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Abstract The shuttling serine/arginine rich (SR) protein SRSF1 (previously known as SF2/ASF) is
a splicing regulator that also activates translation in the cytoplasm. In order to dissect the gene
network that is translationally regulated by SRSF1, we performed a high-throughput deep
sequencing analysis of polysomal fractions in cells overexpressing SRSF1. We identified
approximately 1500 mRNAs that are translational targets of SRSF1. These include mRNAs encoding
proteins involved in cell cycle regulation, such as spindle, kinetochore, and M phase proteins, which
are essential for accurate chromosome segregation. Indeed, we show that translational activity of
SRSF1 is required for normal mitotic progression. Furthermore, we found that mRNAs that display
alternative splicing changes upon SRSF1 overexpression are also its translational targets, strongly
suggesting that SRSF1 couples pre-mRNA splicing and translation. These data provide insights on
the complex role of SRSF1 in the control of gene expression at multiple levels and its implications
in cancer.

DOI: 10.7554/eLife.02028.001

Introduction

Alternative splicing is a central mechanism for the regulation of gene expression allowing increased
proteomic complexity in higher eukaryotes (Smith and Valcarcel, 2000; Braunschweig et al., 2013;
Kornblihtt et al., 2013). It is regulated at many different levels, mainly by the binding of protein factors
to enhancers and silencers in the pre-mRNA. The importance of chromatin structure and histone modifi-
cations in alternative splicing regulation has only begun to emerge recently (Schwartz et al., 2009;
Tilgner et al., 2009; Luco et al., 2010, 2011; Pradeepa et al., 2012).

The SR proteins are a well-characterized family of splicing factors with a role in both constitutive
and alternative splicing (reviewed by Lin and Fu, 2007). They have a modular structure consisting of
one or two N-terminal RNA recognition motifs (RRMs), which determine their RNA-binding specificity
and a C-terminal domain rich in arginine and serine residues (RS domain) (Shepard and Hertel, 2009).
An extended family of RS domain-containing proteins present in metazoans, termed SR-like or
SR-related proteins, are structurally and functionally distinct from canonical SR proteins and have roles
not exclusively related to splicing but participate in other cellular functions as well, including transcrip-
tion and cell cycle progression (Boucher et al., 2001). The activity of SR proteins in alternative splicing
is defined by the location of their binding sites, generally displaying a stimulatory role in splicing when
bound to exons and an inhibitory role when bound to introns (Han et al., 2011; Erkelenz et al., 2013;
Zhou and Fu, 2013). Their function in alternative splicing can be antagonized by the activity of hnRNP A/B
proteins in a concentration-dependent manner, in such a way that the relative ratios of these antagonists
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elLife digest Genes contain the instructions to make proteins. These instructions are first
transcribed to produce an intermediate molecule called a messenger RNA (mRNA), which is then
translated to produce the protein. However, gene sequences are often interrupted by ‘introns’,
sections of DNA that do not code for protein, and these introns must be removed from the mRNA
molecules via a process called ‘splicing’ before the protein is produced.

Splicing can also be used to ‘mix and match’ sections of gene sequences to produce slightly
different versions of the same protein in a process called ‘alternative splicing’. SRSF1 is one of a
family of proteins that control both types of gene splicing but also promotes the translation of
specific mMRNAs. To date only a few of the genes whose translation is regulated by SRSF1 have been
identified.

Here, Maslon, Heras et al. have used human cells that artificially produce more SRSF1 protein
than normal to identify those genes whose translation is regulated by SRSF1. Over 1500 ‘target
genes’ were found; many of which encoded proteins that are involved in cell division—and cells
with less SRSF1 than normal failed to divide properly. Maslon, Heras et al. also found a link
between alternative splicing and protein translation: many of the mRNAs that were spliced
differently in cells that over-produced SRSF1 were also genes whose translation was affected by
SRSF1.

Since uncontrolled cell division, or defects in mMRNA splicing or protein synthesis are all often
linked to cancer, these discoveries might provide new insights into the mechanisms underlying this
disease.

DOI: 10.7554/eLife.02028.002

can influence patterns of regulated splicing in a tissue-specific or developmentally regulated manner
(Eperon et al., 2000, Zhu et al., 2001). Although initially the RS domain was proposed to solely act
as a protein—protein interaction domain, it was later revealed that it also acts to contact the pre-mRNA
(Shen and Green, 2004; Shen et al., 2004; Hertel and Graveley, 2005). The RS domain has also been
shown to determine the localization and nucleo-cytoplasmic shuttling properties of SR proteins
(Caceres et al., 1997, 1998; Allemand et al., 2001).

A role for SR proteins and their natural antagonists, hnRNP proteins, in deregulated alternative
splicing during cancer progression has been extensively documented (reviewed by Venables, 2004
and David and Manley, 2010). For instance, three hnRNP proteins, hnRNP A1, hnRNP A2 and PTB,
control the alternative splicing of pyruvate kinase (PK-M) pre-mRNA giving rise to an isoform that is
required for aerobic glycolysis used by rapidly growing tumor cells (Clower et al., 2010; David et al.,
2010; Chen et al., 2012). The SR protein SRSF3 (previously known as SRp20) antagonizes the function
of the reported hnRNP proteins in PK-M alternative splicing (Wang et al., 2012). The antagonistic
activities of SRSF1 and hnRNP A1 also control the epithelial-to-mesenchymal transition (EMT) and its
reversal (MET) through production of two different alternatively spliced isoforms of the Ron proto-
oncogene (Ghigna et al., 2005; Bonomi et al., 2013). The levels of SRSF1 are regulated during EMT/
MET via alternative splicing associated with the nonsense-mediated mRNA decay pathway (AS-NMD),
which is regulated by the splicing factor Samé8 (Valacca et al., 2010). SRSF1 has been identified as an
oncogenic protein with altered expression in several tumors (Karni et al., 2007). Its increased expres-
sion leads, in cooperation with MYC, to the transformation of mammary epithelial cells (Anczukéow
et al., 2012). SRSF3 has also been proposed to be a proto-oncogene critical for cell proliferation
and tumor induction and maintenance (Jia et al., 2010), whereas SRSF6 (SRp55) is amplified and is
an oncoprotein in lung and colon cancers (Cohen-Eliav et al., 2013). Recently, a cellular defense
mechanism to deal with the oncogenic potential of increased SRSF1 expression has been described,
whereby SRSF1 stabilizes the tumor suppressor protein p53 by blocking its MDM2-dependent pro-
teasomal degradation, which ultimately leads to oncogene-induced senescence (OIS) (Fregoso et al.,
2013). Interestingly, other splicing factors, such as hnRNP A2/B1, are also overexpressed in some
types of cancers, such as glioblastomas, where they are correlated with poor prognosis (Golan-Gerstl
et al., 2011).

A subset of the SR protein family members shuttle from the nucleus to the cytoplasm, including
SRSF1 (SF2/ASF), SRSF3 (SRp20), SRSF4 (SRp75), SRSF6 (SRp55), SRSF7 (9G8), and SRSF10 (SRp38)
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(Caceres et al., 1998; Cowper et al., 2001; Cazalla et al., 2002; Sapra et al., 2009). Importantly,
shuttling SR proteins have been shown to participate in a wide range of post-splicing activities,
including mRNA nuclear export, nonsense-mediated mRNA decay, and mRNA translation (reviewed
by Long and Caceres, 2009 and Twyffels et al., 2011). As an example, several studies have revealed
that three shuttling SR proteins, SRSF1, SRSF3, and SRSF7, can act as mRNA export adaptors via
their interaction with the cellular export factor TAP (Huang and Steitz, 2001, Huang et al., 2003,
Hargous et al., 2006). Furthermore, increased concentration of SRSF1 promotes nonsense-medi-
ated decay (NMD) (Zhang and Krainer, 2004; Sato et al., 2008). A number of SR protein family
members were found to have a role in translation. We have previously shown that hypophosphorylated
SRSF1 protein is associated with polyribosomes in cytoplasmic extracts and enhances translation in
Hela cells both in vitro and in vivo (Sanford et al., 2004, 2005). Furthermore, we also uncovered the
molecular mechanism by which SRSF1 promotes translation by showing that it promotes translation
initiation of bound MRNAs by suppressing the activity of 4E-BP, a competitive inhibitor of cap-dependent
translation. This activity is mediated by interactions of SRSF1 with components of the mTOR signaling
pathway (Michlewski et al., 2008). In agreement with this, it was also shown that SRSF1 activates the
mTORC1 branch of the pathway, as measured by S6K and 4E-BP1 phosphorylation (Karni et al.,
2008). These findings suggest a model whereby SRSF1 acts as an adaptor protein that recruits the
signaling molecules responsible for regulation of cap-dependent translation of specific mRNAs.
Another shuttling SR protein, SRSF7, has also been shown to promote translation of unspliced MMPV
retroviral transcripts (Swartz et al., 2007), whereas SRSF5 and SRFSé6 increase the rate of Gag translation
in the HIV virus (Swanson et al., 2010). SRSF3 functions as a trans-acting factor for the internal ribosome
entry site (IRES)-mediated translation of poliovirus, which requires its cytoplasmic relocalization
during viral infection (Bedard et al., 2007, Fitzgerald and Semler, 2011, 2013). Despite the presence
of growing evidence for a role for shuttling SR proteins in the regulation of mRNA translation, only very
few physiological targets have been identified. This raises the issue whether this activity of SR
proteins has an important role in gene expression and/or whether it is associated with a particular
cellular pathway.

Here, we have focused on the identification of the mRNA translational targets of the SRSF1 protein.
We carried out high-throughput deep sequencing analysis of polysomal fractions in mammalian cells
overexpressing SRSF1. This resulted in the identification of a large number of mRNAs that are transla-
tionally regulated by SRSF1. These mRNAs encode proteins involved in cell cycle regulation, such as
spindle, kinetochore, and M phase proteins, which are essential for accurate chromosome segregation.
Interestingly, we also observed that in many cases SRSF1 affects the alternative splicing of a subset of
mRNAs and also influences translation of these isoforms, suggesting a role for SRSF1 in the coupling
of pre-mRNA splicing and translation. Altogether, the finding that SRSF1 promotes the increased
translation of genes associated with cell division could partially explain the oncogenic role of SRSF1.
In summary, these data provide insights on the complex role of SRSF1 in the control of gene expression
and its implications in cancer.

Results
Identification of SRSF1 translational targets

In order to identify SRSF1 translational mRNA targets, we performed a polysomal shift analysis to
follow mRNAs that move from the subpolysomal fraction to the heavier polysomal fractions in HEK
293T cells upon increased SRSF1 expression. Maintaining proper levels of SRSF1 could be critical for
cell function. As such, SRSF1 expression is subjected to negative autoregulation in order to maintain
homeostatic levels, which involves multiple layers of post-transcriptional and translational control
(Sun et al., 2010). Thus, in order to avoid cellular mechanisms that could limit an increased SRSF1
expression, we relied on transient overexpression of an epitope-tagged SR protein cDNA encoding
wild-type SRSF1 protein. We used two different concentrations of the SRSF1 expression vector and
obtained a maximum of a threefold increase in the levels of transfected SRSF1 protein over endogenous
protein in HEK 293T cells that displayed approximately 80-90% transfection efficiency (Figure 1—figure
supplement 1). We chose the highest concentration of transfected SRSF1 protein since this resulted
in maximum activation of a luciferase reporter harboring an SRSF1 binding site (Sanford et al., 2004)
(Figure 1—figure supplement 2, left panel). The translational activation of the luciferase reporter
induced by SRSF1 correlated well with a threefold increase in the polysomal/subpolysomal ratio of the
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reporter RNA (Figure 1—figure supplement 2, right panel). The expression of SRSF1 varies widely in
a tissue-specific manner and differences of up to 20-fold between different tissues have been reported
(Zahler et al., 1993; Hanamura et al., 1998). Thus, this level of overexpression is within physiological
levels and correlates well with the maximum activation of a translational reporter (Figure 1—figure
supplements 1 and 2). We proceeded to fractionate cell cytoplasm across 10-45% sucrose gradients
and isolated RNA from the subpolysomal and heavy polysomal fractions from control cells and from
cells transiently overexpressing SRSF1.

Next, we identified by high-throughput sequencing analysis those mRNAs that shifted to the poly-
somal fractions upon SRSF1 increased expression (Figure 1A). It has been shown that calculating
mRNA translation levels as log ratios of actively translated mRNAs divided by the corresponding cyto-
plasmic mRNA results in a significant number of false positives and false negatives (Larsson et al.,
2010). Therefore, to precisely identify those mMRNAs whose translation is responsive to increased levels
of SRSF1, we used for normalization the log ratios of polysomal mMRNAs versus RNAs in subpolysomal
plus polysomal fractions. The resulting polysome index measures the proportion/density of each tran-
script that is present in the polysomal fractions. We compared empty vector-transfected to SRSF1-
transfected cells by calculating the distribution of the log, ratios of their respective polysome index,
which we defined as the polysome shift ratio (PSR) (Figure 1B). This allowed for the scoring of an
increase in translational efficiency independently of the cellular abundance of the corresponding tran-
script. A cut off of 0.889 (p<0.01), corresponding to a 1.85-fold increase in the proportion of polyso-
mal-associated transcripts, resulted in the identification of 1576 mRNAs that shifted to heavier
polysomal fractions upon SRSF1 overexpression (Figure 1B and data in Supplementary file 1 at Dryad:
Maslon et al. (2014)). Gene Ontology analyses showed that a large proportion of those mRNAs iden-
tified in the polysomal shift analysis encode for proteins involved in cell cycle regulation, mitosis, tran-
scription, and post-translational protein modification (based on analysis with DAVID [Dennis et al.,
2003)) (Figure 2—figure supplement 1A). Among the RNA targets that displayed a polysomal shift
are mRNAs encoding proteins related to cancer, such as NRAS, the Ras-related protein R-Ras2, and
those related to cell cycle, such as CDC27, the retinoblastoma binding protein RBBP8, and retinoblas-
toma-like 1 (RBL1). (A list of all SRSF1 translational targets is provided in Supplementary file 1 at Dryad:
Maslon et al. (2014).) The SRSF1 translational targets may represent indirect as well as direct events.
In the first scenario, increased expression of SRSF1 could lead to general changes in gene expression,
which could result indirectly in the translational upregulation of a subset of mMRNAs. Conversely, direct
events would represent events whereby SRSF1 binds to its mRNA targets and activates their transla-
tion. Interestingly, we observed that 41% of all mMRNAs identified in the polysomal shift experiment
upon SRSF1 overexpression were previously identified as bona fide RNA targets of this SR protein by
CLIP-seq (Sanford et al., 2009) (Figure 2—figure supplement 1B). This strongly suggests that these
are direct mRNA translational targets of SRSF1. We combined k-mer enrichment analysis (the enrichment
of every 5-mer within the RNA sequences) with motif discovery to search for over-represented sequences
in SRSF1 mRNA translational targets. MEME was used to retrieve a motif logo from mRNA regions con-
taining the over-represented 5-mers (Bailey and Elkan, 1994, 1995). This resulted in the identification
of a purine-rich motif very similar to the one obtained when identifying genome-wide targets of SRSF1
(Figure 2A) (Sanford et al., 2008, 2009). Interestingly, the frequency of this motif showed a clear
gradient, being more predominant in CLIP-positive translational targets than in CLIP-negative transla-
tional targets and was even more reduced in both the CLIP-positive and CLIP-negative subset of
mRNAs that did not shift to polysomes following SRSF1 overexpression (Figure 2B). In fact, statistical
analysis showed a significant enrichment of the CLIP-positive mRNAs containing the identified consen-
sus motif (CM) in the SRSF1 translational targets (Fisher's exact test: OR 1.686, p<2.2E-16) (Figure 2C).
We further refer to these 505 mRNAs as SRSF1 direct translational targets. Next we analyzed whether
there was any position bias with respect to the SRSF1 consensus motif in SRSF1 translational targets.
We observed that this motif is preferentially located in the coding DNA sequence (CDS) and to a lesser
extent in the 5'UTR of SRSF1 translational targets, when compared with those mRNAs whose transla-
tion is unaffected by increased SRSF1 expression (referred to as null [PSR~0]) (Figure 2—figure sup-
plement 2). Gene Ontology analysis of direct SRSF1 translational targets revealed an enrichment in
mRNAs associated with cell cycle and chromosome organization, as previously seen when analyzing all
targets or CLIP-positive targets (compare Figure 2D and Figure 2—figure supplement 1A,C) as well
as an enrichment in mRNAs linked with transcription and RNA metabolism (Figure 2D,E, Figure 2—
figure supplement 1C).
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Figure 1. Identification of SRSF1 mRNA translational
targets. (A) Experimental approach to identify SRSF1 mRNA
translational targets. A characteristic fractionation
profile of empty vector (pCG) and SRSF1 transfected-HEK
293T cells (Figure 1—figure supplement 1) is depicted.
Absorbance at 254 nm was monitored. (B) A plot showing
the distribution of mMRNAs from RNA-seq analysis according
to the polysome shift ratio (PSR). The null distribution
(comparing two control subsamples) is symmetric and
sharply centered at 0. The PSR of SRSF1 versus empty
vector shows an enrichment over the null distribution.
The mRNAs with a p<0.01 (PSR>0.889) were considered
SRSF1 translational targets (Supplementary file 1).

DOI: 10.7554/eLife.02028.003

The following figure supplements are available for figure 1:

Figure supplement 1. Optimization of SRSF1 transient
transfection for polysomal shift analysis.

DOI: 10.7554/eLife.02028.004

Figure supplement 2. Luciferase reporter containing
an SRSF1 binding site.

DOI: 10.7554/eLife.02028.005
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Validation of SRSF1 translational
targets

We proceeded to validate a subset of SRSF1 tar-
gets that were identified in the experiment
described above. These experiments were per-
formed in  polysomal/subpolysomal
obtained independently from the samples used in
the RNA-seq experiment (Figure 1). We selected
mRNAs encoding for proteins involved in cancer-
related pathways such as cell cycle and apoptosis,
as well as other targets involved in processes such
as transcription, translation, RNA processing, and
proteolysis. Moreover, the selected mRNAs cov-
ered a wide range of values for PSR, from
0.9186 to 2.95 (data in Supplementary file 1 at
Dryad: Maslon et al. (2014)). As a negative con-
trol we used the AVEN and ALAS1 mRNAs, as
their distribution along the polysome profile did
not change upon SRSF1 overexpression (PSR = 0)
and its cellular abundance was comparable to
those mRNAs selected for the validation (data in
Supplementary file 1 at Dryad: Maslon et al.
(2014)). Importantly, we observed a significant
increase in the polysomal to subpolysomal ratio
for 70% of those mRNAs upon SRSF1 overex-
pression, as analyzed by RT-qPCR (Figure 3A),
confirming a role for SRSF1 in regulating transla-
tion of these targets. Notably, we observed the
highest fold change in the polysome to subpoly-
some ratio for mRNAs involved in cell cycle regu-
lation and RNA processing.

We sought to further explore a role for SRSF1
in mediating the translational regulation of pro-
teins involved in different aspects of RNA metab-
olism, such as splicing, NMD, and translation. As
a control we included a chimeric SRSF1 protein
harboring a nuclear retention signal (NRS), identi-
fied in the non-shuttling protein SRSF2, which
was fused at its C-terminus. This protein, termed
SRSF1-NRS, is constitutively retained in the nucleus
and does not activate translation (Cazalla et al.,
2002; Sanford et al., 2004). In most cases, we
confirmed that overexpression of SRSF1 protein,
but not of the nuclear-retained SRSF1-NRS
variant, results in a shift of the mRNAs encoding
for the aforementioned proteins to polysomes
(Figure 3B). For instance, we noticed that overex-
pression of SRSF1 results in increased translation
of CWC22, an essential splicing factor that also
has a role in exon junction complex deposition
and NMD (Alexandrov et al., 2012; Barbosa
et al., 2012; Steckelberg et al., 2012), as well as
of PRPF18 that is required for the second step of
pre-mRNA splicing (Horowitz and Krainer,
1997). SRSF1 translational targets that were

fractions

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028

5 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.7554/eLife.02028.003
http://dx.doi.org/10.7554/eLife.02028.004
http://dx.doi.org/10.7554/eLife.02028.005

e LI F E Research article Biochemistry | Cell biology

>
w
50

40
|

20
|

LOGO density (= occurrences/Kbp)
10 30

] ]
-‘l---%nmm ”
l--+noo oo

CLIP+ CLIP-  null CLIP+ null CLIP-

M translational target mMRNAs

CLIP-tag+consensus motif mMRNAs
(CLIP+ CM)

D protein ubiquitination " " deli
8 OBE. chromatin remodeling
p=8.96E-04 p=2.08E-03

RNA splicing \ I

p=2.83E-03
regulation of transcription
p=4.34E-04

M phase ”
p=1.61E-03 ~,,

mRNA metabolic process ___

p=1.74E-04
: cell cycle
RNA proggssing
chromosome organization
p=2.16E-05
B e G
Cell cycle CALM1, CALM2, CALM3, CCDC99, CCNH, CCNT1,
CCNG1, CDC26, CDK1, CEP57, CEP70, CEP170, CKAP2,
ERCC6L, FBX5, HELLS, MLF1IP, MPHOSPH9, NDC80,
NCAPG, PDS5B, PLK1S1, PTP4A1, SEPT7, SMC2, SMC4,
RNA metabolic AGR, C1D, CWC15, CWC22, EIF4E3, HNRNPH3, LSM3,
processes LSM5, LUC7L3, MPHOSPH10, PAN3, PAPOLG, PNRC2,

PPP4R2, PRPF4b, PRPF18, PUM2, RBM16, RNGTT,
RPL7, SF3B1, SR140, UPF2, ZCRB1

Figure 2. SRSF1 translational targets. (A) Motif identified on putative direct translational targets using 5-mers
enrichment in combination with MEME algorithm (width = 10, sites = 508/508, E value = 1.5E-308, IC = 7.9 bits).
Over-represented k-mers were obtained by double comparison CLIP+ versus CLIP— translational targets and CLIP+
translational targets versus null CLIP+. (B) Box plot showing the density of consensus motif (translational targets
CLIP+ > translational targets CLIP— > null CLIP+ > null CLIP+). (C) Venn diagram showing the overlap (505 mRNAs)
between translational targets (1576 mRNAs with p<0.01) and CLIP-tag mRNAs containing the consensus motif
Figure 2. Continued on next page
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Figure 2. Continued

(CLIP+ CM) (6065) (Fisher's exact test: OR 1.1686; p<2.2E-16. (D) The most representative classes of Gene Ontology
terms enriched in direct translational targets (with CLIP-tag and consensus motif [CLIP+ CM]) relative to all the
mRNAs detected in HEK 293T by RNA-seq. The number of genes observed in each category is indicated in the pie
chart. Modified Fisher's exact p value, EASE score is given for each category. In all cases, the Benjamini-Hochberg-
corrected EASE score was <0.1. (E) Table giving the gene names of SRSF1 translational targets related to cell cycle
and RNA processing pathways.

DOI: 10.7554/eLife.02028.006

The following figure supplements are available for figure 2:

Figure supplement 1. Analysis of SRSF1 translational targets.

DOI: 10.7554/eLife.02028.007

Figure supplement 2. The positional bias of the SRSF1 consensus motif in the 5'UTR, protein coding sequence
(CDS), and 3'UTR of SRSF1 translational mRNA targets (red) was compared to the null population (blue, PSR~0).
DOI: 10.7554/eLife.02028.008

validated in this assay also include LSM3, which is a constituent of the Lsm1-7-Pat1 complex that func-
tions in the 5'-to-3' mRNA decay pathway (Sharif and Conti, 2013), as well as proteins involved in
the NMD pathway such as UPF2 and PNRC2 (data in Supplementary file 1 at Dryad: Maslon et al.
(2014) and Figure 3B) (Nicholson et al., 2010). In particular, PNRC2 shows a drastic movement to
polysomal fractions upon SRSF1 overexpression, but is not responsive to increased expression of the
SRSF1-NRS variant (Figure 3B). Together, these observations are consistent with a role for SRSF1 in
regulating the translation of mRNAs encoding components of the RNA processing pathway. Of in-
terest, we noticed that SRSF1 also promotes the translation of mRNAs encoding negative regulators
of mRNA translation, such as EIF4E3 that recognizes and binds the 7-methylguanosine-containing
mRNA cap during an early step in translation initiation (Osborne et al., 2013), as well as Paip2 that
inhibits translation both in vitro and in vivo by displacing PABP from the poly(A) tail (Khaleghpour et
al., 2001). This could represent a feedback mechanism that becomes activated in response to SRSF1
overexpression to antagonize its role in translation. Alternatively it could suggest a role for SRSF1 in
the negative regulation of translation of subsets of MRNAs that are targets of EIFAE3 and/or PAIP2.
Indeed, we observed that 165 mRNAs are translationally repressed by increased expression of SRSF1
(Figure 1B).

It is known that protein levels in the cell cannot be always predicted from the mRNA abundance, as
other factors, such as post-translational modification and protein stability, contribute to steady-state
levels of protein. Thus, we sought to determine whether the SRSF1-induced polysomal shift of target
mRNAs correlated with higher protein abundance. Use of stable isotope labeling by amino acids in cell
culture (SILAC) resulted in the identification of 2157 proteins in the three protein lysates used (untrans-
fected, empty vector, and SRSF1-transfected HEK 293T cells) (data in Supplementary file 2 at Dryad:
Maslon et al. (2014)). Following normalization, we calculated for each of those proteins the log, of the
ratio between the levels of each individual protein in cells overexpressing SRSF1 versus control cells
(SILAC index). Thus, a positive value of the SILAC index indicates an increase in protein abundance
upon SRSF1 overexpression. As expected, we found the higher score for SRSF1 (data in Supplementary
file 2 at Dryad: Maslon et al. (2014)). To establish a correlation with the PSR, the SILAC index for each
protein was assigned to the mRNAs encoded by the corresponding gene (data in Supplementary files
1 and 2 at Dryad: Maslon et al. (2014)). We found a positive correlation showing increased protein
levels for SRSF1 direct translational targets (Figure 3C, third box). This correlation was even better for
a subset of mMRNAs that displayed a high polysome shift ratio (PSR>1) (Figure 3C, fourth box).

SRSF1 activates translation via the mTOR pathway

We previously showed that SRSF1 promotes translation initiation of bound mRNAs by suppressing the
activity of 4E-BP, a competitive inhibitor of cap-dependent translation. This activity is mediated by inter-
actions of SRSF1 with components of the mTOR signaling pathway. This suggested a model whereby
SRSF1 functions as an adaptor to recruit signaling molecules responsible for regulation of cap-depend-
ent translation of specific mRNAs (Michlewski et al., 2008). We sought to determine whether endoge-
nous SRSF1 translational targets responded to the same mechanism of translational activation, as we
previously showed using reporter assays. For this, we treated cells transiently expressing SRSF1 (or con-
trol cells) with a specific inhibitor of the mTOR kinase, PP242 (Dowling et al., 2010), and then measured
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Figure 3. Validation of SRSF1 translational targets. (A) RT-gPCR validation confirms an increased polysome to subpolysome ratio for selected SRSF1
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replicates. The asterisks indicate statistical significance (p<0.05) Error bars, Gene Ontology terms and cancer relationship are indicated. (B) RT-gPCR
validation of SRSF1 translational targets involved in RNA metabolic processes. The polysome to subpolysome ratio as measured by RT-gPCR in empty
vector-transfected cells compared to cells overexpressing SRSF1 is indicated. Two different concentrations of pCGT7-SRSF1 plasmid were used. A mutant
version of SRSF1 that is constitutively nuclear and does not activate translation was also included (SRSF1-NRS). (C) Box plot showing the values of the
stable isotope labeling by amino acids in cell culture (SILAC) index, defined as log, SRSF1 ratio/empty vector ratio. ‘All" refers to mRNAs encoding for
all the proteins found by SILAC (2471 mRNAs); ‘CLIP+' refers to the SRSF1 translational targets (PSR>0.889536; p<0.01) harboring CLIP-tag (125 mRNAs);
‘CLIP+CM' is for direct translational targets (105 mRNAs); ‘PSR21, CLIP+CM' refers to direct translational targets with a PSR21 (72 mRNAs) (p = 0.002487).
(D) PP242-mediated mTOR inhibition suppresses SRSF1-dependent activation of translation of a subset of mRNA targets. Control and SRSF1-overexpressing
cells were treated with PP242 for 90 min. The polysome to subpolysome ratio was measured by RT-gPCR in empty vector-transfected cells compared to
cells overexpressing SRSF1 treated with or without PP242. mTOR inhibition was validated by Western blotting (data not shown).

DOI: 10.7554/eLife.02028.009

polysomal to subpolysomal ratios of a subset of selected SRSF1 translational targets, including proteins
related to RNA processing (Figure 3B). Interestingly, we found that inhibition of mTOR abrogated the
stimulatory activity of SRSF1 on the translation of selected targets (Figure 3D). This demonstrates that
the activity of SRSF1 in translational activation of endogenous targets requires the mTOR pathway.

Coupling of alternative splicing and translation

The function of shuttling SR proteins in both splicing and post-splicing activities raises the possibility
that they may act to coordinate nuclear and cytoplasmic events for a subset of pre-mRNAs. Indeed,
we previously showed by coupling CLIP with subcellular fractionation that mRNAs found associated
with SRSF1 in the nucleus, were also found in the cytoplasm and in the actively translating pool of
ribosomes, suggesting that splicing and translation of those mRNAs could be coordinated by SRSF1
(Sanford et al., 2008). To assess a global effect of SRSF1 in coupling of pre-mRNA splicing with mRNA
translation, we analyzed changes in alternative splicing in cells overexpressing SRSF1 using exon-
junction arrays. We identified 382 differentially regulated cassette exons: 209 events associated with
skipping of an alternative exon and 173 events where overexpression of SRSF1 resulted in the inclu-
sion of an alternative exon (data in Supplementary file 3 at Dryad: Maslon et al. (2014)). In order to
correlate the polysomal shift of SRSF1 translational targets with the alternative splicing of those
mRNAs, the PSR for the isoforms generated by the changes in alternative splicing events upon SRSF1
overexpression were analyzed (Figure 4A). Interestingly, we observed a statistically significant increase
in the PSR of the isoforms generated by skipping as well as inclusion of a cassette exon (Figure 4A).
This suggests that SRSF1 can influence both the alternative splicing as well as the translational effi-
ciency of subsets of mMRNAs. As an example, we focused on the alternative splicing of the SR protein
kinase Clk1 pre-mRNA, which is regulated through alternative splicing, giving rise to two isoforms
encoding catalytically active and truncated inactive polypeptides (Clk1Ex4+ and Clk1Ex4—, respec-
tively) (Duncan et al., 1997). Indeed, we could confirm that SRSF1 overexpression caused increased
inclusion of the alternatively spliced exon 4 of CLK1T mRNA, giving rise to the active Clk1 isoform
(Figure 4B, left panel). Furthermore, an SRSF1 CLIP tag containing a consensus motif mapped to this
cassette exon suggesting that it is bound directly by SRSF1 (data in Supplementary file 3 at Dryad:
Maslon et al. (2014)). Interestingly, this isoform was also more translated (as measured by polysome
to subpolysome ratio by RT-qPCR) upon SRSF1 overexpression (Figure 4B, right panel).

A role for SRSF1 translational activity in cell division

A large number of SRSF1 mRNA translational targets encode for proteins involved in cell cycle regula-
tion (data in Supplementary file 1 at Dryad: Maslon et al. (2014)). This is even more apparent when
looking at the functional classification of direct translation targets containing the SRSF1 consensus
binding motif (Figure 2D,E) that includes several redundant layers such as cell cycle (p = 3.35E-06),
chromosome organization (p = 2.79E-07), and M phase (p = 3.61E-05), suggesting that SRSF1-
mediated translation may affect proper mitotic progression. In particular, many of these mRNAs
encode for proteins with a role in mitotic spindle and kinetochore formation (data in Supplementary
file 1 at Dryad: Maslon et al. (2014) and Figure 5A). The aforementioned group of proteins com-
prises, among others, a group of centrosomal proteins including CEP170, CEP70, and CEP57, proteins
involved in kinetochore and spindle function, such as NDC80 and CCDC99, and proteins forming the
condensin complex, including SMC2 and SMC4. NDC80, a core protein of the NDC80 complex, is
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Figure 4. Coupling of alternative splicing and translational regulation. (A) Correlation between SRSF1-induced
changes in alternative splicing with polysomal distribution of those isoforms. Changes in alternative splicing
induced by SRSF1 overexpression were determined by an exon-junction array. PSR: polysome shift ratio.

(B) RT-gPCR analysis of the effect of SRSF1 on CLK1 alternative splicing and preferential polysomal association. The
exon-intron structure of both isoforms is indicated (not to scale) and the CLK1 isoform that is an SRSF1 direct
translational target is underlined. SRSF1-induced changes in CLK1 alternative splicing were determined and
normalized to exon 7 (constitutive exon) levels (left panel). Two different concentrations of pCGT7-SRSF1 plasmid
were used. Polysomal distribution of CLK1 mRNA isoforms upon SRSF1 overexpression normalized to exon 7
(constitutive exon) levels (right panel).

DOI: 10.7554/eLife.02028.010

required for stable microtubule binding in the outer plate of kinetochores (Wei et al., 2007), whereas
CCDC99, also known as Spindly, is required for the dynein/dynactin localization to kinetochores
(Barisic et al., 2010). Centrosomal proteins control cell cycle progression and spindle-kinetochore
assembly (Kumar et al., 2013). In particular, CEP57 is involved in linking central spindle microtubules
and is required for spindle integrity (He et al., 2013), CEP70 is necessary for the organization and
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Figure 5. SRSF1 translational targets involved in cell division. (A) List of cell cycle proteins regulated by SRSF1 at the
translational level (left panel). The cartoon depicting their involvement in chromosome segregation during mitosis was
adapted from Kitagawa and Hieter (2001). APC stands for (Anaphase-promoting complex) (B) Validation of cell cycle
translational targets. The polysome to subpolysome ratio for a subset of cell cycle-related mMRNAs was measured by
RT-gPCR in empty vector-transfected cells compared to cells overexpressing SRSF1 or depleted of SRSF1. Two different
concentrations of pCGT7-SRSF1 plasmid were used. A mutant version of SRSF1 that is constitutively nuclear and does
not activate translation was also included (SRSF1-NRS). The asterisks indicate statistical significance (p<0.05). (C) Western
Figure 5. Continued on next page
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Figure 5. Continued

blot validation of selected cell cycle SRSF1 translational targets in empty vector or SRSF1-transfected cells. B-Actin
was used as a loading control. (D) Western blot validation of selected cell cycle SRSF1 translational targets in control or
SRSF1-depleted cells in an asynchronous (A) or mitotic population (M). Tubulin was used as a loading control.
DOI: 10.7554/eLife.02028.011

The following figure supplements are available for figure 5:

Figure supplement 1.
DOI: 10.7554/eLife.02028.012

orientation of a bipolar spindle in mitosis, and CEP170 is involved in microtubule organization and
associates with spindle microtubules during mitosis (Shi et al., 2011). Finally, SMC2 and SMC4 proteins
are part of the condensin | and Il complexes, which, together with cohesin, restructure chromosomes
to promote faithful chromosome segregation during mitosis (Losada and Hirano, 2005). Importantly,
altered translational regulation of any of these proteins could have important implications for faithful
chromosome segregation, as this depends on the formation of a bipolar spindle and the correct
attachment of kinetochores to spindle microtubules. Notably, another identified SRSF1 translational
target, CDK1, has also been shown to regulate the assembly of mitotic spindles as well as spindle
positioning, stability, and elongation (Enserink and Kolodner, 2010).

Here, we focused on those SRSF1 translational targets that are related to chromosome segregation
during mitosis (Figure 5A). We estimated their polysome to subpolysome ratio in HEK 293T cells over-
expressing SRSF1 using RT-qPCR. We observed a shift to the polysomal fraction upon increased SRSF1
expression (note that both concentrations shown in Figure 1—figure supplement 1 were used here).
By contrast, increased expression of the translationally inactive SRSF1-NRS variant did not cause a shift
to the polysomal fraction in most cases. Also, as expected we observed a decrease in polysomal asso-
ciation of these mRNAs upon siRNA-mediated depletion of SRSF1 (Figure 5B). This analysis validated
this subset of MRNAs as bona fide translational targets, suggesting a role for SRSF1 in the translational
regulation of proteins that are required for cell cycle progression (Figure 5B). We also performed Western
blotting analysis of some of these targets and were able to confirm that SRSF1 overexpression results in
increased levels of CEP70, NDC80, and SMC4 (Figure 5C). Conversely, we observed decreased protein
levels following SRSF1 depletion, in particular of NDC80, SMC4, and CEP57 (Figure 5D). Furthermore,
SILAC analysis also showed that increased expression of SRSF1 resulted in increased levels of proteins
related to cell cycle progression and chromosome segregation (Figure 3 and data in Supplementary
file 2 at Dryad: Maslon et al. (2014)). In particular, CEP170, CBX3, and PDS5B protein abundance
increased in response to SRSF1 overexpression, further validating the role of SRSF1 in regulating trans-
lation of these targets. In agreement with these observations, previous findings from the MitoCheck
consortium have revealed that SRSF1 is involved in mitotic progression (Neumann et al., 2010).

A recent study has revealed a dynamic reprogramming of translation throughout the cell cycle
(Stumpf et al., 2013). Since our studies were carried out for the most part in asynchronous cell popula-
tions, it remains possible that SRSF1 non-translational effects on cell cycle could be the cause of at
least some of the observed changes in mRNA translation. Importantly, we observed that increased
expression of SRSF1 does not grossly affect the cell cycle profile (Figure 5—figure supplement 1A),
strongly suggesting that the observed increase in polysomal to subpolysomal ratios for these targets
is primarily linked to SRSF1-mediated translation and not to an indirect effect on the cell cycle.
Conversely, SRSF1 depletion led to major cell cycle aberrations (Figure 5—figure supplement 1B),
with approximately 50% of SRSF1-depleted cells remaining arrested in the G2/M phase. This could be
caused by a loss of SRSF1-dependent translation of targets required for cell cycle progression, as we
observed decreased association of these mRNA targets with polysomes in SRSF1-depleted cells
(Figure 5B), as well as decreased levels of the corresponding proteins (Figure 5D). Importantly, the
levels of SRSF1 itself do not change significantly throughout the cell cycle, albeit there is a 1.2-fold
increase in SRSF1 protein levels from the G1 to S phase (Ly et al., 2014). We cannot rule out, however,
that the subcellular localization of SRSF1 is cell cycle regulated, which could potentially affect the
translation of SRSF1 targets.

We proceeded to further assess the effect of SRSF1 depletion in mitotic progression. The protea-
some inhibitor MG132 was added for 2 hr to Hela cells in culture and the cell cycle profile was evaluated
at different times following MG132 release (Figure 6A). As previously demonstrated, proteasome
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Figure 6. SRSF1 is required for cell cycle progression. (A) and (C) Schematic representation of the protocols used to assess mitotic progression.

(B) Hela cells were treated as in (A) and the number of cells at different stages of mitosis was determined by classification of images of fixed cells stained for
DNA, tubulin, and pericentrin. (D) Hela cells were treated as in (C) and time-lapse imaging of mCherry-H2B was performed. Images were captured every
15 min over 24 hr at three different positions. Representative images of cells transfected with control siRNA and SRSF1 siRNA are shown. (E) The graph
indicates the elapsed time (minutes) from nuclear envelope breakdown (NEBD) or chromatin condensation to the onset of anaphase/telophase or to
mitotic cell death. (F) HT1080 cells stably expressing GFP-CENPA were transfected with control or SRSF1-specific siRNA, and 24 hr later cells were retransfected
with either empty vector or SRSF1. The next day cells were seeded in six-well plates and time-lapse imaging of GFP-CENPA was performed as in (C). The
graph indicates the elapsed time (minutes) from nuclear envelope breakdown (NEBD) or chromatin condensation to the onset of anaphase/telophase or
to mitotic cell death. Scale bar is 10 um. The asterisks indicate statistical significance (*p<0.05, **p<0.01, ***p<0.001).
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inhibitors induce metaphase arrest (Wéjcik et al., 1996) and indeed following drug treatment we
observed accumulation of cells in the prometaphase/metaphase stage of the cell cycle (Figure 6B).
Interestingly, while control cells proceeded through the normal stages of mitosis following MG132
withdrawal, Hela cells that were depleted of SRSF1 remained arrested in metaphase, indicating that
SRSF1 was required for normal mitotic progression (Figure 6B). To confirm this, we co-transfected
Hela cells with epitope-tagged GFP-tubulin and mCherry-H2B and compared the cell cycle stage of
control cells and SRSF1-depleted cells by time-lapse imaging (Figure 6C-E). The co-transfected pro-
teins were used as markers to follow the cell cycle stage (for simplicity only the mCherry-H2B is shown).
This analysis confirmed that SRSF1 is indeed essential for proper cell cycle progression (Figure 6D, E).
Specifically, control cells underwent mitosis in around 50 min, whereas cells depleted of SRSF1
remained arrested in metaphase for several hours, and eventually either underwent cell division or
apoptosis. We repeated this experiment in HT1080, a human fibrosarcoma cell line stably expressing
GFP-centromere protein A (CENPA). CENPA is homologous to histone H3 and replaces canonical H3
in the nucleosome core of centromeric chromatin. Thus, monitoring GFP-CENPA protein allows
progression through mitosis to be followed. Similarly to what was observed in Hela cells, SRSF1 deple-
tion in HT1080 resulted in a significant, albeit less severe, increase in the time these cells spent in mitosis.
Interestingly, the mitotic delay was partially rescued by restoring normal levels of SRSF1 (Figure 6F).

The finding that SRSF1 translational targets are enriched for mRNAs implicated in mitotic spindle
function could explain the observed mitotic defect. To explore this further, we followed spindle forma-
tion in control cells and in cells depleted of SRSF1. We noticed that upon depletion of SRSF1, Hela
cells displayed spindle defects, in particular a multipolar spindle phenotype (Figure 7A-C). SRSF1
depletion also resulted in abnormal alignment and chromosome congression problems (Figure 7—figure
supplement 1). Importantly, the multipolar spindle phenotype could be rescued by transient over-
expression of wild-type SRSF1 protein. By contrast, transient expression of the non-shuttling SRSF1-
NRS did not rescue this phenotype (Figure 7D). This strongly implies that normal levels of SRSF1
protein are required to maintain a bipolar spindle and that the translational function of SRSF1 is necessary
for this activity.

In summary, we have identified the translational targets of the shuttling SR protein SRSF1 and have
found a particular enrichment in mRNAs that participate in cell cycle regulation and chromosome
segregation. In particular, we identified a role for SRSF1 in translating mRNAs encoding for proteins
involved in bipolar spindle formation. The translational regulation of SRSF1 targets could contribute
partially to the role of this shuttling SR protein in tumorigenesis.

Discussion

There is extensive coupling among different steps in eukaryotic gene expression, as illustrated by the
intimate connection between transcription and pre-mRNA splicing (Baurén and Wieslander, 1994,
Neugebauer, 2002). Recent genome-wide analyses using the CLIP protocol have identified endoge-
nous RNA targets for several SR proteins (Sanford et al., 2009, Anké et al., 2012; Pandit et al.,
2013). These studies revealed that individual mMRNAs bind multiple SR proteins, as was also described
in insect cells (Bjérk et al., 2009).

Protein synthesis is a tightly regulated process and its misregulation has been linked to the devel-
opment of cancer (Blagden and Willis, 2011). We had previously demonstrated that SRSF1 functions
as an adaptor protein to recruit the signaling molecules responsible for the regulation of cap-dependent
translation of specific MRNAs (Michlewski et al., 2008). Here, we present a transcriptome-wide view
of the role of SRSF1 in mRNA translation. This analysis revealed that SRSF1 regulates the translation of
mRNAs encoding proteins involved in many different cellular processes, including cell cycle progression,
RNA processing, and mRNA translation itself (Figure 3A). For instance, SRSF1 promotes the transla-
tion of PABP-interacting protein 1 (PAIP1), a positive regulator of translation that binds to elF3 and
stabilizes the interaction between PABP and elFAG (Martineau et al., 2008). The activity of SRSF1 in
promoting the translation of endogenous targets is mTOR dependent; however, we did not find an
effect of SRSF1 on the regulation of either 5TOP mRNAs or pyrimidine rich translational element
(PRTE) mRNAs, which have been previously shown to be mTOR sensitive (Hsieh et al., 2012; Thoreen
et al., 2012). Interestingly, approximately one third of the SRSF1 translational target mRNAs identified
here were previously shown to be bona fide RNA targets of this SR protein by CLIP-seq, suggesting
that these are direct translational targets (Sanford et al., 2009). Recently, an interesting link between
alternative splicing and the preferential association of alternative mRNA isoforms to the translational
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Figure 7. SRSF1 is required for bipolar spindle
formation. (A and B) Hel.a cells were transfected with
control or SRSF1-specific siRNA and 48 hr later stained
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Representative images for cells transfected with control
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(B) Images show the formation of multipolar spindles
upon SRSF1 depletion. (C) Quantitation of the multipolar

spindle phenotype observed in (B) upon SRSF1 depletion.
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Figure 7. Continued on next page
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machinery was reported (Sterne-Weiler et al.,
2013). Here, we have analyzed changes in alter-
native splicing in response to different levels of
SRSF1 protein. Our previous results have sug-
gested that SRSF1 may act to coordinate the nu-
clear and cytoplasmic steps of post-transcriptional
gene expression for a subset of pre-mRNAs
(Sanford et al., 2008). Here, we observed that
mRNAs that display alternative splicing changes
upon increased SRSF1 concentration were also
translationally regulated by SRSF1. This suggests
that SRSF1 influences several steps of the mRNA
life cycle acting to couple nuclear events with
mRNA translation (Figure 4). Interestingly, it was
recently shown that SRSF3 regulates the alterna-
tive splicing of programmed cell death 4 (PDCD4)
mRNA, but also negatively regulates its transla-
tional efficiency in the cytoplasm (Kim et al.,
2014).

SRSF1 was previously reported to be required
for the maintenance of genomic stability in
chicken DT40 cells and its inactivation results in a
G2-phase cell cycle arrest and subsequent pro-
grammed cell death (Li and Manley, 2005; Li
et al., 2005).

In this study, we show that SRSF1 is required
for normal mitotic progression and its depletion
results in metaphase arrest (Figure 6) and the for-
mation of a multipolar spindle, which in general is
not compatible with cell survival (Figure 7). Along
the same lines, loss of another SR protein, SRSF2
(SC35) in mouse embryonic fibroblasts also results
in a G2/M cell cycle arrest and genomic instability
(Xiao et al., 2007). SRSF1 and SRSF3 associate
with interphase chromosomes and post-mitotic
chromatin; however, during mitosis they are
displaced from chromatin by phosphorylation of
histone H3 on serine 10 (Loomis et al., 2009).
Interestingly, SRSF1 mRNA is deposited onto
mitotic microtubules; however, the regulation of
its translation during cell cycle is not currently
understood (Blower et al., 2007). Moreover,
SRSF1 has been recently identified as a factor
involved in centriole biogenesis, another mech-
anism essential for mitosis and genomic integrity.
These findings suggest a potential role for SRSF1
in regulating chromatin function and cell cycle
progression (Balestra et al., 2013).

The oncogenic potential of SR proteins has
so far being described in terms of the nuclear
activities of SR proteins, most notably involving
differential alternative splicing of pre-mRNAs
involved in signaling and/or cellular transforma-
tion (Ghigna et al., 2005; Karni et al., 2007). A
recent study confirmed that the transformative
potential of SRSF1 requires its splicing activity,
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Figure 7. Continued since deletion of its first RRM (RRM1), which is
nuclear-retained version (SRSF1-NRS). The next day required for pre-mRNA splicing, abrogates this
cells were fixed and stained for DNA, tubulin, and activity. Nonetheless, this study also revealed that
pericentrin and the appearance of multipolar spindle preventing the nucleo-cytoplasmic shuttling of
was quantified. Scale bar is 5 pm. SRSF1 prevents its oncogenic potential, strongly
DOI: 10.7554/eLife.02028.014 suggesting a role for the translational activity of
The following figure supplements are available for SRSF1 in its oncogenic activities (Shimoni-Sebag
figure 7: et al., 2013). Interestingly, SRSF1 as well as SRSF9

Figure supplement 1. SRSF1 is required for appropriate (SRp30c) have been recently shown to promote
chromosome alignment. the translation of B-catenin in an mTOR-dependent
POI10.7554/elife 02028015 manner and this activates Wnt signaling-mediated

tumorigenesis. In agreement, SRSF9 displays

oncogenic properties and its overexpression has
been observed in multiple types of human tumors (Fu et al., 2013). Results presented here strongly
suggest that overexpressed SRSF1 could contribute to tumorigenesis by influencing the translational
rate of key components of the cell cycle machinery. Indeed, many of the SRSF1 translational targets that
we have identified here correspond to proteins with roles in chromosome segregation and cell cycle
progression (data in Supplementary file 1 at Dryad: Maslon et al. (2014), Figure 2 and Figure 5). In
particular, we found that SRSF1 has a role in regulating the translation of proteins that are required for
mitotic spindle and kinetochore function. Importantly, altered expression of any of the spindle-associ-
ated proteins may contribute to unbalanced chromosome segregation during mitosis. Indeed,
increased expression of NDC80 and SMC2 has been observed in cancer cells and an increased re-
quirement for NDC80 at kinetochores of cancer cells has been postulated (Ferretti et al., 2010;
Davalos et al., 2012). Interestingly, some SRSF1 translational targets, including NDC80 and centro-
somal proteins, have been previously identified in an siRNA screen looking for proteins involved in
centrosome clustering in cancer cells (Leber et al., 2010). This suggests that the oncogenic function
of SRSF1 could be partially due to its role in promoting the translation of factors that are involved
in suppressing multipolar divisions in human tumor cells. Indeed, decreased levels of SRSF1 protein
result in multipolar spindle formation and abnormal chromosomal alignment (Figure 7—figure sup-
plement 1). Importantly, we were able to rescue the multipolar spindle phenotype observed upon
SRSF1 depletion only with overexpression of the wild-type SRSF1 protein. By contrast, increased ex-
pression of the nuclear-retained SRSF1-NRS did not rescue this phenotype, strongly suggesting a
role for SRSF1-regulated translation in this process (Figure 7).

So far, most studies on gene regulation during cell cycle progression have focused on the transcriptional
regulation of mRNAs encoding proteins required for this process as well as on the timely proteasome-
mediated degradation of checkpoint proteins. Lately however, a crucial role for the translational
regulation of hundreds of mRNAs required for cell cycle progression, including most of the mRNAs
encoding proteins forming the cohesin and condensin complexes, has been uncovered (Stumpf et al.,
2013). Interestingly, and despite the fact that our experiments were performed in an unsynchronized
cell population, we observed an approximate 15% overlap between SRSF1 direct translational targets
identified in this work and those genes that were shown to exhibit translation regulation during cell
cycle progression (Stumpf et al., 2013 and this study), strongly suggesting that SRSF1 may have a
central role in this event (Fisher's exact test: OR 1.466548, p=0.02611). Those overlapping targets
include the condensin components, SMC2 and SMC4, the centrosomal protein CEP170, and the DNA
repair protein MRE11A. Altogether, this suggests that SRSF1 could provide a transcript-specific
mechanism for translational regulation of the cell cycle. Increased expression of SRSF1 would promote
the increased translation of genes associated with cell division and this could partially explain the
oncogenic role of SRSF1. In summary, these data provide insights on the complex role of SRSF1 in the
control of gene expression and its implications in cancer.

Materials and methods

Cell culture and reagents

HEK 293T, Hela, and HT1080 cell lines were grown in Dulbecco's Modified Eagle's Medium (Invitrogen)
supplemented with 10% fetal calf serum, and incubated at 37°C in the presence of 5% CO,. Control
pooled siRNA (D-001810-01), SRSF1 pooled siRNA (L-018672-01), and SRSF1 UTR-targeting siRNA
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(J-018672-12) were purchased from Thermo Scientific. Cycloheximide was from Merck Chemicals and
used at 50 pg/ml. PP242 was from Cayman Chemicals and was used at 5 uM.

Cell synchronizations

Cells were grown to 30% confluency and then incubated with 2 mM thymidine (VWR International) for
18 hr, washed with PBS, and released into thymidine-free medium for 9 hr. Thymidine (2 mM) was then
added for a further 16 hr. The cells were then washed with PBS, released into thymidine-free medium,
and harvested at different time points, as indicated in the figure legend (Figure 5—figure supplement 1),
and analyzed by propidium iodide-flow cytometric analysis.

Cell cycle analyses

Following the indicated treatment, cells were collected by centrifugation (1000 rpm, 4 min). After
washing with PBS solution, cells were fixed with chilled 70% ethanol at 4°C for 24 hr. The cells
were then centrifuged (1000 rpm, 4 min), washed once with PBS solution, resuspended in PBS,
incubated with 5 pl of RNase A (0.5 yg/ml; Roche) for 30 min at 37°C, and stained with 50 ug/ml
propidium iodide (Sigma) for 30 min at room temperature. Cell cycle distribution was then evaluated
using flow cytometry.

Epitope-tagged expression plasmids

The mammalian expression vector pCGT7-SRSF1 (previously known as pCG T7-SF2/ASF) has been
previously described (Caceres et al., 1997). Transcription is driven by the cytomegalovirus enhancer-
promoter and the coding sequence begins with an N-terminal epitope tag, MASMTGGQQMG; this
sequence corresponds to the first 11 residues of the bacteriophage T7 gene 10 capsid protein and is
recognized by the T7.tag monoclonal antibody (Novagen). The mammalian expression vector GFP-a-
tubulin and RFP-H2B were provided by Carol-Anne Martin (MRC HGU).

DNA and siRNA transfection

Using Lipofectamine 2000 (Invitrogen), 70-90% confluent cells were transfected with the indicated
amount of pCG T7 expression vector. The transfection medium was replaced with fresh medium with 10%
FCS after 5 hr and following 24 or 48 hr incubation, cells were harvested and lysed or seeded for subse-
quent analysis. To determine transfection efficiency, HEK 293T cells were transfected in the same condi-
tions with a plasmid encoding green fluorescent protein (GFP). The efficiency of transfection was measured
72 hr later using a FACS cantoll (BD) flow cytometer. Using DharmaFECT1 reagent (Thermo Scientific)
according to manufacturer's protocol, 30-50% confluent cells were transfected with 100 nM siRNA.

RNA isolation and RT-qPCR

RNA was isolated using TRIzol LS Reagent (Invitrogen) following the manufacturer's protocol. RNA
was then treated with Dnase (Ambion) and transcribed to cDNA using the First-Strand Synthesis
System from Roche. This was followed by a probe detection qPCR assay (RealTime ready Custom
Panel; Roche). For splicing validation and luciferase reporter mRNA analysis, the SYBR Green detec-
tion system was used (Lightcycler 2x SYBR Green Mix; Roche). The polysomal to monosomal ratio was
calculated using the AACt method and the statistical analyses were performed using the Mann-
Whitney U test.

Protein extraction, antibodies, and Western blotting

Cell pellets were lysed in 50 mM Tris pH 8.0, 150 mM NaCl, and 1% NP-40 buffer containing protease
inhibitors. Protein samples either from HEK 293T or Hela cell extracts were separated by SDS-PAGE and
electroblotted onto nitrocellulose membranes (Whatman) in 25 mM Tris-base, 40 mM glycine, and 20%
methanol in a Genie Blotter unit (Idea Scientific Company), at 12V for 1 hr or iBlot System (Invitrogen)
for 6 min. Non-specific binding sites were blocked by incubation of the membrane with 5% non-fat milk
in PBS containing 0.1% Tween 20 (PBST). Proteins were detected using the following primary antibodies
diluted in blocking solution: mouse monoclonal anti-SRSF1 (clone 96, 1:1000; Hanamura et al., 1998),
rabbit polyclonal anti-GAPDH (1:2000; Abcam), mouse monoclonal anti-T7 (1:10,000; Novagen), rabbit
polyclonal anti-CEP170 (1:1000, Abcam), rabbit polyclonal anti-SMC4 (1:1000; Bethyl Laboratories), rabbit
polyclonal anti-CEP70 (1:1000; Abcam), rabbit polyclonal anti-CEP57 (1:250; Abcam), mouse monoclonal
anti-NDC80 (1:1000; Abcam), and mouse anti-B-actin (1:5000; Sigma-Aldrich). Following washing in
PBST, blots were incubated with the appropriate secondary antibodies conjugated to horse-radish
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peroxidase (Pierce) and detected with Super Signal West Pico detection reagent (Pierce). The mem-
branes were stripped using ReBlot Plus Strong Antibody Stripping solution (Chemicon) equilibrated in
water, blocked in 5% milk in PBST, and reprobed, as described above.

Luciferase assay

Cells were transfected with the indicated constructs, including various pGL3 constructs using
Lipofectamine 2000. Cells were then lysed on the plate using passive lysis buffer (Promega) and used
for the Dual Luciferase Assay Kit following the manufacturer's guidelines (Promega). Samples were
measured on a Monolight 3010 luminometer (Pharmingen). Firefly luciferase activity was normalized to
Renilla luciferase expression.

Cell fractionation and sucrose gradient centrifugation

Hela and/or HEK 293T cell were treated with 50 pg/ml cycloheximide for 30 min at 48 hr after trans-
fection. Cells were subsequently washed twice in ice-cold PBS containing cycloheximide. Cytoplasmic
extracts were prepared as previously described (Sanford et al., 2004). Sucrose gradients (10-45%)
containing 20 mM Tris, pH 7.5, 5 mM MgCl,, and 100 mM KC| were made using the BioComp gradient
master. Extracts were loaded onto the gradient and centrifuged for 2.5 hr at 41,000 rpm in a Sorvall
centrifuge with a SW41Ti rotor. Following centrifugation, gradients were fractionated using a BioComp
gradient station model 153 (BioComp Instruments, New Brunswick, Canada) measuring cytosolic RNA at
254 nm. Fractions 8 to 11 (polysomal fractions) and 1 to 7 (subpolysomal fractions) were pooled and
sucrose concentration was adjusted to 20% w/v. The RNA extraction was performed as described above.

Analysis of RNA-seq reads
All sequence reads were mapped to the RefSeq transcripts (Pruitt et al., 2009) using GEM (Marco-
Sola et al., 2012), allowing for up to three mismatches per read and testing for both strands.
Unambiguous reads, mapping to unique positions in the reference, and ambiguous reads, mapping to
up to 10 multiple positions, were collected (Table 1).

Only the reads mapping forward in transcripts were kept for the analysis (Table 2).

For each mRNA (a), the density of read counts was calculating using the reads per kilobase per
million of mapped reads (RPKM) in a given sample (N):

n(a, N)
N x length (a)

Using these densities, for each transcript and for each of the two samples, polysomal (poly) and
subpolysomal (sub), a polysomal index (P) was defined:

P(a) — d(aa Npoly)

d(a! Npoly) + d(a, Nsub)
This index measures the proportion of transcript copies that is present in polysomes.
Then, in order to determine the mRNAs that shift to polysomes upon SRSF1 overexpression, we

defined a polysome shift ratio (PSR), as the log, ratio of the polysomal index between the SRSF1 over-
expressed and mock experiments:

d(a, N) =10° (1)

(2)

(3)

PSR =log, [P(a, SRSF1)]

P(a,mock)

Table 1. Number of sequenced and mapped reads from each sample

Sample Total reads Mapped reads Unambiguous Ambiguous
Polysomal (mock) 15,303,461 13,225,802 8,629,499 4,596,303
Polysomal (SRSF1) 19,135,008 15,505,493 10,150,775 5,354,718
Subpolysomal (mock) 15,553,058 11,676,769 7,489,329 4,187,440
Subpolysomal (SRSF1) 14,417,240 11,025,797 7,106,934 3,918,863

DOI: 10.7554/eLife.02028.016
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Table 2. Total number of forward read counts To estimate the cases that change significantly,
considered in each sample two non-overlapping subpopulations of read counts
from the mock sample were compared to each

Total forward counts .
other. From these two subpopulations, the polyso-

Polysomal (mock) 10,407,102 mal index and the ratio between them were
Polysomal (SRSF1) 12,219,337 calculated. From this comparison, we calculated
Subpolysosomal (mock) 9,188,985 an empirical p value.

Subpolyosomal (SRSF1) 8,585,825

Comparison with the CLIP-seq data
DOI: 10.7554/eLife.02028.017 The SRSF1 mRNA translational targets were com-
pared with RNAs having tags from the CLIP experi-
ments from Sanford et al. (2008) and (2009). A
total of 23,633 CLIP tags obtained from a 454 sequencing experiment in Sanford et al. (2009) were
mapped to the RefSeq mRNA set using Exonerate (Slater and Birney, 2005) with an ungapped align-
ment model. Sequence tags that fully aligned to the mRNA in the forward strand were kept. A total of
9,094 different mRNAs from RefSeq were found to contain one or more tags.

SRSF1 translational targets and motif analysis

For the k-mer enrichment analysis, we considered the total count of 5-mers in CLIP-tag regions. The
significant differences in relative abundance of 5-mers between the two sets were estimated using the
z score statistic (Fairbrother et al., 2002):

z= (4)

J[;A_;B]gm-m

where X, and X; are the number of occurrences of a given 5-mer in sets A and B, respectively; N, and Np
are the total number of occurrences of all 5-mers in sets A and B, respectively, and g=(Xa + Xg)/N4 + Np).

SRSF1 translational targets were defined as those mRNAs that shifted to polysomes significantly,
that is PSR>0.889 (TTR, 1576 mRNAs). The set of mRNAs that did not shift were defined as those
mRNAs with PSR —0.02<p<0.02 (null, 1448 mRNA:s). If two or more mRNAs from a set had 80% or
greater sequence similarity, only the longest one was kept. Accordingly, we were left with 1052 and
1133 sequences, respectively. The 24 most significant 5-mers were selected (z score235, upper tail
~2.3%), including: AAAAG, AAAAT, AAAGA, AAATA, AAATG, AAATT, AATAT, AATTA, AATTT, AGAAA,
ATAAA, ATATT, ATTTA, ATTTT, GAAAA, TAAAA, TAAAT, TATTT, TGAAA, TTAAA, TTATT, TTTAA, TTTAT,
and TTTTA.

In order to select candidates for direct targets of SRSF1, we considered the tags from a previous
CLIP-Seq experiment (Sanford et al., 2008, 2009). First, all mRNAs were separated into those with
CLIP-tags (CLIP+) and those without CLIP-tags (CLIP-). Subsequently, a double comparison of 5-mers
was considered:

1. 5-mers inside CLIP-tags in TTR+ CLIP+ mRNAs versus 5-mers inside CLIP-tags in null CLIP+
mRNAs.

2. 5-mers inside CLIP-tags in TTR+ CLIP+ mRNAs versus 5-mers in TTR+ CLIP+ mRNAs outside the
CLIP-tags, that is the rest of the direct targets.

The double ranking of z scores was used to select 5-mers associated with direct translational targets.
Subsequently, considering positives z scores such that p<10~° in both rankings, we found 12 GAA-rich
5-mers associated with direct targets: AAAAG, AAAGA, AAAGG, AAGAA, AAGAT, AGAAA, ATGAA,
ATTGG, GAAAA, GAAGA, TGGAA, and TTGGA.

In order to infer a consensus motif logo for direct translational targets, we first mapped the selected
5-mers on the mRNA sequences extending 10 nt per flank. The resulting continuous sequences in
TTR+ CLIP+ mRNAs were extracted.

The background model for MEME was built using a Markov model with the ‘null’ sequences for
translational targets (M1) and with the CLIP-tags in null mRNAs and in TTR+ CLIP+ mRNAs outside the
CLIP-tags for the direct translational targets (CM). Using these sequences as input, the program MEME
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(Bailey and Elkan, 1995) was used to recover a motif logo, requiring candidate motifs to appear in at
least 90% of the input sequence set. We found only one motif for each pool of sequences that satisfied
this criterion.

Gene Ontology analysis

The list of SRSF1 translational targets, including those with CLIP-tags and those estimated to be direct
translational targets (CLIP-tag and consensus motif) were uploaded as a gene list to the Database for
Annotation, Visualization and Integrated Discovery (DAVID) v6.7 (http://david.abcc.nciferf.gov/home.
jsp), while all the mRNAs detected by RNA-seq were used as a background (Dennis et al., 2003). Then
we analyzed the over-represented functional categories in ‘Biological Process’ using the gene functional
classification tool containing all the levels of GO terms as described in Huang et al. (2009). EASE
scores (modified Fisher's exact p value) were computed for all categories. The Benjamini-Hochberg
correction method was applied to the data in order to identify the most significantly over-represented
gene categories.

SILAC

For SILAC, HEK 293T cells were grown for 8 d with two passages in DMEM SILAC media before trans-
fection (Dundee Cell Products, Dundee, UK). The arginine and lysine isotopes were as follows:
ROKO, L-['?C6'*N4]arginine (RO), and v-['2C6'"*N2]lysine (KO); R6K4, L-['*Cé'*N4]arginine (R6), and
L-[?C62H4"“N2]lysine (K4); and R10K8, L{*C6"N4]arginine (R10), and L-["*C6"°N2]lysine (K8). Cells
were grown either with ROKO (untransfected cells), R6K4 (cells transfected with empty vector), or
R10K8 (cell transfected with pCG-T7SRSF1). At 48 hr after transfection, cells were washed twice in ice-
cold PBS and scraped into ice-cold RIPA buffer containing a protease inhibitor cocktail (Roche). Total
protein extracts were measured by the Bradford assay. Equal amounts of protein from unlabeled and
labeled samples were run on SDS-PAGE, and gel lanes were cut into 10 sections, followed by over-
night digestion with trypsin at 37°C. Sample processing, mass spectrometry, and data analysis were
performed by the Dundee Cell Products service.

Comparison with the SILAC experiment

The protein quantification changes detected by SILAC were compared to the changes in PSR detected
with RNA-seq upon SRSF1 overexpression. After applying quantile normalization (Bolstad et al., 2003)
to the enrichment signal of SRSF1 versus untransfected, and to the enrichment signal of the empty
vector sample over untransfected, the log, ratio of the two normalized signals was considered. In order
to compare proteins identified by SILAC with mRNAs shifted to polysomes, the IPI identifiers (Kersey et
al., 2004) from the SILAC experiment were mapped to the RefSeq identifiers used for the RNA-seq data.

RNA purification and array analysis

Total RNA was purified and genomic DNA removed using the RNeasy Plus Kit (74,134; Qiagen)
according to the manufacturer's instructions. The RNA quality was verified by the 2100 Bioanalyzer
(Agilent). Each array experiment was performed in triplicate. Array data analysis was performed by
GenoSplice (www.genosplice.com; Paris, France). Affymetrix Human JAY arrays were normalized using
the probe scaling method and background corrected with ProbeEffect from GeneBase (Kapur et al.,
2008). The gene expression index was computed from probes that were selected using ProbeSelect
from GeneBase (Kapur et al., 2008). Gene expression signals were computed using these probes.
Genes were considered expressed if mean intensity was 2200. Genes were considered regulated if: (1)
they were expressed in at least one condition (i.e., SRSF1 and/or empty vector control); (2) fold-
change was 21.5; and (3) the unpaired t test p value between gene intensities was <0.05. For each
probe, a splicing index was computed. Unpaired t tests were performed to test the difference in probe
expression between the two samples as described previously (Shen et al., 2010). Probe p values in
each probeset were then summarized using Fisher's method. Using annotation files, splicing patterns
(cassette exons, 5'/3" alternative splice sites, and mutually exclusive exons) were tested for difference
between isoforms, selecting those with a minimum number of regulated probesets (with p<0.01) in
each competing isoform (at least one third of ‘exclusion’ probesets have to be significant, and at least
one third of ‘inclusion’ probesets have to be significant and show an opposite regulation for the splicing
index compared to ‘exclusion’ probesets). For example, for a single cassette exon, the exclusion junction
and at least one of the three inclusion probesets (one exon probeset and two inclusion junction probesets)
have to be significant and have to show an opposite regulation for the splicing index.
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Comparison of translational targets and array experiment

Significantly regulated cassette exons from the array were mapped to RefSeq genes. Each upregu-
lated or downregulated exon was assigned to alternative isoforms that included or excluded the exon,
respectively. No isoform with two exons regulated in opposite directions. The values of PSR were
compared between the datasets of mMRNAs either including or skipping the cassette exons from the
array, as well as for all mMRNAs detected by RNA-seq belonging to genes with multiple isoforms.

Immunofluorescence, microscope image acquisition, and processing
Appropriately transfected cells were seeded on coverslips in six-well plates. After 24 hr, cells were rinsed
in PBS and fixed with 4% paraformaldehyde for 10 min at room temperature. The fixed cells were washed
with PBS and permabilised using PBS + 0.2% Triton. After washing, the slides were blocked in 1% BSA
in PBS for 1 hr. Various antibodies were used including anti-pericentrin, anti-a-tubulin, and anti-SRSF1,
which were diluted 1:2000, 1:1000, and 1:1000, respectively. Slides were then washed and incubated
with the appropriate AlexaFluor 488 and AlexaFluor 594 labeled secondary antibodies at 1:2000. Final
washes were followed by mounting with DAPI Vectashield. A fluorescent upright microscope, Zeiss
Axioplan 2, was used to image the cells at 20x magpnification. At least 100 mitotic cells were captured
and abnormal mitoses were scored for multipolar spindle and metaphase misalignment. Data are pre-
sented as a percentage of abnormal phenotypes versus total number of scored mitotic cells.

Live cell imaging

Transfected cells were seeded in six-well plates. After 24 hr, cells were rinsed twice in PBS and grown
in phenol-red free medium. Live imaging for 24 hr at a time lapse of 15 min was performed with a Zeiss
Axiovert 200 microscope. Metamorph software was used for image capture and analysis. At least
20 mitotic cells were assessed for the time spent in mitosis.

Major datasets
Supplementary files 1-4 are available at Dryad: Maslon et al. (2014).

Supplementary file 1. List of SRSF1 translational targets. List of 1576 mRNAs enriched in polysomes
upon SRSF1 overexpression.

Supplementary file 2. SILAC analysis following SRSF1 overexpression. List of proteins identified in
SILAC experiment.

Supplementary file 3. Alternative splicing analysis. List of the 382 SRSF1-regulated cassette exons
determined by exon arrays (cassette exons). List of SRSF1-regulated cassette exons with SRSF1-clip-
tags over cassette exon (clip tag over cassette exon tab).

Supplementary file 4. Bed file containing positions and sequences of the consensus motif in hg18
assembly of human genome.

Acknowledgements

We thank Carol-Anne Martin for the generous gift of antibodies and constructs and for discussions,
Nick Gilbert for HT1080 cells stably expressing GFP-CENPA and for technical assistance with fraction-
ation, Mathew Pearson for help with life cell imaging, and Eneritz Agirre for help with alternative splicing
analysis. We are also grateful to Noemi Fernandez Sanchez and Dasa Longman for discussions and
advice and to Andrew Wood for critical reading of the manuscript.

Additional information

Funding
Funder Grant reference number Author
MRC Core Funding Sara R Heras,

Javier F Caceres
Wellcome Trust Senior Grant 095518/Z2/11/2 Magdalena M Maslon,
Investigator Award Javier F Céceres
Marie Curie IntraEuropean fellowship Sara R Heras
Consolider RNAReg CSD2009-00080 Nicolas Bellora,

Eduardo Eyras

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 21 of 27


http://dx.doi.org/10.7554/eLife.02028

e LI FE Research article

Biochemistry | Cell biology

Funder Grant reference number Author
Ministerio de Economia y BIO2011-23920 Nicolas Bellora,
Competitividad Eduardo Eyras
Sandra Ibarra Foundation FSI2011-35 Nicolas Bellora,

Eduardo Eyras

The funders had no role in study design, data collection and interpretation, or the
decision to submit the work for publication.

Author contributions

MMM, SRH, Conception and design, Acquisition of data, Analysis and interpretation of data, Drafting
or revising the article; NB, EE, Analysis and interpretation of data, Drafting or revising the article;
JFC, Conception and design, Analysis and interpretation of data, Drafting or revising the article

Additional files

Major datasets

The following dataset was generated:

Database, license,
and accessibility

Author(s) Year Dataset title Dataset ID and/or URL information
Maslon MM, Heras SR, 2014 Data from: the translational  http://dx.doi.org/ Publicly available
Bellora N, Eyras E, and landscape of the splicing 10.5061/dryad.5sv39 at the Dryad digital
Céceres JF factor SRSF1 and its role in repository.

mitosis. Dryad Digital
Repository, 2014

The following previously published dataset was used:

Database, license,
and accessibility

Author(s) Year Dataset title Dataset ID and/or URL information
Sanford JR, Wang X, 2009  Splicing factor SFRS1 http://sanfordlab.mcdb. Freely available
Mort M, Vanduyn N, recognizes a functionally ucsc.edu/Sanford_Lab/ online.

Cooper DN, Mooney SD, diverse landscape of RNA Datasets.html

Edenberg HK, Liu Y transcripts

References

Alexandrov A, Colognori D, Shu M-D, Steitz JA. 2012. Human spliceosomal protein CWC22 plays a role in
coupling splicing to exon junction complex deposition and nonsense-mediated decay. Proceedings of the
National Academy of Sciences of the United States of America 109:21313-21318. doi: 10.1073/pnas.1219725110.

Allemand E, Gattoni R, Bourbon HM, Stevenin J, Caceres JF, Soret J, Tazi J. 2001. Distinctive features of
Drosophila alternative splicing factor RS domain: implication for specific phosphorylation, shuttling, and splicing
activation. Molecular and Cellular Biology 21:1345-1359. doi: 10.1128/MCB.21.4.1345-1359.2001.

Anczukéw O, Rosenberg AZ, Akerman M, Das S, Zhan L, Karni R, Muthuswamy SK, Krainer AR. 2012. The
splicing factor SRSF1 regulates apoptosis and proliferation to promote mammary epithelial cell transformation.
Nature Structural & Molecular Biology 19:220-228. doi: 10.1038/nsmb.2207.

Anké M-L, Miiller-McNicoll M, Brandl H, Curk T, Gorup C, Henry |, Ule J, Neugebauer KM. 2012. The RNA-
binding landscapes of two SR proteins reveal unique functions and binding to diverse RNA classes. Genome
Biology 13:R17. doi: 10.1186/gb-2012-13-3-r17.

Bailey TL, Elkan C. 1994. Fitting a mixture model by expectation maximization to discover motifs in biopolymers.
Proceedings/International Conference on Intelligent Systems for Molecular Biology; ISMB 2:28-36.

Bailey TL, Elkan C. 1995. The value of prior knowledge in discovering motifs with MEME. Proceedings of the
Third International Conference on Intelligent Systems for Molecular Biology; ISMB 3:21-29.

Balestra FR, Strnad P, Flickiger |, Génczy P. 2013. Discovering regulators of centriole biogenesis through siRNA-based
functional genomics in human cells. Developmental Cell 25:555-571. doi: 10.1016/j.devcel.2013.05.016.

Barbosa |, Haque N, Fiorini F, Barrandon C, Tomasetto C, Blanchette M, Le Hir H. 2012. Human CWC22 escorts
the helicase elF4Alll to spliceosomes and promotes exon junction complex assembly. Nature Structural &
Molecular Biology 19:983-990. doi: 10.1038/nsmb.2380.

Barisic M, Sohm B, Mikolcevic P, Wandke C, Rauch V, Ringer T, Hess M, Bonn G, Geley S. 2010. Spindly/CCDC99
is required for efficient chromosome congression and mitotic checkpoint regulation. Molecular Biology of the
Cell 21:1968-1981. doi: 10.1091/mbc.E09-04-0356.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 22 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.5061/dryad.5sv39
http://dx.doi.org/10.5061/dryad.5sv39
http://sanfordlab.mcdb.ucsc.edu/Sanford_Lab/Datasets.html
http://sanfordlab.mcdb.ucsc.edu/Sanford_Lab/Datasets.html
http://sanfordlab.mcdb.ucsc.edu/Sanford_Lab/Datasets.html
http://dx.doi.org/10.1073/pnas.1219725110
http://dx.doi.org/10.1128/MCB.21.4.1345-1359.2001
http://dx.doi.org/10.1038/nsmb.2207
http://dx.doi.org/10.1186/gb-2012-13-3-r17
http://dx.doi.org/10.1016/j.devcel.2013.05.016
http://dx.doi.org/10.1038/nsmb.2380
http://dx.doi.org/10.1091/mbc.E09-04-0356

e LI FE Research article

Biochemistry | Cell biology

Baurén G, Wieslander L. 1994. Splicing of Balbiani ring 1 gene pre-mRNA occurs simultaneously with transcription.
Cell 76:183-192. doi: 10.1016/0092-8674(94)90182-1.

Bedard KM, Daijogo S, Semler BL. 2007. A nucleo-cytoplasmic SR protein functions in viral IRES-mediated
translation initiation. The EMBO Journal 26:459-467. doi: 10.1038/sj.emboj.7601494.

Bjork P, Jin S, Zhao J, Singh OP, Persson J-O, Hellman U, Wieslander L. 2009. Specific combinations of SR
proteins associate with single pre-messenger RNAs in vivo and contribute different functions. The Journal of
Cell Biology 184:555-568. doi: 10.1083/jcb.200806156.

Blagden SP, Willis AE. 2011. The biological and therapeutic relevance of mRNA translation in cancer. Nature
Reviews Clinical Oncology 8:280-291. doi: 10.1038/nrclinonc.2011.16.

Blower MD, Feric E, Weis K, Heald R. 2007. Genome-wide analysis demonstrates conserved localization of
messenger RNAs to mitotic microtubules. The Journal of Cell Biology 179:1365-1373. doi: 10.1083/
jcb.200705163.

Bolstad BM, Irizarry RA, Astrand M, Speed TP. 2003. A comparison of normalization methods for high density
oligonucleotide array data based on variance and bias. Bioinformatics 19:185-193. doi: 10.1093/
bioinformatics/19.2.185.

Bonomi S, di Matteo A, Buratti E, Cabianca DS, Baralle FE, Ghigna C, Biamonti G. 2013. HnRNP A1 controls a
splicing regulatory circuit promoting mesenchymal-to-epithelial transition. Nucleic Acids Research 41:8665-8679.
doi: 10.1093/nar/gkt579.

Boucher L, Ouzounis CA, Enright AJ, Blencowe BJ. 2001. A genome-wide survey of RS domain proteins. RNA
7:1693-1701.

Braunschweig U, Gueroussov S, Plocik AM, Graveley BR, Blencowe BJ. 2013. Dynamic Integration of splicing
within gene regulatory pathways. Cell 152:1252-1269. doi: 10.1016/j.cell.2013.02.034.

Caceres JF, Misteli T, Screaton GR, Spector DL, Krainer AR. 1997. Role of the modular domains of SR proteins in
subnuclear localization and alternative splicing specificity. The Journal of Cell Biology 138:225-238. doi: 10.1083/
jcb.138.2.225.

Caceres JF, Screaton GR, Krainer AR. 1998. A specific subset of SR proteins shuttles continuously between the
nucleus and the cytoplasm. Genes & Development 12:55-66.

Cazalla D, Zhu J, Manche L, Huber E, Krainer AR, Caceres JF. 2002. Nuclear export and retention signals in the RS
domain of SR proteins. Molecular and Cellular Biology 22:6871-6882. doi: 10.1128/MCB.22.19.6871-6882.2002.

Chen M, David CJ, Manley JL. 2012. Concentration-dependent control of pyruvate kinase M mutually
exclusive splicing by hnRNP proteins. Nature Structural & Molecular Biology 19:346-354. doi: 10.1038/
nsmb.2219.

Clower CV, Chatterjee D, Wang Z, Cantley LC, Vander Heiden MG, Krainer AR. 2010. The alternative splicing
repressors hnRNP A1/A2 and PTB influence pyruvate kinase isoform expression and cell metabolism.
Proceedings of the National Academy of Sciences of the United States of America 107:1894-1899. doi: 10.1073/
pnas.0914845107.

Cohen-Eliav M, Golan-Gerstl R, Siegfried Z, Andersen CL, Thorsen K, @rntoft TF, Mu D, Karni R. 2013. The
splicing factor SRSF6 is amplified and is an oncoprotein in lung and colon cancers. The Journal of Pathology
229:630-639. doi: 10.1002/path.4129.

Cowper AE, Caceres JF, Mayeda A, Screaton GR. 2001. Serine-arginine (SR) protein-like factors that antagonize
authentic SR proteins and regulate alternative splicing. The Journal of Biological Chemistry 276:48908-48914.
doi: 10.1074/jbc.M103967200.

Davalos V, Starez-Lépez L, Castafo J, Messent A, Abasolo |, Fernandez Y, Guerra-Moreno A, Espin E, Armengol
M, Musulen E, Ariza A, Sayés J, Arango D, Schwartz S. 2012. Human SMC2 protein, a core subunit of human
condensin complex, is a novel transcriptional target of the WNT signaling pathway and a new therapeutic
target. The Journal of Biological Chemistry 287:43472-43481. doi: 10.1074/jbc.M112.428466.

David CJ, Chen M, Assanah M, Canoll P, Manley JL. 2010. HnRNP proteins controlled by c-Myc deregulate
pyruvate kinase mRNA splicing in cancer. Nature 463:364-368. doi: 10.1038/nature08697.

David CJ, Manley JL. 2010. Alternative pre-mRNA splicing regulation in cancer: pathways and programs
unhinged. Genes & Development 24:2343-2364. doi: 10.1101/g9ad.1973010.

Dennis G, Sherman BT, Hosack DA, Yang J, Gao W, Lane HC, Lempicki RA. 2003. DAVID: Database for
Annotation, Visualization, and Integrated Discovery. Genome Biology 4:P3. doi: 10.1186/gb-2003-4-5-p3.

Dowling RJO, Topisirovic |, Alain T, Bidinosti M, Fonseca BD, Petroulakis E, Wang X, Larsson O, Selvaraj A, Liu Y,
Kozma SC, Thomas G, Sonenberg N. 2010. mTORC1-mediated cell proliferation, but not cell growth, controlled
by the 4E-BPs. Science 328:1172-1176. doi: 10.1126/science.1187532.

Duncan PI, Stojdl DF, Marius RM, Bell JC. 1997. In vivo regulation of alternative pre-mRNA splicing by the Clk1
protein kinase. Molecular and Cellular Biology 17:5996-6001.

Enserink JM, Kolodner RD. 2010. An overview of Cdk1-controlled targets and processes. Cell Division 5:11.
doi: 10.1186/1747-1028-5-11.

Eperon IC, Makarova OV, Mayeda A, Munroe SH, Céaceres JF, Hayward DG, Krainer AR. 2000. Selection of
alternative 5’ splice sites: role of U1 snRNP and models for the antagonistic effects of SF2/ASF and hnRNP A1.
Molecular and Cellular Biology 20:8303-8318. doi: 10.1128/MCB.20.22.8303-8318.2000.

Erkelenz S, Mueller WF, Evans MS, Busch A, Schoneweis K, Hertel KJ, Schaal H. 2013. Position-dependent
splicing activation and repression by SR and hnRNP proteins rely on common mechanisms. RNA 19:96-102.
doi: 10.1261/rna.037044.112.

Fairbrother WG, Yeh R-F, Sharp PA, Burge CB. 2002. Predictive identification of exonic splicing enhancers in
human genes. Science 297:1007-1013. doi: 10.1126/science.1073774.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 23 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.1016/0092-8674(94)90182-1
http://dx.doi.org/10.1038/sj.emboj.7601494
http://dx.doi.org/10.1083/jcb.200806156
http://dx.doi.org/10.1038/nrclinonc.2011.16
http://dx.doi.org/10.1083/jcb.200705163
http://dx.doi.org/10.1083/jcb.200705163
http://dx.doi.org/10.1093/bioinformatics/19.2.185
http://dx.doi.org/10.1093/bioinformatics/19.2.185
http://dx.doi.org/10.1093/nar/gkt579
http://dx.doi.org/10.1016/j.cell.2013.02.034
http://dx.doi.org/10.1083/jcb.138.2.225
http://dx.doi.org/10.1083/jcb.138.2.225
http://dx.doi.org/10.1128/MCB.22.19.6871-6882.2002
http://dx.doi.org/10.1038/nsmb.2219
http://dx.doi.org/10.1038/nsmb.2219
http://dx.doi.org/10.1073/pnas.0914845107
http://dx.doi.org/10.1073/pnas.0914845107
http://dx.doi.org/10.1002/path.4129
http://dx.doi.org/10.1074/jbc.M103967200
http://dx.doi.org/10.1074/jbc.M112.428466
http://dx.doi.org/10.1038/nature08697
http://dx.doi.org/10.1101/gad.1973010
http://dx.doi.org/10.1186/gb-2003-4-5-p3
http://dx.doi.org/10.1126/science.1187532
http://dx.doi.org/10.1186/1747-1028-5-11
http://dx.doi.org/10.1128/MCB.20.22.8303-8318.2000
http://dx.doi.org/10.1261/rna.037044.112
http://dx.doi.org/10.1126/science.1073774

e LI FE Research article

Biochemistry | Cell biology

Ferretti C, Totta P, Fiore M, Mattiuzzo M, Schillaci T, Ricordy R, Di Leonardo A, Degrassi F. 2010. Expression of
the kinetochore protein Hec1 during the cell cycle in normal and cancer cells and its regulation by the pRb
pathway. Cell Cycle 9:4174-4182. doi: 10.4161/cc.9.20.13457.

Fitzgerald KD, Semler BL. 2011. Re-localization of cellular protein SRp20 during poliovirus infection: bridging
a viral IRES to the host cell translation apparatus. PLoS Pathogens 7:¢1002127. doi: 10.1371/journal.
ppat.1002127.

Fitzgerald KD, Semler BL. 2013. Poliovirus infection induces the co-localization of cellular protein SRp20 with
TIA-1, a cytoplasmic stress granule protein. Virus Research 176:223-231. doi: 10.1016/].virusres.2013.06.012.
Fregoso Ol, Das S, Akerman M, Krainer AR. 2013. Splicing-factor oncoprotein SRSF1 stabilizes p53 via RPL5 and

induces cellular senescence. Molecular Cell 50:56-66. doi: 10.1016/j.molcel.2013.02.001.

Fu Y, Huang B, Shi Z, Han J, Wang Y, Huangfu J, Wu W. 2013. SRSF1 and SRSF9 RNA binding proteins promote
Wnt signalling-mediated tumorigenesis by enhancing B-catenin biosynthesis. EMBO Molecular Medicine
5:737-750. doi: 10.1002/emmm.201202218.

Ghigna C, Giordano S, Shen H, Benvenuto F, Castiglioni F, Comoglio PM, Green MR, Riva S, Biamonti G. 2005.
Cell motility is controlled by SF2/ASF through alternative splicing of the Ron protooncogene. Molecular Cell
20:881-890. doi: 10.1016/j.molcel.2005.10.026.

Golan-Gerstl R, Cohen M, Shilo A, Suh S-S, Bakacs A, Coppola L, Karni R. 2011. Splicing factor hnRNP A2/B1
regulates tumor suppressor gene splicing and is an oncogenic driver in glioblastoma. Cancer Research
71:4464-4472. doi: 10.1158/0008-5472.CAN-10-4410.

Han J, Ding J-H, Byeon CW, Kim JH, Hertel KJ, Jeong S, Fu X-D. 2011. SR proteins induce alternative exon
skipping through their activities on the flanking constitutive exons. Molecular and Cellular Biology 31:793-802.
doi: 10.1128/MCB.01117-10.

Hanamura A, Céceres JF, Mayeda A, Franza BR, Krainer AR. 1998. Regulated tissue-specific expression of
antagonistic pre-mRNA splicing factors. RNA 4:430-444.

Hargous Y, Hautbergue GM, Tintaru AM, Skrisovska L, Golovanov AP, Stevenin J, Lian L-Y, Wilson SA, Allain FH-T.
2006. Molecular basis of RNA recognition and TAP binding by the SR proteins SRp20 and 9G8. The EMBO
Journal 25:5126-5137. doi: 10.1038/sj.emboj.7601385.

He R, Wu Q, Zhou H, Huang N, Chen J, Teng J. 2013. Cep57 protein is required for cytokinesis by facilitating
central spindle microtubule organization. The Journal of Biological Chemistry 288:14384-14390. doi: 10.1074/
jbc.M112.441501.

Hertel KJ, Graveley BR. 2005. RS domains contact the pre-mRNA throughout spliceosome assembly. Trends in
Biochemical Sciences 30:115-118. doi: 10.1016/].tibs.2005.01.002.

Horowitz DS, Krainer AR. 1997. A human protein required for the second step of pre-mRNA splicing is functionally
related to a yeast splicing factor. Genes & Development 11:139-151. doi: 10.1101/gad.11.1.139.

Hsieh AC, Liu Y, Edlind MP, Ingolia NT, Janes MR, Sher A, Shi EY, Stumpf CR, Christensen C, Bonham MJ, Wang S,
Ren P, Martin M, Jessen K, Feldman ME, Weissman JS, Shokat KM, Rommel C, Ruggero D. 2012. The translational
landscape of mTOR signalling steers cancer initiation and metastasis. Nature 485:55-61. doi: 10.1038/
nature10912.

Huang DW, Sherman BT, Lempicki RA. 2009. Systematic and integrative analysis of large gene lists using DAVID
bioinformatics resources. Nature Protocols 4:44-57. doi: 10.1038/nprot.2008.211.

Huang Y, Gattoni R, Stévenin J, Steitz JA. 2003. SR splicing factors serve as adapter proteins for TAP-dependent
mRNA export. Molecular Cell 11:837-843. doi: 10.1016/51097-2765(03)00089-3.

Huang Y, Steitz JA. 2001. Splicing factors SRp20 and 9G8 promote the nucleocytoplasmic export of mRNA.
Molecular Cell 7:899-905. doi: 10.1016/51097-2765(01)00233-7.

Jia R, Li C, McCoy JP, Deng C-X, Zheng Z-M. 2010. SRp20 is a proto-oncogene critical for cell proliferation and
tumor induction and maintenance. International Journal of Biological Sciences 6:806-826. doi: 10.7150/
ijbs.6.806.

Kapur K, Jiang H, Xing Y, Wong WH. 2008. Cross-hybridization modeling on Affymetrix exon arrays.
Bioinformatics 24:2887-2893. doi: 10.1093/bioinformatics/btn571.

Karni R, de Stanchina E, Lowe SW, Sinha R, Mu D, Krainer AR. 2007. The gene encoding the splicing factor SF2/
ASF is a proto-oncogene. Nature Structural & Molecular Biology 14:185-193. doi: 10.1038/nsmb1209.

Karni R, Hippo Y, Lowe SW, Krainer AR. 2008. The splicing-factor oncoprotein SF2/ASF activates mTORC1.
Proceedings of the National Academy of Sciences of the United States of America 105:15323-15327. doi: 10.1073/
pnas.0801376105.

Kersey PJ, Duarte J, Williams A, Karavidopoulou Y, Birney E, Apweiler R. 2004. The International Protein Index:
an integrated database for proteomics experiments. Proteomics 4:1985-1988. doi: 10.1002/pmic.200300721.

Khaleghpour K, Svitkin YV, Craig AW, DeMaria CT, Deo RC, Burley SK, Sonenberg N. 2001. Translational
repression by a novel partner of human poly(A) binding protein, Paip2. Molecular Cell 7:205-216. doi: 10.1016/
S$1097-2765(01)00168-X.

Kim J, Park RY, Chen J-K, Jeong S, Ohn T. 2014. Splicing factor SRSF3 represses the translation of programmed cell
death 4 mRNA by associating with the 5'-UTR region. Cell Death and Differentiation 21:481-490. doi: 10.1038/
cdd.2013.171.

Kitagawa K, Hieter P. 2001. Evolutionary conservation between budding yeast and human kinetochores. Nature
Reviews Molecular Cell Biology 2:678-687. doi: 10.1038/35089568.

Kornblihtt AR, Schor IE, All6 M, Dujardin G, Petrillo E, Mufioz MJ. 2013. Alternative splicing: a pivotal step
between eukaryotic transcription and translation. Nature Reviews Molecular Cell Biology 14:153-165.
doi: 10.1038/nrm3525.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 24 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.4161/cc.9.20.13457
http://dx.doi.org/10.1371/journal.ppat.1002127
http://dx.doi.org/10.1371/journal.ppat.1002127
http://dx.doi.org/10.1016/j.virusres.2013.06.012
http://dx.doi.org/10.1016/j.molcel.2013.02.001
http://dx.doi.org/10.1002/emmm.201202218
http://dx.doi.org/10.1016/j.molcel.2005.10.026
http://dx.doi.org/10.1158/0008-5472.CAN-10-4410
http://dx.doi.org/10.1128/MCB.01117-10
http://dx.doi.org/10.1038/sj.emboj.7601385
http://dx.doi.org/10.1074/jbc.M112.441501
http://dx.doi.org/10.1074/jbc.M112.441501
http://dx.doi.org/10.1016/j.tibs.2005.01.002
http://dx.doi.org/10.1101/gad.11.1.139
http://dx.doi.org/10.1038/nature10912
http://dx.doi.org/10.1038/nature10912
http://dx.doi.org/10.1038/nprot.2008.211
http://dx.doi.org/10.1016/S1097-2765(03)00089-3
http://dx.doi.org/10.1016/S1097-2765(01)00233-7
http://dx.doi.org/10.7150/ijbs.6.806
http://dx.doi.org/10.7150/ijbs.6.806
http://dx.doi.org/10.1093/bioinformatics/btn571
http://dx.doi.org/10.1038/nsmb1209
http://dx.doi.org/10.1073/pnas.0801376105
http://dx.doi.org/10.1073/pnas.0801376105
http://dx.doi.org/10.1002/pmic.200300721
http://dx.doi.org/10.1016/S1097-2765(01)00168-X
http://dx.doi.org/10.1016/S1097-2765(01)00168-X
http://dx.doi.org/10.1038/cdd.2013.171
http://dx.doi.org/10.1038/cdd.2013.171
http://dx.doi.org/10.1038/35089568
http://dx.doi.org/10.1038/nrm3525

e LI FE Research article

Biochemistry | Cell biology

Kumar A, Rajendran V, Sethumadhavan R, Purohit R. 2013. CEP proteins: the knights of centrosome dynasty.
Protoplasma 250:965-983. doi: 10.1007/s00709-013-0488-9.

Larsson O, Sonenberg N, Nadon R. 2010. Identification of differential translation in genome wide studies.
Proceedings of the National Academy of Sciences of the United States of America 107:21487-21492.
doi: 10.1073/pnas.1006821107.

Leber B, Maier B, Fuchs F, Chi J, Riffel P, Anderhub S, Wagner L, Ho AD, Salisbury JL, Boutros M, Krémer A.
2010. Proteins required for centrosome clustering in cancer cells. Science Translational Medicine 2:33ra38.
doi: 10.1126/scitranslmed.3000915.

Li X, Manley JL. 2005. Inactivation of the SR protein splicing factor ASF/SF2 results in genomic instability. Cell
122:365-378. doi: 10.1016/j.cell.2005.06.008.

Li X, Wang J, Manley JL. 2005. Loss of splicing factor ASF/SF2 induces G2 cell cycle arrest and apoptosis,
but inhibits internucleosomal DNA fragmentation. Genes & Development 19:2705-2714. doi: 10.1101/
gad.1359305.

Lin S, Fu X-D. 2007. SR proteins and related factors in alternative splicing. Advances in Experimental Medicine
and Biology 623:107-122. doi: 10.1007/978-0-387-77374-2_7.

Long JC, Caceres JF. 2009. The SR protein family of splicing factors: master regulators of gene expression. The
Biochemical Journal 417:15-27. doi: 10.1042/BJ20081501.

Loomis RJ, Naoe Y, Parker JB, Savic V, Bozovsky MR, Macfarlan T, Manley JL, Chakravarti D. 2009. Chromatin
binding of SRp20 and ASF/SF2 and dissociation from mitotic chromosomes is modulated by histone H3 serine
10 phosphorylation. Molecular Cell 33:450-461. doi: 10.1016/j.molcel.2009.02.003.

Losada A, Hirano T. 2005. Dynamic molecular linkers of the genome: the first decade of SMC proteins. Genes &
Development 19:1269-1287. doi: 10.1101/gad.1320505.

Luco RF, Allo M, Schor IE, Kornblihtt AR, Misteli T. 2011. Epigenetics in alternative pre-mRNA splicing. Cell
144:16-26. doi: 10.1016/j.cell.2010.11.056.

Luco RF, Pan Q, Tominaga K, Blencowe BJ, Pereira-Smith OM, Misteli T. 2010. Regulation of alternative splicing
by histone modifications. Science 327:996-1000. doi: 10.1126/science.1184208.

Ly T, Ahmad Y, Shlien A, Soroka D, Mills A, Emanuele MJ, Stratton MR, Lamond Al. 2014. A proteomic chronology
of gene expression through the cell cycle in human myeloid leukemia cells. eLife 3:e01630. doi: 10.7554/
elLife.01630.

Marco-Sola S, Sammeth M, Guigd R, Ribeca P. 2012. The GEM mapper: fast, accurate and versatile alignment by
filtration. Nature Methods 9:1185-1188. doi: 10.1038/nmeth.2221.

Martineau Y, Derry MC, Wang X, Yanagiya A, Berlanga JJ, Shyu A-B, Imataka H, Gehring K, Sonenberg N. 2008.
Poly(A)-binding protein-interacting protein 1 binds to eukaryotic translation initiation factor 3 to stimulate
translation. Molecular and Cellular Biology 28:6658-6667. doi: 10.1128/MCB.00738-08.

Maslon MM, Heras SR, Bellora N, Eyras E, Caceres JF. 2014. Data from: the translational landscape of the splicing
factor SRSF1 and its role in mitosis. Dryad Digital Repository. doi: 10.5061/dryad.5sv39.

Michlewski G, Sanford JR, Céceres JF. 2008. The splicing factor SF2/ASF regulates translation initiation by
enhancing phosphorylation of 4E-BP1. Molecular Cell 30:179-189. doi: 10.1016/j.molcel.2008.03.013.

Neugebauer KM. 2002. On the importance of being co-transcriptional. Journal of Cell Science 115:3865-3871.
doi: 10.1242/jcs.00073.

Neumann B, Walter T, Hériché J-K, Bulkescher J, Erfle H, Conrad C, Rogers P, Poser |, Held M, Liebel U, Cetin C,
Sieckmann F, Pau G, Kabbe R, Winsche A, Satagopam V, Schmitz MHA, Chapuis C, Gerlich DW, Schneider R,
Eils R, Huber W, Peters J-M, Hyman AA, Durbin R, Pepperkok R, Ellenberg J. 2010. Phenotypic profiling of the
human genome by time-lapse microscopy reveals cell division genes. Nature 464:721-727. doi: 10.1038/
nature08869.

Nicholson P, Yepiskoposyan H, Metze S, Zamudio Orozco R, Kleinschmidt N, Mihlemann O. 2010. Nonsense-
mediated mRNA decay in human cells: mechanistic insights, functions beyond quality control and the double-
life of NMD factors. Cellular and Molecular Life Sciences 67:677-700. doi: 10.1007/s00018-009-0177-1.

Osborne MJ, Volpon L, Kornblatt JA, Culjkovic-Kraljacic B, Baguet A, Borden KLB. 2013. elF4E3 acts as a tumor
suppressor by utilizing an atypical mode of methyl-7-guanosine cap recognition. Proceedings of the National
Academy of Sciences of the United States of America 110:3877-3882. doi: 10.1073/pnas.1216862110.

Pandit S, Zhou Y, Shiue L, Coutinho-Mansfield G, Li H, Qiu J, Huang J, Yeo GW, Ares M, Fu X-D. 2013. Genome-
wide analysis reveals SR protein cooperation and competition in regulated splicing. Molecular Cell 50:223-235.
doi: 10.1016/j.molcel.2013.03.001.

Pradeepa MM, Sutherland HG, Ule J, Grimes GR, Bickmore WA. 2012. Psip1/Ledgf p52 binds methylated
histone H3K36 and splicing factors and contributes to the regulation of alternative splicing. PLoS Genetics
8:¢1002717. doi: 10.1371/journal.pgen.1002717.

Pruitt KD, Tatusova T, Klimke W, Maglott DR. 2009. NCBI Reference Sequences: current status, policy and new
initiatives. Nucleic Acids Research 37:D32-D36. doi: 10.1093/nar/gkn721.

Sanford JR, Coutinho P, Hackett JA, Wang X, Ranahan W, Caceres JF. 2008. Identification of nuclear and
cytoplasmic mRNA targets for the shuttling protein SF2/ASF. PLoS ONE 3:e3369. doi: 10.1371/journal.
pone.0003369.

Sanford JR, Ellis JD, Cazalla D, Caceres JF. 2005. Reversible phosphorylation differentially affects nuclear and
cytoplasmic functions of splicing factor 2/alternative splicing factor. Proceedings of the National Academy of
Sciences of the United States of America 102:15042-15047. doi: 10.1073/pnas.0507827102.

Sanford JR, Gray NK, Beckmann K, Céceres JF. 2004. A novel role for shuttling SR proteins in mRNA translation.
Genes & Development 18:755-768. doi: 10.1101/gad.286404.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 25 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.1007/s00709-013-0488-9
http://dx.doi.org/10.1073/pnas.1006821107
http://dx.doi.org/10.1126/scitranslmed.3000915
http://dx.doi.org/10.1016/j.cell.2005.06.008
http://dx.doi.org/10.1101/gad.1359305
http://dx.doi.org/10.1101/gad.1359305
http://dx.doi.org/10.1007/978-0-387-77374-2_7
http://dx.doi.org/10.1042/BJ20081501
http://dx.doi.org/10.1016/j.molcel.2009.02.003
http://dx.doi.org/10.1101/gad.1320505
http://dx.doi.org/10.1016/j.cell.2010.11.056
http://dx.doi.org/10.1126/science.1184208
http://dx.doi.org/10.7554/eLife.01630
http://dx.doi.org/10.7554/eLife.01630
http://dx.doi.org/10.1038/nmeth.2221
http://dx.doi.org/10.1128/MCB.00738-08
http://dx.doi.org/10.5061/dryad.5sv39
http://dx.doi.org/10.1016/j.molcel.2008.03.013
http://dx.doi.org/10.1242/jcs.00073
http://dx.doi.org/10.1038/nature08869
http://dx.doi.org/10.1038/nature08869
http://dx.doi.org/10.1007/s00018-009-0177-1
http://dx.doi.org/10.1073/pnas.1216862110
http://dx.doi.org/10.1016/j.molcel.2013.03.001
http://dx.doi.org/10.1371/journal.pgen.1002717
http://dx.doi.org/10.1093/nar/gkn721
http://dx.doi.org/10.1371/journal.pone.0003369
http://dx.doi.org/10.1371/journal.pone.0003369
http://dx.doi.org/10.1073/pnas.0507827102
http://dx.doi.org/10.1101/gad.286404

e LI FE Research article

Biochemistry | Cell biology

Sanford JR, Wang X, Mort M, Vanduyn N, Cooper DN, Mooney SD, Edenberg HJ, Liu Y. 2009. Splicing factor SFRS1
recognizes a functionally diverse landscape of RNA transcripts. Genome Research 19:381-394. doi: 10.1101/
gr.082503.108.

Sapra AK, Anké M-L, Grishina |, Lorenz M, Pabis M, Poser |, Rollins J, Weiland E-M, Neugebauer KM. 2009. SR
protein family members display diverse activities in the formation of nascent and mature mRNPs in vivo.
Molecular Cell 34:179-190. doi: 10.1016/j.molcel.2009.02.031.

Sato H, Hosoda N, Maquat LE. 2008. Efficiency of the pioneer round of translation affects the cellular site of
nonsense-mediated mMRNA decay. Molecular Cell 29:255-262. doi: 10.1016/j.molcel.2007.12.009.

Schwartz S, Meshorer E, Ast G. 2009. Chromatin organization marks exon-intron structure. Nature Structural &
Molecular Biology 16:990-995. doi: 10.1038/nsmb.1659.

Sharif H, Conti E. 2013. Architecture of the Ism1-7-pat1 complex: a conserved assembly in eukaryotic mRNA
turnover. Cell Reports 5:283-291. doi: 10.1016/j.celrep.2013.10.004.

Shen H, Green MR. 2004. A pathway of sequential arginine-serine-rich domain-splicing signal interactions during
mammalian spliceosome assembly. Molecular Cell 16:363-373. doi: 10.1016/j.molcel.2004.10.021.

Shen H, Kan JLC, Green MR. 2004. Arginine-serine-rich domains bound at splicing enhancers contact the
branchpoint to promote prespliceosome assembly. Molecular Cell 13:367-376. doi: 10.1016/
$1097-2765(04)00025-5.

Shen S, Warzecha CC, Carstens RP, Xing Y. 2010. MADS+: discovery of differential splicing events from Affymetrix
exon junction array data. Bioinformatics 26:268-269. doi: 10.1093/bioinformatics/btp643.

Shepard PJ, Hertel KJ. 2009. The SR protein family. Genome Biology 10:242. doi: 10.1186/gb-2009-10-10-242.

Shi X, Sun X, Liu M, Li D, Aneja R, Zhou J. 2011. CEP70 protein interacts with y-tubulin to localize at the
centrosome and is critical for mitotic spindle assembly. The Journal of Biological Chemistry 286:33401-33408.
doi: 10.1074/jbc.M111.252262.

Shimoni-Sebag A, Lebenthal-Loinger |, Zender L, Karni R. 2013. RRM1 domain of the splicing oncoprotein
SRSF1 is required for MEK1-MAPK-ERK activation and cellular transformation. Carcinogenesis 34:2498-2504.
doi: 10.1093/carcin/bgt247.

Slater GSC, Birney E. 2005. Automated generation of heuristics for biological sequence comparison. BMC
Bioinformatics 6:31. doi: 10.1186/1471-2105-6-31.

Smith CW, Valcarcel J. 2000. Alternative pre-mRNA splicing: the logic of combinatorial control. Trends in
Biochemical Sciences 25:381-388. doi: 10.1016/50968-0004(00)01604-2.

Steckelberg A-L, Boehm V, Gromadzka AM, Gehring NH. 2012. CWC22 connects pre-mRNA splicing and exon
junction complex assembly. Cell Reports 2:454-461. doi: 10.1016/j.celrep.2012.08.017.

Sterne-Weiler T, Martinez-Nunez RT, Howard JM, Cuvitovik I, Katzman S, Tariq MA, Pourmand N, Sanford JR.
2013. Frac-seq reveals isoform-specific recruitment to polyribosomes. Genome Research 23:1615-1623.
doi: 10.1101/gr.148585.112.

Stumpf CR, Moreno MV, Olshen AB, Taylor BS, Ruggero D. 2013. The translational landscape of the mammalian
cell cycle. Molecular Cell 52:574-582. doi: 10.1016/j.molcel.2013.09.018.

Sun S, Zhang Z, Sinha R, Karni R, Krainer AR. 2010. SF2/ASF autoregulation involves multiple layers of
post-transcriptional and translational control. Nature Structural & Molecular Biology 17:306-312. doi: 10.1038/
nsmb.1750.

Swanson CM, Sherer NM, Malim MH. 2010. SRp40 and SRp55 promote the translation of unspliced human
immunodeficiency virus type 1 RNA. Journal of Virology 84:6748-6759. doi: 10.1128/JVI.02526-09.

Swartz JE, Bor Y-C, Misawa Y, Rekosh D, Hammarskjold M-L. 2007. The shuttling SR protein 9G8 plays a role in
translation of unspliced mRNA containing a constitutive transport element. The Journal of Biological Chemistry
282:19844-19853. doi: 10.1074/jbc.M701660200.

Thoreen CC, Chantranupong L, Keys HR, Wang T, Gray NS, Sabatini DM. 2012. A unifying model for mTORC1-
mediated regulation of mRNA translation. Nature 485:109-113. doi: 10.1038/nature11083.

Tilgner H, Nikolaou C, Althammer S, Sammeth M, Beato M, Valcércel J, Guigd R. 2009. Nucleosome positioning as
a determinant of exon recognition. Nature Structural & Molecular Biology 16:996-1001. doi: 10.1038/nsmb.1658.

Twyffels L, Gueydan C, Kruys V. 2011. Shuttling SR proteins: more than splicing factors. The FEBS Journal
278:3246-3255. doi: 10.1111/}.1742-4658.2011.08274 x.

Valacca C, Bonomi S, Buratti E, Pedrotti S, Baralle FE, Sette C, Ghigna C, Biamonti G. 2010. Samé8 regulates
EMT through alternative splicing-activated nonsense-mediated mRNA decay of the SF2/ASF proto-oncogene.
The Journal of Cell Biology 191:87-99. doi: 10.1083/jcb.201001073.

Venables JP. 2004. Aberrant and alternative splicing in cancer. Cancer Research 64:7647-7654. doi: 10.1158/0008-
5472.CAN-04-1910.

Wang Z, Chatterjee D, Jeon HY, Akerman M, Vander Heiden MG, Cantley LC, Krainer AR. 2012. Exon-centric
regulation of pyruvate kinase M alternative splicing via mutually exclusive exons. Journal of Molecular Cell
Biology 4:79-87. doi: 10.1093/jmcb/mjr030.

Wei RR, Al-Bassam J, Harrison SC. 2007. The Ndc80/HEC1 complex is a contact point for kinetochore-microtubule
attachment. Nature Structural & Molecular Biology 14:54-59. doi: 10.1038/nsmb1186.

Wéjcik C, Schroeter D, Stoehr M, Wilk S, Paweletz N. 1996. An inhibitor of the chymotrypsin-like activity of the
multicatalytic proteinase complex (20S proteasome) induces arrest in G2-phase and metaphase in Hela cells.
European Journal of Cell Biology 70:172-178.

Xiao R, Sun Y, Ding J-H, Lin S, Rose DW, Rosenfeld MG, Fu X-D, Li X. 2007. Splicing regulator SC35 is essential
for genomic stability and cell proliferation during mammalian organogenesis. Molecular and Cellular Biology
27:5393-5402. doi: 10.1128/MCB.00288-07.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 26 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.1101/gr.082503.108
http://dx.doi.org/10.1101/gr.082503.108
http://dx.doi.org/10.1016/j.molcel.2009.02.031
http://dx.doi.org/10.1016/j.molcel.2007.12.009
http://dx.doi.org/10.1038/nsmb.1659
http://dx.doi.org/10.1016/j.celrep.2013.10.004
http://dx.doi.org/10.1016/j.molcel.2004.10.021
http://dx.doi.org/10.1016/S1097-2765(04)00025-5
http://dx.doi.org/10.1016/S1097-2765(04)00025-5
http://dx.doi.org/10.1093/bioinformatics/btp643
http://dx.doi.org/10.1186/gb-2009-10-10-242
http://dx.doi.org/10.1074/jbc.M111.252262
http://dx.doi.org/10.1093/carcin/bgt247
http://dx.doi.org/10.1186/1471-2105-6-31
http://dx.doi.org/10.1016/S0968-0004(00)01604-2
http://dx.doi.org/10.1016/j.celrep.2012.08.017
http://dx.doi.org/10.1101/gr.148585.112
http://dx.doi.org/10.1016/j.molcel.2013.09.018
http://dx.doi.org/10.1038/nsmb.1750
http://dx.doi.org/10.1038/nsmb.1750
http://dx.doi.org/10.1128/JVI.02526-09
http://dx.doi.org/10.1074/jbc.M701660200
http://dx.doi.org/10.1038/nature11083
http://dx.doi.org/10.1038/nsmb.1658
http://dx.doi.org/10.1111/j.1742-4658.2011.08274.x
http://dx.doi.org/10.1083/jcb.201001073
http://dx.doi.org/10.1158/0008-5472.CAN-04-1910
http://dx.doi.org/10.1158/0008-5472.CAN-04-1910
http://dx.doi.org/10.1093/jmcb/mjr030
http://dx.doi.org/10.1038/nsmb1186
http://dx.doi.org/10.1128/MCB.00288-07

e LI FE Research article Biochemistry | Cell biology

Zahler AM, Neugebauer KM, Lane WS, Roth MB. 1993. Distinct functions of SR proteins in alternative pre-mRNA
splicing. Science 260:219-222. doi: 10.1126/science.8385799.

Zhang Z, Krainer AR. 2004. Involvement of SR proteins in mRNA surveillance. Molecular Cell 16:597-607.
doi: 10.1016/j.molcel.2004.10.031.

Zhou Z, Fu X-D. 2013. Regulation of splicing by SR proteins and SR protein-specific kinases. Chromosoma
122:191-207. doi: 10.1007/s00412-013-0407-z.

Zhu J, Mayeda A, Krainer AR. 2001. Exon identity established through differential antagonism between exonic
splicing silencer-bound hnRNP A1 and enhancer-bound SR proteins. Molecular Cell 8:1351-1361. doi: 10.1016/
$1097-2765(01)00409-9.

Maslon et al. eLife 2014;3:02028. DOI: 10.7554/eLife.02028 27 of 27


http://dx.doi.org/10.7554/eLife.02028
http://dx.doi.org/10.1126/science.8385799
http://dx.doi.org/10.1016/j.molcel.2004.10.031
http://dx.doi.org/10.1007/s00412-013-0407-z
http://dx.doi.org/10.1016/S1097-2765(01)00409-9
http://dx.doi.org/10.1016/S1097-2765(01)00409-9

