
Table S1. Selected sgRNAs and their corresponding HDR donors for ANO10 gene editing
	Target site
	sgRNA sequence + PAM (5’  3’)
	sgRNA CFD specificity score
	HDR donor template sequence

	c.345_355del (exon 2)
	CAAGATTAGAATGTTACTAG GGG
	89
	N/A

	c.289delA (exon 3)
	TCTGTATGTGAAGGCTCTCA TGG
	86
	(+) strand AAACCTTTGAAGTTCTGTCTGGTTCTGTATGTGAAGGCTCTCAGGTGTTATCATTGCACTCTTTTACCAATCCCACTGCTTCT

	c.1009T>G (exon 6)
	TTTACTTCGACATGGAGGTT TGG
	92
	(+) strand AAACCTTTGAAGTTCTGTCTGGTTCTGTATGTGAAGGCTCTCAGGTGTTATCATTGCACTCTTTTACCAATCCCACTGCTTCT

	c.1529T>G (exon 10)
	AGCTGCTAATGGGTAAACAC AGG
	91
	(+) strand AAACCTTTGAAGTTCTGTCTGGTTCTGTATGTGAAGGCTCTCAGGTGTTATCATTGCACTCTTTTACCAATCCCACTGCTTCT


Abbreviations: sgRNA: single guide RNA, PAM: Protospacer Adjacent Motif, CFD: Cutting Frequency Determination, HDR: Homology directed repair
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Table S2. Primers used in the study
	Target
	Sequence
	Usage

	ANO10_exon2_c.345_355del
	ACA TGT GTT CCT CTA ATT TGT GTT
	PCR/Sanger sequencing

	
	GTG GCA GGC TAC TTA GTG GT
	PCR/Sanger sequencing

	ANO10_exon3_c.289delA
	AAG AAC TGC CAT CCC TAA TG
	PCR/Sanger sequencing

	
	CCT CGC CCA TTC ATT TAC TT
	PCR/Sanger sequencing

	ANO10_exon6_c.1009T>G
	GTC CAC GGT GAT TCT GGA AC
	PCR/Sanger sequencing

	
	AAG CCT CAA GTC TTA CCC CA
	PCR/Sanger sequencing

	ANO10_exon10_c.1529T>G
	GTG TGG GAT GAT CAT GAA GC
	PCR/Sanger sequencing

	
	TCC CCT AAC CCC CAA TTT TA
	PCR/Sanger sequencing

	RP11-595O22.1-UNC5D (intergenic region)
	AGT CAG ACT ACC ACT AAC TCT CTG TTT
	PCR/Sanger sequencing

	
	GCT GGG GAC TAG GGT AGG AA
	PCR/Sanger sequencing

	AL080272.1-SPANXN4 (intergenic region)
	GGC ACA ATT CAC CCC ATA AC
	PCR/Sanger sequencing

	
	TCC CTT GCC TTT CAG CTC TA
	PCR/Sanger sequencing

	OR4E2-TRAV2 (intergenic region)
	TCC TAT GAC CCT GCC AAA TC
	PCR/Sanger sequencing

	
	GAAGGTGCCCAGTTGTTGTT
	PCR/Sanger sequencing

	ANTXR2 (intronic region)
	GTG GTT GGT TTG GTT GGA TG
	PCR/Sanger sequencing

	
	CCC CAC TTT TTC CAC TCT GT
	PCR/Sanger sequencing

	PROX1 (intronic region)
	GGG GAA CCC GAT TAA AAA GA
	PCR/Sanger sequencing

	
	CCT GTT CCT TAG GCT GTT GG
	PCR/Sanger sequencing

	RP11-367G6.3 (intronic region)
	TGC TGT CTC CTT GGA TTG TG
	PCR/Sanger sequencing

	
	CAT AGT GAA ACC CCC GTG TC
	PCR/Sanger sequencing

	EVI5 (intronic region)
	CCT ACA ATG GAA GAT GAA CAG C
	PCR/Sanger sequencing

	
	CCC ATG GAG TTA GGG TGG TA
	PCR/Sanger sequencing

	IGSF9B (intronic region)
	GAG GGC TGA GGC TTT AAG GT
	PCR/Sanger sequencing

	
	ACC CAG CCT CTA GTG CTG TC
	PCR/Sanger sequencing

	ANO10
	CTC CCA GAT CCT CAA CCA AA
	qPCR

	
	AGG CAG CTG CTA ATG GGT AA
	qPCR

	SNAP25
	ATC GGG AAC CTC CGT CAC
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	AAT TCT GGT TTT GTT GGA ATC AG
	qPCR

	SYN1
	AGT TCT TCG GAA TGG GGT GAA
	qPCR

	
	CAA ACT GCG GTA GTC TCC GTT
	qPCR

	SYN2
	CCC ACA GCT CAAC AAG TC
	qPCR

	
	ATC TGA AAA GAG GCT GGC
	qPCR

	CHRNB2
	CAA TGC TGA CGG CAT GTA CGA
	qPCR

	
	CAC GAA CGG AAC TTC ATG GTG
	qPCR

	SHANK2
	CTT TGG ATT CGT GCT TCG AG 
	qPCR

	
	CAT CCA CGG ACT CCA GGT A
	qPCR

	CAV1
	GAG CTG AGC GAG AAG CAA GT
	qPCR

	
	TCC CTT CTG GTT CTG CAA TC
	qPCR

	ITGB3
	GGG GTA GGT TGG GAG AAT GT
	qPCR

	
	TCT GGG ACA AAG GCT AAG GA
	qPCR

	IFI35
	CAA AAG GAG CAC ACG ATC AA
	qPCR

	
	ACT CAA CTG GCT GGA CAT CAT
	qPCR

	COL1A1
	CAT GGA GAC TGG TGA GAC CT
	qPCR

	
	GCC ATA CTC GAA CTG GAA TC
	qPCR

	IFIH1
	CTG CAA AAG AAG GAA ATC GCA
	qPCR

	
	ACG CAT CTA TCA TTC GAA TTG TGT
	qPCR












Table S3. Off-target effects predicted by the CRISPOR tool
	Mutation
	On-target sequence
	Off-target sequence
	Genomic location (strand)
	Locus description
	Mismatch count
	CFD score
	Detection of mutations

	ANO10 -/-
	CAAGATTAGAATGTTACTAGGGG
	AAAGATAAAAATATTACTAGAGG
	chr8: 35429559-35429581 
(+)
	intergenic: 
RP11-595O22.1-UNC5D
	4
	0.52
	no

	
	
	GAAGATTAAAACATTACTAGAGG
	chrX:142746591-142746591
(+)
	intergenic: AL080272.1-SPANXN4
	4
	0.51
	no

	ANO10_c.289delA
	TCTGTATGTGAAGGCTCTCATGG
	TCTGTATGTGGAGGCTCTCATGG
	chr14:21698982-21699004 
(+)
	intergenic: OR4E2-TRAV2
	1
	0.65
	yes

	
	
	TCTGTGAGAAAAGGCTCTCATGG
	chr4:79974157-79974179
(+)
	intron: ANTXR2
	4
	0.54
	no

	ANO10_c.1009T>G
	TTTACTTCGACATGGAGGTTTGG
	ATTGCTTTGACATGGAGATTAGG
	chr1:214009808-214009830 
(-)
	intron: PROX1
	4
	0.38
	no

	
	
	TTTACCTTTTCATGGAGGTTTGG
	chr6:25015723-25015745
(+)
	intron: 
RP11-367G6.3
	4
	0.37
	no

	ANO10_c.1529T>G
	AGCTGCTAATGGGTAAACACAGG
	ATCTGCTAAAAAGTAAACACTGG
	chr1:92572467-92572489 
(+)
	intron: EVI5
	4
	0.51
	no

	
	
	AGCTGATGATGGATAAACACTGG
	chr11:133943708-133943730
(-)
	intron: IGSF9B
	3
	0.63
	no


Note: The Protospacer Adjacent Motif (PAM) sequence is highlighted in yellow, and mismatched bases for each off-target site are shown in red. Cutting Frequency Determination (CFD) score determines the potential for off-target activity of a sgRNA; higher scores indicate a greater likelihood of off-target cleavage at that site. 


	Name
	Target Sequence
	RefSeq ID/ Gene symbol
	Oligonucleotide sequence
	Vector ID

	shANO10
	CCCAATGCTTAGCCAAACGAA
	NM_018075.3/ TMEM16K
	CCGGCCCAATGCTTAGCCAAACGAACTCGAGTTCGTTTGGCTAAGCATTGGGTTTTTTG
	pLKO.1

	scramble
	CCTAAGGTTAAGTCGCCCTCG
	N/A
	CCGGCCTAAGGTTAAGTCGCCCTCGCTCGAGCGAGGGCGACTTAACCTTAGGTTTTTG
	pLKO.1


[bookmark: _Hlk204933930]Table S4. Transfer vectors used in the ANO10 knockdown experiments

	
	Dilution

	Primary antibodies
	

	anti-ANO10 polyclonal antibody, produced in rabbit (21901-1-AP; Proteintech, Rosemont, IL, USA)
	1:2000

	anti-GAPDH monoclonal antibody, produced in mouse [(6C5): sc-35833; Santa Cruz Biotechnology, Dallas, TX, USA]
	1:2000

	Secondary antibodies
	

	Donkey anti-Rabbit IgG (H+L) Cross-Adsorbed Secondary Antibody, HRP, (31458; ThermoFisher Scientific, Waltham, MA, USA)
	1:10000

	Donkey anti-Mouse IgG (H+L) Cross-Adsorbed Secondary Antibody, HRP, (SA1-100; ThermoFisher Scientific, Waltham, MA, USA)
	1:20000
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