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Optimization of CAMP reaction

To improve the amplification efficiency of the PMA-CAMP assay, CAMP primers concentration (25-50 uM), loop
primers concentration (5-30 puM), out primers concentration (5-30 uM), betaine concentration (10-50 M), Mg?*
concentration (0.1-0.14 M), and dNTPs concentration (5-25 mM) were optimized in this study. As shown in Fig. Sla to
¢, the concentrations of 45 pM for the NF and NR primers each, 15 uM for the Lin and Rin primers each, and 10 uM for
the F2 and R2 primers each, were found to be optimum. In addition, when the concentration of betaine, Mg?" and
dNTPs in the reaction solution was 20 M, 0.13 M, and 10 mM respectively, the Ct value was the minimum (Fig. S1d to
f). For the CAMP reaction, the key is to establish a dynamic reaction environment under a constant temperature. In this
study, the reaction temperature (61-65°C) was also optimized. As shown in Fig. Slg, the Ct value was the minimum at

65°C. Thus, the reaction temperature was finally set at 65°C.
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Fig. S1 a: Effect of CAMP primers concentration on the Ct value; b: Effect of loop primers concentration on the Ct
value; c: Effect of out primers concentration on the Ct value; d: Effect of betaine concentration on the Ct value; e:
Effect of Mg?" concentration on the Ct value; f: Effect of ANTPs concentration on the Ct value; g: Effect of reaction

temperature on the Ct value.



