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Figure S1. Identification of S. paradoxus AML-15-66 strain. A. Similarity of AML-15-66 to Saccharomyces 

paradoxus culture CBS:5829 based on sequences of internal transcribed spacer 1 and 2 including 5.8S ribosomal 

RNA gene. B. RFLP-PCR profiles of ITS regions of S. paradoxus AML-15-66 and S. cerevisiae M437 yeasts. 

FspBI-digested PCR products loaded on 2% agarose gel. M: molecular weight (kb) marker GeneRuler DNA 

Ladder Mix (Thermo Fisher). 



 

 

 

 

 

Figure S2. Characterization of killing and immunity features of K66 toxin-producing S. paradoxus strain. A. 

Susceptibility of S. paradoxus AML-15-66 strain to the S. cerevisiae killer toxins. S. cerevisiae strain M437 

producing K2 type viral toxin inhibits growth of S. paradoxus AML-15-66 cells seeded into MBA agar. Other 

toxin producing strains did not demonstrate lysis zones on overlay of AML-15-66 cells. B. Killing phenotype 

of S. paradoxus K66 toxin producing wt strain and S. cerevisiae transformant BY4741-[pYAK3-M66] featuring 

expressed K66 coding sequence. Plate is seeded with a lawn of the S. cerevisiae strain BY4741. C. 

Representative examples of yeast mutant susceptibility to different killer toxins. The assay was performed by 

depositing toxin producing cells on the surface of an MBA plate (pH 4.8) inoculated with a mutant strain to 

test.  



 

 

 

 

 

 

 

 

 

Figure S3. Electrophoretic analysis of dsRNAs extracted from different killer yeast. L-A and M on the right 

marks type of dsRNA. Source strain and killer type indicated above the picture, M denotes molecular weight 

marker GeneRuler DNA Ladder Mix (Thermo Fisher Scientific). 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure S4. The similarities of S. cerevisiae and S. paradoxus dsRNA L-A virus-encoded Gag proteins. Identity at 

nucleotide level is represented in the lower right triangle, amino acid level – in the upper left triangle, framed 

by corresponding blue and red lines. 



 

 



 

  

 

  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure S5. Sequence alignment of SpV-M66 and SpV-M21 genomes. 



 

 



 

 

 

 

 

 

 

 

 

 

 

 

Figure S6. Nucleotide sequence of the SpV-M66 genome and amino acid sequence of the putative ORF of K66 

toxin. 


