
TEXT S1.
To evaluate the occurrence of possible technical biases for the reported inconsistent results between M and S molecular form identifications based on the PCR-RFLP approach recognising a form specific SNP at position 581 in the IGS sequence (hereafter M581 and S581) [1] and the PCR-genotyping of the SINE-X locus [2], we further PCR-RFLP genotyped in a subsample of 63 discordant and 281 concordant specimens the IGS-SNP at position 690 (hereafter M690 and S690), co-segregating with the SNP at position 581 [3] . 
All S581-form individuals showed a congruent S690 genotype (N=102), while M581- (N=143) and MS581-specimens (N=99) showed incongruent IGS690 genotypes in 26.6% and 19.2% of the analysed specimens, respectively. Inconsistently identified specimens were all either M581/MS690 (N=38) or MS581/S690 (N=19). Overall, 16.6% of the specimens showed an M/S heterozygote IGS-pattern only in one of the two IGS-SNPs analysed.

These inconsistencies are highly unexpected based on the extreme proximity of the two loci in the IGS region and on the results obtained in samples from other west-African regions [3]. We hypothesize that they may be due to the presence of an unequal number of copies of the M- and S-form specific IGS-arrays in single individuals, as already shown by Wilkins and colleagues in laboratory colonies [4]. In fact, it is plausible that this would introduce a technical bias due to the fact that the restriction enzymes used for the two PCR-RFLPs recognise either a S- [1] or an M-specific [3] restriction site, respectively. This would imply, for instance, that M581/MS690 individuals could be actually characterized by a overall number of copies of the M-IGS type higher than of the S-IGS type. After PCR amplification this difference could be increased, producing a strong M581 PCR-band and a faint S581 one that will not be visible on the agarose gel after the restriction step. This hypothesis is in full agreement with the absence of S581/MS690 and MS581/S690 genotypes. 

The implication of these findings with respect to the reliability of currently applied methods for the identification of M and S forms along their range and the results of alignments of the entire IGS amplicon of all sequenced specimens will be discussed in a separate paper.
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