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Abstract Passage through mitosis is driven by precisely-timed changes in transcriptional
regulation and protein degradation. However, the importance of translational regulation during
mitosis remains poorly understood. Here, using ribosome profiling, we find both a global translational
repression and identified ~200 mRNAs that undergo specific translational regulation at mitotic entry.
In contrast, few changes in mMRNA abundance are observed, indicating that regulation of translation is
the primary mechanism of modulating protein expression during mitosis. Interestingly, 91% of the
mRNAs that undergo gene-specific regulation in mitosis are translationally repressed, rather than
activated. One of the most pronounced translationally-repressed genes is Emi1, an inhibitor of the
anaphase promoting complex (APC) which is degraded during mitosis. We show that full APC
activation requires translational repression of Emi1 in addition to its degradation. These results
identify gene-specific translational repression as a means of controlling the mitotic proteome,
which may complement post-translational mechanisms for inactivating protein function.

DOI: 10.7554/eLife.07957.001

Introduction

Genome-wide microarray, RNA sequencing (RNA-seq), and protein-based mass spectrometry studies
have revealed changes in the abundance of hundreds of proteins during the cell cycle (Cho et al.,
2001; Whitfield et al., 2002; Aviner et al., 2013; Grant et al., 2013; Lane et al., 2013; Stumpf et al.,
2013; Ly et al., 2014), many of which are specifically expressed in G2 phase and mitosis (G2/M).
Transcriptional regulation plays an important role in this temporal expression pattern, as many genes
show cell cycle-stage specific expression of their mRNA level (Cho et al., 2001; Whitfield et al.,
2002). Regulated protein degradation also plays a key role in sculpting the proteome during the cell
cycle, particularly at the end of mitosis when a large set of proteins is ubiquitinated by the E3 ubiquitin
ligase, the Anaphase Promoting Complex (APC), and then degraded by the proteasome (Peters,
2006).

In addition to regulation of transcription and protein degradation, changes in translation efficiency
(TE) also can modify protein abundance during the cell cycle. Translational regulation plays
a particularly important role during the specialized cell division cycles of meiosis and early embryonic
development, since transcription is largely silent at this stage (Mendez and Richter, 2001, Groisman
et al., 2002; Tadros and Lipshitz, 2009; Weill et al., 2012). For example, initial work on meiosis in
vertebrate oocytes revealed that lengthening of the poly(A) tails of dormant mRNAs through
polyadenylation results in translational activation, which plays a critical role in meiotic progression
(Weill et al., 2012; Subtelny et al., 2014). While somatic cells appear to use transcriptional regulation
as a major mechanism for modulating protein expression during the cell cycle, translational regulation
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elife digest The human body contains billions of cells, most of which formed via a process called
mitosis in which a single cell divides to produce two new daughter cells. Actively dividing cells pass
through a series of events (or phases) that are collectively known as the cell cycle. These phases allow
the cell to grow in size, copy its genetic material, and then make preparations for cell division before
taking the final decision to divide.

Many proteins are involved in regulating the cell cycle and each protein has a particular role in
specific phases. The levels of these proteins in cells may change during the cycle, which is often
crucial to allow the cell to progress to the next phase. For example, cells need a group of proteins
called the anaphase-promoting complex (or APC for short) to destroy other specific proteins at the
end of mitosis.

Another way in which the amount of protein in a cell can be adjusted is by controlling how much
new protein is made during a process known as translation. During this process, a molecule called
a messenger RNA (mRNA)—which contains information copied from a particular gene—is used as
a template to assemble a new protein. However, it is not clear whether regulation of translation is
involved in control of the cell division.

Tanenbaum et al. now address this question using a technique called ribosome profiling to
measure the translation of individual MRNA molecules. The experiments analysed the changes in
protein production before, during and after mitosis. The overall level of translation of all the mRNAs
was about 35% lower during mitosis. However, some mRNAs in particular experienced a very large
reduction in the level of translation (between three- and ten-fold less than the levels before mitosis).

One example of an mRNA whose translation is turned off in mitosis is the mRNA that makes
a protein called Emi1. It is known from previous work that Emi1 inhibits the activity of the APC.
Therefore, Emi1 needs to be inactivated in mitosis so that the APC can become active and promote
progression to the next phase of the cell cycle. It was previously shown that Emi1 is destroyed during
mitosis to allow the APC to operate. Tanenbaum et al. found that translation of the Emi1 mRNA must
also be suppressed during mitosis in order to keep Emi1 protein levels very low and allow the APC to
become fully active. These findings uncover a new role for the control of protein production in
regulating the cell cycle. The next challenge will be to find out whether suppression of translation is
also used in other biological systems where proteins need to be rapidly inactivated.

DOI: 10.7554/eLife.07957.002

has been described in somatic cells as well (Sivan and Elroy-Stein, 2008; Novoa et al., 2010; Kronja
and Orr-Weaver, 2011; Aviner et al., 2013; Stumpf et al., 2013). As in meiosis, changes in the poly
(A) tail length can occur during G2 phase of the mitotic cell cycle (Novoa et al., 2010), but these
effects appear to be less important for translational regulation during the somatic cell cycle than
during early embryonic development (Subtelny et al., 2014). Perhaps the most striking example of
translation regulation in the somatic cell cycle occurs during mitosis, when translation is thought to be
globally repressed (Fan and Penman, 1970). This global translational repression appears to be
sequence-independent, and likely affects most mRNAs (Fan and Penman, 1970). While such global
translational repression was observed many decades ago, its functional significance remains unknown.
Several studies suggested that this global translational repression may facilitate the selective synthesis
of a small number of proteins that can escape global inhibition through a non-canonical, mRNA cap-
independent translation initiation mechanism dependent on internal ribosome entry sites (IRESes)
(Cornelis et al., 2000; Pyronnet et al., 2000; Qin and Sarnow, 2004; Schepens et al., 2007; Wilker
et al., 2007; Marash et al., 2008; Ramirez-Valle et al., 2010). However, recent work challenged the
view that translation in mitosis is mediated to a significant extent by IRESes, and instead found that
canonical, cap-dependent translation dominates in mitosis (Shuda et al., 2015). Therefore, it is
unclear whether IRES-dependent translation represents a general mechanism of translational
regulation during mitosis, and whether such IRES-dependent translational activation represents,
a minor, or the dominant mechanism of gene-specific translational regulation during mitosis.

The recent development of ribosomal profiling, a method that uses deep sequencing of ribosome-
protected mRNA fragments to quantify ribosome occupancy on individual mRNAs, allows the TE of
single mRNA species to be examined at a system-wide level (Ingolia et al., 2009, 2011). A recent
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study applied this technology to investigate the mechanism of cell cycle-dependent translational
control and found hundreds of genes that show changes in TE during the cell cycle (Stumpf et al.,
2013). Many mRNAs showed altered translation rates in mitosis when compared to either G1 or
S phase cells. However, this study did not include analysis of G2 phase cells, which is required to
determine whether observed changes are mitosis-specific, as G2 phase cells are very similar to mitotic
cells, but very different from G1- or S-phase cells, at least with respect to mRNA levels (Cho et al.,
2001; Whitfield et al., 2002). Thus, it is imperative to compare mitotic cells with both G2 cells (pre-
mitotic entry) and G1 cells (post-mitotic exit) in order to identify the translational changes that occur
specifically during mitosis. It is also critical to obtain a minimally perturbed population of mitotic cells.
Previous studies of mitotic translational regulation relied on synchronizing cells in mitosis with
microtubule targeting drugs (Fan and Penman, 1970; Pyronnet et al., 2001; Stumpf et al., 2013),
but recent work has shown that translation rates are dramatically affected by treatment with such
drugs (Sivan et al., 2011; Coldwell et al., 2013), thereby complicating the annotation of mitosis-
specific translation effects.

Here, using metabolic labeling, combined with ribosome profiling and a tight cell cycle
synchronization protocol that does not require microtubule drug treatment, we have identified two
distinct translational programs that occur during mitosis. First, using metabolic labeling of non-
transformed RPE-1 cells, we find a modest (~35%) global translational repression of the bulk of
mRNAs during mitosis, which is consistent with findings in other studies (Fan and Penman, 1970;
Bonneau and Sonenberg, 1987; Pyronnet et al., 2001). In addition to this modest global repression,
using ribosomal profiling, we identify a subset ~200 of mMRNAs that show much larger (>threefold),
gene-specific changes in their TE during mitosis. The large majority of the latter group of mMRNAs are
translationally repressed at mitotic entry and then translationally re-activated at mitotic exit,
highlighting the precise temporal specificity of this gene-specific translational regulation. Thus,
translational repression, rather than IRES-dependent activation of mRNA translation, is the dominant
method of gene-specific translational regulation in mitosis, although minor effects of IRES-dependent
translation cannot be ruled out. Follow-up studies on one of these translationally repressed genes,
Early mitotic inhibitor 1 (Emi1), a potent inhibitor of the APC, reveals that translational repression in
mitosis is important to prevent new Emi1 protein synthesis at a time when the existing Emi1 protein
pool is degraded. These results lead to a model in which the combined activities of protein
degradation and translational repression ensures the complete removal of Emil protein, which
enhances APC activation and the degradation of APC substrates at the end of mitosis. These results
provide the first genome-wide view of the translational changes that occur specifically in mitosis and
reveal that translational regulation can enhance the efficiency of post-translational protein inhibition,
which may represent a more general function for translational repression.

Results

Comparison of translation regulation and regulation of mRNA levels
during mitosis

To study mRNA translation at a genome-wide level during mitosis, we used ribosome profiling,
a recently developed technique that enables precise measurements of translation of each mRNA in
the cell (Ingolia et al., 2009, 2011). In ribosome profiling, the small fragments of mRNA (~30 nt) that
are associated with a ribosome (called the ribosome footprints [FPs]) are isolated and quantitatively
analyzed by deep sequencing. This sequence information allows the calculation of the average
number of ribosomes per mRNA, which reports on the TE of each mRNA. In parallel, we analyzed total
mRNA content by RNA-seq. As many cell cycle-regulated pathways are deregulated in cancer, we
used a non-transformed human epithelial cell line, RPE-1, for these studies, as these cells can be
precisely synchronized in the cell cycle (see below).

We synchronized RPE-1 cells in late G2 (G2), mitosis (M) or early G1 (G1) with a specific small
molecule CDK1 inhibitor, RO-3306, using a previously established synchronization protocol (Vassilev
et al., 2006) (Figure 1A). In this protocol, cells are first arrested in G2 using the CDK1 inhibitor. CDK1
is largely inactive during G2 and only becomes activated at the end of G2/prophase (Jackman et al.,
2003; Gavet and Pines, 2010). Thus, the inhibitor prevents the progression out of G2, but the low
CDK1 state in the presence of the CDK1 inhibitor reflects the normal G2 phase in unsynchronized cells
(Jackman et al., 2003; Gavet and Pines, 2010). To release cells from G2, the CDK1 inhibitor is
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Figure 1. Cell synchronization and analysis of translation efficiency during the cell cycle. (A) Schematic overview of RPE-1 cell synchronization protocol.
RO-3306 (6 pM) was used as the CDK1 inhibitor. (B, C) G2, M and G1 samples were prepared as outlined in (A). (B) FACS analysis (Hoechst staining of
DNA) reveals that the samples are effectively synchronized in the respective cell cycle phase. (C) The number of mitotic cells was scored by microscopy
based on chromosome condensation (DNA stained with DAPI). Graph is average of 3 independent experiments with ~50 cells scored per experiment.
Error bars represent standard error of the mean (SEM). (D) RPE-1 cells were synchronized as described in (A). Before harvesting, cells were incubated with
S35-methionine for 10 min to radioactively label newly synthesized proteins. The left panel shows the autoradiograph of newly synthesized proteins.
The middle panel shows total protein content of the cells stained by Coomassie. Right panel shows quantification of autoradiographs of 3 independent
experiments, normalized to total protein. Mean and standard deviation (SD) are shown.

DOI: 10.7554/elife.07957.003

washed out and the cells progress into M and then G1, and pure (95%) populations of M and G1 cells
can be obtained based upon the timing of release from G2 arrest (Figure 1B,C). Thus, this cell
synchronization protocol is minimally perturbing and avoids the use of drugs that arrest cells in mitosis
by targeting microtubules, which are known to affect translation (Sivan et al., 2011; Coldwell et al.,
2013).

Using S35-methionine labeling, we found a global decrease in mRNA translation during mitosis
when compared to G2 and G1 cells respectively (Figure 1D). This finding confirms the global
reduction in translation during mitosis reported by other studies (Fan and Penman, 1970; Bonneau
and Sonenberg, 1987; Pyronnet et al., 2001); however, the magnitude of the effect seen here is
smaller (~35% reduction in our study vs 70% found previously [Fan and Penman, 1970]). This
difference might be due to the use of microtubule inhibitors in cells arrested in mitosis in previous
studies, which can cause global translational repression (Sivan et al., 2011; Coldwell et al., 2013).
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Next, we analyzed genome-wide mRNA levels in G1, G2 and M phase cells by deep sequencing
(Supplementary file 2). Comparing mRNA abundance in G2 vs M cells, we detected only 25 genes
that were down-regulated in M and not a single up-regulated gene (>threefold, see 'Materials
and methods’ section) (Figure 2A, red bars, left graph). In contrast, when G2 cells were compared to
G1 cells, 220 genes were down-regulated and 82 genes up-regulated in G1 (Figure 2A, red bars,
middle graph). Similarly, when M cells were compared to G1 cells, many mRNAs were changed
(138 up and 156 down in M) (Figure 2A, red bars, right graph). The mRNAs that changed between G1
and G2 were mostly the same set that also changed between G1 and M (Figure 2—figure
supplement 1A); 96% of mRNAs that are up-regulated in G1 vs G2 are also increased at least twofold
in G1 vs M. Similarly, 80% of mRNAs that are down-regulated in G1 vs G2, are also decreased at least
twofold in G1 vs M. Together, these results indicate that the mRNA content of G2 and M phase cells is
very similar, but distinct from G1 phase cells.

Next, we subjected ribosome FPs to deep sequencing to examine whether individual mRNAs are
differentially translationally regulated at different stages of the cell cycle (Supplementary file 3). We
refer to this regulation as gene-specific translational to distinguish it from the global translational
repression described above. The number of ribosome FPs (which reports on the amount of total
translation) was determined for each mRNA and was divided by the total mMRNA abundance to obtain
the TE. The vast majority of gene-specific changes in TE were observed when M phase transcripts
were compared with either G2 or G1; 199 and 92 genes were translationally regulated between M and
either G2 or G1, respectively. In contrast, only 13 genes showed changes in translation between G2
and G1 (Figure 2A, blue bars; transcripts with >threefold difference in TE, and >twofold difference in
ribosome footprint (FP) density were scored as translationally controlled, see ‘Materials and methods’
for more details). Thus, in contrast to mRNA abundance, which is similar in G2 and M, but distinct in
G1, TE is similar in G2 and G1, but very different in M.

When we analyzed mRNA abundance of the 199 genes that showed gene-specific regulation in M,
we found that their mRNA levels were largely constant throughout the cell cycle (Figure 2B). Similarly,
the TE of genes known to be transcriptionally regulated was largely constant (Figure 2C). These
results indicate that gene-specific translational regulation affects a different set of genes than
transcriptional regulation.

The vast majority of the 199 mRNAs that show gene-specific translational regulation in M
compared to G2 were repressed rather than activated; comparing M to G2, 182 were translationally
downregulated in M and only 17 were upregulated (Figure 2A, blue bars, middle graph;
Figure 2—figure supplement 1B). Similarly, of the 92 mRNAs that translationally regulated between
M and G1, 86 were repressed in M, and only 6 were activated (Figure 2A, blue bars, right graph;
Figure 2—figure supplement 1B). To test whether the same set of mRNAs that was translationally
repressed at mitotic entry were de-repressed at mitotic exit, we compared the overlap in mMRNAs
repressed in M vs G2 and M vs G1. The genes that were translationally repressed in M vs G2 were
mostly also repressed in M vs G1; of the 182 genes that were repressed in M compared to G1, 87%
were repressed >twofold in M compared to G1. Furthermore, there is a good correlation in the fold
change in TE between G2 vs M and G1 vs M for individual mRNAs (Figure 2D). In summary, when cells
progress from G2 to M, gene-specific translational regulation is dominated by repression, and the
genes that are translationally repressed as cells enter mitosis are mostly re-activated upon mitotic exit.

It is important to note that fold change values noted above are relative to the average mRNA of the
biological sample (as ribosome profiling only reports on relative changes). Thus, specific mRNAs that
are translationally repressed threefold relative to other mRNAs in mitosis, are repressed ~fourfold
relative to the same gene in G2 phase (given the global ~35% translational repression that acts on all
mRNAs during mitosis). Similarly, the small number of mRNAs that are translationally activated by
threefold in mitosis, are only expressed ~twofold higher than in G2 phase. Thus, we conclude that the
vast majority of mRNAs that undergo gene-specific regulation are translationally repressed in mitosis.

Next, we examined whether there were particularly types of genes that were predominantly
regulated by translational vs transcriptional control, so we performed gene ontology enrichment
analysis using the functional annotation tool DAVID (Huang da et al., 2009). Many genes that
exhibited variations in mRNA levels during the cell cycle are involved in cell division (p-values < 1077,
see 'Materials and methods’). In contrast, the translationally regulated genes were functionally very
different from the transcriptionally regulated genes and included many signaling molecules,
transcription factors, and transmembrane proteins (significantly enriched with p-values < 107%)
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Figure 2. Transcriptional and translational regulation affect distinct cell cycle transitions. (A) For each gene the ratio of mRNA levels (red bars) and
translation efficiency (TE) (blue bars) was determined for G2 vs M (left) or G2 vs G1 (middle) and M vs G1 (right). The number of genes that showed
changes in mRNA levels (>threefold difference, red bars) or changes in TE (or >threefold difference in TE combined with >twofold difference in the
ribosome footprint value, blue bars) was plotted in a pair of histograms. (B) mRNA levels are plotted for all genes that are translationally regulated in M vs
G2. The left graph shows the mRNA levels in M compared to G2, the right graph shows mRNA levels of M compared to G1. Note that mRNA levels of
translationally regulated mRNAs are similar in G2, M and G1. (C) 19 well characterized cell cycle proteins that show strong cell cycle-dependent regulation
of mRNA levels were manually selected. Fold difference between G2 and G1 in mRNA levels (red bars) and TE (blue bars) is shown. While there is a large
change in mRNA levels, the TE is similar in G2 and G1 for the majority of these mRNAs. (D) The subset of genes that was translationally repressed in M
compared to G2 (182 genes) was selected and the fold difference in TE for M vs G2 was plotted against the fold difference in TE for M vs G1. Results show
Figure 2. continued on next page
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that genes which are translationally repressed in M compared to G2, or repressed to similar levels in M when compared to G1.

DOI: 10.7554/elife.07957.004

The following figure supplements are available for figure 2:

Figure supplement 1. Transcriptional and translational regulation affect distinct cell cycle transitions.

DOI: 10.7554/eLife.07957.005

Figure supplement 2. Translational regulation affects many cell cycle-dependent processes.

DOI: 10.7554/elife.07957.006

Figure supplement 3. Excessive PP1y and PP2ap activity perturbs chromosome segregation.

DOI: 10.7554/elife.07957.007

(see Figure 2—figure supplement 2). Manual curation of the mRNAs that showed gene-specific
translational repression during mitosis revealed regulation of several components of the same
pathway. For example, multiple components of the PI3 kinase pathway were translationally repressed
during mitosis (Figure 2—figure supplement 2A). We also found mitosis-specific translational
downregulation of the mitotic phosphatases PP1y and PP2ap (Figure 2—figure supplement 2B).
During mitosis, these phosphatases are strongly inhibited through phosphorylation and binding to
inhibitory proteins (Wurzenberger and Gerlich, 2011), suggesting that mitotic translational
repression may represent an additional back-up mechanism to inhibit protein function (see
Discussion). Consistent with this notion, we found that overexpression of either PP1y or PP2ap
phosphatase strongly disrupted normal cell division (Figure 2—figure supplement 3A-C). We also
found a strong translational repression of two key regulators of centriole duplication, Plk4 and CP110
(Figure 2—figure supplement 2C) (Chen et al., 2002; Habedanck et al., 2005). Finally, the majority
of histones showed a strong reduction in protein synthesis in M compared with G2. Newly synthesized
histones may not incorporate readily into highly condensed mitotic chromosomes, which perhaps
could explain why their translation is reduced during mitosis, although we cannot completely rule out
a small contamination of S-phase cells in the G2 sample which might give rise to an apparent high
level of translation of histone mRNAs in G2. We also found a few mRNAs that were translationally
increased in mitosis as compared to both G1 and G2, although most were below our threshold
of threefold change, indicating the changes were subtle. Included in this list are genes involved
in cytoskeleton function and DNA replication initiation (Figure 2—figure supplement 2E,F), the
latter of which may reflect the ability of cells to license DNA replication at the end of mitosis (Clijsters
et al., 2013). Taken together, these results show that transcriptional and gene-specific translational
control dominate at different stages of the cell cycle (transcription at the G1-to-G2 transition
and translational regulation dominating at the more rapid G2-to-M transition) and regulate a distinct
set of genes.

A live cell fluorescence reporter for translation
To validate the results obtained in our ribosome profiling experiments in living cells, we developed
a fluorescence-based reporter to analyze translation of individual transcripts in living cells. In brief, the
reporter consists of a GFP fused to an inducible degron, which is continuously degraded until a small
molecule stabilizer is added (lwamoto et al., 2010) (Figure 3A). A mCherry protein expressed
independently from the same transcript was used for normalization (Figure 3—figure supplement
1A,B). Our assay is similar to another recently developed method for measuring translation rates in
cells (Han et al., 2014), although our system included an mCherry protein that was expressed from
the same mRNA using a P2A site. Upon addition of the stabilizer drug, time-lapse microscopy
revealed an increase in the GFP/mCherry ratio over time, which reflects the translation rate of the GFP
(Figure 3B,C, see '‘Materials and methods’).

To test for translational regulation, the 5 and 3'UTRs of the control reporter were replaced by the
5" and 3’ UTRs of genes that were identified by ribosomal profiling as translationally repressed in
mitosis; UTRs of two genes that were not translationally regulated were tested as controls. For these
experiments, we used the UTRs of mRNA isoforms that closely matched the isoforms expressed in
RPE1 cells, as determined by our RNA-seq data (Figure 3—figure supplement 1C,D) While the UTRs
of control transcripts did not lead to translational regulated of the GFP reporter, time-lapse imaging
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Figure 3. Analysis of translation efficiency in living cells using a fluorescence-based translation reporter. (A) Schematic representation of the live-cell
translation reporter. An inducible degron (DHFR-Y100I) fused to sfGFP and an NLS is separated from an NLS-mCherry protein by a P2A ribosome skipping
sequence, which allows these two proteins to be synthesized as separate proteins from a single transcript. Upon addition of the small molecule stabilizer
trimethoprim (TMP), newly synthesized DHFR-sfGFP-NLS is stabilized and GFP fluorescence increases over time due to new GFP protein synthesis. Thus,
GFP fluorescence increase reports on translation efficiency. The mCherry signal is used to normalize for the plasmid copy number per cell. (B) RPE-1 cells
stably expressing the reporter were treated with 50 pM TMP and followed by time-lapse microscopy. Scale bar, 20 pm. Time is indicated in min.

(C) Quantification of GFP/Cherry ratio (mean and standard deviation, n = 8 cells) with or without cycloheximide treatment. (D) 5" and 3’ UTRs from
indicated genes were inserted in the reporter. Cells expressing the different reporters were blocked in mitosis with taxol, treated with TMP and imaged for
4 hr. To determine the translation rate, the GFP/mCherry ratio was calculated at the start and end of each video for both interphase and mitotic cells. The
ratio of translation rates in mitosis and interphase for each reporter is shown. For Emi1, mitotic cells were compared with G2 phase cells only, as translation
was also reduced in G1 (unpublished observation). Results are mean and SEM of 3 independent experiments with 10-20 cells analyzed per condition per
experiment.

DOI: 10.7554/elLife.07957.008

The following figure supplement is available for figure 3:

Figure supplement 1. Analysis of mRNA sequences that confer translational regulation.
DOI: 10.7554/elife.07957.009

revealed that the transcripts with UTRs from translationally repressed mRNAs showed decreased
synthesis in mitosis compared with interphase (Figure 3D). These results provide strong, independent
validation of the ribosome profiling dataset and show that regulatory elements present in 5’ and 3’
UTRs confer translational repression in mitosis.
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The role of translational repression of Emi1

To study the function of translational repression in mitosis, we focused on Emi1, a highly repressed
gene identified in our ribosome profiling dataset (Supplementary file 3) and translational reporter
assay. (Figure 3D). First we wished to confirm that regulation of Emi1 expression is due solely to
translational regulation, not to changes in Emi1T mRNA expression. To establish that mRNA levels of
Emi1 remain unchanged as cells progress into mitosis, we performed single molecule FISH and found
that Emi1 mRNA was present at similar levels in G2 and M (Figure 3—figure supplement 1E).
However, since these FISH probes detect all known Emil isoforms, we also wished to determine
whether isoform specific regulation may occur. First, we confirmed that the same mRNA isoforms
were expressed in G2 and M (Figure 3—figure supplement 1D). Furthermore, we mapped the
regulatory element in the Emi1 UTRs, and found that the translational repression was conferred by the
3'UTR of Emi1 alone, which is identical in all Emi1 mRNA isoforms (Figure 3—figure supplement 1D,F).
Consistent with this, all 5’UTR isoforms in combination with the Emi1 3'UTR were regulated in a similar
manner (Figure 3—figure supplement 1D,F). Together, these results confirm the conclusion that the
inhibition of Emi1 protein synthesis in M is due to translational repression, and show that the 3'UTR of
Emi1 is sufficient for this translational regulation.

Emi1 is a potent inhibitor of the APC bound to its activator Cdh1 (APC/Cdh1). In G2 phase, Emi1
inhibits APC/Cdh1, and this inhibition is required to allow accumulation of cyclins in G2 and for mitotic
entry (Reimann et al., 2001; Hsu et al., 2002, Di Fiore and Pines, 2007). However, in early mitosis,
Emi1 protein is inactivated both through protein degradation and CDK1-dependent phosphorylation
(Reimann et al., 2001; Guardavaccaro et al., 2003; Margottin-Goguet et al., 2003; Moshe et al.,
2011), which is likely required for APC/Cdh1 activation and APC substrate degradation in the
subsequent telophase/G1. Given these post-translational mechanisms for inhibiting Emi1, it is unclear
whether translational repression of Emi1 also serves a role in suppressing its activity during mitosis.

To test the importance of translational inhibition of Emi1 in mitosis, we expressed mCherry-Emi1
(a functional fusion protein [Di Fiore and Pines, 2007]) from a plasmid lacking native UTRs and thus
lacking translational regulation, and examined APC/Cdh1 activation as cells progressed through
mitosis into the next G1 phase. First, we confirmed that mCherry-Emi1 was degraded in late G2/early
mitosis (Figure 4—figure supplement 1A), as found previously (Guardavaccaro et al., 2003;
Margottin-Goguet et al., 2003). As a readout of APC/Cdh1 activity, we expressed fluorescently-
tagged Aurora A, Plk1 or CDC20, all of which are APC/Cdh1 substrates. (Peters, 2006). These
fluorescence reporter substrates were all rapidly degraded in anaphase/telophase in control cells as
expected (Figure 4A-C). When Emi1 lacking its normal 5’ and 3” translation regulatory elements was
expressed, cells progressed through mitosis normally and the bulk of Emi1 protein was degraded,;
however, APC/Cdh1 activation in telophase was partially inhibited, as indicated by the decreased
degradation of APC/Cdh1 substrates (Figure 4A-C and Video 1). Importantly, exogenous Emi1 was
expressed at similar levels as the endogenous gene in these experiments, as determined by transcript
counting by single molecule FISH (Figure 4—figure supplement 1B). These results show that Emi1
can inhibit APC/Cdh1 activation at the end of mitosis and suggest that Emi1 protein degradation is
insufficient to completely inhibit Emi1 activity in the presence of continued Emi1 synthesis.

To test whether translational repression of Emi1 would allow APC activation under these conditions,
we replaced the control UTRs of mCherry-Emi1 with Emi1’s native UTRs and examined APC activation
at mitotic exit. Strikingly, translational repression of Emi1 in mitosis allowed a substantially higher
degree of APC/Cdh1 activation at comparable Emil expression levels (Figure 4D,E and
Figure 4—figure supplement 1C). To confirm that the UTRs of Emil were enhancing APC/Cdh1
activation solely through mitosis-specific translational repression, rather than through an alternative
mechanism, for example by stimulating specific MRNA localization, we sought to confer mitosis-specific
translational repression on Emi1 mRNA independently of the Emi1 UTRs. To this end, we replaced the
Emi1 UTRs with the UTRs of an unrelated mRNA, ARHGAPS5, which have a completely different
sequence, but confer translational repression in mitosis to a similar extent as Emi1 UTRs (Figure 3D).
Indeed, mitosis-specific translational repression of mCherry-Emi1 by ARHGAP5 UTRs allowed APC
activation at the end of mitosis to a similar extent as Emi1 UTRs (Figure 4D,E). Furthermore,
examination of Emi1 mRNA localization during mitosis did not reveal localization to a specific site in the
cell (Figure 4—figure supplement 1D), arguing against a role for the UTRs of Emi1 in mRNA
localization, but rather indicating that their primary function is to repress translation during mitosis.
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Figure 4. Translational inhibition of Emi1 during mitosis promotes APC/Cdh1 activation in telophase. (A-C) RPE-1 cells expressing Aurora A-GFP (A),
mCherry-Plk1 (B) or mCherry-CDC20 (C) alone or combined with fluorescently tagged Emil were analyzed by time-lapse microscopy and the protein
degradation rates were assayed through quantification of fluorescence intensities over time as cells progressed through mitosis. (D-F) RPE-1 cells stably
expressing Aurora-GFP and, where indicated, mCherry-Emi1 with indicated UTRs, were analyzed be time-lapse microscopy. Representative images (D)
and quantification of Aurora A-GFP levels (E) and mCherry-Emi1 levels (F) are shown. Asterisks and dotted boxes mark dividing cells. Degradation of
Aurora A normally occurs between anaphase onset and telophase. For quantification only cells were included that had very low mCherry-Emi1
fluorescence to ensure low expression level of exogenous Emi1 (see also Figure4—figure supplement 1C,D). Scale bar, 10 pm. Mean and standard error
of 3 independent experiments, with ~10 cells analyzed per experimental condition per experiment.

DOI: 10.7554/elife.07957.010

The following figure supplement is available for figure 4:

Figure supplement 1. Translational repression of Emi1 by its UTRs facilitates APC activation.
DOI: 10.7554/eLife.07957.011
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To understand how translational repression of
Emi1 contributes to APC activation, we examined
Emi1 protein levels during mitosis in the pres-
ence and absence of translation repression.
Interestingly, Emi1l was more completely de-
pleted when protein degradation was combined
with translational repression (Figure 4F). These
results demonstrate that inactivation of existing
Emi1 protein, through degradation and poten-
tially inhibitory phosphorylation (Moshe et al.,
2011), is insufficient to completely inhibit Emi1
activity, but when post-translational inactivation
is combined with translational repression, Emi1 is
more thoroughly inhibited, which allows robust
APC activation.

Discussion

Video 1. Video of two RPE-1 cells going through cell Evidence supporting gene_specific
division. The first cell to divide expresses both Aurora translational regulation during

A-GFP and mCherry-Emi1, while the seconf}l'c.ell only mitosis

expresses Aurora A-GFP Note that upon division, . .
Aurora A-GFP degradation is perturbed in the cell Previous work had found a global translational
expressing mCherry-Emil. Time interval between repression during mitosis (Fan and Penman,
images is 20 min. 1970). Here we confirm a modest (35%) and
DOI: 10.7554/eLife.07957.012 general repression of translation in mitosis, but in

addition, our genome-wide analyses revealed

much larger (>300%) effects on TE of several
hundred specific mRNAs, the large majority of which involve translational repression rather than
activation. Thus in summary, the mitotic translational program is dominated by a modest global
translational repression, combined with potent repression of a subset of mRNAs, which acts on top of
the global repression. Our follow-up studies on Emi1 suggests that its translational repression acts as
a mechanism to enhance post-translational protein inactivation, which could represent a more general
function of translational repression in mitosis and in other processes.

The evidence for mitosis-specific translational repression of specific mMRNAs is supported by two
separate methodologies. The first evidence comes from ribosomal profiling which measures ribosome
occupancy of native transcripts, but does not provide a direct measure of translation itself. The second
method involves the use of an introduced (thus non-native) reporter mRNA that provides a real-time,
live-cell readout of protein production from translation. In the test cases where both methods were
applied, we find good agreement in the results, providing strong support for widespread gene-
specific translational repression in mitosis.

In this work, we avoided microtubule depolymerizing drugs for cell cycle synchronization, as
employed by many other studies of translation in mitosis, since microtubule depolymerization has
been recently shown to have a profound effect on mRNA translation (Coldwell et al., 2013). However,
one possible concern is whether the CDK1 inhibitor RO-3306 used here to arrest cells in G2 might
influence translation as well and thus affect the conclusions of this study. CDK1, for example, is known
to phosphorylate a number of translation factors (Heesom et al., 2001; Dobrikov et al., 2014, Shuda
et al., 2015) and this could affect TE. However, we feel that the major conclusions regarding selective
translational repression in mitosis are unlikely to be due to the use of this CDK1 inhibitor for cell
synchronization for three reasons. First, the genome-wide comparison of TE of G1 vs M cells (neither
of which have any drug present) yields very similar results to the comparison of G2 (RO-3306 present)
vs M cells. Second, we confirmed translational regulation of a selected subset of MRNAs using a single
cell fluorescence-based assay that does not involve the use of the CDK1 inhibitor. Third, the CDK1
inhibitor is only present in our G2 sample, a time at which CDK1 is mostly inactive in unperturbed cells
(Jackman et al., 2003; Gavet and Pines, 2010). Consistent with this, the translation inhibitor 4E-BP1,
which is phosphorylated by CDK1 in mitosis, is not detectably phosphorylated in G2 (Heesom et al.,
2001). Thus, our synchronized G2 sample closely mimics the G2 phase of unsynchronized cells with
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respect to CDK1 activity. Together, these results strongly support the conclusion that the observed
translational effects reported in this study are due to distinct cell cycle states and not an effect of drug
treatment.

Use of transcriptional and translational regulation for distinct cell cycle
transitions

Interestingly, the sets of genes that show altered TE and mRNA abundance (likely due, at least in part,
to transcriptional regulation) are largely non-overlapping (Figure 2B,C). Furthermore, the cell cycle
timing of transcriptional and translational regulation also differ; the majority of gene-specific
translational changes occur at entry and exit from mitosis (G2-to-M and M-to-G1 transitions), while
transcriptional changes predominate between G1 and G2. We also show that the vast majority of the
~200 translationally-regulated mRNAs are repressed (several fold below the modest global down-
regulation of translation in mitosis) rather than activated. Thus, we conclude that the dominant
function of gene-specific translational regulation during mitosis is to potently inhibit synthesis of
a relatively small subset of the proteome. Our work complements another cell cycle ribosomal
profiling study by Stumpf et al. (Stumpf et al., 2013), which focused on translational changes
associated with S phase, and together these studies provide a complete overview of translational
regulation during the cell cycle.

The distinct use of transcriptional and translational regulatory mechanisms is consistent with the
timing of the cell cycle transitions for which they are used; regulating transcription is a relatively slow
mechanism for altering protein synthesis rates, because of the time required for transcription, mRNA
processing/nuclear export and mRNA turnover. This limits the usefulness of transcriptional regulation
to longer time transitions in the cell cycle, specifically from G1 to S or G2. On the other hand,
translational control alters protein synthesis rates almost instantaneously, which makes it well suited to
the short time scale of mitosis, which is generally less than 1 hr in most somatic cells with doubling
times of 1-2 days. Interestingly, a recent study of mouse dendritic cell activation, which happens at
a time-scale of many hours, similar to the G1-S transition, found that the vast majority of changes in
protein synthesis were due to altered mRNA abundance, rather than due to changes in translation
rates (Jovanovic et al., 2015). A second unique feature of translational control is its rapid reversibility,
enabling protein synthesis to restart quickly when cells exit from mitosis and enter G1. Thus,
translational control may be employed when acute changes in protein synthesis are needed (e.g.,
entry into and exit from mitosis), while transcriptional control is used to affect slower changes in gene
expression.

Gene-specific mitotic translational regulation is mainly used to repress,
not activate translation

A surprising finding of this study is that very few mRNAs showed substantial (>threefold), gene-
specific translational activation during mitosis. In previous reported cases of translational regulation
of specific mRNAs during mitosis, the findings were predominantly of translational activation through
an IRES-dependent mechanism (Cornelis et al., 2000; Pyronnet et al., 2000; Qin and Sarnow,
2004; Wilker et al., 2007, Marash et al., 2008; Ramirez-Valle et al., 2010). While we also found
a small number of mMRNAs that were translated more efficiently during mitosis (16 and 6 mRNAs were
translationally upregulated >threefold in mitosis compared to G2 and G1, respectively), the vast
majority of regulated mRNAs were translationally repressed (187 and 97 mRNAs were down-
regulated in mitosis compared to G2 and G1, respectively). One possible explanation for this
discrepancy is that the IRES-mediated upregulation of translation in mitosis may be relatively weak
compared to the cut-off (>threefold) that we have used in this study to identify changes in gene-
specific TE. A previous study of IRES-mediated translational upregulation found that only one of
three proteins examined was upregulated by > threefold (Qin and Sarnow, 2004). Furthermore,
a recent study found that translation in mitosis is dominantly cap-dependent (Shuda et al., 2015),
suggesting that IRES-mediated translation may only make a minor contribution to the translational
landscape in mitosis. The results from our work and Shuda et al., while not ruling out IRES-dependent
translational activation of some genes in mitosis, indicates that the dominant function of gene-
specific translational regulation is to shut down rather than activate synthesis of proteins during
mitosis.
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Our results, along with others, also reveal a number of interesting differences when comparing
mitosis in somatic cells to studies of translational regulation during meiosis and early embryonic
development (Mendez and Richter, 2001; Groisman et al., 2002). Oocytes stockpile maternal
mRNA, as new transcription does not occur until the mid-blastula stage of development. Due to the
absence of transcriptional control, translational regulation is the main mechanism by which protein
synthesis rates are tuned. In these systems, translational regulation occurs largely by modulating poly
(A) tail length (Weill et al., 2012; Subtelny et al., 2014). While changes in poly(A) tail length also
occur on a subset of mMRNAs during the mitotic cell cycle (Novoa et al., 2010), regulation of poly(A)
tail length does not appear to be a general mechanism for controlling TE in somatic cells (Subtelny
et al., 2014). Thus, translational control in meiosis is most likely mechanistically distinct from the gene-
specific translational regulation during mitosis described here. Consistent with this, we find that the
large majority of regulated mRNAs are translationally repressed during mitosis, while in meiosis
regulatory mechanisms mainly function to specifically activate a subset of mRNAs (Mendez and
Richter, 2001). Furthermore, the sets of genes that are regulated during meiosis and mitosis are
largely non-overlapping. Interestingly, Emi1 is an exception to this rule, as it is translationally
regulated during both meiosis (Belloc and Mendez, 2008) and mitosis (this study). However, in
meiosis it is translationally activated through control of its poly(A) tail length by the RNA binding
protein CPEB (Belloc and Mendez, 2008). This does not appear to be the case during mitosis, as
mutation of all CPEB binding sites in the 3'UTR of Emi1 does not prevent translational repression in
mitosis (unpublished observation). Therefore, we conclude that the gene-specific translational control
program in mitosis identified here is distinct from the meiotic translation program.

Translational repression as a mechanism to enhance post-translational
protein inactivation

What might be the function of translational repression during mitosis? The average protein half-life is
many hours (Schwanhausser et al., 2011), while mitosis takes less than an hour, so inhibition of
protein synthesis for this short period of time is not expected to have a major impact on overall
protein levels. Our analysis of Emi1 offers a clue to the role of gene-specific translational repression
during mitosis. During mitosis pre-existing Emi1 protein is inactivated through phosphorylation and
ubiquitin-mediated degradation (Guardavaccaro et al., 2003; Margottin-Goguet et al., 2003;
Moshe et al.,, 2011). However, we find that in the presence of continued protein synthesis,
degradation cannot remove all of the Emi1, resulting in a small amount of residual Emi1 protein levels
at the end of mitosis, which can interfere with full APC activation. In contrast, when new Emi1 protein
synthesis is inhibited through translational repression, Emi1 is eliminated more completely (Figure 5).
Transcriptional inhibition at the G2/M transition would not afford a similar effect, since protein
synthesis rates would not decline substantially within the required time-scale due to relatively slow
mRNA turnover.

Our model for the inhibition of Emi1 during mitosis involves the synergistic effects of protein
degradation along with the inhibition of protein synthesis via translational repression. However, of the
proteins that are translationally repressed at the G2-to-M transition, very few are known to be
degraded during mitosis, leaving open the question of why they are translationally repressed. One
possibility is that these proteins are inactivated during mitosis through other post-translational
mechanisms, such as phosphorylation. As newly synthesized proteins are unphosphorylated and thus
active, inhibition of translation will limit the formation of such new, active protein and thus enhance
post-translational protein inactivation.

In summary, our work provides a genome-wide view of translationally controlled mRNAs in mitosis
and provides a new hypothesis for the role of translational repression during mitosis; as a mechanism
to augment post-translational protein inactivation.

Materials and methods

Ribosome profiling and mRNA sample preparation

For ribosome profiling, cells were treated with cycloheximide before lysis for 2 min as previously
described, which does not substantially alter overall mRNA read density (Ingolia et al., 2011). Cells
were lysed in lysis buffer (20 mM Tris pH 7.5, 150 mM KCI, 5 mM MgCl,, 1 mM dithiothreitol, 8%
glycerol) supplemented with 0.5% Triton X-100, 30 U/ml Turbo DNase (Ambion, Life Technologies,
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CA, United States) and 100 pg/ml cycloheximide
(Sigma Aldrich, MO, United States); ribosome-
protected fragments were then isolated and
sequenced as previously described (Ingolia
et al., 2011). Total RNA was isolated from cells
using Trizol Reagent (Ambion). Polyadenylated
RNA was purified from total RNA using magnetic
oligo(dT) beads. The resulting mRNA was mod-
estly fragmented by partial hydrolysis in bicar-
bonate buffer so that the average size of
fragments was ~80 bp. The fragmented mRNA
was separated by denaturing PAGE and frag-
ments 50-80 nt were selected. The sequencing
libraries were prepared and sequenced as pre-
viously described (Ingolia et al., 2011).

Sequence alignments and
normalization

Prior to alignment, linker and poly(A) sequences
were removed from the 3’ ends of reads. Bowtie
v0.12.7 (Langmead et al., 2009) (allowing up to 2
mismatches) was used to perform the alignments.

(pro)metaphase).
DOI: 10.7554/elife.07957.013

First, reads that aligned to human rRNA sequen-
ces were discarded. All remaining reads were
aligned to the human (hg19) genome. Finally,
still-unaligned reads were aligned to known
canonical mRNA. Reads with unique alignments were used to compute the total number of reads
obtained for each transcript. FP alignments were assigned to specific P site nucleotides by using the
position and total length of each alignment, calibrated from FPs at the beginning and the end of
CDSes. FP and mRNA densities were calculated in units of reads per kilobase per million (RPKM) in
order to normalize for gene length and total number of reads per sequencing run. The density of
ribosome FPs is used as a measure of the rate of translation and TE is defined as the ratio of FP
density/total mRNA. For each sample, two biological replicates were generated and the sum of the
number of reads for each gene over the two replicates was calculated. We found that genes that
had more than 200 reads total showed very strong reproducibility between replicates
(Supplementary file 1A). Therefore, we excluded from the analysis genes that had less than 200
reads. In addition, genes for which the RPKM value of the two biological replicates showed
a difference of more than threefold, were excluded from further analysis. For genes that passed both
filters, the RPKM values of the two biological replicates were averaged. R? values and standard
deviations for the ratio of the replicates are listed in Supplementary file 1. For TE analysis, only genes
for which mRNA samples had at least 200 reads were included. Unless stated otherwise, we used
a cutoff of threefold difference between samples. For differences in TE, we used a >threefold
difference in TE combined with a >twofold difference in FP RPKM. We reasoned that an increase in TE
is only biologically meaningful if it is accompanied by an increase in FP RPKM, as this indicates that the
total amount of protein synthesis is increased on the specific mMRNA. A >threefold difference cutoff
was >sixfold the standard deviation between replicates of all samples and was therefore highly
significant. Functional classification of genes was done using the online webserver DAVID (Huang da
et al., 2009). The data described in this study have been deposited in NCBI's Gene Expression
Omnibus (GEO) and are accessible through GEO Series accession number GSE67902 (http://www.
ncbi.nIm.nih.gov/geo/query/acc.cgi?acc=GSE67902).

Cell culture, generation of stable cell lines and drug treatment

RPE-1 cells were grown in DMEM:F-12 medium supplemented with 10% FCS and antibiotics. For
all stable cell lines, lentiviruses were made in 293 cells using the pHR vector and separate
packaging vectors. For transduction, RPE-1 cells were incubated with virus for 24 hr. RO-3306
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(Axon medchem, The Netherlands) was dissolved in DMSO and used at 6 pM for cell
synchronization. CHX (Sigma) was dissolved in ethanol and used at 100 pg/ml. TMP (Sigma) was
dissolved in DMSO and was used at 50 pM.

Time lapse microscopy and quantification of fluorescence

All live cell imaging experiments were performed at 37°C on a Nikon Tl widefield microscope using
epifluorescence illumination, a 40x 0.95 NA air objective and a Hamamatsu sCMOS camera. Cells
were grown and imaged in 96-well glass bottom plates and 1 hr before imaging normal growth
medium was replaced with DMEM:F-12 with HEPES and without phenol red, supplemented with 10%
FCS and antibiotics. Microscopes were controlled by Micro-Manager software (Edelstein et al., 2010,
2014) and image analysis and quantification was performed using Micro-Manager and ImageJ. For
image quantification, images were first corrected for unevenness in illumination using control images
of a homogenously fluorescent slide. Images were then corrected for bleaching using the ImageJ
plugin bleach correction (by J. Rietdorf). Fluorescent intensities were then measured in ImageJ and
corrected for background. For single molecule FISH, Stellaris FISH probe sets for Emi1 were used
(Biosearch technologies), consisting of 48 fluorescently labeled probes. Fixation and hybridization
were performed as recommended by manufacturer.

Cell synchronization and measurement of global translation

RPE-1 cells were synchronized by treatment with a CDK1 inhibitor, RO-3306, which blocks cells in G2
(see Figure 1A). Cells were either harvested at this point to obtain a G2 sample or the CDK1 inhibitor
was removed to allow cells to enter mitosis. Upon removal of the inhibitor, ~50% of cells progressed
into mitosis in a highly synchronous manner. At 45 min after RO release, mitotic cells were isolated
using mechanical shake-off and either harvested to generate the mitotic sample or re-plated to allow
mitotic exit and then harvested as a G1 sample 3 hr after re-plating. Global translation rates were
measured using a 10 min incubation with S35-methionine. Cells were then washed and lysed and total
protein was analyzed on a denaturing gel. Total radioactive S35 incorporation was quantified by
measuring the intensity of the entire lane on the gel.

Generation of a fluorescence-based translation reporter

We generated an inducible, fast-maturing green fluorescent protein (sfGFP) by fusing the
inducible degron DHFR (Ilwamoto et al., 2010) to sfGFP. An NLS was also added, concentrating
the protein in the nucleus, which simplifies analysis and increases the signal-to-noise ratio. The
DHFR-sfGFP-NLS protein was continuously degraded in the absence of the small molecule
stabilizer, but rapidly accumulated upon stabilization by trimethoprim (TMP). Indeed, addition of
TMP resulted in a rapid increase in GFP fluorescence, which was due to synthesis of new protein.
Thus, the increase in GFP fluorescence is a good readout for the rate of translation of the reporter.
However, different cells within a population usually contain different copy numbers of the
reporter, and therefore showed different rates of GFP fluorescence increase. We therefore
inserted a short viral P2A sequence after the GFP-NLS, which allows expression of a second
independent protein from the same transcript with very high efficiency (>90%, [Kim et al., 2011]),
due to the inability of the ribosome to form a peptide bond at the end of the P2A sequence.
Downstream of the P2A sequence, we inserted a NLS-mCherry protein, which is insensitive to the
degron, as the NLS-mCherry protein is physically separated from the DHFR-GFP-NLS protein.
Levels of mCherry can thus be used to normalize for the total amount of reporter per cell
(Figure 3—figure supplement 1).

Cloning and plasmid sequences

Aurora A, Emi1, PP1y and PP2ap were PCR amplified from a cDNA library generated from RPE-1 cells.
Aurora A was cloned upstream of GFP into the pHR lentiviral expression vector using Mlul-Notl
restriction sites (hereafter called pHR vector) with a truncated SV40 promoter to reduce expression
levels. Emi1 was inserted downstream of mCherry in the pHR vector using BamHI-Notl. For
the pHR-mCherry-P2A-PP1y, mCherry was first PCR amplified and a P2A sequence was inserted
into the 3’ primer with an extra Rsrll restriction site. mCherry-P2A was then inserted in pHR using
BstX1-Notl, after which PP1y was inserted downstream of the P2A sequence with Rsrll-Notl.
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For pHR-mCherry-P2A-strepll-PP2apB, mCherry was first PCR amplified with P2A-Strepll-tag sequence,
as well as an extra 3'Spel site in the 3’ primer. mCherry-P2A-strepll was then inserted into pHR, after
which PP2af was inserted in this vector using Spel-Not1. The fluorescence-based translation reporter
was cloned using fusion PCR of three parts: 1. DHFR(Y100I), 2. sfGFP-NLS-P2A 3. NLS-mCherry. The
product was cloned into the pHR vector using BstXI-Notl. All 5 UTRs were inserted using BstXI-BsiWI
and 3'UTRs were inserted using Rsrll-Notl. Sequences of the entire reporter and all 5" and 3’ UTRs
used in this study can be found in the supplemental methods section. Primers to amplify the UTRs
used in this study were based on the RNA-seq data to represent the most common UTR splice variant
in RPE-1 cells.

Acknowledgements

We thank Dr T Wandless for the DHFR(Y100l) plasmid. We would like to thank Nico Stuurman for help
with microscopy and the Vale lab members for helpful discussions. MET was supported by fellowships
from the Dutch Cancer Society (KWF) and EMBO (LTF 720-2011). NSG. was supported by a human
frontiers science program postdoctoral fellowship. RDV. and JSW were supported by the Howard
Hughes Medical Institute.

Additional information

Funding

Funder Grant reference  Author

Howard Hughes Medical Jonathan S Weissman, Ronald
Institute (HHMI) D Vale

EMBO LTF 720-2011 Marvin E Tanenbaum

Human Frontier Science Noam Stern-Ginossar
Program (HFSP)

KWF Kankerbestrijding Marvin E Tanenbaum

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

Author contributions

MET, Conception and design, Acquisition of data, Analysis and interpretation of data, Drafting or
revising the article; NS-G, JSW, RDV, Conception and design, Analysis and interpretation of data,
Drafting or revising the article

Additional files

Supplementary files

¢ Supplementary file 1. Quality control of the deep sequencing data set. (A) The number of reads for
the two biological replicates of the G2 FP sample was plotted on a log2 scale. Only genes with an
average of at least 100 reads per replicate where selected for subsequent analysis. The box marked
off by the two black lines indicates the genes that were excluded from the analysis, as they had less
than 200 reads total. (B) After filtering the data (see ‘Materials and methods’) the ratio of the RPKM
values was determined for all genes of each set of replicates. The standard deviation was determined
for each set of replicates. The data sets of the two replicates were also fit and the R? for the fit was
determined.

DOI: 10.7554/elife.07957.014

¢ Supplementary file 2. Genome-wide mRNA levels in G1, G2 and M phase cells.

DOI: 10.7554/elife.07957.015

¢ Supplementary file 3. Ribosome profiling dataset.
DOI: 10.7554/elife.07957.016

Tanenbaum et al. elife 2015;4:e07957. DOI: 10.7554/eLife.07957 16 of 19


http://dx.doi.org/10.7554/eLife.07957.014
http://dx.doi.org/10.7554/eLife.07957.015
http://dx.doi.org/10.7554/eLife.07957.016
http://dx.doi.org/10.7554/eLife.07957

LI FE Research article Cell biology | Computational and systems biology

Major dataset
The following dataset was generated:

Dataset ID Database, license, and
Author(s) Year Dataset title and/or URL accessibility information
Tanenbaum 2015 Regulation of protein http://www.ncbi.nlm.nih.gov/  Publicly available at the NCBI
ME translation during mitosis geo/query/acc.cgi? Gene Expression Omnibus

acc=GSE67902 (Accession No: GSE67902).

References

Aviner R, Geiger T, Elroy-Stein O. 2013. Novel proteomic approach (PUNCH-P) reveals cell cycle-specific
fluctuations in MRNA translation. Genes & Development 27:1834-1844. doi: 10.1101/gad.219105.113.

Belloc E, Mendez R. 2008. A deadenylation negative feedback mechanism governs meiotic metaphase arrest.
Nature 452:1017-1021. doi: 10.1038/nature06809.

Bonneau AM, Sonenberg N. 1987. Involvement of the 24-kDa cap-binding protein in regulation of protein
synthesis in mitosis. The Journal of Biological Chemistry 262:11134-11139.

Chen Z, Indjeian VB, McManus M, Wang L, Dynlacht BD. 2002. CP110, a cell cycle-dependent CDK substrate,
regulates centrosome duplication in human cells. Developmental Cell 3:339-350. doi: 10.1016/51534-5807(02)
00258-7.

Cho RJ, Huang M, Campbell MJ, Dong H, Steinmetz L, Sapinoso L, Hampton G, Elledge SJ, Davis RW, Lockhart DJ.
2001. Transcriptional regulation and function during the human cell cycle. Nature Genetics 27:48-54. doi: 10.
1038/83751.

Clijsters L, Ogink J, Wolthuis R. 2013. The spindle checkpoint, APC/CCdc20, and APC/CCdh1 play distinct roles in
connecting mitosis to S phase. The Journal of Cell Biology 201:1013-1026. doi: 10.1083/jcb.201211019.

Coldwell MJ, Cowan JL, Vlasak M, Mead A, Willett M, Perry LS, Morley SJ. 2013. Phosphorylation of elF4GIl and
4E-BP1 in response to nocodazole treatment: a reappraisal of translation initiation during mitosis. Cell Cycle 12:
3615-3628. doi: 10.4161/cc.26588.

Cornelis S, Bruynooghe Y, Denecker G, Van Huffel S, Tinton S, Beyaert R. 2000. Identification and characterization
of a novel cell cycle-regulated internal ribosome entry site. Molecular Cell 5:597-605. doi: 10.1016/51097-2765
(00)80239-7.

Di Fiore B, Pines J. 2007. Emi1 is needed to couple DNA replication with mitosis but does not regulate activation
of the mitotic APC/C. The Journal of Cell Biology 177:425-437. doi: 10.1083/jcb.200611166.

Dobrikov MI, Shveygert M, Brown MC, Gromeier M. 2014. Mitotic phosphorylation of eukaryotic initiation factor
4G1 (elF4G1) at Ser1232 by Cdk1:cyclin B inhibits elF4A helicase complex binding with RNA. Molecular and
Cellular Biology 34:439-451. doi: 10.1128/MCB.01046-13.

Edelstein A, Amodaj N, Hoover K, Vale R, Stuurman N. 2010. Computer control of microscopes using
microManager. In: Ausubel FM, editor. Current protocols in molecular biology. Chapter 14, Unit14 20.

Edelstein AD, Tsuchida MA, Amodaj N, Pinkard H, Vale RD, Stuurman N. 2014. Advanced methods of microscope
control using muManager software. Journal of Biological Methods 1.

Fan H, Penman S. 1970. Regulation of protein synthesis in mammalian cells. Il. Inhibition of protein synthesis at the
level of initiation during mitosis. Journal of Molecular Biology 50:655-670. doi: 10.1016/0022-2836(70)90091-4.

Gavet O, Pines J. 2010. Progressive activation of CyclinB1-Cdk1 coordinates entry to mitosis. Developmental Cell
18:533-543. doi: 10.1016/j.devcel.2010.02.013.

Grant GD, Brooks L Ill, Zhang X, Mahoney JM, Martyanov V, Wood TA, Sherlock G, Cheng C, Whitfield ML. 2013.
Identification of cell cycle-regulated genes periodically expressed in U20S cells and their regulation by FOXM1
and E2F transcription factors. Molecular Biology of the Cell 24:3634-3650. doi: 10.1091/mbc.E13-05-0264.

Groisman |, Jung MY, Sarkissian M, Cao Q, Richter JD. 2002. Translational control of the embryonic cell cycle. Cell
109:473-483. doi: 10.1016/50092-8674(02)00733-X.

Guardavaccaro D, Kudo Y, Boulaire J, Barchi M, Busino L, Donzelli M, Margottin-Goguet F, Jackson PK, Yamasaki
L, Pagano M. 2003. Control of meiotic and mitotic progression by the F box protein beta-Trcp1 in vivo.
Developmental Cell 4:799-812. doi: 10.1016/51534-5807(03)00154-0.

Habedanck R, Stierhof YD, Wilkinson CJ, Nigg EA. 2005. The Polo kinase Plk4 functions in centriole duplication.
Nature Cell Biology 7:1140-1146. doi: 10.1038/ncb1320.

Han K, Jaimovich A, Dey G, Ruggero D, Meyuhas O, Sonenberg N, Meyer T. 2014. Parallel measurement of
dynamic changes in translation rates in single cells. Nature Methods 11:86-93. doi: 10.1038/nmeth.2729.

Heesom KJ, Gampel A, Mellor H, Denton RM. 2001. Cell cycle-dependent phosphorylation of the translational
repressor elF-4E binding protein-1 (4E-BP1). Current Biology 11:1374-1379. doi: 10.1016/50960-9822(01)
00422-5.

Hsu JY, Reimann JD, Sorensen CS, Lukas J, Jackson PK. 2002. E2F-dependent accumulation of hEmi1 regulates S
phase entry by inhibiting APC(Cdh1). Nature Cell Biology 4:358-366. doi: 10.1038/ncb785.

Huang da W, 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.

Ingolia NT, Ghaemmaghami S, Newman JR, Weissman JS. 2009. Genome-wide analysis in vivo of translation with
nucleotide resolution using ribosome profiling. Science 324:218-223. doi: 10.1126/science.1168978.

Tanenbaum et al. elife 2015;4:e07957. DOI: 10.7554/eLife.07957 17 of 19


http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE67902
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE67902
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE67902
http://dx.doi.org/10.1101/gad.219105.113
http://dx.doi.org/10.1038/nature06809
http://dx.doi.org/10.1016/S1534-5807(02)00258-7
http://dx.doi.org/10.1016/S1534-5807(02)00258-7
http://dx.doi.org/10.1038/83751
http://dx.doi.org/10.1038/83751
http://dx.doi.org/10.1083/jcb.201211019
http://dx.doi.org/10.4161/cc.26588
http://dx.doi.org/10.1016/S1097-2765(00)80239-7
http://dx.doi.org/10.1016/S1097-2765(00)80239-7
http://dx.doi.org/10.1083/jcb.200611166
http://dx.doi.org/10.1128/MCB.01046-13
http://dx.doi.org/10.1016/0022-2836(70)90091-4
http://dx.doi.org/10.1016/j.devcel.2010.02.013
http://dx.doi.org/10.1091/mbc.E13-05-0264
http://dx.doi.org/10.1016/S0092-8674(02)00733-X
http://dx.doi.org/10.1016/S1534-5807(03)00154-0
http://dx.doi.org/10.1038/ncb1320
http://dx.doi.org/10.1038/nmeth.2729
http://dx.doi.org/10.1016/S0960-9822(01)00422-5
http://dx.doi.org/10.1016/S0960-9822(01)00422-5
http://dx.doi.org/10.1038/ncb785
http://dx.doi.org/10.1038/nprot.2008.211
http://dx.doi.org/10.1126/science.1168978
http://dx.doi.org/10.7554/eLife.07957

LI FE Research article Cell biology | Computational and systems biology

Ingolia NT, Lareau LF, Weissman JS. 2011. Ribosome profiling of mouse embryonic stem cells reveals the
complexity and dynamics of mammalian proteomes. Cell 147:789-802. doi: 10.1016/j.cell.2011.10.002.

Iwamoto M, Bjorklund T, Lundberg C, Kirik D, Wandless TJ. 2010. A general chemical method to regulate protein
stability in the mammalian central nervous system. Chemistry & Biology 17:981-988. doi: 10.1016/].chembiol.
2010.07.009.

Jackman M, Lindon C, Nigg EA, Pines J. 2003. Active cyclin B1-Cdk1 first appears on centrosomes in prophase.
Nature Cell Biology 5:143-148. doi: 10.1038/ncb%18.

Jovanovic M, Rooney MS, Mertins P, Przybylski D, Chevrier N, Satija R, Rodriguez EH, Fields AP, Schwartz S,
Raychowdhury R, Mumbach MR, Eisenhaure T, Rabani M, Gennert D, Lu D, Delorey T, Weissman JS, Carr SA,
Hacohen N, Regev A. 2015. Immunogenetics. Dynamic profiling of the protein life cycle in response to
pathogens. Science 347:1259038. doi: 10.1126/science.1259038.

Kim JH, Lee SR, Li LH, Park HJ, Park JH, Lee KY, Kim MK, Shin BA, Choi SY. 2011. High cleavage efficiency of a 2A
peptide derived from porcine teschovirus-1 in human cell lines, zebrafish and mice. PLOS ONE 6:e18556. doi: 10.
1371/journal.pone.0018556.

Kronja I, Orr-Weaver TL. 2011. Translational regulation of the cell cycle: when, where, how and why? Philosophical
Transactions of the Royal Society of London Series B, Biological Sciences 366:3638-3652. doi: 10.1098/rstb.2011.
0084.

Lane KR, YuY, Lackey PE, Chen X, Marzluff WF, Cook JG. 2013. Cell cycle-regulated protein abundance changes in
synchronously proliferating Hela cells include regulation of pre-mRNA splicing proteins. PLOS ONE 8:€58456.
doi: 10.1371/journal.pone.0058456.

Langmead B, Trapnell C, Pop M, Salzberg SL. 2009. Ultrafast and memory-efficient alignment of short DNA
sequences to the human genome. Genome Biology 10:R25. doi: 10.1186/gb-2009-10-3-r25.

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.

Marash L, Liberman N, Henis-Korenblit S, Sivan G, Reem E, Elroy-Stein O, Kimchi A. 2008. DAP5 promotes cap-
independent translation of Bcl-2 and CDK1 to facilitate cell survival during mitosis. Molecular Cell 30:447-459.
doi: 10.1016/j.molcel.2008.03.018.

Margottin-Goguet F, Hsu JY, Loktev A, Hsieh HM, Reimann JD, Jackson PK. 2003. Prophase destruction of Emi1
by the SCF(betaTrCP/Slimb) ubiquitin ligase activates the anaphase promoting complex to allow progression
beyond prometaphase. Developmental Cell 4:813-826. doi: 10.1016/51534-5807(03)00153-9.

Mendez R, Richter JD. 2001. Translational control by CPEB: a means to the end. Nature Reviews. Molecular Cell
Biology 2:521-529. doi: 10.1038/35080081.

Moshe Y, Bar-On O, Ganoth D, Hershko A. 2011. Regulation of the action of early mitotic inhibitor 1 on the
anaphase-promoting complex/cyclosome by cyclin-dependent kinases. The Journal of Biological Chemistry 286:
16647-16657. doi: 10.1074/jbc.M111.223339.

Novoa I, Gallego J, Ferreira PG, Mendez R. 2010. Mitotic cell-cycle progression is regulated by CPEB1 and CPEB4-
dependent translational control. Nature Cell Biology 12:447-456. doi: 10.1038/ncb2046.

Peters JM. 2006. The anaphase promoting complex/cyclosome: a machine designed to destroy. Nature Reviews.
Molecular Cell Biology 7:644-656. doi: 10.1038/nrm1988.

Pyronnet S, Dostie J, Sonenberg N. 2001. Suppression of cap-dependent translation in mitosis. Genes &
Development 15:2083-2093. doi: 10.1101/gad.889201.

Pyronnet S, Pradayrol L, Sonenberg N. 2000. A cell cycle-dependent internal ribosome entry site. Molecular Cell 5:
607-616. doi: 10.1016/51097-2765(00)80240-3.

Qin X, Sarnow P. 2004. Preferential translation of internal ribosome entry site-containing mRNAs during the mitotic
cycle in mammalian cells. The Journal of Biological Chemistry 279:13721-13728. doi: 10.1074/jbc.M312854200.

Ramirez-Valle F, Badura ML, Braunstein S, Narasimhan M, Schneider RJ. 2010. Mitotic raptor promotes mTORC1
activity, G(2)/M cell cycle progression, and internal ribosome entry site-mediated mRNA translation. Molecular
and Cellular Biology 30:3151-3164. doi: 10.1128/MCB.00322-09.

Reimann JD, Freed E, Hsu JY, Kramer ER, Peters JM, Jackson PK. 2001. Emi1 is a mitotic regulator that interacts with
Cdc20 and inhibits the anaphase promoting complex. Cell 105:645-655. doi: 10.1016/S0092-8674(01)00361-0.
Schepens B, Tinton SA, Bruynooghe Y, Parthoens E, Haegman M, Beyaert R, Cornelis S. 2007. A role for hnRNP
C1/C2 and Unr in internal initiation of translation during mitosis. The EMBO Journal 26:158-169. doi: 10.1038/sj.

emboj.7601468.

Schwanhausser B, Busse D, Li N, Dittmar G, Schuchhardt J, Wolf J, Chen W, Selbach M. 2011. Global
quantification of mammalian gene expression control. Nature 473:337-342.

Shuda M, Velasquez C, Cheng E, Cordek DG, Kwun HJ, Chang Y, Moore PS. 2015. CDK1 substitutes for mTOR
kinase to activate mitotic cap-dependent protein translation. Proceedings of the National Academy of Sciences of
USA 112:5875-5882. doi: 10.1073/pnas.1505787112.

Sivan G, Aviner R, Elroy-Stein O. 2011. Mitotic modulation of translation elongation factor 1 leads to hindered
tRNA delivery to ribosomes. The Journal of Biological Chemistry 286:27927-27935. doi: 10.1074/jbc.M111.
255810.

Sivan G, Elroy-Stein O. 2008. Regulation of mRNA translation during cellular division. Cell Cycle 7:741-744.
doi: 10.4161/cc.7.6.5596.

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.

Subtelny AO, Eichhorn SW, Chen GR, Sive H, Bartel DP. 2014. Poly(A)-tail profiling reveals an embryonic switch in
translational control. Nature 508:66-71. doi: 10.1038/nature13007.

Tanenbaum et al. elife 2015;4:e07957. DOI: 10.7554/eLife.07957 18 of 19


http://dx.doi.org/10.1016/j.cell.2011.10.002
http://dx.doi.org/10.1016/j.chembiol.2010.07.009
http://dx.doi.org/10.1016/j.chembiol.2010.07.009
http://dx.doi.org/10.1038/ncb918
http://dx.doi.org/10.1126/science.1259038
http://dx.doi.org/10.1371/journal.pone.0018556
http://dx.doi.org/10.1371/journal.pone.0018556
http://dx.doi.org/10.1098/rstb.2011.0084
http://dx.doi.org/10.1098/rstb.2011.0084
http://dx.doi.org/10.1371/journal.pone.0058456
http://dx.doi.org/10.1186/gb-2009-10-3-r25
http://dx.doi.org/10.1016/j.molcel.2008.03.018
http://dx.doi.org/10.1016/S1534-5807(03)00153-9
http://dx.doi.org/10.1038/35080081
http://dx.doi.org/10.1074/jbc.M111.223339
http://dx.doi.org/10.1038/ncb2046
http://dx.doi.org/10.1038/nrm1988
http://dx.doi.org/10.1101/gad.889201
http://dx.doi.org/10.1016/S1097-2765(00)80240-3
http://dx.doi.org/10.1074/jbc.M312854200
http://dx.doi.org/10.1128/MCB.00322-09
http://dx.doi.org/10.1016/S0092-8674(01)00361-0
http://dx.doi.org/10.1038/sj.emboj.7601468
http://dx.doi.org/10.1038/sj.emboj.7601468
http://dx.doi.org/10.1073/pnas.1505787112
http://dx.doi.org/10.1074/jbc.M111.255810
http://dx.doi.org/10.1074/jbc.M111.255810
http://dx.doi.org/10.4161/cc.7.6.5596
http://dx.doi.org/10.1016/j.molcel.2013.09.018
http://dx.doi.org/10.1038/nature13007
http://dx.doi.org/10.7554/eLife.07957

e LI F E Research article

Cell biology | Computational and systems biology

Tadros W, Lipshitz HD. 2009. The maternal-to-zygotic transition: a play in two acts. Development 136:3033-3042.
doi: 10.1242/dev.033183.

Vassilev LT, Tovar C, Chen S, Knezevic D, Zhao X, Sun H, Heimbrook DC, Chen L. 2006. Selective small-molecule
inhibitor reveals critical mitotic functions of human CDK1. Proceedings of the National Academy of Sciences of
USA 103:10660-10665. doi: 10.1073/pnas.0600447103.

Weill L, Belloc E, Bava FA, Mendez R. 2012. Translational control by changes in poly(A) tail length: recycling
mRNAs. Nature Structural & Molecular Biology 19:577-585. doi: 10.1038/nsmb.2311.

Whitfield ML, Sherlock G, Saldanha AJ, Murray JI, Ball CA, Alexander KE, Matese JC, Perou CM, Hurt MM, Brown
PO, Botstein D. 2002. Identification of genes periodically expressed in the human cell cycle and their expression
in tumors. Molecular Biology of the Cell 13:1977-2000. doi: 10.1091/mbc.02-02-0030.

Wilker EW, van Vugt MA, Artim SA, Huang PH, Petersen CP, Reinhardt HC, Feng Y, Sharp PA, Sonenberg N,
White FM, Yaffe MB. 2007. 14-3-3sigma controls mitotic translation to facilitate cytokinesis. Nature 446:329-332.
doi: 10.1038/nature05584.

Wourzenberger C, Gerlich DW. 2011. Phosphatases: providing safe passage through mitotic exit. Nature Reviews.
Molecular Cell Biology 12:469-482. doi: 10.1038/nrm3149.

Tanenbaum et al. elife 2015;4:e07957. DOI: 10.7554/eLife.07957 19 of 19


http://dx.doi.org/10.1242/dev.033183
http://dx.doi.org/10.1073/pnas.0600447103
http://dx.doi.org/10.1038/nsmb.2311
http://dx.doi.org/10.1091/mbc.02-02-0030
http://dx.doi.org/10.1038/nature05584
http://dx.doi.org/10.1038/nrm3149
http://dx.doi.org/10.7554/eLife.07957


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.7
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /PDFXOutputConditionIdentifier (FOGRA27)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'eLife'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (Coated FOGRA27 \(ISO 12647-2:2004\))
      /DestinationProfileSelector /WorkingCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


