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Abstract The ability to grow and produce ethanol under

stressful conditions is an important factor in industrial

bioethanol production. Trehalose is found in many organisms

including Saccharomyces cerevisiae, and has been known

to play an important role in enhancing various types of

stress tolerance. In this study, Streptomyces albus trehalose-

6-phosphate synthase gene (salC) was expressed in

Saccharomyces cerevisiae, and the recombinant strain with

salC gene showed significantly improved stress resistances

and ethanol production. The stress sensitivity and viability

tests indicated that the recombinant had a greater resistance

to ethanol than the control. At elevated temperatures, the

results of flask cultures showed that the expression of salC

played a positive role in protecting cells from heat stress.

The recombinant strain was found to consume 100 g/L

glucose and to produce 39 g/L ethanol at 40oC with an

ethanol yield 6% higher than that of the control strain. In

the fed-batch experiment in a bioreactor the recombinant

strain produced 69 g/L ethanol with about 16% higher

yield and about 13% higher productivity than the control

strain. This demonstrated the enhancement of ethanol

production capabilities of the recombinant strain under a

high-ethanol stress condition.

Keywords: Saccharomyces cerevisiae, trehalose, stress

resistance, ethanol production

1. Introduction

It has been traditional to use the yeast S. cerevisiae for

brewery and fuel ethanol production. Since yeast is usually

exposed to stressful industrial conditions such as high

temperatures and osmotic pressures, high ethanol

concentrations, low nutrients and process interruptions, the

ability to grow and produce more ethanol under these

stresses is an important trait required for the efficient

production of fuel ethanol [1,2].

Trehalose, a non-reducing disaccharide composed of two

glucose units, has been found in a wide variety of organisms

and known to play a role as a source of energy and carbon.

It has been known that trehalose can stabilize proteins,

suppress the aggregation of denatured proteins, and protect

the cellular membranes [3,4]. Many reports have shown

that the genes encoding trehalose biosynthetic enzymes are

upregulated under various stresses [5-7]. Moreover, there

have been numerous studies on a correlation between stress

tolerance and trehalose accumulation in yeast under various

stress conditions, such as heat [8-10], freezing [11,12],

ethanol [13-15], and acetic acid stresses [16].

The most widely distributed biosynthesis pathway of

trehalose is a two-step process. First, trehalose-6-phosphate

is formed from UDP-glucose (or GDP-glucose in some
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cases) and glucose-6-phosphate. This reaction is catalyzed

by trehalose-phosphate synthase (TPS, encoded by tps1 in

yeast). Then, this compound is converted to trehalose by

trehalose-phosphate phosphatase (TPP, encoded by tps2 in

yeast) [17].

In a previous study performed by our research group,

five genes that included salB, salC, salD, salE, and salF

from Streptomyces albus (ATCC 21838) were isolated and

the five-gene module revealed functional resemblance with

trehalose biosynthetic enzymes through sequence analysis.

It was demonstrated that the Streptomyces lividans TK24

transformants contain in this module produced noticeable

amount of trehalose and showed less cell lysis at the later

phase of cultivation than the wild type [18].

In the preliminary study, it was investigated as to whether

heterologous expression of salC and/or salE genes, which

were expected to encode the key enzymes in trehalose

synthesis, could enhance stress tolerance in S. cerevisiae.

We constructed four expression vector systems with

different promoter-product gene combinations: GAL10-

salC, GAL10-salE, GAL10-salC/salE and GAPDH- salC.

Only the transformant containing GAL10-salC showed a

significantly increased cell growth, trehalose accumulation,

and ethanol and heat tolerance.

In this study, we have characterized the salC gene, the

putative trehalose-phosphate synthase and in depth evaluated

effects of its expression on heat and ethanol tolerance, and

eventually ethanol production in S. cerevisiae. This report

describes the first application of a newly characterized

trehalose biosynthetic enzyme from Streptomyces towards

improving a yeast strain.

2. Materials and Methods

2.1. Strains, plasmids, and culture media

All the strains and plasmids used in this study are listed in

Table 1. Streptomyces strain was maintained on R2YE agar

medium and cultivated in R2YE liquid broth at 28oC [19].

E. coli was maintained and cultivated at 37oC in Luria-

Bertani (LB) medium [20]. If necessary, 50 mg/L ampicillin

was added to the LB medium. For strain construction of

S. cerevisiae, YPAD medium (2% glucose, 2% bacto

peptone, 1% bacto yeast extract, and 0.02% adenine) and

SC-Ura medium (0.67% yeast nitrogen base without amino

acids, 0.192% yeast synthetic drop-out medium supplements

without uracil and 2% glucose) were used. The yeast

strains were maintained on SC-Ura agar plate. For seed

culture, SC-Ura medium and YPD medium (2% glucose,

2% bacto peptone, and 1% bacto yeast extract) were used.

YNBPD medium (2% glucose, 0.67% yeast nitrogen base

without amino acids, and 2% bacto peptone) was used for

flask cultures to test for stress. A concentrated medium

called ‘fermentation medium’ (10% glucose, 2% peptone,

0.6% (NH4)2SO4, 0.3% KH2PO4, and 0.12% MgSO4·7H2O)

was used in flask cultures for ethanol production. A

modified fermentation medium and a feeding solution

containing 50% glucose were used for feed-batch culture.

The modified fermentation medium contains 0.75% yeast

extract, 0.75% peptone, 0.6% (NH4)2SO4, 0.3% KH2PO4,

0.5% MgSO4·7H2O, and 5% glucose (pH 5.5).

2.2. Enzymes and chemicals

Restriction endonucleases and other DNA modifying

Table 1. Strains and plasmids used in this study

Strains or plasmids Properties or product Reference or source

Strains

S. albusATCC 21838 Wild-type [37]

E. coli DH5α F-, ϕ80dlacZ∆M15, ∆(lacZYA-argF)U169, deoR, recA1, endA1, 
hsdR17(rk-, mk+), phoA, supE44, λ-, thi-1, gyrA96, relA1

Stratagene

S. cerevisiae 2805 ∆gal80 MATα  pep4::HIS3 prb- ∆1.6R can1 his3-20 ura3-52, ∆gal80 provided by Dr. E.-S. Choi (KRIBB) [23]

Plasmid

pGEM-T TA cloning vector, LacZ Promega

pET28a T7 promoter, expression of His-fagged fusion protein Novagen

pSC1 pGEM-T vector carrying a salC gene from S. albus 
ATCC 21838

This study

pSC2 pET28a(+) carrying a salC gene, a 1.47 kb NdeI-EcoRI 
fragment, from pSC1

This study

YEGα-HIR525 2 µ-based high-copy-number plasmid, GAL10 promoter, 
GAL7 terminator, URA3 selection marker, MFα pre-pro 
secretion signal (ppL), hirudin expression

provided by H. Kang (KRIBB)

YEG ppL and hirudin gene deleted YEGα-HIR525, empty vector This study

YEG-SC YEG carrying salC gene This study
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enzymes were purchased from Takara Shuzo Inc. (Tokyo,

Japan). Chemicals were purchased from Sigma Chemical

Co. (St. Louis, MO, USA). Primers for PCR-based cloning

were purchased from DyneBio Inc. (Seoul, Korea) or

Genotech Co. (Daejeon, Korea).

2.3. Heterologous expression and purification of

recombinant His6-tagged salC in E. coli

The salC gene was amplified by PCR using the genomic

DNA of Streptomyces albus as template and primers, 5'-

GATGGAGAGGGCATATGGCACGTCAG-3' containing a

NdeI site and 5'-GCCGAATTCCCTCACGCGTCATGC

GCAC-3' containing a EcoRI site. The PCR product was

cloned into the pGEM T easy vector (Promega), resulting

in pSC1. The NdeI-EcoRI fragment carrying the salC gene

from pSC1 was then ligated into pET28a expression vector

(Novagen). pSC2 was transferred into E. coli BL21(DE3)pLysS

by electroporation. The transformant was cultured in

100 mL of LB medium, supplemented with kanamycin

(50 g/mL) and chloramphenicol (25 g/mL), at 37oC and

200 rpm, to an OD600 of 0.5. Then, IPTG (0.2 mM) was

added, and the culture was allowed to grow for an additional

24 h at 16oC. Cells were harvested by centrifugation (5,000

× g, 10 min) and disrupted by French press in disruption

buffer (20 mM Tris-Cl, pH 7.9, containing 500 mM NaCl,

5 mM imidazole). The cell debris was removed by

centrifugation and the protein solution was mixed with

Ni2+-NTA agarose. The Ni2+-NTA agarose was washed

three times with the same buffer and the His6-tagged protein

was eluted with buffer containing imidazole (250 mM).

The eluted protein was dialyzed in a dialysis buffer (25 mM

Tris-Cl, pH 7.8, containing 10 mM MgCl2). Protein

concentration was measured using a Bradford protein

microassay kit (Bio-Rad) with bovine serum albumin as

the standard protein.

2.4. Enzyme assay for trehalose-6-phosphate synthase

The reaction mixture for enzyme assay consisted of 25 mM

Tris-Cl buffer (pH 7.8), 10 mM MgCl2, 5 mM dNDP-glucose,

and 8 mM glucose-6-phosphate as the substrate. One

hundred µL of reaction mixtures containing 25 µL of

enzyme solution (2 mg/mL) were incubated for 1 h at

30oC. Two µL of Alkaline phosphatase (calf intestine,

30 U/µL, Takarashozo Inc., Tokyo, Japan) was added to

the reaction mixture and incubated for 1 h at 30oC After

ultrafiltration (3kDa cut-off, Millipore, USA), 2 µL each of

reaction mixture was spotted onto thin-layer chromatography

(TLC) plates (Silica 60; Merck). As the standard, 2 µL of

10 mM trehalose was spotted. The TLC plates were

developed in 1-butanol-ethanol-water (5:3:2), air dried, and

sprayed with staining solution (5% hydrogen sulfate, 5%

acetic acid, 0.5% anisaldehyde in deionized water). The

sugar spots were made visible by charring (120oC, 3 min).

2.5. Construction of salC overexpression strains of S.

cerevisiae

YEGα-HIR525 was used as the expression vector. The

control vector, YEG, was obtained by EcoRI and SalI

digestion of YEGα-HIR525, end-filling the sites with

Klenow fragment and blunt-end ligation of end-filled sites

of vector. The salC DNA fragment amplified by PCR

using the forward primer (5'-GAA TTC ATG GCA CGT

CAG AGT-3') and reverse primer (5'-GGT TAC CCT ACT

ATC ACG CGT CAT GCG C-3') was cloned into the

EcoRI and BstEII sites of a YEGα-HIR525, downstream

to GAL10 promoter and the resulting plasmid was named

YEG-SC. The ∆gal80 mutant of S. cerevisiae cells were

transformed by the lithium acetate method described by

Gietz, Schiestl et al. [21] with YEG-SC or YEG (control)

vector and transformant cells were isolated by plating on

SC-Ura agar plates at 30oC for 3 day.

2.6. RNA isolation and RT-PCR

YEG or YEG-SC vector containing yeast strain was grown

in 50 mL YNBP medium with 2% glucose at 30oC for

12 h. The initial cell density was adjusted to an OD600 of

around 0.4. Cells were harvested at 6 h and at 12 h after

inoculation, and resuspended in RNAprotectTM Bacteria

Reagent (Quiagen, Netherlands) for 5 min. After centrifugation,

the cell pellet was stored at -70oC. RNeasy Mini kit

(Quiagen) was used for RNA isolation according to the

manufacturer’s instructions. Contaminant DNA in the sample

was eliminated by using RNase-free DNase (Quiagen).

The total RNA was quantified using a NanoDrop ND-1000

(Nanodrop, USA). The purity of the RNA preparation was

checked by measuring the absorbance ratio at 260/280 nm.

For RT-PCR analysis, 300 ng of the RNA sample was

reverse-transcribed and the reverse-transcribed cDNA was

used as a template for amplification by PCR using the

ONE-STEP RT-PCR PreMix kit™ (Intron Biotechnology,

Korea) according to the manufacturer’s instructions. Primers

for salC were 5’-GAG GTG CTG TGG CAC ACC AT-3’

and 5’-CGC GGA AGG CCC TTC AGC GC-3’. Primers

for the expression of ura3-1 used as the internal standard

for RNA analysis were 5’-CGT GCT GCT ACT CAT CCT

AGT CC-3’ and 5’-CTG TTG ACC CAA TGC GTC TCC

C-3’. Reaction conditions were as follows: reverse transcription

reaction at 45oC for 30 min; initial denaturation at 94oC for

5 min; 25 cycles of 94oC for 20 sec, 60°C for 30 sec, and

72°C for 30 sec; and a final extension step of 5 min at

72°C.

2.7. Stress sensitivity tests on plates

For comparing the growth phenotypes of the recombinant
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strains with the control strain under various stress

conditions, cells of each strain were precultured in SC-Ura

medium at 30oC for 12 h. Approximately 107, 106, 105, or

104 cells were spotted on SC-Ura agar plate. Cells were

grown at 30oC on solid medium supplemented with 0 ~

15% (v/v) ethanol or 0 ~ 20 mM furfural for 3 ~ 5 days.

For heat stress test, cells were grown at 37oC for 3 days or

50oC for 2 h.

2.8. Culture conditions

2.8.1. Flask culture stress test

Seed culture was incubated in SC-Ura medium at 200 rpm

and 30oC for 16 h. The seed culture was transferred into

100 mL of YNBPD medium at OD600 of 0.5 and was

incubated at 160 rpm and 30oC. For evaluating the growth

behavior under ethanol stress, we added pure ethanol to the

4 hour-grown culture (early-exponential phase) up to an

ethanol concentration of 5 or 10%. For evaluating the

growth behavior and ethanol production at an elevated

temperature, the 4 hour-grown culture (early-exponential

phase) was transferred to other shaking incubators maintained

at 40 and 42oC, respectively. Experiments were performed

in triplicate.

2.8.2. Viability of cells under stress conditions

The seed culture was incubated in SC-Ura medium at

200 rpm and 30oC with shaking. At 16 h of the incubation,

the seed culture was inoculated in 50 mL of YNBPD

medium to achieve an OD600 of around 0.5 and was grown

for 4 h at 160 rpm and 30oC with shaking. Cells were

harvested, resuspended in Phosphate- buffered saline (PBS)

(8 g/L NaCl, 0.2 g/L KCl, 1.44 g/L Na2HPO4 and 0.24 g/L

KH2PO4; pH 7.4) with 2% glucose, and then the cells were

incubated for 12 h. For ethanol stress test, we added 100%

ethanol to the PBS to concentrations of 0, 6, 8, 10, and

12% (v/v). The cells were incubated at 30, 35, 40, 45, and

50oC for heat stress test. Following these treatments, viability

was determined by the alamarBlue (TREK Diagnostic Systems,

OH, USA) staining. The treated cells were harvested and

1 mL of PBS containing 10% (v/v) alamarBlue was added.

The mixture was incubated for 4 h before taking the

spectrophotometric readings. Survival ratio was determined

as the relative values to the non-stressed cells. Experiments

were performed in triplicate.

2.8.3. Flask culture for ethanol production test

Batch culture was performed in a 500 mL Erlenmeyer flask.

Cells grown in SC-Ura medium were used to inoculate

YPD medium for the seed culture. The seed culture was

incubated at 200 rpm and 30oC with shaking. At 16 h of

the incubation, the seed culture was inoculated in 300 mL

of the fermentation medium to achieve an OD600 of around

1.0 and was grown at 160 rpm and 30 or 40oC with shaking.

Experiments were performed in triplicate.

2.8.4. Fed-batch culture in bioreactor

To investigate the performance of the recombinant yeast at

an elevated level of ethanol concentration, it was necessary

to accumulate ethanol to a high level. For this purpose, fed-

batch ethanol fermentation was conducted in a 5.0 L jar

fermentor (BioCNS, Korea) with a working volume of

2.0 L. The temperature, agitation speed, and aeration were

controlled at 30oC, 200 rpm, and 1 mL/min, respectively.

In the beginning a batch culture was conducted with the

modified fermentation medium. At the end of the batch

period, intermittent feeding of a concentrated glucose solution

(500 g/L) was started to maintain the glucose concentration

in the range of 10 ~ 50 g/L. Industrial-grade glucose and

nitrogen sources were used in the fed-batch fermentation.

2.9. Analytical methods

2.9.1. Cell growth and metabolites in culture broth

Yeast cell growth was monitored by measuring OD600 and

dried cell weight (DCW). In measuring DCW, samples

were washed and the wet cell pellets were transferred to

preweighed plastic dishes, placed in the 80oC drying oven

for 24 h, and cooled at room temperature. DCW was

determined by the difference in weight of the dishes only

and the dishes with cells. Ethanol concentration was

determined by using YSI 2700 Select Biochemistry Analyzer

(YSI, Ohio, USA). Glucose, galactose, and extracellular

trehalose concentration was analyzed by high-performance

liquid chromatography (Waters, Milford, USA) using Aminex

HPX-87P column (Bio-Rad, Hercules, USA). The column

was eluted with water as mobile phase and a flow rate of

0.6 mL/min at 85oC.

2.10. Measurement of intracellular trehalose content

Harvested cells were washed and suspended in 0.5 mL of

distilled water, and then incubated for 15 min in a boiling

water bath to extract intracellular small molecules, including

trehalose. After centrifugation (10 min at 8,000 rpm), the

supernatant was analyzed. Intracellular trehalose analysis

was performed with a HPLC system consisting of a

DIONEX Ultimate 3000 chromatograph equipped with a

Electrochemical Detector ED50, a CarboPacTM PA1 column

(4 mm × 270 mm), and a CarboPacTM PA1 guard column

(4 mm × 500 mm). The column was eluted with 50 mM

NaOH solution, as mobile phase at a flow rate of 1 mL/min

at 30oC.
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3. Results and Discussion

3.1. Characterization of the salC protein as a trehalose-

6-phosphate synthase

It was expected that salC gene would encode trehalose-6-

phosphate synthase (TPS) one of the enzymes involved in

trehalose biosynthetic pathway, as mentioned earlier according

to homology search results [18]. For the functional elucidation

of the encoded protein, His6-tagged SalC protein was

expressed in a soluble form in E. coli by the transformation

of the expression plasmid pSC2. Purification of His6-

tagged protein by Ni2+-NTA yielded a single band in SDS-

PAGE. The purified SalC was used for TPS assay using

glucose-6-phosphate as the substrate and dNDP-glucose as

the glucose donor. The thin layer chromatography (TLC)

analysis was failed to detect the product (trehalose-6-

phosphate) probably due to the high polarity of the

phosphate group (Fig. 1, left). Therefore, another step of

dephosphorylation of trehalose-6-phosphate was done by the

addition of alkaline phosphatase (calf intestine, Takarashuzo

Inc., Tokyo, Japan). The dephosphorylated product, trehalose,

could be successfully detected by TLC under the same

condition only when GDP-glucose was used as the glucose

donor (Fig. 1, right). This result clearly indicated that SalC

was a TPS that has aspecificity to GDP-glucose.

3.2. Heterologous expression of salC in S. cerevisiae and

its effects on growth properties and intracellular trehalose

accumulation

In the preliminary study, salC and salE genes from

Streptomyces albus, which were expected to encode the

key enzymes in trehalose synthesis, were expressed in a

heterologous manner, either individually or together in

Saccharomyces cerevisiae YPH500 strain. Different vectors

for heterologous expression of trehalose biosynthetic genes

in S. cerevisiae were constructed, and preliminary performance

tests were carried out. In most cases, the expression of

trehalose gene(s) under the control of GAL10 promoter

increased cell growth, trehalose content and heat and

ethanol tolerance. The strain containing the salC gene only

was shown to be the most efficient to enhance cell growth

rate, trehalose accumulation, and heat/ethanol tolerance

compare to other transformants. Expression of both salC

and salE genes appeared to be a burden on the cell.

Therefore, a transformant containing the expression vector

with GAL10 promoter and salC gene (YEG-SC) was

selected for subsequent study. However, GAL10 promoter

required galactose and is tightly repressed by glucose [22],

while the galactose utilization and fermentation efficiency

in S. cerevisiae is normally low and galactose is much

more expensive than glucose, which is prohibitive for

bioethanol production. Thus, we used a ∆gal80 mutant of

S. cerevisiae 2805 as the host, which was reported not to

require galactose as an inducer [23].

The ∆gal80 mutant of S. cerevisiae transformed with

YEG (hereafter, YEG or the control strain) or YEG-SC

(hereafter, YEG-SC or the recombinant strain) was grown in

YNBPD medium. The expression of salC gene in YEG-SC

strain was confirmed by RT-PCR analysis (Fig. 2A). Cell

growth behavior and ethanol production of the transformants

Fig. 1. TLC analysis of the products after trehalose-6-phosphate
synthase reaction with SalC (left) and then further reacted with
calf intestine alkaline phosphatase (right).T, trehalose (standard);
A, ADP-glucose; C, CDP-glucose; G, GDP-glucose; U, UDP-
glucose as the substrate.

Fig. 2. (A) RT-PCR analysis of salC gene expression in ∆gal80
mutant of S. cerevisiae. (B) Growth (circle), glucose concentration
(triangle), and ethanol production (square) of YEG-SC (open) and
the control (filled) strain grown in YNBPD medium.
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were also examined (Fig. 2B). Ethanol production by

YEG-SC strain evaluated at 14 h (9.1 g/L) was 5% higher

than that of the control strain (8.8 g/L). It was also

observed that the intracellular trehalose content at 6 and

12 h was considerably higher in YEG-SC than the control

(Table 2). The salC gene was found to encode a GDP-

glucose utilizing TPS. The host, S. cerevisiae, however is

known to have a TPS system specific to UDP-glucose only

[17]. It was speculated that the expression of salC

augmented the trehalose biosynthetic pathway in the host

strain resulting in increased amount of intracellular trehalose.

3.3. Enhanced stress tolerance of the transformant

It is known that accumulated trehalose in cells is an

important factor for resistance of yeast strains to various

stress conditions [1]. We examined the effects of salC gene

expression in S. cerevisiae to improve stress tolerance by

means of several stress sensitivity tests.

3.3.1. Growth in plate cultures under various stress

conditions

Effects of salC gene expression on yeast cell growth

patterns in plate cultures under various stress conditions

Table 2. Intracellular trehalose content of YEG-SC and the control
strain

YEG YEG-SC

6 h 0.73 ± 0.02 1.88 ± 0.02

12 h 0.48 ± 0.01 0.59 ± 0.01

Fig. 3. Comparison of growth patterns of YEG-SC and the control strain under various stress conditions.



992 Biotechnology and Bioprocess Engineering 17: 986-996 (2012)

were visually compared. A culture grown in the SC-Ura

liquid medium was diluted and dropped on a SC-Ura agar

plate. The control and recombinant strains were grown

under ethanol, heat or furfural stresses. As shown in Fig. 3,

both of the strains grew normally under the no-stress

condition. YEG-SC strain showed a quite higher level of

survival on an agar plate supplemented with up to 10% (v/v)

ethanol than the control. The growth patterns of both

strains were not quite different from each other under 10

and 15 mM furfural stresses, respectively. In the case of

20 mM furfural stress conditions, however, YEG-SC strain

showed a slightly better growth. YEG-SC strain grew

much better at 37oC than the control, although cells of both

strains grew much more slowly at 37oC than under the no-

stress condition of at 30oC. In the case of exposure to a

lethal level of temperature than is 50oC for 2 h, YEG-SC

strain showed a slightly better growth.

3.3.2. Effects of ethanol concentration and temperature

on viability

Cell viability was measured to evaluate the stress tolerance

to ethanol concentration and temperature. Fig. 4A shows

the relative viability of both strains after being exposed to

0, 6, 8, 10, and 12% (v/v) ethanol for 12 h. The cell

viability of the control strain significantly decreased in the

presence of over 10% ethanol, while that of YEG-SC strain

was maintained to be about 94% even under 12% ethanol

stress. 

The relative viability of the strains after incubation at 30,

35, 40, 45, and 50oC for 12 h is given in Fig. 4B. Although

the cell viability of both strains declined with increasing

temperature, YEG-SC strain showed viability a slightly

higher than the control: about 5% higher at 45oC, as an

example.

In the viability test with an ethanol or heat stress also,

the expression of salC showed the most significant

improvement for ethanol tolerance, the most critical process

parameter in ethanol fermentation. The relative viability of

YEG-SC strain was approximately 1.8-fold greater than

that of the control in the presence of 12% ethanol. Ethanol

is the main source of stress during fermentation that affects

the rigidity of cytoplasmic membranes, endocytosis and

synthesis of stress proteins [1,24]. In the zymolyase

sensitivity test for monitoring cell wall integrity known

to be needed for ethanol tolerance in yeast [25], the

recombinant strain showed a better resistance to zymolyase

(data not shown).

3.4. Comparison of growth and ethanol production

behavior under ethanol or heat stress conditions under

low glucose concentration

To compare the growth behavior of the yeast strains in

liquid culture under ethanol stress, we monitored the cell

concentration of the recombinant and control strains in the

presence of 5 and 10% (v/v) ethanol. In all cases, YEG-SC

strain showed a slightly higher cell growth than the control

(Table 3). The final cell concentration of YEG-SC strain

was 6% higher than that of the control with 5% ethanol. In

the presence of 10% ethanol, the growth of both strains

was severely suppressed. Although salC expression was

found to have a profound effect on ethanol resistance in the

stress sensitivity and viability test, it was not effective in

preventing cell growth retardation under ethanol stress in

flask cultures. In addition, the effects of heat stress were

examined. As shown in Table 3, cell growth of YEG-SC

strain was higher than those of the control under heat stress

conditions at 40 and 42oC. Similarly to the results with

ethanol stress, the cell growth of both strains was

significantly inhibited by heat stress. However, the cell

concentration of YEG-SC strain was slightly higher than

that of the control. It was observed that ethanol production

was less affected by heat stress than cell growth. The

amount of the ethanol produced by YEG-SC strain at 40

and 42oC were about 5 and 4% higher than by the control,

when it reached the highest concentration.

Fig. 4. Cell viability of the salC expression (open bar) and the
control (filled bar) strain under (A) ethanol stress and (B) heat
stress, respectively.
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3.5. Flask cultures under high glucose concentration

To assess the ethanol production performance of the

recombinant strain under an elevated level of glucose

concentration, which would be closer to the condition in

the field than the earlier case of 20 g/L of glucose, the

fermentation medium containing 100 g/L of glucose was

used in batch culture. We compared cell growth, glucose

consumption, and ethanol production levels of the recom-

binant and control strains at 30 and 40oC, respectively

(Table 4). Contrary to the results obtained under the low

glucose concentration, it was observed that the fermentation

properties of the recombinant and control strains were not

quite different at 30oC. In both cases, most of glucose was

consumed in about 24 h producing about 40 g/L ethanol

with a yield of 40%. In the cultures at 40oC, glucose uptake

and cell growth rates were retarded for both strains.

Glucose was depleted at 33 h, which is significantly longer

than time of glucose depletion at 30oC. The cell and

ethanol concentrations started to decrease at 30 h, even

before the depletion of glucose. At this temperature, the

maximum cell concentration of the recombinant strain was

5% higher than that of the control showing the improved

heat tolerance of the recombinant strain. While the cell

growth of the strains was severely decreased by about 50%

according to the temperature rise, the ethanol production

was less affected by 4 ~ 9% by such heat stress. The

ethanol yield at 40oC of the recombinant strain was 12%

higher than that of the control strains. Moreover, the

ethanol yield of the recombinant strain at 40oC was 43.7%,

which was about 10% higher than that at 30oC.

The recombinant strain containing salC showed only

slightly improved performances in flask cultures with 20 g/L

of glucose at elevated temperatures of 40 and 42oC, similar

to the results of stress sensitivity and viability tests. However,

when the initial glucose concentration was increased up to

100 g/L, more meaningful results could be obtained in

terms of ethanol production, especially. Under such condition

with a high concentration of ethanol produced, the expression

of salC played a great role of protecting cells from heat

stress. Ethanol production at high temperature has been

considered to be an important subject because maintaining

the optimum fermentation temperature requires high cooling

costs. A reduction in the costs associated with cooling

is the first potential advantage of a high-temperature

fermentation process [26]. There have been many reports

described about the studies on the isolation or improvement

of yeast strains to produce more ethanol at higher

temperatures. Kiransree et al. reported thermotolerant

strains of S. cerevisiae isolated could increase ethanol yield

at 40oC as much as 40% [27]. Balakumar et al. reported

ethanol yield and overall ethanol productivity of a

thermotolerant strain of S. cerevisiae at 40oC were about

38% and 0.8 g EtOH/L/h, respectively [28]. In this study,

the recombinant strain showed about 1.2-fold higher yield

and 1.6-fold higher productivity than in the case of

Balakumar et al.

Table 3. Key physiological data evaluated in the comparison of YEG-SC and the control strain under ethanol or heat stress conditions
under low glucose concentration

Condition
EtOH added 

(% v/v)
Temp. 
(oC)

Strain
Max. cell conc. 

(g/L)
Max. EtOH conc. 

(g/L)
EtOH yield 

(g EtOH/g Glc)

No stress 0 30
YEG 2.46 ± 0.03 (14 h) 8.77 ± 0.51 (14 h) 0.41

YEG-SC 2.56 ± 0.03 (14 h) 9.09 ± 0.47 (14 h) 0.43

EtOH stress

5 30
YEG 1.72 ± 0.07 (24 h) - -

YEG-SC 1.82 ± 0.04 (24 h) - -

10 30
YEG 0.40 ± 0.01 (18 h) - -

YEG-SC 0.44 ± 0.01 (18 h) - -

Heat stress

0 40
YEG 1.55 ± 0.06 (14 h) 8.01 ± 0.43 (14 h) 0.38

YEG-SC 1.60 ± 0.09 (14 h) 8.40 ± 0.53 (14 h) 0.40

0 42
YEG 0.86 ± 0.09 (16 h) 6.01 ± 0.59 (24 h) 0.25

YEG-SC 0.91 ± 0.09 (14 h) 6.26 ± 0.90 (24 h) 0.27

Table 4. Key physiological data evaluated in the flask cultures under high glucose concentration at 30 and 40oC

Temp. (oC) Strain Max. cell conc. (g/L) Max. EtOH conc. (g/L) EtOH yield (g EtOH/g Glc)

30
YEG 6.46 ± 0.25 (24 h) 40.70 ± 0.51 (24 h) 0.40

YEG-SC 6.49 ± 0.31 (24 h) 40.73 ± 0.31 (24 h) 0.40

40
YEG 2.95 ± 0.11 (30 h) 36.90 ± 1.27 (30 h) 0.39

YEG-SC 3.10 ± 0.14 (30 h) 39.11 ± 0.53 (30 h) 0.44
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3.6. Fed-batch fermentation in bioreactor

In this experiment, fed-batch fermentation was performed

to achieve a high ethanol concentration at the end. The

performances of both strains were compared to each other

at this high-ethanol level condition which was similar to an

industrial practice for ethanol production.

We compared cell glucose and ethanol concentrations of

the control and recombinant strain at 30oC (Fig. 5 and

Table 5). The recombinant and control strains showed

similar glucose uptake and growth behavior, so the feeding

profiles of both strains were not significantly different. The

ethanol concentration profiles of the recombinant and

control strains began to show differences after 15 h, when

the ethanol concentration was over 30 g/L. The ethanol

concentration and the glucose consumption of both two

strains began to decrease after 28.5 h. The broth volumes at

37 h when the culture was stopped were 2.4 L for both

strains, and the ethanol concentrations were 69.1 and 61.0 g/L

for the recombinant and control strains, respectively. In

overall, the recombinant strain showed about 16% higher

ethanol yield and about 13% higher ethanol productivity

than the control.

Increasing levels of ethanol during a S. cerevisiae culture

can severely inhibit cell growth and ethanol production in

the later part of the culture. In particular, in the case of

industrial yeast fermentation to produce ethanol to a high

concentration, the most important chemical stress is ethanol

toxicity, and the ability or inability of the yeast to tolerate

the toxic effects of ethanol is of profound commercial

significance [29,30]. Higher ethanol tolerance leads to

smaller and cheaper equipment for ethanol production. The

higher concentrations reduce the amount of water that must

be removed in a final distillation step, thereby saving

energy [31].

4. Conclusion

In recent years, it has been of great interest to search for a

stress-tolerant yeast strain that is capable of producing

substantial amounts of ethanol under various stress

conditions in order to make the bioethanol process more

productive [32]. Classical strain improvement methods

have been successful in obtaining several industrial strains,

but it is time-consuming and laborious for many repeated

Fig. 5. Fed-batch fermentation of YEG-SC (open) and the control
(filled) strain at 30oC. (A) Glucose uptake, (B) growth, and (C)
ethanol production.

Table 5. Key physiological data evaluated in the fed-batch fermentation of YEG-SC and the control strain at 30oC

Strain
Max. cell conc. 

(g/L)
Cell mass yield

(g [dry wt]/g Glc)
Max. EtOH conc. 

(g/L)
EtOH yield

(g EtOH/g Glc)
Overall ethanol productivity

(g EtOH/L·h)

YEG 14.14 ± 0.44 (21 h) 0.12 ± 0.01 64.25 ± 0.50 (28.5 h) 0.42 2.25

YEG-SC 14.37 ± 0.42 (18 h) 0.16 ± 0.00 72.90 ± 0.71 (28.5 h) 0.49 2.56
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rounds of random mutation and selection methods [33]. In

this study, a putative trehalose biosynthetic gene of salC

originated from Streptomyces albus was proven, functionally,

to encode trehalose-6-phosphate synthase (TPS), and we

observed that stress tolerance and ethanol production were

enhanced by the introduction of salC gene into S. cerevisiae

as well. Although many studies have been carried out on

the relationship between stress tolerance and the metabolism

of trehalose [5,6,8,9,13,14,34], only a few reports have

been published on heterologous expression of trehalose

biosynthetic genes in yeast [35,36]. Their main goals were

to demonstrate whether putative genes encoded true

trehalose biosynthetic enzymes and alter the functions of

trehalose biosynthetic genes in yeast. The main goal of our

research, however, was to develop stress tolerant strains and

thus, to enhance ethanol productivity at a high temperature

and/or a high ethanol concentration.

To our knowledge, this report describes the first application

of a trehalose biosynthetic gene of different origin to

develop high-stress tolerance yeast strains. We showed that

heat and ethanol tolerances of yeast can significantly be

improved by the expression of a trehalose-phosphate

synthase-encoding gene originated from Streptomyces,

which could be a very effective way to enhance ethanol

productivity enhancement and thus, reduce the costs of

bioethanol production.

Acknowledgments

This work was supported by the Advanced Biomass R&D

Center (ABC) of Global Frontier Project funded by the

Ministry of Education, Science and Technology. We thank

to Dr. E. -S. Choi (KRIBB) for providing S. cerevisiae

2805 ∆gal80 mutant used in this study.

References

1. Mobini-Dehkordi, M., I. Nahvi, H. Zarkesh-Esfahani, K. Ghaedi,
M. Tavassoli, and R. Akada (2008) Isolation of a novel mutant
strain of Saccharomyces cerevisiae by an ethyl methane sul-
fonate-induced mutagenesis approach as a high producer of bio-
ethanol. J. Biosci. Bioeng. 105: 403-408.

2. Kajiwara, S., K. Suga, H. Sone, and K. Nakamura (2000)
Improved ethanol tolerance of Saccharomyces cerevisiae strains
by increases in fatty acid unsaturation via metabolic engineering.
Biotechnol. Lett. 22: 1839-1843.

3. Singer, M. A. and S. Lindquist (1998) Multiple effects of treha-
lose on protein folding in vitro and in vivo. Molecular cell. 1:
639-648.

4. Jain, N. K. and I. Roy (2009) Effect of trehalose on protein struc-
ture. Protein Sci. 18: 24-36.

5. Claudio, V., B. C. Niels, B. Walter, J. E. N. Paul, B. Thomas, and
W. Andres (1993) Disruption of TPS2, the gene encoding the

100-kDa subunit of the trehalose-6-phosphate synthase/phos-
phatase complex in Saccharomyces cerevisiae, causes accumula-
tion of trehalose-6-phosphate and loss of trehalose-6-phosphate
phosphatase activity. European J. Biochem. 212: 315-323.

6. Parrou, J. L., M. -A. Teste, and J. Francois (1997) Effects of var-
ious types of stress on the metabolism of reserve carbohydrates in
Saccharomyces cerevisiae: Genetic evidence for a stress-induced
recycling of glycogen and trehalose. Microbiol. 143: 1891-1900.

7. Li, L., Y. Ye, L. Pan, Y. Zhu, S. Zheng, and Y. Lin (2009) The
induction of trehalose and glycerol in Saccharomyces cerevisiae
in response to various stresses. Biochem. Biophysic. Res. Com-
munic. 387: 778-783.

8. De Virgilio, C., T. Hottiger, J. Dominguez, T. Boller, and A.
Wiemken (1994) The role of trehalose synthesis for the acquisi-
tion of thermotolerance in yeast. I. Genetic evidence that treha-
lose is a thermoprotectant. Eur. J. Biochem. 219: 179-186.

9. Hottiger, T., P. Schmutz, and A. Wiemken (1987) Heat-induced
accumulation and futile cycling of trehalose in Saccharomyces
cerevisiae. J. Bacteriol. 169: 5518-5522.

10. Li, H., H. -L. Wang, J. Du, G. Du, J. -C. Zhan, and W. -D. Huang
(2010) Trehalose protects wine yeast against oxidation under
thermal stress. World J. Microbiol. Biotechnol. 26: 969-976.

11. Hino, A., K. Mihara, K. Nakashima, and H. Takano (1990) Tre-
halose levels and survival ratio of freeze-tolerant versus freeze-
sensitive yeasts. Appl. Environ. Microbiol. 56: 1386-1391.

12. Zhang, C. -Y., D. -G. Xiao, and Y. Lv (2010) Influence of treh-
alose accumulation on response to freeze stress in Baker's yeast.
Proceedings of the Bioinformatics and Biomedical Engineering.
June 18-20. Tianjin, China.

13. Mansure, J. J. C., A. D. Panek, L. M. Crowe, and J. H. Crowe
(1994) Trehalose inhibits ethanol effects on intact yeast cells and
liposomes. Biochimica et Biophysica Acta (BBA) - Biomem-
branes. 1191: 309-316.

14. Sharma, S. C. (1997) A possible role of trehalose in osmotoler-
ance and ethanol tolerance in Saccharomyces cerevisiae. FEMS
Microbiol Lett. 152: 11-15.

15. Ding, J., X. Huang, L. Zhang, N. Zhao, D. Yang, and K. Zhang
(2009) Tolerance and stress response to ethanol in the yeast Sac-
charomyces cerevisiae. Appl.Microbiol. Biotechnol. 85: 253-263.

16. Arneborg, N., M. K. Moos, and M. Jakobsen (1997) Induction of
acetic acid tolerance and trehalose accumulation by added and
produced ethanol in Saccharomyces cerevisiae. Biotechnol. Lett.
19: 931-933.

17. Elbein, A. D., Y. T. Pan, I. Pastuszak, and D. Carroll (2003) New
insights on trehalose: a multifunctional molecule. Glycobiol. 13:
17-27.

18. Choeng, Y. H., J. Y. Yang, G. Delcroix, Y. J. Kim, Y. K. Chang,
and S. K. Hong (2007) Expression and characterization of treh-
alose biosynthetic modules in the adjacent locus of the salbostatin
gene cluster. J. Microbiol. Biotechnol. 17: 1675-1681.

19. Kieser, T., M. J. Bibb, M. J. Buttner, K. F. Chater, and D. A. Hop-
wood (2000) Practical Streptomyces Genetics. John Innes Foun-
dation, Norwich, UK.

20. Sambrook, J. and D. W. Russell (2001) Molecular Cloning: A
Laboratory Manual. CSHL Press, NY.

21. Gietz, R. D., R. H. Schiestl, A. R. Willems, and R. A. Woods
(1995) Studies on the transformation of intact yeast cells by the
LiAc/SS-DNA/PEG procedure. Yeast 11: 355-360.

22. Lohr, D., P. Venkov, and J. Zlatanova (1995) Transcriptional reg-
ulation in the yeast GAL gene family: a complex genetic net-
work. FASEB J. 9: 777-787.

23. Whang, J., J. Ahn, C. -S. Chun, Y. -J. Son, H. Lee, and E. -S.
Choi (2009) Efficient, galactose-free production of Candida ant-
arctica lipase B by GAL10 promoter in ∆gal80 mutant of Sac-
charomyces cerevisiae. Proc. Biochem. 44: 1190-1192.

24. Vianna, C. R., C. L. Silva, M. J. Neves, and C. A. Rosa (2008)



996 Biotechnology and Bioprocess Engineering 17: 986-996 (2012)

Saccharomyces cerevisiae strains from traditional fermentations
of Brazilian cachaca: Trehalose metabolism, heat and ethanol
resistance. Antonie Van Leeuwenhoek. 93: 205-217.

25. Takahashi, T., H. Shimoi, and K. Ito (2001) Identification of
genes required for growth under ethanol stress using transposon
mutagenesis in Saccharomyces cerevisiae. Mol. Gen. Genom.
265: 1112-1119.

26. Taylor, M. P., K. L. Eley, S. Martin, M. I. Tuffin, S. G. Burton,
and D. A. Cowan (2009) Thermophilic ethanologenesis: Future
prospects for second-generation bioethanol production. Trends in
Biotechnol. 27: 398-405.

27. Kiransree, N., M. Sridhar, and L. V. Rao (2000) Characterisation
of thermotolerant, ethanol tolerant fermentative Saccharomyces
cerevisiae for ethanol production. Bioproc. Biosys. Eng. 22: 243-
246.

28. Balakumar, S., V. Arasaratnam, and K. Balasubramaniam (2001)
Isolation and improvement of a thermotolerant Saccharomyces
cerevisiae strain. World J. Microbiol. Biotechnol. 17: 739-746.

29. Nevoigt, E. (2008) Progress in Metabolic Engineering of Saccha-
romyces cerevisiae. Microbiol. Mol. Biol. Rev. 72: 379-412.

30. Ansanay-Geleote, V., B. Blondin, S. Dequin, and J. M. Sablay-
rolles (2001) Stress effect of ethanol on fermentation kinetics by
stationary-phase cells of Saccharomyces cerevisiae. Biotechnol.
Lett. 23: 677-681.

31. Patel, P. (2006) Engineered microbes boost ethanol.

32. Lin, Y. and S. Tanaka (2006) Ethanol fermentation from biomass
resources: Current state and prospects. Appl. Microbiol. Biotech-
nol. 69: 627-642.

33. Shi, D. -J., C. -L. Wang, and K. -M. Wang (2009) Genome shuf-
fling to improve thermotolerance, ethanol tolerance and ethanol
productivity of Saccharomyces cerevisiae. J. Industrial Micro-
biol. Biotechnol. 36: 139-147.

34. van Voorst, F., J. Houghton-Larsen, L. Jønson, M. C. Kielland-
Brandt, and A. Brandt (2006) Genome-wide identification of
genes required for growth of Saccharomyces cerevisiae under
ethanol stress. Yeast 23: 351-359.

35. Wang, Y. J., Y. J. Hao, Z. G. Zhang, T. Chen, J. S. Zhang, and S.
Y. Chen (2005) Isolation of trehalose-6-phosphate phosphatase
gene from tobacco and its functional analysis in yeast cells. J.
Plant Physiol. 162: 215-223.

36. Bonini, B. M., C. Van Vaeck, C. Larsson, L. Gustafsson, P. Ma, J.
Winderickx, P. Van Dijck, and J. M. Thevelein (2000) Expression
of Escherichia coli otsA in a Saccharomyces cerevisiae tps1
mutant restores trehalose 6-phosphate levels and partly restores
growth and fermentation with glucose and control of glucose
influx into glycolysis. Biochem. J. 350: 261-268.

37. László, V., H. -W. Fehlhaber, and S. Arno (1994) The Trehalase
Inhibitor Salbostatin, a Novel Metabolite from Streptomyces
albus ATCC21838. Angewandte Chemie International Edition in
English 33: 1844-1846.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.33333
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.33333
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 150
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.33333
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


