
Yamada  BMC Microbiology          (2021) 21:311  
https://doi.org/10.1186/s12866-021-02373-1

RESEARCH

RPD3 and UME6 are involved 
in the activation of PDR5 transcription 
and pleiotropic drug resistance in ρ0 cells 
of Saccharomyces cerevisiae
Yoichi Yamada* 

Abstract 

Background: In Saccharomyces cerevisiae, the retrograde signalling pathway is activated in ρ0/− cells, which lack 
mitochondrial DNA. Within this pathway, the activation of the transcription factor Pdr3 induces transcription of the 
ATP-binding cassette (ABC) transporter gene, PDR5, and causes pleiotropic drug resistance (PDR). Although a histone 
deacetylase, Rpd3, is also required for cycloheximide resistance in ρ0/− cells, it is currently unknown whether Rpd3 
and its DNA binding partners, Ume6 and Ash1, are involved in the activation of PDR5 transcription and PDR in ρ0/− 
cells. This study investigated the roles of RPD3, UME6, and ASH1 in the activation of PDR5 transcription and PDR by 
retrograde signalling in ρ0 cells.

Results: ρ0 cells in the rpd3∆ and ume6∆ strains, with the exception of the ash1∆ strain, were sensitive to fluconazole 
and cycloheximide. The PDR5 mRNA levels in ρ0 cells of the rpd3∆ and ume6∆ strains were significantly reduced com-
pared to the wild-type and ash1∆ strain. Transcriptional expression of PDR5 was reduced in cycloheximide-exposed 
and unexposed ρ0 cells of the ume6∆ strain; the transcriptional positive response of PDR5 to cycloheximide exposure 
was also impaired in this strain.

Conclusions: RPD3 and UME6 are responsible for enhanced PDR5 mRNA levels and PDR by retrograde signalling in ρ0 
cells of S. cerevisiae.
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Background
In the yeast, Saccharomyces cerevisiae, multidrug resist-
ance can result from the overexpression of plasma 
membrane-localized ABC transporters, such as Pdr5, 
Snq2, and Yor1. Pdr5 is a major efflux pump of func-
tionally and structurally unrelated antifungal drugs or 
compounds, such as fluconazole and cycloheximide [1]. 
Expression of PDR5 can be induced by the paralogous 

Zn2Cys6 transcription factors, Pdr1 and Pdr3. Pdr1 
and Pdr3 can form both homo- and heterodimers, and 
directly bind structurally diverse drugs and xenobiot-
ics [2, 3]. PDR5 has four perfect and degenerate pleio-
tropic drug response elements (PDREs) in its promoter 
region [4]. Pdr1 and Pdr3 are constitutively bound to 
PDRE in the PDR5 promoter [3]. Although PDR1 does 
not have a PDRE in its promoter region, PDR3 has two 
PDREs, and is thereby regulated by an autoregulatory 
loop involving Pdr3 [5]. Thus, PDR3 is transcriptionally 
regulated by both Pdr1 and Pdr3 via PDRE [5]. Gain-of-
function mutations in Pdr1 and Pdr3 lead to hyperactive 
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transcription of ABC transporter genes, such as PDR5, 
SNQ2, and YOR1, resulting in the induction of pleio-
tropic drug resistance (PDR) [6, 7].

Although PDR1 and PDR3 have functionally redundant 
roles in PDR, PDR1 plays a predominant role in PDR to 
toxic agents and basal PDR5 expression [8, 9]. Deletion 
of PDR1 increases susceptibility to cycloheximide com-
pared to PDR3, whereas the disruption of PDR1 and 
PDR3 causes hypersensitivity to cycloheximide and oli-
gomycin compared with a single disruption [9].

PDR3 plays a predominant role in the PDR of ρ0/− 
cells without mitochondrial DNA in S. cerevisiae [10]. 
The retrograde signalling pathway is strongly activated 
in ρ0/− cells of S. cerevisiae and Candida glabrata, and 
the expression of multidrug resistance genes, including 
PDR5 and CgCdr1 is induced. The induction of PDR5 
in this retrograde signalling pathway requires Pdr3 but 
not Pdr1 [10]. In the retrograde signalling pathway, Pdr3 
directly interacts with the Hsp70 chaperone Ssa1, and 
Pdr3 activity is inhibited [11]. Intriguingly, this Pdr3-Ssa1 
association is decreased in ρ0/− cells, and Pdr3 activity is 
strongly stimulated [11].

In S. cerevisiae, small (0.6 MDa) (Rpd3S) and large 
(1.2 MDa) (Rpd3L) corepressor complexes exist, shar-
ing specific subunits such as a histone deacetylase, 
Rpd3, Ume1, and Sin3 [12]. They participate in chroma-
tin remodelling and transcriptional repression [13, 14]. 
Dep1 and Sds3 are specific subunits of the Rpd3L com-
plex, whereas the Rpd3S complex contains two unique 
subunits, Rco1p and Eaf3p [12]. Rpd3 is a histone dea-
cetylase, while Sds3 is involved in transcriptional silenc-
ing and sporulation. The Rpd3L complex contains the 
DNA binding transcription factors, Ume6 and Ash1, 
which are responsible for the targeted deacetylation of 
gene promoters [12]. For example, Ume6 binds the URS1 
upstream regulatory sequence on the INO1 promoter 
and represses INO1 expression by recruiting Rpd3 via the 
corepressor Sin3 and chromatin remodelling factor Isw2 
[14, 15]. Although both Ume6 and Ash1 are bound to the 
INO1 and HO promoters, Ume6 specifically represses 
INO1 gene expression, and Ash1 specifically inhibits HO 
gene expression [12]. UME6 is known to repress carbon/
nitrogen metabolic and early meiotic gene expression 
while participating in gene activation [16].

Borecka-Melkusova et  al. have shown that Rpd3 is 
required for basal PDR5 transcription and Pdr3-medi-
ated PDR [17]. In addition, the sds3Δ, dep1Δ, and rpd3Δ 
strains are sensitive to drugs, indicating that the Rpd3L 
complex is involved in PDR [17]. In contrast to sds3Δ, 
dep1Δ, and rpd3Δ strains, the ume6Δ and ash1Δ strains 
displayed no sensitivity to cycloheximide at the mini-
mum inhibitory concentration [17]. In addition, Yibman-
tasiri et al. have also reported that the ume6Δ strain does 

not confer sensitivity to a range of fungicides including 
cycloheximide, ketoconazole, fluconazole, oligomycin, 
and benomyl when tested in a spot dilution assay [18]. 
The authors also reported that deletion of UME6 does 
not reduce Pdr5 expression in western blot analysis [18]. 
Robbins et  al. reported that the decreased azole resist-
ance in the rpd3Δ strain of S. cerevisiae does not result 
from downregulation of PDR5 mRNA [19]. Rather, it 
results from diminished Hsp90-dependent antifungal 
drug resistance in Candida albicans and S. cerevisiae 
[19]. Furthermore, Jensen et al. reported that artemisinin 
sensitivity in the rpd3Δ strain of S. cerevisiae occurred 
due to the impaired endoplasmic reticulum (ER) to Golgi 
trafficking of Pdr5, and not from transcriptional down-
regulation of PDR5 [20].

As mentioned above, PDR5 expression or PDR in the 
rpd3Δ, ume6Δ, and ash1Δ mutant strains, has been 
examined mainly in ρ+ cells with mitochondrial DNA, 
but not in ρ0/− cells. However, Borecka-Melkusova et al. 
showed that ρ0/− cells in the rpd3Δ strain also have sig-
nificantly lower cycloheximide resistance than those in 
the wild-type [17]. Although PDR5 transcription and 
PDR are activated by retrograde signalling via Pdr3 in 
ρ0/− cells, whether RPD3, UME6, and ASH1 are involved 
in the activation of PDR5 transcription and PDR in ρ0/− 
cells has not yet been examined. Therefore, this study 
investigated the roles of RPD3, UME6, and ASH1 in the 
activation of PDR5 transcription and PDR by retrograde 
signalling in ρ0 cells.

Results
Susceptibility of ρ0 cells in strain ume6∆ to fluconazole 
and cycloheximide
To investigate whether UME6 and ASH1 are involved 
in the PDR of ρ0 cells, the sensitivity of ρ0 cells in the 
ume6∆ and ash1∆ mutant strains to fluconazole and 
cycloheximide was examined using a spot dilution assay. 
ρ0 cells in the ume6∆::bleMX6, pdr3∆::bleMX6, and 
rpd3∆::bleMX6 mutant strains were more sensitive to 
fluconazole and cycloheximide than those in the wild-
type, ash1∆::bleMX6, and gat3∆::bleMX6 strains (Fig. 1). 
However, ρ0 cells of the ume6∆ mutant strain were less 
susceptible to fluconazole and cycloheximide than those 
in the pdr3∆ and rpd3∆ mutant strains (Fig. 1). Similar 
results were also observed for ρ0 cells in the wild-type, 
ume6∆::KanMX, pdr3∆::KanMX, and rpd3∆::KanMX, 
ash1∆::KanMX, and gat3∆::KanMX strains (data not 
shown). We also obtained similar results in ρ0 cells of the 
ume6∆ mutant derived from the W303–1A strain (data 
not shown). Since fluconazole and cycloheximide are 
functionally and structurally unrelated compounds, these 
results suggest that UME6, but not ASH1, is responsible 
for the activation of PDR5 transcription and PDR in ρ0 
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cells of S. cerevisiae. However, it cannot be ruled out that 
ASH1 may be responsible for resistance to other drugs in 
ρ0 cells of S. cerevisiae.

In the spot dilution assay, the ρ0 cells in the ume6∆ 
mutant displayed less susceptibility to fluconazole and 
cycloheximide than in the pdr3∆ and rpd3∆ mutants. 
Therefore, we further investigated whether UME6 is 
responsible for PDR in ρ0 cells using a co-cultivation 
assay [21]. As ρ0 cells of the ume6∆ mutant, but not of 
the ash1∆ and gat3∆ mutants, were more sensitive to flu-
conazole and cycloheximide than those in the wild-type 
strain, ash1∆ and gat3∆ mutants were used as controls 
for the ume6∆ mutant in the co-cultivation assay (Fig. 1).

ρ0 cells in two mutant strains, gat3∆::KanMX and 
ume6∆::bleMX6, were co-cultivated in the presence and 
absence of 100 μg/mL fluconazole. The number of viable 
cells of each mutant strain in the co-culture was esti-
mated by spreading them onto yeast extract peptone 
dextrose (YPD) plates containing G418 or Zeocin. We 
found that ρ0 cells in the ume6∆::bleMX6 strain were 
eliminated from the co-culture over time in the pres-
ence of fluconazole, but not in the absence of fluconazole 
(p < 0.05) (Fig.  2A). Similar results were also observed 
when ρ0 cells of the gat3∆::bleMX6 strain were co-cul-
tivated with those of ume6∆::KanMX strain in the pres-
ence and absence of 100 μg/mL fluconazole, indicating 
that selection marker genes do not affect these changes 
in survival rate (data not shown). Furthermore, similar 
results were obtained when ρ0 cells of the gat3∆ strain 
were co-cultivated with those of ume6∆ strain in the 
presence and absence of 0.5 μg/mL cycloheximide (data 
not shown). Rather than using the gat3∆ strain, ρ0 cells 
of the ash1∆::bleMX6 strain were co-cultivated with 
those of ume6∆::KanMX in the presence and absence 
of 0.5 μg/mL cycloheximide. The survival rate of each 
strain in the co-culture was estimated in the same way. 
Consequently, ρ0 cells in the ume6∆::KanMX strain 
were eliminated earlier from the co-culture over time in 
the presence of cycloheximide compared to that in the 

absence of cycloheximide (p < 0.05) (Fig.  2B). Further-
more, similar results were observed in the co-cultivation 
of ρ0 cells in the ash1∆::KanMX and ume6∆::bleMX6 
mutant strains in the presence of 100 μg/mL fluconazole 
(data not shown). These results suggest that UME6, but 
not ASH1, contributes to the activated PDR in ρ0  cells of 
S. cerevisiae.

Deletion of RPD3 and UME6, but not ASH1, decreases 
the PDR5 mRNA level
Decreased PDR in ρ0 cells of the rpd3∆ and ume6∆ 
strains suggested that enhanced transcriptional expres-
sion of PDR5 by retrograde signalling is suppressed in ρ0 
cells. Thus, we investigated the expression levels of PDR5 
mRNA in ρ0 and ρ+ cells of the wild-type, rpd3∆, ume6∆, 
pdr3∆, ash1∆ mutant strains grown to the logarithmic 
phase by real-time RT-PCR.

PDR5 expression was more strongly induced in the 
wild-type strain of ρ0 cells than in the wild-type strain 
of ρ+ cells (p < 0.05) (Fig.  3A and Table  S1). Within ρ0 
cells, PDR5 expression of the pdr3∆ strain was signifi-
cantly more suppressed compared to the wild-type strain 
(p < 0.05), while in case of ρ+ cells, the PDR5 expression 
level in the pdr3∆ strain was not significantly different 
from the wild-type strain (p > 0.05) (Fig. 3B and Table S2). 
These results were consistent with those of previous 
reports [9].

The PDR5 mRNA levels in ρ0 cells of the rpd3∆, ume6∆, 
and pdr3∆ mutant strains were significantly lower than 
those in the wild-type and ash1∆ mutant strains (p < 0.05) 
(Fig. 3A and Table S1). This suggests that activated PDR5 
transcriptional expression by retrograde signalling was 
significantly reduced in ρ0 cells of the rpd3∆, ume6∆, 
and pdr3∆ strains (Fig.  3A). Thus, the increased drug 
susceptibility of ρ0 cells in the rpd3∆, ume6∆, and pdr3∆ 
strains shown in spot dilution and co-cultivation assays 
can be explained by the reduction in PDR5 mRNA levels. 
In contrast, PDR5 mRNA levels in ρ+ cells of the ume6∆, 
rpd3∆, and pdr3∆ strains were similar to those in ρ+ 

ash1Δ

pdr3Δ

rpd3Δ

gat3Δ

ume6Δ

Fig. 1 UME6, but not ASH1, is responsible for the PDR of ρ0 S. cerevisiae. Fluconazole or cycloheximide resistance of ρ0 cells in the wild-type strain 
(FY1679-28C) and its derivative strains, ume6∆::bleMX6, ash1∆::bleMX6, pdr3∆::bleMX6, and rpd3∆::bleMX6, and gat3∆::bleMX6 was determined by the 
spot dilution assay
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cells of the wild-type and ash1∆ mutant strains (p > 0.05) 
(Fig.  3B and Table  S2). Therefore, UME6 and RPD3 are 
responsible for the enhanced transcriptional expression 
of PDR5 by Pdr3-mediated retrograde signalling in ρ0 
cells but not for basal expression of PDR5 in ρ+ cells. In 
addition, ρ0 cells, but not ρ+ cells, in the ume6∆ mutant 
strain, had slightly more reduced PDR3 mRNA lev-
els than those in the wild-type strain, suggesting minor 
involvement of UME6 in the activation of autoregulated 
transcriptional expression of PDR3 by retrograde signal-
ling (Figs. 3A and 4).

Furthermore, this study investigated whether the 
activated transcriptional expression of PDR5 following 
cycloheximide exposure occurs in ρ0 cells of the ume6∆ 

mutant strain using real-time RT-PCR. PDR3 and 
PDR5 mRNA levels in ρ0 cells of the ume6∆ strain were 
lower than those in the wild-type strain, independ-
ent of the addition of cycloheximide. However, PDR5 
mRNA levels in ρ0 cells of the wild-type and ume6∆ 
strains increased 1.6- and 1.55 times, respectively, after 
exposure to 0.2 μg/mL cycloheximide for 45 min (Fig. 4 
and Table  S3). These increases in PDR5 mRNA levels 
in ρ0 cells were statistically significant in the wild-type 
(p < 0.05), but not in the ume6∆ strains (p > 0.05). This 
suggests that UME6 is involved in the transcriptional 
expression of PDR5 in cycloheximide-exposed and 
unexposed ρ0 cells and the intact induction of PDR5 
transcription after drug exposure in ρ0 cells.

gat3∆::KanMX ume6∆::bleMX6 gat3∆::KanMX ume6∆::bleMX6

ash1∆::bleMX6 ume6∆::KanMX ash1∆::bleMX6 ume6∆::KanMX

Fig. 2 ρ0 cells in ume6∆ mutant are more susceptible to fluconazole and cycloheximide than those in the ash1∆ and gat3∆ mutants in the 
co-cultivation assay. A Changes in the survival rate of each strain in the co-cultivation of ume6∆::bleMX6 and gat3∆::KanMX strains (FY1679-28C) in 
the presence (right) and absence (left) of 100 μg/mL fluconazole. B Changes in the survival rate of each strain in the co-cultivation of ash1∆::bleMX6 
and ume6∆::KanMX strains (FY1679-28C) in the presence (right) and absence (left) of cycloheximide (0.5 μg/mL)
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Discussion
This study revealed that UME6 and RPD3, but not ASH1, 
are responsible for enhancing PDR5 expression and 
PDR by retrograde signalling in ρ0 cells of S. cerevisiae. 
In addition, UME6 was involved in the transcriptional 
expression of PDR5 in cycloheximide-exposed and unex-
posed ρ0 cells, and the enhancement of PDR5 transcrip-
tion after cycloheximide exposure was also impaired in ρ0 
cells of the ume6∆ mutant strain. Reduced PDR5 mRNA 
levels in the presence and absence of cycloheximide were 
also reported in ρ+ cells of the rpd3∆ strain by Borecka-
Melkusova et  al.; however, this report was invalidated 

later by Robbins et  al. [17, 19]. Histone deacetylation 
leads to transcriptional repression and activation [14, 22]. 
Thus, Ume6 and Rpd3 may serve as enhancers of PDR5 
expression by retrograde signalling in ρ0 cells, different 
from their usual roles as repressors.

It is currently unknown how Rpd3 and Ume6 enhance 
the transcriptional expression of PDR5 and PDR in ρ0 
cells and why they do not affect basal PDR5 expression 
in ρ+ cells. As Ume6 binds to the PDR5 promoter region 
in ρ+ cells, it may also be localised at the PDR5 promoter 
region in ρ0 cells [23]. If this is true, Rpd3 and Ume6 
may directly mediate the activation of PDR5 expression 

PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5

PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5

ume6∆ rpd3∆ pdr3∆ ash1∆

ume6∆ rpd3∆ pdr3∆ ash1∆
Fig. 3 Transcriptional expression levels in the logarithmic growth phase of PDR3 and PDR5 in ρ0 and ρ+ cells of the wild-type, rpd3∆, ume6∆, 
pdr3∆, ash1∆ mutant strains. A Relative PDR3 and PDR5 mRNA levels in ρ0 cells of the wild-type, ume6∆, rpd3∆, pdr3∆, ash1∆ mutant strains in the 
logarithmic growth phase were determined by qRT-PCR. B Relative PDR3 and PDR5 mRNA levels in ρ+ cells of the wild-type, ume6∆, rpd3∆, pdr3∆, 
ash1∆ mutant strains in the logarithmic growth phase were determined by qRT-PCR
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by chromatin remodelling and facilitating Pdr3 binding. 
Furthermore, the enhanced PDR5 transcription and PDR 
by Rpd3 and Ume6 in ρ0 cells may be indirectly caused by 
changes in the expression of other genes. Pdr1 and Pdr3 
can bind to the KIX domain of the transcriptional Media-
tor subunit Med15/Gal11, which mediates sequence-
specific transcriptional regulatory proteins and the RNA 
polymerase II machinery [24]. L-Mediator (of the Media-
tor complexes) contains the Cdk8 subcomplex, which 
consists of the cyclin-dependent kinase Cdk8 (Med15/
Srb8), Med12 (Srb8), and Med13 (Srb9). Deletion of 
Med12 from the Cdk8 complex completely suppressed 
the induction of PDR5 expression in ρ0 cells but not in 
ρ+ cells, indicating a difference in the regulatory machin-
ery of PDR5 transcription between ρ+ and ρ0 cells [25]. 
This difference may be associated with the difference in 
transcriptional regulation of PDR5 by Rpd3 and Ume6 
between ρ0 and ρ+ cells.

This study showed that ρ0 cells in the ume6∆ mutant 
were less susceptible to fluconazole and cycloheximide 
than in the pdr3∆ and rpd3∆ mutants as assessed by the 
spot dilution assay (Fig. 1). This suggests that ρ0 cells in 
the ume6∆ mutant, but not the rpd3∆ mutant, maintain 
Hsp90-dependent antifungal drug resistance and intact 
ER to Golgi trafficking of Pdr5 [19, 20]. Furthermore, 
fewer multidrug resistance genes other than PDR5 are 
downregulated in ρ0 cells of the ume6∆ mutant than in 
those of the pdr3∆ mutant [26].

ρ0 cells, but not ρ+ cells, in the ume6∆ mutant strain 
had slightly lower PDR3 mRNA levels than those in the 
wild-type strain (Figs. 3 and 4). Ume6 binds to the PDR3 
promoter region in ρ+ cells; therefore, it may also bind 
to the PDR3 promoter region in ρ0 cells and may directly 

activate the transcriptionally auto regulated loop of PDR3 
by chromatin remodelling and facilitating Pdr3 binding 
[23].

The emergence of multidrug-resistant fungi is a serious 
clinical concern [27]. Therefore, the efficacy of combined 
antifungal agents against multidrug-resistant fungi has 
been examined [28]. Furthermore, to treat multidrug-
resistant fungal infections, the efficacy of using histone 
deacetylase inhibitors or essential oils from plants in 
combination with the primary classes of antifungals has 
also been examined [29–35]. For example, a histone dea-
cetylase inhibitor, trichostatin A, decreases the upregula-
tion of CDR1, ERG1, and ERG11 by azole and enhances 
azole sensitivity in C. albicans [33]. Uracil-based histone 
deacetylase inhibitors 1c and 1d reduce acquired resist-
ance to antifungals and trailing growth in C. albicans 
[34]. In addition, RPD3 is responsible for azole resistance 
and basal transcription of efflux genes such as CDR1, 
CDR2, and MDR1 in ρ+ cells of pathogenic C. albicans 
[35]. Thus, Ume6 may also be responsible for multid-
rug resistance via transcriptional regulation of the efflux 
genes in ρ+ and ρ0 cells of pathogenic Candida species. 
Therefore, identifying specific inhibitors of Ume6 may 
lead to the development of drugs against multidrug-
resistant pathogenic Candida species.

Conclusions
PDR5 expression or PDR in the rpd3Δ, ume6Δ, or ash1Δ 
mutant strains has been examined primarily in ρ+ cells, 
but not in ρ0/− cells. In this study, we investigated the 
roles of RPD3, UME6, and ASH1 in the activation of 
PDR5 transcription and PDR by retrograde signalling in 
ρ0 cells. Using spot dilution and co-cultivation assays, we 

PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5 PDR3 PDR5

ume6∆
Fig. 4 Transcriptional expression changes of PDR3 and PDR5 in ρ0 cells of the wild-type and ume6∆ strains when cycloheximide was added. 
PDR3 and PDR5 mRNA levels in ρ0 cells of the wild-type and ume6∆ strains at 45 min and 90 min after addition of cycloheximide (0.2 μg/mL) were 
quantified by qRT-PCR
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have shown that RPD3 and UME6, but not ASH1, con-
tribute to the PDR in ρ0 cells of S. cerevisiae. In addition, 
using real-time PCR assay, we have shown that RPD3 
and UME6, but not ASH1, are involved in the transcrip-
tional expression of PDR5 in ρ0 cells, and UME6 also 
contributes to PDR5 transcription and its enhancement 
in cycloheximide-exposed ρ0 cells. This work provides 
useful knowledge on the genetic basis of yeast multidrug 
resistance via transcriptional regulation of efflux genes.

Methods
Yeast strains and media
FY1679-28C (MATa, ura3–52, leu2-D1, trp1-D63, his3-
D200, GAL2+) and W303–1A (MATa, ura3–1, leu2–
3,112, trp1–1, his3–11,15, ade2–1, can1–100, rad5–535) 
strains were used as wild-type strains [27]. W303–1A was 
provided by the National Bio-Resource Project, Japan. To 
construct the gene deletion mutant strains, open read-
ing frames of UME6, PDR3, RPD3, ASH1, or GAT3 were 
replaced with KanMX or bleMX6 gene cassettes by PCR-
mediated one-step gene disruption in the FY1679-28C or 
W303–1A background [36].

The strains described above were grown on glycerol-
rich YPG agar plates (2% glycerol, 1% yeast extract, 2% 
bactopeptone, 2% agar) to eliminate ρ0 cells and obtain 
ρ+ cells for real-time RT-PCR [17]. The ρ0 derivatives 
of the strains described above were obtained by plating 
the cells twice on YPD agar plates (2% glucose, 1% yeast 
extract, 2% bactopeptone, and 2% agar) containing 40 μg/
ml ethidium bromide [26].

Yeast cells were grown in YPD medium (2% glucose, 
1% yeast extract, and 2% bactopeptone) at 30 °C with 
shaking.

Spot dilution assay
A spot dilution assay was conducted to estimate the 
relative resistance of each yeast strain to fluconazole or 
cycloheximide [37, 38]. Three independently derived ρ0 
cells from each yeast strain were aerobically grown to an 
 OD600 of 0.6–0.9 at 30 °C in YPD medium. Five micro-
liters of 10-fold serial dilutions of the logarithmic phase 
cultures containing the same number of cells were spot-
ted on YPD plates containing or not containing 20 μg/
mL fluconazole (Nacalai Tesque) (or 0.5 μg/mL cyclohex-
imide (Wako)) and incubated at 30 °C for 7 days. Repre-
sentative plate images of three replicates were captured 
after culturing at 30 °C for 7 days.

Co‑cultivation of two gene deletion mutants replaced 
with KanMX or bleMX6 gene cassettes
The ume6∆::KanMX and ash1∆::bleMX6 mutant strains, 
or the ume6∆::bleMX6 and ash1∆::KanMX mutant 
strains were co-cultivated in YPD medium containing 

or not containing 100 μg/mL fluconazole (or 0.5 μg/
mL cycloheximide). The aliquots of the co-culture were 
recovered immediately before adding drugs and at vari-
ous times after addition of the drugs, and spread on 
the YPD plates containing G418 (Wako) or Zeocin 
(Nacalai Tesque) [20]. The viability of each strain at 
each time point was estimated from the colony numbers 
on G418 and Zeocin plates [20]. The previous experi-
ments were also performed in the ume6∆::KanMX and 
gat3∆::bleMX6 mutant strains, or the ume6∆::bleMX6 
and gat3∆::KanMX mutant strains.

RNA extraction from ρ0 and ρ+ cells of each mutant strain 
grown to the logarithmic phase
Two independently derived ρ0 and ρ+ cells from each 
yeast strain were grown to an  OD600 of 7–9 in YPD, 
diluted to an  OD600 of 0.2, and grown for an additional 
5 h in duplicate [39, 40]. Aliquots of the duplicates were 
recovered. The cells in the aliquots above were pelleted, 
washed, frozen at − 80 °C, and used to extract total RNA 
[39, 40]. Total RNA was isolated from yeast cells using 
Nucleospin RNA Plus (TaKaRa), according to the manu-
facturer’s protocol.

RNA extraction from ρ0 cells exposed to drug
Independently derived ρ0 cells from each yeast strain 
were grown to an  OD600 of 7–9 in YPD, diluted to an 
 OD600 of 0.2, and grown for an additional 5 h in tripli-
cate [39, 40]. Aliquots of the triplicates were harvested 
just before the addition of cycloheximide to the medium. 
Cycloheximide (0.2 μg/mL) was added to one of the trip-
licates, and the triplicates were grown for 45 min and 
90 min at 30 °C. Aliquots of the triplicates were recovered 
at 45 min and 90 min after adding cycloheximide to one 
of the triplicates. The cells in the aliquots above were pel-
leted, washed, frozen at − 80 °C, and used to extract total 
RNA [39, 40]. Total RNA was isolated from yeast cells 
before and after exposure to cycloheximide using Nucle-
ospin RNA Plus (TaKaRa), according to the manufactur-
er’s protocol.

Real‑time RT‑PCR
Reverse transcription of total RNA was performed 
using the PrimeScript 1st strand cDNA Synthesis Kit 
(TaKaRa). SYBR Green qRT-PCR was performed using 
the TB Green® Premix Ex Taq II (TaKaRa) in a Step One 
Real-time PCR system (Applied Biosystems). For quan-
titative PCR analysis, the housekeeping gene ACT1 was 
used as an endogenous control to normalise the expres-
sion level of each target gene [41]. Minus reverse tran-
scriptase control was used as the negative control. qPCR 
for each sample was performed in duplicate or triplicate. 
Serial dilutions of the control cDNA from the wild-type 
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strain were prepared to produce a standard curve for 
each primer pair. The primers used for PDR3 were: for-
ward, 5′-TAC CGC AGA AGG AGG ATA GTT CCC A-3′ 
and reverse, 5′-GCT TAA TCG CAG TGT CCA GAT GCT 
GTAC-3′, yielding a PCR product of 117 bp. The qPCR 
for PDR5 was performed using primers 5′-CTC TGA GAG 
AAC CCT GAA CAA AGA TAT GCT A-3′ (forward) and 
5′-ATA GCT TCA CGG CTT GCT TCA TCG T-3′ (reverse) 
to amplify a fragment of 165 bp. The primers used for 
ACT1 were as follows: forward, 5′-CAA ATT ATG TTT 
GAA ACT TTC AAC GTT CCA G-3′ and reverse, 5′-ACG 
TGA GTA ACA CCA TCA CCG GAA TC-3′, yielding a PCR 
product of 125 bp.

Statistical analysis
The survival rate of ume6∆ strain at each time point in 
Fig.  2 was normalized by that at 0 h. Paired t-test was 
used for statistical analysis in Figs.  2 and 4. Unpaired 
Student’s t-test was used for statistical analysis in Fig. 3. 
p < 0.05 was considered significant.

Abbreviations
ABC: ATP-binding cassette; PDR: Pleiotropic drug resistance; ER: Endoplasmic 
reticulum; PDRE: Pleiotropic drug response elements.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12866- 021- 02373-1.

Additional file 1: Table S1. Relative expression levels quantified by qRT-
PCR in Fig. 3A.

Additional file 2: Table S2. Relative expression levels quantified by qRT-
PCR in Fig. 3B.

Additional file 3: Table S3. Relative expression levels quantified by qRT-
PCR in Fig. 4.

Acknowledgements
We thank Takumu Nishihara at the School of Electrical and Computer 
Engineering, Kanazawa University, and Mahiro Ota at the School of Biological 
Science and Technology, Kanazawa University, for technical assistance.

Author’s contributions
YY performed acquisition, analysis and interpretation of data. YY made contri-
butions to conception, design and drafting of the manuscript. All authors read 
and approved the final manuscript.

Funding
This work was supported by Kanazawa University.

Availability of data and materials
The datasets used and/or analyzed during the current study are within the 
manuscript and the Additional files. 

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

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

Received: 8 July 2021   Accepted: 25 October 2021

References
 1. Balzi E, Wang M, Leterme S, Dyck LV, Goffeau A. PDR5, a novel yeast mul-

tidrug resistance conferring transporter controlled by the transcription 
regulator PDR1. J Biol Chem. 1994;269:2206–14.

 2. Thakur JK, Arthanari H, Yang F, Pan SJ, Fan X, Breger J, et al. A nuclear 
receptor-like pathway regulating multidrug resistance in fungi. Nature. 
2008;452:604–9.

 3. Mamnun YM, Pandjaitan R, Mahé Y, Delahodde A, Kuchler K. The 
yeast zinc finger regulators Pdr1p and Pdr3p control pleiotropic drug 
resistance (PDR) as homo- and heterodimers in vivo. Mol Microbiol. 
2002;46:1429–40.

 4. Katzmann DJ, Burnett PE, Golin J, Mahé Y, Moye-Rowley WS. Transcrip-
tional control of the yeast PDR5 gene by the PDR3 gene product. Mol 
Cell Biol. 1994;14:4653–61.

 5. Delahodde A, Delaveau T, Jacq C. Positive autoregulation of the yeast 
transcription factor Pdr3p, which is involved in control of drug resistance. 
Mol Cell Biol. 1995;15:4043–51.

 6. Carvajal E, Van Den Hazel HB, Cybularz-Kolaczkowska A, Balzi E, Goffeau 
A. Molecular and phenotypic: characterization of yeast PDR1 mutants 
that show hyperactive transcription of various ABC multidrug transporter 
genes. Mol Gen Genet. 1997;256:406–15.

 7. Nourani A, Papajova D, Delahodde A, Jacq C, Subik J. Clustered amino 
acid substitutions in the yeast transcription regulator Pdr3p increase 
pleiotropic drug resistance and identify a new central regulatory domain. 
Mol Gen Genet. 1997;256:397–405.

 8. Delaveau T, Delahodde A, Carvajal E, Subik J, Jacq C. PDR3, a new yeast 
regulatory gene, is homologous to PDR1 and controls the multidrug 
resistance phenomenon. Mol Gen Genet. 1994;244:501–11.

 9. Mahé Y, Parle-McDermott A, Nourani A, Delahodde A, Lamprecht A, 
Kuchler K. The ATP-binding cassette multidrug transporter Snq2 of Sac-
charomyces cerevisiae: a novel target for the transcription factors Pdr1 
and Pdr3. Mol Microbiol. 1996;20:109–17.

 10. Hallstrom TC, Moye-Rowley WS. Multiple signals from dysfunctional 
mitochondria activate the pleiotropic drug resistance pathway in Sac-
charomyces cerevisiae. J Biol Chem. 2000;275:37347–56.

 11. Shahi P, Gulshan K, Moye-Rowley WS. Negative transcriptional regulation 
of multidrug resistance gene expression by an Hsp70 protein. J Biol 
Chem. 2007;282:26822–31.

 12. Carrozza MJ, Florens L, Swanson SK, Shia WJ, Anderson S, Yates J, et al. 
Stable incorporation of sequence specific repressors Ash1 and Ume6 
into the Rpd3L complex. Biochim Biophys Acta Gene Struct Expr. 
2005;1731:77–87.

 13. Rundlett ES, Carmen AA, Suka N, Turner BM, Grunstein M. Transcriptional 
repression by UME6 involves deacetylation of lysine5 of histone H4 by 
RPD3. Nature. 2003;426:181–6.

 14. Goldmark JP, Fazzio TG, Estep PW, Church GM, Tsukiyama T. The Isw2 
chromatin remodeling complex represses early meiotic genes upon 
recruitment by Ume6p. Cell. 2000;103:423–33.

 15. David K, Kevin S. Repression by Ume6 involves recruitment of a complex 
containing Sin3 corepressor and Rpd3 histone deacetylase to target 
promoters. Cell. 1997;89:365–71.

 16. Strich R, Surosky RT, Steber C, Dubois E, Messenguy F, Esposito RE. UME6 
is a key regulator of nitrogen repression and meiotic development. Genes 
Dev. 1994;8:796–810.

 17. Borecka-Melkusova S, Kozovska Z, Hikkel I, Dzugasova V, Subik J. RPD3 
and ROM2 are required for multidrug resistance in Saccharomyces cerevi-
siae. FEMS Yeast Res. 2008;8:414–24.

 18. Yibmantasiri P, Bircham PW, Maass DR, Bellows DS, Atkinson PH. Networks 
of genes modulating the pleiotropic drug response in Saccharomyces 
cerevisiae. Mol BioSyst. 2014;10:128–37.

https://doi.org/10.1186/s12866-021-02373-1
https://doi.org/10.1186/s12866-021-02373-1


Page 9 of 9Yamada  BMC Microbiology          (2021) 21:311  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 19. Robbins N, Leach MD, Cowen LE. Lysine deacetylases Hda1 and Rpd3 
regulate Hsp90 function thereby governing fungal drug resistance. Cell 
Rep. 2012;2:878–88.

 20. Jensen AN, Chindaudomsate W, Thitiananpakorn K, Mongkolsuk S, Jensen 
LT. Improper protein trafficking contributes to artemisinin sensitivity in 
cells lacking the KDAC Rpd3p. FEBS Lett. 2014;588:4018–25.

 21. Onda M, Ota K, Chiba T, Sakaki Y, Ito T. Analysis of gene network regulat-
ing yeast multidrug resistance by artificial activation of transcription 
factors: involvement of Pdr3 in salt tolerance. Gene. 2004;332:51–9.

 22. Bernstein BE, Tong JK, Schreiber SL. Genome wide studies of histone 
deacetylase function in yeast. Proc Natl Acad Sci U S A. 2000;97:13708–13.

 23. Venters BJ, Wachi S, Mavrich TN, Andersen BE, Jena P, Sinnamon AJ, et al. 
A comprehensive genomic binding map of gene and chromatin regula-
tory proteins in Saccharomyces. Mol Cell. 2011;41:480–92.

 24. Paul S, Moye-Rowley WS. Multidrug resistance in fungi: regulation of 
transporter-encoding gene expression. Front Physiol. 2014;5:1–14.

 25. Shahi P, Gulshan K, Näär AM, Moye-Rowley WS. Differential roles of tran-
scriptional mediator subunits in regulation of multidrug resistance gene 
expression in Saccharomyces cerevisiae. Mol Biol Cell. 2010;21:2469–82.

 26. Devaux F, Carvajal E, Moye-Rowley S, Jacq C. Genome-wide studies on 
the nuclear PDR3-controlled response to mitochondrial dysfunction in 
yeast. FEBS Lett. 2002;515:25–8.

 27. Berman J, Krysan DJ. Drug resistance and tolerance in fungi. Nat Rev 
Microbiol. 2020;18:319–31.

 28. Denardi LB, Keller JT, Oliveira V, Mario DAN, Santurio JM, Alves SH. Activity 
of combined antifungal agents against multidrug-resistant Candida 
glabrata strains. Mycopathologia. 2017;182:819–28.

 29. Donadu MG, Usai D, Marchetti M, Usai M, Mazzarello V, Molicotti P, et al. 
Antifungal activity of oils macerates of North Sardinia plants against 
Candida species isolated from clinical patients with candidiasis. Nat Prod 
Res. 2020;34:3280–4.

 30. Vella FM, Calandrelli R, Cautela D, Fiume I, Pocsfalvi G, Laratta B. Chemo-
metric screening of fourteen essential oils for their composition and 
biological properties. Molecules. 2020;25:5126.

 31. Donadu MG, Peralta-Ruiz Y, Usai D, Maggio F, Molina-Hernandez JB, Rizzo 
D, et al. Colombian essential oil of Ruta graveolens against nosocomial 
antifungal resistant Candida strains. J Fungi (Basel). 2021;7:383.

 32. Chami F, Chami N, Bennis S, Bouchikhi T, Remmal A. Oregano and clove 
essential oils induce surface alteration of Saccharomyces cerevisiae. 
Phytother Res. 2005;19:405–8.

 33. Smith WL, Edlind TD. Histone deacetylase inhibitors enhance Candida 
albicans sensitivity to azoles and related antifungals: correlation with 
reduction in CDR and ERG upregulation. Antimicrob Agents Chemother. 
2002;46:3532–9.

 34. Mai A, Rotili D, Massa S, Brosch G, Simonetti G, Passariello C, et al. Discov-
ery of uracil-based histone deacetylase inhibitors able to reduce acquired 
antifungal resistance and trailing growth in Candida albicans. Bioorg Med 
Chem Lett. 2007;17:1221–5.

 35. Li X, Cai Q, Mei H, Zhou X, Shen Y, Li D, et al. The Rpd3/Hda1 family of 
histone deacetylases regulates azole resistance in Candida albicans. J 
Antimicrob Chemother. 2015;70:1993–2003.

 36. Hentges P, Van Driessche B, Tafforeau L, Vandenhaute J, Carr AM. Three 
novel antibiotic marker cassettes for gene disruption and marker switch-
ing in Schizosaccharomyces pombe. Yeast. 2005;22:1013–9.

 37. Wu A, Wemmie JA, Edgington NP, Goebl M, Guevara JL, Moye-Rowley WS. 
Yeast bZip proteins mediate pleiotropic drug and metal resistance. J Biol 
Chem. 1993;268:18850–8.

 38. Tsujimoto Y, Takase D, Okano H, Tomari N, Watanabe K, Matsui H. Func-
tional roles of YPT31 and YPT32 in clotrimazole resistance of Saccharo-
myces cerevisiae through effects on vacuoles and ATP-binding cassette 
transporter(s). J Biosci Bioeng. 2013;115:4–11.

 39. Schiavone M, Formosa-Dague C, Elsztein C, Teste MA, Martin-Yken H, De 
Morais MA Jr, et al. Evidence for a role for the plasma membrane in the 
nanomechanical properties of the cell wall as revealed by an atomic 
force microscopy study of the response of Saccharomyces cerevisiae to 
ethanol stress. Appl Environ Microbiol. 2016;82:4789–801.

 40. Elsztein C, de Lucena RM, de Morais MA Jr. The resistance of the yeast 
Saccharomyces cerevisiae to the biocide polyhexamethylene biguanide: 
involvement of cell wall integrity pathway and emerging role for YAP1. 
BMC Mol Biol. 2011;12:38.

 41. Teste MA, Duquenne M, François JM, Parrou JL. Validation of reference 
genes for quantitative expression analysis by real-time RT-PCR in Sac-
charomyces cerevisiae. BMC Mol Biol. 2009;10:99.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	RPD3 and UME6 are involved in the activation of PDR5 transcription and pleiotropic drug resistance in ρ0 cells of Saccharomyces cerevisiae
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	Susceptibility of ρ0 cells in strain ume6∆ to fluconazole and cycloheximide
	Deletion of RPD3 and UME6, but not ASH1, decreases the PDR5 mRNA level

	Discussion
	Conclusions
	Methods
	Yeast strains and media
	Spot dilution assay
	Co-cultivation of two gene deletion mutants replaced with KanMX or bleMX6 gene cassettes
	RNA extraction from ρ0 and ρ+ cells of each mutant strain grown to the logarithmic phase
	RNA extraction from ρ0 cells exposed to drug
	Real-time RT-PCR
	Statistical analysis

	Acknowledgements
	References


