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Suplementary 1: Genomic evaluation on LM-58 genotype

Electropherogram review

The files from the sequencing were received in a format; these files were opened us-
ing the SeqTrace 0.9.0 program to review the electropherograms. A new project was cre-
ated, and the files containing the sequences were loaded (*.abl format). The minimum
confidence value of 25 was considered a good-quality peak within the parameter settings.
Subsequently, the Forward and Reverse sequences (Figure S1) were pooled to check the
definition and quality of the peaks corresponding to each nitrogenous base. Very little or
no stability was observed at the ends of the sequences, i.e. sequences of low resolution
(Figure S2), whereas, in the central part, where the F and R sequences complement each
other, more excellent stability was observed (Figure S3). Considering the sound quality
peaks, we generated the consensus sequence and exported them in Fasta format (*.fas).

% SEQ_Lp.str - SeqTrace - O X

File Traces Sequences Help

BLOE & & 4| %
Trace Files 4+ Notes/Description 4 Seq. Saved ¢ Use Seq. ¢
= &> 1_ITS o]

RS .\fwdsequencing - copia\1_ITS2_R.ab1
= & 2ITS o
----- =D .\fwdsequencing - copia\2_ITS1_F.ab1
""""" ¢= .\fwdsequencing - copia\2_ITS2_R.ab1
SRR O
"""" =D .\fwdsequencing - copia\3_ITS1_F.ab1
““““ ¢= .\fwdsequencing - copia\3_ITS2_R.ab1

Figure S1. Grouping of Forward and Reverse sequences in the SeqTrace programme.
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Figure S2. Poor stability of the ends of the sequences.
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Figure S3. High stability of the central part of the sequences or complementary region.

Sequence Editing and Confirmation

Consensus sequences in Fasta format were loaded into Mega 10.1.6 and aligned using
the Muscle algorithm (Figure S4). Subsequently, all sequences of the same size were cut
(edited) and exported in Fasta (*.fas) and Mega (*.meg) format.
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Figure S4. Sequence alignment in the Mega programme.
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The generated sequences were checked against the Genebank database using the
BLASTntool (https://blast.ncbinlm.nih.gov/Blast.cgi PAGE_TYPE=BlastSearch ) to con-
firm the identity of the Lolium multiflorum species and also to confirm the Internal Tran-

scribed Spacer(ITS) region of the mitochondrial DNA (Figure S5).

BLAST ° » blastn suite » results for RID-D2ZB6NDU016

SaveSearch

' o Your search is limited to records that include: Lolium multiflorum (taxid:4521)

Home RecentResults Saved Strategies Help

Search Summary v © How to read this report? €8 BLAST Help Videos  *OBack to Traditional Results Page

Job Title 3 sequences (1_ITS1) Filter Results
RID D2ZB6NDUO16  Seorchexpireson05-3105:23am  Download All v
organism only top 20 will appear exclude
Results for LicliQuery_34475 1_ITS1{295p) v ] = U
Type ) o
Program BLASTN @ N ’ ype common name, binomial, taxid or group name |
Database nt  Seedetalls v <+ Add organism
Query ID IclQuery_34475 Percent Identity Evalue Query Coverage
Description 11751 I l ml I | | ml y I ] (o| l
Molecule type dna
weirgn = (]
Otherreports  Distance tree of results @
ki Y = :
Sequences producing significant alignments 25 ge C ¥ Show | 100V | @
selectall 45 sequences selected GenBank Graphics Distance tree of results
— Max Total Query E Per <
Deecdpeon Score Score Cover value Ident Accession
jum multifiorum TR2 1 I RNA gene._partial internal spacer1 58S RNAgene and| 531 531 99% 1e-152 99.32% 14865 1
Lolium isolate Ifr3_4 18: RNA gene_partial sequence. intemal transcribed spacer 1.5 8S ribosomal RNAgene andint 531 531 99% 1e-152 99.32% 14 1
Lolium mulifiorum vouchar NIBRVP0000209987 internal transcribed spacer 1_partial sequence: 5.8S ribosomal RNA gane. complete sequer 529 529  99% 5e-152 99.32% KF7132451
olium multiflorum voucher HCCN-PJ008548-PB-18 intemal transcribed spacer 1. partial 58S RNA gene complete seq 529 529 99% 5e-152 99.32% KF7132411
Lolium multifiorum isolate wval 28 18S ribosomal RNA gene pantial sequence: intemal transcribed spacer 1. 58S rbosomal RNAgene and 529 529 99% 5e-152 99.32% 14869 1
Lolium mulifiorym isolate WVA1_12 18S ribosomal RNA gene. partial sequence: internal transcribed spacer 1.5.8S ribosomal RNAgene an 529 529 99% 5e-152 99.32% EUS14867 1
li tiflorum isol 114 RNA gene. partial internal spacer 1. 58S rib |RNAgene and| 529 529 99% 5e-152 99.32% EUS148641

Figure S5. Identification of species and mitochondrial DNA region with the BLASTn tool.
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Continued Figure S5. Identification of species and mitochondrial DNA region with the BLASTn
tool.

Phylogenetic trees of Lolium multiflorum

The phylogenetic trees of Lolium multiflorum, obtained from the mitochondrial
DNA sequences, group the three samples under study and keep the reference sequence
for Lolium multiflorum (Genebank) on an external branch (Figure S6).

11TS1

IT$1

31TS1

Lolium

Figure S6. Neighbor-joining phylogenetic tree for Lolium multiflorum.

When the sequence of the Festuca drama outgroup is added, the 3 study samples
maintain the clustering on a single branch. In contrast, the reference sequence and the
outgroup are presented on external branches (Figure S7).
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Figure S7. Phylogenetic tree Maximum Likelihood with the Festuca drymeja group.

Haplotype network of Lolium multiflorum

The haplotypic network identified for Lolium multiflorum, through the mitochon-
drial DNA sequences, shows two unique haplotypes, where haplotype 1 (H_1) contains
the three samples under study and haplotype 2 (H_2) contains the reference sequence for
Lolium multiflorum, obtained from Genebank (Figure S8).

Similarly, when the sequence of the outgroup Festuca drama is added, the 3 study
samples maintain the clustering in the same haplogroup (Figure S9).

Hap_2 ()

1 sample
@ . ITS1

@ Lolium multiflorum

Figure S8. Haplotype network for Lolium multiflorum.
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Figure S9. Haplotype network including the Festuca drymeja outgroup.



