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ABSTRACT Inositol pyrophosphate (IPP) dynamics govern expression of the fission
yeast phosphate homeostasis regulon via their effects on lncRNA-mediated transcription
interference. The growth defects (ranging from sickness to lethality) elicited by fission
yeast mutations that inactivate IPP pyrophosphatase enzymes are exerted via the ago-
nistic effects of too much 1,5-IP8 on RNA 39-processing and transcription termination.
To illuminate determinants of IPP toxicosis, we conducted a genetic screen for sponta-
neous mutations that suppressed the sickness of Asp1 pyrophosphatase mutants. We
identified a missense mutation, C823R, in the essential Cft1 subunit of the cleavage and
polyadenylation factor complex that suppresses even lethal Asp1 IPP pyrophosphatase
mutations, thereby fortifying the case for 39-processing/termination as the target of IPP
toxicity. The suppressor screen also identified Gde1 and Spx1 (SPAC6B12.07c), both of
which have an IPP-binding SPX domain and both of which are required for lethality eli-
cited by Asp1 mutations. A survey of other SPX proteins in the proteome identified the
Vtc4 and Vtc2 subunits of the vacuolar polyphosphate polymerase as additional agents
of IPP toxicosis. Gde1, Spx1, and Vtc4 contain enzymatic modules (glycerophosphodies-
terase, RING finger ubiquitin ligase, and polyphosphate polymerase, respectively) fused
to their IPP-sensing SPX domains. Structure-guided mutagenesis of the IPP-binding sites
and the catalytic domains of Gde1 and Spx1 indicated that both modules are necessary
to elicit IPP toxicity. Whereas Vtc4 polymerase catalytic activity is required for IPP toxic-
ity, its IPP-binding site is not. Epistasis analysis, transcriptome profiling, and assays of
Pho1 expression implicate Spx1 as a transducer of IP8 signaling to the 39-processing/
transcription termination machinery.

IMPORTANCE Impeding the catabolism of the inositol pyrophosphate (IPP) signaling
molecule IP8 is cytotoxic to fission yeast. Here, by performing a genetic suppressor
screen, we identified several cellular proteins required for IPP toxicosis. Alleviation of
IPP lethality by a missense mutation in the essential Cft1 subunit of the cleavage
and polyadenylation factor consolidates previous evidence that toxicity results from
IP8 action as an agonist of RNA 39-processing and transcription termination. Novel
findings are that IP8 toxicity depends on IPP-sensing SPX domain proteins with asso-
ciated enzymatic functions: Gde1 (glycerophosphodiesterase), Spx1 (ubiquitin ligase),
and Vtc2/4 (polyphosphate polymerase). The effects of Spx1 deletion on phosphate
homeostasis imply a role for Spx1 in communicating an IP8-driven signal to the tran-
scription and RNA processing apparatus.

KEYWORDS SPX domain, inositol pyrophosphate, phosphate homeostasis,
transcription termination

The inositol pyrophosphates (IPPs) 5-IP7, 1-IP7, and 1,5-IP8 are generated from
phytic acid (IP6) by the action of IPP kinases (1, 2). Cellular IPP dynamics are dic-

tated by a balance between these kinases and several IPP pyrophosphatase enzymes
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that remove the IPP b-phosphate groups. IPPs play central roles in eukaryal cellular
phosphate homeostasis (3–7), a transcriptional response to phosphate limitation
entailing the upregulation of genes involved in phosphate acquisition. In the fission
yeast Schizosaccharomyces pombe, three genes—pho1 (cell surface acid phosphatase),
pho84 (inorganic phosphate transmembrane transporter), and tgp1 (glycerophosphate
transporter)—constitute a phosphate (PHO) regulon (8). The PHO genes are actively
repressed under phosphate-replete conditions and derepressed during phosphate
starvation. Repression in phosphate-replete cells is achieved via tandem transcriptional
interference with the pho1, pho84, and tgp1 mRNA promoters, mediated by synthesis
in cis of upstream long noncoding RNAs (lncRNAs): prt, prt2, and nc-tgp1, respectively
(9). pho1 is derepressed under phosphate-replete conditions by a variety of genetic
maneuvers that favor “precocious” prt lncRNA 39-processing/termination in response
to poly(A) signals upstream of the pho1 promoter (10, 11). prt lncRNA termination is
particularly sensitive to changes in IPP dynamics (12).

The initial hints that IPPs affect fission yeast PHO expression emerged from findings
by the Wykoff lab that a deletion of Asp1 (an IPP kinase) hyperrepressed pho1 and a
deletion of Aps1 (a Nudix-family IPP pyrophosphatase [13]) derepressed pho1 under
phosphate-replete conditions (14, 15). Asp1 consists of an N-terminal kinase domain
that phosphorylates 5-IP7 to 1,5-IP8 and a C-terminal pyrophosphatase domain that
hydrolyzes 1,5-IP8 back to 5-IP7 (16, 17). Deleting Asp1, or a kinase-inactivating Asp1-
D333A mutation, eliminates intracellular IP8 and increases the level of 5-IP7, whereas a
pyrophosphatase-dead Asp1-H397A mutation elevates intracellular IP8 (16, 17).

IPPs control fission yeast phosphate homeostasis via the 39-processing/termination
machinery (12). Increasing IP8 via Asp1-H397A derepresses the PHO mRNAs (and leads
to precocious prt lncRNA termination) in a manner that depends genetically on the
cleavage and polyadenylation factor complex (CPF) and the transcription termination
factor Rhn1. Tandem inactivation of the IPP pyrophosphatases Asp1 and Aps1 is syn-
thetically lethal, indicating that too much IP8 is toxic to fission yeast. A key finding was
that mutations of CPF subunits suppressed the lethality of asp1-H397A aps1D (12).
Absence of IP8 in asp1D and asp1-D333A cells resulted in pho1 hyperrepression. The
observation that asp1D (no IP8) was synthetically lethal with CPF subunit mutations
argued that IP8 has an important, albeit genetically redundant, role to play in essential
39-processing/termination events (12). These results established a novel action for IPPs
as agonists of Pol2 transcription termination.

lncRNA control of PHO gene expression is affected by the Thr4 phosphosite of the
RNA polymerase II (Pol2) carboxy-terminal domain (CTD), pan-alanine mutation of
which results in pho1 and pho84 hyperrepression (10, 18). A genetic screen for muta-
tions that derepress Pho1 acid phosphatase expression in CTD-T4A cells (19) yielded 18
independent STF (suppressor of threonine four) isolates, each of which bore a mutation
in the Asp1 pyrophosphatase domain. Focused characterization of two isolates, STF-6
and STF-9 strains, identified 51 protein-coding transcripts (including the pho1, pho84,
and tgp1 mRNAs) that were upregulated versus the T4A parental strain. The STF-6 and
STF-9 alleles—asp1-386(Stop) and asp1-493(Stop), respectively—were lethal in a wild-
type Pol2-CTD background. However, viability was restored when STF-6 and STF-9 were
combined with mutations of CPF subunits or Rhn1, in which context Pho1 was also
derepressed (19). These results implicated Asp1 pyrophosphatase activity in restraining
IP8 synthesis by Asp1 kinase, without which IP8 could attain toxic levels that drive
overzealous CPF/Rhn1-dependent termination.

The mechanism of “IPP toxicosis” and the signaling pathway that connects IP8 ele-
vation to Pol2 termination are unknown. To close this knowledge gap, we conducted
here a forward genetic screen for spontaneous mutations that suppressed the toxicity
of IPP pyrophosphatase mutations. For this purpose, we exploited three STF alleles of
asp1—STF-3 (G863D), STF-5 (C643Y), and STF-7 (H686Y)—that caused severe growth
defects in a wild-type CTD background (Fig. 1A). Via this SST (suppressor of suppressor
of Thr4) screen, we identified a missense mutation of the essential Cft1 subunit of CPF
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that sufficed to suppress even the lethal IPP pyrophosphatase mutations STF-6 and
STF-9. This result fortifies the case for CPF as a target of IPP toxicosis.

The SST screen also identified two new agents of fission yeast IPP transactions,
Gde1 and Spx1 (SPAC6B12.07c), both of which have a predicted IPP-binding SPX do-
main (4, 20) and both of which are required for IP8 toxicity elicited by Asp1 pyrophos-
phatase mutations. Gde1 is a large protein composed of an N-terminal SPX domain, a
central ankyrin repeat domain, and a C-terminal glycerophosphodiesterase catalytic
domain. Spx1 consists of an N-terminal SPX module and a C-terminal ubiquitin ligase
RING finger module. Whereas deletion of Gde1 has but a modest effect on pho1
expression, deletion of Spx1 hyperrepresses pho1 expression, erases pho1 derepression
by Asp1 pyrophosphatase mutations, and attenuates pho1 induction in response to
phosphate starvation. In light of the results of the SST screen, we queried whether any
of the four other fission yeast SPX proteins contribute to IPP toxicity and found that
deletions of the Vtc2 and Vtc4 subunits of the vacuolar polyphosphate polymerase
complex (21) suppressed lethal IPP pyrophosphatase mutations. Alanine mutations of
the IPP-binding sites of Spx1 and Gde1 phenocopied spx1D and gde1D with respect to
relief of IPP toxicity, as did alanine mutations of the Spx1 ubiquitin ligase and Gde1
glycerophosphodiesterase catalytic domains. Whereas mutation of the Vtc4 polyphos-
phate polymerase active site phenocopied vtc4D, mutation of the IPP-binding site of
Vtc4 did not. Epistasis analysis implicates Spx1 as a transducer of IP8 signaling to the
39-processing/transcription termination machinery.

RESULTS
Isolation of spontaneous suppressors of IPP toxicosis. STF-3 (G863D), STF-5 (C643Y),

and STF-7 (H686Y) pyrophosphatase mutations of asp1 cause a severe growth defect at all
temperatures in a wild-type genetic background (Fig. 1A). We screened for candidate SST
(suppressors of STF) mutants by plating STF-3, STF-5, and STF-7 cells on YES (yeast extract
with supplement) agar at 30°C and selecting rare single colonies that grew to large size
against a background of tiny colonies. These were grown and restreaked for single

FIG 1 Fission yeast SST mutants that suppress STF alleles of Asp1. (A) Serial 5-fold dilutions of fission
yeast strains (as specified on the left) were spot tested for growth on YES agar at the indicated
temperatures. (B) Whole-genome sequencing of SST strains revealed the indicated genetic mutations.

Determinants of IPP Toxicosis in S. pombe ®

January/February 2022 Volume 13 Issue 1 e03476-21 mbio.asm.org 3

https://mbio.asm.org


colonies, which were homogeneously larger than the colonies of the respective parental
STF strains. Four SST STF isolates were selected for further analysis after spot testing for
growth in parallel with wild-type and parental STF controls. The SST-52 STF5 and SST-53
STF5 strains grew as well as the wild-type at all temperatures, as gauged by colony num-
ber and size (Fig. 1A). SST-75 STF7 cells grew well at 25°C to 37°C but were slower growing
than the wild-type at 20°C. SST-31 STF3 cells displayed a small-colony phenotype at 37°C
(Fig. 1A). To rule out the possibility that the STF suppression resulted from reversion of
the original asp1-STF missense mutation or from a kinase-inactivating mutation in the N-
terminal IPP kinase domain of Asp1, we amplified and sequenced the asp1 open reading
frame (ORF) from the four SST STF isolates and verified that the original STF alleles were
unchanged.

Identification of IPP toxicosis suppressor mutations by whole-genome sequencing.
Paired-end Illumina sequencing of unamplified genomic DNA from the four SST STF
strains was performed to achieve at least 100-fold coverage of each fission yeast ge-
nome. The SST STF genomes were compared to those of the respective STF strains that
we sequenced previously (19). The mutations found in each of the four SST strains are
listed in Fig. 1B. The SST-associated single lesions in SST-75, SST-31, and SST-52 cells
map to three protein-coding genes: cft1, gde1, and SPAC6B12.07c, respectively. SST-53
cells have a different lesion in the SPAC6B12.07c gene as well as missense mutations in
grt1 and prp43 (Fig. 1B). Given the apparent identical growth of the SST-52 STF5 and
SST-53 STF5 strains with mutations in the SPAC6B12.07c gene, we suppose that the grt1
and prp43missense changes are not germane to the SST-53 suppressor phenotype.

Suppression of IPP toxicity by Cft1 mutation. cft1 is an essential gene encoding a
1,441-amino-acid (aa) subunit of fission yeast CPF, a 13-subunit protein assembly re-
sponsible for the cotranscriptional 39-cleavage and 39-polyadenylation of Pol2 tran-
scripts that precedes Pol2 transcription termination (22). The SST-75 allele of cft1 repla-
ces Cys823 with arginine. To gain insight into the possible impact of this mutation, we
submitted the Cft1 amino acid sequence to the Phyre2 structure modeling server (23),
which returned a “top hit” tertiary structure model (Fig. 2C) templated on the cryo-EM
structure of the Saccharomyces cerevisiae homolog (PDB ID 6EOJ) (24). Cft1 consists of
three WD repeat beta propeller domains and a C-terminal a-helical module (Fig. 2C and
D). The C823R mutation resides within the WD2 domain. Cys823 points into the hydropho-
bic core of WD2, and it is likely that an Arg mutation would perturb the local structure.

Our presumption was that cft1-C823R is a hypomorphic mutation affecting 39-proc-
essing by CPF, which ameliorates the precocious 39-processing/termination that under-
lies the slow growth of the parental STF7 strain. Accordingly, we aimed to gauge (i)
whether cft1-C823R elicits a phenotype in a wild-type genetic background, and (ii)
whether cft1-C823R could suppress the lethality of the STF6 and STF9 mutations of the
Asp1 pyrophosphatase (19). The SST-75 STF7 strain was crossed to an asp1-WT strain in
which the asp1 locus was marked with a flanking drug resistance cassette. Viable cft1-
C823R haploid progeny were recovered after sporulation, selection for the asp1-WT
locus, and genotyping cft1-C823R by PCR amplification and sequencing the relevant
segment of the cft1 ORF. The cft1-C823R cells grew as well as the wild-type on YES agar
at all temperatures tested (Fig. 2A).

cft1-C823R cells were mated to STF6 rpb1-CTD-T4A and STF9 rpb1-CTD-T4A strains
differentially marked at the asp1 and rpb1-CTD-T4A loci. Random spores were screened
for the various markers, and viable cft1-C823R STF6 and cft1-C823R STF9 haploid prog-
eny were recovered at the expected frequencies. The cft1-C823R STF6 and cft1-C823R
STF9 strains grew as well as wild-type cells on YES agar at 25 to 37°C but displayed a
cold-sensitive growth defect at 20°C (Fig. 2A).

To determine how cft1-C823R impacts pho1 expression under phosphate-replete
conditions (a sensitive gauge of mutational effects on lncRNA transcriptional interfer-
ence), we assayed the wild-type and mutant strains for Pho1 acid phosphatase activity.
The cft1-C823R allele elicited a 3-fold hyperrepression of Pho1 expression vis-à-vis wild-
type cft11 (Fig. 2B), presumably because CPF containing Cft1-C823R is less effective in
terminating prt lncRNA transcription prior to Pol2 traversing the pho1 mRNA promoter.
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In contrast, Pho1 was derepressed by 7- to 8-fold in cft1-C823R STF9 and cft1-C823R
STF6 cells and to a similar extent in cft1-C823R STF7 cells (the original context in which
cft1-C823R was identified) (Fig. 2B). The acid phosphatase activity of cft1-C823R STF7
cells (level of 35) was ;3-fold lower than that of STF7 cells (level of 110 [19]), signifying
that the cft1-C823R allele only partially reversed the effect of STF7 on PHO gene
expression.

Two SPX proteins are implicated in IPP toxicosis. The gde1 and SPAC6B12.07c genes
identified in the SST screen have no obvious connection to 39-processing/termination,
but they do share one potentially instructive property: they encode proteins with a pre-
dicted SPX domain. The SPX domain adopts a distinctive tertiary structure composed of a
three-helix bundle and an N-terminal a-helix hairpin (4, 5, 20). The SPX domain can exist
as a stand-alone polypeptide or be fused to a variety of flanking protein domains that
have known or imputed functions. SPX domains bind, and are thought to act as sensors
for, IPP signaling molecules. A conserved constellation of tyrosine and lysine side chains
in SPX proteins comprise the high-affinity binding site for IPP ligands. Thus, the finding
that mutations in two different SPX-domain proteins ameliorate IPP toxicosis in fission
yeast unveils them as key IPP sensors.

Gde1 is a large protein that is inessential for fission yeast vegetative growth. The
Gde1 protein is (to our inspection) misannotated in Pombase as a 1,076-aa polypeptide
that lacks extra N-terminal peptide sequence (;50 aa with a basic patch) that defines
the SPX domain. The missing N-terminal segment is present in the Gde1 orthologs
from the fission yeast species Schizosaccharomyces cryophilus and Schizosaccharomyces
octosporus. Conceptual translation of the DNA sequence preceding the annotated Met
translation start codon revealed a continuous open reading frame, initiating with a Leu

FIG 2 Suppression of IPP toxicity by Cft1 mutation. (A) Fission yeast strains with the indicated asp1 and cft1
alleles were spot tested for growth on YES agar at the indicated temperatures. (B) Cells with the indicated asp1
and cft1 alleles were grown to an A600 of 0.5 to 0.8 in liquid culture in YES medium at 30°C. Cells were then
harvested, washed with water, and assayed for Pho1 acid phosphatase activity by conversion of p-
nitrophenylphosphate to p-nitrophenol. Activity is expressed as the ratio of A410 (p-nitrophenol production) to
A600 (input cells). (C) Phyre2 model of fission yeast Cft1 tertiary structure, colored by domain as shown in panel
D. The Cys823 residue that is mutated in the SST-75 suppressor allele is located in the WD2 domain and
depicted as a stick model. (D) Cartoon model of Cft1 domain organization.
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codon and specifying a 58-aa peptide that is highly conserved with respect to the
equivalent N-terminal segments of the two other fission yeast Gde1 proteins (see
Fig. S1A in the supplemental material). The corrected 1134-aa Gde1 polypeptide is
shown in Fig. S1B. Analysis of fission yeast Gde1 in Phyre2 predicts that it consists of
an N-terminal 182-aa SPX domain (shaded blue in Fig. S1B) and a 332-aa C-terminal
glycerophosphodiesterase catalytic domain (for which the protein is named) (shaded
yellow in Fig. S1B). Phyre2 predicts that the Gde1 segment spanning from the end of
the SPX domain to approximately residue 525 comprises a series of tandem ankyrin
repeats. The Gde1 catalytic domain belongs to a widely distributed glycerophospho-
diesterase enzyme family with a conserved tertiary structure and active site for metal-
dependent hydrolysis to form glycerol-3-phosphate and an R-OH leaving group (25,
26). The budding yeast Gde1 homolog is a key player (along with budding yeast glycer-
ophosphodiester transporter Git1, the homolog of S. pombe Tgp1) in the metabolism
of glycerophosphodiesters produced via deacylation of phospholipids. Specifically,
yeast Gde1 is an intracellular enzyme that acts on glycerophosphoinositol or glycero-
phosphocholine imported by Git1/Tgp1 to generate inositol or choline and glycerol-3-
phosphate, thereby providing a potential source of phosphate during periods of nutri-
ent starvation (27). The SST-31 mutation in gde1 is a 22 frameshift at the codon for aa
501 that results in translation of a foreign heptapeptide following Val500 and trunca-
tion of Gde1 thereafter in response to a new in-frame stop codon (Fig. S1C). Thus, the
SST-31 allele eliminates the catalytic domain of Gde1.

The SPAC6B12.07c gene, which is inessential for fission yeast vegetative growth, enco-
des a 470-aa polypeptide (Fig. 3A) with a predicted N-terminal SPX domain (Fig. 3B) and a
C-terminal zinc-binding RING finger domain with a characteristic C3HC4 motif spanning
Cys374 to Cys412 (Fig. 3C). RING finger domains are found in ubiquitin E3 ligases (28).
The putative IPP-binding motifs of the SPX domain are highlighted in cyan in Fig. 3A.
Here, we refer to this fission yeast gene and protein as spx1 and Spx1, respectively. The
SST-53 mutation in the spx1 gene is a missense change in which Ile84 is replaced by ser-
ine (Fig. 3A). The SST-52 allele is a 11 frameshift within the RING finger coding sequence
that replaces the native polypeptide following Phe393 with a foreign 13-aa peptide, after
which the mutant protein terminates at a new in-frame stop codon (Fig. 3A). The SST-52
change results in deletion of three of the putative zinc-binding residues and thereby inac-
tivation of the predicted E3 ligase.

spx1D and gde1D suppress IPP toxicity. We constructed spx1D and gde1D strains
in which the chromosomal spx11 and gde11 loci were deleted and replaced by drug-
resistance markers. spx1D and gde1D cells grew as well as wild-type cells on YES agar
at all temperatures tested (Fig. 4A). Whereas spx1D elicited a 4-fold hyperrepression of
Pho1 expression in phosphate-replete cells compared to the wild-type control, Pho1
activity in gde1D cells was only 15% lower than in wild-type cells (Fig. 4B). To gauge
whether a complete absence of these SPX proteins had the same capacity to suppress
the effects of IPP pyrophosphatase mutations seen in the STF strains, we mated spx1D
and gde1D to the asp1-STF6 CTD-T4A and asp1-STF9 CTD-T4A mutants. We also mated
them to a viable asp1-H397A strain. After sporulation and screening of random spore
populations for markers linked to the loci of interest, we obtained viable double-mu-
tant haploid progeny: spx1D asp1-H397A, spx1D STF6, spx1D STF9, gde1D asp1-H397A,
gde1D STF6, and gde1D STF9 strains. The spx1D asp1-H397A, spx1D STF6, and spx1D
STF9 mutants grew as well as wild-type cells on YES agar at all temperatures tested
(Fig. 4A), signifying that Spx1 is required to manifest the lethal effects of STF6 and
STF9. The strong derepression of Pho1 expression elicited by the asp1-H397A allele was
effaced by spx1D (Fig. 4B). Pho1 expression was also hyperrepressed by spx1D in the
double mutants bearing the asp1 STF6 and STF9 pyrophosphatase-defective alleles. We
surmise that Spx1 is required to manifest the IP8-dependent precocious lncRNA 39-
processing/termination that underlies Pho1 derepression in phosphate-replete cells.

Whereas gde1D asp1-H397A cells grew like the wild-type, the gde1D STF6 and
gde1D STF9 strains displayed a tight ts growth defect at 37°C (Fig. 4A), signifying that
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FIG 3 S. pombe Spx1. (A) Amino acid sequence of Spx1. The IPP-binding motifs in the SPX domain are highlighted
in cyan. The zinc-binding residues of the ring finger domain are shaded in gold. The coding changes in the SST-52
and SST-53 alleles are shown at the bottom. (B) Structural model of the IPP-binding SPX domain of Spx1. Stereo
view of a Phyre2 model of the IPP-binding site of Spx1, templated on the structure of Vtc4 bound to IP6 (PDB ID
5IJP). IP6 is depicted as a stick model with gray carbons and yellow phosphorus atoms. IP6-binding amino acid
side chains of Spx1 are shown as stick models with cyan carbons. Atomic contacts to the IP6 phosphates are
denoted by dashed lines. (C) Structural model of the Zn-binding RING domain of Spx1. Stereo view of a Phyre2
tertiary structure model of the ring finger domain of Spx1 (colored by secondary structure) templated on the
crystal structure of the human E3 ligase NIRF (PDB ID 1Z6U). The two zinc atoms (gold spheres) are imported from
the NIRF structure. The zinc-binding cysteine and histidine side chains of Spx1 are depicted as stick models with
beige carbons.
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not all of the deleterious effects of the STF6 and STF9 alleles were eliminated in the ab-
sence of Gde1. These findings resonate with the modest ts phenotype observed in
Fig. 1 for the Gde1 C-terminal truncation allele SST-31 in the STF3 background (STF3
being less cytotoxic than either STF6 or STF9). The impact of gde1D on Pho1 expression
in the Asp1 pyrophosphatase-defective background was quite different from that seen
for spx1D; to wit, (i) gde1D only moderately reduced (by 40%) the Pho1 derepression
caused by asp1-H397A and (ii) Pho1 expression in gde1D STF6 and gde1D STF9 cells
was derepressed to an even greater degree than in asp1-H397A (Fig. 4B). It would
appear that spx1D is a “stronger” suppressor than gde1D, with respect to rescue of IPP
toxicosis and reversal of IP8-dependent derepression of pho1 expression.

We proceeded to construct a gde1D spx1D double-mutant strain that grew well on
YES agar at 20 to 37°C (Fig. S2) and phenocopied the spx1D single mutant with respect
to hyperrepression of Pho1 expression under phosphate-replete conditions (data not
shown).

Effect of Gde1 active-site mutations and SPX domain mutations on Gde1 function
in transducing IPP toxicity. The gde1 SST-31 mutation identified in the suppressor
screen results in loss of the phosphodiesterase catalytic domain. A pertinent issue is
whether the catalytic activity of Gde1 is required to transduce the toxicity of IPP pyro-
phosphatase mutations. Structures of glycerophosphodiesterase enzymes in com-
plexes with metal cofactor and the glycerol-3-PO4 (G3P) reaction product reveal a con-
served active site (26), depicted in Fig. S3A with amino acids numbered according to
their position in fission yeast Gde1. The octahedral divalent cation coordination com-
plex is occupied by the G3P O1 and O2 atoms, a G3P phosphate oxygen, Glu845-O« ,
Asp847-Od , Glu968-O« , and a water bridged to Glu845, Asp847, and Arg811. The three
G3P phosphate oxygens are engaged to His810, Arg811, His860, and Lys970. Catalysis

FIG 4 spx1D and gde1D suppress IPP toxicity. (A) Fission yeast strains with the indicated asp1, spx1,
and gde1 alleles were spot tested for growth on YES agar at the indicated temperatures. (B) The
indicated strains were assayed for Pho1 acid phosphatase activity.
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is thought to be a two-step chemical reaction entailing (i) attack by the glycerol O2
atom on the phosphorus of the phosphodiester, leading to expulsion of the R-OH
product and formation of a glycerol-2,3-cyclic-phosphate intermediate, and (ii) attack
by water on the cyclized phosphorus to generate G3P (26). The divalent cation and the
basic amino acids that contact the phosphate presumably stabilize the transition state.
The two histidines in the active site, which respectively coordinate the glycerol O2 and
the bridging phosphate oxygen to the R-OH leaving group, are proposed to serve as
general acid-base catalysts.

Here, we replaced the chromosomal gde1 gene with alleles encoding active-site ala-
nine mutants H810A-R811A, E845A-D847A, and H860A; in each case we also replaced
the Leu1 codon with a Met codon to install a canonical translation initiation site in the
ORF. An isogenic strain encoding wild-type Gde1 with a Met1 codon was constructed
to serve as a control. The gde1-(met1)-WT and three gde1-(met1)-ala strains, which
grew well on YES agar at all temperatures (Fig. S3C), were crossed to STF6 CTD-T4A and
STF9 CTD-T4A mutants to test for sensitivity or resistance to IPP toxicity. We recovered
no viable gde1-(met1)-WT STF6, or gde1-(met1)-WT STF9 haploid progeny, signifying
that the Met1-initiated Gde1 was wild-type with respect to its conferral of sensitivity to
IPP toxicity. In contrast, the H810A-R811A, E845A-D847A, and H860A alleles were all per-
missive for the recovery of viable gde1-(met1)-ala STF6 and gde1-(met1)-ala STF9 hap-
loids that grew on YES agar at 20°C to 34°C but displayed a ts growth defect at 37°C
(Fig. 5A), similar to the gde1D STF6 and gde1D STF9 strains (Fig. 4A). We surmise that
the glycerophosphodiesterase catalytic activity of Gde1 is required for IPP toxicity
inflicted by Asp1 pyrophosphatase mutations. Pho1 acid phosphatase expression in
gde1-H810A-R811A STF6, gde1-H810A-R811A STF9, gde1-E845A-D847A STF6, gde1-E845A-
D847A STF9, gde1-H860A STF6, and gde1-H860A STF9 cells was derepressed by 15- to
16-fold versus wild-type cells (Fig. 5B).

FIG 5 Effect of Gde1 active site and SPX mutations on Gde1 function in transducing IPP toxicity. (A) S. pombe
strains bearing the indicated asp1 and gde1-(Met1) alleles were spot tested for growth on YES agar at the
indicated temperatures. (B) The indicated strains were assayed for Pho1 acid phosphatase activity.
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Phyre2 generated a tertiary structure model of the Gde1 SPX domain that we super-
imposed on the structure of the SPX domain of Chaetomium thermophilum Vtc4 in
complex with IP6 (4). The IP6 ligand from that superimposed structure (PDB ID 5IJP) is
shown in complex with the Gde1 Phyre2 model in Fig. S3B. A Tyr22-Lys26-Lys147 triad
that binds the IP6 phosphates in the Vtc4 structure corresponds to Tyr21-Lys25-
Asn139 in the fission yeast Gde1 model, where Tyr21 and Lys25 are within hydrogen
bonding distance of IP6 phosphates and Asn139 Nd is within van der Waals distance
of an IP6 phosphate (Fig. S3B). To test the effect of perturbing the putative IPP binding
surface of Gde1, we introduced a triple mutation, Y21F-K25A-N139A, into the chromo-
somal gde1 gene along with a Met1 codon. After crossing the gde1-(met1)-Y21F-K25A-
N139A cells, which grew well on YES agar at all temperatures (Fig. S3C), to STF6 CTD-
T4A and STF9 CTD-T4A cells, we recovered viable gde1-(met1)-Y21F-K25A-N139A STF6
and gde1-(met1)-Y21F-K25A-N139A STF9 haploids that grew on YES agar at 30°C and 34°C
but displayed both ts and cs growth defects at 37°C and 20°C, respectively (Fig. 5A).
Whereas we infer from these results that IPP binding by the SPX domain of Gde1 is im-
portant for IPP toxicity in the context of Asp1 pyrophosphatase mutations, it is evident
that Gde1 retains some function in this regard at colder temperatures when the IPP-
binding site is mutated. This hints that the catalytic activity of Gde1 might not be strictly
dependent on SPX-IPP interaction. Pho1 expression in gde1-Y21F-K25A-N139A STF6 and
gde1-Y21F-K25A-N139A STF9 cells was derepressed by 20-fold and 18-fold relative to
wild-type cells (Fig. 5B).

spx1D, but not gde1D, suppresses the synthetic lethality of aps1D asp1-H397A.
The initial finding that simultaneous inactivation of two IPP pyrophosphatase enzymes
(by deletion of Aps1 and pyrophosphatase active site mutation of Asp1) was lethal ush-
ered in our concept of IPP toxicosis via unconstrained precocious termination (12).
Thus, it was of interest to test if the spx1D and gde1D mutations that suppress lethality
of asp1-STF single mutants might also rescue the synthetic lethality of aps1D asp1-
H397A. To do this, we mated spx1D asp1-H397A cells with aps1D cells and gde1D asp1-
H397A cells with aps1D cells, sporulated the resulting diploids, and screened random
spores for each of the differentially marked loci of interest. In this way, we recovered
viable spx1D aps1D asp1-H397A haploid progeny. spx1D asp1-H397A aps1D cells grew
as well as the parental spx1D aps1D strain at all temperatures tested (Fig. 6A). In con-
trast, we recovered no viable gde1D aps1D asp1-H397A haploids. We surmise that
aps1D asp1-H397A exerts stronger IP8-driven toxicity than asp1-STF6 or asp1-STF9.
Whereas spx1D suppresses this extreme toxicity, gde1D cannot.

Previous studies showed that simultaneous inactivation of the Asp1 and Aps1 pyro-
phosphatases additively derepressed Pho1 expression (to acid phosphatase activity
levels of .150) in triple mutants in which the synthetic lethality of aps1D asp1-H397A
had been rescued by any of several CPF mutations (12). We find here that spx1D erased
pho1 derepression by aps1D asp1-H397A (Fig. 6B).

FIG 6 spx1D, but not gde1D, suppresses the synthetic lethality of aps1D asp1-H397A. (A) Fission yeast cells with genotypes as specified on the left were
spot tested for growth on YES agar at the indicated temperatures. (B) The indicated strains were assayed for Pho1 acid phosphatase activity.
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spx1D interdicts Pho1 derepression by Pol2 CTD mutations. The carboxy-termi-
nal domain (CTD) of the Rpb1 subunit of fission yeast Pol2 consists of 29 tandem
repeats of the consensus heptapeptide Y1S2P3T4S5P6S7. Genetic perturbations of the
Pol2 CTD can either derepress or hyperrepress Pho1 expression in phosphate-replete
cells by virtue of enhancing or reducing the propensity to cleave and polyadenylate
nascent prt lncRNA and terminate prt lncRNA transcription prior to reaching the flank-
ing pho1 mRNA promoter. For example, derepression occurs when (i) every Ser7 resi-
due is mutated to alanine in CTD-S7A cells, (ii) Ser5 is changed to alanine in every other
heptad in CTD-S5�S5A cells, and (iii) Pro6 is changed to alanine in every other heptad in
CTD-P6�P6A cells (10, 18, 29) (Fig. 7B). In light of the finding that Spx1 is strictly required
for Pho1 derepression in cells lacking Asp1 and Aps1 IPP pyrophosphatase activity
(Fig. 6B), we sought to gauge if the derepressive effect of CTD alleles S5�S5A, P6�P6A,
and S7A on pho1 depends similarly on Spx1. We mated S5�S5A, P6�P6A, and S7A strains
with a spx1D strain and recovered viable S5�S5A spx1D, P6�P6A spx1D, and S7A spx1D
double mutants that grew as well as the respective parental CTD mutants on YES agar
at 30°C (Fig. 7A). Introducing spx1D into the S5�S5A and P6�P6A backgrounds elicited ts
and cs growth phenotypes at 37°C and 20°C, respectively (Fig. 7A). The salient findings
were that the Pho1 derepression in S5�S5A (13-fold), P6�P6A (12-fold), and S7A (4-fold)
cells vis-à-vis the wild-type was eliminated in the absence of Spx1, such that Pho1 ac-
tivity in the double mutants was reduced to the level seen in wild-type cells (Fig. 7B).

spx1D squelches Pho1 derepression elicited by a gain-of-function mutation in
termination factor Seb1. By performing a forward genetic screen for relief of lncRNA
interference with pho1 expression, we uncovered a mutation, G476S, in the RNA-binding
domain of essential termination factor Seb1 that evokes precocious lncRNA termination
in response to 59-proximal poly(A) sites in a manner dependent on the cleavage and
polyadenylation factor (CPF), the termination factor Rhn1, and inositol pyrophosphate

FIG 7 spx1D interdicts Pho1 derepression by Pol2 CTD mutations. (A) Serial 5-fold dilutions of fission yeast
strains (as specified on the left) were spot tested for growth on YES agar at the indicated temperatures. (B) The
indicated strains were assayed for Pho1 acid phosphatase activity.
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synthesis (30). Multiple lines of evidence point to Seb1-G476S as a unique gain-of-func-
tion mutation in a Pol2 transcription termination factor (30). To query epistasis between
seb1-G476S and spx1D, we constructed a seb1-G476S spx1D double mutant, which grew
well on YES agar at 30°C to 37°C (Fig. 8A). spx1D exacerbated the cold-sensitive pheno-
type of the seb1-G476S single-mutant (slow growth at 20°C) such that seb1-G476S spx1D
cells failed to grow at 20°C and grew slowly at 25°C (Fig. 8A). We found that the Pho1
derepression in seb1-G476S cells vis-à-vis wild-type was attenuated in the absence of
Spx1, such that Pho1 activity in the double mutant was reduced to the level seen in
wild-type cells (Fig. 8B).

Transcriptome profiling of the spx1D strain. We performed transcriptome sequenc-
ing (RNA-seq) on poly(A)1 RNA isolated from spx1D cells and from the parental wild-type
strain. cDNAs obtained from three biological replicates (using RNA from cells grown to
mid-log phase in YES medium at 30°C) were sequenced for each strain. Read densities for
individual genes were highly reproducible between biological replicates (Pearson coeffi-
cients of 0.95 to 0.99). A cutoff of 62-fold change in normalized transcript read level and
an adjusted P value of #0.05 were the criteria applied to derive an initial list of differen-
tially expressed annotated loci in the spx1D mutant versus the parental wild-type control.
We then focused on differentially expressed genes with average normalized read counts
of $100 in either strain in order to eliminate transcripts that were expressed at very low
levels in vegetative cells. We thereby identified 173 annotated protein-coding genes that
were upregulated by these criteria in spx1D cells and 132 coding genes that were down-
regulated (Table S1).

The most highly downregulated subset ($8-fold decrement) embraced seven genes,
including phosphate homeostasis genes pho1 and pho84. Inspection of the RNA-seq
reads at the tandem chromosomal pho84 pho1 gene cluster (Fig. 9) showed that (i) the
pho84 and pho1 mRNAs that were present in wild-type cells were eliminated in spx1D
cells and (ii) the residual transcripts from these two loci present in spx1D cells corre-
sponded to the prt2 and prt lncRNAs that initiate from upstream lncRNA promoters and
terminate at the pho84 and pho1 poly(A) sites, respectively. Moreover, the read counts
over the prt2 and prt lncRNA transcription units preceding the mRNA start site are higher
(by 2.4-fold and 3.4-fold, respectively) in spx1D cells than wild-type cells, consistent with
increased lncRNA transcriptional interference as the basis for the Pho1 hyperrepression

FIG 8 spx1D squelches Pho1 derepression by a gain-of-function mutation in termination factor Seb1. (A) Serial
5-fold dilutions of fission yeast strains (as specified on the left) were spot tested for growth on YES agar at the
indicated temperatures. (B) The indicated strains were assayed for Pho1 acid phosphatase activity.

Schwer et al. ®

January/February 2022 Volume 13 Issue 1 e03476-21 mbio.asm.org 12

https://mbio.asm.org


seen in spx1D cells. The subset of 23 genes that were upregulated by $8-fold included
11 genes connected with fission yeast meiosis. We were initially surprised to find that the
PHO gene tgp1 was upregulated 8-fold in spx1D cells, this being a rare case in which there
is such a divergent effect on expression levels within the PHO regulon. However, inspec-
tion of the reads across the tgp1 locus showed clearly that the apparent increase in RNAs
derived from the tgp1 ORF was caused by an increase in the production of a nc-tgp1–tgp1
read-through lncRNA in spx1D cells (evinced by a 3.4-fold increase in read density over
the nc-tgp1 lncRNA segment preceding the tgp1 transcript) rather than an increase in the
tgp1mRNA (Fig. 9).

Effect of SPX domain mutations and RING finger mutations on Spx1 function in
transducing IPP toxicity. The SPX domain of Spx1 spans aa 1 to 350. A Phyre2 tertiary
structure model of the IPP-binding site of Spx1, templated on the Vtc4 crystal structure
(4), is shown in Fig. 3B. The N-terminal IPP-binding 22YxxxKxxxK30 motif of Vtc4 is con-
served in Spx1 as 26YxxxKxxxK34. To interrogate the requirement for the Spx1 IPP-bind-
ing site, we introduced a Y26A-K30A-K34A triple-alanine mutant allele at the chromo-
somal spx1 locus, flanked by a G418 resistance marker. The spx1-Y26A-K30A-K34A strain
grew as well as the wild-type on YES agar (Fig. 10A). Phyre2 predicted a tertiary struc-
ture for the RING finger domain of Spx1 (aa 336 to 438) (Fig. 3C) templated on the crys-
tal structure of the human E3 ligase NIRF (PDB ID 1Z6U). Alignment of these two RING
domains highlighted 33 positions of amino acid side chain identity/similarity within
the homologous 103-aa polypeptide segment. To probe whether the putative E3 ligase
activity of Spx1 is required to transduce the toxicity of IPP pyrophosphatase mutations,
we made a series of three double-alanine mutations of the zinc-binding RING finger
amino acids (shown in Fig. 3C, in which the two zinc atoms from PDB entry 1Z6U were
superimposed on the Phyre2 model of Spx1). The spx1 alleles C374A-C377A, C394A-
C397A, and C409A-C412A were introduced at the chromosomal spx1 locus. These spx1-
(CC-AA) strains grew as well as the wild-type on YES agar (Fig. 10A).

To see if the IPP-binding site and RING finger mutations conferred resistance to IPP
toxicity, the Y26A-K30A-K34A, C374A-C377A, C394A-C397A, and C409A-C412A strains
were crossed to STF6 CTD-T4A and STF9 CTD-T4A mutants. We selected serially a large
population of random spores for the drug-resistance markers flanking the asp1 STF6
and STF9 alleles and for the resistance gene flanking spx1 and then screened for ab-
sence of the nourseothricin-resistance marker linked to rpb1-CTD-T4A. We thereby
recovered viable spx1-Y26A-K30A-K34A asp1-STF6 and spx1-Y26A-K30A-K34A asp1-STF9
cells and all six combinations of viable spx1-(CC-AA) asp1-STF6 and spx1-(CC-AA) asp1-
STF9 haploids that grew on YES agar at all temperatures tested (Fig. 10A), thus pheno-
copying spx1D in this regard. We surmise that IPP binding by Spx1 and the integrity of

FIG 9 spx1D dysregulates transcription of the fission yeast PHO regulon. Strand-specific RNA-seq read densities
(counts/base/million, averaged in a 25-nucleotide [nt] window) of the indicated strains are plotted on the y axis
as a function of position across the nc-tgp1–tgp1, prt2–pho84, and prt–pho1 loci (x axis). The read densities
were determined from cumulative counts of all three RNA-seq replicates for each S. pombe strain. The y axis
scale for each track is indicated. The common x axis scale is shown on the bottom left. The individual lncRNA
or mRNA transcripts are labeled and shown to scale as black arrows in the direction of their synthesis. The
broken arrow indicates an extended nc-tgp1–tgp1 read-through lncRNA.
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the Spx1 RING finger are necessary for asp1-STF mutants to elicit lethal IPP toxicosis.
The spx1-Y26A-K30A-K34A, C374A-C377A, C394A-C397A, and C409A-C412A alleles also
mimicked spx1D in hyperrepressing Pho1 and blocking derepression of Pho1 in the
STF6 and STF9 backgrounds (Fig. 10B), signifying that IPP-binding and the RING finger
are both required to transduce IPP signaling that alleviates transcriptional interference
at the prt–pho1 locus.

Deletions of SPX domain-containing Vtc2 and Vtc4 subunits of vacuolar
polyphosphate polymerase suppress lethal IPP toxicity. The fission yeast proteome
includes four other SPX domain proteins: Vtc4, Vtc2, Plt1, and SPCC1827.07c. Vtc4 and
Vtc2 are paralogous subunits of the yeast vacuolar transporter chaperone (VTC) com-
plex that synthesizes inorganic polyphosphate and simultaneously imports the poly-
phosphate into the yeast vacuole (21, 31). Polyphosphate synthesis by the VTC requires
the proton gradient across the vacuolar membrane established by the resident V-type
H1-ATPase (31). Vtc4 is the catalytic subunit of the polyphosphate polymerase; it con-
sists of (i) a cytoplasmically facing N-terminal SPX domain and central polymerase do-
main and (ii) a C-terminal membrane anchor domain. The Vtc4 polymerase domain,
which catalyzes manganese-dependent transfer of a nucleoside triphosphate (NTP)
g-phosphate to an inorganic pyrophosphate or phosphate primer (21), is a member of
the triphosphate tunnel metalloenzyme (TTM) family (32, 33). Vtc2 is homologous to
Vtc4, but its TTM domain is catalytically inactive. Polyphosphate synthesis by the

FIG 10 Effect of SPX and RING finger mutations on Spx1 function in transducing IPP toxicity. (A) Serial 5-fold
dilutions of fission yeast strains bearing the indicated spx1 alleles in asp1-WT, -STF6, or -STF9 backgrounds were
spot tested for growth on YES agar at the indicated temperatures. (B) The indicated strains were assayed for
Pho1 acid phosphatase activity.
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budding yeast VTC complex in isolated vacuoles is stimulated ;20-fold by submicromo-
lar concentrations of IPPs, with 1,5-IP8 being at least 20-fold more potent than 5-IP7 or 1-
IP7 based on the 50% effective concentration (EC50) (34). Simultaneous missense muta-
tion of single amino acids in the IPP-binding sites of both SPX domains within the vacuo-
lar VTC complex abolished IP7-stimulated polyphosphate synthesis (4).

Here, we queried whether the SPX domain VTC subunits Vtc4 and Vtc2 might play a
role in transducing toxicity signals generated in Asp1 pyrophosphatase mutant back-
grounds. We constructed vtc4D and vtc2D strains in which the respective open reading
frames were deleted and replaced by drug-resistance markers. vtc2D cells grew as well
as wild-type cells on YES agar at all temperatures tested; vtc4D cells grew like wild-type
cells at 20 to 34°C but formed slightly smaller colonies at 37°C (Fig. 11A). Pho1 acid
phosphatase activity in vtc2D cells was identical to that in wild-type cells; Pho1 expres-
sion in vtc4D cells was half that in wild-type cells (Fig. 11B). After mating vtc4D and
vtc2D to asp1-STF6 CTD-T4A and asp1-STF9 CTD-T4A strains and screening a random
spore population for markers linked to the loci of interest, we obtained viable double-
mutant vtc4D STF6, vtc4D STF9, vtc2D STF6, and vtc2D STF9 haploid progeny, signifying
that loss of SPX-domain VTC subunits suppressed lethal IPP toxicosis. The vtc4D STF6,
vtc4D STF9, vtc2D STF6, and vtc2D STF9 strains grew well at 30°C to 37°C but were sick
at 25°C and failed to form colonies at 20°C (Fig. 11A). Pho1 activity in vtc4D STF6, vtc4D

FIG 11 Deletions of SPX domain-containing Vtc2 and Vtc4 subunits of vacuolar polyphosphate polymerase
suppress lethal IPP toxicity. (A) Serial 5-fold dilutions of fission yeast strains bearing the indicated vtc2 or vtc4
alleles in asp1-WT, -STF6, -STF9, or -H397A backgrounds were spot tested for growth on YES agar at the
indicated temperatures. (B) The indicated strains were assayed for Pho1 acid phosphatase activity.
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STF9, vtc2D STF6, and vtc2D STF9 cells was derepressed by 15-fold versus that in wild-
type cells (Fig. 11B). Thus, it appeared that vtc2D and vtc4D were less potent suppres-
sors of IPP toxicity and less potent squelchers of IPP-dependent Pho1 derepression
than spx1D.

To focus on the potential contributions of the VTC complex to IP8-driven upregula-
tion of pho1 in the absence of IPP toxicosis, we mated vtc4D and vtc2D strains to a
asp1-H397A strain and compared Pho1 expression in the vtc4D asp1-H397A and vtc2D
asp1-H397A double mutants to that in the asp1-H397A single mutant. The Vtc4 and
Vtc2 deletions reduced Pho1 expression in asp1-H397A cells by 37% (Fig. 11C), which
mimics the 40% reduction in gde1D asp1-H397A versus asp1-H397A cells but contrasts
sharply with the 98% reduction seen in spx1D asp1-H397A versus asp1-H397A (Fig. 4B).

To test if vtc4D could suppress the synthetic lethality of aps1D asp1-H397A, we
mated the vtc4D asp1-H397A strain with the aps1D strain, sporulated the resulting dip-
loids, and screened a large population of random spores for each of the differentially
marked loci of interest. No viable vtc4D aps1D asp1-H397A haploids were recovered.

Effect of Vtc4 polyphosphate polymerase active site and SPX domain IPP binding
site mutations on Vtc4 function in transducing IPP toxicity. A pertinent issue is
whether the catalytic activity of Vtc4 in polyphosphate synthesis is required to mani-
fest the toxicity of IPP pyrophosphatase mutations. Structure-guided mutagenesis of
the active site of the catalytic domain of budding yeast Vtc4 identified ATP-binding
residues Arg264 and Arg266 as essential for polyphosphate synthesis in vitro and for
cellular polyphosphate accumulation in vivo (21). The equivalent active site residues in
fission yeast Vtc4 are Arg262 and Arg264. Here, we replaced the chromosomal vtc4
gene with an allele encoding the active site R262A-R264A mutant and a downstream
flanking G418 resistance marker. The vtc4-R262A-R264A strain grew as well as an iso-
genic vtc4-WT strain bearing the same flanking marker (Fig. S4).

Mating the vtc4-R262A-R264A strain to STF6 CTD-T4A and STF9 CTD-T4Amutants, fol-
lowed by screening of large populations of random spores for the drug resistance
markers flanking the vtc4 and asp1 alleles, yielded viable vtc4-R262A-R264A asp1-STF6
and vtc4-R262A-R264A asp1-STF9 cells that grew well on YES agar at 30 to 37°C but
were slow growing at 25°C and failed to form macroscopic colonies at 20°C (Fig. S4),
thereby phenocopying vtc4D in this regard. We conclude that the polyphosphate poly-
merase activity of Vtc4 is necessary for asp1-STFmutants to trigger lethal IPP toxicosis.

The SPX domain of fission yeast Vtc4 spans aa 1 to 350 and includes a conserved N-
terminal IPP-binding 22YxxxKxxxK30 motif (4). To interrogate the requirement for the
Vtc4 IPP-binding site, we introduced a Y22A-K26A-K30A triple-alanine mutant allele at
the chromosomal vtc4 locus, flanked by a G418 resistance marker. The vtc4-Y22A-K26A-
K30A strain grew as well as the vtc4-WT strain on YES agar (Fig. S4).

After mating of the vtc4-Y22A-K26A-K30A strain to STF6 CTD-T4A and STF9 CTD-T4A
mutants and ensuing random spore analysis, we were unable to obtain viable vtc4-
Y22A-K26A-K30A asp1-STF6 or vtc4-Y22A-K26A-K30A asp1-STF9 haploid progeny, signify-
ing that the IPP-binding site in the Vtc4 SPX domain is not necessary to elicit IPP
toxicosis.

Deletions of SPX proteins Plt1 and SPCC1827.07c (Spx2) do not suppress lethal
IPP toxicity. There are two other SPX domain-containing proteins in the fission yeast
proteome. Plt1, a putative low-affinity transmembrane inorganic phosphate trans-
porter homologous to budding yeast Pho87, is an 867-aa polypeptide composed of an
N-terminal SPX domain and a C-terminal transporter domain. SPCC1827.07c, a putative
membrane protein homologous to budding yeast Syg1, is a 682-aa protein composed
of an N-terminal SPX domain and a C-terminal EXS domain. Here, we refer to
SPCC1827.07c as Spx2. We constructed plt1D and spx2D strains in which the respective
open reading frames were deleted and replaced by drug resistance markers. spx2D
cells grew as well as wild-type cells on YES agar at all temperatures tested (Fig. S5A).
plt1D cells grew like wild-type cells at 20°C to 34°C but formed smaller colonies at 37°C
(Fig. S5A). Pho1 acid phosphatase activity in phosphate-replete plt1D and spx2D cells
was 70% of wild-type activity (Fig. S5B). After mating plt1D and spx2D to asp1-STF6
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CTD-T4A and asp1-STF9 CTD-T4A strains and screening a large random spore popula-
tion for markers linked to the loci of interest, we did not recover any viable plt1D STF6,
plt1D STF9, spx2D STF6, or spx2D STF9 haploid progeny. Thus, it is not the case that ev-
ery SPX protein plays a role in transducing IPP toxicity of asp1-STF6 and asp1-STF9
alleles.

spx1D delays the onset of the phosphate starvation response.Wild-type and spx1D
cells were grown in liquid culture in YES medium, washed with water, and then incubated
in synthetic medium lacking exogenous phosphate. Aliquots of the cultures were assayed
for Pho1 acid phosphatase activity prior to and at hourly intervals after transfer to phos-
phate-free medium. Wild-type cells respond to phosphate starvation by derepressing
pho1 transcription and thereby steadily accumulating Pho1 enzyme during the interval
from 1 to 6 h poststarvation (Fig. 12A). spx1D cells, which have a lower basal level of Pho1
expression, experienced a prolonged lag phase of about 3 h prior to the onset of Pho1
accumulation, after which activity increased with virtually the same slope as seen in wild-
type cells (Fig. 12A). Comparison of the two kinetic profiles indicates that spx1D elicited a
2-h delay in the phosphate starvation response. A similar delay in the onset of induction
of the PHO gene tgp1 occurs when 59-proximal poly(A) signals in the nc-tgp1 lncRNA are
mutated (11), from which it was surmised that precocious lncRNA termination contributes

FIG 12 spx1D delays the onset of the phosphate starvation response. (A) Wild-type and spx1D cells
were assayed for Pho1 acid phosphatase activity prior to (time zero) and at hourly intervals after
transfer to PMG medium lacking phosphate. (B) Time course of Pho1 induction in response to
phosphate starvation in vtc4D, vtc2D, and vtc2D spx1D cells. The indicated strains were assayed for
Pho1 acid phosphatase activity prior to (time zero) and at hourly intervals after transfer to PMG
medium lacking phosphate. Data are the averages and SEM from three independent experiments.
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to an early phase of starvation-induced PHO gene derepression in which the lncRNA pro-
moter remains active. The starvation response is then fully consolidated by turning off the
interfering lncRNA promoters. By extension, the spx1D delay in the starvation response
might reflect a requirement for Spx1 during the early transition to precocious lncRNA
termination.

A caveat to this idea ensues from a recent report from the Takeda lab in which they
identified Spx1 (which they named Pqr1) as necessary to maintain the viability of fis-
sion yeast during quiescence induced by nitrogen starvation (35). They noted that the
total cellular phosphate content of nitrogen-starved pqr1D mutant yeasts was 4-fold
greater than that of a nitrogen-starved wild-type strain and suggested that hyperaccumu-
lation of intracellular phosphate underlies the shortened chronological life span of nitro-
gen starved pqr1D cells. In support of that proposal, they found that omission of phos-
phate from the medium extended the life span of nitrogen-starved pqr1D cells. The
higher total phosphate content seen in the absence of Pqr1/Spx1 was largely attributable
to an increase in the intracellular content of inorganic polyphosphate synthesized by VTC
(35). Here, we employed an optimized protocol to recover polyphosphates from whole-
cell extracts (36), which were analyzed by polyacrylamide gel electrophoresis and stained
with toluidine blue to gauge the polyphosphate content of phosphate-replete wild-type,
spx1D, and vtc4D cells. We thereby affirmed that polyphosphate levels are higher in the
absence of Spx1 and undetectable in the absence of Vtc4 (Fig. 13A and B). (The residual
toluidine blue staining material near the top of the gel in the vtc4D sample is RNA.) Thus,
it is possible that the delay we see in the phosphate starvation response in spx1D cells
reflects a higher starting level of vacuolar polyphosphate, which can be catabolized to in-
tracellular phosphate, so that it takes longer to deplete the phosphate pool to the point
at which PHO gene transcription is derepressed.

A corollary to this line of thought is that ablating the intracellular pool of inorganic
polyphosphate ought to accelerate or potentiate the phosphate starvation response
by removing a buffer to cellular phosphate depletion. Indeed, we saw that the kinetics
of Pho1 induction were hastened by about an hour in vtc4D and vtc2D cells compared

FIG 13 Effect of Spx1, Vtc4, Asp1, and Aps1 mutations on cellular polyphosphate content. Total polyphosphate prepared from the indicated fission yeast
strains was analyzed by PAGE and visualized by staining with toluidine blue. The position of the Orange G dye marker is indicated.
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to wild-type cells, whereby Pho1 activity in the vtc4D and vtc2D mutants was higher
than that in wild-type cells at every time point sampled from 2 to 6 h poststarvation
(Fig. 12B). We reasoned that if the sluggish starvation response in spx1D cells reflected
a larger starting pool of polyphosphate, then the delay in Pho1 induction should be
abolished by mutation of VTC. To test this, we constructed a spx1D vtc2D double mu-
tant and found that its starvation response was also hastened compared to that of
wild-type cells (Fig. 12B).

Lack of correlation between total polyphosphate levels and suppression of IPP
toxicosis. Pascual-Ortiz et al. reported recently that cellular polyphosphate levels cor-
relate with the levels of IP8 synthesized by Asp1 (37). In agreement with their findings,
we see that the polyphosphate content of asp1D and asp1-D333A cells, which fail to
synthesize IP8 and have elevated levels of IP7, is clearly reduced compared to that of
the wild-type, albeit not depleted completely as in vtc4D cells (Fig. 13A). The polyphos-
phate content of the IPP pyrophosphatase-defective aps1D strain appears slightly
higher than that of the wild-type (especially the population of shorter polymers run-
ning at the same rate as or faster than the Orange G dye), though not as elevated as in
the spx1D strain (Fig. 13A). Note that Aps1-type IPP pyrophosphatase enzymes are
also active as endopolyphosphatases (38, 39), raising the possibility that the increase in
polyphosphate in aps1D cells reflects a contribution of Aps1 to polyphosphate turn-
over. The salient finding here is that the increase in polyphosphate content in the
spx1D strain is eliminated in asp1D spx1D and asp1-D333A spx1D double mutants,
where the polyphosphate levels mirror those of the asp1D and asp1-D333A single
mutants (Fig. 13A). We surmise that IP8 activation of the VTC complex is necessary to
achieve the increased polyphosphate content in spx1D cells.

asp1-STF6 spx1D cells accumulate markedly elevated levels of polyphosphate com-
pared to wild-type and asp1-H397A spx1D cells (Fig. 13B). In contrast, asp1-STF6 vtc4D
cells have no detectable polyphosphate (Fig. 13B). It is apparent from these data that
the suppression of the lethal IPP pyrophosphatase mutation asp1-STF6 by spx1D and
vtc4D cannot be correlated with their diametrically opposite impact on total cellular
polyphosphate content. Note that asp1-STF6 gde1D cells also have elevated polyphos-
phate content relative to the wild-type (Fig. 13B).

DISCUSSION

The lethality of the STF alleles of Asp1 that truncate the IPP pyrophosphatase do-
main while preserving the kinase domain, and of the asp1-H397A aps1D double mutant
that inactivates two IPP pyrophosphatase enzymes, is exerted via the agonistic effects
of too much IP8 on RNA 39-processing and transcription termination (12, 19). In princi-
ple, we can envision three ways to genetically ameliorate IPP toxicity in those IPP pyro-
phosphatase mutant strains: (i) by mutations of Pol2 or components of the 39-proc-
essing/termination machinery that dampen the impact of toxic IP8 levels on Pol2
termination, (ii) by mutations that limit IPP synthesis or accelerate IPP decay so as to
blunt the increase in IP8 levels when Asp1 and Aps1 IPP pyrophosphatases are
crippled, and (iii) by mutations in hypothetical intermediary factors that transduce
IP8 signals to the Pol2 transcription and RNA processing apparatus.

The results of the present SST screen consolidate the case for 39-processing/termi-
nation as the proximal cause of IPP toxicosis via the identification of a hypomorphic
mutation of the essential Cft1 subunit of CPF as a suppressor of lethal Asp1 pyrophos-
phatase mutations. This result accords with prior findings that IPP toxicosis is sup-
pressed by deletion or loss-of-function mutations of the five inessential CPF subunits
(Ppn1, Swd22, Ssu72, Dis2, and Ctf1) and of the termination factor Rhn1 (12, 19).
Although the SST screen is clearly not yet saturated, it is noteworthy that we did not
recover suppressors in genes with an immediate connection to inositol pyrophosphate
synthesis or decay, notwithstanding that a most obvious way to mask the effects of IPP
pyrophosphatase mutations that increase IP8 would be via a mutation in the Asp1 ki-
nase domain that abolishes IP8 synthesis. Expanding the SST screen might eventually
yield such suppressor mutations.
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The most instructive outcome of the SST screen was the identification of loss-of-
function mutations of SPX domain proteins Spx1 and Gde1, which in turn inspired a
survey of the other four fission yeast SPX proteins that implicated Vtc4 and Vtc2 as
additional agents of IPP toxicosis. SPX domains are regarded as IPP sensors (4). We find
that alanine mutations of the IPP-binding sites of Spx1 and Gde1 phenocopy spx1D
and gde1D with respect to relief of IPP toxicity. These results allow us to envision a
genetic scenario whereby IPP binding to Spx1 and Gde1 domain is necessary to exert
IPP toxicity. This is not the case for Vtc4, insofar as the IPP-binding site mutation in its
SPX domain does not interdict IPP toxicity. Because the SPX domains in Gde1, Spx1,
and the VTC complex are fused to flanking domain modules with known or imputed
enzymatic activity, we queried the contributions of those activities to IPP toxicosis by
introducing alanine mutations in the Gde1 and Vtc4 active sites and the Spx1 RING
module. We thereby found that the Gde1 glycerophosphodiesterase, Vtc4 polyphos-
phate polymerase, and Spx1 RING ubiquitin ligase were necessary for IPP toxicosis. It is
established that IPPs bound to the SPX domain are potent allosteric activators of the
polyphosphate synthesis by the yeast VTC complex (34) and that fission yeast poly-
phosphate levels increase in IPP pyrophosphatase-defective asp1-H397A cells that have
elevated levels of IP8 (37). We envision that IPP binding to the SPX domains of Gde1
and Spx1 regulates their enzymatic activities as well. The salient questions are how
Gde1, Spx1, and VTC enable IPP toxicosis.

The enzymatic activity of Gde1 mobilizes inositol and inositol phosphates from
phosphatidyl inositol and phosphoinositides, thereby providing upstream precursors
for the synthesis of IP6 and, ultimately, IPPs. A parsimonious explanation for why loss
of Gde1, or its catalytic activity, suppresses IPP toxicosis is that it reduces the available
precursor pool for IP8 generation and thereby the impact of IPP pyrophosphatase loss-
of-function mutations.

At this stage, any accounting for how polyphosphate synthesis by the VTC complex
contributes to IPP toxicosis is highly speculative. Studies in budding yeast indicate that
forced accumulation of nonphysiological levels of polyphosphate outside the vacuole
(achieved via expression of a bacterial polyphosphate kinase in yeast) is per se cyto-
toxic (31). Coupling of VTC-mediated polyphosphate polymerase activity to vacuolar
import of the polyphosphate product is seen as a means to avoid such toxicity (31).
However, there is evidence that (i) vacuolar polyphosphate constitutes most but not all
(;80%) of the total polyphosphate in budding yeast, (ii) there is a pool of nuclear poly-
phosphate (dependent on Vtc4), and (iii) the nuclear polyphosphate pool persists in
yeast cells engineered so that the intravacuolar pool of polyphosphate is depleted (40,
41). Indeed, a population of the Vtc2-containing VTC complex is localized around the
nucleus in phosphate-replete cells (31). Thus, one can speculate that extraphysiological
levels of IP8 that stimulate Vtc4 polyphosphate polymerase activity in IPP pyrophos-
phatase-dead mutants might promote the accumulation of polyphosphate in the fis-
sion yeast nucleus.

Polyphosphate can exert effects on cell physiology via nonenzymatic lysine pyro-
phosphorylation of target proteins in vivo, including nuclear proteins such as DNA to-
poisomerase I, Nsr1, and ribosome biogenesis factors (40–42). If lysine pyrophosphoryla-
tion contributes to IPP toxicosis (e.g., by modification of a component of the transcription
apparatus), then it is expected that Vtc2- and Vtc4-null mutants would ameliorate the tox-
icity by eliminating the available nuclear polyphosphate pool. This scenario is consistent
with our finding that a polyphosphate polymerase active site mutation R262A-R264A in
Vtc4 that eliminates polyphosphate accumulation in fission yeast (Fig. S6) can suppress
IPP toxicosis. In contrast, mutating the IPP-binding site in the Vtc4 SPX domain did not
rescue IPP toxicity and only slightly reduced total polyphosphate content versus that in
the wild-type (Fig. S6). It is noteworthy that mutating the Vtc4 SPX domain had less
impact on polyphosphate content than did prevention of IP8 synthesis via deletion of
Asp1 (compare Fig. S6 and Fig. 13A). A previous study documenting the importance of
IPP binding to the VTC complex for polyphosphate synthesis by isolated yeast vacuoles
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was based on the effects of simultaneously mutating the IPP-binding residues of both
SPX domains of the VTC complex (4). The present findings suggest that IPP binding to
the SPX domain of fission yeast Vtc2 suffices for activation of the Vtc4 polyphosphate po-
lymerase in vivo in the absence of IPP binding to Vtc4.

It is apparent that loss of Spx1 (or targeted mutations of its SPX and RING modules)
is far more potent in overcoming IPP toxicosis than loss of Gde1 or VTC, insofar as (i)
spx1D is able to suppress the lethality of asp1-H397A aps1D, while gde1D and vtc4D are
not; (ii) Spx1 mutations erase the derepression of Pho1 that is characteristic of IPP
pyrophosphatase mutants, whereas Gde1 and VTC mutations do not; and (iii) spx1D
strongly hyperrepresses Pho1 in otherwise wild-type cells, but Gde1 and VTC muta-
tions do not. Moreover, spx1D reverses the derepression of Pho1 elicited by alanine
substitutions at Pol2 CTD positions Ser5, Pro6, and Ser7 and by Seb1-G476S. Because
IPP pyrophosphatase and the aforementioned CTD and Seb1 mutations exert their re-
spective cytotoxicity and/or derepression of the PHO genes via overzealous or preco-
cious 39-processing and transcription termination, it suggests that Spx1 might function
in transducing an IP8-driven signal to the transcription and processing machinery.

In support of a transcriptional role for Spx1, the RNA-seq analysis of spx1D cells
shows that the hyperrepression of pho1, pho84, and tgp1 mRNAs is accompanied by an
increase in the levels of read-through of the PHO-interfering lncRNAs prt, prt2, and nc-
tgp1 into the adjacent PHO mRNA transcription units. We can speculate that IP8 acti-
vates the Spx1 RING domain, leading to ubiquitylation of a component of the tran-
scription/processing machinery that results in precocious termination and that this
effect would be tunable by cellular IP8 levels. Absence of such ubiquitylation in spx1D
cells would result in less efficient 39-processing/termination that suffices to overcome
the agonistic effects of IPP pyrophosphatase, CTD, and Seb1 mutations.

In an alternative scenario, Spx1 could be a positive regulator of IP8 synthesis (e.g.,
via an activating ubiquitylation of the Asp1 kinase domain or an inactivating ubiquity-
lation of a hypothetical inhibitor of IPP synthesis) such that spx1D cells would be defi-
cient in IP8 synthesis. Although spx1D cells resemble Asp1 kinase null (asp1D) or Asp1
kinase-dead (asp1-D333A) mutants with respect to hyperrepression of the PHO genes
and attenuation of Pho1 derepression by CTD-S7A (12) and seb1-G476S (30), the Spx1-
null and Asp1 kinase mutant phenotypes diverge in ways that argue against attribut-
ing spx1D suppression of IPP toxicosis to a deficiency of IP8. Specifically, (i) lack of IP8
in asp1D cells results in depletion of the cellular pool of inorganic polyphosphates syn-
thesized by the IP8-dependent VTC complex, whereas lack of Spx1 leads to an increase
in cellular polyphosphate, and (ii) asp1D is synthetically lethal with CPF ppn1D,
swd22D, and ssu72-C13S loss-of-function mutants (12), whereas spx1D ppn1D, spx1D
swd22D, and spx1D ssu72-C13S double mutants are viable (Fig. S7). Although it
appears, on the surface, contradictory that IPP toxicity is ameliorated by spx1D, which
increases total polyphosphate content, and by vtc4D, which eliminates polyphosphate
production, the conundrum can be rationalized if the increase in spx1D cells is con-
fined to the vacuole, where it can serve as a source of mobilizable phosphate during
acute phosphate starvation, thereby accounting for the observed delay in pho1 induc-
tion in phosphate-starved spx1D cells.

MATERIALS ANDMETHODS
Spot tests of fission yeast growth. Cultures of S. pombe strains were grown in liquid YES (yeast

extract with supplement) medium until A600 reached 0.5 to 0.8. The cultures were adjusted to an A600 of
0.1, and aliquots (3 mL) of serial 5-fold dilutions were spotted to YES agar. The plates were photographed
after incubation for 2 days at 34°C, 2.5 days at 30°C and 37°C, 4 days at 25°C, and 6 days at 20°C.

Acid phosphatase activity. Cells were grown at 30°C in YES medium. Aliquots of exponentially grow-
ing cultures were harvested, washed with water, and resuspended in water. To quantify acid phosphatase
activity, reaction mixtures (200 mL) containing 100 mM sodium acetate (pH 4.2), 10 mM p-nitrophenylphos-
phate, and cells (ranging from 0.01 to 0.1 A600 unit) were incubated for 5 min at 30°C. The reactions were
quenched by addition of 1 mL of 1 M sodium carbonate, the cells were removed by centrifugation, and the
absorbance of the supernatant at 410 nm was measured. Acid phosphatase activity is expressed as the ratio
of A410 (p-nitrophenol production) to A600 (cells). The data are averages (and standard error of the mean
[SEM]) for at least three assays using cells from three independent cultures.
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Whole-genome sequencing and mapping suppressor mutations. After PicoGreen quantification
and quality control by Agilent Bioanalyzer, 500-ng aliquots of genomic DNA from the four SST strains
were sheared using a LE220-plus focused ultrasonicator (Covaris catalog number 500569), and sequenc-
ing libraries were prepared using the KAPA Hyper Prep kit (Kapa Biosystems KK8504) with modifications.
DNA libraries were subjected to size selection by mixture with 0.5 vol of AMPure XP beads (Beckman
Coulter catalog number A63882) after postligation cleanup. Libraries were not amplified by PCR and
were pooled equivolume for sequencing. Samples were run on a NovaSeq 6000 in a 150-bp/150-bp
paired-end run using the NovaSeq 6000 SBS v1 kit and an S1 flow cell (Illumina). The average number of
read pairs per sample was 10 million. The sequencing data from SST strains were aligned to the genome
using Bowtie2 (43). The resulting SAM files were converted to BAM files using SAMtools (44). Variants
were identified by comparing the parental STF genome (19) to the mutant SST genome using BCFtools
(45) with the criteria of an adjusted mapping quality of 40, a minimum base quality of 20, and disabled
probabilistic realignment for the computation of base alignment quality for considering variations or
insertion-deletion events. The multiallelic caller protocol was used for variant calling in BCFtools.
Variants were annotated using SnpEff, with its in-built genome version for S. pombe (46). Variants were
further filtered by removing all variations with an average mapping quality #25 (Phred scale). All var-
iants present in the parental strain were excluded as noncausal mutations.

Gene deletions. PCR amplification and standard cloning methods were employed to construct plas-
mids in which a kanMX cassette (47) is flanked by 460- to 830-bp gene-specific DNA segments corre-
sponding to genomic sequences upstream and downstream of the ORF, thereby deleting spx1
(SPAC6B12.07c) from nucleotides 11 to 11413 (relative to the translational start codon, 11), gde1 from
nucleotides 1164 to 13418, vtc2 from nucleotides 18 to 12412, vtc4 from nucleotides 11 to 12178,
plt1 from nucleotides 11 to 12853, and spx2(SPCC1827.07c) from nucleotides 115 to 12427. The dis-
ruption cassettes were excised from the plasmids and transfected into diploid S. pombe cells. G418-re-
sistant transformants were selected and analyzed by Southern blotting to confirm correct integration at
one of the loci. Heterozygous diploids were sporulated and G418-resistant haploids were isolated. A
nourseothricin-resistant vtc2D::natMX strain was generated by marker switching (48).

Allelic replacements. To generate strains harboring the marked wild-type and mutated spx1, gde1,
or vtc4 alleles, we first constructed Bluescript-based plasmids containing integration cassettes for each
of the alleles, via PCR amplification and standard cloning methods. The integration cassette for wild-
type spx1 consists of four elements in series from 59 to 39: (i) a 2.16-kb DNA segment of genomic DNA
spanning 2700 to 11460 (relative to the translational start codon 11) of the spx1 locus, (ii) a 268-bp
segment including poly(A)/termination signals from the nmt11 gene, (iii) a kanMX gene conferring resist-
ance to G418, and (iv) a 635-bp segment (11460 to 12095) of genomic DNA 39 of the spx11 ORF. In the
integration cassette for wild-type vtc4, the kanMX gene is flanked 59 by a 2.7-kb DNA segment of
genomic DNA spanning 2530 to 12248 (relative to the ATG at 11) of the vtc4 locus and 39 by a 726-bp
segment (12244 to 12970) of genomic DNA downstream of the vtc4 ORF. The integration cassette for
gde1 consists of a 4.08-kb DNA segment of genomic DNA (2647 to 13433 relative to the Leu start
codon at 11) of the gde11 locus, followed by the kanMX gene and a 461-bp segment of genomic DNA
39 of the gde11 stop codon. Two-stage PCR overlap extension with mutagenic primers was used to intro-
duce an ATG in lieu of the Leu codon in wild-type gde1 and to introduce missense mutations into the
spx1, gde1, and vtc4 ORFs. Mutated DNA restriction fragments were then inserted into the integration
cassettes in lieu of the respective wild-type ORFs. All inserts were sequenced to exclude the presence of
unwanted mutations. The integration cassettes were excised from the plasmids and transfected into dip-
loid S. pombe cells. G418-resistant transformants were selected and correct integrations at the target
locus were confirmed by Southern blotting. A segment of the mutated kanMX-marked allele was ampli-
fied by PCR in each case and sequenced to verify that the desired mutations were present. The heterozy-
gous diploids were then sporulated, and G418-resistant haploids were isolated.

Tests of mutational synergies. Standard genetic methods (49) were employed to generate haploid
strains harboring mutations/deletions in two (or three) differently marked genes. In brief, pairs of haploids
with null or missense mutations were mixed on malt agar to allow mating and sporulation, and the mixture
was then subjected to random spore analysis. Spores (;1,500) were plated on YES agar and also on me-
dium selective for marked mutant alleles; the plates were incubated at 30°C for up to 5 days to allow slow-
growing progeny to germinate and form colonies. At least 500 viable progeny were screened by replica
plating for the presence of the second (and then third) marker gene, or by sequentially replica plating from
YES to selective medium. A finding that no haploids with two marker genes were recovered after 6 to
8 days of incubation at 30°C was taken to indicate synthetic lethality. In cases where a strain was crossed to
STF6 or STF9 cells bearing the rpb1-T4A::natMX allele, sequentially selected double mutants were then tested
for nourseothricin resistance by replica plating to select those that had lost the T4A allele. A finding that all
of the double mutants were nourseothricin resistant was taken to indicate lack of suppression. Growth phe-
notypes of viable double- and triple-mutant strains were assessed in parallel with those of the parental and
wild-type cells at different temperatures (20°C to 37°C) by spotting as described above.

Transcriptome profiling by RNA-seq. RNA was isolated from S. pombe spx11 and spx1D cells that
were grown in liquid YES medium at 30°C to an A600 of 0.5 to 0.6. Cells were harvested by centrifugation,
and total RNA was extracted via the hot phenol method. The integrity of total RNA was gauged with an
Agilent Technologies 2100 Bioanalyzer. The Illumina TruSeq stranded mRNA sample preparation kit was
used to purify poly(A)1 RNA from 500 ng of total RNA and to carry out the subsequent steps of poly(A)1

RNA fragmentation, strand-specific cDNA synthesis, indexing, and amplification. Indexed libraries were
normalized and pooled for paired-end sequencing performed by using an Illumina NovaSeq 6000-S1
flow cell. FASTQ files bearing paired-end reads of 51 bases (total paired reads of 14.7 million to 30.1
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million per biological replicate) were mapped to the S. pombe genome (Pombase) using HISAT2-2.1.0
with default parameters (50). The resulting SAM files were converted to BAM files using SAMtools (44).
Count files for individual replicates were generated with HTSeq-0.10.0 (51) using exon annotations from
Pombase (GFF annotations, genome-version ASM294v2; source, ensembl). RPKM (reads per kilobase per
million) analysis and pairwise correlations (Pearson coefficients of 0.953 to 0.986) were performed as
described previously (52). Differential gene expression and fold change analysis was performed in
DESeq2 (53). Cutoff for further evaluation was set for genes that had an adjusted P value (Benjamini-
Hochberg corrected) of #0.05 and were up or down by at least 2-fold in spx1D versus the wild-type.
Genes were further filtered on the following criteria: (i) $2-fold up and an average normalized read
count for the mutant strain of $100 and (ii) $2-fold down and an average normalized read count for
the wild-type strain of$100.

Phosphate starvation response. Fission yeast strains were grown at 30°C in YES medium to an A600

of 0.5 to 0.8. The cells were harvested, washed with water, and adjusted to an A600 of ;0.3 in PMG
(pombe minimal glutamate) medium without phosphate after withdrawing an aliquot to measure Pho1
activity (time zero). Acid phosphatase Pho1 activity was assayed every hour during a 6-h period of phos-
phate starvation.

PAGE assay of intracellular polyphosphate content. S. pombe cells were grown in YES medium at
30°C. Aliquots (5 A600 units;;8 � 108 cells) of logarithmically growing cultures were harvested by centrif-
ugation, washed with cold water, and stored at 280°C. The cell pellets were resuspended in 400 mL AE
buffer (50 mM sodium acetate [pH 5.2], 10 mM EDTA) and added to 300 mL phenol (equilibrated in
10 mM Tris-HCl [pH 8.0]) plus 40 mL of 10% (wt/vol) SDS. The samples were mixed vigorously and incu-
bated at 65°C for 5 min and then placed on ice. Chloroform (300 mL) was added, and the mixed samples
were centrifuged for 5 min at room temperature at 17,000 � g. The aqueous phase (;450 mL) was col-
lected, extracted with phenol-chloroform and chloroform, and then ethanol precipitated at 220°C over-
night. The precipitates were washed with 70% ethanol, dried, and resuspended in 75 mL TE (10 mM Tris-
HCl [pH 7.0], 1 mM EDTA; 15 mL per 1 A600 unit of cells). Aliquots (10 mL) were supplemented with 3�
Orange G dye (10 mM Tris-HCl [pH 7.0], 1 mM EDTA, 30% glycerol, 0.1% [wt/vol] Orange G) and then an-
alyzed by electrophoresis through a 20% polyacrylamide gel in TBE (80 mM Tris-borate, 1 mM EDTA) at
4°C for 16 to 18 h at 3 mA. The gels were stained with toluidine blue (0.05% [wt/vol] toluidine blue in
20% methanol, 2% glycerol) and scanned after destaining.

Data availability. The RNA-seq data in this publication have been deposited in NCBI's Gene Expression
Omnibus and are accessible through GEO Series accession number GSE185441.

SUPPLEMENTAL MATERIAL

Supplemental material is available online only.
FIG S1, JPG file, 0.7 MB.
FIG S2, TIF file, 0.7 MB.
FIG S3, JPG file, 0.5 MB.
FIG S4, TIF file, 1.1 MB.
FIG S5, TIF file, 2.5 MB.
FIG S6, JPG file, 0.1 MB.
FIG S7, TIF file, 1.1 MB.
TABLE S1, XLSX file, 0.1 MB.
TABLE S2, DOCX file, 0.04 MB.

ACKNOWLEDGMENTS
This work was supported by NIH grants R01-GM134021 (B.S.) and R35-GM126945

(S.S.). A.M.S. is the recipient of a National Science Foundation graduate research
fellowship (1746057). The MSKCC Integrated Genomics Operation Core is funded by
NCI Cancer Center Support Grant P30 CA08748, Cycle for Survival, and the Marie-Josée
and Henry R. Kravis Center for Molecular Oncology.

We declare no competing interests.

REFERENCES
1. Shears SB. 2018. Intimate connections: inositol pyrophosphates at the

interface of metabolic regulation and cell signaling. J Cell Physiol 233:
1897–1912. https://doi.org/10.1002/jcp.26017.

2. Lee S, Kim MG, Ahn H, Kim S. 2020. Inositol pyrophosphates: signaling
molecules with pleiotropic actions in mammals. Molecules 25:2208.
https://doi.org/10.3390/molecules25092208.

3. Lee YS, Mulugu S, York JD, O’Shea EK. 2007. Regulation of a cyclin-CDK-
CDK inhibitor complex by inositol pyrophosphates. Science 316:109–112.
https://doi.org/10.1126/science.1139080.

4. Wild R, Gerasimaite R, Jung J-Y, Truffault V, Pavlovic I, Schmidt A, Saiardi
A, Jessen HJ, Poirier Y, Hothorn M, Mayer A. 2016. Control of eukaryotic
phosphate homeostasis by inositol polyphosphate sensor domains. Sci-
ence 352:986–990. https://doi.org/10.1126/science.aad9858.

5. Azevedo C, Saiardi A. 2017. Eukaryotic phosphate homeostasis: the inosi-
tol pyrophosphate perspective. Trends Biochem Sci 42:219–231. https://
doi.org/10.1016/j.tibs.2016.10.008.

6. Dong J, Ma G, Sui L, Wei M, Satheesh V, Zhang R, Ge S, Li J, Zhang TE,
Wittwer C, Jessen HJ, Zhang H, An GY, Chao DY, Liu D, Lei M. 2019. Inositol

Determinants of IPP Toxicosis in S. pombe ®

January/February 2022 Volume 13 Issue 1 e03476-21 mbio.asm.org 23

https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE185441
https://doi.org/10.1002/jcp.26017
https://doi.org/10.3390/molecules25092208
https://doi.org/10.1126/science.1139080
https://doi.org/10.1126/science.aad9858
https://doi.org/10.1016/j.tibs.2016.10.008
https://doi.org/10.1016/j.tibs.2016.10.008
https://mbio.asm.org


pyrophosphate InsP8 acts as an intracellular phosphate signal in Arabidopsis.
Mol Plant 12:1463–1473. https://doi.org/10.1016/j.molp.2019.08.002.

7. Zhu J, Lau K, Puschmann R, Harmel RK, Zhang Y, Pries V, Gaugler P, Broger
L, Dutta AK, Jessen HJ, Schaaf G, Fernie AR, Hothorn LA, Fiedler D,
Hothorn M. 2019. Two bifunctional inositol pyrophosphate kinases/phos-
phatases control plant phosphate homeostasis. Elife 8:e43582. https://doi
.org/10.7554/eLife.43582.

8. Carter-O'Connell I, Peel MT, Wykoff DD, O'Shea EK. 2012. Genome-wide char-
acterization of the phosphate starvation response in Schizosaccharomyces
pombe. BMC Genomics 13:697. https://doi.org/10.1186/1471-2164-13-697.

9. Shuman S. 2020. Transcriptional interference at tandem lncRNA and protein-
coding genes: an emerging theme in regulation of cellular nutrient homeo-
stasis. Nucleic Acids Res 48:8243–8254. https://doi.org/10.1093/nar/gkaa630.

10. Sanchez AM, Shuman S, Schwer B. 2018. RNA polymerase II CTD interac-
tome with 3' processing and termination factors in fission yeast and its
impact on phosphate homeostasis. Proc Natl Acad Sci U S A 115:
E10652–E10661. https://doi.org/10.1073/pnas.1810711115.

11. Sanchez AM, Shuman S, Schwer B. 2018. Poly(A) site choice and Pol2 CTD
serine-5 status govern lncRNA control of phosphate-responsive tgp1
gene expression in fission yeast. RNA 24:237–250. https://doi.org/10
.1261/rna.063966.117.

12. Sanchez AM, Garg A, Shuman S, Schwer B. 2019. Inositol pyrophosphates
impact phosphate homeostasis via modulation of RNA 3’ processing and
transcription termination. Nucleic Acids Res 47:8452–8469. https://doi
.org/10.1093/nar/gkz567.

13. Safrany ST, Ingram SW, Cartwright JL, Falck JR, McLennan AG, Barnes LD,
Shears SB. 1999. The diadenosine hexaphosphate hydrolase from Schizo-
saccharomyces pombe and Saccharomyces cerevisiae are homologues of
the human diphosphoinositol polyphosphate phosphohydrolase: over-
lapping substrate specificities in a MutT-type protein. J Biol Chem 274:
21735–21740. https://doi.org/10.1074/jbc.274.31.21735.

14. Henry TC, Power JE, Kerwin CL, Mohammed A, Weissman JS, Cameron
DM, Wykoff DD. 2011. Systematic screen of Schizosaccharomyces pombe
deletion collection uncovers parallel evolution of the phosphate signal
transduction pathway in yeasts. Eukaryot Cell 10:198–206. https://doi
.org/10.1128/EC.00216-10.

15. Estill M, Kerwin-Iosue CL, Wykoff DD. 2015. Dissection of the PHO pathway in
Schizosaccharomyces pombe using epistasis and the alternative repressor ad-
enine. Curr Genet 61:175–183. https://doi.org/10.1007/s00294-014-0466-6.

16. Pascual-Ortiz M, Saiardi A, Walla E, Jakopec V, Künzel NA, Span I, Vangala A,
Fleig U. 2018. Asp1 bifunctional activity modulates spindle function via con-
trolling cellular inositol pyrophosphate levels in Schizosaccharomyces
pombe. Mol Cell Biol 38:e00047-18. https://doi.org/10.1128/MCB.00047-18.

17. Dollins DE, Bai W, Fridy PC, Otto JC, Neubauer JL, Gattis SG, Mehta KP,
York JD. 2020. Vip1 is a kinase and pyrophosphatase switch that regulates
inositol diphosphate signaling. Proc Natl Acad Sci U S A 117:9356–9364.
https://doi.org/10.1073/pnas.1908875117.

18. Garg A, Sanchez AM, Schwer B, Shuman S. 2021. Transcriptional profiling
of fission yeast RNA polymerase II CTD mutants. RNA 27:560–570. https://
doi.org/10.1261/rna.078682.121.

19. Garg A, Shuman S, Schwer B. 2020. A genetic screen for suppressors of
hyper-repression of the fission yeast PHO regulon by Pol2 CTD mutation
T4A implicates inositol 1-pyrophosphates as agonists of precocious
lncRNA transcription termination. Nucleic Acids Res 48:10739–10752.
https://doi.org/10.1093/nar/gkaa776.

20. Jung JY, Ried MK, Hothorn M, Poirier Y. 2018. Control of plant phosphate
homeostasis by inositol pyrophosphates and the SPX domain. Curr Opin
Biotechnol 49:156–162. https://doi.org/10.1016/j.copbio.2017.08.012.

21. Hothorn M, Neumann H, Lenherr ED, Wehner M, Rybin V, Hassa PO,
Uttenweiler A, Reinhardt M, Schmidt A, Seiler J, Ladurner AG, Herrmann
C, Scheffzek K, Mayer A. 2009. Catalytic core of a membrane-associated
eukaryotic polyphosphate polymerase. Science 324:513–516. https://doi
.org/10.1126/science.1168120.

22. Vanoosthuyse V, Legros P, van der Sar SJ, Yvert G, Toda K, Le Bihan T,
Watanabe Y, Hardwick K, Bernard P. 2014. CPF-associated phosphatase
activity opposes condensin-mediated chromosome condensation. PLoS
Genet 10:e1004415. https://doi.org/10.1371/journal.pgen.1004415.

23. Kelley LA, Mezulis S, Yates CM, Wass MN, Sternberg JE. 2015. The Phyre2
web portal for protein modeling, prediction and analysis. Nat Protoc 10:
845–858. https://doi.org/10.1038/nprot.2015.053.

24. Casanal A, Kumar A, Hill CH, Easter AD, Emsley P, Degliesposti G, Gordiyenko
Y, Santhanam B, Wolf J, Wiederhold K, Dornan GL, Skehel M, Robinson CV,
Passmore LA. 2017. Architecture of eukaryotic mRNA 3'-end processing ma-
chinery. Science 358:1056–1059. https://doi.org/10.1126/science.aao6535.

25. Shi L, Liu JF, An XM, Liang DC. 2008. Crystal structure of glycerophospho-
diester phosphodiesterase (GDPD) from Thermoanaerobacter tengcongen-
sis, a metal ion-dependent enzyme: insight into the catalytic mechanism.
Proteins 72:280–288. https://doi.org/10.1002/prot.21921.

26. Myers CL, Li FK, Koo BM, El-Halfawy OM, French S, Gross CA, Strynadka
NC, Brown ED. 2016. Identification of two phosphate starvation-induced
wall teichoic acid hydrolases provides first insights into the degradative
pathway of a key bacterial cell wall component. J Biol Chem 291:
26066–26082. https://doi.org/10.1074/jbc.M116.760447.

27. Patton-Vogt J. 2007. Transport and metabolism of glycerophosphodiest-
ers produced through phospholipid deacylation. Biochim Biophys Acta
1771:337–342. https://doi.org/10.1016/j.bbalip.2006.04.013.

28. Metzger MB, Pruneda JN, Klevit RE, Weissman AM. 2014. RING-type E3
ligases: master manipulators of E2 ubiquitin-conjugating enzymes and
ubiquitination. Biochim Biophys Acta 1843:47–60. https://doi.org/10.1016/j
.bbamcr.2013.05.026.

29. Sanchez AM, Garg A, Shuman S, Schwer B. 2020. Genetic interactions and
transcriptomics implicate fission yeast CTD prolyl isomerase Pin1 as an agent
of RNA 3' processing and transcription termination that functions via its
effects on CTD phosphatase Ssu72. Nucleic Acids Res 48:4811–4826. https://
doi.org/10.1093/nar/gkaa212.

30. Schwer B, Garg A, Jacewicz A, Shuman S. 2021. Genetic screen for sup-
pression of transcriptional interference identifies a gain-of-function muta-
tion in Pol2 termination factors Seb1. Proc Natl Acad Sci U S A 118:
e2108105118. https://doi.org/10.1073/pnas.2108105118.

31. Gerasimaitė R, Sharma S, Desfougères Y, Schmidt A, Mayer A. 2014.
Coupled synthesis and translocation restrains polyphosphate to acidocal-
cisome-like vacuoles and prevents its toxicity. J Cell Sci 127:5093–5104.

32. Lima CD, Wang LK, Shuman S. 1999. Structure and mechanism of yeast
RNA triphosphatase: an essential component of the mRNA capping appa-
ratus. Cell 99:533–543. https://doi.org/10.1016/s0092-8674(00)81541-x.

33. Martinez J, Truffault V, Hothorn M. 2015. Structural determinants for sub-
strate binding and catalysis in triphosphate tunnel metalloenzymes. J Biol
Chem 290:23348–23360. https://doi.org/10.1074/jbc.M115.674473.

34. Gerasimaite R, Pavlovic I, Capolicchio S, Hofer A, Schmidt A, Jessen HJ,
Mayer A. 2017. Inositol pyrophosphate specificity of the SPX-dependent
polyphosphate polymerase VTC. ACS Chem Biol 12:648–653. https://doi
.org/10.1021/acschembio.7b00026.

35. Sawada N, Ueno S, Takeda K. 2021. Regulation of inorganic polyphos-
phate is required for vacuolar proteolysis in fission yeast. J Biol Chem 297:
100891. https://doi.org/10.1016/j.jbc.2021.100891.

36. Bru S, Jiménez J, Canadell D, Ariño J, Clotet J. 2016. Improvement of bio-
chemical methods of polyP quantification. Microb Cell 4:6–15. https://doi
.org/10.15698/mic2017.01.551.

37. Pascual-Ortiz M, Walla E, Fleig U, Saiardi A. 2021. The PPIP5K family mem-
ber Asp1 controls inorganic polyphosphate metabolism in S. pombe. J
Fungi 7:626. https://doi.org/10.3390/jof7080626.

38. Lonetti A, Szijgyarto Z, Bosch D, Loss O, Azevedo C, Saiardi A. 2011. Identi-
fication of an evolutionarily conserved family of inorganic polyphosphate
endopolyphosphatases. J Biol Chem 286:31966–31974. https://doi.org/10
.1074/jbc.M111.266320.

39. Márquez-Moñino MA, Ortega-García R, Shipton ML, Franco-Echevarría E,
Riley AM, Sanz-Aparicio J, Potter BV, González B. 2021. Multiple substrate
recognition by yeast diadenosine and diphosphoinositol polyphosphate
phosphohydrolase through phosphate clamping. Sci Adv 7:eabf6744.
https://doi.org/10.1126/sciadv.abf6744.

40. Azevedo C, Desfougeres Y, Jiramongkol Y, Partington H, Trakansuebkul S,
Singh J, Steck N, Jessen HJ, Saiardi A. 2020. Development of a yeast model
to study the contribution of vacuolar polyphosphate metabolism to ly-
sine polyphosphorylation. J Biol Chem 295:1439–1451. https://doi.org/10
.1074/jbc.RA119.011680.

41. Azevedo C, Livermore T, Saiardi A. 2015. Protein polyphosphorylation of
lysine residues by inorganic polyphosphate. Mol Cell 58:71–82. https://
doi.org/10.1016/j.molcel.2015.02.010.

42. Bentley-DeSousa A, Holinier C, Moteshareie H, Tseng YC, Kajjo S, Nwosu
C, Amodeo GF, Bondy-Chorney E, Sai Y, Rudner A, Golshani A, Davey NE,
Downey M. 2018. A screen for candidate targets of lysine polyphosphory-
lation uncovers a conserved network implicated in ribosome biogenesis.
Cell Rep 22:3427–3439. https://doi.org/10.1016/j.celrep.2018.02.104.

43. Langmead B, Salzberg S. 2012. Fast gapped-read alignment with Bowtie
2. Nat Methods 9:357–359. https://doi.org/10.1038/nmeth.1923.

44. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, Marth G,
Abecasis G, Durbin R, 1000 Genome Project Data Processing Subgroup.

Schwer et al. ®

January/February 2022 Volume 13 Issue 1 e03476-21 mbio.asm.org 24

https://doi.org/10.1016/j.molp.2019.08.002
https://doi.org/10.7554/eLife.43582
https://doi.org/10.7554/eLife.43582
https://doi.org/10.1186/1471-2164-13-697
https://doi.org/10.1093/nar/gkaa630
https://doi.org/10.1073/pnas.1810711115
https://doi.org/10.1261/rna.063966.117
https://doi.org/10.1261/rna.063966.117
https://doi.org/10.1093/nar/gkz567
https://doi.org/10.1093/nar/gkz567
https://doi.org/10.1074/jbc.274.31.21735
https://doi.org/10.1128/EC.00216-10
https://doi.org/10.1128/EC.00216-10
https://doi.org/10.1007/s00294-014-0466-6
https://doi.org/10.1128/MCB.00047-18
https://doi.org/10.1073/pnas.1908875117
https://doi.org/10.1261/rna.078682.121
https://doi.org/10.1261/rna.078682.121
https://doi.org/10.1093/nar/gkaa776
https://doi.org/10.1016/j.copbio.2017.08.012
https://doi.org/10.1126/science.1168120
https://doi.org/10.1126/science.1168120
https://doi.org/10.1371/journal.pgen.1004415
https://doi.org/10.1038/nprot.2015.053
https://doi.org/10.1126/science.aao6535
https://doi.org/10.1002/prot.21921
https://doi.org/10.1074/jbc.M116.760447
https://doi.org/10.1016/j.bbalip.2006.04.013
https://doi.org/10.1016/j.bbamcr.2013.05.026
https://doi.org/10.1016/j.bbamcr.2013.05.026
https://doi.org/10.1093/nar/gkaa212
https://doi.org/10.1093/nar/gkaa212
https://doi.org/10.1073/pnas.2108105118
https://doi.org/10.1016/s0092-8674(00)81541-x
https://doi.org/10.1074/jbc.M115.674473
https://doi.org/10.1021/acschembio.7b00026
https://doi.org/10.1021/acschembio.7b00026
https://doi.org/10.1016/j.jbc.2021.100891
https://doi.org/10.15698/mic2017.01.551
https://doi.org/10.15698/mic2017.01.551
https://doi.org/10.3390/jof7080626
https://doi.org/10.1074/jbc.M111.266320
https://doi.org/10.1074/jbc.M111.266320
https://doi.org/10.1126/sciadv.abf6744
https://doi.org/10.1074/jbc.RA119.011680
https://doi.org/10.1074/jbc.RA119.011680
https://doi.org/10.1016/j.molcel.2015.02.010
https://doi.org/10.1016/j.molcel.2015.02.010
https://doi.org/10.1016/j.celrep.2018.02.104
https://doi.org/10.1038/nmeth.1923
https://mbio.asm.org


2009. The Sequence Alignment/Map format and SAMtools. Bioinformatics
25:2078–2079. https://doi.org/10.1093/bioinformatics/btp352.

45. Li H. 2011. A statistical framework for SNP calling, mutation discovery,
association mapping and population genetical parameter estimation
from sequencing data. Bioinformatics 27:2987–2993. https://doi.org/10
.1093/bioinformatics/btr509.

46. Cingolani P, Platts A, Wang Le L, Coon M, Nguyen T, Wang L, Land SJ, Lu X,
Ruden DM. 2012. A program for annotating and predicting the effects of
single nucleotide polymorphisms, SnpEff: SNPs in the genome of Drosophila
melanogaster strain w1118; iso-2; iso-3. Fly (Austin) 6:80–92. https://doi.org/
10.4161/fly.19695.

47. Bähler J, Wu JQ, Longtine MS, Shah NG, McKenzie A, Steever AB, Wach A,
Philippsen P, Pringle JR. 1998. Heterologous modules for efficient and
versatile PCR-based gene targeting in Schizosaccharomyces pombe. Yeast
14:943–951. https://doi.org/10.1002/(SICI)1097-0061(199807)14:10,943::
AID-YEA292.3.0.CO;2-Y.

48. Hentges P, Van Driessche B, Tafforeau L, Vandenhaute J, Carr AM. 2005.
Three novel antibiotic marker cassettes for gene disruption and marker

switching in Schizosaccharomyces pombe. Yeast 22:1013–1019. https://
doi.org/10.1002/yea.1291.

49. Moreno S, Klar A, Nurse P. 1991. Molecular genetic analysis of fission yeast
Schizosaccharomyces pombe. Methods Enzymol 194:795–823. https://doi
.org/10.1016/0076-6879(91)94059-l.

50. Kim D, Langmead B, Salzberg SL. 2015. HISAT: a fast spliced aligner with
low memory requirements. Nat Methods 12:357–360. https://doi.org/10
.1038/nmeth.3317.

51. Anders S, Pyl PT, Huber W. 2015. HTSeq—a Python framework to work
with high-throughput sequencing data. Bioinformatics 31:166–169.
https://doi.org/10.1093/bioinformatics/btu638.

52. Schwer B, Bitton DA, Sanchez AM, Bähler J, Shuman S. 2014. Individual let-
ters of the RNA polymerase II CTD code govern distinct gene expression
programs in fission yeast. Proc Natl Acad Sci U S A 111:4185–4190.
https://doi.org/10.1073/pnas.1321842111.

53. Love MI, Huber W, Anders S. 2014. Moderated estimation of fold change
and dispersion for RNA-seq data with DESeq2. Genome Biol 15:550.
https://doi.org/10.1186/s13059-014-0550-8.

Determinants of IPP Toxicosis in S. pombe ®

January/February 2022 Volume 13 Issue 1 e03476-21 mbio.asm.org 25

https://doi.org/10.1093/bioinformatics/btp352
https://doi.org/10.1093/bioinformatics/btr509
https://doi.org/10.1093/bioinformatics/btr509
https://doi.org/10.4161/fly.19695
https://doi.org/10.4161/fly.19695
https://doi.org/10.1002/(SICI)1097-0061(199807)14:10%3c943::AID-YEA292%3e3.0.CO;2-Y
https://doi.org/10.1002/(SICI)1097-0061(199807)14:10%3c943::AID-YEA292%3e3.0.CO;2-Y
https://doi.org/10.1002/yea.1291
https://doi.org/10.1002/yea.1291
https://doi.org/10.1016/0076-6879(91)94059-l
https://doi.org/10.1016/0076-6879(91)94059-l
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1093/bioinformatics/btu638
https://doi.org/10.1073/pnas.1321842111
https://doi.org/10.1186/s13059-014-0550-8
https://mbio.asm.org

	RESULTS
	Isolation of spontaneous suppressors of IPP toxicosis.
	Identification of IPP toxicosis suppressor mutations by whole-genome sequencing.
	Suppression of IPP toxicity by Cft1 mutation.
	Two SPX proteins are implicated in IPP toxicosis.
	spx1Δ and gde1Δ suppress IPP toxicity.
	Effect of Gde1 active-site mutations and SPX domain mutations on Gde1 function in transducing IPP toxicity.
	spx1Δ, but not gde1Δ, suppresses the synthetic lethality of aps1Δ asp1-H397A.
	spx1Δ interdicts Pho1 derepression by Pol2 CTD mutations.
	spx1Δ squelches Pho1 derepression elicited by a gain-of-function mutation in termination factor Seb1.
	Transcriptome profiling of the spx1Δ strain.
	Effect of SPX domain mutations and RING finger mutations on Spx1 function in transducing IPP toxicity.
	Deletions of SPX domain-containing Vtc2 and Vtc4 subunits of vacuolar polyphosphate polymerase suppress lethal IPP toxicity.
	Effect of Vtc4 polyphosphate polymerase active site and SPX domain IPP binding site mutations on Vtc4 function in transducing IPP toxicity.
	Deletions of SPX proteins Plt1 and SPCC1827.07c (Spx2) do not suppress lethal IPP toxicity.
	spx1Δ delays the onset of the phosphate starvation response.
	Lack of correlation between total polyphosphate levels and suppression of IPP toxicosis.

	DISCUSSION
	MATERIALS AND METHODS
	Spot tests of fission yeast growth.
	Acid phosphatase activity.
	Whole-genome sequencing and mapping suppressor mutations.
	Gene deletions.
	Allelic replacements.
	Tests of mutational synergies.
	Transcriptome profiling by RNA-seq.
	Phosphate starvation response.
	PAGE assay of intracellular polyphosphate content.
	Data availability.

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

