Supplementary Table 1. Primers used for confirmatory and functional studies

Region of Interest

Primer Name

Primer Sequence 5°- 3

Product Size

Hu COL4A6 Ex21 F

TTCCATTGCTTCCTCAGGGTCA

primers

COL4A6-RT-gPCR R

GCCTGGATAACGAAATGGGTTTACT

EeLdatiExansial Hu COL4A6 Ex21 R GCAAGCCTTCAGATTCCCTCTATGG EEEp
osonoc
o iuomcass scomamccouuC
o oescson: BT
i
COLAAspecific WisH primers |—2 3 E SRR E TSN e e 858 bp
COL4A6-specific RT-gPCR COL4AG-RT-GPCR F GTTGGTCCACAAGGAGTCAGG —

Transcripts used: COL4A6: NM_033641.4, DYM: NM_001353214.3.

Abbreviations: WISH, whole mount in situ hybridization




Supplementary Table 2. Current and previousl!

reported COL4AG6 variants

Database/ Family 1 Family 2 Rost et al., O’Brien et al., O’Brien et al., Feng et al,
tool Proband Proband 2014 2022 2022 2024
Positi g. position g.107431854C>T | g.108187848C>T g.108187279C>T | g.108195081C>A g.108171395C>G 0.107431878C>T
(é’;'c'ﬁ,of‘?) c. position C.1480G>A c.1767G>A C.1768G>A C.948+1G>T ¢.3320G>C c.1456G>A
NM 0012877582 |P: position p.(Gly494Arg) p.(Pro589=) p.(Gly590Ser) p.(Pro303GInfs*11) | p.(Glyl107Ala) p.(Gly486Ser)
- ' Exon 21 22 23 15 34 21
g:{ggscei dbSNP rs1341885508 rs781038243 rs779748859 rs1235090929 1s769241359 rs769966341
Female: Female: Female:
gnomAD v4.1 Female: Female: Female: 0.0002338
Population 0'009002473 0'00902570 0.00003857 0.000008689 Male: 0'009002493
frequency 0 60“096007758 0 gloedozges Male: O Male: 0 0.0001367 0. 356005345
databases y ’ y . Overall MAF: Overall MAF: Overall MAF: y ]
Overall MAF: Overall MAF: 0.00002684 0.000005638 0.0001985 Overall MAF:
0.000004182 0.00002695 ) ' ' 0.000003400
- CADD Phred | 23.4 No result 31 No result 23.2 23.3
Pathogenicity Mutation
prediction tools Taster Benign No result Benign No result Benign Benign
Total 0.0% -11.1% -17.2% -100.0% 0.0% 22.4
Splicing MaxEntScan 0.0% -16.7% -27.8% -100.0% 0.0% Benign
Predictions NNSPLICE 0.0% -3.3% -19.1% -100.0% 0.0% 0.0%
SSF 0.0% -13.3% -4.9% -100.0% 0.0% 0.0%

Note: a possible discrepancy in the c. and p. position of previously published variants is due to different transcripts that were used for reporting. All
variants were annotated using the transcript NM_001287758.2 that is also used in the Deafness Variation Database v9.



http://www.ncbi.nlm.nih.gov/snp/rs769241359

AAALAC

List of abbreviations

Association for Assessment and Accreditation of Laboratory Animal Care

ACMG/AMP American College of Medical Genetics and Genomics/Assaciation for
Molecular Pathology

CADD
dpf
HGMD
HL

hpf
IACUC
PTA
gRT-PCR
WISH

Combined Annotation Dependent Depletion
day post-fertilization

Human Gene Mutation Database

Hearing loss

Hours post fertilization

Institutional Animal Care Committee

Pure tone average

Quantitative real time PCR

Whole-mount in situ hybridization
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