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ABSTRACT
Background: Phytophthora plant pathogens secrete effector proteins that are
translocated into host plant cells during infection and collectively contribute to
pathogenicity. A subset of these host-translocated effectors can be identified by the
amino acid motif RXLR (arginine, any amino acid, leucine, arginine). Bioinformatics
analysis has identified hundreds of putative RXLR effector genes in Phytophthora
genomes, but the specific molecular function of most remains unknown.
Methods: Here we describe initial studies to investigate the use of Saccharomyces
cerevisiae as a eukaryotic model to explore the function of Phytophthora RXLR
effector proteins.
Results and Conclusions: Expression of individual RXLR effectors in yeast inhibited
growth, consistent with perturbation of a highly conserved cellular process.
Transcriptome analysis of yeast cells expressing the poorly characterized P. sojae
RXLR effector Avh110 identified nearly a dozen yeast genes whose expression levels
were altered greater than two-fold compared to control cells. All five of the most
down-regulated yeast genes are normally induced under low phosphate conditions
via the PHO4 transcription factor, indicating that PsAvh110 perturbs the yeast
regulatory network essential for phosphate homeostasis and suggesting likely
PsAvh110 targets during P. sojae infection of its soybean host.

Subjects Genomics, Molecular Biology, Mycology, Plant Science
Keywords Phytopathology, Effectors, Functional genomics, Phytophthora sojae, Saccharyomyces
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INTRODUCTION
The oomycete genus Phytophthora includes some of the most notorious pathogens of
plants (Kamoun et al., 2015), including Phytophthora infestans, the causal agent of the
1840’s Irish Potato Famine, and Phythopthora sojae, a related species infecting soybeans
and estimated to have caused as much as $2 billion in agricultural damages per year
(Tyler, 2007). During the infection process, these filamentous microbes produce haustoria,
hyphal extensions that penetrate the digested plant cell wall and create an intimate
interface between the pathogen and plant cell membranes (Boevink et al., 2020; Fawke,
Doumane & Schornack, 2015). To counter the plant’s defense responses, the pathogen
secretes a variety of effector proteins into the extrahaustorial matrix (Wang & Jiao, 2019).
Many Phytophthora effector proteins appear to be translocated into the host cell, including

How to cite this article Wilson AC, Morgan WR. 2021. Functional analysis of a Phytophthora host-translocated effector using the yeast
model system. PeerJ 9:e12576 DOI 10.7717/peerj.12576

Submitted 25 May 2021
Accepted 9 November 2021
Published 7 December 2021

Corresponding author
William R. Morgan,
wmorgan@wooster.edu

Academic editor
Heng Yin

Additional Information and
Declarations can be found on
page 10

DOI 10.7717/peerj.12576

Copyright
2021 Wilson and Morgan

Distributed under
Creative Commons CC-BY 4.0

http://dx.doi.org/10.7717/peerj.12576
mailto:wmorgan@�wooster.edu
https://peerj.com/academic-boards/editors/
https://peerj.com/academic-boards/editors/
http://dx.doi.org/10.7717/peerj.12576
http://www.creativecommons.org/licenses/by/4.0/
http://www.creativecommons.org/licenses/by/4.0/
https://peerj.com/


a subset distinguished by an RXLR amino acid motif (RXLR = arginine, any amino acid,
leucine, arginine) following the N-terminal signal peptide (Rehmany et al., 2005; Wang
et al., 2017). Genome sequencing studies have revealed that the genome of Phytophthora
and related species contain hundreds of putative genes encoding these RXLR effectors
(Haas et al., 2009; McGowan & Fitzpatrick, 2017; Tyler et al., 2006).

While these host-translocated effectors are presumed to work together to disarm the
plant immune system (Wang & Jiao, 2019), the exact molecular mechanism used by many
RXLR effectors remains unknown. Because few RXLR effectors exhibit similarity to
previously characterized proteins, hypotheses of effector function based on similar
structures have been limited (Bozkurt et al., 2012). Indeed, RXLR effector proteins are
generally too small to function as enzymes and instead presumably interact with host
proteins to disrupt cellular pathways (Wawra et al., 2012).

The search for the specific cellular targets of pathogen effector proteins promises to shed
new light on the molecular mechanisms of infection and thereby provide valuable insights
for the development of more effective pathogen control strategies (Wawra et al., 2012).
Multiple approaches have therefore been adopted to explore the molecular function of
individual pathogen effectors. Studies of cellular localization following effector expression
in planta demonstrate that following translocation into the host cell individual RXLR
effectors can accumulate in the cytosol, the nucleus, various components of the
endomembrane system, or some combination of these (Caillaud et al., 2012; Wang et al.,
2019), suggesting that effectors may target a diverse array of host processes including
host signaling pathways in the cytosol, gene expression in the nucleus, or secretion
pathways in the endomembrane system. Other in planta work has successfully identified
the specific molecular targets of some RXLR effectors, revealing a diverse set of target
pathways, including callose deposition, vesicle trafficking, numerous MAPK pathways,
and RNA silencing (Wang & Jiao, 2019; Whisson et al., 2016). However, the specific
cellular targets of the vast majority of RXLR effectors remain unknown.

While in planta studies can yield much insight into the function of individual effectors,
the interpretation of such studies is often complicated by the presence of plant immune
receptors that recognize effectors and trigger the plant hypersensitive response, thereby
masking the specific molecular action of the effector (Munkvold et al., 2008).
The eukaryotic model organism Saccharomyces cerevisiae (“budding yeast”), with its
powerful functional genomic resources including a comprehensive mutant collection and a
rich database of extensive gene annotations (Cherry et al., 2012; Giaever & Nislow, 2014;
Norman & Kumar, 2016), has provided an alternative approach for exploring effector
function in the absence of the plant hypersensitive response (Popa et al., 2016; Siggers &
Lesser, 2008). Consistent with the hypothesis that effectors often target and disrupt
basic cellular processes conserved across eukaryotes, heterologous expression of many
pathogen effectors in yeast significantly inhibits growth (Munkvold et al., 2008; Slagowski
et al., 2008). More importantly, subsequent studies have confirmed that the molecular
function of individual effectors elucidated in the yeast model system is consistently
analogous to the activity in the natural host (Popa et al., 2016; Siggers & Lesser, 2008). In a
pioneering study using the yeast model system to discern effector functions, Kramer et al.
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(2007) used a combination of transcriptome analysis and high-throughput synthetic lethal
studies to hypothesize that the Shigella effector OspF inhibits a MAPK-signaling pathway.
Testing in yeast and cultured human cells confirmed this hypothesized function, and
subsequent work with a mouse model demonstrated that OspF inhibition of MAPK
signaling attenuates the host immune response during Shigella infection. Together, these
findings indicate that many pathogen effectors target cellular processes conserved across
eukaryotes and that yeast can be used to study how individual effectors disrupt these
conserved pathways.

The investigations reported here demonstrate that heterologous overexpression of
individual P. sojae RXLR effector genes likewise generally inhibits yeast growth.
In addition, potential cellular targets of the poorly characterized P. sojae RXLR effector
Avh110 were investigated by characterizing the genome-wide transcriptional response of
S. cerevisiae to heterologous expression of this effector. RNA-seq analysis indicates that
expression of the PsAvh110 effector significantly alters expression levels of hundreds of
yeast genes. Gene ontology enrichment analysis found that the genes most repressed by
PsAvh110 expression are regulated by the PHO4 transcription factor in response to
phosphate conditions, identifying the phosphate homeostasis regulatory network as a
likely yeast target of this RXLR effector.

MATERIALS & METHODS
Expression constructs
A collection of P. sojae (isolate P6497) RXLR effector genes (Wang et al., 2011) cloned in
pDONR207 was received as a gift from Dr. John McDowell at Virginia Polytechnic
Institute and State University. Each effector open reading frame began with the codon
immediately downstream of the signal peptide cleavage site predicted by SIGNALP
(Anderson et al., 2012). Each RXLR effector gene and the ΔGFP control gene (Bos et al.,
2006) was individually transferred into the destination vector pAG425GAL-ccdB (Alberti,
Gitler & Lindquist, 2007) using Gateway LR recombination reactions [Invitrogen]. LR
reaction products were transformed into E. coli (DH5a) by electroporation (BTX Division,
Genetronics, 2001) and plated onto selective media (LB+Ampicillin) using standard
procedures (Sambrook & Russell, 2001). Following plasmid purification, pAG425GAL
expression clones were transformed into S. cerevisiae BY4741 using a high-efficiency
lithium acetate/polyethylene glycol procedure (Gietz, 2014).

Yeast growth inhibition assay
Media preparation and routine manipulations for working with S. cerevisiae were
performed according to standard procedures (Lundblad & Struhl, 2008). Yeast
transformants were inoculated into tubes containing 3 mL of non-inducing selective media
supplemented with 2% glucose (SC-LEU + 2% Glu). Following overnight growth with
aeration, each saturated culture (10 mL) was diluted into non-inducing selective media
supplemented with 2% raffinose (190 mL SC-LEU + 2% Raf) in a 96-well plate and
incubated until OD595 measured between 0.3–0.4 using a Multiskan FC microplate
photometer. Each raffinose culture (2 mL) was then diluted into inducing selective media
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containing 2% galactose (198 mL SC-LEU + 2%Gal). Following induction, the optical
density of each sample was periodically measured until the OD595 reached 1.0.
All incubations were performed with rapid shaking at 30 �C.

Statistical procedures were performed in R version 3.6.3 (R Core Team, 2020)
(Article S1). The growth rate (number of doublings per hour) of each yeast culture was
calculated by log transforming the OD595 values at each time point (hours post-induction)
and using the least squares method to calculate b, the slope of the best fit line.
Replicates with measurements poorly fitting the linear model (r2 < 0.95) were excluded
from further analysis. The growth rate was normalized by dividing b of each experimental
culture by the mean value of b of control (ΔGFP) cultures grown at the same time. Planned
comparison t-tests were performed as described in (Hothorn, Bretz & Westfall, 2008).

Sample preparation and RNA-sequencing
RNA was prepared from triplicate cultures of yeast cells expressing PsAvh110 or ΔGFP, as
follows. Saturated cultures of transformed yeast grown in non-inducing selective media
(SC-LEU + 2% Glu) were diluted in SC-LEU + 2% Raf to an OD595 of 0.3 and then
incubated with aeration at 30 �C. After 2 h, galactose was added to a 2% final concentration
to induce gene expression from the GAL1 promoter. Two hours after induction, 1.5 mL
of each culture was collected by centrifugation at 6,000 × g for 3 min, and the cell pellet
was frozen at −80 �C. Total RNA was isolated from each sample using the MasterPure
Yeast RNA Purification Kit (Epicentre) with the optional DNA treatment procedure. RNA
quality was assessed with the BioAnalyzer RNA6000 (Agilent Technologies) and passed
quality control. RNA TruSeq library preparation and Illumina sequencing (75 bp
single-end reads) were performed at Applied Biological Materials using standard Illumina
protocols. Average insert size ranged from 330 to 411 bp and yielded 12 to 17 million reads
per library.

Bioinformatics analyses
After uploading the sequencing read files to the usegalaxy.org public server, read
processing and mapping were performed on the Galaxy web platform (Afgan et al., 2018),
as follows. Low quality regions were trimmed from each read using Trimmomatic
(Bolger, Lohse & Usadel, 2014), and then processed reads were mapped to the sacCer3
S. cerevisiae reference genome using HISAT2 (Kim, Langmead & Salzberg, 2015). After
counting the number of reads mapping to each yeast gene using featureCounts (Liao,
Smyth & Shi, 2014), genes differentially expressed between the experimental (PsAvh110)
and control (ΔGFP) samples were identified using DESeq2 (Love, Huber & Anders, 2014).
Genes with significant expression differences (adjusted p-value < 0.05) were divided
into up- and down-regulated genes and ordered by log fold change. Gene set enrichment
analysis was performed with each ordered list of differentially expressed genes using g:
Profiler (version e100_eg47_p14_7733820) with the g:SCS multiple testing correction
method applying a significance threshold of 0.05 (Raudvere et al., 2019).
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RESULTS
Overexpression of P. sojae RXLR effectors inhibit yeast growth
To screen for P. sojae RXLR effectors that inhibit yeast growth, we began with a collection
of 24 P. sojae RXLR genes previously shown to suppress PAMP- and effector-triggered
programmed cell death in planta (Wang et al., 2011). Yeast expression constructs with six of
these genes were successfully transformed into S. cerevisiae, and the growth rate of the
transformed strains was compared to a control strain expressing a negative control gene
(ΔGFP; Fig. 1). Expression of each effector tested in yeast significantly inhibited growth
(planned comparison t-tests, adj. p-values < 0.01), reducing the normalized growth rate
from 20% to 50% (Fig. 1, Article S1). Of the most growth inhibitory RXLR effectors,Wang
et al. (2011) previously demonstrated that PsAvh172 suppresses a MAPK signaling
pathway, so we focused our attention on the other effectors, arbitrarily selecting PsAvh110,
whose molecular mechanism of cell death suppression was unknown, for this pilot study.

PsAvh110 represses many PHO4-regulated yeast genes
In this study, we investigated the yeast cellular processes targeted by the poorly
characterized RXLR effector PsAvh110 by performing a comparative transcriptome

Figure 1 Normalized growth rates of yeast strains expressing individual P. sojae RXLR effectors.
Each red dot indicates the normalized growth rate (relative to the control mean) of a yeast culture;
each black dot and vertical line indicates the mean and 95% confidence interval of a transformed strain.
Asterisks indicate strains with significantly reduced mean growth rates (planned comparison t-test,
adjusted p-values < 0.01). Full-size DOI: 10.7717/peerj.12576/fig-1
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analysis. To identify yeast genes that were up- or down-regulated in response to the
PsAvh110 effector, RNA sequencing reads were generated from triplicate cultures of
transformed yeast strains expressing either the PsAvh110 effector gene or a negative
control gene (ΔGFP). After mapping reads to the P. sojae reference genome, individual
transcript levels in each sample were calculated, and computational analyses were
conducted to identify genes that were differentially expressed in the presence of the RXLR
effector. Subsequently, gene set enrichment analysis was used to identify features
over-represented in sets of differentially expressed genes.

Of the 6,445 detected yeast genes, 851 (13.2%) had significantly different expression
levels in cells expressing PsAvh110 as compared to negative control cells (adjusted
p-value < 0.05). Of these, 488 genes were significantly up-regulated (six > 2-fold), and 363
genes were significantly down-regulated (five > 2-fold). Three of the six genes up-regulated
>2-fold (log2-fold change (lfc) > 1) encode monovalent cation transporters and contain
gene regulatory regions including a Mig1p binding motif (Table 1; Table 3). The five genes
down-regulated >2-fold (lfc < −1) all have putative roles in phosphate homeostasis
(Table 2). Two of these genes encode presumed inorganic phosphate transporters (PHO89,
PHO84), two encode repressible acid phosphatases (PHO5 and PHO12), and the fifth

Table 1 Most up-regulated yeast genes following PsAvh110 expression.

LFC* Gene name Protein description & function (SGD)

1.5 HXT3 (YDR345C) Low affinity glucose transporter of the major facilitator superfamily; expression is induced in low and high glucose
conditions

1.3 FRM2 (YCL026C-A) Type II nitroreductase; possible role in lipid signaling, oxidative stress response, and metal stress response

1.2 ATO3 (YDR384C) Putative ammonium transporter; possible role in export of ammonia from the cell

1.1 HXT4 (YHR092C) High-affinity glucose transporter of the major facilitator superfamily, expression is induced by low levels of glucose and
repressed by high levels of glucose

1.0 NFG1 (YLR042C) Cell wall protein of unknown function; deletion improves xylose fermentation in industrially engineered strains

1.0 (YMR244W) Putative protein of unknown function

Note:
* Genes differentially expressed between the experimental (PsAvh110) and control (ΔGFP) samples were identified using DESeq2 and ordered by log fold change as
described in the Materials and Methods section. LFC, Log2 fold-change; Standard (& systematic) gene names; SGD, Saccharomyces Genome Database (Cherry et al.,
2012).

Table 2 Most down-regulated yeast genes following PsAvh110 expression.

LFC* Gene name Protein description & function (SGD)

−2.3 PHO89 (YBR296C) Sodium: inorganic phosphate symporter involved in phosphate ion transmembrane transport

−2.1 SPL2 (YHR136C) Similarity to cyclin-dependent kinase inhibitors; downregulates low-affinity phosphate transport during phosphate
limitation

−1.5 PHO84 (YML123C) High-affinity inorganic phosphate (Pi) transporter involved in phosphate ion transport and polyphosphate metabolism

−1.1 PHO5 (YBR093C) One of three repressible acid phosphatases; involved in the cellular response to phosphate starvation and the
metabolism of phosphate-containing compounds

−1.1 PHO12 (YHR215W) One of three repressible acid phosphatases; regulated by phosphate starvation

Note:
* Genes differentially expressed between the experimental (PsAvh110) and control (ΔGFP) samples were identified using DESeq2 and ordered by log fold change as
described in the Materials and Methods section. LFC, Log2 fold-change; Standard (& systematic) gene names; SGD, Saccharomyces Genome Database (Cherry et al.,
2012).
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encodes a CDK inhibitor homolog (SPL2) that regulates phosphate homeostasis.
The regulatory region of all five genes includes a Pho4p binding motif (Table 4).

DISCUSSION
P. sojae RXLR effectors generally target conserved eukaryotic cellular
processes
Saccharomyces cerevisiae has been utilized in numerous studies for the investigation of
host-translocated effectors of bacterial pathogens based on the observation that these

Table 3 Gene set enrichment analysis of most up-regulated yeast genes.

TERM ID Term name Score* Term
size

Query
size

Intersecting genes

GO:0005353 Fructose transmembrane transporter activity 2.43 15 4 YDR345C, YHR092C

GO:0015578 Mannose transmembrane transporter activity 2.43 15 4 YDR345C, YHR092C

TF:M00061_0 Factor: Mig1p; motif: KANWWWWATSYGGGGWA; match class: 0 2.83 74 6 YDR345C, YDR384C, YHR092C

Notes:
Gene set enrichment analysis using g: Profiler (see Material and Methods) was performed with the ordered list of genes with log2-fold change > 1 as the query. Terms with
a score > 2 are shown. Data sources included all three Gene Ontology (GO) categories, KEGG biological pathways (KEGG), and TRANSFAC regulatory motifs in DNA
(TF).
* Score equals −log10 (adj. p-value); term size and query size refer to the number of genes in each list; intersecting genes are common to the term and query gene lists.

Table 4 Gene set enrichment analysis of most down-regulated yeast genes.

TERM ID Term name Score* Term
size

Query
size

Intersecting genes

GO:0005315 Inorganic phosphate transmembrane transporter
activity

3.10 7 3 YBR296C, YML123C

GO:0003993 Acid phosphatase activity 2.45 8 5 YBR093C, YHR215W

GO:0006817 Phosphate ion transport 2.03 13 3 YBR296C, YML123C

KEGG:00740 Riboflavin metabolism 2.51 14 5 YBR093C, YHR215W

KEGG:00730 Thiamine metabolism 2.24 19 5 YBR093C, YHR215W

TF:M00064_0 Factor: Pho4p; motif: TNVCACGTKGGN; match
class: 0

7.33 100 5 YBR296C, YHR136C, YML123C, YBR093C,
YHR215W

TF:M00064_1 Factor: Pho4p; motif: TNVCACGTKGGN; match
class: 1

5.21 15 5 YHR136C, YBR093C, YHR215W

TF:M01564_1 Factor: Pho4p; motif:
NNNNNNSCACGTGSNNNNNN;
match class: 1

3.75 93 3 YBR296C, YHR136C, YML123C

TF:M01564_0 Factor: Pho4p; motif:
NNNNNNSCACGTGSNNNNNN;
match class: 0

3.50 113 3 YBR296C, YHR136C, YML123C

TF:M01699_1 Factor: Cbf1p; motif: CACGTG;
match class: 1

3.08 696 5 YBR296C, YHR136C, YML123C, YBR093C,
YHR215W

TF:M01699_0 Factor: Cbf1p; motif: CACGTG;
match class: 0

3.08 696 5 YBR296C, YHR136C, YML123C, YBR093C,
YHR215W

Notes:
Gene set enrichment analysis using g: Profiler (see Material and Methods) was performed with the ordered list of genes with log2-fold change < −1 as the query. Terms
with a score > 2 are shown. Data sources included all three Gene Ontology (GO) categories, KEGG biological pathways (KEGG), and TRANSFAC regulatory motifs in
DNA (TF).
* Score equals −log10 (adj. p-value); term size and query size refer to the number of genes in each list; intersecting genes are common to the term and query gene lists.
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effectors often target fundamental cellular processes conserved among eukaryotes (Popa
et al., 2016; Siggers & Lesser, 2008). This study examined the efficacy of yeast as a model for
the functional characterization of Phytophora RXLR effectors by first examining if
heterologous expression of individual effectors inhibited yeast growth, indicating
disruption of a critical cellular process (Munkvold et al., 2008; Slagowski et al., 2008).
By monitoring yeast growth using a quantitative micro-scale assay, expression of all eight
P. sojae RXLR effectors tested was found to significantly inhibit yeast growth (Fig. 1)
compared to a negative control (ΔGFP) transformant. We conclude that Phytophthora
host-translocated effectors often perturb conserved cellular processes and that yeast can be
a useful model system for exploring their molecular function.

The PsAvh110 effector may disrupt PHO4 regulation
While the growth inhibition results suggested that each Phytopthora RXLR effector targets
a conserved eukaryotic cellular process, such studies do not yield insights into the
particular molecular targets of individual effectors. To generate hypotheses for the
virulence function of a specific P. sojae effector, we examined the yeast transcriptome
response to heterologous expression of the poorly characterized P. sojae Avh110 effector,
which inhibited the yeast growth rate by approximately 30% (Fig. 1). By identifying shared
functional themes in the yeast genes differentially expressed in response to PsAvh110
expression, we hoped to generate testable hypotheses for the molecular function of this
effector in yeast and potentially in the natural plant host (Kramer et al., 2007).

Among the six genes up-regulated two-fold or more in the PsAvh110-expressing strain,
the only commonality is that three have a regulatory region with binding sites for the
glucose-regulated Mig-1 transcription factor (Table 3), including two that encode hexose
transporters (Table 1). However, the weaker evidence associated with these patterns
(p-values > 1 × 10−3) indicates that many hexose transporter and Mig-1-regulated
genes were not among the most up-regulated genes. In contrast, a more striking pattern
emerges among the yeast genes that were down-regulated two-fold or more (Table 2).
All five of these most down-regulated genes are up-regulated in a PHO4-dependent
manner in low phosphate conditions (Ogawa, DeRisi & Brown, 2000) and function during
phosphate starvation: The secreted acid phosphatases PHO5 and PHO12 free inorganic
phosphate from extracellular substrates, which the high affinity Pi transporters PHO84 and
PHO89 then transport into the cell; meanwhile, SPL2 down-regulates the low affinity
phosphate transporters (Wykoff et al., 2007).

The regulatory regions of all five of the most down-regulated genes possess binding sites
for the PHO4 transcription factor (Table 4). In response to low phosphate conditions,
PHO4 is activated and significantly induces the expression of roughly 20 genes (Ogawa,
DeRisi & Brown, 2000). Given that our yeast cultures were grown in replete phosphate
conditions, where the activation of the PHO-regulated genes is not expected, it seemed
paradoxical to detect any difference in PHO gene expression upon PsAvh110 expression.
However, comparable reductions in PHO-regulated gene expression have previously
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been seen in pho4 deletion mutants (Chua et al., 2006; He, Zhou & O’Shea, 2017)
(Article S2), supporting the hypothesis that PsAvh110 expression either directly or
indirectly inhibits PHO4 activity.

Activity of the yeast PHO4 transcription factor is post-transcriptionally regulated at the
level of both mRNA stability and protein phosphorylation. PHO92 facilitates the
degradation of PHO4 mRNA by binding the 3′ untranslated region in association with
POP2 (Kang et al., 2014). Given that PHO4 mRNA levels do not differ significantly in
PsAvh110-expressing yeast cells (Article S2), stimulation of PHO92 activity is unlikely
to produce the observed reductions in PHO regulon mRNAs. Rather, PsAvh110
apparently targets the well-conserved signaling pathway that regulates PHO4 activity via
phosphorylation (Ogawa, DeRisi & Brown, 2000). In replete phosphate conditions, the
PHO80-PHO85 cyclin-cyclin dependent kinase (CDK) complex phosphorylates PHO4,
redirecting it to the cytoplasm. The PHO80-PHO85 complex in turn is negatively
regulated by the CDK inhibitor PHO81 in association with the small metabolite inositol
heptakisphosphate (IP7), a product of the inositol hexakisphosphate kinase (IP6K)
VIP1 (Lee et al., 2007; Secco et al., 2012). Many of these proteins critical to phosphate
homeostasis are widely conserved among eukaryotes, including plants (Secco et al., 2012),
and could potentially be the target of the PsAvh110 effector.

Host-translocated effectors consistently inhibit yeast growth
The observation that all eight P. sojae host-translocated effectors tested inhibited yeast
growth initially raised concern that this effect might be due to a non-specific artifact of
protein overexpression in yeast. However, several lines of evidence argue against this.
First, most genes when overexpressed in the yeast system do not inhibit growth. Most
notably, Liu, Krizek & Bretscher (1992) found that overexpression of <1% of yeast genes
caused severe growth inhibition in yeast. Similarly, Slagowski et al. (2008) observed
that few of the 20 non-translocated Shigella proteins had this effect. In contrast, all 19
Shigella host-translocated effectors tested did significantly inhibit yeast growth. Finally, a
separate RNA-seq study conducted in our lab found that the transcriptional response
elicited by a second P. sojae effector, PsAvh172, had a profile clearly distinct from the
transcriptional response described here (M Reeder, W Morgan, 2020, unpublished data;
EMBL-EBI ArrayExpress E-MTAB-4682). Taken together, these multiple lines of evidence
argue that the growth inhibition elicited by each pathogen effector is due to its specific
activity in the yeast cell and not a general response to protein overexpression.

Future work
Further work is required to identify the precise molecular mechanism of PsAvh110
action in yeast and ultimately the plant host. Immediate steps are to examine the
phosphorylation state and subcellular localization of PHO4 in yeast cells expressing
PsAvh110 grown under low phosphate conditions (Springer et al., 2003). Once
confirmed, immunoprecipitation and the yeast two-hybrid system can be used to test for
molecular interactions between components of the PHO signaling pathway and PsAvh110.
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Although this proposed function in regulating nutrient acquisition was unanticipated
given Avh110’s reported function in suppression of the plant immune response, recent
work has demonstrated that alterations in the cellular phosphate status of plants leads to
downstream molecular events that converge on the plant immune response, including
synthesis of phytohormones, induction of phosphate stress response genes, and the
redistribution of phosphate transporters (Castrillo et al., 2017; Chan, Liao & Chious,
2020; Wang et al., 2011). Indeed, a recent study demonstrated that altering phosphate
conditions induced a change in the relationship between Arabidopsis thaliana and
certain microorganisms, from either neutral to beneficial or beneficial to pathogenic
depending on the microorganism (Morcillo et al., 2020). These discoveries suggest a
plausible mechanism by which Avh110 can alter the immune response of the plant by
influencing pathways involved in phosphate acquisition. Future studies in planta can
further elucidate this function.

CONCLUSIONS
The current study demonstrates the power of yeast functional genomics in generating
working hypotheses regarding the molecular function of host-translocated Phytophthora
effectors. Expression of individual RXLR effectors in yeast cells inhibited growth,
consistent with the premise that these pathogen proteins often target well conserved
cellular processes. Transcriptome analysis of the yeast response to the P. sojae Avh110
effector expression suggests that regulation of PHO4 transcription factor activity, which
mediates the yeast response to limiting phosphate conditions, is a major target of this
RXLR effector. Further work is needed to identify which component of the PHO4
regulatory network is the precise target of PsAvh110 in yeast and to then elucidate if
an orthologous protein in plants is similarly targeted. The yeast-based model for
investigating the function of Phytophthora effectors promises to increase our molecular
understanding of the pathogenicity mechanisms of these devastating plant pathogens with
the ultimate goal of developing more robust strategies for pathogen management.

ACKNOWLEDGEMENTS
We acknowledge the superior technical work of Matthew Reeder who conducted the yeast
growth inhibition assays. We thank Beth Lingenfelter for her administrative assistance.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This research was funded by the Agriculture and Food Research Initiative competitive
grant 2011-68004-30104 of the USDA’s National Institute of Food and Agriculture, as well
as The Henry J. Copeland Fund for Independent Study and The Theron L. Peterson and
Dorothy R. Peterson Biology Research and Expense Fund at The College of Wooster.
The funders had no role in study design, data collection and analysis, decision to publish,
or preparation of the manuscript.

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 10/15

http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/


Grant Disclosures
The following grant information was disclosed by the authors:
Agriculture and Food Research Initiative competitive grant: 2011-68004-30104.
USDA’s National Institute of Food and Agriculture.
Independent Study.
College of Wooster.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� Avery C. Wilson conceived and designed the experiments, performed the experiments,
analyzed the data, authored or reviewed drafts of the paper, and approved the final draft.

� William R. Morgan conceived and designed the experiments, analyzed the data,
prepared figures and/or tables, authored or reviewed drafts of the paper, and approved
the final draft.

DNA Deposition
The following information was supplied regarding the deposition of DNA sequences:

RNA-seq data are available in the EMBL-EBI ArrayExpress database: E-MTAB-9566.
https://www.ebi.ac.uk/arrayexpress/experiments/E-MTAB-9566/.

Data Availability
The following information was supplied regarding data availability:

The raw yeast growth data (optical density at 595 nm), the code for its analysis in the R
notebook file, and the code for the analysis of matching yeast transcriptome profiles in the
R notebook are available in the Supplemental File.

The Galaxy history of the transcriptome data analysis is accessible at
https://usegalaxy.org/u/wmorgan/h/psavh110-rna-seq-analysis.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.12576#supplemental-information.

REFERENCES
Afgan E, Baker D, Batut B, van den Beek M, Bouvier D, Čech M, Chilton J, Clements D,

Coraor N, Grüning BA, Guerler A, Hillman-Jackson J, Hiltemann S, Jalili V, Rasche H,
Soranzo N, Goecks J, Taylor J, Nekrutenko A, Blankenberg D. 2018. The Galaxy platform for
accessible, reproducible and collaborative biomedical analyses: 2018 update. Nucleic Acids
Research 46(W1):W537–W544 DOI 10.1093/nar/gky379.

Alberti S, Gitler AD, Lindquist S. 2007. A suite of Gateway cloning vectors for high-throughput
genetic analysis in Saccharomyces cerevisiae. Yeast Chichester England 24:913–919
DOI 10.1002/yea.1502.

Anderson RG, Casady MS, Fee RA, Vaughan MM, Deb D, Fedkenheuer K, Huffaker A,
Schmelz EA, Tyler BM, McDowell JM. 2012. Homologous RXLR effectors from

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 11/15

https://www.ebi.ac.uk/arrayexpress/experiments/E-MTAB-9566/
http://dx.doi.org/10.7717/peerj.12576#supplemental-information
https://usegalaxy.org/u/wmorgan/h/psavh110-rna-seq-analysis
http://dx.doi.org/10.7717/peerj.12576#supplemental-information
http://dx.doi.org/10.7717/peerj.12576#supplemental-information
http://dx.doi.org/10.1093/nar/gky379
http://dx.doi.org/10.1002/yea.1502
http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/


Hyaloperonospora arabidopsidis and Phytophthora sojae suppress immunity in distantly related
plants: conserved oomycete effectors suppress immunity. Plant Journal 72:882–893
DOI 10.1111/j.1365-313X.2012.05079.x.

Boevink PC, Birch PRJ, Turnbull D, Whisson SC. 2020. Devastating intimacy: the cell biology of
plant–Phytophthora interactions. New Phytologist 228:445–458 DOI 10.1111/nph.16650.

Bolger AM, Lohse M, Usadel B. 2014. Trimmomatic: a flexible trimmer for Illumina sequence
data. Bioinformatics 30:2114–2120 DOI 10.1093/bioinformatics/btu170.

Bos JI, Kanneganti TD, Young C, Cakir C, Huitema E, Win J, Armstrong MR, Birch PR,
Kamoun S. 2006. The C-terminal half of Phytophthora infestans RXLR effector AVR3a is
sufficient to trigger R3a-mediated hypersensitivity and suppress INF1-induced cell death in
Nicotiana benthamiana. Plant Journal 48(2):165–176 DOI 10.1111/j.1365-313X.2006.02866.x.

Bozkurt TO, Schornack S, Banfield MJ, Kamoun S. 2012. Oomycetes, effectors, and all that jazz.
Current Opinion in Plant Biology 15(4):483–492 DOI 10.1016/j.pbi.2012.03.008.

Caillaud M-C, Piquerez SJM, Fabro G, Steinbrenner J, Ishaque N, Beynon J, Jones JDG. 2012.
Subcellular localization of the Hpa RXLR effector repertoire identifies a tonoplast-associated
protein HaRxL17 that confers enhanced plant susceptibility: subcellular localization of Hpa
effector repertoire. Plant Journal 69(2):252–265 DOI 10.1111/j.1365-313X.2011.04787.x.

Castrillo G, Teixeira PJPL, Paredes SH, Law TF, de Lorenzo L, Feltcher ME, Finkel OM,
Breakfield NW, Mieczkowski P, Jones CD, Paz-Ares J, Dangl JL. 2017. Root microbiota drive
direct integration of phosphate stress and immunity. Nature 543(7646):513–518
DOI 10.1038/nature21417.

Chan C, Liao Y, Chious TJ. 2020. The impact of phosphorus on plant immunity. Plant & Cell
Physiology 62(4):582–589 DOI 10.1093/pcp/pcaa168.

Cherry JM, Hong EL, Amundsen C, Balakrishnan R, Binkley G, Chan ET, Christie KR,
Costanzo MC, Dwight SS, Engel SR, Fisk DG, Hirschman JE, Hitz BC, Karra K, Krieger CJ,
Miyasato SR, Nash RS, Park J, Skrzypek MS, Simison M, Weng S, Wong ED. 2012.
Saccharomyces genome database: the genomics resource of budding yeast. Nucleic Acids
Research 40(D1):D700–D705 DOI 10.1093/nar/gkr1029.

Chua G, Morris QD, Sopko R, Robinson MD, Ryan O, Chan ET, Frey BJ, Andrews BJ, Boone C,
Hughes TR. 2006. Identifying transcription factor functions and targets by phenotypic
activation. Proceedings of the National Academy of Sciences 103(32):12045–12050
DOI 10.1073/pnas.0605140103.

Fawke S, Doumane M, Schornack S. 2015. Oomycete interactions with plants: infection strategies
and resistance principles. Microbiology and Molecular Biology Reviews 79(3):263–280
DOI 10.1128/MMBR.00010-15.

Giaever G, Nislow C. 2014. The yeast deletion collection: a decade of functional genomics. Genetics
197(2):451–465 DOI 10.1534/genetics.114.161620.

Gietz RD. 2014. Yeast transformation by the LiAc/SS carrier DNA/PEG method. In: Smith JS,
Burke DJ, eds. Yeast Genetics. New York, NY: Springer New York, 1–12.

Haas BJ, Kamoun S, Zody MC, Jiang RHY, Handsaker RE, Cano LM, Grabherr M, Kodira CD,
Raffaele S, Torto-Alalibo T, Bozkurt TO, Ah-Fong AMV, Alvarado L, Anderson VL,
Armstrong MR, Avrova A, Baxter L, Beynon J, Boevink PC, Bollmann SR, Bos JIB,
Bulone V, Cai G, Cakir C, Carrington JC, Chawner M, Conti L, Costanzo S, Ewan R,
Fahlgren N, Fischbach MA, Fugelstad J, Gilroy EM, Gnerre S, Green PJ, Grenville-Briggs LJ,
Griffith J, Grünwald NJ, Horn K, Horner NR, Hu C-H, Huitema E, Jeong D-H, Jones AME,
Jones JDG, Jones RW, Karlsson EK, Kunjeti SG, Lamour K, Liu Z, Ma LJ, MacLean D,
Chibucos MC, McDonald H, McWalters J, Meijer HJG, Morgan W, Morris PF, Munro CA,

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 12/15

http://dx.doi.org/10.1111/j.1365-313X.2012.05079.x
http://dx.doi.org/10.1111/nph.16650
http://dx.doi.org/10.1093/bioinformatics/btu170
http://dx.doi.org/10.1111/j.1365-313X.2006.02866.x
http://dx.doi.org/10.1016/j.pbi.2012.03.008
http://dx.doi.org/10.1111/j.1365-313X.2011.04787.x
http://dx.doi.org/10.1038/nature21417
http://dx.doi.org/10.1093/pcp/pcaa168
http://dx.doi.org/10.1093/nar/gkr1029
http://dx.doi.org/10.1073/pnas.0605140103
http://dx.doi.org/10.1128/MMBR.00010-15
http://dx.doi.org/10.1534/genetics.114.161620
http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/


O’Neill K, Ospina-Giraldo M, Aés Pinzón, Pritchard L, Ramsahoye B, Ren Q, Restrepo S,
Roy S, Sadanandom A, Savidor A, Schornack S, Schwartz DC, Schumann UD,
Schwessinger B, Seyer L, Sharpe T, Silvar C, Song J, Studholme DJ, Sykes S, Thines M,
van de Vondervoort PJI, Phuntumart V,Wawra S, Weide R,Win J, Young C, Zhou S, FryW,
Meyers BC, Van West P, Ristaino J, Govers F, Birch PRJ, Whisson SC, Judelson HS,
Nusbaum Cl. 2009. Genome sequence and analysis of the Irish potato famine pathogen
Phytophthora infestans. Nature 461(7262):393–398 DOI 10.1038/nature08358.

He BZ, Zhou X, O’Shea EK. 2017. Evolution of reduced co-activator dependence led to target
expansion of a starvation response pathway. ELife 6:e25157 DOI 10.7554/eLife.25157.

Hothorn T, Bretz F, Westfall P. 2008. Simultaneous inference in general parametric models.
Biometrical Journal 50:346–363 DOI 10.1002/(ISSN)1521-4036.

Kamoun S, Furzer O, Jones JDG, Judelson HS, Ali GS, Dalio RJD, Roy SG, Schena L,
Zambounis A, Panabières F, Cahill D, Ruocco M, Figueiredo A, Chen X-R, Hulvey J, Stam R,
Lamour K, Gijzen M, Tyler BM, Grünwald NJ, Mukhtar MS, Tomé DFA, Tör M,
Van Den Ackerveken G, McDowell J, Daayf F, Fry WE, Lindqvist-Kreuze H, Meijer HJG,
Petre B, Ristaino J, Yoshida K, Birch PRJ, Govers F. 2015. The Top 10 oomycete pathogens in
molecular plant pathology: top 10 oomycete plant pathogens. Molecular Plant Pathology
16(4):413–434 DOI 10.1111/mpp.12190.

Kang H-J, Jeong S-J, Kim K-N, Baek I-J, Chang M, Kang C-M, Park Y-S, Yun C-W. 2014. A
novel protein, Pho92, has a conserved YTH domain and regulates phosphate metabolism by
decreasing the mRNA stability of PHO4 in Saccharomyces cerevisiae. Biochemical Journal
457(3):391–400 DOI 10.1042/BJ20130862.

Kim D, Langmead B, Salzberg SL. 2015. HISAT: a fast spliced aligner with low memory
requirements. Nature Methods 12(4):357–360 DOI 10.1038/nmeth.3317.

Kramer RW, Slagowski NL, Eze NA, Giddings KS, Morrison MF, Siggers KA, Starnbach MN,
Lesser CF. 2007. Yeast functional genomic screens lead to identification of a role for a bacterial
effector in innate immunity regulation. PLOS Pathogens 3:e21
DOI 10.1371/journal.ppat.0030021.

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

Liao Y, Smyth GK, Shi W. 2014. featureCounts: an efficient general purpose program for assigning
sequence reads to genomic features. Bioinformatics 30:923–930
DOI 10.1093/bioinformatics/btt656.

Liu H, Krizek J, Bretscher A. 1992. Construction of a GAL1-regulated yeast cDNA expression
library and its application to the identification of genes whose overexpression causes lethality in
yeast. Genetics 132:665–673 DOI 10.1093/genetics/132.3.665.

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

Lundblad V, Struhl K. 2008. Yeast. Current Protocols in Molecular Biology 82(1):550
DOI 10.1002/0471142727.mb1300s82.

McGowan J, Fitzpatrick DA. 2017. Genomic, network, and phylogenetic analysis of the oomycete
effector arsenal. mSphere 2(6):289 DOI 10.1128/mSphere.00408-17.

Morcillo RJ, Singh SK, He D, An G, Vílchez JI, Tang K, Yuan F, Sun Y, Shao C, Zhang S,
Yang Y, Liu X, Dang Y, Wang W, Gao J, Huang W, Lei M, Song CP, Zhu JK, Macho AP,
Paré PW, Zhang H. 2020. Rhizobacterium-derived diacetyl modulates plant immunity in a
phosphate-dependent manner. EMBO Journal 39:e102602 DOI 10.15252/embj.2019102602.

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 13/15

http://dx.doi.org/10.1038/nature08358
http://dx.doi.org/10.7554/eLife.25157
http://dx.doi.org/10.1002/(ISSN)1521-4036
http://dx.doi.org/10.1111/mpp.12190
http://dx.doi.org/10.1042/BJ20130862
http://dx.doi.org/10.1038/nmeth.3317
http://dx.doi.org/10.1371/journal.ppat.0030021
http://dx.doi.org/10.1126/science.1139080
http://dx.doi.org/10.1093/bioinformatics/btt656
http://dx.doi.org/10.1093/genetics/132.3.665
http://dx.doi.org/10.1186/s13059-014-0550-8
http://dx.doi.org/10.1002/0471142727.mb1300s82
http://dx.doi.org/10.1128/mSphere.00408-17
http://dx.doi.org/10.15252/embj.2019102602
http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/


Munkvold KR, Martin ME, Bronstein PA, Collmer A. 2008. A survey of the Pseudomonas
syringae pv. tomato DC3000 type III secretion system effector repertoire reveals several effectors
that are deleterious when expressed in Saccharomyces cerevisiae. Molecular Plant-Microbe
Interactions 21(4):490–502 DOI 10.1094/MPMI-21-4-0490.

Norman KL, Kumar A. 2016. Mutant power: using mutant allele collections for yeast functional
genomics. Briefings in Functional Genomics 15(2):75–84 DOI 10.1093/bfgp/elv042.

Ogawa N, DeRisi J, Brown PO. 2000. New components of a system for phosphate accumulation
and polyphosphate metabolism in Saccharomyces cerevisiae revealed by genomic expression
analysis. Molecular Biology of the Cell 11:4309–4321 DOI 10.1091/mbc.11.12.4309.

Popa C, Coll NS, Valls M, Sessa G. 2016. Yeast as a heterologous model system to uncover type III
effector function. PLOS Pathogens 12:e1005360 DOI 10.1371/journal.ppat.1005360.

R Core Team. 2020. R: a language and environment for statistical computing. (Vienna, Austria: R
Foundation for Statistical Computing). Available at http://www.R-project.org/.

Raudvere U, Kolberg L, Kuzmin I, Arak T, Adler P, Peterson H, Vilo J. 2019. g: Profiler: a web
server for functional enrichment analysis and conversions of gene lists (2019 update). Nucleic
Acids Research 47:W191–W198 DOI 10.1093/nar/gkz369.

Rehmany AP, Gordon A, Rose LE, Allen RL, Armstrong MR, Whisson SC, Kamoun S,
Tyler BM, Birch PR, Beynon JL. 2005. Differential recognition of highly divergent downy
mildew avirulence gene alleles by RPP1 resistance genes from two Arabidopsis lines. Plant Cell
17:1839–1850 DOI 10.1105/tpc.105.031807.

Sambrook J, Russell DW. 2001.Molecular cloning: a laboratory manual. Cold Spring Harbor, N.Y:
Cold Spring Harbor Laboratory Press.

Secco D, Wang C, Shou H, Whelan J. 2012. Phosphate homeostasis in the yeast Saccharomyces
cerevisiae, the key role of the SPX domain-containing proteins. FEBS Letters 586:289–295
DOI 10.1016/j.febslet.2012.01.036.

Siggers KA, Lesser CF. 2008. The yeast Saccharomyces cerevisiae: a versatile model system for the
identification and characterization of bacterial virulence proteins. Cell Host &Microbe 4(1):8–15
DOI 10.1016/j.chom.2008.06.004.

Slagowski NL, Kramer RW, Morrison MF, LaBaer J, Lesser CF. 2008. A functional genomic yeast
screen to identify pathogenic bacterial proteins. PLOS Pathogens 4(1):e9
DOI 10.1371/journal.ppat.0040009.

Springer M, Wykoff DD, Miller N, O’Shea EK. 2003. Partially Phosphorylated Pho4 activates
transcription of a subset of phosphate-responsive genes. PLOS Biology 1(2):e28
DOI 10.1371/journal.pbio.0000028.

Tyler BM. 2007. Phytophthora sojae: root rot pathogen of soybean and model oomycete.Molecular
Plant Pathology 8(1):1–8 DOI 10.1111/j.1364-3703.2006.00373.x.

Tyler BM, Tripathy S, Zhang X, Dehal P, Jiang RH, Aerts A, Arredondo FD, Baxter L,
Bensasson D, Beynon JL, Chapman J, Damasceno CM, Dorrance AE, Dou D,
Dickerman AW, Dubchak IL, Garbelotto M, Gijzen M, Gordon SG, Govers F, Grunwald NJ,
Huang W, Ivors KL, Jones RW, Kamoun S, Krampis K, Lamour KH, Lee MK,
McDonald WH, Medina M, Meijer HJ, Nordberg EK, Maclean DJ, Ospina-Giraldo MD,
Morris PF, Phuntumart V, Putnam NH, Rash S, Rose JK, Sakihama Y, Salamov AA,
Savidor A, Scheuring CF, Smith BM, Sobral BW, Terry A, Torto-Alalibo TA, Win J, Xu Z,
Zhang H, Grigoriev IV, Rokhsar DS, Boore JL. 2006. Grigoriev, Phytophthora genome
sequences uncover evolutionary origins and mechanisms of pathogenesis. Science
313:1261–1266 DOI 10.1126/science.1128796.

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 14/15

http://dx.doi.org/10.1094/MPMI-21-4-0490
http://dx.doi.org/10.1093/bfgp/elv042
http://dx.doi.org/10.1091/mbc.11.12.4309
http://dx.doi.org/10.1371/journal.ppat.1005360
http://www.R-project.org/
http://dx.doi.org/10.1093/nar/gkz369
http://dx.doi.org/10.1105/tpc.105.031807
http://dx.doi.org/10.1016/j.febslet.2012.01.036
http://dx.doi.org/10.1016/j.chom.2008.06.004
http://dx.doi.org/10.1371/journal.ppat.0040009
http://dx.doi.org/10.1371/journal.pbio.0000028
http://dx.doi.org/10.1111/j.1364-3703.2006.00373.x
http://dx.doi.org/10.1126/science.1128796
http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/


Wang S, Boevink PC, Welsh L, Zhang R, Whisson SC, Birch PRJ. 2017. Delivery of cytoplasmic
and apoplastic effectors from Phytophthora infestans haustoria by distinct secretion pathways.
New Phytologist 216:205–215 DOI 10.1111/nph.14696.

Wang Q, Han C, Ferreira AO, Yu X, Ye W, Tripathy S, Kale SD, Gu B, Sheng Y, Sui Y, Wang X,
Zhang Z, Cheng B, Dong S, Shan W, Zheng X, Dou D, Tyler BM, Wang Y. 2011.
Transcriptional Programming and Functional Interactions within the Phytophthora sojae RXLR
Effector Repertoire. Plant Cell 23:2064–2086 DOI 10.1105/tpc.111.086082.

Wang W, Jiao F. 2019. Effectors of Phytophthora pathogens are powerful weapons for
manipulating host immunity. Planta 250:413–425 DOI 10.1007/s00425-019-03219-x.

Wang S, McLellan H, Bukharova T, He Q, Murphy F, Shi J, Sun S, van Weymers P, Ren Y,
Thilliez G, Wang H, Chen X, Engelhardt S, Vleeshouwers V, Gilroy EM,Whisson SC, Hein I,
Wang X, Tian Z, Birch P, Boevink PC. 2019. Phytophthora infestans RXLR effectors act in
concert at diverse subcellular locations to enhance host colonization. Journal of Experimental
Botany 70:343–356 DOI 10.1093/jxb/ery360.

Wang G-Y, Shi J-L, Ng G, Battle SL, Zhang C, Lu H. 2011. Circadian clock-regulated phosphate
transporter PHT4;1 plays an important role in Arabidopsis defense. Molecular Plant 4:516–526
DOI 10.1093/mp/ssr016.

Wawra S, Belmonte R, Löbach L, Saraiva M, Willems A, van West P. 2012. Secretion, delivery
and function of oomycete effector proteins. Current Opinion in Microbiology 15(6):685–691
DOI 10.1016/j.mib.2012.10.008.

Whisson SC, Boevink PC, Wang S, Birch PR. 2016. The cell biology of late blight disease. Current
Opinion in Microbiology 34(3):127–135 DOI 10.1016/j.mib.2016.09.002.

Wykoff DD, Rizvi AH, Raser JM, Margolin B, O’Shea EK. 2007. Positive feedback regulates
switching of phosphate transporters in S. cerevisiae. Molecular Cell 27(6):1005–1013
DOI 10.1016/j.molcel.2007.07.022.

Wilson and Morgan (2021), PeerJ, DOI 10.7717/peerj.12576 15/15

http://dx.doi.org/10.1111/nph.14696
http://dx.doi.org/10.1105/tpc.111.086082
http://dx.doi.org/10.1007/s00425-019-03219-x
http://dx.doi.org/10.1093/jxb/ery360
http://dx.doi.org/10.1093/mp/ssr016
http://dx.doi.org/10.1016/j.mib.2012.10.008
http://dx.doi.org/10.1016/j.mib.2016.09.002
http://dx.doi.org/10.1016/j.molcel.2007.07.022
http://dx.doi.org/10.7717/peerj.12576
https://peerj.com/

	Functional analysis of a Phytophthora host-translocated effector using the yeast model system
	Introduction
	Materials & methods
	Results
	Discussion
	Conclusions
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /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 true
  /GrayImageMinResolution 300
  /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 true
  /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

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


