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ATGGGAATTCATCAGTTTCTTGCAAGCCAGAGTCGGGGGAAATCTTGAATTTTGGTGATA
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Figure S1. Nucleotide sequences and transcript abundances of MYC2-like transcription factor
in MYC2-VIGS silenced N. attenuata plants. (A) Nucleotide sequences of MYC2 and MYC2-like
(MYC2L) genes in N. attenuata. (B) Transcript accumulation of NaMYC2 transcription factors
was suppressed by Virus Induced Gene Silencing (VIGS; Fig. 2C) and the relative mean + SE
accumulation of MYC2-like transcripts (MYC2L, n=5) were determined before (0 h) and after
WOS treatment (1 h, 2 h) in EV (solid line) and MYC2-VIGS (dashed) plants by gqRT-PCR.
GenBank Accession numbers: NaMYC2 (KC832837); NaMYC2-like (KC906192).
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Figure S2. Nucleotide alignment of MYC2 (KC832837) and MYC2-Like (MYC2L; KC906192)
transcription factors from N. attenuata plants. The nucleotide sequences were aligned by
EMBOSS Stretcher program (http://www.ebi.ac.uk/Tools/psa/). Sequence regions used for
silencing of MYC2 gene in MYC2-VIGS plants and gRT-PCR determination of transcript

abundances were highlighted in color.]
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Figure S3. Targeted and untargeted analysis of nicotine and related alkaloids in EV and
MYC2-VIGS plants. (A) Control and WOS-treated leaves (n = 5) of EV and MYC2-VIGS plants
were collected and used to analyze the accumulation (mean + SE) of nicotine. Statistically
significant differences are indicated by asterisk. (B) to (D). Leaves (n = 3) of EV and MYC2-VIGS
plants that were attacked by neonates of M. sexta for 4 d were collected to extract
metabolites which were subsequently analyzed by HPLC-TOF-MS. The extracted ion
chromatographs (EIC) for nicotine (B), anatabine (C) and cotinine (D) were overlaid to compare
the regulation of alkaloid biosynthesis by MYC2.
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Figure S4. Secondary metabolites accumulation in EV and MYC2-VIGS plants before (0 h) or 24,
48 and 72 h after WOS treatment. Control and WOS-treated leaves (n = 3) of EV and MYC2-VIGS
plants were collected and used to analyze the accumulation (mean + SE) of caffeoylputrescine
(A), dicaffeoylspermidine (B), chlorogenic acid (C), rutin (D) and total HGL-DTGs (E) on HPLC-PDA.
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Figure S5. Accumulation of phytohormones in untreated and WOS-treated EV and MYC2-VIGS
plants. Fully elongated leaves of EV and MYC2-VIGS plants were treated with WOS after 1, 2,
and 3 h or collected without treatment and the accumulation of JA (A), OH-JA (B), JA-lle (C), OH-
JA-lle (D), COOH-JA-Ile (E), ABA (F) and SA (G) was measured on LC-MS3. Differences that are
statistically significant are indicated by asterisk (P < 0.05).



