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PgiC1 cDNA from each studied individual was PCR amplified, ligated into the pCR-XL-TOPO cloning vector (Invitrogen), and subsequently transformed into One Shot TOP10 Chemically Competent Escherichia coli cells (Invitrogen). A total of 113 clones, originating from the 15 studied individuals, was isolated and sequenced, and 36 sequence variants were identified (Nos. 1-36; S1 Table). Phylogenetic analysis showed that all of these variants grouped together with previously published F. ovina PgiC1 sequences into one well-supported cluster (S1 Fig.) – indicating that they all represent PgiC1. Because PgiC1 is a single-copy gene (e.g. [1]), and Öland material of F. ovina is diploid [2], a maximum of two PgiC1 cDNA sequence variants are expected to be present in each analyzed individual. However, eight out of the 15 analyzed individuals contained more than two PgiC1 sequence variants (S1 Table), indicating the presence of PCR artifacts arising either as a result of DNA-polymerase introduced errors (e.g. mis-incorporation of individual nucleotides [3]) or the formation of chimeric PCR products [4]. PCR artifacts should occur at a lower frequency than “true” PgiC1 cDNA sequences, especially under strict PCR conditions, which is the case in the present study: we used Phusion Hot Start II High-Fidelity DNA Polymerase (Finnzymes) and a limited number (26) of PCR cycles. We therefore regarded 14 sequence variants (Nos. 23-36; S1 Table) that occurred only once among the 113 sequenced clones as PCR artifacts (cf. [5]), and excluded them from further analysis. Sequence variants (Nos. 1-18, Nos. 20-22; S1 Table) that were found twice or more were accepted as PgiC1 haplotypes (Hap1-Hap18, Hap20-Hap22; S1 Table). Sequence variant No. 19, which occurred only once in the material, was also accepted as a PgiC1 haplotype (Hap19; S1 Table). The possibility that sequence variant No. 19 represents an erroneous chimeric sequence can be excluded, because the formation of chimeras requires at least two different templates, and a minimum of three sequence variants will be present in an individual with a PCR chimera. The possibility that sequence variant No. 19 was derived from variant No. 18 as a result of polymerase-introduced errors within Individual 12 can also be excluded, because the sequence distance between these two variants was 0.011 (equal to 18 nt differences). Such a high level of pairwise sequence difference is unlikely to result solely from DNA polymerase-induced errors: the error rate for the Phusion Hot Start II High-Fidelity DNA Polymerase that was used for the PCR reactions is 4.4  10-7 per base per duplication (https://extranet.fisher.co.uk/webfiles/fr/Pjointes/Documentation/FNZ003_EN%20phusion_high_fidelity_dna_polymerases.pdfhttps://extranet.fisher.co.uk/webfiles/fr/Pjointes/Documentation/FNZ003_EN%20phusion_high_fidelity_dna_polymerases.pdf).
The 30 PgiC1 sequences from the 15 studied individuals belong to 22 PgiC1 haplotypes (Hap1-Hap22). The two PgiC1 sequences within each of the 15 diploid F. ovina individuals (ind.s) belong, respectively, to haplotypes Hap1 & Hap2 (ind. 1), Hap2 & Hap12 (ind. 2), Hap13 & Hap14 (ind. 3), Hap2 & Hap5 (ind. 4), Hap10 & Hap11 (ind. 5), Hap8 & Hap9 (ind. 6), Hap6 & Hap7 (ind. 7), Hap2 & Hap4 (ind. 8), Hap1 & Hap3 (ind. 9), Hap15 & Hap22 (ind. 10), Hap16 & Hap17 (ind. 11), Hap18 & Hap19 (ind. 12), Hap7 & Hap20 (ind. 13), Hap2 & Hap21 (ind. 14), Hap6 & Hap15 (ind. 15) (S1 Table).
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