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Supplementary Figure S3. 
Analysis of cryptic 5’ splice site usage for U1-70K exon 7a inclusion.
(A) Splicing of U1-70K after U1C or U1-70K knockdown. Alternative splicing of endogenous U1-70K 
mRNA after U1C knockdown was analyzed by RT-PCR on total RNA isolated from HeLa cells treated 
with an siRNA against U1C (∆C), or a control siRNA (ctr), comparing untreated cells (-CHX, lanes 1  
and 2) or cells after treatment with cycloheximide (+CHX, lanes 3 and 4). 
72 hours after siRNA transfection, the U1-70K wildtype minigene construct was transfected into HeLa 
cells (ctr vs. ∆70K, lanes 5 and 6), and 24 hours later minigene splicing patterns were analyzed by 
RT-PCR. RT-PCR samples detecting exon 7a inclusion (primer from exon 7-8) from Figures 3B and 
5C were analyzed on an Agilent DNA 1000 Chip. The identities of the splicing products are depicted on 
the right; the 5’ splice sites used for 7a inclusion are given below each lane, with capital letters marking 
the most frequently used splice site.
(B) Splicing patterns of U1-70K minigenes (as indicated above the lanes) in control- (ctr) and 
U1C-knockdown (∆C) HeLa cells. RT-PCR samples from Figure 4B detecting exon 7a inclusion and 
skipping (primers from 7-8) were analyzed on an Agilent DNA 1000 Chip. The identities of the splicing 
products are depicted on the right; the 5’ splice sites used for 7a inclusion are given below each lane, 
with capital letters marking the most frequently used splice site. Asterisks marking the different exon 7a 
inclusion bands in lane 1.


