	pJYS3_Amp_MCS
	Fragment 1 (Cpf1 gene)
Sense: 5’ CTTTAGGTCTCCCATGGTCATGACCTGAGCTGTTTACAATT 3’
Anti-sense: 5 GGTTCGTTCTCATGGCTCACGC 3’

Fragment 2 (Rep101+ pBL1st)
Sense: 5’ CCTGCAGGCATGCAAGCTTAAGAG 3’
Anti-sense: 5’ GAAATGGTCTCCCATGGTGACCGCCTCGATGATCGCC 3’

Fragment 3 (Amp gene)
Sense: 5’ CTTTAGGTCTCCCATGGAAAGGGCCTCGTGATAC 3’
Anti-sen: 5’ CCAATTCCACACATGGTACCACACGATGATTAATTGTAAACAGCTCAGGTCATGCTGA CAGTTA CCAATGCTTAATCAGTG 3’

	Target DNA 1 set
	Sense: 5’ CCTGCAGGCATGCAAGCTTAAGAG 3’
Anti-sense: 5’ GAAATGGTCTCGGATCCGAATTTCTACTGTTGTAGATTGCCGGCGCAGCCCAAAAG CCAGGAATTTAAATAAAACGAAAGGCTCAGTCG 3’

	Target DNA 2 set
	Sense: 5’ GAAATGGTCTCACTAGTTTGACAGCTAGCTCAGTCCTAGGTATAATTCTAGAGAATTTC TACTGTTGTAGATGCGTCGATAATG 3’
Anti-sense: 5’ CTTTAGGTCTCGGGCCCATCGGCATTTTCTTTTGCGTTTCCCGGGCGCTGCCTATCA CATTATCGACGCATCTACAACAG 3’

	pCold 1 vector
	Construction of homologous arms and kanamycin selection marker gene.

	Ldh1p
	Sense: 5’ GAAATGGTCTCGGGCCCGCTCCGGCTCCCACGGCTGCTC 3’
Anti-sense: 5’ GAAATGGTCTCGGTACCTTTCGATCCCACTTCCTGATT 3’

	Ldh1t
	Sense: 5’ CTTTAGGTCTCAAGCTTATCTTTGGCGCCTAGTTGGCGACGC 3’
Anti-sense: 5’ CTTTAGGTCTCCCCGGGAAACGCAAAAGAAAATGCCGATGGACGTTGATGACGC TGCCGAT 3’

	Knr gene
	Sense: 5’ GTGGGATCGAAAGGTACCGGCGGTCACCGGAAGCGGAACACG 3’
Anti-sense: 5’ TAGGCGCCAAAGATCTCGAGCAGGTCATGATTCCGCGAACC

	Ldh1p (-1042) 
	Sense: 5’ CCGACAACACTGCACGGCCCTGCGA 3’

	Ldh1t (+1029)
	Anti-sense: 5’ GTGGGCCTTCGGCGAGGACCGCGC 3’

	Promoter
	AmpR promoter:
5’ CGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACA TTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGT 3’

PlacM promoter: 
5’ TGAGCTGTTTACAATTAATCATCGTGTGGTACCATGTGTGGAATTGGAAAGGACTTGAACG 3’

J23119 promoter: 
5’ TTATACCTAGGACTGAGCTAGCTGTCAA 3’

KnR promoter: 
5’ GGAAGCGGAACACGTAGAAAGCCAGTCCGCAGAAACGGTGCTGACCCCGGATGAATGTCAG CTACTGGGCTATCTGGACAAGGGAAAACGCAAGCGCAAAGAGAAAGCAGGTAGCTTGCAGTGGGCTTACATGGCGATAGCTAGACTGGGCGGTTTTATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTCTGGTAAGGTTGGGAAGCCCTGCAAAGTAAACTGGATGGCTTTCTTGCCGCCAAGATCTGATGGCGCAGGGGATCAAGATCTGATCAAGAGACAGGATGAGGATCGTTTCG 3’


	Terminator
	rmB T1 terminator:
5’ ATTTGTCCTACTCAGGAGAGCGTTCACCGACAAACAACAGATAAAACGAAAGGCCCAGTCTT TCGACTGAGCCTTTCGTTTTATTT 3’

SacB T1 terminator: 
5’ AAACGCAAAAGAAAATGCCGAT 3’


Supplementary Table 1. Primers design to construct CRISPR-cpf1 gene editing vector.
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