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Figure S1. Optimization of the primer concentration for multiplexing.

False positive amplifications were observed in 50% primer concentration (a) and 100% primer
concentration (b): At higher primer concentration conditions, 1 of 4 (50% condition) and 4 of 4 (100%
condition) resulted in non-specific amplification in no template control (NTC). About 86-88 °C Tm value were
obtained from these amplification products, suggesting non-specific amplification. Nonspecific band is also
observed in the dipstick chromatography at the Plasmodium position. Note that this experiment uses different
tag F3 for Plasmodium, so the location of the band is different from sensitivity assay below.

Comparative sensitivity of 25% (c) and 100% (d) primer concentration: In the optimized primer
concentration at 25%, up to 1000 copies were detected both in Plasmodium and Rickettsia, as also shown in
main Figure 2. This detection limit is comparable to the result obtained in 100% primer condition, although
delay of the amplification was observed. No false positive amplification was observed in this experiment.



