
SUPPLEMENTARY TEXT 1

Operating procedures for ELISA. The standardized dried blood spots (1 cm diameter containing�40 μL of blood) were eluted
by incubation in 400 mL of phosphate-buffered saline (PBS-Tween 0.1%) at 4�C for 24 hours. Maxisorp plates (Nunc, Rosklide,
Denmark)were coatedwith thePfmerozoite surfaceprotein 119 (MSP1-19)/PfCSPpeptide (Vaximax, France) at a concentrationof
1 μg/mL in coating buffer (PBS + Phenol Red 1%) at 4�Covernight. After washing (with a solution of PBS-Tween 0.1%+NaCl), the
plateswere blocked for 1 hour under stirring at room temperaturewith 150mLof saturation buffer (PBS-Tween0.1%+milk powder
3%). Thereafter, each eluted sample was incubated in duplicate for 2 hours under stirring at room temperature at 1/20 dilution in
sample dilution buffer (PBS-Tween 0.1% + milk powder 1% + sodium azide 0.02%). Antihuman IgG coupled to the peroxidase
(Invitrogen) was incubated at a 1/3,000 dilution for 1 hour under stirring at room temperature. Substrate TMB one (3,39,5,59-
tetramethylbenzidine) (Promega) was added for 30 minutes at room temperature protected from light then stopping the reaction
with 0.2MH2SO4, and absorbance wasmeasured at 450 nm. In parallel, each test sample was assessed in a blank well containing
noPfMSP1-19/PfCSPpeptide (ODn) tomeasurenonspecific reactions. Individual resultswere expressedas theΔODvalue:ΔOD=
ODx−ODn.ODxandODn represent themeanof individual optical density (OD) in twoantigenwells andoneblankwell containing no
Pf MSP1-19/Pf CSP peptide, respectively. Specific anti-Pf MSP1-19/Pf CSP IgG responses were also assayed in nonmalaria-
exposed individuals (negative samples from France: n = 18) to quantify the nonspecific background Ab level and to calculate the
cut-off value (mean [ΔDOneg] + 3SD). Based on our findings, a participant was classified as an immune responder to Pf MSP1-19
and Pf CSP if ΔOD was > 0.162 and > 0.115, respectively.
All peptide batches were shipped in lyophilized form and then suspended in ultrafiltered water and frozen in aliquots at −20�C

until use.
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