Supplementary file 1A. Genes induced by FAC in all six Nicotiana species. Green and red colors indicate e3 ubiquitin-protein ligase and transcription factors, respectively.
	Gene ID
	Annotation
	Note
	Best Blast Hit

	NIATv7_g05178
	e3 ubiquitin-protein ligase pub23-like
	e3 ubiquitin-protein ligase
	XP_004228871

	NIATv7_g34426
	e3 ubiquitin-protein ligase pub23-like
	e3 ubiquitin-protein ligase
	XP_004241334

	NIATv7_g16579
	ap2 erf domain-containing transcription factor
	Transcription Factor
	XP_004237817

	NIATv7_g30738
	ap2 erf domain-containing transcription factor
	Transcription Factor
	XP_004237144

	NIATv7_g12925
	heat stress transcription factor a-4a-like
	Transcription Factor
	XP_004243245

	NIATv7_g36386
	transcription factor tt2-like
	Transcription Factor
	XP_004236420

	NIATv7_g09195
	PLATZ transcription factor family
	Transcription Factor
	XP_009790819

	NIATv7_g12331
	probable wrky transcription factor 28-like
	Transcription Factor
	XP_004233015

	NIATv7_g35285
	probable wrky transcription factor 41-like
	Transcription Factor
	XP_004234275

	NIATv7_g27487
	probable WRKY transcription factor 48
	Transcription Factor
	XP_009770697

	NIATv7_g35699
	endochitinase pr4
	
	XP_004237833

	NIATv7_g00113
	auxin-regulated protein
	
	NP_001234635

	NIATv7_g01329
	PREDICTED: uncharacterized protein LOC101261228
	
	XP_004238950

	NIATv7_g01695
	ring-h2 finger protein atl3-like
	
	XP_004235522

	NIATv7_g04111
	vq motif-containing protein
	
	XP_004237898

	NIATv7_g05562
	u-box domain-containing protein 21-like
	
	XP_004250456

	NIATv7_g08158
	f-box protein skip27-like
	
	XP_004233817

	NIATv7_g13317
	uncharacterized loc101205876
	
	XP_004232247

	NIATv7_g14560
	sugar transport protein 13-like
	
	NP_001234785

	NIATv7_g14832
	isoflavone 2 -hydroxylase-like
	
	XP_004238116

	NIATv7_g15963
	phospholipase a1- chloroplastic-like
	
	XP_004244860

	NIATv7_g17751
	predicted protein
	
	XP_002322915

	NIATv7_g17823
	probable indole-3-acetic acid-amido synthetase -like
	
	XP_004230721

	NIATv7_g23001
	PREDICTED: uncharacterized protein LOC100854721 isoform 1
	
	XP_003633026

	NIATv7_g23271
	basic 7s globulin-like
	
	NP_001234249

	NIATv7_g23435
	uncharacterized loc101216872
	
	XP_002536881

	NIATv7_g29183
	nac domain ipr003441
	
	XP_002328928

	NIATv7_g30658
	thioredoxin reductase 2-like
	
	XP_004232594

	NIATv7_g31295
	mitochondrial chaperone bcs1-like
	
	XP_004234999

	NIATv7_g40482
	4-coumarate-- ligase 1-like
	
	XP_004235870

	NIATv7_g18591
	LURP-one-related 14-like isoform X2
	
	XP_009763498

	NIATv7_g26461
	F-box PP2-B15-like
	
	XP_009795812

	NIATv7_g28238
	exocyst complex component EXO70A1-like
	
	XP_009798500

	NIATv7_g58651
	PREDICTED: uncharacterized protein LOC104242562
	
	XP_009795939

	NIATv7_g59916
	RING-H2 finger ATL3-like
	
	XP_009788965


 

Supplementary file 1B. Genes which showed lower expression in samples induced by M. sexta OS than by FAC in both N. attenuata and N. pauciflora. Numbers in each column indicate the TMM-normalized FPKM values.
	Species
	N. attenuata
	N. pauciflora
	Annotation

	Treatments
	Water
	FAC
	OSMs
	OSSl
	Water
	FAC
	OSMs
	OSI
	

	Replicates
	1
	2
	3
	1
	2
	3
	1
	2
	3
	1
	2
	3
	1
	2
	3
	1
	2
	3
	1
	2
	3
	1
	2
	3
	

	NIATv7_g02972
	1
	1
	2
	24
	42
	31
	17
	21
	8
	22
	33
	11
	1
	1
	1
	5
	5
	4
	2
	2
	2
	3
	3
	3
	g-type lectin s-receptor-like serine threonine-protein kinase

	NIATv7_g09323
	4
	8
	6
	28
	49
	29
	19
	24
	20
	24
	31
	19
	2
	3
	2
	11
	8
	13
	4
	6
	6
	3
	3
	4
	ammonium transporter 1 member 1-like

	NIATv7_g12469
	10
	11
	13
	24
	28
	22
	12
	16
	9
	19
	21
	10
	10
	10
	10
	19
	18
	13
	10
	8
	11
	16
	15
	13
	dis3-like exonuclease 2-like

	NIATv7_g13385
	13
	22
	12
	38
	43
	53
	26
	21
	28
	30
	44
	32
	10
	10
	10
	31
	24
	20
	13
	16
	15
	22
	17
	15
	chalcone-flavanone isomerase-like protein

	NIATv7_g15963
	1
	1
	1
	8
	15
	9
	5
	5
	3
	7
	9
	3
	7
	5
	8
	41
	35
	31
	18
	21
	21
	10
	11
	9
	phospholipase a1- chloroplastic-like

	NIATv7_g23173
	8
	7
	10
	20
	37
	21
	12
	13
	10
	16
	21
	11
	6
	7
	6
	19
	17
	14
	10
	11
	8
	12
	11
	8
	NtJAR1.1

	NIATv7_g42489
	2
	2
	2
	37
	45
	39
	24
	22
	27
	33
	38
	26
	25
	16
	22
	88
	83
	82
	40
	64
	51
	28
	34
	26
	u-box domain-containing protein 21-like






Supplementary file 1C. Summary of RNA-seq reads from six closely related Nicotiana species.[image: ]
[bookmark: _GoBack]Supplementary file 1D. Primers used for qPCR and VIGS in this study.
	Gene ID
	Forward Primer
	Reverse Primer
	Experiment

	NaLRRK1(NIATv7_g00304)
	CTAGATTTTCTTGATACCCTTTCTT
	CCATCTTCGCGGTCATTACTTT
	Open reading frame clone

	
	TGTTGCTGGTTCTGTCGGTT
	CCGGCCTTCTGGTGAGATAC
	qPCR for silencing efficiency

	
	GCGGCGGTCGACATATTCCTCCAGAATATGCA
	GCGGCGGGATCCTAACACAAGCTAGAGCCAC
	VIGS construct

	
	CACCATGAACTTAAGGTATGCTC
	CCTTGCATTGAGAAGCATGCGAA
	Subcellular localization

	Plasma membrane intrinsic protein 2a
	CACCATGGCAAAGGATGTGGAAGC
	GACGTTGGCAGCACTTCTGAA
	Subcellular localization

	Elongation Factor 1α (D63396)
	CCACACTTCCCACATTGCTGT
	CGCATGTCCCTCACAGCAAAAC
	qPCR

	NaGLA
	AGTAGCAGATGATGTTAGTACATGTA 
	ACATGTGAATATGCCCATGGCATACT
	qPCR

	NaLOX3
	GGCAGTGAAATTCAAAGTAAGAG 
	CCCAAAATTTGAATCCACAACA
	qPCR

	NaAOS
	GACGGCAAGAGTTTTCCCAC 
	TAACCGCCGGTGAGTTCAGT
	qPCR

	NaAOC
	CTATATACCGGAGACCTAAAGAAGA 
	AGTATCCTCGTAAGTCAAGTACGAT
	qPCR

	NaCYP94B3-like1/2
	TGAAACGCGTTCACTGTTGT
	GAGTGCCTTATCGCCATTGT
	qPCR

	NaCYP94C1
	ACACTGTTGCTTCTGCGTTG
	GTACCATCGGGGAGCGTAT
	qPCR

	NaTPI
	TCAGGAGATAGTAAATATGGCTGTTCA
	ATCTGCATGTTCCACATTGCTTA
	qPCR

	NaTD
	ATTTTGCCTGTAACCCCAAA
	GCCCCCTGATGGATTATTCT
	qPCR

	NaMyb8
	AACCTCAAGAAACTCAGGACATACAA
	GATGAATGTGTGACCAAATTTTCC
	qPCR

	NIATv7_g00304
	AAATTCAACAAGGCCAAATCAG
	TAAACTTCCATCAGTCTTTCCC
	qPCR

	NIATv7_g10386
	TGTTGCTGGTTCTGTCGGTT
	CCGGCCTTCTGGTGAGATAC
	qPCR

	NIATv7_g21011
	TCAAATCATTGTTCTTGGCCTGG
	GTTGTTTGAAGTCAAGTTAAGGACT
	qPCR

	NIATv7_g26672
	TTTGGAGCTTCTTACAGGCAAA
	CAGGTGGTGTGTTTATGTTGTC
	qPCR

	NIATv7_g39903
	CCCTTCTTCCTCAACCACT
	CATTAGGGAGGCTGCTGT
	qPCR

	NIATv7_g42200
	CGGTGGATCTACTATTTTTCCT
	TGAGAAGTGGGGCTATGTGC
	qPCR

	NIATv7_g28967
	CGAGTCTTTTGGATTCGGTAA
	ATGCTGTGACGCCATCATAC
	qPCR

	NIATv7_g26266
	CAAAGTTGAGCAGAAACAGAACG
	GCTTCCATGTTGGATTTGGAAGT
	qPCR

	NIATv7_g08724
	AATTCCAAAATCAAGAGCAACCC
	TTTCTGTTCGACTACTCTGCTCT
	qPCR

	NIATv7_g15549
	GGTTCTTTGAATTGGGGTTG
	GGGTAATGCAGTTTTTCCAAG
	qPCR

	NIATv7_g17204
	GGAAGCGATTTGTCCTACTCTTC
	AACAGCATTTCCACCAGAGAAAA
	qPCR

	NIATv7_g05178
	GAGCGAATCGAAAACCAGTC
	GGGTCTAATCCCGATAAAAGG
	qPCR
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Species Library_ID # clean reads

# uniquely 

mapped reads

% uniquely 

mapped reads

# reads uniquely 

mapped to junctions

Treatment

N. attenuata

Natt_WW01 46465984 41103004 88 7328140 Wounding + Water

N. attenuata

Natt_WW02 91227282 81698873 90 14447401 Wounding + Water

N. attenuata

Natt_WW03 62953992 55928073 89 9777278 Wounding + Water

N. attenuata

Natt_FAC01 72860876 65891505 90 11375680 Wounding + FAC

N. attenuata

Natt_FAC02 66538764 59959229 90 10216531 Wounding + FAC

N. attenuata

Natt_FAC03 67375598 60903281 90 10519053 Wounding + FAC

N. attenuata

Natt_MS01 59878178 53818295 90 9222018

Wounding + OSMs

N. attenuata

Natt_MS02 77868586 70590432 91 12436456

Wounding + OSMs

N. attenuata

Natt_MS05 76668294 68646422 90 11702550

Wounding + OSMs

N. attenuata

Natt_SL01 68037368 52358991 77 9186207

Wounding + OSSl

N. attenuata

Natt_SL02 71354626 59468034 83 10279802

Wounding + OSSl

N. attenuata

Natt_SL05 82590694 65023141 79 11161095

Wounding + OSSl

N. obtusifolia

Nob_WW02 45892718

35787883

78 5635657 Wounding + Water

N. obtusifolia

Nob_WW03 65937008

48083741

73 7847270 Wounding + Water

N. obtusifolia

Nob_WW04 57965468

41760248

72 6665143 Wounding + Water

N. obtusifolia

Nob_FAC01 33290772

24193425

73 3829223 Wounding + FAC

N. obtusifolia

Nob_FAC02 61800362

43285996

70 6844497 Wounding + FAC

N. obtusifolia

Nob_FAC03 62161224

45334003

73 7166651 Wounding + FAC

N. obtusifolia

Nob_MS01 69249296

50516196

73 8275046

Wounding + OSMs

N. obtusifolia

Nob_MS02 86009814

62919664

73 10094277

Wounding + OSMs

N. obtusifolia

Nob_MS04 65088086

47119591

72 7468270

Wounding + OSMs

N. obtusifolia

Nob_SL01 71818338

52767197

73 8452384

Wounding + OSSl

N. obtusifolia

Nob_SL02 76585614

55570387

73 8796313

Wounding + OSSl

N. obtusifolia

Nob_SL03 77766648

56327512

72 8895783

Wounding + OSSl

N. acuminata

Nacu_WW01 68038316

58587596

86 9980945 Wounding + Water

N. acuminata

Nacu_WW03 73669084

63342547

86 10767026 Wounding + Water

N. acuminata

Nacu_WW04 81081418

69738424

86 11507482 Wounding + Water

N. acuminata

Nacu_FAC01 73205420

63649733

87 10707056 Wounding + FAC

N. acuminata

Nacu_FAC02 69270448

59583615

86 9981093 Wounding + FAC

N. acuminata

Nacu_FAC03 84463390

73726762

87 11956384 Wounding + FAC

N. pauciflora

Npau_WW01 75063938

64534366

86 11595298 Wounding + Water

N. pauciflora

Npau_WW02 92368694

79142472

86 13926866 Wounding + Water

N. pauciflora

Npau_WW03 65862260

56758613

86 9946249 Wounding + Water

N. pauciflora

Npau_FAC01 68025634

58574542

86 10086713 Wounding + FAC

N. pauciflora

Npau_FAC02 81067886

69799514

86 12454911 Wounding + FAC

N. pauciflora

Npau_FAC03 77602406

66276049

85 11780525 Wounding + FAC

N. pauciflora

Npau_MS01 49845492

42730240

86 7255534

Wounding + OSMs

N. pauciflora

Npau_MS02 54113808

46488372

86 7893890

Wounding + OSMs

N. pauciflora

Npau_MS03 56765930

48785258

86 8263316

Wounding + OSMs

N. pauciflora

Npau_SL01 44396396

38219373

86 6543111

Wounding + OSSl

N. pauciflora

Npau_SL03 56347286

48551804

86 8313703

Wounding + OSSl

N. pauciflora

Npau_SL04 58855352

50715099

86 8670029

Wounding + OSSl

N. miersii

Nmi_WW01 71005294

60555993

85 10482238 Wounding + Water

N. miersii

Nmi_WW02 77772036

65838436

85 11225304 Wounding + Water

N. miersii

Nmi_WW03 69534250

59127335

85 10125836 Wounding + Water

N. miersii

Nmi_FAC02 95907606

82227108

86 13876742 Wounding + FAC

N. miersii

Nmi_FAC03 77043856

65738208

85 11123705 Wounding + FAC

N. miersii

Nmi_FAC04 62047242

52839974

85 9007411 Wounding + FAC

N. miersii

Nmi_MS01 75508528

64625019

86 10888329

Wounding + OSMs

N. miersii

Nmi_MS02 68457636

59241129

87 10350850

Wounding + OSMs

N. miersii

Nmi_MS03 60314744

51955180

86 8983029

Wounding + OSMs

N. miersii

Nmi_SL01 43620866

37589651

86 6454180

Wounding + OSSl

N. miersii

Nmi_SL02 57236856

49445291

86 8519433

Wounding + OSSl

N. miersii

Nmi_SL04 75310640

65042272

86 10959631

Wounding + OSSl

N. linearis

Nlin_WW01 69134748

56534550

82 9881437 Wounding + Water

N. linearis

Nlin_WW02 74503010

58420813

78 10113405 Wounding + Water

N. linearis

Nlin_WW03 75093636

60689553

81 10509152 Wounding + Water

N. linearis

Nlin_FAC03 71611386

58734603

82 9992890 Wounding + FAC

N. linearis

Nlin_FAC04 76305704

62209432

82 10511027 Wounding + FAC

N. linearis

Nlin_FAC05 84684288

66386965

78 11187138 Wounding + FAC


