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L. lactis sk071115 has been shown to grow more actively

and generate lower levels of lactate in glucose-defined

medium with nitrate than in medium with Mn(IV). By

adding Mn(IV) to a L. lactis culture, lactate production

was relatively reduced in combination with Mn(II)

production, but cell mass production levels did not

increase. Both cell-free extract and intact L. lactis cells

reacted electrochemically with Mn(IV) but did not react

with Mn(II) upon cyclic voltammetry using neutral red

(NR) as an electron mediator. A modified graphite felt

cathode with NR (NR-cathode) was employed to induce

electrochemical reducing equivalence for bacterial

metabolism. Cell-free L. lactis extract catalyzed the

reduction of Mn(IV) to Mn(II) under both control and

electrochemical reduction conditions; however, the levels

of Mn(II) generated under electrochemical reduction

conditions were approximately 4 times those generated

under control conditions. The levels of Mn(II) generated

by the catalysis of L. lactis immobilized in the NR-cathode

(L-NR-cathode) under electrochemical reduction conditions

were more than 4 times that generated under control

conditions. Mn(II) production levels were increased by

approximately 2.5 and 4.5 times by the addition of citrate

to the reactant under control and electrochemical reduction

conditions, respectively. The cumulative Mn(II) produced

from manganese ore by catalysis of the L-NR-cathode

for 30 days reached levels of approximately 3,800 and

16,000 mg/l under control and electrochemical reduction

conditions, respectively. In conclusion, the electrochemical

reduction reaction generated by the NR-cathode activated

the biochemical reduction of Mn(IV) to Mn(II) by L.

lactis.
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The reduction of insoluble manganese dioxide [Mn(IV)] to

soluble manganese oxide [Mn(II)], which is required for

the liquid extraction of manganese from ores, may be

achieved biologically in the presence of metal-reducing

bacteria [32, 33]. The metal-reducing bacteria capable of

reducing Mn(IV) to Mn(II) in a dissimilative manner have

proven useful for bacterial Mn leaching [2, 4, 18]. The

dissimilative Mn(IV) reduction can be defined as the use

of Mn(IV) as an external electron acceptor in bacterial

respiration [17, 21]. Various bacteria that have typically

been identified as dissimilative Mn(IV)-reducers are reported

to accumulate Mn(II) in organically complex media under

anaerobic conditions [22, 29]. Mn(IV) reduction has been

identified as a minor pathway for electron flow in bacteria

that reduce Mn(IV) to Mn(II) while metabolizing fermentable

sugars or amino acids; this is consistent with the research

results showing that certain fermentative Mn(IV)-reducing

microorganisms consumed less than 5% of the reducing

equivalents of their substrates for the metabolic reduction

of Mn(IV) to Mn(II) [17, 18].

Lactococcus sp. belonging to the lactic acid-fermenting

bacteria generate 2 moles of lactic acid from 1 mole of

glucose, in which NADH regenerated via the metabolic

oxidation of glucose is oxidized to NAD+ coupled to the

reduction of pyruvate to lactate. However, L. garvieae

sk11 has been reported to generate less than 2 moles of

lactate from 1 mole of glucose under conditions including

Fe(III) [35], in which some of the NADH may be oxidized

in combination with the reduction of Fe(III) to Fe(II), and

Fe(III) may function as an external electron acceptor rather

than an internal electron acceptor, which in this case is

pyruvate. Meanwhile, another metal-reducing lactic acid

bacterium (L. lactis sk071115) that is capable of selectively

reducing Mn(IV) to Mn(II) also generated less than

2 moles of lactate from 1 mole of glucose under growth

conditions with Mn(IV).

Bacterial Mn leaching by the metabolic reduction

reaction of Lactococcus sp. differs from the bioleaching
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process consisting of the leaching of copper from copper

sulfides after oxidation, with enhancements by acidophilic

bacteria such as Thiobacillus ferroxidans, T. thiooxidans,

and Leptospirillum ferrooxidans [7, 9, 10]. Copper bioleaching

involves the recovery of copper from a leaching solution

that is subsequently returned after the replenishment of the

sulfuric acid that reacted with salts in the ore; on the other

hand, Mn bioleaching requires glucose rather than sulfuric

acid. The metabolic reduction of Mn(IV) to Mn(II) has to

be proportional to the reducing power generated from the

metabolic oxidation of glucose. Mn(IV)-reducing bacteria

have not been determined to gain energy to support growth

from the reduction of Mn(IV). Mn(IV) appears to function

as a minor electron sink in a primarily fermentative

metabolism [18]. The bacterial reducing power generated,

coupled to the metabolic oxidation of glucose, may be

consumed in a limited fashion for the reduction of Mn(IV)

to Mn(II). Accordingly, a special fermentation technique is

required to enhance NADH regeneration in bacterial

metabolism without depending on glucose.

The electrochemical oxidation-reduction reaction charged

to bacterial culture is useful for the regulation of bacterial

growth or metabolism [28]. Electrochemically reduced

neutral red (NR) was determined to reduce NAD+ to

NADH directly without the need for enzyme catalysis

[24], which is useful for the maintenance of NADH/NAD+

balance during bacterial metabolism. Electrochemically

reduced NR activated the enzymatic reduction of xylose to

xylitol, catalyzed by cell-free extracts of Candida peltata

[25]; additionally, Zymomonas mobilis immobilized in the

NR-cathode generated profoundly higher levels of ethanol

under electrochemical reduction conditions than under

control conditions [11]. Ochrobactrum spp. immobilized in

the NR-cathode were reported to reduce nitrate to nitrogen

effectively under electrochemical reduction conditions [16].

Thus, the principal objective of this study was to measure

the electrochemical reaction occurring between cell-free

extract and Mn(IV) via cyclic voltammetry using NR in

order to identify a specific function of L. lactis sk071115

for the catalysis of biochemical Mn(IV) reduction to

Mn(II). The production of Mn(II) from Mn(IV) or

manganese ore via catalysis of the L-NR-cathode under

electrochemical reduction conditions was compared with

that observed under control conditions in order to estimate

the possibility of bioelectrochemical Mn(II) leaching using

a lactic acid bacterium.

MATERIALS AND METHODS

Chemicals

All chemicals employed herein were purchased from the Korean

branch of Sigma-Aldrich (Young In, Korea). Manganese ore was

provided by the Korean Institute of Geoscience and Mineral

Resources, and was ground with ball meal (Bestir, Poonglim, Korea)

prior to use.

Microorganism

L. lactis sk071115 isolated from sediment in Jungrang-cheong

(Seoul, Korea) using a glucose-defined medium (100 mM of glucose,

1 g/l of yeast extract, 100 mM of MnO2, 25 mM of phosphate buffer,

2 ml/l of trace mineral stock solution, pH 7) was identified on the

basis of 16S rDNA sequence homology. Mn(IV) was separately

autoclaved and then mixed with other medium ingredients to protect

the thermochemical reduction of Mn(IV) to Mn(II) during autoclaving.

The trace mineral stock solution used herein contained 0.01 g/l of

MnSO4, 0.01 g/l of MgSO4, 0.01 g/l of CaCl2, 0.002 g/l of NiCl2,

0.002 g/l of CoCl2, 0.002 g/l of SeSO4, 0.002 g/l of WSO4, 0.002 g/l

of ZnSO4, 0.002 g/l of Al2(SO4)3, 0.0001 g/l of TiCl3, 0.002 g/l of

MoSO4, and 10 mM EDTA [12]. The glucose-defined medium

(GDM) was used in all tests for bacterial culture, bacteriological

Mn(IV) reduction, and bioelectrochemical Mn(II) leaching from

manganese ore.

Identification of Isolate

The 16S ribosomal DNA was amplified via direct PCR using the

chromosomal DNA template and the following 16S-rDNA-specific

universal primers: forward 5'-GAGTTGGATCCTGGCTCAG-3' and

reverse 5'-AAGGAGGGGATCCAGCC-3'. The PCR reaction mixture

(50 µl) consisted of 2.5 U of Taq polymerase, 250 µM of each

dNTP, 10 mM of Tris-HCl (pH 9.0), 40 mM of KCl, 100 ng of

template, 50 pM of primer, and 1.5 mM of MgCl2. Amplification

was conducted for 30 cycles of 1 min at 95
o
C, 1 min of annealing

at 55oC, and 2 min of extension at 72oC using a PCR machine

(T Gradient model; Biometera, Germany). Bacterial identity was

determined on the basis of 16S rDNA sequence homology with the

GenBank database system.

Metabolic Characterization of L. lactis

L. lactis sk071115 was cultivated in the GDM with 100 mM of

nitrate or Mn(IV) to estimate the effects of external electron

acceptors on growth and lactate production. Eighty ml of medium

was prepared in an anaerobic serum vial (total volume of 165 ml),

the head space of which was filled with 99.99% nitrogen. Then

10% (v/v) of bacterial culture previously cultivated in GDM without

Mn(IV) and nitrate was inoculated into the prepared medium in the

serum vials, which were incubated for 48 h at 30
o
C without shaking.

Cell mass, substrate consumption, and metabolite [lactate, Mn(II)

ion and nitrite] production were quantitatively analyzed. In order to

measure the dry cell mass of L. lactis, 1 l of bacterial culture, the

bacterial density of which was adjusted optically to 1.0, was filtered

with a membrane filter (pore 0.22 µm, diameter 47 mm; Millipore,

USA) that was previously dried for 24 h at 110
o
C and washed with

200 ml of distilled water under vacuum. The washed membrane

filter was dried for 24 h at 110
o
C. Dry cell mass was determined by

the difference of weight between the previously dried plain membrane

filter and the dried bacteria-filtrated membrane filter.

Cyclic Voltammetry

The cyclic voltammetry was conducted using a cyclovoltammetric

potentiostat (BAS model 50W, USA) employing an Ag/AgCl reference

electrode, a glassy carbon working electrode (3 mm diameter) and a

platinum wire counter-electrode (0.5 mm diameter and 40 mm length)
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into a reaction mixture containing 25 mM of Tris buffer (pH 7.5),

100 µM of NR, and intact cells (cell mass, 2.5 g/l) or cell-free

extract (protein concentration, 10 mg/ml) of L. lactis. NR, which can

be electrochemically oxidized (lower peak) and reduced (upper

peak), was used as an electron mediator for electron transfer

between the electrode and biocatalysts. The scan range was adjusted

from -800mV to 0 mV vs. Ag/AgCl, and the scan ratio was adjusted

to 25 mV/s. In an effort to analyze the redox reaction between

bacterial cells (cell extract) and substrate, Mn(IV) or Mn(II) was

added to the reaction mixture at the moment of transition from the

second to third cycles during 10 continuously repeated scan cycles.

Electrochemical Bioreactor

NR was immobilized in the graphite felt electrode, based on the

technique developed by Jeon and Park [11], which was employed

as a cathode (NR-cathode). A noncompartmented electrochemical

bioreactor (working volume, 1 l) composed of the NR-cathode and a

three-layered carbon anode was prepared in accordance with the

technique developed by Lee and Park [16] as shown in Fig. 1. Two

volts of DC electricity was charged between the NR-cathode

(reduction electrode) and the carbon anode (oxidation electrode) to

induce electrochemical reduction reactions of NR, by which a

reducing equivalence for bacterial metabolism can be generated;

however, the DC electricity was not charged between the NR-

cathode and the carbon anode for control experiments. The

electrochemical bioreactor used for control experiments was named

the control bioreactor.

Preparation of Biocatalyst

Cell-free extract or intact cells of L. lactis sk071115 were used as a

biocatalyst for biochemical Mn(IV) reduction to Mn(II). Cell-free

extract was obtained from disrupted cells of L. lactis sk071115

cultivated for 48 h and then harvested and washed via 40 min of

centrifugation at 5,000 ×g and 4
o
C. Bacterial cells were disrupted

by pulsed ultrasonication (Sonic & Materials, VCX-400W) at 30 s

intervals for 40 min at 4oC. Intact cells were prepared by the

centrifugation of bacterial cells cultivated for 48 h at 3,000 ×g and

4oC for 30 min under aseptic conditions. Ten ml of harvested cells

was mixed with 10ml of 25mM phosphate buffer (pH 7.0) containing

4% alginate, and then absorbed into the NR-cathode. The NR-

graphite felt containing a mixture of alginate and bacterial cells was

soaked in a 100 mM CaCl2 solution to induce calcium alginate

coagulation for 30 min, and then washed with 25 mM of phosphate

buffer, which was employed as the biocatalyst for batch and

continuous cultures to skip over the lag phase. The final cell mass

immobilized in a NR-cathode (30×60×210 mm) was adjusted to a

dry weight of 2 g.

Biochemical Reduction of Mn(IV) to Mn(II)

Cell-free extract of L. lactis sk071115 was used as a biocatalyst to

identify the existence of an enzyme catalyzing the reduction of

Mn(IV) to Mn(II). The reaction mixture composed of 100 mM of

Mn(IV), 25 mM of phosphate buffer (pH 7.5), 10 µM of NAD+, and

cell-free extract (protein, 0.6mg/ml) was prepared in an electrochemical

bioreactor (working volume, 50 ml) composed solely of the NR-

cathode. The GDM with 100 mM Mn(IV) was prepared in the

electrochemical bioreactor composed of the L-NR-cathode to

estimate the reduction of Mn(IV) to Mn(II) by intact L. lactis cells.

The reaction was initiated by charging the electrochemical bioreactor

with electricity. The control bioreactor was not charged with electricity.

Mn(II) Production from Manganese Ore

GDM with 20 mM of citrate and 50 g/l of manganese ore was

prepared in the control and the electrochemical bioreactor composed

of L-NR-cathode. The reaction was initiated by charging electricity

between the L-NR-cathode and carbon anode. The fresh reaction

mixture without manganese ore was flowed continuously in the

bioreactors at a rate of 330 ml/day based on the growth rates of L.

lactis, and the reactant flowed out from the bioreactor was analyzed

to determine the concentration of Mn(II). The concentration of

Mn(II) generated from the manganese ore was totaled up every 3

days to calculate the amount of cumulative Mn(II) produced from

manganese ore for 30 days.

Analysis of Glucose and Lactic Acid

Glucose and lactic acid contained in the bacterial culture were

analyzed by HPLC using an Aminex HPX-87H ion-exchange column

(Bio-Rad, CA, USA) and a refractive index detector. The column

and detector were adjusted to a temperature of 35oC. Sulfuric acid

(0.008N) was used as a mobile phase, at a flow rate of 0.6 ml/min.

The samples prepared via 30 min of centrifugation at 12,000 ×g and

Fig. 1. Schematic structure of noncompartmented electrochemical
bioreactor (NCEB) (A), mechanism of anodic reaction (B), and
three-layered anode (C). 
Water transferred from the cathode compartment to porous carbon anode

through the cellulose acetate film may be electrolyzed to protons,

electrons, and oxygen. The cellulose acetate film can selectively penetrate

water or gas but not solutes.
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4oC were subsequently filtered with a 0.22-µm-pored membrane

filter. Twenty µl of filtrate was then injected into the HPLC injector.

The concentrations of glucose and lactic acid were calculated based

on the peak area in the chromatograms obtained using standard

materials.

Analysis of Mn(II)

Water-soluble Mn(II) was determined using a technique adapted from

Standard Methods for the Examination of Water and Wastewater [8].

Bacterial culture, enzyme reaction mixture, and bacterial reactant

containing water-insoluble Mn(IV) were centrifuged for 30 min at

5,000 ×g and 4
o
C. The centrifugal supernatant containing Mn(II)

was filtrated with a 0.22-µm-pored membrane filter and diluted

appropriately to near the detection limit. The diluted supernatant was

reacted with coloring reagent (citrate buffer and sodium periodate;

HACH, Germany) and then measured with a spectrophotometer

(DR2500; HACH, Germany) in accordance with the manufacturer’s

recommended procedures. The concentration of Mn(II) in the reactant

was calculated using a program provided by the manufacturer.

Analysis of Nitrite

Nitrates and nitrites were analyzed using an ion chromatograph (IC,

Dionex DX-500, USA) equipped with an anion exchange column

(IonPac, Dionex AS14A, 4×250 mm). 8.0 mM sodium carbonate

and 1.0 mM sodium bicarbonate solutions were used as a mobile

phase at a flow rate of 2.0 ml/min. The column temperature was

adjusted to 30oC. Samples were prepared via the centrifugation of

bacterial cultures at 12,000 ×g and 4
o
C for 30 min and then filtered

Fig. 2. Variation of cyclic voltammogram for cell-free extract of L. lactis by addition of Mn(II) (A) and Mn(IV) (B). 
One hundred µl of 100 mM Mn(II) or Mn(IV) was added to the reactant (5 ml) at the moment converting from the second cycle to the third cycle. The

protein concentration of cell-free extract was adjusted to 10 mg/ml in the reactant composed of 25 mM Tris buffer (pH 7.5) and 100 mM neutral red.

Table 1. Growth and metabolism of L. lactis sk071115 on glucose-defined medium containing Mn(IV) or nitrate for 72 h.

Substrates (mM) Metabolite (lactate, mM) Cell mass (dry weight, g/l) e- -acceptor reduced (mM) Lactate/glucosea

Glucose 195±9 0.61±0.02 - 1.9±0.2

Glucose-NO3

-

157±6 0.73±0.05 NO2

-

4.7±0.23
1.5±0.1

Glucose-Mn(IV) 171±8 0.62±0.02 Mn(II)
1.9±0.03

1.7±0.2

a

Lactate/glucose indicates the ratio of lactate production to glucose consumption.

with a membrane filter with a pore size of 0.22 µm. The filtrate was

diluted appropriately to near the detection limit and then injected

into an injector; the injection volume was adjusted to 50 µl with a

sample loop.

RESULTS

Metabolic Characterization of L. lactis sk071115

Lactate generated by L. lactis (GenBank Accession No.

EU284135) grown under conditions with nitrate and

Mn(IV) was measured at approximately 52% and 74%,

respectively, of that measured under conditions without

nitrate and Mn(IV). The cell mass of L. lactis grown under

conditions with nitrate was increased by approximately

19%; on the other hand, the cell mass of L. lactis under

conditions with Mn(IV) did not vary greatly, as demonstrated

in Table 1. L. lactis is expected not to produce free energy

coupled to metabolic Mn(IV) reduction in comparison

with the cell mass generated in the GDM; however, it may

produce free energy in combination with the reduction of

metabolic nitrate. Growing cells of L. lactis generated

4.7 mM of nitrite and 1.9 mM of Mn(II) from nitrate and

Mn(IV), respectively, during the metabolic oxidation of

100 mM glucose for 72 h.
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Electrochemical Reaction of Biocatalysts with Manganese

Ions

Cyclic voltammetry is a useful technique for observing the

electrochemical reaction of biocatalysts with manganese

ions. The biochemical or metabolic redox reaction of

manganese ions catalyzed by cell-free extract or intact L.

lactis cells was measured by cyclic voltammetry (CV) and

NR. As shown in Fig. 2 and 3, the upper peak height in the

CV for cell-free extract (crude enzyme) and intact L. lactis

cells was increased as the result of the addition of Mn(IV),

but was not increased by the addition of Mn(II). This

phenomenon can occur when electrons are transferred

unidirectionally from the electrode to Mn(IV) in combination

with the electrochemical redox reaction of NR via the

catalysis of intact cells or cell-free L. lactis extracts.

Mn(IV) Reduction by Cell-Free Extract

A cell-free extract of L. lactis catalyzed the reduction of

Mn(IV) to Mn(II) under both control and electrochemical

reduction conditions. As is shown in Fig. 4, more than 4

times the amount of Mn(II) was produced by the catalysis

of cell-free extract under the electrochemical reduction

conditions generated by the NR-cathode than under

control conditions. It is possible that the high NADH/

NAD+ balance maintained in combination with the

electrochemical reduction reaction of NR may induce the

specific enzyme contained in the cell-free extract to reduce

Mn(IV) actively to Mn(II). The NR-cathode did not catalyze

the reduction of Mn(IV) to Mn(II) under the reaction

conditions without cell-free extract (data not shown).

These results present a clear clue that a specific enzyme of

L. lactis that catalyzes the metabolic Mn(IV) reduction

may be activated by using the NR-cathode under

electrochemical reduction conditions.

Mn(IV) Reduction by Intact Cells

The L-NR-cathode was employed as a biocatalyst for the

analysis of the bioelectrochemical reduction of Mn(IV) to

Mn(II) by intact L. lactis cells. As shown in Fig. 5, the L-

Fig. 3. Variation of cyclic voltammogram for modified intact cells of L. lactis with NR by addition of Mn(II) (A) and Mn(IV) (B). 
One hundred µl of 100 mM Mn(II) or Mn(IV) was added to the reactant (5 ml) at the moment converting from the second cycle to the third cycle. The

biomass was adjusted to 8.0 based on the optical density in the reactant composed of 25 mM Tris buffer (pH 7.5).

Fig. 4. Mn(IV) reduction to Mn(II) by cell-free extract of L.
lactis under the control condition (●) and the electrochemical
reduction condition (▼ ) composed of the NR-cathode.

Fig. 5. Mn(IV) reduction to Mn(II) by L-NR-cathode in the
control condition (●), the electrochemical reduction condition
(▼ ) without glucose, and in the electrochemical reduction
condition (■ ) with glucose.
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NR-cathode catalyzed the production of approximately

2.1 mM of Mn(II) from Mn(IV) under electrochemical

reduction conditions without glucose; meanwhile,

approximately 2.7 mM and 5.0 mM of Mn(II) were

produced from Mn(IV) under control and electrochemical

reduction conditions, respectively, during the metabolic

oxidation of 100 mM glucose for 72 h. This is a critical

clue, suggesting that the NR-cathode may catalyze

electrochemical NADH regeneration in the cytoplasm of

L. lactis, and Mn(IV) may be metabolically reduced to

Mn(II) in combination with the oxidation of NADH to

NAD+. The electrochemically regenerated NADH may be

reoxidized to NAD+ in combination with the reduction of

Mn(IV) to Mn(II), because the internal electron acceptor

(pyruvate) is not generated under conditions without

glucose; meanwhile, NADH regenerated in combination

with the metabolic oxidation of glucose may be oxidized

largely in coupling with the reduction of pyruvate to

lactate. Accordingly, the metabolic production of Mn(II)

by the L-NR-cathode must be effectively increased under

reaction conditions with both the electrochemical reducing

power and glucose; however, the rate of Mn(II) production

was slowed with increasing incubation time. This may be

induced by the adhesion of Mn(II) to solid compounds

such as bacterial cells, electrodes, or Mn(IV).

Effect of Citrate on Mn(II) Production by Intact Cells

The adhesion of Mn(II) to solid compounds is not likely to

be leached. In order to solve this problem, a biologically

generated chelating agent was introduced to the bioreactor.

The rate of Mn(II) production tended to be increased in a

straightforward fashion in proportion to the incubation

time via the addition of citrate, as shown in Fig. 6. The

direct proportional relationship between Mn(II) production

and incubation time is a critical factor that is absolutely

required for the leaching of Mn(II) from manganese ore.

Practically, the production of Mn(II) via catalysis of the L-

NR-cathode in the electrochemical bioreactor was 4 times

higher than that measured in the control bioreactor.

Mn(II) Leaching from Manganese Ore by Intact Cells

The L-NR-cathode was employed as a biocatalyst to leach

Mn(II) from manganese ore, which exists as a water-insoluble

black powder under both control and electrochemical

reduction conditions. As shown in Fig. 7, the cumulative

concentration of Mn(II) under electrochemical reduction

conditions reached a level of approximately 16,000 mg/l for

30 days; this is approximately 4.5 times that measured under

control conditions. The maintenance of catalytic activity of

L. lactis for Mn(II) leaching for 30 days indicates that the

metabolic function of L. lactis can be maintained without

any loss of its physiological activity for at least 30 days.

DISCUSSION

The electrochemically reduced NR was already demonstrated

to regenerate NADH without enzyme catalysis [11, 16,

25]. NR must make simultaneous contact with both the

electrode and the bacterial cells to mediate electron

transfer from the electrodes to the bacterial cells. NR was

covalently immobilized in the graphite felt cathode to

maintain electrochemical reducing equivalence for bacterial

metabolism. L. lactis was immobilized in the NR-cathode

by entrapment to maintain the regeneration (growth) of the

bacterial cells while in contact with the NR-cathode [34].

This may be a useful technique for the maintenance of

physiological activity and growth of L. lactis in a specific

reactant for Mn(IV) reduction.

In order to leach Mn(II) from manganese ore biologically,

the metabolic reduction of Mn(IV) to Mn(II) by non-

pathogenic or non-hazardous bacteria is required. L. lactis is

a typical lactic-acid-producing bacterium without associated

pathogenicity or hazards [31]; however, metabolic activity

Fig. 6. Effect of citrate on production of Mn(II) from Mn(IV) by
the L-NR-cathode in the control condition (●) and electrochemical
reduction condition (▼ ).

Fig. 7. Mn(II) production from manganese ores by bacterium-
NR-graphite in the control condition (●) and the electrochemical
reduction condition (▼).
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for the reduction of Mn(IV) to Mn(II) is not sufficient

for Mn(II) leaching. The metabolic function of L. lactis

sk071115 catalyzing the reduction of Mn(IV) to Mn(II) is

similar to that of metal-reducing bacteria, but physiologically

different from those of Bacillus sp. [5, 6], such as

Acinetobacter calcoaceticus [13], Shewanella putrefaciens

[22], and Thiobacillus ferrooxidans [31]. The majority of

metal-reducing bacteria catabolize hydrogen, hydrogen

sulfide, lactate, pyruvate, formate, or acetate in combination

with the reduction of Mn(IV) or Fe(III) under anoxic or

anaerobic conditions [1, 20, 21, 29]; meanwhile, it is very

difficult to catabolize glucose via metal-reducing bacterial

species under anoxic or anaerobic conditions [19]. This

may be a limiting factor of the metal-reducing bacteria for

the microbial leaching of Mn(II) from manganese ore.

Glucose, which can be cheaply obtained from starch via

microbial or enzymatic hydrolysis, is a more plentiful and

stable organic compound than hydrogen, hydrogen sulfide,

lactate, or formate. Glucose, which can be fermented by L.

lactis, may be metabolically converted to lactic acid in a

bioreactor for Mn(IV) leaching, by which the reactant pH

is reduced to below 7. Generally, metal ions are water-

soluble and more stable at lower than neutral pH [30].

The microbial reduction of the Mn(IV) to Mn(II) in

terrestrial or marine sediment containing manganese dioxides

results in the release of dissolved manganese, but existing

microbial leaching methods are too slow to be competitive

with chemical processes [27]. In L. lactis metabolism, the

majority of reducing power (NADH) regenerated from

NAD+ in combination with the catabolic oxidation of

glucose is reoxidized for the reduction of pyruvate to

lactate, but a very small portion of this is oxidized for the

reduction of Mn(IV) to Mn(II). L. lactis is capable of

metabolically reducing Mn(IV) to modulate NADH/NAD+

(redox) balance (Table 1). Accordingly, the production of

Mn(II) from Mn(IV) or manganese ore must be increased in

proportion to the NADH/NAD+ balance [34]. L. lactis may

generate free energy by both substrate-level phosphorylation

(SLP) and electron transport phosphorylation in the culture

with nitrate, but generates only SLP in the culture

containing Mn(IV). It is quite possible that Mn(IV) may

function as an electron sink but not an electron acceptor in

the energy metabolism of L. lactis [18, 23]. No free energy

is generated by the metabolic reduction of an electron sink

in combination with NADH oxidation; however, the

reduced electron sinker, Mn(II), may accumulate on the

surfaces of the bacterial cells.

Mn(II) may be leached from manganese ore via catalysis

of the L-NR-cathode under electrochemical reduction

conditions without glucose; however, the cell mass

immobilized in the NR-cathode may be diminished with

advancing reaction time in the absence of glucose. The

electrons may be transferred from the electrochemically

regenerated NADH to Mn(IV) via the catalysis of L. lactis

sk071115 without the generation of any free energy, owing

to the potential electron sink functions of Mn(IV).

Accordingly, glucose is an absolute requirement as an

energy source for the generation of free energy and as a

carbon source for the regeneration and maintenance of cell

mass. Theoretically, 200 mM of ATP is generated from

100 mM of glucose by SLP in the metabolism of lactic

acid-producing bacteria, by which 4.3 g of cell mass per

100 mM of glucose (1.43 g of cell mass per 33 mM

glucose) may be generated according to the growth yield

and efficiency of fermentative microorganisms [14, 26].

The initial cell mass immobilized in the NR-graphite felt

electrode was 2.5 g/l, and glucose was controlled at a

supply rate of 33 mM per day based on the glucose

consumption (100 mM for 72 h) of L. lactis (Table 1). We

were unable to determine with precision how long the cell

mass of L. lactis was maintained in the GDM, but could

estimate that the physiological activity of L. lactis for the

reduction of Mn(IV) may be maintained for more than 30

days based on the experimental record showing that the

production of Mn(II) from manganese ore was maintained

via the catalysis of the L-NR-cathode (Fig. 6).

In conclusion, Mn(II) was bioelectrochemically produced

from manganese ore via the catalysis of L. lactis, which

was immobilized in the modified graphite felt electrode

with NR. The immobilized NR in the graphite felt

electrode by covalent bonding may function as both a solid

electron mediator for electron transfer from the electrode

to bacterial cells, and a catalyst for the electrochemical

reduction of NAD+ to NADH. The metabolic stability of L.

lactis for Mn(IV) reduction cannot be stronger than the

chemical stability of the NR-cathode; however, the biocatalyst

can be continuously regenerated within the NR-cathode.

Glucose is an organic, biologically produced compound,

and the electricity employed for the bioelectrochemical

reduction of Mn(IV) can be generated using solar cells.

Accordingly, the bioelectrochemical Mn(II) leaching induced

by L. lactis may prove to be a required green technology in

the low-carbon age.

Acknowledgement

This Research was supported by Seokyeong University in

2009.

REFERENCES

1. Aller, R. C. and P. D. Rude. 1988. Complete oxidation of solid

phase sulfides by manganese and bacteria in anoxic marine

sediments. Geochim. Cosmochim. Acta 52: 751-765.

2. Di-Ruggiero, J. and A. M. Gounot. 1990. Microbial manganese

reduction mediated by bacterial strains isolated from aquifer

sediments. Microb. Ecol. 20: 53-63.



161 Jeon and Park

3. Dougherty, D. P., F. Bredidt Jr., R. F. McFeeters, and S. R.

Lubkin. 2002. Energy-based dynamic model for variable

temperature batch fermentation by Lactococcus lactis. Appl.

Environ. Microbiol. 68: 2468-2478.

4. Ehrlich, H. L. 1980. Bacterial leaching of manganese ores, pp.

609-614. In P. A. Trudinger, M. R. Walter, and B. J. Ralph

(eds.). Biogeochemistry of Ancient and Modern Environments.

Springer-Verlag, New York.

5. Ghiorse, W. C. and H. L. Ehrlich. 1976. Electron transport

components of the MnO2 reductase system and the location of

the terminal reductase in a marine Bacillus. Appl. Environ.

Microbiol. 31: 977-985.

6. Ghiorse, W. C. 1988. Microbial reduction of manganese and

iron, pp. 305-331. In A. J. B. Zehnder (ed.). Biology of

Anaerobic Microorganisms. John Wiley & Sons, Inc., New York.

7. Goebel, B. M. and E. Stackebrandt. 1994. Cultural and

phylogenetic analysis of mixed microbial populations found in

natural and commercial bioleaching environments. Appl. Environ.

Microbiol. 60: 1614-1621.

8. Greenberg, A. E., L. S. Clesceri, and A. D. Eaton. 1992.

Standard Methods for the Examination of Water and Wastewater.

18th Ed., pp. 3-75~3-76. American Public Health Association.

Washington DC.

9. Harrison, A. P. Jr. 1984. The acidophilic thiobacilli and other

acidophilic bacteria that share their habitat. Annu. Rev. Microbiol.

38: 265-292.

10. Hutchins, S. R., M. S. Davidson, J. S. Brierly, and C. L. Brierly.

1986. Microorganisms in reclamation of metals. Annu. Rev.

Microbiol. 40: 311-336.

11. Jeon, B. Y. and D. H. Park. 2010. Improvement of ethanol

production by electrochemical redox combination of Zymomonas

mobilis and Saccharomyces cerevisiae. J. Microbiol. Biotechnol.

20: 94-100.

12. Kang, H. S., B. K. Na, and D. H Park. 2007. Oxidation of

butane to butanol coupled to electrochemical redox reaction of

NAD+/NADH. Biotech. Lett. 29: 1277-1280.

13. Karavaiko, G. I., V. A. Yurichenko, V. I. Remizov, and T. M.

Klyushnikova. 1987. Reduction of manganese dioxide by cell-

free Acinetobacter calcoaceticus extracts. Microbiology 55:

553-558.

14. Kim, B. H. and G. M. Gadd. 2008. Bacterial Physiology and

Metabolism, pp. 187-192. Cambridge University Press, New York.

15. Lee, K. Y. and T. R. Heo. 2000. Survival of Bifidobacterium

longum immobilized in calcium alginate beads in simulated

gastric juices and bile salt solution. Appl. Environ. Microbiol.

66: 869-873.

16. Lee, W. J. and D. H. Park. 2009. Electrochemical activation of

nitrate reduction to nitrogen by Ochrobactrum sp. G3-1 using

noncompartmented electrochemical bioreactor. J. Microbiol.

Biotechnol. 19: 836-844.

17. Lovley, D. R. 1991. Dissimilatory Fe(III) and Mn(IV) reduction.

Microbiol. Rev. 55: 259-287.

18. Lovley, D. R. and E. J. P. Phillips. 1988. Novel mode of

microbial energy metabolism: Organic carbon oxidation coupled

to dissimilatory reduction of iron or manganese. Appl. Environ.

Microbiol. 54: 1472-1480.

19. Lovley, D. R. and E. J. P. Phillips. 1989. Requirement for a

microbial consortium to completely oxidize glucose in Fe(III)-

reducing sediments. Appl. Environ. Microbiol. 55: 3234-3236.

20. Lovley, D. R., E. J. P. Phillips, and D. J. Lonergan. 1989.

Hydrogen and formate oxidation coupled to dissimilatory

reduction of iron or manganese by Alteromonas putrefaciens.

Appl. Environ. Microbiol. 55: 700-706.

21. Myers, C. R. and K. H. Nealson. 1988. Respiration-linked proton

translocation coupled to anaerobic reduction of manganese(IV)

and iron(III) in Shewanella putrefaciens MR-1. J. Bacteriol.

172: 6232-6238.

22. Myers, C. R. and K. H. Nealson. 1988. Bacterial manganese

reduction and growth with manganese oxide as the sole electron

acceptor. Science 240: 1319-1321.

23. Park, D. H. and B. H. Kim. 2001. Growth properties of the

iron-reducing bacteria, Shewanella putrefaciens IR-1 and MR-1

coupling to reduction of Fe(III) to Fe(II). J. Microbiol. 39:

273-278.

24. Park, D. H., M. Laivenieks, M. V. Guettler, M. K. Jain, and J.

G. Zeikus. 1999. Microbial utilization of electrically reduced

neutral red as the sole electron donor for growth and metabolite

production. Appl. Environ. Microbiol. 65: 2912-2917.

25. Park, S. M., B. I. Sang, D. W. Park, and D. H. Park. 2005.

Electrochemical reduction of xylose to xylitol by whole cells or

crude enzyme of Candida peltata. J. Microbiol. 43: 451-455.

26. Payne, W. J. and W. J. Wiebe. 1978. Growth yield and efficiency

in chemosynthetic microorganisms. Annu. Rev. Microbiol. 133:

155-183.

27. Rossi, G. and H. L. Ehrlich. 1990. Other bioleaching processes,

pp. 149-170. In H. L. Ehrlich and C. L. Brierley (eds.).

Microbial Mineral Recovery. McGraw-Hill, Inc., New York.

28. Seo, H. N., B. Y. Jeon, H. T. Tran, D. H. Ahn, and D. H. Park.

2010. Influence of pulsed electric field on growth of soil

bacteria and pepper plant. Korean J. Chem. Eng. 27: 560-566.

29. Stone, A. T. 1987. Microbial metabolites and the reductive

dissolution of manganese oxides: Oxalate and pyruvate. Geochim.

Cosmochim. Acta 51: 919-925.

30. Stucki, J. W., G. W. Bailey, and H. Gan. 1995. Redox reactions

in phyllosilicates and their effects on metal transport, pp. 146-

155. In H. E. Allen, C. P. Huang, G. W. Bailey, and A. R.

Bowers (eds.). Metal Speciation and Contamination of Soil.

CRC Press, Inc., Salem.

31. Sugio, T., Y. Tsujita, K. Hirayam, K. Inagaki, and T. Tano.

1988. Mechanism of tetravalent manganese reduction with

elemental sulfur by Thiobacillus ferrooxidans. Agric. Biol.

Chem. 52: 185-190.

32. Troshanov, E. P. 1968. Iron- and manganese-reducing

microorganisms in ore-containing lakes of the Karelian Isthmus.

Microbiology 37: 786-790.

33. Troshanov, E. P. 1969. Conditions affecting the reduction of

iron and manganese by bacteria in the ore-bearing lakes of the

Karelian Isthmus. Microbiology 38: 528-535.

34. Verho, R., J. Londesborough, M. Penttilä, and P. Richard. 2003.

Engineering redox cofactor regeneration for improved pentose

fermentation in Saccharomyces cerevisiae. Appl. Environ.

Microbiol. 69: 5892-5897.

35. Yun, S. H., T. S. Hwang, and D. H. Park. 2007. Metabolic

characterization of lactic acid bacterium Lactococcus garvieae

sk11, capable of reducing ferric iron, nitrate, and fumarate. J.

Microbiol. Biotechnol. 17: 218-225.



<<
  /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
  /SyntheticBoldness 1.00
  /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 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /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 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /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 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /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 [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


