Splicing outcomes of 5' splice site GT>GC variants that generate wild-type transcripts differ significantly between full-length and minigene splicing assays.
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Supplementary Table S1. Additional information about the 20 +2T>C variants analyzed in this study

Gene mRNA reference Variant Chromosome hg38 HGVS nomenclature
Coordinate Reference sequence

CD3E NM 000733.3 IVS7+2T>C 11 118313876 T ¢.520+2T>C
CD40LG NM_000074.2 IVS3+2T>C X 136654432 T ¢.346+2T>C
DBI NM 001079862.2 IVS2+2T>C 2 119368307 T c.127+2T>C

DMD NM_004006.2 IVS54+2T>C X 31657988 A ¢.8027+2T>C
DNAJCI19 NM 145261.3 IVS5+2T>C 3 180985924 A ¢.280+2T>C
FOLR3 NM_000804.3 IVS4+2T>C 11 72139484 T €.493+2T>C
HBB NM_000518.5 IVS2+2T>C 11 5226575 A c.315+2T>C
IFNL2 NM 172138.1 IVS5+2T>C 19 39269823 T ¢.504+2T>C
IL10 NM_000572.3 IVS3+2T>C 1 206770905 A c.378+2T>C
MGP NM_000900.4 IVS2+2T>C 12 14884211 A c.94+2T>C
PLPI NM_000533.4 IVS5+2T>C X 103788512 T €.696+2T>C
PSMC5 NM_001199163.1 IVS6+2T>C 17 63830503 T €.528+2T>C
IVS8+2T>C 17 63831228 T c.846+2T>C

IVS10+2T>C 17 63831618 T c.1056+2T>C

RPLI11 NM_000975.5 IVS2+2T>C 1 23692761 T c.157+2T>C
IVS3+2T>C 1 23693915 T ¢.264+2T>C

RPS27 NM 001030.4 IVS2+2T>C 1 153991225 T c.115+2T>C
IVS3+2T>C 1 153991678 T ¢.226+2T>C

SELENOS NM _203472.2 IVS5+2T>C 15 101274418 A c.484+2T>C
SPINK1 NM _003122.3 IVS3+2T>C 5 147828020 A ¢.194+2T>C




Supplementary Table S2. Wild-type genomic sequences inserted into the pET01 and pSPL3 exon trapping vectors

Gene

Variant

Corresponding wild-type genomic sequences cloned into both pET01 and pSPL3 vector®

Size
(bp)

CD3E

IVS7+2T>C

gggatgaggaaacagagggtttgtgagttgaaaacacatttcacgettctcacagetagtgagtaataaagetgggactcaaacccagggetgtttgactccagtge
ctctacccacggcecaccactctttgettgtcaatgttgttctaaacatattgaaggggggoctctgaccgtggcaagegtgtgagtagtaaggggagaatggecttcat
gcactcectectcacctecagegecttgtgttttecttgettagtgatttceectetccccaccecacceeccacag T GTGTGAGAACTGCATGGAG
ATGGATGTGATGTCGGTGGCCACAATTGTCATAGTGGACATCTGCATCACTGGGGGCTTGCTGCTG
CTGGTTTACTACTGGAGCAAGAATAGAAAGGCCAAGGCCAAGCCTGTGACACGAGGAGCGGGTGC
TGGCGGCAGGCAAAGGGgtaaggctgtggagtccagtcagaggagattcctgecaagggggacgaccagectgggecagggteggtggcaag
tccacagctaggtcagaacagcttctctagagcttctatgcacagcettctattactgtgatgacaagatctcaacagacggtttcaaatctcacatcactcccctecttee
catcctagaaaagtgcaaaaaagtttatgaaagtgatgggcttcctcacatacctgtcaatgectgeagtcatccgattccgeccctaagetgtgggaagagagact

754

CD40LG

IVS3+2T>C

gaggtcataggaagggtcaggatcacagectctggtctggagagageactggaatggagataataaggcctggattttacttccagattctcccetgggettictggg
ttgttggctcatctgtcagatccatggactcccaattggeatgatggaattaatgacaggatctgagtctatatgataatcctcaccagaaacagacaacagagtaatga
cagatgcaaaacgaatgataattttaaaaccccacagcagagcccctgtcaaaatgacctcttgcaatgettcttattttagGATATAATGTTAAACAA
AGAGGAGACGAAGAAAGAAAACAGCTTTGAAATGCAAAAAGgtaggtttgctatttgctaatttctatgaatgectaaaaact
aaaaggaagctttaggctgatcatattgaacaacccagtgttgttgcatcagggaacttttagccctggaaataaaacaggaacacaattgtcaaattgacaccttetct
ggtcectgtgatttggaaagactttgtacatatatatttatgaaaaaaggatgtgttcctttaatgeccgatgataccaaatctgaagaaatcccattatgttcaataccttaat
agaagcaaccatacagcctga

645

DBI

IVS2+2T>C

tgecctcttcactgetgtatttccagacctgatgectgegtttgtgagagetctggatatatggttttcgattgaatgagtgaactggaggggctteeccttettgtgttgct
gaatctttctagctgeectgttggggcagggaggggocagacacactticaggggetgeattgeccgaagggtgccacctttcccaccteteccatceccgtaactggg
ctgtcatcaggccacagtaggattcttaccctctcccacccagaggaggecctcaatcctctecteteccttecatttagGCTGAGTTTGAGAAAGCT
GCAGAGGAGGTTAGGCACCTTAAGACCAAGCCATCGGATGAGGAGATGCTGTTCATCTATGGCCAC
TACAAACAAGCAACTGTGGGCGACATAAATACAGgtatgcagagcgggggttggaagggcatctgetcatcaaageaggeteag
cagctcagactggaagtccctgggaacttcactctcaaactgectgaggecctactettcaggtggggtatggtgatggttcctgaggtggaaaagaccatgttecg
gattctcagtgtctccagtagtaacagaattcaaatcctggttttagaaggtctttactggttatcaccagecagcetactctctactagggaagaagcaaaggetgeagett
ggaaaagacttgc

698

DMD

IVS54+2T>C

tgtgataaaaacaattaagcccactttattgccaattaattgctactaagttgaaatacttgatactggttattgectcaagatgetgceatttgaaaagtttgtcctgaaaggtg
ggttaccttatactgtcatgattgactaaatcatatggtaggttaaaagcaatctaatatatgtattctgacctgaggattcagaagcetgtttacgaagtattttaagacactc
caactagagatttcataaaaaaaactgacattcattctctttctcataaaaatctatagCAGTTGGCCAAAGACCTCCGCCAGTGGCAGAC
AAATGTAGATGTGGCAAATGACTTGGCCCTGAAACTTCTCCGGGATTATTCTGCAGATGATACCAG
AAAAGTCCACATGATAACAGAGAATATCAATGCCTCTTGGAGAAGCATTCATAAAAGgtatgaattacattat
ttctaaaactactgttggctgtaataatgggetggtgaaactggatggaccatgaggatttgtttttccaatccagetaaactggagettgggagggttcaagacgataa
ataccaactaaactcacggacttggctcagacttctattttaaaaacgaggaacataagatctcatttgcccgetgtcacaaaagtagtgacataaccaagagattaaa
caaaaagcaaaatactgatttatagctagaagagccatttatcagtct

725




DNAJCI9

IVS5+2T>C

ctaggggacagagtgagactatctcaaaaaaaaaaaaaaacaaaactcttccttcttcattttcaaatccttaaacatgegtttcttatcaataaaaggactgttgtaatgg
gtactgcaagttcaacacatttttgagagtgccttacttttctaagtagtttcccaatttaggatacgeattgggtgotgttgaggtttctaaacagcttttcatactgttgtgtta
atttactacagtttcacagtgtctttaattggcctttatgtacagttttttgatgtgatgcagaagtaggatgaagtaaataccatttctttttttaattagCCCTACTGC
CAATAAAGGGAAAATAAGAGATGCTCATCGACGAATTATGCTTTTAAATCATCCTGACAAAGgtaagt
agtcattaaattctcgttgatgttgttggtgtgaccaatagttattaatgggataattttatctcaaattcctggetattagaaaggtaacacttaaatctgtaagtcetgtctee
taggctggagccatatatttttggtetcttaaaagaaattaagtgaaaactttacttacagaatgagcagatgtaagtgctactattactatgttttgtgggtttttctggccta
catttattataattaaaacgttaaatttcgtaaaactaaaatgtaatttttccttatccattttagataccttgaaacggagattacctag

729

FOLR3

IVS4-+2T>C

gttcccacaaacattaacctcagcagagggeggagectgecagttgetggecagggagggcettggtccaggaattcgggtectgagggtggtggacgeccetgecee
ctcccacagetctggteccecttcaagggtaaagetgetgagatacgtggetgacaggagtattetgtetectcececcactcagGTCAACCAGAGCTGGC
GCAAAGAGCGCATTCTGAACGTGCCCCTGTGCAAAGAGGACTGTGAGCGCTGGTGGGAGGACTGT

CGCACCTCCTACACCTGCAAAAGCAACTGGCACAAAGGCTGGAATTGGACCTCAGgtgaggacctgaggag

ataagatgaggagtgggagtggggctttggggttgggaggggtgcggtctggcccagaagctaagg

404

HBB

IVS2+2T>C

ttggtatcaaggttacaagacaggtttaaggagaccaatagaaactgggcatgtggagacagagaagactcttgggttictgataggcactgactctctctgectattg
gtctattttcccacccttagGCTGCTGGTGGTCTACCCTTGGACCCAGAGGTTCTTTGAGTCCTTTGGGGATCTGT
CCACTCCTGATGCTGTTATGGGCAACCCTAAGGTGAAGGCTCATGGCAAGAAAGTGCTCGGTGCCT
TTAGTGATGGCCTGGCTCACCTGGACAACCTCAAGGGCACCTTTGCCACACTGAGTGAGCTGCACT
GTGACAAGCTGCACGTGGATCCTGAGAACTTCAGGgtgagtctatgggacgcttgatgttttctttccecttcttttctatggttaagttc
atgtcataggaaggggataagtaacagggtacagtttagaatgggaaacagacgaatgattgcatcagtgtggaagtctcaggatcgttttagtticttttatttge

515

IFNL2

IVS5+2T>C

tetgageagegtecttceecttgecaaggecccggcetcacacaccgecctectctgeccacagATCCAGCCTCAGCCCACGGCAGGGCCC
AGGACCCGGGGCCGCCTCCACCATTGGCTGTACCGGCTCCAGGAGGCCCCAAAAAAGgtgagtgaceegg

gaagagagggactgaggtctggggagecactgggageccagaacccagacag

212

IL10

IVS3+2T>C

agcatgattaagggaagggagactctgcttcctgattgecagggaattgggtttgtttccttcgetttgaaaaggagaagtgggaagatgttaactcageacatccagea
gccagagggtttacaaagggcetcagteecttcggggaggctictggtgaaggaggatcgetagaaccaagetgtectettaagetagttgecageagecccteetee
cagccacctccgecaatctctcactcacctttggeteetgeecttagGGTTACCTGGGTTGCCAAGCCTTGTCTGAGATGATCCA
GTTTTACCTGGAGGAGGTGATGCCCCAAGCTGAGAACCAAGACCCAGACATCAAGGCGCATGTGA
ACTCCCTGGGGGAGAACCTGAAGACCCTCAGGCTGAGGCTACGGCGCTGTgtaagtagecagatcagttttttcecttg
cagctgcccccaaaataccatctcctacagaccagcagggacactcacatccacagacacagcaaagacacagactggcagagetagetgtaaatgaggaaaga
ctectggagtcagatctettgetcatttetetttgagecaggegttgggggtggctgctaggcatttacatgtgaaatttgcaaacagctttectgttatttgtgagteatttgt
gggttattaactactcccctctctettcataaaaggageccagagettcagtcaggect

720

MGP

IVS2+2T>C

acgtcatagcccttgggaaattttagctgaaaatggecactccctecttcaacatcagagaaactaaaatatagagatatccacagcaaggecagagetagagaaaa
acctcataaatcctaaattcctgaaatttctaataaccacactgctaaatatattcttcatgtttttagactctttcctettcttccatccetgtatttaaactatcacagtgtctaa
attgataaataataacataatgaatcatggataaatattgatataatgaatcttttttttttaatttcagAATCACATGAAAGCATGGAATCTTATG
AACTTAgtaagtgaatatttaacttctttattcaaatcccttgcattaaagaacctcttcttatttttaaataaacaagatggaaagatatataacagggagggaaaag
gggocctctittggaaaactaaagtaaatttttaaatctaatgactataaaaattgccaaaggagcaattttttaagtttgaagtagtgcaatatgggatttaagctacagg
cgacatatttagaagccataaaatctcatttggaaattttaaattggcaccacgtcaactg

604




PLPI

IVS5+2T>C

gccattcacattggectactctagttgactgetgttcacaaccccaaagceagcacatttcaataacaaacacaaggtttcaccactgttcaataccaccttctettttttgta
aacctgtagaaaagaggatcctgattgttgotagaatccaactttacagccaggataattagagatggaagaagggctctgggggaaagtctccatgtggccecgta
actccataaagcttaccctgcttgctttttgtgtcttacttagGTGTTCTCCCATGGAATGCTTTCCCTGGCAAGGTTTGTGGCTC
CAACCTTCTGTCCATCTGCAAAACAGCTGAGgtgagtgggttatttgggttattttacaagggagtagctaataccatacaaattacacce
atggccttcaattttaaggactgaaagtttccctttgetggattttgaattageccgattgecttctacaacatgttggctaagtgtgcctgagecaatgageatagaaggta
aaacacctgttttctctagagttgcatagaaagacttcctttccaacccttcccectcttaaaagagaagtttgtagetttaggtaaagatagagectaatggcaaaatcec
ccacatgaaaa

631

PSMC5

IVS6+2T>C

caggtgaggtegtggtosteatggogtcagcetcttactgtaccacttctgaaactcgecccecttcacccagGTGACACCCAATTGCCGGGTGG
CTCTAAGGAATGACAGCTACACTCTGCACAAGATCCTGCCCAACAAGGTAGACCCATTAGTGTCAC
TGATGATGGTGGAGAAAGTACCAGATTCAACTTATGAGATGATTGGTGGACTGGACAAACAGATC
AAGGAGATCAAAGAAGTGATCGAGCTGCCTGTTAAGCATCCTGAGCTCTTCGAAGCACTGGGCATT
GCTCAGCCCAAGgtgaggagcagggcttctctgagagggccaagetgtacttactcctcctgecccagecagecctactgecaggggttgggg

382

IVS8+2T>C

tgagaagcaagaggtaggggtagggggttagagagctaataagetaataagetcecctaacaccagetcggectccacacagGGGCAAGAATGGTG
AGGGAGCTGTTTGTCATGGCACGGGAACATGCTCCATCTATCATCTTCATGGACGAAATCGACTCC
ATCGGCTCCTCGCGGCTGGAGGGGGGTTCTGGAGGGGACAGTGAAGTGCAGCGCACGATGCTGGA
GTTGCTCAACCAGCTCGACGGCTTTGAGGCCACCAAGAACATCAAGgtaaggtggtagcatccttgggatgggeccag
ggaaggcectgggtgccacgecaggetgaggaagaggtttagetgatccecacttget

360

IVS10+2T>C

gcaggctgaggaagaggtttagetgatccccacttgetttetetgetcagGTTATCATGGCTACTAATAGGATTGATATCCTGGAC
TCGGCACTGCTTCGCCCAGGGCGCATTGACAGAAAAATTGAATTCCCACCCCCCAATGAGGAGgtttgt
gatggacactgtgcaaagtggctctggetgtgggegtogogtatgagoctcaggcttttecttgecatctccagGCCCGGCTGGACATTTTGAA
GATTCATTCTCGGAAGATGAACCTGACCCGGGGGATCAACCTGAGAAAAATTGCTGAGCTCATGCC
AGGAGCATCAGGGGCTGAAGTGAAGgtaattggagtacccactgaaaacagggcagaggcaggaagetctgggctcaagggccacaga
tgaggggcacagcagtggggcctcaatttectt

436

RPLII

IVS2+2T>C

gegctctttgttaccctgagectcttagggticgatctcagtgtecgtatcttttaacactcaataactgtcctgagtttictettcaccegticegticgtggaggaaggata
ggttccgagetgtettettcecttgatgtccectaaacattataccttttaaacattcagggtcttegttacgatitgggatgagecagaaataaaaatgetgtgcagataga

aagtagtaaaactcagggccctcagetgtgagtgtattgactgetgctettcectgttgcagCAGGATCAAGGTGAAAAGGAGAACCCCA
TGCGGGAACTTCGCATCCGCAAACTCTGTCTCAACATCTGTGTTGGGGAGAGTGGAGACAGACTGA
CGCGAGCAGCCAAGGTGTTGGAGCAGCTCACAGGGCAGACCCCTGTGTTTTCCAAAGgtgagtagtcacaa
ggacatacagggtttgcctgettgggtegettggttgtttcttgatitacctgetgtcgagtetgtttagaaagtgacagtcggeatcacttaaageattaaattcatgage

cggccaagaggtgtcttttttttttttttttattcaagatggegtgtgggattggaacactagattttatttgagcagatcttaagctaagactagcccaagtaaagattttcct
aagtaactaggatatgagatagagtggaaatgtcaggaacga

722

IVS3+2T>C

tcggcctattetggttgtgaccttgeecttecctggaacttcggegttatgactgttcttaactgetgaaggatggctggatgtetggaaatgggaaaatetgtgctgtgga
tgaaatcttattaatagatgtgggagacactaattagaacaccacaacttaaaagagtgtggatgaatgcttaatgtctctttaagtcatggagatggtgttctgggaaag
aggtgagtgtagtggogotatgatggcatctgactccttgttacccacttcctgcagCTAGATACACTGTCAGATCCTTTGGCATCCGG
AGAAATGAAAAGATTGCTGTCCACTGCACAGTTCGAGGGGCCAAGGCAGAAGAAATCTTGGAGAA

656




GGGTCTAAAGgtgagcctaatccectaatggagtgatattgatcageactcectttagtaacacatgtagataagttacatttaatgttetgttctttggtgtcttgat
atttatttacttaagcttctaaaaggctttttctacaatcagcagggttaaactgttcttggtggtitaaaagatgettgaggctgggcacggtggctcaacgectgtaatee
caacactttgggaggccaaggcggttggatcatttgtggccaggagtticgagaccatcc

RPS27

IVS2+2T>C

gcacttcttaggacattaactccagggaccgeageggeccacgggecacccgeatagacgggageggagaggagataagatggeggeccagetgegeagaca
ccagggegcggegaggggcgagetetccecggtgtgtgacagtggggoctattttcgaccateccattttcgetgttggtttctaaatctetgeatttetgtecctettag
CTCGCAAAGGATCTCCTTCATCCCTCTCCAGAAGAGGAGAAGAGGAAACACAAGAAGAAACGCCT
GGTGCAGAGCCCCAATTCCTACTTCATGGATGTGAAATGCCCAGgtgaggagacggcttgctgtagtggggaaageact
ggacctcaacagttggaaaatgttgtagtgttagetgtctegtatccttgaagetgtgcageagcettcagtttettcgectgtggaaaatattttccctgatactcttaaaatt
tgaatgtatgagactggcaaagttttgcatcttaggaggagtgattcatttcaccgtgatctctca

536

IVS3+2T>C

agtttcttcgcctgtggaaaatattttccctgatactcttaaaatttgaatgtatgagactggcaaagttttgcatcttaggaggagtgattcatttcaccgtgatctetcatca
catttcacatacaacccctacgtttttttgtgttgggaaacaatgtaatggatgatgagttggecataagtgcaggaaagacgggtgtaatagaggaaaaaaatgttate
tgcttttctttcagGATGCTATAAAATCACCACGGTCTTTAGCCATGCACAAACGGTAGTTTTGTGTGTTGGC
TGCTCCACTGTCCTCTGCCAGCCTACAGGAGGAAAAGCAAGGCTTACAGAAGgtaaatggtttactaatgtgatttg
gggctttgagtttgatttttagaaatggaaacatttcttaggatttttcggtcttaacagtgacagggatcatctataatgtaaatttttagacaagaagtgttggatttggttg
ttttaactagatactaccaaaagctatgtattaatctcaaagcactactgtctaaagecggggataaatgggtgataaaagggcttaagttga

582

SELENOS

IVS5+2T>C

acgagggtgaagtttgttctgaaagacatttaaattaagaattatcagagttagetttgtctttgagagaaatggcagettctgaattetttctgtaaaatgtgattgtttctca
gCTTGAAGAAGAAAAAAGGAGACAGAAGATTGAAATGTGGGACAGCATGCAAGAAGGAAAAAGT
TACAAAGGAAATGCAAAGAAGCCCCAGgtgactggagacctcggecggetggeatgeggtagatgaagattgccaagtagaatgtttta
attgcttcttacactactgtgtgtgttcaaacagGAGGAAGACAGTCCTGGGCCTTCCACTTCATCTGTCCTGAAACGGAA
ATCGGACAGAAAGCCTTTGCGGGGAGGAGgtaagcaccactgatgtcaaatgttaacagattttcaacacttacaggatatagttacctttt
aggaacaagattgtttgtttctttgtccataaattaagactaattccttaggattgtgaagattcaataaaggaaacagatgcaaatcacctcctaggtcctcactaagtac
ttagaaggattgtacttatagtattctaacttgatccttctgcagececcgtagagggagagetaagtagggtgaggaattgtetgecaatettcagatgagtgtcaagga
getggaaca

672

SPINK1

IVS3+2T>C

tttcagaagggccataggacttactaatgtcacacagcttagaaatagcagaggcatgacttaaaacaaggttttctgtctccagatagtaggttatttctcttacaacac
acagtatcattctcccaatcacagttattccccagagaaataaaaccatttcagagattttgctatgaactcaagaatggagaataatgggaaatgattctgtttaattcca
tttttagGCCAAATGTTACAATGAACTTAATGGATGCACCAAGATATATGACCCTGTCTGTGGGACTGAT
GGAAATACTTATCCCAATGAATGCGTGTTATGTTTTGAAAATCGgtgagtacaaacttgagtttcttttaaactatatattttaa
gttagttatcttcaagtgtactgataatatgaatctcaccccgagaaaagcaaactatttactttttccaaaaacagttatctctttcttattctcecttttatatatttagcattaa
atattattttttagaagtcacttgtatgataaaagcctatatttittacagcaaaatagtcgatagettgg

567

2Sequences of exon N (or exon N-1 and exon N; see Figure 1 for definition) are in uppercase letters.




Supplementary Table S3. In-fusion cloning primers used in this study

Gene Variant Vector | Primer sequence (5' > 3')? Location
CD3E IVS7+2T>C pETO1 Forward: CGGGCCCCCCCTCGAGgggatgaggaaacagagggt Intron 6
Reverse: TAGAACTAGTGGATCCagtctctcttcccacagett Intron 7
pSPL3 Forward: AATTCTGGAGCTCGAGgggatgaggaaacagagggt Intron 6
Reverse: CAGATATCTGGGATCCagtctctcttcccacagett Intron 7
CD40LG IVS3+2T>C pETO1 Forward: CGGGCCCCCCCTCGAGgaggtcataggaagggtcagg Intron 2
Reverse: TAGAACTAGTGGATCCtcaggctgtatggttgcttc Intron 3
pSPL3 Forward: AATTCTGGAGCTCGAGgaggtcataggaagggtcagg Intron 2
Reverse: CAGATATCTGGGATCCtcaggctgtatggttgcttc Intron 3
DBI IVS2+2T>C pETO1 Forward: CGGGCCCCCCCTCGAGtgccctcttcactgetgtat Intron 1
Reverse: TAGAACTAGTGGATCCgcaagtcttttccaagetge Intron 2
pSPL3 Forward: AATTCTGGAGCTCGAGtgccctcttcactgetgtat Intron 1
Reverse: CAGATATCTGGGATCCgcaagtcttttccaagetge Intron 2
DMD IVS54+2T>C | pETO1 Forward : CGGGCCCCCCCTCGAGtgtgataaaaacaattaagcccact Intron 53
Reverse : TAGAACTAGTGGATCCagactgataaatggctcttctage Intron 54
pSPL3 Forward : AATTCTGGAGCTCGAGtgtgataaaaacaattaagcccact Intron 53
Reverse : CAGATATCTGGGATCCagactgataaatggctcttctage Intron 54
DNAJCI19 | IVS5+2T>C pETO1 Forward: CGGGCCCCCCCTCGAGctaggggacagagtgagact Intron 4
Reverse: TAGAACTAGTGGATCCctaggtaatctccgtttcaaggt Intron 5
pSPL3 Forward: AATTCTGGAGCTCGAGctaggggacagagtgagact Intron 4
Reverse: CAGATATCTGGGATCCctaggtaatctccgtttcaaggt Intron 5
FOLR3 IVS4+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGgttcccacaaacattaacctcag Intron 3
Reverse : TAGAACTAGTGGATCCccttagcttctgggccag Intron 4
pSPL3 Forward : AATTCTGGAGCTCGAGgttcccacaaacattaacctcag Intron 3
Reverse : CAGATATCTGGGATCCccttagettctgggecag Intron 4
HBB IVS2+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGttggtatcaaggttacaagacagg Intron 1
Reverse : TAGAACTAGTGGATCCgcaaataaaagaaactaaaacgatcc Intron 2
pSPL3 Forward : AATTCTGGAGCTCGAGttggtatcaaggttacaagacagg Intron 1
Reverse : CAGATATCTGGGATCCgcaaataaaagaaactaaaacgatcc Intron 2
IFNL2 IVS5+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGtctgagcagcegtccttce Intron 4
Reverse : TAGAACTAGTGGATCCctgtctgggttctgggcte Intron 5
pSPL3 Forward : AATTCTGGAGCTCGAGtctgagcagcgtecttce Intron 4




Reverse : CAGATATCTGGGATCC Cctgtctgggttctgggctc Intron 5
IL10 IVS3+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGagcatgattaagggaagggaga Intron 2
Reverse : TAGAACTAGTGGATCCaggcctgactgaagctctg Intron 3
pSPL3 Forward : AATTCTGGAGCTCGAGagcatgattaagggaagggaga Intron 2
Reverse : CAGATATCTGGGATCCaggcctgactgaagctctg Intron 3
MGP IVS2+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGacgtcatagcccttgggaaa Intron 1
Reverse : TAGAACTAGTGGATCCcagttgacgtggtgccaatt Intron 2
pSPL3 Forward : AATTCTGGAGCTCGAGacgtcatagcccttgggaaa Intron 1
Reverse : CAGATATCTGGGATCCcagttgacgtggtgccaatt Intron 2
PLPI IVS5+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGgccattcacattggectact Intron 4
Reverse : TAGAACTAGTGGATCC ttttcatgtgggggattttg Intron 5
pSPL3 Forward : AATTCTGGAGCTCGAGgccattcacattggectact Intron 4
Reverse : CAGATATCTGGGATCCttttcatgtgggggattttg Intron 5
PSMC5 IVS6+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGceaggtgaggtggtggtgg Intron 5
Reverse : TAGAACTAGTGGATCCccccaacccctgeagtag Intron 6
pSPL3 Forward : AATTCTGGAGCTCGAGcaggtgaggtggtggtgg Intron 5
Reverse : CAGATATCTGGGATCCccccaaccectgeagtag Intron 6
IVS8+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGtgagaagcaagaggtagggg Intron 7
Reverse : TAGAACTAGTGGATCCagcaagtggggatcagctaa Intron 8
pSPL3 Forward : AATTCTGGAGCTCGAGtgagaagcaagaggtagggg Intron 7
Reverse : CAGATATCTGGGATCCagcaagtggggatcagctaa Intron 8
IVS10+2T>C | pETO1 Forward : CGGGCCCCCCCTCGAGgcaggctgaggaagaggttt Intron 8
Reverse : TAGAACTAGTGGATCCaaggaaattgaggccccact Intron 10
pSPL3 Forward : AATTCTGGAGCTCGAGgcaggctgaggaagaggttt Intron 8
Reverse : CAGATATCTGGGATCCaaggaaattgaggccccact Intron 10
RPLI1 IVS2+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGgcgctctttgttaccctgag Intron 1
Reverse : TAGAACTAGTGGATCCtcgttcctgacatttccactc Intron 2
pSPL3 Forward : AATTCTGGAGCTCGAGgcgctctttgttaccctgag Intron 1
Reverse : CAGATATCTGGGATCCtcgttcetgacatttccacte Intron 2
IVS3+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGtcggcctattetggttgtga Intron 2
Reverse : TAGAACTAGTGGATCCggatggtctcgaactcetgg Intron 3
pSPL3 Forward : AATTCTGGAGCTCGAGtcggcctattctggttgtga Intron 2
Reverse : CAGATATCTGGGATCCggatggtctcgaactcctgg Intron 3
RPS27 IVS2+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGgcacttcttaggacattaactcca Intron 1
Reverse : TAGAACTAGTGGATCCtgagagatcacggtgaaatga Intron 2




pSPL3 Forward : AATTCTGGAGCTCGAGgcacttcttaggacattaactcca Intron 1

Reverse : CAGATATCTGGGATCCtgagagatcacggtgaaatga Intron 2

IVS3+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGagtttcttcgectgtggaaa Intron 2

Reverse : TAGAACTAGTGGATCCtcaacttaagcccttttatcace Intron 3

pSPL3 Forward : AATTCTGGAGCTCGAGagtttcttcgectgtggaaa Intron 2

Reverse : CAGATATCTGGGATCCtcaacttaagcccttttatcacc Intron 3

SELENOS | IVS5+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGacgagggtgaagtttgttctg Intron 3
Reverse : TAGAACTAGTGGATCCtgttccagetccttgacact Intron 5

pSPL3 Forward : AATTCTGGAGCTCGAGacgagggtgaagtttgttctg Intron 3

Reverse : CAGATATCTGGGATCCtgttccagctccttgacact Intron 5

SPINK 1 IVS3+2T>C pETO1 Forward : CGGGCCCCCCCTCGAGtttcagaagggccataggac Intron 2
Reverse : TAGAACTAGTGGATCCccaagctatcgactattttgctg Intron 3

pSPL3 Forward : AATTCTGGAGCTCGAGtttcagaagggccataggac Intron 2

Reverse : CAGATATCTGGGATCCccaagctatcgactattttgctg Intron 3

2 Sequences homologous to the linearized vector end are in uppercase letters, with the Xhol or BamHI restriction site being highlighted in blue and red,
respectively. Gene-specific sequences are in lowercase letters.



Supplementary Table S4. Primers used for site-directed mutagenesis

Gene Variant Primer sequence (5' > 3')?

CD3E IVS7+2T>C aggcaaaggggCaaggctgtggagt

CD40LG IVS3+2T>C gctttgaaatgcaaaaaggCaggtttgctatttge

DBJI IVS2+2T>C gacataaatacaggCatgcagagcgggg

DMD IVS54+2T>C ggagaagcattcataaaaggCatgaattacattatttc

DNAJCI9 IVS5+2T>C catcctgacaaaggCaagtagtcattaaattctcg

FOLR3 IVS4+2T>C gaattggacctcaggCgaggacctgaggag

HBB IVS2+2T>C gagaacttcagggCgagtctatgggac

IFNL2 IVS5+2T>C cccaaaaaaggCgagtgacccgggaag

1L10 IVS3+2T>C ctacggcgctgtgCaagtagcagatc

MGP IVS2+2T>C catggaatcttatgaacttagCaagtgaatatttaacttc

PLPI IVS5+2T>C caaaacagctgaggCgagtgggttatttog

PSMC5 IVS6+2T>C attgctcagcccaaggCgaggageagggcttetet
IVS8+2T>C caagaacatcaaggCaaggtggtagcatcc
IVS10+2T>C ggctgaagtgaaggCaattggagtacce

RPLI1 IVS2+2T>C ctgtgttttccaaaggCgagtagtcacaaggac
IVS3+2T>C gaagggtctaaaggCgagcctaatcece

RPS27 IVS2+2T>C gatgtgaaatgcccaggCgaggagacggcettgctg
IVS3+2T>C gcaaggcttacagaaggCaaatggtttactaatg

SELENOS IVS5+2T>C cggggaggaggcaagCaccactgatgtcaaatg

SPINK 1 IVS3+2T>C gttttgaaaatcggCgagtacaaacttgag

®Only the forward primer is shown. The variant introduced is in uppercase and highlighted in red.
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Supplementary Figure S1. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the CD3E IVS7+2T>C variant. In all panels,
wild-type transcripts are indicated by oblique downward pointing arrows.
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Supplementary Figure S2. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the CD40LG IVS3+2T>C variant. In all
panels, wild-type transcripts are indicated by oblique downward pointing arrows.
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Supplementary Figure S3. Reverse transcription-polymerase chain reaction (RT-PCR) results
from the pETO01 and pSPL3 minigene assays with respect to the DB/ [VS2+2T>C variant.
Results from the previously performed full-length gene splicing assay (FLGSA) [12] are
included for the sake of comparison (NB. The two aberrant transcripts were newly sequenced in
this study). In all panels, wild-type transcripts are indicated by oblique downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).
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Supplementary Figure S4. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the DMD IVS54+2T>C variant. In all panels,
wild-type transcripts are indicated by oblique downward pointing arrows.
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Supplementary Figure S5. Reverse transcription-polymerase chain reaction results from the
pETO1 and pSPL3 minigene assays with respect to the DNAJC19 IVS5+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by oblique downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).
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Supplementary Figure S6. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the FOLR3 IVS4+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison (NB. The aberrant transcript was newly sequenced in this study). In all panels, wild-
type transcripts are indicated by oblique downward pointing arrows. The FLGSA data were
adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S7. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the HBB IVS2+2T>C variant. Results from
the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison (NB. The aberrant transcript was newly sequenced in this study). In all panels, wild-
type transcripts are indicated by oblique downward pointing arrows. The FLGSA data were
adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S8. Reverse transcription-polymerase chain reaction results from the
currently performed pET01 and pSPL3 minigene assays with respect to the IFNL2 [VS5+2T>C
variant. Results from the previously performed full-length gene splicing assay (FLGSA) [12] are
included for comparison. In all panels, wild-type transcripts are indicated by oblique downward
pointing arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission
(Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S9. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the IL10 IVS3+2T>C variant. Results from
the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison (NB. The aberrant transcript was newly sequenced in this study). In all panels, wild-
type transcripts are indicated by oblique downward pointing arrows. The FLGSA data were
adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S10. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the MGP IVS2+2T>C variant. Results from
the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by oblique downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).
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Supplementary Figure S11. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the PLP1 IVS5+2T>C variant. In all panels,
wild-type transcripts are indicated by oblique downward pointing arrows.
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Supplementary Figure S12. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the PSMC5 IVS6+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by oblique downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).



O

q§7
X
FLGSA & &
((\'b\ \ﬂQQ “\(‘fb
o W °
2000 bp| ! ‘
1500 bp| h--‘ e 1
1000 bp | s
(@)
L. 7
pET01 minigene %x‘f\ &
& S ) o
O . N
$S) N K
N @\\6 ?‘5\‘\ Q/(“Q $0\'\
Retention of the first 5 bp of the intron
Fy— 8 sequence due to the activation of a
- cryptic 5' splice site GT that is located
500 bo | \| 3 bp downstream of the normal one
—— Esge——
400 bp ety =TT
300 bp -—
200 bp [ ~~ Exon 8 skipped
O
. 7
pSPL3 minigene A &>
\(g,\ S ,\QC;\
((\rb‘ *QQ 6\ © & Q)
™ ) é’\ \‘\O Q\ﬂ ,\\&
W ¢S AN
Retention of the first 5 bp of the intron
8 sequence due to the activation of a
‘ cryptic 5' splice site GT that is located
— | j 3 bp downstream of the normal one
400 bp

300 bp
200 bp ~~  Exon 8 skipped

Supplementary Figure S13. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the PSMC5 IVS8+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by oblique downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).
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Supplementary Figure S14. Reverse transcription-polymerase chain reaction results from the
currently performed pET01 and pSPL3 minigene assays with respect to the PSMC5
IVS10+2T>C variant. Results from the previously performed full-length gene splicing assay
(FLGSA) [12] are included for comparison. In all panels, wild-type transcripts are indicated by
oblique downward pointing arrows. The FLGSA data were adapted from Lin et al. (2019) [12]
with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S15. Reverse transcription-polymerase chain reaction results from the
currently performed pET01 and pSPL3 minigene assays with respect to the RPL11 IVS2+2T>C
variant. Results from the previously performed full-length gene splicing assay (FLGSA) [12] are
included for comparison (NB. the aberrant transcript was newly sequenced in this study). In all
panels, wild-type transcripts are indicated by oblique downward pointing arrows. The FLGSA
data were adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals
LLC).
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Supplementary Figure S16. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the RPL11 IVS3+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison (NB. The aberrant transcript was newly sequenced in this study). In all panels, wild-
type transcripts are indicated by oblique downward pointing arrows. The FLGSA data were
adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S17. Reverse transcription-polymerase chain reaction results from the
currently performed pET01 and pSPL3 minigene assays with respect to the RPS27 IVS2+2T>C
variant. Results from the previously performed full-length gene splicing assay (FLGSA) [12] are
included for comparison. In all panels, wild-type transcripts are indicated by oblique downward
pointing arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission
(Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S18. Reverse transcription-polymerase chain reaction results from the
pET01 and pSPL3 minigene assays with respect to the RPS27 IVS3+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison (NB. The aberrant transcript was newly sequenced in this study). In all panels, wild-
type transcripts are indicated by left oblique downward pointing arrows. The FLGSA data were
adapted from Lin et al. (2019) [12] with permission (Copyright 2020 Wiley Periodicals LLC).
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Supplementary Figure S19. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the SELENOS IVS5+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by obliqgue downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC).
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Supplementary Figure S20. Reverse transcription-polymerase chain reaction results from the
pETO01 and pSPL3 minigene assays with respect to the SPINK1 IVS3+2T>C variant. Results
from the previously performed full-length gene splicing assay (FLGSA) [12] are included for
comparison. In all panels, wild-type transcripts are indicated by obliqgue downward pointing
arrows. The FLGSA data were adapted from Lin et al. (2019) [12] with permission (Copyright
2020 Wiley Periodicals LLC). Some other variants not related to this study were also included in
the two minigene gels.



