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Overexpression of membrane-bound K+-dependent H+-translocating inorganic
pyrophosphatases (H+-PPases) from higher plants has been widely used to alleviate
the sensitivity toward NaCl in these organisms, a strategy that had been previously tested
in Saccharomyces cerevisiae. On the other hand, H+-PPases have been reported to
functionally complement the yeast cytosolic soluble pyrophosphatase (IPP1). Here, the
efficiency of the K+-dependent Na+-PPase from the archaeon Methanosarcina mazei
(MVP) to functionally complement IPP1 has been compared to that of its H+-pumping
counterpart from Arabidopsis thaliana (AVP1). Both membrane-bound integral PPases
(mPPases) supported yeast growth equally well under normal conditions, however, cells
expressing MVP grew significantly better than those expressing AVP1 under salt stress.
The subcellular distribution of the heterologously-expressed mPPases was crucial in order
to observe the phenotypes associated with the complementation. In vitro studies showed
that the PPase activity of MVP was less sensitive to Na+ than that of AVP1. Consistently,
when yeast cells expressing MVP were grown in the presence of NaCl only a marginal
increase in their internal PPi levels was observed with respect to control cells. By contrast,
yeast cells that expressed AVP1 had significantly higher levels of this metabolite under the
same conditions. The H+-pumping activity of AVP1 was also markedly inhibited by Na+.
Our results suggest that mPPases primarily act by hydrolysing the PPi generated in the
cytosol when expressed in yeast, and that AVP1 is more susceptible to Na+ inhibition than
MVP both in vivo and in vitro. Based on this experimental evidence, we propose Na+-
PPases as biotechnological tools to generate salt-tolerant plants.

Keywords: Arabidopsis thaliana, heterologous expression, membrane-bound ion (H+- or Na+)-pumping inorganic
pyrophosphatases, Methanosarcina mazei, Saccharomyces cerevisiae, salt stress, soluble inorganic pyrophosphatase
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INTRODUCTION

The membrane-bound K+-dependent H+-translocating
inorganic pyrophosphatase (H+-PPase), encoded by AVP1, has
been reported to be the protein responsible for removing most of
the inorganic pyrophosphate (PPi) generated in the cytosol of
Arabidopsis thaliana cells (Ferjani et al., 2011; Kriegel et al., 2015;
Segami et al., 2018b). The removal of PPi, a by-product of many
biosynthetic reactions, is essential in all living cells because its
accumulation causes the collapse of anabolism, eventually
leading to cell death (Lahti, 1983; Serrano-Bueno et al., 2013).
AVP1 couples the energy released by the hydrolysis of PPi to the
translocation of protons into the vacuole, thus acting as a second
proton pump in the plant tonoplast along with the V-type H+-
ATPase (Sarafian et al., 1992; Graus et al., 2018). By contrast, in
the cytosol of Saccharomyces cerevisiae cells only one protein
seems to have the capacity to hydrolyse PPi: the extremely
efficient soluble inorganic pyrophosphatase (sPPase), encoded
by IPP1 (Kolakowski et al., 1988).

In a seminal paper published in 2001, Gaxiola and co-workers
reported that overexpression of AVP1 alleviated the sensitivity of
A. thaliana to NaCl (Gaxiola et al., 2001). Thereafter, several
groups obtained other plants with higher tolerance to salinity
and other stresses based on this approach (Park et al., 2005; Gao
et al., 2006; Li et al., 2008; Lv et al., 2008; Pasapula et al., 2011;
Gaxiola et al., 2012; Schilling et al., 2014; Yang et al., 2015; Lv
et al., 2016; Ahire et al., 2018). This strategy had been originally
tested in S. cerevisiae (Gaxiola et al., 1999), thus demonstrating
the suitability of this yeast to study and test solutions to salt stress
in plants.

Although AVP1 and its orthologs in higher plants have been
used as tools to develop salt-tolerant plants, membrane-bound
PPases with different biochemical properties have been
characterized from other organisms. A K+-independent H+-
PPase was identified in 1966 in the photosynthetic
alphaproteobacterium Rhodospiril lum rubrum (RVP)
(Baltscheffsky and Baltscheffsky, 1995). The corresponding
gene was cloned and sequenced in the 1990s (Baltscheffsky
et al., 1998) and expressed both in E. coli (Schultz and
Baltscheffsky, 2004) and S. cerevisiae (Drake et al., 2010). Two
ortologs of RVP have been identified in A. thaliana (AVP2 and
AVP3) and reported to be located in the Golgi membranes,
however, these proteins seem to have much lower expression
levels than AVP1 and their physiological importance remains to
be established (Drozdowicz et al., 2000; Ferjani et al., 2011). An
important breakthrough in the field of PPases was the discovery
of K+-dependent Na+-translocating mPPases (Na+-PPases) in
eubacteria and archaea (Malinen et al., 2007; Baykov et al., 2013).
Nowadays, genome projects of a wide variety of organisms as
well as metagenomics and biochemical studies are significantly
Abbreviations: AVP1, K+-dependent H+-translocating inorganic pyrophosphatase
from Arabidopsis thaliana; mPPase, membrane-bound integral ion (H+- or Na+)
-pumping inorganic pyrophosphatase; MVP, K+-dependent Na+-
translocating inorganic pyrophosphatase from Methanosarcina mazei; PPase,
Inorganic pyrophosphatase; PPi, Inorganic pyrophosphate; sPPase, Soluble
inorganic pyrophosphatase.
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broadening the Na+-PPases field (Luoto et al., 2015; Serrano
A., unpublished).

Our group has previously reported the generation of several S.
cerevisiaemutant strains whose IPP1 genes are under the control
of the glucose-repressible promoter of the GAL1 gene. These
strains cannot grow on glucose, thus demonstrating the
essentiality of the sPPase encoded by IPP1 (Serrano-Bueno
et al., 2013), however, the capacity to grow on this carbon
source is recovered when they are transformed with plasmids
bearing genes coding for H+-PPases under the control of
constitutive promoters (Pérez-Castiñeira et al., 2002; Drake
et al., 2010; Pérez-Castiñeira et al., 2011; Hernández et al.,
2015). This system avoids the competition for the substrate
between the heterologous H+-PPase and the yeast cytosolic
sPPase in vivo, a situation that resembles that of a plant
cell cytosol.

In this communication, the capacity of two different mPPases
to complement IPP1 under salt stress has been studied. In order
to accomplish this task, several yeast mutants with different
sensitivities to NaCl and conditional expression of IPP1 were
generated. These mutants were transformed with plasmids
bearing genes coding for AVP1 or the K+-dependent Na+-
PPase from the salt-tolerant archaeon Methanosarcina mazei
(MVP) (Malinen et al., 2007). MVP was more efficient than
AVP1 at supporting growth of the different yeast mutants in the
presence of NaCl. The addition of N-terminal signal peptides
that modify the subcellular distribution of the mPPases (Drake
et al., 2010) was essential for efficient complementation of IPP1.
In vitro assays showed that AVP1 is significantly more sensitive
to Na+ than MVP.

Our results suggest that mPPases may be direct targets of Na+

in vivo, a situation that might lead to a toxic accumulation of PPi
in the cytosol of plant cells subjected to high concentrations of
salt. Based on this evidence, we propose the heterologous
expression of chimeric versions of Na+-PPases with
appropriate N-terminal signal peptides as a more efficient way
to improve salt-tolerance in plants than the current approach,
based on the use of untargeted H+-PPases. In connection with
this, in silico analyses of currently available genomes suggest that
Na+-PPases, originally described in bacteria and archaea
(Malinen et al., 2007; Luoto et al., 2011; Luoto et al., 2015), are
present in other organisms, including some of the photosynthetic
lineage like certain marine microalgal groups (Prasinophyceae
and diatoms). Our findings suggest new biotechnological
applications for microalgae in order to improve plants of
agronomical interest.
MATERIALS AND METHODS

Yeast Strains
The strains used in this work are shown in Table 1. YPC3 mutant
strain was generated from S. cerevisiae haploid strain W303-1A
(MATa, ade2-1 can1-100 his3-11,15 leu2-3,112 trp1-1, ura3-1) by
the single-step transplacement procedure as previously described
(Drake et al., 2010). This mutant has IPP1, the gene that codes
for the cytosolic soluble inorganic PPase, under the control of the
August 2020 | Volume 11 | Article 1240
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yeast galactokinase gene (GAL1) promoter (Drake et al., 2010).
YPC5 and YPC6 mutant strains were obtained from S. cerevisiae
strains G19 and B31, respectively, by following the same strategy
except that the TRP7 cassette was used as a selection marker
instead of HIS3. Mutant G19 had been derived from strain
W303-1B by disrupting its ENA1-4 genes with the yeast HIS3
cassette (Quintero et al., 1996), whereas B31 was obtained from
G19 by disrupting NHA1 with the LEU2 cassette (Bañuelos et al.,
1998). Both mutants were generously provided by Professor
Alonso Rodrı ́guez Navarro (Universidad Politécnica de
Madrid, Spain).

Plasmids Construction and Yeast
Transformation
YPC3, YPC5, and YPC6 cells were transformed with the
plasmids shown in Table 2 as previously described (Schiestl
and Gietz, 1989). All plasmids are 2 micron-based derivatives of
theURA3-containing E. coli/S. cerevisiae shuttle plasmid pRS699,
Frontiers in Plant Science | www.frontiersin.org 3
that bears the yeast PMA1 promoter for constitutive expression
of inserts (Serrano and Villalba, 1995). The latter were made by
in-frame fusion of the N-terminal signal peptides of S. cerevisiae
SUC2 invertase (Inv) or the K+-dependent H+-PPase from
Trypanosoma cruzi (Tc), the sequence coding for the yeast-
enhanced green fluorescent protein (yEGFP) and the coding
sequence of the K+-dependent H+-PPase from A. thaliana
(AVP1) (Drake et al., 2010). An identical approach was
followed with the coding sequence of the K+-dependent Na+-
PPase from M. mazei (MVP) (Malinen et al., 2007), generously
provided by Professor Reijo Lahti, University of Turku (Finland).

For the transformation procedure, YPC3, YPC5 and YPC6
cells were initially grown at 30°C in YPGal liquid medium [1%
(w/v) yeast extract, 2% (w/v) peptone, 2% (w/v) galactose], while
transformants were selected on 2% agar plates made in galactose-
containing synthetic medium [0,17% (w/v) yeast nitrogen base
without amino acids and ammonium sulphate, 2% (w/v)
galactose, 50 mM TRIS-HCl pH 6, and a mixture of
nucleotides and amino acids described in (Treco and
Lundblad, 2001)], devoid of histidine and uracil (YPC3);
histidine, tryptophan, and uracil (YPC5); or histidine,
tryptophan, leucine, and uracil (YPC6). Colonies appeared
after incubating the plates for 3-4 days at 30°C.

Phenotype Complementation Tests
Complementation studies were performed by inoculating 2 ml of
galactose-containing selective medium with transformed cells
from the plates and growing overnight at 30°C on an orbital
shaker (150 r.p.m.). The following day, 10 ml of these cultures
were used to inoculate 2 ml of YPD medium [1% (w/v) yeast
extract, 2% (w/v) peptone, 2% (w/v) glucose] (1:200 dilution)
and allowed to grow overnight as described above. This
treatment is necessary to bring down the PPase activity
associated with the chromosome-encoded IPP1, controlled by
the glucose-repressible GAL1 promoter (Pérez-Castiñeira et al.,
2002). After overnight growth on glucose, ten-fold serial
dilutions of the cultures were made in sterile water and 5 ml
drops of each dilution were spotted onto YPD agar plates
containing different NaCl concentrations and 50 mM TRIS-
MES adjusted to pH 6. Plates were incubated at 30°C for
several days.

Isolation of Yeast Microsomal Membranes
Preparations of membrane fractions were obtained from YPC6
cells transformed with the different plasmids by a modification of
a method previously described (Serrano and Villalba, 1995):
yeast colonies were collected from a plate and grown up to
stationary phase in galactose-containing selective liquid medium;
then, 400 ml of YPD were inoculated with 2 ml of stationary
cultures. After overnight growth, cells were collected by
centrifugation at 700 x g for 10 min, washed thoroughly with
water, resuspended in 5 ml of ice-cold buffer A (25 mM Tris-
HCl, pH 8, 10% glycerol, 4 mM b-mercaptoethanol, 2 mM DTT,
1 mM benzamidine, 2 mM ϵ-aminocaproic acid, 1 mM PMSF),
and homogenized by vigorous vortexing for five one-min bursts
in the presence of glass beads (0.5 mm Ø) with one-min intervals
on ice. From this point on, the whole procedure was carried out
TABLE 2 | Plasmids used for yeast transformation.

Plasmid Insertion Reference

pIPP1 Sequence coding for the cytosolic soluble
PPase from S. cerevisiae

(Pérez-Castiñeira
et al., 2002)

pInvGFPAVP1 Sequence coding for the putative N-
terminal signal peptide of Suc2p followed
by those of yEGFP and the H+-PPase from
A. thaliana (AVP1)

(Drake et al., 2010)

pInvGFPMVP Sequence coding for the putative N-
terminal signal peptide of Suc2p followed
by those of yEGFP and the Na+-PPase
from M. mazei (MVP)

This study

pTcGFPAVP1 Sequence coding for the putative N-
terminal signal peptide of the K+-
dependent H+-PPase from Trypanosoma
cruzi followed by those of yEGFP and
AVP1

(Drake et al., 2010)

pTcGFPMVP Sequence coding for the putative N-
terminal signal peptide of the K+-
dependent H+-PPase from T. cruzi followed
by those of yEGFP and MVP

This study
Original and chimeric nucleotide sequences described in the table were inserted between
yeast PMA1 promoter and terminator of the URA3-containing plasmid pRS699 (Serrano
and Villalba, 1995).
TABLE 1 | Yeast strains used in this work.

Name Relevant genotype Reference

W303-
1A

MATa, ade2-1 can1-100 his3-11,15 leu2-3,112
trp1-1 ura3-1

(Thomas and
Rothstein, 1989)

G19 MATa, ade2-1 can1-100 his3-11,15 leu2-
3,112 trp1-1 ura3-1 ena1D::HIS3::ena4D

(Quintero et al., 1996)

B31 MATa, ade2-1 can1-100 his3-11,15 leu2-
3,112 trp1-1 ura3-1 ena1D::HIS3::ena4D
nha1D::LEU2

(Bañuelos et al., 1998)

YPC3 W303-1A ipp1UAS-ipp1TATA::HIS3-GAL1UAS-
GAL1TATA-IPP1

(Drake et al., 2010)

YPC5 G19 ipp1UAS-ipp1TATA::TRP1-GAL1UAS-
GAL1TATA-IPP1

This study

YPC6 B31 ipp1UAS-ipp1TATA::TRP1-GAL1UAS-
GAL1TATA-IPP1

This study
August 2020 | Volume 11 | Article 1240
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at 0°C (except centrifugations, that were performed at 4°C). The
homogenate was diluted up to 25 ml with buffer B (10 mM Tris-
HCl, pH 7.6, 10% (w/v) glycerol, 2 mMDTT) and centrifuged for
10 min at 700 x g to remove beads and debris. The resulting
supernatant was centrifuged for 20 min at 20,000 x g and the
pellet [the crude mitochondrial fraction, that includes
mitochondria and plasma membrane vesicles among others
(Serrano and Villalba, 1995)] was discarded for PPi hydrolysis
assays due to the potential interference of the mitochondrial
PPase (Lundin et al., 1991). The supernatant of this step was
centrifuged for 30 min at 120,000 x g. The pellet thus obtained,
the microsomal fraction, was taken up, homogenized in stripping
buffer [60 mM Tris/HCl, pH 8, 12% (w/v) glycerol, 0.72 M KCl,
and 1.2 mM CaCl2 (Lenoir et al., 2002)] and centrifuged for
20 min at 120,000 x g. Finally, the stripped microsomal fraction
was washed with buffer B and centrifuged (20 min, 120,000 x g).
The final pellet was resuspended and homogenized in 0.5–1 ml of
buffer B. Microsomes were directly used for activity assays or
divided into aliquots and kept at -80°C until use.

Pyrophosphatase Activity and ACMA
Quenching Assays, Western Blot, and
Total Protein Estimation
Pyrophosphatase (PPase) activity was assayed at 30°C by incubation
of protein preparations with Mg2PPi at pH 7.2 with the addition of
KCl, NaCl and/or NaF when indicated, and colorimetrically
measuring the released ortophosphate as previously described
(Rathbun and Betlach, 1969). Mg2PPi was obtained by adding fixed
volumes of stock solutions of appropriate concentrations of MgCl2
andNa4PPi to the assaymixes. Reactionswere started by the addition
of the latter and stopped with a mixture of trichloroacetic acid,
sodium acetate, acetic acid, and formaldehyde (final concentrations:
4% (w/v), 0,5 M, 0.5 M, and 1% (w/v), respectively) (Schultz and
Baltscheffsky, 2004).Control yeastmicrosomalmembranesdevoidof
PPase activity and containing the same amount of total protein were
used as blanks in every assay. ACMA quenching assays andWestern
blots were performed as described elsewhere (Perez-Castiñeira and
Apps, 1990; Valverde et al., 1997). A polyclonal antibody raised
against the purified Na+-PPase from the marine bacterium
Thermotoga maritima (TVP) (López-Marqués et al., 2005) and a
commercial polyclonal rabbit antibody against yeast IPP1 protein
(AP21326F_N, OriGene EU, Germany) were used for
immunodetection of mPPases and sPPases, respectively, after SDS-
PAGE and semi-dry electroblotting transfer. Antibody against TVP
was affinity-purified as previously described (Pringle et al., 1991).
Protein concentration was estimated using a Coomassie-blue dye
binding-based assay from Bio-Rad (München, Germany) following
manufacturer’s instructions and using ovalbumin as a standard.

Analysis of Enzyme Kinetics
Kinetic data obtained for AVP1 and MVP were fitted to the Hill
equation and to a mathematical expression based on the concerted
MWC allosteric model (see Results) by weighted non-linear least
squares (nls) regression using RStudio (version 1.1.456 – © 2009–
2018 RStudio, Inc.), downloaded from https://cran.cnr.berkeley.edu.
Frontiers in Plant Science | www.frontiersin.org 4
This version of RStudio is an integrated development environment
(IDE) for the programming language R, version 3.5.1 (2018-07-02),
“Feather Spray” (© 2018 The R Foundation for Statistical
Computing), and was run under Ubuntu 18.04.1 LTS (“Bionic
Beaver”) and Debian GNU/Linux 10 (“buster”). Averages of three to
five independent experiments were used for regression calculations
and each experimental data point was weighted as 1/variance.

Determination of Internal PPi Levels in
Yeast Cells
100 ml cultures of YPC6 cells transformed with the plasmids
shown in Table 2 and treated to minimize the chromosome-
encoded IPP1 (see above) were grown in glucose-containing
medium (YPD adjusted to pH 6) with agitation in the presence
or absence of 100 mM NaCl. The initial optical densities at 660
nm (OD660) of the cultures where individually adjusted so that all
of them had an OD660 of around 0.5 (roughly 109 cells) after 8–
9 h. Then, cells were collected by centrifugation, washed with ice-
cold deionised water and broken as described for isolation of
yeast membranes, except that a 4% (v/v) perchloric acid aqueous
solution was used instead of buffer A. Beads, debris, and
denatured proteins were removed by centrifugation (20 min,
20,000 × g, 4 °C) and PPi concentrations were determined
colorimetrically in the supernatants after neutralization with
KOH, as previously described (Heinonen et al., 1981).

Molecular Phylogenetic Analysis of
mPPases
The amino acid sequences of selected H+- and Na+-translocating
mPPases orthologs of bacteria, archaea, parasitic protists,
microalgae and plants were aligned with the CLUSTAL X
software tool (Larkin et al., 2007). Phylogenetic trees were
constructed with the evolutionary distances (neighbor joining)
and maximum parsimony methods using the SeaView v5.2
software (Gouy et al., 2010).
RESULTS

MVP Functionally Complements Yeast
IPP1 More Efficiently Than AVP1 Under
Salt Stress
Three yeast strains with increasing sensitivities to NaCl were
generated (Table 1) and transformed with E. coli/S. cerevisiae
shuttle plasmids bearing the genes coding for chimeric versions
of AVP1 and MVP under the control of the yeast PMA1
promoter (Table 2). Drop tests to check for growth of
transformants onto YPD plates at pH 6 containing different
concentrations of NaCl were carried out.

We have previously shown that addition of certain sequences
in the N-termini of the coding sequences of some mPPases
altered the subcellular distribution of the resulting chimeric
peptide and improved their expression levels. Among these
sequences were those encoding the N-terminal signal peptides
from the S. cerevisiae invertase SUC2 or the K+-dependent H+-
August 2020 | Volume 11 | Article 1240
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PPase from Trypanosoma cruzi (TcVP), which targeted the
chimeric mPPases mainly to the plasma membrane or the
internal membrane systems, respectively. Fusion with the
yEGFP sequence further enhanced mPPase expression levels,
especially in the case of AVP1 (Drake et al., 2010; Pérez-
Castiñeira et al., 2011). This protein engineering strategy was
applied to the coding sequence of the K+-dependent Na+-PPase
from M. mazei with similar results (Supplementary Figure S1).

Initial studies of growth in the presence of NaCl were done with
YPC3, a mutant derived from the strain W303-1A, which is not
especially sensitive to Na+ and is able to grow in the presence of
NaCl concentrations in themolar range (Rios et al., 1997).Figure 1
shows drop tests comparing growth obtained with YPC3 cells
transformed with plasmids bearing different PPase genes and
with the parental strain W303-1A. Cells expressing MVP grew
significantly better than those expressing AVP1 in the presence of
NaCl, however, no difference was observed in the absence of salt.
Moreover, the chimera with the N-terminal signal peptide of yeast
invertase SUC2 (InvGFPMVP) performed better than that with the
N-terminal signal peptide of TcVP (TcGFPMVP). InvGFPAVP1
also supported growthmore efficiently than TcGFPAVP1, albeit at
lower NaCl concentrations than the MVP chimeras. None of the
cells expressing mPPases grew better than those expressing their
soluble counterpart from yeast (IPP1) under any of the
conditions tested.

The use of YPC3 mutant and its parental strain forced the
addition of very high concentrations of NaCl to observe the
effects exerted by this salt (above 1 M). At such high
concentrations, NaCl poses two types of stress to yeast cells,
namely, osmotic stress and sodium toxicity. Although in glucose-
containing medium the latter contributes more to growth
inhibition than the former (Rios et al., 1997), we were
interested in the specific effects of Na+. It was then decided to
use yeast strains that were sensitive to lower NaCl concentrations
in order to minimize osmotic stress, therefore, we generated
mutant strains YPC5 and YPC6. These strains have conditional
Frontiers in Plant Science | www.frontiersin.org 5
expression of their respective IPP1 genes in genetic backgrounds
associated with higher sensitivities to NaCl (knock-outs of genes
encoding major sodium pumps and/or transporters; Table 1).
YPC5 and YPC6 cells were transformed with the plasmids
described in Table 2 and the results obtained are shown in
Figures 2A, B, respectively. An identical pattern to that obtained
in the case of transformed YPC3 cells was observed, the only
difference being the concentrations of NaCl required to inhibit
growth. YPC5 cells stopped growing at around 0.5 M NaCl,
FIGURE 1 | Drop tests for yeast mutant YPC3 cells and parental strain W303 grown in the presence different concentrations of NaCl. Cells were transformed with
plasmids shown in and grown as described in the main text. Serial dilutions of the cultures were made in sterile water and spotted on to YPD plates adjusted to pH 6
and containing the indicated concentrations of NaCl. Growth was recorded after 4 days at 30 °C. Negative controls are YPC3 cells transformed with empty plasmid.
A

B

FIGURE 2 | Drop tests for sodium-sensitive yeast strains YPC5 (A), YPC6
(B), and their respective parental strains G19 and B31. Cells were
transformed with plasmids pIPP1, pInvGFPAVP1 and pInvGFPMVP as
described in the main text. The rest of conditions as described in . Negative
controls are YPC5 (A) and YPC6 (B) cells transformed with empty plasmid.
August 2020 | Volume 11 | Article 1240
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whereas 150 mM NaCl was sufficient to obtain a similar effect in
YPC6 cells. As far as mPPases are concerned, the chimera
InvGFPMVP supported growth more efficiently than
InvGFPAVP1, and both performed better than TcGFPMVP
and TcGFPAVP1, respectively (not shown for clarity), as in
the case of YPC3. YPC5 and YPC6 cells expressing IPP1 always
performed better than those expressing chimeric mPPases.
YPC6 cells transformed with plasmids pInvGFPMVP and
pInvGFPAVP1 were selected for subsequent studies.

The results obtained with YPC3, YPC5 and YPC6 showed that
the capacity of AVP1 to complement IPP1 was severely hampered
by the presence of NaCl in the medium, whereas that of MVP was
less sensitive to this circumstance. The fact that identical results
were obtained with NaCl concentrations ranging from 1.5 M down
to 150 mM suggests that the effects exerted by NaCl are actually due
to Na+ toxicity rather than to osmotic stress. This idea was
supported by drop tests performed with transformed YPC5 and
YPC6 cells in YPD plates supplemented with 1 M and 0.3 M
sorbitol, that showed no difference with respect to those performed
in YPD alone (not shown). Moreover, the addition of KCl instead of
NaCl in the culture medium did not inhibit growth in any case (not
shown), demonstrating that the phenotypes observed in the
presence of NaCl were due to the toxic effects of Na+.

Membrane-Associated PPase Activity and
Expression Levels of the Heterologously-
Expressed mPPases Do Not Change When
Yeast Cells Are Subjected to Salt Stress
In order to check whether the phenotypes observed could be due to
differences in protein expression and/or PPase activity, different
studies were done with microsomal membrane preparations and
soluble extracts obtained from transformed YPC6 cells. The upper
panel of Figure 3A shows fluoride-insensitive PPi hydrolysis
activity associated with microsomal membranes. As expected,
PPase activity could only be detected in preparations obtained
from cells transformed with plasmids bearing genes coding for
mPPases.These activities increased6 to7-fold in thepresenceof100
mMKCl in vitro, a featureof bothAVP1andMVP(Kimet al., 1994;
Malinen et al., 2007). The presence of NaCl during growth did not
alter in vitro activity levels.

No membrane-bound PPase activity was detected in YPC6
control cells (transformed with empty plasmid pRS699), whereas
in membrane preparations of cells transformed with plasmid
pIPP1 some residual activity was detected in the absence of NaF
(not shown). This indicates that some molecules of the yeast
cytosolic sPPase remain attached to these membranes even after
treatment with stripping buffer, as sensitivity to fluoride is a
characteristic of this enzyme (see below).

Immunodetection carried out with microsomal membranes
using an affinity-purified polyclonal antibody against the Na+-
PPase from T. maritima (TVP) confirmed the results obtained
with PPase assays, that is, salt stress does not significantly alter
expression levels and/or protein processing patterns in any case
(Figure3A, lowerpanel).The latter are due topartial degradationof
the heterologously-expressed mPPases by yeast vacuolar proteases
Frontiers in Plant Science | www.frontiersin.org 6
in vivo and it is a characteristic of our expression system (Pérez-
Castiñeira et al., 2011).

A parallel set of experiments were carried out with soluble
protein extracts of YPC6 cells transformed with the same plasmids
as above. Fluoride-sensitive sPPase activity could be measured only
in extracts from cells transformed with plasmid pIPP1, consistently,
a commercial antibody against IPP1 recognized a band of the
expected size (ca. 37 kDa) in this sample (Figure 3B). Similar
results were obtained with cells of the parental strain B31, albeit with
lower levels of activity and IPP1 polypeptide (not shown). Growing
cells in the presence of NaCl did not significantly alter IPP1
expression levels.
A

B

FIGURE 3 | Levels of PPi hydrolysis activity and immunodetection of
mPPases in microsomal membranes (A) and sPPases in soluble extracts
(B) of YPC6 mutant cells transformed with plasmids shown in Table 2. Cells
were cultured in liquid YPD up to an OD660nm of 0.3, as described in main
text, then, each culture was divided into two aliquots, one of which was
subjected to a treatment with 100 mM NaCl by adding the appropriate
volume of a 5 M stock solution of NaCl, whereas the same volume of
deionized water was added to the other aliquot. All cultures were grown up to
an OD660nm of 0.8-1, cells were collected and microsomal membranes and
soluble crude extracts were obtained as described in Materials and Methods.
An affinity purified polyclonal antibody against Thermotoga maritima mPPase
(A) and a commercial antibody against IPP1 (B) were used for
immunodetection. 70 mg of total protein were loaded per lane in all cases.
Positive (+) signs denote samples obtained from cells subjected to treatment
with 100 mM NaCl. Negative (-) signs denote samples obtained from control
cultures with no added salt. “n. d.”: not detected.
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Membrane-Bound PPases Exhibit Different
Sensitivities to NaCl In Vitro
The effect exerted by Na+ on the PPase activities of AVP1 and
MVP in vitro was studied by performing assays in the presence of
increasing concentrations (0, 50, and 100 mM) of added NaCl. It
must be borne in mind that PPi is added as Na4PPi (see Materials
and Methods), therefore, basal concentrations of Na+ four times
higher than those of PPi are always present in the assays. Both
AVP1 and MVP depend on K+ for full activity (Kim et al., 1994;
Malinen et al., 2007), therefore, 100 mM KCl was always present
in the assay mix to provide the concentration of K+ usually
maintained in most plant cells (Nieves-Cordones et al., 2016).
Mg2PPi was used as substrate, as previously reported for diverse
mPPases (Leigh et al., 1992; Gordon-Weeks et al., 1996; Tsai
Frontiers in Plant Science | www.frontiersin.org 7
et al., 2014). Results obtained are shown in Figure 4. AVP1
seemed to be quite sensitive to NaCl, showing a decrease in Vm of
20% and 50% in the presence of 50 and 100 mM NaCl,
respectively; by contrast, MVP showed virtually no inhibition
at 50 mM NaCl and only a 20% decrease in this parameter when
the salt concentration was raised up to 100 mM.

The experimental data were fitted with the empirical Hill
equation (Hill, 1910) by weighted non-linear least squares
regression using RStudio, yielding values of the Hill coefficient
nH of 2–3 for AVP1 and 3.5–4.5 for MVP. This indicates a
significant degree of positive cooperativity for both proteins,
MVP showing a higher deviation from the Michaelis-Menten
behaviour (that is, higher sigmoidicity) than AVP1. The Vm

value predicted by the Hill equation for MVP decreased
somewhat with increasing concentrations of NaCl, however,
neither nH nor the K0.5 values changed significantly (Table 3A).

In order to model the kinetic properties of AVP1 and MVP
and relate them to the structural information available for these
proteins, a simplified equation was derived from the MWC
concerted allosteric model (Monod et al., 1965). The following
assumptions were made to obtain the equation:

1. The ratio v/Vm is proportional to the saturation function (Ŷ)
of the allosteric model

2. AVP1 and MVP can exist in two states, R and T, in
thermodynamic equilibrium driven by the allosteric
constant L= [T]/[R]. R is assumed to be active and T inactive.

3. The substrate (Mg2PPi) binds only to the R state, thus
defining a single dissociation constant KR.

4. The number of catalytic binding sites for substrate is 2 for
both mPPases functional oligomers. This assumption is based
on the structural information currently available, which
A

B

FIGURE 4 | Graphical representation of PPase activity versus substrate
(Mg2PPi) concentration for AVP1 (A) and MVP (B) in the presence of 0 mM
(●), 50 mM (▲), and 100 mM (■) NaCl. Data points correspond to the
averages ± standard errors (SE) of 4 independent experiments. The
substrate, Mg2PPi, was obtained by mixing stock solutions of Na4PPi and
MgCl2, as described in Materials and Methods, consequently, basal
concentrations of Na+ four times higher than those of PPi are present in the
assays. Mg2PPi concentrations were estimated considering the dissociation
constants for individual PPi complexes with H+, Na+, K+, and Mg2+, as
previously described (Baykov et al., 1993). Graph lines were calculated with
Equation 1 using RStudio, as described in Materials and Methods.
TABLE 3 | Kinetic values obtained by fitting the Hill equation (A) and Equation 1
(B) to the experimental data shown in Figure 4.

(A)
AVP1 [NaCl] (mM)

Parameter 0 50 100
Vm (U/mg prot.) 0.47 ± 0.01 0.37 ± 0.01 0.23 ± 0.01
K 0.5 (mM) 0.14 ± 0.08 0.14 ± 0.11 0.19 ± 0.17
nH 2.06 ± 0.14 2.45 ± 0.22 2.63 ± 0.34

MVP [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 0.41 ± 0.04 0.35 ± 0.04 0.33 ± 0.01
K 0.5 (mM) 0.27 ± 0.27 0.20 ± 0.27 0.30 ± 0.25
nH 3.74 ± 0.60 4.27 ± 1.50 3.46 ± 0.3

(B)
AVP1 [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 0.51 ± 0.01 0.40 ± 0.01 0.24 ± 0.05
L 17 ± 5 50 ± 3 106 ± 14
KR (mM) 84 ± 9 64 ± 13 69 ± 30

MVP [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 0.46 ± 0.01 0.47 ± 0.09 0.34 ± 0.04
L 615 ± 45 123 ± 22 7 103 ± 790
KR (mM) 62 ± 8 90 ± 16 35 ± 11
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shows that AVP1 and MVP are homodimers with one
substrate binding site in each subunit (Li et al., 2016).

5. Mg2PPi may also act as an allosteric positive effector by
displacing the R-T equilibrium to the R state. To account for
this effect in the simplest possible way, L is divided by the
factor (1+S/KR)

2. This means that either Mg2PPi exerts its
stabilising role by binding to the two existing catalytic sites
(that is, there are no specific regulatory sites for Mg2PPi), or it
binds with the same affinity to regulatory and catalytic sites.

The final equation obtained was:

v=Vm =
(S=KR) · (1 + S=KR)

(1 + S=KR)
2 + ½L=(1 + S=KR)

2� (Equation 1)

Where S is the concentration of the substrate (Mg2PPi), KR is
the dissociation constant of the substrate toward the active R
state, and L is the allosteric constant ([T]/[R]).

The experimental data were fitted with this equation
(Figure 4), giving plots very similar to those obtained with the
empirical Hill equation (data not shown).

The values of the parameters in Equation 1 calculated using
RStudio illustrated the differences observed in the kinetic
properties of AVP1 and MVP, thus, the allosteric constant L
Frontiers in Plant Science | www.frontiersin.org 8
was one order of magnitude higher for MVP than for AVP1
(Table 3). This result is consistent with the higher values of the
Hill parameter nH previously obtained (see above). The value of L
for AVP1 increased with the concentration of NaCl, whereas the
calculated dissociation constant KR did not change significantly
(Table 3B). This suggests that NaCl displaces the allosteric
equilibrium of AVP1 toward the inactive T state. By contrast,
in the case of MVP, L decreases in the presence of 50 mM NaCl,
while a concentration of 100 mM is necessary to increase its
value one order of magnitude with respect to that obtained in the
absence of salt (Table 3B).

In another set of experiments, PPase activities were assayed by
fixing MgCl2 concentrations in the assays (1 and 2.5 mM) and
increasingPPi (up to0.25mM) in thepresenceof0, 50, and100mM
NaCl. The concentrations of PPi and Mg2+ were chosen to ensure
that a significant amount of free Mg2+ (that is, not complexed by
PPi) was always present in the assay.Figure 5 shows that the kinetic
behaviour of both AVP1 and MVP changed significantly in this
situation with respect to the results shown in Figure 4. Fitting these
data with the Hill equation produced good plots and the Vm values
were correctly predicted but the values of the rest of the parameters
(nH and K0.5) showed high values of standard errors and were not
considered reliable (not shown).
A

B

FIGURE 5 | Graphical representation of PPase activity versus PPi concentration for AVP1 (A) and MVP (B) in the presence of 0 mM (●), 50 mM (▲), and 100 mM
(■) NaCl. MgCl2 was fixed in the assays at the indicated concentrations. As in Figure 4, basal concentrations of Na+ four times higher than those of PPi are present
in the assays. Data points correspond to the averages ± SE of 3 independent experiments. Graph lines were calculated with Equation 1 using RStudio, as described
in Materials and Methods.
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Pérez-Castiñeira and Serrano Na+-PPases as Potential Biotechnological Tools
Equation 1 predicted the kinetic behaviour of AVP1 and MVP
in the presence of excess Mg2+ and the values obtained for the
different parameters are shown in Table 4. The values of the
allosteric constant L significantly decreased with respect to those
shown in Table 3, especially in the case of MVP; moreover, these
values were not affected by the presence of increasing
concentrations of NaCl, with the only exception of AVP1 when
its PPase activity was assayed at 100 mM NaCl and 1 mMMgCl2.

Kinetic data further show that Vm values for AVP1 steadily
decreased with NaCl concentration, especially in the presence of 1
mMMg2+, this effect being somewhat attenuated at 2.5 mMMg2+.
PPi concentrations of 0.25 mM and higher exerted a significant
inhibitory effect on AVP1 activity at the concentrations of MgCl2
tested. Equation 1 could not model this effect, therefore, only data
obtained with PPi concentrations up to 0.2 mM were used for
curve fitting. Vm values for MVP only decreased significantly at
100 mM NaCl and 1 mM Mg2+. Inhibition of MVP by PPi
concentrations up to 0.5 mM was not observed (not shown).

An appropriate [K+]/[Na+] ratio in the cytosol has been
reported to be extremely important for cell viability in both
yeast and higher plants and the presence of high external sodium
concentrations may alter this ratio producing toxic effects
(Gómez et al., 1996; Maathuis and Amtmann, 1999). PPase
activity assays of AVP1 and MVP performed with optimal
substrate concentration and decreasing [K+]/[Na+] ratios
showed that AVP1 is inhibited to a higher extent than MVP
when the concentration of Na+ is higher than that of K+. As
Frontiers in Plant Science | www.frontiersin.org 9
observed in previous experiments, the presence of excess Mg2+

significantly protected AVP1 against inhibition by Na+ (Figure
6A). Expectedly, the H+-pumping activity of AVP1 decreased in
parallel with the PPase activity (Figure 6B), whereas no H+-
translocation was detected with microsomes obtained from cells
expressing MVP (not shown).

Intracellular PPi Levels
In order to check whether the sensitivities of AVP1 and MVP to
NaCl in vitro could have an effect in vivo, YPC6 cells transformed
with plasmids pInvGFPAVP1 and pInvGFPMVP were subjected
TABLE 4 | Values of parameters obtained by fitting Equation 1 to kinetic data
corresponding to AVP1 (A) and MVP (B) in the presence of fixed Mg2+

concentrations.

(A)
[MgCl2] = 1 mM [NaCl] (mM)

Parameter 0 50 100
Vm (U/mg prot.) 0.77 ± 0.11 0.64 ± 0.05 0.43 ± 0.05
L 4 ± 2 3 ± 1 13 ± 5
KR (µM) 56 ± 8 48 ± 2 20 ± 3

[MgCl2] = 2.5 mM [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 0.82 ± 0.09 0.73 ± 0.05 0.52 ± 0.04
L 5 ± 1 7 ± 2 9 ± 3
KR (µM) 50 ± 3 42 ± 4 27 ± 4

(B)
[MgCl2] = 1 mM [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 0.62 ± 0.05 0.62 ± 0.02 0.45 ± 0.07
L 4 ± 3 2 ± 1 0 ± 1
KR (µM) 83 ± 28 77 ± 6 88 ± 47

[MgCl2] = 2.5 mM [NaCl] (mM)
Parameter 0 50 100
Vm (U/mg prot.) 1.07 ± 0.45 0.69 ± 0.11 0.58 ± 0.03
L 0 ± 1 3 ± 1 5 ± 2
KR (µM) 200 ± 50 59 ± 38 40 ± 4
Values of specific PPase hydrolytic activity obtained with PPi concentrations up to 0.175
mM (AVP1) and 0.25 mM (MVP) were used for curve fitting and calculation of parameters.
Graphical representations of experimental data and lines calculated with Equation 1 are
shown in Figure 5.
A

B

FIGURE 6 | Sensitivity of the PPase activity of AVP1 and MVP (A) and the
H+-pumping activity of AVP1 (B) to the [K+]/[Na+] ration in the presence of
different concentrations of Mg2+. PPase assays were performed with 0.25
mM PPi and 0.5 mM (white bars), 1 mM (gray bars), and 2.5 mM (black bars)
MgCl2. Activities are averages ± SE of 4 independent experiments and are
expressed as percentages of PPase activity with respect to the average
values obtained in the absence of NaCl (a tetrasodium salt of PPi was used,
therefore, an extra 1 mM Na+ was always present in the assays). These
values, expressed as micromoles of PPi/min/mg of protein, were: 0.49 ± 0.05
(0.5 mM Mg2+), 0.60 ± 0.11 (1 mM Mg2+), 0.62 ± 0.06 (2.5 mM Mg2+) for
AVP1; and 0.49 ± 0.06 (0.5 mM Mg2+), 0.50 ± 0.05 (1 mM Mg2+), 0.60 ±
0.08 (2.5 mM Mg2+) for MVP. H+-pumping activity was assayed as described
in Materials and Methods in the presence of 1 mM MgCl2 at the indicated
concentrations of NaCl.
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to salt stress with 100 mM NaCl for several hours and cellular
levels of PPi were determined. Yeast cells transformed with
pInvGFPAVP1 showed significantly higher levels of PPi with
respect to control cells expressing IPP1, this effect being milder in
those cells transformed with pInvGFPMVP. PPi levels were
virtually unchanged in YPC6 cells transformed with plasmid
pIPP1 when they were subjected to salt stress (Figure 7).

Addition of Extracellular Magnesium
In vitro kinetic studies suggested that magnesium cations can
protect mPPases against inhibition by Na+ (see above). In order to
study a possible protective effect exerted by Mg2+ in vivo, different
concentrations of MgCl2 were added to agar plates made with
YPD at pH 6, and growth of YPC6 mutants transformed with
plasmids pIPP1, pInvGFPAVP1, and pInvGFPMVP was checked
in the presence of 100 mM NaCl. There was an improvement of
growth in all cases when MgCl2 concentration in the medium was
raised up to 25 mM (Supplementary Figure S2). This suggests a
general enhancement of yeast metabolism under salt stress
regardless of the enzyme responsible for the removal of cytosolic
PPi. This protective effect was not observed at 10 mM MgCl2
(not shown).
DISCUSSION

Yeast Strains With Conditional Expression
of IPP1 Allow Comparative Studies Between
Different Heterologously-Expressed PPases
In a paper published in 1999, Gaxiola and co-workers reported
that overexpression of AVP1, the major H+-PPase from A.
Frontiers in Plant Science | www.frontiersin.org 10
thaliana, alleviated the sensitivity of yeast toward NaCl. The
authors proposed that AVP1 acted by enhancing Na+ transport
from the cytosol into the vacuole (Gaxiola et al., 1999). These
experiments were carried out with a yeast mutant devoid of the
P-type Na+-ATPases located at the plasma membrane, encoded
by the ENA genes. In S. cerevisiae, these genes are located in
chromosome IV in tandem repeats with a variable number of
copies (four in the case of strain W303-1A/B, used in that study).
Disruption of ENA genes results in mutant cells (ena1-4D) with a
higher sensitivity toward Na+ than the parental strain (Quintero
et al., 1996). This mutant strain was transformed with a plasmid
bearing the coding sequence of AVP1 under the control of the
GAL1 promoter and the effect of salt on the transformants was
studied. Several aspects of this experimental system are worth
considering: first, a version of AVP1 with a point mutation that
increased its capacity to pump protons (Zhen et al., 1997) was
used. This was probably needed in order to observe phenotypes
in yeast, due to the presence of a highly efficient cytosolic sPPase
(IPP1) that competes with AVP1 for their common substrate,
inorganic pyrophosphate (PPi). Second, the sensitivity to NaCl
was checked on galactose because expression of AVP1 would be
repressed by glucose, because of the GAL1 promoter. The use of
galactose for studies of Na+ toxicity in S. cerevisiaemust be taken
with caution because osmotic adjustment through glycerol
synthesis has been reported to be the limiting factor for growth
on this carbon source under salt stress (Rios et al., 1997).

In this work, a different experimental approach has been
followed. We have previously shown that the glucose-repressible
GAL1 promoter can be inserted immediately upstream the
coding sequence of IPP1 gene in the yeast haploid strain
W303-1A. This manipulation generates a strain, YPC3, that is
unable to grow on glucose due to the negligible levels of cytosolic
sPPase (IPP1) in the presence of this carbon source. This
demonstrates the essentiality of cytosolic PPi removal for cell
viability (Drake et al., 2010; Serrano-Bueno et al., 2013). Here,
the same strategy was applied to an ena1-4Dmutant (G19) and a
double ena1-4D nha1Dmutant (B31) in order to generate strains
YPC5 and YPC6, respectively. Mutant B31 lacks not only ENA1-
4, but also NHA1, that encodes a K+(Na+)/H+ antiporter located
at the plasma membrane; expectedly, this strain exhibits a higher
sensitivity to sodium than the ena1-4D mutant G19 (Bañuelos
et al., 1998). The derived strains YPC5 and YPC6 maintained
their sensitivities toward Na+ but they could not grow on glucose
due to the repression of IPP1 transcription (Figure 2).

Transformation of YPC3, YPC5, and YPC6 with plasmids
bearing genes coding for mPPases under the control of a
constitutive promoter restored growth on glucose, as expected
from previous reports (Pérez-Castiñeira et al., 2002; Drake et al.,
2010; Pérez-Castiñeira et al., 2011; Hernández et al., 2015;
Hernández et al., 2016). This experimental approach has
several advantages: (a) it reproduces in yeast a situation similar
to that of the plant cell, where most of the PPi generated in the
cytosol is removed by AVP1 (Ferjani et al., 2011; Kriegel et al.,
2015; Segami et al., 2018b); (b) the use of yeast strains that
depend on the expression of fully functional mPPases for growth
allows comparative studies on how salt stress may affect these
FIGURE 7 | Internal levels of PPi measured in YPC6 cells transformed with
the indicated plasmids and grown in the presence of 100 mM NaCl.
Experiments were performed as described in Materials and Methods. Values
are averages ± SE corresponding to 5 independent experiments. Student’s
unpaired t tests were done by using webpage http://www.graphpad.com/
quickcalcs/ttest1.cfm: (**) Extremely statistically significant difference (P =
0.0006). (*) Very statistically significant difference (P = 0.0026).
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proteins in vivo in the same cellular environment; (c) the use of
glucose, the preferred carbon source of yeast, ensures that the
inhibitory effects exerted by NaCl on growth are mainly due to
sodium toxicity rather than to osmotic stress (Rios et al., 1997).

The PPase Activity of AVP1 Is More
Sensitive to Na+ Than That of MVP
Our results show that yeast cells expressing AVP1 always grew
worse in the presence of NaCl than those expressing MVP or the
yeast cytosolic sPPase (IPP1). Moreover, the fact that none of the
mPPases tested was able to support growth on NaCl better than
IPP1 hinted that the former were not able to reduce significantly
the concentration of Na+ in the cytosol. Moreover, the chimera
TcGFPAVP1, that is predominantly located in internal yeast
membranes and complements the vacuolar H+-ATPase (Pérez-
Castiñeira et al., 2011; Hernández et al., 2015; Hernández et al.,
2016), supports growth under salt stress less efficiently than
InvGFPAVP1, that preferentially locates at the plasma
membrane (Drake et al., 2010). This suggests that, in our
system, AVP1 is not increasing the proton gradient across the
vacuole membrane, that would result in an enhancement of
secondary Na+ transport into this compartment. Altogether,
these results indicate that the observed phenotypes depend on
the PPase activities rather than on the ion pumping capacity of
the mPPases.

Total intracellular concentrations of Na+ and K+ were
measured, as previously reported (Gaxiola et al., 1999), showing
that the [K+]/[Na+] ratio significantly decreased when
transformed YPC6 cells were grown in the presence of 100 mM
NaCl regardless of the PPase (soluble or membrane-bound) they
expressed. Moreover, analyses of Na+ and K+ concentrations in the
cytosol, performed by selectively making the plasma membrane
permeable (Ohsumi et al., 1988), yielded similar results (not
shown). These results discarded a significant extrusion of Na+

ions from the cytosol mediated either by AVP1 [coupled to H+/
Na+ antiporters (Nass et al., 1997)] or by MVP (directly).

Other experiments aimed at establishing possible mechanisms
of AVP1 inhibition by Na+ in vivo were performed with negative
results. These included studies of trypsin digestion patterns, to
check for conformational changes produced by salt stress in
AVP1, or immunoprecipitation, to look for possible interactions
between AVP1 and proteins involved in stress response (data not
shown). Finally, the direct effect of Na+ on the two activities
presented by AVP1 (PPi hydrolysis and proton pumping) was
tested. The possible effects on the Na+ sensitivity of AVP1 and
MVP exerted by Mg2+ was also studied, as previous evidence
points out the importance of this divalent cation not only for the
kinetic and catalytic properties but also for the structures of all
types of PPases (Heikinheimo et al., 1996; Kellosalo et al., 2012;
Lin et al., 2012; Tsai et al., 2014).

Figure 4 shows that AVP1 is more sensitive to NaCl than
MVP when the concentration of Mg2+ exactly doubles that of
PPi. AVP1 and MVP showed different degrees of cooperativity,
the deviation of the latter from the Michaelian behaviour being
more pronounced than that of AVP1. This was illustrated by the
higher values of nH and the allosteric constant L obtained for
Frontiers in Plant Science | www.frontiersin.org 11
MVP when the experimental data were fitted with the Hill
equation and an expression derived from the concerted
allosteric model, respectively. Moreover, the degree of
cooperativity (and hence the value of L) of AVP1 increased
with NaCl concentration, whereas, in the case of MVP, this effect
was significant only at high concentrations of salt (100 mM).
Therefore, according to our simplified allosteric model, Na+ is
displacing the equilibrium between the active R state and the
inactive L state toward the latter, that is, it acts as a negative
allosteric effector, mainly for AVP1.

The presence of free Mg2+ significantly decreases the value of
the predicted allosteric constant, which suggests that this cation
stabilizes the active R state of both AVP1 and MVP. Addition of
100 mM NaCl in the assays under these conditions results in a
more modest increase of L with respect to previous experiments,
that were performed with no excess of Mg2+.

In summary, a simplified version of the allosteric model supports
the idea that mPPases have at least two conformational states with
different catalytic activities, with Mg2+ acting both as a co-substrate
and as a positive allosteric effector; by contrast, Na+ is a negative
allosteric effector, especially for AVP1. These results are consistent
with previous reports published by other groups for this type of
proteins (Takeshige and Hager, 1988; Luo et al., 1999; Hsiao et al.,
2004). Interestingly, exhaustive kinetic studies done with the Na+-
regulated H+-PPase from the green sulphur bacteria Chlorobium
limicola expressed in E. coli indicate the Na+ can displaceMg2+ from
the enzyme, thereby arresting substrate conversion (Luoto
et al., 2015).

Limitations of the Kinetic Studies
Our results differ from those previously reported by Malinen
et al. (2008), that thoroughly studied the kinetic behaviour of
MVP and found that the dependence of the hydrolysis rate on
substrate concentration obeyed the Michaelis-Menten equation.
In this study, MVP was heterologously expressed in E. coli, that
may imply significant changes in the protein (folding, interaction
with biomembranes, and/or post-translational modifications,
among others) with respect to our approach, based on the
expression of chimeric versions of mPPases in yeast. Moreover,
the use of different PPase activity assays (Rathbun and Betlach,
1969; Baykov and Avaeva, 1981) might also contribute to the
differences observed by the two groups in the kinetic properties
of MVP.

We are aware of the limitations of our experimental approach
to study kinetic properties and that many more data, as well as a
more elaborated model, are needed in order to establish with
precision the mechanistic differences between AVP1 and MVP.
In any case, our aim was not to perform exhaustive kinetic
studies of AVP1 andMVP, but to compare the properties of both
mPPases in the same cellular environment in order to find a
correlation between the observed phenotypes and the enzymatic
activities measured in vitro. The evidence presented here shows
that the PPase activity of MVP is less sensitive to salt stress than
AVP1 when both proteins are embedded in membranes of a
eukaryotic organism such as yeast. This is further supported by
the results shown in Figure 6, that indicate that low free Mg2+
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concentrations and [K+]/[Na+] ratios significantly inhibit both
the hydrolytic and the proton pumping activities of AVP1 at
optimal PPi concentration. Moreover, intracellular PPi levels in
vivo are significantly increased in yeast YPC6 cells expressing
InvGFPAVP1 grown in the presence of 100 mM NaCl with
respect to cells grown in culture medium without added salt. The
increase was lower in cells expressing InvGFPMVP, which might
explain why these cells are more resistant to salt stress, since PPi
accumulation collapses anabolism (Lahti, 1983; Serrano-Bueno
et al., 2013).

A Possible Role of Mg2+ in Salt Tolerance
Addition of external magnesium in the culture medium
alleviated the sensitivity to NaCl in all the transformants
obtained using the YPC6 mutant, even in cells expressing IPP1
(Supplementary Figure S2). This suggests that Mg2+ exerts a
general beneficial effect under conditions of salt stress, which is
not surprising, as Na+ has been reported to inhibit other
enzymes, such as Hal2 nucleotidase and the RNase MRP, by
displacement of Mg2+ from its binding sites (Serrano et al., 1999).

Homeostasis of Mg2+ in yeast is mechanistically complex and
several transporters and internal reservoirs seem to be implicated
(Klompmaker et al., 2017), moreover, this cation has been
reported to influence the K+/Na+ exchange rate in this
organism (Rodrı ́guez-Navarro and Sancho, 1979). This
evidence suggests that introducing Mg2+ to study mechanisms
of salt stress complicates the overall picture and deserves more
experimental work. In any case, it might be interesting to study if
the toxic effects exerted by Na+ in yeast and other organisms
might be linked to depletion of free Mg2+ levels in the cytosol.

Controversy About the Mechanisms by
Which H+-PPases Alleviate Salt Stress
The results presented here suggest that Na+ can directly inhibit
AVP1 in vivo, which can explain why an overexpression of this
protein increases salt tolerance in plants. AVP1 inhibition would
result in an accumulation of PPi, that might alter the reactions
catalysed by the PPi-dependent phosphofructokinase and the UDP-
glucose pyrophosphorylase, along with other anabolic reactions
(Ferjani et al., 2018). Moreover, higher PPi concentrations could
also decrease the concentration of free divalent cations such asMg2+

and Ca2+ by chelation, thereby altering the activity of multiple
proteins and cellular systems (Segami et al., 2018a).

There is a certain controversy about the mechanism by which
overexpression of AVP1 and its ortologs increases tolerance to
abiotic stresses in A. thaliana and other crops. It is often considered
that H+-PPase overexpression increases the pH gradient across the
tonoplast thus promoting the removal of Na+ from the cytosol via
proton-coupled Na+-K+ transporters. This view was reinforced by a
recent report showing that transient overexpression of the H+-PPase
in Nicotiana benthamiana leads to higher vacuolar proton currents
and vacuolar acidification (Graus et al., 2018). This results in a drop
in photosynthetic capacity, plasma membrane depolarization and
eventual leaf necrosis under non-stressed conditions; paradoxically,
salt rescued leaf cells from cell death. Moreover, in non-transformed
plants, a rise in V-PPase but not of V-ATPase pump currents was
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detected in the presence of salt. These results indicate, on the one
hand, that plants need to regulate the H+-PPase pump activity very
carefully and, on the other, that H+-PPase proton pump function
becomes increasingly important under salt stress (Graus et al.,
2018). However, there are some points to be considered in this
communication, thus, a 300% higher H+-PPase proton pump
activity with respect to control plants was obtained by transient
overexpression. This is much higher than the values obtained by
stable overexpression of H+-PPases in other plants and definitely
becomes detrimental under non-stressed conditions. The latter is
probably due to the impairment of cellular pH homeostasis,
therefore, salt-stress is likely to alleviate this phenotype by
readjusting cellular pH via H+/Na+-K+ antiporters. Another
interesting result that appears in this article is that N.
benthamiana plants overexpressing IPP1 showed no detrimental
effects in the absence of salt but presented similar maximum
photochemical quantum yields of photosystem II to those
overexpressing H+-PPases in the presence of 200 mM NaCl
(Graus et al., 2018). This shows that very high expressions levels
of H+-PPases may not give any advantage to the plant compared
with the overexpression of a soluble PPase, such as IPP1. In a way,
this resembles the results presented here.

Several groups have reported that stable overexpression of
H+-PPases stimulates growth and increases tolerance to biotic
and abiotic stresses of A. thaliana and many other plants,
however, in these reports plants overexpressing other types of
PPases were never used as controls (Gaxiola et al., 2001; Park
et al., 2005; Gao et al., 2006; Li et al., 2008; Lv et al., 2008;
Pasapula et al., 2011; Schilling et al., 2014; Yang et al., 2015; Lv
et al., 2016; Ahire et al., 2018). This makes difficult to ascertain
the degree of involvement of the two activities exhibited by H+-
PPases (PPi hydrolysis and H+-pumping) in stress tolerance. On
the other hand, it has been reported that salt tolerance in A.
thaliana is positively correlated with the expression of AVP1 and
AtNHX1, the gene coding for a vacuolar Na+/H+ antiporter, in
both roots and shoots. However, no measures of protein levels or
enzymatic and ion transport activities were performed in this
study, therefore, the physiological implications of these results
were not established (Jha et al., 2010).

Our results are consistent with experiments performed in A.
thaliana that suggest that the hydrolysis of cytosolic PPi, rather
than vacuolar acidification, is the major function of AVP1 in
planta (Ferjani et al., 2011; Kriegel et al., 2015; Segami et al.,
2018b). In any case, the cytosolic concentration of PPi may have
many implications for metabolism, especially in plant cells
(Segami et al., 2018a). This must be taken into consideration
when using PPases to develop plants with increased tolerance to
different stresses.

Phylogenetics Analysis
Based on molecular phylogenetic analysis and biochemical
evidences, mPPases can be classified into three major classes: K+-
dependent H+- and Na+-PPases, and K+-independent H+-PPases
(Serrano et al., 2007; Baykov et al., 2013). Phylogenetic analyses
suggest that these ancestral ionic pumps are broadly distributed
among prokaryotes (bacteria and archaea), protists, and the
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photosynthetic lineage (algae and plants), being more widespread
than previously thought (Figure 8). The mPPases studied in this
work, AVP1, from a land plant, and MVP, from a salt-tolerant
archaeon, are well characterized archetypical representatives of
their respective mPPase classes and are evolutionarily rather
distant (Figure 8), which would be consistent with their different
sensitivities to sodium. Although the physiological significance of
Na+-PPases and their involvement in salt tolerance are still to be
clarified, the higher tolerance of MVP to sodium inhibition
reported in this work strongly support a role in such scenario.
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Since molecular phylogenetic studies carried out by our group (A.
Serrano, in preparation) indicate that orthologs of these
prokaryotic Na+-PPases appear in several groups of marine salt-
tolerant photosynthetic protists (e.g., Prasinophytes) (Figure 8),
the generation of transmembrane Na+-gradients at the expense of
PPi could be a mechanism of energy transduction common to
prokaryotic and eukaryotic microorganisms. The biochemical and
functional validation of these eukaryotic Na+-PPases, as well as
their physiological significance and evolutionary origin, are
currently under study by our group.
FIGURE 8 | Molecular phylogenetic analysis of the three major classes of mPPases, K+-dependent H+- and Na+-PPases and K+-independent H+-PPases, broadly
distributed among prokaryotes, protists and the photosynthetic lineage (algae and plants). A Neighbor-Joining phylogenetic tree obtained from a multiple sequence
alignment of selected protein orthologs from prokaryotes, microalgae, parasitic protists and higher plants (generated by CLUSTAL X and Sea View v5.2 software
packages) is shown. Note the well-defined and robust clusters of the three main classes of H+- and Na+-PPases, which are clearly divergent, and the probable Na+-
PPase orthologs of marine prasinophycean microalgae (Ostreococcus spp.; Bathycoccus spp.) that clearly cluster with bona fide Na+-PPases of bacteria and
archaea. A similar topology was obtained for a Maximum Likelihood tree (not shown). The two mPPases studied in this work are shown boxed in bold. Those of land
plants and Chlorophyta microalgae are shown in green types and those of Rhodophyta microalgae in red types. Sequences are identified by their species names
and UniProtKB accession numbers or genome/transcriptome sequencing projects numbers. The numbers in selected nodes are bootstrap values based on 1,000
replicates. Scale bar indicates number of changes per amino acid site.
August 2020 | Volume 11 | Article 1240

https://www.frontiersin.org/journals/plant-science
http://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles
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CONCLUSIONS

Our results not only point at Na+-PPases as potential powerful
biotechnological tools to obtain salt-resistant plants, but also suggest
that altering the subcellular distribution of heterologously-expressed
membrane-bound proteins, like mPPases, may also be crucial to
obtain the desired phenotypes.
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Bañuelos, M. A., Sychrová, H., Bleykasten-Grosshans, C., Souciet, J. L., and Potier,
S. (1998). The Nha1 antiporter of Saccharomyces cerevisiae mediates sodium
and potassium efflux. Microbiol. Read. Engl. 144 (Pt 10), 2749–2758. doi:
10.1099/00221287-144-10-2749

Baykov, A. A., and Avaeva, S. M. (1981). A simple and sensitive apparatus for
continuous monitoring of orthophosphate in the presence of acid-labile
compounds. Anal. Biochem. 116, 1–4. doi: 10.1016/0003-2697(81)90313-4

Baykov, A. A., Bakuleva, N. P., and Rea, P. A. (1993). Steady-state kinetics of
substrate hydrolysis by vacuolar H+-pyrophosphatase: A simple three-state
model. Eur. J. Biochem. 217, 755–762. doi: 10.1111/j.1432-1033.1993.tb18303.x

Baykov, A. A., Malinen, A. M., Luoto, H. H., and Lahti, R. (2013). Pyrophosphate-
fueled Na+ and H+ transport in prokaryotes.Microbiol. Mol. Biol. Rev. MMBR
77, 267–276. doi: 10.1128/MMBR.00003-13
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Pérez-Castiñeira, J. R., López-Marqués, R. L., Villalba, J. M., Losada, M., and
Serrano, A. (2002). Functional complementation of yeast cytosolic
pyrophosphatase by bacterial and plant H+-translocating pyrophosphatases.
Proc. Natl. Acad. Sci. 99, 15914–15919. doi: 10.1073/pnas.242625399
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gene of Arabidopsis, encoding an enzyme with 3’(2’),5’-bisphosphate
nucleotidase and inositol polyphosphate 1-phosphatase activities, increases
salt tolerance in yeast. Plant Cell 8, 529–537. doi: 10.1105/tpc.8.3.529

Rathbun, W. B., and Betlach, M. V. (1969). Estimation of enzymically produced
orthophosphate in the presence of cysteine and adenosine triphosphate. Anal.
Biochem. 28, 436–445. doi: 10.1016/0003-2697(69)90198-5
August 2020 | Volume 11 | Article 1240

https://doi.org/10.1016/j.bbamcr.2015.09.001
https://doi.org/10.3389/fpls.2016.00085
https://doi.org/10.1113/jphysiol.1910.sp001386
https://doi.org/10.1016/j.bbabio.2004.01.001
https://doi.org/10.1111/j.1365-3040.2009.02105.x
https://doi.org/10.1126/science.1222505
https://doi.org/10.1073/pnas.91.13.6128
https://doi.org/10.1038/s41467-017-01930-5
https://doi.org/10.1093/nar/16.22.10441
https://doi.org/10.1105/tpc.15.00733
https://doi.org/10.1128/MMBR.47.2.169-178.1983
https://doi.org/10.1093/bioinformatics/btm404
https://doi.org/10.1104/pp.100.4.1698
https://doi.org/10.1016/S0005-2736(01)00458-8
https://doi.org/10.1111/j.1467-7652.2007.00301.x
https://doi.org/10.1038/ncomms13596
https://doi.org/10.1038/nature10963
https://doi.org/10.1016/j.bbamem.2005.08.004
https://doi.org/10.1016/S0014-5793(99)01353-8
https://doi.org/10.1074/jbc.M111.244483
https://doi.org/10.1074/jbc.M111.244483
https://doi.org/10.1042/BJ20141434
https://doi.org/10.1093/pcp/pcn090
https://doi.org/10.1080/15592324.2015.1128615 
https://doi.org/10.1006/anbo.1999.0912
https://doi.org/10.1006/anbo.1999.0912
https://doi.org/10.1021/bi700564b
https://doi.org/10.1021/bi801803b
https://doi.org/10.1021/bi801803b
https://doi.org/10.1016/S0022-2836(65)80285-6
https://doi.org/10.1016/S0022-2836(65)80285-6
https://doi.org/10.1074/jbc.272.42.26145
https://doi.org/10.3389/fpls.2016.00992
https://doi.org/10.1128/JB.170.6.2676-2682.1988
https://doi.org/10.1073/pnas.0509512102
https://doi.org/10.1111/j.1467-7652.2010.00535.x
https://doi.org/10.1111/j.1467-7652.2010.00535.x
https://doi.org/10.1042/bj2710127
https://doi.org/10.1073/pnas.242625399
https://doi.org/10.1042/BJ20110447
https://doi.org/10.1016/0076-6879(91)94043-C
https://doi.org/10.1105/tpc.8.3.529
https://doi.org/10.1016/0003-2697(69)90198-5
https://www.frontiersin.org/journals/plant-science
http://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles
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Copyright © 2020 Peŕez-Castiñeira and Serrano. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
August 2020 | Volume 11 | Article 1240

https://doi.org/10.1002/(SICI)1097-0061(199705)13:6%3C515::AID-YEA102%3E3.0.CO;2-X
https://doi.org/10.1002/(SICI)1097-0061(199705)13:6%3C515::AID-YEA102%3E3.0.CO;2-X
https://doi.org/10.1016/0005-2736(79)90286-4
https://doi.org/10.1073/pnas.89.5.1775
https://doi.org/10.1007/BF00340712
https://doi.org/10.1111/pbi.12145
https://doi.org/10.1016/j.bbabio.2004.03.005
https://doi.org/10.1093/pcp/pcy054
https://doi.org/10.1105/tpc.17.00911
https://doi.org/10.1016/S0091-679X(08)61052-3
https://doi.org/10.1093/jxb/50.Special_Issue.1023
https://doi.org/10.1080/15216540701258132
https://doi.org/10.1080/15216540701258132
https://doi.org/10.1074/jbc.M112.439349
https://doi.org/10.1093/oxfordjournals.pcp.a077542
https://doi.org/10.1016/0092-8674(89)90584-9
https://doi.org/10.1016/0092-8674(89)90584-9
https://doi.org/10.1002/0471142727.mb1301s23
https://doi.org/10.1016/j.sbi.2014.03.007
https://doi.org/10.1128/jb.179.14.4513-4522.1997
https://doi.org/10.1093/treephys/tpv027
https://doi.org/10.1074/jbc.272.35.22340
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/plant-science
http://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles
AngelicaMadlangbayan
Polygonal Line


	The H+-Translocating Inorganic Pyrophosphatase From Arabidopsis thaliana Is More Sensitive to Sodium Than Its Na+-Translocating Counterpart From Methanosarcina mazei
	Introduction
	Materials and Methods
	Yeast Strains
	Plasmids Construction and Yeast Transformation
	Phenotype Complementation Tests
	Isolation of Yeast Microsomal Membranes
	Pyrophosphatase Activity and ACMA Quenching Assays, Western Blot, and Total Protein Estimation
	Analysis of Enzyme Kinetics
	Determination of Internal PPi Levels in Yeast Cells
	Molecular Phylogenetic Analysis of mPPases

	Results
	MVP Functionally Complements Yeast IPP1 More Efficiently Than AVP1 Under Salt Stress
	Membrane-Associated PPase Activity and Expression Levels of the Heterologously-Expressed mPPases Do Not Change When Yeast Cells Are Subjected to Salt Stress
	Membrane-Bound PPases Exhibit Different Sensitivities to NaCl In Vitro
	Intracellular PPi Levels
	Addition of Extracellular Magnesium

	Discussion
	Yeast Strains With Conditional Expression of IPP1 Allow Comparative Studies Between Different Heterologously-Expressed PPases
	The PPase Activity of AVP1 Is More Sensitive to Na+ Than That of MVP
	Limitations of the Kinetic Studies
	A Possible Role of Mg2+ in Salt Tolerance
	Controversy About the Mechanisms by Which H+-PPases Alleviate Salt Stress
	Phylogenetics Analysis

	Conclusions
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Europe ISO Coated FOGRA27)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 0
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AbadiMT-CondensedExtraBold
    /AbadiMT-CondensedLight
    /AndaleMono
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /BaskOldFace
    /Batang
    /Bauhaus93
    /BellGothic-Black
    /BellGothic-Bold
    /BellGothic-Light
    /BernardMT-Condensed
    /Bodoni
    /Bodoni-Bold
    /Bodoni-BoldCondensed
    /Bodoni-BoldItalic
    /Bodoni-Book
    /Bodoni-BookItalic
    /Bodoni-Italic
    /Bodoni-Poster
    /Bodoni-PosterCompressed
    /Bodoni-PosterItalic
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /Braggadocio
    /BritannicBold
    /BrushScriptMT
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CooperBlack
    /CopperplateGothic-Bold
    /CopperplateGothic-Light
    /CurlzMT
    /Desdemona
    /EdwardianScriptITC
    /EngraversMT
    /EngraversMT-Bold
    /EurostileBold
    /EurostileRegular
    /FootlightMTLight
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /GillSans-UltraBold
    /GloucesterMT-ExtraCondensed
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /Gulim
    /Haettenschweiler
    /Harrington
    /Impact
    /ImprintMT-Shadow
    /KinoMT
    /LatinWide
    /LucidaBlackletter
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /MS-Gothic
    /MS-Mincho
    /MS-PGothic
    /MS-PMincho
    /MaturaMTScriptCapitals
    /Mistral
    /Modern-Regular
    /MonotypeCorsiva
    /NewCaledonia
    /NewCaledonia-Black
    /NewCaledonia-BlackItalic
    /NewCaledonia-Bold
    /NewCaledonia-BoldItalic
    /NewCaledonia-BoldItalicOsF
    /NewCaledonia-BoldSC
    /NewCaledonia-Italic
    /NewCaledonia-ItalicOsF
    /NewCaledonia-SC
    /NewCaledonia-SemiBold
    /NewCaledonia-SemiBoldItalic
    /NewsGothicMT
    /NewsGothicMT-Bold
    /NewsGothicMT-Italic
    /Onyx
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /Playbill
    /Rockwell
    /Rockwell-Bold
    /Rockwell-BoldItalic
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /Sabon-Bold
    /Sabon-BoldItalic
    /Sabon-BoldItalicOsF
    /Sabon-BoldOsF
    /Sabon-Italic
    /Sabon-ItalicOsF
    /Sabon-Roman
    /Sabon-RomanOsF
    /Sabon-RomanSC
    /SimSun
    /Stencil
    /Symbol
    /Tahoma
    /Tahoma-Bold
    /TimesNewRomanPS
    /TimesNewRomanPS-Bold
    /TimesNewRomanPS-BoldItalic
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-Italic
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Universal-GreekwithMathPi
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /Wingdings
    /Wingdings2
    /Wingdings3
  ]
  /NeverEmbed [ true
    /Arial-BlackItalic
    /ArialUnicodeMS
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /LucidaConsole
    /TimesNewRomanMT-ExtraBold
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU ([Based on 'Sheridan'] Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


