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RNA-seq was performed on uninfected (mock-infected) cells, and cells infected with reovirus

(14 hours post-infection). Sequencing was done in triplicate.

Table A. RNA-sequencing data 

Sample Number of bases HiSeq Reads 

Mock 1 9 270 066 200 46 350 331 
Mock 2 9 400 946 800 47 004 734 
Mock 3 7 880 753 600 39 403 768 
Reovirus 1 10 499 367 400 52 496 837 
Reovirus 2 10 352 922 800 51 764 614 
Reovirus 3 8 850 997 600 44 254 988 

 



Table S3. Distribution of ΔPSI 
values in the 240 events identified 

ΔPSI Number of ASEs 
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Table B. Distribution of ΔPSI values

in the 240 differentially spliced ASEs



Exon 5

Table C: Sequencing results (Sanger) for splicing junctions confirmed by RT-PCR 

Gene ASE Form Splicing
junction

Predicted
sequence

Sequencing
results

Il34 Short 5-7 CAGCGGAGCCT
CATGGATGTGG
AGATTGGC

CAGCGGAGCCT
CATGGATGTGG
AGATTGGC

Long 5-6 NA NA

Long 6-7 NA NA

hnRNPA2B1 Short 8-10 GAGGAGGACCT
GGAGGAAATTA
TGGAAGTG

GAGGAGGACCT
GGAGGAAATTA
TGGAAGTG

Long 8-9 GAGGAGGACCT
GGAGGTGGCAA
TTTTGGAG

GAGGAGGACCT
GGAGGTGGCAA
TTTTGGAG

Long 9-10 ACAACTATGGA
GGAGGAAATTA
TGGAAGTG

ACAACTATGGA
GGAGGAAATTA
TGGAAGTG

Exon 6 Exon 7

Exon 9 Exon 10Exon 8

NA: Splicing junction expressed at levels too low to allow sequencing
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Figure A. Detection of reovirus genes in infected cells by qRT-PCR.

(A) Total RNA was extracted from both uninfected and infected cells (14 h post-infection). Viral infection was confirmed

by qRT-PCR using specific primers for three viral genes (M1, S1, L1). A control reaction without template (NTC: no

template control) was also performed. All three viral genes were detected in the infected cells samples but were

undetectable in the uninfected (mock) samples (absence of amplification or nonspecific amplification). Cq:

quantification cycle.

(B) Primers used for qPCR detection.



qRT-PCR data on amplification of viral genes in uninfected (mock) 

and infected cells

Orthoreovirus

Primer

Cq

Mock

Cq

infected
Cq NTC Color

L1_1 Undetected 20.52 Undetected Black

L1_2 Undetected 19.22 Undetected Yellow

M1_1
Undetected

18.57 Undetected Pink

M1_2
Undetected

19.68 Undetected Green

S1_1
Undetected

16.93 Undetected Blue

S1_2
Undetected

17.00 Undetected Gray

A

B
Primers design for qRT-PCR amplification of reovirus genes

Name Primer forward Sequence Primer reverse Sequence

L1_1 orthoreovirus_t3d_seg_L1.F1 GGCAAAGACGGTGTCGGGTC orthoreovirus_t3d_seg_L1.R1 TGCGTCCGCTTCTGACTCCT

L1_2 orthoreovirus_t3d_seg_L1.F2 CTAGGGGTGGATCTGGCGCA orthoreovirus_t3d_seg_L1.R2 TCGCTAATTGTGCCGCCTGG

M1_1 orthoreovirus_t3d_seg_M1.F1 AGCGCGCAGCCTAAATGGTT orthoreovirus_t3d_seg_M1.R1 ACGTAGATGCCGGGTCTGCT

M1_2 orthoreovirus_t3d_seg_M1.F2 AGATGAGGCTTTCGTGCGGC orthoreovirus_t3d_seg_M1.R2 GCATGTCACGGATCACGCCA

S1_1 orthoreovirus_t3d_seg_S1.F1 GGTCGGATGGATCCTCGCCT orthoreovirus_t3d_seg_S1.R1 TCGAGTCCCTGGGTGATCCG

S1_2 orthoreovirus_t3d_seg_S1.F2 CCTCCGGATCACCCAGGGAC orthoreovirus_t3d_seg_S1.R2 TGTCCCACTCGAGCACCCAA

Figure A

Infected

Mock

NTC



Figure B. Heatmap representation of gene expression of total cellular genes in both infected and uninfected (mock)

cells.

RNA sequencing was done in triplicate for each condition. The map represents the number of transcripts sequences

(TPM: transcripts per million) in a color-coded logarithmic scale. Blue and green indicates high levels of gene

expression while yellow indicates low levels of gene expression.
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Figure C. List of the 570 genes for which the expression was the most significantly modified following viral infection.

The list of genes is shown with the corresponding expression profile of each gene. The level of gene expression is

presented on a logarithmic scale (Log2)
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Figure D. Overexpressed genes interaction network during reovirus infection.

Interaction network for the 380 cellular genes for which the expression was upregulated upon viral infection. The network was

determined by uploading the genes into STRING. Solid lines: direct known interactions; dashed lines: suspected or indirect

interactions.
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Figure E. 240 ASEs are modified during viral infection with reovirus.

Heatmap representation with a sequential color scale of the 240 ASEs that are differentially spliced upon viral infection. RNA

sequencing was done in triplicate for both the uninfected (mock) and infected cells. Darker shades indicates high ΔPSI values and

lighter shades indicates low ΔPSI values between infected and mock cells. More than one ASEs can impact the same gene.
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Figure F. Profiling of the cellular alternative splicing landscape during reovirus infection.

(A) Interaction network for genes encoding the 240 differentially spliced transcripts upon viral infection. The network was

determined by uploading the corresponding genes into STRING. Solid lines: direct known interactions; dashed lines: suspected or

indirect interactions.

(B) Gene ontology analysis of the 240 differentially spliced transcripts upon viral infection. The corresponding genes were

imported into the DAVID gene ontology suite of programs at the NIAID. Ontological functions were determined determined for

biological processes using all ASEs caracterized as background.
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Figure G. Additional validation of ASEs dysregulated in infected cells.

(A, C, E) Overview of two isoforms encoded by the HNRNPA2B1, EIF4A2, and IL34 genes. Exons are depicted in red

and and the intervening introns are shown as thin black lines (not to scale). The primers used to detect the ASEs by

RT-PCR assays are shown in gray and the sizes of the expected amplicons (162 nt and 282 nt, 112 nt and 219 nt, 256

nt and 374 nt, respectively ) are also indicated. The genomic coordinates of the two isoforms are also indicated.

(B, D, F) Cellular mRNAs isolated from both uninfected and infected cells were analyzed by RT-PCR using specific

primers to detect both forms of the ASE encoded on various genes. The amplified products were analyzed by

automated chip-based microcapillary electrophoresis. Capillary electrophoregrams of the PCR reactions are shown.

The positions and the amplitude of the detected amplicons are highlighted by red boxes. The positions of the internal

markers are also indicated.
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EIF4A2 - Uninfected EIF4A2 – Infected
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Figure H. List of the differentially ASEs associated with viral infection.

The list displays the 240 differentially spliced transcripts with the corresponding Delta PSI values, the associated gene

expression (in Log2), and the associated biological processes.
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Figure I. Common ASEs modified between WT reovirus and P4L-12 mutant show a strong correlation.

Correlation between PSI values for WT and P4L-12 mutant reovirus.
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Figure J. Analysis of the 240 differnentially spliced transcripts highlights a consensus sequence.

A significant enrichment of a 41 nt motif in the vicinity of many splice regions was found in transcripts for which AS was

altered upon viral infection. The motif was found in 93 of the 240 transcripts that were differentially spliced upon viral

infection (e value = 1,3e-1049 ). The diffentially spliced exon and its flanking introns were used to search for this motif.
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