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SGT1 is required in PcINF1/SRC2-1 induced pepper defense response

by interacting with SRC2-1
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Fig. S1. gPCR analysis of the transcript levels of Pc/INF1 and SRC2-1 in pepper plants 24 h
after transiently overexpressing PcINF1 and SRC2-1. Transcript values are normalized to the
mRNA level of CaActin and 18S ribosomal RNA. Data represent the mean * standard
error from three independent experiments. Different letters indicate statistically significant
differences, as analyzed using Fisher's protected least significant difference (LSD) test (P <
0.05). Mock, treated with 10 mM MgCl,.
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Fig. S2. qPCR analysis of the transcript levels of SGT1 and SRC2-1 in TRV:00 and VIGS pepper
plants 24 h after inoculation with P, capsici. Transcript values are normalized to the mRNA
level of CaActin and 18S ribosomal RNA. Data represent the mean * standard error from
three independent experiments. Different letters indicate statistically significant differences,
as analyzed using Fisher's protected least significant difference (LSD) test (P < 0.05). Mock,
treated with 10 mM MgCl,.
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Fig. $3. gPCR analysis of the transcript levels of SGT1 and SRC2-1 in pepper plants 24 h after
transiently overexpressing SGT1 and SRC2-1. Transcript values are normalized to the mRNA
level of CaActin and 18S ribosomal RNA. Data represent the mean * standard error from
three independent experiments. Different letters indicate statistically significant differences,
as analyzed using Fisher's protected least significant difference (LSD) test (P < 0.05). Mock,
treated with 10 mM MgCl,.
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Fig. S4. Phytophthora capsici and its elicitin PcINF1 potentiate the
formation of SGT1/SRC2-1 complex in N. benthamiana leaves detected in
the microscope. Agrobacteral cells (OD595=0.4) carrying the SGT1/SRC2-
1-YFP were vacuum-infiltrated into the leaves of N. benthamiana and
maintained in the greenhouse. 24 h after infiltration, the infiltrated leaves
were inoculated with Phytophthora capsici or its elicitin PCINF1.
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Fig. $5. SGT1 and SRC2-1 interact in the membrane and translocate into the cytoplasm after P. capsici
inoculation. BiFC was used to visualize the SGT1/SRC2-1 interaction in N. benthamiana leaves inoculated
with P. capsici. Yellow fluorescence, visible light and merged images were taken of epidermal cells
infiltrated with a mixture of Agrobacterium suspensions harboring the constructs encoding SGT1-YFP¢ and
SRC2-1-YFPN fusion proteins. Time course images were obtained with confocal microscopy after Agro-
infiltration. Scale bars = 100 um. Hai, hours after inoculation.
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Fig. S6. SGT1 and SRC2-1 interact in the membrane and translocate into the cytoplasm
after P. capsici inoculation. BiFC was used to visualize the SGT1/SRC2-1 interaction in N.
benthamiana leaves inoculated with P. capsici. Yellow fluorescence, visible light and
merged images were taken of epidermal cells infiltrated with a mixture of
Agrobacterium suspensions harboring the constructs encoding SGT1-YFP¢ and SRC2-1-
YFPN fusion proteins. Time course images were obtained with confocal microscopy
after Agro-infiltration. Scale bars = 200 um.
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Fig. S7. SGT1 triggers SRC2-1 translocate from membrane to nulcear. Immunoblot analysis of the
protein levels of SRC2-1 and SGTL1 in pepper leaves transiently expressing SGT1-HA with or
without SRC2-1-YFP. Agrobacteral cells carrying the 35::SGT1-HA or 35S::SRC2-1-YFP were
infiltrated into the pepper leaves . The cytoplasmic and nuclear protein of the infiltrated leaves
were extracted 48 h after Agro-infiltration. Anti-HA and anti-YFP antibodies were used to detect
SGT1-HA and SRC2-1-YFP proteins. Coomassie brilliant blue staining of the membrane was to
show the equal loading



SGT1 promoter

TCTATGTTTTTAGCCCTTGTTTTTTTCTATAATACATTGGATAGAGGAATGGAAAATAATAGAGCAGTA
TTACAAGGTAGGAATAAAAATTCATGAATAAAGTAAAAGTTCATACAATCAGTTAATTGGTAAAAGGTA
TTTACCAGTAGCGGAGCTACCTTTGTTCCAGGGGGTTCATCCCAAACCTCCTTCGACGAAAAATAATAT
TATTTTTATATTATTTTTACATGATTAAAAATATTTTTTATTCATATATAGTAGATGTTGAACCCTCTT
TAATTAGTTCGTATATTTAATTCTCGACCCTTCAATGAAAAATCCGACTTCATCACTGATATTTATTAT
ATTAATATTAAAAATAAATAAGGGGTAAATTGAATAAGAGTCGTCCCTTTAAGTTTAAGGACCGATTCA
ATAATAGTTCAATTAGATACGACTACGTCGAATACTGTAAAGTCTTTATAGGTCATTTGTCCATGARAAA

ERE (+) HSE(-) box IIT (+)
ATAATTTTTTGGAGTTAGAGTTGAAGTAAAATTT|IGAAATTTATTTATTTT TATTTTTTAAAAAATAATT
box IITI(+)

TTCACTAAAGTAAACACTAATTTTTATGATCAAATACTATTTATT TACACTTTTTTGGCTATAGCCGAA
TAATTTTTGGGAAAAGAGTTAAAAATATCCCTCTACTATGATAAATTGATTAAATTTGCCCCCCGTTAT
W box{(-)
ACTATAGGGTCAAAAATACCCTTGTTGTTAGCAAAATTATCAAAAATATCCCTCCTTTTAACACTTGGT
GAGAGCCCACTTGGCATGACACTTGGCNNNNNNNNNNNNNNTTTTTTTTCTTTTAATTTTTTCACTTCA
AATTTTATTAATCATTTATTTGTTGAAAAAGAAACTTATAATATTAAAAAAATTAATGAAGAACAATAT
HSE(-) W box (+)
TTTTCAGCCATTGGTGTCACTTCTCACCACCATTAATCCGATGGAAATT TTGTGAGT GGATT
TCA-element (-)
AACAATTGATAATTGAAAGATGATTCTTGAT TGAGGAAAAAGATGGTGTTTGGAAATAGGAARATGGTT
GATTACTACTTTGATACATTGATATCTAACTAAACCATGGAACAACTTTCGCCACCATCATCGTTAATG
TCTACCATCTGGTTTTGGCGTCGAAGCCATTAACNCTTCAAGCTCGTCCACCATCAGTTCCTTTGTCAA
AGAAATGGAGAAAGGTCGTGGTTTTTGGTGTATTAGTGGTGGTGTAACCTGATATCGGTAACCGGAAAA
AACATATTTTTCATTTAATATTTTCTTAGTATTATTAGTTATCTTTTCAACARAATAAATGATTAAGAA
ABRE (-}
ATTTGAAGTGAAAAATTAAAAGAAAAAAAATATGATGTTGTGTCAA GGGCTCTCACTTTGTC
ABRE (+)

TCA-element (-)
ATGGTGGAGAAGTGTTAAAAAGATGAGTATTTTTAATAGCATTGCTAATCACAAGAGCACATTTCATCT
TATAGTATCACGAGGGACAAATTTAACTAATTTATTAAAATAGACAAGTATTTTTCACTGTTTCATAAT
TTTTTTGGGAAAAGGTGAAAAAAAATTGATGGCCAAATGCCTACTTAATTTAATTACAATTAAAGGAAG
ACTTGAGCTGTATATAAGTCTTTTAATATTCCAATAATCATCTTTTAAAAATCCCCTCCAATAATCACC
TTTCCCTCTCTGCATCTAGAAACTTCTTCGCTTCTCGTCTCATCTCATCTCATCC

Fig. $8. Nucleotide sequences of 5-flanking promoter regions and putative cis-acting
elements of the SGT1 . CCAAT-box, MYBHv1 binding site; GARE-motif, gibberellin-responsive
element; HSE, cis-acting element involved in heat stress responsiveness; MBS, MYB binding
site involved in drought-inducibility; TC-rich repeats, cis-acting element involved in defense
and stress responsiveness; W box; transcription factor WRKY binding site; WUN-motif,
wound-responsive element.
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SRC2-1 promoter
AAAGGCATTTTAGTGTATAGTTTTGGACTTTCATACATGAGTGAATTTACAGTAGAAGTT
ACATACTTGATCAAATCCACGAATCTGATCGAATTGAGCAATTTTAGATCAAATCTATTT
W box{-)
ATGAARAAGTGGTCAAGAAATATTGGAGTTGGTGATTTTATGACTCATTCCGTTTTTTAGT
TGTATAACTCATCTCATATAATATCTTTACGACAAAAGAGTCTTTATTCTTGGAATGGTT
WUN-motif (+)
AATTCTTTTTTATATATAGTATACTAGTTATATAATTTCTAGGAAATTTCATCACAAGAT
GARE-motif (-)
CGTAGATTATTCCATAAGGGTCTGTTTGGCAGTTTTAGAGCATATTCTGAAAATCTGCTT
GCACACGCTGTATACACGACGTTGGTTCGGAATTTGGCGCTTAATATTATAAGGAAAARAA
GARE-motif (-) CCAAT-box (+)
AAGGATAAATACTATTCTGTTTGGATAACGCGTTTACTATTTTTATTACAACGGGTCTCT
AGCTTTTTCTGGAAATTAAATTAAATAACACATCAACAAAAGCCAAAAAGGGCCCCTTTA
MBS (+)
ATTTCCACAAAGTTTTGTACCTATCCAAATGAACGGTCATAAAAATAGAGCATCTTTATT
W box (+)
CTTACTTCGTCCGTTTTGCTATACTTGACTTTTTTTCTACAARAATTTATTTTAATGTAA
TTATATTTATTTATAATAAAAAAAATATTTTATTATATTATTTTAACATTATTTTTATTA
TTAAATAATTAAATAACATGCATATAAATAAATTTATATTTTTAAAATATAATTAATAAA
ATTAATTAAATAAATAAAAATTAATAATTTTTTTAAGTAGAATATTAAATTAATAAAAAT
CAATTATTTTAAAATAAAATAAATATAATTATTTGTACATTTTAATTTATAAATAATGTG
TACAAATATATTATTTATATATAACATCAAAAATATATTATTTATACTACACATCTTTTC
TC-rich repeats (-)
TTAGTAAGAGCAGGAATATATTGTAGAAAATAACGGCACGAAAAAGCGACCCCATAATTG
TC-rich repeats (+)
ATAGTGTATGCTTACTGTTACTGACCTATTCCTCCGTCTCATTTTCCGTGATATATTTTC
TTGAGACACAAAATTTTAGTTATAAAGAAAGACTTAATTATATTTGTTAAATTAATTTTT
ATATTAAAAAAATATATTGTTATTATTTTTAGTAAAGTGGAATTAATAAAAATTTAAAAA
ATAATTATGTTAGTATTAAAAAGTTACCAAATCAAAAAATATTAGCAAATAAAATGGGAG
CAATTCAACTTTACTGCTACCTTAGAGTCGGTTTATTCGAAAGTTCCTGTTTATTTCCTT
TCGTTATTATACCCTTCCCTTATAAATTCCTCCAATTCCCCCATCAACCCAAACCAACAC
HSE (+) MBS (-) WUN-motif (-)

GCACAAAAATTTTCAGAGTTTCTCTTTCAACTTCCAGTTACAATTTTCATCCTCCAAATT
TCCTTCTGAATCTCTTTGCAATH

Fig. $9. Nucleotide sequences of 5-flanking promoter regions and putative cis-acting
elements of the SRC2-1 . CCAAT-box, MYBHv1 binding site; GARE-motif, gibberellin-
responsive element; HSE, cis-acting element involved in heat stress responsiveness;
MBS, MYB binding site involved in drought-inducibility; TC-rich repeats, cis-acting
element involved in defense and stress responsiveness; W box; transcription factor
WRKY binding site; WUN-motif, wound-responsive element.
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SupplementaryTable S2. Oligonucleotides for plasmid constructs used in this study

Analysis Gene Sequence of the oligonucleotide
SRC2-1F 5"GGGGACAAGTTTGTACAAAAAAGCAGGCTTCATGGAGTTACGTCCGTTAGA-3'
BiFC/E.coli SRC2-1R 5"GGGGACCACTTTGTACAAGAAAGCTGGGTCCTAAAAATCAAACCCACCACC-3'
overexpression SGTMF 5"GGGGACAAGTTTGTACAAAAAAGCAGGCTTCATGGCGTCCGATCTCTCAAC-3'
SGT1R 5"GGGGACCACTTTGTACAAGAAAGCTGGGTCCTATAGTATICCCATTGCTT-3'
SGT1240F 5"GGGGACAAGTTTGTACAAAAAAGCAGGCTTCTCAAGATTCACTAGCTTAAT-3'
VIGS SGT1240R 5"GGGGACCACTTTGTACAAGAAAGCTGGGTCCGTCTGGTTTCTGATAGAAT-3'
SRC2-1275F |5-“GGGGACAAGTTTGTACAAAAAAGCAGGCTTCCAGCGCCTGAGAAGAAGAAAGAC-3'
SRC2-1275R |5-“GGGGACCACTTTGTACAAGAAAGCTGGGTCCCCTAATCCACCTCCTCCGAACT-3'

Subcellular localizatior

NLS

5-GGCCCTAAAAAGAAGCGTAAGGTT-3'

nls

5-GGCCCTAAAAACAAGCGTAAGGTT-3'
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Supplementary Table S3. Cis -acting element found in the promoter of SGT1 and SRC2-1

ABRE Box lll CCAAT-boyERE GARE-motifHSE MBS TCA-element TC-ich repeats W box WUN-motif

Gene
SGT1 2 2 0 1 0 2 0 2 0 2 0
SRC2-1 0 0 1 0 2 1 2 0 2 2 2

ABRE, cis-acting element involved in the abscisic acid responsiveness; Box lll, protein binding site; CCAAT-
box, MYBHv1 binding site; ERE, ethylene-responsive element;GARE-motif, gibberellin-responsive element;
HSE, cis-acting element involved in heat stress responsiveness; MBS, MYB binding site involved in drought-
inducibility; TC-rich repeats, cis-acting element involved in defense and stress responsiveness;TCA-element,
cis-acting element involved in salicylic acid responsiveness; W box; transcription factor WRKY binding
site;WUN-motif, wound-responsive element
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