Supplementary material

Isolation and identification of fungi

For the isolation and identification of fungi we used 100 seeds exhumed after 24 months, and 100 seeds stored in dry and dark conditions for the same period of time. In both cases – exhumed and stored – seeds were divided between two treatments of 50 seeds each: 1) sterilized seeds and 2) un-sterilized seeds. Seeds on the first treatment were superficially sterilized with sodium hypochlorite at 5% for 10 seconds. Each treatment was divided in two groups of 25 seeds each: 1) seeds that underwent a transversal cut to use the inside part of the coat, or the embryo when present, and 2) whole seeds. A sterile needle was used to extract the embryos. Five Petri dishes prepared with potato-dextrose-agar medium (PDA), with five seeds each, were used for each group. All procedures were carried out in aseptic conditions inside a laminar flux bell. The dishes were kept in environmental conditions of light and temperature for 10 days, and checked daily. The fungi found were transferred to dishes with PDA. To obtain pure and uncontaminated cultures the procedure was repeated twice every day. Samples of the mycelium were dyed with lacto phenol. Fungi micromorphology was seen with an Optic Microscope (Nikon AFX-DX with a FX-35DX camera) and 40X and 100X lenses.


DNA from each of the fungi strains was extracted according to Raeder and Broda (1985). Oligonucleotide initiators: ITS-4 5′-TCCTCCGCTTATTGATATGC-3′ and ITS-5 5′-GGAAGTAAAAGTCGTAACAAGG-3′ were used for the PCR analysis of the genomic DNA, to amplify the ITS1, ITS2 and 5.8S regions. The PCR procedure consisted of the following cycles: one of 95 ºC for 5 min, followed by 35 cycles of 30 s at 94º C, 45 s at 60 ºC and 1.5 min at 72 ºC, and one final extension of 8 min at 72 ºC in a thermocyclator model MyCycler (Biorad, Hercules, CA, EE.UU.). An automatic sequentiator ABI PRISM 3100 (Applied Biosystems, Foster City, CA, EE.UU.) was used for the sequentation of the fragments, and the in silico analysis was carried out using the NCBI BLAST program.
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