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Abstract: In fission yeast, the small, intrinsically disordered protein S-phase delaying protein 1 (Spd1)
blocks DNA replication and causes checkpoint activation at least in part, by inhibiting the enzyme
ribonucleotide reductase, which is responsible for the synthesis of DNA. The CRL4Cdt2 E3 ubiquitin
ligase mediates degradation of Spd1 and the related protein Spd2 at S phase of the cell cycle. We have
generated a conditional allele of CRL4Cdt2, by expressing the highly unstable substrate-recruiting
protein Cdt2 from a repressible promoter. Unlike Spd1, Spd2 does not regulate deoxynucleotide
triphosphate (dNTP) pools; yet we find that Spd1 and Spd2 together inhibit DNA replication upon
Cdt2 depletion. To directly test whether this block of replication was solely due to insufficient
dNTP levels, we established a deoxy-nucleotide salvage pathway in fission yeast by expressing
the human nucleoside transporter human equilibrative nucleoside transporter 1 (hENT1) and the
Drosophila deoxynucleoside kinase. We present evidence that this salvage pathway is functional,
as 2 µM of deoxynucleosides in the culture medium is able to rescue the growth of two different
temperature-sensitive alleles controlling ribonucleotide reductase. However, salvage completely
failed to rescue S phase delay, checkpoint activation, and damage sensitivity, which was caused by
CRL4Cdt2 inactivation, suggesting that Spd1—in addition to repressing dNTP synthesis—together
with Spd2, can inhibit other replication functions. We propose that this inhibition works at the point
of the replication clamp proliferating cell nuclear antigen, a co-factor for DNA replication.

Keywords: DNA replication; checkpoints; ribonucleotide reductase; PCNA; CRL4Cdt2; intrinsically
disordered proteins; deoxynucleotide salvage; fission yeast

1. Introduction

Proliferating cell nuclear antigen (PCNA) is an essential co-factor for DNA polymerases during
DNA replication in eukaryotes. It forms a ring-shaped homotrimer that encircles the double helix
and tethers polymerases to DNA, thereby increasing their rate of processivity. PCNA also serves as a
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platform for recruiting numerous other proteins to DNA, and hence is important for the metabolism of
DNA and chromatin, during replication and repair. Most partner proteins bind PCNA via a conserved
sequence called the PCNA-interacting protein-box (PIP-box), which associates with a hydrophobic
pocket on the front face of the PCNA ring. The consensus PIP-box has the structure Q-x-x-Φ-x-x-Ω-Ω,
in which Φ is a hydrophobic amino acid (L, V, I, or M) and Ω is an aromatic residue (Y or F). However,
many PCNA interacting proteins have degenerate PIP-box sequences [1].

Since PCNA is a trimer, it can bind more than one PIP-box protein at a time. Consequently,
PCNA has been proposed to function as a “tool belt” that can orchestrate the sequential recruitment of
enzymes e.g., during maturation of Okazaki fragments [2]. In addition, a specialized E3 ubiquitin ligase
called CRL4Cdt2 is dedicated to the degradation of proteins bound to PCNA, see [3]. A large number
of substrates have been identified for PCNA-targeted degradation, including the cyclin-dependent
kinase (CDK) inhibitor p21, the replication licensing factor Cdt1, and the histone methyltransferase
Set8 [3]. Ubiquitylation-mediated degradation of these substrates occurs only when they associate with
chromatin bound PCNA during S phase, or after DNA damage occurs. The proteins degraded through
this pathway harbor a special version of the PIP-box, called a PIP-degron: Q-x-x-Φ-T-D-Ω-Ω-x-x-x-B,
where B is a basic residue (K or R). CRL4Cdt2 mediated protein turnover at PCNA is thought to
contribute to the orderly orchestration of replication and repair events. However, binding of p21 to
PCNA can also directly inhibit replication [4].

In fission yeast, cells defective in the CRL4Cdt2 E3 ubiquitin ligase rely on the Rad3ATR (ATR:
ataxia telangiectasia- and Rad3-related) checkpoint for survival. Curiously, the checkpoint activation
is due to the untimely accumulation of a single CRL4Cdt2 substrate, a small intrinsically-disordered
protein (IDP) called S-phase delaying protein 1 (Spd1) [5–10]. Spd1 was originally identified in a screen
for proteins that inhibited replication when overexpressed [11]. The CRL4Cdt2 E3 ubiquitin ligase is
activated by transcriptional induction of the Cdt2 substrate recruiting factor, which becomes expressed
prior to S phase by the MluI cell cycle box (MCB) transcription complex [9]. Consequently, Spd1 is
degraded during DNA replication in wild-type cells, whereas CRL4Cdt2 defective cells undergo S phase
in the presence of Spd1, which gives rise to severe S-phase stress—cells accumulate during S phase
and their survival relies notably on the activation of the Rad3 checkpoint. Furthermore, such cells are
hypersensitive to DNA-damaging agents, they are defective in double-strand break (DSB) repair by
homologous recombination, they display a more than 20-fold increase in spontaneous mutation rates,
and they are also unable to undergo pre-meiotic S phase [5,7,12]. The requirement for a functional
Rad3 pathway and the defects in recombination and pre-meiotic S-phase are all fully suppressed by
deleting the spd1 gene, suggesting that these phenotypes are caused by Spd1 mediated interference
with key replication functions.

The first clue towards a replication target of Spd1 came from the observation that overexpression
of the suc22 gene could relieve the checkpoint activation caused by Spd1 accumulation [5]. The suc22
gene encodes the small subunit of the enzyme ribonucleotide reductase (RNR) responsible for the
rate-limiting step in the synthesis of deoxynucleotide triphosphates (dNTPs). Furthermore, it was
found that Spd1 sequesters Suc22 in the nucleus, away from the large pan-cellular RNR subunit Cdc22,
thereby reducing the cytosolic level of active RNR complexes [5]. However, mutants in spd1 that were
defective in nuclear localization of Suc22, but still required rad3 in a CRL4Cdt2 mutated background,
were subsequently identified, suggesting that checkpoint activation is not (or only in part) due to
nuclear localization of Suc22 [8]. Consistent with Spd1 inhibiting RNR, deletion of the spd1 gene leads
to a twofold increase in cellular dNTP pools [13]. Also, Spd1 can inhibit the enzymatic activity of RNR,
and binds to both subunits in vitro [8,14].

However, several observations have challenged the view that Spd1 causes checkpoint activation by
inhibiting RNR. First, while overexpression of Suc22 can suppress the checkpoint activation caused by
Spd1 accumulation, overexpression of the large RNR R1 subunit Cdc22 fails to do so [15]. Since Suc22
directly binds to Spd1 [8] (B.B.K., unpublished observations), suppression may—in addition to boosting
RNR activity—function by titrating Spd1 away from another target. Strikingly, cells harboring the
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cdc22-D57N mutation, defective in dATP-mediated feedback inhibition of RNR, have a 2–5-fold increase
in cellular dNTP pools. Yet, when Spd1 accumulation is induced in this cdc22-D57N background by
CRL4Cdt2 inactivation, the checkpoint is still required, even though dNTP pools are higher than the
wild-type levels [13].

The fission yeast genome encodes a second Spd1-related CRL4Cdt2-targeted IDP, called Spd2 [16].
Overexpression of Spd2 can also delay S phase, but Spd2 does not appear to regulate dNTP
pools. Interestingly, on their own, cdc22-D57N or ∆spd2 only weakly rescue the Rad3 requirement
of CRL4Cdt2-deficient cells. However, in the cdc22-D57N ∆spd2 double mutant, the checkpoint
requirement is fully suppressed, similar to the case of spd1 deletion [16]. This observation suggests
that Spd1 can cause checkpoint activation via both deoxynucleotide-dependent and -independent
mechanisms, and that Spd2 only contributes to the latter.

In the present study we have developed a conditional cdt2 allele that allows us to study the
immediate effects of Spd1 and Spd2 accumulation. We show that Cdt2 depletion causes a strong
inhibition of DNA replication that is dependent on both Spd1 and Spd2. We also report on the
successful expression of a deoxynucleotide salvage pathway in fission yeast, by which we can overcome
two mutants in RNR. However, consistent with Spd1 having other targets than RNR, nucleotide salvage
was completely unable to relieve the replication problems and checkpoint activation induced by
Spd1 accumulation.

2. Materials and Methods

2.1. Molecular and Genetic Procedures

The Schizosaccharomyces pombe strains used in the present study are listed in Supplementary
Table S1. Standard genetic procedures were performed according to [17]. The cdt2 open reading
frame (ORF), including its stop codon, was recombined into the vector pDUAL-FFH41 [18]
using Gateway technology (Invitrogen, Waltham, MA, USA). The resulting plasmid was digested
with NotI and integrated at the leu1 locus, rendering Cdt2 expression repressible by thiamine.
The Drosophila melanogaster gene encoding deoxyribonucleoside kinase (DmdNK) [19] under control of
the fission yeast adh promoter, was integrated into the S. pombe genome, replacing ura4. Subsequently,
the human equilibrative nucleoside transporter (hENT1) gene [20] under control of the adh promoter,
coupled to a nourseothricin (natMX) resistance marker, was integrated adjacent to DmdNK.

2.2. Physiological Experiments and Cell Biology

Cells were grown at 30 ◦C (unless otherwise stated) in minimal sporulation liquid (MSL)
media [21] to a concentration of 5 × 106 cells/mL. Thiamine was added to a concentration of
5 µg/mL, when indicated. For spot test survival assays, 7 µL of 10-fold serial dilutions (starting with
107 cells/mL) were spotted on MSA plates (MSL with 2% agar) with indicated additives, and incubated
2–4 days at the indicated temperature. Cell cycle synchronization at G1 by nitrogen starvation in
the presence of M-factor, and analysis of cell-cycle distribution by flow cytometry, were performed
as described by [22]. FACS data were processed by the program FlowJo (FlowJo, Asland, OR,
USA). Bimolecular fluorescence complementation (BiFC) was performed with the same constructs as
described in [6]. Cds1 kinase assays and dNTP pool measurements were performed as previously
described [13]. 5-ethynyl-2’-deoxyuridine (EdU) was added to 10 µM to cells growing exponentially
at 30 ◦C in MSL; after 20 min, the cells were fixed in 70% ethanol. Incorporated EdU was coupled to
Alexa Flour 545 azide as described [23]. Fluorescence and Nomarski microscopy was performed on a
Zeiss Axio Imager platform (Zeiss, Jena, Germany).
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3. Results

3.1. Generation of a Conditional CRL4Cdt2 Mutant

Accumulation of Spd1 and Spd2 in cells with defective CRL4Cdt2 causes slow progression of
the S phase and activation of the Rad3 checkpoint, which also becomes essential for cell survival.
However, since CRL4Cdt2 defective cells have been deficient for many generations, it is difficult to
discriminate between immediate and compensatory effects. In order to circumvent this problem,
we constructed a conditional CRL4Cdt2 allele that could be inactivated within a single cell cycle.
The E3 substrate recruiting protein Cdt2 has been reported to exhibit rapid turnover with a half-life of
10–15 min throughout the cell cycle [9], making repression of its transcription a good choice for fast
down-regulation of CRL4Cdt2 function. We therefore expressed Cdt2 from the thiamine repressible
nmt41 promoter [24] integrated at the leu1 locus in a ∆cdt2 background. We refer to this allele as cdt2TR

(for thiamine repressible).
In the absence of thiamine, cells of this strain appeared normal (Figure 1A), grew with a

doubling time similar to wild type (data not shown), and showed a normal DNA content profile
(Figure 1B, samples at t = 0), suggesting that the induced level of cdt2 transcription was sufficient
to mediate Spd1 and Spd2 degradation at S phase. However, when we added thiamine to the
culture, the cells elongated (Figure 1A), and died in an spd1-dependent manner when a temperature
sensitive rad3 allele was inactivated (Figure 1C). Also, we found that when Spd1 and PCNA
were tagged with, respectively, the N- and C-terminus of Venus yellow fluorescent protein (YFP),
a bimolecular fluorescence complementation (BiFC) signal indicative of interaction between the two
proteins was observed following thiamine addition (Figure 1D), as previously reported for ∆cdt2
cells [6]. Flow cytometry showed that cells gradually accumulated in G1 and S phase, indicative of
replication problems (Figure 1B, first column). Consistent with cdt2TR cells forming colonies on
plates containing thiamine (Figure 1C), we found that the S phase arrest was only transient (data not
shown). Deletion of the spd1 gene largely suppressed cell cycle arrest (Figure 1B, second column).
The transient S phase arrest observed appeared more severe than that which was seen in cdt2 deleted
cells (Figure 1E), presumably because the latter have adapted to the absence of Cdt2 by activating
compensatory pathways.

Overexpression of the spd2 gene can also inhibit replication, but Spd2 does not appear to regulate
dNTP pool levels [16]. Spd2 is also degraded via CRL4Cdt2-mediated ubiquitylation, but unlike Spd1,
Spd2 accumulation in a CRL4Cdt2 deficient background does not cause a requirement for the Rad3
checkpoint [16]. However, we found that cells with an spd2 deletion were, like ∆spd1, defective in
cell cycle arrest upon switching off Cdt2 expression (Figure 1B, third column). These observations
demonstrate that the S phase arrest enforced by the inhibition of cdt2 transcription is dependent on
both Spd1 and Spd2 accumulation.
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Figure 1. Characterization of the cdt2TR allele. (A) cdt2TR cells were grown in minimal sporulation
liquid (MSL) medium at 30 ◦C. The culture was divided in two, thiamine was added to the indicated
culture, and pictures were taken with Nomarski optics after 12 h; (B) cdt2TR cells of the indicated
genotype were grown at 30 ◦C in MSL medium. At t = 0, thiamine was added to the four cultures.
Samples were passed through flow cytometry at hourly intervals, as indicated. The apparent slight drift
to the left at early time points in the ∆spd2 strain was due to a DNA staining artefact; (C) Serial dilutions
of strains with the indicated genotypes were spotted on plates either with or without thiamine,
and incubated at the indicated temperature for three days; (D) cdt2TR cells expressing VN173-pcn1
and spd1-VC155 [6] were propagated in minimal sporulation liquid (MSL). The culture was divided
in two, thiamine was added to the indicated culture, and pictures of yellow fluorescent protein (YFP)
fluorescence were taken after four hours; (E) DNA content profiles of growing wild type and ∆cdt2 cells.

3.2. Spd1 Accumulation Causes S Phase Delay

Next, we wanted to examine how accumulation of Spd1 and Spd2 directly affected S phase
progression. In order to do so, we used the recently developed method of M-factor treatment to
synchronize cells in G1 [22]. When cdt2TR cells were released from G1 in the absence of thiamine,
cells entered S phase after one hour and completed S phase within three hours (Figure 2A). This is
similar to the kinetics observed with wild-type cells [22]. However, if we added thiamine to the
cells at the time of release, both entry into, and progression through S phase were substantially
delayed (Figure 2A). In fact, the cells had not completed DNA replication at the 300 min time point.
These results confirm that we can rapidly downregulate cdt2 function by repressing its transcription.
Deletion of the spd1 gene completely suppressed the thiamine-induced replication delay (Figure 2B),
demonstrating that the replication block was dependent on Spd1 accumulation.

In cells deleted for spd2, S phase progression was still substantially delayed by thiamine addition,
presumably due to accumulation of Spd1 (Figure 2C). However, the completion of S phase was
advanced by approximately two hours relative to spd2+ cells (compare Figure 2C and Figure 2A).
When both spd1 and spd2 were deleted (Figure 2D), the kinetics were fast, similar to those of ∆spd1 cells
(Figure 2B). Taken together, these results show that Spd2 accumulation helps to enforce the replication
arrest imposed by Spd1.



Genes 2017, 8, 128 6 of 14

Genes 2017, 8, 128  6 of 14 

 

 
Figure 2. Spd1 accumulation inhibits S phase progression. Cells with the cdt2TR allele were 
synchronized in G1 by nitrogen starvation in the presence of the M-factor pheromone [22]. The 
pheromone was washed away, and the cultures were released into S phase in MSL medium at 30 °C, 
either with or without thiamine at t = 0. Samples were taken for flow cytometry at the indicated time 
points (min). Genotypes: (A) cdt2TR, (B) cdt2TR Δspd1, (C) cdt2TR Δspd2 and (D) cdt2TR Δspd1 Δspd2. 

3.3. Both Branches of the Rad3 Checkpoint Are Involved in Tolerating Replication Problems Caused by  
Spd1 Accumulation 

We next defined the extent to which the function of the DNA damage checkpoint, in addition to 
Rad3, was required for tolerance of Spd1 accumulation during replication. We crossed the conditional 
cdt2TR allele into various checkpoint mutant backgrounds, either in the presence or absence of spd1, 
and spotted cells onto plates with or without thiamine (Figure 3). For comparison, we also spotted 
the cells on plates containing a low concentration of the RNR inhibitor hydroxyurea (HU). In general, 
there was a good correlation between the checkpoint functions required to tolerate the two S phase 
inhibitors. However, whereas deletion of the spd1 gene completely suppressed the sensitivity to 
checkpoint loss caused by Cdt2 depletion, it had little effect on HU sensitivity, presumably because 
Spd1 does not inhibit RNR in the absence of thiamine. 

The core checkpoint proteins Rad3 and Rad26, as well as the 9-1-1 checkpoint clamp (Rad1 and 
Rad9) and its loader (Rad17), were all absolutely required for the survival of both HU-treated and 
Spd1-accumulating cells. Mutants in the two branches of the Rad3 pathway, the replication branch 
(Cds1 and Mrc1) and the DNA damage branch (Chk1 and Crb2) were both partially sensitive to HU 
and Spd1 accumulation respectively, indicating that both these branches of the Rad3 pathway can 

Figure 2. Spd1 accumulation inhibits S phase progression. Cells with the cdt2TR allele were
synchronized in G1 by nitrogen starvation in the presence of the M-factor pheromone [22].
The pheromone was washed away, and the cultures were released into S phase in MSL medium
at 30 ◦C, either with or without thiamine at t = 0. Samples were taken for flow cytometry at the
indicated time points (min). Genotypes: (A) cdt2TR; (B) cdt2TR ∆spd1; (C) cdt2TR ∆spd2 and (D) cdt2TR

∆spd1 ∆spd2.

3.3. Both Branches of the Rad3 Checkpoint Are Involved in Tolerating Replication Problems Caused by
Spd1 Accumulation

We next defined the extent to which the function of the DNA damage checkpoint, in addition to
Rad3, was required for tolerance of Spd1 accumulation during replication. We crossed the conditional
cdt2TR allele into various checkpoint mutant backgrounds, either in the presence or absence of spd1,
and spotted cells onto plates with or without thiamine (Figure 3). For comparison, we also spotted
the cells on plates containing a low concentration of the RNR inhibitor hydroxyurea (HU). In general,
there was a good correlation between the checkpoint functions required to tolerate the two S phase
inhibitors. However, whereas deletion of the spd1 gene completely suppressed the sensitivity to
checkpoint loss caused by Cdt2 depletion, it had little effect on HU sensitivity, presumably because
Spd1 does not inhibit RNR in the absence of thiamine.

The core checkpoint proteins Rad3 and Rad26, as well as the 9-1-1 checkpoint clamp (Rad1 and
Rad9) and its loader (Rad17), were all absolutely required for the survival of both HU-treated and
Spd1-accumulating cells. Mutants in the two branches of the Rad3 pathway, the replication branch
(Cds1 and Mrc1) and the DNA damage branch (Chk1 and Crb2) were both partially sensitive to HU
and Spd1 accumulation respectively, indicating that both these branches of the Rad3 pathway can
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redundantly contribute to tolerance of imposed S phase problems. Consistent with this, we found that
the ∆cds1 ∆chk1 double mutant was as sensitive as ∆rad3 to both HU treatment and Spd1 accumulation.
In agreement with the tolerance of the Cds1-dependent replication branch to Spd1 accumulation,
we found that thiamine addition to cdt2TR cells caused spd1-dependent induction of Cds1 kinase
activity (see below).
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(all salvage background) were spotted onto MSA plates either without or with thiamine, or plates
containing 3 mM hydroxyurea (HU). The plates were incubated at 30 ◦C for three days.

3.4. Establishment of a Deoxynucleotide Salvage Pathway in Fission Yeast

Spd1 inhibits RNR, and ∆spd1 cells have a two-fold elevation of their dNTP pools [13]. We wanted
to directly test whether the inhibition of DNA replication imposed by Spd1 accumulation could be
suppressed by restoring dNTP levels. S. pombe does not have a deoxynucleotide salvage pathway for
uptake and phosphorylation of deoxynucleosides (dN). We therefore engineered fission yeast cells to
express the genes for hENT1 and the D. melanogaster DmdNK; both from the strong, constitutive adh1
promoter, and integrated at the ura4 locus. We chose DmdNK, since it has broad specificity, and can
phosphorylate all four deoxynucleosides [25]. Clear fluorescence labeling of cells from accumulation of
EdU in DNA was observed in this strain when the nucleoside analogue EdU was added to the culture
medium (Figure 4A).

We next evaluated the functionality of this salvage pathway for unmodified DNA building blocks,
by testing whether we could bypass the essential function of RNR by adding deoxynucleosides to
the culture medium. We first tested whether we could rescue the temperature-sensitive cdc22-M45
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allele of the large subunit of RNR. When crossed into the salvage background, growth of this mutant
at the restrictive temperature was restored by addition of deoxyribonucleosides to the culture medium;
maximum rescue was observed using a concentration of 2 µM (Figure 4B). In addition to cdc22-M45,
one other temperature-sensitive allele of cdc22 called C11 has been isolated [26]. We sequenced both
alleles; the cdc22-M45 mutant encoded an F518S substitution, while the cdc22-C11 mutant encoded
a G591E substitution in Cdc22. When crossed into the salvage background, growth of the cdc22-C11
mutant at the restrictive temperature was also rescued by addition of 2 µM deoxyribonucleosides to the
culture medium (Figure 4C), suggesting that the observed rescue was not allele-specific. Furthermore,
for both mutants, rescue was dependent on the presence of the salvage pathway (Figure 4C).

Curiously, rescue of RNR function appeared to depend on the two deoxyribonucleosides dA and
dC only (Figure 4C), suggesting that currently unidentified cellular deaminase activities can convert
dA and dC into dG and dT respectively. Consistent with the existence of such a conversion pathway,
our dNTP concentration measurements indicated that the deoxythymidine triphosphate (dTTP) pool
was elevated by extracellular provision of dA and dC in the culture medium, albeit not to the same
level as when all four deoxynucleosides (dN) were provided (Figure 4D).
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Figure 4. Establishment of a salvage pathway in fission yeast. (A) Incorporation of
5-ethynyl-2’-deoxyuridine (EdU) into cells expressing the salvage pathway. The fluorescence image
shows a cell that incorporated EdU into its DNA and another cell that did not; (B) Growth of cdc22-M45
cells expressing the salvage pathway at 25 ◦C or at 35 ◦C. The plates at 35 ◦C contained the indicated
concentration of dN (an equimolar mixture of dA, dC, dG and dT); (C) Growth of wild type cells,
or cells harboring two different temperature-sensitive alleles of cdc22 (M45, C11), either with or
without the salvage pathway at, respectively, 25 ◦C or at 35 ◦C. The plates at 35 ◦C contained 2 µM
of the indicated deoxynucleoside; (D) Deoxynucleotide triphosphate (dNTP) pool measurements of
a cdc22-M45 strain expressing the salvage pathway, grown either at 25 ◦C, or switched to 35 ◦C for
four hours. When indicated, 4 µM of dN (as defined above) or 4 µM of dA + dC were added to the
cultures at the time of temperature shift up. The relative levels of deoxynucleoside triphosphates were
normalized to ATP and arbitrarily set to 1 at 25 ◦C. (nd: not determined).

3.5. dNTP Salvage Does Not Rescue Spd1 Accumulation

Having established a functional deoxyribonucleoside salvage pathway, we tested whether salvage
could overcome the replication problems caused by Spd1 accumulation when Cdt2 is depleted. In these
experiments, we used 2 µM of dN, which was the optimal concentration for rescue of the cdc22
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temperature-sensitive mutants. At the time of release, we added dN to the culture medium of
G1-synchronized cdt2TR cells expressing the salvage pathway (Figure 5A). Surprisingly, this did not
improve the kinetics of S phase progression in cells with repressed cdt2 transcription. Furthermore,
salvage did not prevent Cds1 kinase activation following Cdt2 depletion (Figure 5B).

Since salvage could not overcome the problems caused by Spd1 accumulation, but could rescue
the temperature-sensitive cdc22 mutations, we were interested to establish whether the salvage could
rescue the DNA damage sensitivity of CRL4Cdt2 defective ∆ddb1 cells. It is proposed that this sensitivity
is, in part, caused by cellular dNTP levels being insufficient for repair synthesis [7]. However, as can be
seen in Figure 5C, addition of 2 µM dN to ∆ddb1 cells expressing the salvage pathway did not reduce
sensitivity to the alkylating agent methyl methanesulfonate (MMS). Increasing the concentration of
dN above 2 µM appeared to inhibit growth of ∆ddb1 cells (data not shown).

Taken together, these results suggested that Cdt2 depletion at S phase causes problems in addition
to its inhibition of dNTP synthesis. To substantiate this conclusion, we directly compare the ability of
salvage to rescue the checkpoint activation caused by Spd1 accumulation with that invoked by HU
mediated inhibition of RNR, which presumably only affects dNTP synthesis. We investigated the
ability of salvage to rescue the killing of rad3-TS cells at the restrictive temperature induced by HU
addition or cdt2 depletion (Figure 5D).

Consistent with HU inhibiting RNR only, we found that salvage could improve the survival of the
HU-treated rad3 cells substantially (Figure 5D, right panels, rows 3 and 4; compare 0 µM and 2 µM dN).
Curiously, when performing the experiment investigating the effects of Spd1 accumulation, we found
that in the salvage background, deletion of spd1 could no longer rescue the checkpoint requirement
of cdt2-depleted cells (Figure 5D, second panel, compare rows 3 and 4 with rows 5 and 6). However,
when we added 2 µM dN to the salvage strain, rescue by ∆spd1 was restored to a level similar to that
observed in cells without the salvage pathway (Figure 5D, third panel, rows 3–6). One explanation
for this unexpected observation was that the salvage pathway causes an spd1-independent reduction
of dNTP pools in cells that can be counteracted by extracellular dN. In any event, as opposed to
the case under HU treatment, we did not see any evidence for rescue of Cdt2-depleted spd1+ cells
by salvage in this assay (Figure 5D, second and third panels, row 3). In conclusion, this difference
between HU and Spd1 is consistent with Spd1 inhibiting other cellular functions in addition to
deoxynucleotide synthesis.
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Figure 5. Salvage does not overcome S phase problems caused by Spd1 accumulation. (A) FACS
profiles of G1 synchronized cdt2TR cells expressing the salvage pathway. The cells were released in
either the absence of presence of thiamine (to induce Spd1 accumulation). The culture in the right panel
shows cells that were supplied with 2 µM of dN in addition to thiamine; (B) cdt2TR or cdt2TR ∆spd1 cells
expressing the salvage pathway were treated with thiamine and/or 2 µM dN, as indicated. Cells were
harvested after four hours, and Cds1 kinase activity against myelin basic protein (MBP) was monitored.
Lower panel shows a Western blot of hemagglutinin-tagged Cds1 (HA-Cds1), with immunoglobulin
G (IgG) heavy chain serving as a loading control; (C) Cells of the indicated genotypes were spotted
on plates containing the indicated concentration of methyl methanesulfonate (MMS). “+ salv” means
strains expressing the salvage pathway. Plates in the lower panel contain 2 µM of dN; (D) Strains of
the indicated genotypes were spotted on plates with the indicated supplements (thiamine, 3 mM HU,
or 2 µM dN) and grown at 30 ◦C for three days. All strains contain the cdt2TR allele. Strains in the two
last rows do not express the salvage pathway.

4. Discussion

Fission yeast cells defective in CRL4Cdt2 mediated protein ubiquitylation are challenged at S phase
because the Spd1 and Spd2 proteins are not degraded. The thiamine-repressible cdt2TR allele described
in the present report allowed us to study the immediate effects of Spd1 and Spd2 accumulation.
When we switched off CRL4Cdt2 activity, we saw accumulation of cells in the S phase after three hours
(Figure 1B, first column), indicating a rapid effect on cell cycle progression. Interestingly, cells deleted
for either spd1 or spd2 were compromised for cell cycle arrest, showing that Spd1 and Spd2 both
contribute to the S phase arrest observed upon Cdt2 depletion (Figure 1B, second and third column).
However, the double mutants showed better S-phase progression after 5–6 h than the two single
mutants (Figure 1B, fourth column), indicating that Spd1 and Spd2 on their own can inhibit replication,
presumably through a common target. This is consistent with the observation that both Spd1 and Spd2
can block S phase independently of each other when strongly overexpressed [16].

When the ability of G1 synchronized cells to progress through the S phase was scrutinized
(Figure 2), we obtained a different result. Here, Spd1 accumulation appeared to be absolutely required
for blocking replication (Figure 2B), whereas Spd2 had a relatively small enhancing effect on the arrest.
However, the completion of S phase in ∆spd2 cells was advanced by approximately two hours relative
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to spd2+ cells (compare Figure 2C and Figure 2A), again suggesting that Spd2 can inhibit progression
through the S phase. One interpretation of these results is that accumulation of both Spd1 and Spd2 can
induce a transient S phase arrest, but maintenance of the arrested state is mostly dependent on Spd1.
Presumably, this difference is related to the fact that Spd1 but not Spd2 inhibits dNTP formation [16].

Our analysis of various checkpoint mutants (Figure 3) shows that HU exposure and Spd1
accumulation give rise to S phase problems that can be tolerated by both the replication branch
(Cds1 and Mrc1) and the DNA damage branch (Chk1 and Crb2) of the Rad3 pathway. Consequently,
the ∆cds1 ∆chk1 double mutant is as sensitive as ∆rad3. Presumably, in the absence of Cds1, exposure
to HU or induction of Spd1 accumulation causes fork collapse and subsequent need for the Chk1
sub-pathway [27]. Furthermore, loading of the 9-1-1 checkpoint clamp appears to be essential after
both types of replication stress. These observations are consistent with Spd1 exerting its function via
the inhibition of RNR (similar to HU).

To directly test whether elevation of dNTP pools could improve S phase delay in Spd1- and
Spd2-accumulating cells, we established a salvage pathway in fission yeast. By using the equilibrative
hENT1 transporter, we could define the intracellular pools simply by adding a given level of
deoxynucleosides to the culture medium. Furthermore, by applying the DmdNK deoxyribonucleoside
kinase, we could salvage all four deoxyribonucleotides [28]. This engineered salvage pathway
allowed us to rescue two different temperature-sensitive mutants in the cdc22 gene encoding the
essential R1 subunit of RNR (Figure 4C). To our knowledge, this is the first example of salvage
of an RNR deficiency in any system. However, it is not clear whether salvage can rescue a strain
deleted for both RNR subunits, or whether survival somehow relies on residual RNR functions at the
restrictive temperature. Finally, salvage appeared to function with only dA and dC, suggesting that
these molecules can be converted into dGTP and dTTP by a pathway involving purine/pyrimidine
deaminase activities. The fission yeast genome encodes at least five potential deaminase enzymes,
but we have not determined whether any of these are required for salvage by dA and dC.

Our main goal for establishing the salvage pathway was to investigate if restoring dNTP levels
through salvage could circumvent the S phase problems caused by Spd1 and Spd2 accumulation.
However, salvage neither improved the slow S phase progression (Figure 5A), nor prevented the
Cds1 kinase activation (Figure 5B) observed in Cdt2 depleted cells. Moreover, salvage did not
suppress the damage sensitivity of CRL4Cdt2 defective ∆ddb1 cells (Figure 5C). Strikingly, whereas
salvage clearly suppressed the killing of rad3 cells exposed to the RNR inhibiting drug HU, it did
not improve the survival of Cdt2-depleted rad3 cells (Figure 5D). We interpret this observation as
evidence for dNTP synthesis-independent inhibition of replication by Spd1. Such an effect likely
occurs through interactions with other protein targets, a scenario that is linked to the IDP properties of
Spd1, allowing for multi-valency during interactions [29].

But what is this other target of Spd1? Human p21 is a CRL4Cdt2-targeted IDP that can inhibit
replication by binding to PCNA [4], and heterologous expression of p21 causes checkpoint activation
at PCNA in fission yeast [30]. We propose that Spd1, together with Spd2, can similarly inhibit
progression of the replication fork by binding to PCNA (Figure 6). Spd1 can bind to PCNA [6]
(Figure 1D), and Spd2 is most similar to Spd1 in the HUG domain containing the PIP degron that binds
to PCNA [16]. Furthermore, Spd2 also appears to bind PCNA in vitro (BKB, data not shown). Hence,
when overexpressed from the strong nmt1 promoter, both Spd1 (Figure 6B) and Spd2 (Figure 6C)
can block replication independent of each other [16]. However, when CRL4Cdt2 is downregulated,
we speculate that Spd1 and Spd2 accumulate to an intermediate level, such that both proteins are
required for inhibition of PCNA (Figure 6D). Deletion of spd1 hence relieves inhibition from both
RNR and PCNA, and therefore suppresses the checkpoint activation caused by CRL4Cdt2 inactivation
(Figure 6E). On the other hand, when spd2 is deleted, it is only the PCNA inhibition that is relieved; Spd1
will still inhibit RNR (Figure 6F). Consequently, it is also necessary to elevate dNTP pools by means
of the cdc22-D57N mutation in order to suppress checkpoint activation in CRL4Cdt2 defective ∆spd2
cells [16] (Figure 6G). At this stage it is unclear whether Spd1 and Spd2 cause checkpoint activation
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merely by binding to PCNA, or whether they perturb the recruitment of other replication factors.
Resolving this issue will require detailed studies of the interactions between Spd1, Spd2 and PCNA.
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the RNR configuration (green square) so that it can no longer be inhibited by dATP through negative
feedback. Hence, sufficient amounts of dNTPs are formed even in the presence of Spd1 inhibition.

Supplementary Materials: The following are available online at www.mdpi.com/2073-4425/8/5/128/s1.
Table S1: Strain list.

Acknowledgments: We thank Ken Sawin, Stephen Kearsey and Nick Rhind for the strains provided. Essa Alanazi
is thanked for assistance in pilot experiments addressing the salvage pathway in ∆ddb1 background and
Michaela Lederer for technical assistance. This work was supported by grants from the Danish Research Council
4481-00344 (to O.N. and B.B.K.), the Villum Foundation 11407 (to C.H. and O.N.), the AICR (to A.M.C. and B.B.K.),
the North West Cancer Research (O.F.) and the National Institute of Social Care and Health Research-Cancer
Genetics Biomedical Research Unit (O.F.).

Author Contributions: O.F., E.H., B.B.K., A.M.C., C.H. and O.N. conceived and designed the experiments; O.F.,
U.F., K.V.L., M.-F.U.G., I.N.M., C.H. and O.N. performed the experiments; O.F., C.H. and O.N. analyzed the data;
O.N. wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.

www.mdpi.com/2073-4425/8/5/128/s1


Genes 2017, 8, 128 13 of 14

References

1. Choe, K.N.; Moldovan, G.L. Forging Ahead through Darkness: PCNA, Still the Principal Conductor at the
Replication Fork. Mol. Cell. 2017, 65, 380–392. [CrossRef] [PubMed]

2. Stodola, J.L.; Burgers, P.M. Resolving individual steps of Okazaki-fragment maturation at a millisecond
timescale. Nat. Struct. Mol. Biol. 2016, 23, 402–408. [CrossRef] [PubMed]

3. Havens, C.G.; Walter, J.C. Mechanism of CRL4Cdt2, a PCNA-dependent E3 ubiquitin ligase. Genes Dev. 2011,
25, 1568–1582. [CrossRef] [PubMed]

4. Waga, S.; Hannon, G.J.; Beach, D.; Stillman, B. The p21 inhibitor of cyclin-dependent kinases controls DNA
replication by interaction with PCNA. Nature 1994, 369, 574–578. [CrossRef] [PubMed]

5. Liu, C.; Powell, K.A.; Mundt, K.; Wu, L.; Carr, A.M.; Caspari, T. Cop9/signalosome subunits and Pcu4
regulate ribonucleotide reductase by both checkpoint-dependent and -independent mechanisms. Genes Dev.
2003, 17, 1130–1140. [CrossRef] [PubMed]

6. Salguero, I.; Guarino, E.; Shepherd, M.E.; Deegan, T.D.; Havens, C.G.; MacNeill, S.A.; Walter, J.C.; Kearsey, S.E.
Ribonucleotide reductase activity is coupled to DNA synthesis via proliferating cell nuclear antigen.
Curr. Biol. 2012, 22, 720–726. [CrossRef] [PubMed]

7. Holmberg, C.; Fleck, O.; Hansen, H.A.; Liu, C.; Slaaby, R.; Carr, A.M.; Nielsen, O. Ddb1 controls genome
stability and meiosis in fission yeast. Genes Dev. 2005, 19, 853–862. [CrossRef] [PubMed]

8. Nestoras, K.; Mohammed, A.H.; Schreurs, A.S.; Fleck, O.; Watson, A.T.; Poitelea, M.; O’Shea, C.; Chahwan, C.;
Holmberg, C.; Kragelund, B.B.; et al. Regulation of ribonucleotide reductase by Spd1 involves multiple
mechanisms. Genes Dev. 2010, 24, 1145–1159. [CrossRef] [PubMed]

9. Liu, C.; Poitelea, M.; Watson, A.; Yoshida, S.H.; Shimoda, C.; Holmberg, C.; Nielsen, O.; Carr, A.M.
Transactivation of Schizosaccharomyces pombe cdt2+ stimulates a Pcu4-Ddb1-CSN ubiquitin ligase. EMBO J.
2005, 24, 3940–3951. [CrossRef] [PubMed]

10. Holmberg, C.; Nielsen, O. Replication: DNA building block synthesis on demand. Curr. Biol. 2012, 22,
R271–R272. [CrossRef] [PubMed]

11. Woollard, A.; Basi, G.; Nurse, P. A novel S phase inhibitor in fission yeast. EMBO J. 1996, 15, 4603–4612.
[PubMed]

12. Moss, J.; Tinline-Purvis, H.; Walker, C.A.; Folkes, L.K.; Stratford, M.R.; Hayles, J.; Hoe, K.L.; Kim, D.U.;
Park, H.O.; Kearsey, S.E.; et al. Break-induced ATR and Ddb1-Cul4Cdt2 ubiquitin ligase-dependent nucleotide
synthesis promotes homologous recombination repair in fission yeast. Genes Dev. 2010, 24, 2705–2716.
[CrossRef] [PubMed]

13. Fleck, O.; Vejrup-Hansen, R.; Watson, A.; Carr, A.M.; Nielsen, O.; Holmberg, C. Spd1 accumulation causes
genome instability independently of ribonucleotide reductase activity but functions to protect the genome
when deoxynucleotide pools are elevated. J. Cell Sci. 2013, 126, 4985–4994. [CrossRef] [PubMed]

14. Hakansson, P.; Dahl, L.; Chilkova, O.; Domkin, V.; Thelander, L. The Schizosaccharomyces pombe replication
inhibitor Spd1 regulates ribonucleotide reductase activity and dNTPs by binding to the large Cdc22 subunit.
J. Biol. Chem. 2006, 281, 1778–1783. [CrossRef] [PubMed]

15. Yoshida, S.H.; Al-Amodi, H.; Nakamura, T.; McInerny, C.J.; Shimoda, C. The Schizosaccharomyces pombe
cdt2+ gene, a target of G1-S phase-specific transcription factor complex DSC1, is required for mitotic and
premeiotic DNA replication. Genetics 2003, 164, 881–893. [PubMed]

16. Vejrup-Hansen, R.; Fleck, O.; Landvad, K.; Fahnoe, U.; Broendum, S.S.; Schreurs, A.S.; Kragelund, B.B.;
Carr, A.M.; Holmberg, C.; Nielsen, O. Spd2 assists Spd1 in the modulation of ribonucleotide reductase
architecture but does not regulate deoxynucleotide pools. J. Cell Sci. 2014, 127, 2460–2470. [CrossRef]
[PubMed]

17. Moreno, S.; Klar, A.; Nurse, P. Molecular genetic analysis of fission yeast Schizosaccharomyces pombe.
Methods Enzymol. 1991, 194, 795–823. [PubMed]

18. Matsuyama, A.; Shirai, A.; Yashiroda, Y.; Kamata, A.; Horinouchi, S.; Yoshida, M. pDUAL, a multipurpose,
multicopy vector capable of chromosomal integration in fission yeast. Yeast 2004, 21, 1289–1305. [CrossRef]
[PubMed]

19. Vernis, L.; Piskur, J.; Diffley, J.F. Reconstitution of an efficient thymidine salvage pathway in Saccharomyces
cerevisiae. Nucleic Acids Res. 2003, 31, e120. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.molcel.2016.12.020
http://www.ncbi.nlm.nih.gov/pubmed/28157503
http://dx.doi.org/10.1038/nsmb.3207
http://www.ncbi.nlm.nih.gov/pubmed/27065195
http://dx.doi.org/10.1101/gad.2068611
http://www.ncbi.nlm.nih.gov/pubmed/21828267
http://dx.doi.org/10.1038/369574a0
http://www.ncbi.nlm.nih.gov/pubmed/7911228
http://dx.doi.org/10.1101/gad.1090803
http://www.ncbi.nlm.nih.gov/pubmed/12695334
http://dx.doi.org/10.1016/j.cub.2012.02.070
http://www.ncbi.nlm.nih.gov/pubmed/22464192
http://dx.doi.org/10.1101/gad.329905
http://www.ncbi.nlm.nih.gov/pubmed/15805471
http://dx.doi.org/10.1101/gad.561910
http://www.ncbi.nlm.nih.gov/pubmed/20516199
http://dx.doi.org/10.1038/sj.emboj.7600854
http://www.ncbi.nlm.nih.gov/pubmed/16252005
http://dx.doi.org/10.1016/j.cub.2012.03.019
http://www.ncbi.nlm.nih.gov/pubmed/22537629
http://www.ncbi.nlm.nih.gov/pubmed/8887552
http://dx.doi.org/10.1101/gad.1970810
http://www.ncbi.nlm.nih.gov/pubmed/21123655
http://dx.doi.org/10.1242/jcs.132837
http://www.ncbi.nlm.nih.gov/pubmed/23986475
http://dx.doi.org/10.1074/jbc.M511716200
http://www.ncbi.nlm.nih.gov/pubmed/16317005
http://www.ncbi.nlm.nih.gov/pubmed/12871901
http://dx.doi.org/10.1242/jcs.139816
http://www.ncbi.nlm.nih.gov/pubmed/24652833
http://www.ncbi.nlm.nih.gov/pubmed/2005825
http://dx.doi.org/10.1002/yea.1181
http://www.ncbi.nlm.nih.gov/pubmed/15546162
http://dx.doi.org/10.1093/nar/gng121
http://www.ncbi.nlm.nih.gov/pubmed/14500848


Genes 2017, 8, 128 14 of 14

20. Sivakumar, S.; Porter-Goff, M.; Patel, P.K.; Benoit, K.; Rhind, N. In vivo labeling of fission yeast DNA with
thymidine and thymidine analogs. Methods 2004, 33, 213–219. [CrossRef] [PubMed]

21. Egel, R.; Willer, M.; Kjaerulff, S.; Davey, J.; Nielsen, O. Assessment of pheromone production and response in
fission yeast by a halo test of induced sporulation. Yeast 1994, 10, 1347–1354. [CrossRef] [PubMed]

22. Nielsen, O. Synchronization of S Phase in Schizosaccharomyces pombe Cells by Transient Exposure to
M-Factor Pheromone. Cold Spring Harb. Protoc. 2016. [CrossRef] [PubMed]

23. Hua, H.; Kearsey, S.E. Monitoring DNA replication in fission yeast by incorporation of
5-ethynyl-2’-deoxyuridine. Nucleic Acids Res. 2011, 39, e60. [CrossRef] [PubMed]

24. Basi, G.; Schmid, E.; Maundrell, K. TATA box mutations in the Schizosaccharomyces pombe nmt1 promoter
affect transcription efficiency but not the transcription start point or thiamine repressibility. Gene 1993, 123,
131–136. [CrossRef]

25. Munch-Petersen, B.; Knecht, W.; Lenz, C.; Sondergaard, L.; Piskur, J. Functional expression of a multisubstrate
deoxyribonucleoside kinase from Drosophila melanogaster and its C-terminal deletion mutants. J. Biol. Chem.
2000, 275, 6673–6679. [CrossRef] [PubMed]

26. Gordon, C.B.; Fantes, P.A. The cdc22 gene of Schizosaccharomyces pombe encodes a cell cycle-regulated
transcript. EMBO J. 1986, 5, 2981–2985. [PubMed]

27. Lindsay, H.D.; Griffiths, D.J.; Edwards, R.J.; Christensen, P.U.; Murray, J.M.; Osman, F.; Walworth, N.;
Carr, A.M. S-phase-specific activation of Cds1 kinase defines a subpathway of the checkpoint response in
Schizosaccharomyces pombe. Genes Dev. 1998, 12, 382–395. [CrossRef] [PubMed]

28. Munch-Petersen, B.; Piskur, J.; Sondergaard, L. Four deoxynucleoside kinase activities from Drosophila
melanogaster are contained within a single monomeric enzyme, a new multifunctional deoxynucleoside
kinase. J. Biol. Chem. 1998, 273, 3926–3931. [CrossRef] [PubMed]

29. Milles, S.; Lemke, E.A. Mapping multivalency and differential affinities within large intrinsically disordered
protein complexes with segmental motion analysis. Angew. Chem. 2014, 53, 7364–7367. [CrossRef] [PubMed]

30. Tournier, S.; Leroy, D.; Goubin, F.; Ducommun, B.; Hyams, J.S. Heterologous expression of the human
cyclin-dependent kinase inhibitor p21Cip1 in the fission yeast, Schizosaccharomyces pombe reveals a role
for PCNA in the chk1+ cell cycle checkpoint pathway. Mol. Biol. Cell 1996, 7, 651–662. [CrossRef] [PubMed]

© 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.ymeth.2003.11.016
http://www.ncbi.nlm.nih.gov/pubmed/15157888
http://dx.doi.org/10.1002/yea.320101012
http://www.ncbi.nlm.nih.gov/pubmed/7900424
http://dx.doi.org/10.1101/pdb.prot091272
http://www.ncbi.nlm.nih.gov/pubmed/27587782
http://dx.doi.org/10.1093/nar/gkr063
http://www.ncbi.nlm.nih.gov/pubmed/21310713
http://dx.doi.org/10.1016/0378-1119(93)90552-E
http://dx.doi.org/10.1074/jbc.275.9.6673
http://www.ncbi.nlm.nih.gov/pubmed/10692477
http://www.ncbi.nlm.nih.gov/pubmed/16453725
http://dx.doi.org/10.1101/gad.12.3.382
http://www.ncbi.nlm.nih.gov/pubmed/9450932
http://dx.doi.org/10.1074/jbc.273.7.3926
http://www.ncbi.nlm.nih.gov/pubmed/9461577
http://dx.doi.org/10.1002/anie.201403694
http://www.ncbi.nlm.nih.gov/pubmed/24898547
http://dx.doi.org/10.1091/mbc.7.4.651
http://www.ncbi.nlm.nih.gov/pubmed/8730105
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Molecular and Genetic Procedures 
	Physiological Experiments and Cell Biology 

	Results 
	Generation of a Conditional CRL4Cdt2 Mutant 
	Spd1 Accumulation Causes S Phase Delay 
	Both Branches of the Rad3 Checkpoint Are Involved in Tolerating Replication Problems Caused by Spd1 Accumulation 
	Establishment of a Deoxynucleotide Salvage Pathway in Fission Yeast 
	dNTP Salvage Does Not Rescue Spd1 Accumulation 

	Discussion 

