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Figure S1. Defining IFITM1/2/3 expression in IFITM1/3-knockout SiHa cells. (A) Dose dependent titration in wt-
SiHa and IFITM1/IFITM3 null cells with IFNy-stimulation for 24 h: nontreated (lane 1), 2000 (lane 2), 1000 (lane 3), 100
(lane 4), 50 (Iane 5), and 10 (lane 6) ng/ml. Cells were tested by Western blotting using the IFITM1/IFITM3 antibody for
detection (approximately 15 kDa). GAPDH (approximately 35 kDa) was used as a loading control. (B) IFITM2 induction
was tested by comparing endogenous protein expression to cells stimulated with 100 ng/ml IFNy for 24 h. IFITM2
protein expression was not detected despite IFNy-stimulation. Cells were tested by Western blotting using the IFITM2
antibody for detection (approximately 15 kDa). 3-ACTIN (approximately 35 kDa) was used as a loading control. Wt-
SiHa cells (C) and IFITM1/IFITM3 null (D) were grown to 80% confluency and fixed with 4% (w/v) paraformaldehyde,
permeabilized using 0.25% Triton X-100 and blocked with 3% (w/v) BSA. Immunofluorescence was performed
detecting IFITM1/IFITM3 protein in nonstimulated cells (w/o IFNY) or cells stimulated with 100 ng/ml IFNy (IFNYy) for
24 h. The negative control (Ctrl IFITM1/3) was performed by solely staining with anti-mouse Alexa Fluor 594 secondary



antibody. Arrowhead colored in white (C; merged column, IFNyrow) indicate the perinuclear distribution of

IFITM1/IFITMS3 protein in wt-SiHa upon IFNY stimulation. Scale bar: 10 pm.
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Figure S2. Identification of IFITMI1 interacting proteins. (A) SILAC workflow describing the stages followed for
identifying the IFITM1 binding proteins using SBP-tagged IFITM1 and SBP empty-vector control; stage include cell
labelling, transfection, affinity purification using streptavidin beads, elution of the IFITM1 complexes, FASP and LC-
MS/MS analysis. (B) An immunoblot of lysates from cells transfected with SBP-tagged IFITM1 or SBP empty vector.
Cells were harvested after 24 and 48 h following SBP-IFITM1 or SBP-vector transfection. Transfections were performed
in cells grown with heavy and light SILAC media. Lanes were loaded with Lysate [L] and Pull-down [PD]. SBP-tagged
IFITM1 was detected in lysates of transfected cells grown in heavy (R6K6) media (lanes 1-8) or light (ROK0) media
(lanes 9-16). The transfected SBP-IFITM1 protein was detected in the lysate using either anti-SBP antibody (top panel)
or IFITM1/IFITM3-specific monoclonal antibody (lower panel; lanes 3, 7, 11 and 15). SBP-IFITM1 protein was detected
by a migration at 19 kDa and the endogenous IFITM1/IFITM3 proteins migrated at a position of 13.9 kDa and 14.6 kDa,
respectively. The transfected SBP-IFITM1 protein was detected in the lysate at either 24 or 48 h post-transfection into
cells with heavy media (lanes 3 and 7) or light media (lanes 11 and 15). (C) Overlapping of proteins detected by MS
from 24 or 48 h post transfection and affinity purification of SBP-IFITM1 including the top proteins enriched in the
IFITM1 enrichment (from SI Appendix, Table S1). (D) Identified SRSF peptides in SBP-IFITM1 protein enrichment after
affinity purification in isotopically labelled wt-SiHa cells. Heavy isotopically labelled tryptic peptides identified from
the SBP-IFITM1 affinity enrichment are highlighted in red for the SRSF family of proteins (SRSF1, SRSF2, SRSF3, SRSF6
and U2AF1). Underlined unique peptides confirm that these proteins are SRSF isoforms reported to shuttle between

the cytoplasm and nucleus.
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Figure S3. Heat map representation of the mRNA induction of IRDS genes. The x-axis contains the wt-SiHa and
IFITM1/IFITM3 null cells nonstimulated or IFNy-stimulated with 100 ng/ml for 24 h. The y-axis contains transcript
expression corresponding to the 31 IRDS genes. Color scale units are log2 (TMP), becoming red when it is highly
expressed and purple to blue for nonexpressed and under-expressed values. Values in grey color correspond to genes
which TPM was equal to 0. TPM=transcript per million. The heatmap was developed by taking the log2 (TPM) count
of the 31 IRDS genes; representation of the genes of interest (IRDS) is extracted from SI Appendix, Table S2. R version
3.5.3 and ggplot2 3.2.1 was to create the heatmaps.
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Figure S4. Original scans for the mRNA trace after sucrose density gradient fractionation in six independent
replicates. (A-C) Sucrose density gradient was performed in wt-SiHa cells and IFITM1/IFITM3 null cells treated with
100 ng/ml IFNYy for 24 h to activate the IFN-protein synthesis response. A higher 80S peak (A254) was observed in wt-
SiHa cells compared to in IFITM1/IFITM3 null cells in all three replicates (indicated with the dashed lines). (D-F)
Sucrose density gradient was performed in wt-SiHa cells and IFITM1/IFITM3 null cells treated with 100 ng/ml IFNy
for 24 h. Cells were also transfected with IFITM1 and IFITM3, or the respective empty vector (EV) for 48 h to recover
the lower 80S peak observed in the IFITM1/IFITM3 null cells (indicated with the dashed lines).



Table S1. List of proteins enriched in SBP-IFITM1 pull down. The precipitates at both 24 and 48 h transfection times
were processed as in the experimental methods. The data in the multiconsensus report are represented, as in column:
A. Accession number, B. Description (gene name). Summary from all analyzed samples. C. ZCoverage (the number of
amino acids in a protein sequence that were found in identified peptides), D. Z# Proteins (number of proteins identified
in the protein group; introduced is the master protein), E. Z# Unique Peptides (number of peptides that are unique to a
protein group), F. Z# Peptides (the total number of distinct peptides in protein group), G. Z# PSMs (the number of
peptide spectrum matches, the total number of spectra used for the identification of the peptides belongs to the protein).
24 h time point; H. XCorr (the goodness of fit of experimental peptide fragments to theoretical spectra created from the
sequence b and y ions)); I Coverage, J. # Peptides, K. #PSM, and L. Area (under the peak, value used for quantification).
48 h time point; M, XCorr; N Coverage, O # Peptides, P. #PSM, and Q. Area. The ratio of the relative peak intensities of
the heavy to light peptides are highlighted at 24 h (R) and 48 h (U).

Table S2. Generation of RNA seq datasets from the indicated cell lines using CLCBio Genomics workbench 12.0.
The fastq sequencing reads were used as the input file and RNA-seq analysis tool was used in the CLCbio Genomics
workbench 12.0. All transcript reads detected were taken to generate the final transcript count for each gene.
Comparisons of all transcripts were performed for the following cells: nontreated wt-SiHa cells (index 13 fastq files),
IFNy-stimulated wt-SiHa cells (index 14 fastq files), nontreated IFITM1/IFITM3 null cells (index 23 fastq files), and vs
IFNy-stimulated IFITM1/IFITM3 null cells (index 25 fastq files). The output excel file from the software in the columns
represent: gene name; chromosome location; region; identifier; wild type SiHa total counts; wild type SiHa RPKM; wild
type SiHa TPM; wild type SiHa CPM; wild type SiHa IFNYy total counts; wild type SiHa IFNy RPKM; wild type SiHa
IFNy TPM; wild type SiHa IFNy CPM; IFITM1/IFITM3 null total counts; IFITM1/IFITM3 null RPKM; IFITM1/IFITM3
null TPM; IFITM1/IFITM3 null CPM; IFITM1/IFITM3 null IFNy total counts; IFITM1/IFITM3 null IFNy RPKM;
IFITM1/IFITM3 null IFNy TPM; IFITM1/IFITM3 null IFNy CPM.



