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Introduction

Phenolic compounds are widely distributed within the 
pulp, skin, seed and stem of the grapes, which are partially 
extracted during winemaking [15]. Those chemicals play an 
important role in the sensory properties of red wines, such 
as astringency and color [4, 40]. In addition, as reported 
in several studies, many of the phenolic compounds show 
important biological activities related to their antioxidant 
properties, reactive oxygen and nitrogen species scaveng-
ing, modulate and immune function [1, 10, 36]. The com-
position of the phenolic compounds is very complex and 
changes over the fermentation and aging phases by the con-
densation of some of those compounds, especially proan-
thocyanidins (PAs) and anthocyanins, which could affect 
the modification in the color and taste [5, 39]. Maceration 
time [38], fermentation temperature [14] and storage time 
[29] could impact the extraction content and structure of 
phenolic compounds. Furthermore, interactions between 
the phenolic compounds and the yeast cells have been 
studied previously and are proved to affect the formation 
of new polymeric pigments and yeast metabolisms. It is 
well known that polyphenols could be adsorbed by yeast 
cells by Van der Waals bonds and H-bonds during alcoholic 
fermentations [22, 42]. This could explain that the yeasts 
can modify the color of the wine either through establish-
ing weak and reversible interactions between anthocyanins 
and yeast walls or through periplasmic β-glucosidase activ-
ity targeted to the 3-O-glucoside part of anthocyanins [6]. 
Salmon et al. [35] reported that the spherical morphology 
of yeast cells could be maintained by the interaction of 
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yeast lees with wine polyphenols, although degradation of 
the yeast cell wall occurs during autolysis. As polysaccha-
rides released during the autolysis process are thought to 
exert a significant effect on the sensory qualities of wines 
[21], the presence of polyphenols during aging should 
strongly affect both the released polysaccharides and the 
sensory properties of the final wines. Furthermore, Vivas 
et al. [44] studied the effects of phenolic compounds on 
growth, viability, and malolactic activity of lactic acid bac-
teria. They found that different phenolic compounds pos-
sess favorable or un-favorable influence on the growth and 
metabolism of Leuconostoc oenosmay. Hervert-Hernández 
et al. [12] reported that hydroxycinnamic acids and their 
esters could be metabolized during the growth phase of 
some lactic acid bacteria species. However, at high con-
centrations, phenolic compounds are toxic for the cells, 
which could cause inhibition of their growth and fermenta-
tion [30]. It indicated that the phenolic compounds act in a 
structure-dependent and dose-dependent manner to impact 
the metabolism of yeast and bacterial cells.

Alcoholic fermentation phase in winemaking plays an 
important role in the formation of sensory properties of the 
wines. The interactions between yeast cells and the grape 
must-complexes will be started at the initial stage of the 
fermentation and be maintained throughout the whole pro-
cess. Based on the above literature survey, the effect of the 
yeast on the composition, absorption and structure evolu-
tion of phenolic compounds has been demonstrated prop-
erly. However, few studies focus on the influences of the 
phenolic compounds on the growth and alcoholic fermenta-
tion of the yeast.

As principal phenolic compounds in red wine, PAs con-
sist of more than 90 % of the total phenolic content and 
the concentration varies from 0.2 to 0.8 mg/mL in differ-
ent wine types [28]. In our previous study, PAs showed dif-
ferent effects on the yeast metabolism at the initial phase 
and the mid-exponential phase of fermentation [17]. At 
the beginning of the fermentation, PAs inhibited the activ-
ity of H+-ATPase, followed by decreased profiles of the 
cell growth rate, sugar consumption rate, and ethanol 

production rate. In contrast, PAs enhanced the cell growth 
and alcoholic fermentation rate at the mid-exponential 
phase of fermentation (Table 1). In general, the fermenta-
tion was shortened by PAs supplementation. It indicated 
that PAs at the optimal concentration could be considered 
as a kind of protectant to protect the yeast cells from envi-
ronmental stress damages (e.g. osmotic stress, ethanol 
stress, heat stress). The mechanism of the PAs-induced 
alcoholic fermentation improvement should be clarified for 
the quality control of winemaking.

In this study, we carried out the alcoholic fermentation 
in a model synthetic medium supplemented with elevated 
concentrations of PAs. The gene expression levels of PMA1 
and HXT7, encoding the plasma membrane ATPase and 
yeast hexose transporter, respectively, were measured to 
evaluate the effect of the PAs on glucose uptake. Further-
more, the intracellular ATP contents, NADH/NAD+ ratio 
and the activities of the rate-limiting enzymes in glycolysis 
pathway were also measured to study the regulation mech-
anisms of the PAs. Our study could be beneficial for fully 
understanding of the response mechanism of wine yeasts 
under environmental stresses and the protective role of PAs. 
In addition, the information is also helpful for the improve-
ment of fermentation and wine quality.

Materials and methods

Strains and culture conditions

Two S. cerevisiae strains, one commercial wine strain 
AWRI R2 (Maurivin, Queensland, Australia) and one 
laboratory-isolated strain BH8, were used in this study. 
Strain BH8 was isolated from naturally fermented juice of 
the Beihong grape (a hybrid of Muscat Hamburg and V. 
amurensis). The colony of the strain was hemispherical in 
shape with cream color and smooth surface on YPD agar 
plates, which was similar to the characteristics of S. cerevi-
siae strain. Internal transcribed spacer (ITS) regions of the 
rDNA of the strain BH8 and strain S288C (a model strain 

Table 1  Effect of PAs on the growth and fermentation ability of strain AWRI R2 and BH8

a Sugar consumption rates were calculated by dividing the volumetric consumed sugar by the time reaching the minimum sugar concentration in 
the media
b Ethanol volumetric production rates were calculated by dividing the maximum ethanol concentration by the fermentation time required to 
reach that concentration

AWRI R2 BH8

PAs concentration (mg mL−1) 0 0.1 1 0 0.1 1

Viable cell counts (lg cfu) 6.57 ± 0.07 6.97 ± 0.02 7.10 ± 0.031 6.79 ± 0.072 6.95 ± 0.047 7.08 ± 0.027
aSugar consumption rate (gL−1 h−1) 12.4 ± 0.23 14.2 ± 0.45 16.5 ± 0.19 12.4 ± 0.22 14.0 ± 0.29 16.4 ± 0.18
bEthanol volumetric production rates (gL−1 h−1) 0.89 ± 0.021 1.03 ± 0.058 1.25 ± 0.051 0.9 ± 0.029 1.04 ± 0.048 1.58 ± 0.032
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of S. cerevisiae) were sequenced, respectively. There were 
no significant differences in the base sequence between 
the two strains. Therefore, strain BH8 could be classi-
fied as S. cerevisiae. Yeast cells were maintained on YPD 
medium slants (1 % yeast extract, 2 % peptone, 2 % glu-
cose, 2 % agar). To prepare the inoculum, one loop of yeast 
cell colony was transferred to 60 mL aqueous YPD media 
in 250 mL flask. The culture was incubated aerobically for 
14 h in a shaker set at 28 °C and 120 rpm.

Fermentation

Model synthetic medium (MSM) was used for fermenta-
tion in this study. The MSM simulated a standard grape 
juice with a chemically well-defined medium. The compo-
sitions are as follows: carbon source and nitrogen source: 
glucose (100 g), fructose (100 g), tartaric acid (3 g), citric 
acid (0.3 g), L-malic acid (0.3 g), MgSO4 (0.2 g), KH2PO4 
(2 g), (NH4)2SO4 (0.3 g) and asparagine (0.6 g); min-
eral salts: MnSO4 · H2O (4 mg), ZnSO4 · 7H2O (4 mg), 
CuSO4 · 5H2O (1 mg), KI (1 mg), CoCl2 · 6H2O (0.4 mg), 
(NH4)6Mo7O24· 4H2O (1 mg), H3BO3 (1 mg); vitamins: 
meso-inositol (300 mg), biotin (0.04 mg), thiamin (1 mg), 
pyridoxine (1 mg), nicotinic acid (1 mg), pantothenic acid 
(1 mg), p-amino benzoic acid (1 mg); fatty acids: pal-
mitic acid (1 mg), palmitoleic acid (0.2 mg), stearic acid 
(3 mg), oleic acid (0.5 mg), linoleic acid (0.5 mg), lino-
lenic acid (0.2 mg). The above chemicals were dissolved 
in 1 L deionized water thoroughly and the pH value was 
adjusted to 3.3 [20]. PAs were purchased from Biofine 
International Inc. at Vancouver, BC, Canada, and purified 
to 98 % as described in our previous work [17]. The puri-
fied PAs were supplemented to MSM to give final concen-
trations of 0, 0.1 and 1.0 mg/mL. The media were steri-
lized by filtration (nitrate cellulose membrane, 0.45 μm) 
before inoculation.

Yeast strains were pre-cultured aerobically in YPD 
to late-exponential phase. Initial yeast inoculums were 

adjusted to 5 × 105 cfu/mL using hemocytometer in 
400 mL medium in 500 mL flasks equipped with glass 
capillary stoppers for the anaerobic condition. The MSM 
cultures were incubated in shaker at 28 °C and 120 rpm. 
Samples were taken at the specified time intervals for the 
following analysis.

Isolation of total RNA and cDNA synthesis

Total RNA was isolated using the TAKARA Universal 
RNA Extraction Kit purchased from Takara Biotechnology 
(Dalian) Co., LTD. The quality of the isolated RNA was 
determined by agarose gel electrophoresis. Reverse tran-
scription for the cDNA synthesis was carried out in Bio-
Rad T100™ Thermal Cycler (Bio-Rad Laboratories, Inc., 
Hercules, CA) with Promega A3500 Reverse Transcription 
System as per the manufacturer’s protocols. The primers 
used in this study are listed in Table 2. The cDNA products 
were stored at −80 °C.

Real-time quantitative PCR

Real-time quantitative PCR was performed in the 
GeneAmp® 5700 Sequence Detection System (Applied 
Biosystems, Grand Island, NY) using SYBR green detec-
tion. Briefly, a 10-fold dilution series of the cDNA prod-
ucts containing the tested genes were used as the templates 
for real-time quantitative PCR to generate a plot of log 
copy numbers of the tested genes at different dilutions 
versus the corresponding cycle threshold (Ct). The Actin 
was employed as the reference gene to calculate the rela-
tive expression value of the tested genes. Thus, the quan-
tity of PMA1 and HXT, relative to the reference gene 
Actin, can be calculated using the formula 2−ΔCt, where 
ΔCt = (CtPMA1 or HXT − CtActin) [37].

Measurement of the intracellular ATP, NADH and NAD+ 
contents

The concentrations of intracellular ATP, NADH and NAD+ 
were measured using waters 2695 HPLC system (Waters 
Corp., Milford, MA) based on the methods described previ-
ously [18, 26]. 10 mL of each sample was taken and divided 
into two groups equally for the calculation of ATP concen-
tration and dry cell mass (DCW). For extracting ATP, cells 
were frozen in liquid nitrogen for 60 s ensuring rapid cool-
ing and effective inhibition of cell metabolism.Then the 
samples were boiled with equal volumes of 0.3 M trichlo-
roacetic acid for 5 min followed by cooling down rapidly. 
The mixture was centrifuged for 10 min at 10,000 × g 
to collect the supernatant. The final volume of the super-
natants was adjusted to 10 mL for HPLC analysis. For 
extracting the NAD+, the cell pellets were homogenized 

Table 2  Primers used in this study

a Gene encoding plasma membrane H+-ATPase
b Gene encoding hexose transporters
c Internal reference gene for relative expression level calculation in 
real-time PCR

Primer name Sequence

PMA1a -forward TTTTCCCACAACATAAATACAGAGT

PMA1-revese CATCAATAATAGCAGATAGACCAGG

HXT7b -forward CTGCATCCATGACTGCTTGTAT

HXT7-revese TCAGCGTCGTAGTTGGCACCTC

Actinc -forward GATTCTGAGGTTGCTGCTTTGG

Actin-revese GACCCATACCGACCATGATACC
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with 1 mL of acid buffer (0.02 N H2SO4 + 0.1 M Na2SO4) 
and heated at 60 °C for 45 min. For extracting the NADH, 
the cell pellets were homogenized with 1 mL of alkaline 
buffer (0.02 N NaOH + 0.5 mM DTT) and heated at 60 °C 
for 10 min. The mixtures containing NAD+ and NADH 
were centrifuged for 10 min at 10,000×g to get the super-
natants, respectively.

The waters 2695 HPLC system was equipped with a 
waters 2996 ultraviolet detector and LiChrospher 100RP-
18e (250 mm × 4.0 mm i.d., 5 μm, Merck). Mobile phase 
for ATP separation was prepared by mixing with 0.04 M 
potassium dihydrogen orthophosphate and 0.06 M dipotas-
sium hydrogen buffer; mobile phase for NAD+ and NADH 
separation was prepared by mixing with 80 % 10 mM 
potassium dihydrogen orthophosphate and 20 % metha-
nol. The pH of the mobile phases was adjusted to 7.0 with 
sodium hydroxide and filtered through a 0.22 µm filter. 
The injection volume was 10 µl and detection was moni-
tored at 260 nm. Column temperature was maintained at 
25 °C. The total separation time was 10 min to ensure full 
separation.

Measurement of activities of the key enzymes in the 
glycolysis pathway

5 mL of each sample was taken at specified time intervals 
and washed twice with cold de-ionized water. The cell pel-
lets were homogenized with 2 mL of potassium phosphate 

buffer (0.1 M, pH 7.5) and sonicated with 1.5 mL glass 
beads (0.5 mm diam.; Sigma) on ice bath for 160 3 s inter-
vals. The mixtures were centrifuged at 4 °C at 12,000 rpm 
for 10 min to obtain the crude enzymes. The activities of 
the hexokinase, phosphofructokinase and pyruvate kinase 
were measured as described by Bär et al. [3], Murcott et al. 
[23] and Martinez-Barajas, Randall [19] with some slight 
modifications, respectively, and expressed as μmol prod-
ucts min−1 mg−1 protein.

Results

Effect of the PAs on the expression of PMA1 and HXT7

The relative expressions of PMA1 and HXT7 genes were 
evaluated by real-time PCR. As shown in Fig. 1, both 
PMA1 and HXT7 genes isolated either from AWRI R2 
strain or BH8 strain performed different expression lev-
els over the fermentation time. At the initial period, the 
expression of PMA1 remained in the higher level; how-
ever, it decreased sharply from Day three to the end of the 
fermentation. In contrast, the expression of HXT7 genes 
performed in low level at the beginning of the fermenta-
tion but in high level three days later. PAs supplementa-
tion posed significant effects on the expression of the two 
genes in both strain AWRI R2 and strain BH8 (P < 0.05). 
The gene expression level of PMA1 decreased at the 

Fig. 1  Effects of PAs on the 
expression levels of PMA1 
and HXT7, encoding plasma 
membrane H+-ATPase and hex-
ose transporters, respectively. 
AWRI R2 and BH8 strains were 
cultivated in model synthetic 
medium (MSM) supplemented 
with 0, 0.1 and 1.0 mg/mL PAs 
at 28 °C and 120 rpm anaero-
bically. The total RNA of the 
sampled cells was isolated and 
used as templates of the reverse 
transcription for the cDNA 
synthesis. The Actin gene 
was employed as the internal 
reference gene. Real-time PCR 
were performed and the relative 
expression levels of the PMA1 
(a, b) and HXT7 (c, d) were  
calculated using the formula  
2−ΔCt, where ΔCt = (CtPMA1 

or HXT − CtActin) described by 
Schmittgen et al. [37]. All 
Results were the mean ± SD of 
three independent experiments
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beginning of the fermentation; however, it was increased 
significantly by the PAs supplementation compared to 
the control group three days later (Fig. 1a, b). In addi-
tion, dose-dependent effect was monitored in the gene 
expression regulation. For example, the expression level 
of PMA1 gene in strain AWRI R2 increased by around 140 
and 260 % with 0.1 and 1.0 mg/mL PAs supplementation 
compared to the control, respectively (Fig. 1a). Referred 
to the HXT7 genes, similar effects of the PAs supple-
mentation on the gene expression were found during the 
fermentation. The maximal expression level appeared at 
Day 6 for AWRI R2 and Day 9 for BH8, in which the gene 
expression levels were improved by around 87 and 20 % 
with 1.0 mg/mL PAs supplementation compared to the 
control, respectively (Fig. 1c, d).

Effect of the PAs on the intracellular ATP, NADH 
and NAD+ contents

The gene expression level of PMA1 and HXT7 could be 
positively affected by PAs supplementation in the fermen-
tation media, which indicated that the hexose transport 
ability of the cells was improved by PAs. Apart from the 
hexose transport from external to cytosol, the intracellular 
metabolites such as ATP, NADH and NAD+ could also play 
an important role in the regulation of the glycolysis path-
way. To better understand the regulation mechanisms, the 
contents of the intracellular ATP, NADH and NAD+ were 
measured during the fermentation. The results are shown in 
Figs. 2 and 3. From the initiation of fermentation to Day 
six the concentrations of intracellular ATP remained at a 

Fig. 2  Content of the intracellular ATP during alcoholic fermenta-
tion. AWRI R2 and BH8 cells were cultivated in model synthetic 
medium (MSM) supplemented with 0, 0.1 and 1.0 mg/mL PAs 
at 28 °C and 120 rpm anaerobically. 10 mL of each treated sample 
was taken at Day 0, 0.5, 3, 6, 9, and 14 and divided into two groups 
equally for calculation of the ATP concentration and dry cell mass 

(DCW), respectively. For ATP concentration measurement, the cells 
were frozen in liquid nitrogen for 60 s immediately. The intracellular 
ATP content were extracted and measured based on the method previ-
ously described [26]. The results were shown as mean mM ATP g−1 
DCW ± SD of three independent experiments

Fig. 3  Ratio of intracellular NADH/NAD+ during alcoholic fermen-
tation using AWRI R2 and BH8 strains. Fermentation were carried 
out in model synthetic medium (MSM) supplemented with 0, 0.1 and 
1.0 mg/mL PAs at 28 °C and 120 rpm anaerobically. 10 mL of each 
treated sample was taken at Day 0, 0.5, 3, 6, 9, and 14 and frozen 

in liquid nitrogen for 60 s immediately. The intracellular NADH and 
NAD+ were extracted and measured, respectively, as described by 
Liu et al. [18]. The NADH/NAD+ ratios were calculated and the data 
were the mean ± SD of three independent experiments
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low level ranging from 0.04 to 0.06 mM g−1 DCW in both 
strains AWRI R2 and BH8; whereas, the amounts of the 
intracellular ATP increased sharply from Day nine to Day 
fourteen. In addition, PAs supplementation could decrease 
the intracellular ATP contents with a dose-dependent effect 
(Fig. 2). For example, the lowest concentration of intracel-
lular ATP (0.07 mM g−1 DCW) was found in strains AWRI 
R2 supplemented with 1.0 mg/mL PAs at Day 14; how-
ever, the ATP content increased by 28.6 and 82.9 % com-
pared to that of cells supplemented with 0.1 mg/mL PAs 
(0.09 mM g−1 DCW) and control (0.128 mM g−1 DCW), 
respectively. Similar changes of the intracellular ATP con-
tents were found in BH8 strain.

NADH/NAD+ ratio was calculated based on the intracellu-
lar concentrations of NADH and NAD+. As shown in Fig. 3, 
an obvious fluctuation in NADH/NAD+ ratio was monitored 
during the whole fermentation in strains AWRI R2 and BH8. 
For example, the largest ratio (~9.33) of strain AWRI R2 
was found at Day 0.5 supplemented with 1.0 mg/mL PAs, 
whereas it decreased sharply to about 1 at Day 3 and then 
performance increased progressively. Similar trends were 
monitored in strain BH8. Besides, an obvious dose-dependent 
effect of PAs on NADH/NAD+ ratio was also observed in the 
both strains. Cells treated with higher PAs concentration per-
formed at a lower NADH/NAD+ ratio (Fig. 3).

Effect of PAs on the activities of the key enzymes in the 
glycolysis pathway

Hexokinase (HK), phosphofructokinase (PFK) and pyru-
vate kinase (PK) are considered as the three key enzymes 
which effectively catalyze the irreversible reactions in 
the glycolysis pathway. The steps catalyzed by the three 
enzymes are rate-limiting steps which regulate the glyco-
lysis flux in response to conditions both inside and outside 
the cells. To understand how PAs impact the glycolysis 
flux, the activities of HK, PFK and PK were determined 
during the fermentation. As shown in Fig. 4, specified 
trends in the enzymes activities were observed between 
the cells supplemented with PAs and the control. After a 
transient inhibition effect, the enzyme activity of HK in 
strain AWRI R2 sharply reached to a high level ranging 
from 0.0035 to 0.0055 U mg−1 proteins and then fluctu-
ated over time in the fermentation. The enzyme activity 
was increased by PAs supplementation with a dose-depend-
ent effect from Day 3 to Day14. The maximal activity 
(0.0065 U mg−1 proteins) appeared in the cells supple-
mented with 1.0 mg/mL PAs at Day 9, in which the activ-
ity significantly enhanced by 14 % compared to that of the 
control (0.0057 U mg−1 proteins) (Fig. 4a). As compared 
to the strain AWRI R2, the activity of HK in strains BH8 
showed a similar trend during the fermentation. At Day 3 
the enzyme activity (0.0057 U mg−1 proteins) of 1.0 mg/

mL PAs treated cells increased by more than 100 % com-
pared to that of control group (0.0025 U mg−1 proteins) 
(Fig. 4b). Referred to PFK, a significant inhibition was 
also monitored in both of the two strains at the initial phase 
of the fermentation. 6 days later the PFK activities of the 
PAs-treated cells exceeded that of the control with an obvi-
ous dose-dependent effect. The maximal enzyme activi-
ties were 0.0086 U mg−1 proteins for strain AWRI R2 and 
0.0068 U mg−1 proteins for strains BH8 at Day 9, respec-
tively. The transient inhibition was also found in the change 
of enzyme activity of PK. From Day 0.5, PAs enhanced 
the enzyme activity significantly in both strains with dose-
dependent effect. The maximal activities appeared at Day 
9 for strain AWRI R2 (0.0069 U mg−1 proteins) and Day 
3 for BH8 (0.0056 U mg−1 proteins), increased by 138 and 
155 % compared to the control, respectively.

In general, after the transient initial inhibition, the PAs 
could enhance the activities of the key enzymes in glycoly-
sis pathway with a dose-dependent effect.

Discussion

The quality control plays an important role in winemak-
ing, not only depending on the quality of the grapes but 
the interactions between yeasts and compositions of grape 
musts [34]. The grape musts consist of 70–80 % water and 
many dissolved solids to provide a very complex environ-
ment for the yeast growth. Following sugars and acids, phe-
nolic compounds are the most abundant constituents pre-
sent in grapes, which play a key role in sensory attributes 
of wine including color intensity and stability, mouth-feel, 
astringency and taste [5, 9]. After the initiation of the alco-
holic fermentation, the interaction between the yeasts and 
phenolic compounds will be maintained during the whole 
process and the quality of the wine will be significantly 
influenced during this period. Yeast cells could impact the 
composition, absorption and structure evolution of phenolic 
compounds during the fermentation, which have been dem-
onstrated properly in many previous studies [22, 35].

Referred to the effect of phenolic compounds on the 
yeast alcoholic fermentation, we have proved that PAs, the 
principal constitute in the phenolic compounds, could influ-
ence the growth and metabolism of yeast cells in a dose 
and time-dependent manner [17]. To better understand the 
mechanism of this positive effect performed by PAs, we 
focused on transport of glucose from external to cytosol, 
the variation of intracellular key metabolites contents (ATP, 
NADH and NAD+) and three key enzymes activities (HK, 
PFK, PK) in glycolysis pathway in this work. We presented 
several types of data which support the idea that the PAs 
supplementation enhanced the alcoholic fermentation with 
a dose-dependent and time-dependent manner.
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First, the gene expression levels of PMA1 and HXT7 
were measured using real-time PCR to evaluate the effect 
of the PAs on the transport of glucose from external to cyto-
sol. At the initial phase of the fermentation, PMA1 gene 
expression was at a high level (Fig. 1a, b). The phenomena 
could be explained from the adaptation mechanisms [17]. 
After the initiation of the fermentation, yeast cells need to 
adapt to the new external environment immediately for sur-
vival, which related to a series of gene expressions and other 
physiological changes [7]. Any change in the external envi-
ronment could generate stress-induced damage to the cell. 
For the response of the environmental stress, a large amount 
of energy, mostly in the form of ATP, will be required for 
the intracellular metabolisms [13]. Therefore, PMA1expres-
sion level increased for the requirement of the large amount 
of plasma membrane H+-ATPase. It is well known that the 
plasma membrane H+-ATPase couples hydrolysis of ATP 

to pump protons to generate transmembrane electrochemi-
cal gradient (ΔµH+). Therefore, during this process, a large 
amount of ATP will be consumed to provide a source of the 
energy for secondary solute transport systems and playing 
an important role in maintenance of ion homeostasis in the 
yeast cell [27]. This could explain the lower concentrations 
of ATP at the earlier phase of the fermentation (Fig. 2).

PAs could eliminate the negative effect of the envi-
ronmental stress. Therefore, the PAs-treated cells could 
recover faster from the new environment and trigger the 
fermentation process. This could explain the lower level 
of PMA1expression compared to the control at the initial 
fermentation period (Fig. 1a, b). After the transient inhi-
bition, the expression level of PMA1 in the PAs-treated 
cells exceeded control group due to the higher intracellular 
metabolisms such as biomass growth, glucose consumption 
and ethanol yields (Table 1).

Fig. 4  Effect of PAs on the 
activities of hexokinase (HK), 
phosphofructokinase (PKF) 
and pyruvate kinase (PK). The 
cells were cultivated in model 
synthetic medium (MSM) 
supplemented with 0, 0.1 and 
1.0 mg/mL PAs at 28 °C and 
120 rpm anaerobically. The har-
vested cells were washed twice 
with cold de-ionized water and 
crushed by using ultrasound 
sonication treatment on ice 
bath for 160 3-s intervals. The 
mixtures were centrifuged at 
4 °C at 12,000 rpm for 10 min 
to obtain the crude enzymes. 
The activities of HK (a, b), PKF 
(c, d) and PK (e, f) were meas-
ured according to the methods 
described by Martinez-Barajas 
and Randall [19], Bär et al. [3] 
and Murcott et al. [23] with 
slight modifications, respec-
tively. Data were shown as the 
mean ± SD of three independ-
ent experiments
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Facilitated diffusion is the main mechanism of the sugar 
uptakes in yeast cells under high sugar concentration [33]. 
During this period, transporter proteins were required. Hex-
ose transporters are involved in the uptake of glucose into 
the cell, which are encoded by the HXT gene family [8, 
24]. The HXT7 encodes one of many transporters and the 
expression of the gene could be repressed by high glucose 
level [32]. As shown in Fig. 1c, d, the expression of HXT7 
gene was repressed at the initial fermentation phase and 
these results were in agreement with other previous findings 
[31, 32]. In addition, the repression effect could be elimi-
nated by PAs supplementation, especially in the strain of 
BH8 (Fig. 1d). As the concentration of glucose decreased 
to around 100 mg/mL, the repression effect disappeared. 
Higher expression level of HXT7 gene provided sufficient 
hexose transporters for the requirement of efficient intracel-
lular metabolisms [25]. PAs could enhance the expression 
level of HXT7 gene significantly with a dose-dependent 
manner, although the regulation mechanisms are not known.

Apart from the glucose transport, the energy and redox 
homeostasis is a fundamental requirement for sustained 
metabolism and growth in all biological system [16, 43]. 
Therefore, we measured the concentration of intracellular 
ATP, NADH and NAD+, as well as the activities of the rate-
limiting enzymes in glycolysis pathway. Not only used as a 
source of energy, the intracellular ATP is also the substrate 
in signal transduction pathways by kinases, in which the 
ATP was used to produce the second messenger molecule 
cyclic AMP to regulate the metabolic pathway [11]. At the 
beginning of the fermentation, the concentrations of intra-
cellular ATP in PAs-treated cells were significantly higher 
than that of control (Fig. 2). It indicated that ATP production 
rate exceeded the ATP consumption rate in PAs-treated cells 
compared to the control. Our previous data revealed that the 
activity of the membrane H+-ATPase was lower in the PAs-
treated cells than that in control at Day 0.5 [17]. It could 
explain the reason why ATP production rate exceeded the 
ATP consumption rate in PAs-treated cells. Under anaerobic 
condition, the dominant intracellular ATP was generated via 
glycolysis pathway. Higher ATP content is also known to 
inhibit hexokinase, phosphofructokinase as well as pyruvate 
kinase [16]. It was also proved in our current study. Under 
the conditions of 0.1 or 1.0 mg/mL PAs in the medium, the 
activities of the hexokinase, phosphofructokinase and pyru-
vate kinase in the PAs-treated cells were significantly lower 
than that of control at the beginning of the fermentation; 
however, since entering into the mid-phase of the fermen-
tation, the activities of the key enzymes in glycolysis were 
higher than that of control significantly (Fig. 4). An obvious 
negative correlation was found between the enzyme activity 
and concentration of intracellular ATP (Fig. 2). PAs acted as 
an external regulator in the glycolysis pathway to control the 
consumption rate and production rate of intracellular ATP. 

Meanwhile, the glycolysis flux could be regulated by the 
ATP feedback to keep the intracellular energy homeostatic.

The intracellular redox potential, primarily determined 
by the NADH/NAD+ ratio, poses significant effect on the 
energy metabolism and product formation [41]. During 
the fermentation, the acetaldehyde is converted into etha-
nol using alcohol dehydrogenase with the re-oxidation of 
NADH to NAD+. The generated NAD+ could be used in the 
glycolysis pathway for ATP synthesis to maintain the cell 
metabolism [2]. Higher concentration of intracellular NAD+ 
coupled with higher alcoholic fermentation rate. In other 
words, the ratio of NADH/NAD+ could be considered as an 
index to measure the alcoholic fermentation efficiency. At 
the beginning of the fermentation, the NADH/NAD+ ratio 
in PAs-treated cells was higher than that of control (Fig. 3), 
which could provide sufficient ATP for the adaptation of 
the new environment depending on the oxidative phospho-
rylation pathway. After entering into the mid-phase of the 
fermentation the dissolved oxygen has been consumed 
completely and acetaldehyde, the intermediate of alcoholic 
fermentation phase, became the only electron acceptor to 
oxidize the NADH to NAD+ to maintain the glycolysis 
pathway. PAs could accelerate the alcoholic fermentation 
rate to consume much more NADH with a large amount of 
NAD+ yields, which could drive the glycolysis flux to pro-
duce sufficient NADH to keep the redox homeostasis [43].

Conclusions

Based on the results presented in our study, we suggested 
after a transient adaptation to new environment PAs could 
stimulate the gene expression of PMA1and HXT7 to 
accelerate the glucose transport; meanwhile, depending 
on the intracellular metabolitates signaling (ATP, NADH 
and NAD+), PAs enhanced the activities of rate-limiting 
enzymes in glycolysis pathway to improve the alcoholic 
fermentation.

Acknowledgments This research was supported by National Natu-
ral Science Foundation of China (No. 30611468), China Scholarship 
Council (No. 201306350115), Doctoral Program of Higher Education 
for Young Teacher (20070019049) and Innovation Fund for Graduate 
Student of China Agricultural University (KYCX2010065).

Conflict of interest The authors declare that there are no conflicts 
of interest.

References

 1. Ariga T, HAMANO M (1990) Radical scavenging action and its 
mode in procyanidins B-1 and B-3 from azuki beans to peroxyl 
radicals (food & nutrition). Agric Biol Chem 54(10):2499–2504. 
doi:10.1021/jf00009a002

http://dx.doi.org/10.1021/jf00009a002


1801J Ind Microbiol Biotechnol (2014) 41:1793–1802 

1 3

 2. Bakker BM, Overkamp KM, Maris AJ, Kötter P, Luttik MA, 
Dijken JP, Pronk JT (2001) Stoichiometry and compartmentation 
of NADH metabolism in Saccharomyces cerevisiae. FEMS Micro-
biol Rev 25(1):15–37. doi:10.1111/j.1574-6976.2001.tb00570.x

 3. Bär J, Hübner G, Kopperschläger G (1986) Study on the initial 
kinetics of yeast phosphofructokinase by stopped-flow measure-
ments. Eur J of Biochem 156(2):311–315. doi:10.1111/j.1432- 
1033.1986.tb09584.x

 4. Cabrita MJ, Aires-De-Sousa J, Gomes Da Silva MDR, Rei F, 
Costa Freitas AM (2012) Multivariate statistical approaches 
for wine classification based on low molecular weight phe-
nolic compounds. Aust J Grape Wine Res 18(2):138–146. 
doi:10.1111/j.1755-0238.2012.00182.x

 5. Cheynier V, Dueñas-Paton M, Salas E, Maury C, Souquet J-M, 
Sarni-Manchado P, Fulcrand H (2006) Structure and properties of 
wine pigments and tannins. Am J Enol Vitic 57(3):298–305

 6. Delcroix A, Günata Z, Sapis J-C, Salmon J-M, Bayonove C 
(1994) Glycosidase activities of three enological yeast strains 
during winemaking: effect on the terpenol content of Muscat 
wine. Am J Enol Vitic 45(3):291–296

 7. Dhar R, Sägesser R, Weikert C, Wagner A (2013) Yeast adapts 
to a changing stressful environment by evolving cross-protection 
and anticipatory gene regulation. Mol Biol Evol 30(3):573–588. 
doi:10.1093/molbev/mss253

 8. Diderich JA, Schepper M, van Hoek P, Luttik MA, van Dijken 
JP, Pronk JT, Klaassen P, Boelens HF, de Mattos MJT, van Dam 
K (1999) Glucose uptake kinetics and transcription of HXTgenes 
in chemostat cultures of Saccharomyces cerevisiae. J Biol Chem 
274(22):15350–15359. doi:10.1074/jbc.274.22.15350

 9. Fulcrand H, Dueñas M, Salas E, Cheynier V (2006) Phe-
nolic reactions during winemaking and aging. Am J Enol Vitic 
57(3):289–297

 10. Hagerman AE, Riedl KM, Jones GA, Sovik KN, Ritchard NT, 
Hartzfeld PW, Riechel TL (1998) High molecular weight plant 
polyphenolics (tannins) as biological antioxidants. J Agric Food 
Chem 46(5):1887–1892. doi:10.1021/jf970975b

 11. Hardie DG, Hawley SA (2001) AMP-activated protein kinase: 
the energy charge hypothesis revisited. BioEssays 23(12):1112–
1119. doi:10.1002/bies.10009

 12. Hervert-Hernández D, Pintado C, Rotger R, Goñi I (2009) 
Stimulatory role of grape pomace polyphenols on Lactobacil-
lus acidophilus growth. Int J Food Microbiol 136(1):119–122. 
doi:10.1016/j.ijfoodmicro.2009.09.016

 13. Holyoak CD, Stratford M, McMullin Z, Cole MB, Crimmins K, 
Brown AJ, Coote PJ (1996) Activity of the plasma membrane 
H+-ATPase and optimal glycolytic flux are required for rapid 
adaptation and growth of Saccharomyces cerevisiae in the pres-
ence of the weak-acid preservative sorbic acid. Appl Environ 
Microbiol 62(9):3158–3164

 14. Kovac V, Alonso E, Bourzeix M, Revilla E (1992) Effect of sev-
eral enological practices on the content of catechins and proan-
thocyanidins of red wines. J Agric Food Chem 40(10):1953–
1957. doi:10.1021/jf00022a045

 15. Ky I, Lorrain B, Jourdes M, Pasquier G, Fermaud M, GÉNy 
L, Rey P, Doneche B, Teissedre PL (2012) Assessment of 
grey mould (Botrytis cinerea) impact on phenolic and sen-
sory quality of Bordeaux grapes, musts and wines for two 
consecutive vintages. Aust J Grape Wine Res 18(2):215–226. 
doi:10.1111/j.1755-0238.2012.00191.x

 16. Larsson C, Påhlman Il, Gustafsson L (2000) The impor-
tance of ATP as a regulator of glycolytic flux in Saccharo-
myces cerevisiae. Yeast 16(9):797–809. doi:10.1002/1097-
0061(20000630)16:9<797::AID-YEA553>3.0.CO;2-5

 17. Li JY, Du G, Yang X, Huang WD (2011) Effect of proanthocyani-
dins on yeast metabolism, H+-ATPase activity, and wine fermen-
tation. Am J Enol Vitic 62(4):512–518

 18. Liu L, Li Y, Du G, Chen J (2006) Redirection of the NADH 
oxidation pathway in Torulopsis glabrata leads to an enhanced 
pyruvate production. Appl Microbiol Biotechnol 72(2):377–385. 
doi:10.1007/s00253-005-0284-3

 19. Martinez-Barajas E, Randall DD (1998) Purification and char-
acterization of a glucokinase from young tomato (Lycopersicon 
esculentum L. Mill.) fruit. Planta 205(4):567–573. doi:10.1007/
s004250050357

 20. Marullo P, Bely M, Masneuf-Pomarede I, Aigle M, Dubourdieu 
D (2004) Inheritable nature of enological quantitative traits 
is demonstrated by meiotic segregation of industrial wine 
yeast strains. FEMS Yeast Res 4(7):711–719. doi:10.1016/ 
j.femsyr.2004.01.006

 21. Mazauric J-P, Salmon J-M (2005) Interactions between yeast lees 
and wine polyphenols during simulation of wine aging: I. Analy-
sis of remnant polyphenolic compounds in the resulting wines. J 
Agric Food Chem 53(14):5647–5653. doi:10.1021/jf050308f

 22. Morata A, Gómez-Cordovés MC, Suberviola J, Bartolomé B, 
Colomo B, Suárez JA (2003) Adsorption of anthocyanins by 
yeast cell walls during the fermentation of red wines. J Agric 
Food Chem 51(14):4084–4088. doi:10.1021/jf021134u

 23. Murcott TH, McNally T, Allen SC, Fothergill-Gilmore LA, Muir-
head H (1991) Purification, characterisation and mutagenesis of 
highly expressed recombinant yeast pyruvate kinase. Eur J Bio-
chem 198(2):513–519. doi:10.1111/j.1432-1033.1991.tb16044.x

 24. Özcan S, Johnston M (1995) Three different regulatory mecha-
nisms enable yeast hexose transporter (HXT) genes to be induced 
by different levels of glucose. Mol Cell Biol 15(3):1564–1572

 25. Özcan S, Johnston M (1999) Function and regulation of yeast 
hexose transporters. Microbiol Mol Biol Rev 63(3):554–569

 26. Özogul F, Taylor K, Quantick PC, Özogul Y (2000) A rapid 
HPLC-determination of ATP-related compounds and its appli-
cation to herring stored under modified atmosphere. Int J F Sci 
Technol 35(6):549–554

 27. Petrov VV (2009) Functioning of Saccharomyces cerevisiae 
Pma1 H+-ATPase carrying the minimal number of cysteine 
residues. Biochem (Moscow) 74(10):1155–1163. doi:10.1134/
S0006297909100125

 28. Peyrot des Gachons C, Kennedy JA (2003) Direct method for 
determining seed and skin proanthocyanidin extraction into red 
wine. J Agric Food Chem. doi:10.1021/jf034178r

 29. Recamales AF, Sayago A, González-Miret ML, Hernanz D 
(2006) The effect of time and storage conditions on the phenolic 
composition and colour of white wine. Food Res Int 39(2):220–
229. doi:10.1016/j.foodres.2005.07.009

 30. Reguant C, Bordons A, Arola L, Rozes N (2000) Influ-
ence of phenolic compounds on the physiology of Oeno-
coccus oeni from wine. J Appl Microbiol 88(6):1065–1071. 
doi:10.1046/j.1365-2672.2000.01075.x

 31. Reifenberger E, Boles E, Ciriacy M (1997) Kinetic char-
acterization of individual hexose transporters of Saccharo-
myces cerevisiae and their relation to the triggering mecha-
nisms of glucose repression. Eur J Biochem 245(2):324–333. 
doi:10.1111/j.1432-1033.1997.00324.x

 32. Reifenberger E, Freidel K, Ciriacy M (1995) Identification of 
novel HXT genes in Saccharomyces cerevisiae reveals the impact 
of individual hexose transporters on glycolytic flux. Mol Micro-
biol 16(1):157–167. doi:10.1111/j.1365-2958.1995.tb02400.x

 33. Romano AH (1982) Facilitated diffusion of 6-deoxy-d-glucose in 
bakers’ yeast: evidence against phosphorylation-associated trans-
port of glucose. J Bacteriol 152(3):1295–1297

 34. Romano P, Fiore C, Paraggio M, Caruso M, Capece A (2003) 
Function of yeast species and strains in wine flavour. Int J Food 
Microbio 86(1):169–180. doi:10.1016/S0168-1605(03)00290-3

 35. Salmon JM, Vuchot P, Doco T, Moutounet M (2003) Mainte-
nance and protection of yeast morphology by contact with wine 

http://dx.doi.org/10.1111/j.1574-6976.2001.tb00570.x
http://dx.doi.org/10.1111/j.1432-1033.1986.tb09584.x
http://dx.doi.org/10.1111/j.1432-1033.1986.tb09584.x
http://dx.doi.org/10.1111/j.1755-0238.2012.00182.x
http://dx.doi.org/10.1093/molbev/mss253
http://dx.doi.org/10.1074/jbc.274.22.15350
http://dx.doi.org/10.1021/jf970975b
http://dx.doi.org/10.1002/bies.10009
http://dx.doi.org/10.1016/j.ijfoodmicro.2009.09.016
http://dx.doi.org/10.1021/jf00022a045
http://dx.doi.org/10.1111/j.1755-0238.2012.00191.x
http://dx.doi.org/10.1002/1097-0061(20000630)16:9%3c797::AID-YEA553%3e3.0.CO;2-5
http://dx.doi.org/10.1002/1097-0061(20000630)16:9%3c797::AID-YEA553%3e3.0.CO;2-5
http://dx.doi.org/10.1007/s00253-005-0284-3
http://dx.doi.org/10.1007/s004250050357
http://dx.doi.org/10.1007/s004250050357
http://dx.doi.org/10.1016/j.femsyr.2004.01.006
http://dx.doi.org/10.1016/j.femsyr.2004.01.006
http://dx.doi.org/10.1021/jf050308f
http://dx.doi.org/10.1021/jf021134u
http://dx.doi.org/10.1111/j.1432-1033.1991.tb16044.x
http://dx.doi.org/10.1134/S0006297909100125
http://dx.doi.org/10.1134/S0006297909100125
http://dx.doi.org/10.1021/jf034178r
http://dx.doi.org/10.1016/j.foodres.2005.07.009
http://dx.doi.org/10.1046/j.1365-2672.2000.01075.x
http://dx.doi.org/10.1111/j.1432-1033.1997.00324.x
http://dx.doi.org/10.1111/j.1365-2958.1995.tb02400.x
http://dx.doi.org/10.1016/S0168-1605(03)00290-3


1802 J Ind Microbiol Biotechnol (2014) 41:1793–1802

1 3

polyphenols during simulation of wine aging on lees. J Food Sci 
68(5):1782–1787. doi:10.1111/j.1365-2621.2003.tb12329.x

 36. Sanbongi C, Suzuki N, Sakane T (1997) Polyphenols in choco-
late, which have antioxidant activity, modulate immune functions 
in humansin vitro. Cell Immunol 177(2):129–136. doi:10.1006/
cimm.1997.1109

 37. Schmittgen TD, Jiang J, Liu Q, Yang L (2004) A high-through-
put method to monitor the expression of microRNA precursors. 
Nucleic Acids Res 32(4):e43. doi:10.1093/nar/gnh040

 38. Scudamore-Smith P, Hooper R, McLaran E (1990) Color and 
phenolic changes of Cabernet Sauvignon wine made by simulta-
neous yeast/bacterial fermentation and extended pomace contact. 
Am J Enol vitic 41(1):57–67

 39. Singleton VL, Trousdale EK (1992) Anthocyanin-tannin interac-
tions explaining differences in polymeric phenols between white 
and red wines. Am J Enol vitic 43(1):63–70

 40. Styger G, Prior B, Bauer FF (2011) Wine flavor and aroma. 
J Ind Microbiol Biotechnol 38(9):1145–1159. doi:10.1007/
s10295-011-1018-4

 41. van Dijken JP, Scheffers WA (1986) Redox balances in the metab-
olism of sugars by yeasts. FEMS Microbiol Lett 32(3):199–224. 
doi:10.1016/0378-1097(86)90291-0

 42. Vasserot Y, Caillet S, Maujean A (1997) Study of anthocyanin 
adsorption by yeast lees. Effect of some physicochemical param-
eters. Am J Enol Vitic 48(4):433–437

 43. Vemuri G, Eiteman M, McEwen J, Olsson L, Nielsen J (2007) 
Increasing NADH oxidation reduces overflow metabolism in Sac-
charomyces cerevisiae. Proc Natl Acad Sci 104(7):2402–2407. 
doi:10.1073/pnas.0607469104

 44. Vivas N, Lonvaud-Funel A, Glories Y (1997) Effect of phenolic 
acids and anthocyanins on growth, viability and malolactic activ-
ity of a lactic acid bacterium. Food Microbiol 14(3):291–300. 
doi:10.1006/fmic.1996.0086

http://dx.doi.org/10.1111/j.1365-2621.2003.tb12329.x
http://dx.doi.org/10.1006/cimm.1997.1109
http://dx.doi.org/10.1006/cimm.1997.1109
http://dx.doi.org/10.1093/nar/gnh040
http://dx.doi.org/10.1007/s10295-011-1018-4
http://dx.doi.org/10.1007/s10295-011-1018-4
http://dx.doi.org/10.1016/0378-1097(86)90291-0
http://dx.doi.org/10.1073/pnas.0607469104
http://dx.doi.org/10.1006/fmic.1996.0086

	Mechanism of proanthocyanidins-induced alcoholic fermentation enhancement in Saccharomyces cerevisiae
	Abstract 
	Introduction
	Materials and methods
	Strains and culture conditions
	Fermentation
	Isolation of total RNA and cDNA synthesis
	Real-time quantitative PCR
	Measurement of the intracellular ATP, NADH and NAD+ contents
	Measurement of activities of the key enzymes in the glycolysis pathway

	Results
	Effect of the PAs on the expression of PMA1 and HXT7
	Effect of the PAs on the intracellular ATP, NADH and NAD+ contents
	Effect of PAs on the activities of the key enzymes in the glycolysis pathway

	Discussion
	Conclusions
	Acknowledgments 
	References


