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1

 

Methanosarcina

 

 

 

barkeri

 

 is a biological agent of
methanogenesis important for the cycle of carbon in
nature. Both negative (methane explosions in mines)
and positive implications of methanogenesis (sewage
plants and biogas) are of importance. Thus, comprehen-
sive study of the physiology and metabolism of the
given archaebacterium is of importance.

Scientific literature lacks data on the effect of cor-
rinoids (compounds of the vitamin B

 

12

 

 group) on the
DNA biosynthesis in 

 

Methanosarcina

 

 

 

barkeri

 

. How-
ever, a number of prokaryotes are known to involve
cobalamin (Cbl) into DNA synthesis via the function-
ing of an adenosylcobalamin (AdoCbl)-dependent
ribonucleotide reductase (RNRase) [1–5]. The enzyme
hasn’t been identified in 

 

M. barkeri.

M. barkeri

 

 synthesizes large quantities of cor-
rinoids. On a methanol-containing medium with high
concentrations of cobalt salts (9.6 mg/l), 5700 

 

µ

 

g/g
ASB corrinoids were formed. Factor III (5-hydroxy-
benzimidazolylcobamide) makes up 19% among them,
80% are made of nucleotide-free (at the 

 

α

 

-ligand of the
cobalt atom) factor B [6]. Data on the composition for
the corrinoids of 

 

M. barkeri

 

 are in accordance with
those of other authors [7–9]. Moreover, factor B was
shown to be present in an adenosylated form [8], and
while the majority of factor III (80% to total corrinoids)
is methylated, adenosylated and some unidentified
derivatives were also revealed [10]. Cobalamin was not
detected in 

 

M. barkeri

 

 cells in the cited works. How-
ever, one cannot exclude its presence in the methanosa-
rcina biomass, since a protein complex of aquacobal-

amin (H

 

2

 

O–Cbl) involved in methane biosynthesis
in vitro was isolated from 

 

M. barkeri

 

 [11].
Methanogenic bacteria (

 

Methanobacterium

 

 

 

ther-
moautotrophicum

 

 and

 

 M

 

. 

 

barkeri

 

) are known to assimi-
late corrinoids and 5,6-dimethylbenzimidazole
(5,6 DMB) in the course of growth. In this process,
“complete” corrinoids such as Cbl, containing
5,6-DMB, are partially transformed into factor III.
Exogenous complete corrinoids (factor III, Cbl, etc.)
and 5,6-DMB suppress de novo biosynthesis of factor III
[12]. The formation of true vitamin B

 

12

 

 (cobalamin) in
the presence of exogenous 5,6-DMB (at 30% of the
total corrinoids) was confirmed for 

 

M. barkeri

 

 and

 

M. vacuolata

 

 [7].
Factor III is a biochemically polyfunctional cor-

rinoid [5]. In the course of methanogenesis by 

 

M. bark-
eri

 

 grown on methanol-containing media it functions as
a part of an active site of methyltransferase I (MTPase I)
interacting with methanol, methyltransferase II
(MTPase II), tetrahydromethanepterin, and CO dehy-
drogenase/acetyl-CoA synthase. Participation of

 

M. barkeri

 

 corrinoids in processes other than methano-
genesis (factor III), such as constructive metabolic
reactions, for example, DNA and/or methionine bio-
synthesis, cannot be ruled out.

Does true vitamin 

 

Ç

 

12

 

 (cobalamin) participate in
methane formation in 

 

M. barkeri

 

? MTPase II is known
to catalyze 

 

ëç

 

3

 

 group transfer from the methylated fac-
tor III present in the active site of MTPase I to coen-
zyme M (SH-CoM) [5]. In addition, in experiments in
vitro free Cbl also was found to be an acceptor of the
methyl group transferred from methanol by MTPase I.
In turn, MTPase II, which catalyzes the methylation of
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Abstract

 

—

 

Methanosarcina barkeri 

 

is capable of synthesizing large amounts of corrinoids, compounds of the
vitamin B

 

12

 

 group, although not cobalamin. In the present work, exogenous cobalamin was demonstrated to
upregulate DNA synthesis in 

 

M. barkeri

 

 cell suspensions incubated under air. The effect is similar to the one in

 

Propionibacterium freudenreichii 

 

cells, though less pronounced. The growth of the archaeon under anaerobic
conditions was shown to be suppressed by cobalamin and 5,6-dimethylbenzimidazole. The data obtained sug-
gest the presence of a corrinoid-dependent ribonucleotide reductase in the archaeal cells which provides for
deoxyribose precursors for DNA biosynthesis independently of the presence of molecular oxygen in the
medium. Growth suppression under anoxic conditions by cobalamin and 5,6-dimethylbenzimidazole may be
due to a decrease in the concentration of factor III, a polyfunctional corrinoid dominating in 

 

M. barkeri

 

 cells.
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SH-CoM, uses (alternatively) the free methyl-Cbl as a
substrate [13]. In vivo functioning of this system is an
open issue so far.

Ribonucleotide reductase (RNRase, 1.17.4.-) is a
universal enzyme catalyzing the transformation of ribo-
nucleotides into deoxyribonucleotides. This is the first
specific and rate-limiting stage of the metabolic path-
way for DNA synthesis as a whole. There are three
classes of RNRases [1–3, 14, and 15]: “aerobic” Fe–O–Fe-
or Mn-containing RNRase (class I), adenosylcobal-
amin (AdoCbl)-dependent RNRase inert to molecular
oxygen (class II), and an “anaerobic” Fe–S-containing
RNRase sensitive to molecular oxygen (class III).
Importantly, RNRases of various classes may be
present in the genomes and function in the cells of a sin-
gle prokaryote species [15–20]. According to their
physiology (strict anaerobes), methanosarcina may
contain RNRases of classes II and/or III. Sometimes
they are not detected biochemically as the gene expres-
sion is stipulated by specific physiological conditions.
However, AdoCbl-dependent RNRase of an aerobic
archaeon 

 

Pyrococcus

 

 

 

furiosus

 

 was isolated and studied
in the presence of air [21].

An indirect indication for the presence of a class II
RNRase is a vitamin 

 

Ç

 

12

 

-dependent pattern of DNA syn-
thesis. The indicated approach to analyze the type of
RNRase was applied towards 

 

Brevibacterium

 

 

 

ammoni-
agenes

 

 [22]. Earlier we have observed a direct correlation
between the effect of AdoCbl on DNA biosynthesis and
the activity of AdoCbl-dependent RNRase in 

 

Propioni-
bacterium

 

 

 

freudenreichii

 

 ssp. 

 

shermanii

 

 VKM-103 [15].
The goal of the present work was to reveal the prob-

able involvement of a corrinoid (exemplified by cobal-
amin) in DNA biosynthesis in 

 

Methanosarcina

 

 

 

barkeri

 

cells.

MATERIALS AND METHODS

The following bacteria were used in the work: 

 

Meth-
anosarcina

 

 

 

barkeri

 

 strain Fusaro (DSMZ 804, Deutche
Sammlung von Mikroorganismen und Zellkultlren,
Braunschweig, Germany) and 

 

Propionibacterium
freudenreichii

 

 strain RVS-4-irf (VKPM V-9654, All-
Russian Collection of Industrial Microorganisms, Mos-
cow, Russia).

 

M. barkeri

 

 was cultured under anaerobic conditions
in the dark (37

 

°

 

C, 72 h) on a synthetic medium pre-
pared according to Karrash [23] with modifications
concerning the cobalt salt concentration.

The concentrated (

 

×

 

5) salt solution contained the
following (g/l): imidazole, 13.6; NaH

 

2

 

PO

 

4

 

 · H

 

2

 

O,
0.345; Na

 

2

 

HPO

 

4

 

 · 2H

 

2

 

O, 0.44 (pH 6.4, adjusted with
37% HCl); CaCl

 

2

 

 · 2H

 

2

 

O, 1.24; MgCl

 

2

 

 · 6H

 

2

 

O, 2.0;
KCl, 2.0; NaCl, 10.0; NH

 

4

 

Cl, 2.5; FeCl

 

3

 

 · 6H

 

2

 

O, 0.015;
and 0.5 ml of 0.2% resazurin solution.

The microelement solution contained the following
(g/l): EDTA, 1.5 (pH 6.5–7.0); MnSO

 

4

 

 · H

 

2

 

O, 0.5;
FeSO

 

4

 

 · 7H

 

2

 

O, 0.15; CoCl

 

2

 

 · 6H

 

2

 

O, 0.50; ZnSO

 

4

 

 ·

7H

 

2

 

O, 0.10; CuSO

 

4

 

 · 6H

 

2

 

O, 0.01; AlCl

 

3

 

 · 6H

 

2

 

O, 0.01;
H

 

3

 

BO

 

3

 

, 0.01; Na

 

2

 

MoO

 

4

 

 · 2H

 

2

 

O, 0.01; NiCl

 

2

 

· 6H

 

2

 

O,
0.03; and NaHSeO

 

3

 

, 0.015 (according to Wolf).
The vitamin solution contained the following

(mg/l): biotin, 2.0; folic acid, 2.0; pyridoxine-HCl,
10.0; thiamine (HCl), 5.0; riboflavin, 5.0; nicotinic
acid, 5.0; pantothenic acid, 5.0; vitamin B

 

12

 

, 0.1; 

 

p

 

-ami-
nobenzoic acid, 5.0; and lipoic acid, 5.0.

Na

 

2

 

S

 

 

 

·

 

 9ç

 

2

 

O solution, 5.6 mg per 100 ml of distilled
water, was sterilized separately at 1 atm for 20 min. It
was introduced (5 ml/l) into the complete medium
which was sterilized at 0.5 atm for 20 min.

To prepare the complete medium, 10 ml of the
microelement solution and 10 ml of the vitamin solu-
tion were added to 200 ml of the concentrated (

 

×

 

5

 

) salt
solution and filled with double distilled water up to 1 l
(final pH 7.0). Then, methanol (12 ml/l) was added, as
well as L-cysteine-HCl as a reducing agent (140 mg/l).

 

P

 

. 

 

freudenreichii

 

 was cultured under conditions of
free oxygen access in 70%-filled Erlenmeyer’s flasks-
for 72 h at 

 

30°ë

 

 on a semisynthetic medium containing
the following (g/l distilled water): glucose, 20.0; tryp-
tone (Biokar Diagnostics, France), 0.5; 

 

(

 

NH

 

4

 

)

 

2

 

SO

 

4

 

 –
3.0; äç

 

2

 

ê

 

O

 

4

 

 –1.5; 

 

MgSO

 

4

 

 

 

·

 

 7ç

 

2

 

O, 0.25; (mg/l) CoCl

 

2

 

 

 

·

 

6ç

 

2

 

O (in some variants, the cobalt salt wasn’t added),
1.0; NaCl, 5.0; MnSO4, 5.0 or MnCl2, 4.0; ZnSO4 ·
7H2O, 0.01; FeCl3 · 6H2O, 0.005; and the following
vitamins (µg/l): calcium pantothenate, 1000.0; thia-
mine, 200.0; and biotin, 1.0; pH 6.8–7.0. Glucose and
salt solutions were sterilized separately for 30 min at
0.5 atm. Vitamins were sterilized at 0.5 atm for 15 min.

At a cobalt salt concentration of 1.0 mg/l, the cells
of propionic acid bacteria (PAB) contained about
1000 µg/g corrinoids ASB (full ëÓr+ variant). The
residual corrinoid content in the cells grown on a
cobalt-free medium was ~10 µg/g ASB (corrinoid defi-
cient variant, Cor–). After 72 h of cultivation, PAB vari-
ants grown on the indicated medium reached the con-
centration of 9.0 and 8.0 optical density units (D. U.)
at Ä540.

Archaeal cell suspensions (72 h of anaerobic culti-
vation) were prepared under free air access to the incu-
bation solution consisting of a salt base of the growth
medium supplemented with methanol (5 ml/l), cysteine
(140 mg/l), and sodium sulfide (5 ml/l of the above
solution). Cell concentration in the suspension was
4–5 D. U. (Ä580). Cell suspensions of P. freudenreichii
(after 48–50 h of cultivation) were also prepared in the
air in the salt solution of the growth medium supple-
mented with 0.5% glucose. Cell concentration in the
suspension was 16–17 D. U. (A540).

Total DNA synthesis in the cells was registered as
follows: labeled [8-14ë]adenine (PA Izotop, Saint-
Petersburg, Russia) along with the unlabeled were
added to the cell suspensions in the cold. The radioac-
tive adenine concentration was 74 kBq/ml (specific
radioactivity of 10.2 GBq/g). The unlabeled adenine
concentration was 5 µg/ml. Then, cobalamin deriva-
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tives in various concentrations or mitomycin C
(4−5 µg/ml) were added. Cobalamin derivatives were
kindly provided by Prof. V. Ya. Bykhovskii (Laboratory
of Vitamins, Bach Institute of Biochemistry, Russian
Academy of Sciences) and mitomycin C was obtained
from Calbiochem, United Kingdom. Preincubation of
the suspensions was carried out at 37°ë for 10–15 min.
The suspensions were then incubated at 37°ë, with ali-
quots collected at regular time intervals.

For quantitative isolation of DNA, the aliquots were
treated as follows: the alkali-stable (18 h hydrolysis in
0.5 N NaOH at 37°ë), acid-insoluble (1 N çëlO4 in the
cold) DNA fraction was separated from RNA. The
DNA precipitate was washed with cold 0.3 N çëlO4
containing unlabeled adenine, then 70% ethanol, and
then dried. An automatic counter (LKB, Sweden) was
used to measure the activity of the washed and dried
DNA precipitate. DNA formation rate (intensity) was cal-
culated as the acquired DNA radioactivity per 1 D. U.
(Ä580) of cell suspension after 10 min incubation.

All experiments were carried out at least in tripli-
cate. The data were statistically treated using Sigma
Plot and Sigma Stat programs (Systat software).

RESULTS AND DISCUSSION

To register DNA biosynthesis, a 72-h cell suspen-
sion of M. barkeri was incubated in the presence of
labeled and unlabeled adenine in the air. After the sep-
aration of the alkali-stable, acid-insoluble DNA frac-
tion from RNA, increase in DNA radioactivity was
measured. To estimate the incorporation of exogenous
adenine into DNA (in the process of biosynthesis),
incorporation of the label in the presence of an inhibi-
tor, mitomycin C, was measured. The experimental
data (Fig. 1) proved the possibility for monitoring DNA
biosynthesis in the archaeon by the rate of incorpora-
tion of exogenous labeled adenine into the molecule.

Upon treatment with the antibiotic, DNA radioactivity
after 85 min of incubation was less than 10%, which is
probably due to residual adenine sorption. The data also
show that M. barkeri enzymes involved in the synthesis
of DNA precursors (deoxyribonucleotides) and in rep-
lication proper are active in cells in the presence of
molecular oxygen.

Cobalamin derivatives (AdoCbl or hydroxycobal-
amin, OH-Cbl) were then introduced in varying con-
centrations into the suspension already containing
radioactive adenine. A stimulating effect of exogenous
cobalamin on DNA biosynthesis was observed in
M. barkeri cell suspensions in air (Fig. 2). Corrinoid
uptake by archaeal cells has been proved previously for
M. thermoautotrophicum [7, 12].

The stimulatory effect of a corrinoid AdoCbl
towards prokaryotic DNA biosynthesis was also
revealed in P. freudenreichii. The data presented in Fig.
3 confirm that DNA biosynthesis in this bacterium was
dependent upon the endogenous corrinoid levels and
intensified significantly upon treatment with exogenous
AdoCbl. The bacteria possess a class II AdoCbl-con-
taining ribonucleotide reductase [15]. M. barkeri cell
suspension responded similarly to cobalamin introduc-
tion in the air (see Fig. 2). Apparently, the difference in
the absolute values of DNA incorporation in metha-
nosarcina and in the propionic acid bacterium is due to
the differences in the patterns and rates of growth and
also the peculiarities in DNA anabolism. Since a possi-
bility exists that cobalamin is transformed into
factor III in archaeal cells, a fairly short incubation
period is required to trace the specific interactions

cm
p 

(D
N

A
) 

· A
58

0−1
1000

800

600

400

200

0 20 40 60 80 100

1

2

Time, min

Fig. 1. Incorporation of labeled adenine into DNA in
M. barkeri cell suspension in the air in the absence of inhib-
itor and (1), in the presence of mytomycin C (2).
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Fig. 2. DNA biosynthesis intensification in M. barkeri cell
suspension upon exogenous cobalamin introduction in the
air (according to the rate of labeled adenine incorporation
into DNA): no cobalamin (control) (1); with the addition of
mytomycin C (2); with the addition of AdoCbl (µg/ml): a,
1.0; b, 2.5; and c, 5.0 (3); and with the addition of OH-Cbl,
7.0 µg/ml (4). Preincubation with adenine and the additives
was performed at 37°C for 15 min; the rate of inclusion was
calculated from the linear regions of the curves (over the
30–60 min incubation interval, see Fig. 1).
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between cobalamin and the corrinoid-dependent
enzymes of DNA biosynthesis. Therefore, in experi-
ments with M. barkeri cells the time of incubation was
tens of minutes which is certainly less than the period
of cell doubling (see Figs. 1 and 2 and table).

In experiments with the growing culture (strictly
anaerobic growth of the archaeon), addition of cobal-
amin (AdoCbl) at inoculation (10–20 vol %), the stim-
ulatory effect of the corrinoid on DNA biosynthesis
was observed, although the growth rate of the bacteria
decreased. Introduction of 5,6-DMB into the medium
suppressed M. barkeri growth and DNA biosynthesis
(see Table).

Thus, we have discovered controversial effects of
exogenous cobalamin on M. barkeri metabolism. The
negative effect of cobalamin and 5,6-DMB on M. bark-
eri growth is probably associated with a decrease in the
level of endogenous factor III, a corrinoid important for
the energy balance of a methanogenic archaeon. The
positive effect of exogenous adenosylated cobalamin
(AdoCbl) on DNA biosynthesis is probably due to its
artificial (nonspecific) inclusion into the active site of
the corrinoid-dependent RNRase (class II). The previ-

ously published data on Cbl interacting with the essen-
tial enzymes of methanogenesis and acetyl-CoA syn-
thesis in M. barkeri in vitro support this idea [12, 24–
26]. The instability of the synthesis rate and content of
DNA in prokaryote cells is known and is caused by the
lack of strict coordination between DNA replication
and cell division [15].

The data obtained is implicit evidence for the pres-
ence of a class II corrinoid-dependent RNRase in meth-
anosarcina cells. The enzyme is known to be inert
towards molecular oxygen in contrast to the Fe–S-con-
taining sensitive RNRase of class III. The enzyme func-
tions through free-radical conversions initiated by the
corrinoid in its active site [1–5, 15]. According to the
published data, M. barkeri doesn’t synthesize cobal-
amin [6, 7, 10]. On one hand, since DNA biosynthesis
in cell suspensions was performed in the air, one cannot
exclude the class II corrinoid-dependent RNRase to be
the only type of the enzyme present in M. barkeri cells.
Under physiological conditions, the RNRase of class II
probably functions using an adenosylated derivative of
factor III. A corrinoid-dependent RNRase of class II,
obligately requiring AdoCbl in vitro, was detected
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Fig. 3. DNA biosynthesis intensification in corrinoid-deficient (Cor–) P. freudenreichii cells under exogenous adenosylcobalamin
effect (according to the labeled adenine incorporation into DNA, Fig. 3a, and to the rate of incorporation, Fig. 3b): 1, corrinoid-
deficient PAB cells, ~10 µg/g DW (Cor– variant); 2, completely corrinoid-positive PAB cells, 1000 µg/g DW (Cor+ variant); and
3, variant Cor– + AdoCbl. Preincubation with AdoCbl (3.0 mg/l) was performed at 37°C for 10 min; the rate of inclusion was cal-
culated from the linear regions of the curves (over the 50–80 min incubation interval.
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(according to biochemical methods, structural data, and
methods of molecular genetics) in an archaeon Pyro-
coccus furiosus [21]; however, the nature of the native
corrinoid as part of a holoenzyme wasn’t established.

On the other hand, functioning of a class III anaero-
bic RNRase is also possible in M. barkeri under anaer-
obic conditions, since we now know [15–20] that a sin-
gle organism may possess RNRases of different classes
acting under the relevant physiological conditions.
While the strictly anaerobic M. barkeri normally uses a
class III “anaerobic” Fe–S-containing RNRase
(nrdDG), the corrinoid-dependent class II RNRase
(nrdJ), probably synthesized during anaerobic growth
as a constitutive duplicating (alternative) enzyme, may
be an example of the organism adaptation to tempo-
rarily aerobic conditions. There are data available on
methanosarcinas' ability to retain viability upon contact
with oxygen [27] and, moreover, to proliferate in the
presence of certain concentrations of the products of
incomplete oxygen reduction [28, 29]. In the situation
described, “anaerobic” RNRase would be inactive,
while the corrinoid-dependent one would retain its
activity.
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