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Figure S1. The Arabidopsis srfr1-1 mutant displays increased susceptibility to a South African pepper isolate of Botrytis 

cinerea. Detached leaves from 4-week-old plants grown under a 16 h light/8 h dark cycle at 22 °C were inoculated at 

dawn with 10 µL of half-strength grape juice containing 5 × 104 B. cinerea (pepper isolate) spores mL−1 and lesion areas 

measured after 72 h using ImageJ. Data shown are mean lesion sizes ± standard deviation from 48 (Col-0), 47 (srfr1-1) 

and 41 (RLD) detached leaves. Asterisks denote a significant difference of values for RLD compared to those for Col-0 

and srfr1-1 at *** p < 0.0001 as determined by Tukey's HSD test. 



 

Figure S2. Comparison of the deduced amino acid sequence of SRFR1 from Arabidopsis (Arabidopsis thaliana, 

AT4G37460) with rice (Oryza sativa, LOC_Os07g02300.1), tomato (Solanum lycopersicum, Solyc02g092780.1) ), potato 

(Solanum tuberosum, Sotub02g031240.1.1), and pepper (Capsicum annuum, XP_016560980.1). Black shading shows amino 

acids conserved in all entries. The gaps introduced to maximize alignment are indicated by dashes (-). Redline 

represents a tetratricopeptide repeat (TPR) domain. The alignment of amino acid sequences was performed with 

GeneDoc 2.7. 



 

Figure S3. Secondary structures of sgRNAs predicted using Mfold online server. (a) Target sgRNA secondary structure; 

(b) Parameters calculated from the predicted secondary structures of sgRNAs. TSL: total stem-loop; GSL: Stem-loop in 

the guide sequence; CBP: consecutive base pair (guide sequence and the other sequence); TBP: total base pairs in guide 

sequence with other sequences; IBP: internal base pairs in sgRNA; GC content (%) of sgRNA. Further details about the 

criteria available on the webpage of the CRISPR-P 2.0 tool (http://crispr.hzau.edu.cn/CRISPR2/). 

 



Figure S4. CAPS analysis with SlSRFR1-sgRNA1- and -sgRNA2-derived G1 mutants. Homozygote slsrfr1-2 and slsrfr1-

4 (a) and slsrfr1-1 and slsrfr1-3 (b) were determined from CAPS analysis by BccI and BcgI restriction enzyme, 

respectively. Full-length 453 bp PCR fragment was amplified for genotyping in the SlSRFR1-sgRNA1 target area (top), 

and full-length 945 bp PCR fragment for selecting homozygotes in the SlSRFR1-sgRNA2 target area (bottom). Amplified 

PCR fragments were digested with BccI and BcgI, respectively. Black arrows represent cutting sites by indicated 

restriction enzymes. White arrows indicate homozygous mutants. 

 

Figure S5. Sequence alignment of G1-slsrfr1 mutants and wild-type M82. Mutations in slsrfr1-3 and slsrfr1-4 were 

determined by Illumina MiSeq sequencing. (a) One nucleotide insertion in slsrfr1-3 produces a premature stop codon, 

colored with blue; (b) 4 or 32 nucleotide deletions in slsrfr1-4 removes a start codon (M) colored with red. Nucleotide 

deletions are indicated by dashes (-). PAM sites are boxed-in, and target sequences of guide RNAs are overlined. 

 

Figure S6. Constitutive accumulation of tomato PR1 in individual G1-slsrfr1-1 plants. Proteins were extracted from 6-

week-old slsrfr1-1 G1 plants and were detected by western blot using α-PR1 and α-Actin (an internal control). 



 

Figure S7. Plant response to Fusarium oxysporum f. sp. lycopersici in SlSRFR1 alleles. (a) Morphology of 6-week-old M82, 

slsrfr1-3 and srfr1-4 grown at 25 °C in 16 h light/8 h dark long-day photo-period; (b) Detached leaves from 6-week-old 

M82, slsrfr1-3, and slsrfr1-4 were inoculated with 4 mm-diameter plugs of F. oxysproum. Photographs were taken at 8 

DPI. 

 

Figure S8. Expression of JA-responsive genes in CRISPR/Cas9-edited slsrfr1 plants. The genes used for gene expression 

analysis refer to TD (Solyc09g008670.2) and SlPR4 (Solyc01g097240.2). Gene expression levels of each gene were 

normalized with SlACT (Solyc04g011500.3.1) as an internal control. Error bars represent standard deviation. A 

statistically significant difference was determined by the Student’s t-test (* p < 0.05). 

 

 

 

 

 



Table S1. Genome editing contribution in slsrfr1 G0 plants. 

 

Table S2. Off-targeted data in all SlSRFR1 alleles. 

 

Table S3. The SRFR1 single guide RNA and target sequences used in the study. 

 

 

 

 

 

 

 

 

 

 

 

 



Table S4. Potential off-targets of single guide RNAs used in this study. 

 

Table S5. Primers used in the off-target analysis. 

 

 

 



Table S6. Primers used in this study. 

 


