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Supplementary Figure S1. Effect of 1C8 on viral RNA levels in the 24NLESG cell 3 

line.  4 

Schematic of HIV-1 provirus in the 24NLESG cell line is shown on top. HIV-1 was 5 

induced in 24NELSG cells by addition of  PMA in the presence of DMSO or 10 µM 1C8. 6 

After 24 h, cells were harvested and total RNA extracted. HIV-1 unspliced (US) RNA 7 

levels were assayed using the Aurum Total RNA Lysis Kit (Bio-Rad), as per 8 

manufacturer’s instructions with the addition of Turbo DNase (Ambion). Purified RNA 9 

(0.5-2 µg) was reverse transcribed using M-MLV (Invitrogen). HIV-1 and actin mRNA 10 

levels in DMSO- and compound-treated samples were quantified by qPCR using the 11 

Mastercycler ep realplex (Eppendorf). Gene quantification was evaluated using the 12 

absolute quantification method, normalized to β-actin expression, and expressed relative 13 

to DMSO treatment.  14 

 15 

Supplementary Figure S2. 1C8 does not affect hTRA2β and hnRNP F protein 16 

expression. 17 

Western blot analysis of HeLa-HIV cells treated with different concentrations of 1C8. 18 

Protein extracts were fractionated by SDS-PAGE and transferred to a nitrocellulose 19 

membrane that was decorated with anti-hTRA2β and hnRNP F antibodies.   20 

 21 

Supplementary Figure S3. RT-PCR analysis of splicing changes induced by 1C8.  22 
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Scatter plot comparing the percent splicing index (PSI) for 96 alternative splicing events 23 

in HeLa-HIV cells treated (y-axis) or not (x-axis) with 10 µM of 1C8. Values were 24 

obtained by quantitating amplification products obtained endpoint RT-PCR and 25 

fractionated on a Caliper LC-90 automated microfluidic station. Each point represents an 26 

average of triplicates with standard variations shown. Diagonals that run parallel to the 27 

central diagonal depict a ± 10% PSI window.  q-values for the 1C8-induced difference 28 

are shown in Supplementary Table S1. The red dot represents the only splicing event 29 

(INF2) that is shifted with a q-value ≤ 0.01. White dots represent events with q-values ≤ 30 

0.05 as listed in Supplementary Table S1. 31 

 32 

Supplementary Figure S4. RNA-Seq analysis of splicing changes induced by 1C8. 33 

Scatter plot comparing the percent splicing index (PSI) of more than 62 000 alternative 34 

splicing events in HeLa-HIV cells not treated (x-axis) or treated (y-axis) with 1, 5, 10 and 35 

20 µM of 1C8. Diagonals that run parallel to the central diagonal depict a ± 30% PSI 36 

window. All replicates of a given treatment were merged into a single file before MISO 37 

analysis of RNA-Seq data. The analysis was performed for all concentrations of 1C8, 38 

revealing a total of 86 unique events significantly affected (red dots indicating ∆PSI 39 

larger than 30 percentage points and with Bayesian coefficient superior to 20 ; see 40 

Supplementary Table S2 for a list of significant events).  41 

 42 

Supplementary Figure S5. Validation of five cellular splicing events affected by 43 

1C8. 44 
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A. Graphic presentation of the splicing unit (bottom of the left panel) and the results of 45 

the RNA-Seq and MISO analysis for ITGB3BP unit from samples of HeLa-HIV cells 46 

treated with 1C8 (top of the left panel). The percent splicing index (PSI) of the ITGB3BP 47 

unit was determined by endpoint RT-PCR on samples of HeLa-HIV cells treated with the 48 

indicated concentrations of 1C8 and these values are shown in the histograms of the 49 

right panel. B-E. Similar descriptions for the alternative splicing units of DOM3Z, ESYT2, 50 

RBM41 and SPTAN1, respectively. 51 

 52 

Supplementary Figure S6. Impact of  siRNA-mediated knockdown of SRSF10 on 53 

five cellular splicing events affected by 1C8. 54 

A. Immunoblot showing the siRNA-mediated depletion of SRSF10 in 293 cells. (B-F) 55 

Histograms with percent splicing index (PSI) values for splicing units in ITGB3BP, 56 

DOM3Z, ESYT2, RBM41 and SPTAN1. 57 

 58 

Supplementary Figure S7. MA plots depicting expression changes (log2FC) of 59 

human genes caused by different concentrations of 1C8 relative to their relative 60 

expression levels (logCPM) in untreated samples. 61 

The plots contain all expressed genes (15 867) based on a cpm cutoff of >1 in at least 4 62 

experimental samples. All the MA plots are on the same scale (fold change from +4 to -63 

4). Genes whose expression increases and decreases by more than 2-fold are in red 64 

and blue, respectively.   65 

 66 

Supplementary Figure S8. Bar plots of expression hits at 1 µm of 1C8. 67 
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The distribution of genes whose expression changes. Approximately 4000 expressed 68 

genes were binned in each category according to their global expression level in 69 

untreated samples (low, medium, high and super high).  The number of genes whose 70 

expression was affected (increased in red and repressed in blue) at least two-fold is 71 

represented by bar graphs. 72 

 73 

Supplementary Table S1.  Alternative splicing of cellular transcripts affected by 74 

1C8 as measured by endpoint RT-PCR. 75 

A set of 92 events was analyzed for alternative splicing using endpoint RT-PCR. Genes 76 

were selected for their ability to yield two amplicons of sizes that provide adequate 77 

resolution by microfluidic analysis using a RT-PCR screening platform (sequences of 78 

forward and reverse primers are indicated). HeLa-HIV cells were treated with 1C8 (1 and 79 

10 µM) or DMSO as a control (in triplicates). Total RNA was extracted and RT-PCR 80 

analysis was carried out. For each sample, percent splicing index (PSI) values are given 81 

and changes relative to the control (∆PSI) were calculated. We used a statistical 82 

approach tailored to the analysis of genomic data based on the false discovery rate 83 

(FDR) expressed as a q-value. For example, a 5% FDR, q value ≤ 0.05 indicates that 84 

5% of the results judged to be significant could represent false positive signals. The 85 

section in green indicates q values that are smaller than 0.05, while only one value (in 86 

red) is inferior to 0.01.  87 

 88 

Supplementary Table S2. Cellular transcripts whose alternative splicing are 89 

affected by 1C8 as revealed by MISO analysis of RNA-Seq data. 90 
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 91 

MISO analysis of RNA-Seq data revealed a set of 86 alternative splicing units affected 92 

by more than 30 percentage points in samples of HeLa-HIV cells treated with 1C8 93 

(Bayesian coefficient score greater than 20) in at least one level of drug treatment. 94 

Essentially, 106 significant shifting events were discovered respectively distributing as 9, 95 

16, 25 and 56 in the 1, 5, 10 and 20 µM treatment with 1C8 (20 shifting events are 96 

occurring at more than one concentration). Event types are alternative 3’splice site 97 

(A3SS) alternative 5’ splice site (A5SS) and skipped exon (SE), retained intron (RI) and 98 

mutually exclusive exon (MXE).  99 

 100 

Supplementary Table S3. Cellular transcripts with expression affected by 1 µM of 101 

1C8 based on RNA-Seq data. 102 

 103 

List of transcripts whose expression was affected more than 2-fold (log2 greater than 1 104 

or smaller than -1) with FDR values inferior to 0.05.  105 

 106 

Supplementary Table S4. Primers used in the study. 107 

 108 
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Supplementary Figure S2 
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