Direct long-read RNA sequencing identifies a subset of questionable
exitrons likely arising from reverse transcription artifacts
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Figure S1. Levels of the Aex2part product are not affected by thapsigargin
treatment. a) RT-PCR experiments followed by capillary electrophoresis to quantify
different CD19 and XBP1 isoforms. NALM-6 cells were treated with thapsigargin for
indicated time intervals. b) RT-PCR experiments followed by capillary
electrophoresis to quantify different CD19 isoforms in HEK293T cells transfected with
a mixture of mut- (A; does not produce Aex2part band) and exon2part-del (B; the
reported intron is removed at the DNA level) reporter constructs. ¢) Flow cytometry-
based assay performed on the same cells.
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Figure S2. The workflow to detect falsitrons captures the truncated CD79
Aex2part product. a) Extended schematic representation of the workflow to identify
questionable exitrons (dubbed “falsitrons”). b) Genome browser view depicting
detection of the CD19 falsitron (Aex2part) in ONT cDNA-seq, but not dRNA-seq data
from the Nanopore RNA Consortium. ¢) Genome browser view shows that the CD79
falsitron (Aex2part) is detected in PacBio Iso-Seq experiments but is filtered out

when applying SQANTI2.



