or clinical conditions that according to medical criteria might increase significantly the risk related with participation on the study.

For this trial from 121 volunteers who initially accepted screening (38 naïve, 83 semi-immune), 86 were excluded or declined participation and
35 were enrolled. Seventeen were naïve and were allocated to Phase IIa study [12 Experimental (Exp) + 5 Control (Ctrl)], and 18 semi-immune
to the Phase IIb study (13 Exp + 5 Ctrl). All 35 volunteers (age range 19-44 years) were immunized with PvCS LSP or placebo formulated in
Montanide ISA-51. Two volunteers withdrew after the first immunization, and one more (semi-immune) was dropped out because of
diabetes mellitus diagnosis.

All assays were performed in duplicate to verify the reproducibility of the experimental findings. All attempts at replication were successful.

Participants were randomly (simple) assigned in a 2:1 ratio. A blinded data manager controlled the allocation to receive the vaccine
(Experimental; Exp, n=25) or placebo (Control; Ctrl, n=10) (Figure 1). The naïve group was further divided into Exp (n=12) and Ctrl (n=5) and
the semi-immune group into Exp (n=13) and Ctrl (n=5).

Access to the randomization code was strictly controlled at the pharmacyn to guarantee concealment sequence.

Phosphatase-conjugated goat anti-human IgG immunoglobulin (Fc specif.ic, Alkaline Phosphatase antibody, #A9544, batch
019M4818V, Sigma-Aldrich, Co, St Louis, MO, USA).

- Anti-human IFN-g mAb (1-D1K, code 3420-3-1000, batch 64.1, MABTECH AB, Sweden).

- Biotinylated anti-IFN-g mAb (7-B6-1, Code 3420-6-1000, batch 33.1MABTECH AB, Sweden).




