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Supplementary section 

Fig. S1. SeMV genome organization: SeMV is a single stranded positive-strand RNA virus with genome size of 4148 nt. The 5’ end of the genome is covalently linked to VPg and the 3’ end lacks poly(A) tail. ORF-1 encodes MP and ORF-3 encodes CP. The ORF-2 encodes for two separate polyproteins 2a/2ab via ribosomal frame-shifting mechanism which undergoes proteolytic processing by the viral-encoded protease. The domain arrangement of the polyproteins and the specific cleavage site amino acids is shown in the figure. The C-terminus of polyprotein 2ab codes for the viral-encoded RdRp. The position of the mutations introduced within the full length icDNA in the present study is indicated by arrows.
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Fig. S2. Sequence analysis of the cDNA obtained from samples co-infiltrated with RdRp STOP codon mutant icDNA and pEAQ ORF-2: cDNA synthesized from the co-infiltrated plants was subjected to Sanger sequencing and multiple sequence alignment was carried with the SeMV full length genome. The position of the mutations that were incorporated in the icDNA construct are retained in the cDNA sequence as highlighted.
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Fig. S3. Sequence analysis of the cDNA obtained from samples co-infiltrated with RdRp motif E mutant icDNA and pEAQ ORF-2: cDNA synthesized from the co-infiltrated plants was subjected to Sanger sequencing and multiple sequence alignment was carried out with the SeMV full length genome. The position of the mutations that were incorporated in the icDNA construct are retained in the cDNA sequence as highlighted. 

	
	Name
	Sequence (5’-3’)
	Description

	1
	3' UTR del 10 nt-antisense
	CGCGCCAATTTCTCGCGGGAATGGATTTAACG
	Used to synthesize first strand cDNA from total RNA extracted from icDNA transfected tissues.


	2
	CP sense
	ATGGCGAAAAGGCTTTCGAAACAACAGTTA
	Used in RT-PCR reaction (For amplification of CP from cDNA synthesized by reverse transcription of total RNA from icDNA transfected leaves).



	3
	CP antisense
	TCAGTTGTTCAGGGCTGAGGCAGTTGGTTCGATCA
	

	4
	RdRp reverse
	CGAATCCGCACCATAGCACCCTGAGCAGACGGGGCC
	Used for sequencing of constructs encompassing RdRp domain 

	5
	CP qPCR sense
	ATGGCGAAAAGGCTTTCGAAACAACA
	Used for quantitation of all viral RNA with (+) polarity in qPCR from  cDNA obtained  by reverse transcription of total RNA from icDNA transfected leaves (CP amplicon primers)



	6
	CP qPCR antisense
	CCAGCCTGGGTAGGCTGAAGCTGCTGC
	

	7
	MP qPCR sense
	ATGCAAGCTCAGCATACTTTCACC
	Used for quantitation of (+) gRNA in qPCR from cDNA obtained by reverse transcription of total RNA from icDNA transfected leaves (MP amplicon primers)



	8
	MP qPCR antisense
	TGGTTGTGGGCTCTCACCAAACAA
	

	9
	CP START codon sense
	CAAGTCCTCCCTACGGCGAAAAGGCCTTCGAAACA
	Used to knock out CP from icDNA by mutation of CP START codon (StuI site created shown in bold, targeted mismatch T to C is underlined)



	10
	CP START codon antisense
	TGTTTCGAAGGCCTTTTCGCCGTAGGGAGGACTTG
	

	11
	RdRp STOP sense
	CCATCGCCCCACAAAATTTGAAAATCAAGGCCTCCCTATGGC
	Used to generate truncated RdRp C-terminus by inserting a premature STOP codon in icDNA ORF-2b (StuI site created shown in bold, targeted mismatch G to T is underlined)



	12
	RdRp STOP antisense
	GCCATAGGGAGGCCTTGATTTTCAAATTTTGTGGGGCGATGG
	

	13


	RdRp Y480A sense
	CCACTGGCCTAGGATCAGACACGCTCTAGTGGG
	Used to mutate motif E in pET 22b RdRp as well as in icDNA (AvrII site created shown in bold, targeted mismatch TA to GC is underlined)

	14
	RdRp Y480A antisense
	CCCACTAGAGCGTGTCTGATCCTAGGCCAGTGG
	


Table S1. List of primers used for the current study. The list includes oligonucleotide primers that was designed for qPCR experiments along with those that were used to generate site directed mutants in the full length icDNA.
	Wild-type icDNA transfection
	Samples
	Dilution
	Mean Ct

	
	
	
	CP amplicon
	MP amplicon

	
	6 days
	1:103
	15.91
	21.11

	
	
	1:104
	18.84
	23.72

	
	10 days
	1:103
	12.99
	18.49

	
	
	1:104
	16.40
	22.02

	
	15 days
	1:103
	11.80
	17.70

	
	
	1:104
	15.39
	21.21

	
	20 days
	1:103
	10.98
	16.95

	
	
	1:104
	14.69
	20.48


Table. S2. Mean Ct values for quantitation of viral RNA from wild-type icDNA transfected plants. cDNA was synthesized using the total RNA isolated from wild-type icDNA transfected plants at 6-20 dpi. This cDNA was used as a template in the qPCR experiments for the CP and MP amplicons and the mean Ct values obtained are tabulated. 

	RT(-) control


	Samples
	Dilution
	Mean Ct

	
	
	
	CP amplicon
	MP amplicon

	
	6 days
	1:102
	23.70
	22.96

	
	
	1:103
	26.77
	26.01

	
	10 days
	1:102
	24.18
	23.43

	
	
	1:103
	27.30
	26.81

	
	15 days
	1:102
	23.31
	22.85

	
	
	1:103
	26.82
	26.22

	
	20 days
	1:102
	23.60
	22.85

	
	
	1:103
	26.83
	25.87

	Mock infiltration control
	20 days
	1:102
	27.94
	29.01

	
	
	1:103
	28.41
	30.57


Table S3. RT (-) control and mock infiltration negative control for quantitation of viral RNA. RT (-) control: In order to investigate the effect of the infiltrated DNA from Agrobacterium transformants on the final copy numbers of viral RNA accumulated upon transfection, total RNA was extracted from wild-type icDNA transfected tissues and directly subjected to qPCR without the RT reaction. The absence of any amplification validated the method for quantitation of viral RNA. Mock infiltration control: Agrobacterium transformed with pRD 400 vector were infiltrated into Cyamopsis plants and cDNA was synthesized using viral gene specific primer. The lack of any significant amplification by qPCR using this cDNA as a template validated the specificity of the qPCR primers towards the viral gene sequence.
