

Response to Reviewer 3 Comments

Point 1: In the manuscript "Key genes during ethylene-induced adventitious root development in cucumber (Cucumis sativus L.)’ Deng and collaborators investigated the genes that might be involved in the development of adventitious roots in cucumber.
Overall, the manuscript should be revised in terms of writing. There are several inaccuracies, specially in Introduction section. The abstract is clear and concise and presents an overview of the results and points out the main conclusions and importance of the study. The Materials and Methods section should be also revised.

Response 1: We highly appreciate you who took the time to offer your careful criticism and advice. We would like to thank the detailed valuable comments of you on our manuscript. The suggestions help us improve it to a better scientific level. We have adequately revised the errors in the revised manuscript as below. We look forward to receiving your decisions.

Point 2: Line 607: Poorly described, is missing the following information:
o   Amount of RNA used in reverse transcription
o   Amount of cDNA used in qPCR reaction
o   Primers concentration used in qPCR reaction
o   Software used to design the primers
o   Whether no-template controls (NTCs) were used to assess contaminations and primer dimers formation
o   Whether PCR efficiencies of amplicons were calculated by performing a standard curve
o   Whether melting curve analysis was done to ensure amplification of the specific amplicon
o   Refence of the 2-delta delat Ct
o   Number of technical and biological replicates used
o   The software used to acquire Ct/Cq values

Response 2: We appreciate your insightful comments. Thank you most sincerely for putting forward such a great idea to the improve our manuscript. In accordance with your suggestion, we revised this part as below:
“In accordance with the manufacturer’s instructions, RNA was reverse transcribed with 5 × Evo M-MLVRT Master Mix (AG, Hunan, China). Extracted RNA (400 ng) was reverse transcribed to cDNA with AMV Reverse Transcriptase (Life Science Advanced Technology, St Petersburg, FL, USA). SYBR Green Pro Taq HS Premix (AG, Hunan, China) was used to amplify cDNA. The amount of cDNA used in each RT-qPCR reaction was: 1 μL for target gene, 1 μL for reference genes, and 0.6 μL of 1:100 diluted cDNA for 16S rRNA. Gene expression data was normalized using Csactin as internal control. [62]. The primers was designed in (https://pga.mgh.harvard.edu/primerbank/). 20 μL of PCR reaction was prepared with 1X SYBR Green, 1X ROX dye (Roche, Basel, Switzerland), 1 μM forward and reverse primer. No-template controls (NTCs) were not used to assess contaminations and primer dimers formation. RT-qPCR efficiencies of amplicon were calculated by performing a standard curve. Moreover, melting curve analysis was done to ensure amplification of the specific amplicon. 2-ΔΔct was used to calculate normalized gene expression levels.. The reference of 2-ΔΔct was 0. The primers are shown in Supplementary Table S2. The reaction control conditions were: 95 °C for 30 s and 40 cycles of 95 °C for 5 s, 60 °C for 30 s. RT-qPCR reactions were performed on a ABI stepone plus (California, USA). Each treatment had 3 technical and biological replicates replicates. Ct/Cq values were acquired by LightCycler® 96 System.” (Please see Pages 22-23 Lines 627-644)

Point 3: Line 609: change to: …Gene expression data was normalized using Csactin as …

Response 3: Thank you for your insight suggestion. The sentence was changed as below:
“Gene expression data was normalized using Csactin as internal control. [62].” (Please see Page 22 Lines 633-634)

Point 4: Line 610: change to: … 2-delta delta Ct was used to calculate normalized gene expression levels.’

Response 4: We appreciate your good advice. The sentence was revised in the following:
“2-ΔΔct was used to calculate normalized gene expression levels.” (Please see Page 23 Lines 639-640)

Point 5: Line 612: change to: ‘The thermocycling conditions were: 95 °C for 30 s and 40 cycles of 95 °C for 5 s, 60 °C for 30 s.’

Response 5: Thank you for the valuable comment. According to your suggestion, this sentence was changed in the revised manuscript in the following:
“The primers are shown in Supplementary Table S2. The reaction control conditions were: 95 °C for 30 s and 40 cycles of 95 °C for 5 s, 60 °C for 30 s.” (Please see Page 23 Lines 641-642)

Point 6: Line 612: Table S2 should has NCBI gene accession numbers, product size, primers efficiency, correlation coefficient

Response 6: Thank you for your valuable comment. According to your advice, we added NCBI gene accession numbers, product size, primers efficiency and correlation coefficient in Table S2 in the following.
Supplementary Table S2 Sequences of primers used for RT-qPCR analysis
	Gene symbol
	NCBI gene accession numbers
	Gene ID
	Product size
	Primer Sequence (5'-3' )
	Primers efficiency
	Correlation coefficient (R2)

	CsGBE1
	ACHR03000062
	101215687
	107
	F:GACAGTGAAGGGTTGGCAGGTTG
R:TCATCATCTTCGGGTTTGCTCGTATC
	89.64%
	0.9853

	Cseg9
	ACHR03000028
	101222401
	81
	F:GTTACTAGCGACGGCGAAGAAGG
R:ACAGCAGAGGAAAGCGAATCACTATAC
	90.38%
	0.9942

	Cseg6
	ACHR03000050
	101203271
	111
	F:CAGTGGTGGACATAGTGGCTACAATC
R:GAAGACGATGCTGGAGATGGAAGTG
	89.27%
	0.9837

	Csβ-G11-like
	ACHR03000050
	101214838
	116
	F:CTTTCGGTTTGTTCCTTTGACTGACTC
R:ACTTCGGATACTCACCATACACCAATG
	94.69%
	0.9918

	CsHK2
	ACHR03000083
	101216058
	113
	F:TACCTTGGTGAAATTGCTCGTAGAGTG
R:TCTGGTGTGCTCAGGATGAATTGC
	93.76%
	0.9969

	CsSS5-like
	ACHR03000028
	101211461
	91
	F:TTTACGACGAAGAATGGGCAAATGATG
R:GATGGAAGGCTTAACCGAGGAGTTG
	90.47%
	0.9893

	CsPFP
	ACHR03000058
	101215219
	83
	F:TTCTCCCGCCAATCCTCCTTCTC
R:GATGGATACGATGGGCTTGGACTTG
	93.66%
	0.9921

	CsPK2
	ACHR03000062
	101206620
	81
	F:CTCGTGTGGTAGACAGCATGACTAAC
R:CATCAAGTACAGCATTGGCAACATCAG
	94.28%
	0.9915

	CsACS2
	ACHR03000062
	101209539
	83
	F:GATGAAAGAGGTGAGGAGCCAAGATAC
R:ATAACATCGCCAACGCCATAGCC
	90.79%
	0.9863

	CsIDH
	ACHR03000028
	101202770
	105
	F:TCCTCCACCTCCTCCTCTACTCTC
R:AGAAGAAGAAGAAGAAGCGTAGCATCG
	96.88%
	0.9960

	CsLACS6
	ACHR03000083
	101207461
	82
	F:TTAATTGCGAGTGTTGCTGGATGTTC
R:GTGCCAAAGGGAGGTACGATATGTAG
	95.77%
	0.9868

	CsCYP450 86A1
	ACHR03000058
	101214516
	96
	F:CGCTGGACCGAGGACTTGTTTG
R:ACTGGAGATAGCCGATACCGAAGG
	99.06%
	0.9947

	CsLAX5
	ACHR03000006
	101205750
	144
	F:TCTACATCATTCCTGCTCTTGCTCAC
R:CCAACACCCAAACCACTACAAATGC
	94.65%
	0.9774

	CsGH3.17
	ACHR03000050
	101206247
	84
	F:TGAAAGAATTGCCAATGGTGAACCTTC
R:CCAGAAGTTCCTGAGCTTGTGAGAAG
	97.14%
	0.9927

	CsSAUR50
	ACHR03000083
	101217643
	81
	F:TGTCTACGTTGGTCAACACCGAAC
R:TGGAGCAAGATTTGGAAAGGAGGATG
	96.57%
	0.9886

	CsPYR1
	ACHR03000083
	101204882
	96
	F:GACGAGTTGAAGGACTTAGTAGCAGAG
R:TGAACACGCTGAGCAAGTAAGGAG
	95.80%
	0.9914

	CsCS-ERS
	ACHR03000006
	101205786
	131
	F:AAGTTGCTTGTGCTATTGTATCGTGTG
R:GCCCATCTCCCTGTCAAGTTGTTC
	101.42%
	0.9861

	CsERFC3
	ACHR03000014
	101206564
	129
	F:CGGAGATACGAGACTCAACCAGAAATG
R:AATTAAGAACGGCGGCGGAACC
	97.75%
	0.9975

	CsBAK1
	ACHR03000006
	101216386
	132
	F:GGGTCGTTTGGCTGATGGTTCTC
R:AGACGGAGTAGATTACGGTGGACAG
	93.30%
	0.9879

	CsPAL
	ACHR0300006
	101218856
	148
	F:AGCATCATCCTGGACAGATTGAAGC
R:TGCGGTGAAGTTCTAAGAGCGTAAC
	98.49%
	0.9934

	CsPAO
	ACHR03000028
	101213059
	136
	F:CCTTCTAGTCTCTCGTTTGTGGTTTCC
R:AGTGAGTGGATCTAGTGGATGGTGAG
	103.43%
	0.9948

	CsAt4g34880
	ACHR03000006
	101204792
	136
	F:GCTGACAGAGAACGAGAGGCTAATAAG
R:TAGACCCAAGCAATGCGAATGATCC
	89.24%
	0.9715

	Csnad5
	HQ860792
	11123919
	148
	F:CGCACAGATAGGATCGCATACTTGG
R:AGCCGTAGGTGGGTATTCAAATAAAGG
	99.03%
	0.9951

	CsF3’M
	ACHR03000058
	101207160
	103
	F:ATCGTGGAGGAGCATCGGAATTTG
R:TCTCATCTTCACCGTCATCCTTCATTG
	105.32%
	0.9649

	CsHCT
	ACHR03000014
	101207100
	135
	F:ACCCTGAGTTTCTGAGACAATTCCAAG
R:CGTCATAAAGAGGAAGTCGGCAGAG
	87.63%
	0.9802



Point 7: Line 613: change to: ‘ RT-qPCR reactions were performed on a ABI stepone plus (California, USA). Remove the rest of the sentence.

Response 7: We appreciate your kind advice. In accordance, the sentence was revised in the following:
“RT-qPCR reactions were performed on a ABI stepone plus (California, USA).” (Please see Page 23 Lines 642-643)

Point 8: Line 616: change to: ‘statistical analysis’ instead

Response 8: Thank you very much for pointing out this error in our manuscript. The title of 4.8 was changed to “Statistical analysis”. (Please see Page 23 Line 645)

Point 9: Additionally, replace qRT-PCR to RT-qPCR instead throughout the text.

Response 9: We appreciate your insightful comments. Thank you most sincerely for contributing so much to the improvement of this manuscript. qRT-PCR was replace throughout the revised manuscript in accordance with your suggestion as follows:
[bookmark: _GoBack]“qRT-PCR” was changed to “RT-qPCR” in Page 6 Line153, Page 10 Line 229, Page 20 Line 513 and Page 22 Line 626, respectively.
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