
Supplementary Information 

Genetic Analysis of Platanus samples 

DNA extraction, amplification and sequence analysis 

Genomic DNA from contemporary samples was extracted following a CTAB extraction protocol 

described previously (Seelenfreund et al. 2011; González-Lorca et al., 2015), based on Lodhi et 

al. (1994). DNA quality of all samples was determined with the 260 nm/280 nm absorbance ratio 

using Nanodrop TM 2000 and DNA concentration was determined by fluorescence, using the 

Quant-iTM PicoGreenTM dsDNA Assay Kit (#7589), as indicated by the provider. Integrity of 

extracted DNA was assessed by electrophoresis on 0.8% agarose gels. 

To identify the Platanus species, samples were analyzed using the nuclear ribosomal ITS-1 region 

with primers ITS-5B 5’- TCGCGAGAAGTCCACTGAA-3’ and ITS-4 5’- 

GCTTAAACTCAGCGGGTAGC-3’, as described by Blattner (1999). Amplification was 

performed as described in Seelenfreund et al. (2011). Briefly, PCR-reaction mixtures consisted of 

2.5 mM MgCl2, 0.625 mM dNTPs, 0.25 μM of each primer and 0.2 U/μl of GoTaqR Flexi DNA 

Polymerase (Promega, Madison, WI, USA), in a final volume of 20 μl. In all experiments, blank 

reactions were performed by adding the appropriate amounts of sterile distilled water to the 

reaction mixture. All PCR reactions were set up in a UV-treated PCR cabinet. 

The amplification program consisted of an initial denaturation step at 94ºC during 5 min, followed 

by 32 cycles with a denaturation step at 94 ºC for 1 min; an annealing stage at 60 ºC for 1 min, an 

extension at 72ºC for 1 min and a final extension at 72ºC for 5 min. Amplicons were analyzed by 

electrophoresis on 1.5% agarose gels, dyed with GelRed Nucleic Acid Gel Stain (Biotium, Inc.) 

and visualized under UV light. Amplicons were sequenced at Macrogen Inc. (Seoul, South Korea), 

electropherograms were checked using Bio Edit 7.1.3.0 software and polymorphisms were 



determined by sequence alignment using the Clustal W algorithm (Thompson et al., 1994) of the 

CLC Sequence Viewer software, as previously described (González-Lorca et al., 2015). 

References: 

Blattner, F.R. (1999). Direct amplification of the entire ITS region from poorly preserved plant 

material using recombinant PCR. BioTechniques. 27, 1180-1186. 

González-Lorca, J., Rivera-Hutinel, A., Moncada, X., Lobos, S., Seelenfreund, D. and Seelenfreund, 

A. (2015). Ancient and modern introduction of Broussonetia papyrifera ([L.] Vent. Moraceae)

into the Pacific: Genetic, geographical and historical evidence. New Zealand Journal of 

Botany. 53, 75-89. 

Lodhi, M.A., Ye, G-N., Weeden, N.F. and Reisch, B.I. (1994). A simple and efficient method for 

DNA extraction from grapevine cultivars and Vitis species. Plant Molecular Biology Reports. 

12, 6-13.  

Seelenfreund, D., Piña, R., Ho, K-Y., Lobos, S., Moncada, X., and Seelenfreund, A. (2011). 

Molecular analysis of Broussonetia papyrifera (L.) Vent. (Magnoliophyta: Urticales) from the 

Pacific, based on ribosomal sequences of nuclear DNA. New Zealand Journal of Botany. 49, 

413-420.

Thompson, J., Higgins, D.G., and Gibson, TJ. (1994). CLUSTAL W: improving the sensitivity of 

progressive multiple sequence alignment through sequence weighting, position-specific gap 

penalties and weight matrix.  Nucleic Acids Research. 22, 4673-4680. 


