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Figure S1. Overview of RNA sequencing data. A) Distribution of total number of uniquely mapping reads across all samples. B)
Total number of reads vs number of uniquely mapped reads. Samples SOT274, SOT283 and SOT150 had fewer uniquely
mapping reads than the rest of the cohort. C) Distribution of the total number of junctions identified across all samples
(number extracted from SJ.out.tab from STAR). D) Correlation of median TPM values within the cohort versus median TPM in
GTEx. Values are shown on a log scale. E) Principal component (PC) analysis generated using log scaled counts per million in R.
As expected, the first two PCs show batch three as a separate cluster and no clear separation between other batches. F)
Correlation of transcriptomic profiles across samples. Like the PC analysis this was generated using the log scaled counts per
million using in R. Here batch three also clusters together highlighting the differences between targeting methods.
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Figure S2. Median transcript per million (TPM) values in genes with a variant of uncertain significance (VUS) across
the four batches. Batch 3 is shown in pink, which shows that lack of globin depletion did not affect coverage in genes

of interest.
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Figure S3. Effects of globin depletion on gene expression. A) Correlation of median TPM values across batch 3 versus the other
three batches (1,2, and 4). Values are shown on a log scale. Haemoglobin genes HBB, HBA1 and HBA2 show much higher
expression in batch 3 as expected. Overall, the lack of globin depletion does not seem to have a large effect on the transcriptomic
profiles B) Distribution of TPM values across four discrete bins. When we group gene expression by bins, we see the largest
difference in the genes with 0 > TPM > 1 as well as TPM > 5. C) Breakdown of genes with TPM of 0 in batch 3 & TPM > 0 in other
batches. D) Breakdown of genes with TPM > 0 in batch 3 & TPM = 0 in other batches.
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Figure S4. Intron retention caused by intronic variant in UBR4. A) Sashimi plot of the proband and two controls of the
UBR4 region of interest. For the proband only (red track), there is an increase in the number of intronic reads
compared to the controls. B) IGV screenshot of coverage across region of interest. The variant (blue) is present in 46
reads.
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Figure S5. Gene rank plots for DKC1 and P3H1. A) Normalised expression of DKC1 gene ranked across all samples. Red
dot indicates patient with DKC1.c915+10G>A variant. B) Normalised expression of P3H1 gene ranked across all
samples. Red dot indicates patient with P3H1:c.1224-80G>A variant. Rank 1 indicates sample had the lowest
normalised expression across the entire cohort.



GTEx blood TPM coverage of genes within selected gene panel groupings
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Figure S6. GTEx blood TPM values across selected different gene panels available via the UK Genomic Medicine Service. RNA-seq data allowed
assessment of splicing in genes with at least TPM > 5 (dark blue) and in some cases where TPM was less than 5 and > 0.9 (light blue). Genes
with TPM less than 0.9 and = 0 (dark red) may still prove testable in terms of RT-PCR splicing analysis of VUSs.
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