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Supplementary Table S1 Pure-tone average (PTA; 0.5–4 kHz) values and corresponding hearing loss severity of affected individuals from each family
	Sr No.
	Family ID
	Individual IDs
	PTA (0.5–4 kHz)
	Hearing Loss Type
	Gene
	Status

	1. 
	HLHT01/02
	III:2, III:3, III:5, III:6, III:8
	Audiograms not available
	Reported moderate to severe
	BSND
	Two sets of parents
II:1=het
II:2=het
II:3=het
II:4=het
Affected
III:2=hom
III:3=hom
III:5=hom
III:6=hom
III:8=hom

	2. 
	HLHKA01
	V:1, V:2 
(V:4, no audiogram)
	59, 63
	Moderate, severe
	OTOA
	Parents
IV:1=het
IV:2=het
Affected
V:1=hom
V:2=hom
V:4=hom

	3. 
	HLHKA03
	V:4
(V:5 no audiogram)
	88
	Severe
	OTOF
	Parents
IV:1=het
IV:2=het
Sibling 
V:3=het
Affected
V:4=hom
V:5=hom

	4. 
	HLSNA1
	VI:2, VI:3
	64, 73
	Moderate to severe
	TECTA

	Parents V:1=het
V:2=het 
Sibling
VI:1=wt
Affected VI:2=hom VI:3=hom

	5. 
	HLMN1
	IV:3, IV:2
	58, 75
	Moderate to severe
	SLC26A4
	Parents
III:1=het
III:2=het
Affected IV:2=hom
IV:3=hom

	6. 
	HLMN2
	IV:2, IV:1
	59, 76
	Moderate to severe
	PCDH15
	Parents
III:1=het III:2=het
Sibling IV:3=het
Affected
IV:1=hom
IV:2=hom

	7. 
	HLMN3
	IV:2, IV:5
	39, 73
	Mild; Severe
	MYO3A
	Parents
III:3=het
III:4=het
Sibling IV:3=het
Affected
IV:2=hom
IV:5=hom

	8. 
	HLMN4
	IV:8 (no audiograms for IV:5, IV:9)
	73
	Severe
	TECTA
	Parent
III:11=het
Relative
IV:2=wt
Affected
IV:9=hom
Affected Cousin
IV:8=hom
Affected cousin
IV:5=wt
(See Fig. 1)

	9. 
	HLMN5
	IV:7, IV:3, IV:4
(no audiogram for IV:8)
	53, 55, 80  
	Moderate to severe
	ILDR1
	Parents III:1=het III:2=het
Sibling
IV:5=het
Affected
IV:3=hom IV:4=hom
IV:7=het
IV:8=hom
(See Fig. 1)

	10. 
	HLMN6
	IV:3, IV:1
	64, 85
	Moderate, severe
	MYO15A
	Parents
III:1=het
III:2=het
Affected
IV:1=hom
IV:3=hom

	11. 
	HLMN7
	IV:2
(no audiogram for IV:1)
	58
	Moderate
	CDH23
	Parents
III:11=het
III:12=het
Affected
IV:1=hom
IV:2=hom

	12. 
	HLMR1
	V:5, IV:2, V:9, V:15
	83, 83, 91, 99
	Severe, Profound
	SLC26A4
	3 sets of Parents 
IV:4=wt
IV:5=het
IV:6=het
IV:8=het
Relatives
V:6=wt
V:7=wt
V:8=het
V:14=het
Affected
V:9=hom
V:15=hom
Affected Relatives
IV:2=wt
V:5=het
(See Fig. 1)

	13. 
	HLMR4
	VI:2, V:5, V:2
	76, 89, 96
	Severe; Profound
	MARVELD2
	Parents
IV:2=het
IV:3=het
V:7=het
V:8=het
Relatives
V:6=wt
VI:1=wt
Affected
V:2=hom
VI:2=hom
Affected
V:5=wt (but hom for MYO7A variant, See Fig. 1)

	14. 
	HLMR5
	IV:7, IV:6
(no audiograms for II:8 and IV:1)
	59, 69
	Moderate
	SLC26A4
	Parent
III:4=het
Affected Relative II:8=wt (but hom for MSRB3 variant)
Affected
IV:6=hom
IV:7=hom
Affected cousin
IV:1=hom
(See Fig. 1)

	15. 
	HLMR6
	V:1, V:3
(no audiogram for V:2)
	64, 75
	Moderate to severe
	ESPN
	Parents
IV:1=het
IV:2=het
Sibling
V:4=het
Affected 
V:1=hom
V:2=hom
V:3=hom

	16. 
	HLMR7
	V:2, V:3
(no audiogram for V:4)
	59,61
	Moderate
	MYO7A
	Mother=het
Sibling
V:1=het
Affected
V:2=hom
V:3=hom
V:4=hom

	17. 
	HLMR8
	IV:9, IV:8
(no audiogram for IV:5, IV:7, IV:10))
	84, 89
	Severe
	CDH23
	Parents
III:1=het
III:2=het
Siblings
IV:4=het
IV:6=wt
Affected
IV:5=hom
IV:7=hom
IV:8=hom
IV:9=hom
IV:10=hom

	18. 
	HLMR9
	V:9, V:7, V:13, VI:1, VI:2, V:12, V:5
	65, 74, 74, 74, 74, 80, 81
	Moderate to severe
	ESPN
	Two sets of parents
V:6=het
V:8=het
V:10=het
V:11=het
Affected relatives
V:5=hom
V:12=hom
V:7=hom
V:9=hom
V:13=hom
Affected
VI:1=hom
VI:2=hom
VI:7=hom

	19. 
	HLMR10
	IV:1, IV:10
(no audiogram for IV:2)
	69, 78
	Moderate to severe
	SLC26A4
	Parents III:1=het
III:2=het
Affected
IV:1=hom
IV:2=hom
IV:10=hom

	20. 
	HLMR11
	VI:1, V1:2, VI:8, VI:9
	65, 75, 82, 83
	Moderate to severe
	CDH23
	Two sets of Parents
V:1=het
V:2=het
V:3=het
V:4=het
Relatives
VI:3=wt
VI:10=wt
Affected
VI:1=hom
VI:2=hom
VI:8=hom
VI:9=hom

	21. 
	HLMR12
	VI:7, VI:9, VI:12, VI:8 
(no audiogram for VI:1)
	63, 64, 66, 68 (85)
	Moderate to severe
	HGF
	3 sets of Parents V:1=het
V:2=het
V:3=het
V:4=het
V:5=het V:6=het
Relative VI:10=wt  VI:4=het VI:13 =het 
Affected 
VI:1=hom VI:7=hom
VI:8=hom VI:9=hom VI:12=hom

	22. 
	HLMR13
	IV:3, IV:4, IV:1
(No audiogram for IV:5)
	79(PTA0.25-2kHz), 84, 88
	Severe
	SLC26A4
	Father=het** c.1172G>A
[bookmark: _Hlk213325021]Mother=het c.2145G>T
Sibling
IV:2=wt
Affected
IV:1=het/het
IV:3=het/het
IV:4=het/het
IV:5=het/het

	23. 
	HLAI-03
	IV:4, IV:2, IV:3
(no audiogram for IV:5)
	69, 94, 96
	Moderate to severe, Progressive reported
	PCDH15
	Parents
III:1=het III:2=het Siblings
IV:1=wt IV:7=wt IV:8=wt
IV:6=het
Affected IV:2=hom
IV:3=hom
IV:4=hom IV:5=hom

	24. 
	HLAI-18 
	IV:2
	74
	Severe; Progressive reported
	CDH23
	Parent
III:1=het
Affected
IV:2=hom
IV:3=wt
IV:6=wt
IV:7=wt
(See Fig. 1)

	25. 
	HLAI-27
	V:4
	Audiogram not available
	Reported to be moderate to severe
	MYO15A
	V:4=hom
(Others have TMC1 variants. See Fig. 1)

	26. 
	HLHI03
	V:18, V:11, V:17, V:8, V:19
	53, 63, 73, 73, 79 (99)
	Moderate to severe
	SLC26A4
	Parents
IV:2=het
IV:5=het
Affected 
V:8=hom
V:11=hom
Affected Cousins
V:17=hom
V:18=hom
V:19=hom

	27. 
	HLHI04
	IV:8, IV:5, IV:1
(no audiograms for IV:2)
	76, 80, 89
	Severe
	TMPRSS3
	Parents
III:1=het
III:2=het
Affected
IV:5=hom
IV:8=hom
Affected Cousins
IV:1=hom
IV:2=hom

	28. 
	HLHI05
	IV:1, IV:2
	Audiograms not available
	Reported moderate to severe
	ESRRB
	Parents
III:6=het
III:7=het
Sibling
IV:3=het
Affected
IV:1=hom
IV:2=hom

	29. 
	HLHI07
	IV:11, IV:13
	65 (76), 81
	Moderate to severe
	SLC26A4
	Parents
III:1=het
III:2=het
Siblings
IV:12=het
Affected
IV:11=hom
IV:13=hom

	30. 
	HLHI08
	II:4, II:3
	63, 70
	Moderate to severe
	MYO15A

	Parent
I:1=het 
Affected II:3=hom
II:4=hom

	31. 
	HLHI09
	V:5, V:8
	75, 80
	Severe
	EPS8

	Parents IV:1=het
IV:2=het
Affected V:5=hom
V:8=hom

	32. 
	HLHI10
	IV:7, IV:9, IV:10
	Audiograms not available
	Reported to be moderate to severe
	POU3F4

	Father 
III:9=wt
Mother III:10=het
Affected
IV:7=hem IV:9=hem
IV:10=hem

	33. 
	HLHI11
	IV:1
(no audiograms for IV:2)
	79
	Severe
	SLC26A4

	Parents III:1=het III:2=het
Affected
IV:1=hom IV:2=hom

	34. 
	HLHI12
	IV:1, IV:4, IV:5
	Audiograms not available
	Reported to be moderate to severe
	CDH23

	Parents III:1=het
III:2=het
Affected IV:1=hom IV:4=hom
IV:5=hom

	35. 
	HLZM01
	V:4, IV:4, IV:3
(no audiograms for V:1 and V:8)
	53, 86, 94
	Moderate to severe
	GJB2
	3 sets of Parents
III:1=het
III:2=het
III:3=het
III:4=het
III:5=het
III:6=het 
Relatives
IV:1=het
IV:2=het
V:2=het
V:3=het
V:5=het
V:6=het Affected IV:3=hom
IV:4=hom V:1=hom V:4=hom V:8=hom

	36. 
	HLZM02
	III:3
(no audiograms for III:4)
	60
	Moderate
	GIPC3

	Parents II:1=het
II:2=het 
Siblings
III:1=wt III:2=het Affected
III:3=hom
III:4=hom

	37. 
	HLZM04
	IV:2, IV:1
	44, 48
	Moderate
	GJB2

	Parent
III:5=het
Affected
IV:1=hom
IV:2=hom

	38. 
	HLZM06
	IV:3, IV:7, IV:6, IV:1
	66 (82), 74, 79, 90
	Moderate to severe
	TPRN
	Parents III:1=het
III:2=het
Siblings 
IV:4=het
IV:5=wt
Affected
IV:1=hom IV:3=hom IV:6=hom IV:7=hom

	39. 
	HLZM07
	IV:5, V:1, III:5, IV:4 (no audiograms for V:2)
	88, 90, 95, 103
	Severe; Profound
	SLC26A4

	Parents
III:3=het
III:4=het
Affected
IV:4=hom
IV:5=hom
Affected Parent III:5=hom
Affected
V:1=hom
V:2=hom

	40. 
	HLAM03
	V:1, V:3, IV:5 (no audiogram for IV:7)
	76, 80, 85
	Severe
	GIPC3
	2 sets of Parents
III:4=het
III:5=het
III:6=het
Relative
V:2=wt
Affected IV:5=hom
IV:7=hom
V:1=hom
V:3=hom

	41. 
	HLNK1
	IV:2
(no audiogram for IV:1)
	73
	Severe
	SLC26A4
	Parents
III:6=het
III:7=het
Sibs
IV:2=hom
IV:3=het
Relative
IV:1=hom

	42. I
	HLNK2
	IV:5, VI:5 
	Audiograms not available
	Reported to be moderate to severe
	GJB2
	Parents
V:1=het
V:2=het
Affected
VI:5=hom
Relative
IV:5=hom
IV:3=het

	43. 
	IHT02
	IV:3, IV:5, IV:4
	85, 90, 94
	Severe
	MYO6
	Parents III:2=het III:3= het
Affected IV:3=hom
IV:4=hom IV:5= hom

	44. 
	HLSHI01
	II:1, II:2
	Audiograms not available
	Reported to be severe
	MYO15A
	Affected
II:1=hom
II:2=hom
(no other samples)

	45. 
	HLMS1819
	II:1, II:2
	Audiograms not available
	Reported to be moderate to severe
	SLC26A4
	Affected
II:1=hom
II:2=hom
(no other samples)

	46. 
	HLMS2022
	II:1, II:2
	Audiograms not available
	Reported to be severe
	SLC26A4
	Affected
II:1=het/het*
II:2=het/het
(no other samples)

	47. 
	HLGM07
	V:7, V:5, V:3
(no audiograms for V:4, V:6)
	79, 84, 90 (106)
	Severe
	GRXCR1
	Parents
IV:5=het
IV:6=het
Affected
V:4=hom
V:5=hom
V:6=hom
V:7=hom
Affected cousin
V:3=het
(See Fig.1)

	48. 
	HLGM09
	V:1, VI:6
(no audiograms for IV:5, V:9)
	71, 88
	Severe
	SLC26A4
	Parents IV:7=het IV:8=het
Affected
IV:5=hom  V:1=hom V:6=hom V:9=hom

	49. 
	HLGM11
	IV:3, IV:6, IV:2
	84, 85, 85
	Severe
	OTOF
	Parents
III:3=het
III:4=het
Siblings
IV:4=wt
IV:5=het
Affected
IV:2=hom
IV:3=hom
IV:6=hom

	50. 
	HLGM20
	IV:5, IV:6, IV:3, IV:2
	61, 61, 63, 66
	Moderate
	OTOF
	Parents
III:1=het
III:2=het
Siblings
IV:1=het
IV:4=wt
Affected
IV:2=hom
IV:3=hom
IV:5=hom
IV:6=hom

	51. 
	HLGM23
	IV:2, IV:3, IV:1, IV:4
	76, 78, 80 (98), 81 (105)
	Severe
	SLC26A4
	2 sets of Parents
III:6=het
III:7=het
III:8=het
III:9= het
Affected
IV:1=hom
IV:2=hom
IV:3=hom
IV:4=hom

	52. 
	HLGM26
	V:7, V:10, IV:10
(no audiograms for V:1, V:2 V:6) 
	45 (61), 84, 99
	Moderate to severe; Profound
	LHFPL5
	Two sets of Parents
IV:2=het
IV:8=het
Siblings
V:3=het
V:11=wt
Relative
V:5=het
Affected relative
IV:10=hom
V:6=het
V:7=hom
Affected
V:1=hom
V:2=hom
V:10=wt
(See Fig. 1)

	53. 
	HLGM27
	IV:1, IV:4, IV:5
	Play audiometry
	Moderate to severe

	SLC26A4
	Parents III:1=het
III:2=het
Siblings 
IV:2=het IV:3= het
Affected
IV:1=hom
IV:4=hom IV:5=hom

	54. 
	HLRB13
	IV:4, IV:3
	69, 83
	Moderate to Severe
	SLC26A4
	Parents
III:1=het
III:2=het
Affected
IV:3=hom IV:4=hom



PTA0.5-4kHz values given in parenthesis represent the threshold for the ear showing the worse hearing loss for those having asymmetric losses. 



[bookmark: _Hlk199933649]
Supplementary Table S2 Predicted pathogenicity of CDH23 and SLC26A4 variants by AlphaMissense1


	Family ID
	Variants
	Pathogenicity
	Class

	                                              CDH23

	HLMR11
	p.(Pro458Leu)
	0.966
	likely pathogenic

	HLMN7
	p.(Asn1523Ile)
	0.634
	likely pathogenic

	HLMR8
	p.(Arg1577Pro)
	0.960
	likely pathogenic

	
	p.(Arg457Trp)#1
	0.315
	likely benign

	                                            SLC26A4

	HLMR5
	[bookmark: _Hlk199929202]p.(Ala98Asp)
	0.948
	likely pathogenic

	HLGM23
	p.(Gln101Pro)
	0.933
	likely pathogenic


#1Substitution p.(Arg457Tyr) was used as a destabilizing substitution of protein structure in a flexible region of CDH23 predicted by DUET and DynaMut (Table S3). 


Supplementary Table S3 Human CDH23 substitution variants of proline conserved in XPXF/L motif sequence within EC domains associated with a hearing disorder 

	Domain
	Amino acid substitution

	EC3
	p.(Pro346Arg)2

	
	p.(Pro346Leu)3

	
	p.(Pro346Ser)3

	EC4
	p.(Pro458Leu) (This study)

	EC5
	p.(Pro559Ser)3

	EC6
	p.(Pro669Ser)4

	EC7
	p.(Pro776The)5

	EC8
	p.(Pro888Leu)6

	EC9
	p.(Pro993Arg)5

	EC11
	p.(Pro1206Arg)7

	EC13
	p.(Pro1416Ser)8

	EC17
	p.(Pro1849Ala)9

	EC18
	p.(Pro1957His)5

	EC20
	p.(Pro2172Ser)10,11

	EC22
	p.(Pro2400Ser)12,13

	EC25
	p.(Pro2720His)14

	EC26
	p.(Pro2844Thr)15

	
	p.(Pro2844Leu)13

	 
	p.(Pro2844Ser)13

























CDH23 is encoded by CDH23 transcript variant 1 (NCBI reference sequence: NM_022124.5).






Supplementary Table S4 Predictions of protein structure stability changes by novel homozygous missense variants of CDH23 and SLC26A4 

	Templates
	Variants
	ΔΔG (kcal/mol) #4

	
	
	DynaMut
	DUET

	CDH23 isoform 1 (NCBI reference sequence: NP_071407) 

	Linker-EC4-linker-EC5-linker 
(I-TASSER predicted structure, amino acids from 378 to 565, Supplementary Fig. 2b)
	Pro458Leu#2

	-1.094
(destabilizing)
	-0.719
(destabilizing)

	
	Arg457Trp#3
(Control)
	-0.471
(destabilizing)
	-0.027
(destabilizing)

	Linker-EC14-linker-EC15-linker
(I-TASSER predicted structure, amino acids from 1415 to 1637, Supplementary Fig. 2c)
	Asn1523Ile

	-0.222
(destabilizing)
	0.764
(stabilizing)

	
	Arg1577Pro#2

	0.038
(stabilizing)
	-0.586
(destabilizing)

	SLC26A4 (NCBI reference sequence: NP_000432.1)

	Human SLC26A4 apo form
(AlphaFold: AF-O43511-F1-v4)
	Ala98Asp

	-1.149
(destabilizing)
	-2.689
(destabilizing)

	
	Gln101Pro

	-0.529
(destabilizing)
	-0.585
(destabilizing)

	Wild boar SLC26A4 apo form#1
(PDB: 8UUK)
	Gly98Asp

	-0.481
(destabilizing)
	-2.302
(destabilizing)

	
	Gln101Pro

	-0.47
(destabilizing)
	-0.201
(destabilizing)

	Wild boar SLC26A4 Cl- binding form#1
(PDB: 8SGW)
	Gly98Asp

	-0.521
(destabilizing)
	-2.542
(destabilizing)

	
	Gln101Pro

	-0.481
(destabilizing)
	-0.187
(destabilizing)


[bookmark: _Hlk194660801]#1Wild boar SLC26A4 Gly98 corresponds to human SLC26A4 Ala98 and is used to evaluate effect of Ala98Asp of human SLC26A4. #2Due to the presence of variant in the flexible linker region, stability predictions can’t be precisely determined by DUET and DynaMut. #3CDH23 p.(Arg457Tyr) is used as a control to evaluate accuracy of protein stability prediction of an amino acid located in a flexible region of CDH23. #4Positive and negative ΔΔG indicate that an amino acid substitution stabilizes and destabilizes a protein of interest, respectively.  




Supplementary Table S5 Pathogenicity predictions for novel splicing variants 

	Family ID
	Genes and NCBI reference numbers
	Splicing variant
	TraP score#1/MaxEnt (Δ%)
	TraP score#1
	Splice AI prediction#2
	varSEAK prediction#3

	HLHI09
	EPS8
NM_004447.6
	c.204+1G>A
	0.9/-127.4
	0.9
	0.99
Splice altering
	Loss of canonical donor splice site, predicted to cause skipping of exon 5, resulting in a frameshift

	HLAM03
	[bookmark: _Hlk177929534]GIPC3
NM_133261.3
	c.788-9G>A

	0.3/-82.16

	0.3

	1.00
Splice altering
	Predicted to create a new acceptor “ag” in the AG-exclusion zone between canonical splice site and the branch point. Inclusion in transcript will lead to frameshift

	IHT02
	MYO6
NM_004999.4
	c.261+7A>G

	0.3/NA
	0.3
	0.06
Benign
	Produces a new alternate “gt” donor splice site in the intron. If used, the variant will produce a frameshift

	
	COL9A1
NM_001851.4
	c.2504-5T>C

	0.2/1754
	0.2
	0.07
Benign
	Probably no effect

	HLGM11
	OTOF NM_001287489.2
	c.4362+1G>C
	0.8/-132.91
	0.8
	1.00
Splice altering
	Loss of canonical donor splice site. Predicted to cause skipping of exon 35, leading to a frameshift

	HLNK1
	SLC26A4 NM_000441.1
	c.1544+1G>A

	0.83/-124.28
	0.83
	0.98
Splice altering
	Loss of canonical donor splice site. Predicted to cause skipping of exon, leading to a frameshift

	HLSNA1
	TECTA
NM_005422.2
	c.4248C>T
	0.7/267.2
	0.7
	0.98
Splice altering
	Generates a 3ˊ new donor splice site in the middle of exon 13. Usage of this site is predicted to lead to an in-frame deletion of 57 nucleotides or 18 amino acids from the protein 



#1High TraP scores indicate greater probability of being deleterious. #2SpliceAI scores range from 0 (predicted benign) to 1 (predicted splice-altering), indicating the likelihood of a variant affecting splicing. #3Exon skipping or use of cryptic alternate splice-sites was predicted using varSEAK (JSI medical systems, https://varseak.bio).





Supplementary Table S6 Primers used for Sanger sequencing
	Primers
	Sequences (5´ to 3´)

	PCR product sizes (bp)
	Target Family ID

	BSND-1F
	TGAAGCCTTGAGTTGCAGCG
	538
	HLHT01/02

	BSND-1R
	TCCAGATCCAGGGGCCTTCT
	
	

	CDH23ex13F
	GTAGCACAGAGCTGGGATGG
	579
	HLMR11

	CDH23ex13R
	TCACTGAGTCTCTCTCGGGG
	
	

	CDH23ex15F
	CCCACCTCGTGTGATCCT
	489
	HLHI12

	CDH23ex15R
	AGATAAATGGCAGGAGTGCAG
	
	

	[bookmark: _Hlk175833070]CDH23-E37-F
	GACTCCATATTCCCAATCCTGCCC
	470
	HLMN7

	CDH23-E37-R
	AAAAGCAAGCTCCCGGGGTAAAC
	
	

	CDH23-38-F
	TGACTGCTCTCCTGCTCTCC
	332
	HLMR8

	CDH23-38-R
	CCCATCTTGTTCCCCTCACT
	
	

	CDH23-55F
	GTGGGTATGTGGCCTTCCTT

	428
	HLAI-18

	CDH23-55R
	GTGGGGTGCTTCCACTCTTC
	
	

	EPS8OF
	ACTGCGAATAATGAGTGTTTTCAGATACAC
	368
	HLHI09

	EPS8OR
	AAAAAATCTAAACAAAAAGGTCAATGCAAC
	
	

	*ESPNex8F
	CGGTCACTGTCTTCCCGCAGCT
	2916
	HLMR9

	*ESPNex8R
	CCCTCTGCAGCCCCTTTCCTAAGC
	
	

	ESPNex8_Fin
	CACGGGGGACTACTACCG
	495
	

	ESPNex8_Rin
	GCCGGAAGACCATGTAGAAG
	
	

	ESPN_ex10F
	CACAGTGTTCTCAGGCATCG
	444
	HLMR6

	ESPN_ex10R
	GATGGGCTGTGCATCCAG
	
	

	ESRRBex4F
	TAATGCCAGAAACTTGCTCC
	720
	HLHI05

	ESRRBex4R
	CACAGAAGTACCGCTCCAAC
	
	

	GIPC3ex2F
	TCCCATGGGCTGGGATCCTG
	388
	HLZM02

	GIPCex2R
	CCGCCTCCAATCCGCAGAAC
	
	

	GIPC3e6F
	AAAGCTACATGGGCATTCGG
	544
	HLAM03

	GIPC3e6R
	ATTCTCAATGCTGGGCTTGG

	
	

	GJB2-FM
	GCTTACCCAGACTCAGAGAAG
	845
	HLNK2

	GJB2-RM
	TGAGCACGGGTTGCCTCATC

	
	

	[bookmark: _Hlk218756841]GJB2Ex2seqF18
	TCTTCACCTGTTTTGGTGAGGTTGTG
	921
	HLZM01, HLZM04 and affected individuals from all other families

	GJB2Ex2seqR18
	CTTGACAGCTGAGCACGGGTTG
	
	

	GRXCR1F
	CATCCCATGTGAGATGTGATCAAC
	512
	HLGM07

	GRXCR1R
	AGGTAATGGCCATCAATGAACAC
	
	

	HGF-F
	 GATGTTTATGGCCGAGAGGA
	586 
	[bookmark: _Hlk218756908]HLMR12 and affected individuals from all other families

	HGF-R
	 ACAAGCATGTGCCAGTCAG
	
	

	ILDR1-F
	TGGGATCTGAGGGAGGGGAG
	512
	HLMN5

	ILDR1-R
	CGCCTCTCCACACTCCCTTT
	
	

	LHFPL5F

	CACAAAGCTACGGACTTGCA

	404
	HLGM26

	LHFPL5R

	TGAAGCAGATGATGGAGCCA

	
	

	MARVELD2F
	CCACCCCACCTGATCTTCT

	532
	HLMR4

	MARVELD2R
	TCTCGCTCATCATCTGTCTGA

	
	

	MYO3A-F
	TGAAAGTTGGTATCACTGCAGC
	550
	HLMN3

	MYO3A-R
	TGAGAGGCATTTCAACAGGTGA
	
	

	MYO6OF
	ACACATGTAAACTGAATCGCTTTTAAATC
	426
	IHT02

	MYO6OR
	TTAGAAAAAAATCTTTGTCCTCACTAACCT
	
	

	COL9A1OF
	TTTTATTCAATTCAGGCTGTGTACTTGC
	411
	

	COL9A1OR
	TGAATGTTTTATCAAGAATGCATGTTCA
	
	

	MYO7A_F
	CCAGGGACCAGGTCTGACTA
	378
	HLMR7

	MYO7A_R
	GCCTGGGAGGGACATCAT
	
	

	MYO15A-E2-F
	TGTCCCTCATCCGCAAGTTCCGCC
	453
	HLMN6

	MYO15A-E2-R
	GCTTCTCGGGGTCCATGCCAGCC
	
	

	MYO15Ex2DF
	AGCTGGTGGGCCTTCGTGGAG
	511
	HLSHI01

	MYO15Ex2DR
	CTTGCGGCTTCACAGCCCGAGT
	
	

	MYO15Aex4F
	TCCAAGGTCTCCTAGCTGGT
	390
	HLHI08

	MYO15Aex4R
	TCTGGCATCCACCATTCTAA
	
	

	MYO15A-E45_F
	CTGGCCATCTCATCCATTTC
	491
	HLAI-27

	MYO15A-E45_R
	TGCTGGTCACCTGTATGCAC
	
	

	OTOA-E8-F
	AGCTCTCAAACTGACCCTGGCTT
	521
	HLHKA01

	OTOA-E8-R
	TGTCAGGAGTTCGAAACCAGCCT
	
	

	OTOF_ex24F
	GCAGTTATCTGCAGGGCTTC
	483
	HLGM20

	OTOF_ex24R
	CAAACAGCGCAAGGAGTTC
	
	

	OTOF-E26-F
	ATGTCTAGTCCTGAGCCGGGCAT
	401
	HLHKA03

	OTOF-E26-R
	CTCAGCCCCTCTTCCCTGCAGTC
	
	

	OTOF_ex35F
	CAGGGCCTTCACCCTTTAAC
	342
	HLGM11

	OTOF_ex35R
	GCAGGACAAAAGCCAGAGAC
	
	

	PCDH15ex18F

	TGGCACACAAACCCTAATAGC
	500
	HLAI-03

	PCDH15ex18R

	TCCTCCTTAGAGGGCCAAAT
	
	

	PCDH15-F21
	CTGAGGTGCCAGTCTGAAATGA
	440
	HLMN2

	PCDH15-R21
	ATGCTCTGTACCTGTGGATGAAAT
	
	

	POU3F4-F
	GACGCCAACCTCTGATGAGT
	495
	HLHI10

	POU3F4-R
	ACGGTGTGCGAATAAACCTC
	
	

	SLC26A4E3F
	ACTTCAGGGTTATTATTTTCCAGG
	393
	HLGM09, HLZM07, HLMR5, 
HLGM23

	SLC26A4E3R
	ACAGGCCTTGAAGGGTAAGC
	
	

	SLC26A4E5F
	GTCCGGCTCAGCTTCTTTC
	440
	HLMR10

	SLC26A4E5R
	GGTTCCAGGAAATTACTTTGTTTTG
	
	

	SLC26A4E6F
	GAGGAAGGGGAGTGATAGGG
	502
	HLMN1, HLMS2022


	SLC26A4E6R
	TCACGTCTCAAACTCCTGGG
	
	

	SLC26A4E10F
	ATTAAATTGGACCACCACGC
	381
	HLMR13

	SLC26A4E10R
	GGAATAGGCCTGAGGTGAATC
	
	

	SLC26A4E11-12F
	 TTCTCGACAGTATTGAGCAGAAG
	600
	HLGM27, HLMR1, HLHI07, HLHI11

	SLC26A4E11-12R
	TTTATCCCCACAATTCTAATTTCTC
	
	

	SLC26A4E13F
	AATGTAATTTGTTTGTGGATCATTG
	461
	HLNK1

	SLC26A4E13R
	GGGATGCTTCTTAGCTTTTCTG 
	
	

	SLC26A4E15F
	AGTGCTGCTACCCAGCTCC
	316
	HLHI03

	SLC26A4E15R
	GGGTCTAGGGCCTATTCCTG
	
	

	SLC26A4E17F
	TGCTTACCAAGGAACAGTGTG
	435
	HLMS1819

	SLC26A4E17R
	ACAAAGCCCATGTATTTGCC
	
	

	SLC26A4E19F
	TAGGGTGTGCCCTGTAGTCC
	651
	HLMR13, HLMS2022


	SLC26A4E19R
	TCCAAGATTCAATATTCTTAAAAGGC
	
	

	TECTAF
	GTAATGAAGAAAGGCGGCAG
	509
	HLSNA1

	TECTAR
	CCTGAACAGTGTGCTTAGCC
	
	

	TECTA-F1
	CATGCAGTCCAGGGGTCACT
	565
	HLMN4

	TECTA-R1
	ACGTCAACAGTGCCGAGCTT
	
	

	TMPRSS3Ex7F
	TCTATATTCAAAGAGGGGGAAATAGA
	301
	HLHI04

	TMPRSS3Ex7R
	GTACACAGAGTTCCCGCCTG
	
	

	TPRNEX1BF
	ACCCGTTCATGCTGCTGGAG
	502
	HLZM06

	TPRNEX1BR
	GAGTGCCCGTTGGAGAGCAG
	
	


Primers specific to GJB2 and HGF regions were used for amplification and Sanger sequencing for screening affected members of the participating families. All others were used to confirm variants after exome sequencing for the families indicated. *These primers were used to PCR-amplify a specific product containing ESPN exon 8 in a ~2.9kb fragment, to avoid the ESPNP pseudogene sequence. Then, inner primers were used on the product from a first amplification for a nested PCR, yielding a 495bp product. The amplicon was verified by Sanger sequencing.
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