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Figure S2
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Figure S3
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Supplementary figure legend

Figure S1. Characterization of human induced pluripotent stem cells (hiPSC) expressing PRPF8-
Y2334N-GFP and PRPF8-WT-GFP.

a) Sequence of the GFP-tagged PRPF8 C-terminus of PRPF8-WT and PRPF8-Y2334N hiPSC clones. The
¢.T7000A substitution in the PRPF8 gene is highlighted in red. b) Western blot analysis confirming
monoallelic editing of the PRPF8 gene. c) Immunofluorescence analysis reveals that both WT and
Y2334N mutant localize to the nucleoplasm and are enriched within splicing speckles as indicated by
colocalization with SRSF2. Scale bar =5 um. d) Immunoprecipitation (IP) of PRPF8-GFP by anti-GFP
antibodies and detection of spliceosomal proteins by western blotting. Inputs contained 2% of the
total lysate. e) Western blot analysis of tri-snRNP proteins PRPF8 and PRPF6 and various retinal
markers in lysates from PRPF8-WT organoids and PRPF8-Y2334N retinal organoids differentiated
from two different PRPF8-Y2334N clones (Y2334N and Y2334N_2).

Figure S2. PRPF8-GFP and PRPF8-Y2334N-GFP are uniformly expressed throughout the neural
retina in 170-day-old retinal organoids.

a) Immunofluorescence of indicated retinal proteins and detection of PRPF8-GFP in retinal
organoids. b) Analysis of publicly available single-cell RNA sequencing data from the Single Cell
Expression Atlas (E-MTAB-7316) reveals uniform expression of PRPF8 in the human neural retina.

Figure S3. The splice site strength of differentially retained introns is reduced.

a) Comparison of the 3’ splice site strength of differentially retained introns in 170-day-old retinal
organoids reveals significantly lower strength for introns more retained in Y2334N retinal organoids
than the overall human genome average. b) Comparison of the 5’ splice site strength of differentially
retained introns reveals no significant difference in strength of differentially retained introns
compared to the overall genome average. All 3’/5’ ss refers to the total number of splice sites
annotated in the GENCODE (release 47) database. Statistical significance was determined using a
Wilcoxon rank sum test with continuity correction (* = p < 0.05, *** = p < 0.001).
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