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Fig. S1 Production, purification and identification of chimeric PeAFPs. (A) Schematic

diagram of the modular assembly of each chimera genetic sequence into pUPD2 vectors

with FB030 and FB029 (paf promoter and terminator sequences, respectively) to obtain

pDGBα1R plasmids FB446 and FB447 and a subsequent binary assembly of these

plasmids with FB009 to obtain final pDGBΩ1 vectors FB454 and FB455 for P.

chrysogenum transformation. (B) PCR confirmation of P. chrysogenum clones transformed

for the recombinant production of chimeras chPeAFPV6 and chPeAFPV7. Primers used

were OJM483 (Ppaf) and OJM484 (Tpaf) (Table S2). P. chrysogenum parental strain Δpaf

was used as negative control. Red arrows indicate strains selected for protein production.

(C) SDS-PAGE gel of the purified chPeAFPs (2 μg per sample) and their immunodetection

with α-PeAfpA and α-PeAfpB. Two μg of pure PeAfpA and PeAfpB were also added as

controls. A red rectangle is used to indicate the position of the proteins. (D) Peptide mass

fingerprinting (PMF) of chimeras. In brackets, percentage (%) of primary sequence covered

by PMF. Amino acids exchanged are highlighted in red (chPeAFPV6) and orange

(chPeAFPV7).
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Fig. S2 Antifungal activity of natural and chimeric PeAFPs. Selection of dose-

response curves showing the in vitro inhibitory activity of PeAfpA, PeAfpB,

chPeAPV6 and chPeAFPV7 against filamentous fungi and yeasts. Curves show

mean ± S.D. OD600 of triplicate samples after 72 h at 25ºC for filamentous fungi

and 48 h at 37ºC for Candida auris.
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Fig. S3 Comparison of in vitro antifungal activity between unlabelled and BODIPY-

labelled AFPs. Panels show dose-response curves comparing the antifungal

potency of PeAfpB with BODIPY-PeAfpB (A), chPeAFPV6 with BODIPY-

chPeAFPV6 (B) and chPeAFPV7 with BODIPY-chPeAFPV7 (C). Curves show

mean and SD of triplicate values of the OD600 measurement at 72 h. All assays

were repeated at least twice.
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Fig. S4 Comparison of the interaction of natural and chimeric AFPs

with P. digitatum conidia. Confocal laser scanning microscopy

images showing the binding of BODIPY-labelled proteins (8 µg/mL)

to P. digitatum conidia after 1,5 h of treatment. Scale bar = 10 µm.
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