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Introduction

Genus Streptomyces is a representative group of industrial

microorganisms contributing to the production of various

secondary metabolites and hydrolytic enzymes. In addition,

it has unique characteristics of morphological differentiation,

forming substrates and aerial mycelia, and spores [1].

According to recent analyses of biological systems at the

intracellular metabolite level, the balance of redox metabolism

generating NADH and consuming NADPH influences the

biosynthesis of secondary metabolites (physiological

differentiation) and morphological differentiation [2].

Glycolysis and the tricarboxylic acid cycle are the main

pathways generating NADH, and the oxidative pentose

phosphate pathway (PPP) is the major source of NADPH,

which comprises the most central metabolic pathways in
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Most of the biosynthetic pathways for secondary metabolites are influenced by carbon

metabolism and supply of cytosolic NADPH. We engineered carbon distribution to the

pentose phosphate pathway (PPP) and redesigned the host to produce high levels of NADPH

and primary intermediates from the PPP. The main enzymes producing NADPH in the PPP,

glucose 6-phosphate dehydrogenase (encoded by zwf1 and zwf2) and 6-phosphogluconate

dehydrogenase (encoded by zwf3), were overexpressed with opc encoding a positive allosteric

effector essential for Zwf activity in various combinations in Streptomyces lividans TK24. Most

S. lividans transformants showed better cell growth and higher concentration of cytosolic

NADPH than those of the control, and S. lividans TK24/pWHM3-Z23O2 containing

zwf2+zwf3+opc2 showed the highest NADPH concentration but poor sporulation in R2YE

medium. S. lividans TK24/pWHM3-Z23O2 in minimal medium showed the maximum growth

(6.2 mg/ml) at day 4. Thereafter, a gradual decrease of biomass and a sharp increase of

cytosolic NADPH and sedoheptulose 7-phosphate between days 2 and 4 and between days 1

and 3, respectively, were observed. Moreover, S. lividans TK24/pWHM3-Z23O2 produced 0.9

times less actinorhodin but 1.8 times more undecylprodigiosin than the control. These results

suggested that the increased NADPH concentration and various intermediates from the PPP

specifically triggered undecylprodigiosin biosynthesis that required many precursors and

NADPH-dependent reduction reaction. This study is the first report on bespoke metabolic

engineering of PPP routes especially suitable for producing secondary metabolites that need

diverse primary precursors and NADPH, which is useful information for metabolic

engineering in Streptomyces.

Keywords: Glucose-6-phosphate dehydrogenase, 6-phosphogluconate dehydrogenase, actinorhodin,

undecylprodigiosin, Streptomyces lividans, pentose phosphate pathway
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primary metabolism (Fig. 1). NADPH is required for many

biosynthetic and detoxification reactions [3]. The flux

through the PPP is increased at high NADPH requirements,

for example biosynthesis of secondary metabolites such as

penicillin [4] and methylenomycin [5], and growth by

nitrate reduction [6], but is decreased when the need for

NADPH production is reduced [4].

Many primary metabolites in PPP can be used as precursors

for primary and secondary metabolite biosynthesis [5]. For

example, sedoheptulose 7-phosphate is an important

intermediate of primary metabolites as well as of pre-

cursors for synthesizing valienamine-containing secondary

metabolites, including acarbose [8], validamycin [9], and

salbostatin [10]. Therefore, controlling the PPP by systemic

metabolic engineering may be a useful tool to improve the

secondary metabolite production associated with a strain.

NADPH is produced in the PPP by glucose 6-phosphate

dehydrogenase (G6PDH) and 6-phosphogluconate dehydro-

genase (6PGDH) that convert glucose 6-phosphate to 6-

phosphoglucono-D-lactone and 6-phosphogluconate to ribulose

5-phosphate [11], respectively (Fig. 1). In Streptomyces coelicolor,

two clusters of genes (Accession Nos. AL031107 and

AL096839, http://www.sanger.ac.uk/Projects/S_coelicolor/)

encoding PPP-related enzymes were identified [12].

G6PDH is encoded by zwf1 in the AL031107 cluster and

zwf2 in the AL096839 cluster, whereas 6PGDH is encoded

by zwf3 in a separate chromosomal region (Fig. 2A). Genes

zwf1 and zwf2 are located upstream of opc, a positive

allosteric effector essential for Zwf activity in cyanobacteria

[13] and Corynebacterium glutamicum [14].

Compared with the primary metabolic pathways, secondary

metabolism uses primary metabolites as precursors and

has long and complex biosynthetic routes, including

oxidation and reduction [15]. Therefore, it might be

possible to enhance antibiotic production by increasing the

supply of NADPH or precursors by elevating the activity

of Zwf. Based on this rationale, the present study aimed to

improve biosynthesis of NADPH by engineering metabolic

flux through the PPP in Streptomyces lividans TK24. We

cloned zwf1 and zwf2 encoding G6PDH isozymes, zwf3

encoding 6PGDH, and opc from S. coelicolor A3(2), and

expressed them in S. lividans TK24 at various combinations.

In this article, we report the effects of metabolic engineering

through the PPP specifically on production of NADPH,

sedoheptulose 7-phosphate, and antibiotics as well as cell

growth and morphological differentiation.

Materials and Methods 

Bacterial Strains and Culture Media

S. coelicolor A3(2) and S. lividans TK24 were acquired from the

John Innes Institute (UK). R2-Yeast extract (R2YE) medium [16]

was used for maintaining the Streptomyces strains, and R2YE

plates containing 2% agar were used for regenerating protoplasts

Fig. 1. Overview of central carbon metabolism showing glycolysis, the tricarboxylic acid (TCA) cycle, and the pentose phosphate

pathway. 

Actinorhodin and undecylprodigiosin biosynthetic pathways are indicated by arrows. The enzymes relevant to this work are shown. Zwf1 and

Zwf2, glucose 6-phosphate dehydrogenase; Zwf3, 6-phosphogluconate dehydrogenase; CoA, coenzyme A.
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and, after addition of thiostrepton (25 μg/ml), for selecting

transformants. The high-copy-number plasmid pWHM3 [17],

a Streptomyces-Escherichia coli shuttle vector, was used for

overexpression in Streptomyces. E. coli DH5α and ET12567 strains

were used as a host for plasmid construction and preparation of

the non-methylated DNA for transformation into Streptomyces,

respectively. The media and growth conditions for E. coli were

described by Green and Sambrook [18]. Plasmid pMD-T (Takara

Bio Inc., Japan) was used for cloning into E. coli. Streptomyces and

E. coli were cultivated at 28°C and 37°C, respectively.

 

Enzymes and Chemicals

DNA-modifying enzymes were purchased from Takara Bio Inc.

(Japan). Preparation of plasmid and chromosomal DNA, restriction

enzyme digestions, and agarose gel electrophoresis were performed

according to standard recombinant DNA techniques described by

Green and Sambrook [18]. DNA fragments were extracted from

agarose gels with the Gene Extraction kit (DyneBio, Korea).

NADPH, antibiotics, and other fine chemicals used for preparing

buffers were obtained from Sigma-Aldrich Chemical Co. (USA).

Construction and Transformation of Expression Vectors

DNA fragments containing zwf1, zwf2, zwf3, opc1, and opc2 were

cloned by polymerase chain reaction (PCR) using the primers

listed in Table 1. The primers were designed from the nucleotide

sequence registered in the Streptomyces genome project page

(http://www.sanger.ac.uk/Projects/S_coelicolor/) to have putative

promoter regions including an approximately more than 300-bp

Fig. 2. Gene organization and construction of expression vectors. 

(A) Gene organization in the chromosomal DNA of Streptomyces coelicolor A3(2) containing zwf1, zwf2, and zwf3. Arrows indicate individual open

reading frames, with the stop codon marked by the arrowhead. Zwf1 and Zwf2, glucose 6-phosphate dehydrogenase; Zwf3, 6-phosphogluconate

dehydrogenase; Tkt, transketolase; Tal, transaldolase; Sco1939, 6-phosphogluconolactonase; Sco6658, 6-phosphogluconate dehydrogenase-like

protein; Pgi, glucose-6-phosphate isomerase; Opc; putative allosteric activator for Zwf; others, unknown. (B) Construction of expression vectors

for zwf1, zwf2, zwf3, opc1, and opc2. Primers used for polymerase chain reaction cloning are listed in Table 1, and each restriction enzyme used for

subcloning is depicted.



1870 Jin et al.

J. Microbiol. Biotechnol.

upstream region of the translational start point. Ex Taq PCR

Premix (Takara Bio Inc., Japan) was used in PCR amplification

under the following conditions: an initial denaturation step of 5

min at 95°C, 30 cycles of amplification (30 sec at 96°C, 30 sec at

60°C, 1.5 min at 72°C), and a final extension period of 10 min at

72°C. The amplified DNA fragments were digested with the

corresponding restriction enzymes presented in Table 1 and

cloned into the pMD-T vector with their own promoters. Then,

each gene was cloned into the pWHM3 Streptomyces-E. coli shuttle

vector, generating various combinations of zwf1, zwf2, zwf3, opc1, and

opc2 as follows: zwf1, zwf2, zwf3, zwf1+opc1, zwf2+opc2, zwf1+zwf3,

zwf2+zwf3, zwf1+ zwf3+ opc1, and zwf2+ zwf3+opc2 (Fig. 2B). Each

resulting plasmid was transformed into S. lividans TK24 by the

polyethylene glycol-mediated protoplast transformation method [16].

Batch Fermentation of S. lividans Transformants in Baffled

Erlenmeyer Flasks

A spore suspension (approximately 108 spores) stored at -80°C

was inoculated into 50 ml of R2YE medium [16] containing

thiostrepton (25 μg/ml) in a 500-ml baffled Erlenmeyer flask. The

seed culture was grown for 48 h on a rotary shaker (250 rpm), and

10 ml of the seed culture were inoculated into 100 ml of R2YE

medium containing thiostrepton (50 μg/ml) in a 500-ml baffled

Erlenmeyer flask and cultured for 7 days at 250 rpm.

Batch Fermentation of S. lividans Transformants in Fermenter

A spore suspension (approximately 108 spores) stored at -80°C

was inoculated into 50 ml of R2YE medium containing thiostrepton

(25 μg/ml) in a 500-ml baffled Erlenmeyer flask. The seed culture

was grown for 48 h on a rotary shaker (250 rpm), and 10 ml of the

seed culture was inoculated into 100 ml of Glucose-Yeast extract-

Broth medium (33 g glucose and 15 g yeast extract per liter)

containing thiostrepton (25 μg/ml) in a 500-ml baffled Erlenmeyer

flask. After cultivation for 24 h at 250 rpm, 200 ml of the culture

was inoculated into a 3-L fermenter containing 2 L of minimal

medium (27.74 g glucose, 1.38 g NaH2PO4, 0.75 g KCl, 0.25 g

MgCl2 · 6H2O, 8.5 g NaNO3, 0.28 g Na2SO4, 0.59 g citric acid, 0.037 g

CaCl2, and 2 ml trace element per liter of distilled water, pH 7.0)

containing thiostrepton (50 μg/ml). Glucose, NaH2PO4, and other

trace elements were sterilized separately and added aseptically.

The pH was adjusted to 6.8-7.2 by automatic addition of 1 N HCl

or 1 N NaOH. Agitation was fixed at 200 rpm, and aeration was at

1 volume of air per volume of medium per minute.

Preparation of Samples 

Three milliliter aliquots of samples were collected aseptically

and centrifuged (5,000 ×g) at 4°C for 10 min. Mycelium-free

supernatant was used for the determination of glucose concentration.

Cell pellets were resuspended in 300 μl of phosphate-buffered

saline (NaCl 137 mM, KCl 2.7 mM, Na2HPO4 10 mM, and KH2PO4

2 mM, pH 7.4) and disrupted by sonication for 3 min on ice. The

cleared cell extract after centrifugation (15,000 ×g, 4°C, 30 min)

was used for the determination of NADPH and sedoheptulose

7-phosphate.

Table 1. Primers used for the polymerase chain reaction.

Primer Oligonucleotidea

Primers for zwf1 (glucose 6-phosphate dehydrogenase)

Zwf1-FEco 5‘-GAATTCCCAGCGCCCCCTGTGGGCGT-3’ (EcoRI)

Zwf1-RHind 5’-AAGCTTTCATGGCCTGCGCCAGCTCCG-3’ (HindIII)

Zwf1-FPst 5’-CTGCAGCCAGCGCCCCCTGTGGGCGT-3’ (PstI) 

Primers for zwf2 (glucose 6-phosphate dehydrogenase)

Zwf2-FEco 5’-GTACGAGGAGGAATTCGGCACCGA-3’ (EcoRI)

Zwf2-RHind 5’-GAGACAAGCTTGATGACGACG-3’ (HindIII)

Zwf2-FPst 5’-GCTGGGCCGCCCTGCAGAAGGCCGGCG-3’ (PstI)

Primers for zwf3 (6-phosphogluconate 1-dehydrogenase)

Zwf3-F1Eco 5’-CGGGAATTCTGCCGACGAGGGGGAGGGCC-3’ (EcoRI)

Zwf3-R1sal 5’-CTGGTCGACCACCACGTCCACGAACGGCTT-3’ (SalI)

Zwf3-F2 sal 5’-GGACGTGGTGGTCGACCAGGCGGAG-3’ (SalI)

Zwf3-R2Hind 5’-AAGCTTCTACGCGGTGACCTCGGACCG-3’ (HindIII)

Primers for opc1 gene

Opc1-FHind 5’-CATGACGGTAAGCTTCGGCTCC-3’ (HindIII)

Opc1-RPst 5’-CGCGGTCTGCAGGACCGCCC-3’ (PstI)

Primers for opc2 gene:

Opc2-FHind 5’-GTTCCAAGCTTCCGGGCACGTCG-3’ (HindIII)

Opc2-RPst 5’- AACTGCAGGGGCCGTCGGAG-3’ (PstI)

aRestriction enzyme sites introduced for subsequent cloning of DNA fragments are shown; the corresponding restriction enzymes are shown in parenthesis.
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Analytical Methods 

Biomass. After collection by centrifugation, mycelia were

washed twice with distilled water and dried at 70°C for 48 h for

dry weight determination. 

Glucose. The glucose concentration in the culture was determined

using the Body Condition Score glucose kit according to the

supplier manual (GAGO20-1KT; Sigma-Aldrich Chemical Co., USA).

Quantitation of NADPH and sedoheptulose 7-phosphate. The

cell extract (250 μl), 100 μl of Tris-HCl (0.1 M, pH 8.0), 50 μl of

MgCl2 (0.01 M), 50 μl of glucose-6-phosphate (0.0006 M), and 50 μl

of NADP (0.0002 M) were mixed. After incubation at 28°C for

2 min, the concentration of NADPH was analyzed by high-

performance liquid chromatography (HPLC; Waters, USA) equipped

with a Supelcosil LC-18-T (25 cm × 4.6 cm ID, 5 μm particles)

column. A gradient elution using two mobile phases, 0.1 M

KH2PO4 (pH 6.0) solution (buffer A) and 0.1 M KH2PO4 (pH 6.0)

solution containing 10% (v/v) CH3OH (buffer B), was applied.

The gradient for separation started from 100% of buffer A and ended

with 100% buffer B in 10 min, with a flow rate of 1.3 ml/min. The

peak for NADPH was detected at 254 nm (Photodiode Array 996;

Waters), and authentic NADPH was used as the standard. For

analysis of sedoheptulose 7-phosphate, 12 mM aqueous ammonium

acetate solution was used isocratically at a flow rate of 0.1 ml/min

[17]. The peak for sedoheptulose 7-phosphate was detected at 230

nm and compared with authentic reagent.

Quantitation of actinorhodin and undecylprodigiosin. The

supernatant of the culture (1 ml) after centrifugation was mixed

thoroughly with 0.5 ml of 3 N NaOH. After centrifugation

(15,000 ×g, 2 min), the actinorhodin concentration was determined

by measuring the absorbance of the supernatant at 640 nm in a

Genesys 8 spectrophotometer (Fisher Scientific, USA). The cell

pellet of the culture (1 ml) after centrifugation was used for

extraction of undecylprodigiosin. A volume of acidic methanol

(adjusted to pH 1.0 with 1N HCl) equal to the culture aliquot was

added to the cell pellet and vortexed thoroughly for 2 min. After

removing cell debris by centrifugation (15,000 ×g, 2 min), absorbance

measurements were obtained at 530 nm. Concentrations of

actinorhodin and undecylprodigiosin were calculated using the

molar absorptivity ε640 = 25,350 M-1 cm-1 [20] and ε530 = 100,150 M-1 cm-1

[21], respectively.

Results

Construction of Vectors

zwf1 and zwf2 encoding G6PDH isozymes and zwf3

encoding 6PGDH were cloned with their own promoter

regions (Fig. 2A). opc1 and opc2 encoding positive allosteric

effectors essential for Zwf activity [13] were also cloned

with their own promoters. All the clones were used for

subsequent cloning in various combinations, and nine

recombinant plasmids containing zwf1, zwf2, zwf3, zwf1+opc1,

zwf2+opc2, zwf1+zwf3, zwf2+zwf3, zwf1+opc1+zwf3, and

zwf2+opc2+zwf3 were constructed, generating pWHM3-Z1,

pWHM3-Z2, pWHM3-Z3, pWHM3-Z1O1, pWHM3-Z2O2,

pWHM3-Z13, pWHM3-Z23, pWHM3-Z13O1, and pWHM3-

Z23O2, respectively (Fig. 2B). 

Characteristics of S. lividans TK24 Transformants in

Flask Culture

Cell growth. Each recombinant plasmid was transformed

into S. lividans TK24 that is frequently used as a Streptomyces

host for transformation and expression. When the growth

of each transformant in R2YE broth in flask batch culture

was compared by measuring cell dry weight (CDW), the

maximum growth was mainly observed at day 3 (Fig. 3A).

All transformants with the nine recombinant plasmids

gave higher CDW than that (2.9 mg/ml) of the control

(empty vector), and both S. lividans TK24/pWHM3-Z1O1

and S. lividans TK24/pWHM3-Z1 showed the highest CDW

(3.98 mg/ml). According to Avignone Rossa et al. [22], the

increase in PPP flux could lead to the increase of various

intermediates for primary metabolites, resulting in high

biomass synthesis. Our data also showed that the

recombinant plasmids enhanced biomass synthesis by

increasing metabolic flux through the PPP.

NADPH production. The intracellular concentration of

NADPH was analyzed by HPLC. The cell-free extract was

prepared from the cells collected from 3-ml cultured broth,

and the final volume of extract was adjusted to 300 μl.

Except for S. lividans TK24/pWHM3-Z2, all the transformants

with the recombinant plasmids showed 2-5 times higher

concentrations of NADPH than that of the control (Fig. 3B).

The transformants with pWHM3-Z13, pWHM3-Z23, and

pWHM3-Z13O1 showed more than 3 times increased levels

of NADPH, and S. lividans TK24/pWHM3-Z23O2 especially

showed the highest concentration (4.7 times higher than

that of the control) of NADPH. This result suggested that

the introduction of various recombinant plasmids led to

increased metabolic flux through the PPP, generating

NADPH at high concentrations. Although all the

transformants, including the control, showed maximum

growth at day 3, S. lividans TK24/pWHM3-Z23O2 showed

the maximum growth at day 4 (1.6 times higher than that of

control). Considering the growth rate and NADPH

production, S. lividans TK24/pWHM3-Z23O2 was selected

for further fermentation study.

Morphological Characteristics of S. lividans TK24

Transformants on R2YE Agar Plate

The in vivo effects of the cloned genes on morphological

changes were studied (Fig. 3C). When the transformants of
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S. lividans TK24 were grown on R2YE agar plate, little

difference in colony size was observed. Instead, compared

with the control, formation of aerial mycelium and spore

was severely inhibited in the strains transformed with

pWHM3-Z13, pWHM3-Z23, pWHM3-Z13O1, and pWHM3-

Z23O2, which were listed as high cytosolic NADPH

producers (Fig. 3C). Moreover, massive production of red

pigment (probably undecylprodigiosin), higher than the

control, was visually observed on the plate in all the

transformants except S. lividans TK24/pWHM3-Z13O1 from

day 5 (data omitted). These results strongly indicated

that engineering metabolic flux through the PPP could

significantly affect either typical phenotypic or physiological

differentiation in S. lividans TK24.

Characteristics of S. lividans TK24/pWHM3-Z23O2 in 2-L

Fermenter Culture

Cell growth and glucose consumption. The control group

showed its maximum growth (5.8 mg/ml) at day 3 and

rapid decrease in cell mass after that in minimal medium in

2-L fermenter culture. On the contrary, S. lividans TK24/

pWHM3-Z23O2 showed maximum growth (6.2 mg/ml) at

Fig. 3. Cell growth, cytosolic NADPH concentration, and morphological differentiation of Streptomyces lividans TK24

transformants. 

The transformants were cultured in R2 Yeast Extract (R2YE) broth by shake flask fermentation for analyzing cell growth and cytosolic NADPH

concentration. (A) Cell dry weight (mg/ml) depending on cultivation time. (Left) ● , S. lividans TK24/pWHM3; ◇ , S. lividans TK24/pWHM3-Z1;

□ , S. lividans TK24/pWHM3-Z2; △ , S. lividans TK24/pWHM3-Z3; ×, S. lividans TK24/pWHM3-Z13; +, S. lividans TK24/pWHM3-Z23. (Right) ● ,

S. lividans TK24/pWHM3; ◆ , S. lividans TK24/pWHM3-Z1O1; ■ , S. lividans TK24/pWHM3-Z2O2; ▲ , S. lividans TK24/pWHM3-Z13O1; ○ , S.

lividans TK24/pWHM3-Z23O2. (B) The intracellular concentration of NADPH (µmol/mg cell dry weight) at day 3. All the data shown were

averaged from the triplicate fermentations. (C) Photographs of S. lividans TK21 transformants grown on R2YE agar plate for 6 days. 
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day 4, and, thereafter, a gradual decrease of biomass

(Fig. 4A). Glucose consumption was similar in both strains

during days 1 and 2, but more rapid consumption by the

control during days 3 and 5 was observed (Fig. 4A),

probably due to more efficient glucose utilization via

glycolysis in the control. Instead, S. lividans TK24/pWHM3-

Z23O2 showed a more efficient use of carbon source for

biomaterial synthesis by increased metabolism through

PPP flux in spite of slow consumption of glucose. The

overall glucose consumption at day 7 was higher in

S. lividans TK24/pWHM3-Z23O2 than that of the control,

probably due to high cell density. 

NADPH production. A sharp increase of the intracellular

NADPH concentration was observed in S. lividans TK24/

pWHM3-Z23O2 between days 2 and 3, and in the control

between days 3 and 5 (Fig. 4B). The NADPH concentration

in S. lividans TK24/pWHM3-Z23O2 was remarkably higher

than that of the control, but this difference decreased after

day 5. 

Sedoheptulose 7-phosphate production. Similarly, the

intracellular concentration of sedoheptulose 7-phosphate,

an intermediate of the PPP, also increased sharply in

S. lividans TK24/pWHM3-Z23O2 in the early phase of

fermentation, but a similar level was detected after day 4,

which may be caused by the rapid conversion of sedoheptulose

7-phosphate into other biomaterials (Fig. 4C).

Antibiotic Production by S. lividans TK24/pWHM3-Z23O2

in 2-L Fermenter Culture

S. lividans TK24 can produce low amounts of the pigmented

antibiotics actinorhodin (blue) and undecylprodigiosin (red)

under normal culture condition, but antibiotics production

can be stimulated by some environmental or intracellular

factors that induce expression of their biosynthetic genes

[7, 21]. To confirm the effects of PPP engineering on

antibiotics production, we measured the amount of pigments

produced by the transformants during fermentation in

minimal medium for 10 days. The amount of actinorhodin

produced increased depending on the cultivation time;

however, S. lividans TK24/pWHM3-Z23O2 produced

slightly less actinorhodin than that produced by the control

(Fig. 5A). Contrastingly, the amount of undecylprodigiosin

produced by S. lividans TK24/pWHM3-Z23O2 increased

continuously and reached its maximum (4.2 mg/l) at day

10 (1.8 times higher than that of the control) (Fig. 5B). All

these results strongly indicated that antibiotics production

may be influenced in a different way depending on their

biosynthetic pathways by engineering metabolic flux

through the PPP.

Fig. 4. Cell growth, cytosolic NADPH, and sedoheptulose 7-

phosphate concentrations of Streptomyces lividans TK24/

pWHM3-Z23O2 depending on cultivation time in minimal

medium in fermenter culture. 

(A) Cell dry weight (mg/ml) and the remaining concentration of

glucose. (B) The cytosolic NADPH concentration (µmol/mg cell dry

weight). (C) The intracellular concentration of sedoheptulose 7-

phosphate (µmol/mg cell dry weight). ● , S. lividans TK24/pWHM3;

○, S. lividans TK24/pWHM3-Z23O2. ■  and □ , glucose concentration

in cultures of S. lividans TK24/pWHM3 and S. lividans TK24/pWHM3-

Z23O2, respectively. All the data shown were averaged from the

triplicate fermentations.
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Discussion

Streptomycetes have been studied for the production of a

wide range of secondary metabolites and for increasing the

production levels of these metabolites. Each secondary

metabolite is strain-specifically synthesized and modified

by specific tailoring enzymes; however, all the precursors

and cofactors are derived from the common primary

metabolism. Most of the antibiotic biosynthetic pathways

include reductive steps where NADPH is required as a

reducing factor. Therefore, engineering the primary

metabolism to synthesize precursors or reducing cofactors

is a new strategy for developing high-level antibiotic-

producing strains [22-24]. Based on this rationale, we

demonstrated that engineering the PPP, targeting key

enzymes such as G6PDH and 6PGDH, resulted in improved

undecylprodigiosin production in S. lividans TK24. 

Borodina et al. [25] reported that deletion of pfkA2

(SCO5426) encoding phosphofructokinase involved in

glycolysis resulted in high-level production of pigmented

antibiotics (actinorhodin and undecylprodigiosin) because

of an increased carbon flux through the PPP in S. coelicolor

A3(2). It was assumed that the decreased phosphofructokinase

activity induced an increase in PPP flux and in flux to

pigmented antibiotics and pyruvate, based on genome-

scale metabolic model simulations. In addition, G6PDH

encoded by zwf2 played a more significant role than that of

the G6PDH encoded by zwf1 in determining the carbon

flux to actinorhodin in S. coelicolor [26].

Butler et al. [3] demonstrated that the deletion of zwf1

or zwf2 resulted in reduced level of Zwf activity to

approximately one-half than that observed in the wild-type

S. lividans. When the pathway-specific transcriptional

activator genes for either the actinorhodin (actII-ORF4) or

the undecylprodigiosin (redD) biosynthetic pathway were

introduced on multi-copy number plasmids to the mutants,

the transformants produced higher levels of antibiotic than

those of the wild-type control strains. This result suggested

that a lower flux of carbon through the PPP and more

efficient glucose utilization via glycolysis resulted in

higher levels of antibiotic production, which contradicted

the results by Borodina et al. [25]. Therefore, other factors

as well as the distribution of carbon flux should be

considered to develop high producer of antibiotics.

Although all the previous reports [3, 25, 26] described

actinorhodin production in a Δzwf background, other

metabolic fluxes were not analyzed. Our data clearly

demonstrated that Zwf overexpression could lead to

increased cell growth, and high intracellular concentrations

of NADPH and sedoheptulose 7-phosphate (in early

growth phase) in S. lividans, probably due to an increased

carbon flux through the PPP by enhanced Zwf activity.

Interestingly, Zwf overexpression increased undecylpro-

digiosin production but not actinorhodin production,

which is in disagreement with previous reports [3, 25, 26].

Actinorhodin is a blue-pigmented antibiotic produced by

S. coelicolor A3(2) and has been characterized as one of the

best model compounds for studying type II polyketide

synthase (PKS) [27]. The type II minimal PKS assembles

from eight units of malonate the basic carbon skeleton into

octaketide [28], which is further converted to actinorhodin

by several ancillary and tailoring enzymes [15].

Prodiginines, including undecylprodigiosin, are a family

of tripyrrole red pigments, and they have immunosuppressive

and anticancer activities as well as antifungal, antibacterial,

Fig. 5. Actinorhodin (A) and undecylprodigiosin (B)

production by Streptomyces lividans TK24/pWHM3-Z23O2 in

minimal medium in fermenter culture. 

● , S. lividans TK24/pWHM3; ○ , S. lividans TK24/pWHM3-Z23O2.

All the data shown were averaged from the triplicate fermentations.
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antiprotozoal, and antimalarial effects [29]. Undecylprodigiosin

is synthesized from one unit of proline, one unit of glycine,

one unit of serine, one unit of acetate, and seven units of

malonate via a complex biosynthetic pathway. Although

the precise biosynthetic pathways of the two antibiotics are

not completely understood, several reductive reactions are

necessary for both processes. Specifically, NAPDH-dependent

reduction has been observed in undecylprodigiosin

biosynthesis [29]. It has been suggested that the biosynthesis

of prodigiosins might function as a metabolic sink,

consuming the overflow of NADPH [30] or proline from

primary metabolism [7]. Thus, the increase of intracellular

concentration of NADPH might trigger the biosynthesis

of undecylprodigiosin and suppress morphological

differentiation.

In S. lividans, NADPH was noticeably increased by

induction of co-expressed zwf2+zwf3+opc2. Concomitantly,

the undecylprodigiosin production levels increased by 1.8

times compared with that of the control, in spite of a 10%

decrease of actinorhodin production. This tendency was

also confirmed in flask cultures using R2YE medium. On

day 7 of culture, S. lividans TK24/pWHM3-Z23O2 showed

a 9% increase in undecylprodigiosin production and 35%

reduction in actinorhodin production compare to the control

(data not shown). Although previous reports suggested

that increased carbon flux into glycolysis (decreased carbon

flux through the PPP) might increase primary products for

antibiotic biosynthesis, resulting in high production of

actinorhodin and undecylprodigiosin in S. coelicolor and

S. lividans [3, 26], our data led us to a different interpretation. In

S. lividans TK24/pWHM3-Z23O2, the decreased production

of actinorhodin was probably due to a small flux into

glycolysis, as previously suggested. However, the increased

production of undecylprodigiosin was probably because

many diverse precursors as well as NADPH-dependent

reduction step in its biosynthesis were required. These

requirements for undecylprodigiosin production were met

by engineering carbon flux through the PPP.

Production of sedoheptulose 7-phosphate, as well as

NADPH, increased significantly in the early stages of

growth. However, there was a time difference between the

production of NADPH/sedoheptulose 7-phosphate and

antibiotic production during fermentation. The production

of NAPDH and sedoheptulsoe 7-phosphate in S. lividans

TK24/pWHM3-Z23O2 was significantly higher than in the

control (Fig. 4B and 4C) at the early stage of growth, but the

production of antibiotics was prolonged at the late stage of

growth (Fig. 5). This phenomenon is thought to be due to

the marked increase in PPP-mediated primary metabolism

by the overexpression of zwf2 + zwf3 + opc2 in S. lividans. As

a result, the biosynthesis of NADPH and sedoheptulose 7-

phosphate increased in the early stage of growth, and thus

induced higher cell growth. It was also considered that

maintaining a slightly higher level of NADPH than the

control until the late growth stage led to a higher

production of undecylprodigiosin than the control.

From the metabolic pathway point of view, engineering

the PPP in strains producing secondary metabolites using

sedoheptulose 7-phosphate as precursor, such as acarbose

[8], validamycin [9], and salbostatin [10], may be a valuable

tool for industrial application. Thus, enhancing the activity

of reduction and various primary precursors may be an

effective way for the improved production of certain

secondary metabolites in the pharmaceutical industry.

Acknowledgments

This work was supported by the Advanced Biomass

R&D Center (ABC) of Global Frontier Project funded by the

Ministry of Science, ICT and Future Planning (ABC-

2015M3A6A2065700).

Conflict of Interest 

The authors have no financial conflicts of interest to

declare.

References

1. Horinouchi S. 2002. A microbial hormone, A-factor, as a

master switch for morphological differentiation and secondary

metabolism in Streptomyces griseus. Front. Biosci. 7: d2045-d2057.

2. Craney A, Ahmed S, Nodwell J. 2013. Towards a new science

of secondary metabolism. J. Antibiot. (Tokyo) 66: 387-400.

3. Butler MJ, Bruheim P, Jovetic S, Marinelli F, Postma PW,

Bibb MJ. 2002. Engineering of primary carbon metabolism

for improved antibiotic production in Streptomyces lividans.

Appl. Environ. Microbiol. 68: 4731-4739.

4. Poulsen BR, Nøhr J, Douthwaite S, Hansen LV, Iversen JJ,

Visser J, et al. 2005. Increased NADPH concentration

obtained by metabolic engineering of the pentose phosphate

pathway in Aspergillus niger. FEBS J. 272: 1313-1325. 

5. Corre C, Challis GL. 2005. Evidence for the unusual

condensation of a diketide with a pentulose in the

methylenomycin biosynthetic pathway of Streptomyces coelicolor

A3(2). Chembiochem 6: 2166-2170.

6. Huppe HC, Farr TJ, Turpin DH. 1994. Coordination of

chloroplastic metabolism in N-limited Chlamydomonas reinhardtii

by redox modulation (II. Redox modulation activates the



1876 Jin et al.

J. Microbiol. Biotechnol.

oxidative pentose phosphate pathway during photosynthetic

nitrate assimilation). Plant Physiol. 105: 1043-1048.

7. Hood DW, Heidstra R, Swoboda UK, Hodgson DA. 1992.

Molecular genetic analysis of proline and tryptophan

biosynthesis in Streptomyces coelicolor A3(2): interaction between

primary and secondary metabolism — a review. Gene 115: 5-12.

8. Zhang CS, Stratmann A, Block O, Brückner R, Podeschwa M,

Altenbach HJ, et al. 2002. Biosynthesis of the C(7)-cyclitol

moiety of acarbose in Actinoplanes species SE50/110. 7-O-

Phosphorylation of the initial cyclitol precursor leads to

proposal of a new biosynthetic pathway. J. Biol. Chem. 277:

22853-22862.

9. Minagawa K, Zhang Y, Ito T, Bai L, Deng Z, Mahmud T.

2007. ValC, a new type of C7-cyclitol kinase involved in the

biosynthesis of the antifungal agent validamycin A.

Chembiochem 8: 632-641.

10. Choi WS, Wu X, Choeng YH, Mahmud T, Jeong BC, Lee SH,

et al. 2008. Genetic organization of the putative salbostatin

biosynthetic gene cluster including the 2-epi-5-epi-valiolone

synthase gene in Streptomyces albus ATCC 21838. Appl.

Microbiol. Biotechnol. 80: 637-645.

11. Miclet E, Stoven V, Michels PA, Opperdoes FR, Lallemand JY,

Duffieux F. 2001. NMR spectroscopic analysis of the first two

steps of the pentose-phosphate pathway elucidates the role

of 6-phosphogluconolactonase. J. Biol. Chem. 276: 34840-34846.

12. Bentley SD, Chater KF, Cerdeño-Tárraga AM, Challis GL,

Thomson NR, James KD, et al. 2002. Complete genome

sequence of the model actinomycete Streptomyces coelicolor

A3(2). Nature 417: 141-147. 

13. Sundaram S, Karakaya H, Scanlan DJ, Mann NH. 1998.

Multiple oligomeric forms of glucose-6-phosphate dehydrogenase

in cyanobacteria and the role of OpcA in the assembly

process. Microbiology 144: 1549-1556. 

14. Moritz B, Striegel K, De Graaf AA, Sahm H. 2000. Kinetic

properties of the glucose-6-phosphate and 6-phosphogluconate

dehydrogenases from Corynebacterium glutamicum and their

application for predicting pentose phosphate pathway flux

in vivo. Eur. J. Biochem. 267: 3442-3452. 

15. Taguchi T, Yabe M, Odaki H, Shinozaki M, Metsä-Ketelä M,

Arai T, et al. 2013. Biosynthetic conclusions from the functional

dissection of oxygenases for biosynthesis of actinorhodin

and related Streptomyces antibiotics. Chem. Biol. 20: 510-520.

16. Kieser T, Bibb MJ, Buttner MJ, Chater KF, Hopwood DA.

2000. Practical Streptomyces Genetics. John Innes Foundation,

Norwich, England.

17. Vara J, Lewandowska-Skarbek M, Wang YG, Donadio S,

Hutchinson CR. 1989. Cloning of genes governing the

deoxysugar portion of the erythromycin biosynthesis pathway

in Saccharopolyspora erythraea (Streptomyces erythreus). J. Bacteriol.

171: 5872-5881. 

18. Green MR, Sambrook J. 2012. Molecular Cloning. A Laboratory

Manual, 4th Ed. Cold Spring Harbor Laboratory Press, Cold

Spring Harbor, NY.

19. Wamelink MM, Struys EA, Huck JH, Roos B, van der Knaap

MS, Jakobs C, et al. 2005. Quantification of sugar phosphate

intermediates of the pentose phosphate pathway by LC-

MS/MS: application to two new inherited defects of

metabolism. J. Chromatogr. B Analyt. Technol. Biomed. Life Sci.

823: 18-25.

20. Bystrykh LV, Fernandez-Moreno MA, Herrema JK, Malpartida

FM, Hopwood DA, Dijkhuizen L. 1996. Production of

actinorhodin-related “blue pigments” by Streptomyces coelicolor

A3(2). J. Bacteriol. 178: 2238-2244.

21. Takano E, Gramajo HC, Strauch E, Andres N, White J, Bibb MJ.

1992. Transcriptional regulation of the redD transcriptional

activator gene accounts for growth-phase-dependent production

of the antibiotic undecylprodigiosin in Streptomyces coelicolor

A3(2). Mol. Microbiol. 6: 2797-2804.

22. Avignone Rossa C, White J, Kuiper A, Postma PW, Bibb M,

Teixeira de Mattos MJ. 2002. Carbon flux distribution in

antibiotic-producing chemostat cultures of Streptomyces

lividans. Metab. Eng. 4: 138-150.

23. Coze F, Gilard F, Tcherkez G, Virolle MJ, Guyonvarch A.

2013. Carbon-flux distribution within Streptomyces coelicolor

metabolism: a comparison between the actinorhodin-producing

strain M145 and its non-producing derivative M1146. PLoS

One 8: e84151.

24. Kim HB, Smith CP, Micklefield J, Mavituna F. 2004.

Metabolic flux analysis for calcium dependent antibiotic (CDA)

production in Streptomyces coelicolor. Metab. Eng. 6: 313-325.

25. Borodina I, Siebring J, Zhang J, Smith CP, van Keulen G,

Dijkhuizen L, et al. 2008. Antibiotic overproduction in

Streptomyces coelicolor A3(2) mediated by phosphofructokinase

deletion. J. Biol. Chem. 283: 25186-25199.

26. Ryu YG, Butler MJ, Chater KF, Lee KJ. 2006. Engineering of

primary carbohydrate metabolism for increased production

of actinorhodin in Streptomyces coelicolor. Appl. Environ.

Microbiol. 72: 7132-7139.

27. Bartel PL, Zhu CB, Lampel JS, Dosch DC, Connors NC,

Strohl WR, et al. 1990. Biosynthesis of anthraquinones by

interspecies cloning of actinorhodin biosynthesis genes in

streptomycetes: clarification of actinorhodin gene functions.

J. Bacteriol. 172: 4816-4826.

28. Beltran-Alvarez P, Cox RJ, Crosby J, Simpson TJ. 2007.

Dissecting the component reactions catalyzed by the

actinorhodin minimal polyketide synthase. Biochemistry 46:

14672-14681.

29. Williamson NR, Fineran PC, Leeper FJ, Salmond GP. 2006.

The biosynthesis and regulation of bacterial prodiginines.

Nat. Rev. Microbiol. 4: 887-899.

30. Trutko S, Akimenko V. 1989. The role of prodigiosin

biosynthesis in the regulation of oxidative metabolism of

the producer Serratia marcescens. Mikrobiologiia 58: 723-729.


