Supplementary Tables

Table S1. Bacterial strains used in this study.

Strains Description Reference

E. coil - Lab stock

P. fulva ZJU1 wild type Lab stock

ZJU1- pCasPA ZJU1 harboring pCasPA This study

ZJU1- pACRISPR ZJU1 harboring pACRISPR This study

ZIULA ilvB ZJU1 ilvB gene deleted Witl:l 1000 + 1000 This study
bp homologous repair arms

ZJU1 A gene0486 ZJU1 gene0486 gene deleted This study

ZJU1 A gene4464 ZJU1 gene4464 gene deleted This study

ZJU1 A thiC ZJU1 thiC gene deleted This study

ZJUl A gabP ZJU1 gabP gene deleted This study

ZJU1 A ogxB ZJU1 ogxB gene deleted This study

ZJUl: gfp ZJU1 gfp gene inserted This study




Table S2. Primers used in this study.

Primer Sequence 5°-3’ Description
CRISPR-F gcgatttacttttcgacctca verify the insertion of sgRNA and repair
CRISPR-R tacgccaagctatttaggtg template
CAS-F cgtatctaaatgccgtegtt
8 gecgieetie specific primers of pCasPA
CAS-R ctgaataagctaccgttggac

ilvB-sgRNA-F
ilvB- sgRNA -R

agcaaacgcatatttggegtcgg
ccgacgccaaatatgegtttget

sgRNA sequence for deletion of ilvB

gene(486-sgRNA-F
gene0486-sgRNA-R

agccgatatccagaacaaaccgg
ccggtttgttctggatatcgget

sgRNA sequence for deletion of
gene0486

Gene4464-sgRNA-F
Gene4464-sgRNA-R

tctcggecttgecaceggtgegg
ccgeaccggtggcaaggecgaga

sgRNA sequence for deletion of
gene4464

gabP-sgRNA-F
gabP-sgRNA-R

gtaaacgggccatcgctgaaggg
cccttcagegatggeccgtttac

sgRNA sequence for deletion of gabP

thiC-sgRNA-F
thiC-sgRNA-R

aagttgcggccgatgatcatcgg
ccgatgatcatcggccgcaactt

sgRNA sequence for deletion of thiC

0gxB-sgRNA-F
ogxB-sgRNA-R

gctccagcetctcgtattgagegg
ccgctcaatacgagagetggage

sgRNA sequence for deletion of ogxB

gfp-sgRNA-F
gfp-sgRNA-R

ccatacgaccacggtgaacgagg
cctegttcaccgtggtcgtatgg

sgRNA sequence for insertion of gfp

ilvB-up-F
ilvB-up-R

tgtccatacccatggtctagaCAGGCCAAGGGTACGGTTG
tgtgecaatgATGGCGACTTCCTGATGAACC

amplification for 1kb upstream repair
template

ilvB-down-F
ilvB-down-R

aagtcgccatCATTGCCACACAGAGTTCCAGTC
cactatagaatactcaagcttTATCACTCGATCGGCCACGA

amplification for 1kb downstream repair
template




ilvB-up-F-250
ilvB-up-R-250

tgtccatacccatggtctagaGGTTCCAACTCTTCGTTGCTGT
tgtggcaatgATGGCGACTTCCTGATGAACC

amplification for 250bp upstream repair
template

ilvB-down-F-250
ilvB-down-R-250

aagtcgccatCATTGCCACACAGAGTTCCAGTC
cactatagaatactcaagcttCCGGTCGGCAAAGTCTACC

amplification for 250bp downstream
repair template

ilvB-up-F-500
ilvB-up-R-500

tgtccatacccatggtctagaGCTCCTTCCAAACGGGCTT
tgtggcaatgATGGCGACTTCCTGATGAACC

amplification for 500bp upstream repair
template

ilvB-down-F-500
ilvB-down-R-500

aagtcgccatCATTGCCACACAGAGTTCCAGTC
cactatagaatactcaagcttCACCCACATGCGTGGCCA

amplification for 500bp downstream
repair template

gene()486-up-F
gene()486-up-R

tgtccatacccatggtctagaCGCCCTGGCGCTGGGCCT

catgcgcccgaGAAAATTGATATCTGTTAGCTAGCTAACTAGT

amplification for upstream repair
template

gene0486-down-F
gene(486-down-R

tcaattttc TCGGGCGCATGCTGCACG
cactatagaatactcaagcttCGGTGCACAAGGGCAGCC

amplification for downstream repair
template

Gene4464-up-F
Gene4464-up-R

tgtccatacccatggtctagaGCATGCGCCGGATGGATG
tttgtttcagggctgaccgaGATGAGCTCCTTGGGAAGAAGTAA

amplification for upstream repair
template

Gene4464-down-F
Gene4464-down-R

TCGGTCAGCCCTGAAACAAA
cactatagaatactcaagcttTGCAGACTGATTCCACGGCC

amplification for downstream repair
template

gabP-up-F
gabP-up-R

tgtccatacccatggtctaga ATTCGCTATTTCAGGAATGCTTC
gtggctatgcaggtttagct TAGAAAATCAGCATCCGCCATA

amplification for upstream repair
template

gabP-down-F
gabP-down-R

AGCTAAACCTGCATAGCCACAAA
cactatagaatactcaagctt AAGTAGCAGGACTCCAAGCTCACC

amplification for downstream repair
template

thiC-up-F
thiC-up-R

tgtccatacccatggtctagaGGAACCTGTCCACGATCTTTATG
cgacaCCTCTACACCCACTTCGACGA

amplification for upstream repair
template

thiC-down-F
thiC-down-R

aagtggetetagagg TGTCGCCACGGTCCTCGA
cactatagaatactcaagcttGGCGGCCAGGTCGGCATT

amplification for downstream repair
template




ogxB-up-F

tgtccatacccatggtctagaGTAAAGCCGAGGAAGCCGG

amplification for upstream repair

ogxB-up-R ctgatcctctaCAGGCTCGTCTGCAGGAGG template
ogxB-down-F acgagcctgTAGAGGATCAGCGCGATGCC amplification for downstream repair
ogxB-down-R cactatagaatactcaagctt ACAACAGCTTCCAGCTGTCGA template
gfp-up-F tgtccatacccatggtctagaGGTGTGACGAGAGGACACTTGG amplification for upstream repair
gfp-up-R catggTCACCGTGGTCGTATGGAGTT template
atacgaccacggtgaCCATGGCGGCCGCTGTCATGGGCCCTTGACAATTAATCA
gfp-F TCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACAATTTCACACA ) )
AAAAGAGGAGAAAACTAGATGAGTAAAGGAG amplification for gfp gene
gfp-R gtcagcectcgt ATACTCAAGCTTCTGAATGGCGG
gfp-down-F cttgagtat ACGAGGCTGACCTGAATGTCG amplification for downstream repair
gfp-down-R gggagtatgaaaagtaagctt TAACTGAGGAGTTAGGCTACGGG template

The underline indicates the restriction sites.



Table S3. Plasmids used in this study.

Plasmids Description Reference
Tet", for expression of Cas9 protein and
pCasPA A-Red recombination system 1]
pACRISPR Car’, fo'r expression of ngNA and ]
assembling homologous repair arms
pTRKH3-ermGFP for amplification gfp [2]
pACRISPR derivative for i/vB deletion
pACRISPR-ilvB-1000 bp  with 1000 + 1000 homologous repair This study
arms
ey pACRISPR derivative for ilvB deletion .
PACRISPR-ilvB-250 bp with 250 + 250 homologous repair arms This study
an pACRISPR derivative for ilvB deletion .
PACRISPR-ilvB-300 bp with 500 + 500 homologous repair arms This study
pACRISPR-genc(486 pACRISPR derlvat:.lve for gene(486 This study
deletion

PACRISPR-genesd64 ~ PACRISPR de;g;"ilgg for gened464 This study
pACRISPR-gabP pACRISPR derivative for gabP deletion This study
pACRISPR-#hiC pACRISPR derivative for thiC deletion This study
pACRISPR-0gxB pACRISPR derivative for ogxB deletion This study
pACRISPR-gfp pACRISPR derivative for gfp insertion This study

Tet", tetracycline resistant; Car’, carbenicillin resistant;
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