“og
693’:1
1aj0wosd SOV N\
9NQyarer,,

Pv pyrG gRNA1 F

o'y

T7 promoter crRNA (spacer) > tracrRNA
5" TAATACGACTCACTATAGCHENE e T G NTNEeIGT TTTAGAGCTAGAAATAGCAAGT 3’

CAAAATCTCGATCTTTATCGTTCAATTTTATtcogAtcAggcAAtAgttGAACt ttttcAcotggctCAGCCACGAAAA

Template DNA o111 TAGAGCTAGARATAGCAAGTTAAAATAAGGCTAGTCOGTTATCAACTTGAAARAGTGGCACCGAGTCGGTECTTTT
3’ CGTGGCTCAGCCACGAAAAAA 5’

C——

PCR Pv pyrG gRNA1 R
5" TAATACGACTCACTATAGGI e e e G T TTTAGAGCTAGAAATAGCAAGT TAAAATAAGGCTAGTCCGTTATCAACT TGAAAAAGTGGCACCGAGTCGGTGCTTTT 3’
3" ATTATGCTGAGTGATATCO XA REeAITNIERTICAAAATCTCGATCT TTATCGTTCAATT TTAT tcogAtcAggcAAtAgt tGAACt tt ttcAccgtggctCAGCCACGAAAA 5°

in vifro transcription

gRNA 5 GEEEHEHa I IEFIGUUUUAGAGCUAGAAAUAGCAAGUUAAAAUAAGGCUAGUCCGUUAUCAACUUGAAAAAGUGGCACCGAGUCGGUGCUULU 3’

Fig. S1. Generation of gDNA. The DNA fragment consisted of T7 promoter-crRNA-
tractrRNA was PCR-amplified using the primer set 1 (Pv pyrG gRNA1 F and Pv pyrG
gRNATI R). The resulting PCR products were subjected to in vitro transcription to produce
gRNA.



