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F3
A. unedo AGACCCGCGAACGTGTTACGTAATACACCTCCGGGAACAATTGAGCGGCCG—————————
C. creticus AGACCCGCGAACTGGTTATACACAACGCGTCGCGGCCGGTGTCGGGCGAGAGCCCCGCAG
0. europaea AGACCCGCGAACCCGTTCCACGACACGCGCGGGAGGACGACGCGGGCGCGA-— -
T. vulgaris AG-ACCGCGAACACGTGTTTAACACCGTTGGG---GACGGTGCG~ -
0. vulgare AG-ACCGCGAACACGTGTTTAACATCATGGGG---GACGGTGCG-———~——===———=—=
0. onites AG-ACCGCGAACACGTGTATAACATCATGGGG---GACGGTGCG--—============~
0. majorana AG-ACCGCGAACACGTGTTTAACATCATGGGG---GGCGGTGCG———————=—=—=———~
F2 loopF Flc
A. unedo = --————- ACCCAGTTGTCGCCTTCCATTTGTTCCTCCTCGAGCGGGTGCACGGTCCTTCG
C. creticus CGGCCCGACGCACCCGCCGCGTGA-GCCCGGTCGTCCCGACGTCCCCTCGCGGGATCGGE
0. eurcpaea | —-————————==- TCGAAGGGTCG-CCCCGAGCCG-GAGAC--CCGCTCCGTCGACGC—-
T. vulgaris =  -———————————————= GGGGGTAA-CCCTCTTCCTGTCCCA--TCTCCTGCCGGCGT G-
0. vulgare @ - ———————————————- GGGGCAAC-CCTCTGCCGTGACCCA--TCTCCTGCGGGCGTG-~-
0. onites = =  —————————m—————o GGGGCAAC-CCTCTGCCGTGACCCA--TCTCCTGCGGGCGT G-~
0. majorana @ ———————————————- GGGGCAAC-CCTCTGCCGTGACCCA--TTTCCTGCGGACGTG-~
Flc Blc loopB
A. unedo GGAAACGTGTTCATTCRCTCGTGAAATAACGAAACCCGGCGCAAACCGCGCCAAGGAAAC
C. creticus GGTGCGTCGTGCTTTCCGCGGCACACAAACGAACCCCGGCGTGGATAACGCCAAGGAAAA
0. europaea -GCGCGCAAGCGCCCGTCGCACGGCCTAACGAACCCCGGCGCGAAAAGCGTCAAGGAACA
T. vulgaris -GATCTTCGGGTCACGTTGTGCGGGCTARCGAACCCCGGCGCGGAATGCGCCAAGGGAAA
0. vulgare ~TATCTTCGGGTCACGTCTTGCGGGCTAACGAACCCCGGCGCGGAATGCGCCAAGGAAAA
0. onites TATCTTCGGGTCACGTCTTGCGGGCTAACGAACCCCGGCGCGGAATGCGCCAAGGAAAR
0. majorana ~TATCTTCGGGTCACGTCTTGCGGGCTAACGAACCCCGGCGCGGAATGCGCCAAGGAAAA
B2 B3
A. unedo TTGGAAAARACAGATGCACGTC-TCCCACCCATT--CGTGGGCTGTGTTTGGCGCTTGCAT
C. creticus CAAAAGGGAAGCCGCGTCCCC—————————————— GCGCAACGCGGGGCTCGCGACTCCT
0. europaea CTCAAGGCGTCGCTCGCCCCTCGGTGCCCCGTTCGCGGTCGGCACCTCGGGGACAGGGCG
T. vulgaris CCARACCAAGCGTTTCCCCCT-GGCATCCCGTTCGCGAGATGTGCTGGGGGAGCAGACGT
0. vulgare CTAAACGAAGCGTTTCCCCCC-AGCATCCCGTCCGCGGAGCGTGTTGGGGGATCGAACGT
0. onites CTAAACGAAGCGTTTCCCCCC-AGCATCCCGTCCGCGGARCGTGWTGGGGGATCGAACGT
0. majorana CAAAACGAAGCGTTCCCCCCC-AGCATCCCGTCCGCGGAGCGTGTTGGGGGATCGAACGT
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Figure S1. Multiple sequence alignment and phylogenetic tree of the internal transcribed
spacer sequence of A. unedo (AF091952.1), C. creticus (MN579474.1), O. europaea (KU528507.1),
T. vulgaris (AY329369.1), O. vulgare (DQ667243.1), O. onites (JX163054.1) and O. majorana

(JX162957.1). Primer binding sites of the primer set specific for A. unedo are highlighted.



F3 F2

0. europaea TTTCTCTTCTCA———=—~~=~~—~~—~"——— CATGTGATATATAATACACATCCAAATTAA
0. majorana TTTATCTTATCA-————————===—==—==== CATGTGATATAGAATACACATTCCAAATGA
O. onites TTTATCTTATCA-————————=————==—==== CATGTGATATAGAATACACATTCCAAATGA
0. vulgare TTTATCTTATCA-——————————————==== CATGTGATATAGAATACACATTCCAAATGA
T. vulgaris TTTATCTTATCA-—————————==—===== CATGTGATATAGAATACACATTCCAAATGA
A. unedo TTCTTCAAAAGATCTATCAGACTATGGA-—====== GTAAATGATTTGATCAA----TAA
C. creticus TTTCTAE;ATTCGATATCAGACACAAGTCTTGTCATAGAGATGATC TACGGAAAAATCAG
0. europaea GCAAGGAATCCCCATTTGAATGATTCACAGTCAATATCATTACTCATACTGAAATTGACA
0. majorana AGCAATG- - - AR
0. onites AGCAATG-————=—=—===— — - AR
0. vulgare AGCAATG————— =~~~ AR
T. vulgaris AGCAATG- - - AR
A. unedo ATATGCAATTCTTTATTCAATGTGAAATATTCAATG-———————————— TGAAATCAATT
C. creticus CACCCGAATACCCAGTTGAATTATTTACAATCCATATCATTACTCATAC TBAf-\TACTCATA
C c

0. europaea AAGTCGTCTTTTT-—————— GAA--—-—---—--GATCCAAGAAATTCCAGGAC—————————
a. mdj orana TGCCGATATGAAT-—————— GAA-—-——-—-—-——-TAGCATTGAARATTACAGGAC-————————
0. onites TGCCGATATGRAT----—---GAA---—---—--TAGCATTGAAATTACAGGAC-————====
0. vulgare

T. vulgaris

A. unedo CACAAGAATTCGTCCATTTTGAATATAAAAAAAGGGATACAGATTTTGGTCGTTATTAAT
C. creticus CTAACARAGTATT-TTTTTTTAAGATTTGAAGATCAAAGAGATTCCCGCTTCTTTATAAT

B1c loop!
0. europaea = TTGGAGAARACTTTGTAATCCCCCCTTGTCCTTT
0. majorana  —==—m—mmmmemememeemee————e TCGGAGAARACTTTGTAATC-CCCCGTGTCCCTT
0. onites = =  ———————- - TCGGAGAAAACTTTGTAATC-CCCCGTGTCCCTT
0. vulgare TCGGAGAARACTTTGTAATC-CCCCGTGTCCCTT
T. vulgaris TCGGAGAAAACTTTGTAATC-CCCCGTGTCCCTT
A. unedo CATTTGATATAGTA-——————————— TTTCAGTACGTATGCGTAT-——————— GTCCATA
C. creticus ACAATACTTAATTAATACTTAATACTTTAGAATGCTTAAGACTTTGCCCCTGTCTTTTTT
loopB B2 B3

0. europaea TAATTGACATAGACCCCAGTCATCTAATARAATGAGGATGGGATGTTAATGTTACATTGG
0. majorana TAATTGACATCGACTCCAGTCATCTAATARAATGAGGGTGGGATGCTACATT—————— GG
O. onites TAATTGACATCGACTCCAGTCATCTAATARAATGAGGGTGGGATGCTACATT—————— GG
0. vulgare TAATTGACATCGACTCCAGTCATCTAATARAATGAGGGTGGGATGCTACATT—————— GG
T. vulgaris TAATTGACATCGACTCCAGTCATCTAATAAAATGAGGGTGGGATGCTACATT—————— GG
A. unedo GAGTTATC-————- TTTCATCTTTTCGTAAGTTTCG -
C. creticus TAATTGACATAGACCCAAGCCCTCGCGTARAATGAGTATGATGCATCAGA-——————————
0. europaea GAATGGTCGGGATAGCTCAGCTG - -
0. majorana AAATGGTCGGGATAGCTCAGCTGGTAGAGCAGAGGACTGARRATCCTCGTGTCACCAGTT
O. onites AAATGGTCGGGATAGCTCAGCTGGTAGAGCAGAGGACTGAAAATCCTCGTGTCACCAGTT
0. vulgare AAATGGTCGGGATAGCTCAGCTGGTAGAGCAGAGGACTGAAAATCCTCGTGTCACCAGTT
T. vulgaris AAATGGTCGGG -
A. unedo - -
C. creticus —TCAGGTCAGGATAG C ———— =~ = —
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Figure S2. Multiple sequence alignment and phylogenetic tree of the trnL-trnF spacer
sequence of O.europaea (MG255765.1), O.majorana (MT385088.1), O. onites (OL598301.1),
O. vulgare (ON641383.1), T.vulgaris (GU381636.1), A. unedo (JQ067650.2) and C. creticus

(MN579321.1). Primer binding sites of the primer set specific for O. europaea are highlighted.
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Figure S3. Real-time fluorescence LAMP with the final primerset specific for O. europaea (a)
and A. unedo (b). Reaction conditions recommended by NEB for LAMP reactions were used in
this experiment. The primer sets were tested for cross-reactivity with species listed in table 1

in the manuscript.
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Figure S4. LAMP/LFA carried out with primer sets specific for olive tree (O. europaea) or
strawberry tree (A. unedo) for admixture levels of 1% in oregano after 7.5 minutes or 10 minutes

reaction time in 6-fold determination.
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Figure S5. Real-time LAMP with primer sets specific for strawberry tree or olive tree with and
without the addition of the respective other primer set. Light green: Both primer sets and
A. unedo DNA sample; Dark green: A. unedo specific primer set and A. unedo DNA sample;
Pink: Both primer sets and O. europaea DNA sample; Purple: O. europaea specific primer set

and O. europaea DNA sample.
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Figure S6. Agarose gel picture of the LAMP reaction products and NTC from Figure S5.
Reactions with both sets of primers in one pot show more leftover primers (the band below
the 100 bp mark) than the uniplex LAMP reactions, indicating the absence of amplification by

the respective other primer set in the reaction.



