
Supplemental material S2: RT-PCR of TSC1 mRNA isolated from 

blood for participant 13. Performed by and image supplied by Splicing 

Diagnostics, Kids Neuroscience Centre, Kids Research. RT-PCR, reverse 

transcription polymerase chain reaction. Lanes: Proband (P, participant 13), 

Control 1 (C1) (male, 10 years old), Control 2 (C2) (male, 12 years old).  A. 

& B. 2 sets of primers flanking the c.737+3A>G variant were used – 

forward primer in exon 6/reverse primer in exon 9 and forward primer in 

exon 7/reverse primer in exon 10.  Two bands were detected in both sets – 

bands #1 & #3 show canonical splicing in proband and controls, bands #2 & 

#4 show exon 8 skipping in proband only.  C. Using a forward primer in 

exon 8 and a reverse primer in exon 10, canonical splicing was detected in 

the proband and controls (band #5).  D. Using a reverse primer in intron 8, 

intron 8 retention was not detected (band #6). Use of a downstream cryptic 

donor site was also not detected.  E. Amplification of GAPDH demonstrates 

cDNA loading.  F. Schematic of splicing abnormalities induced by the 

c.737+3A>G variant.
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