Table S1 Real-time quantitative PCR primer list
	primer
	sequence(5’-3’)

	abcBqPCR-F
	CTAGCAGATCCACTGCTTTCTC 

	abcBqPCR-R
	ATCAACGTGGTCGTCTTTCTC

	MDR4qPCR-F
	TATGGCTTAGTTTGTTTGTGTCACCGA

	MDR4qPCR-R
	AGAGCAATTCGTTGCTTCTG

	cdr1BqPCR-F
	GAGTGCGTACGATGTATTCGAC

	cdr1BqPCR-R
	GGCAGGACTGGTGAGAGAAG

	sdh2qPCR-F
	GCCATCCTGCTTCAGTCTTAC

	sdh2qPCR-R
	GGTAGACGCTCATGCTGTTATC 

	cybsqPCR-F
	TGGTTTCCATGCCTCTATCATC 

	cybsqPCR-R
	CATCGTTTGTCTCGAACTCGTA

	b560qPCR-F
	CTGCCTTTCCTTTCGTCTACC

	b560qPCR-R
	CAGTCCAGCCAGACTTGATAAC

	mvd1qPCR-F
	CCCGAATGCCGTTATCTACTAC

	mvd1qPCR-R
	CGTCGAAGCCTTCAGTGTTA 

	erg1qPCR-F
	CCCAGCCTGTTGCTTAATTTG

	erg1qPCR-R
	GCAGGAGAAGCAGAGTTCAT

	erg2qPCR-F
	CTTCGGTTACGCCGATACTT

	erg2qPCR-R
	CAGCAGGTTCGTGATCATTTC

	erg5qPCR-F
	CTGCCTTTCCTTTCGTCTACC

	erg5qPCR-R
	CAGTCCAGCCAGACTTGATAAC 

	sdh1qPCR-F
	CTTTGCGCCACAACACTAAC 

	sdh1qPCR-R
	CCTGGTTGTAGGCGATGATAC

	Actin
	GCACGTGAAATTGTTGAAAGG

	Actin
	CAGGCTGGCCGCATTG


Table S2  Primers used in this study
	Name
	sequence (5’-3’)
	function

	[bookmark: OLE_LINK30]P1
	GCTCGTTTCGATGATGGAGCTG
	Amplification sdh1 gene upstream

	P2
	TGTGGGCGGATCAAAAGAAAATAGA
	

	P3
	ATGCATTCCTCTGCACCTGATG
	Amplification sdh1 gene downstream

	P4
	ACGTCTGTCATCTGAGAGATGACT
	

	P5
	TGGTCGTATTGACCGCAAGATC
	Integration of sdh1 gene’s three sections

	P6
	GAAGATAGCAACGAACGCACGAA
	

	pyrG-R
	CCGGCTCGGTAACAGAACTACCGCAGACAATGCTCTCTATC
	Amplification of pyrG fragment

	pyrG-F
	GTTGGAGCATATCGTTCAGAGCAATACCGTTACACATTTCCA
	

	Kasel-R
	AGGATGTACGGTCAGCAAGAT
	Verify that filter tags are inserted

	AIM-F1
	TCGAGGGGGGGCCCGTGATCTCCCGACTATGTCCTAATGCT
	Amplification of target gene containing promoter

	AIM-R1
	CTCGCCACGTTCGCCAGCGGTTTGAGTGCTACAGG
	

	AIM-F2
	TTCACTAACTCCGTTCTTCCAGCC
	Verify whether plasmid construction is successful

	AIM-R2
	CGTCAACACCAGCGAAGATGGA
	

	Kasel-F2
	ATGGTTTCTACAAAGATCGTTATGT
	Verify whether the plasmid is successfully transfected

	Kasel-R2
	TTCCACTATCGGCGAGTACTTCTA
	

	cdr1B-P1
	AATGCAAATTCAACTCGGAGCTTAC
	Amplification cdr1B gene upstream

	cdr1B-P2
	TAGTTCTGTTACCGAGCCGGGATGGCCGATTGAGTGAGACAC
	

	cdr1B-P3
	GCTCTGAACGATATGCTCCAACCAGCCTGACCTCCTTCCCTTC
	Amplification cdr1B gene downstream

	cdr1B-P4
	CACCACATGCTCTTCGTGCG
	

	cdr1B-P5
	TTTGGAGGGTTAGCATACCAAGT
	Integration of cdr1B gene’s three sections

	cdr1B-P6
	GCAACACAGAACACCTCACCTG
	




Table S3  Membrane transporters associated with multidrug efflux
	2logFC
	Functional group
	Locus
	Common name/description

	6.808595838
	TRANSPORTERS
	AFUA_1G10390
	ABC multidrug transporter

	5.323685739
	TRANSPORTERS
	AFUA_3G12900
	MFS transporter

	5.292622733
	TRANSPORTERS
	AFUA_3G03320
	MFS monocarboxylate transporter

	4.564199007
	TRANSPORTERS
	AFUA_5G02660
	pyoverdine/dityrosine biosynthesis protein

	2.473674373
	TRANSPORTERS
	AFUA_3G01400
	ABC multidrug transporter

	1.961506407
	TRANSPORTERS
	AFUA_5G00790
	ABC multidrug transporter

	1.889353028
	TRANSPORTERS
	AFUA_5G02260
	ABC multidrug transporter

	1.745872504
	TRANSPORTERS
	AFUA_6G03470
	ABC multidrug transporter

	1.483645533
	TRANSPORTERS
	AFUA_1G14330
	ABC transporter

	1.391672786
	TRANSPORTERS
	AFUA_6G09760
	cytochrome P450 monooxygenase

	1.356826175
	TRANSPORTERS
	AFUA_1G05170
	MFS monocarboxylate transporter

	1.197193099
	TRANSPORTERS
	AFUA_7G00480
	ABC multidrug transporter

	1.121042571
	TRANSPORTERS
	AFUA_6G11440
	pyridoxamine phosphate oxidase family protein 

	1.0844898
	TRANSPORTERS
	AFUA_1G12690
	ABC multidrug transporter Mdr4 

	-1.001802676
	TRANSPORTERS
	AFUA_3G03240
	MFS monocarboxylate transporter

	-1.064948144
	TRANSPORTERS
	AFUA_6G08020
	ABC transporter

	-1.070555724
	TRANSPORTERS
	AFUA_6G00710
	MFS transporter

	-1.426192862
	TRANSPORTERS
	AFUA_4G14260
	MFS monocarboxylate transporter

	-1.459596379
	TRANSPORTERS
	AFUA_4G01370
	pyoverdine/dityrosine biosynthesis family protein 

	-1.48158372
	TRANSPORTERS
	AFUA_4G14130
	hypothetical protein CNMCM8057_008081 

	-1.517574439
	TRANSPORTERS
	AFUA_3G03670
	ABC multidrug transporter

	-1.540779753
	TRANSPORTERS
	AFUA_5G12720
	ABC multidrug transporter

	-1.602625657
	TRANSPORTERS
	AFUA_5G10510
	ABC transporter

	-1.670967512
	TRANSPORTERS
	AFUA_3G01690
	sterigmatocystin biosynthesis cytochrome P450 monooxygenase

	-1.877601284
	TRANSPORTERS
	AFUA_5G01680
	MFS transporter

	-2.012458879
	TRANSPORTERS
	AFUA_3G01540
	MFS monocarboxylate transporter

	-2.47233541
	TRANSPORTERS
	AFUA_4G01420
	spore wall assembly protein Dit1



[image: 新设(2)_1]
Figure S1 Knockout and recovery process of target genes
[bookmark: _GoBack]Note: A Targeted knockout is achieved using a high-throughput gene knockout method developed based on homologous recombination and an improved version of the protoplast transformation method. B The complementary plasmid is plasmid pCT74 containing the hygromycin resistance gene (hph) and green fluorescent protein gene. The sdh1 sequence is amplified and purified, and the plasmid pCT74 is double-digested using restriction endonucleases NaeI and KpnI. The 4.0kb fragment with hph is recovered and purified. Subsequently, the recombinant plasmid is inserted into Δsdh1 using the same protoplast transformation method. C Electrophoresis detection results of the knockout process: Lane M is a marker, Lane 1 is the amplification product upstream of the target gene (approximately 1.2kb), Lane 2 is the amplification product downstream of the target gene (approximately 1.2kb), Lane 3 is the amplification of the plasmid pryG fragment (approximately 1.5kb), Lane 4 is the product of the fusion of three segments (approximately 4.0kb), and Lane 5 is the verification of the knockout strain (approximately 2.2kb); D Amplification result of the sdh1 containing promoter (approximately 3.2kb); E Verification of the hph fragment in the revertant strain (approximately 0.8kb).
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