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Text S2 - Information on fluorophores and the Real-Time PCR systems used in the test

performance study (TPS) for Ceratocystis platani detection.
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Fluorophores

EvaGreen, SYBR Green |, 6-FAM (6-carboxy-fluorescein), were the fluorophores used. In
presence of DNA EvaGreen has a maximum absorbance at 500 nm with a shoulder peak at 470 nm,
and a maximum emission at 530 nm [36]. SYBR Green | has a maximum absorbance at 497 nm,
with secondary excitation peaks roughly at ~ 290 and ~ 380. Maximum emission is at 520 nm (The
Molecular Probes Handbook, Thermo Fisher Scientific,
https://www.thermofisher.com/it/en/home/references/molecular-probes-the-handbook/nucleic-acid-
detection-and-genomics-technology.html). The absorbance and emission spectrum of FAM is pH-
sensitive. Maximum absorbance is at pH 8-9, and 494-498 nm. Maximum emission is also at these
pH values and at 517-518 nm. [37] (see also: The Molecular Probes Handbook, Thermo Fisher
Scientific, https://www.thermofisher.com/it/en/home/references/molecular-probes-the-

handbook/fluorophores-and-their-amine-reactive-derivatives.html)

Real-Time PCR systems
Here below we report the Real-Time PCR systems used and the excitation and detection
sources set up for the fluorophores.

1. CFX96™ (Bio-Rad): for all three fluorophores, the dedicated excitation led was channel 1
(450-490 nm) and the photo-body detector was channel 1 (515-530nm).

2. StepOne Plus™ (Applied Biosystem, Thermo Fisher Scientific): the excitation source for
FAM was at 470 nm and the detection source was at 520 nm.

3. Rotor-Gene ™ 6000 (Corbett, Life Science): the excitation source for FAM was at 470 nm
and the detection source was at 510 nm.

4. Lightcycler 480 (Roche): for EvaGreen and FAM the excitation source was at 465 nm and
the detection at 510 nm.

5. Applied Biosystems® 7500 (Applied Biosystem, Thermo Fisher Scientific): Informations
not found

In all Real-Time PCR systems threshold line was set in an auto-calculating modality.
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