SUPPLEMENTAL DATA

Supplemental Figure 1: Properties of the screen

A. GFP/RFP ratio at three different time points from one micro titer plate. The
log of the GFP and RFP ratio at day, 0, 1, 2, and 3 is plotted. The data points
representing pyrvinium pamoate are indicated.

B. Regression analysis of the screen. The slope of the compounds shown in
panel A is shown. Substances outside the 3 fold standard deviations were
selected for further analysis.

C. Regression slope of all compounds in the screen.

Supplemental Figure 2: Screen results

A. Schematic representation of the number of hits from the two stable cell lines.
B. List of 22 compounds that changes alternative splicing in both cell lines in the
primary screen.

Supplemental Figure 3: CLUSTAL W alignment of HTR2c pre-RNASs.

The sequences corresponding to the regulated RNA shown in Figure 6 were
aligned with CLUSTAL W. Changes are highlighted in yellow.

Supplemental Figure 4: RT-PCR validation of changes in alternative splicing
caused by pyrvinium pamoate after six hours.

The highest-ranking changes caused by six hours treatment of cells with
pyrvinium pamoate were tested by RT-PCR using primers in the flanking
constitutive exons.

Supplemental Figure 5: RT-PCR validation of Changes in alternative splicing
caused by pyrvinium pamoate after sixteen hours.

The highest-ranking changes caused by six hours treatment of cells with
pyrvinium pamoate were tested by RT-PCR using primers in the flanking
constitutive exons.

Supplemental Figure 6: Pathways changed by pyrvinium pamoate

Supplemental Figure 7: Excel files showing the results of the array experiments
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Supplemental Figure 2

List of compounds active in both cell lines
Hits from stable cell line 1 Hits from stable cellline 2y soproterenol hydrochloride
68 78 Ajmalicine
’ | Corynanthine hydrochloride
Diltiazem
1692 / 1682 Doxorubicin hydrochloride
' J Ergocryptine-alpha
Fluvastatin
@ Harmaline
Hexetidine
Lysergol
Menadione
Mycophenolic acid
Nitrarine dihydrochloride
Phenazopyridine
29 hits shared in the two cell lines Pyrvinium pamoate
Quinacrine
@ Rauwolscine hydrochloride
Reserpine
Excluding translation modulators S(+)-Terguride
Scoulerine
@ Simvastatin
22 compounds Yohimbinic acid monohydrate



Supplemental Figure 3: Alignment of the known serotonin receptor 2C pre-mRNAs

human TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
chimp TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
gorilla TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
orangutan TACGTAATCCTAT-GAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 59
gibbon TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
rhesus TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
marmoset TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
mouse TACGTAATCCTATTGAGCATAGCCGGTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
rat TACGTAATCCTATTGAGCATAGCCGGTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
Nakedmole TACGTAATCCTATTGAGCATAGTCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
rabbit TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
pig TACGTAATCCTATTGAGCATAGCCGTTTCAATTCACGGACTAAGGCCATCATGAAGATTG 60
cow TACGTAATCCTATTGAGCATAGCCGTTTCAATTCACGGACTAAGGCCATCATGAAGATTG 60
horse TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
dog TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
panda TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
microbat TACGTAATCCTATTGAGCATAGCCGTTTCAATTCGCGGACTAAGGCCATCATGAAGATTG 60
hkkkkkhhhhkhhkhk hhhkhhkhhh *kk hhhhhkhkkh hhhkhkhhhhhkhkhhhhhhkhhhkhk
human CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCATAAGAATTGCAGCGG 120
chimp CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCATAAGAATTGCAGCGG 120
gorilla CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCATAAGAATTGCAGCGG 120
orangutan CTATTGTTTGGGCAATTTCTATAGGTAAATGAAACTTTTTGGCCATAAGAATTGCAGCGG 119
gibbon CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCATAAGAATTGCAGCGG 120
rhesus CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCGTAAGAATTGCAGCGG 120
marmoset CTATTGTTTGGGCAATTTCTATAGGTAAATAAAACTTTTTGGCCGTAAGAATTGCAGCGG 120
mouse CCATCGTTTGGGCAATATCAATAGGTAATTA----TACCTGGCCA-TAGAATTGCAGCGG 115
rat CCATCGTTTGGGCAATATCAATAGGTAAATA----TACCTGGCCA-TAGAATTGCAGCGG 115
Nakedmole CTATTGTTTGGGCAATTTCTCTAGGTAAATAAAC-CTCTGGGCCATTAGAATTGCAACGG 119
rabbit CTATCGTTTGGGCAATTTCTATAGGTAACTAAACTTTCTTGGCCATTAGAATTGCAGCGG 120
pig CTATTGTTTGGGCAATTTCTTTAGGTAATGAACT-TTCTTGGCCAGTAGAATTGCAGCGG 119
cow CTATTGTTTGGGCAATTTCTTTAGGTAATTAACT-TTCTTGGCCAGTAGAATTGCAGCGG 119
horse CTATAGTTTGGGCAATTTCTATAGGTAATTAACT-TTCTTGGCCATTAGAATTGCAGCGG 119
dog CTATTGTTTGGGCAATTTCGATAGGTAAATAACG-TTCTTGGCCATTAGAATTGCAGCGG 119
panda CTATTGTTTGGGCAATTTCGATAGGTAAATAACT-TTCTTGGCCATTAGAATTGCAGCGG 119
microbat CTATCGTTTGGGCAATTTCTATAGGTAAATGACT-TTCCTGGCCATTAGAATTGCAAGGG 119
Kk kk kkkkkkkkkkk kk  kkkkkkk *okkk khkkkkkhhk  kk
human CTATGCTCAATACTTTCGGATTATGTA 147
chimp CTATGCTCAATACTTTCGGATTATGTA 147
gorilla CTATGCTCAATACTTTCGGATTATGTA 147
orangutan CTATGCTCAATACTTTCGGATTATGTA 146
gibbon CTATGCTCAATACTTTCGGATTATGTA 147
rhesus CTATGCTCAATACTTTCGGATTATGTA 147
marmoset CTATGCTCAATACTTTCGGATTATGTA 147
mouse CTATGCTCAATACCTTCGGATTATGTA 142
rat CTATGCTCAATACCTTCGGATTATGTA 142
Nakedmole CTATGCTCAATACCTTCGGATTATGTA 146
rabbit CTATGCTCAATACCTTCGGATTATGTA 147
pig CTATGCTCAATACTTTCGGATTATGTA 146
cow CTATGCTCAATACTTTCGGATTATGTA 146
horse CTATGCTCAATACTTTCGGATTATGTA 146
dog CTATGCTCAATACTTTCGGATTATGTA 146
panda CTATGCTCAATACTTTCGGATTATGTA 146

microbat CTATGCTCAATACCTTCGGATTATGTA 146
kkkkkkkkkhkhk hhkkhkkkkkhkk



Supplemental Figure 4
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Supplemental Figure 5
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Supplemental Figure 6
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